BO Y TE CONG HOA XA HQI CHU NGHIA VIET NAM
Poc 1ap - Tw do - Hanh phic

S6:2017 /QD-BYT Ha Ngi, ngay 09 thang 6 nam 2014

QUYET PINH
Veé viéc ban hanh tai liéu “Hudng dan quy trinh ky thuat
chuyén nganh Huyét hoc-Truyén mau-Mién dich-Di truyén-Sinh hoc phan ti”

BO TRUONG BO Y TE

Can cur Luat kham bénh, chira bénh nam 2009;

Cin ctr Nghi dinh s6 63/2012/ND-CP ngay 31/8/2012 cua Chinh Phu quy
dinh chirc ning, nhiém vu, quyén han va co ciu to chirc ctia Bo Y té;

Xét Bién ban hop cua Hji dong nghiém thu Huong dan Quy trinh ky thudt
chuyén nganh Huyét hoc- Truyén mau- Mién dich di truyén- Sinh hoc phdn ti ciia
Bé Y té;

Theo d& nghi cia Cuc truong Cuc Quan ly Kham, chita bénh,

QUYET PINH:
Piéu 1. Ban hanh kém theo Quyet dinh nay tai liéu “Hudng dan quy trinh k§
thuat chuyén nganh Huyét hoc- Truyén méau- Mién dich di truyén- Sinh hoc phan
’, gobm 147 quy trinh k¥ thuat.

Pidu 2. Tai liéu “Hudng dan quy trinh k¥ thuat chuyén nganh Huyét hoc-
Truyén mau- Mién dich di truyén- Sinh hoc phan tir” ban hanh kém theo Quyét
dinh nay dugc 4p dung tai cac co s¢ kham bénh, chita bénh.

Can ¢t vao tai liéu hudng dan nay va didu kién cy thé cta don vi, Giam ddc
co s& kham bénh, chita bénh xay dung va ban hanh tai liéu Huéng dan quy trinh k¥
thuat chuyén nganh Huyét hoc- Truyén mau- Mién dich di truyén- Sinh hoc phan tir
phtt hop dé thyc hién tai don vi.

Piéu 3. Quyét dinh nay c6 hiéu luc ké tir ngay ky ban hanh.

Piéu 4. Cac ong, ba: Chanh Vin phong B, Cuc truong Cuc Quan 1y Kham,
chita bénh, Chanh Thanh tra B, Cuc truéng va Vu truong cac Cuc, Vu thudc Bo
Y té, Giam ddc cac bénh vién, vién cd giuong bénh truc thugc BO Y té, Giam dbc
S Y té cac tinh, thanh phd truc thudc trung uwong, Thu trudng Y té cac Bo, Nganh
va Thu trudng cac don vi c6 lién quan chiu trach nhi¢m thi hanh Quyét dinh nay./.

Noi nhin: KT. BQ TRUONG
-Nhubiud, = THU TRUONG
- B6 trudng B Y t€ (de b/c);

- Cac Thur truong BYT; o P ky

- Bdo hiém Xa h¢i Viét Nam (d€ phoi hop);

- Cong thong tin dién to BYT; x ] .

- Webgsite Cﬁc KCB; Nguyen Thi Xuyén
- Luu VT, KCB.



BO Y TE CONG HOA XA HOQI CHU NGHIA VIET NAM

Poc lap - Tu do- Hanh Phuc

DANH SACH HUONG DAN QUY TRINH KY THUAT

CHUYEN NGANH HUYET HQC- TRUYEN MAU- MIEN DICH-

(Ban

DI TRUYEN- SINH HOC PHAN TU
hanh kém theo Quyét dinh sé: 2017 /OP-BYT ngay 09 thang 6 ndm 2014

cua Bo truong Bo Y té)

TEN QUY TRINH KY THUAT

T
Chwong I. Huyét hoc té bao
1. |Nhudm héa hoc té bao
2. [Tim au tring giun chi (phuong phép thu cong)
3. [Tim ky sinh trung sét rét (phuong phap tha cong)
4. |Nhuom hod md mién dich manh sinh thiét tuy xuong
5. |Nhuom sg¢i xo trong mo tuy xuong (Phuong phap soi Collagen Van Gieson)
6. [Nhuom sgi lién vong trong mo tuy xuong (Phuong phap Gomori)
7. [Xét nghiém té bao trong dich ndo tuy (phuong phap thii cong)
8. [Xét nghiém té bao trong cac loai dich (phuong phap thi cong)
9. |[Xét nghiém té bao nudc tiéu (phuong phap thu cong)
10. [Xét nghiém té bao nudc tiéu (bang may tu dong)
Pém s6 luong tiéu cau bang may dém tu dong theo nguyén ly tré khang va
L Naser; quan sat do tap trung tiéu cau trén tiéu ban mau ngoai vi
12, |Tim hong cau c6 cham ua bazo
13, |Tim manh v& hdng cau
14, [Xét nghiém hong cau ludi (bang may dém tu dong)
15, [Xét nghiém hong cau ludi (Bang k¥ thuat nhudm xanh sang Cresyl)
16. |Tim té bao Hargrave
17. Xt Iy bénh pham sinh thiét va chan doan mé hoc
18. |Chup anh trén kinh hién vi k§ thuat s6 va ghi dia
19. |Chup anh trén kinh hién vi k¥ thuat s6
Chuong I1. Pong cAm mau
20. |Thoi gian mau chdy (phuong phap Ivy)
21.  [Nghiém phap day that (phuong phap ting ap)
22. |Phat hién khang dong duong ngoai sinh




Dinh luong Fibrinogen (phuong phap gian tiép) bang may ban tu dong/tur

23. [«
dong
24.  Pinh luong yéu t6 XII (phuong phap 1 thi)
25. [Nghiém phép sinh Thromboplastin (TGT:Thromboplastin Generation Test)
26. [Dinh lugng tc ché yéu td IX
27. |[Pinh luong hoat tinh Plasminogen
28. [Po d6 quanh méau/huyét tuong
29. |[Phat hién khang dong duong chung
Xét nghiém phét hién giam tiéu cau do Heparin (Heparin induced
30. .
Thrombocytopenia)
Pinh lugng khang nguyén chat wrc ché hoat héa Plasminogen 1 (PAI-1
31. - ; , o ,
antigen: Plasminogen activated inhibitor type 1 antigen)
Chuwong I11. Mién dich- Di truyén- Sinh hoc phén tir
Pinh luong khang thé khang nDNA (anti-nDNA) bang k§y thuat mién dich
32. z
gan men (ELISA)
Pinh luong khang thé khang dsDNA (anti-dsDNA) bang k¥ thuat mién dich
33. 9
gan men (ELISA)
34. binh tinh khang thé khang dsDNA (bang k§y thuat ngung két latex)
35.  [Pinh tinh khang thé khang nhan bang ky thuat mién dich gan men (ELISA)
46 [Pinh luong anti — B2 glycoprotein bang ky thuat mién dich gan men
" (ELISA)
37 [Pém té bao goc tao mau CD34" bang may phan tich té bao dong chay (Flow
Cytometry)
38. |po chéo trong ghép bing may phan tich té bao dong chay (Flow Cytometry)
29 Pém té bao lympho T-CD3, T-CD4, T-CD8 bing k¥ thuat phan tich té bao
" |dong chay
40. |[Xét nghiém CD55/59 bach cau
41. [Pién di huyét sic t6 trén may dién di mao quan
42. |Strc bén hong cau
43. |Tién man cam bang ky thuat mién dich gan men (ELISA)
44. |Xét nghiém gen bang k¥ thuat FISH
45.  |Nhuom bang G nhidém sic thé
46. |Cong thirc nhidm sic thé tuy
47. |CoOng thirc nhidm sac thé mau ngoai vi
48. |Cay hdn hop té bao lympho
49. |Phat hién nguoi mang gen Hemophilia (bang ky thuat PCR-PFLP)
50. |[Xét nghiém FISH xac dinh nhiém sac thé X,Y
51.  |[Xét nghiém FISH xac dinh nhiém sic thé Ph1l (BCR/ABL)
52.  |[Xét nghiém FISH chan doan chuyén doan NST 4;11
53. |Xét nghiém FISH chan doan chuyén doan NST 1;19
54. |Xét nghiém FISH chan doan chuyén doan NST 8;21




55. [ Xét nghiém FISH chan doan chuyén doan NST 15;17
56. [Tach chiét DNA tir mau ngoai vi/mau cudng ron
57. [Tach chiét RNA tir mau ngoai vi/tily xuong
58. |PCR chan doan bénh anpha thalassemia (05 dot bién)
59. |K¥ thuat Nested RT-PCR phét hién gen lai BCR/ABL
60. [Pinh luong gen bénh mau &c tinh bang ky thuat Real - Time PCR
61. |[Xét nghiém phat hién su ton tai cua gen bénh bang k§ thuat RT-PCR
62. |Phat hién gene JAK2 V617F bing ki thuat AS- PCR
63 PXétnghiém phat hién dot bién gene bang ky thuat Multiplex PCR ( phat
" |hién cung luc nhiéu doét bién)
64. [Dinh lugng virut Cytomegalo (CMV) bang k¥ thuat Real Time PCR
Phat hién dao doan intron 22 caa gen yéu té VI bénh Hemophilia bing ky
65. A
thuat longrange PCR.
Chwong |1V. Truyén mau
66. | Xét nghiém hoa hop mién dich phat mau & 22°C (k¥ thuat dng nghiém)
67. |Nghiém phap coombs truc tiép (phuong phap 6ng nghiém)
68. |[Nghiém phap coombs gian tiép (phuong phap 6ng nghiém)
69. [Pinh nhdém mau hé Rh D (yéu) (ki thuat dng nghiém)
70.  [Xac dinh khang nguyén C cua hé Rh (ky thuat 6ng nghiém)
71.  [Xac dinh khang nguyén c ctia hé Rh (ky thuat 6ng nghiém)
72.  [Xac dinh khang nguyén E cua hé Rh (k¥ thuat ong nghiém)
73.  [Xac dinh khang nguyén e caa hé Rh (ky thuat 6ng nghiém)
74.  [Xac dinh khang nguyén K cua hé KELL (k¥ thuat dng nghiém)
75.  [Xac dinh khang nguyén k caa hé KELL (k¥ thuat dng nghiém)
76.  [Xac dinh khang nguyén Jka caa hé kidd (kg thuat 5ng nghiém)
77.  [Xac dinh khang nguyén Jkb caa hé kidd (ky thuat ng nghiém)
78.  [Xac dinh khang nguyén S ciia hé MNS (k¥ thuat dng nghiém)
79. [Xac dinh khang nguyén P1 cua hé P1PK (k¥ thuat 6ng nghiém)
80. [Xac dinh khang nguyén Lea cia hé MNS (ki thuat dng nghiém)
81. [Xac dinh khang nguyén Leb cua hé MNS (ky thuat 6ng nghiém)
82. [Xac dinh khang nguyén Kpa cua hé KELL (k¥ thuat ong nghiém)
83. [Xac dinh khang nguyén Kpb cua hé KELL (ki thuat dng nghiém)
84. [Xac dinh khang nguyén M cuia hé MNS (k¥ thuat dng nghiém)
85. [Xac dinh khang nguyén N cua hé MNS (ky thuat 5ng nghiém)
86. [Xac dinh khang nguyén Fya ciia hé DUFFY (ky thuat 5ng nghiém)
87. [Xac dinh khang nguyén Fyb cua hé DUFFY (k¥ thuat dng nghiém)
88. [Xac dinh khang nguyén s cua hé MNS (ki thuat 5ng nghiém)
89. [Xac dinh khang nguyén Lua caa hé Lutheran (k§ thuat dng nghiém)
90. [Xéc dinh khang nguyén Lub cuia hé Lutheran (ki thuat 5ng nghiém)
91. [Xac dinh khang nguyén C cua hé Rh (phuong phap gelcard)
92. [Xac dinh khang nguyén c cta hé Rh (phuong phap gelcard)




93. [Xac dinh khang nguyén E cua hé Rh (phuwong phap gelcard)
94. [Xac dinh khang nguyén e cua hé Rh (phuong phap gelcard)
95. [Xac dinh khang nguyén K cua hé¢ KELL (phuong phap gelcard)
96. [Xac dinh khang nguyén k cua hé KELL (phuong phap gelcard)
97. |Xéac dinh khang nguyén Kp® cia hé KELL (phuong phép gelcard)
98. [Xac dinh khang nguyén Kp® cua hé KELL (phuong phéap gelcard)
99. [Xac dinh khang nguyén Fy® cua hé DUFFY (phuong phap gelcard)
100. [Xac dinh khang nguyén Fy° ciia hé DUFFY (phuong phép gelcard)
101. |Xac dinh khang nguyén Jk® ctia hé kidd (phuong phap gelcard)
102. [Xac dinh khang nguyén JK® cua hé kidd (phuong phap gelcard)
103. [X4c dinh khang nguyén Le® cua hé LEWIS (phuong phap gelcard)
104. [Xac dinh khang nguyén Le® ciia hé LEWIS (phuong phap gelcard)
105. [Xac dinh khang nguyén s cia hé MNS (phuong phap gelcard)
106. |[Xac dinh khang nguyén S cua hé MNS (phuong phap gelcard)
107. |[Xac dinh khang nguyén M ctia h¢ MNS (phuong phap gelcard)
108. |Xac dinh khang nguyén N cua hé MNS (phuong phap gelcard)
109. [Xac dinh khang nguyén Lu® cuia hé Lutheran (phuong phép gelcard)
110. [X4c dinh khang nguyén Lu® caa hé Lutheran (phwong phap gelcard)
111. [Xac dinh khang nguyén P1 cta hé P1PK (phuong phap gelcard)
112. [Xac dinh khang nguyén D tirng phan (DY) (phwong phép gelcard)
113. [Sang loc khang thé bat thuong (ky thuat dng nghiém)
114. |Sang loc khang thé bat thuong (phuong phap gelcard)
115. [Pinh danh khang thé bat thuong (ky thuat dng nghiém)
116. [Pinh danh khang thé bat thudong (phuong phap gelcard)
117. |Gan té bao mau tir mau ngoai vi (Danh cho nguoi hién méau thanh phan)
Chwong V. Cong nghé Té bao goc
118. [Tuyén chon nguoi cho va huy dong té bao gbc
119. [Thu nhan mau day ron
120. [Thu nhan té bao goc tir mau ngoai vi sau huy dong
121. [Thu nhan té bao lympho tir nguoi hién
122. [Thu nhan té bao gc tir tiy xuwong
123. |Phan Iap té bao gbc bang tai 1y méau
™ HIIEag lap té bao gbc tir mau day rén bang phuong phap ly tim co sir dung
125. [Phan lap té bao gdc bang ng ly tdm 50ml, khdng st dung hda chat
126. |C6 dic va tinh sach té bao goc bang 6ng Res-Q60
1o7  |Phan lap té bao gdc bang phuong phap ly tim phan 16p theo ty trong sir
" ldung FICOLL
128. |Phan lap té bao gdc bang hé théng tu dong SEPAX
129. [Phan lap té bao gdc mau day ron bang hé thdng tu dong AXP
130. |Phan lap té bao gdc tir dich hit tiy xuwong bang may COMTEC




131. [Phan lap té bao gdc tir dich hit tay xwong bang may HARVEST-TERUMO

132. [Bao quan dong lanh té bao gdc tao mau bang binh nito 1ong

133. |[Ra dong khoi té bao gbc dong lanh

134. [Panh gia ty 1é séng cua té bao bang k§ thuat nhuém xanh Tryban

135. [Nudi cay cum té bao gdc tao mau

136. [Van chuyén té bao géc sau bao quan

137. [Pinh nhém HLA d6 phan giai cao bang k¥ thuat SSO — Luminex
Chuwong VI. Huyét hoc 1am sang

138. [Trao d6i huyét tuong

139. |Gan bach cau diéu tri

140. |Gan tiéu cau diéu tri

141. [Truyén hoa chat duong tinh mach

142, [Truyén mau tai givong

143. |RGt mau

144, [Choc tay song lay dich ndo tay lam xét nghiém

145. [Choc tay song tiém hoa chat noi tay

146. |Ghép té bao gbc tao mau tu than

147. |Ghép té bao gbc tao mau ddng loai

(Tong s6 147 quy trinh k¥ thuat)

KT. BQO TRUONG
THU TRUONG

Pi ky

Nguyén Thi Xuyén




CHUONG |. HUYET HQC TE BAO (Cell-Hematology)

NHUQOM HOA HOQC TE BAO
(CYTOCHEMICAL STAIN)
I.NGUYEN LY

Hoa hoc té bao 1a phuwong phap khao sat mot sb thanh phan c6 chira trong
bao tuong cua té bao, dudi kinh hién vi quang hoc sau khi 1am hién mau bang
cac thude nhudm hodc cac co chat thich hop.

1. Nguyén tic chung

Tat ca cac phuwong phap nhuém héa hoc té bao déu bao gdm ba giai
doan:

- Co dinh: Ngoai muc dich ¢ dinh té bao trén tiéu ban, d6i voi mdi phu-
ong phap nhudém phai lya chon héa chat c¢6 dinh hop 1y dé bao ton tdi da thanh
phan can khao sat: vi du cac khong bao md trong nhuém Soudan Black, men
peroxydase trong nhuom Peroxydase,...

- Nhuém: Dung cac thudc nhuom (Soudan Black) hay céc co chat
(benzidin, oc naphtol acetat,...) dé truc tiép hodc gian tiép lam hién mau cac
thanh phan can khao sat.

- Tao nén: Ding mot thuéc nhudém 1am hién mau hinh thai té bao (nhan va
bao twong) trén tiéu ban. Mau nén phai c6 d6 twong phan can thiét dé giup quan
sat thuan lgi cac hat duong tinh trong mdi phuwong phap nhudém.

2. Pam bio tiéu ban kho, sach & mdi buéc ki thuat

Phai loai b hét chét c¢b dinh hay chat nhudém va dé khé tiéu ban trude khi
chuyén sang budc tiép theo.
II. CHI PINH

- Hb trg phuong phap hinh thai hoc dé xac dinh dong, mirc do biét hoa té bao
trong phan loai lo xé mi cap, hoi chimg rdi loan sinh tuy va cac bat thuong khac.

- Trong mot ) trudong hop dac biét, hod hoc té bao gitp xac dinh mdt
quan thé té bao co phai blast hay khong: vi du cic microblast dong hat trén tiéu
ban Giemsa giéng nhu lympho réi loan hinh thai.

I1I. CHONG CHI PINH

Khong ¢ chdng chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién



Ctr nhan ky thuat, k¥ thuat vién Huyét hoc — Truyén mau thudc nhom k§
thuat chuyén sau thuc hién quy trinh nay.
2. Phwong tién — Hoa chit

Hién nay, hau hiét cac Labo Huyét hoc — Té bao déu sir dung cic phuong
phap nhudm hoa hoc té bao bang cach ¢ dinh tiéu ban bang hoi formol 40% va
dung dich con formol 10%.

Mic du co thé st dung hoa chit cua cac hang khac nhau, nhung dé dat
dugc hiéu qua tot thi viée chuén bi céc phuong tién dé tién hanh k¥ thuat cling
c6 diém chung nhu:

2.1. Dung cu

- Bé nhudm thiy tinh dung tich 100ml: 2 chiéc;

- Ban sdy, quat sdy tiéu ban: 1 chiéc;

- Bain - marie (binh céch thay) c6 diéu chinh nhiét do;

- Pipette Pasteur: > 4 cai/Itiéu ban;

- Pipette man loai 100 - 1000pl: 1- 2 c4i, kém dau con;

- Gac thim: 2 cai/ 1tiéu ban;

- Lam kinh 1am tiéu ban theo nhu cau;

- Gi4 cai tiéu ban: str dung theo sd xét nghiém;

- Kinh hién vi + dau soi.

2.2. Héa chit

- Con formol 10%: 100ml cho mét dot dung;

- Co chat cho phan tng: Soudan black, periodic acid shiff, benzidin,
Napthol acetat...;

- Cac hoa chat dém phan tGng: Tris, TBS, PO4-3,...;

- Cac hoa chat nhuém nén nhu: Hematoxyllin, Giemsa, Nuclear Fasred...
3. Bénh pham

- Str dung tiéu ban tiy xuong hodc ti€éu ban mau ngoai vi (theo chi dinh);

- Tiéu ban dugc sy kho va ghi cac ky hiéu cua k¥ thuat can lam.

4. Phiéu xét nghiém
V. CAC BUOC TIEN HANH

Trudce khi tién hanh can lam cac thao tac sau:

- Kiém tra thong tin tiéu ban (tén, tudi nguoi bénh);

- Ghi ky hiéu trén ti€u ban (vi du: PAS, Peroxydase, Soudan Black ...);

- Lam kho ti€u ban;



- Tién hanh timg budc k¥ thuat:

+C4 dinh tiéu ban (mau, tiy) trong con formol 10% hodc hoi formol 40%:
10 phdt.

+ Rua dudi dong nudc chay manh (d6i v6i ¢6 dinh bang cén formol
10%), rira nhe nhang (ddi véi c6 dinh bang hoi formol 40%) rdi say khé tiéu
ban: thuong khoang 5 — 10 phdt.

+ Nhudm véi co chit tuy timg loai xét nghiém. Tuy theo mdi loai xét
nghiém va co chit ma dé thoi gian phu hop, tao diéu kién cho phan tng hiéu qua.

+ Rura dudi dong nudc chay manh dé loai bo hoa chat con lai sau phan
g va céac tap ban trén tiéu ban — sy kho tiéu ban.

+ Nhuom nén: Tty theo mdi loai xét nghiém ma c6 hoa chit va thoi gian
nhudém khac nhau dé c6 chit luong tdt.

+ Rira dudi dong nudc chay manh — say kho va lam dep, hoan thién tiéu
ban.
VI. NHAN PINH KET QUA
1. Panh gia mirc do dwong tinh

D6 0: Khong c6 hat bat mau hoa hoc té bao 13 (-).

Do 1: Cac hat bit mau chiém khoang < 1/3 bao tuong té bao 1a (+).

Do 2: Cac hat bat mau chiém khoang >1/3 dén < 3/4 bao tuwong té bao 1a

(++).

Do 3: Cac hat bit mau chiém hét bao twong té bao 1a (+++).

Do 4: Cac hat bat mau chiém hét bao twrong va d¢ 1én ca nhan té bao 1a
(++++).

2. Tinh diém (score)

Panh gia mirc d6 duong tinh hoa hoc té bao ciia 100 té bao can nghién
ctru. Gia sir ty 16 phan trdm té bao & cac do 0, 1, 2, 3, 4 twong ung véi a, b, ¢, d,
e thi cong thirc tinh diém nhu sau:

Score= (ax0)+(bx1)+(cx2)+(dx3)+(ex4)

VII. THEO DOI

O mdi phuong phap nhuém déu doi hoi ndng do6 hoéa chat va thoi gian
phan mg khac nhau. Vi vdy, nguoi tién hanh k¥ thuat phai theo doi dugc thoi
gian phan mg ctia mdi xét nghiém dé chon thoi gian toi wu cho phan ung. Viéc

d6 gop phan quan trong dén viéc co tao ra san pham chat luong cao hay khong.



VIII. NHUNG SAI SOT VA XU TRi
Nhuom héa hoc té bao doi héi chit ché vé néng do hoa chat, thoi gian
phan tmg va diéu kién phan tmg. Néu xay ra su c¢d thi xur tri bang cach thuc

hién quy chuan vé cac di€u ki¢n cho moi loai xét nghiém.

10



TIM AU TRUNG GIUN CHI (Phwong phap thii cong)
(Filariasis’s larva Test by manual method)

I.NGUYEN LY

- Au tring giun chi dugc truyén tir nguoi nay sang nguoi khac qua mudi dét
va phat trién thanh giun chi trudng thanh trong hé bach huyét, can trd tuan hoan
bach huyét, gay phu chan voi.

- Giun chi d¢ ra 4u trung, 4u tring chui qua 6ng bach huyét vao mau.

- Au trung luu hanh trong mau, thuong xuét hién & mau ngoai vi vao ban
dém (tir 20h dén 4h).
Il. CHI PINH

- Nhitng nguoi can chi dinh 1am xét nghiém bao gdom: ¢ biéu hién 1am
sang nghi ngd nhiém giun chi; nhitng ngudi da va dang sinh séng & ving co
giun chi luu hanh.

- Ly mau ngoai vi vao ban dém; t6t nhat 14y mau vao khoang thoi gian tir
20h dén 2h sang.
- Co thé ldy mau tim 4u tring vao ban ngay khi dung thudc kich thich

Dietylcarbazine (D.E.C).
I1I. CHONG CHI PINH

Khong ¢ chdng chi dinh.
IV. CHUAN BI
1. Ngudi thuc hién

K¥ thuat vién ldy mau mao mach truc tiép cho nguoi bénh tai phong xét
nghiém, bénh phong hay tai dia phuong.
2. Phuong tién - Héa chat
2.1. Dung cu

- Phiéu xét nghiém;

- Lam kinh kho, sach;

- G1d nhudm, gia cai tiéu ban;

- Kim chich méu vé khuén;

- Bong thdm nudc vo khuén;

- Khay men (néu can);

- Ong dong;

- Pipette nho giot;
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- Diia thuy tinh;

- Béng ho;

- Kinh hién vi.

2.2. Héa chit

- Con sat triung 70°;

- Giemsa mg;

- Dung dich Formalin 2%;

- Nudc cét hodc dung dich dém.

3. Ngudi bénh

- V& mua lanh, ngudi bénh nén nhing tay vao nudc 4m khoang 5 phit
trude khi 1ay mau.

- T6t nhat nén 1ay mau vao ban dém (tir 20h - 2h sang).

- Néu lay mau vao ban ngay: cho ngudi bénh udng Dietylcarbazine
(D.E.C) v6i liéu 2mg/1kg can ning (khoang 0.1g cho 1 ngudi), sau 15- 30 phit
ldy mau lam xét nghiém. Véi cach nay, mat do 4u tring dugc phat hién bang
khoang 20 - 40% so véi k¥ thuat 1dy mau xét nghiém ban dém. Phuong phap nay
cling can can than khi 4p dung & nhimng ving c6 giun chi B.malayi, vi ¢6 thé xay
ra phan g sot.

4. H6 so bénh an
V. CAC BUOC TIEN HANH
1. Lay mau lam xét nghiém

- Panh ma s ctia nguoi bénh 1én tiéu ban.

- Sat khuan dau ngon tay deo nhan bang con 70°, dé kho.

- Dung kim chich v6 khuan dAm nhanh vao vj tri sat khuan véi d6 sau vira
phai.

- Lay 3 giot mau cach déu trén lam kinh, mdi giot khoang 20mm?®. Khoi
luong mau 1ay 1am xét nghiém 13 60mm?°,

- Dung diia thily tinh danh tron cic giot mau sao cho mdi giot mau co
duong kinh 1.5cm, dé kho tu nhién. Tiéu ban nén dé kho 24 gi¢ thi nhudm,
nhung ciing khong nén dé lau qua.

2. Nhuom tiéu ban

- Pha dung dich Giemsa v&i dung dich dém hodc nudc cét trung tinh (pH

= 7), nong d6 1-5%.

12



- Phi1 kin tiéu ban bang dung dich Giemsa trén, nhudém tir 30— 60 pht tiy
theo nong do ciia dung dich Giemsa. Trung binh mdi tiéu ban can khoang 2ml
dung dich nhu¢m.

- Trang nhe nhang bang nudc thuong cho troi hét Giemsa.

- Hong kho ty nhién ti€u ban trén gia.

- Tiéu ban sau khi nhuém dat yéu cau khi soi trén kinh hién vi: 4u tring bat
mau tim trén nén mau héng nhat; Céc hat nhiém sic va hach nhan bt mau rd.

3. Soi, phat hién 4u trung

- Soi phat hién 4u trung giun chi bang vat kinh x 10.

- Soi dinh loai bang vat kinh x 40.

- Soi toan bo di¢n tich 3 giot mau, soi theo hinh chit chi.

VI. NHAN PINH KET QUA

Pém s6 lugng 4u tring co trén 3 giot mau, so bo danh gia mat do au tring

c6 trén 60mm® mau.

Ddc diém nhan dang au trung giun chi:

Pic diém W. bancrofti B. malayi

Thoi gian xuat hién & | . , ‘ ] ,
, . Tur 20h dén 4h sang. Twr 20h dén 6h sang.
mau ngoai vi

Kich thude 200 pum 220 pm

Hinh thé Péu, mém mai, xoan it. | Co thé khong déu, xoan nhiéu.
Mang 40 Dai hon than mot it. Dai hon than nhiéu.

Pau Co6 mot gai. Co 2 gal.

Hat nhiém sac it vard, tron. Nhiéu va khéng rd, sat nhau.

x .. b1 dén cuoi dudi, cé mot hat
Hat nhiém sac cuoi ) s PO o
dud; Khong di dén cu6i dudi. | tach riéng ra, di dén tan cung

uoi

duoi.

VII. NHUNG SAI SOT VA XU TRi
- Luong mau lay khong du.
- Léy mau vao thoi gian giun chi khong xuat hién & mau ngoai vi, hoac

ldy mau qua sém hay qua muon sau khi uéng D.E.C

13



TIM KY SINH TRUNG SOT RET
(Phwong phap thua cong)
(Malaria parasite Test by manual method)

I. PAI CUONG

- Ki sinh trang st rét (KSTSR) ki sinh & ngudi, vat chu trung gian truyén
bénh 1a mudi Anopheles.

- KSTSR xuét hién nhiéu nhét & mau ngoai vi, khi nguo1 bénh bat dau 1én
con sdt hay trong khi dang sdt.

- Méu dugc ldy dé tim KSTSR tir tinh mach, chéng dong bang EDTA
hodc 1y truc tiép tr mao mach (bang cach chich dau ngén tay, dai tai hay got
chan).

- Ki sinh trung sbt rét dugc tim thdy bang cach soi giot mau day hoic giot
mau dan trén kinh hién vi. Giot mau duoc nhudém bang Giemsa lodng.

- M4t do KSTSR duoc tinh trén mat d6 bach cau hodc dugc tinh béng
thang diém (+) trén giot dac.

- Phan loai KSTSR theo tiéu chuan quy dinh.

II. CHI PINH

- Nguoi bénh c6 biéu hién 1am sang nghi ngo nhiém KSTSR;

- Nguoi bénh di va dang sinh séng & ving ¢ sét rét luu hanh;

- Nguoi bénh méi tir viing sét rét trg vé.

III. CHONG CHI PINH

Khoéng c6 chong chi dinh.
IV. CHUAN BI
1. Nguoi thue hién

- biéu dudng liy mau tinh mach.

- K¥ thuat vién ldy mau mao mach truc tiép tai phong xét nghiém hay tai
dia phuong, két hop lam k¥ thuat.

2. Phuong tién - Héa chit
2.1. Dung cu

- Phiéu xét nghiém;

- Lam kinh kho, sach;

- Lam kéo c6 canh nhan;

- Kim chich mau v6 khuan;
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- Bong thdm nudc vo khuén;

- Bang dinh cAm méu;

- Khay men;

- Ong dong céc loai: 10ml, 20ml...;

- Pipette nho giot;

- Biia thuy tinh;

- Gi1d nhuom, gia cai tiéu ban;

- Bong hd;

- May say tiéu ban;

- Dau soi kinh;

- Kinh hién vi;

- Bt viét;

- Bt chi kinh mém;

- Gang tay, khau trang, trang phuc bao ho lao dong.

2.2. Héa chit

- Con sat triung 70°;

- Cn tuyét dbi 96°;

- Thubc nhuém Giemsa me;

- Nudc cét hodc dung dich dém;

- Cac dung dich diéu chinh pH: NaHPO4 2%, KH2PO4 2%.
® Cach pha dung dich dém:

- KH2PO4: 0.7g;

- NaHPO4: 1.0g.

Luong mudi trén mdi loai hoa tan trong 150ml nudc cat, dung dia thuy
tinh khuéy déu cho tan hét. Tron 2 loai dung dich trén, tiép tuc cho vua du
1000ml. Khuay déu, kiém tra, diéu chinh pH 7.2.
® Cdch pha dung dich Giemsa nhugm:

- Giemsa me: 0.3 - 0.4ml.

- Dung dich dém hoac nudc cat: 9.7ml.

Troén déu Giemsa me va nudc cit ta duoc dung dich Giemsa 3 — 4%.

Thoi gian nhudém: 30 — 45 phut.

* Nhuom nhanh: Pha dung dich Giemsa 10% (1ml Giemsa me¢ + 9ml dung dich
dém). Thoi gian nhuém: 15 — 20 phat.
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3. Ngwoi bénh

Nén 1am xét nghiém cho ngudi bénh trude hodc trong khi 1én con sdt, ic
nay kha ning tim thiy KSTSR ¢ méu ngoai vi cao hon.
4. Ho so bénh an

Gidy chi dinh xét nghiém (biéu mau s....) ghi ddy du thong tin vé nguoi
bénh: Ho té€n, nam sinh, dia chi khoa/phong, $6 giuong, noi cu tru, chan doan,
chi dinh xét nghiém; Ghi r6 ngay, thang, nam chi dinh, chit ky bac si ra y 1énh.
V. CAC BUOC TIEN HANH

- Trudng hop méu dugc ldy tir tinh mach: Khi tiép nhan dng mau tir y ta
bénh phong, tién hanh 1am tiéu ban tir 5ng mau duoc chong dong bang EDTA,
ma khong qua ldy mau mao mach truc tiép tir nguoi bénh dugc trinh bay ¢ phan
tiép sau day:

- LAy méu lam tiéu ban tryc tiép (ldy mau mao mach)

+ Sat khuan ngoén tay chich mau bang con 70°, chd khé.

+ Dung kim v khuan chich vao vi tri sat khuan, sau khoang Imm.

+ Lau bo giot mau dau bang bong kho, sach.

+ Vudt nhe nhang ngoén tay vira chich tir trén xudng dudi.

+ Dung lam kinh sach ap nhe vao giot mau thur 2, giot mau céach dau lam
2cm.

+ Giot mau tht 3 ciing 14y bang cach ap lam twong tu nhu giot mau thi 2,
cach giot mau thtr 2 khodng 1.5cm.

+ Dung lam kinh sach khac dat vao trung tdm giot mau thir 2 danh theo
hinh xo04n 6c tir trong ra ngoai tir 5— 6 vong dé dugc giot mau dic ¢ duong kinh
0.9 - 1.0cm.

+ Tiép theo, léy lam kinh kéo ddt 1€n phia trudc giot mau con lai tao thanh
g6c 30° - 45°, 1ui lam kéo vé phia sau mot chut dé giot mau duogc lan déu trén
canh cua lam kéo; déy tir tir lam kéo vé phia trudc, ta dugce giot dan.

+ Sat khuan tay cho nguoi bénh.

+ Dé lam khé tu nhién.

+ Panh dau tiéu ban bing tén, ma s...theo quy dinh, tranh sai sot, nham
1an.

+ C6 dinh giot dan bang con tuyét dbi: nghiéng tiéu ban khoang 30°, ding
pipette nho giot 1ay con phu 18én giot dan, cai 1én gia, dé kho.
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+ Giot dac thi khong c¢d dinh. Nhung ddi voi nhitng truong hop giot dic
qua ddy hay ban mdc thi phai dung giai bang cach nho nude cat hay Giemsa 1%
trong 1- 2 phut, d6 nuéc, cam 1én gia, hong kho.

* Tién hanh nhuém:

- X¢ép tiéu ban lén gia nhudém, nhé dung dich Giemsa phu kin 1én lam
(Nong d6 Giemsa va thoi gian nhudém theo quy dinh).

- Rira tiéu ban bang nudc sach. Luu ¥ d6 nude nhe nhang vao goc lam dé
nude sach dan thay thé Giemsa, tranh rita manh 1am troi bénh phélm.

- Hong lam kho ty nhién.
VI. NHAN PINH KET QUA

* Poc két qua: Tim KSTSR duéi KHV do phong dai 10 x 40 (dé kiém tra
tiéu ban), sau d6 doc dudi d6 phong dai 10 x 100 tim KSTSR theo chiéu ngang
tiéu ban, tuan tu tranh bo sot, hodc theo chiéu doc, tranh trung lén nhau. Panh
gia nhu sau:

- S0i 100 vi truong, thdy 1 KSTSR: (+);

- S0i 100 vi trudng, thady 10 KSTSR: (++);

- S0i 1 vi truong, thay 1 KSTSR: (+++);

- Soi 1 vi truong, thay 10 KSTSR: (++++).

* X4c dinh loai KSTSR duya trén hinh thai va tiéu chuan chan doan theo
quy dinh.
VII. THEO DOI

- Theo di chat ché nguoi bénh di tir viing ¢ sét rét luu hanh ra;

- Theo ddi nhitng nguoi bénh nghi ngd bi sot rét, nén ldy mau tim KSTSR
trude hodc trong khi ngudi bénh c6 con sOt;

- Can theo ddi viéc tai phat cho ngudi ¢ tién sir sbt rét.
VIIl. NHUNG SAI SOT VA XU TRi

- Chich dau ngoén tay khong bo giot mau dau;

- Qua trinh chich méau nan bop nhiéu;

- Nham bénh pham ctia ngudi ndy sang ngudi khac;

- Qua trinh ¢b dinh, nhuém khong tét gdy bong troc, trdi mat bénh pham;

- Chan doan sai do khong bam sat ti€u chuan chan doan.
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NHUQOM HOA MO MIEN DICH
MANH SINH THIET TUY XUONG
(Immunohistochemical stain on bone marrow biopsy)

I. NGUYEN LY

Nhuém héa mé mién dich manh sinh thiét tiy xwong 1a phuong phap
nhudém st dung cac khang thé di biét dé xac dinh khang nguyén co trong to
chtc tiy xwong. Day 1a ki thuat két hop phan tmg mién dich va hoa chét dé lam
hién 16 cac khang nguyén hién dién trong té bao (bao tuong, mang té bao, nhan
té bao).
II. CHI PINH

- Nghi ngd u lympho xam lan tily xuong;

- Nghi ngo K di cén tuy xuong;

- Nghi ngo ting sinh bat thuong cac dong té bao trong tiy xuwong.
I1I. CHONG CHI PINH

Khoéng c6 chong chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién

01 k¥ thuat vién hodc cir nhan k¥ thuat chuyén khoa Huyét hoc — Truyén
mau.
2. Phuong tién - Héa chat
2.1. Dung cu

- Kinh hién vi quang hoc;

- May cit tiéu ban;

- Ban say 37°C;

- Lam kinh chuyén dung POLYSINED SNIDE;

- Bé nhudm tiéu ban dung tich 100ml: 07 chiéc;

- Bé nhudm tiéu ban dung tich 200ml: 07 chiéc;

- Lo vi song: 01 chiéc;

- Gi4 cai tiéu ban vira bé nhuém 200ml: 01 chiéc;

- Gié gb cai tiéu ban: 02 chiéc;

- Pipette man 0.2 -10 pl: 01 chiéc;

- Pipette man 100pl: 01 chiéc;

- Ong nghiém vo trung 2ml: 10 6ng (tuy s6 maker can str dung)
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- Khay Inox 30 x 50 cm: 02 chiéc;
- Gac thAm nuéc: 03 chiéc;
- But chi: 01 chiéc;
- Lamen 22 x 24 hoac 22 x 22.
2.2. Héa chit
- Toluen 1,2,3: dé sin trong 3 bé nhudém 100ml;
- Con Etylic 80°, con tuyét d6i 1,2 dé sin trong bé nhuém 100ml;
- Dung dich dém TBS (pH = 7,6);
- Dung dich dém Citrat Buffer (pH = 7,0);
- Dung dich Hydroclorit (oxy gia) 3%;
- Dung dich Anti Dako Diluent;
- Khang thé 1 (Anti Human — Tuy tirng Marker);
- Khang thé 2 (Envision + HRP — REF: K5007):;
- B6 dinh mau DAB + Chomogen (REF: K5007);
- Dung dich Hematoxylin 5% 100ml;
- Boom Canada: Lay ra coc nho, dé trong ta 60°C.
2.3. Pha héa chit
2.3.1. Dung dich TBS (pH = 7.6)
* Dung dich Tris HCL (1)

Tris 60.55 gram 30.27 gram
Axit HCL 35 ml 17.5 ml
Nudrc cat 1000 ml 500ml
Tong san pham 1035 ml 517.5ml
*Dung djch NaCl 2
Natriumchlorid (NaCl) 90 gram 45 gram
Nudc cat 1000 ml 500 ml
Téng san pham 1000 ml 500 ml

= Dung dich TBS gom: 100 ml (1) + 100 ml (2) + 800ml nudc cat = 1000 ml
chuan do dé dat pH=17.6.
2.3.2. Dung dich Citrat buffer pH = 7.0
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*Dung dich (A):

Acid acitric 21.01 gram 10.51 gram
Nuéc cat 1000 ml 500ml
Tong san pham 1000 mi 500 ml

* Dung dich (B), pH=6.0

Tri-Natriumcitrat- 29.41 gram 14.71 gram
Dihydrat

Nuéc cat 1000 ml 500ml
Téng san pham 1000 ml 500 ml

= Citrat buffer gom: 2ml (A) + 98ml (B) + 900ml nudc cat(1000ml)
2.3.3. Dung dich khdng thé 1: La su két hop cta Anti Diluent (100ul/1 tiéu ban)
v6i khang thé da biét (Anti Human) theo ty 1& khuyén céo clia nha san xuat va
tuy tirng maker str dung.
3. Bénh pham

Léc nén manh sinh thiét tay xuong.
4. Phiéu xét nghiém
V. CAC BUGC TIEN HANH
1. Chuan bi tiéu ban

- Puc khudn parafin manh sinh thiét tiy xuong da duoc xtr 1y, 1am ngudi
va dé trong ti lanh 2-8°C.

- Cit tiéu ban mong 0,2 pm, dan trén lam kinh chuyén dung.

- Say kho tiéu ban trong ti 4m 37°C trong thoi gian 12 gio.
2. Tién hanh nhudm
Thuc hién theo quy trinh sau & diéu kién tiéu ban luén am:

- Ngam tiéu ban trong dung dich Toluen (15 phut), con 80° (5 phut) va
con tuyét dbi (10 phut).

- Rura du6i nudce chdy nhe: 5 phut.

- Trang tiéu ban qua dd TBS (pH = 7,6) trong vai gidy — Cho vao dém
Citratebuffer (pH = 7.0) va dun trong 10 vi s6ng: 15 phut (& ché 46 M.Hight).

- Dé ngudi ty nhién ¢ nhiét d6 phong dén < 40°C.

- Rtra bang dd TBS (pH = 7,6): 3 1an (lan dau trang qua, 1an 2 & 3 mdi lan
5 phat).

- Ngam trong dung dich Oxy (Hydrogen peoxide) gia 3%: 3 phut
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- Trang qua nudc cat 2 lan (dung binh bop).

- Cho qua dung dich TBS (pH = 7,6): 3 lan

- Cho tiéu ban ra gia va u khang thé 1(100 - 200ul/lam): 30 phdt.

- Rira bang dung dich TBS (pH = 7,6): 3 lan, lau kh6 xung quanh ménh.

- Phu khang thé 2 (Envision + HRP): 30 phut.

- Rtra bang dung dich TBS (pH = 7,6): 3 14n, lau kho xung quanh manh.

- Phit dung dich DAB (Ty 1é: 1ml buffer + 10 ul chomogen): 5-10 giay,
két thuc ¢ 5 phit.

- Rtra qua nudc cit 2 bang binh bop rdi cai vao gia trong bé nhudém co sin
nude cat 2 1an.

- Nhuém Hematoxylin: 1 phut.

- Trang con tuyét d6i, ngdm tiéu ban trong Toluen — gin lamen, dé kho
va nhan dinh két qua.

VI. NHAN PINH KET QUA

Viéc nhan dinh két qua hinh thai duoc khing dinh & hai tiéu chi: 4m tinh
va duong tinh.

Am tinh: Trén kinh hién vi quan sat thdy nhan cta cac té bao bat mau
xanh tim ctia Hematoxylin, nguyén sinh chat khong c6 biéu hién gi.

Duwong tinh: Néu c6 sy hién dién khang nguyén trén té bao, phuc hop
khang nguyén — khang thé — DAB Chromogen s& cho mau vang niu trén nguyén
sinh chat ciia té bao, nhan cta té bao bt mau xanh tim cia Hematoxylin.

VII. NHUNG SAI SOT VA XU TRi

- Bé lam kho trong qua trinh nhudm;

- Thyc hién khong day du theo quy trinh k¥ thuat;

- Xtr Iy manh sinh thiét khong tét;

- Thot gian nhudm cac bude khong phu hop;

- K¥ nang cta nguoi thuc hién ki thuat chua 6n dinh.
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NHUOQM SQI XO TRONG MO TUY XUONG
(Phwong phap sgi Collagen Van Gieson)

(Van Gieson’s stain on bone marrow biopsy)

I. NGUYEN LY
Nhudém soi collagen 1a phuong phap két hop ba mau gdm: mot chit
nhudm nhan Hematoxylinferric, mdgt chit nhudm bao tuong bﬁng Picro Fuchsin
va mot mau trong luc cua collagen la Solution Van Gieson.
II. CHI PINH
Céc truong hop bénh 1y c6 tang sinh xo trong tuy xuwong ( hdi chung tang
sinh tdy...).
III. CHONG CHI PINH
Khong ¢ chdng chi dinh.
IV. CHUAN BI
1. Nguwoi thuc hién
01 K¥ thuét vién hodc Ctr nhan k¥ thuét y ¢ kién thirc chuyén khoa.
2. Phuong tién - Héa chat
2.1. Dung cu
- Kinh hién vi quang hoc;

- May cit tiéu ban;

- Ban say 37°C;

- Lam kinh sach, m¢& mot dau;

- Bé nhudm tiéu ban dung tich 100ml: 06 chiéc;
- Bé nhudm tiéu ban dung tich 200ml: 02 chiéc;
- Gi4 cai tiéu ban vira bé nhuom 200ml: 01 chiéc;

- Gi gb cai tiéu ban: 02 chiéc;
- Pipette Pasteur: 05 chiéc;
- Gac thAm nudc: 03 chiéc;
- But chi: 01 chiéc;
- Lamen 22 x 24 hoac 22 X 22

2.2. Héa chiit
- Toluen 1,2,3: dé sin trong 3 bé nhudém 100ml;
- Con Etylic 80°, con tuyét ddi 1,2 dé san trong bé nhuém 100ml;
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- Dung dich Hematoxylinferric;

- Dung dich Picro Fuchsin;

- Dung dich Solution Van Gieson;

- Boom Canada: Dé néng chay ¢ 60°C luong vira phai.
3. Bénh pham

Léc nén manh sinh thiét tay xuong.
4. Phiéu xét nghiém
V. CAC BUOC TIEN HANH
1. Chuan bi tiéu ban

- Puc khuon parafin manh sinh thiét tiy xuong da duge xur 1y, 1am ngudi
va dé lanh 2-8°C.

- Cit tiéu ban mong 0,2 um, dan trén lam kinh.

- Say kho tiéu ban trong ti 4m 37°C trong thoi gian 3 gio.
2. Tién hanh nhudém

- Ngam tiéu ban trong dung dich Toluen (15 phit), con 80° (5 phut) va
con tuyét di (10 phut);

- Rira dudi dong nude chay nhe: 5 phut;

- Nhuoém dung dich Hematoxylinferric: 5—10 pht;

- Rura du6i nude chay nhe: 5 phut;

- Nhuém trong dung dich Picro Fuchsin: 3-5 phut;

- Rura du6i nuée chay nhe: 5 phut;

- Nhuoém dung dich Solution Van Gieson: 1- 3 phdt;

- Rura du6i nuée chay nhe: 5 phut;

- Nhlng trong con 95°% 10 giay;

- Loai bé nudc bang con tuyét dbi;

- Loai bo con, 1am trong bang Toluen;

- Gan Boom Canada va say khé tiéu ban.
VI. NHAN PINH KET QUA

Viéc nhan dinh két qua duoc tién hanh trén kinh hién vi quang hoc. Cac
so1 Collagen c6 mau do dam trén nén nhén té bao ¢6 mau xanh den.
VII. NHUNG SAI SOT VA XU TRi

- Tiéu ban khong duge dam bao gin chit trén lam, thoi gian dé kho chuwa
dat;

- Rira nude khong ki sau mdi bude nhudm hoa chat;
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- Thoi gian nhuom khong diing quy trinh chuan, hodc tly kich thuéc cua
bénh phém ma c6 thoi gian nhudm khéc nhau;

- K¥ ning chuyén mén cia k¥ thudt vién chua tét.
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NHUOQM SOI LIEN VONG TRONG MO TUY XUONG
(Phwong phap Gomori)

(Gomori’s trichrome stain on bone marrow biopsy)

I.NGUYEN LY

Nhudm soi lién vong trong md tuy xuong 1a phuong phap nhuém nham
phat hiét cac so1 lién vong dua trén viéc s dung mot mudi Bac khong bén viing
(thuong 13 Nitrat bac ammoniac) va mot chat khir thong dung 1a fomaldehyt,
chit khir s& khir mudi bac thanh bac (Ag) loai c6 mau den léng dong trén céc soi
lién vdng.
II. CHI PINH

Cac truong hop cé tang sinh sgi li€n vong trong tiy Xxuong.
III. CHONG CHI PINH

Khong ¢ chdng chi dinh.
IV. CHUAN BI
1. Nguoi thue hién

01 K¥ thuat vién hodc Cir nhan k¥ thuat y c6 kién thirc chuyén khoa.
2. Phuong tién, hoa chat
2.1. Dung cu

- Kinh hién vi quang hoc;

- May cit tiéu ban;

- Ban say 37°C;

- Lam kinh sach, mo mot dau;

- Bé nhudm tiéu ban dung tich 100ml: 07 chiéc;

- Bé nhudm tiéu ban dung tich 200ml: 02 chiéc;

- Gi4 cai tiéu ban vira bé nhuém 200ml: 01 chiéc;

- Gi4 gb cai tiéu ban: 02 chiéc;
- Pipette Pasteur 05 chiéc;
- Gac thAm nudc: 03 chiéc;
- Bt chi: 01 chiéc;

- Lamen 22 x 24 hoac 22 x 22.
2.2. Hoa chit
- Toluen 1,2,3: dé sin trong 3 bé nhudém 100ml;
- Con Etylic 80° con tuyét ddi 1,2 dé san trong bé nhuém 100ml;
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- Dung dich Fomaldehyt 20%;
- Dung dich KMnO, 0,5%;
- Nudc cat hai 14n;
- Dung dich Natribisulfit Na2SOS5 2%;
- Dung dich Sulfatdefer triamonium 2%;
- Dung dich Nitrat bac amoniac;
- Dung dich Cloruador 0,2%;
- Dung dich metabisulfit 2%;
- Dung dich Hyposulfit 2%;
- Boom Canada: Dé néng chay ¢ 60°C luong vira phai.
3. Bénh pham
Lbc nén manh sinh thiét tiy xuong.
4. Phiéu xét nghiém
V. CAC BUGC TIEN HANH
1. Chuan bi tiéu ban
- Puc khuon parafin manh sinh thiét tiy xwong di duoc xtr ly, lam nguodi
va dé lanh 2-8°C.
- Cat tiéu ban mong 0,2 um, dan trén lam kinh.
- Say kho tiéu ban trong ti 4m 37°C trong thoi gian 3 gio.
2. Tién hanh nhudém
- Ngam tiéu ban trong dung dich Toluen (15 phit), con 80° (5 phut) va
Con tuyét doi (10 phut);
- Rura du6i nuée chay nhe: 5 phut;
- Oxy hoa trong dung dich KMnQ, 0,5%: 1-2 phdt;
- Rira dudi dong nude chay nhe: 5 phut;
- Biét hoa trong dung dich Na2SO5 2%: 3-5 phut;
- Rira dudi dong nude chay nhe: 5 phut;
- Lam nhay bang dung dich Sulfatdefer triamonium 2%: 5ph(it;
- Rura dudi dong nudce chay nhe: 5 pht;
- Tam trong dung dich Nitrat bac amoniac: 1 phut;
- Ngam trong nudc cat: 20 phit;
- Khtr trong dung dich fomandehyt 20%: 3 phut;
- Rura dudi dong nudce chay nhe: 5 pht;
- Ngam trong dung dich Cloruador 0,2%: 10 phdt;
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- Rira trong nudc cat: 5 phut;
- Chuyén qua dung dich metabisulfit 2%: 1 phut;
- C6 dinh trong Hyposulfit 2%: 1 phit;
- Rtra dudi nude chay nhe: 5 phut;
- Loai bo nudc bang con tuyét dbi;
- Ngam trong toluen va gan Boom canada;
- Sy kho tiéu ban.
VI. NHAN PINH KET QUA

Viéc nhan dinh két qua dugc tién hanh trén kinh hién vi quang hoc. Soi lién

vOng cd mau nau den.
VII. NHUNG SAI SOT VA XU TRi

- Tiéu ban khong dugc dam bao gan chit trén lam, thoi gian dé kho chua

dat;
- Rura nuée khong K§ sau mdi budc nhudm hoéa chat;
- Nudc cat khong chuan;

- Dung cy thay tinh, bé nhuém khong sach.

- Chi dung dung cu la thay tinh va sach,;
- Tuyét d6i khong dung dung cu kim loai;
- Chi ding hoa chét tinh khiét;

- Noi tién hanh k¥ thuat phai han ché byi 1am hong cac dung dich.
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XET NGHIEM TE BAO TRONG DICH NAO TUY
(phwong phap thu cong)
(Cerebrospinal fluid Test by manual method)

I.NGUYEN LY
Binh thudng dich ndo ty trong sudt, co it té bao. Xét nghiém té bao trong
dich ndo tay 1a x4c dinh sd luong va thanh phan té bao c6 trong dich nay. Pay la
xét nghiém co ¥ nghia quan trong trong chan doan, theo ddi va diéu tri bénh.
II. CHI PINH
- Nghi ngo viém mang nao tuy.
- Theo ddi trong diéu tri bénh mau (u lympho, lo xé mi cap...).
III. CHONG CHI PINH
Khong c6 chdng chi dinh.
IV. CHUAN BI
1. Nguoi thue hién
01 k¥ thuat vién hodc ctr nhan k¥ thuét y ¢ kién thirc chuyén khoa.
2. Phuong tién — Hoa chat
2.1 Dung cu
- Kinh hién vi quang hoc;
- May ly tam;
- Lam kinh kho, sach;
- Ban sdy hodc quat sy tiéu ban;
- Pipette Pasteur va qua bop ;
- Ong nghiém nho khé sach;
- Budng dém té bao (loai budng dém té bao trong dich nio tuy);
- Khay inox qua déau;
- Gac sach;
- Bang dinh vai hodc bang dinh gidy;
- Dung cu 13p cong thirc bach cau (ban bam hodc c6 thé dung vién bi, soi).
2.2. Héa chit
- Con tuyét doi ;
- Dung dich Giemsa mg ;
- Acid axetic ;

- Nudc cat ;
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- Diu soi kinh hién vi.
3. Bénh pham

La mau bénh pham dich ndo tuy dung trong 6ng nghiém sach dam bao cac
diéu kién:

- Miéng dng nghiém duoc day nap kin.

- Ong nghiém c6 day du thong tin hanh chinh vé tén, tudi, giudng, khoa
ctia ngudi bénh phu hop véi gidy xét nghiém.

4. Phiéu xét nghiém
V. CAC BUGC TIEN HANH

Truéc khi dém, x4c dinh sb lugng va mau sic dich, sau do lic nhe 6ng
bénh pham rdi hat dich chia sang 2 6ng nghiém déu nhau. Tién hanh k¥ thuat
v6i cac truong hop dudi day:

1. Truong hop khong c6 té bao trong dich

- Buécl: Hat mot it dich nhé 1én lam kinh va tién hanh soi twoi dé x4c
dinh su c6 mit cua té bao trong dich.

- Budc 2: Tién hanh tra 101 két qua xét nghiém goém cac yéu to: SO lugng
dich, mau sic dich va su c6 mat hay khong té bao trong dich.

2. Truong hop cé té bao trong dich nio tiy

Nho vao 6ng nghiém thir nhat 2-3 giot acid axetic, lic déu dé pha v& hong
cau. Sau d6 1dy mét giot cho vao budng dém, dé lang 5 phit rdi dém sb luong
bach cau trén kinh hién vi:

- V6i budng dém Nageotte: Loai buéng dém dé dém té bao trong dich nio
tay c6 thé tich chung 50mm® . Chia 1am 40 bang, ké theo chiéu ngang cia budng
dém, mdi bang co6 thé tich 1.25mm® . Pém sd luong bach cau trén 4 bang khong
lién tiép (mdi bang dém cach 1 bing lién k&) dugc bao nhiéu, chia cho 5 dé co
sb luong bach cau trong 1mm? dich.

- Vé6i budng dém Goriaep: Pém s6 luong bach cau trong cac khu vuc
dung dé dém bach cau, dugc bao nhiéu nhan véi 62.5 rdi chia cho 25, ta dugc sb
lugng bach cau trong 1mm?® dich.

- Vé6i budng dém Neubauer: Pém s luong bach cau ¢ khu vuc dung dé
dém bach ciu duoc bao nhiéu nhan 10 va chia cho 4, ta dugc sd lugng bach cau
trong 1mm? dich.
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VI. NHAN PINH KET QUA
1. Truong hop két qua binh thuong

Can tra 101 két qua day du bao gdbm:

-S6 lugng dich: bao nhiéu ml ;

- Dich néo tiy trong sudt;

- Khéng tim thiy té bao trong dich.
2. Truong hop cé té bao trong dich nio tiy
2.1. 86 lwong té bao <10 bach cau/Imm® dich

Can tra 101 két qua day du gom:

-S6 luwgong dich: bao nhiéu ml;

- Dich ndo tuy trong hay duc;

- Tim thay bao nhiéu té bao c6 trong 1mm? dich.
2.2. 86 lwong té bao >10 bach cau/Imm® dich

Ly tam dng nghiém tht 2 véi tbe do 300 vong/phut x 5 phat. Hat bo phan
nudc trong & trén, lay cin 1am tiéu ban giot day, dudng kinh khoang 2cm — dé
khé — ¢6 dinh bang con tuyét déi — dé kho roi nhuém Giemsa nong do ty 1¢
1/10 trong 10 phat — rira bang nuéc thuodng (cht ¥ khong doi tryc tiép nudc
vao phan bénh pham, tranh lam bong tiéu ban) — siy kho tiéu ban — doc trén
kinh hién vi bang vat kinh X 100 dé 1ap cong thirc bach cau va tra 1oi két qua xét
nghiém gom:

- S6 luwong dich: bao nhiéu ml.

- Dich ndo tuy trong hay duc.

-S6 luong bach cau: bao nhiéu bach cau/mm?® hoic bao nhiéu G/l bach cau.

- Thanh phan bach cau:

+ Té bao bat thuong;

+ Bach cdu doan trung tinh;

+ Bach cau lymphocyte;

+ Bach cau wa acid;

+ Bach ciu va bazo;

+ Bach cau monocyt/ dai thuc bao.

- Tang it: C6 3-10 bach cau/Imm?® dich.

- Tang vira: Trén 10 bach cau/1mm? dich.

- Tang cao: Trén 100 bach cau/Imm? dich.
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- Ty 18 bach cau hat ting cao (thudong >75%) thuong gip trong viém mang
ndo mu do tu cau, phé cAu, ndo mo cau.

- Ty 1€ tang cao (thudong >75%) gdp trong viém mang nado do lao, virus...

- Khi thay nhiéu hong cau thi c6 thé do xuat huyét no, chan thuong so
nao...

- Trudng hop c6 nhiéu té bao trong dich ndo tiy con thé hién sy thim
nhiém té bao cta mot s6 bénh mau 4c tinh.

- Cling c6 truong hop gap mat s6 t& bao biéu md, ndm, hodc mdt sb tinh
thé.
Luu y: Khi dich ndo tiy c6 méau thi c6 thé do chdy méu trong qua trinh thuc hién
thu thuat, truong hop ndy xét nghiém té bao thuong khong co gia tri vi cac té
bao méu c6 14n trong dich. Lic d6 tra 10i két qua gdm sb luong dich, dich c6
mau do mau.

Dich ndo tuy rat d& bj nhiém khuan nén éng nghiém bénh pham phai duoc
day nut kin va dua dén phong xét nghiém ngay sau khi lay bénh pham.
VII. NHUNG SAI SOT VA XU TRi

- Nham bénh pham, nhdm gidy xét nghiém hodc sai léch thong tin giita
bénh pham va gidy xét nghiém;

- Dich néo tiry khong duogc giri dén phong xét nghiém ngay sau khi lay;

- Khong lic déu bénh pham trude khi dém;

- Tiéu ban khong dat tiéu chuan.
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XET NGHIEM TE BAO TRONG CAC LOAI DICH
(phwong phap thu cong)
(others fluid Test by manual method)

I.NGUYEN LY

Cac loai dich thuong gap gém: Dich mang tim, dich mang phéi, dich
mang bung va dich khép.

Xét nghiém té bao trong cac dich 1a x4c dinh vé su cO mat, ty 1€ va phan
tich hinh thai cac té bao co trong dich nham hd trg cong tac chan doan, theo ddi
va diu trj bénh.
II. CHI PINH

Nghi ngd viém hodc thAm nhiém té bao 4c tinh cic mang: mang phoi,
mang tim, mang bung, dich khép.
I1I. CHONG CHI PINH

Khong ¢ chong chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién

01 k¥ thuat vién hodc ctr nhan k¥ thuét y ¢ kién thirc chuyén khoa.
2. Phwong tién — Hoa chat
2.1. Dung cu

- Kinh hién vi quang hoc;

- May ly tam;

- Lam kinh khd, sach,;

- Diia thuy tinh det mot dau;

- Ban sdy hodc quat sdy tiéu ban;

- Pipette Pasteur va qua bop ;

- Ong nghiém nho kho sach;

- Khay inox qua déau;

- Gac sach;

- Bang dinh vai hodc bang dinh gidy;

- Dung cu 1ap cong thirc bach cau (ban bam hoic da xay dung).
2.2. Héa chit

- Con tuyét doi;

- Dung dich Giemsa mg;
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- Nuéc cat;
- Dau soi kinh hién vi.
3. Bénh phim

La mau dich dung trong 6ng nghiém sach dam bao cac diéu kién:

- Miéng dng nghiém duoc day nap kin.

- Ong nghiém c6 day du thong tin hanh chinh vé tén, tudi, givong, khoa

ctia ngudi bénh phu hop véi gidy xét nghiém.
4. Phiéu xét nghiém
V. CAC BUGC TIEN HANH
Trude khi dém, x4c dinh s lugng va mau sac dich.Tién hanh k¥ thuat véi
cac truong hop dudi day:
1. Truong hop dich 16ng (mang bung, mang tim, mang phoi,...)

- Bué6c 1. Bé lang tu nhiém hodc ly tdm nhe (1000 vong/phat trong 10
phat)

- Budc 2. Léy can nho mot giot Ién ti€u ban kinh sach.

- Budc 3. Dung que thuy tinh dau nhén det di giot bénh pham theo hinh
tron dong tam, dudng kinh 1,5 - 2 cm.

- Budc 4. Bé khé tu nhién, ¢ dinh bang con tuyét d6i, nhuom Giemsa véi
ty 1¢ 1/5 trong 5-7 phdt.

- Budc 5. Lam kho tiéu ban va nhan dinh két qua.

2. Truwong hop dich dic va quanh

- Budc 1. Néu dich c6 d6 nhdt twong dwong véi mau thi 1am tiéu ban giot
dan nhu tiéu ban mau. C6 dinh va nhudém nhu tiéu ban mau.

- Budc 2. Néu dich quanh, dic: Dung tim bong 14y chat dich cho 1én tiéu
lam kinh. Dung lam kéo dan ti€u ban nhu lam ti€u ban mau dan
hodc dung tam bong di nhe nhu lam tiéu ban giot dac.

- Budc 3. D¢ kho, dénh dau, ¢6 dinh va nhudm.

VI. NHAN PINH KET QUA

Sau khi ¢6 tiéu ban, viéc nhan dinh két qua duoc tap trung vao cac ti€u chi

nhan xét.

- Mau sic cua dich.

- Panh gia vé su ¢6 mit ciia té bao trén tiéu ban nhuém Giemsa (giau hay

nghéo té bio).

- Phan tich d3c diém hinh thai cua céc loai té bao ¢6 trong dich.
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- Két luan sau khi phan tich hinh théi té bao (néu du diéu kién).
VII. NHUNG SAI SOT VA XU TRi

- Nham bénh phdm, nhdm gidy xét nghiém hodc sai léch thong tin giita
bénh pham va gidy xét nghiém.

- Bénh pham khong dugc giri dén phong xét nghiém ngay sau khi lay.

- Khong lac déu bénh pham trudce khi tién hanh k§ thuat.

- Tiéu ban khong dat tiéu chuan.

- Thoi gian nhudém va ndng d6 thudc nhudém khong phu hop.
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XET NGHIEM TE BAO NUOC TIEU
(phwong phap thu cong)
(Urine cells test by manual method)

I.NGUYEN LY

Binh thuong nudc tiéu chi c6 mot s6 té bao biéu mé va cin theo biéu hién
sinh 1y cua co thé. Khi c6 ddu hiéu bénh 1y & hé tiét niéu s& co biéu hién cd
nhiéu t& bao hodc tinh thé trong nudc tiéu. Xét nghiém té bao trong nude tiéu
theo phuwong phap thil cong 14 xac dinh dinh tinh cac té bao hodc can, tinh thé co
trong nudc tiéu. Xét nghiém nay gdp phan quan trong trong cong tac chan doan,
theo ddi va diéu tri bénh.
II. CHI PINH

Xét nghiém co ban.
I11. CHONG CHI PINH

Khong ¢ chdng chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién

01 K¥ thuat vién hodc Ctr nhan k¥ thuét y c6 kién thirc chuyén khoa.
2. Phwong tién- Hoa chat
2.1. Dung cu

- Kinh hién vi quang hoc;

- Khay hat dau;

- Lam kinh kho sach,;

- Pipette Pasteur;

- Gac hut;

- Gia cam 6ng nudc tiéu.
2.2. Héa chit

Khong co

3. Bénh pham

La mau nudc tiéu duoc gui dén phong xét nghiém tir bénh phong hoic lay
truc tiép tai noi kham bénh.

Bénh pham phai dat yéu cau:

- Phu hop thong tin cua gidy xét nghiém va 6ng nghiém.

- Khong c6 di vat khac trong éng nghiém.
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- Bénh pham nudc tiéu mai bai tiét thuong trong va ¢6 mau vang nhat do
6 sic tb urobilin, dé léng mot thot gian s€ ¢co mau van duc do té bao thuong bi
va chit nhﬁy muxin tao nén, ngoai ra con do mat sb can uric, urat, phosphat.,.
hoic do protein, do mu, hodc mau dé do 14n méau, mau nau do dai nhiéu urobilin,
mau vang xam khi c¢6 nhiéu bilirubil.
4. Phiéu xét nghiém
V. CAC BUOC TIEN HANH

- Pé lang 1-2 gio ké tir khi nhin bénh pham tir bénh phong. Truong hop
bénh pham méi lay, can lam xét nghiém ngay — dao déu bénh pham bang
Pipette paster —hut 5ml vao dng nghiém sach — ly tim 2000 vong/phat x 10
phut.

-Pb phﬁn trén (thao tac do dut khoat), hut moét giot can, nho 1én phién kinh
(hodc lac k¥ phan cin — do truc tiép tir dng nghiém vao lam kinh va kéo dai
miéng 6ng nghiém tao thanh tiéu ban nudc dich) va di déu 1én lam kinh — cho
1-2 phiit cho bénh pham 6n dinh — dit 1én kinh hién vi doc bang vat kinh x10.

- Kiém tra toi thiéu 10 vi truong theo duong rich rac dé danh gia trung
cho ca can va té bao.
VI. NHAN PINH KET QUA

1.Té bao
- Hong cau:
ft  :dudishe/vitruong
(+) :5-10hc/ vi truong
(++) : 10 - 20 hc /vi truong
(+++): trén 20 hc /vi trudng
- Bach cau:

it :dudi 10 be/ vitruong
(+) :10 - 20 bc/ vi truong
(++) :trén 20 be/ vi truong
(+++): trén 50 bc/ vi truong
- Tinh trung: danh gia dinh tinh dya trén mat dg tinh trung c6 trong nudce
tiéu tir mtrc d0 rai rac, (+) — (++++) va day dic.
- Té bao biéu md niéu dao: Té bao to hinh da dién, nhan rd.
- Té bao biéu mo bang quang: Té bao to hinh vot, nhan rd.

- Té bao biéu md than: Té bao to trung binh, hinh bau duc, nhan tron rd.
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2. Tru niéu: ciu tao boi chat nhay, té bao cia mau khi qua dng than, dong lai va
mang khuon cua 6ng than. Dua vao thanh phﬁn cAu tao nguoi ta chia 2 loai try:
2.1. Tru khéng cé té bao gom

- Tru trong: Con goi 1a tru thau quang, hinh dai, bo nhén, trong subt. nudc
tiéu binh thudng thai ra 3000 tru trong vong 12 gid, tru ndy ting khi lao dong
ning, sot, sau gy mé bang ether; gip nhiéu c6 thé nghi do viém than.

- Tru sap (tru keo): Ngén va to hon tru trong, éng anh do chiét quang
nhiéu, mau xam, thudng c6 vét nit; nguoi ta cho rang do ndm lau trong dng than
nén bi kho va tao thanh try sép.

- Tru xo: Mau vang nhat, trong nhu cé nhiéu soi ghép lai va kéo dai,
thuong gip trong viém than cap.

- Tru m&: Do bao tuong té bao thoai hoa, hoic do m& trong mau bai tiét ra
tao thanh; cdc hat md hién rd trén than tru, thuong gip trong than nhiém mg.

2.2. Tru c6 té bao

Thuodng gip trong viém cau than.

- Try hat: Gidng nhu tru trong nhung trén mat c6 nhitng hat to nhé bam
1én, do céac té bao hodc cac hat cholesterol ctia cac té bao thoai hoa tao thanh,
thuong gip trong viém than cap.

- Tru biéu md: Con goi 1a tru lién bao gdm nhing té bao ¢ 6ng than tao
thanh.

- Tru mu hay tru bach cau: Do bach cau hat thoai hoa tao thanh, thuong
dut thanh doan ngan.

- Tru héng cau con goi 1a tru mau:Do héng cau két tu, bo tru thuong 16m
chom khong déu.

- Tru vi khuan (it gip): Do vi khuan tao nén.
khi doc bcing vat kinh x 10, tru dwoc danh gia nhw sau:

(-)  :khong co tru

(+)  :1tru/ 100 vi truong
(++) :1tru/1 vitruong
(+++) :10tru/ 1 vi truong

(++++) :100 tru/ 1 vi truong
3. Cin tinh thé

Danh gia dinh tinh dua trén sy c6 mat cac loai can, tinh thé co trong bénh

pham, tir rai rac, (+) — (++++) va day dic, thudng gip cac loai sau:
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- Sulfatcalci: hinh kim dai, hoa thi, khong mau.

- Oxalatcalci: hinh phong bi , banh qui, kich thude 10 - 20 um, hinh cu lac

khoang 50 pm, rat chiét quang.

- Cacbonatcalci: hinh ciu, tan trong acid.
- Can phosphat: hinh chit nhat, 14 duong xi, hinh sao. kich thudc 30 - 150
um, khéng mau, chiét quang.

- Aciduric: hinh thoi, miii gido, hoa thi cdnh nhon, hinh ng6i sao, mau

vang hay nau do.

- Amoniurat: hinh ciu gai, xuwong rong, hinh bé kim, kich thudc 20 pm,
mau vang, chiét quang.

- Phosphattricalci: hat nho, khong c6 hinh thu nhat dinh, tan trong acid.

- Sunfadiazin : hinh b6 ma, hinh chéi.

- Sunfathiazon: hinh lyc lang.

- Sunfa pyridin: hinh 14 du du.

- Cholesterol: 1a nhimg ban mong, khong mau trong sudt, chong 1én nhau.
- Phosphatdicalci: hinh tam giac, géoc nhon, chum thanh hinh hoa thi.

C6 thé tham khao, ddi chiéu v&i cac hinh anh dudi day dé két luan khi thue hién

xét nghiém:
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VII. NHUNG SAI SOT VA XU TRi

Trong xét nghiém nay, ngoai cac tiéu chi nhan dinh két qua cua céc loai té
bao thi viéc nhan dinh két qua cac loai can, tinh thé c6 mat trén céc vi truong
quan st cling rat quan trong. Vi vay, kinh nghiém cta ngudi 1am k¥ thuat gop
phan tich cuc dén két qua xét nghiém. Cac anh hudng khong tbt t6i két qua xét
nghiém duogc ghi nhan thuong gép ¢ cac truong hop:

- Bénh pham dé qua l14u moi mang téi phong xét nghiém (>3 gio) va khi
d6 thuong cé biéu hién nhiém khuan.

- Sy trung thyc ctia ngudi ldy mau (co thé 13n nudc hodc nguyén nude khi
khong mudn di tiéu).

- K¥ nang, kinh nghiém cua nhan vién thyuc hién xét nghi¢ém.
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XET NGHIEM TE BAO NUOC TIEU
(Bing may tw dong)
(Urine cells Test by automatic analyzer)

I.NGUYEN LY
Xét nghiém té bao nudc tiéu bang may tu dong 1a k§ thuat xét nghiém
hién dai thé hién su tién b khoa hoc va dong bo k¥ thuat chuyén mon. Mau
nuéc tiéu s& dugc phan tich hoan toan nhd kha ning hat mau — chup anh va
phan tich té bao hoan toan ty dong, dua vao ngan hang dit liéu duoc cai dit sian
trong 6 cimg may tinh.
II. CHI PINH
Xét nghiém co ban.
I1I. CHONG CHI PINH
Khong ¢ chong chi dinh.
IV. CHUAN BI
1. Nguoi thue hién
01 k¥ thuat vién hodc ctr nhan k¥ thuat y hoc.
2. Phuong tién, dung cu
2.1. Dung cu
- Gia cam 6ng bénh pham
- Ong nghiém dyung nudc tiéu c6 kich thude phu hop véi may xét nghiém.
- Cuvette phu hop v6i may xét nghiém
- Dung cu v¢ sinh vi tri xét nghiém (gac, nudc sat khuén, con 70°).
2.2. Héa chit
Dung dich rtra phu hop véi may.
2.3. Mdy va trang thiét bi
a.Trudc khi bat may
> BO sung cuvette (néu can)
- Tam thao bo nép canh va phan giir cuvette.
- B6 sung hop cuvette méi.
- Kéo thao bo day bang ¢ day hop.
- Bong cira may phia trudc.
> Kiém tra, dat mot tai nilon hodc khin gidy trong khay thai cuvette.
> Kiém tra an toan ngudn dién.
b. Bat may
> Bat lan luot theo thtr tu sau.
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- M6 cong két ndi (néu str dung hé thong LIS)

- Bat nat ngudn ctia may xét nghiém.

- Bat may tinh PC va man hinh.
> Phan mém sé tu dong kich hoat sau khi ctra s6 (Windows) khéi dong.

Néu c¢6 cira s6 Login thi nhap tén ngudi dung (Username) va mat khau
(Password).
> Heé thong s& tu dong két ndi va khai dong
Néu cac dén bao trén man hinh c6 mau xanh, bao hiéu may san sang lam
viéc.
3. Bénh pham: Mau nudc tiéu duge giri &én tir bénh phong hodc 13y truc tiép tai
noi kham bénh.
Bénh pham dat yéu cau:

- Phui hop théng tin giita gidy xét nghiém va dng nghiém.

- Khong c6 di vat trong 6ng nghiém.

- Bénh pham nudc tiéu moi bai tiét thuong trong va ¢6 mau vang nhat do
c6 sic td urobilin, dé léng mot thot gian sé€ co mau van duc do té bao thuong bi
va chét nhﬁy muxin tao nén, ngoai ra con do mdt s6 can uric, urat, phosphat
hodc do protein, do mu hodc do 14n mau, mau nau do dai nhiéu urobilin, mau
vang sam khi ¢6 nhiéu bilirubin.

4. Phiéu xét nghiém
Phiéu xét nghiém c6 ndi dung chi dinh phu hop va c6 chit k§ ctia Bac sira
chi dinh.
V. CAC BUOC TIEN HANH
1. Chay thuwong quy (do bénh pham)
> Dit khay bénh pham vao may.
- Pat 6ng bénh pham vao rack.
- Can it nhat 2ml bénh pham dé do.
- Bat tube vao rack véi mat barcode quay ra phia khe doc.
- Nhan barcode nén dat vé1 do cao phu hop
> Néu chay theo thir ty (Worklist) viéc nhap dau vao cho xét nghiém dugc
tuan thi theo chuong trinh cu thé ctia may.

> Chon ché d6 phan tich mau tu dong (Auto Sample) hozc mau chay bang tay
(Manual Sample) theo chu truong ctia Labo xét nghiém.

> Chon [START] dé bat dau do.

Bénh phiam s& duoc do mot cach tudn tu va co thé dimg may bang cach
chon 4n [STOP].
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Qua trinh do c6 thé khong dimg mdt cach ngay tirc khic. Bénh pham cudi
cung dugc hit tir dng nghiém c6 thé van s& tiép tuc do trudc khi co 1énh stop
may.
> Khi c6 két qua xét nghiém, mdi bénh pham tuong tmg voi mot dong méi khi
dugc do. Dong tuwong tmg nguoi bénh nay ciing hién thi ngay gio do, sb
rack, sd 6ng, ID, tén nguoi bénh va trang thai do.

> Két qua co thé duoc xem xét va chinh stra theo chuong trinh ctia may xét
nghiém cy the.

2. Cudi ngay 1am viée: T4t phin mém va vé sinh may

- Thyc hién rira ty dong hang ngay.

- Bo tt ca bénh pham ra khoi khay.

- Chay chuong trinh rira may v&i hoa chéat phu hop
» V¢ sinh khay cuvette, trong lic may dang thuc hién chu trinh rira hang ngay.
> Tat may:

- Tat may xét nghiém

- Tat may tinh.

» V¢ sinh khay chtra cuvette thai:

- M khay chita cuvette thai va rat khoi chét.

- Bo hét cuvette ban ra khoi khay mot cach v¢ sinh.

- Thyc hi¢én vé sinh khay

- Lap lai khay thai cuvette va dong ctra trudc.
> DO binh nudc thai:

- M6 can thai, can than véi cac diy va éng day.

- D6 nudce thai khoi can mot cach vé sinh.

- Lap lai can thai vao dung vi tri.

3. Vé sinh hang tuan
> Vé sinh khay chuyén rack:

- Thao khay chuyén rack ra khoi may.

- Lau sach bé‘mg gac hodc khan sach thadm véi dung dich khtr khuéan

- Lap lai khay.
> Vé sinh thau kinh:

- Xoay canh tay kinh hién vi vé mot phia dé co thé quan sat thdy thau
kinh.,

- Vé sinh nhe nhang bang gac sgi mém véi con eltylic tuyét doi.

- Xoay tra lai vi tri canh tay.

- Bong céanh ctra trude.
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V1. NHAN PINH KET QUA

- Nhép dtp vao bat ky mot dong két qua nao do, ta co thé thdy tap hop
anh do duoc cua bénh phém d6. Thu vién anh nay ciling c6 thé mo béng cach
kich chon dong két qua. Sau khi xem xong 4n [CLOSE] dé thoat.

- Chinh stra thong tin ngudi bénh hodc két qua xét nghiém bang cach nhép
dap 1én hinh anh do cua bénh pham va thuo tac tiy theo giao dién cla timg may.
Sau d6 nhap [CLOSE] dé déng lai.

- Pé chuyén mot két qua t6i LIS (Laboratory Information System — Heé
théng thong tin ctia phong thi nghiém), chon [OUTPUTS] (xuét), sau d6 chon
[TRANSFER](chuyén).

+ D¢ in mot két qua chon [OUTPUTS] \ [PRINT] (xuat\in).

+ D¢ xuat mot dit liéu chon [OUTPUTS] \ [EXPORT] (xuat dit lidu).

VII. NHUNG SAI SOT VA XU TRI

Trong xét nghiém nay, viéc st dung may doi héi tinh 6n dinh va déng bo
ca vé dung cu, hoa chat va diéu kién lam viéc. Vi vdy o phong xét nghiém
thuong xay ra mot s6 anh huong dén két qua xét nghiém nhu:

- Nguén dién khong 6n dinh

- Nap miu khong du theo quy dinh hodc bi sai bénh pham véi thong tin
nguoi bénh.

- Dung cu khéng phtl hop voi may ma phong xét nghiém c6 (cuvette, dng
nghiém).

- Cong tac bao dudng khong duoc thuc hién dinh ky (bdo dudng hang
ngay, hang tuan...).

- C6 su sai khac v€ chuong trinh ciia may xét nghiém.
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PEM SO LUQNG TIEU CAU BANG MAY PEM TU PONG THEO
NGUYEN LY TRO KHANG VA LASER; QUAN SAT PO TAP TRUNG
TIEU CAU TREN TIEU BAN MAU NGOAI VI
(Platelet count by automatic machine, observe platelet concentration on
blood peripheral)

I. NGUYEN LY

- Pém s luong tiéu cau trong mot thé tich mau nhét dinh tir d6 tinh sb
luong tiéu cau co trong 1 lit mau toan phan bang may tong trd va laser dya trén
kich thudc tiéu cau va mat dé quang cia tiéu cau.

- Dya trén dic tinh két dinh va ngung tap cua tiéu cau trong mach mau tir
d6 tién hanh kéo tiéu ban truc tiép tir mau mao mach dé quan sat do tap trung
clia tiéu cau.

II. CHI PINH
- X¢ét nghi¢m co ban;
- Nghi ngd bénh 1y chiic ning tiéu cau.
III. CHONG CHI PINH
Khoéng c6 chong chi dinh.
IV. CHUAN BI
1. Nguoi thue hién

01 K¥ thuat vién hoac ctr nhan k¥ thuat y hoc chuyén khoa.
2. Phuong tién - Héa chat

- My dém té bao tu dong;

- Ong nghiém duoc chong dong bang EDTA;

- Lam Kinh;

- Bom tiém vo khuén;

- Con sat tring;

- Hoa chat nhudém Giemsa.

3. Bénh pham.

La mau bénh pham dugc mang dén tir cac khoa phong xét nghiém hodc
khoa Iam sang.

4. Phiéu xét nghiém.
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V. CAC BUGC TIEN HANH

- L4y 2ml mau tinh mach bang bom tiém vé khuan cho vao dng nghiém
d3a dugc chong doéng bang EDTA. Lic déu.

- Bat may dém té bao tu dong.

- Kiém tra hoa chat st dung.

- Chon ché do chay (tuy loai may va yéu cau xét nghiém)—> Enter
(chon).

- Lic déu 6ng nghiém, dwa dng nghiém dén kim hut.

- Nhén “Start” (Khdi dong) khi chic chan bom hut ¢ trong dng nghiém va
dau kim hat ngap trong mau, dua éng nghiém ra khi may bao “tit tit”.

- In két qua va doc két qua: Cac chi sb tiéu cau dugc biéu thi bang cac chi
s6 PLT, MPV, PDW.

- Dung kim chich méu (Lancet), chich mau & dau ngén tay (thuong lay &
ngén nhan), nhé giot mau ra lam kinh sach. Kéo tiéu ban va nhuom Giemsa.
Poc do tap trung tiéu cau trén lam kinh bang kinh hién vi quang hoc.

VI. NHAN PINH KET QUA

- Dua vao cac chi s6: PLT: S6 luong tiéu cau (binh thuong 150 — 450
G/l), PDW, MPV (binh thuong 7 - 9 fL)

- o tap trung tiéu cau doc trén kinh hién vi quang hoc. Binh thuong tiéu
cau tap trung thanh timg cum nho, khoang 5 - 10 tiéu cau. Khi tap trung tiéu cau
thanh dam 16n —> d¢ tap trung tiéu cau tang. Khi tiéu cau ding rai rac —> do
tap trung tiéu cau giam, thuong gip khi s6 luong tiéu cau giam.

VII. NHUNG SAI SOT VA XU TRi

- C6 thé dém nham héng cau kich thudc nhé thanh tiéu ciu (MCV nho <
60fL). Néu nghi ngd can kéo tiéu ban so sanh véi s6 dém tiéu cau trén mdy tu
dong.

- Kéo tiéu ban dung méau di chong dong sé khong danh gia dugc chinh

xac do tap trung ti€u cau.

45



TIM HONG CAU CO CHAM UA BASE
(Basophillic stippling Test)

I.NGUYEN LY

Trong bénh Thalassemia, thiéu mau do ruou, thiéu mau nguyén hong cau
khong 16, nhiém doc chi hodc arsenic c6 su ngung tap cua ribosome min, bat
mau xanh thAm hoic tim, kich thudc khéng déu trong hdng cau trén tiéu ban
nhuom giémsa.
I1. CHI PINH

- Nghi ngo bénh Thalassemia;

- C4c thiéu mau chua 13 nguyén nhan.
I11. CHONG CHI PINH

Khong c6 chng chi dinh.
IV. CHUAN BI
1. Can b§ thuc hién:

01 k¥ thuat vién hozc cir nhan k§ thuat chuyén khoa Huyét hoc — Truyén mau.
2. Phuong tién — Hoa chat
2.1 Dung cu

- Lam kinh: kho, sach, khong mé&, khong méc, khong sit mé;

- Lam kéo: khd, sach, khong mé, khong xudc, 2 dau bé gbdc 2mm,

- But chi thuong, bat chi kinh;

- Bé nhudm, gid nhudm,;

- Ban sy tiéu ban, may say tiéu ban;

- Gia gb cam dung tiéu ban;

- Pipette Pasteur;

- Qua bop, gac, que thuy tinh;

- Kinh hién vi quang hoc.
2.2 Hoa chat

- Cdn tuyét déi;

- Giemsa;

- Dung dich pha lodng, nudc trung tinh hodc nudc cat.
3. Bénh pham

- Mau tinh mach chéng dong bang EDTA;

- Mé&u mao mach lay truc tiép tir dau ngén tay
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4. Phiéu xét nghiém.
V. CAC BUOC TIEN HANH
- Lam tiéu ban giot dan
- Nhuoém lam
- Nhan dinh két qua
VI. NHAN PINH KET QUA
Quan sat hinh thai té bao hong cau (mau hong dam), tim va nhan dinh
nhitng chdm min, bit mau xanh thdm hoic tim, kich thudc khong déu (hinh sau).

VIlI. MOT SO YEU TO ANH HUONG PEN KET QUA
- Lam kinh, lam kéo khong dat tiéu chuan;
- Kéo qué nhanh lam tiéu ban day qua hoac mong qua hoac luon song;
- Con, Giemsa khong du tiéu chuén;

- Thoi gian nhuoém khong dam bao.
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TIM MANH VO HONG CAU
(Red cell fragment Test)

I.NGUYEN LY

Do hong cau v& trong cuc mau dong (trong cac bénh c6 dong mau rai rac
trong long mach-DIC), mach mau bi tdn thuong, qua van tim nhan tao, bénh ly
vi mach, boéng nang, sau ghép than, viém cau than... Vi vay, tim manh vo héng
cau trén tiéu ban nhuém Giemsa gdp phan chan doan bénh.
II. CHI PINH

Nghi ngo c6 tan mau.
III. CHONG CHI PINH

Khoéng c6 chong chi dinh.
IV. CHUAN BI
1. Ngwoi thuc hién

01 k¥ thuat vién hozc cir nhan k§ thuat chuyén khoa Huyét hoc — Truyén mau.
2. Phuong tién — Hoa chat
2.1. Dung cu

- Lam kinh: kho, sach, khong m&, khong méc, khong sut mé;

- Lam kéo: khd, sach, khong mé, khong xudc, 2 dau bé gboc 2mm,

- But chi thuong, but chi kinh;

- Bé nhudm, gid nhudm,;

- Ban sy tiéu ban, may say tiéu ban;

-Gia g6 cim ding ti€u ban,

- Pipette Pasteur;

- Qua bop, gac, que thuy tinh;

- Kinh hién vi quang hoc.
2.2. Hoa chit

- Cn tuyét dbi;

- Giemsa,;

- Dung dich pha lodng, nudc trung tinh hodc nudc cat.
3. Bénh pham

- Mau tinh mach chéng dong bang EDTA;

- Mau mao mach lay tryc tiép tir dau ngén tay.

4. Phiéu xét nghiém
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V. CAC BUOC TIEN HANH

- Lam ti€u ban giot dan;

- Nhudém lam.
VI. NHAN PINH KET QUA

Quan séat hinh thai té bao hong cau (mau hong dam), tim va nhan dinh
nhitng té bao c6 hinh dang bat thudng nhu hinh sau:

v & .

VII. NHUNG SAI SOT VA XU TRI
- Lam kinh, lam kéo khong dat tiéu chuan;
- Kéo qué nhanh lam tiéu ban day qua hoac mong qua hodc luon song;
- Con, Giemsa khong du tiéu chuan;

- Thoi gian nhudm khong dam bao.
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XET NGHIEM HONG CAU LUOI
(bang may dém té bao ty dong)
(Reticulocyte automatic count)

I.NGUYEN LY
Hong cau ludi 1a giai doan trung gian gitra hdng cau ¢ nhan va hong cau
treong thanh. Hinh anh mang luéi 1a tan du cia ARN riboxom dugc bat mau boi
thudc nhudm fluorochromes.
I1. CHI PINH
- Xét nghiém co ban.
- Céc truong hop thiéu mau va dang diéu tri bénh méu.
I11. CHONG CHI PINH
Khoéng c6 chong chi dinh.
VI. CHUAN BI
1. Nguwoi thuc hién
01 k¥ thuat vién té bao.
2. Dung cu - Héa chat
2.1. Dung cu
- M&u tinh mach chéng dong bang EDTA;
- Méy dém té bao laser.
2.2. Hoéa chat
Dung dich thudc nhuém fluorochromes thuong mai.
3. Bénh pham
La mau bénh pham duoc giri dén tir cac phong xét nghiém hoac cac khoa
lam sang.
4. Phiéu xét nghiém
IV. CAC BUOC TIEN HANH
1. Chuan bj mau
mau duoc ldy cho vao dng nghiém chong dong bang EDTA, mdi lan phan tich
may sé& ty dong 1y 50pm.
2. Bat may va chon ché @o phan tich
- Bat may bang nit ON (Bat) & phia sau than may.
- Sau khi khoi dong, may sé tu dong rira tir 3 dén 5 lan, sau d6 s& phan

tich mau trang.
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- Chon ché do6 phan tich béng phim MODE, chon ché do chay héng cau
lu6i R, bam phim ENTER.

- Nhép sd thtr tw mau bAm phim SAMPLE NO (Tht ty miu), nhap sb tha
tur tir ban phim, bAm ENTER (Chon).

3. Phan tich miu

- Lic déu 6ng nghiém dung mau khoang 10 1an.

- M¢ nip dy 6ng nghiém.

- Pua 6ng nghiém vao kim hat va nhan nit START (Khoi dong).

- May s& hit mau, sau hai tiéng bip, man hinh s& hién ra dong chir
ANALYSING (dang phan tich miu), khi d6 rat dng nghiém ra khoi kim hut,
may sé& bat dau phan tich.

- Khi két thuc qua trinh phan tich, trén man hinh sé& hién ra két qua va may
s& thong bao READY (sin sang) cho phan tich miu tiép theo.

V. NHAN PINH KET QUA
- Két qua duoc hién thi trén man hinh.
- In két qua bang may in gan san.

VI. NHUNG SAI SOT VA XU TRI
Lic khong déu 6ng nghiém.
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XET NGHIEM HONG CAU LUOI
(Bang k¥ thuat nhuém xanh sang Cresyl)
(Reticulocyte count by Cresyl’s stain)

I.NGUYEN LY
Hong cau ludi 1 giai doan trung gian gitra hdng cau ¢ nhan va hong cau
treong thanh. Hinh anh mang luéi 1a tan du cia ARN riboxom dugc bat mau boi
thudc nhudm dic biét xanh cresyl.
I1. CHI PINH
Céc truong hop thiéu mau va dang diéu tri bénh mau.
I11. CHONG CHI PINH
Khong c¢6 chdng chi dinh.
IV. CHUAN BI
1. Ngwoi thuc hién
01 k§ thuat vién té bao.
2. Phuong tién - Hoa chat
2.1. Dung cu
- Méu tinh mach chéng dong bang EDTA;
- C)ng nghiém kho sach c6 nut;
- Tiéu ban kinh, tiéu ban kéo kho, sach;
- Pipette Pasteur;
- Tu 4m hodc Bain marrie;
- Kinh hién vi quang hoc.
2.2. Hoa chat
Thudc nhudém xanh cresyl b&o hoa.
3. Bénh pham
La mau bénh pham duoc gui dén tir cac phong xét nghiém hozc cac khoa
lam sang.
4. Phiéu xét nghiém
V. CAC BUOC TIEN HANH
- DUng pipette nho 2 giot mau vao éng nghiém.
- Dung pipette khac nho 2 giot thuéc nhudém xanh cresyl bao hoa vao 6ng

nghiém.
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- Lac déu 6ng nghiém, dé éng nghiém vao Bain marrie 37°C trong 20
phut.

- Lic déu dng nghiém, dung pitpette nho 1 giot mau trén lam kinh, lam
tiéu ban mau dan mong, dé tiéu ban kho ty nhién trong khoang 15 dén 20 phit.

- Pat tiéu ban 1én kinh hién vi quang hoc, dudi vat kinh dau 100, hong
cau ludi bat mau thude nhuém xanh cresyl c6 dang ludi mong mau xanh ngoc.
VI. NHAN PINH KET QUA

Tinh ty 18 hong cau ludi trén 100 héng cau truong thanh.

VII. NHUNG SAI SOT VA XU TRI
- Lac khong déu 6ng nghiém khi u va khi 1am tiéu ban.
- Thudc nhudm kém chit luong.

- Poc nham thé vui.
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XET NGHIEM TiM TE BAO HARGRAVE
(Hargrave cell Test)

I.NGUYEN LY

Khang thé khang nhan tu sinh trong huyét thanh két hop voi khang
nguyén tuong tng cta mang nhan té bao, dudi tac dong cua bd thé, lam ton
throng mang nhan, tao thanh khdi thuan nhat. Bach cau trung tinh thuc bao
phirc hop nay tao ra té bao Hargrave.

I1. CHI PINH

Nghi ngo bénh hé thong.
I11. CHONG CHI PINH

Khoéng c6 chong chi dinh.
IV. CHUAN BI
1. Ngwoi thuc hién

01 Ky thuat vién
2. Phuong tién - Hoa chat

- Bom tiém 3ml;

- Ong nghiém 5ml;

- May lac dng nghiém;

- Bi nhua nho;

- B0 dung cu lam ti€u ban mau dan;

- B6 dyung cu va hoa chat nhuém Giemsa;

3. Bénh pham
Mau tinh mach.
4. Phiéu xét nghiém
V. CAC BUOC TIEN HANH

- LAy 3ml mau tinh mach (chéng dong bang heparin- 20 don vi/ml).

- Tron déu, dé bom tiém thang ding quay kim Ién trén trong 60 phit.

- Bé cong kim, bom nhe nhang mét nira phan huyét twong ra mot 6ng
nghiém kho va sach (6ng 1). Phan ling giira khdi hong cau va huyét tuong dugc
bom ra mét 6ng nghiém khéc, tron déu va duoc chia thanh hai phan: mot nia dé
nguyén (ng 2), con mot nira dem lac bi trong 15 phut (6ng 3).

- Hoa 1an 6ng 1, ong 2, 6ng 3. Lac tron déu nhe nhang, & 37°C trong 60
phut.
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- Lac déu, ly tdm nhe lay can kéo 4 tiéu ban va nhuém Giemsa nhu tiéu
ban mau dan.

VI. NHAN PINH KET QUA

- Té bao Hargrave duoc tao ra do bach cau doan trung tinh thuc bao mot
nhan dang thoai hoa.

- Trén tiéu ban nhuém Giemsa: Nhan thoai héa 1a méot khdi thuan nhat
tron, to, mau gach non. Cac doan nhan cua bach cau thuc bao bi day dat ra xung
quanh khéi thuan nhit tao nén hinh “ hoa hong”. Bao twong cua bach cau doan
trung tinh thuc bao rat mo nhat, khé quan sat.

- Phai doc it nhat 2 tiéu ban méi du két luan. Khi tra 161 két qua thi tra 1oi
la c6 hay khong tim thay té bao Hargrave. Néu cd thi mdi tiéu ban c6 bao nhiéu
té bao Hargrave (tinh trung binh).
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XU LY BENH PHAM SINH THIET VA CHAN POAN MO HOC

I.NGUYEN LY
La k¥ thuat lam tiéu ban va phuong phip nhudém dé phat hién cac bat

thuong cta t6 chirc hach, lach, thy xuong gitip chan doan cac bénh 1y tiy xwong
lién quan.
II. CHUAN BI
1. Ngwoi thuc hién

01 K§ thuat vién hodc ctr nhan ky thuat chuyén khoa Huyét hoc — Truyén
Mau.
2. Phwong tién — Hoa chat
2.1 Dung cu

- May cit tiéu ban;

- Ban say 37°C;

- Kinh hién vi quang hoc;

- Bé nhudm tiéu ban dung tich 100ml: 06 chiéc;

- Bé nhudm tiéu ban dung tich 200ml: 06 chiéc;

- Gi4 cai tiéu ban vira bé nhuém 200ml: 01 chiéc;

- Gi4 g0 cai tiéu ban: 02 chiéc;
- Pipette Pasteur: 04 chiéc;
- Gac thAm nudc: 03 chiéc;
- But chi hogc but viét kinh: 01 chiéc;
- Lamen 22 x 24 hoac 22 x 22.

2.2 Hoa chit
- Toluen 1,2,3: dé sin trong 3 bé nhuém 100ml;
- Con tuyét ddi Etylic 1,2,3 dé sén trong bé nhuém 100ml;
- C6n 80° pha san va dé trong bé 100ml;
- Dung dich Hematoxylin (thanh pham): dé sén trong bé 200 ml;
- Dung dich Erythrosin: dé sin trong bé nhuom 200 ml;
- Axit HCL %: B¢ trong bé nhuém 200 ml;
- Boom Canada: Lay ra cdc nho, dé trong ti 60°C.
Cach pha hoéa chit
Dung dich Erythrosin
Erythrosin B (CyHel4Na,Os): 0,19
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Nudc cat: 100mi
Khqu déu ta duoc dung dich Erythrosin B(C,oHgl;Na,Os) néng do 1%o
Dung dich Hematoxylin: 13 hoa chat thanh pham c6 trén thi truong.

Dung dich Hemalun demayer

Cong thc:

— Alunde K(KAI(SO,),.12H,0): 50

— Hematine(CsH1,0¢): 300mg

— Acid Acetic(CH;COOH): 5ml

— Nudc cat: 250ml
¢Cach pha:

Pun s6i nudc cho Alunde K.(KAI(SO4.),.12H,0) vao dun tiép khoang
1—2 phtt cho tan hét, sau do cho tiép Hematine (CgH1206), dun thém 1 phut va
tat bép bac ra dé ngudi > cho tiép Acid Acetic (CH;COOH) vao ta dugc dung
dich Hemalun demayer.
Dung dich Na,S,03 5%
— NayS,03: 59
— Nude cat: 100ml
Lac déu cho tan hét Na,S,0; s& duoc dung dich Na,S,05 5%:
Dung dich Na,CO3; 1%
— Na,COs: 1g
— Nudc cat: 100ml
Tron dung moi va chét tan 13n nhau, sau d6 lic déu cho tan hét Na,CO; ta

dugc dung dich can pha.

Dung dich Lugol
Cong thuec:
- Kl 29
— It tinh thé: 1g
— Nubc cat: 100ml
¢ Céch pha:

Cho KI hoa tan trong nudc trudc sau do cho tiép I6t tinh thé vao, khuay
déu cho dén khi tan hét ta duoc dung dich Lugol.
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3. Bénh pham
La cac tiéu ban manh sinh thiét di cit sdn, dam bao khé: Sau khi manh
sinh thiét duoc dtc thanh khudn, tién hanh cét dan trén lam kinh va dé kho trong
ta 4m 37°C trong 3 gio.
4. Phiéu xét nghiém
II1. CAC BUGC TIEN HANH
1. Quy trinh xir Iy bénh phim sinh thiét
- C6 dinh manh sinh thiét trong dung dich (DD) Formol 10% trong 24 gid;
- Chuyén trong hoa chat:
+ Rira mau trong nudc chay nhe trong 1 gio;
+ Pay nudc bang ngam trong con;
Ngam trong con 90°% 30 pht;
Ngam trong con tuyét d6i I: 1 gid;
Ngam trong con tuyét doi II: 1 gio;
Ngam trong con tuyét doi II: 3 gio;
- Loai con bang Xylen —lay manh sinh thiét thAm kho bang giay tham
Ngéam trong Xylen I: 30 phut;
Ngam trong Xylen Il: 1 gio;
Ngéam trong Xylen Il: 1 gio;
- Vi mau trong parapin va dac khuon.
L4y mau tir Xylen 111 va tham kho bang giay tham.
Ngam trong Parafin nong chay trong 12 gio.
Puc manh sinh thiét trong khuén Parafin nong chay.
Bao quan khudn manh sinh thiét trong ngan ta mat (2°C-8°C)
2. Nhuém Giemsa manh sinh thiét
- Cat dan tiéu ban va dé kho trong ti 37°C trong 2 gio;
- Tay Parafin bang cach chuyén mau qua Toluen LILIII — con tuyét dbi
LII va con 80°C. Mdi loai 5 phut;
- Rura dudi voi nudce chay nhe: 5 phut;
- Trang qua con tuyét doi;
- Nhuém Giemsa 1/10: 15 phat;
- Rtra dudi nudc chay nhe;
- Pay nudc bang con tuyét d6i ngam trong Toluen;
- Gén lamen va dé khs.
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3. Nhuém HE manbh sinh thiét hach, lach.

- Tay parafin bang cach chuyén mau qua Toluen L, II, IIT = ¢6n 80°, con

tuyét ddi I, I1: Mbi loai 5 phut;

- Rura dudi nude chay nhe: 5 phut;

- Nhuom trong Hematoxylin: 2 — 5 phdt;

- Rura dudi nude chay nhe: 5 phut;

- Tay qua axit HCL 1%: 4-8 giay (néu cén);

- Rtra dudi nude chay nhe: 5 phut;

- Nhuom trong Erythrosin: 30 - 60 gidy;

- Rura dudi nude chay nhe: 5 phut;

- Pay nudc bang con tuyét ddi — ngam tiéu ban trong Toluen;

- Gan lamen, dé kho va nhan dinh két qua.
4. Nhuém HE manbh sinh thiét tiy xuong

- Chuyén xylen 1,2,3, con 1,2 va con 80° mdi loai 5 phut;

- Rud dudi dong nude chay 10 phit va rira sach paraphin;

- Nhuom Lugol :10 phut;

- Rura nu6ce chay: 10 phut;

- Nhuém Na,S,05: 5 phut;

- Rura duédi dong nudce chay: 10 pht;

- Nhang vao Hemlundemaye: 4 phat;

- Rura nu6ce chay: 10 phut;

- Tay con HCL 1 % 8 giay;

- Rira dudi dong nude chay 10 phuat (nuéc co san trong cong);

- Lam xanh tiéu ban bang Na,COs :1 pht;

- Rura dudi dong nudce chay: 10 pht;

- Nhiing nén bang Erythrosin: 2— 4 giy;

- Rura nuéce chay 5 phut;

- Gan lamen: rira sach tiéu ban, trang lai bé‘mg nude cét, téy nuoc b'fmg
con tuyét ddi, nhiing qua xylen 1,2,3 (da dé trong ti 4m) va gan lamen.
IV. NHAN PINH KET QUA

- Trén tiéu ban dep: thdy rd cac té bao c6 dil nhan, nguyén sinh chat va

cac hat cua cac dong té bao. Bén canh d6 théy duoc hinh thai va tinh chét cua to

chtrc nhu 16p vo, 16p tiy va cac dac diém cua moi phan.
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- Viéc nhan xét hinh théi té bao va t6 chitc hoc doi hoi nhan vién phai co
kién thtrc vé& Té bao - TH chirc hoc va giai phiu bénh. Vi vay nhan vién lam k¥
thuat quan tam nhiéu dén viéc sau khi nhudém thi cac té bao va ciu trac to chic
c6 bat mau tét hay khong ciing nhu céc dic diém.

V. NHUNG SAI SOT VA XU TRi
- Nhudm cac thi hoa chit khong phu hop
- Hoéa chat da bi thay doi ndng do.
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CHUP ANH TREN KiNH HIEN VI KY THUAT SO
VA GHI PiA

I.NGUYEN LY
Chup anh tiéu ban bénh pham (mau, dich hat tay xwong, sinh thiét tiy
xuwong, hach, cac dich sinh hoc khac..) va in ra dia CD.
II. CHUAN BI
1. Ngwoi thuc hién
01 K§ thuat vién hodc Ctr nhan k¥ thuat, bac si chuyén khoa Huyét hoc —
Truyén mau.
2. Phuong tién
- Kinh hién vi quang hoc ¢6 c4u hinh camera va phan mém chup anh, xtr
1y anh.
- May tinh ¢6 6 DVD Write (DVD — RW) hodc VCD Write
- Pia CD theo chi dinh
- Phan mém ghi dia Nero 6.0 hoic 7.0
3. Bénh pham
Tiéu ban bénh pham (mau, dich hit tiy xuong, sinh thiét tiy xuong, hach,
cac dich sinh hoc khac..).
4. Phiéu xét nghiém
. CAC BUOC TIEN HANH
1 Thao tac chup anh
- Bat may tinh va KHV.
- Chon vi trudng té bao can chup anh trén KHV.
- Chinh nét 4nh bang xoay nhe 6c¢ vi cdp ctia KHV, quan sat té bao hay vi
truong
- can chup anh trén man hinh may vi tinh.
- Chon phan mém AXIO vision Release 4.6 trén may tinh.
- Chon Live trén thanh cong cu cta ctra s6 AXIO vision.
- Vao Propertise / Adjust Chinh mirc ¢ mau: 0,51 Cyan - Red
0,51 Yellow - Blue
0,00 Magenta — Green
- Chup anh bang cach vao Snap

- Chon Prrocessing ¢ thanh cong cu chuén.
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+ Vao Sharpen / Enhance Contour. Chon Apply/ Cancel.

+ Vao Smooth / Gause/ Chon Apply /Cancel.

+ Khong luu cac anh: Shap va IP- Enhance Contour Image.

+ Luu anh cudi cung IP Gause Image.

- Luu anh b::ing cich vao File/Chon Save as hodc Save/ Tén BN ma sd.

2. Thao tac ghi dia

- Cho dia vao dau ghi

- Khéi dong phan mém Nero

- Chon biéu tuong Data/ Make Data CD(B)

Tai ctra s6 Disc Content — chon @ Add s& xuét hién ctra sd dé chon noi
luu anh. Chon anh b::ing chudt trai hodc Clrt+A — nhidn Add — finish hodc
Close dé thoat khoi ctra s6 chon anh.

- Nhén Next: Tai vi tri Current reccorde chon 6 dia dé ghi (thuong 13 CD-
R/RW). Sau d6 1a chon ché d6 ghi (thuong 1a chon 24 bit/s...)

- Nhén biéu tuong va chir Burn.

- Khi hoan tat may s& yéu cdu — chon Ok — khay dia ddy ra va lay dia
CD.

- Thoat khoi chuong trinh Nero (may s€ hdi cd luu hay khong luu noi
dung da ghi).

IV. YEU CAU CHAT LUOQNG.
Chup duogc dung té bao, vi truong... can chup, anh rd nét, dep.
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CHUP ANH TREN KiNH HIEN VI KY THUAT SO

I.NGUYEN LY
Chup anh tiéu ban bénh pham (mau, dich hat tay xwong, sinh thiét tiy

xuong, hach, cac dich sinh hoc khac..).
I1. CHUAN BI
1. Ngwoi thuc hién

01 K¥ thuat vién hodac Cir nhan k¥ thuat, bac si chuyén khoa Huyét hoc -
Truyén mau.
2. Phuong tién

- Kinh hién vi quang hoc ¢ ciu hinh camera va phan mém chup anh, xur Iy
anh.

- May tinh, may in mau.

3. Bénh pham

Tiéu ban bénh pham (mau, dich hit tiy xuong, sinh thiét tiy xuong, hach,
cac dich sinh hoc khéac..).
4. Phiéu xét nghiém
1. CAC BUOC TIEN HANH

- Bat may tinh va KHV.

- Chon vi trudng té bao can chup anh trén KHV.

- Chinh nét 4nh bang xoay nhe 6c¢ vi cap ciia KHV, quan sat té bao hay vi
truong can chup anh trén man hinh mdy vi tinh.

- Chon phan mém AXIO vision Release 4.6 trén may tinh.

- Chon Live trén thanh cong cu cta ctra s6 AXIO vision.

- Vao Propertise / Adjust Chinh mirc o mau: 0,51 Cyan _ Red

0,51 Yellow _ Blue
0,00 Magenta _ Green

- Chup anh bang cach vao Snap

- Chon Prrocessing ¢ thanh cong cu chuan.

+ Vao Sharpen / Enhance Contour. Chon Apply/ Cancel.

+ Vao Smooth / Gause/ Chon Apply /Cancel.

+ Khong luu cac anh: Snap va IP- Enhance Contour Image.

+ Luu anh cudi cing IP Gause Image.

- Luu anh bang cach vao File/Chon Save as hoic Save/ Tén BN mi s6.
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IV. YEU CAU CHAT LUQNG
Chup dugc dung té bao, vi truong... can chup, anh ro nét, dep.

TAI LIEU THAM KHAO
1. P§ Trung Phin (2013), “Kj thudt xét nghiém huyét hoc co ban”, Nha
xuit ban Y hoc.
2. SM Lewis, BJ Bain et al (2006), “Pratice Hematology”, 10" editon

3. Wintrobe’s Clinical Hematology 12th Edition (2009)
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CHUONG II: PONG CAM MAU (Hemostasis)

THOI GIAN MAU CHAY (Bleeding Time)
(phwong phap 1vy)

I. NGUYEN LY

L& thoi gian tir lac tao vét thuong chuan & ving mat trudc cang tay dén
khi méau ngimg chay dudi ap sudt 40mmHg trong sudt qua trinh lam xét nghiém;

Day 1a xét nghiém duoc sir dung dé danh gia giai doan cAm mau ban dau.

II. CHI PINH

Tat ca nhimg trudng hop nghi ngd ¢ bat thuong giai doan cam mau ban
dau: cac bénh 1y vé thanh mach (thiéu vitamin C...) bénh Iy vé sd luong, chat
luong tiéu cau (xut huyét giam tiéu cau, von Willebrand, Glanzmann...).
III. CHONG CHI PINH

Khoéng c6 chong chi dinh.
IV. CHUAN BI
1. Ngwoi thuce hién

1 k¥ thuat vién xét nghiém.
2. Phuong tién, hoa chat

- May do huyét ap;

- Kim chich chuyén dung;

- Pong ho bam gidy;

- Gidy tham;

- Béng tham, dung dich sét trung (ether, con).
3. Nguoi bénh

Khong can chuan bi gi dac biét.
4. H6 so bénh an

Chi dinh xét nghiém duoc ghi 10 trong bénh an; Giéy chi dinh xét nghiém
ghi day du thong tin vé nguoi bénh: ho tén, tudi, guong bénh, khoa phong, chan
doan.
V. CAC BUOC TIEN HANH

- Nguoi bénh 6 tu thé nam hoac ngéi, thoai mai;

- Dung may do huyét ap bom va giir 6n dinh ap luc & mirc 40mmHg;
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- Chon & mit trudc trong cang tay ving khong co6 1ong, khong c6 mach
mau, tién hanh sat trung nhe nhang béng cOn hodc ether;

- Poi 1- 2 phit cho dung dich sat trang bay hoi hét, st dung kim dic
chung tao 3 vét cat cach nhau 2cm, c6 kich thude tuong tu, c6 d6 sdu khoang
3mm. Khdi dong dong hd bam gidy ngay khi mdi vét thuong duogc tao thanh;

- Ctr 30 giay 1 l1an, dung gidy thdm, thim mau chay ra tir vét cit cho dén
khi méu nging chay; BAm dong hd dimg lai, ghi thoi gian mau chay cua timg
vét thuong.

VI. NHAN PINH KET QUA

- Ghi két qua vao gidy xét nghiém;

- Pién day du ngay, thang nam va k¥ thuat vién tién hanh xét nghiém ky
tén.

VIL. NHUNG SAI SOT VA XU TRi

- Kich thuéc vét chich khong dat tiéu chudn: qua nong hodc qué sau;

- Pong tac thAm mau tir vét chich qua manh giy bong nut tiéu ciu vira
mai hinh thanh.
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NGHIEM PHAP DAY THAT (Tournique Test)
(phwong phap tang ap)

I.NGUYEN LY

Panh gia sirc bén ctia mao mach qua cic ndt xuat huyét dudi da sau khi
tang ap luc cua mau bﬁng cach tao ra mgt su r dong tinh mach. Pay la mot trong
nhitng xét nghiém duoc sir dung dé danh gia giai doan cAm mau ban dau.
II. CHI PINH

Tat ca nhimg truong hop nghi ngd suy giam sirc bén mao mach.
I1Il. CHONG CHI PINH

Khong c6 chng chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién

1 k¥ thuat vién xét nghiém.
2. Phuong tién, héa chat

- May do huyét ap;

- Pong ho.
3. Nguoi bénh

Khong can chuén bi gi dic bigt.
4. H6 so bénh an

Chi dinh xét nghiém dugc ghi rd trong bénh 4n; Giay chi dinh xét nghiém
ghi day du thong tin vé ngudi bénh: ho tén, tudi, guong bénh, khoa phong, chan
doan.
V. CAC BUOC TIEN HANH

- Kiém tra ndt xuat huyét trén tay ngudi bénh (Néu co, can ghi rd dé phan
biét v&i not xuat huyét moi xuét hién sau khi tién hanh k¥ thuat);

- Po huyét 4p ngudi bénh;

- Duy tri ap luc bang méay do huyét ap & tri s6 trung binh giita huyét ap toi
da va toi thiéu trong 10 phut;

- Thao nhanh may do huyét ap, gio cao tay ngudi bénh dé mau luu thong
binh thuong.
VI. NHAN PINH KET QUA

- Poc két qua bang cach dém cac ndt xuat huyét méi & ving phia dudi dai

quan do huyét ap;
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- Ghi két qua: binh thuong khong c6 ndt xuat huyét méi. Khi c6 >10 nbt
xuit huyét méi trén dién tich 10cm? d4u hiéu day thit duoc goi 1a duong tinh va
tuy theo sd ndt xuat huyét xuat hién ma két qua dugc biéu thi (+), (+4), (+++);

- Pién day du ngay, thang nim va k¥ thuat vién tién hanh xét nghiém ky
tén.

VIL. NHUNG SAI SOT VA XU TRi
- Nham véi ndt xuat huyét cii, do khong kiém tra hoidc kiém tra khong k¥;
- Tao 4p luc qua cao hodc qua thap;

- Khong dam bao thoi gian tang ap luc.
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PHAT HIEN KHANG PONG PUONG NGOAI SINH
(Prothrombin time 1:1 mix)

I.NGUYEN LY

Thoi gian dong cua xét nghiém PT (prothrombin time) danh gia duong
ngoai sinh kéo dai do 2 nhom nguyén nhan chinh: thiéu hut hodc c6 chat trc ché
mot hodc nhiéu yéu t6 dong mau tham gia con duong dong mau nay. Tién hanh
xét nghiém PT voi mau tron huyét twong ngudi bénh véi huyét twong binh
thuong theo ty 16 1: 1 (PT 1:1 mix test) dé phan biét 2 nhom nguyén nhan nay:
PT ctia miu trdn s& diéu chinh vé binh thudng néu thiéu hut yéu té dong mau,
PT ctia mau tron khoéng diéu chinh vé binh thuong trong trudng hop c6 chét tc
ché.
II. CHI PINH

Tat ca nhiing truong hop két qua xét nghiém danh gia duong dong mau
ngoai sinh kéo dai bat thuong.
I1I. CHONG CHI PINH

Khong c6 chng chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién

01 k¥ thuat vién xét nghiém; 01 bac si xét nghiém Huyét hoc.
2. Phuong tién, héa chat

- T lanh;

- May ly tam;

- Binh cé4ch thuy 37°C/ may déng mau ban tu dong/ may dong mau tu
dong;

- Pong ho bam gidy;

- Bom tiém nhua ldy méu;

- Bong con sat trung, day garo;

- Ong nghiém tan mau kich thudc 75 x 9,5mm;

- Ong nghiém plastic co chéng dong citrat natri 3,2% hodac 3,8%;

- Pipette 100pl;

- Pong ho bam gidy;

- Nudc cit;

- Thromboplastin canxi;

- Huyét twong chimg.
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3. Nguoi bénh

Khong can chuén bi gi dac biét.
4. H6 so bénh an

Chi dinh xét nghiém duoc ghi rd trong bénh an; Giéy chi dinh xét nghiém
ghi ddy du thong tin vé nguoi bénh: ho tén ddy du, tudi, guong bénh, khoa
phong, chan doan.
V. CAC BUOC TIEN HANH

- Garo, sat trung, 1dy khoang 2ml mau tinh mach cua nguoi bénh va 2ml

mau tinh mach cta chimg binh thudng (néu khong c6 miu chimg thuong

mai);

- Tron déu mau véi chat chong dong citrate natri 3,2% hoic 3,8% theo ty
1& 1 thé tich chong dong tron voi 9 thé tich mau;

- Ly tdm manh dé thu huyét twong nghéo tiéu cau bénh va chimg;

- Tién hanh xét nghiém PT dong thoi véi 3 maiu huyét twong trong cung didu
kién:

+ MAu huyét twong chimg;

+ Mau huyét twong bénh;

+ MAu huyét twong hon hop chimg va bénh theo ty 18 1:1.

- Ghi thoi gian dong cua ca 3 mau.
VI. NHAN PINH KET QUA

+ PT ciia hdn hop bénh va chimg diéu chinh vé binh thuong: khang dong
ngoai sinh am tinh;

+ PT cta hdon hop bénh va chiung khong diéu chinh vé binh thudng: khing
dong ngoai sinh duong tinh;

- Ghi két qua khang dong ngoai sinh dwong tinh hay 4m tinh vao gidy xét
nghiém,;

- Pién day du ngay, thang nam, k¥ thuat vién tién hanh va bac si nhan
dinh két qua xét nghiém ky tén.
VIL. NHUNG SAI SOT VA XU TRi

- Mau huyét trong ching khong dam bao chit lwong;

- Mau huyét tuong hdn hop bénh va chimg khong dam bao ty 1é.

- Cac mau kiém tra: huyét twong bénh, ching va huyét twong hdén hop
bénh va chimg khong dugc tién hanh xét nghiém PT cung thoi diém, cing hoa
chat...
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PINH LUQNG FIBRINOGEN BANG PHUONG PHAP GIAN TIEP (PT-
BASED ASSAYS) BANG MAY BAN TU PONG/TU PONG

I.NGUYEN LY

Tién hanh xét nghiém PT mau mau can kiém tra, ndng do fibrinogen s&
duogc suy ra tir mirc do thay d6i mat d6 quang so voi dudng cong chuan; Pudng
cong chuan duoc thanh lap dua vao murc dg thay ddi mat do quang hoc khi tién
hanh xét nghiém PT & cac ndng do pha lodng khac nhau ctia mau huyét tuong
chuan di biét trudc nong do fibrinogen.
II. CHI PINH

Tat ca nhitng truong hop dinh luong fibrinogen nham muc dich sang loc
bat thuong dong cam mau.
I1I. CHONG CHI PINH

Khong ¢ chong chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién

01 k¥ thuat vién xét nghiém.
2. Phuong tién, héa chat

- Tu lanh;

- May ly tam;

- May dong mau ban tu dong/tu dong;

- Pipette 100pl, 1000 pl;

- Pong ho bam gidy;

- Bom tiém nhua léy mau;

- Bong con sat trung, day garo;

- Ong nghiém plastic c6 chdng dong citrat natri 3,2% hoic 3,8%;

- Thromboplastin canxi;

- Nudc cat.
3. Nguoi bénh

Khong can chuan bi gi dac biét.
4. H6 so bénh an
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Chi dinh xét nghiém duoc ghi rd trong bénh an; Gidy chi dinh xét nghiém
ghi day du thong tin vé ngudi bénh: ho tén, tudi, guong bénh, khoa phong, chan
doan.

V. CAC BUGC TIEN HANH

- Bat may dong mau, cho da nhiét do;

- Garo, sat trung, léy khoang 2ml mau tinh mach ctia nguo1 bénh;

- Tron mau va chat chéng dong citrat natri 3,2% hodc 3,8% theo ty 1€ 1
thé tich chdng d6ng tron véi 9 thé tich mau;

- Ly tdm manh thu huyét tuong nghéo tiéu cau;

- Tach lay huyét twong cho vao cup dung miu hoic dit truc tiép dng mau
da ly tAm vao khay mau cia may (tury theo loai may);

- Chon chuong trinh PT - Fib. trén may dong mau;

- Chuan bi thromboplastin canxi theo huéng dan ctia nha san Xuat;

- Pt hoa chat da chuan bi vao ding vi tri & khay héa chat cia may;

- Tién hanh k¥ thuat theo dung cac budc duge hudng dan trén man hinh
cua tung loai may.

VI. NHAN PINH KET QUA

- Ghi két qua vao gidy xét nghiém.

- Pién day dil ngay, thang nam va k¥ thuat vién tién hanh xét nghiém ky

tén.

VIL. NHUNG SAI SOT VA XU TRi

- MAu mau bi déng, v& hong cau;

- Thromboplastin canxi khong dam bao chat luong.
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PINH LUQNG YEU TO XII (FACTOR XII ASSAY)
(phuong phap 1 thi)

I.LNGUYENLY
Thi€u hut yéu t6 XII s€ lam xét nghi€ém APTT bi kéo dai, APTT s€ dugc

diéu chinh khi bd sung huyét tuong c6 yéu t6 XII va mirc do can bd sung phu
thudc ndng d6 yéu td XII co trong huyét twong can kiém tra. Dua vao do, ngudi
ta tién hanh APTT cta mau huyét twong cin kiém tra sau khi cho thém huyét
tuong co dy du cac yéu tb dong mau tham gia dudng dong mau ndi sinh trir yéu
t6 XIL. Néng do yéu td XII s& duoc tinh dua vao dd thi chuan duge thanh 1ap voi
cac nong do pha lodng khac nhau cta huyét twong chimg.
II. CHI PINH

Tat ca nhimng truong hop nghi ngd thiéu hut yéu t6 XII.
III. CHONG CHI PINH

Khong ¢ chong chi dinh.
IV. CHUAN BI
1. Nguoi thuc hién:

01 k¥ thuat vién xét nghiém; 01 bac si xét nghiém Huyét hoc.
2. Phuong tién, hoa chat

- Tu lanh;

- May ly tam;

- Binh cé4ch thuy 37°C/ may déng mau ban tu dong/ may dong mau tu
dong;

- Pong hd bam gidy;

- Pipette: 50ul1,100 pl, 1.000 pl;

- Bom kim tiém nhya 14y mau;

- Bbng, con sat trung, diy garo;

- Ong nghiém tan mau kich thudc 75 x 9,5mm,;

- Ong nghiém plastic co chéng dong citrat natri 3,2% hodac 3,8%;

- Nudc cét;

- Huyét twong chimg da biét ndong do yéu td XII;

- Huyét tuong khong ¢ yéu t6 XII;

- Canxi clorua M/40;

- Cephalin kaolin.
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3. Nguoi bénh

Khong can chuén bi gi dac biét.
4. H6 so bénh an

Chi dinh xét nghiém duoc ghi rd trong bénh an; Giéy chi dinh xét nghiém
ghi day du thong tin vé ngudi bénh: ho tén, tudi, guong bénh, khoa phong, chan
doén, diéu tri.

V. CAC BUOC TIEN HANH

- Garo, sat trung, 1dy khoang 2ml mau tinh mach cua nguoi bénh va 2ml
mau tinh mach ctia chimg binh thudng (néu khong c6 mau ching thuong mai);

- Tron déu mau véi chat chdng dong citrate natri 3,2% hoic 3,8% theo ty
1& 1 thé tich chong dong tron voi 9 thé tich mau;

- Ly tdm manh dé thu huyét twong nghéo tiéu cau bénh va chimg.

+ Trueong hop tién hanh bang tay:

* Pha loang huyét tuong ching it nhat ¢ 3 néng do:1/10, 1/20, 1/40;
* Pha lodng huyét twong bénh 1/10;
* Xay dung do thi chuan: chuan bi 3 6ng nghiém tan mau:

(1) Mdi ong cho vao 100 pl huyét twong chimg ¢ mdi néng d6 da pha
lodng, 100 pl huyét tuong khong c6 yéu té XII, 100 ul hdn dich cephalin-
kaolin;

(2) U & binh cach thuy 37°C trong 2 pht;

(3) Cho thém 100 pl CaCl, M/40;  Bam dong ho, theo ddi thoi gian

dong.

Duya vao thoi gian dong ¢ cac do pha lodng, ta dung mot d6 thi trong d6
truc tung 1a thoi gian dong cuia cac do pha lodng, truc hoanh 1 hoat tinh cta yéu
t6 can dinh luong. Do thi s& 1a mot duong théng.

* Xét nghiém mau kiém tra: Trong 1 6ng nghiém tan mau chuan, cho vao:

(1) 100 pl huyét tuong bénh pha lodng 1/10 va 100 pul huyét twong khong
c¢6 yéu to XII, 100 ul hdn dich cephalin-kaolin;

(2) U & binh cach thuy 37°C trong 2 pht;

(3) Cho thém 100 pl CaCl, M/40; Bam ddng ho, theo ddi thoi gian dong.

Tir thoi gian dong ciia mau huyét tuong can kiém tra, qua do thi chuén, s&
tinh dugc nong d6 yéu to XII.

+ Truong hop tién hanh trén mdy dong mdu t dong:
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- Chon chuong trinh tao dd thi chuan: may sé& tu dong pha loang va cho ra
két qua ; Dua vao chi sé r dé quyét dinh chap nhan d thi nay hay khéng.

- Tién hanh dinh luong yéu té XII ciia mau kiém tra: chon chwong trinh
factor XII assay va tién hanh cac budc theo hudng dan trén man hinh tiy ting
loai may.

VI. NHAN PINH KET QUA

Dua vao d6 thj chuan dé tinh néng do yéu td XII;

- Két qua: ghi % hoat tinh yéu t6 XII vao gidy xét nghiém;

- Pién day du ngay, thang nam, k¥ thuat vién tién hanh va bac si nhan
dinh két qua xét nghiém ky tén.

VIL. NHUNG SAI SOT VA XU TRi

- Mau mau bi d6ng;

- Chat lugng huyét twong khong c6 yéu té XII khong dat chuén;

- D6 thi chuan khéng tét.

75



NGHIEM PHAP SINH THROMBOPLASTIN
(Thromboplastin Generation Test: TGT)

I.NGUYEN LY

Str dung huyét twong dd duoc hap phu Al(OH); cung cdp cac yéu td V,
VIII va huyét thanh cung cip cac yéu td IX,X, XI, XII cing véi sy ¢ mit cia
cephalin (yéu t6 3 tiéu cau) dé tién hanh danh gia kha ning tao thromboplastin
ndi sinh, qua d6 phéan biét su bat thudng con dudng déng mau ndi sinh do thiéu
hut nhoém yéu t6 V, VIII hay nhom yéu t6 IX, X, nhom yéu t6 XI, XIL
II. CHI PINH

Tat ca nhimng truong hop bat thudng dudng dong mau ndi sinh.
III. CHONG CHI PINH

Khong c6 chng chi dinh.
IV. CHUAN BI
1. Nguwoi thuc hién:

01 k¥ thuat vién xét nghiém; 01bac si xét nghiém Huyét hoc.
2. Phuong tién, hoa chat

- Tu lanh;

- May ly tam;

- Binh cé4ch thuy 37°C;

- Pong hd bam gidy;

- Pipette: 50ul,100 pl, 1.000 pl;

- Bom kim tiém nhya 1dy mau;

- Bong, con sat trung, day garo;

- Ong nghiém tan mau kich thudc 75 x 9,5mm;

- Ong nghiém plastic c6 chong dong citrat natri 3,2% hoic 3,8%;

- Nudc mudi sinh 1y 0,9%;

- bém glyoxalin;

- Huyén dich nhém : AI(OH)3;

- Canxi M/40;

- Cephalin kaolin.
3. Nguoi bénh

Khong can chuan bi gi dac biét.
4. H6 so bénh an
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Chi dinh xét nghiém duoc ghi rd trong bénh an; Gidy chi dinh xét nghiém
ghi day du thong tin vé ngudi bénh: ho tén, tudi, guong bénh, khoa phong, chan
doén, diéu tri.

V. CAC BUGC TIEN HANH

- Garo, sat trung, 1dy khoang 5ml mau nguoi bénh, trong d6 2ml tron déu
mau voi1 chat chéng dong citrate natri 3,2% hoac 3,8% theo ty 1¢ 1 thé tich
chéng dong tron véi 9 thé tich mau, ly tim manh dé thu huyét twong nghéo tiéu
cAu; 3ml con lai cho déu vao 2 6ng thity tinh, dit & binh céach thuy 37°C dé thu
huyét thanh;

- Garo, sat trung , 1dy khoang 5ml mau ching (ngudi binh thudng), trong
d6 2ml tron déu mau véi chat chéng dong citrate natri 3,2% hoac 3,8% theo ty 1&
1 thé tich chéng dong tron v4i 9 thé tich mau, 3ml con lai cho déu vao 2 ng
thuy tinh, dit & binh cach thuy 37°C dé thu huyét thanh ching;

- Sau khi ly tAm manh dé thu huyét twong ching nghéo tiéu cau, tién hanh
hut boi huyén dich nhém;

- MAu huyét twong chimg sau khi hat boi huyén dich nhom, duoc pha
lodng & noéng do 1/5 bang nudc mudi sinh 1y 0,9%;

- Méu huyét thanh chimg duoc pha loang ¢ nong d6 1/10 bang dém
glyoxaline;

- Chuan bi 1 diy cdc Ong nghiém tan méu, cho sin 0,2 ml canxi clorua
M/40, dit & binh cach thuy 37°C;

- Trong 1 6ng nghiém tan mau khac, cho vao:

(1) 0,4 ml huyét twong di hap phu nhém, 0,4 ml huyét thanh, 0,4 ml
cephalin;

(2) bit ¢ binh cach thuy 37°C trong 30 gidy;

(3) Cho thém 0,4ml canxi clorua M/40, khoi dong dong ho ngay;

(4) O thoi diém 50 giay, hat 0,1ml ¢ 6ng hdn dich trén, cho vao dng da c6
san 0,2ml canxi clorua M/40 dang dit & binh cach thity 37°C;

(5) O thoi diém 60 gidy, cho thém 0,2ml huyét twong co chit vao dng vira
chuén bi ¢ budc 4, khoi dong ddng hd bam gidy, ghi thoi gian dong.

Tiép tuc l3p lai budc 4 va 5 & nhiing khoang thoi gian nhat dinh.
Ky thuadt nay dwoc thuc hién 4 lan véi cdc thanh phcfn sau:
Huyét twong Huyét thanh
1. Binh thuong + Binh thuong
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2. Binh thuong

3. Bénh + Binh thuong
4. Bénh + Bénh
VI. NHAN PINH KET QUA

+ Bénh

- Két qua: ghi ro bat thuong dong mau ndi sinh do thiéu hut nhom yéu t6
nao: V va VIII hay IX va X hodc XI va XII tuy theo két qua, cu thé:

Huyét twong hdp phu | Huyét thanh | Két qud Nhdn dinh
Binh thuong Bénh Kéo dai | Thiéu hut yéu to IX hoic X
Bénh Binh thuong | Kéo dai | Thiéu hut yéu t6 V hoic VIII
Bénh Bénh Kéo dai | Thiéu hut yéu t6 XI hodc XII

- Pién day du ngay, thang nam,

dinh két qua xét nghiém ky tén.

VII. NHUNG SAI SOT VA XU TRi

ky thuat vién tién hanh va bac si nhan

- Tach huyét thanh chtng va bénh khi 6ng mau dong chwa du thoi gian dé
4 gid & binh cach thuy 37°C;
- Huyét twong co chat khong dam bao chat luong.
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PINH LUQNG UC CHE YEU TO IX
(FACTOR IX INHIBITOR ASSAY)

I.NGUYEN LY

Bang cach tron huyét twong ngudi bénh véi ché pham yéu td IX ¢6 dic da
biét trudc ndng do yéu td IX, sau d6 dinh luong yéu t6 IX con lai trong ché
pham c6 dic, s& biét dugc ndng d6 tc ché co trong huyét twong can danh gia.
Dinh luong e ché IX rét hitu ich trong diéu tri ciing nhu theo ddi ngudi bénh co
chat trc ché nay.
II. CHI PINH

Tat ca nhiing truong hop két qua xét nghiém dinh tinh tc ché yéu t6 IX
cho két qua duong tinh.
III. CHONG CHI PINH

Khong ¢ chong chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién

01 k¥ thuat vién xét nghiém; 01 bac si xét nghi¢m Huyét hoc.

2. Phuong tién, hoa chat

- Tu lanh;

- May ly tam;

- Binh cach thuy 37°C/ may dong mau ban ty dong/ may dong mau ban tu
dong tu dong;

- Pong hd bam gidy;

- Gidy log kép dé tinh ndng do yéu t6 IX (trudng hop st dung phuong
phap thu cong);

- Bom tiém nhua ldy méu;

- Bong con sat tring, day garo;

- Ong nghiém tan mau kich thudc 75 x 9,5mm,;

- Ong nghiém plastic co chéng dong citrat natri 3,2% hodac 3,8%;

- Pipette 100pl, 200ul, 1.000ul;

- Pong ho bam gidy;

- Nudc cit;

- CaCl2 M/40;

- Cephalin - kaolin;
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- Ché pham yéu t6 IX ¢co dic;

- Huyét twong khong ¢ yéu t6 IX.
3. Nguoi bénh

Nhin dn sang, trir truong hop cap ctru.
4. Ho so bénh an

Chi dinh xét nghiém duoc ghi 10 trong bénh an; Giéy chi dinh xét nghiém
ghi day du thong tin vé ngudi bénh: ho tén, tudi, guong bénh, khoa phong, chan
doén, diéu tri...
V. CAC BUGC TIEN HANH

- Garo, sat trung, 1y khoang 2ml méau tinh mach ctia bénh va 2ml mau
tinh mach cta chimg binh thudng (néu khong c6 mau ching thuong mai);

- Tron déu mau véi chat chong dong citrate natri 3,2% hoic 3,8% theo ty
1& 1 thé tich chong dong tron véi 9 thé tich mau;

- Ly tdm manh dé thu huyét twong nghéo tiéu cau ching va bénh;

- Chuan bi 2 dng nghiém: 1 dng cho 0,4ml huyét twong bénh va dng con
lai: 0,4ml huyét twong chtng;

- Cho thém vao modi 6ng 0,1 ml ché phém IX co dac, tron déu;

- Tién hanh k¥ thuat dinh luong yéu t6 IX cho 2 dng & trén;

- Tinh ndng do yéu t IX trong hdn dich huyét twong bénh va so sanh v4i
mau huyét twong chimg.
VI. NHAN PINH KET QUA

- Ghi két qua: Ghi nong do wrc ché IX vao gidy xét nghiém;

- Pién day du ngay, thang nam, k¥ thuat vién tién hanh va bac si nhan
dinh két qua xét nghiém ky tén.
VIL. NHUNG SAI SOT VA XU TRi

- Chat lugng ché pham yéu t6 IX c6 dic khong dam bao;

- 6 thi chuan khéng tot;

- Thoi gian tir khi pha lodng huyét twong dén khi tién hanh k¥ thuat qua

A

lau.
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PINH LUQNG HOAT TiNH PLASMINOGEN (PLASMINOGEN
ACTIVITY ASSAY)

I. NGUYEN LY

Thiéu hut plasminogen thudng gy nén tinh trang huyét khéi; Tién hanh
dinh luong hoat tinh plasminogen bang phuong phap sir dung streptokinase dé
hoat hoa plasminogen c6 mit trong mau huyét twong can kiém tra, sau d6 phirc
hop plasminogen - streptokinase duoc phat hién bang co chit tao mau.
II. CHI PINH

Nhiing truong hop nghi ngd thiéu hut plaminogen bam sinh hodc mic
phai: huyét khoi tinh mach, diéu tri thudc tiéu cuc dong, DIC...
III. CHONG CHI PINH

Khong c6 chng chi dinh.
IV. CHUAN BI
1. Ngwoi thuce hién

01 k¥ thuat vién xét nghiém; 01 bac si xét nghiém Huyét hoc.
2. Phuong tién, hoa chat

- M4y dong mau c6 kénh so mau;

- Bom tiém nhua léy mau;

- Bong con sat trung, day garo;

- Ong nghiém plastic c6 chdng dong citrat natri 3,2% hoic 3,8%;

- Pipette 100pl, 200pul, 1.000ul;

- B0O kit dinh lugng hoat tinh plasminogen bao gém: co chét tao mau,
streptokinase, dém.
3. Nguwoi bénh

Khong can chuan bi gi dac biét.
4. H6 so bénh an

Chi dinh xét nghiém dugc ghi rd trong bénh 4n; Giay chi dinh xét nghiém
ghi dﬁy du thong tin vé nguoi bénh: ho tén, tudi, guong bénh, khoa phong, chan
doan...
V. CAC BUOC TIEN HANH

- Ly 02 ml mau tinh mach, tron déu vé6i chat chéng dong citrat natri 3,2%
hoic 3,8% theo ty 1& 1 thé tich chdong dong cho 9 thé tich mau;

- Ly tdm manh, thu huyét twong nghéo tiéu cau;

81



- Bat may dong méu, cho da nhiét do;

- Chuén bi bo kit dinh luong hoat tinh plasminogen theo chi dan ctia nha
san Xuét;

- Tién hanh k¥ thuat theo cac budc duoc hudng dan cu thé tuy theo timg
loai may dong mau ma phong xét nghiém hién co.
VI. NHAN PINH KET QUA

- Ghi két qua ndng d6 hoat tinh plasminogen ctia mau kiém tra va tri s6
binh thuong vao gidy xét nghiém;

- Pién day du ngay, thang nam, ky thuat vién tién hanh va bac si nhan
dinh két qua xét nghiém ky tén.
VIL. NHUNG SAI SOT VA XU TRi

- MAu mau bi déng, v& hong cau;

- Gard tinh mach qué lau trudc khi ldy mau xét nghiém.
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PO PO QUANH MAU/ HUYET TUONG
(WHOLE BLOOD/PLASMA VISCOSITY TEST)

I. NGUYEN LY

Po d6 quanh ciia mau toan phan hodc huyét twong bang ky thuat FOR
(Free Oscillation Rheometry ), dua vao sy thay doi tan sb va bién d6 dao dong
tw do va so sanh véi d6 thi chuan dé tinh ra do quéanh ciia mau can do.
II. CHI PINH

Tat ca nhiing trudng hop nghi ngd ting do quanh mau/huyét twong: da
héng cau, da u tily xuong...
I1Il. CHONG CHI PINH

Khong c6 chong chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién

1 k¥ thuat vién xét nghiém.
2. Phuong tién, héa chat

- Garo, bong con sat tring, bom kim tiém ldymau;

- Ong nhya c6 chat chéng dong EDTA;

- Méy do d6 quénh;

- Pipet man loai 1ml, 0,5ml, 0,1ml;

- May ly tam.
3. Nguoi bénh

Khong can chuan bi gi dac biét.
4. H6 so bénh an

Chi dinh xét nghiém dugc ghi rd trong bénh an; Giéy chi dinh xét nghiém
ghi day du thong tin vé ngudi bénh: ho tén, tudi, guong bénh, khoa phong, chan
doan.
V. CAC BUOC TIEN HANH

- Garo, sat trung va lay khoang 2ml mau tinh mach;

- Tron mau voi chat chéng dong EDTA;

- Ly tAm 3.000v/phut trong 20 phut thu huyét twong nghéo tiéu cau néu do
d6 quanh huyét tuong;

- Bat may do d6 quanh;
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- Hit 1ml méu toan phan néu do d6 quanh mau, 0,6ml huyét twong nghéo
tiéu cau néu do d6 quanh huyét twong cho vao cong do chuyén dung, dit cong
do d3 chira mau do vao budng u;

- Chon chuong trinh do thich hop véi timg loai mau do;

- Vao chuong trinh do d6 quanh thich hop.

VI. NHAN PINH KET QUA

- Ghi két qua d6 quanh do duoc cua mau can kiém tra va trj s6 binh
thudng vao gidy xét nghiém;

- Pién day du ngay, thang nam va k¥ thuat vién tién hanh xét nghiém ky
tén.

VIL. NHUNG SAI SOT VA XU TRi
- MAu mau bi dong;
- Chon diéu kién nhiét d6 dé do d6 quanh khong dung.
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PHAT HIEN KHANG PONG PUONG CHUNG
(THROMBIN TIME 1:1 MIX)

I. NGUYEN LY

Thoi gian dong cua xét nghiém thoi gian thrombin (TT) kéo dai do 2
nhém nguyén nhan chinh: thiéu hut yéu t6 déng mau hodc do cé chit trc ché con
duong déng mau nay. Tién hanh xét nghiém TT véi mau tron huyét tuong ngudi
bénh voi huyét twong binh thuong theo ty 16 1: 1 (TT 1:1 mix test) dé phan biét
2 nhém nguyén nhan nay: TT cia mau tron sé diéu chinh vé binh thudng néu
thiéu hut yéu t6 dong mau, TT cta mau tron khong diéu chinh vé binh thuong
trong truong hop c6 chat tc ché.
II.CHI PINH

Tat ca nhiing truong hop két qua xét nghiém danh gia duong dong mau
chung (Thrombin time) keéo dai.
I1I. CHONG CHI PINH

Khong c6 chng chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién

01 k¥ thuat vién; 01 bac si xét nghiém Huyét hoc.
2. Phuong tién, héa chat

- T lanh;

- May ly tam;

- Binh cé4ch thuy 37°C/ may déng mau ban tu dong/ may dong mau tu
dong;

- Pong ho bam gidy;

- Bom tiém nhua ldy méu;

- Bong con sat tring, day garo;

- Ong nghiém tan mau kich thudc 75 x 9,5mm;

- Ong nghiém plastic co chéng dong citrat natri 3,2% hodac 3,8%;

- Pipette 100pl, 1.000 pl;

- Thrombin pha lodng nong do6 thich hop dé tién hanh k¥ thuat thoi gian
thrombin.
3. Nguoi bénh

Khong can chuén bi gi dic biét.
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4. H6 so bénh an

Chi dinh xét nghiém duogc ghi rd trong bénh an; Giéy chi dinh xét nghiém
ghi day du thong tin vé ngudi bénh: ho tén, tudi, guong bénh, khoa phong, chan
doan...
V. CAC BUOC TIEN HANH

- Garo, sat trung, 14y khoang 2ml mau tinh mach ngudi bénh va 2ml méu
tinh mach chimg binh thuong (néu khong c6 mau chimg thuong mai);

- Tron déu mau véi chat chéng dong citrate natri 3,2% hodac 3,8% theo ty
1¢ 1 thé tich chdng dong tron véi 9 thé tich mau;

- Ly tdm manh dé thu huyét twong nghéo tiéu cau ching va bénh;

- Tron huyét tuong ching va bénh theo ty 18 1:1;

- Tién hanh xét nghiém TT dong thoi voi 3 mau huyét tuong trong cling
diéu kién:

+ MAu huyét twong chimg;

+ MAu huyét twong bénh;

+ Mau huyét twong hon hop chimg va bénh theo ty 18 1:1.
VI. NHAN PINH KET QUA

+ TT hdn hop bénh va chung diéu chinh vé binh thuong: khang dong
duong chung am tinh;

+ TT hdn hop bénh va chimg khéng diéu chinh: khang dong duong chung
duong tinh;

- Ghi két qua khang dong dudng chung duong tinh hay am tinh vao gidy
xét nghiém;

- Pién day du ngdy, thang nam, k¥ thuat vién tién hanh va bac si nhan
dinh két qua xét nghiém ky tén.
VIL. NHUNG SAI SOT VA XU TRi

- Mau huyét tuong ching khong dam bao chat lugng;

- Mau huyét tuong hdn hop bénh va chimg khong dam bao ty 1.

- Cac mau kiém tra: huyét twong bénh, ching va huyét twong hon hop
bénh va chimg khong duoc tién hanh xét nghiém TT cung thoi diém, cing 16

hoa chit...
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XET NGHIEM PHAT HIEN GIAM TIEU CAU DO HEPARIN
(Heparin Induced Thrombocytopenia: HIT)

I. NGUYEN LY

Khi ngudi bénh duoc diéu tri heparin, thude nay c6 thé két hop véi yéu to
4 tiéu cau tao phtrc hop co tinh khang nguyén va trong mot sb truong hop, co
thé nguoi bénh tao khang thé chdng lai khang nguyén ndy, giy nén tinh trang
giam tiéu cau & ngudi bénh va dugc goi 1a tinh trang giam tiéu cau do heparin.
Str dung k¥ thuat ELISA (Enzyme-linked immunosorbent assay) hodc mién dich
hoa phat quang (chemiluminescent testing) dé phat hién khang thé khang tiéu
cau do heparin.
II. CHI PINH

Tat ca nhimg truong hop nghi ngd ¢6 tinh trang giam tiéu cau do heparin.
I1I. CHONG CHI PINH

Khong ¢ chong chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién

01 k¥ thuat vién; 01 bac si xét nghiém Huyét hoc.
2. Phuong tién, héa chat

- May Acustar hodc hé théng ELISA;

- T lanh;

- May ly tam;

- Bom tiém nhua liy méu;

- Bong con sat trung, day garo;

- C)ng nghiém tan mau kich thudce 75 x 9,5mm;

- Ong nghiém plastic c6 chdng dong citrat natri 3,2% hoic 3,8%;

- Pipette 100pl, 1.000 pl;

- Hoa chét sinh pham: HemosIL AcuStar HIT-IgG(PF4-H) va HemoslIL
AcuStar HIT-Ab(PF4-H) hoic HIA IgG va HIA IgGAM ELISA.
3. Nguoi bénh

Khong can chuan bi gi dac biét.
4. H6 so bénh an
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Chi dinh xét nghiém duoc ghi rd trong bénh an; Gidy chi dinh xét nghiém
ghi day du thong tin vé ngudi bénh: ho tén, tudi, guong bénh, khoa phong, chan
doan...

V. CAC BUGC TIEN HANH

- Garo, sét tring, 1dy khoang 2ml mau tinh mach ngudi bénh;

- Tron déu mau véi chat chéng dong citrate natri 3,2% hodac 3,8% theo ty
1& 1 thé tich chéng dong tron vaoi 9 thé tich mau;

- Ly tdm manh dé thu huyét twong nghéo tiéu cau;

- Bat may, cho du nhiét do;

- Bat mau huyét tuong can kiém tra vao vi tri khay mau;

- bat hoa chat sinh pham vao ding vi tri trén may;

- Tién hanh cac thao tac chay may theo cac budc theo quy dinh.

VI. NHAN PINH KET QUA

- Panh gia két qua dua vao gia trj cut off;

- Ghi két qua vao gidy xét nghiém;

- Pién day du ngay, thang nam, k¥ thuat vién tién hanh xét nghiém va bac
s nhan dinh két qua xét nghiém ky tén.
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PINH LUQNG KHANG NGUYEN CHAT UC CHE HOAT HOA
PLASMINOGEN 1
(Plasminogen Activator Inhibitor type 1 Antigen: PAI -1 Antigen)

I.NGUYEN LY ‘
Céc chat hoat hoa plasminogen dong vai tro trung tam trong di€u hoa hé

thdng tiéu soi huyét, duoc kiém soat boi cic chét e ché hoat hoa plasminogen
(plasminogen Activator Inhibitor: PAI). PAI -1 1a chét tc ché sinh Iy chinh cia t-
PA (tisue type plasminogen activator) c6 trong huyét twong. Khang nguyén PAI -
1 duoc dinh luong bang phuong phap ELISA (Enzyme-linked immunosorbent
assay).
II. CHI PINH

Tat ca nhimg truong hop nghi ngo ting hodc giam PAI - 1.
III. CHONG CHI PINH

Khong ¢ chong chi dinh.
IV. CHUAN BI
1. Nguoi thuce hién

01 k¥ thuat vién; 01 bac s xét nghiém Huyét hoc.
2. Phuong tién, hoa chat

- Ta lanh dung hoa chét sinh phém;

- May ly tam;

- Hé théng ELISA;

- Bom tiém nhua léy mau;

- Bong con sat trung, day garo;

- C)ng nghiém plastic co chéng dong citrat natri 3,2% hodc 3,8%;

- Pipette 100ul, 1.000 ul;

- Sinh pham dinh luong khéang nguyén PAI - | thuong mai;
3. Nguoi bénh

Khong can chuén bi gi dic bi¢t.
4. Ho so bénh an

Chi dinh x¢ét nghiém duogc ghi rd trong bénh an; Giéy chi dinh xét nghiém
ghi day du thong tin vé ngudi bénh: ho tén, tudi, guong bénh, khoa phong, chan

doan...

89



V.CAC BUGC TIEN HANH

- Garo, sat trung, léy khoang 2ml mau tinh mach;

- Tron déu méu véi chat chéng dong citrate natri 3,2% hodc 3,8% theo ty
1¢: 1 thé tich chéng dong tron voi 9 thé tich mau;

- Ly tdm manh dé thu huyét twong nghéo tiéu cau;

- Chuan bi ddy du hoa chat sinh phdm thuong mai dinh luong khang
nguyén PAI -1;

- Tién hanh dinh luong khang nguyén PAI - 1 theo cac budc duge hudng
dan.
VI. NHAN PINH KET QUA

- Ghi két qua nong d6 khang nguyén PAI - 1cia mau kiém tra va gia tri
binh thuong (khoang 4-40 ng/mL) vao gidy xét nghiém;

- Pién day du ngay, thang nam, k¥ thuat vién tién hanh xét nghiém va bac

s nhan dinh két qua xét nghiém ky tén.

TAI LIEU THAM KHAO
1. Tran Van Bé (1989), “K§ thuat déng méau ”, Thuc hanh Huyét hoc va Truyén
méu, Nha xuét ban Y hoc nam 2013, tr. 225-350.
2. Mike Laffan, Richard Manning (2010), “Investigation of Hemostasis ”,
Practical Haematology, Churchill Livingstone, Tenth edition, pp379-440.
3. Nguyén Ngoc Minh (1997), Cam mau va déng mau: Ky thuat va ing dung
trong 1am sang, Nha xuat ban Y hoc Ha ndi nam 1997.
4. Pd Trung Phan va cong su (2013), K thuat xét nghiém Huyét hoc va Truyén
mau tng dung trong 1dm sang (tai ban lan thtr 2), Nha xuit ban Y hoc nam 2013.
5. Bach Qudc Tuyén va cs (1978), “Cac xét nghiém dong mau”, Ky thuat xét
nghiém Huyét hoc va Truyén mau,PHY Ha ndi, tr.142-179.
6. Wayne L.Chandler, Albert R.Laspada (2005), Handbook of diagnostic
Hemostasis and Thrombosis tests, University of Washington, Third edition
2005.
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CHUONG III: MIEN DICH-DI TRUYEN-SINH HQC PHAN TU

(DANH CHO CHUYEN NGANH HUYET HQC-TRUYEN MAU)
Immunology genetics -Molecular biology for Hematology

PINH LUQNG KHANG THE KHANG nDNA BANG KY THUAT MIEN
DICH GAN MEN (ELISA)
(Anti —nDNA quantitative test by ELISA)

I.NGUYEN LY

Khéang nguyén nDNA dugc gin sin trong cac giéng nhua s& két hop véi
khang thé dic hiéu anti — NDNA IgG-IgM (néu co) trong huyét thanh ngudi bénh
khi 1 tao nén phirc hgp Khang nguyén-Khang thé ddc hiéu. Sau khi rira bo huyét
thanh thira, cho chat cong hop (con goi 14 conjugate) co ban chat 1a hdn hop anti
IgG va anti IgM ngudi gan enzym peroxidase. Khi d6 cong hop sé& gan dic hiéu
vao phuc hop Khang nguyén-Khang thé (néu c6). Sau khi rira bé lwong cong hop
du thira khéng gan v6i phiic hop Khang nguyén-Khang thé, cho tiép vao giéng
phan tmg mot luong xac dinh co chit TMB/H,0, . Enzym peroxidase trong giéng
phan tmg (néu c6) s& xtic tac tao phan mg gitta H,O, va TMB tao mau xanh 13
cay. Phan Gmg duoc ngimg lai bang dung dich a-xit H,SO, lodng, IGc ndy mau xanh
cta dung dich chuyén thanh mau vang chanh, ddm d6 mau twong quan thuin voi
nong do khang thé IgG va IgM co trong huyét thanh. Xac dinh mirc 6 mau bang
phuong phap do mat d§ quang (OD) & budc séng 450 nm hodc budc song kép 450
nm/620 nm.
II. CHI PINH

Céc truong hop nghi dén bénh ti mién.
III. CHONG CHI PINH

Khéng c6 chng chi dinh.
IV. CHUAN BI
1. Nguoi thuce hién

- Ky thuat vién va ctr nhan da duoc dao tao thuc hién k¥ thuat;

- Bac si xét nghiém: doc két qua, danh gia, kiém tra chat luong.
2. Phwong tién - Héa chat
2.1. Phuwong tién

- May ly tdm dng méu.
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- Pipet va dau pipet loai 25ul va 1000p1.

- Dan may ELISA (tuy dong hoac ban tu dong).

- Gang tay.

2.2. Héa chit

Kit dinh tinh nDNA IgG/IgM gdm cac thanh phéan sau:

- Dung dich pha lodng mau;

- Dung dich rua;

- Chtrng am (negative control);

- Chung duong (positive control);

- Chung nguong (cut-off calibrator);

- Cac nong do khang thé chuan (calibrator): thuong c6 6 nong d6 chuan,
gia tri cu thé cta cac dng ndng d6 chuan tiy thude vao hing san xuat;

- Dung dich cong hop (conjugate): 1 lo cong hop gom ca IgG va IgM
dung dé phat hién khang thé IgG va IgM;

- Co chat tao mau (TMB substrate);

- Dung dich dung phan g (stop solution);

- Céc giéng phan tmg trén phién nhya ELISA;

- Nudc cat, hoa chat khir trung Natri hypoclorite.

3. Mau bénh pham

- Mau dung 13 huyét thanh;

- Can tach huyét thanh cang sém cang t6t dé tranh hién twong tan mau
lam anh hudng dén két qua phan tng;

- Néu c6 1an hong cau hodc nhiing thanh phan hiru hinh trong mau huyét
thanh thi can ly tim miu dé loai bo cac thanh phan d6 trude khi xét nghiém;

- MAu huyét thanh bao quan & nhiét 6 2°C dén 8°C c6 thé dung lam xét
nghiém trong vong 7 ngdy. Néu mudn dé lau hon méi xét nghiém can phai bao
quan & ta lanh sau (< -20°C). Tuy nhién véi mau bao quan lanh siu can tranh
d6ng-tan nhiéu lan.

V. CAC BUGC TIEN HANH

1. Pha lodng mAu 100 14n bang dung dich pha loing mau (cung cép theo
kit).

2. Nho 100pl cac nong d6 chuan (calibrator), miu chting am, chimg
duong, cac mau thir vao cac giéng trén phién theo so d dinh san.

3. U 30 phut & nhiét d6 phong.
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4. Rira 3 1an bang dung dich rtra, 300l /giéng/lan.

5. Nho 100l cong hop (conjugate) vao cac giéng.

6. U 30 phut & nhiét d6 phong.

7. Rua 3 1an bang dung dich rira, 300pl /giéng/lan.

8. Nho 100l co chat tao mau (TMB subtrate) vao mdi giéng.

9. U 30 phut ¢ nhiét &6 phong, tranh anh sang.

10. Nho 100pl dung dich dimg phan tng (stop solution) vao mdi giéng
theo dung trinh ty nho TMB.

11. U téi thiéu 5 phat. G& nhe vao thanh giéng trong 5 gidy dé tron déu.

12. Poc phién ¢ budc song 450/620 nm (t6t hon thi ding budc song kép
450/ 620 nm) trong vong 30 phut sau khi u dung dich ngirng phan tung.

13. Phan tich két qua.

VI. NHAN PINH KET QUA

- Can cr vao ndng d6 chuan ghi trén cac dng calibrator va mat do quang
do dugc (chi s6 OD), nhap sd lidu vao chuong trinh Exel dé tinh ndng d6 khang
thé khang nDNA (IgG va IgM) trong cac mau thir.

- Gia tri bién luan: Tt nhat phai cin cir vao cac hudng dan bién luan va
don vi tinh di duoc chuan héa chat lugng ciia nha san xuat kit. Mot trong nhing
kit nDNA tt va phé bién trén thi truong c6 thong s6 bién luan nhu sau:

+ Ngudng binh thuong : <12 U/ml,

+ Ngudng nghi ngo st 12 — 18 U/ml;

+ Nguong duong tinh > 18 U/ml.

VIL. NHUNG SAI SOT VA XU TRi

- Sai s6t miu bénh pham: tén bénh nhan trén gidy chi dinh xét nghiém va
trén 6ng mau khong théng nhét, mau bi dong;

Xt tri: yéu cau noi dua mau xac minh lai thong tin gitta mau va gidy chi
dinh, néu can phai lay lai mau bénh pham.

- Sai s6t do nhé mAu vao phién phan ung khong thong nhét thong tin vé
thir tu bénh nhan va tht ty mau phan tich.

Xt tri: V& so dd nho mau trude khi lam xét nghiém. Kiém tra dbi chiéu
thong tin vi tri nhé mau trude khi nhé mau.

- Chimg duong am tinh hodc chimg 4m dwong tinh: Néu xay ra hién
tuong nay déu khong dung duoc két qua cta lan xét nghiém nay. Nguyén nhan
c6 thé do hoa chat khong dam bao chat luong, do khong thuc hién du va dung
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cac budc trong quy trinh xét nghi¢ém, nhiét d§ phan tmg khong phu hop, thuc
hién budc rira kém hi¢u qua.

X1 tri: [am lai xét nghiém, kiém tra chi dung hoa chit con han st dung va
dugc bao quan dang diéu kién theo hudng dan cta nha san xuét, tuan thi dung
cac budc quy trinh, kiém soat tot nhiét d6 phong xét nghiém (25-30°C).

TAI LIEU THAM KHAO

Aesku Diagnostics GmbH. 2007. AESKULISA nDNA instruction
manual.
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PINH LUQNG KHANG THE KHANG ds-DNA
BANG KY THUAT MIEN DICH GAN MEN (ELISA)
(Anti —dsDNA quantitative test by ELISA)

I.NGUYEN LY

Khéang nguyén dsDNA dugc gin sin trong cac giéng nhwa s& két hop véi
khang thé dic hiéu anti — dsSDNA IgG-IgM (néu c6) trong huyét thanh ngudi bénh
khi 0 tao nén phirc hop Khang nguyén-Khang thé dic hiéu. Sau khi rira bo huyét
thanh thira, cho chat cong hop (con goi 14 conjugate) co ban chat 1a hdn hop anti
IgG va anti IgM ngudi gan enzym peroxidase. Khi d6 cong hop sé gan dac hiéu
vao phitc hop Khang nguyén-Khang thé (néu c6). Sau khi rira bo lugng cong hop
du thira khong gan véi phirc hgp Khang nguyén-Khang thé, cho tiép vao giéng
phan tmg mot luong xac dinh co chit TMB/H,0, . Enzym peroxidase trong giéng
phan tmg (néu c6) s& xtic tac tao phan tGng gitta H,O, va TMB tao mau xanh 13
cay. Phan Gmg duoc ngimg lai bang dung dich a-xit H,SO, lodng, IGc ndy mau xanh
cua dung dich chuyén thanh mau vang chanh, ddm d6 mau tuong quan thuan véi
nong do khang thé IgG va IgM co trong huyét thanh. Xac dinh mirc d6 mau bang
phuong phap do mat do quang (OD) ¢ budc song 450 nm hoac budce song kép 450
nm/620 nm.
II. CHI PINH

Céc trudng hop nghi dén bénh ty mién.
III. CHONG CHI PINH

Khéng c6 chng chi dinh.
IV. CHUAN BI
1. Ngwoi thuce hién

- K§¥ thuat vién va ctr nhan da duoc dao tao thuc hién k¥ thuat;

- Bac s xét nghiém: doc két qua, danh gia, kiém tra chat luong.
2. Phuong tién — Hoa chat
2.1. Phwong tién

- May ly tim dng méu;

- Pipet va dau pipet loai 25ul va 1000ul;

- Dan may ELISA (tu dong hodc ban ty dong);

- Gang tay.
2.2. Héa chit
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Kit dinh luong dsDNA IgG/IgM gdm céc thanh phan sau:

- Dung dich pha loang mau;

- Dung dich rua;

- Chuing am (negative control);

- Chung duong (positive control);

- Chirng ngudng (cut-off calibrator);

- Cac ndng do6 khang thé chuan (calibrator): thuong c6 6 ndng do chuan,
gia trj cu thé cua cac dng ndng d6 chuin tiy thudc vao hing san xuit;

- Dung dich cong hop (conjugates): 1 lo cong hop IgG va IgM dung dé
phat hién khang thé 16p IgG va IgM;

- Co chét tao mau (TMB substrate);

- Dung dich dung phan g (stop solution);

- Céc giéng phan tmg trén phién nhya ELISA;

- Nudc cit, hoa chat khir trung Natri hypoclorite.

3. Mau bénh pham

- Mau dung 13 huyét thanh.

- Can tach huyét thanh cang sém cang t6t dé tranh hién twong tan mau
1am anh huong dén két qua phan tmg.

- Néu c6 1an hong cau hodc nhitng thanh phan hitu hinh trong mau huyét
thanh thi can ly tAm mau dé loai bo cac thanh phan d6 trudc khi xét nghiém.

- MAu huyét thanh bao quan & nhiét d6 2°C dén 8°C c6 thé dung lam xét
nghiém trong vong 7 ngdy. Néu mudn dé lau hon méi xét nghiém can phai bao
quan & ta lanh sau (< -20°C). Tuy nhién véi mau bao quan lanh siu can tranh
d6ng-tan nhiéu lan.

V. CAC BUOC TIEN HANH

1. Pha loang mau 100 lan bang dung dich pha lodng mau.

2. Nho 100pl cac nong d6 chuan (calibrator), miu chting am, chimg
duong, va cac mau thir vao cc giéng trén phién theo so d6 dinh san.

3. U 30 phut ¢ nhiét d6 phong.

4. Rira 3 1an bang dung dich rtra, 300l /giéng/1an.

5. Nho 100l cong hop (conjugate) vao cac giéng.

6. U 30 phut & nhiét d6 phong.

7. Rua 3 1an bang dung dich rira, 300p /giéng/lan.

8. Nho 100pl co chét tao mau (TMB subtrate) vao mdi giéng.
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9. U 30 phut & nhiét d6 phong, tranh anh sang.

10. Nho 100pl dung dich dimg phan tng (stop solution) vao mdi giéng
theo dung trinh ty nho TMB.

11. U téi thiéu 5 phat. G& nhe vao thanh giéng trong 5 gidy dé tron déu.

12. Poc phién & budc soéng 450/620 nm (t6t hon thi ding budc song kép
450/ 620 nm) trong vong 30 phut sau khi u dung dich ngirng phan ung.

13. Phan tich két qua.

VI. NHAN PINH KET QUA

- Can cr vao ndng d6 chuan ghi trén cac dng calibrator va mat do quang
do dugc (chi s6 OD), nhap s6 lidu vao chuong trinh Exel dé tinh ndng d6 khang
thé khang dsDNA (IgG va IgM) trong cac mau thtr.

- Gia tri bién luan: Tt nhat phai cin cr vao cac hudng dan bién ludn va
don vi tinh di duoc chuan héa chat lugng ciia nha san xuat kit. Mot trong nhing
kit dsDNA tdt va phé bién trén thi truong c6 thong s6 bién luan nhu sau:

+ Ngudng binh thuong : <12 U/ml,

+ Ngudng nghi ngo st 12 — 18 U/ml;

+ Nguong duong tinh > 18 U/ml.

VIL. NHUNG SAI SOT VA XU TRi

- Sai s6t miu bénh pham: tén bénh nhan trén gidy chi dinh xét nghiém va
trén ong méau khong théng nhat, mau bi dong.

Xt tri: yéu cau noi dua mau xac minh lai thong tin trén gidy chi dinh va
trén 6ng nghiém, néu can phai lay lai mau bénh pham.

- Sai s6t do nhé mau vao phién phan ung khong thong nhét thong tin vé
thi tu bénh nhan va tht ty mau phan tich.

Xt tri: V& so dd nho mau trude khi lam xét nghiém. Kiém tra d6i chiéu
thong tin vi tri nhé mau trude khi nho mau.

- Ching dwong am tinh hodc chimg 4m duong tinh: Néu xay ra hién
tuong nay déu khong dung duoc két qua cia lan xét nghiém nay. Nguyén nhan
c6 thé do hoa chat khong dam bao chat lugng, do khong thuc hién du va dung
cac budc trong quy trinh xét nghi¢m, nhiét do0 phan tng khong phu hop, thuc
hién budc rira kém hiéu qua.

X tri: 1am lai xét nghi€ém, kiém tra chi dung hoéa chit con han st dung va
duoc bdo quan dung diéu kién theo huéng dan cua nha san Xuét, tuan thu dang
cac budc quy trinh, kiém soat t6t nhiét ¢ phong xét nghiém (25-30°C).
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TAI LIEU THAM KHAO

Aesku Diagnostics GmbH. 2007.
manual.

AESKULISA dsDNA instruction
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PINH TiINH KHANG THE KHANG dsDNA BANG KY THUAT NGUNG
KET LATEX
(Anti-dsDNA test by Latex)

I. NGUYEN LY

Khi U voi huyét thanh bénh nhan, khang nguyén dsDNA dugc phu sin
trén cac hat nhya latex s& két hop v&i khang thé dic hiéu anti dsSDNA IgG va
IgM ngudi (néu co) trong huyét thanh tao nén phirc hop Khang nguyén-Khéang
thé gay phan Gmg ngung két hat latex sau khi 0. Két qua c6 thé nhan dinh bang
mat thuong.
II. CHI PINH

Céc trudng hop nghi dén bénh ty mién.
III. CHONG CHI PINH

Khong ¢ chong chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién

- K¥ thuat vién va ctr nhan da duoc dao tao thuc hién k¥ thuat;

- Bac s xét nghiém: giam sat, danh gia, kiém tra chét luong.
2. Phwong tién - Héa chit
2.1. Phuong tién

- May ly tam 6ng méu;

- Gang tay.
2.2 Héa chit
Kit dinh tinh dsDNA gbm céc thanh phan sau:

- Phién kinh den chuyén dung cho phan mg ngung két hat latex;

- Lo nho giot ching am (negative control);

- Lo nho giot ching duong (positive control);

- Lo nho giot nhii dich latex;

- Ong hut huyét thanhh;

- Ho4 chat khur trung Natri hypoclorite.
3. M4u bénh pham

- Mau dung 12 huyét thanh.

- Can tach huyét thanh cang som cang tot dé tranh hién tuong tan mau
lam anh hudng dén két qua phan tmg.
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- Néu c6 1an hong cau hodc nhing thanh phan hitu hinh trong mau huyét
thanh thi can ly tim mau dé loai bo cac thanh phan d6 trude khi xét nghiém.

- MAu huyét thanh bao quan ¢ nhiét 6 2°C dén 8°C c6 thé dung lam xét
nghiém trong vong 7 ngay. Néu mubn dé 1au hon méi xét nghiém can phai bao
quan & ta lanh sau (< -20°C). Tuy nhién véi mau bao quan lanh sdu can tranh
d6ng-tan nhiéu lan.

V. CAC BUOC TIEN HANH

- Nho 1 giot nhii dich latex vao cac 6 phan tng trén phién chuyén dung.

- Dung 6ng hat mau hat va nho 1 giot huyét thanh hodc nhé 1 giot ching
am hodc 1 giot chiing duong vao cac 6 phan ung tuong trng da nhé trude 1 giot
nhil dich Latex.

- Dung dau det ctia ong hat khudy tron déu nhii dich véi phan huyét thanh
vira nho, lac nhe nhang phién va doc két qua sau 2 phat. Thyc hién xét nghiém
& nhi¢t do phong.

VI. NHAN PINH KET QUA

- Binh thuong két qua am tinh. Mau am tinh néu: trong ving phan Ung
trén phién kinh den thdy huyén dich min mau trang duc déng nhét.

- Mau duong tinh néu: trong ving phan tng trén phién kinh den thay
huyén dich c¢6 hién tuong ngung két thanh d¢am 16n mau tring duc hoic thanh
cac hat nho 1am tAm mau trang duc. Mau duong tinh chtng t6 trong huyét thanh
bénh nhan c¢6 khang thé ty mién khang dsDNA.

VIL. NHUNG SAI SOT VA XU TRi

- Sai s6t mau bénh pham: tén bénh nhan trén gidy chi dinh xét nghiém va
trén ong méau khong théng nhat, mau bi dong.

Xt tri: yéu cau noi dua miu xac minh lai thong tin trén gidy chi dinh va
trén 6ng nghiém, néu can phai lay lai mau bénh pham.

- Sai s6t do nhé mAu vao phién phan ung khong thong nhat thong tin vé
thtr ty bénh nhan va thir ty mau phan tich.

Xt tri: V& so dd nho mau trude khi lam xét nghiém. Kiém tra dbi chiéu
thong tin vi tri nhé mau trude khi nhé mau.

- Giap phan ung 4m tinh gia (chimg duong khong ngung két) hoic duong
tinh gia (ching 4m ngung két).

Xu tri: 1am lai xét nghi€ém va tuan thua dung cac budc cua quy trinh, kiém

soat tot nhiét do phong thi nghiém (25-30°C). Néu hién twong am tinh gia hodc
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duong tinh gia van tiép dién phai chuyén sang dung hop héa chat mdi, con han
va bao quan dung cach.
- Nhan dinh két qua khéng chinh x4c.

Xt tri: Ludn 1am ching 4m va ching duong trong mdi 1an xét nghiém.
TAI LIEU THAM KHAO

OMEGA Diagnostic (M¥). 2000. Avitex SLE Ref OD093/ OD043 Introduction
and Intended Use.
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PINH TiINH KHANG THE KHANG NHAN BANG KY THUAT MIEN
DICH GAN MEN (ELISA)
(Anti Nuclear Antibody -ANA qualitative test by ELISA)

I.NGUYEN LY

Khéng nguyén nhan (nuclear antigen) duoc gin sin trong cac giéng nhua
s& két hop véi khang thé dac hiéu khang nhén (anti nuclear antibodies) 16p IgG va
IgM (néu cb) trong huyét thanh ngudi bénh khi 0 tao nén phuc hop Khéang
nguyén-Khang thé. Sau khi rira bé huyét thanh thira, cho chét cong hop (con goi
1a conjugate) c6 ban chat 1a hdn hop anti IgG va anti IgM nguoi gan enzym
peroxidase. Khi d6 cong hop s& gan dic hiéu vao phirc hgp Khang nguyén-Khang
thé (néu c6). Sau khi rira bo luong cong hop du thira khong gian véi phitc hop
Khang nguyén-Khang thé, cho tiép vao giéng phan tmg mot lugng xac dinh co
chat TMB/H,0, . Enzym peroxidase trong giéng phan tmg (néu co) s& xuc tac tao
phan g giita H,O, va TMB tao mau xanh 14 cdy. Phan ng duoc ngimg lai bang
dung dich a-xit H,SO, lodng, lac nay mau xanh cua dung dich chuyén thanh mau
vang chanh, ddm d6 mau twong quan thuin véi ndng d6 khang thé IgG va IgM cd
trong huyét thanh. Xac dinh mic do mau bang phuong phap do mat d6 quang
(OD) ¢ budc song 450 nm hodc budce song kep 450 nm/620 nm.
II. CHI PINH

Céc trudng hop nghi dén bénh ty mién.
III. CHONG CHI PINH

Khéng c6 chng chi dinh.
IV. CHUAN BI
1. Ngwoi thuce hién

- K§¥ thuat vién va ctr nhan da duoc dao tao thuc hién k¥ thuat;

- Bac s xét nghiém: doc két qua, danh gia, kiém tra chat luong.
2. Phuong tién — Héa chat
2.1. Phwong tién

- May ly tim dng méu;

- Pipet va dau pipet loai 25ul va 1000ul;

- Dan may ELISA (tu dong hodc ban ty dong);

- Gang tay.
2.2. Héa chit
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Kit dinh luong ANA IgG/IgM gbm cac thanh phan sau:

- Dung dich pha loang mau;

- Dung dich rua;

- Chuing am (negative control);

- Chung duong (positive control);

- Chirng ngudng (cut-off calibrator);

- Dung dich cdng hop (conjugates) IgG va IgM;

- Co chét tao mau (TMB substrate);

- Dung dich dung phan tng (stop solution);

- Cac giéng phan ung trén phién nhuya ELISA.

- Nudc cat, hoa chat khir triung Natri hypoclorite.

3. M4u bénh pham

- Mau dung 13 huyét thanh.

- Can tach huyét thanh cang som cang t6t dé tranh hién twong tan mau
lam anh hudng dén két qua phan tmg.

- Néu c6 1an hong cau hodc nhiing thanh phan hiru hinh trong mau huyét
thanh thi can ly tim mau dé loai bo cc thanh phan d6 trudc khi xét nghiém.

- MAu huyét thanh bao quan & nhiét d6 2°C dén 8°C c6 thé dung lam xét
nghiém trong vong 7 ngay. Néu mubn dé 1au hon méi xét nghiém can phai bao
quan & ti lanh sdu (< -20° C)Tuy nhién véi mau bao quan lanh sdu can tranh
d6ng-tan nhiéu lan.

V. CAC BUOC TIEN HANH

1. Pha loang mau 100 lan bang dung dich pha lodng mau.

2. Nho 100p1 cac miu chimg am, chimg duong va mau thir vao cac giéng
tuong Gng trén phién theo so dd dinh sin.

3. U 30 phiit ¢ nhiét d6 phong.

4. Rira 3 1an bang dung dich rtra, 300l /giéng/lan.

5. Nho 100p1 cong hop (conjugate) IgG va IgM vao cac giéng twong tng.

6. U 30 phut & nhiét d6 phong.

7. Rua 3 1an bang dung dich rira, 300p /giéng/lan.

8. Nho 100l co chat tao mau (TMB subtrate) vao mdi giéng.

9. U 30 phut & nhiét d6 phong, tranh anh sang.

10. Nhé 100ul dung dich dimg phan tng (stop solution) vao mdi giéng
theo dung trinh ty nho TMB.
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11. U téi thiéu 5 phat. Go nhe vao thanh giéng trong 5 gidy dé tron déu.

12. Poc phién & budc soéng 450/620 nm (t6t hon thi dung bude song kép
450/ 620 nm) trong vong 30 phut sau khi u dung dich ngirng phan ung.

13. Phan tich két qua.

VI. NHAN PINH KET QUA

- Can ctr vao mat do quang do duoc & cac giéng cut-of calibrator, chimg
am, chung duong, va cac mau thir dé nhan dinh két qua xét nghi¢ém nhu sau

+ Am tinh: ODyp3, < ODgyteorr - 10%

+ Duong tinh: OD,3, < OD¢yorr + 10%

+Vung xam: OD¢yoff - 10% < OD,pz, < ODcyeofr + 10%

- Gi4 tri bién luan: Binh thuong mau 4m tinh. Néu mau duong tinh chtng
t6 trong huyét thanh bénh nhan c6 khang thé ty mién khang nhan té bao (ANA).
Néu mau trong khoang nghi ngd (viing xam), can xét nghiém lai sau 1-3 thang.
VIL. NHUNG SAI SOT VA XU TRi

- Sai s6t miu bénh pham: tén bénh nhan trén gidy chi dinh xét nghiém va
trén 6ng mau khong théng nhat, mau bi dong.

Xt tri: yéu cau noi dua mau xac minh lai thong tin trén gidy chi dinh va
trén 6ng mau, néu can phai lay lai mau bénh pham.

- Sai s6t do nhé miu vao phién phan ung khong thong nhét thong tin vé
thi tu bénh nhan va tht ty mau phan tich.

Xt tri: V& so d6 nho miu trude khi lam xét nghiém. Kiém tra déi chiéu
thong tin vi tri nhé mau trude khi nho mau.

- Chung duong 4m tinh hodc chimg 4m dwong tinh. Néu xay ra déu khong
dung két qua ndy dugc. Nguyén nhan c6 thé do hoa chit khong dam bao chat
lugng, do khong thuc hién du va ding cac budc trong quy trinh xét nghiém,
nhiét do phan ung khong phu hop, thuc hién budc rira kém hi¢u qua.

X1 tri: [am lai xét nghiém, kiém tra chi dung hoa chat con han sir dung va
dugc bao quan dung diéu kién theo hudéng dan cia nha san Xuét, tuan thu ding
cac budc quy trinh, kiém soat t6t nhiét d6 phong xét nghiém (25-30° C).

TAI LIEU THAM KHAO

Aesku Diagnostics GmbH. 2007. AESKULISA ANA-8S instruction
manual REF 3100.
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PINH LUQNG ANTI - B, GLYCOPROTEIN
BANG KY THUAT MIEN DICH GAN MEN (ELISA)
(Anti — g, Glycoprotein quantitative test by ELISA)

I. NGUYEN LY

B, GLYCOPROTEIN la mét loai protein tich dién 4m. Khang thé khang
B, GLYCOPROTEIN dugc cho 1a ¢6 y nghia trong chan doan hoi chimg Khang
phospholipid.

Khéang nguyén B, GLYCOPROTEIN duoc gin sin trong cac giéng nhya
s& két hop véi khang thé dac hiéu anti — B, GLYCOPROTEIN IgG hoic IgM
(néu c6) trong huyét thanh nguoi bénh khi @ tao nén phirc hgp Khang nguyén-
Khang thé. Sau khi rira bé huyét thanh thira, cho chat cong hop (con goi la
conjugate) c6 ban chat 1a hdn hop anti IgG hodc anti IgM nguoi gan enzym
peroxidase. Khi d6 cong hop s& gan dic hiéu vao phuc hop Khang nguyén-Khang
thé . Sau khi rira b6 lugng cong hop du thira khong gan voi phic hop Khang
nguyén-Khang thé, cho tiép vao giéng phan ung mot lugng xac dinh co chat
TMB/H,0, . Enzym peroxidase trong giéng phan g s& xtc tac tao phan tng gitra
H,O, va TMB tao mau xanh 14 cdy. Phan tmg duoc ngimg lai bang dung dich a-xit
H,SO, lodng, ltic ndy mau xanh cua dung dich chuyén thanh mau vang chanh, ddm
d6 mau tuong quan thuin véi ndng d6 khang thé IgG va IgM c6 trong huyét thanh.
Xéc dinh mic d6 mau bang phuong phap do mat do quang (OD) ¢ budc séng 450
nm hodc budc song kép 450 nm/620 nm.
II. CHI PINH

Céc truong hop nghi dén hoi chimg anti-phospholipid
III. CHONG CHI PINH

Khéng c6 chdng chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién

- Ky thuat vién va ctr nhan da duoc dao tao thuc hién k¥ thuat.

- Bac si xét nghiém: doc két qua, danh gia, kiém tra chat luong.
2. Phwong tién — Hoa chit
2.1. Phwong tién

- May ly tim dng méu.

- Pipet va dau pipet loai 25ul va 1000ul.
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- Dan may ELISA (tu dong hoac ban ty dong);
- Gang tay.
2.2. Héa chit
Kit dinh lugng B, GLYCOPROTEIN IgG/IgM gdm cac thanh phan sau:

- Dung dich pha loang mau;

- Dung dich rua;

- Ching am (negative control);

- Ching duong (positive control);

- Chung nguong (cut-off calibrator);

- Cac ndéng do khang thé chuan (calibrator): thuong c6 6 ndng d6 chuan,
gia tri cu thé cta cac dng ndng d6 chuan tiy thudc vao hing san xuat;

- Dung dich cong hop (conjugate): 1 lo cdng hop IgG va 1 1o cong hop
IgM riéng biét dung dé phat hién IgG hoic IgM tuong tng;

- Co chat tao mau (TMB substrate);

- Dung dich dung phan ing (stop solution);

- Céc giéng phan tmg trén phién nhya ELISA.

- Nudc cat, hoa chat khir triung Natri hypoclorite.

3. M4u bénh pham

- MAu dung 13 huyét thanh.

- Can tach huyét thanh cang sém cang t6t dé tranh hién tuong tan mau
1am anh huong dén két qua phan tmg.

- Néu c6 1an hong cau hodc nhiing thanh phan hiru hinh trong mau huyét
thanh thi can ly tim mau dé loai bo cac thanh phan d6 trudc khi xét nghiém.

- MAu huyét thanh bao quan & nhiét 6 2°C dén 8°C c6 thé dung lam xét
nghiém trong vong 7 ngay. Néu mubn dé 1au hon méi xét nghiém can phai bao
quan & ta lanh sau (< -20°C). Tuy nhién véi miu bao quan lanh sau can tranh
d6ng-tan nhiéu lan.

V. CAC BUOC TIEN HANH

1. Pha lodng mau 100 1an bang dung dich pha loing mAu.

2. Nho 100pl cac ndng dd chuan (calibrator), mau ching 4m, chimg
duong, cac mau thir vao cac giéng trén phién theo so d6 dinh sin, mdi loai 2
giéng (1 s& dung cho IgG, 1 ding cho IgM ).

3. U 30 phut & nhiét d6 phong.

4. Rira 3 1an bang dung dich rtra, 300l /giéng/1an.
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5. Nho 100pl cong hop (conjugate) IgG hodc IgM vao cac giéng tuong
ung.

6. U 30 phut & nhiét d6 phong.

7. Rua 3 1an bang dung dich rira, 300 /giéng/lan.

8. Nho 100l co chat tao mau (TMB subtrate) vao mdi giéng.

9. U 30 phut ¢ nhiét &6 phong, tranh anh sang.

10. Nho 100pl dung dich dimg phan tng (stop solution) vao mdi giéng
theo dung trinh ty nho TMB.

11. U téi thiéu 5 phat. G& nhe vao thanh giéng trong 5 gidy dé tron déu.

12. Poc phién ¢ budc song 450/620 nm (t6t hon thi ding budc song kép
450/ 620 nm) trong vong 30 phut sau khi u dung dich ngirng phan tung.

13. Phan tich két qua.

VI. NHAN PINH KET QUA

- Cian cr vao ndng d6 chuan ghi trén cac dng calibrator va mat do quang
do dugc (chi s6 OD), nhap sd lidu vao chuong trinh Exel dé tinh ndng d6 khang
thé khang B2-glycoprotein (IgG hodc IgM) trong cac miu thir.

- Gi4 tri bién luan: Tét nhat phai cin cir vao cac hudng dan bién ludn va
don vi tinh di duoc chuan héa chat lugng ciia nha san xuat kit. Mot trong nhing
kit p2-glycoprotein tot va phd bién trén thi truong co thong sé bién luan nhu
Sau.

+ Nguong binh thuong <12 U/ml

+ Ngudng nghi ngo :Tw 12 - 18 U/ml

+ Nguong duong tinh ~ : > 18 U/ml
VIL. NHUNG SAI SOT VA XU TRi

- Sai s6t miu bénh pham: tén bénh nhan trén gidy chi dinh xét nghiém va
trén 6ng mau khong théng nhat, mau bi dong.

Xt tri: yéu cau noi dua mau xac minh lai thong tin trén giay chi dinh va
trén 6ng mau, néu can phai lay lai mau bénh pham.

- Sai s6t do nhé miu vao phién phan ung khong thong nhét thong tin vé
thir tu bénh nhan va tht ty mau phan tich.

Xt tri: V& so d6 nho mau trude khi 1am xét nghiém. Kiém tra d6i chiéu
thong tin vi tri nhé mau trude khi nhé mau.

- Chung duong am tinh hodc ching 4m duong tinh: Néu xay ra hién

tuong nay déu khong dung duoc két qua 1an xét nghiém d6. Nguyén nhan c6 thé
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do hoa chat khong dam bao chét luong, do khong thuc hién du va dang cac budc
trong quy trinh xét nghi€ém, nhi¢t 46 phan trng khong phu hop, thuc hién budce
rua kém hi¢u qua.

Xtr tri: thuc hién lai xét nghiém, kiém tra chi dung hoa chat con han st
dung va duoc bao quan dung diéu kién theo hudng dan ctia nha san xuét, tudn

thu dung cac bude quy trinh, kiém so4t tot nhiét do phong xét nghiém (25-30°C).

TAI LIEU THAM KHAO
Aesku Diagnostics GmbH. 2007. AESKULISA Beta2- Glycoprotein GM
instruction manual.
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PEM TE BAO GOC TAO MAU CD34" BANG MAY PHAN TiCH TE
BAO DONG CHAY (FLOW CYTOMETER)
(Hematopoietic stem cell CD34+ enumeration test by flow cytometry)

I.NGUYEN LY

Té bao gbc tao mau co khang nguyén CD34 trén bé mit. Néu u khang thé
anti CD34 voi mau bénh pham c6 té bao gbe tao mau, khang thé nay s& gin dic
hiéu 1én bé mat céc té bao géc tao mau mang CD34. Dung k¥ thuat mién dich
huynh quang phan tich trén may phan tich té bao dong chay (flow cytometer) c6
thé dém chinh xéc s6 luong va ty 18 % té bao gdc tao mau CD34 trong mau bénh
pham.
II. CHI PINH

Céc truong hop can dém so lugng té bao goc tao mau CD34+,
III. CHONG CHI PINH

Khong ¢ chong chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién

- K§ thuat vién va ctr nhan da duoc dao tao thuc hién k¥ thuat;

- Bac s xét nghiém: doc két qua, danh gia, kiém tra chat luong.
2. Phwong tién - Héa chat
2.1. Phwong tién

- May phan tich té bao dong chay (c6 thé phan tich cac kénh mau huynh
quang 7ADD, FITC va PE).

- May ly tim dng méu.

- Pipet va dau pipet loai 25ul va 1000ul.

- Gang tay.
2.2. Héa chit

- Bo kit dém CD34 goém c6 cac hoa chat sau: 7AAD, CD45-FITC/CD34-
PE, CD45-FITC/Isotype Control-PE, hat tham chiéu (co néng do xac dinh),
dung dich ly giai hong cau.

- Cac dung dich chay may va dung dich rira may dé van hanh may phan
tich t& bao dong chay;

- Nudrc cat, hoa chat khir trung Natri hypoclorite.
3. Bénh pham
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Bénh pham c6 thé 1a miu méau ngoai vi, miu mau cudng rén, mau lay tir
khéi té bao gbc mau ngoai vi tuoi hodc khdi té bao gbc mau ngoai vi déng lanh
sau ra dong, hodc mau dich hut tiy xuong.

V. CAC BUOC TIEN HANH
1. LAy bénh pham

- LAy tbi thiéu 0,5 ml mau bénh pham. Néu mau bénh phim 13 mau ngoai
vi thi chéng d6ng bang EDTA (Ethylenediaminetetraacetic acid). Mau bénh
pham dam bao chat lugng 13 mau bénh pham khéng déng von va khong lau qua
1 gid sau khi lay khoi tinh mach hozc sau khi ra dong.

2. Tién hanh k§y thuat

- Bém s6 lugng bach cau co trong mau thir, pha loing mau thir vé néng do
10x10° té bao/lit, ghi lai hé sé pha lodng (s6 1an pha lodng).

- LAy 100 ul mau thir da pha lodng cho vao cac ong 1,2 va 3.

- Thém 20 pl 7AAD véo ca 3 ong 1, 2, 3.

- Thém 20 ul CD45-FITC/CD34-PE vao dng 1 va 6ng 2.

- Thém 20 pl Control (CD45-FITC/Isotype PE) vao 6ng s6 3.

- Votex déu cac 6ng va 0 nhiét do phong trong 20 phut, tranh anh sang.

- Thém 2000 pl dung dich ly giai hong cau, G nhiét d6 phong 10 phut.

- Ngay lap tirc thém 100 ul huyén dich hat tham chiéu vao cac ong 1, 2, 3.

- Tron lac déu céac bng.

- Phan tich flow cytometry bang chuong trinh dém CD34 ¢6 san trén may
flow cytometry.

VI. NHAN PINH KET QUA
1. Poc két qua

Két qua do chuong trinh may tinh tu dong xuét ra dudi dang chi sb
CD34%, s6 dém CD34 tuyét d6i (té bao/ pl).

2. Nhin dinh két qua

Néu két qua thu duoc giita ong 1 va éng 2 khac nhau dudi hoic bang 10%
thi két qua chap nhan tt. Néu khac biét trén 10% can phai lam lai xét nghiém,
phai cht y thuc hién that tot k§ thuat hit mau va hat hoa chit bang pipet.

VIL. NHUNG SAI SOT VA XU TRi
- Sai s6t mau bénh pham: tén bénh nhan trén gidy xét nghiém va trén ong

mau khong théng nhat, mau bi dong, mau khong ghi gio lay.
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Xu tri: yéu cau noi dua miu xac minh lai cac thong tin can thiét, néu mau
bi d6ng hodc da dé qua 1au thi phai liy lai miu bénh pham.

- P4t nham vi tri gitta mau ching am (Isotype Control) véi cac mAu thir.

Xt tri: kiém tra doi chiéu vi tri dat ong diing thir ty trude khi phén tich

- M4y chi cho ra két qua CD34%, khong tinh ra dugc két qua té bao
CD34/ pl. Thudng do quén khong nhap tri s6 ndng do hat tham chiéu vao phan
mém.

Xt tri: Chay may phén tich lai (khong can u lai mau), kiém tra xac dinh

d3 nhép tri s6 ndng d6 hat tham chiéu trude khi phan tich trén may.
TAI LIEU THAM KHAO

Beckman Coulter. 2011. Haematopoietic Stem Cell CD34+ Enumeration Kit
Instruction Manual.
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PQ CHEO TRONG GHEP BANG KY THUAT PHAN TiCH TE BAO
DONG CHAY (FLOW CYTOMETRY)
(Flow cytometry Lympho Cross-match test)

I. NGUYEN LY

Bénh nhan c6 thé dd man cam voi cac khang nguyén hé HLA dong loai tir
trudc hodc bi man cam véi khang nguyén hé HLA trong qua trinh diéu tri trude
ghép ddng loai (ghép tang hodc ghép té bao gbc tao mau). Khi d6 trong mau
bénh nhan c6 thé s& hinh thanh cac khang thé mién dich dic hiéu chong lai HLA
d3 man cam. Néu trong mau bénh nhan ghép c6 khang thé dic hiéu chong lai
HLA nguoi cho thi két qua sau ghép rat xau, thuong bi thai ghép toi cap. Dé
tranh tinh trang thai ghép t6i cap, trude khi ghép can lam xét nghiém do chéo
nham phat hién trong mau bénh nhan du kién ghép c6 khang thé dac hiéu khang
lai HLA nguoi cho hay khong. Khang nguyén hé HLA c¢o6 2 16p, HLA 16p 1 va
HLA 16p 2. HLA 16p 1 xuat hién trén bé mat tat ca cac té bao c6 nhan, HLA 16p
2 c¢6 mit chu yéu trén cac té bao lympho B, t& bao mono, va té bao tua gai
(dendritic cell). Do vay néu @ huyét thanh bénh nhan (ngudi nhan) véi lympho
nguoi cho, khang thé dic hiéu HLA 16p 1 va/hoic 16p 2 (néu o) sé gan 1én bé
mit té bao lympho (lympho T va/hodc lympho B) ngudi cho. Xét nghiém do
chéo lympho dung dé phat hién khang thé khang HLA ciia ngudi nhan ghép
trong lya chon ngudi cho, trong theo ddi phan tng sau ghép. Pé xét nghiém do
chéo lympho trudc kia nguoi ta hay dung k¥ thuat vi doc té bao lympho. Tuy
nhién hién nay do tinh uu viét vé do nhay, d0 chinh xac, va tbc d6 phan tich, ky
thuat phan tich t& bao dong chay duoc dung nhiéu hon.
II. CHI PINH

Bénh nhan trudce ghép va sau ghép tang, ghép tuy.
III. CHONG CHI PINH

Khéng c6 chng chi dinh.
IV. CHUAN BI
1. Nguoi thuce hién

- K¥ thudt vién va cur nhan da dugc dao tao thuc hién k¥ thudt;

- Béc si xét nghiém: doc két qua, danh gia, kiém tra chat lugng.

2. Phwong tién - Héa chit

112



2.1. Phuong tién

- May phan tich té bao dong chay (4 mau huynh quang tré 1én);

- May ly tim 6ng méu;

- Pipet va dau pipet loai 25ul va 1000ul;

- Cac 6ng vi ly tam (6ng Eppendorf)1,5 ml.

- Gang tay.
2.2. Héa chit

- Dung dich dém PBS;

- Hon hop khang thé CD45/CD3/CD19/anti Human IgG, mdi loai khang
thé gin 1 mau huynh quang khac nhau;

- Dung dich ly giai hong cau;

- Nudc cat, hoa chat khir triung Natri hypoclorite.
3. Bénh pham

Bénh pham can lay 1a miu mau ngoai vi ctia bénh nhan va ciia nguoi cho.
V. CAC BUOC TIEN HANH
1. Lay bénh pham

- Lay 2 ml mau chdng déng bang EDTA cta nguoi cho.

- Lay 2 ml mau dong ctia bénh nhan va 2 ml mau dong ctia ngudi cho.
2. Tién hanh k§y thuat

- Chuan bi té bao nguoi cho:

+ Lay 100 pl mau toan phan ngudi cho vao mdi 6ng vi ly tim 1,5 ml (can
1am 2 6ng).

+ Thém 1000 ul dung dich ly giai hong cau, G nhiét d6 phong 10 phut.

+ Ly tam 3000 vong/phat x 3 phit, d6 bo dich ndi, gitr cin té bao.

+ Thém 1 ml dung dich PBS, tai huyén dich cin té bao, ly tim rira 3000
vong/phut x 3 phit, 6 bo dich ndi

- Chuén bi huyét thanh bénh nhan va huyét thanh ngudi cho: ly tim 6ng
mau dong, tach huyét thanh.

- U huyét thanh bénh nhan hodc huyét thanh ngudi cho voi té bao ngudi
cho.

+ Nho 100 pl huyét thanh bénh nhan hodc huyét thanh nguoi cho vao cac
6ng Eppendorf chua té bao ngudi cho. Tron déu va u 37°C trong 1 gio. Ong u
huyét thanh bénh nhan véi té bao nguoi cho 1a ong thir phat hién khang thé

khang HLA, 6ng  huyét thanh ngudi cho véi té bao nguoi cho 1a éng tu ching.
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+ Thém 1 ml PBS, tron déu trong 15 gidy. Ly tdm 3000 vong/phut x 3
phut. Hut bo dich ndi. Lap lai quy trinh trén 2 1an

- U khang thé: Nho 20 pl hdn hop khang thé anti CD45/anti CD3/anti
CD19/anti human IgG, t 20 phit nhiét 6 phong, tranh anh sang.

- Phan tich: Phan tich flow cytometry bang chuong trinh Cross match da
14p san trén may flow cytometry.

VI. NHAN PINH KET QUA
1. Poc két qua

Poc két qua ¢ cac ving lympho T va lympho B. Két qua 4m tinh khi quan
thé té bao can phan tich nam trong ving 4m tinh. Két qua dwong tinh khi quan
thé té bao phan tich nam trong viing duong tinh, ¢ thé biéu hién két qua bang ty
1& % quan thé phan tich nam trong ving dwong tinh.

2. Nhin dinh két qua

Binh thuong: do chéo lympho B va lympho T déu am tinh.

C6 khang thé thuong tryc khang lympho ngudi cho: do chéo lympho B
duong tinh va’hoac do chéo lympho T duong tinh.

VIL. NHUNG SAI SOT VA XU TRi

- Sai s6t mau bénh pham: tén bénh nhan trén gidy xét nghiém va trén ong
mau khong théng nhat, mau bi dong, mau khong ghi gio lay.

XU tri: yéu cau noi dua miu xac minh lai cac thong tin can thiét, néu mau

bi d6ng hodc da dé qua lau thi phai liy lai mau bénh pham.

- Céc vung té bao lympho khoéng nam trong cira so chuong trinh chay.
Nguyén nhan c6 thé do thuc hién khong dang, lugng khang thé u khong du, thuc
hién khong du cac bude cua quy trinh, ¢ khong du thoi gian, hat pipet khong tét,
tac kim hut trén may...

Xt tri: Lam lai xét nghiém va tuan thu theo dung quy trinh. Kiém tra may
trudc khi phan tich, phai rita may, dudi bot khi va thong kim hut (néu can) theo
huéng dan di theo may.

TAI LIEU THAM KHAO
1. Harmer AW., Garner S., Bell A.E. et al. 1996. Evaluation of the flow
cytometric crossmatch. Preliminary results of a multicentre study.
Transplantation 61, 1108-11.
2. Beckman Coulter. 2011. 10Test CD45 Used manual
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3. Beckman Coulter. 2011. I0Test CD3 Used manual
4. Beckman Coulter. 2011. I0Test CD19 Used manual
5. Beckman Coulter. 2011. I0Test Human IgG Used manual

115



PEM TE BAO LYMPHO T-CD3, T-CD4, T-CD8 BANG KY THUAT
PHAN TiCH TE BAO DONG CHAY
(Lympho T-CD3, -CD4, -CD8 enumeration by flow cytometry)

I.NGUYEN LY

CD3 14 khang nguyén lympho T chung. CD3 c6 trén bé mit tat ca cac té
bao lympho T. Khang nguyén CD4 c6 trén bé mit t& bao lympho T hd tro, té
bao mono, va mot sd bach cau hat hoat hoa. Khang nguyén CDS8 co trén bé mat
cac té bao lympho T gay ddc va lympho T @c ché. Do vy, str dung k¥ thuat
phan tich té bao dong chay dung cac khang thé don dong khang CD3, CD4, CD8
c6 gan mau huynh quang khac nhau cé thé dong thoi phat hién va xac dinh
chinh x4c cac dau 4n trén bé mit cac té bao lympho ciing nhu c6 thé dém duogc
ty 1& phan trim va s6 luong tuyét dbi cac té bao lympho T-CD3, T-CD4, va T-
CDS trong mau bénh pham.
II. CHI PINH

Céc truong hop can danh gia tinh trang mién dich té bao, can dém CD3, 4, 8.
III. CHONG CHI PINH

Khong c6 chng chi dinh.
IV. CHUAN BI
1. Ngwoi thuce hién

- K§¥ thuat vién va ctr nhan da dugc dao tao thuc hién k¥ thuat;

- Bac s xét nghiém: doc két qua, danh gia, kiém tra chat luong.
2. Phuong tién - Héa chat
2.1. Phuong tién

- May phan tich té bao dong chay (4 mau huynh quang tré 1én);

- May ly tam 6ng méu;

- Pipet va dau pipet loai 25ul va 1000pl;

- Ong nghiém chuyén dung cho phan tich trén may dém té bao dong chay;

- Gang tay.
2.2. Héa chit

- Dung dich dém PBS;

- Khang thé don dong khang CD45-PC5, CD3-ECD, CD4-PE, CDS8-
FITC,

- Hat Flow count;
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- Dung dich ly giai hong cau.

- Nudc cit, hoa chat khir trung Natri hypoclorite,
3. Bénh phim

La mau méu ngoai vi ctia ngudi bénh.

V. CAC BUGC TIEN HANH
1. LAy bénh pham

- LAy 2 ml mau ngoai vi chdng dong bang EDTA.
2. Tién hanh k§y thuit

- LAy 100 pl mau ngoai vi chdng déng cho vao 1 dng phan tich té bao
dong chay da ghi tén nguoi bénh.

- Thém 20 pl mdi loai khang thé CD45-PC5, CD3-ECD, CD4-PE, CD8-
FITC.

- Tron déu, U nhiét 46 phong trong 20 pht, tranh anh sang.

- Thém 2000 pl dung dich ly giai hong cau, U nhiét do phong trong 10
phut.

- Ngay sau khi két thiic budc u trén, thém 100 pl huyén dich hat tham
chiéu, tron déu va dem phan tich trén may phan tich té bao dong chay.

- Phén tich bang chuong trinh dém T-CD3_T-CD4 T-CDS8 c6 sin trén
may phan tich té bao dong chay (luu ¥ nhap liéu sb lugng bach cau ¢ trong mau
va néng do hat tham chiéu).

VI. NHAN PINH KET QUA
1. Poc két qua

Két qua do chuong trinh mdy tinh ty dong xuat ra dudi dang s6 luong
tuyét d6i T-CD3, T-CD4, T-CD8 va ty 1¢ % T-CD3, T-CD4, T-CD8.
2. Nhan dinh két qua

- Luu y s6 lugng tuyét ddi va ty 1& T-CD4 duoc lay tir quan thé té bao
lympho c6 CD3+CD4+, s6 luong tuyét dbi va ty 1& T-CD8 duoc lay tir quan thé
té bao lympho c6 CD3+CD8+.

- Binh thwong:  T-CD3:  800-2300 té bao/uL (55-80%)

T-CD4: 400-1300 té bao/uL  (35-55%)
T-CDS8: 250-800 té bao/uL (20-35%)
VIL. NHUNG SAI SOT VA XU TRi
- Sai s6t mau bénh pham: tén bénh nhan trén gidy xét nghiém va trén ong

mau khong théng nhét, miu bi dong, miu khong ghi gio lay.
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Xu tri: yéu cau noi dua miu xac minh lai cac thong tin can thiét, néu mau
bi d6ng hodc da dé qua 1au thi phai liy lai miu bénh pham.

- Cac ving té bao lympho khong nim trong ctra s chuong trinh chay.
Nguyén nhan c6 thé do thuc hién khéng dung, lugng khang thé u khong du, thuc
hién khong di cac bude cta quy trinh, i khong du thoi gian, hat pipet khong tét,
tac kim hut trén may...

Xtr tri: Lam lai xét nghiém va tuan thu theo dung quy trinh. Kiém tra may
trwde khi phén tich, phai rira may, dudi bot khi va thong kim hut (néu can) theo
huéng dan di theo may.

- Chi ra két qua ty 1& % T-CD3, T-CD4, T-CD8 ma khong c6 sd luong
tuyét d6i T-CD3, T-CD4, T-CDS8. Thuong do quén khéng nhap thong sb vé sd
lugng bach cau trong mau va nong do hat tham chiéu.

X tri: Phan tich lai 6ng mau da 4. Luu ¥ nhap thong s6 vé sb luong bach

cau trong mau va nong do hat tham chiéu.

TAI LIEU THAM KHAO
Beckman Coulter. 2011. I0Test CD45-PC5 Used manual.
Beckman Coulter. 2011. I0Test CD3-ECD Used manual.
Beckman Coulter. 2011. 10Test CD4-PE Used manual.
Beckman Coulter. 2011. I0Test CD8-FITC Used manual.
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XET NGHIEM CD55/CD59 BACH CAU
(White blood cell CD55/CD59 analysis by flow cytometry)
I. NGUYEN LY

- PBai huyét sac td kich phat ban dém 1a mot bénh roi loan té bao géc tao
mau. Dot bién xay ra o té bao gdc tao mau lam mat gen GPI-A, gen nay tong
hop protein gin mang glycosyl-phosphatidylinositol (GPI). Do mat hoic thiéu
hut cac GPI nén cac protein gin mang (nhu CD55, CD59) gin it hodc khéng gin
dugc 1én mang té bao hé)ng cau do vay khong bao vé duogc té bao trudc sy tin
cong cua bo thé, dan t6i cac té bao hong cau dé bi hoat hoa bai bo thé va giy vo
héng cau.

- Trén phan tich té bao dong chdy, t& bao mau ngoai vi 0 voi anti CD45
sau ly giai hong cau s& phan bo thanh 3 ving quan thé rd rét: ving bach cau hat,
vung mono, va vung lympho.

- Dua trén cac ddc tinh nay, k¥ thuat flow cytometry st dung cac khang
thé dic hiéu gén huynh quang dé phat hién sy c6 mat, thiéu hut, hodc mait cac
thu thé CD55 va/hodc CD59 trén cac quan thé té bao bach cau. Tir d6 gop phan
chan doan xac dinh bénh dai huyét sac t6 kich phat ban dém.

II. CHI PINH

Suy tay xuong, nghi dén bénh dai huyét sic t6 kich phat ban dém.
III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI
1. Ngudi thuce hién

- Ky thuéat vién va ctr nhan da duoc dao tao thuc hién k¥ thuat;

- Bac s xét nghiém: doc két qua, danh gia, kiém tra chét luong.
2. Phuong tién, hoa chat.

2.1. Phwong tién

- May phan tich té bao dong chay (may flow cytometer);

- May ly tam;

- May l4c tron;

- Pipet man va dau pipet loai 250 ul va 1000 pl;

- Ong nghiém flow cytometry (chuyén dung cho méy phan tich té bao
dong chay).

- Gang tay.
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2.2. Héa chit

- Anti CD45-PC5;

- Anti CD55-PE;

- Anti CD59-FITC,;

- Dung dich ly giai hong cau;

- Dung dich sheath chay may flow;

- Dung dich dém PBS.

- Nudc cit, hoa chit khir trung Natri hypoclorite.

3. Bénh pham

- La mau mau ngoai vi chdng dong bang EDTA. Mau dugc ldy tir cac
nguoi bénh nghi ngd dai huyét sic t6 kich phat ban dém va nguoi bénh cd hoi
chtng rdi loan sinh tuy.

V. CAC BUOC TIEN HANH
1. LAy bénh pham

- 2ml mau ngoai vi chong dong bang EDTA;

- Mau can dugc u khang thé ngay trong vong 6 gio sau lay mau.
2. Tién hanh k§y thuat
2.1. Chudn bi mdu

- LAy 100 pl mau cho vao 1 6ng nghiém flow cytometry.

- Ly giai hong cau bang 1 ml dung dich ly giai hong cau, & nhiét d6 phong
trong 10 phut.

- Ly tdm rira huyén dich té bao sau ly giai hong cau 2 lan, mdi lan lam
nhu sau: thém 3 ml dung dich PBS vao ong flow cytometry, tron lic déu va ly
tam 2000 vong/phit trong 3 phut. D6 bo dich ndi, dé lai cin té bao va luong
dich con lai (khoang 100 pl). Tron déu cin va luong dich con lai.

2.2. U khdng thé

- Cho khang thé anti CD45-PC5, anti CD55-PE, anti CD59-FITC (mdi
loai 20 pl) vao 6ng flow cytometry chira cin té bao da pha hong cau ¢ budc trén.
Tron déu va u nhiét do phong 20 phut, tranh anh sang.

- Rira bo khang thé thira: sau 0, thém 3 ml dung dich PBS vao 6ng flow
cytometry, tron déu va ly tim 2000 vong/phut trong 3 phut. D6 bo dich ndi, dé
lai cn té bao.

- Thém 1 ml PBS vio dng can té bao, tron déu. Luc niy éng da sin sang
cho phan tich.
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2.3. Phan tich CD55, CD59 bach céu trén mdy flow cytometry

- Pua 6ng flow cytometry vao vi tri doc trén may.

- M& chuong trinh phén tich CD55, CD59 bach cau di 1ap san trén may.
Nhap vi tri 6ng phan tich va chay chuong trinh phin mém phan tich.

VI. NHAN PINH KET QUA

- Chu yéu quan sat phan tich trén quan thé bach ciu mono va bach cau
hat, viing bach cau lympho khong thay 13 su bién d6i.

- Néu muc do duong tinh CD55 va/hoac CD59 cua quﬁn thé bach cau hat
va bach ciu mono niam trong gii han binh thudng (dwong tinh >95%): khong c6
thiéu hut hodc mat CD55, CD59 bach cau.

- Néu mirc d6 duong tinh CD55 va/hoac CD59 cua quén thé bach cau hat
va bach cau mono thap < 95% (dwong tinh < 95%): c¢6 thiéu hut va mat CD55
va/hoic CD59 bach cau. Pay 1a tiéu chuan vang dé chan doan bénh Dai huyét
sac t kich phat ban dém.

Binh thuong: Khong c¢6 thiéu hut CD55 va/hoic CD359 & cac quin thé
bach cau hat va mono (CD55/CD59 bach cau duong tinh >95%).

VIL. NHUNG SAI SOT VA XU TRi

- Sai s6t mau bénh pham: tén bénh nhan trén gidy xét nghiém va trén ong
mau khong théng nhat, mau bi dong, mau khong ghi gio lay.

XU tri: yéu cau noi dua miu xac minh lai cac thong tin can thiét, néu mau
bi d6ng hodc da dé qua lau thi phai 1y lai mau bénh pham.

- Céc té bao bach cau nam khong dung ving té bao trong ctra s6 chuong
trinh chay. Nguyén nhéan c6 thé do thyc hién khong dung, luong khang thé u
khong du, thuc hién khong du cac budce cua quy trinh, u khong du thoi gian, hat
pipet khong tot, tac kim hit trén may.. .

Xt tri: Lam lai xét nghiém va tuan thu theo dung quy trinh. Kiém tra may
trudc khi phan tich, phai rita may, dudi bot khi va thong kim hut (néu can) theo
huéng dan di theo may.

TAI LIEU THAM KHAO
1. Beckman Coulter. 2011. I0Test CD45-PC5 Used manual.
2. Beckman Coulter. 2011. 10Test CD55-PE Used manual.
3. Beckman Coulter. 2011. 10Test CD59-FITC Used manual.
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PIEN DI HUYET SAC TO
TREN MAY PIEN DI MAO QUAN
(Hemoglobin analysis by cappilary electrophoresis)

I. NGUYEN LY
Trong méi trudng pH kiém, cac phan tir huyét sic t6 (hemoglobine) tich
dién am s& di chuyén vé cuc duong dudi tac dung cua dong dién 1 chiéu. Qua
trinh dién di s& 1am phan tach chung thanh cac thanh phan khac nhau dya trén
dién tich cua chung.
II. CHI PINH
Céc truong hop nghi ngd bénh 1y huyét sic t6
III. CHONG CHI PINH
Khong c6 chng chi dinh.
IV. CHUAN BI
1. Ngwoi thuce hién
- K§¥ thuéat vién va ctr nhan dugc dao tao thuc hién ky thuat;
- Bac si: doc két qua, danh gia, kiém tra chat luong.
2. Phuong tién, hoa chat
2.1. Phuong tién
- May dién di mao quéan (vi du nhu may Capilarys 2 hoac may Minicap
cua Sebia, Phap);
- Gia dé mau (di theo may);
- May ly tam 6ng méu;
- Que thuy tinh.
- Gang tay, gidy tham.
2.2. Hoa chat
- Dung dich dém (di theo may);
- Dung dich rtra (di theo may);
- Nudc cit, hoa chat khir trung Natri hypoclorite.
3. Bénh pham
La maiu mau ngoai vi chéng déng bang EDTA.
V. CAC BUOC TIEN HANH
1. Lay bénh phim
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- LAy 2ml mau toan phan vao 6ng c6 chta chat chong dong EDTA, ghi 16
thong tin ngudi bénh: tén, tudi, sé givdong, khoa phong, dung véi thong tin trén
phiéu chi dinh.

- Mau mau dung cho xét nghiém c6 thé bao quan 7 ngay & nhiét do 2-8°C.
2. Khéi dong may dién di mao quan

- Bat may tinh va may may dién di mao quan, chon chuong trinh diéu
khién may dién di mao quan.

- Chon chuong trinh dién di hemoglobin trong phin mém.

- it khay hoa chat dién di hemoglobin vao vi tri khay hoa chat trén may
dién di.

- P6 dich trong binh nudc thai; Lap cac binh dung dich rira va binh dung
dich dém vao vi tri khay dich rira va khay dung dich dém.

- Trong phan mém diéu khién may va phan tich mau, nhap thong tin bénh
nhéan tuong tng véi tmg mau.

3. Chay dién di

- Pat 6ng miu bénh phim vao cic vi tri trén gid nap bénh pham tuong
g véi cac vi tri phan tich da quy dinh khi nhap thong tin bénh nhan vao phan
mém.

- Bam niit phén tich trong phian mém dé may tu dong phan tich ghi nhan
két qua chay may.

- Sau khi may két thic phan tich, dung phan mém kiém tra thong tin va
két qua tuong tng cua tirng bénh nhan. Lua chon bénh nhan can in két qua, bam
nut in dé in két qua ciia bénh nhan do.

4. Rira may
- Thay thé binh dung dich dém bang bang binh nuéc cit dé rira may.
- Bam nut rira may trén phan mém dé mdy ty dong rura.

5. Tat may

Sau khi két thuc quy trinh rira may, tién hanh tat phan mém diéu khién
mdy, tit may tinh va tit may dién di mao quan.
VI. NHAN PINH KET QUA

Sau khi phan tich may s& cho ra két qua 1a cac loai hemoglobin phén tich
dugc va ty 1é % cia cac hemoglobin (Hb) ndy. Binh thudng thanh phan huyét
sdc tO & nguoi truong thanh co: HbA1 (> 96%), HbA2(< = 4%). O tré em dudi 1
tudi co thém HbF (<1%). Khi c6 1di loan téng hop hemoglobin co thé thiy ting,
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giam hozc mat mot vai thanh phan huyét sic t6 binh thudng; ciing c6 thé két hop
v6i xuét hién cac thanh phan huyét sic t6 méi (vi du HbH, HbE...).
VII. NHUNG SAI SOT VA XU TRi

- Sai s6t mau bénh pham: tén bénh nhan trén gidy xét nghiém va trén ong
mau khong théng nhat, mau bi dong, mau khong ghi gio lay.

Xt tri: yéu cu noi dwa mau xac minh lai cac thong tin can thiét, néu miu
bi déng hodc da dé qua 1au thi phai liy lai miu bénh pham.

- Sai sot vé hoa chat: khay hoa chat bi kho hodc ¢ bot khi.

Xt tri: phai kiém tra k§ héa chat truéc khi chay may, néu hoa chat khong
du phai thay khay héa chat khac, néu hoa chat trong khay c6 bot phai loai hét
bot khi mo1 dugc dung.

- Sai s6t do nhap vao may khong ding thong tin vé thir tu bénh nhan va
thtr tw mau phan tich.

Xt tri: kiém tra d6i chiéu thong tin bénh nhan va thir thy mau phén tich

trude khi chay may.

TAI LIEU THAM KHAO
SEBIA. 2006. Capillarys 2 instruction manual (Ref. 1222)

124



SUC BEN HONG CAU
(Erythrocyte Osmotic Fragility test)

I.NGUYEN LY

Strc bén hong cau 14 strc chju dung ctia hong cau dudi tac dung lam tan
mau cua cic dung dich mudi khi ha thap dan néng do. Stc bén hong cau phu
thudc vao tinh thAim ctia mang hong cau.

Mang hdng cau 1a mang mang ban thdm, do vay khi cho hdng cau vao
dung dich nhugc truong, nudc s& tir ngodi vao trong hong cau dé can bang ap
luc thAm thau, lam truong to hong cau. Dung dich cang nhuoc truong nude sé
vao cang nhiéu va hong cau cang dé v&. Loi dung tinh chat d6 nguoi ta cho hong
cau vao mot loat cac dung dich nhuoc truong c6 néng do khac nhau, &6 pH =74
dé ¢ nhiét 46 phong xét nghiém. Sau mot thoi gian nhat dinh quan sat muc do
tan ctia hong cau dé danh gid tinh bén viing ctia mang hong cau.

II. CHI PINH

Céc truong hop nghi dén bénh 1y huyét sac t, bénh thiéu mau tan mau.
III. CHONG CHI PINH

Khong c6 chng chi dinh.

II. CHUAN BI
1. Ngwoi thuce hién
- K¥ thuét vién xét nghiém da dugc dao tao.
2. Phuong tién - Héa chat
2.1. Phuwong tién

- May ly tim dng méu;

- Pipet va dau pipet loai 25ul va 1000ul;

- Cac 6ng nghiém thuy tinh loai 5 ml;

- Nén trang bang gidy hoic nhua duc.

- Gang tay, gidy tham.

2.2. Héa chit
Dung dich mudi dém véi cac nong d6 khac nhau. Cach pha nhu sau:

- Chuén bi dung dich me 1a mot dung dich dém mubi chloride ¢ ap luc
tham thau tuong duong véi 100g/1 (1,71 mol/l) NaCl nhu sau: hoa tan trong
nudc 90 gram NaCl; 13,65g Na,HPO, va 2,34g NaH,P0O,.2H,0 va diéu chinh
thé tich vé 1 lit. Dung dich me nay dung trong 1 thang, bao quan lanh 4 d6 C
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(trong qua trinh bao quan lanh c6 thé xuat hién két tinh thé trong lo dung dich.
Khi d6 phai dé dung dich me ra nhiét d6 phong va hoa tan tinh thé trude khi
dung).

- TUr dung dich me nay trude hét pha lodng 10 1an v&i nude cat thanh dung
dich 10%, (10g/1), sau d6 tir dung dich nay pha lodng thanh cac dung dich mubi
& cac nong do thap hon: 7%, 6%, 5.5%,, 5.0%,, 4.75%,, 4.5%,, 4.25%,
4.0%,, 3.75%, 3.5%,, 3.25%, 3%, 2.75%, 2.5%,, 2%, 1%.,.

- Nudc cit, hoa chit khir trung Natri hypoclorite.

3. Bénh pham

La mau méu ngoai vi clia cic ddi tuong nguoi bénh bi bénh mau va co chi
dinh cta lam sang.

V. CAC BUOC TIEN HANH
1. Lay bénh pham

- Lay 3ml méu tinh mach, chéng dong bang Heparin (khong nén dung
chat chong dong EDTA, Citrate hodc Oxalate vi nhu vay 1a cho thém mubi vao
moi trudng lam thay doi ap luc tham thau).

- Néu bao quan mau ¢ nhiét do phong, can lam xét nghiém trong vong 2
gid ké tir khi 14y mau. Néu bao quan miu & nhiét do 4 d6 C, c6 thé lam xét
nghiém trong vong 6 gio ké tir khi 1dy méau.

2. Tién hanh k§y thuit

- Ly 16 6ng nghiém thuy tinh loai 5ml xép vao gia, ghi tén tudi ngudi
bénh, dénh s6 th tu tir 1 dén 16.

- Cho lan luot 3ml dung dich nhugc truong voi cac néng do lan luot tir
1%, dén 7%, vao 16 dng.

- Pao nhe nhang dng mau vai 1an dé tron k§ mau trong 6ng. Nho 100 pl
mau da trén vao mdi dng dung dich nhuoc truong.

- Lay bong khong thim nudc bit 6ng nghiém, nhe nhang dao dng vai lan
dé tron déu mau va dung dich trong 6ng.

- Pé cac dng nghiém thang dimg trén gid ¢ nhiét d6 phong tir 1-2 gid, sau
d6 doc két qua tan méu tai cac ng.

VI. NHAN PINH KET QUA
1. Poc két qua
- Bat dau tan: 1a nong d6 mudi tai ong ma khi quan sat thay phan dich noi

6 ong day chuyén sang mau hong, & day ong nhin thay cuc hong cau.
b
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- Tan hoan toan: 12 ndng d6 mudi tai dng ma khi quan sat thay phan dich
ndi ¢ éng day c6 mau do trong sudt va khong con nhin thiy cuc hong cau & day
ong.

2. Nhan dinh két qua
Binh thuong: Bat dau tan tir: 4,5-5%o;
Tan hoan toan tir: 3-3,5%o
Stic bén hong cau ting: Bat dau tan tir: <4,5%o;
Tan hoan toan tur: <3%o

Stic bén hong cau giam: Bat dau tan tir: >5%o;

Tan hoan toan tir >3,5%o
VII. NHUNG SAI SOT VA XU TRi

- Sai s6t mau bénh pham: tén bénh nhan trén gidy xét nghiém va trén ong
mau khong théng nhat, miu bi dong, mau khong ghi gio 14y.

XU tri: yéu cau noi dua miu xac minh lai cac thong tin can thiét, néu mau
bi d6ng hodc da dé qua 1au thi phai liy lai miu bénh pham.

- Sai s6t trong qua trinh nhan dinh két qua.

Xir tri: Kiém tra can than, néu can thiét phai doc mau dich ndi trén nén

gidy trang.

TAI LIEU THAM KHAO
1. Dacie J. V., Lewis S. M. Osmotic fracgility, as measured by lysis in

hypotonic saline. In “Practical Haematology”. Longman, 1994; 8" Edition: 216-
20.

2. Laboratory Network. Haemophilia 2005; 11:387-97.
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TIEN MAN CAM
BANG KY THUAT MIEN DICH GAN MEN (ELISA)
(Panel reactive antibody test by ELISA)
I.NGUYEN LY

Khang thé khang HLA c6 thé hinh thanh trong co thé nguoi bénh do da
dugc tiép xtic voi khang nguyén trude.

Huyét thanh ctia ngudi bénh duoc 0 v6i mot phién phan tng gdm nhiéu
giéng, cac giéng d6 duoc phu cac loai khang nguyén hé HLA khac nhau. Néu co
phan ung khang nguyén-khang thé dic hiéu xdy ra, khang thé d6 sé dugc phat
hién bang hé thong khang thé thr hai khang IgG nguoi vi hé thong phat hién bao
gém co co chat tao mau va enzym xuc tac (theo nguyén ly ELISA). Néu phan
g tao mau xay ra & giéng nao (c6 mau xuat hién) thi ching té trong huyét
thanh nguoi bénh c6 khang thé dic hiéu phan Gng vi mot hodc mot vai khang
nguyén c6 trong giéng d6. Xét nghiém nay thuong duoc chi dinh dé phat hién
khang thé khang HLA bat thuong trudc ghép, hodc dé kiém tra danh gia sy hinh
thanh cta khang thé khang HLA sau ghép.

II. CHI PINH
Céc truong hop chuan bi ghép dong loai.
III. CHONG CHI PINH
Khong ¢ chong chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién
- K§¥ thuat vién va ctr nhan xét nghiém duogc dao tao thuc hién ky thuat;
- Bac si: doc két qua, danh gia, kiém tra chat lugng.
2. Phwong tién - Hoa chat
2.1. Phuwong tién

- M4y doc ELISA vi giéng (doc dugc phién Terasaki);

- B0 pipet man 10, 20, 200, va 1000 ul;

- May ly tim dng méu;

- Que thuy tinh.

- Ging tay, gidy tham.

2.2. Héa chit
- B6 kit tién man cam bao gom:

+ Dung dich rua;
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+ Dung dich pha lodng mau;

+ Huyét thanh chimg duong;

+ Dung dich c¢dng hop;

+ Dung dich co chét tao mau;

+ Dung dich ngung phéan ng;

+ Phién nhua vi giéng c6 gin sin cac hdn hop khang nguyén hé HLA.
(thuong hang san xuét cung cip tai liéu dang so d6 cho biét khang nguyén trong
c6 ting giéng).

- Nudc cit, hoa chat khir triung Natri hypoclorite.

3. Mau bénh pham

- MAu dung 13 mAu huyét thanh tach tir mau khong chong dong.

- Mau cho xét nghiém c6 thé bao quan 7 ngay & nhiét d6 2-8°C. Mudn bao
quan 1au hon, mau huyét thanh phai dugc gitt 4m sdu (< -20°C).

V. CAC BUOC TIEN HANH
1. Chuén bi miu

- Lay 2ml mau ngoai vi vao 6ng nghiém khong chong dong, ghi 1 thong tin
ngudi bénh: tén, tudi, s6 giwong, khoa phong, ding véi thong tin trén phiéu chi
dinh.

- Tach huyét thanh: dé mau déng ty nhién. Dung que thily tinh tach 16p
huyét thanh dong khoi thanh 6ng.

- Ly tam ong mau dong 2000 vong/phut trong 3 phut, s& thu dugc 16p
huyét thanh mau vang ndi 1én phia trén.

- Pha lodng huyét thanh ngudi bénh bang dung dich pha loing mau theo
huéng dan ctia nha san xuat kit.

2. Chuin bj héa chat

- Pua hoa chat ra nhiét do phong, pha dung dich rira, huyét thanh chimg,
cong hop, va co chat tao mau vé néng do phan ung theo hudng dan ciia nha san
XUuAt.

3. Tién hanh xét nghiém

- Pua phién phan tng ra nhiét d6 phong 15 phut.

- Nho bénh pham, dung dich pha lodng khang thé (giéng blank), va huyét
thanh ching vao cac vi tri d& quy dinh trén phién (theo huéng dan ciia nha san
Xuét).

- U 1 gid & nhiét 46 phong.
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- Rira 3 lan bang dung dich rira, 20 uL/giéng, mdi 1an dé 2 phut.

- Nho 10 uL cong hop vao mdi giéng, u 40 phut.

- Rira 2 1an bang dung dich rira, 20 uL/giéng, mdi lan dé 2 phut.

- Nho 10 uL Substrate vao mdi giéng, 0 15 phut.

- Nho 10 uL dung dich ngung phan tmg vao mdi giéng. Poc két qua trén
may do ELISA dung cho phién Terasaki, dung phdn mém cia hing san xuat kit.
Két qua duoc xuat dudi dang cac giéng 4m tinh va duong tinh.

VI. NHAN PINH KET QUA

- Mau xét nghiém duoc doc két qua nhu sau:

+ Céc giéng ching duong xuat hién mau rd (thuong 13 mau xanh lam).

+ Céc giéng ching 4m khong bat mau.

- Néu khong dat cac yéu cau trén thi xét nghiém phai tién hanh lai.

- Cach doc két qua: két qua duoc doc dudi dang « &m tinh » hodc « %
duong tinh ». Cach tinh toan nhu sau:

% duong tinh = (56 giéng duong tinh) Tong so giéng phin img cho 1 nguoi bénh.

Ghi chui: Giéng dwong tinh: la giéng cé phan vmg cho mau xanh lam. Tong so
giéng phdn img: la tong sé giéng ding cho 1 nguwoi bénh da loai di cdc giéng
dung lam chitng am, chung dwong va chung blank.

VIL. NHUNG SAI SOT VA XU TRi

- Sai s6t mau bénh pham: tén bénh nhan trén gidy xét nghiém va trén ong
mau khong thong nhat, miu bi dong, miu khong ghi gio 14y.

Xt tri: yéu cau noi dua mau xac minh lai cac thong tin can thiét, néu mau

bi d6ng hodc da dé qua lau thi phai liy lai mau bénh pham.

- Cac mau chting duong lai 4m tinh duong hoic mau ching am lai duong
tinh. Thuong do hoa chat hét han hodc do chuén bi hoa chét sai.

Xtr tri: kiém tra han sir dung cta hoa chat, khong dung hoa chat hét han.

Lam lai xét nghi€ém va tuan thu ding cac budce trong quy trinh.
TAI LIEU THAM KHAO

One Lambda, 2010. Lamda Antigen Tray Class | and Class Il 88 antigen
panel. User manual.
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XET NGHIEM GEN BANG KY THUAT FISH
(Fluorescence in situ hybridization)
GENE ANALYSIS BY FLUORESCENCE IN SITU HYBRIDIZATION

I.NGUYEN LY

K thuat FISH duoc tién hanh dua trén co s& ctia phan tng lai ghép. Trong
té bao, phan tir ADN t0n tai dudi dang phan tir kép gdm 2 chudi don gin két bd
sung v6i nhau thong qua lién két hydro. Lién két hydro 1a lién két yéu nén d& dang
bi dut gay dudi tac dong cia nhi¢t d§ hay pH cao. Luc d6, phan tt ADN bi tach
thanh 2 chudi don. Tuy nhién khi nhiét do hay pH giam, cac chudi don lai ghép
nhau theo nguyén tic bo sung.

Dua trén déc tinh nay, ky thuat FISH str dung céc probe la doan ADN dac
hiéu c6 gan huynh quang dé lai ghép véi cac doan ADN tuong dong trén nhiém
sdc thé. Tur d6, chung ta c6 thé phat hién bat thuong nhiém sic thé mot cach
chinh xac va nhanh chéng.

II. CHI PINH

Xét nghiém nay dugc chi dinh ¢ giai doan chan doan bénh hoic giai doan
theo doi diéu tri bénh cho tat ca nguoi bénh mac bénh mau 4c tinh lién quan dén
cac bat thuong nhiém sic thé dic hiéu.

I1I. CHONG CHI PINH
Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Ngudi thuce hién

K¥ thuat vién xét nghi¢m Di truyén - Sinh hoc phéan tr da dugce dao tao.
2. Phwong tién, hoa chat
2.1. Phuwong tién

- Thiét bi: bé on nhiét, may lai, may ly tim, mdy tron mau, va kinh hién vi
huynh quang;

- Dung cu: kep kim loai, 10 céng Coplin, nhiét ké, coverslip 22x22,
pipetman 100 pl, 10 ul, xi ming cao su, dng dong, gidy thim.

2.2. Héa chit

- Probe phi hop tuong tmg véi doan gen can phat hién;

- Dung dich 10% formamide: 5 ml formamide + 30 ml H20 + 15 ml 20X
SSC;
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- Dung dich 2X SSC;
- Dung dich rtra 0,1% NP40: 2X SSC + 0,1% NP40;
- Dung dich rura 0,3% NP-40: 0,4X SSC + 0,3% NP40;
- Con 70°, 85°, 100°.
3. Bénh pham
2ml mau ngoai vi hoac dich hut tiy xuong dugc dung trong bom ti€m co
trang chat chéng dong heparin 5.000 don vi/ml.
V. CAC BUOC TIEN HANH
1. LAy bénh pham
- 2ml mau ngoai vi hoac dich hut tiy xuong dugc dung trong bom tiém c6
trang chat chong dong heparin 5.000 don vi/ml. Mau hoic tiy xuwong dugc nudi
cdy trong 24 gio.
- Sau 24 gio, tién hanh thu hoach huyén dich té bao.
2. Tién hanh k§y thuit
2.1. Chudn bj tiéu bén
- Néu str dung k¥ thuat FISH trén cac cum ky gitta (metaphase) thi can
nudi cdy va chuan bj tiéu ban nhu k¥ thuat xét nghiém cong thic nhiém sic thé.
Trong truong hop sir dung trén nhan té bao thi c6 thé bo qua budc nudi ciy.
- Nho huyén dich té bao 1én tiéu ban.
Yéu cau: hinh thai nhan rd rang, té bao dan déu, cac cum nhiém sic thé ky
gilra to va bung dep.
- Dung bt kim cuong danh dau trén bé mit tiéu ban nhiing ving dap ung
duoc yéu cau trén.
2.2. Rira tiéu ban
- Ngam tiéu ban vao dung dich 2X SSC & 37+1°C trong 15 phdt;
- Rura ti€u ban qua cong chira dung dich 2X SSC & nhiét 46 phong trong 5
phut;
- Chuyén tiéu ban qua cong chtra dung dich formaldehyde 10% & nhiét do
phong trong 5 phut;
- Rua ti€u ban qua cong chira dung dich 2X SSC ¢ nhiét d§ phong trong 5
phut;
- Chuyén tiéu ban qua cong chtra cdn 70° trong 1 phut;
- Chuyén tiéu ban qua cong chtra con 85° trong 1 phut;
- Chuyén tiéu ban qua céng chira cdn 100° trong 1 phut;
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- Pé tiéu ban kho hoan toan & nhiét 46 phong.
2.3. Chudn bi probe

- Tron déu cac dung dich sau trong 1 éng PCR (1 pl probe + 7 pl LSI + 2
ul dH20) /1tiéu ban.

- Ly tdm nhe.
2.4. Lai

- Nho 10 pl dung dich probe vao khu vuc danh dau trén tiéu ban sau do
che phu bing coverslip.
Yéu cau: dung dich probe thdm déu trén tiéu ban, khong co6 bot khi.

- Phu kin coverslip bang cao su xi ming.

- Pat tiéu ban vao may lai, chon chuong trinh bién tinh ¢ 73°C trong 3
phut va t 37°C trong 16 - 20 gio.
2.5. Rvra sau khi lai

- GO bo x1 mang cao su va coverslip;

- Ngam va lic manh tiéu ban 1an luot qua cac cong Coplin sau.

+ Dung dich (0,4X SSC/ 0.3% NP40): 2 phut, 73°C;

+ Dung dich (2X SSC/ 0,1% NP40): 1phut, nhiét d§ phong.

- Lam kho tiéu ban.
2.6. Chéng mdt mau probe

- Nho 10-20 pl dung dich DAPI/antifade (1:20) 1én bé mit tiéu ban dé
chéng méat mau probe va nhuém nhan té bao.

- Phu kin tiéu ban bang coverslip.
Yéu cau: dung dich dan déu trén tiéu ban va khong c6 bot khi
VI. NHAN PINH KET QUA

- Quan sat dudi kinh hién vi huynh quang, vi1 k¥ thuat dual colour FISH,
chung ta sé& thay 3 mau.

+ Mau xanh da troi ddm: mau nhan té bao

+ Mau xanh la cay: mau cua probe

+ Mau do6: mau cuia probe

- Nguyén tic phan tich két qua duoc liét ké trong bang sau

Hwéng din doc két qua trong Dual colour FISH

1 (.’ Khong dém. Hai nhan té bao xép chong 1én nhau.
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;

Mot tin hi€u do va mot tin hi€u xanh. Tin hi€u do
bi khuyéch tan .

Khéng d¢ém. Cac nhan té bao qua gan nhau, khong

:
g
e

N

xac dinh dugc ranh gidi.

bi phan hoa.

Mot tin hi€u do va mot tin hi€u xanh. Tin hi€u do

Mot tin hi€u do va hai tin hiéu xanh. Mot tin hiéu

xanh va mot tin hi¢u d6 bi phan hoa.

Hai tin hiéu d6 va mot tin hiéu xanh.

Ba tin hi€u d6 va mot tin hiéu xanh.

000

Bon tin hiéu do.

VII. NHUNG SAI SOT VA XU TRi

Van dé Nguyén nhan Cach khic phuc
Kinh hién vi khong thich hop | o ,
. p Kiém tra lai kinh va céc vat kinh
hoac co su co
L _ . | Kiém tra nhiét d6 bé am c6 dung
Probe khong bién tinh hoan toan o
(73+/-1)°C
Kiém tra nhiét do ti am c6 dung 37°C
Khong c6 | Piéu kién lai khong thich hop hay khong.
tin  hiu Tang thoi gian lai 1én 1gi10.
hoic tin Kiém tra nhiét 46 bé 4m co6 dung 73°C
hiéu yéu | Diéu kién rira khong thich hop Kiém tra cac thanh phan dung dich
rua (pH...)
Xuat hién bot khi gitta tiéu ban o ,
N . Loai bo bot khi
va coverslip
Bido quan probe khong dung | Bio quan probe ¢ -20°C, khong anh
cach sang
Tin hiéu | Didu kién lai khong thich hop Kiém tra nhiét d6 tii 4m co6 diing 37°C
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dac trung

Nhiét d6 dung dich rira qué thap

Duy tri nhiét do dung dich rtra ¢

yéu (73+/-1)°C
Tiéu ban lam gia qua mirc cho | Tang thoi gian bién tinh cua tiéu ban
phép hoidc chira nhiéu té bao chat | 1én 10 pht
Tiéu ban khéng sach hodc nhiéu PO
\ N e Chuan bi lai ti€u ban
Nén qud | manh v té bao trén tiéu ban
ban o ] Thuc hién lai budc rira tiéu ban sau
Cac manh ADN khong sach A )
khi lai véi formamide
Dung dich rtra sai thanh phﬁn va| ., ) ) i
] Kiém tra lai dung dich rua
nhiét do
P Tang do am hodc tang nhiét do bé 4m
Dé tiéu ban bi qua kho e , .
. . trong qua trinh tién hanh thi nghiém
Hinh thai — — P
. . x Chuan bi lai xét nghiém véi tiéu ban
cac nhiém | . Z R .
. . ..| Tiéu ban chua dugc say kho | moi
sac thé bi . C 1A \ xea ) , . A \
trudce khi bién tinh Lam gia ti€u ban trude khi tién hanh
co cum, .\
gL FISH 24 gio
bién dang —
L A g Say ti€u ban ¢ nhié¢t do 45°C trong 10-
Tiéu ban chua kho sau bién tinh ] g
15 phut sau bién tinh
L , Kiém tra nhiét do bé am co dung
Nhiét d§ bé am qua cao o
(73+/-1)°C
Thoi gian bién tinh qua lau Giam thoi gian bién tinh 1 phat
Tin hiéu | Nong do probe sir dung qué cao | C6 gang chinh kinh thay thé bang cac
qua manh | so véi dai mau cua KHV dai mau trung lap

TAI LIEU THAM KHAO
1. Tai liéu hudng dan sir dung cua cong ty Vysis.

2. Lynda J. Cambell, ( 2011), “Cancer cytogenetic”’, Human Press.
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NHUOM BANG G NHIEM SAC THE
G-BAND STAINING

I.NGUYEN LY

K§ thuat nhuém bang G dugc sir dung dé nhuém nhiém sic thé & ky gitra.
Nhiém sic thé (nhiém sic thé) ¢ ky giita dugc xur 1y bang enzym phan giai
protein va dugc nhudm vdoi Giemsa. Bang ti 1a doan ADN giau A, T (nguoc lai
v6i bang R), bing sang 1a nhitng doan giau G, C. Phuong phap dugc sir dung dé
nhan dang cac nhiém sic thé va phat hi¢n bat thuong nhiém sic thé, dua vao
dic diém cac bang sang tdi trén mdi nhiém sic thé.
II. CHI PINH

K§ thuat nay dugc st dung trong xét nghiém cong thirc nhiém sac thé
mau ngoai vi/tily xwong dugc dé nhan dién bat thudng nhiém sic thé..
I1I. CHONG CHI PINH

Khong ¢ chong chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién

K¥ thuat vién xét nghiém di truyén da duoc dao tao.
2. Phwong tién - Héa chit
2.1. Phuong tién

- 02 cong Coplin jar;

- 03 cdc thiry tinh 100ml;

- 01 cap khong mau.
2.2. Héa chit

- Enzym phan giai protein (trypsin);

- bém pH 6,8 (KH2PO4: 9,1¢g/1; Na2HPO4.2H,0: 11,5¢/1);

- Chat trc ché enzym (huyét thanh bao thai bé - FBS);

- Nude mudi 9%o.
3. Bénh pham

Tiéu ban nhidm sic thé ki gitta d3 dugc sdy kho (theo quy trinh “ Xét
nghiém cong thirc Nhiém sic thé”).
V. CAC BUOC TIEN HANH
1. Chuén bi
1.1. Chuén bi tiéu bén
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Tiéu ban sau khi thu hoach duoc cho vao ta séy 50-60-C 24 gi0, hoac dé

kho tu nhién 3 ngay trd 1én.
1.2. Chudn bi héa chit

- Céc 1: Pha 0.05g trypsin bot vao 50ml nude mudi 0.9%o;
- Cbc 2: Pha 100ml FBS 2%;

- Coc 3: Nudc muoi 9%eo;

- Cdc 4: Nude mudi 9%o;
- Cdc 5: Pha Giémsa 10% trong dém pH 6,8;

- Céc 6: Pém pH 6,8.
2. Tién hanh k§y thuat

- Nhuing tiéu ban trong cbc 1 tir 1-2 phut;

- Chuyén sang coc 2/30 gidy;

- Chuyén sang coc 3/15gidy;

- Chuyén sang coc 4/15 gidy;

- Chuyén sang cbc 5 /10 phut;

- Chuyén sang coc 6/15 gidy;

- Rtra dudi voi nude chay
VI. NHAN PINH KET QUA
Tiéu ban sau khi nhuém bang G duoc phén tich bat thuong vé sé luong,

cau triic trén kinh hién vi & do phong dai 1.000 1an va duoc phan tich bang phan

mém chuyén dung.

VII. NHUNG SAI SOT VA XU TRi

Van deé

Nguyén nhan

X tri

Biang khong cat (Khéng
hinh thanh cac bang nhat)

Pé thoi gian cat cua
enzym khong du.

Dé thém thoi gian cit cla
enzym.

Bing bi cat qua (nhiém sac
thé qua nhat mau, khong

r0 cac bang dam mau)

Pé thoi gian cat cua
enzym dai qua, dung
dich pha enzym phan
gidi khong dung.

Diéu chinh lai thoi gian cat
ctua enzym cho hop ly.
Pha lai enzym néu nham

dung dich dém.

TAI LIEU THAM KHAO
1. Margaret J. Barch, ( 1991 ), “The ACT Cytogenetics Laboratory Manual”,

Raven press.
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2. Pham Quang Vinh, D5 Trung Phén, (2009), “Céc k¥ thuat nhuém nhiém
sdc thé”, “K§ thuat huyét hoc va truyén mau tmg dung trong 14m sang”,
Nha xuit ban Y hoc, pp110-119.
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CONG THUC NHIEM SAC THE TUY
KARYOTYPING ANALYSIS OF BONE MARROW SAMPLE

I.NGUYEN LY

Té bao tuy 1a nhimg té bao non c6 kha ning phan bao. Do d6 ngudi ta co
thé sir dung thu hoach truc tiép hodc nudi cdy trong méi truong nhin tao ma
khong can chét kich thich non héa. Sau d6 dung chat (¢ ché phan bao e ché té
bao & ky giita clia qua trinh phan bao luc nay nhiém sic thé c6 hinh dang dién
hinh nhét, thu hoach rdi chuan bj tiéu ban phan tich cum nhiém séc thé.
II. CHI PINH

Xét nghiém nay dugc chi dinh cho tat ca ngudi bénh mic bénh mau ac
tinh.
III. CHONG CHI PINH

Khong ¢ chong chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién

K¥ thuat vién xét nghiém di truyén di dugc dao tao lam k¥ thuat.
2. Phuwong tién - Héa chat
2.1. Phuong tién

- Ong falcon 50 ml vo trung;

- Chai nuoi cdy vo trung;

- B6 dung cu dém bach cau;

- Lam Kinh;

- Gia dé lam;

- Ong falcon 15 ml;

- Ong nghiém thay tinh;

- Pipet Pasteur;

- Ong eppendorf;

- Ong chira chat chéng dong heparin sodium 5ml.
2.2. Héa chit

- Mbi trudng nudi cdy té bao (RPMI 1640 c6 L-glutamin, Hepes);

- Huyét thanh bao thai bé (FBS);

- Dung dich tic ché phéan bao (Colcemide 0,01 %o (10pg/ml));

- Dung dich nhugc truong(KCL 0,075M (pH=7,4);
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- Dung dich dém bach cau;

- Methanol tuyét ddi;

- Acid acetic;

- Khang sinh (Streptomicin 10mg/ml + Penecilin 10,000U1/ml).
3. Bénh pham

2ml tay dugc chira trong dng c6 chit chéng dong heparin sodium.
V. CAC BUOC TIEN HANH
1.1. Nudi ciy
1.1. Chuan bj méi truong nudi cdy:

Cho 45ml méi trudong nudi cay vao éng falcol 50ml, cho thém 5ml huyét
thanh bao thai bé va 5001 khang sinh, sau d6 tron déu.
1.2. Pém sb luong té bao

- Ly tam 1.000 vong/phut trong 8 phut 1ay 16p buffy coat cho vao 3ml méi
truong tron déu va dém sd luong té bao tay trong hdn dich.

- Tinh toan sb luong té bao cho vao mdi chai nudi ciy sao cho sd luong té
bao dat tir 1- 4x10° t& bao/ml méi trudng nudi ciy.
1.3. Chuan bi chai nudi ciy

- Mbi chai nuéi cay ghi thong tin ngudi bénh, ngay cdy, ngay thu hoach.

- Trong mdi chai nuéi cay cho 10ml méi trudng nudi cay.
1.4. Nuoi cdy té bao

Nhoé lugng té bao nhu tinh todn vao chai nuéi cdy da chuan bi. Lic nhe
cho miu tan vao mdi trudng, ndi 1ong nap, dit nam trong ti am 37°C, 5% CO2 /
24 ¢10.
2. Thu hoach
2.1. Nho colcemide: Sau 24 gio cho vao mdi chai nudi cdy 50 pl dung dich
colcemide 0.01%g (10pg/ml), dit lai trong ti 4m trong 15 phut.
2.2. Chuén bi hoa chét, dung cu:

- Bat tt 4m 37°C, 1am 4m dung dich KCL 0,075M (S6 luong du 8ml/mau)

- Chuan bi dung dich carnoy theo ty 1¢: 3 methanol : 1 acid acetic

- Chuan bi 6ng falcon 15ml, dng nghiém thuay tinh, pipet thuy tinh theo sb
luong dng cdy.
2.3. Chuyén toan b huyén dich ¢ chai nuéi cdy vao ong falcon 15ml, ly tim &
may ly tdm ngang 1.000 vong/phut trong 8 phut.
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2.4. Sau khi ly tam huat b phan dich noi ¢ trén, dé lai can té bao (chi hut dén
cach mat trén cin té bao khoang 5 mm).
2.5. Cho thém 8ml dung dich nhuoc trwong di dé 4m 37°C vao ng ly tim, tron
nhe mot vai 1an rdi t & bé 4m 37°C trong 18 phuit.
2.6. Sau khi U 18 phut cho thém vao mdi 6ng 0.5-1 ml dung dich carnoy, tron
nhe dé 5-10 phut.
2.7. Lay bng ra ly tam l4y cin, hat bo dich ndi phia trén. Cho thém vao mdi éng
10ml dung dich carnoy tron déu dé & nhiét do phong trong 10 phut.
2.8. Lap lai budc 7 dén khi cin té bao trang. Tai huyén dich bang carnoy.
3.Nho tiéu ban
- Cac lam kinh sach rira sach ngdm qua nudc cat, ngam lai vao con tuyét
d6i, chuyén sang ngdm nudc cat dé 1én gia lam cho kho.
- Pat gia lam vao ngin d4 ti lanh khoang 10 phuat, sau d6 lay ra dé
nghiéng 20 - 30° trén gidy tham.
- Nho mot giot huyén dich vira pha 1én lam kinh. Cha ¥ khi nhé tiéu ban
dé dau pipet cao hon mit lam kinh tir 10-20 cm.
- D¢ tiéu ban kho ty nhién trude khi nhudm.
Luu y: Trong truong hop con huyén dich thi liu vao éng eppendorf dé
nho thém tiéu ban khi can.
4. Nhuom Giémsa
- Pha Giémsa 10% tir Giémsa mg;
- Nhudm tiéu ban 5-10phut;
- Rtra dudi voi nudc;
- Say khé trong ti sdy 60°C.
VI. NHAN PINH KET QUA
1. Tiéu ban sau khi nhuém Giémsa va bang G, s6 lugng va cau trac cla
cac cap nhiém sac thé s& duoc khao st trén kinh hién vi & do phong dai 1.000
lan va duoc phan tich bang phan mém chuyén dung.
2. Mot s6 quy tac trong khi phan tich:
- Thira nhiém sic thé: c¢6 tir 2 cum ky giita trd 16n thira cing 1 nhiém séc
thé.
- Thiéu nhiém sic thé: co tir 3 cum ky giita tré' 1én thiéu cing 1 nhiém sic
thé.
- Bat thudng cdu triic: ¢ tir 2 cum tré 1én mang cung 1 bat thuong.
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VII. NHUNG SAI SOT VA XU TRi

Van dé Nguyén nhan Xir tri
Nong d6 chat chong doéng khéng | Kiém tra lai nong d6 chat chong
dang. dong.
Lay sai chat chong dong, cho mau | Yéu cau lay lai miu néu c6 thé.
vao dung dich chéng dong: | Néu khong thé 1ay lai miu c6 thé
lithium heparin, EDTA, phenol- | rira lai té bao bang méi trudng
heparin, natricitrat. .. nudi cay trudce khi nudi ciy.
Chuyén mau va bao quan mau Kiém tra mot s6 van dé: thoi
gian tir khi 14y mAu téi khi nhan
mau, nhiét do, ap suét, pH moi
truong dung luu mau khi van
Khéng chuyén mau.
cO cum | Nhiét do , CO2 trong ti nudi céy Kiém tra lai nhiét do, CO2 trong
ky gilta | khong dung, qua cao hodc qua |ti 4m, néu khong dam bao phai
(cum thap. moi k¥ su diéu chinh lai.
mitose), | Mai truong nudi cay khong day da | Thém L-glutamin méi.
1t cum (L-glutamin khong con hoat tinh,
gidm hoat tinh)
Huyét thanh khong phu hop | St dung 16 huyét thanh khéc,
(huyét thanh khéng hd tro duogc | hodc éng huyét thanh moi (cac
cho sy phat trién ctia té bao (huyét | dng huyét thanh duogc tach ra tir
thanh mat hoat tinh) hodc gy doc | chai to), loai huyét thanh khac
cho té bao) (huyét thanh bao thai bé, huyét
thanh bo, huyét thanh AB
nguoi).
Str dung d6 thuy tinh (pipet thuy | Thir thay doi sang loai pipet moi,
tinh, pipet Pasteur), d6 nhua bi | chai nuéi cay, dia petri méi.
18i(chai nudi cy, dia petri)...
Mang té | Thoi gian nhuoc truong khong du, | Rira lai cin té bao bang dung
bao sai vé néng do nhuoc truong. dich carnoy ty 1€ 2:1.
khong v
ra duoc
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TAI LIEU THAM KHAO
1. Margaret J. Barch, ( 1991 ), “The ACT Cytogenetics Laboratory Manual”,
Raven press.
2. Pham Quang Vinh, B3 Trung Phan, (2009), “Cdy méau ngoai vi phén tich
nhiém sic thé”, “K§ thuat huyét hoc va truyén mau tng dung trong lam
sang”, Nha xuat ban Y hoc, pp103-110.
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CONG THUC NHIEM SAC THE MAU NGOAI VI
KARYOTYPING ANALYSIS OF PERIPHERAL BLOOD SAMPLE

I.NGUYEN LY

Cac té bao lympho méau ngoai vi khi tiép xuc voi chat gay phan bao cé
kha ning chuyén dang thanh té bao non va phan chia. Loi dung kha ning do,
ngudi ta nudi cdy méau ngoai vi trong mdi trudng cd chat kich thich phan bao va
sau d6 lam nging phan bao ¢ ky giita, giai doan c6 hinh dang nhiém sic thé
(nhidm sac thé) dién hinh, dé 1am tiéu ban quan sat nhiém sic thé. Phan tich
nhiém sic thé té bao mau ngoai vi cho phép chan doan cac hoi ching di truyén
do bat thuong nhidm sac thé, xac dinh nhiém sac thé gigi cua ca thé.
II. CHI PINH

Xét nghiém nay duoc cho tat ca ngudi bénh mac bénh mau 4c tinh hoic
nghi ngd mic bénh 1y di truyén bam sinh.
I1I. CHONG CHI PINH

Khéng cé chdng chi dinh.
IV. CHUAN BI
1. Ngwoi thuc hién

K¥ thuat vién xét nghiém di truyén da duoc dao tao lam k¥ thuat.
2. Phwong tién - hda chat
2.1. Phuong tién

- Ong falcon 50 ml vo trung;

- Chai nuoi cay vo trung;

- Lam kinh;

- Gia dé lam;

- Ong falcon 15 ml;

- Ong nghiém thay tinh;

- Pipet Pasteur;

- Ong eppendorf;

- Ong chira chat chéng dong heparin sodium 5ml.
2.2. Héa chiit

- Mbi trudng nudi cdy té bao (RPMI 1640 c6 L-glutamin, Hepes);

- Huyét thanh bao thai bé (FBS);

- PHA (phitohemagglutinin);
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- Khang sinh: streptomycin 10mg/ml + penicilin 10.000Ul/ml;

- Dung dich colcemide 0,01%o (10pg/ml);

- Dung dich nhuoc truong: KCL 0,075M (pH=7,4);

- Dung dich dém bach cau;

- Methanol tuyét dbi;

- Acid acetic.
3. Bénh phim

2ml méau ngoai vi dugc chira trong dng c6 chit chéng déng heparin
sodium.
V. CAC BUGC TIEN HANH
1. Nubi cay
1.1. Chuan bi méi truong nudi cay:

Cho 45ml mdéi trudng nudi cay vao éng falcon 50ml, cho thém 5ml huyét
thanh bao thai bé va 500ul khang sinh tron ky.
1.2. Chuan bi chai nudi ciy

- Mbi chai nuéi cay ghi thong tin ngudi bénh, ngay cdy, ngay thu hoach;

- Trong mdi chai nuéi cay cho 10ml méi trudng nudi cay.
1.3. Nudi cay té bao

Cho 1ml méau ngoai vi, 200ul PHA vao chai nudi cdy. Lac nhe cho mau dugc
tron déu vao mdi trudng, ndi 1ong nip, dat ndm trong ti am 37°C, 5%CO2 trong 72
gio.
2. Thu hoach
2.1. Nho colcemide: Sau 72 gid, cho vao mdi chai nuéi cdy 50 ul dung dich
colcemide 0,01%, (10pg/ml), dit lai chai nudi cdy vao tii 4m trong 50 phut.
2.2. Chuén bi hoa chét, dung cu:

- Bat tt 4m 37°C, 1am 4m chai dung dich KCL 0,075M (Sé luong du 8ml
cho mot chai nudi ciy).

- Chuan bi dung dich carnoy theo ty 18: 3 methanol: 1 acid acetic.

- Chuan bi 6ng falcon 15ml, 6ng nghiém thay tinh, pipet thily tinh theo s6
luong bng cay.
2.3. Sau d6 chuyén toan bo huyén dich & chai nuéi cdy vao 6ng falcon 15ml, ly
tdm ¢ may ly tdm ngang 1.000 vong/phtt trong 8 phut.
2.4. Sau khi ly tdm hit bo phan dich ndi & trén, dé lai can té bao (chi hut dén

cach mat trén cdn t€ bao khoang 5 mm).
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2.5. Cho thém vao 6ng ly tam 8ml dung dich nhuoc truong di dé am 37°C
trude,tron nhe mot vai lan roi o & bé 4m 37°C trong 30 phit.
2.6. Sau khi u 30 phut cho thém vao mdi éng 0.5-1 ml dung dich carnoy, tron
nhe dé 5-10 pht.
2.7. Lay 6ng ra ly tam ldy cin, hat bé dung dich ndi phia trén cho thém vao mdi
6ng 10ml dung dich carnoy tron déu dé & nhiét d6 phong trong 10 phut
2.8. Lap lai budc 7 dén khi cin tring. Tai huyén dich bang dung dich carnoy.
3. Nho tiéu ban

- Cac lam kinh sach rira sach ngdm qua nudc cat, ngam lai vao con tuyét
d6i, chuyén sang ngdm nudc cat dé 1én gia lam cho kho;

- Pat gia lam vao ngin d4 ti lanh khoang 10 phut, sau d6 lay ra dé
nghiéng 20 - 30° trén gidy tham;

- Nho mot giot huyén dich 1én lam kinh. Cha y khi nho tiéu ban dé dau
pipet cao hon mat lam kinh tr 10-20 cm;

- D¢ tiéu ban kho tu nhién.

Luu y: Trong truong hop con huyén dich thi liu vao éng eppendorf dé
nhé lai lam khi can.
4. Nhupm Giémsa

- Pha Giémsa 10% tir Giémsa me nhuom lam 5-10 phut;

- Rtra dudi voi nudc;

- Say kho trong tii sdy 60°C.
VI. NHAN PINH KET QUA

1. Tiéu ban sau khi nhuém Giémsa va nhudém bang G, s6 luong va céu
tric cia cac cip nhiém sic thé sé& dugc khao sat trén kinh hién vi & d6 phong dai
1.000 1an va duogc phan tich bang phan mém chuyén dung.

2. Mot s6 quy tic trong khi phan tich:

- Thira nhiém sic thé: ¢6 tir 2 cym phén bao trd 1én thira ciing 1 nhiém sac
thé.

- Thiéu nhiém sic thé: c¢6 tir 3 cum phén bao tré 1én thiéu cing 1 nhiém sic
thé.

- Bat thuong cdu triic: ¢ tir 2 cum tré 1én mang cung 1 bat thuong.
VII. NHUNG SAI SOT VA XU TRI

Van dé Nguyén nhan Xir tri
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Nong d6 chat chong déng khong | Kiém tra lai ndng d6 chat chong dong.



co
ky
gilta (cum
mitose), it

Khéng

cum

cum.

ding.

Lay sai chat chéng déng, cho
mau vao dung dich chéng dong:
lithium heparin, EDTA, phenol-

heparin, natricitrat. ..

Yeéu cau lay lai mau néu co thé.
Néu khong thé lay lai mau c6 thé rua
lai t€ bao bang moi trudong nudi cay

trudc khi nudi cay.

Chuyén mau va bado quan mau

Kiém tra mot s van dé: thoi gian tir
khi 14y mAu toi khi nhan miu, nhiét
d6, ap suat, pH moi truong dung luu

mau khi van chuyén mau.

Nhiét @6 , CO2 trong tu nudi cé\y
khong dung, qua cao hodc qua
thap.

Kiém tra lai nhiét do, CO2 trong tu
am, néu khong dam bao phai moi k¥

su di€u chinh lai.

Moi truong nudi cay khong day
da (L-glutamin khong con hoat
tinh, gidm hoat tinh)

Thém L-glutamin méi.

Huyét thanh khoéng phu hop
(huyét thanh khéng hd tro duoc
cho sy phat trién cta té bao
(huyét thanh mat hoat tinh) hoic
gy doc cho té bao)

Str dung 16 huyét thanh khac, hoic
6ng huyét thanh méi (cac éng huyét
thanh dugc tach ra tur chai to), loai
huyét thanh khac (huyét thanh bao
thai bé, huyét thanh bo, huyét thanh
AB nguoi).

Str dung do thuy tinh (pipet thiy
tinh, pipet Pasteur), dd6 nhya bi

16i(chai nudi cy, dia petri)...

Thir thay doi sang loai pipet méi, chai

nudi cay, dia petri moi.

Mang e
bao khéng

vO ra duoc

Thoi gian nhugce truong khong

du, sai vé nong do nhugc truong.

Rira lai cin té bao bang dung dich

carnoy ty 1€ 2:1.

TAI LIEU THAM KHAO

1. Margaret J. Barch, ( 1991 ), “The ACT Cytogenetics Laboratory Manual”,
Raven press.

2. Pham Quang Vinh, b6 Trung Phén, (2009), “Ky¥ thuat huyét hoc va
truyén mau Umg dung trong 1am sang”,pp103-110, Nha xuét ban Y hoc.
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CAY HON HOQP TE BAO LYMPHO
MIXED LYMPHOCYTE CULTURE

I.NGUYEN LY

Khi nudi ciy té bao lympho néu trong mdi truong c6 khang nguyén la, té
bao lympho s& non hoéa va nhan 1én. Cdy hdn hop 1a dwa té bao lympho cia
ngudi cho di bat hoat bang mitomicin C hodc chiéu xa cho tiép xtc véi té bao
lympho cta ngudi nhan. Néu té bao lympho ctia ngudi nhdn man cam hoic phan
g voi khang nguyén trén té bao lympho cta nguoi cho cang manh thi sb luong
té bao lympho ctia ngudi nhan non hoéa va nhan 1én cang nhiéu. Té bao nhan 1én
str dung céc bazo nito ty do dé tong hop ADN. Do d9, c6 thé udc lugng duoc
mirc d6 phan tng bang cach cho thém [*H] thimidine (12 mot loai bazo nito c6
gan dong vi phong xa) vao moi trudng nudi cay dé phan tich luong chat dong vi
phong xa dung dé danh diu nay duoc st dung khi té bao lympho ctia ngudi nhan
nhan Ién.

Cay hon hop lympho chu yéu st dung trong viée danh gia mirc d6 hoa hop
khang nguyén ctia ngudi cho va ngudi nhan trude khi ghép tang. Ngoai ra, nd co6
thé duoc st dung dé nghién ctru cac dap tmg mién dich & muc do té bao.

II. CHI PINH

Xét nghiém nay duoc chi dinh trong trudng hop can danh gia mac d6 hoa
hop khang nguyén ctia nguoi cho va nguoi nhan trudce khi ghép tang.
III. CHONG CHI PINH

Khoéng c6 chong chi dinh.
IV. CHUAN BI
1. Ngwoi thuce hién

K¥ thuat vién xét nghiém di dugc dao tao k¥ thuat XN mién dich — di
truyén.
2. Phuong tién - Héa chat
2.1. Phwong tién

- Thiét bi: th 4m CO2, may ly tdm lanh, may dém phong xa nhip nhay
long, kinh hién vi dao nguoc, pipet man.

- Dung cu: Ong nghiém vo trung, dia nudi céy 96 giéng 0,2 ml, bom kim
tiém, dau con loc.
2.2. Héa chit
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- M6i truong RF10-M: 100 ml bao gom:
+ 86 ml méi truong RPMI.
+ 10 ml huyét thanh bao thai bé.
+ 0.1 ml 2 — mercaptoethanol néng d6 5x10% M.
+ 1 ml khang sinh streptomycin 10mg/ml + penicilin 10,000U1/ml.
+ 1 ml L-glutamin 200 mM.
+ 2 ml Hepes buffer 1 M.
- [3H] thymidine.
- Lymphoprep.
V. CAC BUGC TIEN HANH
1. Lay bénh pham
04 ml mau toan phan cia ngudi bénh can ghép va ngudi cho chong dong
bang heparin 5.000 don vi/ml.
2. Tién hanh k§y thuit
- Tach té bao lympho:
+ Chuén bi 2 dng nghiém vo tring c¢6 2ml lymphoprep.
+ Cho 4 ml mau ngoai vi ctia nguoi cho va ngudi nhan vao 2 éng nghiém
trén.
+ Ly tam toc d6 2500 vong/phut trong 15 phut dé tach té bao lympho.
+ Hut can than toan bd 16p té bao don nhan & gilta va cho vao 2 dng
nghiém vo trung.
- Tai huyén dich té bao lympho vao mdi truong RF10-M.
- Cho thém 100 pl mitomycin C nong d6 50 pg/ml vao dng nghiém chia
té bao lympho ctia ngudi cho trong 20 phait dé bat hoat té bao lympho.
- Cho thém 2 ml RF10-M vao dng nghiém di dugc xtr Iy véi mitomicin C.
Ly tam toc d61.000 vong/ 10 phut va bé dich ndi. Lip lai budc rira nay 03 lan.
- Cho 100 pl huyén dich té bao lympho cta nguoi nhan c6 nong do té bao
2 x 10° /ml vao giéng cua phién nuéi cay 96 giéng (cho vao 3 giéng).
- Cho tiép 100 pl huyén dich té bao lympho da bét hoat cta nguoi cho ¢6
ndng do té bao 5 x 10° (ca 3 giéng néu trén).
- Cho 200 pl huyén dich té bao lympho cta nguoi nhan c6 nong do té bao
2 x 10°/ml vao giéng thtr 4 cia phién nudi cdy 96 giéng 1am chimg am.
- Pat phién nubi cdy vao ti am 37°C, 5% CO, trong 78 gio.
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- Cho 1 pCi [°H] Thymidine vao mdi giéng (ca 4 giéng néu trén), dat
phién nudi cdy vao ti am 37°C, 5% CO2 trong 18 gio.

- Thu hoach té bao va doc két qua trén may dém nhap nhay 1ong theo co
ché don vi dém duoc tinh theo don vi phong xa (cpm).
VI. NHAN PINH KET QUA

St dung phan mém phan tich két qua dbi chiéu giita cac giéng ching va
giéng thuc nghiém.
VIL. NHUNG SAI SOT VA XU TRI

Khoéng dam bao vo trung: Cén thao tac va chuén bi dung cu, moi truong
vo khuan, khir khuan khu vue thuc hién it nhét 15 phut trude khi thuc hién ki
thuat.

TAI LIEU THAM KHAO
1. Greg A. Perry, (1976), “ Mixed Lymphocyte -culture”, Creigton
university.
2.John E. Coligan, Ada M. Kruisbeek, David H Margulies, Ethan M.
Shevach, Warren Strober, (1991), Current protocols in immunology, John
Wiley & Son Press.

150



PHAT HIEN NGUOI MANG GEN HEMOPHILIA
(bang k¥ thuiat PCR-RFLP)
DETECTION OF HEMOPHILIA CARRIER BY PCR-RFLP

I. NGUYEN LY

Tinh da hinh (polymorphism) ctia mot sé doan gen 1a hién tuong khac
nhau mot hodc mdt nhom nucleotid & mét vi tri nhat dinh trén gen nhung khong
1am thay doi hoat dong cua gen. Cac da hinh nay thudong ndm trong trinh ty nhan
biét ciia mot hodc mot sd enzym gioi han va cé thé duoc phat hién khi st dung
ky thuat PCR-RFLP. X4ac dinh da hinh dac trung ¢ nguoi bénh hemophilia, sau
d6 s dung da hinh nay dé tim kiém ca thé mang gen trong gia dinh dua trén
nguyén tic cic gen nam gan nhau thi di truyén cung nhau. Pau tién, sir dung ky
thuat PCR dé nhan ban doan gen quan tim c6 chtra gen da hinh, sau d6 cat san
pham PCR nay véi mot enzym gidi han dic hiéu véi vi tri da hinh. Quan st cac
san phém cit, s& nhan dang dugc gen.

Yéu cau dé thyc hién k¥ thuat:

+ Phai biét ngudi me 1a ngudi chac chan mang gen hemophilia (carrier)
va can phai xét nghiém dac tinh da hinh ctia gen ¢ nguoi me, ngudi me phai 1a
nguoi di hop tr véi dac tinh da hinh.

+ Phai xét nghiém dic tinh da hinh cua bd va ctia ngudi bénh hemophilia
(12 anh trai hodc em trai ciia nguoi can phat hién hodc nguoi bénh 13 mot ngudi
nam gidi lién quan khac nhu bac rudt vé phia me).

II. CHI PINH

Xét nghiém nay duoc chi dinh cho tt ca nhitng ngudi phu nit trong gia
dinh c6 tién st mic bénh Hemophilia ma c6 nhu cau xac dinh tinh trang mang
gen.

III. CHONG CHI PINH

Khéng c6 chng chi dinh.
IV. CHUAN BI
1. Nguoi thuce hién

K7 thuat vién xét nghi€m sinh hoc phan tir da dugc dao tao.

2. Phwong tién - Héa chit
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2.1. Phuong tién
- Méy PCR;
- Hé thé)ng may dién di, hé théng deén cuc tim soi gel, hé théng may chup

anh;
- Budng vo trung (biology cabinet);
- May ly tam tdc d6 cao (téc d6 t6i da 14.000 vong/phit);
- May vortex;
- Céc loai pipet 10 pl, 20 ul, 100 pul, 200 pl, 1000 pl;
- Pau con ¢ mang loc;
- Ong eppendorf 1,5 ml vé trung, khéng c6 enzym nucleaza;
- Ong PCR 0,2 ml v6 trung, khong c6 enzym nucleaza;
- Ta lanh 4-8°C, ti 4m sau -20°C;
- Gang tay.
2.2 Héa chit

- Sir dung kit tich ADN thuwong mai. Néu tach thu cong thi st dung céac
sinh pham can thiét dé tach chiét ADN nhu proteinase K, dém ly giai té bao,
phenol/chloroform, con tuyét doi.

- Hoa chét chay PCR gém: Pém, MgCl,, dNTPs, enzym kéo dai chudi,
nudc khir ion vo trung, cac cap mdi dic hiéu.

- Hoa chét dién di: thach agarose, dém tra mau, thang chuan ADN, thubc

nhudm ethidium bromide.
3. Bénh pham

2 ml méau ngoai vi (cia mdi thanh vién) dung trong ong chbéng dong
EDTA.

4. Phiéu xét nghiém

Co day du cac thong tin can thiét vé nguoi bénh, vé chan doan va yéu cau
x€t nghiém.

V. CAC BUOC TIEN HANH
1. LAy bénh pham
2 ml méau ngoai vi (cia mdi thanh vién) dung trong ong chdéng dong
EDTA.
2. Tién hanh k§y thuat
Buéc 1: Tach chiét ADN
Xem bai “ Tach chiét ADN tir mau ngoai vi”.
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Buwoc 2: PCR

- Thyc hién phan tng PCR véi sy tham gia cua cc thanh phan sau:

PCR buffer 10X 5ul
ADN 100 ng
Forward primer (10pM) 1l
Reverse primer (10pM) 1l
Taqg-polymerase 05U
H,0 du thé tich 50 pl

Budéc 3: Cit v6i enzym giéi han
Thuc hién phan Ung cat bang enzym gi6i han voi cac thanh phéan sau:

Dém phu hop voi enzym gidi han 3ul
San pham PCR 20-25
Enzym gioi han 2 ul
H,0 du thé tich 30 pl

Buéc 4: Pién di kiém tra san phiam cit

Str dung 20-25 pl san pham cat cing v6i 10 pl san pham PCR va thang
ADN chuan (marker) dién di trén gel agarose. Tuy thudc kich thudc doan gen
can quan sat ma chon nong do gel agarose va thoi gian chay dién di thich hop.
Sau d6 két qua duoc doc va phan tich thong qua hinh anh soi trén dén UV.

VI. NHAN PINH KET QUA

- San pham PCR phai c6 bang dic hiéu, dung kich thudc theo tinh toan 1y
thuyét.

- Néu san phém cat ¢6 2 bang ADN trd 1én tic 1a ¢6 vi tri nhan biét cua
enzym gidi han (khong c6 da hinh)

- Néu san pham cat van con nguyén san pham PCR ttrc 1a mat vi tri nhan
biét cia enzym gidi han (c6 da hinh).

Phuong phap phat hién cac da hinh gen dic trung & nguoi bénh
hemophilia sau d6 st dung cac da hinh nay dé tim kiém ca thé mang gen trong
gia dinh 1a phuong phap da duoc thyuc hién tir 1au trén thé giéi. Uu diém cua
phuong phap 13 k¥ thuat thuc hién don gian, khong can phai du tu nhiéu trang
thiét bi dat tién va chi phi dé thuc hién xét nghiém thap.

Tuy nhién phuong phap ndy yéu cau phai ldy mau cta nhiéu thanh vién

trong gia dinh dong thoi phai biét duoc cac da hinh c6 tan suat cao & Viét nam.
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Cach xac dinh tinh trang mang gen cua mot ngudi nit trong gia dinh co

nguo1 bénh hemophilia:

- Léy mau: bd me cta nguoi nit can xac dinh, nguoi bénh 1a anh trai hoac
em trai hodc mot ngudi nam gidi lién quan khac nhu bac rudt vé phia me.

- Cach phan tich:

+ Phan tich nguoi bénh dé xac dinh duoc allen lién quan dén gen yéu tb
VIII dot bién.

+ Phan tich bd, me dé xac dinh di truyén cta cac allen (allen binh thudng
va allen lién quan dén gen dot bién) cho cac con. Trong d6 ngudi me bat budc
phai 13 thé di hop tr véi da hinh phan tich. Phan tich mau cta bd s& xac dinh
dugc allen truyén cho con gai.

Két hop céac két qua phan tich trén s& xac dinh duoc ngudi phu nit mang

gen trong gia dinh.
VIL. NHUNG SAI SOT VA XU TRi
SAI SOT XU TRi
Lay mau khong du hodc sai chat chéng Thyc hién theo ding huéng dan qui
dong. cach lay mau.
Thao téc pipet khong chinh xac. Str dung pipet theo dung thé tich quy
dinh.
Tin hi¢u phan tng khong 10 rang. Bao quan hoa chat dung theo khuyén

cdo cua nha san xuat
Thyuc hién ding, du cac budc trong

quy trinh xét nghiém.

TAI LIEU THAM KHAO
1. D J Bowen. Haemophilia A and Haemophilia B: molecular insights. J
Clin Pathol: Mol Pathol 2002; 55:1-8
2. Keeney S et al. The molecular analysis of haemophilia A: a guideline
from the UK Haemophilia Centre Doctors' Organization Haemophilia
Genetics Laboratory Network. Haemophilia 2005; 11: 387-97
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XET NGHIEM FISH (Fluorescence in situ hybridization)
XAC PINH NHIEM SAC THE X, Y
DETECTION OF X,Y CHROMOSOMES BY FLUORESCENCE IN SITU
HYBRIDIZATION

I. NGUYEN LY

Nguyén 1y chung: xem bai “ Quy trinh xét nghiém gen bang ky thuét
FISH”.

Duya trén dic tinh ndy, k¥ thuat FISH xac dinh nhiém sic thé X, Y st
dung céc probe 1a cac doan ADN c6 gan huynh quang va c6 trinh ty nucleotide
b sung dic hiéu cho cac doan ADN trén nhiém sic thé X, Y dé lai ghép véi cac
doan ADN tuong déng trén nhiém sic thé X hodc Y. Tt do, ching ta co thé phat
hién cic nhiém sic thé nay mdt cach chinh xac.

II. CHI PINH
Xeét nghiém nay duoc chi dinh khi can xac dinh gio1 tinh hodc xac dinh
moc manh ghép sau khi ghép khéc gidi tinh.
III. CHONG CHI PINH
Khong c6 chng chi dinh.
IV. CHUAN BI
1. Ngwoi thuce hién

K¥ thuat vién xét nghiém Di truyén — Sinh hoc phan tir da dugc dio tao.
2. Phuong tién, hoa chat
2.1. Phuwong tién

- Thiét bi: bé 6n nhiét, may lai, may ly tAm, may tron mau, va kinh hién vi
huynh quang;

- Dung cu: kep kim loai, 10 céng Coplin, nhiét ké, coverslip 22x22,
pipetman 100 pl, 10 pl, xi mang cao su, ong dong, gidy tham.

2.2. Héa chit

- X/Y ADN Probe Kit Probe , DAPI/antifade;

- Dung dich 10% formamide:5 ml formamide + 30 ml H,O + 15 ml 20X
SSC

- Dung dich 2X SSC;

- Dung dich rtra 0,1% NP40: 2X SSC + 0,1% NP40;

- Dung dich rtra 0,3% NP-40: 0,4X SSC + 0,3% NP40;

155



- Cdn 70°, 85°, 100°.
3. Bénh phim

2ml mau ngoai vi hoac dich hut tiy xuong dugc dung trong bom ti€m co

trang chat chéng dong heparin 5.000 don vi/ml.
V. CAC BUGC TIEN HANH

Xem bai “Quy trinh xét nghiém gen bang k¥ thuat FISH”.
VI. NHAN PINH KET QUA

Quan sat dudi kinh hién vi huynh quang, véi k¥ thuat dual colour FISH,

chung ta s& thdy 3 mau:
+ Mau xanh da trdi ddm: mau nhan té bao;
+ Mau xanh 14 cAy: mau ctia probe gan trén nhiém sac thé X;
+ Mau do: mau ciia probe gin trén nhiém séc thé Y.
Nhan dinh két qua
+ MGt tin hiéu dé, mot tin hiéu xanh: XY
+ Hai tin hi€u do: XX.
VIL. NHUNG SAI SOT VA XU TRi
Xem bai “ Quy trinh xét nghiém gen bang k¥ thuat FISH”.

TAI LIEU THAM KHAO

1. Tai liéu hudng dan sir dung cia cong ty Vysis.

2. Lynda J. Cambell, ( 2011), “Cancer cytogenetic”’, Human Press.
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XET NGHIEM FISH (Fluorescence in situ hybridization)
XAC PINH NHIEM SAC THE Ph1(BCR/ABL)
DETECTION OF PH1(BCR/ABL) CHROMOSOME BY FLUORESCENCE IN
SITU HYBRIDIZATION

I. NGUYEN LY

Nguyén ly chung: Xem bai “ Quy trinh xét nghiém gen bang k¥ thuat
FISH”.

Duya trén dic tinh nay, k¥ thuat FISH xic dinh nhiém sic thé Phl
(BCR/ABL) sir dung cac probe 1a doan ADN c6 gin huynh quang va c6 trinh tu
nucleotide bo sung dic hiéu véi doan ADN ciia gen BCR trén nhiém séc thé sb
22 va gen ABL trén nhiém sic thé s6 9. Cac probe nay lai ghép voi cac doan
ADN tuong dong trén nhiém sac thé. Tir d6, chung ta co thé phat hién bénh ly
mot cach chinh x4c va nhanh chong.

II. CHI PINH

Xét nghiém nay chi dinh cho ngudi bénh trong trudng hop nghi ngd co

nhiém sic thé Ph.

III. CHONG CHI PINH
Khong ¢ chong chi dinh.

IV. CHUAN BI

1. Ngudi thuce hién

K¥ thuat vién xét nghiém Di truyén-Sinh hoc phan tir d3 duoc dao tao.
2. Phuong tién - Hoa chat
2.1. Phuong tién

- Thiét bi: bé 6n nhiét, may lai, may ly tAm, may trén mau, va kinh hién vi
huynh quang;

- Dung cu: cap kim loai, 10 céng Coplin, nhiét Ké, coverslip 22x22,
pipetman 100 pl, 10 pl, xi ming cao su, ong dong, gidy tham.

2.2. Héa chit

- Probe BCR/ABL dual colour, dual fusion translocation probe, DAPI /
antifade;

- Dung dich 10% formamide:5 ml formamide + 30 ml H,O + 15 ml 20X
SSC

- Dung dich 2X SSC
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- Dung dich rtra 0,1% NP40: 2X SSC + 0,1% NP40

- Dung dich rura 0,3% NP-40: 0,4X SSC + 0,3% NP40

- Cén 70°, 85°, 100°
3. Bénh pham

2ml mau ngoai vi hodc dich hut tuy xuong dugc dung trong bom ti€m cé
trang chat chéng dong heparin 5.000 don vi/ml.
V. CAC BUOC TIEN HANH

Xem bai “Quy trinh xét nghiém gen bang k§y thuat FISH”.
VI. NHAN PINH KET QUA

Quan sat dudi kinh hién vi huynh quang, véi k¥ thuat dual colour FISH,
chung ta c6 thé thay 3 mau.

+ Mau xanh da troi ddm: mau nhan té bao

+ Mau xanh: mau cua probe BCR (trén nhiém sic thé s 22)

+ Mau d6: mau ctia probe ABL (trén nhiém sac thé s 9)

+Mau da cam (dé/xanh): mau cua fusion BCR/ABL
Nhan dinh két qua:

+ Khong c6 nhiém sdc thé Phl: hai tin hiéu do va hai tin hiéu xanh.

+ C6 nhiém sic thé Phl (co6 chuyén doan BCR/ABL): Mot tin hiéu do,
mot tin hi€u xanh, hai tin hi€u mau da cam.
VIL. NHUNG SAI SOT VA XU TRi

Xem bai “ Quy trinh xét nghiém gen bang k¥ thuat FISH”.

TAI LIEU THAM KHAO

1. Tai liéu hudng dan sir dung cua cong ty Vysis.
2. Lynda J. Cambell, ( 2011), “Cancer cytogenetic”’, Human Press.

158



XET NGHIEM FISH (Fluorescence in situ hybridization) CHAN POAN
CHUYEN POAN NHIEM SAC THE 4;11
DETECTION OF CHROMOSOME TRANSLOCATION (4;11) BY
FLUORESCENCE IN SITU HYBRIDIZATION

I. NGUYEN LY

Nguyén ly chung: Xem bai “ Quy trinh xét nghiém gen bang k¥ thuat
FISH”.

Dua trén dac tinh nay, k¥ thuat FISH xac dinh t(4;11) stir dung céac probe
1a doan ADN c6 gan huynh quang va c6 trinh ty nucleotide bd sung dic hiéu véi
doan ADN cuia gen AF4 trén nhiém sac thé s6 4 va gen MLL trén nhiém sac thé
s6 11. Cac probe nay lai ghép voi cac doan ADN tuong dong trén nhiém sic thé.
Tu do, chiing ta co thé phat hién bénh 1y mogt cach chinh xac va nhanh chéng.

II. CHI PINH

Xeét nghiém nay chi dinh cho nguoi bénh trong truong hop nghi ngo co

chuyén doan t(4;11).

III. CHONG CHI PINH
Khong c6 chdng chi dinh.

IV . CHUAN BI

1. Nguoi thue hién:

K¥ thuat vién xét nghiém Di truyén-Sinh hoc phan tir ¢3 duoc dao tao.
2. Phuong tién, hoa chat
2.1. Phuwong tién

- Thiét bi: bé 6n nhiét, may lai, may ly tAm, may tron mau, va kinh hién vi
huynh quang.

- Dung cu: kep kim loai, 10 cong Coplin, nhiét Ké, coverslip 22x22,
pipetman 100 pl, 10 pl, xi ming cao su, ong dong, gidy tham.

2.2. Héa chit

- AF4/MLL Dual Color, Dual fusion translocation probe, DAPI /
antifade;

- Dung dich 10% formamide:5 ml formamide + 30 ml H,O + 15 ml 20X
SSC;

- Dung dich 2X SSC;

- Dung dich rura 0,1% NP40: 2X SSC + 0,1% NP40;
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- Dung dich rira 0,3% NP-40: 0,4X SSC + 0,3% NP40;
- Cén 70°, 85°, 100°,
3. Bénh phim
2ml mau ngoai vi hodc dich hut tuy xuong dugc dung trong bom tiém cé
trang chat chéng dong heparin 5.000 don vi/ml.
V. CAC BUGC TIEN HANH
Xem bai “ Quy trinh xét nghiém gen bang ky thuat FISH”.
VI. NHAN PINH KET QUA
- Quan sat dudi kinh hién vi huynh quang, voi k¥ thuat FISH hai mau,
ching ta s& thdy 3 mau.
+ Mau xanh da trdi ddm: mau nhén té bao;
+ Mau xanh: mau cua probe;
+ Mau do: mau cua probe.
Nhin dinh két qua:
+ Khong c6 chuyén doan t(4;11): hai tin hiéu do va hai tin hiéu xanh,;
+ Co Chuyén doan t(4;11): mot tin hi€éu dé, mot tin hi¢u xanh, hai tin hi¢u
mau da cam.
VIL. NHUNG SAI SOT VA XU TRi
Xem bai “ Quy trinh xét nghiém gen bang k¥ thuat FISH”.

TAI LIEU THAM KHAO

1. Tai liéu huéng dan sir dung cua cong ty Vysis.
2. Lynda J. Cambell, ( 2011), “Cancer cytogenetic”’, Human Press.
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XET NGHIEM FISH (Fluorescence in situ hybridization) CHAN POAN
CHUYEN POAN NHIEM SAC THE 1;19
DETECTION OF CHROMOSOME TRANSLOCATION (1;19) BY
FLUORESCENCE IN SITU HYBRIDIZATION

I.NGUYEN LY

Nguyén ly chung: Xem bai “ Quy trinh xét nghiém gen bang k¥ thuat
FISH”.

Dua trén dac tinh nay, k¥ thuat FISH xéc dinh t(1;19) stir dung céac probe
1a doan ADN c6 gan huynh quang va c6 trinh ty nucleotide bd sung dic hiéu véi
doan ADN ctia gen PBX1 trén nhiém sic thé s6 1 va gen TCF3 trén nhiém sic
thé s6 19. Cac probe nay lai ghép véi cac doan ADN tuong dong trén nhiém sic
thé. Tir d6, chiing ta co thé phat hién bénh 1y mot cach chinh xac va nhanh
chong.

II. CHI PINH

Xét nghiém nay chi dinh cho ngudi bénh trong trudng hop nghi ngd co

chuyén doan t(1;19).

III. CHONG CHI PINH
Khong ¢ chong chi dinh.

IV. CHUAN BI

1. Ngudi thuce hién

K¥ thuat vién xét nghiém Di truyén-Sinh hoc phan tir d3 duoc dao tao.
2. Phuong tién - Héa chat
2.1. Phuong tién

- Thiét bi: bé 6n nhiét, may lai, may ly tAm, may trén mau, va kinh hién vi
huynh quang.

- Dung cu: kep kim loai, 10 cong Coplin, nhiét Ké, coverslip 22x22,
pipetman 100 pl, 10 pl, xi ming cao su, ong dong, gidy tham.

2.2. Héa chit

- LSI TCF3/PBX1 Dual Color, Dual fusion translocation probe, DAPI/
antifade;

- Dung dich 10% formamide:5 ml formamide + 30 ml H,O + 15 ml 20X
SSC

- Dung dich 2X SSC;
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- Dung dich rtra 0,1% NP40: 2X SSC + 0,1% NP40;
- Dung dich rura 0,3% NP-40: 0,4X SSC + 0,3% NP40;
- Cén 70°, 85°, 100°
3. Bénh pham
2ml mau ngoai vi hodc dich hut tuy xuong dugc dung trong bom ti€m cé
trang chat chéng dong heparin 5.000 don vi/ml.
V. CAC BUGC TIEN HANH
Xem bai “ Quy trinh xét nghiém gen bang ky thuat FISH”.
VI. NHAN PINH KET QUA
- Quan sat dudi kinh hién vi huynh quang, voi k¥ thuat FISH hai mau,
chung ta sé thay 3 mau.
+ Mau xanh da trdi ddm: mau nhén té bao;
+ Mau xanh: mau cua probe;
+ Mau do: mau cua probe.
Nhan dinh két qua
+ Khong cé chuyén doan t(1;19): hai tin hi¢u dé va hai tin hi€u xanh;
+ Co chuyén doan t(1;19): mot tin hiéu dé, mot tin hi¢u xanh, hai tin hi¢u
mau da cam.
VIL. NHUNG SAI SOT VA XU TRi
Xem bai “ Quy trinh xét nghiém gen bang k¥ thuat FISH”.

TAI LIEU THAM KHAO

1. Tai liéu huéng dan sir dung cua cong ty Vysis.
2. Lynda J. Cambell, ( 2011), “Cancer cytogenetic”’, Human Press.
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XET NGHIEM FISH (Fluorescence in situ hybridization) XAC PINH
CHUYEN POAN NHIEM SAC THE 8 VA 21
DETECTION OF CHROMOSOME TRANSLOCATION (8;21) BY
FLUORESCENCE IN SITU HYBRIDIZATION

I. NGUYEN LY

Nguyén ly chung: Xem bai “ Quy trinh xét nghiém gen bang ky thuat
FISH”.

Dua trén dac tinh nay, k¥ thuat FISH xac dinh t(8;21) stir dung céac probe
1a doan ADN c6 gan huynh quang va c6 trinh ty nucleotide bo sung dic hiéu véi
doan ADN cua gen AML1 trén nhiém séc thé sé 8 va gen ETO trén nhiém sic
thé s6 21. Cac probe nay lai ghép vdi cac doan ADN tuong dong trén nhiém sic
thé. Tir d6, ching ta c6 thé phat hién bénh Iy mot cach chinh xac va nhanh
chong.

II. CHI PINH

Xét nghiém nay chi dinh cho ngudi bénh trong trudng hop nghi ngd co

chuyén doan t(8;21).

I1I. CHONG CHI PINH
Khong ¢ chong chi dinh.

IV. CHUAN BI

1. Ngudi thuce hién

K¥ thuat vién xét nghiém di truyén-sinh hoc phan tir da dugc dao tao.
2. Dung cu - Héa chat
2.1. Phuong tién

- Thiét bi: bé on nhiét, may lai, may ly tim, mdy tron mau, va kinh hién vi
huynh quang.

- Dung cu: kep kim loai, 10 cong Coplin, nhiét Ké, coverslip 22x22,
pipetman 100 pul , 10 pl , xi ming cao su, 6ng dong, gidy thAm.

2.2. Héa chit

- LSI AML1/ETO Dual color, Dual fusion translocation probe, DAPI /
antifade.

- Dung dich 10% formamide:5 ml formamide + 30 ml H,O + 15 ml 20X
SSC
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- Dung dich 2X SSC

- Dung dich rtra 0,1% NP40: 2X SSC + 0,1% NP40

- Dung dich rura 0,3% NP-40: 0,4X SSC + 0,3% NP40

- Con 70°, 85°, 100°
3. Bénh pham

2ml mau ngoai vi hoac dich hut tiy xuong dugc dung trong bom ti€m co
trang chat chéng dong heparin 5.000 don vi/ml.
V. CAC BUOC TIEN HANH

Xem bai “ Quy trinh xét nghiém gen bang k¥ thuat FISH”.
VI. NHAN PINH KET QUA

Quan sat dudi kinh hién vi huynh quang, véi k¥ thuat FISH hai mau,
chung ta sé thay 3 mau.

+ Mau xanh da trdi ddm: mau nhan té bao;

+ Mau xanh: mau cua probe;

+ Mau do: mau cua probe;
Nhan dinh két qua

+ C6 chuyén doan ctia nhiém sic thé 8 va 21 (c6 to6 hop gen lai
AMLI1/ETO): Mot tin hi€u do, mdt tin hiéu xanh, 2 tin hi¢u mau da cam.

+ Binh thuong (khong c6 to hop gen lai AML1/ETO): Hai tin hiéu do va
hai tin hiéu xanh.
VIL. NHUNG SAI SOT VA XU TRi

Xem bai “ Quy trinh xét nghiém gen bang k¥ thuat FISH”.

TAI LIEU THAM KHAO

1. Tai liéu hudng dan sir dung cua cong ty Vysis.

2. Lynda J. Cambell, ( 2011), “Cancer cytogenetic”’, Human Press.
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XET NGHIEM FISH (Fluorescence in situ hybridization) XAC PINH
CHUYEN POAN NHIEM SAC THE 15 VA 17
DETECTION OF CHROMOSOME TRANSLOCATION (15;17) BY
FLUORESCENCE IN SITU HYBRIDIZATION

I. NGUYEN LY

Nguyén 1y chung: xem bai “ Quy trinh xét nghiém gen bang ky thuat
FISH”.

Dua trén dac tinh nay, k¥ thuat FISH xac dinh t(15:17) st dung cac probe
1a doan ADN c6 gan huynh quang va c6 trinh ty nucleotide bd sung dic hiéu véi
doan ADN cua gen PML trén nhidém sic thé s6 15 va gen RARA trén nhiém sic
thé s6 17. Céc probe nay lai ghép véi cac doan ADN tuong dong trén nhiém sac
thé. Tir d6, chiing ta co thé phat hién bénh 1y mot cach chinh xac va nhanh
chong.

II. CHI PINH

Xét nghiém nay chi dinh cho ngudi bénh trong trudng hop nghi ngd co

chuyén doan t(4;11).

I1l. CHONG CHI PINH
Khong ¢ chong chi dinh.

IV. CHUAN BI

1. Ngudi thuce hién

- K§ thuat vién xét nghiém Di truyén-Sinh hoc phan tir da dugc dao tao.
2. Phuong tién - Héa chat
2.1. Phuong tién

- Thiét bi: bé 6n nhiét, may lai, may ly tAm, may trén mau, va kinh hién vi
huynh quang.

- Dung cu: kep kim loai, 10 céng Coplin, nhiét ké, coverslip 22x22,
pipetman 100 pl , 10 pl , xi ming cao su, ong dong, gidy tham.

2.2. Héa chit

- LSI PML/RARA Dual Color, Dual fusion translocation probe, DAPI /
antifade.

- Dung dich 10% formamide:5 ml formamide + 30 ml H,O + 15 ml 20X
SSC

- Dung dich 2X SSC
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- Dung dich rtra 0,1% NP40: 2X SSC + 0,1% NP40

- Dung dich rira 0,3% NP-40: 0,4X SSC + 0,3% NP40

- Con 70°, 85° 100°
3. Bénh pham

2ml mau ngoai vi hodc dich hut tuy xuong dugc dung trong bom tiém co
trang chat chéng dong heparin 5.000 don vi/ml.
V. CAC BUOC TIEN HANH

Xem bai “ Quy trinh xét nghiém gen bang ky thuat FISH”.
VI. NHAN PINH KET QUA

- Quan sat dudi kinh hién vi huynh quang, voi k¥ thuat FISH hai mau,
ching ta sé& thay 3 mau.

+ Mau xanh da troi ddm: mau nhan té bao

+ Mau xanh: mau cua probe

+ Mau do: mau cua probe
Nhin dinh két qua:

+ C6 chuyén doan cia nhiém sic thé 15 va 17 (co to6 hop gen lai
PML/RARA): Mot tin hi¢u do, mot tin hi€u xanh, 2 tin hiéu mau da cam.

+ Binh thuong (khong c6 to hop gen lai PML/RARA): Hai tin hiéu do va
hai tin hiéu xanh.
VIL. NHUNG SAI SOT VA XU TRi

Xem bai “ Quy trinh xét nghiém gen bang k¥ thuat FISH”.

TAI LIEU THAM KHAO

1. Tai liéu hudng dan sir dung cua cong ty Vysis.
2. Lynda J. Cambell, ( 2011), “Cancer cytogenetic”’, Human Press.
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TACH CHIET ADN TU MAU NGOAI VI/MAU CUONG RON
DNA ISOLATION FROM PERIPHERAL BLOOD CELLS

I.NGUYEN LY

Céc té bao co nhan déu chita ADN - vit chat di truyén clia toan bd co thé.
ADN ndm trén nhi®m sic thé bén trong nhan té bao. Dé tach duoc ADN ngudi ta
thudng st dung cac chat tay manh dé pha mang té bao va mang nhan, két hop véi
sur dung cac chét bién tinh manh dé loai bo cac protein sau d6 st dung con 96° két
hop véi diéu kién nhiét do thap dé thu dugc ADN mét cach tinh sach va nguyén
ven.
II. CHI PINH

Str dung cho tat ca nguoi bénh co chi dinh lam xét nghiém PCR.
III. CHONG CHI PINH

Khong ¢ chong chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién

- K¥ thuét vién xét nghiém Sinh hoc phan tir da dugc dao tao.
2. Phuong tién - Héa chat
2.1. Phuong tién

- Budng vo trung (biology cabinet);

- May ly tam toc d6 cao (tbc do toi da 14.000 vong/phut);

- May vortex;

- Cac loai pipet 10 pl, 20 ul, 100 pl, 200 pl, 1000 pl;

- Pau con ¢ mang loc;

- Ong eppendorf 1,5 ml vo tring, khdng cd enzym nucleaza;

- Ong PCR 0.2 ml v trung, khong cé enzym nucleaza;

- Tu lanh 4-8°C, ti 4m sau -20°C;

- Gang tay.
2.2. Héa chit

Str dung kit tich ADN thuong mai. Néu tach thu cong thi st dung céc
sinh pham can thiét dé tach chiét ADN nhu proteinase K, dém ly giai té bao,
phenol/chloroform, con tuyét doi.
3. Bénh pham

2 ml méau ngoai vi/mau cudng ron chdng déng bang EDTA.
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V.CAC BUGC TIEN HANH
1. LAy bénh pham

2 ml méau ngoai vi/mau cudng ron chdng déng bang EDTA.
2. Tién hanh k§y thuat

Phuong phap tach chiét ADN co ban bao gom cac giai doan chinh sau:
Phd mang té bao va mang nhan:

Bénh pham dugc ¢ trong mot dung dich gdm chit tiy manh (nhu SDS,
sarcosyl) va enzym phan huy protein (proteinaza K). Muc ti€u ctia budc u nay la
dé pha mang té bao va mang nhan dong thoi dé e ché hoat dong cla cac enzym
ADNaza n0i bao va tach protein ra khoi cac phan tor ADN.

Loai bo cdc protein.

Str dung dung dich phenol/chloroform dé bién tinh protein, lam cho
protein tao thanh mot 16p tia rd rét sau khi ly tdm, dé dang loai bé khéi hon
dich.

Két tia ADN:

Str dung con dé tia ADN trong diéu kién lanh va thu nhan lai ADN bang
ly tim. ADN céan phai hoa lai trong nudc khir enzym nucleaza.
VI. NHAN PINH KET QUA

Str dung 5ul ADN thu dugc dé dién di kiém tra trén gel agarose 0,5 -
0,8%, dong thoi do do sach bang quang phd (A260/A280). Chat luong ADN tét
néu chi xuat hién mot bang co kich thirc 16n >10 kb va tinh sach néu A260/A280
trong khoang 1,8 - 2,0.

VIL. NHUNG SAI SOT VA XU TRi
SAI SOT XU TRI

= Liy miu khong du hodc sai chit = Thuc hién theo dung hudng dan qui cach

chbng dong. ldy mau.
= Thao tac pipet khéng chinh xac. =St dung pipet theo dung thé tich quy
dinh.

= Tin hiéu phan Gmg khong 16 rang. = Bao quan hoa chat ding theo khuyén cao
clia nha san xuat
* Thyc hién dang, da cac budc trong quy

trinh xét nghiém.

TAI LIEU THAM KHAO
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1. H6 Huynh Thuy Duong (1997). Cac phuong phap tach chiét axit
nucleic. Sinh hoc phan tr. NXB Giao Duc, trang 124-125.
2. A.Rolfs et at (1992). PCR:Clinical Diagnosis and Research. Springer Verlag,

Berlin.
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TACH CHIET ARN TU MAU NGOAI VI/TUY XUONG
RNA ISOLATION FROM PERIPHERAL BLOOD AND BONE MARROW
SAMPLES

I.NGUYEN LY

ARN théng tin quy dinh cac thong tin vé axit amin va ndm trong té bao
chat cua té bao. Bé tach duoc ARN nguoi ta thuong sir dung cc chat tiy manh
dé pha mang té bao, két hop voi sir dung cac chat bién tinh manh dé loai bo cac
protein sau d6 su dung con 96° két hop véi diéu kién nhiét do thép dé thu duoc
ARN mdt céch tinh sach va nguyén ven.
II. CHI PINH

Str dung cho tat ca ngudi bénh c6 chi dinh 1am xét nghiém RT-PCR/QRT-
PCR.
I1I. CHONG CHI PINH

Khong ¢ chong chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién

- K¥ thuét vién xét nghiém sinh hoc phan tir da dugc dao tao;

- Tét ca cac mau bénh pham c6 chi dinh xét nghiém RT-PCR hodc qRT-
PCR.
2. Phuong tién - Héa chat
2.1. Phuwong tién

- Tt hat hoa chat (chemical fume hood);

- Budng vo trung (biology cabinet);

- May ly tam tdc d6 cao (téc do t6i da 14.000 vong/phit);

- May vortex;

- Cac loai pipet 10 pl, 20 ul, 100 pul, 200 pl, 1000 pl;

- Pau con ¢6 mang loc;

- Ong eppendorf 1,5 ml v trung, khong c6 enzym nucleaza;

- Ong PCR 0,2 ml v tring, khong c6 enzym nucleaza;

- Tt lanh 4-8°C, ti am sau -20°C;

- Gang tay.

2.2. Héa chit
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Str dung kit tach ARN thuong mai. Néu tach thi cong thi sir dung cac sinh
pham can thiét dé tach chiét ARN nhu glycogen, proteinase K, dém ly giai té
bao, phenol/chloroform, con tuyét ddi.

V. CAC BUGC TIEN HANH
1. LAy bénh pham

2 ml méu ngoai vi hodc dich tiy xwong chdng déng bang EDTA.
2. Tién hanh k§y thuit

Phuong phap tach chiét ARN co ban bao gdm céc giai doan chinh sau:
2.1.Loai bé cdc té bao hong ciu

ARN nam & té bao chat bén trong cic t& bao c6 nhan. Vi vdy thong
thuong bénh pham s& duoc xur 1y trude dé loai bo bdt cac té bao hong cau. Bé
loai bo céc té bao hong cau cé thé sir dung dung dich Ficoll (cé ty trong 1.077)
dé phan 16p cac té bao theo ty trong hoic sir dung mot s6 dung dich ly giai hong
cau (nhu dung dich gdbm 1M MgCI2, 5M NaCl, 1M Tris-HCI). Sau khi loai bo
b6t cac té bao hong cau, dung dich con lai chira chil yéu cac té bao c6 nhan sé
duoc st dung dé tach ARN.

2.2. Phd mang té bao va mang nhan:

Céc té bao c6 nhan dugc U trong mot dung dich gdm chat tdy manh (nhu
SDS, sarcosyl), mot chit giy bién tinh protein manh nhu (guanidinium
thyocianat), mot chat khir (2-mercaptoethanol). Muc tiéu ctia bude ¢ nay 1a dé
pha mang té bao dong thoi dé tc ché hoat dong cla cac enzym phan huy ARN
ndi bao (ARNaza) va tach cac protein 1én két khoi phan tor ARN.
2.3.Loai bo cac protein:

St dung dung dich phenol/chloroform dé bién tinh protein, lam cho
protein tao thanh mdt 16p tda 1o rét sau khi ly tam, dé dang loai bo khoi hon dich
2.4.Két tiia ARN:

Str dung con tuyét doi dé tia ARN trong diéu kién dong lanh va thu nhin
lai ARN bang ly tam. ARN can phai hoa lai trong nudc khir enzym nucleaza.

VI. NHAN PINH KET QUA

Str dung 5 ul ARN thu dugc dé dién di kiém tra trén gel agarose 0,5 -
0,8%, dong thoi kiém tra d6 sach bang do quang phd (A260/A28). Chat luong
ARN t6t néu xuat hién ba bang dién di tuong tng véi 3 loai ARN 28S, 18S va
5,8S; tinh sach néu A260/A280 trong khoang 1,8 — 2,0.

VIL. NHUNG SAI SOT VA XU TRi
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SAI SOT XU TRI
Thuc hién theo dung huéng dan qui

= Liy mau khong du hodc sai chét
chéng dong. cach lay mau.

St dung pipet theo ding thé tich quy

dinh.

Bao quan hoa chit ding theo khuyén

» Thao tac pipet khéng chinh xac.

* Tin hi¢u phan tng khong ro rang.
cdo cuia nha san xuat
e Thuc hién dang, da cac budc trong

quy trinh xét nghi¢m

TAI LIEU THAM KHAO
1. H6 Huynh Thuy Duong (1997). Cac phuong phép tach chiét axit
nucleic. Sinh hoc phan tir. NXB Gido Duc, trang 124-125.
2. A.Rolfs et at (1992). PCR:Clinical Diagnosis and Research. Springer Verlag,
Berlin.
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PCR CHAN POAN BENH ALPHA THALASSEMIA (05 POT BIEN)
PCR DETECTION OF ALPHA THALASEMIA GENE MUTATION (5
MUTATIONS)

I.NGUYEN LY

Phan tmg tong hop chudi (PCR) 14 phan tmg cho phép nhan ban chinh xac
mot trinh ty ADN quan tdm 1én hang triéu 1an. Str dung phuong phap PCR thong
thuong vé1 mot cap moi dic trung chi phat hién dugc mot dot bién. Dé phat hién
nhiéu hon mot dot bién s& phai 1am nhiéu xét nghiém PCR. C6 rat nhiéu loai dot
bién gdy bénh anpha Thalassemia. Trong trudng hop nay st dung ky thuat
Multiplex PCR 1a giai phap t6i wu. Pay la phuong phap st dung nhiéu cip moi
trong cting mot phan ing PCR. Nhu vdy chi can mot phan tng Multiplex PCR
chung ta da co thé phat hién dugc nhiéu dot bién cing mot luc.
II. CHI PINH

Str dung cho tit ca nguoi bénh c6 chan doan Alpha-Thalassemia.
III. CHONG CHI PINH

Khong c6 chng chi dinh.
IV. CHUAN BI
1. Ngwoi thuce hién

K¥ thuat vién xét nghi¢m sinh hoc phan tir da duoc dao tao.
2. Phuong tién - Héa chat
2.1. Phuwong tién

- May PCR;

- Hé thong may dién di, hé théng dén cuc tim soi gel, hé théng may chup
anh;

- Budng vo trung (biology cabinet);

- May ly tam toc do cao (téc do t6i da 14.000 vong/phit);

- May vortex;

- Cac loai pipet 10 pl, 20 pl, 200 ul, 200 pl, 1000 pl;

- Pau con ¢ mang loc;

- Ong eppendorf 1,5 ml vo tring, khong c6 enzym nucleaza;

- Ong PCR 0,2 ml v tring, khong c6 enzym nucleaza;

- Tt lanh 4-8°C, tii &m sau -20°C;

- Gang tay.
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2.2. Héa chit
- Kit tich ADN thuong mai hodc cac hoa chét can thiét cho tach chiét thu
cong ADN (proteinase K, dém ly giai té bao, phenol/chloroform, con tuyét ddi).
- Hoa chét chay PCR gém: Pém, MgCl,, dNTPs, enzym kéo dai chudi,

nudc khir ion vo trung.

- Cac mdi dic hiéu gdm 12 mdi dé xac dinh dong thoi 5 dot bién mat

doan; déng thoi cho biét tinh déng hop, di hop tir dot bién va 1 cap moi st dung

lam chimg noi kiém (Internal control). Theo bang sau:

Moi

Trinh ty

SEA CF

5’-CTC TGT GTT CTC CAG TAT TGG AGG GAAGGAG-3¥

SEANR

5’ -TGA AGA GCC TGC AGGACCAGG TCAGTGACCG-¥

SEA MR

5’ -ATA TAT GGG TCT GGA AGT GTATCCCTC CCA -3’

FIL MF

5’ - AAG AGA ATA AACCACCCAATTTTT AAATGGGCA -3

FIL MR

5’ -GAG ATAATAACCTTT ATC TGC CAC ATG TAG CAA -3’

THAI MF

5’ - CAC GAG TAA AAC ATC AAG TACACT CCAGCC-3

THAI MR

5’-TGG ATC TGC ACCTCT TGG GTAGGT TCT CTACC -3’

a2/3.7F

5’-CCCCTCGCCAAGTCCACCC-3¥

3.7/20.5R

5’-AAAGCACTCTGAGGG TCCAGCG -3¥

o2 R

5’-AGA CCAGGAAGGGCCGGTG-3¥

42R

5’-CCCGTT GGATCT TCT CATTTCCC -3’

4.2 F

5°-GGT TTACCCATG TGG TGC CTC - 3°

- Thach agarose, dém tra mau, thang chuan ADN.

- Thudc nhudm ethidium bromide.
3. Bénh pham
2 ml méu ngoai vi dung trong 6ng chdng déong EDTA.

4. Phiéu xét nghiém

Co day du cac thong tin can thiét vé nguodi bénh, vé chan doan va yéu cau

xét nghiém.

V. CAC BUOC TIEN HANH
1. LAy bénh pham

2 ml mau ngoai vi chong dong bang EDTA.
2. Tién hanh k§y thuat
2.1. Tach chiét ADN

Xem bai “ Tach chiét ADN tir mau ngoai vi”
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2.2. Thuc hign phéin ing Multiplex PCR phdt hién 5 dét bién bénh alpha
thalassaemia.

STT Sinh pham Thanh phan (ul)/1 pw
1 H,0 5,5
2 2X GoTag Green MM 12,5
3 DMSO 1,0
4 Hon hop moi 5,0
5 DNA 1,0
Téng thé tich 25,0
- Ly tdm nhe dé cac thanh phan lang xudng day dng hoan toan
- bidt vao may PCR
- Chon chuong trinh
- Bam start dé may chay

2.3 Dién di san pham PCR
2.3.1. Chuan bj gel agarose
- Can 1 g agarose cho vao binh thuy tinh chiu nhiét.
- Thém 100 ml dém dién di (TAE 1X /TBE 1X...) vao binh, lic déu.
- Pun mdi lan 1 phut trong 10 vi sdng dén khi agarose tan hoan toan.
- Dé 4m dén 60° rdi db vao khay da cim lugc.
- PBé nhiét do phong 30 phat dé thach dong roi mdi rat luge ra.
2.3.2. bién di
- L4y 5 pl san pham PCR + 1 pl dém tra mau + 4 pl dH,0
- Tron déu va nho vao cac giéng theo thir tu
- Nhoé 3 pl marker ADN vao giéng ké tiép
- bét ban gel vao may dién di
- P6 dém dién di ngap ban gel va chay & 100 V trong 20 pht
- Nhuom bén gel vd1 dung dich ethidium bromide trong 5 phut
VI. NHAN PINH KET QUA
Két qua duong tinh néu nhin thay vach sang duéi dén UV, san pham c6
kich thudc phu hop theo 1y thuyét.
VII . NHUNG SAI SOT VA XU TRI
SAI SOT XU TRi
=Liy mau khong du hosc sai chat =Thyc hién theo dung huéng dan qui
chéng dong. cach lay mau.
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= Thao tac pipet khéng chinh xac. = Str dung pipet theo diing thé tich quy
dinh.
* Tin hi¢u phan tng khong ro rang. = Bao quan hoa chét ding theo khuyén
C40 cuia nha san xuat
* Thyc hién dang, da cic budc trong

quy trinh xét nghiém.

TAI LIEU THAM KHAO
1. Chong et al., Single-tube multiplex-PCR screen for common deletional
determinants of a-thalassemia. Blood 2000;95:360-362.
2. Old JM DNA-based diagnosis of the hemoglobin disorders. In: Steinberg MH,
Forget PG, Higgs DR, Nagel RL (eds) Disorders of Hemoglobin: Genetics,
Pathophysiology, and Clinical Management. Cambridge University Press,
Cambridge, UK(2001). pp 941-57.

176



KY THUAT NESTED RT-PCR PHAT HIEN GEN LAI BCR/ABL
NESTED RT-PCR DETECTION OF BCR/ABL FUSION GENE

I.NGUYEN LY

K¥ thuat “ nested” RT-PCR duya trén nguyén ly chung cua k¥ thuat PCR:
str dung hoat tinh tong hop ADN ctia enzym Taq-polymerase; cling véi cac vt
liu co ban gdbm cac bazo nito tu do (ANTPs), hai doan mdi: mdi xudi (forward
primer) va mdi ngugc (reverse primer) dé nhan ban doan gen quan tdm. Do ddi
tugng can khuéch dai cua k¥ thuat RT-PCR 1a ARN thong tin vi vAy phan tng
“nested” RT-PCR s& gdm c6 3 budc co ban nhu sau:

Buée 1 - RT (reverse transcription - phién mé ngwoc): 1a budc chuyén
d6i ARN soi khuon thanh sgi ADN b6 tro (ADNCc), duogc thuc hién bo1 enzym
phién ma ngugc (reverse transcriptase).

Buwée 2 - PCRvONg 1 : st dung san pham cua bude 1 1am khudn dé thuc
hién phan tmg PCR véi su tham gia ctia cdp moi vong ngoai (external primer) dé
nhan ban vung gen cé chtra trinh ty gen dich BCR-ABL.

Buérc 3 - PCR vong 2: san pham PCR vong 1 duoc sir dung 1am khuon dé
thuc hién phan tmg PCR 1an 2 véi su tham gia ctia cip mdi vong trong (internal
primer) dé nhan ban chinh x4c doan gen dich.

II. CHI PINH

Str dung cho tat ca nguoi bénh c¢6 chan doan CML/ALL/CLL.
III. CHONG CHI PINH

Khéng c6 chng chi dinh.

IV. CHUAN BI
1. Ngwoi thuce hién

K¥ thuat vién xét nghiém sinh hoc phan tir da dugc dao tao.
2. Phuong tién - Héa chat
2.1. Phuwong tién

- Méy PCR;

- Hé thdng may dién di, hé thong dén cuc tim soi gel, hé théng may chup
anh;

- Tt hat hoa chat (chemical fume hood);

- Budng vo trung (biology cabinet);

- May ly tam toc d6 cao (téc do t6i da 14.000 vong/phit);
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- May vortex;

- Cac loai pipet 10 pl, 20 pl, 200 ul, 200 pl, 1000 pl;

- Pau con ¢ mang loc;

- Ong eppendorf 1,5 ml v6 tring, khong c6 enzym nucleaza;

- Ong PCR 0.2 ml v trung, khong c6 enzym nucleaza;

- T lanh 4-8°C, ti 4m sau -20°C;

- Gang tay.

2.2. Héa chit

- Dung dich Ficoll hodc dung dich ly giai té bao hong cau gdbm cac mudi
MgCI2, Tris-HCI, NacCl.

- Sur dung kit tich ARN thuong mai. Néu tach thu cong thi st dung céc
sinh pham can thiét dé tach chiét ARN nhu glycogen, proteinase K, dém ly giai
té bao, phenol/chloroform, con tuyét ddi.

- Hoéa chat chay nested RT-PCR: kit tong hop ADNc, kit RT-PCR
onestep, PCR supermix. Néu khong sir dung kit thwong mai thi st dung cac
thanh phan riéng 1é nhu: Pém, MgCl,, dNTPS, enzym phién mi nguoc, enzym
kéo dai chudi, moi oligodT hodc moi ngau nhién (random primer), cac cip mdi
dac hiéu, nudc khir ion vo trung.

- Hoa chét dién di: thach agarose, dém tra mau, thang chuan ADN, thubc
nhuom ethidium bromide.

3. Bénh pham

2 ml méau ngoai vi dung trong 6ng chong dong EDTA.
4. Phiéu xét nghiém

C6 day du cac thong tin can thiét vé ngudi bénh, vé chan doan va yéu cau
xét nghiém.

V. CAC BUOC TIEN HANH
1. Lay bénh pham
2 ml mau ngoai vi hodc dich tiy xuong chéng dong bang EDTA
2. Tién hanh k§y thuat
Buéc 1: Tach chiét ARN:

Xem bai “Tach chiét ARN tir mau ngoai vi/tily xuong
Buwéc 2: Thiee hién phan ving RT-PCR vong 1(thao tic ¢ 4°C)

- Pua céc thanh phan can thiét ciia phan Gmg ra nhiét d6 phong 10 phat dé

ra dong hoan toan.
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- Tron 14n céc thanh phan sau vao mot dng eppendorf 0,2 ml: master mix
(43 bao gdm dém, dNTPs, MgCl,), cip mdi vong ngoai, hdn hop enzym phién
mi ngugc va enzym tong hop chudi (Tag-platinum), nudc khir ion vo triung,

ARN khuon, dugc trinh bay nhu bang dudi day:

STT Sinh pham Thanh phan (ul)/1 pi

1 Pém 12,5

2 ARN 100 ng

3 Moi xudi (10pM/ pl) 1,0

4 Moi nguoc (10pM/ pl) 1,0

5 Tag-platinum 05U

6 H,0 Du thé tich 25 pl
T(R)ng thé tich 25,0

- Ly tdm nhe dé cac thanh phan lang xudng day dng hoan toan

- bidt vao may PCR

- Chon chuong trinh

- Bam start d¢ may chay
Buéc 3: Thuc hién phdn teng PCR vong 2 (thao tic 6 4°C)

- Pua céc thanh phan can thiét ciia phan (mg ra nhiét d6 phong 10 phat dé
ra dong hoan toan.

- Tron 1an céac thanh phan sau vao mot dng eppendorf 0,2 ml: Master mix
(43 bao gdm dém, dNTPs, MgCl,), cip mdi vong trong dic hiéu cho t6 hop gen
BCR-ABL, enzym tong hop chudi, nudc khir ion v tring, san pham RT-PCR
vong 1, dugc trinh bay nhu bang dudi day:

STT Sinh pham Thanh phan (ul)/1 pi

1 Pém 12,5

2 San pham PCR vong 1 1

3 Moi xudi (10pM/ pl) 1,0

4 Moi nguge (10pM/ pl) 1,0

5 Enzym 05U

5 H,O Pu thé tich 25 p
Tong thé tich 25,0
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- Ly tam nhe d¢ cac thanh phan lang xudng day 6ng hoan toan;

- Dat vao may PCR;

- Chon chuong trinh;

- Bam start dé may chay.

Buéc 4. Dién di san pham PCR
Chuén bi gel agarose:

- Can agarose cho vao binh dun gel (néng d6 1% = 1gram/100ml);

- Thém dém TBE 1X hodc TAE 1X vao binh, lic déu;

- Pun s6i dén agarose tan hoan toan;

- Pé 4m dén 60°C rdi d6 vao khay gel;

- Pé nhiét d6 phong 30 phut dé gel 6n dinh.

Dién di:

- Pait gel vao khay dién di, d6 ddy dém chay va rat luoc tir tir ra khoi gel

dé tranh v& giéng;

- Chuan bi hén hop: 5ul san pham PCR + 1 pl loading dye 10X + 4 pl

dH0.

- Tron déu va bom vao cac giéng theo thir tu da danh dau;

- St dung 3 ul ADN ladder dé 1am thang tinh toan kich thudc san pham;

- Dién di trong khoang 30-40 phut, 110V;

- Nhudm bén gel v61 dung dich Ethidium bromide trong 5 phut va soi,

chup anh trén den soi gel UV.
VI. NHAN PINH KET QUA

Két qua duong tinh néu nhin thay vach sang dudi dén UV, san pham c6
kich thudc phu hop theo 1y thuyét .

Trong trudng hop san pham PCR c6 biang khong rd rang, nhiéu bang
khong dic hiéu hoic ddi chimg khong chinh xéac thi phai ldp lai xét nghiém.
VIL. NHUNG SAI SOT VA XU TRi

SAI SOT XU TRI

=Liy mau khong du hodc sai chit =Thuc hién theo dung hudng dan qui

chbng dong. cach lay mau.
= Thao tac pipet khéng chinh xac. = Str dung pipet theo diing thé tich quy
dinh.
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* Tin hi¢u phan trng khong 1o rang. * Bdo quan hoa chat dung theo khuyén
cao cua nha san xuat
* Thuc hi¢n dang, du cac budc trong

quy trinh xét nghiém.

TAI LIEU THAM KHAO
1. Hb Huynh Thuy Duong (1997). Cac phuong phap tach chiét axit
nucleic. Sinh hoc phan tr. NXB Giao Duc, trang 124-125.
2. A.Rolfs et at (1992). PCR:Clinical Diagnosis and Research. Springer Verlag,
Berlin.
3. van Dongen JJ, Macintyre EA, Gabert JA, et al. StADNardized RT-PCR
analysis of fusion gene transcripts from chromosome aberrations in acute
leukemia for detection of minimal residual disease. Leukemia 1999;13,1901-28.
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PINH LUQNG GEN BENH MAU AC TiNH BANG KY THUAT REAL-
TIME PCR
QUANTITATIVE REAL-TIME PCR OF GENES INVOLVED IN
MALIGNANT HEMATOPOIETIC DISEASES

I. NGUYEN LY

St dung phuong phap Real-time-PCR dinh lugng ARNm cua gen ung thu
nhim muc dich du doan thoi diém bénh tai phat dé ngin chin trude khi tai phat.
Dua trén sy kiém soat lugng huynh quang tiéu ton trong phan tGng c6 thé xac
dinh s6 luong ARNm cua gen ung thu tai thoi diém d6. Pong thoi trong phan
tmg dinh luong cung lac 2 gen: gen ung thu can theo ddi va gen tham chiéu
(housekeeping gen - 1a gen c6 téc do biéu hién nhu nhau & ca té bao ung thu va
té bao lanh) s& cho phép danh gia mirc do hoat dong cua gen ung thu so voi gen
tham chiéu ¢ ciing mot thoi diém trong toan bd qua trinh theo ddi théng qua ty
1¢ s6 lugng ARNm ctia gen ung thu/sd lugng ARNm gen tham chiéu. S6 luong
ARNm cta gen ung thu ting dan 1a dau hiéu gen ung thu bat dau hoat dong tro
lai.
II. CHI PINH

Xeét nghiém nay dugce chi dinh trude va trong subt quéa trinh diéu tri cho
cac ngudi bénh dang diéu tri theo phac dd nham dich.
III. CHONG CHI PINH

Khéng c6 chbng chi dinh.
IV. CHUAN BI
1. Ngwoi thuce hién

- K¥ thuat vién xét nghiém sinh hoc phan tir da dugc dao tao
2. Phuong tién - Héa chat
2.1 Phwong tién

- Hé thong may real-time PCR

- Tt hat hoa chit (chemical fume hood)

- Budng vo trung (biology cabinet).

- May ly tam toc d6 cao (téc do t6i da 14.000 vong/phit).

- May vortex.

- Cac loai pipet 10 pl, 20 pl, 200 ul, 200 pl, 1000 pl.

- Pau con c6 mang loc.
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- Ong eppendorf 1,5 ml v6 trung, khong c6 enzym nucleaza.

- Ong PCR 0,2 ml v triung, khong c6 enzym nucleaza.

- Ta lanh 4-8°C, ti 4m sau -20°C,

- Gang tay.

2.2 Héa chit

- Dung dich Ficoll hodc dung dich ly giai té bao hong ciu gdbm cac mudi
MgCI2, Tris-HCI, NaCl.

- Sir dung kit tach ARN thuong mai. Néu tach thi cong thi st dung cic
sinh pham can thiét dé tach chiét ARN nhu glycogen, proteinase K, dém ly giai
té bao, phenol/chloroform, con tuyét ddi.

- Hoéa chat cho phan tng dinh luong biéu hién gen: kit thuong mai. Néu
khong str dung kit thwong mai thi sitr dung cac thanh phan riéng 1é nhu: Pém,
MgCl,, dNTPs, enzym phién ma nguoc, enzym kéo dai chudi, méi oligodT hoic
moi ngﬁu nhién (random primer), cac cap mdi va probe dac hi¢u, nude khir ion
vo trung.

3. Bénh pham

2 ml méau ngoai vi dung trong 6ng chong dong EDTA.
4. Phiéu xét nghiém

C6 day du cac thong tin can thiét vé ngudi bénh, vé chan doan va yéu cau
xét nghiém.

V. CAC BUOC TIEN HANH
1. Lay bénh pham

2 ml méau ngoai vi hodc dich tiiy xwong chong dong bang EDTA
2. Tién hanh k§y thuit
Buérc 1: Tach chiét ARN

Xem bai “Téach chiét ARN tir mau ngoai vi/tiy xuong
Budc 2: Thuc hién phan irng ADNc¢

Str dung mdi ngiu nhién 6 nucleotit (random hexamer primers) va enzym
Reverse Transcriptase dé chuyén hoa ARN thanh ADN thong qua cac chu trinh
nhiét chuyén biét.

Buéc 3: Thwe hién phan trng real-time PCR

Chuan bi cac mau chuan:

Moi loai gen can dinh luong phai c6 t6i thi€u 3 mau chuan (mau chuan la

cac mau ARN dich di biét truée ndng do, thudng sir dung mau chuin & 3 do pha
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lodng lién tiép) va mot mau dbi chung 4m dé kiém soat ngoai nhiém (thudng st
dung H,0 da khir cac enzym phan hiuy ADN va ARN hodc dém Tris- EDTA 1M,
pH=7.5).
Chuan bi phéan mg:

- Ghi tén cac 6ng theo thir tu.

- Mdi 6ng phan tmg bo sung du cc thanh phan phan tng:

+ San phdm ADNc + master mix theo ndng do khuyén cao (néu st dung
kit dinh lugng ché tao sin).

+ San pham ADNc + buffer+ enzym+ primer+ probe theo dang néng do
d3 t6i vu (néu sir dung cac thanh phan riéng 1¢).

- Pat cac 6ng phan tng vao cac vi tri trén may.

Chuén bi chuong trinh trén may

- Cai dat so do giéng theo diing cac vi tri 6ng da dit trén may, nhap thong
tin mau va cac néng d6 miu chuan theo dung yéu cau, chon kénh mau huynh
quang tuong thich.

- Cai dit chuong trinh chay theo ché d6 luin nhiét khuyén céo cua kit
hogc ché d¢ luan nhiét da t6i vu dugc.

- Chon vi tri luu két qua sau khi két thuc chuong trinh chay.

- Bam start dé bt dau chay theo chuong trinh da chon.

Buéc 4: Phén tich két qua

- Sau khi két thic chuong trinh chay, tat ca cac két qua duogc hién thi lén
man hinh.

- Kiém tra cac dudng chuan va mau doi chimg am trudc.

+ Néu dat yéu cau (theo hudéng dan cua kit sir dung hoic theo két qua ly
thuyét da t6i wu) thi tiép tuc phén tich cac mau khéc theo két qua thu duoc.

+ Néu khong dat yéu cau (mau chuan khong c6 tin hiéu huynh quang,
mau d6i ching am bi nhiém thanh duong tinh....) thi khong du co s¢ dé phan
tich cdc mau khac. Trong trudng hop ndy phai lip lai xét nghiém sau khi da tim
ra nguyén nhan sai sot & xét nghiém trudce.

VI. NHAN PINH KET QUA

Nhén dinh két qua theo cac két qua thu duoc bang cach tinh toan ty 18

ARNm gen ung thu/ ARNm gen tham chiéu.
VIL. NHUNG SAI SOT VA XU TRi
SAI SOT XU TRi
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= Liy mau khong du hodc sai chat Thuc hién dung huéng dan qui cach

chng dong. ldy mAu.

= Thao tac pipet khong chinh xéc. = St dung pipet theo dung thé tich
quy dinh.

* Tin hi¢u phan img khong 6 rang. = Bao quan hoa chat ding theo

khuyén cdo ctia nha san xuat
* Thyc hién dung, du cac budc

trong quy trinh xét nghiém.

TAI LIEU THAM KHAO
1. Pham Hung Van (2009). Real-time PCR. PCR va Realtime PCR - cac van dé
co ban va cac ap dung thudng gip. Nha xuét ban y hoc, trang 60-65.
2. J Gabert et at (2003). Standardization and quality control studies of “real-
time” quantitative reverse transcriptase polymerase chain reaction of fusion gene
transcripts for residual disease detection in leukemia - A Europe Agains Cancer
. Leukemia 17, 2318-2357.
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XET NGHIEM PHAT HIEN SU TON TAI CUA GEN BENH BANG KY
THUAT RT-PCR
DISEASE GENE DETECTION BY REVERSE
TRANSCRIPTIONPOLYMERASE CHAIN REACTION (RT- PCR)

I.NGUYEN LY

K¥ thuat RT-PCR dya trén nguyén ly chung cia k¥ thuit PCR: st dung
hoat tinh tong hop ADN cua enzym Taq-polymerase; cing véi cac vat lidu co
ban gdm cac bazo nito tu do (ANTPs), hai doan mdi: moi xudi (forward primer)
va mdi ngugc (reverse primer) dé nhan ban doan gen quan tdm. Do ddi tuong
can khuéch dai cia k¥ thuat RT-PCR 1a ARN thong tin vi vay phan ung RT-
PCR s& gdm c6 2 budc co ban nhu sau:

Buérc 1 - RT (reverse transcription - phién mé ngwec): 1a budc chuyén
d6i ARN soi khuon thanh sgi ADN bb trg (ADNc), duoc thuc hién boi enzym
phi€én ma ngugc (reverse transcriptase).

Buéc 2 - PCR: sir dung san pham ADNc cta budc 1 lam khudn dé thuc
hién phan tmg PCR véi sy tham gia cta cip moi dic hiéu dé nhan ban chinh xéac
doan gen dich.

II. CHI PINH
Xét nghiém nay chi dinh cho tt ca cac ngudi bénh mac bénh mau do cac
bat thuong gen dic hiéu.
I11. CHONG CHI PINH
Khéng c6 chng chi dinh.
IV. CHUAN BI
1. Ngwoi thuce hién

K¥ thuat vién xét nghiém sinh hoc phan tir da dugc dao tao.
2. Phuong tién - Héa chat
2.1. Phwong tién

- Méy PCR;

- Hé thdng may dién di, hé thong dén cuc tim soi gel, hé théng may chup
anh;

- Tt hat hoa chat (chemical fume hood);

- Budng vo trung (biology cabinet);

- May ly tam tdc d6 cao (téc do t6i da 14.000 vong/phit);
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- May vortex;

- Céc loai pipet 10 pl, 20 pul, 100 pl, 200 pl, 1000 pl;

- Pau con ¢ mang loc;

- Ong eppendorf 1,5 ml v6 tring, khong c6 enzym nucleaza;

- Ong PCR 0.2 ml v trung, khong c6 enzym nucleaza;

- T lanh 4-8°C, ti 4m sau -20°C;

- Gang tay.

3.2. Héa chit

- Dung dich Ficoll hoic dung dich ly giai té bao hong cau gdm cac mudi
MgCI2, Tris-HCI, NacCl.

- Sur dung kit tich ARN thuong mai. Néu tach thu cong thi st dung céc
sinh pham can thiét dé tach chiét ARN nhu glycogen, proteinase K, dém ly giai
té bao, phenol/chloroform, con tuyét doi.

- Hoéa chat chay RT-PCR: kit RT-PCR onestep. Néu khong su dung kit
thuong mai thi st dung cac thanh phan riéng 1¢ nhu: Pém, MgCl,, dNTPs,
enzym phién ma nguogc, enzym kéo dai chudi, moi oligodT hoic mdi ngiu nhién
(random primer), cip mdi ddc hiéu, nudc khir ion vo tring.

- Hoa chét dién di: thach agarose, dém tra mau, thang chuan ADN, thubc
nhudm ethidium bromide.

3. Bénh pham

2 ml méau ngoai vi dung trong 6ng chong dong EDTA.
4. Phiéu xét nghiém

C6 day du cac thong tin can thiét vé ngudi bénh, vé chan doan va yéu cau
xét nghiém.

V. CAC BUOC TIEN HANH
1. Lay bénh pham
2 ml mau ngoai vi hodc dich tiy xuong chéng dong bang EDTA
2. Tién hanh k§y thuat
Buéc 1: Tach chiét ARN:
Xem bai “Tach chiét ARN tir mau ngoai vi/tily xuwong
Buwéc 2: Thye hién phén vng tong hop ADNc (thao tic 6 4°C)

Str dung mdi ngiu nhién 6 nucleotit (random hexamer primers) va enzym

Reverse Transcriptase dé chuyén hoa ARN thanh ADN thong qua cac chu trinh

nhiét chuyén biét.
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Buwéc 3: Thuec hién phén ting PCR (thao tic 6 4°C)

- Pua céc thanh phan can thiét ctia phan tmg ra nhiét dé phong 10 phat dé
ra dong hoan toan.

- Tron 14n céc thanh phan sau vao mot dng eppendorf 0,2 ml: master mix
(d3 bao gém dém, dNTPs, MgCl,), cip moi cho gen dich, enzym tong hop

chudi, nude khir ion vo trung, san pham ADNc, duoc trinh bay nhu bang dudi

day:
STT Sinh pham Thanh phan (ul)/1 p&

1 bém 12,5

2 San pham ADNc 1

3 Moi xudi (10pM/ pl) 1,0

4 Moi nguoc (10pM/ pl) 1,0

5 Enzym 05U

5 H,0 Pu thé tich 25 pl
Tong thé tich 25,0

- Ly tdm nhe dé cac thanh phan ling xudng day dng hoan toan;

- Dat vao may PCR;

- Chon chuong trinh;

- Bam start dé may chay.
Buwéc 4: Dién di san phim PCR
Chuén bi gel agarose:

- Can agarose cho vao binh dun gel (nong do 1% = 1gram/100ml);

- Thém dém TBE 1X hodc TAE 1X vao binh, lic déu;

- Pun s6i dén agarose tan hoan toan;

- Dé 4m dén 60°C rdi d6 vao khay gel;

- Bé nhiét do phong 30 phat dé gel 6n dinh.
Dién di:

- Pit gel vao khay dién di, d6 ddy dém chay va rat luoc tir tir ra khoi gel
dé tranh v giéng;

- Chuan bi hdn hop: 5ul san pham PCR + 1 pl loading dye 10X + 4 pl
dH,0;

- Tron déu va bom vio céac giéng theo thir ty d danh dau;

- Sir dung 3 ul ADN ladder dé lam thang tinh toan kich thudc san pham;
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- bién di trong khoang 30-40 phut, 110V,

- Nhudém ban gel véi dung dich Ethidium bromide trong 5 pht va soi,
chup anh trén den soi gel UV.

VI. NHAN PINH KET QUA

Két qua duong tinh néu nhin thay vach sang dudi dén UV, san pham c6
kich thudc phu hop theo 1y thuyét .

Trong trudng hop san phim PCR c6 biang khong rd rang, nhiéu bang
khéng dic hiéu hoic ddi chimg khong chinh xac thi phai lip lai xét nghiém.
VIL. NHUNG SAI SOT VA XU TRi

SAI SOT XU TRi
=Lidy miu khong dt hoic sai chit =Thyc hién theo ding hudng din qui

chbng dong. cach lay mau.
= Thao tac pipet khdng chinh xac. = Str dung pipet theo diing thé tich quy
dinh.
* Tin hi€éu phan img khong ro rang. = Bao quan hoa chét dung theo khuyén

cdo cua nha san xuat
» Thuc hién dang, du cac budc trong

quy trinh xét nghiém.

TAI LIEU THAM KHAO
1. H6 Huynh Thuy Duong (1997). Cac phuong phap tach chiét axit
nucleic. Sinh hoc phan tir. NXB Gido Duc, trang 124-125.
2. A.Rolfs et at (1992). PCR:Clinical Diagnosis and Research. Springer Verlag,
Berlin.
3. van Dongen JJ, Macintyre EA, Gabert JA, et al. Standardized RT-PCR
analysis of fusion gene transcripts from chromosome aberrations in acute
leukemia for detection of minimal residual disease. Leukemia 1999;13,1901-28.
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PHAT HIEN GEN JAK2 V617F BANG KY THUAT AS-PCR
DETECTION OF JAK2 V617F GENE MUTATION BY AS-PCR

I.NGUYEN LY

Phét hién dot bién JAK2 V617F (Janus Kinase Valin 617 Phenylalamin)
trong cac mau bénh pham cua ngudi mic hoi chung ting sinh tiy man dé gop
phan chan doan, xép loai cac bénh da hong ciu nguyén phat, ting tiéu cau tién
phat, xo tiy nguyén phat phuc vu cho diéu tri bénh.

Pot bién JAK2 V617F duge phat hién b:fmg ky thuat Allen-specific PCR
(AS-PCR). Trong Allen-specific PCR (AS-PCR) nguodi ta thiét ké mot doan
primer c6 trinh tu sai khac so véi trinh tu dac hi€u mot nucleotide & dau 3’ dé
ngin can qua trinh kéo dai chudi ADN cia enzym Taq-polymeraza trong phan
tmg PCR. Trong phuong phap nay, ngudi ta thiét ké hai 6ng phan PCR song
song: dng phan thir nhat st dung cap primer dic hiéu cho allen binh thuong, éng
phan tmg thir hai st dung cip primer dé nhan ban allen d6t bién. Phan tmg AS-
PCR luén c6 it nhat mot san pham: néu ngudi bénh di hop tir thi trong hai éng
phan tng PCR déu c6 mot bang san pham dic hiéu, néu ngudi bénh dong hop tir
mang gen bénh thi chi ¢c6 6ng phan ting 2 c6 bang dic hiéu, con ngudi bénh
d6ng hop tir binh thudng thi chi 6ng phan tmg 1 c¢6 bang san pham dic hiéu.

II. CHI PINH

Xét nghiém nay duogc chi dinh cho tat ca cac nguoi bénh thudc hdi ching

tang sinh tuy man.

III. CHONG CHI PINH
Khong ¢ chong chi dinh.

IV. CHUAN BI

1. Ngudi thuce hién

K¥ thuat vién xét nghiém sinh hoc phan tir da dugc dao tao.
2. Phuong tién - Héa chat
2.1 Phuwong tién

- Méy PCR

- H¢ théng may di¢n di, hé théng den cuc tim soi gel, h¢ théng may chup
anh.

- Budng vo trung (biology cabinet).

- May ly tam tdc d6 cao (téc do t6i da 14.000 vong/phit).
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- May vortex.

- Cé&c loai pipet 10 pl, 20 pl, 100 pl, 200 pl, 1000 pl.

- Pau c6n c6 mang loc.

- Ong eppendorf 1,5 ml vo tring, khong c6 enzym nucleaza.

- Ong PCR 0.2 ml v trung, khong c6 enzym nucleaza.

- Tt lanh 4-8°C, ti 4m sau -20°C.

- Gang tay.
2.2 Héa chit

- Sir dung kit tich ADN thuong mai. Néu tach thu cong thi str dung céc
sinh pham can thiét dé tach chiét ADN nhu proteinase K, dém ly giai té bao,
phenol/chloroform, con tuyét doi.

- Hoéa chat chay PCR gém: bém, MgCl,, dNTPs, enzym kéo dai chudi,
nudc khir ion vo trung, cac cap mdi dic hiéu.

- Hoa chét dién di: thach agarose, dém tra mau, thang chuan ADN, thubc

nhuom ethidium bromide.
3. Bénh pham

2 ml méau ngoai vi dung trong 6ng chong dong EDTA.
4. Phiéu xét nghiém

C6 day du cac thong tin can thiét vé ngudi bénh, vé chan doan va yéu cau
xét nghiém.
V. CAC BUOC TIEN HANH
1. Lay bénh pham

2 ml méau toan phan dung trong ong chéng dong EDTA.
2. Tién hanh k§y thuit
Buéc 1: Tach chiét ADN

Xem bai “Tach chiét ADN tir mau ngoai vi”.
Budc 2: Thuc hién phan irng AS-PCR

- Pua céc thanh phan can thiét ctia phan tng ra nhiét do phong 10 phut dé
ra dong hoan toan.

- Tron 14n céac thanh phan sau vao mot dng 0,2 ml:

Sinh pham S6 lrong (ul)

Buffer 10X 2,5
dNTPs (500pM) 2
MgCl, (25mM) 2
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Primer F( binh thudng/dot bién)

Primer R( binh thudng/dot bién)

Enzym Taq 0,5
Nuclease free H20 25 - X

ADN khubn (100 ng) X

Tong thé tich 25

(x: thé tich ADN dat nong dé 100 ng)
- Ly tdm nhe dé cac thanh phan lang xudng day dng hoan toan
- Dat vao may PCR
- Chon chuong trinh
- Bam start dé may chay.
Budéc 3: Pién di sin pham PCR
Chuén bi gel agarose:
- Can 1 g agarose cho vao binh thuy tinh chiu nhiét.
- Thém 100 ml dém dién di (TAE 1X /TBE 1X...) vao binh, lac déu.
- Pun mdi 1an 1 phit trong 16 vi song dén khi agarose tan hoan toan.
- Bé 4m dén 60° roi dd vao khay da cim lugc.
- Pé nhiét d6 phong 30 phut dé thach dong rdi mai rut luoc ra.
Dién di:
- Lay 5 pl san pham PCR + 1 pl dém tra miu 6X + 4 ul dH,0
- Tron déu va nho vao cac giéng theo thir tu
- Nho 3 pl marker ADN vao giéng ké tiép
- bat ban gel vao may di¢n di
- P6 dém dién di ngap ban gel va chay ¢ 100 V trong 20 phut
- Nhudém ban gel véi dung dich ethidium bromide trong 5 phut
VI. NHAN PINH KET QUA
Két qua duong tinh néu nhin thdy vach sang dudi dén UV, san pham co6
kich thudc pht hop theo 1y thuyét.
VIL. NHUNG SAI SOT VA XU TRi
SAI SOT XU TRi

=Liy mau khong du hodc sai chit =Thuc hién theo dung hudng dan qui

chbng dong. cach 1y mau.
= Thao tac pipet khéng chinh xac. = Str dung pipet theo diing thé tich quy
dinh.
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* Tin hi¢u phan trng khong 1o rang. = Bao quan hoa chat ding theo khuyén
c4o ctia nha san xuat
* Thuc hi¢n dang, du cac budc trong

quy trinh xét nghiém.

TAI LIEU THAM KHAO
1. A.Rolfs et at (1992). PCR:Clinical Diagnosis and Research. Springer
Verlag, Berlin.
2. Baxter EJ, Scott LM, Campbell PJ et at. Acquired mutation of the
tyrosine kinase JAK2 in human myeloproliferative disorders. Lancet
2005; 365:1054-61.
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XET NGHIEM PHAT HIEN POT BIEN GEN BANG KY THUAT
MULTIPLEX PCR
(Phat hién cung lic nhiéu dot bién)
MULTIPLE GENE MUTATIONS DETECTION BY MULTIPLEX PCR

I.NGUYEN LY

Phan {mg tong hop chudi (PCR) 14 phan tmg cho phép nhan ban chinh xac
mot trinh ty ADN quan tdm 1én hang triéu 1an. Str dung phuong phap PCR thong
thuong voi mot cap moi dic trung chi phat hién dugc mot dot bién. Bé phat hién
nhiéu hon mot dot bién s& phai 1am nhiéu xét nghiém PCR. Vi vay, trong truong
hop bénh do nhiéu dot bién va can xac dinh cac dot bién nay thi nén str dung k¥
Multiplex PCR. Pay 1a phuong phap st dung nhiéu cip moi trong cling mot
phan tmg PCR cho phép phat hién duoc dong thoi nhiéu dot bién.
II. CHI PINH

Xeét nghiém nay dugc chi dinh cho tAt ca céac nguoi bénh méc bénh mau
do cac dot bién gen.
III. CHONG CHI PINH

Khong c6 chng chi dinh.
IV. CHUAN BI
1. Ngwoi thuce hién

K¥ thuat vién xét nghiém Sinh hoc phan tor da dugc dao tao.
2. Phuong tién - Héa chat
2.1. Phuwong tién

- May PCR;

- Hé thong may dién di, hé théng dén cuc tim soi gel, hé théng may chup
anh;

- Budng vo tring (biology cabinet);

- May ly tam toc d6 cao (tbc do toi da 14.000 vong/phut);

- May vortex;

- Cac loai pipet 10 pl, 20 pl, 200 ul, 200 pl, 1000 pl;

- Pau c6n c6 mang loc;

- Ong eppendorf 1,5 ml vo tring, khong c6 enzym nucleaza;

- Ong PCR 0,2 ml v tring, khong c6 enzym nucleaza;

- Tu lanh 4-8°C, ti am sau -20°C;
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- Gang tay.
2.2. Hoa chat

- Kit tich ADN thuong mai hodc cac hoa chét can thiét cho tach chiét thu
cong ADN (proteinase K, dém ly giai té bao, phenol/chloroform, con tuyét ddi).

- Hoéa chat chay PCR gém: Pém, MgCl,, dNTPs, enzym kéo dai chudi,
nudc khir ion vo trung.

- Cac cap moi dic hiéu cho cac dot bién can xac dinh va 1 cap moi st
dung lam chimg ndi kiém (Internal control).

- Thach agarose, dém tra mau, thang chuan ADN.

- Thudc nhudm ethidium bromide.
3. Bénh pham

2 ml méau ngoai vi dung trong 6ng chong dong EDTA.
4. Phiéu xét nghiém

C6 day du cac thong tin can thiét vé ngudi bénh, vé chan doan va yéu cau
x€t nghiém.
V. CAC BUOC TIEN HANH
1. Lay bénh pham

2 ml méu ngoai vi chong dong bang EDTA.
2. Tién hanh k§y thuat
Buée 1. Tich chiét ADN

Xem bai “Tach chiét ADN tir mau ngoai vi”
Buwoc 2. Thuc hién phan wrng Multiplex PCR

- Pua céc thanh phan can thiét ciia phan (mg ra nhiét d6 phong 10 phat dé
ra dong hoan toan.

- Tron 14n cac thanh phan sau vao mot dng 0,2 ml: Buffer, INTPs, MgCI2
(néu trong Buffer chua c6), hon hgp moi (gdm C&c cip moi phat hién dot bién
dugc tron theo ty 1€ nhat dinh), enzym Taq polymerase, nudc khir ion vo trung,
ADN khuon.

- Ly tdm nhe dé cac thanh phan ling xudng day dng hoan toan.

- Dat vao may PCR.

- Chon chuong trinh.

- Bam start dé may chay.
Buéc 3: Dién di san pham PCR

Chuén bi gel agarose:

195



- Can 1 g agarose cho vao binh thuy tinh chiu nhiét.
- Thém 100 ml dém dién di (TAE 1X /TBE 1X...) vao binh, lic déu.
- Pun mdi 1an 1 phat trong 16 vi sdng dén khi agarose tan hoan toan.
- Dé 4m dén 60° roi d6 vao khay da cam luoc.
- Pé nhiét d6 phong 30 phut dé thach dong rdi mai rut luoc ra.
Pién di:
- LAy 5 pl san pham PCR + 1 pl dém tra mau + 4 pl dH,0
- Tron déu va nho vao cac giéng theo thir ty
- Nho 3 pl marker ADN vao giéng ké tiép
- bat ban gel vao may dién di
- P6 dém dién di ngap ban gel va chay ¢ 100 V trong 20 phut
- Nhudém ban gel véi dung dich ethidium bromide trong 5 phut
VI. NHAN PINH KET QUA
Két qua duong tinh néu nhin thdy vach sang dudi dén UV, san pham c6
kich thudc phu hop theo 1y thuyét.
VII. NHUNG SAI SOT VA XU TRi
SAI SOT XU TRI

=Lidy miu khong dt hoic sai chit =Thyc hién theo ding hudng din qui

chéng dong. cach lay mau.
» Thao tac pipet khéng chinh xac. = Str dung pipet theo ding thé tich quy
dinh.
* Tin hi€u phan img khong rod rang. = Bao quan hoa chéat ding theo khuyén

cdo cua nha san xuat
* Thyc hi¢n dang, du cac budc trong
quy trinh xét nghiém.

TAI LIEU THAM KHAO
1. Hb Huynh Thuy Duong (1997). Cac phuong phap tach chiét axit
nucleic. Sinh hoc phan tir. NXB Gido Duc, trang 124-125.
2. A.Rolfs et at (1992). PCR:Clinical Diagnosis and Research. Springer Verlag,
Berlin.
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PINH LUQNG VIRUS CYTOMEGALO (CMV) BANG KY THUAT
REAL-TIME PCR

I.NGUYEN LY

Str dung k¥ thuat PCR dé nhan ban mot doan gen dac trung cua virus CMV
két hop véi viée bd sung tagman probe - 1a mot chat phat huynh quang vao phan
tmg PCR. Dya vao sy kiém soét so lugng huynh quang tiéu tén trong phan tng
cung voi cac chuan ADN-CMV d biét trude ndng do, phan mém cia hé thong s&
tinh toan va dém duoc sb luong ban sao virus CMV ban dau co trong mau bénh
pham.
II. CHI PINH

Xét nghiém nay chi dinh cho tat ca cac nguoi bénh co biéu hién nhiém
trung sau ghép.
I1I. CHONG CHI PINH

Khong c6 chng chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién

- K¥ thuat vién xét nghiém sinh hoc phan tir da dugc dao tao.
2. Phuong tién - Héa chat
2.1. Phwong tién

- Hé thong may real-time PCR;

- Tt hat hoa chat (chemical fume hood);

- Budng vo trung (biology cabinet);

- May ly tam tdc d6 cao (téc do t6i da 14.000 vong/phit);

- May vortex;

- Cac loai pipet 10 pl, 20 ul, 100 pul, 200 pl, 1000 pl;

- Pau con ¢6 mang loc;

- Ong eppendorf 1,5 ml v trung, khong c6 enzym nucleaza;

- Ong PCR 0,2 ml v tring, khong c6 enzym nucleaza;

- Tu lanh 4-8°C, ti am siu -20°C;

- Gang tay.
2.2 Héa chit
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- Sir dung kit tich ADN thwong mai. Néu tach thu cong thi sir dung cac
sinh phdm can thiét dé tach chiét ADN nhu proteinase K, dém ly giai té bao,
phenol/chloroform, con tuyét doi.

- Kit dinh luong CMV thuong mai hodc cac héa chit can thiét cho phan
ting real-time PCR nhu probe, primer, dNTPs, enzym, cac mau ADN chuén.

3. Bénh phim

2 ml méau ngoai vi dung trong 6ng chdng déng EDTA.
4. Phiéu xét nghiém

C6 day du cac thong tin can thiét vé ngudi bénh, vé chan doan va yéu cau
xét nghiém.

V. CAC BUOC TIEN HANH
1. Lay bénh pham
2 ml méu ngoai vi chong dong bang EDTA.
2. Tién hanh k§y thuit
Buérc 1: Tach chiét ADN
Xem bai “Tach chiét ADN tir mau ngoai vi”
Buéc 2: Thye hién phan ing Real-time PCR

Chuan bi cac mau chuan:

Pé dinh luong phai c6 t6i thiéu 3 mau chuan (mau chuén 14 cac mau ADN
dich d3 biét trudc néng do, thuong st dung miu chuan & 3 d6 pha lodng lién
tiép) va mot mau doi ching am dé kiém soat ngoai nhiém ((thuong stir dung H,0
da khir cac enzym phan huy ADN va ARN hodc dém Tris- EDTA 1M, pH=7,5).
Chuan bi phan mg:

- Ghi tén cac 6ng theo thir tu.

- Mbi éng phan tng b sung du cac thanh phan phan tGng:

+ Mau ADN + master mix theo néng d6 khuyén céo (néu st dung kit
dinh luong ché tao san).

+ Mau ADN+ buffer+ enzym+ primer+ probe theo dung nong do da toi
ru (néu str dung céc thanh phan riéng 18).

- Pit cac 6ng phan tmg vao cac vi tri trén may.

Chuén bi chuong trinh trén may

- Cai dit so do giéng theo ding cac vi tri ong da dat trén may, nhap thong
tin miu va cac nong d6 mau chuin theo dung yéu cau, chon kénh mau huynh

quang tuong thich.
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- Cai dit chuong trinh chay theo ché d6 luan nhiét khuyén cdo cua kit
hogc ché d6 luan nhiét da tbi uu duge.

- Chon vj tri Iuu két qua sau khi két thuc chuwong trinh chay.

- Bam start dé bat dau chay theo chuong trinh da chon.

Budéc 3: Phén tich két qua

- Sau khi két thic chuong trinh chay, tat ca cac két qua dugc hién thi 1én
man hinh.

- Kiém tra cac dudng chuin va mau ddi ching am trude.

+ Néu dat yéu cau (theo hudéng dan cua kit sir dung hoic theo két qua ly
thuyét da t6i wu) thi tiép tuc phan tich cac mau khac theo két qua thu dugc.

+ Néu khong dat yéu cau (mau chuan khong cé tin hiéu huynh quang,
mau d6i ching am bi nhiém thanh duong tinh....) thi khong du co s¢ dé phan
tich cdc mau khac. Trong trudng hop ndy phai lip lai xét nghiém sau khi da tim
ra nguyén nhan sai sot & xét nghiém trude.

VI. NHAN PINH KET QUA
- S6 lugng virus CMV duoc hién thi 1én man hinh sau khi chay, cha y
nhan voi hé sb pha lodng miu néu trude d6 co pha lodng mau dé chay.
VIL. NHUNG SAI SOT VA XU TRi
SAI SOT XU TRI
=iy mau khong du hoic sai = Thuc hién theo ding hudéng dan qui cach
chat chong dong. ldy mau.
=Thao tac pipet khong chinh = Sir dung pipet theo dung thé tich quy dinh.
X&c.
= Tin hiéu phan tng khong rd =Bao quan héa chat ding theo khuyén cio
rang. ctia nha san xudt
» Thuc hién ding, du céc budc trong quy

trinh xét nghiém.

TAI LIEU THAM KHAO
1. Pham Hung Vén (2009). Real-time PCR. PCR va Realtime PCR - cac van dé
co ban va cac ap dung thuong gip. Nha xuat ban y hoc, trang 60-65.
2. A.Rolfs et at (1992). PCR:Clinical Diagnosis and Research. Springer Verlag,
Berlin.
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PHAT HIEN PAO POAN INTRON 22 CUA GEN YEU TO VIII BENH
HEMOPHILIA BANG KY THUAT LONG-RANGE PCR
DETECTION OF INTRON 22 INVERSION OF FACTOR VIII GENE IN
HEMOPHILIA BY LONG-RANGE PCR

I. NGUYEN LY

Hemophilia A 1a mot bénh roi loan dong mau , nguyén nhan la do cac dot
bién trén gen mi hoa yéu t6 VIII. Khoang 50% ngudi bénh hemophilia A thé
ning 1a do dao doan intron 22 ctia gen yéu toVIIL. Pao doan nay xuét hién do su
tai to hop gilra ving 5’ cta gen yéu té VIII (int22h1) voi ving lap lai (ving
tuong dong) & phan cudi cung trén canh dai cia NST X (int22h2 (proximal)
hodc int22h3 (distal)). K§ thuat Longrange PCR véi su két hop cua hai loai
enzym: enzym doc stra va enzym c6 hoat tinh tong hop doan ADN 16n cho phép
khuéch dai cac ving ADN tai t6 hop nay tao ra san pham PCR c6 kich thudce 10-
12kb. San phém PCR nay duogc phat hién khi dién di trén agarose va doc trén hé¢
théng doc gel.
II. CHI PINH

Xét nghiém nay chi dinh cho tat ca cac nguoi bénh mic bénh Hemophilia
A thé nang.
I1I. CHONG CHI PINH

Khéng c6 chéng chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién

- K¥ thuat vién xét nghiém sinh hoc phan tir da dugc dao tao
2. Phuong tién - Héa chat
2.1. Phuwong tién

- May PCR;

- Hé thong may dién di, hé théng dén cuc tim soi gel, hé thong méay chup
anh;

- Budng vo trung (biology cabinet);

- May ly tam toc d6 cao (téc do t6i da 14.000 vong/phit);

- May vortex;

- Cac loai pipet 10 pl, 20 pl, 200 ul, 200 pl, 1000 pl;

- Pau c¢6n c6 mang loc;
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- Ong eppendorf 1,5 ml v trung, khong c6 enzym nucleaza;

- Ong PCR 0,2 ml v6 triung, khdng c6 enzym nucleaza;

- Tu lanh 4-8°C, ti am sau -20°C;

- Gang tay.
2.2 Héa chit

- Sir dung kit tach ADN thuong mai. Néu tach thii cong thi sir dung cac
sinh phdm can thiét dé tach chiét ADN nhu proteinase K, dém ly giai té bao,
phenol/chloroform, con tuyét doi.

- Hoa chét chay Longrange PCR gom: Kit LongRange PCR, MgCl,,
dNTPs, 7-deaza-dGTP, DMSO, enzym kéo dai chudi, nudc khir ion vo trung,

cac cap moi dac hi¢u, theo bang sau:

P | 5GCCCTGCCTGTCCATTACACTGATGACATTATGCTGAC3’(38-mer)

5’"GGCCCTACAACCATTCTGCCTTTCACTTTCAGTGCAATA 3°(3- mer)

5’CACAAGGGGGAAGAGTGTGAGGGTGTGGGATAAGAA 3’ (36-mer)

W > O

5’CCCCAAACTATAACCAGCACCTTGAACTTCCCCTCTCATA3’(40-
mer)

- Hoa chat dién di: thach agarose, dém tra mau, thang chuan ADN, thudc
nhudm ethidium bromide.
3. Bénh pham
2 ml méau ngoai vi dung trong 6ng chong dong EDTA.
4. Phiéu xét nghiém
C6 day du cac thong tin can thiét vé ngudi bénh, vé chan doan va yéu cau
xét nghiém.
V. CAC BUOC TIEN HANH
1. Lay bénh pham
2 ml mau ngoai vi chong dong bang EDTA.
2. Tién hanh k§y thuit
Buérc 1: Tach chiét ADN
Xem bai “Tach chiét ADN tir méu ngoai vi”.
Budce 2: Thuce hién phian ing Long-range PCR
- Ghi tén cac 6ng phan tng.
- Pha 2 master mix PCR trong box v tring tai phong tién PCR theo bang
Sau:
+ Master mix1 (MM1):
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Thanh phin Thé tich
dATP(10mM) 1,25ul
dCTP(10mM) 1,25ul
dTTP (10mM) 1,25ul
dGTP (10mM) 0,625ul

7-deaza-dGTP (10mM) 0,625ul
Oligo-P (10pmoles/ ) 0,5u
Oligo-Q (10pmoles/) 0,5ul
Oligo-A (10pmoles/) 0,2ul
Oligo-B (10pmoles/) 0,2ul
10X buffer 2,0ul
DMSO 0,4ul
+ Master mix 2 (MM2)
Longrange PCR enzym mix (SUI/ pl) 0,5ul
10X longrange PCR buffer 0,5ul
Nudc cat 4,0ul

- Tron déu cac 6ng master mix, ly tim nhe dé dung dich xudng day ong hoan

toan;

- Chia 8.8l MM1 vao cac 6ng PCR 0.2ml di chuan bi;
- B6 sung 10-20ng ADN mau va chimg cing véi nudc khir ion vo tring

cho du thé tich ng phan tng 1a 20pl;

- Chay PCR: Pit 6ng phan tng vao may PCR, 4n start doi khi may da

chay xong chu ky bién tinh 1an dau & 95°C/30s. An “Pause™;

- M& nép 6ng phan tmg, bo sung Sul MM2 vao mdi tube va tron déu bang

pipet. An “Resume”.

Buéc 3: Pién di kiém tra sin pham Longrange PCR

Chuén bj gel agarose;

- Can 0.5 g agarose cho vao binh thay tinh chiu nhiét;

- Thém 100 ml dém dién di (TAE 1X /TBE 1X...) vao binh, lic déu;
- Pun mdi 1an 1 phut trong 16 vi séng dén khi agarose tan hoan toan;
- Pé am dén 60° roi do vao khay da cam luoc;

- Pé nhiét 46 phong 30 phut dé thach dong rdi mai rut luoc ra.

Dién di:

- LAy 5 pl san pham PCR + 1 pl dém tra mau + 4 ul dH,0;
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- Tron déu va nho vao cac giéng theo thir tu;

- Nhoé 3 pl marker ADN vao giéng ké tiép;

- bat ban gel vao may dién di;

- P6 dém dién di ngap ban gel va chay ¢ hiéu dién thé 90volt/1gid, kiém
tra bang, néu co chay tiép it nhat 12 gid (c6 thé chay t6i 21 gid). Néu khong thay
c6 bang dung chay lam lai phan tmg PCR;

- Nhuom ban gel vdi dung dich ethidium bromide trong 5 phut;

- Chup anh gel, in 4nh va ddn vao worksheet.

VI. NHAN PINH KET QUA

Trén hinh anh dién di:

- Mau khong c6 dao doan s& co 02 bing ADN: 10kb, 12kb;

- MAu nam c6 dao doan s& c6 02 bang ADN: 10kb,11Kkb;

- Mau nit ¢6 dao doan di hop tir c6 03 biang ADN: 10kb,11kb,12kb.

VII. NHUNG SAI SOT VA XU TRi
SAI SOT XU TRI
= Liy mdu khong du hodc sai chat e Thyc hién dung hudéng dan qui cach lay
chbng dong. mau.
= Thao tac pipet khdng chinh xac. « Str dung pipet theo dung thé tich quy dinh.

= Tin hiéu phan (mg khong 13 rang.  « Bao quan héa chat dung theo khuyén cdo
ctia nha san xut
Thuc hién dung, da cic budc trong quy

trinh xét nghiém.

TAI LIEU THAM KHAO
1. D J Bowen. Haemophilia A and Haemophilia B: molecular insights. J Clin
Pathol: Mol Pathol 2002; 55:1-8.
2. Keeney S et al. The molecular analysis of haemophilia A: a guideline from
the UK Haemophilia Centre Doctors' Organization Haemophilia Genetics
Laboratory Network. Haemophilia 2005; 11: 387-97.
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CHUONG IV. TRUYEN MAU (Blood Transfution)

XET NGHIEM HOA HQP MIEN DICH PHAT MAU O 22°C
(K¥ thuat gelcard/Scangel)
(Gelcard/ scangel technique for compatibility testing at 22°C)

I.NGUYEN LY
Xét nghiém hoa hop mién dich phat mau & 22°C c6 nguyén ly caa phan ung
ngung két va duoc str dung dé phat hién cac khang thé cé trong huyét thanh caa
ngudi nhan hoic nguodi cho ma cac khang thé ndy cd kha ning giy ngung két
truc tiép hong cau cua ngudi cho hoic ngudi nhan trong méi trudng nuwdc mudi
& 22°C va gay tan mau trong long mach [1], [2], [3].
I1. CHI PINH
Xét nghiém hoa hep mién dich phat mau é 22 T dwoec chi dinh trong nhing
trwong hop sau:
- Truyén méu toan phan, khdi hdng cau con nhiéu huyét tuong, khdi bach cau;
- Truyén khi hong cau con it hozc khdng con huyét tuong;
- Truyén ché pham tiéu cau, huyét tuong.
I11. CHONG CHIi PINH
Khéng cé chdng chi dinh.
IV. CHUAN BI
1. Ngwoi thuc hién
Bac si, cr nhan, k¥ thuat vién, diéu dudng trung hoc.
2. Phwong tién — Hoa chat
2.1. Trang thiét bi
May 1 gelcard chuyén dung; May ly tim gelcard chuyén dung; Mdy ly tim 6ng
thang c6 s6 vong va thoi gian chinh xac dé ly tm 6ng mau; Ta lanh dung sinh
pham...
2.2. Dung cu
Ong nghiém thuy tinh: 12x75mm; Gia cam 6ng nghiém; Khay men hinh chi
nhat: 25x30 cm; But marker; Pipet nhua; Pipet tu dong; PAu con cac loai; Hop
dung dau con; Gia d& gelcard.
2.3. Thuéc ther va hoa chat
e Dung dich Liss; Nudc mudi sinh 1y 0,9%; Nudc cat.
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e Tam gelcard nudc mudi.
2.4. Méu mdu dé 1am phdn iing hoa hep
Gom mot dng méu tinh mach da dugc chong dong bang EDTA: 2 mll.
2.5. Vit tw tiéu hao
S6 ghi két qua; Phiéu xét nghiém dinh nhom méau; Mii gidy; Khau trang; Ging
tay; Quan 4o cong tac.
3. Thai gian lam xét nghiém: 60 phut
V.CAC BUOC TIEN HANH
1. Nhan miu méau va phiéu y&u cau truyén mau, ché pham, kiém tra va ddi
chiéu cac thdng tin trén mau mau va phiéu yéu cau truyén mau. Kiém tra vé sb
luong va chat luong mau mau.
2. Chuan bi dung cu, hoa chat, sinh pham, trang thiét bj truéc khi lam xét
nghiém.
3. Tién hanh ky thuat [4]
- Bwéc 1: Mang dung dich LISS dugc bao quan trong tu lanh vé nhiét d6 phong
trudc khi sir dung;
- Bwéc 2: Chuan bi hong cau nguoi cho va/hoic ngudi nhan 0,8% (10 pl hong
cau khéi va 1ml dung dich LISS), dich treo hong cau sau khi pha phai duoc sir
dung dé lam xét nghiém ngay; Ly tam ong mau khong chéng dong dé tach huyét
thanh;
- Bwoéc 3: Ghi nhadn vao vj tri ting cot gel trén tim gelcard ho va tén nguoi
nhan, ma s6 (néu co), s6 giuvong, khoa, phong... va ma sd, thanh phan cua don
vi mau, ché pham.,
- Bwgc 4: Mo tam bao vé phu trén cot gel theo diing quy dinh;
- Bwéc 5: Nho 50 pl dung dich hong cau 0,8% cua ngudi cho da dugc chuan bi
& trén vao cac cot gel thich hop da duoc ghi nhan;
- Bwéc 6: Thém 25 pl huyét thanh hoac huyét twong ciia ngudi bénh va nguoi
cho vao cac cot gel tuong (ng;
- Bwgc 7: U tam gelcard trén 15 pht ¢ nhiét do phong;
- Buwoc 8: Sau u, ly tam 10 phut & may ly tdm gelcard chuyén dung;
- Bwéc 9: Lay gelcard ra khoi may ly tam;
- Buoc 10: Poc két qua trén may doc gelcard va luu giit két qua bang phan mém
may tinh;
VI. NHAN PINH KET QUA

205



1. Két qua xét nghiém hoa hep phat mau ¢ 22°C am tinh

Mau cua nguoi cho va ngudi bénh 13 hoa hop; Két hop voi két qua xac
dinh nhém hé ABO, Rh D va két qua xét nghiém hoa hgp mién dich phat mau
c6 sir dung khang globulin nguoi dé quyét dinh phat mau va ché pham cho cac
khoa 1am sang dé truyén cho ngudi bénh.
2. Két qua xét nghiém hoa hop phat mau ¢ 22°C dwong tinh

Mau cta nguoi cho va ngudi bénh la khdng hoa hop; Lap lai xét nghiém
véi mot don vi mau khac va két hop véi két qua xac dinh nhém hé ABO, Rh D
va két qua xét nghiém hoa hop mién dich phat méau cé st dung khang globulin
nguoi dé quyét dinh c6 hoic khdng phat mau va ché pham cho cac khoa 1am
sang dé truyén cho ngudi bénh.
Nhitng diém can cha y khi lam xét nghiém
- Thyc hién kiém chung theo quy dinh cua thong tuw 26/ 2013/TT- BYT vé
Hudéng dan hoat dong truyén mau [5].
- Poc k¥ va tuan thu dang cac budc tién hanh ki thuat theo huéng dan caa nha
san xuat sinh pham ma hién don vi dang st dung;

Tai liéu tham khao

1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.

2. D& Trung Phan (2013), K¥ thuat xét nghiém huyét hoc va truyén mau tng
dung trong 1am sang (T4i ban lan 2), Nha xuat ban y hoc nam 2013.

3. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.

4. Huéng dan su dung gelcard nude mudi (Neutral Gel Card).

5. Thong tu 26/2013/TT- BYT da duoc ban hanh ngay 16/9/2013 vé Huéng
dan hoat dong truyén mau.
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NGHIEM PHAP COOMBS TRUC TIEP
(Dirrect antiglobulin test)
(Phwong phap 6ng nghiém)

I. NGUYEN LY
Nguyén Iy caa nghiém phap Coombs truc tiép (Nghiém phap khang globulin
tryc tiép) 1a st dung thudc thir khang y globulin ngudi (huyét thanh Coombs) dé
xac dinh sy c6 mat cua cac khang thé mién dich (Bao gdm cac khang thé va
thanh phan b thé 1a globulin) d& cam nhiém trén bé mat hdng cau ngudi bénh
[1].
II. CHI DINH
- Thiéu mau tan mau ty mién, bénh hé théng;
- Bénh tan mau & tré so sinh do bat ¢dng nhém mau me con;
- Phan &ng tan mau do truyén méau khong hoa hop nhém mau gitta ngudi cho va
nguoi nhan,
I11. CHONG CHI PINH
Khéng cé chdng chi dinh.
IV. CHUAN BI
1. Ngwoi thuc hién
Bac si, ki thuat vién, diéu dudng.
2. Phwong tién — Hoa chat
2.1 Phuong tién
2.1. Trang thiét bi
May ly tdm loai thong thuong; Kinh hién vi, Binh cach thay, ta lanh.
2.2. Dung cu:
Ong nghiém thuy tinh: 12x75mm; Gia cam 6ng nghiém; Khay men hinh chit
nhat: 25x30 cm; Céc thuy tinh c6 mé loai 500 ml; Bat marker; Pipet nhua.
2.3 Vit tw tiéu hao
S6 ghi két qua; Phiéu xét nghiém; Mii gidy; Khau trang; Gang tay; Quan
ao cbng tac.
2.2. Thuéc thir va hoa chat
Nuéc mudi sinh Iy 0,9%; Nudc cat, Hong cau chang; Khang y globulin ngudi;
dung dich LISS.
3. Méu bénh pham
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1 6ng méu chdng dong (bang EDTA) ctia ngudi bénh: 2 ml.

4. Thoi gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuan bi ddy di dung cu, hoa chat, sinh pham trugc khi tién hanh xét
nghiém.

2. Nhan bénh pham va phiéu yéu ciu xét nghiém cua 1am sang, kiém tra va
dbi chiéu cac thdng tin cua nguoi bénh trén 6ng méu va phiéu xét nghiém.

3. Tién hanh k§ thuat [2]

- Bwéc 1: Chuan bi mot éng nghiém sach, kho va ghi nhan ho va tén
hoac ma sb cua nguoi bénh; Nho 0,5 ml hong cau khdi cua ngudi bénh vao dng
nghiém, rira 3 1an bang nudc mudi sinh 1y 0,9%.

- Bwgc 2: Chuan bi dung dich héng cau 5% (1giot hong cau khéi cua
nguoi bénh va 19 giot nudéc mudi sinh Iy 0,9%, tron déu); Kiém tra hong cau
xem ¢6 hién twong tu ngung két khong?

- Bwéc 3: Nho 1 giot hong cau 5% cua nguoi bénh vao éng nghiém da
ghi nhan ¢ trén;

- Bwéc 4: Thém 2 giot huyét thanh Coombs vao dng nghiém trén, tron
déu.

- Bwoc 5. Ly tdm 1000 vong trong 20 gidy;

- Bwéc 6: Véi nhitng 6ng nghiém cho két qua am tinh nho 1 giot hdng
cau ching, ly tam 1000 vong/phit x 15-30 gidy. Poc va ghi lai két qua vao
phiéu xét nghiém. Phan tng phai cho két qua ngung két tir 2+ dén 3+. Néu
nhitng 6ng nghiém sau khi nho hong cau chimg ma khong ngung két thi phai lap
lai xét nghiém tir dau.

VI. NHAN PINH KET QUA

- Nghiém phéap Coombs tryc tiép am tinh: Khdng c6 khang thé mién dich, tu
mién trén bé mat hong cau.

- Nghiém phap Coombs truc tiép duong tinh: C6 khang thé mién dich, tu mién
trén bé mat hong cau.

Nhirng diém can cha y khi lam xét nghiém

- Thyc hién kiém chung theo quy dinh cua thong tw 26/ 2013/TT- BYT vé
“Huéng dan hoat dong truyén mau” [3];

- Poc k§ va tuan thu ding cac budc tién hanh k¥ thuat theo huéng dan caa nha
san xuat sinh pham ma hién dang duoc sur dung;
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- Thuc hién xét nghiém Coombs tryuc tiép sém sau khi ldy mau mau;
- Néu két qua doc bang mit thuong khong rd rang can doc dudi kinh hién vi &nh

sang thuong.
Tai lieu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fifth edition, Book Promotion & Service Co., LTD.
2. Méu va cac san pham mau an toan, quyén 3 Huyét thanh hoc nhém
mau, Tai liéu dich, nam 2011.
3. Thong tu 26/2013/TT- BYT da dugc ban hanh ngay 16/9/2013 vé

Hudng dan hoat dong truyén mau.
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NGHIEM PHAP COOMBS GIAN TIEP

(Phwong phap 6ng nghiém)

(Indirect antiglobulin test)
I.NGUYEN LY
Nguyén ly cua nghiém phéap Coombs gian tiép (Nghiém phap khang globulin
gian tiép) 1a st dung huyét thanh khang v globulin ngudi (huyét thanh Coombs)
dé xac dinh sy c6 mat caa cac khang thé mién dich (Bao gdm cac khang thé
hoac thanh phan bé thé 1a globulin) c6 tu do trong huyét thanh cia ngudi bénh
[1].
I1. CHI PINH
- Thiéu mau tan mau ty mién, bénh hé théng;
- Xét nghiém hoa hop c06 sir dung khang globulin nguoi;
- Sang loc khang thé bat thuong;
- binh danh khang thé bat thuong;
- Bénh tan mau & tré so sinh do bat ¢dng nhém mau me con;
- binh nhém khéang nguyén caa cac hé nhém mau hdng cau.
I11. CHONG CHI PINH
Khéng c6 chdng chi dinh.
IV. CHUAN BI
1. Ngwoi thuc hién
Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.
2. Phwong tién — Hoa chat
2.1. Trang thiét bi, dung cu, Vit tw tiéu hao
Gidng nhu trang thiét bi, dung cy, vat tu tiéu hao dé lam nghiém phap Coombs
truc tiép;
2.2. Thuéc thi va hoa chat
Nudgce mudi sinh 1y 0,9%; Nuéc cat, Hong cau nhém O dé cam nhidm; Hong cau
chung; Thudc thir khang globulin; dung dich LISS.
2.3. Mdu bénh phim:
- Ong mau chéng dong bang EDTA: 2 ml.
- Ong mau khong chéng déng: 5 ml.
3. Thai gian lam xét nghiém: 60 phut
V. CAC BUOC TIEN HANH
1. Chuan bj dung cu, hoa chat, sinh pham trudc khi tién hanh xét nghiém.
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2. Nhan bénh pham va phiéu yéu ciu xét nghiém cua 1am sang, kiém tra va
dbi chiéu cac thdng tin cua nguoi bénh trén 6ng méu va phiéu xét nghiém.
3. Tién hanh k§ thuat [2]

- Bwéc 1: Chuan bi mot éng nghiém sach, kho va ghi nhan ho va tén
hoac mi sb ciia ngudi bénh;

- Bwéc 2: Chuan bi dung dich héng cau nhém O, 3% (Nho 1 giot hdng
cau khéi nhom O va 29 giot nuge mudi sinh Iy 0,9% vao mot ng nghiém, tron
déu);

- Bwoc 3: Nho 3 giot huyét thanh cua nguoi bénh vao éng nghiém da
duoc ghi nhéan & budc 1;

- Bwéc 4: Thém 1 giot hong cau nhom O, 3% vao ong nghiém trén va
tron déu:

- Bwgc 5: Thém 3 giot dém LISS vao 6ng nghiém trén, tron déu;

- Bwéc 6: U dng nghiém trén & 37°C, trong vong 15 pht;

- Bwéc 7: Sau khi t quan sét hién tuong tan mau va ngung két. Néu co
hién twong tan mau va ngung két, ghi két qua 1a duong tinh.

- Bwéc 8: Néu khong c6 hién tuong tan mau va ngung két, rira hong cau
4 1an bang nudc mudi sinh 1y 0,9%;

- Bwéc 9: Thém 2 giot thudc thir khang globulin vao ong nghiém trén,
tron déu.

- Bwoc 10: Ly tam 1000 vong trong 20 giay;

- Bwéc 11: Vi nhitng 6ng nghiém cho két qua am tinh, nho thém 1 giot hong
cau chang, tron déu, ly tam 1000 vong trong 20 gidy. Poc va ghi lai két qua vao
phiéu xét nghiém. Phan tng phai cho két qua ngung két tir 2+ dén 3+. Néu
nhitng 6ng nghiém sau khi nho hong cau chimg ma khong ngung két thi phai lap
lai xét nghiém tir dau.

VI. NHAN PINH KET QUA

- Két qua nghiém phap Coombs gian tiép am tinh: Khdng c6 khang thé mién
dich trong huyét thanh ctia nguoi bénh va ngudi hién mau, trén hong cau khdng
c6 khang nguyén tuong ung véi khang thé nhom mau duogc xac dinh.

- Két qua nghiém phap Coombs gién tiép duong tinh: Cé khang thé mién dich
trong huyét thanh cia ngudi bénh va ngudi hién méu, trén hong cau co khang
nguyén tuong ung véi khang thé nhém mau duogc xac dinh.
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Nhirng diém can cha y khi lam xét nghiém
Gidng nhu nhitng diém can chd y khi 1am nghiém phap Coombs tryc tiép.

Tai lieu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fifth edition, Book Promotion & Service Co., LTD.
2. M&u va céc san pham mau an toan, quyén 3 Huyét thanh hoc nhém méu,
Tai liéu dich, nam 2011.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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PINH NHOM MAU HE Rh (D) yéu
(Phwong phap 6ng nghiém)
Determination of D" antigen of Rh system

I. NGUYEN LY
K§ thuat xac dinh khang nguyén D yéu cua hé Rh duoc dya trén nguyén ly cua
phan tng ngung két va st dung thuéc thir khang globulin ngudi (huyét thanh
Coombs) dé xac dinh sy ¢ mit cua cac khang thé D loai IgG di dugc cam
nhi&m trén bé mat hong cau [1].
II. CHI PINH
Xdc dinh khang nguyén D yéu ciia hé Rh dwec chi dinh trong nhitng truwong
hep sau:
- X4c dinh khang nguyén D yéu caa hé Rh cho ngudi bénh;
- X4ac dinh khang nguyén D yéu cua hé Rh cho ngudi hién méu;
I1I. CHONG CHI PINH
Khéng c6 chdng chi dinh.
IV. CHUAN BI
1. Ngwoi thuc hién
Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.
2. Phwong tién — Hoa chat
2.1. Trang thiét bi
May ly tam thuong c6 sé vong chinh xac; Kinh hién vi; Binh cach thuy; Tu
lanh.
2.2. Dung cu
Ong nghiém thuy tinh: 12x75mm; Gia cam 6ng nghiém; Khay men hinh chit
nhat: 25x30 cm; Céc thuy tinh c6 mo loai 500 ml; But marker; Pipet nhya.
2.3. Thudc thi va hoé chat
Thudc thir Anti D loai IgG, Nudc mudi sinh Iy 0,9%; Nudc cat.
2.4. Méu mdu dé xdc dinh khang nguyén D yéu cia hé Rh
Mot dng mau tinh mach di dugc chdng dong bang EDTA: 2 ml.
2.5. Vat tw tiéu hao
S6 ghi két qua; Phiéu xét nghiém dinh nhoém mau; Mii gidy; Khau trang; Gang
tay; Quan 4o cong tac.
3. Thai gian lam xét nghiém: 60 phut
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V.CAC BUOC TIEN HANH

1. Chuén bi dung cu, hoa chét, sinh pham truéc khi tién hanh xét nghiém.

2. Nhan miu mau va phiéu yéu ciu xac dinh khang nguyén D yéu cia hé
nhom mau mau Rh, kiém tra va ddi chiéu c4c thong tin trén 6ng méu va phiéu
xét nghiém xem da phu hop chua?

3. Chuén bj hdng cau cian xac dinh khang nguyén D yéu caa hé Rh 3%
(1giot hdng cau khéi va 29 giot nugc mudi sinh Iy 0,9%).

4. Chuan bj 1 6ng nghiém sach, khd ghi nhan bao gém cac thong tin cua
ngudi can xac dinh khang nguyén D yéu 1én dng nghiém.

5. Tién hanh xac dinh khang nguyén D yéu cia hé nhém mau Rh [2]:

- Bwoc 1: Nho 1 giot dung dich hong cau 3% cua nguoi can xac dinh khang
nguyén D yéu vao dng nghiém da ghi nhan & trén;

- Bugc 2: Thém 2 giot thudc thir anti D loai 1gG vao 6ng nghiém trén, tron déu;

- Bwéc 3: U 6ng nghiém trén 30 phit ¢ 37°C (Néu thém 2 giot dung dich LISS
vao ong nghiém trén trude khi  thi chi can a 15 phat).

- Bwgc 4: Quan sét hién tuong tan mau va ngung két, ghi lai mic d6 ngung két.
- Bwgc 5: Néu khong ngung két, rira 4 1an bang nuéc mudi sinh 1y 0,9%;

- Bwgc 6: Thém 2 giot thudc thir khang globulin vao 6ng nghiém trén va tron
déu. Ly tdm 1000 vong trong 20 giay.

- Bwéc 7: Quan sét hién tuong tan mau va ngung két, ghi lai két qua.

- Bwéc 8: Néu phan tng ngung két, thuc hién thém nghiém phap Coombs truc
tiép; néu nghiém phap Coombs truc tiép am tinh thi két luan 1a hong cau mang
khang nguyén D yéu.

- Buéc 9: Néu phan tmg khong ngung két thi thém 1 giot hong cau ching, tron
déu, ly tam 1000 vong trong 20 gidy. Két qua phai ngung két voi mirc do tir 1+
dén 2+ thi xét nghiém méi co gia tri.

VI. NHAN PINH KET QUA

- Néu phan tng ngung két ¢ giai doan 37°C va/ hoac khang globulin: Két luan
hong cau mang khang nguyén D yéu.

- Néu phan tmg khong ngung két ca ¢ giai doan 37°C va/ hoic khang globulin
nguoi: Két luan ngudi bénh hoic nguoi hién mau c6 nhém mau Rh D am.
Nhirng diém can cha y khi lam xét nghiém:

- Thyc hién kiém chung theo quy dinh cua thong tw 26/ 2013/TT- BYT vé
Hudéng dan hoat dong truyén méu [3].

214



- Huéng dan st dung anti DY loai IgG dé xac dinh D yéu.

Tai liéu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fifth edition, Book Promotion & Service Co., LTD.
2. MA&u va cac san pham mau an toan, quyén 3 Huyét thanh hoc nhém mau, Tai
liéu dich, nam 2011.
3. Théng tu 26/2013/TT- BYT da dugc ban hanh ngay 16/9/2013 vé Hudéng dan
hoat d6ng truyén mau.
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XAC PINH KHANG NGUYEN C CUA HE NHOM MAU Rh
(K§y thuat 6ng nghiém)
Determination C antigen of Rh system

NGUYEN LY
K§¥ thuat xac dinh khang nguyén C ctia hé nhom mau Rh dugc dua trén nguyén
ly cua phan tmg ngung két. Anti C loai IlgM sé& gay ngung két truc tiép hong cau
cua nhitng ca thé mang khang nguyén C [1], [2].
II. CHI PINH
Xdc dinh khang nguyén C cia hé Rh dwoc chi dinh trong nhéigng truwong hop
sau:
- Xét nghiém cho nguoi bénh;
- Xét nghiém cho nguoi hién méau; Xét nghiém dé xay dung panel hong cau, luc
lwong hién mau dy bi va xay dung ngan hang nguoi hién mau c6 nhém mau
hiém.
- Xét nghiém cho cac nghién ctiu vé hang s6 va nhan ching hoc.
III. CHONG CHI PINH
Khéng c6 chdng chi dinh.
IV. CHUAN BI
1. Ngwoi thuc hién
Bac si, cr nhan, ki thuat vién, diéu dudng trung hoc.
2. Phuong tién — Hoa chat
2.1. Trang thiét bi
Kinh hién vi; Binh cach thay; Tu lanh. May ly tim thudng c6 s6 vong chinh
Xac;
2.2. Dung cu
Ong nghiém thuy tinh: 12x75mm; Gia cam ong nghiém; Khay men hinh chit
nhat: 25x30 cm; Céc thuy tinh c6 mé loai 500 ml; But marker; Pipet nhya.
2.3. Thuéc thar va hoa chat
Thudc thir anti C loai IgM; Nuéc mubi sinh 1y 0,9%; Nudc cit. ..
2.4. Mdu mdu dé xdc dinh khang nguyén C ciia hé Rh
Gom mat dng mau tinh mach da duoc chong dong bang EDTA: 2 ml.
2.5. Vat tw tiéu hao
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S6 ghi két qua; Phiéu xét nghiém dinh nhom mau; Mil gidy; Khau trang; Gang
tay; Quan 4o cong tac.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuan bi dy dung cu, hoa chat, sinh pham, trang thiét bi trudc khi 1am
xét nghiém. Trén ng nghiém duoc danh sb hodc ghi nhan day du thdng tin cua
ngudi can xac dinh khang nguyén C.

2. Nhan miu mau va phiéu yéu ciu xac dinh khang nguyén C: Kiém tra va
di chiéu céc thong tin trén mau mau véi phiéu yéu cau xét nghiém; Kiém tra vé
sb lugng va chat lugng mau mau.

3. Tién hanh xac dinh khang nguyén C cia hé nhom méau Rh [2]

- Bwéc 1: Chuan bi hong cau can xac dinh khang nguyén C 5% (1thé tich hong
cau khoi va 19 thé tich NaCl 0,9%);

- Bwéc 2: Nho 1 giot thude thtr anti C loai IgM vao dng nghiém da chuén bi ¢
trén;

- Bwéc 3: Thém 1 giot hong cau 5% cua nguoi can xac dinh khang nguyén C
vao ong nghiém trén;

- Buwéc 4: Tron déu, ly tam 1000 vong trong 20 giay.

- Bwéc 5: Poc két qua va ghi lai mirc d6 ngung két.

VI. NHAN PINH KET QUA

- Phan trng ngung két: C6 khang nguyén C trén hong cau.

- Phan tng khong ngung két: Khong cd khang nguyén C trén hong cau.

Nhirng diém can cha y khi lam xét nghiém:

- Thuc hién kiém chuang theo quy dinh cua thong tuw 26/ 2013/TT- BYT vé
Hudng dan hoat dong truyén méu [3].

- Huéng dan str dung anti C loai IgM.

- Thuc hién k¥ thuat xac dinh khang nguyén C sém sau khi lay mau mau.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huéng dan sir dyung anti C loai IgM.
3. Thong tu 26/2013/TT- BYT di duogc ban hanh ngay 16/9/2013 vé
Hudéng dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN ¢ CUA HE NHOM MAU Rh
(K§y thuat 6ng nghiém)
Determination ¢ antigen of Rh system

I. NGUYEN LY

K§¥ thuat xac dinh khang nguyén ¢ cta hé nhom mau Rh dugc dua trén nguyén
ly caa phan tng ngung két. Anti ¢ loai lgM s& gay ngung két truc tiép hong cau
cua nhitng ca thé mang khang nguyén c [1], [2].

II. CHI PINH

Xdc dinh khang nguyén ¢ ciia hé Rh: Pugc chi dinh giéng nhu chi dinh xéac
dinh khang nguyén C cua hé Rh.

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Bac si, cir nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vét tw tiéu hao

Gidng nhu trang thiét bi, dung cy, vat tu tiéu hao dé xac dinh khang nguyén C
cua hé Rh.

2.2. Thuéc thi va hoé chat:

Thudc tht anti ¢ loai IgM; Nudc mubi sinh 1 0,9%; Nudc cit. ..

2.3. Mdu mdu dé xdc dinh khang nguyén c ciza hé Rh

Gom mot éng mau tinh mach da duoc chdng dong bang EDTA: 2 ml.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuan bj day dung cu, hoa chat, sinh pham, trang thiét bi truéc khi 1am
xét nghiém. Trén ong nghiém duoc danh s6 hodc ghi nhan day du thdng tin coa
ngudi can xac dinh khang nguyén c.

2. Nhan miu mau va phiéu yéu cau xac dinh khang nguyén c, kiém tra va ddi
chiéu céc théng tin trén mau méu can xac dinh khang nguyén ¢ véi phiéu yéu
cau xét nghiém. Kiém tra vé s6 luong va chat luong mau mau.
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3. Tién hanh xac dinh khang nguyén c ciia hé nhém mau Rh[2]: Puoc thuc
hién theo huéng dan si dung anti ¢ loai IgM, cac budc tién hanh tuong tu V6
cac budc xac dinh khang nguyén C cua hé Rh.

VI. NHAN PINH KET QUA

- Phan trng ngung két: C6 khang nguyén c trén hdng cau.

- Phan tng khéng ngung két: Khéng cd khang nguyén c trén hong cau.

Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huéng dan st dung anti ¢ loai IgM.
3. Théng tu 26/2013/TT- BYT da duogc ban hanh ngay 16/9/2013 vé Hudng dan
hoat dong truyén mau.
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XAC PINH KHANG NGUYEN E CUA HE NHOM MAU Rh
(K§y thuat 6ng nghiém)
Determination E antigen of Rh system

I. NGUYEN LY

K§¥ thuat xac dinh khang nguyén E cta hé nhém mau Rh dwoc dua trén nguyén
ly cua phan tng ngung két. Anti E loai IgM s& gay ngung két truc tiép hong cau
cua nhitng ca thé mang khang nguyén E [1], [2].

II. CHI PINH

X&c dinh khang nguyén E cia hé Rh: Puoc chi dinh giéng nhu chi dinh xac
dinh khang nguyén C cua hé Rh.

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Bac si, cir nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vét tw tiéu hao

Gidng nhu trang thiét bi, dung cuy, vat tu tiéu hao ctia quy trinh xac dinh khang
nguyén C cua hé Rh.

2.2. Thudc thi va hoé chat

Thuéc tht anti E loai IgM; Nuéc mudi sinh 1y 0,9%; Nudc cét. ..

2.3. Mdu mdu dé xdc dinh khang nguyén E ciia hé Rh

Gom mot dng méu tinh mach da dugc chong dong bang EDTA: 2 mll.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuan bi dung cu, hoa chat, sinh pham, trang thiét bi trugc khi 1am xét
nghiém. Trén 6ng nghiém dugc danh sé hodc ghi nhin day da théng tin cua
ngudi can xac dinh khang nguyén E.

2. Nhan miu mau va phiéu yéu cau xac dinh khang nguyén E, kiém tra va
d6i chiéu céac thong tin trén mau méau can xac dinh khang nguyén E vai phiéu
yéu cau xét nghiém. Kiém tra vé sé luong va chat luong mau mau.

3. Tién hanh x4c dinh khang nguyén E cia hé nhém mau Rh
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Puoc thuc hién theo hudng dan sir dung anti E loai IgM, cac budc tién hanh
tuong tu V&i cac budce xac dinh khang nguyén C caa hé Rh

VI. NHAN PINH KET QUA

- Phan ung ngung két: C khang nguyén E trén bé mat hong cau.

- Phan tng khong ngung két: Khéng cd khang nguyén E trén hong cau.

Nhitng diém can chd y khi 1am xét nghiém

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huéng dan st dung Anti E loai IgM.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN e CUA HE NHOM MAU Rh
(K§y thuat 6ng nghiém)
Determination e antigen of Rh system

I. NGUYEN LY

K§¥ thuat xac dinh khang nguyén e cta hé nhom mau Rh dugc dua trén nguyén
ly caa phan tng ngung két. Anti e loai lgM s& giy ngung két truc tiép hong cau
cua nhitng ca thé mang khang nguyén e [1], [2].

II. CHI PINH

Xdc dinh khang nguyén e ciia hé Rh: Pugc chi dinh giéng nhu chi dinh xéac
dinh khang nguyén C cua hé Rh.

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Bac si, cir nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién- Hoa chat

2.1. Trang thiét bi, dung cu, vét tw tiéu hao

Gidng nhu trang thiét bi, dung cuy, vat tu tiéu hao ctia quy trinh xac dinh khang
nguyén C cua hé Rh.

2.2. Thudc thi va hoé chat

Thudc thtr anti e loai IgM; Nudc mubi sinh 1y 0,9%; Nudc cit. ..

2.3. Mdu mdu dé xdc dinh khang nguyén e ciia hé Rh

Gom mot dng méu tinh mach da dugc chong dong bang EDTA: 2 mll.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuan bi dung cu, hoa chat, sinh pham, trang thiét bi trugc khi 1am xét
nghiém. Trén 6ng nghiém dugc danh sé hodc ghi nhin day da théng tin cua
ngudi can xac dinh khang nguyén e.

2. Nhan miu mau va phiéu yéu cau xac dinh khang nguyén e, kiém tra va ddi
chiéu céc théng tin trén mau méu can xac dinh khang nguyén e véi phiéu yéu
cau xét nghiém. Kiém tra vé s6 luong va chat luong mau mau.

3. Tién hanh xac dinh khang nguyén e cia hé nhém mau Rh [2]
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Puoc thuc hién theo huéng dan st dung anti e loai IgM, cac budc tién hanh
tuong tu vdi cac bude xac dinh khang nguyén C cua hé Rh.

VI. NHAN PINH KET QUA

- Phan tmg ngung két: C6 khang nguyén e trén bé mat hong cau.

- Phan ung khong ngung két: Khdng cd khang nguyén e trén hong cau.

Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huéng dan sir dung anti e loai IgM.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN K CUA HE NHOM MAU KELL
(K§y thuat 6ng nghiém)
Determination K antigen of Kell system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén K cia hé nhém mau Kell dugc dua trén nguyén
ly cua phan tmg ngung két. Anti K loai IgM s& gay ngung két truc tiép hong cau
cua nhitng ca thé mang khang nguyén K [1], [2].

II. CHI PINH

Xdc dinh khang nguyén K ciia hé Kell: Dugc chi dinh gidng nhu chi dinh xéc
dinh khang nguyén C cua hé Rh.

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Bac si, cir nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vét tw tiéu hao

Gidng nhu trang thiét bi, dung cuy, vat tu tiéu hao ctia quy trinh xac dinh khang
nguyén C cua hé Rh.

2.2. Thudc thi va hoé chat

Thuéc tht anti K loai IgM; Nudc mubi sinh 1y 0,9%; Nudc cit. ..

2.3. Mdu mdu dé xdc dinh khang nguyén K cia hé Kell

Gom mot dng méu tinh mach da dugc chong dong bang EDTA: 2 mll.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuan bi dung cu, hoa chat, sinh pham, trang thiét bi trugc khi 1am xét
nghiém. Trén 6ng nghiém dugc danh sé hodc ghi nhin day da théng tin cua
ngudi can xac dinh khang nguyén K.

2. Nhan miu mau va phiéu yéu cau xac dinh khang nguyén K, kiém tra va
d6i chiéu céac thong tin trén mau mau can xac dinh khang nguyén K vai phiéu
yéu cau xét nghiém. Kiém tra vé sé luong va chat luong mau mau.

3. Tién hanh xac dinh khang nguyén K cia hé nhém mau Kell [2]
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Puoc thuc hién theo huéng dan st dung anti K loai IgM, cac budc tién hanh
tuong tu V&i cac bude xac dinh khang nguyén C caa hé Rh.

VI. NHAN PINH KET QUA

- Phan ung ngung két: C khang nguyén K trén bé mat hong cau.

- Phan tng khong ngung két: Khéng cd khang nguyén K trén hong cau.

Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huéng dan str dung anti K loai IgM.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN k CUA HE NHOM MAU KELL
(K§y thuat 6ng nghiém)
Determination k antigen of Kell system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén k cua hé nhém mau Kell duoc dua trén nguyén
ly cua phan ung ngung két. Anti k loai IgM s& gay ngung két truc tiép hong cau
cua nhitng ca thé mang khang nguyén k [1].

II. CHI PINH

Xdc dinh khang nguyén k ciia hé Kell: Puoc chi dinh gibng nhu chi dinh xéac
dinh khang nguyén C cua hé Rh.

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Bac si, cir nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vét tw tiéu hao

Gidng nhu trang thiét bi, dung cuy, vat tu tiéu hao ctia quy trinh xac dinh khang
nguyén C cua hé Rh.

2.2. Thudc thi va hoé chat

Thudc thir anti k loai IgM; Nudc mudi sinh 1y 0,9%; Nudc cat. ..

2.3. Mdu mdu dé xac dinh khang nguyén k cia hé Kell

Gom mot dng méu tinh mach da dugc chong dong bang EDTA: 2 mll.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuan bi dung cu, hoa chat, sinh pham, trang thiét bi trugc khi 1am xét
nghiém. Trén 6ng nghiém dugc danh sé hodc ghi nhin day da théng tin cua
ngudi can xac dinh khang nguyén k.

2. Nhan miu méau va phiéu yéu cau xac dinh khang nguyén k, kiém tra va
d6i chiéu cac thdng tin trén mau mau can xac dinh khang nguyén k véi phiéu
yéu cau xét nghiém. Kiém tra vé sé luong va chat luong mau mau.
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3. Tién hanh xac dinh khang nguyén k cia hé nhém mau Kell [2]: Puoc
thuc hién theo hudng dan si dung anti k loai IgM, céc budc tién hanh tuong tu
véi cac bude xac dinh khang nguyén C cua hé Rh.

VI. NHAN PINH KET QUA

- Phan ung ngung két: C khang nguyén k trén bé mat hong cau.

- Phan tng khéng ngung két: Khong cé khang nguyén k trén hng cau.

Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huéng dan sir dung anti k loai IgM.
3. Thong tu 26/2013/TT- BYT da duoc ban hanh ngay 16/9/2013 vé Huéng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN Jk* CUA HE NHOM MAU KIDD
(K§y thuat 6ng nghiém)
Determination Jk? antigen of Kidd system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén Jk* cua hé nhém mau Kidd duoc dua trén
nguyén Iy cua phan tmg ngung két. Anti Jk? loai IgM s& gay ngung két truc tiép
hong cau cua nhitng ¢ thé mang khang nguyén Jk? [1], [2].

II. CHI PINH

Xdc dinh khang nguyén Jk? cia hé Kidd: Puoc chi dinh giéng nhu chi dinh
xac dinh khang nguyén C cua hé Rh.

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Bac si, cir nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vét tw tiéu hao

Gidng nhu trang thiét bi, dung cuy, vat tu tiéu hao ctia quy trinh xac dinh khang
nguyén C cua hé Rh.

2.2. Thudc thi va hoé chat

Thuéc tht anti Jk® loai IgM; Nudc mubi sinh 1y 0,9%; Nudc cat. ..

2.3. Mdu mdu dé xdc dinh khang nguyén Jk® ciza hé Kidd

Gom mot dng méu tinh mach da dugc chong dong bang EDTA: 2 mll.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuan bi dung cu, hoa chat, sinh pham, trang thiét bi trugc khi 1am xét
nghiém. Trén 6ng nghiém dugc danh sé hodc ghi nhin day da théng tin cua
ngudi can xac dinh khang nguyén Jk.

2. Nhan miu mau va phiéu yéu cau xac dinh khang nguyén Jk?, kiém tra va
d6i chiéu cac thong tin trén mau mau can xac dinh khang nguyén Jk* véi phiéu
yéu cau xét nghiém. Kiém tra vé sé luong va chat luong mau mau.

3. Tién hanh xac dinh khang nguyén Jk* cia hé nhdm méau Kidd [2]
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Puoc thyc hién theo hudng din st dung anti Jk* loai IgM, cac budc tién hanh
tuong tu V&i cac bude xac dinh khang nguyén C caa hé Rh.

VI. NHAN PINH KET QUA

- Phan ung ngung két: C khang nguyén JKk® trén bé mat hong cau.

- Phan trng khong ngung két: Khong cé khang nguyén Jk? trén hong cau.

Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huéng dan st dung anti Jk? loai IgM.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN Jk° CUA HE NHOM MAU KIDD
(K§y thuat 6ng nghiém)
Determination Jk° antigen of Kidd system

I. NGUYEN LY

Ky thuat xac dinh khang nguyén JKk° cua hé nhom méu Kidd duoc dya trén
nguyén |y caa phan ung ngung két. Anti JK® loai IgM s& gdy ngung két truc tiép
hdng cu cua nhitng ca thé mang khang nguyén JKk® [1], 2].

II. CHI PINH

Xdc dinh khang nguyén JK® ciia hé Kidd: Puoc chi dinh giéng nhu chi dinh
xac dinh khang nguyén C cua hé Rh.

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Bac si, cir nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vét tw tiéu hao

Gidng nhu trang thiét bi, dung cuy, vat tu tiéu hao ctia quy trinh xac dinh khang
nguyén C cua hé Rh.

2.2. Thudc thi va hoé chat

Thudc thtr anti Jk” loai IgM; Nudc mudi sinh 1y 0,9%; Nudc cét. ..

2.3. Méu mdu dé xdc dinh khang nguyén Jk® ciia hg Kidd

Gom mot dng méu tinh mach da dugc chong dong bang EDTA: 2 mll.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuan bi dung cu, hoa chat, sinh pham, trang thiét bi trugc khi 1am xét
nghiém. Trén 6ng nghiém dugc danh sé hoic ghi nhin day da théng tin cua
ngudi can xac dinh khang nguyén Jk”.

2. Nhan miu mau va phiéu yéu ciu xac dinh khang nguyén Jk®, kiém tra va
d6i chiéu céc thdng tin trén miu mau can xac dinh khang nguyén JK° véi phiéu
yéu cau xét nghiém. Kiém tra vé sé luong va chat luong mau mau.

3. Tién hanh xac dinh khang nguyén Jk® cia hé nhém mau Kidd [2]
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Puoc thuc hién theo huéng dan sir dung anti Jk® loai IgM, cac budc tién hanh
tuong tu V&i cac bude xac dinh khang nguyén C caa hé Rh.

VI. NHAN PINH KET QUA

- Phan ting ngung két: C6 khang nguyén JK® trén bé mat hdng cau.

- Phan g khong ngung két: Khdng cé khang nguyén Jk” trén hdng ciu.

Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huéng dan st dung anti JK® loai IgM.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN S CUA HE NHOM MAU MNS
(K§y thuat 6ng nghiém)
Determination S antigen of MNS system

I. NGUYEN LY

K$ thuat xac dinh khang nguyén S cia hé nhom mau MNS dugc dua trén
nguyén ly caa phan tng ngung két. Anti S loai IgM s& gy ngung két truc tiép
hong cau cua nhitng ¢ thé mang khang nguyén S [1], [2].

II. CHI PINH

Xdc dinh khang nguyén S ciia hé MNS: Puoc chi dinh gidng nhu chi dinh xéac
dinh khang nguyén C cua hé Rh.

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Bac si, cir nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vét tw tiéu hao

Gidng nhu trang thiét bi, dung cuy, vat tu tiéu hao ctia quy trinh xac dinh khang
nguyén C cua hé Rh.

2.2. Thudc thi va hoé chat

Thudc tht anti S loai IgM; Nudc mubi sinh 1y 0,9%; Nudc cat. ..

2.3. Mdu mdu dé xdc dinh khang nguyén S ciza hé MNS

Gom mot dng méu tinh dd mach dugc chong dong bang EDTA: 2 mll.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuan bi dung cu, hoa chat, sinh pham, trang thiét bi trugc khi 1am xét
nghiém. Trén 6ng nghiém dugc danh sé hodc ghi nhin day da théng tin cua
ngudi can xac dinh khang nguyén S.

2. Nhan miu méau va phiéu yéu cau xac dinh khang nguyén S, kiém tra va
d6i chiéu cac thdng tin trén mau mau can xac dinh khang nguyén S véi phiéu
yéu cau xét nghiém. Kiém tra vé sé luong va chat luong mau mau.

3. Tién hanh xac dinh khang nguyén S ciaa hé nhém mau MNS [2]
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Puoc thuc hién theo hudng dan sir dung anti S loai IgM, cac budc tién hanh
tuong tu V&i cac bude xac dinh khang nguyén C caa hé Rh.

VI. NHAN PINH KET QUA

- Phan trng ngung két: C6 khang nguyén S trén bé mit hong cau.

- Phan ung khong ngung két: Khong ¢ khang nguyén S trén hong cau.

Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huong dan sir dung anti S loai IgM.
3. Thong tu 26/2013/TT- BYT da dwoc ban hanh ngay 16/9/2013 vé Huéng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN P1 CUA HE P1PK
(ky thuat 6ng nghiém)
Determination P1 antigen of P1PK system

I. NGUYEN LY

K¥ thuat xac dinh khang nguyén P1 cia hé nhom mau P1PK duoc dua trén
nguyén Iy cua phan tmg ngung két. Anti P1 loai IgM s& gay ngung két truc tiép
hong cau cua nhitng cé thé mang khang nguyén P1 [1], [2].

II. CHI PINH

Xdc dinh khang nguyén P1 ciia hé PIPK: Duoc chi dinh gidng nhu chi dinh
xac dinh khang nguyén C cua hé Rh.

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Bac si, cir nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tw tiéu hao:

Gidng nhu trang thiét bi, dung cuy, vat tu tiéu hao ctia quy trinh xac dinh khang
nguyén C cua hé Rh.

2.2. Thuac ther va hoé chat:

Thudc tht anti P1 loai IgM; Nudc mubi sinh 1y 0,9%; Nudc cit.. .

2.3. Mdu mdu dé xdac dinh khang nguyén P1 cia hé P1PK:

GO6m mot 6ng mau tinh mach da duoc chong dong bang EDTA: 2 ml.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuan bi dung cu, hoa chat, sinh pham, trang thiét bi trugc khi 1am xét
nghiém. Trén 6ng nghiém dugc danh sé hodc ghi nhin day da théng tin cua
ngudi can xac dinh khang nguyén P1.

2. Nhan miu méau va phiéu yéu ciu xéac dinh khang nguyén P1, kiém tra va
d6i chiéu cac thdng tin trén mau méau can xac dinh khang nguyén P1 véi phiéu
yéu cau xét nghiém. Kiém tra vé sé luong va chat luong mau mau.

234



3. Tién hanh xac dinh khang nguyén P1 cia hé nhém mau P1PK [2]: Puoc
thuc hién theo hudng dan str dung anti P1 loai IgM, cac budc tién hanh twong tur
véi cac bude xac dinh khang nguyén C cua hé Rh.

VI. NHAN PINH KET QUA

- Phan ung ngung két: C khang nguyén P1 trén bé mat hong cau.

- Phan tng khong ngung két: Khong cé khang nguyén P1 trén hong cau.

Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huéng dan st dung anti P1 loai IgM.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN Le® CUA HE NHOM MAU LEWIS
(Phwong phap 6ng nghiém)
Determination Le® antigen of Lewis system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén Le* cia hé nhom méau Lewis duoc dya trén
nguyén ly caa phan tng ngung két. Anti Le® loai IgM s& gay ngung két truc tiép
hong cau cua nhitng cé thé mang khang nguyén Le® [1], [2].

II. CHI PINH

Xdc dinh khang nguyén Le® ciia hé Lewis: Puoc chi dinh gidng nhu chi dinh
xac dinh khang nguyén C cua hé Rh.

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Bac si, cir nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tw tiéu hao:

Gidng nhu trang thiét bi, dung cuy, vat tu tiéu hao ctia quy trinh xac dinh khang
nguyén C cua hé Rh.

2.2. Thuac ther va hoé chat:

Thuéc tht anti Le? loai IgM; Nudc mudi sinh 1y 0,9%; Nuéc cit. ..

2.3. Mdu mau dé xac dinh khang nguyén Le® cia hé Lewis:

Gom mot dng méu tinh mach da dugc chong dong bang EDTA: 2 mll.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuan bi dung cu, hoa chat, sinh pham, trang thiét bi trugc khi lam xét
nghiém. Trén 6ng nghiém dugc danh sé hodc ghi nhin day da théng tin cua
ngudi can xac dinh khang nguyén Le.

2. Nhan miu mau va phiéu yéu ciu xac dinh khang nguyén Le?, kiém tra va
d6i chiéu cac thong tin trén mau mau can xac dinh khang nguyén Le® véi phiéu
yéu cau xét nghiém. Kiém tra vé sé luong va chat luong mau mau.
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3. Tién hanh xac dinh khang nguyén Le® ctia hé nhom mau Lewis [2]: Puoc
thuc hién theo hudng dan sir dung anti Le? loai IgM, cac budc tién hanh tuwong
tu vai cac bude xac dinh khang nguyén C cua hé Rh.

VI. NHAN PINH KET QUA

- Phan ung ngung két: C6 khang nguyén Le® trén bé mat hong cau.

- Phan tng khéng ngung két: Khong cé khang nguyén Le® trén hng cau.
Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huéng dan st dung anti Le* loai IgM.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN Le” CUA HE NHOM MAU LEWIS
(K§y thuat 6ng nghiém)
Determination Le” antigen of Lewis system

I. NGUYEN LY

K¥ thuat xac dinh khang nguyén Le® cua hé nhom méu Lewis dugc dua trén
nguyén ly cua phan tmg ngung két. Anti Le® loai IgM s& gay ngung két truc tiép
hdng cu cua nhitng ca thé mang khang nguyén Le” [1], [2].

II. CHI PINH

Xdc dinh khang nguyén Le” ciia hé Lewis Duogc chi dinh gidng nhu chi dinh
xac dinh khang nguyén C cua hé Rh.

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Bac si, cir nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tw tiéu hao:

Gidng nhu trang thiét bi, dung cuy, vat tu tiéu hao ctia quy trinh xac dinh khang
nguyén C cua hé Rh.

2.2. Thuac ther va hoé chat:

Thudc thtr anti Le® loai IgM; Nudc mubi sinh 1y 0,9%; Nugc ct. ..

2.3. Mau mdu dé xdc dinh khang nguyén Le” cia hé Lewis:

Gom mot dng méu tinh mach da dugc chong dong bang EDTA: 2 mll.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuan bi dung cu, hoa chat, sinh pham, trang thiét bi trugc khi 1am xét
nghiém. Trén 6ng nghiém dugc danh sé hodc ghi nhin day da théng tin cua
ngudi cin xac dinh khang nguyén Le".

2. Nhan miu mau va phiéu yéu cu xac dinh khang nguyén Le®, kiém tra va
d6i chiéu cac thong tin trén mau mau can xac dinh khang nguyén Le® vai phiéu
yéu cau xét nghiém. Kiém tra vé sé luong va chat luong mau mau.
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3. Tién hanh x4c dinh khang nguyén Le® cia hé nhém mau Lewis [2]: Puoc
thuc hién theo hudng dan su dung anti Le® loai IgM, cac budc tién hanh twong
tu va4i cac bude xac dinh khang nguyén C cua hé Rh.

VI. NHAN PINH KET QUA

- Phan tung ngung két: C6 khang nguyén Le® trén bé mat hng cau.

- Phan g khong ngung két: Khong ¢ khang nguyén Le® trén hdng ciu.
Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai ligu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Hu6ng dan st dung anti Le” loai IgM.
3. Thong tu 26/2013/TT- BYT di dugc ban hanh ngay 16/9/2013 vé Huéng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN Kp® CUA HE NHOM MAU KELL
(K§y thuat 6ng nghiém)
Determination Kp? antigen of Kell system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén Kp? cia hé nhom mau Kell duoc dua trén
nguyén ly cia phan tng ngung két, sir dung thudc thir khang y globulin nguoi dé
xéac dinh sy c6 mit cua cac khang thé Kp® loai IgG da dugc cam nhidm trén bé
mat hong cau cua nhiing ca thé mang khang nguyén Kp® [1], [2].

II. CHI PINH

Xdc dinh khang nguyén Kp? ciia hé Kell: Puoc chi dinh giéng nhu chi dinh
xac dinh khang nguyén C cua hé Rh.

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tw tiéu hao:

Gidng nhu trang thiét bi, dung cuy, vat tu tiéu hao ctia quy trinh xac dinh khang
nguyén C cua hé Rh.

2.2. Thuac thir va hoé chdt:

Thudc thir anti Kp® loai IgG; Nudc mudi sinh 1y 0,9%; Nudc cat. ..

2.3. Mdu mdu dé xdac dinh khang nguyén Kp? ciia hé Kell:

Gom mot dng méu tinh dd mach dugc chong dong bang EDTA: 2 mll.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuan bi dung cu, hoa chat, sinh pham, trang thiét bi trugc khi l1am xét
nghiém. Trén 6ng nghiém dugc danh sé hoic ghi nhin day da théng tin cua
ngudi can xac dinh khang nguyén Kp®.

2. Nhan miu méau va phiéu yéu ciu xac dinh khang nguyén Kp?, kiém tra va
d6i chiéu céc thong tin trén mau méu can xac dinh khang nguyén Kp® véi phiéu
yéu cau xét nghiém. Kiém tra vé sé luong va chat luong mau mau.
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3. Tién hanh xac dinh khang nguyén Kp? ciia hé nhém mau Kell:

- Bwéc 1: Chuan bi hdéng cau can xac dinh khang nguyén Kp? 5% (1thé tich
hong cau khéi va 19 thé tich nuéc mubi sinh 1y 0,9%);

- Bwéc 2: Nho 1 giot thude thtr anti Kp® vao dng nghiém da chuén bi ¢ trén;

- Buwéc 3: Thém 1 giot hdng ciu 5% cua nguoi cin xac dinh khang nguyén Kp®
vao ong nghiém trén;

- Bwéc 4: U tir 15 - 20 phat & nhiét do 37°C.

- Bwéc 5: Tron déu, ly tam 1000 vong trong 20 giay.

- Buwéc 6: Poc két qua va ghi lai mirc d6 ngung két.

- Bwéc 7: Rura 3 1an bang nudc mudi sinh 1y 0,9%, loai bo hét dich néi.

- Buwgc 8: Nho vao 6ng nghiém trén 2 giot khang globulin.

- Bwgc 9: Tron déu, ly tam 1000 vong trong 20 giay.

- Buwéc 10: Poc két qua va ghi lai mac do phan (ng, néu phan ung khong ngung
két, nho them mot giot hong cau ching va Iap lai buée 5 va 6. Néu két qua van
khong ngung két 1a khdng co gia tri va phai 13p lai xét nghiém.

VI. NHAN PINH KET QUA

- Phan tng ngung két: C6 khang nguyén Kp® trén bé mat hong cau.

- Phan tng khong ngung két: Khong cd khang nguyén Kp? trén hong cau.
Nhirng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.
2. Huéng dan sir dung anti Kp? loai 1gG.
3. Thong tu 26/2013/TT- BYT da duogc ban hanh ngay 16/9/2013 vé Hudng dan
hoat dong truyén mau.
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XAC PINH KHANG NGUYEN Kp” CUA HE NHOM MAU KELL
(K§y thuat 6ng nghiém)
Determination Kp® antigen of Kell system

I. NGUYEN LY

Ky thuat xac dinh khang nguyén Kp° cua hé nhom mau Kell duoc dya trén
nguyén ly cia phan tng ngung két, sir dung thudc thir khang y globulin nguoi dé
xac dinh sy c6 mat cua cac khang thé Kp® loai IgG da dwgc cam nhidm trén bé
mat hdng cau caa nhitng c4 thé mang khang nguyén Kp°[1], [2].

II. CHI PINH

Xdc dinh khang nguyén Kp® ciia hé Kell: Dugc chi dinh gidng nhu chi dinh xéac
dinh khang nguyén C cua hé Rh.

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién:

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat:

2.1. Trang thiét bi, dung cu, vt tw tiéu hao:

Gidng nhu trang thiét bi, dung cuy, vat tu tiéu hao ctia quy trinh xac dinh khang
nguyén C cua hé Rh.

2.2. Thuac thir va hoé chdt:

Thubc thir anti Kp® loai IgG; Nudc mubi sinh 1y 0,9%; Nudc cat. ..

2.3. Mau mdu dé xdc dinh khang nguyén Kp® cia hé Kell:

Gom mot dng méu tinh mach da dugc chong dong bang EDTA: 2 ml.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuan bi dung cu, hoa chat, sinh pham, trang thiét bi trugc khi l1am xét
nghiém. Trén 6ng nghiém dugc danh sé hoic ghi nhin day da théng tin cua
ngudi can xac dinh khang nguyén Kp®.

2. Nhan miu méau va phiéu yéu ciu xac dinh khang nguyén Kp®, kiém tra va
d6i chiéu cac thong tin trén mau méau can xéac dinh khang nguyén Kp® vai phiéu
yéu cau xét nghiém. Kiém tra vé sé luong va chat luong mau mau.
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3. Tién hanh x4c dinh khang nguyén Kp® cia hé nhém mau Kell [2]: Buoc
thuc hién theo hudng dan su dung anti Kp® loai IgG, cac budc tién hanh tuong
tu Vi cac bude xac dinh khang nguyén Kp® cua hé Kell.

VI. NHAN PINH KET QUA

- Phan g ngung két: C6 khang nguyén Kp® trén bé mat hdng cau.

- Phan g khong ngung két: Khong ¢ khang nguyén Kp® trén hdng cau.
Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhimg diém can cha y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.
2. Huéng dan sir dung anti Kp® loai 1gG.
3. Théng tu 26/2013/TT- BYT da duogc ban hanh ngay 16/9/2013 vé Hudng dan
hoat dong truyén mau.
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XAC PINH KHANG NGUYEN M CUA HE NHOM MAU MNS
(K§y thuat 6ng nghiém)
Determination M antigen of MNS system

I. NGUYEN LY

K¥ thuat xac dinh khang nguyén M cia hé nhém mau MNS dugc dua trén
nguyén ly cia phan tng ngung két, sir dung thudc thir khang y globulin nguoi dé
xac dinh su c6 mit cua cac khang thé M loai IgG da duoc cam nhidm trén bé
mat hong cau cua nhiing ca thé mang khang nguyén M [1], [2].

II. CHI PINH

Xdc dinh khang nguyén M ciia hé MNS: Puoc chi dinh gidng nhu chi dinh xé&c
dinh khang nguyén C cua hé Rh.

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién:

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tw tiéu hao:

Gidng nhu trang thiét bi, dung cuy, vat tu tiéu hao ctia quy trinh xac dinh khang
nguyén C cua hé Rh.

2.2. Thuac thir va hoé chdt:

Thudc thir anti M loai IgG; Nudc mudi sinh 1y 0,9%; Nudc cat. ..

2.3. Mdu mau dé xac dinh khang nguyén M cua hé MNS:

Gom mot dng méu tinh mach da dugc chong dong bang EDTA: 2 ml.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuan bi dung cu, hoa chat, sinh pham, trang thiét bi trugc khi l1am xét
nghiém. Trén 6ng nghiém dugc danh sé hoic ghi nhin day da théng tin cua
ngudi can xac dinh khang nguyén M.

2. Nhan miu mau va phiéu yéu cau xac dinh khang nguyén M, kiém tra va
d6i chiéu cac thong tin trén mau mau can xac dinh khang nguyén M vai phiéu
yéu cau xét nghiém. Kiém tra vé sé luong va chat luong mau mau.
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3. Tién hanh xac dinh khang nguyén M cia hé nhém mau MNS [2]: Puoc
thuc hién theo hudng dan st dung anti M loai IgG, cac buéc tién hanh twong tu
V6i cac bude xac dinh khang nguyén Kp® cua hé Kell.

VI. NHAN PINH KET QUA

- Phan ung ngung két: C6 khang nguyén M trén bé mat hong cau.

- Phan tng khéng ngung két: Khong cé khang nguyén M trén hong cau.

Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huéng dan st dung anti M loai 1gG.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN N CUA HE NHOM MAU MNS
(K§y thuat 6ng nghiém)
Determination N antigen of MNS system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén N cta hé nhom mau MNS duoc dua trén
nguyén ly caa phan tng ngung két, sir dung thudc thir khang y globulin nguoi dé
xac dinh sy ¢6 mat cua cac khang thé N loai IgG da dugc cam nhidm trén bé mit
hong cau cua nhitng cé thé mang khang nguyén N [1], [2].

II. CHI PINH
Xdc dinh khang nguyén N ciia hé MNS: Puoc chi dinh giéng nhu chi dinh xé&c
dinh khang nguyén C cua hé Rh.

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tuw fiéu hao:

Gidng nhu trang thiét bi, dung cu, vat tu tiéu hao caa quy trinh xac dinh khang
nguyén C cua hé Rh.

2.2. Thuac thir va hoé chdt:

Thudc thir anti N loai IgG; Nudc mubi sinh 1y 0,9%; Nudc cat. ..

2.3. Mdu mdu dé xdac dinh khang nguyén N ciia hé MNS:

Gom mot dng méu tinh mach da dugc chong dong bang EDTA: 2 ml.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuan bi dung cu, hoa chat, sinh pham, trang thiét bi trugc khi l1am xét
nghiém. Trén 6ng nghiém dugc danh sé hoic ghi nhin day da théng tin cua
ngudi can xac dinh khang nguyén N.

2. Nhan miu mau va phiéu yéu cau xac dinh khang nguyén N, kiém tra va
d6i chiéu céac thong tin trén mau mau can xac dinh khang nguyén N vai phiéu
yéu cau xét nghiém. Kiém tra vé sé luong va chat luong mau mau.
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3. Tién hanh xac dinh khang nguyén N cia hé nhém mau MNS BPuoc thuc
hién theo huéng dan sir dung anti N loai IgG, cac budc tién hanh tuong tu V6
cac budce xac dinh khang nguyén Kp® cua hé Kell.

VI. NHAN PINH KET QUA

- Phan ung ngung két: C khang nguyén N trén bé mat hong cau.

- Phan tng khéng ngung két: Khéng cd khang nguyén N trén hong cau.

Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhimg diém can cha y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huong dan st dung anti N loai 1gG.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN Fy* CUA HE NHOM MAU DUFFY
(K§y thuat 6ng nghiém)
Determination Fy® antigen of Duffy system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén Fy® cua hé nhém mau Duffy dugc dya trén
nguyén ly cia phan tng ngung két, sir dung thudc thir khang y globulin nguoi dé
xac dinh sy ¢6 mit cua cac khang thé Fy? loai IgG da duoc cam nhidm trén bé
mat hong cau cua nhiing ca thé mang khang nguyén Fy® [1], [2].

II. CHI PINH

Xdc dinh khang nguyén Fy? ciia hé Duffy: Puoc chi dinh gidng nhu chi dinh
xac dinh khang nguyén C cua hé Rh.

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tw tiéu hao:

Gidng nhu trang thiét bi, dung cuy, vat tu tiéu hao cta quy trinh xac dinh khang
nguyén C cua hé Rh.

2.2. Thuac thir va hoé chdt:

Thudc thir anti Fy? loai IgG; Nugc mubi sinh 1y 0,9%; Nudc cit. ..

2.3. Mdu mdu dé xac dinh khang nguyén Fy? ciia hé Duffy:

Gom mot dng méu tinh mach da dugc chong dong bang EDTA: 2 ml.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuan bi dung cu, hoa chat, sinh pham, trang thiét bi trugc khi l1am xét
nghiém. Trén 6ng nghiém dugc danh sé hoic ghi nhin day da théng tin cua
ngudi can xac dinh khang nguyén Fy?,

2. Nhan miu mau va phiéu yéu ciu xac dinh khang nguyén Fy?, kiém tra va
d6i chiéu cac théng tin trén mau mau can xac dinh khang nguyén Fy® véi phiéu
yéu cau xét nghiém. Kiém tra vé sé luong va chat luong mau mau.
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3. Tién hanh xac dinh khang nguyén Fy® ciia hé nhém méau Duffy [2]: Puoc
thuc hién theo hudng dan su dung anti Fy? loai IgG, cac budc tién hanh twong tu
V6i cac bude xac dinh khang nguyén Kp® cua hé Kell.

VI. NHAN PINH KET QUA

- Phan tng ngung két: C6 khang nguyén Fy® trén bé mat hong cau.

- Phan tng khéng ngung két: Khong cé khang nguyén Fy? trén hdng cau.
Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhimg diém can cha y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.
2. Huong dan st dyung anti Fy® loai 1gG.
3. Théng tu 26/2013/TT- BYT da duogc ban hanh ngay 16/9/2013 vé Hudng dan
hoat dong truyén mau.
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XAC PINH KHANG NGUYEN Fy? CUA HE NHOM MAU DUFFY
(K§y thuat 6ng nghiém)
Determination Fy® antigen of Duffy system

I. NGUYEN LY

Ky thuat xac dinh khang nguyén Fy® cua hé nhom mau Duffy dugc dua trén
nguyén ly cia phan tng ngung két, sir dung thudc thir khang y globulin nguoi dé
xac dinh su c6 mat cua cac khang thé Fy” loai IgG da dwoc cam nhiém trén bé
mat hdng cau cua nhirng ¢ thé mang khang nguyén Fy® [1], [2].

II. CHI PINH

Xdc dinh khang nguyén Fy° ciia hé Duffy: Pugc chi dinh giéng nhu chi dinh
xac dinh khang nguyén C cua hé Rh.

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tw tiéu hao:

Gidng nhu trang thiét bi, dung cuy, vat tu tiéu hao cta quy trinh xac dinh khang
nguyén C cua hé Rh.

2.2. Thuac thir va hoé chdt:

Thubc thir anti Fy® loai IgG; Nudc mudi sinh 1y 0,9%; Nudc ct. ..

2.3. Mau mdu dé xdc dinh khang nguyén Fy° cia hé Duffy:

Gom mot dng méu tinh mach da dugc chong dong bang EDTA: 2 ml.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuan bi dung cu, hoa chat, sinh pham, trang thiét bi trugc khi l1am xét
nghiém. Trén 6ng nghiém dugc danh sé hoic ghi nhin day da théng tin cua
ngudi can xac dinh khéang nguyén Fy®.

2. Nhan miu mau va phiéu yéu cu xac dinh khang nguyén Fy®, kiém tra va
d6i chiéu céac thong tin trén mau mau can xéac dinh khang nguyén Fy® vai phiéu
yéu cau xét nghiém. Kiém tra vé sé luong va chat luong mau mau.
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3. Tién hanh x4c dinh khang nguyén Fy® ciia hé nhém mau Duffy [2]: Puoc
thuc hién theo huéng dan st dung anti Fy® loai IgG, cac budc tién hanh twong tu
V6i cac bude xac dinh khang nguyén Kp® cua hé Kell.

VI. NHAN PINH KET QUA

- Phan g ngung két: C6 khang nguyén Fy® trén bé mat hdng ciu.

- Phan tng khdng ngung két: Khong ¢ khang nguyén Fy® trén hdng ciu.
Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhimg diém can cha y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.
2. Hudng dan st dung anti Fy® loai 1gG.
3. Thong tu 26/2013/TT- BYT da duoc ban hanh ngay 16/9/2013 vé Huéng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN s CUA HE NHOM MAU MNS
(K§y thuat 6ng nghiém)
Determination s antigen of MNS system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén s cta hé nhém mau MNS dugc dua trén
nguyén ly cia phan tng ngung két, sir dung thudc thir khang y globulin nguoi dé
xac dinh sy c6 mat cua cac khang thé s loai IgG da duoc cam nhiém trén bé mit
hong cau cua nhitng ¢4 thé mang khang nguyén s [1], [2].

II. CHI PINH

Xdc dinh khang nguyén s ciia hé MNS: Pugc chi dinh gidng nhu chi dinh xéac
dinh khang nguyén C cua hé Rh.

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tw tiéu hao:

Gidng nhu trang thiét bi, dung cuy, vat tu tiéu hao ctia quy trinh xac dinh khang
nguyén C cua hé Rh.

2.2. Thuac thir va hoé chdt:

Thudc thir anti s loai IgG; Nudc mubi sinh 1y 0,9%; Nudc cét. ..

2.3. Mdu mau dé xac dinh khang nguyén s cua hé MNS:

Gom mot dng méu tinh mach da dugc chong dong bang EDTA: 2 ml.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuan bi dung cu, hoa chat, sinh pham, trang thiét bi trugc khi l1am xét
nghiém. Trén 6ng nghiém dugc danh sé hoic ghi nhin day da théng tin cua
ngudi can xac dinh khang nguyén s.

2. Nhan mau mau va phiéu yéu cau xac dinh khang nguyén s, kiém tra va ddi
chiéu cac thong tin trén mau mau can xac dinh khang nguyén s véi phiéu yéu
cau xét nghiém. Kiém tra vé s6 luong va chat luong mau mau.
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3. Tién hanh xac dinh khang nguyén s cia hé nhém mau MNS [2]: Puoc
thuc hién theo huéng dan sir dung anti s loai IgG, cac budc tién hanh tuwong tu
V6i cac bude xac dinh khang nguyén Kp® cua hé Kell.

VI. NHAN PINH KET QUA

- Phan trng ngung két: C6 khang nguyén s trén bé mat hong cau.

- Phan tng khéng ngung két: Khong cé khang nguyén s trén hong cau.

Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huong dan st dung anti s loai 1gG.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN Lu® CUA HE NHOM MAU LUTHERAN
(K§y thuat 6ng nghiém)
Determination Lu® antigen of Lutheran system

I. NGUYEN LY

K§ thuat x4c dinh khang nguyén Lu® cua hé nhoém mau Lutheran dugc dya trén
nguyén ly cia phan tng ngung két, sir dung thudc thir khang y globulin nguoi dé
xéac dinh sy c6 mat cua cac khang thé Lu® loai IgG dd duoc cam nhidm trén bé
mat hong cau cua nhitng ca thé mang khang nguyén Lu® [1], [2].

II. CHI PINH

Xdc dinh khang nguyén Lu® ciia hé Lutheran: Puoc chi dinh giéng nhu chi
dinh xac dinh khang nguyén C cuaa hé Rh.

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tw tiéu hao:

Gidng nhu trang thiét bi, dung cuy, vat tu tiéu hao ctia quy trinh xac dinh khang
nguyén C cua hé Rh.

2.2. Thuac thir va hoé chdt:

Thudc thir anti Lu® loai IgG; Nudc mudi sinh 1y 0,9%; Nudc cat. ..

2.3. Mdu mau dé xac dinh khang nguyén Lu® ciia hé Lutheran:

Gom mot dng méu tinh dd mach dugc chong dong bang EDTA: 2 mll.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuan bi dung cu, hoa chat, sinh pham, trang thiét bi trugc khi lam xét
nghiém. Trén 6ng nghiém dugc danh sé hoic ghi nhin day da théng tin cua
ngudi can xac dinh khang nguyén Lu®.

2. Nhan miu mau va phiéu yéu ciu xac dinh khang nguyén Lu?, kiém tra va
d6i chiéu céc thong tin trén mau mau can xac dinh khang nguyén Lu® véi phiéu
yéu cau xét nghiém. Kiém tra vé sé luong va chat luong mau mau.
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3. Tién hanh xac dinh khang nguyén Lu® ciia hé nhém mau Lutheran [2]:
Puoc thuc hién theo hudng dan st dung anti Lu® loai IgG, cac budc tién hanh
tuong tu V6i cac bude xac dinh khang nguyén Kp® caa hé Kell.

VI. NHAN PINH KET QUA

- Phan ung ngung két: Co khang nguyén Lu® trén bé mat hong cau.

- Phan tng khéng ngung két: Khéng cd khang nguyén Lu® trén hong cau.
Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.
2. Huéng dan si dung anti Lu® loai 1gG.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudéng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN Lu® CUA HE NHOM MAU LUTHERAN
(K§y thuat 6ng nghiém)
Determination LuP antigen of Lutheran system

I. NGUYEN LY

Ky thuat xac dinh khang nguyén Lu® ciia hé nhém mau Lutheran dwgc dya trén
nguyén ly cia phan tng ngung két, sir dung thudc thir khang y globulin nguoi dé
xac dinh sy c6 mat cua cac khang thé Lu® loai IgG da dwoc cam nhidm trén bé
mat hdng cau cua nhitng c& thé mang khang nguyén Lu® [1], [2].

II. CHI PINH
Xdc dinh khang nguyén Lu® ciia hé Lutheran: Duogc chi dinh giéng nhu chi
dinh xac dinh khang nguyén C cuaa hé Rh.

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tw tiéu hao:

Gidng nhu trang thiét bi, dung cuy, vat tu tiéu hao ctia quy trinh xac dinh khang
nguyén C cua hé Rh.

2.2. Thuac ther va hoé chdt:

Thubc thir anti Lu® loai IgG; Nudc mubi sinh 1y 0,9%; Nuéc cit. ..

2.3. Mau mdu dé xdc dinh khang nguyén Lu® cia hé Lutheran:

Gom mot dng mau tinh mach da duoc chong dong bang EDTA: 2 m.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuan bi dung cu, hoa chat, sinh pham, trang thiét bi trugc khi l1am xét
nghiém. Trén 6ng nghiém dugc danh sé hoic ghi nhin day da théng tin cua
ngudi cin xac dinh khang nguyén Lu®.

2. Nhan miu mau va phiéu yéu ciu xéac dinh khang nguyén Lu®, kiém tra va
d6i chiéu c4c thong tin trén mau mau cin xac dinh khang nguyén Lu® véi phiéu
yéu cau xét nghiém. Kiém tra vé sé luong va chat luong mau mau.

3. Tién hanh xac dinh khang nguyén Lu® caa hé nhém mau Lutheran [2]:
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Pugc thuc hién theo huéng dan sir dung anti Lu® loai IgG, cac budc tién hanh
tuong tu V6i cac bude xac dinh khang nguyén Kp® caa hé Kell.

VI. NHAN PINH KET QUA

- Phan tung ngung két: C6 khang nguyén Lu® trén bé mat hong cau.

- Phan g khong ngung két: Khong c6 khang nguyén Lu® trén hdng ciu.
Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.
2. Huéng dan st dung anti Lu® loai 1gG.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN C CUA HE NHOM MAU Rh
(Phwong phap gelcard)
Determination C antigen of Rh system

I.NGUYEN LY

K§ thuat xac dinh khang nguyén C cua hé Rh bang phuong phéap gelcard c6
nguyén 1y nhu sau: Anti C loai IgM duoc cam nhiém véi hdng cau cia nhitng ca
thé mang khang nguyén C, cac khang y globulin tuong tng 13 anti-lgM s& két
hop véi anti C va cho phan tmg ngung két trong dung méi trudng co ai luc cao &
37°C [1], [2].

II. CHI PINH

Xdc dinh khang nguyén C cia hé Rh: DPuoc chi dinh gidng nhu chi dinh xéac
dinh khang nguyén C cua hé Rh (K§ thuat dng nghiém).

I11. CHONG CHI PINH

Khéng cé chong chi dinh.

IV. CHUAN BI

1. Ngwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phwong tién — Hoa chat

1.1. Trang thiét by:

May U gelcard chuyén dung; May ly tim gelcard chuyén dung; May ly tim ong
thang c6 s6 vong va thoi gian chinh xac dé ly tm 6ng mau; Ta lanh dung sinh
pham...

1.2. Dung cu:

Ong nghiém thuy tinh: 12x75mm; Gia cam 6ng nghiém; Khay men hinh chit
nhat: 25x30 cm; Bat marker; Pipet nhua; Pipet tu dong; Pau con cac loai; Hop
dung dau con; Gia d gelcard.

1.3. Thuac thir va hoa chdt:

Khéang huyét thanh chuan Anti C loai IgM; Nudc mudi sinh 1y 0,9%; Nuéc cat;
Tam gelcard.

1.4. Mdu mdu dé xdc dinh khang nguyén C cua hé Rh:

Gom mot 6ng mau tinh mach da duoc chong dong bang EDTA: 2 ml.

1.5. Vat tw tiéu hao:

S6 ghi két qua; Phiéu xét nghiém dinh nhom méau; Mii gidy; Khau trang; Giang

tay; Quan 4o cong tac.
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3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chudn bi dung cu, hoa chat, sinh pham day di trude khi tién hanh xét
nghiém. Chuan bi dung dich héng cau 0,5% (1000 pl dung dich LISS va 5 pl
hong cau khéi cuia bénh nhan/ ngudi hién mau).

2. Nhgn bénh phdm va phiéu yéu cdu xdc dinh khang nguyén C cta nguoi can
xac dinh khang nguyén C, kiém tra va d6i chiéu cac thong tin trén ng mau va
phiéu xét nghiém cho phi hop.

3. Tién hanh dinh nhom khang nguyén C cia hé Rh [2]:

- Bwéc 1: Ghi day du thong tin ctia ngudi bénh/ nguoi hién mau 1én tam gelcard.
- Buge 2: Mé tim bao vé phu 1én cac cot gel theo diing quy dinh.

- Bwée 3: Nho 40 pl dung dich hdng cau bénh nhan/ nguoi hién mau 0,5% da
chuan bj ¢ trén vao giéng gelcard da duoc ghi nhan.

- Buge 4: Thém 20 pl anti C loai IgM vao giéng gelcard trén.

- Buge 5: Ly tam gelcard bang may ly tim chuyén dung trong 10 phut.

- Buéc 6: Doc két qua theo hudng dan cua nha san xuat sinh pham.

VI. NHAN PINH KET QUA

- Phan tng ngung két: C6 khang nguyén C trén bé mat hong cau.

- Phan tng khong ngung két: Khong cd khang nguyén C trén hong cau.

Nhirng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi lam xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huéng dan xac dinh khang nguyén C loai IgM bang k¥ thuat gelcard.
3. Théng tu 26/2013/TT- BYT da duoc ban hanh ngay 16/9/2013 vé Hudng dan
hoat dong truyén mau.
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XAC PINH KHANG NGUYEN ¢ CUA HE NHOM MAU Rh
(Phwong phap gelcard)
Determination ¢ antigen of Rh system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén C cua hé Rh bang phuong phéap gelcard c6
nguyén 1y nhu sau: Anti ¢ loai IgM duoc cam nhiém véi hong cau cua nhiing ca
thé mang khang nguyén c, cac khang v globulin twong tmg 14 anti-lgM s& két
hop v&i anti C va cho phan tmg ngung két trong dung méi trudng co ai luc cao &
37°C [1], [2]

II. CHI PINH

Xdc dinh khang nguyén c ciia hé Rh: Pugc chi dinh giéng nhu chi dinh xac
dinh khang nguyén C cua hé Rh (K¥ thuat dng nghiém).

I1I. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Ngwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phwong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tw tiéu hao:

Gidng nhu trang thiét bi, dung cu, vat tu tiéu hao cua ky thuat xac dinh khéang
nguyén C cua hé Rh (K¥ thuat gelcard).

2.2. Thuac thir va hoé chdt:

Khéang huyét thanh chuan Anti ¢ loai IgM; Nudc mudi sinh 1y 0,9%; Nugc cat;
Tam gelcard.

2.3. Mdu mau dé xac dinh khang nguyén c ciia hé Rh:

Gom mot 6ng mau tinh mach da duoc chong dong bang EDTA: 2 ml.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chudn bi dung cu, hoa chdt, sinh phdm day di trude khi tién hanh xét
nghiém. Chuan bi dung dich héng cau 0,5% (1000 pl dung dich LISS va 5 pl
hong cau khéi caa bénh nhan/ ngudi hién mau).
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2. Nhgn bénh phdm va phiéu yéu cdu xdc dinh khang nguyén C cta nguoi can
xac dinh khang nguyén C, kiém tra va d6i chiéu cac théng tin trén ng mau va
phiéu xét nghiém cho phu hop.

3. Tién hanh dinh nhom khang nguyén c cia hé Rh [2]: Pugc thuc hién theo
huéng dan sir dung anti ¢ loai IgM, cac budc tién hanh twong tu nhu cac budc
xéac dinh khang nguyén C caa hé Rh bang k§ thuat gelcard.

VI. NHAN PINH KET QUA

- Phan tng ngung két: C6 khang nguyén c trén bé mat héng cau.

- Phan tng khéng ngung két: Khéng ¢ khang nguyén c trén hong cau.

Nhirng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chl y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huéng dan sir dung anti ¢ loai lgM bang k¥ thuat gelcard.
3. Théng tu 26/2013/TT- BYT da duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN E CUA HE NHOM MAU Rh
(Phwong phap gelcard)
Determination E antigen of Rh system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén E cua hé Rh bang phuong phéap gelcard c6
nguyén 1y nhu sau: Anti E loai IgM duoc cam nhiém véi hong cau cia nhitng ca
thé mang khang nguyén E, cac khang y globulin tuong ung 14 anti-IgM s& két
hop v&i anti E va cho phan tng ngung két trong dung méi trudng cé ai luc cao &
37°C [1], [2]

II. CHI PINH

Xdc dinh khang nguyén E cia hé Rh: DPuoc chi dinh gidng nhu chi dinh xéac
dinh khang nguyén C cua hé Rh (K¥ thuat dng nghiém).

I1I. CHONG CHI PINH

Khéng cé chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Bac si, cr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tw tiéu hao:

Gidng nhu trang thiét bi, dung cu, vat tu tiéu hao cua ki thuat xac dinh khéang
nguyén C cua hé Rh (K¥ thuat gelcard).

2.2. Thuac thir va hoé chdt:

Khang huyét thanh chuan Anti E loai IgM; Nuéc mubi sinh 1y 0,9%; Nudc cat;
Tam gelcard.

2.3. Mdu mdu dé xdac dinh khang nguyén E ciia hé Rh:

Gom mot dng méu tinh mach da dugc chong dong bang EDTA: 2 mll.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chudn bi dung cu, hoa chdt, sinh phdm day di trude khi tién hanh xét
nghiém. Chuan bi dung dich hong cau 0,5% (1000 pl dung dich LISS va 5 pl
hong cau khéi cia bénh nhan/ ngudi hién mau).
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2. Nhgn bénh phdm va phiéu yéu cdu xdc dinh khang nguyén E caa nguoi can
xac dinh khang nguyén E, kiém tra va di chiéu cac thong tin trén 6ng mau va
phiéu xét nghiém cho phu hop.

3. Tién hanh dinh nhém khang nguyén E cia hé Rh [2]: Pugc thuc hién theo
huéng dan sir dung anti E loai IgM, cac budc tién hanh tuong ty nhu cac budc
xéac dinh khang nguyén C caa hé Rh bang k§ thuat gelcard.

VI. NHAN PINH KET QUA

- Phan trng ngung két: C6 khang nguyén E trén bé mat hong cau.

- Phan ung khong ngung két: Khong c6 khang nguyén E trén hong cau.

Nhirng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chi y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huéng dan sir dung anti E loai IgM bang ky thuat gelcard.
3. Théng tu 26/2013/TT- BYT da duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN e CUA HE NHOM MAU Rh
(Phwong phap gelcard)
Determination e antigen of Rh system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén e caa hé Rh bang phuong phap gelcard cé
nguyén 1y nhu sau: Anti e loai IgM duoc cam nhiém véi hong cau cua nhiing ca
thé mang khang nguyén e, cac khang v globulin twong Gmg 13 anti-lgM s& két
hop Véi anti e va cho phan tng ngung két trong dung mai trudng cé ai luc cao &
37°C [2].

II. CHI PINH

Xdc dinh khang nguyén C cia hé Rh: DPuoc chi dinh gidng nhu chi dinh xéac
dinh khang nguyén C cua hé Rh (K§ thuat dng nghiém).

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Ngwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phwong tién — Hoa chat

2.1. Trang thiét by, dung cu, vat tu tiéu hao:

Gidng nhu trang thiét bi, dung cu, vat tu tiéu hao cua ky thuat xac dinh khéang
nguyén C cua hé Rh (K¥ thuat gelcard).

2.2. Thuac ther va hoé chat:

Khéang huyét thanh chuan Anti e loai IgM; Nudc mudi sinh 1y 0,9%; Nudc cat;
Tam gelcard.

2.3. Mdu mdu dé xdac dinh khang nguyén e ciia hé Rh:

Gom mot 6ng mau tinh mach da duoc chong dong bang EDTA: 2 ml.

3. Thai gian lam xet nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chudn bi dung cu, hoa chdt, sinh pham ddy di trudce khi tién hanh xét
nghiém. Chuan bi dung dich héng cau 0,5% (1000 pl dung dich LISS va 5 pl
hong cau khéi cia bénh nhan/ ngudi hién mau).

264



2. Nhgn bénh phdm va phiéu yéu cdu xdc dinh khang nguyén e cua nguoi can
xac dinh khang nguyén e, kiém tra va di chiéu cac thong tin trén 6ng mau va
phiéu xét nghiém cho phi hop.

3. Tién hanh dinh nhom khang nguyén e cia hé Rh [2]: Pugc thuc hién theo
huéng dan sir dung anti e loai IgM, cac budc tién hanh twong tu nhu cac budc
xac dinh khang nguyén C cua hé Rh bang k§ thuat gelcard.

VI. NHAN PINH KET QUA

- Phan trng ngung két: C6 khang nguyén e trén bé mat hong cau.

- Phan tng khéng ngung két: Khéng cd khang nguyén e trén hong cau.

Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi lam xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huéng dan sir dung anti e loai lgM bang k¥ thuat gelcard.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN K CUA HE NHOM MAU KELL
(Phwong phap gelcard)
Determination K antigen of Kell system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén K cua hé Kell bang phuong phap gelcard c6
nguyén 1y nhu sau: Anti K loai IgM dugc cam nhiém véi hdng cau cia nhiing ca
thé mang khang nguyén K, cac khang y globulin twong tng 13 anti-lgM s& két
hop véi anti K va cho phan tmg ngung két trong dung mdi trudng co ai luc cao &
37°C [2].

II. CHI PINH

Xdc dinh khang nguyén K ciia hé Kell: Puoc chi dinh gidng nhu chi dinh xéac
dinh khang nguyén C cua hé Rh (K¥ thuat dng nghiém).

I1I. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tw tiéu hao

Gidng nhu trang thiét bi, dung cu, vat tu tiéu hao cua ky thuat xac dinh khéang
nguyén C cua hé Rh (K¥ thuat gelcard).

2.2. Thuac thir va hoé chdt:

Anti K loai IgM; Nudc mudi sinh 1y 0,9%; Nudc cat; Tam gelcard.

2.3. Mdu mau dé xac dinh khang nguyén K ciia hé Kell

Gom mot dng méu tinh mach da dugc chong dong bang EDTA: 2 ml.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chudn bi dung cu, hoa chdt, sinh phdm day di trude khi tién hanh xét
nghiém. Chuan bi dung dich hong cau 0,5% (1000 pl dung dich LISS va 5 pl
hong cau khéi cuia bénh nhan/ ngudi hién mau).

2. Nhd@n bgnh pham va phiéu yéu cdu xdc dinh khang nguyén K cia nguoi can
xac dinh khang nguyén K, kiém tra va d6i chiéu cac thdng tin trén 6ng mau va
phiéu xét nghiém cho phi hop.
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3. Tién hanh dinh nhom khang nguyén K cia hé Kell [2]: Puogc thyc hién
theo huéng dan sir dung anti K loai IgM, cac budc tién hanh twong tu nhu cac
budc xac dinh khang nguyén C cua hé Rh bang k§ thuat gelcard.

VI. NHAN PINH KET QUA

- Phan ung ngung két: C khang nguyén K trén bé mat hong cau.

- Phan tng khong ngung két: Khéng cd khang nguyén K trén hong cau.

Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chl y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huéng dan sir dung anti K loai IgM bang k§ thuat gelcard.
3. Thong tu 26/2013/TT- BYT da dugc ban hanh ngay 16/9/2013 vé Hudng dan
hoat dong truyén mau.
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XAC PINH KHANG NGUYEN k CUA HE NHOM MAU KELL
(Phwong phap gelcard)
Determination k antigen of Kell system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén k caa hé Kell bang phwong phap gelcard c6
nguyén 1y nhu sau: Anti k loai IgM duoc cam nhiém véi hong cau cua nhiing ca
thé mang khang nguyén k, cac khang y globulin twong {mg 1a anti-lgM s& két
hop véi anti k va cho phan tmg ngung két trong dung méi trudng c6 ai luc cao &
37°C [1], [2].

II. CHI PINH

Xdc dinh khang nguyén Kk ciia hé Kell: Puoc chi dinh gidng nhu chi dinh xac
dinh khang nguyén C cua hé Rh (K¥ thuat dng nghiém).

I1I. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Ngwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phwong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tw tiéu hao:

Gidng nhu trang thiét bi, dung cu, vat tu tiéu hao cta ki thuat xac dinh khang
nguyén C cua hé Rh (K¥ thuat gelcard).

2.2. Thuac thir va hoé chdt:

Anti k loai IgM; Nudc mudi sinh 1y 0,9%; Nudc cat; Tam gelcard.

2.3. Mdu mdu dé xac dinh khang nguyén k cia hé Kell:

Gom mot 6ng mau tinh mach da duoc chong dong bang EDTA: 2 ml.

3. Thai gian lam xéet nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chudn bi dung cu, hoa chdt, sinh pham ddy di trude khi tién hanh xét
nghiém. Chuan bi dung dich héng cau 0,5% (1000 pl dung dich LISS va 5 pl
hong cau khéi cia bénh nhan/ ngudi hién mau).

2. Nhgn bénh phdm va phiéu yéu cdu xdc dinh khang nguyén k cia nguoi can
xac dinh khang nguyén k, kiém tra va d6i chiéu cac thong tin trén éng mau va
phiéu xét nghiém cho phu hop.
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3. Tién hanh dinh nhom khang nguyén k cia hé Kell [2]: Pugc thuc hién theo
huéng dan sir dung anti k loai IgM, cac budc tién hanh twong tu nhu cac budc
xac dinh khang nguyén C cua hé Rh bang k§ thuat gelcard.

VI. NHAN PINH KET QUA

- Phan ung ngung két: C khang nguyén k trén bé mat hong cau.

- Phan tng khéng ngung két: Khong cé khang nguyén k trén hng cau.

Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huéng dan sir dung anti k loai IgM bang k§ thuat gelcard.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN Kp® CUA HE NHOM MAU KELL
(Phwong phap gelcard)
Determination Kp? antigen of Kell system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén Kp® cia hé Kell bang phuong phéap gelcard c6
nguyén 1y nhu sau: Anti Kp® loai IgG dugce cam nhiém véi hong cau caa nhiing
ca thé mang khang nguyén Kp? cac khang y globulin twong tng 13 anti-1gG s&
két hop vai anti Kp® va cho phan tng ngung két trong méi truong co ai luc cao &
37°C [1], [2]

II. CHI PINH

Xdc dinh khang nguyén Kp? ciia hé Kell: Puoc chi dinh giéng nhu chi dinh
xéac dinh khang nguyén C caa hé Rh (K5 thuat dng nghiém).

I1I. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Ngwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phwong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tw tiéu hao:

Gidng nhu trang thiét bi, dung cu, vat tu tiéu hao cua ki thuat xac dinh khéang
nguyén C cua hé Rh (K¥ thuat gelcard).

2.2. Thuac thir va hoé chdt:

Anti Kp® loai IgG; Nudc mudi sinh 1y 0,9%; Nudc cat; Tam gelcard.

2.3. Mdu mdu dé xdac dinh khang nguyén Kp? ciia hé Kell:

Gom mot 6ng mau tinh mach da duoc chong dong bang EDTA: 2 ml.

3. Thai gian lam xéet nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chudn bi dung cu, hoa chdt, sinh pham ddy di trude khi tién hanh xét
nghiém. Chuan bi dung dich héng cau 0,5% (1000 pl dung dich LISS va 5 pl
hong cau khéi cia bénh nhan/ ngudi hién mau).

2. Nhgn bénh phdm va phiéu yéu cdu xdc dinh khang nguyén Kp?, kiém tra va
d6i chiéu cac thdng tin trén 6ng mau va phiéu xét nghiém cho phu hop.
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3. Tién hanh dinh nhém khang nguyén Kp® cia hé Kell [2]: Puoc thuc hién
theo hudng dan sir dung anti Kp? loai IgG, cac budc tién hanh twong tu nhu cac
budc xac dinh khang nguyén C cua hé Rh bang k§ thuat gelcard.

VI. NHAN PINH KET QUA

- Phan trng ngung két: C6 khang nguyén Kp® trén bé mat hong cau.

- Phan tng khéng ngung két: Khong cé khang nguyén Kp® trén hong cau.
Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chl y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.
2. Huéng dan sir dung anti Kp® loai lgM bang k¥ thuat gelcard.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN Kp” CUA HE NHOM MAU KELL
(Phwong phap gelcard)
Determination Kp® antigen of Kell system

I. NGUYEN LY

Ky thuat xac dinh khang nguyén Kp® cuia hé Kell bang phwong phép gelcard co
nguyén 1y nhu sau: Anti Kp® loai IgG duoc cam nhidm véi hdng ciu caa nhiing
cé thé mang khang nguyén Kp®, cac khang y globulin twong tmg 13 anti-lgG s&
két hop vai anti Kp® va cho phan tmg ngung két trong dung méi truong c6 &i luc
cao ¢ 37°C [1], [2].

II. CHI PINH

Xdc dinh khang nguyén Kp° ciia hé Kell: Duogc chi dinh gidng nhu chi dinh
xéac dinh khang nguyén C caa hé Rh (K5 thuat dng nghiém).

I1I. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Ngwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phwong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tw tiéu hao:

Gidng nhu trang thiét bi, dung cu, vat tu tiéu hao cua ki thuat xac dinh khéang
nguyén C cua hé Rh (K¥ thuat gelcard).

2.2. Thuac thir va hoé chdt:

Anti Kp® loai 1gG; Nudc mudi sinh 1y 0,9%; Nude cat; TAm gelcard.

2.3. Mau mdu dé xdc dinh khang nguyén Kp°® cia hé Kell:

Gom mot 6ng mau tinh mach da duoc chong dong bang EDTA: 2 ml.

3. Thai gian lam xet nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chudn bi dung cu, hoa chdt, sinh pham ddy di trude khi tién hanh xét
nghiém. Chuan bi dung dich héng cau 0,5% (1000 pl dung dich LISS va 5 pl
hong cau khéi cia bénh nhan/ ngudi hién mau).

2. Nhgn bénh phdm va phiéu yéu cdu xdc dinh khang nguyén Kp° cua nguoi
can xac dinh khang nguyén Kp®, kiém tra va ddi chiéu céc thong tin trén dng
maéu va phiéu xét nghiém cho phu hop.

272



3. Tién hanh dinh nhém khang nguyén Kp® cia hé Kell [2]: Buoc thyc hién
theo huéng dan sir dung anti Kp® loai IgG, cac budc tién hanh twong tu nhu cac
budc xac dinh khang nguyén C cua hé Rh bang k§ thuat gelcard.

VI. NHAN PINH KET QUA

- Phan g ngung két: C6 khang nguyén Kp® trén bé mat hdng cau.

- Phan g khong ngung két: Khong ¢ khang nguyén Kp® trén hdng cau.
Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.
2. Hudng dan sir dung anti Kp® loai 1gG béng ky thuat gelcard.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN Fy* CUA NHOM MAU HE DUFFY
(Phwong phap gelcard)
Determination Fy® antigen of Duffy system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén Fy? cua hé Duffy bing phuong phap gelcard c6
nguyén 1y nhu sau: Anti Fy? loai IgG dugc cam nhiém voi hdng cau caa nhiing
ca thé mang khang nguyén Fy?, cac khang y globulin tuong tmg 13 anti-1gG s&
két hop véi anti Fy* va cho phan tng ngung két trong dung moéi trudng c6 ai luc
cao ¢ 37°C [1], [2].

II. CHI PINH

Xdc dinh khang nguyén Fy? ciia hé Duffy: Puoc chi dinh giong nhu chi dinh
xac dinh khang nguyén C cua hé Rh (K§ thuat 6ng nghiém).

I1I. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Ngwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phwong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vdt tu tiéu hao:

Gidng nhu trang thiét bi, dung cu, vat tu tiéu hao cua ki thuat xac dinh khéang
nguyén C cua hé Rh (K¥ thuat gelcard).

2.2. Thuac thir va hoé chdt:

Anti Fy? loai IgM; Nudc mudi sinh 1y 0,9%; Nudgc cat; Tam gelcard.

2.3. Mdu mdu dé xac dinh khang nguyén Fy® ciia hé Duffy:

Gom mot 6ng mau tinh mach da duoc chong dong bang EDTA: 2 ml.

3. Thai gian lam xéet nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chudn bi dung cu, hoa chdt, sinh pham ddy di trude khi tién hanh xét
nghiém. Chuan bi dung dich héng cau 0,5% (1000 pl dung dich LISS va 5 pl
hong cau khéi cia bénh nhan/ ngudi hién mau).

2. Nhgn bénh phdm va phiéu yéu cdu xdc dinh khang nguyén Fy?, kiém tra va
d6i chiéu cac thdng tin trén 6ng mau va phiéu xét nghiém cho phu hop.
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3. Tién hanh dinh nhom khang nguyén Fy? cia hé Duffy [2]: Puoc thuc hién
theo hudng dan sir dung anti Fy? loai IgG, cac budc tién hanh twong tu nhu cac
budc xac dinh khang nguyén C cua hé Rh bang k§ thuat gelcard.

VI. NHAN PINH KET QUA

- Phan tng ngung két: C6 khang nguyén Fy? trén bé mat hong cau.

- Phan tng khéng ngung két: Khong cé khang nguyén Fy? trén hdng cau.
Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.
2. Huéng dan sir dung anti Fy® loai IgG bang k¥ thuat gelcard.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN Fy” CUA HE NHOM MAU DUFFY
(Phwong phap gelcard)
Determination Fy® antigen of Duffy system

I. NGUYEN LY

Ky thuat xac dinh khang nguyén Fy® cia hé Duffy bang phuong phép gelcard co
nguyén 1y nhu sau: Anti Fy® loai IgG duoc cam nhiém véi hdng ciu caa nhiing
c4 thé mang khéng nguyén Fy®, cac khang v globulin tuong tmg 1 anti-lgG s&
két hop véi anti Fy® va cho phan tmg ngung két trong dung mdi trudng co i luc
cao ¢ 37°C [1], [2].

II. CHI PINH

Xdc dinh khang nguyén Fy® ciia hé Duffy: Puoc chi dinh giéng nhu chi dinh
xac dinh khang nguyén C cua hé Rh (K§ thuat 6ng nghiém).

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Ngwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phwong tién — Hoa chat

2.1. Trang thiét by, dung cu, vat tu tiéu hao:

Gidng nhu trang thiét bi, dung cu, vat tu tiéu hao cua ky thuat xac dinh khéang
nguyén C cua hé Rh (K¥ thuat gelcard).

2.2. Thuac ther va hoé chat:

Anti Fy” loai IgM; Nuéc mudi sinh 1y 0,9%; Nuée cat; Tam gelcard.

2.3. Mdu mdu dé xdc dinh khang nguyén Fy° ciia hé Duffy:

Gom mot dng méu tinh mach da dugc chong dong bang EDTA: 2 mll.

3. Thai gian lam xéet nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chudn bi dung cu, hoa chdt, sinh pham ddy di trude khi tién hanh xét
nghiém. Chuan bi dung dich hong cau 0,5% (1000 pl dung dich LISS va 5 pl
hong cau khéi cia bénh nhan/ ngudi hién mau).

2. Nhdn bénh phdm va phiéu yéu cau xdc dinh khang nguyén Fy®, kiém tra va
d6i chiéu cac thong tin trén dng mau va phiéu xét nghiém cho phi hop.
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3. Tién hanh dinh nhém khang nguyén Fy® cia hg Duffy [2]: Puoc thuc hién
theo huéng dan sir dung anti Fy® loai IgG, cac budc tién hanh twong ty nhu cac
budc xac dinh khang nguyén C cua hé Rh bang ky thuat gelcard.

VI. NHAN PINH KET QUA

- Phan g ngung két: C6 khang nguyén Fy® trén bé mat hdng cau.

- Phan g khong ngung két: Khong ¢ khang nguyén Fy trén hdng ciu.
Nhirng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.
2. Huéng dan st dung anti Fy” loai 1gG bang k¥ thuat gelcard.
3. Thong tu 26/2013/TT- BYT da duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN Jk* CUA HE NHOM MAU KIDD
(Phwong phap gelcard)
Determination Jk? antigen of Kidd system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén Jk® cua hé Kidd bang phwong phap gelcard c6
nguyén 1y nhu sau: Anti Jk? loai IgG dugc cam nhiém véi hong cau cua nhiing
ca thé mang khang nguyén JK® cac khang y globulin twong tmg 13 anti-IgG s&
két hop véi anti Jk* va cho phan tng ngung két trong dung mdi trudng c6 ai luc
cao ¢ 37°C [1], [2].

II. CHI PINH

Xdc dinh khang nguyén Jk? ciia hé Kidd: Pugc chi dinh giéng nhu chi dinh
xéac dinh khang nguyén C caa hé Rh (K5 thuat dng nghiém).

I1I. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Ngwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phwong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tw tiéu hao:

Gidng nhu trang thiét bi, dung cu, vat tu tiéu hao cua ki thuat xac dinh khéang
nguyén C cua hé Rh (K¥ thuat gelcard).

2.2. Thuac thir va hoé chdt:

Anti Jk®* loai IgM; Nudc mubi sinh 1y 0,9%; Nude cat; Tam gelcard.

2.3. Mdu mdu dé xdac dinh khang nguyén JK? cia hé Kidd:

Gom mot 6ng mau tinh mach da duoc chong dong bang EDTA: 2 ml.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chudn bi dung cu, hoa chdt, sinh pham ddy di trude khi tién hanh xét
nghiém. Chuan bi dung dich héng cau 0,5% (1000 pl dung dich LISS va 5 pl
hong cau khéi cia bénh nhan/ ngudi hién mau).

2. Nhgn bénh phdm va phiéu yéu cau xdc dinh khang nguyén Jk?, kiém tra va
d6i chiéu cac thdng tin trén 6ng mau va phiéu xét nghiém cho phu hop.
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3. Tién hanh dinh nhom khang nguyén Jk® ciia hé Kidd [2]: Pugc thuc hién
theo hudng dan su dung anti Jk? loai IgG, cac budc tién hanh tuong tu nhu cac
budc xac dinh khang nguyén C cua hé Rh bang ky thuat gelcard.

VI. NHAN PINH KET QUA

- Phan ung ngung két: C6 khang nguyén Jk® trén bé mat hong cau.

- Phan tng khong ngung két: Khong c6 khang nguyén Jk? trén hong cau.

Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.
2. Huéng dan sir dung anti Jk? loai 1gG bang ky thuat gelcard.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN Jk° CUA HE NHOM MAU KIDD
(Phwong phap gelcard)
Determination Jk° antigen of Kidd system

I. NGUYEN LY

Ky thuat xac dinh khang nguyén Jk® ciia hé Kidd bang phwong phép gelcard co
nguyén 1y nhu sau: Anti JK° loai IgG duge cam nhidm véi hdng cu cua nhiing
c4 thé mang khang nguyén JKk®, cac khang y globulin twong tng 13 anti-lgG s&
két hop véi anti JK° va cho phan tng ngung két trong méi truong c6 ai luc cao &
37°C [1], [2]

II. CHI PINH

Xidc dinh khang nguyén JK® ciia hé Duffy: Puogc chi dinh giéng nhu chi dinh
xéac dinh khang nguyén C caa hé Rh (K5 thuat dng nghiém).

I1I. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Ngwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phwong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tw tiéu hao:

Gidng nhu trang thiét bi, dung cu, vat tu tiéu hao cua ki thuat xac dinh khéang
nguyén C cua hé Rh (K¥ thuat gelcard).

2.2. Thuac thir va hoé chdt:

Anti JK® loai 1gM; Nugc mudi sinh 1y 0,9%; Nudc cat; TAm gelcard.

2.3. Mau mdu dé xdc dinh khang nguyén JK® ciia hé Kidd:

Gom mot 6ng mau tinh mach da duoc chong dong bang EDTA: 2 ml.

3. Thai gian lam xéet nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chudn bi dung cu, hoa chdt, sinh pham ddy di trude khi tién hanh xét
nghiém. Chuan bi dung dich héng cau 0,5% (1000 pl dung dich LISS va 5 pl
hong cau khéi ctia bénh nhan/ ngudi hién mau).

2. Nhd@n bénh phdm va phiéu yéu cdu xdc dinh khang nguyén JK°, kiém tra va
d6i chiéu cac thdng tin trén 6ng mau va phiéu xét nghiém cho phu hop.

280



3. Tién hanh dinh nhoém khang nguyén Jk® cia hé Kidd [2]: Buoc thuc hién
theo huéng dan st dung anti Jk® loai IgG, cac budce tién hanh twong tu nhu cac
budc xac dinh khang nguyén C cua hé Rh bang k§ thuat gelcard.

VI. NHAN PINH KET QUA

- Phan tung ngung két: C6 khang nguyén JK® trén bé mat hdng cau.

- Phan g khong ngung két: Khdng c6 khang nguyén Jk® trén hdng ciu.

Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.
2. Huéng dan sir dung anti JK° loai 1gG béang ky thuat gelcard.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN Le® CUA HE NHOM MAU LEWIS
(Phwong phap gelcard)
Determination Le® antigen of Lewis system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén Le® cua hé Lewis bang phuong phap gelcard c6
nguyén 1y nhu sau: Anti Le® loai IgM ¢6 sén trong tim gelcard s& giy ngung két
truc tiép hong cau cua nhitng c& thé mang khang nguyén Le® sau khi tim
gelcard dugc ly tam [1], [2].

II. CHI PINH

Xdc dinh khang nguyén Le® ciia hé Lewis: Puogc chi dinh giéng nhu chi dinh
xac dinh khang nguyén C cua hé Rh (K§ thuat 6ng nghiém).

III. CHONG CHI PINH

Khéng cé chdng chi dinh.

IV. CHUAN BI

1. Ngwoi thuc hién

Bac si, cir nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét by, dung cu, vat tu tiéu hao:

Gidng nhu trang thiét bi, dung cu, vat tu tiéu hao cua ky thuat xac dinh khéang
nguyén C cua hé Rh (K¥ thuat gelcard).

2.2. Thuac ther va hoé chat:

Tam gelcard di c6 san anti Le® loai IgM; Nuéc mudi sinh 1y 0,9%; Nudc cat.
2.3. Mdu mdu dé xdc dinh khang nguyén Le® ciia hé Lewis:

Gom mot 6ng mau tinh mach da duoc chong dong bang EDTA: 2 m.

3. Thai gian lam xéet nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chudn bi dung cu, hoa chdt, sinh phdm day di trude khi tién hanh xét
nghiém. Chuan bi dung dich héng cau 5% (500 pl dung dich hoa lodng | va 25
ul hong cau khéi cua bénh nhan/ ngudi hién mau, tron déu, o dich treo hdng cau
10 phat ¢ nhiét do tir 18 - 25°C). Sir dung hdng cau da u trén trong vong 15
phut.
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2. Nhdn bénh phdam va phiéu yéu cdu xdc dinh khang nguyén Le? can xac dinh
khang nguyén Le?, kiém tra va d6i chiéu cac thong tin trén dng mau va phiéu xét
nghiém cho phu hop.

3. Tién hanh dinh nhom khang nguyén Le® ciia hé Lewis[2]:

- Bwéc 1: Ghi day du thong tin ctia ngudi bénh/ nguoi hién mau 1én tam gelcard.
- Bwde 2: Mé tim bao vé phu 18n cac cot gel theo ding quy dinh.

- Bwée 3: Thém 10 hoic 12,5 pl dung dich héng cau bénh nhan/ ngudi hién mau
5% da chuan bi & trén vao giéng gelcard di c6 sin anti Le.

- Buwée 4: Ly tam gelcard bang may ly tim chuyén dung trong 10 phut.

- Bwéc 5: Boc két qua theo huéng dan ctia nha san xuat sinh pham.

VI. NHAN PINH KET QUA

- Phan tng ngung két: C6 khang nguyén Le® trén bé mat hong cau.

- Phan tng khong ngung két: Khong cé khang nguyén Le® trén hong cau.
Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chl y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huéng dan sir dung anti Le® loai IgM bang k§ thuat gelcard.
3. Thong tu 26/2013/TT- BYT da duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN Le” CUA HE NHOM MAU LEWIS
(Phwong phap gelcard)
Determination Le” antigen of Lewis system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén Le” ctia hé Lewis bing phuong phéap gelcard c6
nguyén 1y nhu sau: Anti Le® loai IgM c6 sin trong tdm gelcard s& gay ngung két
truc tiép hong cau cua nhiing c& thé mang khang nguyén Le” sau khi tim gelcard
duoc ly tam [1], [2].

II. CHI PINH

Xdc dinh khang nguyén Le” ciia hé Lewis: Puoc chi dinh giéng nhu chi dinh
xac dinh khang nguyén C cua hé Rh (K§ thuat 6ng nghiém).

III. CHONG CHI PINH

Khéng cé chdng chi dinh.

IV. CHUAN BI

1. Ngwoi thuc hién

Bac si, cir nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét by, dung cu, vat tu tiéu hao:

Gidng nhu trang thiét bi, dung cu, vat tu tiéu hao cua ky thuat xac dinh khéang
nguyén C cua hé Rh (K¥ thuat gelcard).

2.2. Thuac ther va hoé chat:

T4m gelcard c6 sén anti Le® loai 1gM; Nudc mubi sinh 1y 0,9%; Nudc cat.

2.3. Méu mdu dé xdc dinh khang nguyén Le® cia hé Lewis:

Gom mot dng méu tinh mach da dugc chong dong bang EDTA: 2 ml.

3. Thai gian lam xéet nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chudn bi dung cu, hoa chdt, sinh phdam day di truge khi tién hanh xét
nghiém. Chuan bi dung dich hong cau 0,5% (1000 pl dung dich LISS va 5 pl
hong cau khéi cia bénh nhan/ ngudi hién mau).

2. Nhdn bénh phdm va phiéu yéu cau xdc dinh khang nguyén Le°, kiém tra va
d6i chiéu cac thong tin trén ng mau va phiéu xét nghiém cho phi hop.
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3. Tién hanh dinh nhém khang nguyén Le® ciia hé Lewis [2]: Puoc thuc hién
theo huéng dan sir dung anti Le® loai IgM, cac budc tién hanh twong tuw nhu cac
bude xéac dinh khang nguyén Le® caa hé Lewis bang ky thuat gelcard.

VI. NHAN PINH KET QUA

- Phan tung ngung két: C6 khang nguyén Le® trén bé mat hng cau.

- Phan g khong ngung két: Khong ¢ khang nguyén Le® trén hdng ciu.
Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Hudng dan sir dung anti Le® loai 1gM béng k§ thuat gelcard.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN s CUA HE NHOM MAU MNS
(Phwong phap gelcard)
Determination s antigen of MNS system

I. NGUYEN LY

Ky thuat xac dinh khang nguyén s caa hé MNS bang phuong phap gelcard cd
nguyén 1y nhu sau: Anti s loai IgG duoc cam nhiém véi hong cau caa nhiing ca
thé mang khang nguyén s, cac khang y globulin tuong tGng 1a anti-IgG s& két hop
véi anti s va cho phan tng ngung két trong méi truong co i luc cao & 37°C [1],
2].

I1I. CHI PINH

Xdc dinh khang nguyén s ciza hé MNS: Pugc chi dinh gidng nhu chi dinh xéac
dinh khang nguyén C cua hé Rh (K§ thuat dng nghiém).

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Ngwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phwong tién — Hoa chat

2.1. Trang thiét by, dung cu, vat tu tiéu hao:

Gidng nhu trang thiét bi, dung cu, vat tu tiéu hao cua ky thuat xac dinh khéang
nguyén C cua hé Rh (K¥ thuat gelcard).

2.2. Thuac ther va hoé chat:

Anti s loai 19gG; Nudc mudi sinh 1y 0,9%; Nudc cat; Tam gelcard.

2.3. Mdu mdu dé xdac dinh khang nguyén s ciia hé MNS:

Gom mot dng méu tinh dd mach dugc chong dong bang EDTA: 2 mll.

3. Thai gian lam xéet nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chudn bi dung cu, hoa chdt, sinh pham day di trudc khi tién hanh xét
nghiém. Chuan bi dung dich hong cau 0,5% (1000 pl dung dich LISS va 5 pl
hong cau khéi cia bénh nhan/ ngudi hién mau).

2. Nhd@n bénh phdm va phiéu yéu cdu xdc dinh khang nguyén s, kiém tra va
d6i chiéu cac thong tin trén ng mau va phiéu xét nghiém cho phi hop.
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3. Tién hanh dinh nhom khang nguyén s cia hé MNS [2]: Puoc thyuc hién
theo hudng dan sir dung anti Fy? loai IgG, cac budc tién hanh twong tu nhu cac
budc xac dinh khang nguyén C cua hé Rh bang ky thuat gelcard.

VI. NHAN PINH KET QUA

- Phan tng ngung két: C6 khang nguyén s trén bé mat hong cau.

- Phan tng khéng ngung két: Khong cé khang nguyén s trén hong cau.

Nhirng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.
2. Huéng dan sir dung anti s loai IgG bang k§ thuat gelcard.
3. Thong tu 26/2013/TT- BYT da duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN S CUA HE NHOM MAU MNS
(Phwong phap gelcard)
Determination S antigen of MNS system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén S cua hé MNS bang phuong phép gelcard c6
nguyén 1y nhu sau: Anti S loai IgM dugc cam nhiém véi hong cau cia nhitng ca
thé mang khang nguyén S, cac khang y globulin twong ung 13 anti-lgG s& két
hop véi anti S va cho phan tng ngung két trong méi trudng c6 ai luc cao & 37°C
[1], [2]

I1I. CHI PINH

Xdc dinh khang nguyén S ciia hé¢ MNS: Puoc chi dinh giéng nhu chi dinh xac
dinh khang nguyén C cua hé Rh (K¥ thuat dng nghiém).

I1I. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Ngwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phwong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tw tiéu hao:

Gidng nhu trang thiét bi, dung cu, vat tu tiéu hao cua ki thuat xac dinh khéang
nguyén C cua hé Rh (K¥ thuat gelcard).

2.2. Thuac thir va hoé chdt:

Anti S loai IgM; Nudc mubi sinh Iy 0,9%; Nudéc cat; Tam gelcard.

2.3. Mdu mau dé xdac dinh khang nguyén S cia hé MNS:

Gom mot 6ng mau tinh mach da duoc chong dong bang EDTA: 2 ml.

3. Thai gian lam xéet nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chudn bi dung cu, hoa chdt, sinh pham ddy di trude khi tién hanh xét
nghiém. Chuan bi dung dich héng cau 0,5% (1000 pl dung dich LISS va 5 pl
hong cau khéi cia bénh nhan/ ngudi hién mau).

2. Nh@n bénh phdm va phiéu yéu cdu xdc dinh khang nguyén S, kiém tra va
d6i chiéu cac thdng tin trén 6ng mau va phiéu xét nghiém cho phu hop.
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3. Tién hanh dinh nhom khang nguyén S cia h¢ MNS [2]: Puogc thyc hién
theo huéng dan sir dung anti S loai IgM, cac budc tién hanh tuwong tu nhu cac
budc xac dinh khang nguyén C cua hé Rh bang k§ thuat gelcard.

VI. NHAN PINH KET QUA

- Phan trng ngung két: C6 khang nguyén S trén bé mit hong cau.

- Phan tng khong ngung két: Khong cd khang nguyén S trén hong cau.

Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai ligu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huéng dan sir dung anti S loai lgM bang k thuat gelcard.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN M CUA HE NHOM MAU MNS
(Phwong phap gelcard)
Determination M antigen of MNS system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén M ctia hé MNS bang phuong phap gelcard c6
nguyén 1y nhu sau: Anti M loai 1gG dugc cam nhiém véi hdng cau cia nhiing ca
thé mang khang nguyén M, cic khang v globulin twong ung 13 anti-1gG sé& két
hop véi anti M va cho phan tmg ngung két trong méi trudng cé ai luc cao &
37°C [1], [2]

II. CHI PINH
Xdc dinh khang nguyén M ciia hé MNS: Pugc chi dinh giéng nhu chi dinh xac
dinh khang nguyén C cua hé Rh (K¥ thuat dng nghiém).

I1I. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Ngwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phwong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tw tiéu hao

Gidng nhu trang thiét bi, dung cu, vat tu tiéu hao cua ki thuat xac dinh khéang
nguyén C cua hé Rh (K¥ thuat gelcard).

2.2. Thuoc ther va hoé chdt

Anti M loai IgM; Nuéc mubi sinh 1y 0,9%; Nudc cat; Tam gelcard.

2.3. Mdu mdu dé xdac dinh khang nguyén M ciia hé MNS

Gom mot 6ng mau tinh mach da duoc chong dong bang EDTA: 2 ml.

3. Thai gian lam xéet nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chudn bi dung cu, hoa chdt, sinh pham day di trudc khi tién hanh xét
nghiém. Chuan bi dung dich héng cau 0,5% (1000 pl dung dich LISS va 5 pl
hong cau khéi cia bénh nhan/ ngudi hién mau).

2. Nhdn bénh phdm va phiéu yéu cau xdc dinh khang nguyén M, kiém tra va
d6i chiéu cac thdng tin trén 6ng mau va phiéu xét nghiém cho phu hop.
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3. Tién hanh dinh nhom khang nguyén M cia hg MNS [2]: Puoc thuc hién
theo huéng dan su dung anti M loai IgG, cac budc tién hanh twong tu Voi cac
budc xac dinh khang nguyén C cua hé Rh bang ky thuat gelcard.

VI. NHAN PINH KET QUA

- Phan trng ngung két: C6 khang nguyén M trén bé mat hong cau.

- Phan tng khéng ngung két: Khong c6 khang nguyén M trén hong cau.

Nhirng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chl y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.
2. Huéng dan sir dung anti M loai 1gG bang k§ thuat gelcard.
3. Thong tu 26/2013/TT- BYT da duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN N CUA HE NHOM MAU MNS
(Phwong phap gelcard)
Determination N antigen of MNS system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén N cua hé MNS bang phuong phap gelcard c6
nguyén 1y nhu sau: Anti M loai IgG dugc cam nhiém véi hdng cau cia nhiing ca
thé mang khang nguyén M, cac khang y globulin tuong tng 1a anti-lgG s& két
hop véi anti M va cho phan tmg ngung két trong méi trudng cé ai luc cao &
37°C [1], [2].

II. CHI PINH

Xdc dinh khang nguyén M ciia hé MNS: Pugc chi dinh giéng nhu chi dinh xac
dinh khang nguyén C cua hé Rh (K§ thuat dng nghiém).

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Ngwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phwong tién - Hoa chat

2.1. Trang thiét by, dung cu, vdt tu tiéu hao

Gidng nhu trang thiét bi, dung cu, vat tu tiéu hao cua ky thuat xac dinh khéang
nguyén C cua hé Rh (K¥ thuat gelcard).

2.2. Thuoc ther va hoa chdt

Anti N loai 1gG; Nugc mubi sinh Iy 0,9%; Nuéc cat; Tam gelcard.

2.3. Mdu mdu dé xdac dinh khang nguyén N ciia hé MNS

Gom mot dng méu tinh dd mach dugc chong dong bang EDTA: 2 mll.

3. Thai gian lam xéet nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chudn bi dung cu, hoa chdt, sinh pham ddy di trude khi tién hanh xét
nghiém. Chuan bi dung dich hong cau 0,5% (1000 pl dung dich LISS va 5 pl
hong cau khéi cia bénh nhan/ ngudi hién mau).

2. Nh@n bénh pham va phiéu yéu cau xdc dinh khang nguyén N, kiém tra va
d6i chiéu cac thong tin trén ng mau va phiéu xét nghiém cho phi hop.
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3. Tién hanh dinh nhom khang nguyén N cia hé MNS [2]: Pugc thuc hién
theo huéng dan st dung anti N loai IgG, cac budc tién hanh tuwong tu voi cac
budc xac dinh khang nguyén C cua hé Rh bang ky thuat gelcard.

VI. NHAN PINH KET QUA

- Phan tng ngung két: C6 khang nguyén N trén bé mat hong cau.

- Phan tng khéng ngung két: Khéng cd khang nguyén N trén hong cau.

Nhirng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.
2. Huéng dan sir dung anti N loai IgG bang ki thuat gelcard.
3. Théng tu 26/2013/TT- BYT da duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN Lu® CUA HE NHOM MAU LUTHERAN
(Phwong phap gelcard)
Determination Lu® antigen of Lutheran system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén Lu® cia hé Lutheran bang phuong phap gelcard
c6 nguyén 1y nhu sau: Anti Lu® loai IgG dugc cam nhiém voi héng ciu cua
nhitng c& thé mang khang nguyén Lu®, cac khang v globulin twong tmg 14 anti-
IgG s& két hop vai anti Lu® va cho phan tng ngung két trong moi truong cé &i
luc cao ¢ 37°C [1], [2].

II. CHI PINH

Xdc dinh khang nguyén Lu?® cia hé Lutheran: Puoc chi dinh giong nhu chi
dinh xac dinh khang nguyén C cua hé Rh (K¥ thuat 6ng nghiém).

I1I. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Ngwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phwong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tw tiéu hao:

Gidng nhu trang thiét bi, dung cu, vat tu tiéu hao cua ki thuat xac dinh khéang
nguyén C cua hé Rh (K¥ thuat gelcard).

2.2. Thuac thir va hoé chdt:

Anti Lu® loai 1gG; Nudc mudi sinh 1y 0,9%; Nudc cat; Tam gelcard.

2.3. Mdu mau dé xac dinh khang nguyén Lu® ciia hé Lutheran:

Gom mot 6ng mau tinh mach da duoc chong dong bang EDTA: 2 ml.

3. Thai gian lam xéet nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chudn bi dung cu, hoa chdt, sinh pham ddy di trude khi tién hanh xét
nghiém. Chuan bi dung dich héng cau 0,5% (1000 pl dung dich LISS va 5 pl
hong cau khéi cia bénh nhan/ ngudi hién mau).

2. Nhgn bénh pham va phiéu yéu cdu xdc dinh khang nguyén Lu?, kiém tra va
d6i chiéu cac thdng tin trén 6ng mau va phiéu xét nghiém cho phu hop.

294



3. Tién hanh dinh nhom khang nguyén Lu® ciia hé Lutheran [2]: Puoc thyuc
hién theo huéng dan st dung anti Lu® loai IgG, cac budc tién hanh tuong tu V4i
cac budc xac dinh khang nguyén C caia hé Rh bang ky thuat gelcard.

VI. NHAN PINH KET QUA

- Phan tng ngung két: C6 khang nguyén Lu® trén bé mit hdng cau.

- Phan tng khéng ngung két: Khéng ¢ khang nguyén Lu® trén hong cau.
Nhirng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chl y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co, LTD.
2. Huéng dan sir dung anti Lu® loai 1gG bang ky thuat gelcard.
3. Thong tu 26/2013/TT- BYT da duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN Lu” CUA HE NHOM MAU LUTHERAN
(Phwong phap gelcard)
Determination LuP antigen of Lutheran system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén Lu® caa hé Lutheran bing phuong phéap gelcard
c¢6 nguyén 1y nhu sau: Anti Lu® loai IgG dugc cam nhidm vé6i hdng ciu cua
nhitng ca thé mang khang nguyén Lu®, cac khang v globulin twong ng 1a anti-
IgG s& két hop vai anti Lu® va cho phan tmg ngung két trong méi trudng c6 4
luc cao ¢ 37°C [1], [2].

II. CHI PINH

Xic dinh khang nguyén Lu® ciia hé Lutheran: Buoc chi dinh giéng nhu chi
dinh xac dinh khang nguyén C cua hé Rh (K¥ thuat 6ng nghiém).

III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Ngwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phwong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vdt tur tiéu hao: Gidng nhu trang thiét bi, dung cu,
vat tu tiéu hao cua ky thuat xac dinh khang nguyén C cua hé Rh (K§y thuat
gelcard).

2.2. Thudc thir va hoa chdt: Anti Lu® loai 1gG; Nudc mubi sinh 1y 0,9%; Nudc
cat; Tam gelcard.

2.3. Méu mdu dé xac dinh khang nguyén Lu® cia hé Lutheran: Gom mot dng
mau tinh mach da dugc chdng dong bang EDTA: 2 ml.

3. Thai gian lam xéet nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chudn bi dung cu, hoa chdt, sinh pham ddy di trude khi tién hanh xét
nghiém. Chuan bi dung dich hong cau 0,5% (1000 pl dung dich LISS va 5 pl
hong cau khéi cia bénh nhan/ ngudi hién mau).

2. Nhdn bénh pham va phiéu yéu cau xdc dinh khang nguyén Lu®, kiém tra va
d6i chiéu cac thong tin trén ng mau va phiéu xét nghiém cho phi hop.
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3. Tién hanh dinh nhém khang nguyén Lu® cia hé Lutheran [2]: Puoc thuc
hién theo huéng dan sir dung anti Lu® loai IgG, cac budc tién hanh twong ty Véi
cac bude xac dinh khang nguyén C caa hé Rh bang ky thuat gelcard.

VI. NHAN PINH KET QUA

- Phan g ngung két: C6 khang nguyén Lu® trén bé mat hdng cau.

- Phan g khong ngung két: Khong cé khang nguyén Lu® trén hdng cau.
Nhirng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai liéu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.
2. Huéng dan st dung anti Lu® loai 19G béang ky thuét gelcard.
3. Thong tu 26/2013/TT- BYT da duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN P1 CUA HE NHOM MAU P1PK
(Phwong phap gelcard)
Determination P1 antigen of P1PK system

I. NGUYEN LY

K§ thuat xac dinh khéang nguyén P1 cia hé P1Pk bang phwong phap gelcard c6
nguyén 1y nhu sau: Anti P1 loai IgM duoc cam nhiém véi hong cau cua nhiing
ca thé mang khang nguyén P1, cac khang y globulin tuong tng 1a anti-lgM s&
két hop véi anti P1 va cho phan ung ngung két trong méi truong co i luc cao &
37°C [1], [2]

II. CHI PINH

Xdc dinh khang nguyén P1 ciia hé PIPK: Duoc chi dinh giong nhu chi dinh
xéac dinh khang nguyén C caa hé Rh (K5 thuat dng nghiém).

I1I. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Ngwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phwong tién — Hoa chat

2.1. Trang thiét bi, dung cu, vt tu tiéu hao:

Gidng nhu trang thiét bi, dung cu, vat tu tiéu hao cua ki thuat xac dinh khéang
nguyén C cua hé Rh (K¥ thuat gelcard).

2.2. Thuac thir va hoé chdt:

Anti P1 loai lgM; Nudc muéi sinh 1y 0,9%; Nugc cat; Tam gelcard.

2.3. Mdu mdu dé xdac dinh khang nguyén P1 ciia hé P1PK:

Gom mot 6ng mau tinh mach da duoc chong dong bang EDTA: 2 ml.

3. Thai gian lam xéet nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chudn bi dung cu, hoa chdt, sinh pham ddy di trude khi tién hanh xét
nghiém. Chuan bi dung dich héng cau 0,5% (1000 pl dung dich LISS va 5 pl
hong cau khéi cia bénh nhan/ ngudi hién mau).

2. Nhdn bénh phdm va phiéu yéu cdu xdc dinh khang nguyén P1, kiém tra va
d6i chiéu cac thdng tin trén 6ng mau va phiéu xét nghiém cho phu hop.
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3. Tién hanh dinh nhom khang nguyén P1 cia hé P1Pk [2]: Puoc thuc hién
theo hudng dan str dung anti P1 loai IgM, cac budc tién hanh tuong tu Vi cac
budc xac dinh khang nguyén C cua hé Rh bang ky thuat gelcard.

VI. NHAN PINH KET QUA

- Phan ung ngung két: C khang nguyén P1 trén bé mat hong cau.

- Phan tng khong ngung két: Khong c6 khang nguyén P1 trén hong cau.

Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C
cua hé Rh.

Tai ligu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Huéng dan sir dung anti P1 loai IgM bang k§ thuat gelcard.
3. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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XAC PINH KHANG NGUYEN D TUNG PHAN (DY)
(Phwong phap gelcard)
Determination part D antigen (D)

I.NGUYEN LY

K§ thuat xac dinh khang nguyén D' tirng phan cua hé Rh bang phwong phap
gelcard duoc dya trén nguyén ly cua phan tng ngung két. Nhitng hong cau da
dugc cam nhiém véi cac khang thé D' s& két hop véi cac khang y globulin
twong ung c6 trong dung dich dém co6 ai luc cao ¢ 37°C [1], [2].

II. CHI PINH

Xdc dinh khang nguyén D ting phan (DY) ciia hé Rh dwoc chi dinh trong
nhitng truong hep sau:

- Xét nghiém cho nguoi bénh;

- Xét nghiém cho ngudi hién mau;

III. CHONG CHI PINH

Khéng cé chong chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Bac si, ctr nhan, ki thuat vién, diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét b;:

May U gelcard chuyén dung; May ly tim gelcard chuyén dung; May ly tim ong
thang c6 sé vong va thoi gian chinh xac dé ly tm éng mau; Ta lanh dung sinh
pham...

2.2. Dung cu:

Ong nghiém thuy tinh: 12x75mm; Gia cam ong nghiém; Khay men hinh chit
nhat: 25x30 cm; Bat marker; Pipet nhya; Pipet tu dong; Pau con céc loai; Hop
dung dau con; Gia d gelcard.

2.3. Thuoc thi va hoa chat:

Tam gelcard c6 sén anti DY' Nudc mubi sinh 1y 0,9%; Nudc cét.

2.4. Mdu méu dé xdéc dinh khang nguyén D ting phdn cua hé Rh:

Gom mot dng méu tinh mach da dugc chong dong bang EDTA: 2 mll.

2.5. Vat tw tiéu hao:
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S6 ghi két qua; Phiéu xét nghiém dinh nhom méau; Mii gidy; Khau trang; Gang

tay; Quan 4o cong tac.

3. Thai gian lam xét nghiém: 60 phut.

V. CAC BUOC TIEN HANH

1. Chudn bi dung cu, hoa chat, sinh pham day di trude khi tién hanh xét

nghiém.

2. Nhgn bénh phdam va phiéu yéu cdu xdc dinh khang nguyén D ting phan

(DY") cua nguoi can xac dinh khang nguyén D ting phan, kiém tra va ddi chiéu

cac thong tin trén 6ng mau va phiéu xét nghiém cho phal hop.

3. Chudn bi 1 éng nghiém sach, khd ghi day du théng tin ctia ngudi can xac

dinh khang nguyén D tung phan 1én nhdn dng nghiém dé pha dung dich hong

cau 0,8% (1000 pl dung dich LISS va 10 pl hong cau khéi cua bénh nhan/ ngudi

hién mau).

4. Tién hanh dinh nhom khang nguyén D ting phan cia hé Rh [2]:

- Buwéc 1: Ghi dy di thong tin ciia ngudi bénh/ ngudi hién méau l1én tam gelcard

d3 co san khang huyét thanh D'

- Buge 2: Mé tim bao vé phu 1én cac cot gel theo ding quy dinh.

- Bwéc 3: Nho 50 pl dung dich héng cau bénh nhan/ nguoi hién méau 0.8% da

chuan bj ¢ trén vao giéng gelcard da duoc ghi nhan.

- Buée 4: U tim gelcard 15 phit & 37°C trong may u chuyén dung.

- Buwée 5: Ly tam gelcard bang may ly tim chuyén dung trong 10 phut.

- Bwéc 6: Boc két qua theo huéng dan ctia nha san xuat sinh pham.

VI. NHAN PINH KET QUA

- Phan tmg ngung két: C6 khang nguyén D" trén hdng cau;

- Phan tmg khéng ngung két: Khong c6 khang nguyén D" trén hdng cau.

Nhitng diém can cha y khi lam xét nghiém:

Gidng nhu nhitng diém can chd y khi 1am xét nghiém xac dinh khang nguyén C

cua hé Rh.

Tai liéu tham khao
1. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
2. Hudng dan xac dinh khang nguyén D' cia hang DiaMed, Thuy S¥.

Thong tu 26/2013/TT- BYT da dugc ban hanh ngay 16/9/2013 vé
Huéng dan hoat dong truyén mau.
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SANG LQOC KHANG THE BAT THUONG
(Phwong phap 6ng nghiém)
Screening irregular antibodies

I.NGUYEN LY

K3 thuat sang loc khang thé bat thuong dugc dua trén nguyén Iy cua phan tng
ngung két, phan ung gitra khang nguyén va khang thé s& xay ra néu trong huyét
thanh ciia ngudi bénh, san phu va ngudi hién mau c6 khang thé dic hiéu véi cac
khang nguyén c6 trén bé mat cac hong cau sang loc khang thé bat thuong [1].

II. CHI PINH
Xét nghigm sang loc khang thé bét thwong dwroc chi dinh trong nhigng truwong
hep sau:

- Xét nghiém cho ngudi hién mau;

- Xét nghiém cho ngudi bénh ma trong qua trinh diéu tri dugc tién luong sé& phai
truyén mau;

- Xét nghiém dinh ky cho nguoi bénh da dugc truyén méau nhiéu lan (7 ngay lam
xét nghiém maot lan).

III. CHONG CHI PINH

Khéng cé chdng chi dinh.

IV. CHUAN BI

1. Ngwoi thuc hién

Bac si; ctr nhan; ky thuat vién; diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét bj:

May ly tdm loai thong thuong; Kinh hién vi; Binh céach thay; ta lanh.

2.2 Dung cu:

Ong nghiém thuy tinh: 12x75mm; Gia cam ong nghiém; Khay men hinh chit
nhat: 25x30 cm; Coc thuy tinh ¢6 mé loai 500 ml; Bat marker; Pipet nhya.

2.3. Thuac thi va hoa chat:

Nudc mudi sinh 1y 0,9%; Nudc cat, bo panel hong cau sang loc khang thé bat
thuong cua Vién Huyét hoc Truyén méu trung wong; Khang y globulin ngudi;
dung dich LISS.

2.4. Mdu bénh pham:

- Ong mau chong déng bang EDTA: 2 ml.
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- Ong mau khong chéng dong: 5 ml.

2.5. Vat tw tiéu hao:

S6 ghi két qua; Phiéu xét nghiém; Mii gidy; Khau trang; Gang tay; Quan 40
cong tac.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOGC TIEN HANH

1. Chuén bi dung cu, hoa chét, sinh pham truéc khi tién hanh xét nghiém.

2. Nhan bénh pham va phiéu yéu ciu 1am xét nghiém sang loc khang thé bat
thuong cho ngudi bénh, kiém tra va ddi chiéu céc thong tin caa ngudi bénh trén
dng mau va phiéu xét nghiém

2. Chuan bi: Ly tam 6ng mau khong chéng dong ciia nguoi bénh dé tach huyét
thanh (2000 vong/phut x 3 phat). Chuan bi hong cau 5% (1giot hong cau khoi
ctia ngudi bénh + 19 giot nudc mudi sinh 1y 0,9%).

4. Tién hanh ky thuat qua cac giai doan sau [1], [2]:

a. Giai doan 1: (Piéu kién 22°C):

- Bwéc 1: Chuan bi 4 6ng nghiém sach va ghi nhan tha tu tir O; dén O; va mot
6ng dé lam chung tu than; Ghi day du thong tin cia ngudi bénh;

- Buéc 2: Nho 2 giot huyét thanh ciia nguoi bénh lan luot vao cac 6ng nghiém
da duoc ghi nhan & trén;

- Bwéc 3: Thém 1 giot hong cau panel sang loc khang thé bat thudng Oy, Oy, Os
5% lan luot vao 3 6ng nghiém twong ung, tron déu;

- Buwoc 4: Ly tdm 1000 vong/phat trong vong 20 giay.

- Bwéc 5: Quan sét hién tugng ngung két va tan mau va ghi lai két qua.

b. Giai doan 11 (Biéu kién 37°C va khang globulin ngudi):

- Bwoc 1: U tiép cac dng nghiém trén ¢ binh cach thay 37°C trong vong 30 pht
(néu thém 2 giot LISS vao 6ng nghiém trudce khi u thi chi u 15 phut).

- Bwéc 2: Ly tam 1000 vong trong 20 gidy. Quan sat hién tuong ngung két va
tan mau va ghi lai két qua.

- Bwéc 3: Rura ng nghiém trén 3 1an bang nudc mudi 0,9%.

- Bwéc 4: Thém 2 giot khang globulin ngudi vao cac 6ng nghiém trén.

- Buwoc 5: Ly tdm 1000 vong trong 20 giay.

- Bwéc 6: Quan sét hién twong ngung két va tan mau va ghi lai két qua.

- Bwéc 7: V6i nhitng 6ng nghiém cho két qua &m tinh, nho thém 1 giot hong cau
chung.
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- Bwoc 8: Ly tam céc 6ng nghiém trén 1000 vong trong 20 giay.

- Buéc 9: Boc két qua va ghi lai mirc d6 ngung két. Phan tng phai duong tinh
tir 2+ dén 3+. Néu nhiing 6ng nghiém nao sau khi nhé hdng cau ching ma am
tinh thi phai 1am lai xét nghiém tir dau.

VI. NHAN PINH KET QUA

- Néu huyét thanh caa nguoi bénh/ ngudi hién mau cho két qua ngung két vai 1
hoac ca 2, 3 hong cau panel sang loc khang thé bat thuong va/hoic ngung két
véi 1 trong 3 diéu kién nhiét d6 hodc tat ca cac diéu kién, nhiét do: Két qua xét
nghiém sang loc khang thé bat thuong dwong tinh.

- Néu huyét thanh cta ngudi bénh/nguoi hién mau khong ngung két voi ca 3
hong cau panel sang loc khang thé bat thuong va ¢ ca 3 diéu kién, nhiét do: Két
qua xét nghiém sang loc khang thé bat thuong am tinh.

Nhirng diém can cha y khi lam xét nghiém:

- Thyc hién kiém chuang theo quy dinh cua thong tuw 26/ 2013/TT- BYT vé
Hudng dan hoat dong truyén méu [3].

- Poc k¥ va tuan thu dang cac budc tién hanh ki thuat theo huéng dan caa nha
san xuat sinh pham hién dang st dung;

Tai liéu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.
2. Huéng dan sir dung AHG loai IgG.
3. Thong tu 26/2013/TT- BYT da duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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SANG LQOC KHANG THE BAT THUONG
(Phwong phap Scangel/gelcard)
Screening irregular antibodies

I.NGUYEN LY

K§ thuat sang loc khang thé bat thuong dugc dya trén nguyén Iy cia phan tng
ngung két, phan ung gitra khang nguyén va khang thé s& xay ra néu trong huyét
thanh cia ngudi bénh, san phu va ngudi hién mau co cac khang thé dac hiéu voi
cac khang nguyén twong tng co trén bé mat cac hong cau sang loc khang thé bat

thuong.

II. CHI PINH

Xét nghigm sang loc khang thé bdt thwong diroc chi dinh trong nhigng truwong
hep sau:

- Xét nghiém cho ngudi hién mau;

- Xét nghiém cho ngudi bénh ma trong qua trinh diéu tri dugc tién luong sé& phai
truyén mau;

- Xét nghiém dinh ky cho nguoi bénh da dugc truyén méau nhiéu lan (7 ngay lam
xét nghiém maot lan).

III. CHONG CHI PINH

Khéng cé chdng chi dinh.

IV. CHUAN BI

1. Ngwoi thuc hién

Bac si; ctr nhan; ky thuat vién; diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét b;:

May ly tdm chuyén dung Scangel.; May u chuyén dung Scangel.; Tu lanh dung
sinh pham, May ly tim ong thang.

2.2 Dung cu:

Ong nghiém thuy tinh: 12x75mm; Gia cam ong nghiém; Khay men hinh chit
nhat: 25x30 cm; Cdc thuy tinh c6 mé loai 500 ml; Bt marker; Pipette ty dong,
dau con céc loai.

2.3 Thudc thi va hod chat:

Nudc mudi sinh 1y 0,9%; Nudéc cat, Bo panel hdng cau sang loc khang thé bat
thuong cta Vién Huyét hoc Truyén mau trung wong; Tam gelcard AHG

(Coombs) va tam gelcard Neutral.
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2.4.  Mau bénh pham:

- Ong mau chdng déng bang EDTA: 2 ml.

- Ong mau khong chéng dong: 5 ml.

2.5. Vat tw tiéu hao:

S6 ghi két qua; Phiéu xét nghiém; Mii gidy; Khau trang; Gang tay; Quan 4o
cong tac. Phiéu xét nghiém sang loc khang thé bt thuong.

3. Thai gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuén bi dung cu, hoa chét, sinh pham truéc khi tién hanh xét nghiém.

2. Nhan bénh pham va phiéu yéu ciu 1am xét nghiém sang loc khang thé bat
thuong cho ngudi bénh, kiém tra va ddi chiéu céc thong tin caa ngudi bénh trén
dng mau va phiéu xét nghiém. Kiém tra sé lugng, chat luong mau mau.

3. Chuan bi mau huyét thanh va hong cau panel sang loc khang thé bat
thwong 0,8%: Ly tdm ong mau khong chéng dong cua ngudi bénh dé tach
huyét thanh (2000 vong/phut x 3 phat). Chuan bi hong cau sang loc khang thé
bat thuong va hong cau ngudi bénh 0,8% trong dung dich LISS (1.000 pl dung
dich LISS va 10 pl hong cau khdi O, O,va O;va hong cau khdi ciia bénh nhan).
4. Cac bwéc tién hanh ky thuat

a. Sang loc khdng thé bit thwong & diéu kién nhigt dé phong 22°C:

- Bwéc 1: Panh s6 tha ty tir O; dén O3 va mot dé 1am chung ty than 1én tim
gelcard nudc mudi (O4). ghi thong tin bénh nhan va ngdy lam xét nghiém lén
tam gelcard.

- Bwéc 2: Mo tam bao vé phi 1én cac cot gel theo ding quy dinh.

- Bwéc 3: Nho lan lugt 50 pl dung dich héng cau panel sang loc khang thé bat
thuong 0,8% (Oy O; va O3) da chuan bi & trén vao cac giéng gelcard tuong tng
thir tu.

- Bwéc 4: Nho 50 pl dung dich hdng cau bénh nhan 0,8% d3 chuan bi & trén vao
giéng gelcard tu ching (Oy).

- Buwoc 5: Nho thém 25 pl huyét thanh cia ngudi bénh vao tat ca cac giéng
gelcard trén.

- Buwgc 6: U tam gelcard o nhiét d6 phong trong vong 15 phut.

- Bwéc 7: Ly tam tdm gelcard trong 10 phut bang may quay ly tm gelcard
chuyén dung.

- Buwdc 8: Doc két qua theo hudng dan cua cong ty san xuat sinh pham.
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b. Sang loc khdng thé bit thuwong ¢ 37°C va khdng globulin nguwoi:
- Bwoc 1: Panh sb thir ty tir O; dén O; va 1 giéng tén ngudi bénh Ién tAm
gelcard AHG. ghi thong tin bénh nhan va ngdy 1am xét nghiém 1én tdm gelcard.

- Bwéc 2: Mé tim bao vé phu 18n cac cot gel theo ding quy dinh.
- Bwéc 3: Nho lan luot 50 pl dung dich hdng cau panel sang loc khang thé bat
thuong 0,8% da chuan bi ¢ trén vao cac giéng gelcard twong tng di duoc danh
s6 thir tu tir Oy dén O,
- Bwéc 4: Nho 50 pl dung dich hong cau bénh nhan 0,8% d3 chuan bi & trén vao
giéng gelcard O,.
- Bwoc 5: Nho thém 25 pl huyét thanh cia nguoi bénh vao tit ca cac giéng
gelcard trén.
- Buoc 6: U tam gelcard ¢ 37°C 15 phit bang may @ gelcard chuyén dung.
- Bwéc 7: Ly tam tAm gelcard 10 phat bang may ly tam chuyén dung.
- Bugc 8: Doc két qua theo hudng dan cua cong ty san xuat sinh pham.,
VI. NHAN PINH KET QUA
- Néu phan ung ngung két vai 1 hoic ca 2, 3 hong cau panel sang loc khang thé
bat thuong, ngung két véi 1 trong 3 diéu kién nhiét do va/hoic ca 3 diéu kién,
nhiét do: Két qua xét nghiém sang loc khang thé bat thuong dwong tinh.
- Néu phan tmg khong ngung két véi ca 3 hong cau panel sang loc khang thé bat
thuong, véi ca 3 diéu kién, nhiét do: Két qua xét nghiém sang loc khang thé bat
thuong am tinh.
Nhitng diém can cha y khi lam xét nghiém:

1. Thuyc hién kiém chimg theo quy dinh cta thong tu 26/ 2013/TT- BYT vé
Hudng dan hoat dong truyén mau [3].
2. Poc k¥ va tuan tha ding cac budc tién hanh ki thuat theo huéng dan cua
nha san xuat sinh pham hién dang st dung;

Tai liéu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.
2. Huéng dan sir dung AHG Gel Card va Neutral Gel Card cua Cong ty
TULIP DIAGNOSTICS, An Db.
3. Thong tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Huéng
dan hoat dong truyén mau.
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PINH DANH KHANG THE BAT THUONG
(Phwong phap 6ng nghiém)
Identification irregular antibodies
I.NGUYEN LY
K§ thuat dinh danh khang thé bat thudng dugc dua trén nguyén ly caa phan ¢ng
ngung két, phan ung gitra khang nguyén va khang thé s& xay ra néu trong huyét
thanh cua ngudi bénh hodc san phu c6 khang thé dic hiéu véi cac khang nguyén
c6 trén bé mat cac hong cau dinh danh khang thé bat thuong.
II. CHI PINH
Xét nghigm dinh danh khang thé bdt thuwong dwec chi dinh trong nhing
trwong hep sau:
- Nguoi hién méau co két qua xét nghiém sang loc khang thé bat thuong duong
tinh;
- Nguoi bénh c6 két qua xét nghiém sang loc khang thé bat thuong duong tinh.
I1I. CHONG CHI PINH
Khéng c6 chdng chi dinh.
IV. CHUAN BI
1. Ngwoi thuc hién
Bac si; ctr nhan; ky thuat vién; diéu dudng trung hoc.
2. Phwong tién — Hoa chat
2.1. Trang thiét b;:
May ly tam loai thong thuong; Kinh hién vi; Binh céach thay; ta lanh.
2.2 Dung cu:
Ong nghiém thuy tinh: 12x75mm; Gia cam 6ng nghiém; Khay men hinh chit
nhat: 25x30 cm; Céc thuy tinh ¢6 mé loai 500 ml; Bat marker; Pipet nhua.
2.3. Thudc thi+ va hoa chdt:
Nudc mubi sinh 1y 0,9%; Nudc cat, bo panel hong cau dinh danh khang thé bat
thuong caa Vién Huyét hoc Truyén méau trung wong; Khang globulin ngudi;
dung dich LISS.
2.4. Mdu bénh pham:
- Ong mau chong déng bang EDTA: 2 ml.
- Ong mau khéng chéng dong: 5 ml.
2.5.Vat tw tiéu hao:
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S6 ghi két qua; Phiéu xét nghiém; Mii gidy; Khau trang; Gang tay; Quan 40
cbng tac.

3. Thai gian lam xét nghiém: 120 phat

V. CAC BUOC TIEN HANH

1. Chuan bi dung cu, hoa chat, sinh pham truéc khi tién hanh xét nghiém.

2. Nhan bénh pham va phiéu yéu cau lam xét nghiém dinh danh khang thé
bat thudng cho ngudi hién mau/ngudi bénh, kiém tra va déi chiéu cac théng tin
ctia ngudi bénh/ NHM trén dng mau va phiéu xét nghiém.

3. Chuan bi: Ly tdm 6ng mau khong chéng déng ctia nguoi bénh dé tach huyét
thanh (2000 vong/phut x 3 phit). Chuan bi hdng cau 5% (1giot hong cau khéi
ctia ngudi bénh + 19 giot nudc mudi sinh 1y 0,9%).

4. Tién hanh k§y thuat qua cac giai doan sau [1], [2]

a. Dinh danh khdng thé bit thuong & 22°C:

- Bwéc 1: Chuan bi 11 6ng nghiém sach va ghi nhan thi tu tir O; dén Oy va mot
6ng dé 1am chung tu than; Ghi day da thong tin cia ngudi bénh;

- Buéc 2: Nho 2 giot huyét thanh ciia ngudi bénh lan luot vao cac 6ng nghiém
da duoc ghi nhén ¢ trén;

- Bwoc 3: Thém 1 giot hong cau panel sang loc khang thé bat thuong tir O,, dén
Oy lan luot vao 10 6ng nghiém tuong Gng; Thém 1 giot hong cau nguoi bénh
vao 6ng tu ching, tron déu;

- Buwoc 4: Ly tdm 1000 vong trong 20 giay.

- Bwgc 5: Quan sét hién tuong ngung két va tan mau. Ghi lai két qua.

b. Dinh danh khdng thé bit thwong 6 37°C va khdng globulin nguwoi:

- Bwéc 1: U tiép cac dng nghiém trén & binh cach thay 37°C trong 30 phut (néu
thém 2 giot dém LISS vao 6ng nghiém trudce khi u thi chi a 15 phat).

- Bwéc 2: Ly tam 1000 vong trong 20 gidy. Quan sat hién tuong ngung két va
tan mau, ghi lai két qua.

- Bwéc 3: Rura 6ng nghiém trén 3 1an bang nudc mudi 0,9%.

- Bwéc 4: Thém 2 giot khang globulin ngudi vao cac 6ng nghiém trén.

- Buwoc 5: Ly tdm 1000 vong/phat trong vong 20 giay.

- Bwéc 6: Quan sét hién twong ngung két va tan mau, ghi lai két qua.

- Bwéc 7: V6i nhitng 6ng nghiém cho két qua &m tinh, nho thém 1 giot hong cau
chung. Ly tam cac dng nghiém trén 1000 vong trong 20 giay.
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- Bugc 8: Doc két qua va ghi lai mic do ngung két. Phan ung phai duong tinh
tir 2+ dén 3+. Néu nhiing 6ng nghiém nao sau khi nhé héng cau ching ma am
tinh thi phai 1am lai xét nghiém tir dau.
VI. NHAN PINH KET QUA
- Dya trén két qua va mirc d6 ngung két gitra huyét thanh caa nguoi bénh/ nguoi
hién méu vai céc hong cau panel dinh danh khang thé bat thuong trong ting giai
doan xét nghiém & trén dé xac dinh tén cua cac khang thé bat thuong.
- Pinh nhom khang nguyén cho ngudi hién méau/ ngudi bénh, két qua khéng
nguyén nhom méu tuong ¢ng véi khang thé bat thuong khi duge xac dinh phai
khong c6 trén bé mat hong cau ngudi bénh/ ngudi hién mau.
Nhirng diém can cha y khi lam xét nghiém:
1. Thuc hién kiém ching theo quy dinh cia thong tu 26/ 2013/TT- BYT vé
Huéng dan hoat dong truyén mau [3].
2. Poc k¥ va tuan tha ding cac budc tién hanh ki thuat theo huéng dan cua
nha san xuat sinh pham hién dang st dung;

Tai ligu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.
2. Hudng dan sir dung AHG ciia Cong ty TULIP DIAGNOSTICS, An Do.
3. Thong tu 26/2013/TT- BYT da duoc ban hanh ngay 16/9/2013 vé Hudng
dan hoat dong truyén mau.
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PINH DANH KHANG THE BAT THUONG
(Phwong phap gelcard)
Identification irregular antibodies

I.NGUYEN LY

K3 thuat dinh danh khéng thé bat thudong dugc dua trén nguyén ly caa phan ¢ng
ngung két, phan ung gitra khang nguyén va khang thé s& xay ra néu trong huyét
thanh cua ngudi bénh hodc san phu c6 khang thé dic hiéu véi cac khang nguyén
tuong tng O trén bé mat cac hong cau dinh danh khang thé bat thuong.

II. CHI PINH

Xét nghiégm dinh danh khang thé bdt thuwong dwec chi dinh trong nhing
trwong hep sau:

- Nguoi hién méau co két qua xét nghiém sang loc khang thé bat thuong duong
tinh;

- Nguoi bénh c6 két qua xét nghiém sang loc khang thé bat thuong duong tinh;
III. CHONG CHI PINH

Khéng c6 chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Bac si; ctr nhan; ky thuat vién; diéu dudng trung hoc.

2. Phuong tién — Hoa chat

2.1. Trang thiét b;:

May ly tdm chuyén dung Scangel.; May u chuyén dung Scangel.; Tu lanh dung
sinh pham, May ly tim ong thang.

2.2 Dung cu:

Ong nghiém thuy tinh: 12x75mm; Gia cam ong nghiém; Khay men hinh chit
nhat: 25x30 cm; Coc thuy tinh ¢ mé loai 500 ml; BGt marker; Pipette tu dong,
dau con céc loai.

2.3 Thudc thi va hod chat:

Nudc mubi sinh 1y 0,9%; Nudc cat, Bo panel hong cau dinh danh khang thé bat
thuong cta Vién Huyét hoc Truyén mau trung wong; Tam gelcard AHG
(Coombs) va tam gelcard Neutral.

2.4. Mdu bénh pham:

- Ong mau chéng dong bang EDTA: 2 ml.

311



- Ong mau khéng chéng dong: 5 ml.

2.5. Vat tw tiéu hao:

S6 ghi két qua; Phiéu xét nghiém; Mii gidy; Khau trang; Gang tay; Quan 40
cong tac.

3. Thai gian lam xét nghiém: 120 phat

V. CAC BUOC TIEN HANH

1. Chuén bi dung cu, hoa chét, sinh pham truéc khi tién hanh xét nghiém.

2. Nhan bénh pham va phiéu yéu ciu lam xét nghiém dinh danh khang thé
bat thudng cho ngudi bénh, kiém tra va dbi chiéu cac théng tin caa ngudi bénh
trén 6ng mau va phiéu xét nghiém. Kiém tra sé lugng, chat luong mau méu.

3. Chuan bi miu huyét thanh va hong cau ngwoi bénh va hong cau dinh
danh khang thé bat thwong 0,8% (1.000 pl dung dich LISS va 10 pl hong cau
khdi O, dén Oy va hong cau khéi cia bénh nhéan). Ly tam dng mau khong chéng
d6ng cua nguoi bénh dé tach huyét thanh (2000 vong/phut x 3 phut).

4. Cac bwéc tién hanh ky thuat [1], [2]

a. Dinh danh khdng thé bit thwong ¢ diéu kién nhigt dé phong 22°C:

- Buéc 1: Péanh s6 tha tu tir O; dén Oy va mot giéng dé 1am ching tu than 1én
tam gelcard nude mudi, ghi thong tin bénh nhan va ngay 1am xét nghiém 1én tim
gelcard.

- Bwéc 2: Mo tam bao vé phi Ién cac cot gel theo ding quy dinh.

- Bwéc 3: Nho lan lugt 50 pl dung dich hong cau panel dinh danh khéng thé bat
thuong 0,8% da chuan bi & trén vao cac giéng gelcard tuong ung thir tu tir O,
dén Oy,

- Bwéc 4: Nho 50 pl dung dich hong cau bénh nhan 0,8% d3 chuan bi & trén vao
giéng gelcard ching tu than.

- Bwoc 5: Nho thém 25 pl huyét thanh ciia nguoi bénh vao tat ca cac giéng
gelcard trén.

- Bwéc 6: U tim gelcard ¢ nhiét do phong trong vong 15 phut.

- Bwéc 7: Ly tam tam gelcard trong vong 10 phut bang may quay ly tam gelcard
chuyén dung.

- Buéc 8: Poc két qua theo hudng dan cua cong ty san xuat sinh pham.,

b. binh danh khdng thé bit thwong 6 37°C va khdng globulin nguwoi:

- Bwéc 1: Panh s6 thir ty tir O; dén Oy va 1 giéng chiing ty than 1én tim gelcard
AHG. ghi thong tin bénh nhan va ngdy lam xét nghiém 1én tim gelcard.
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- Bwéc 2: Mo tam bao vé phii 1én cac cot gel theo ding quy dinh.

- Bwéc 3: Nho lan luot 50 pl dung dich hdng cu panel sang loc khang thé bat
thuong 0,8% da chuan bi ¢ trén vao cac giéng gelcard twong tng di duoc danh
s6 thir tw tir O dén Oy,

- Bwéc 4: Nho 50 pl dung dich hong cau bénh nhan 0,8% d3 chuan bi & trén vao
giéng gelcard ching ty than.

- Bwoc 5: Nho thém 25 pl huyét thanh cia nguoi bénh vao tit ca cac giéng
gelcard trén.

- Bwoc 6: U tam gelcard ¢ 37°C 15 phit bang may u gelcard chuyén dung.

- Bwéc 7: Ly tam tAm gelcard 10 phit bang may ly tam chuyén dung.

- Bugc 8: Poc két qua theo hudng dan cua Nha san xuat sinh pham.

VI. NHAN PINH KET QUA

- Dya trén két qua va mirc do ngung két gitra huyét thanh caa nguoi bénh/ nguoi
hién méau vai céc hong cau panel dinh danh khang thé bat thuong trong ting giai
doan xét nghiém ¢ trén dé xac dinh tén cua cac khang thé bat thuong.

- Pinh nhém khang nguyén cho ngudi hién méau/ nguoi bénh, két qua khang
nguyén nhom méu tuong tng véi khang thé bat thuong khi duge xac dinh phai
khong c6 trén bé mat hong cau ngudi bénh/ ngudi hién mau.

Nhitng diém can cha y khi lam xét nghiém:

- Thuc hién kiém chang theo quy dinh cua thong tu 26/ 2013/TT- BYT vé
Hudéng dan hoat dong truyén mau [3].

- Poc k¥ va tuan thu dang cac budc tién hanh ki thuat theo huéng dan caa nha
san xuat sinh pham hién dang st dung;

Tai liéu tham khao
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.
2. Huéng dan sir dung AHG Gel Card va Neutral Gel Card.
3. Thong tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Huéng
dan hoat dong truyén mau.
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GAN TE BAO MAU TU MAU NGOAI VI

(Danh cho nguoi hién mau thanh phan)

I.NGUYEN LY
K§ thuat gan tach té bao mau tir mau ngoai vi (K§ thuat Apheresis) 1a mot quy
trinh tir [y mau toan phan tir ngudi hién mau (d6i twong) vao mot thiét bi dé ly
tdm phan tach cac thanh phan caa mau va thu nhan mot thanh phan té bao mau
theo y&u cau va truyén tra cac thanh phan con lai cho ddi tugng.
Hé thong may gan tach té bao méu c6 2 loai: Sir dung ki thuat dong chay ngat
quang (c6 1 duong vira lay méu ra va tra vé) va sir dung k¥ thuat dong chay lién
tuc (duong lay mau ra va tra vé khac nhau).
Cac loai may gan tach thanh phan mau tu dong.
Cac san pham gan tach té bao mau: Khéi hong cau, tiéu cau, bach cau...
I1. CHI PINH
- Tinh nguyén hién thanh phan té bao méau gan tach;
- Pat tiéu chuan vé hién thanh phan méu;
- Tinh trang ven tot.
I11. CHONG CHI PINH
- Khong dat cac tiéu chuan vé hién thanh phan mau;
- Tinh trang ven khéng cho phép.
IV. CHUAN BI
1. Ngwoi thuc hién
- Cén bo duoc dao tao vé gan tach té bao mau: 1 bac si va 1 ky thuat vién;
- Rura tay thuong quy, di gang cao su.
2. Phuong ti€én
- May gan tach thanh phan mau tu dong.
- Bo thu nhan tiéu cau pht hop (may va thanh phan gan tach)
- Chét chdng dong ACD-A
- Dung cu sat tring: Bong con iod, panh, bang dinh, bom tiém Sml;
- But marker, but viét, barcode;
- May do huyét ap dong hd/day ga rd, qua bop. ..
3. Poi twong
- Tiép nhan va giai thich quy trinh;
- Chuan bi tu thé nam va tay s& thuc hién lay ven.
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4. Hb so

- Phiéu dang ky hién méu, cac phiéu xét nghiém:

- Phiéu theo d&i chuong trinh gan tach té bao mau.

V.CAC BUOC TIEN HANH

1. Kiém tra hd so

- Kiém tra cé4c théng tin hanh chinh:

- Két qua tong phan tich mau, nhdm méu, xét nghiém HBsAg. ..
- Kiém tra lai mach; huyét ap va tinh trang 1am sang.

2. Thuc hién k¥ thuat

Budc 1: Bat may va chon chuong trinh

Buéc 2: Lap dat bo thu nhan té bao

- Lap dat bo thu nhan: Theo cac budc CBC;

- Két néi bo thu nhan véi tdi ACD (va NaCl 0,9%);

- Thuc hién dudi khi va trang dung dich chéng dong (ACD-A).
Buéc 3: Nhap chi s6 va chon két qua du kién

- Gigi tinh; Can nang; Chiéu cao; Heamotocrit; S6 lugng tiéu cau/bach cau;
- Chon két qua du kién s& gan tach.

Buéc 4: Két ni voi doi tuong

- Quén bang do huyét ap trén khuyu tay va bom & huyét &p trung binh;
- Chon vij tri choc ven, sat triing, l1ay ven va c6 dinh kim.

Buéc 5: LAy mau mau xét nghiém

- M khoa dé mau vao tui xét nghiém khoang 8ml va dong khoa;
- LAy méau xét nghiém vao dng dong va dng chong dong.

- Bam nut dé bat dau chuong trinh gan tach.

Buéc 6: May thuc hién gan tach té bao mau

- May thuc hién gan tach theo chuong trinh lya chon;

- Két thac gan tach té bao mau;

- Tra méu con lai trong bo kit vé cho dbi tuong.

Bueéc 7: Két thiic chuong trinh chay may:

- Dirng may;

- Khoa cac van vao, ra va céc tli chira san pham;

- Rt kim ra khoi ddi tuong;

- Théo kit ra khoi may;

- Han day va tach ti san pham ra khoi bo kit;

315



- Ghi chép két qua chuong trinh gan tach va thi tuc hanh chinh.
Buéc 8: Lay mau kiém tra chét luong khéi té bao mau thu nhan
- Lic déu tai té bao méu gan tach;
- L4y 3-4 ml san pham vao tai dung va ldy mau kiém tra chat luong.
Buéc 9: Két thiic va ban giao:
- Ghi lai két qua vao ho so;
- Ky tén nguoi thuc hién;
- Ban giao khéi té bao gan tach, mau xét nghiém.
V1. THEO DOI
- Theo di dién bién cac thong sb cua dbi tuong;
- Theo di dién bién trong qua trinh van hanh cua may;
- Theo ddi két qua gan tach té bao mau;
- Ghi hé so theo dbi.
VII. NHUNG TAI BIEN VA XU TRI

Céc truong hop phan tmg hau hét do qua nhdy cam, c6 yéu té tam 1y: Su
chuén bj tu tudng khong tdt, su lo léng ctia d6i tuong...
a/- Cac biéu hién phan umg bat thuong:
- Nhe: Biéu hién x4y xam nhung khong mat di sy nhan biét;
- Vwa: C6 su tang nhanh cua phan tng nhe va dan dén sy mit nhan biét;

- Ning: C6 cac biéu hién trén kém theo su co giat (it gap).

b/- X tri cac truong hop phan ing trung binh va nang:

- Khong tiép tuc thuc hién gan tach;

- Nhéc cao chan va ha thap dau cia ngudi hién méu;

- N6i1 long hodc coi nhitng 4o qué chat, tao khong khi thoang;

- Trudng hop d6i twong bi nén: Nam nghiéng, c6 d6 chira chit non;

- Kiém tra biéu hién ngoai va mach thuong xuyén;

- Néu tinh trang t6t 1én cho d6i twong udng nudc mat, nghi ngoi day du;

- Pam bao ddi tuong hoi phuc hoan toan trude khi roi noi thyc hién ky thuat;
- Truong hop cac con co gidt kéo dai hon 5 phut, ddy 1 tinh trang cip ctru, bac
sT phai c6 mit va co thé tiém Diazepam vao tinh mach.

- Ghi lai phan tng vao ho so.

Ghi chu:
Pay 1a quy trinh k¥ thuat gan tach té bao mau tir mau ngoai vi chung cho cac

may, trinh ty mot s6 budc va yéu cau cu thé c¢6 thé khac nhau phu thudc vao:
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- Hé thong may gan tach khac nhau;

- Loai té bao gan tach c6 quy trinh khac nhau.
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CHUONG V.
KY THUAT CONG NGHE TE BAO GOC UNG DUNG TRONG Y HQC
(Applications of Stem cell techniques in Medicine)

TUYEN CHON NGUOI CHO VA HUY PONG TE BAO GOC
MAU NGOAI VI

I. NGUYEN LY

Tuyén chon ngudi khoe manh dé dam bao chiét tach du sb luong té bao
gbc (TBG) tdi thiéu can truyén cho ngudi bénh 13 > 3 x10° té bao CD34+/kg can
nang nguoi bénh néu ghép dong loai.

Tuyén chon ngudi bénh (Pa u tiiy xuwong, U lympho khong Hodgkin va
Hodgkin, Lo xé mi cap dong tay) du tiéu chuan ghép dé gan té bao gbc véi sd
lwong > 2x10° néu ghép tu than.

II. CHI PINH

- Ghép té bao géc tao mau tu than diéu tri bénh: Pa u tuy xuong, U
lympho khong Hogdkin, Hodgkin va lo xé mi cap dong tiy. ..

- Ghép té bao gbc tao mau dong loai diéu tri cdc bénh mau: Suy tay
xuong, Dai huyét sic to niéu kich phat ban dém, Lo xé mi cép va kinh dong
bach ciu hat, Rbi loan sinh tuy...

I1I. CHONG CHI PINH
1. Nguoi hién khée manh
Bit cir tiéu chi ndo dudi day:

- Phu nir ¢6 thai hodc dang cho con bt;

- Tuéi duéi 10 hoic trén 60;

- Can ndng > 20kg;

- C6 bénh 1y vé gan, than, phoi va tim;

- Mac cac bénh 1y ac tinh khac co nguy co tai phat hay tién trién trong
vong 5 nam.

2. Ngudi hién 13 nguwoi bénh
- Tudi trén 65 d6i v6i Pa u tily xuong va U lympho 4c tinh; trén 50 tu6i doi

voi1 lo x€ mi cap;

- Thé trang ngudi bénh kém;
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- Nguoi bénh khong dap tng v6i hoa chat khi diéu tri vong 2 hodc khong

dat lui bénh hoan toan ddi v6i nhém lo xé mi cép;
- Nguoi bénh c6 cac bénh li vé gan, than, phéi va bénh tim;
- Nguoi nha va ngudi bénh khong dong v ghép.

IV. CHUAN BI
1. Ngwoi thuce hién:
- Bac si;
- biéu dudng;
- K¥ thuat vién.
2. Phwong tién - Héa chat
2.1 Phwong tién
- Bom tiém;
- May tach té bao....;
- May bao quan am sau té bao gdc.
2.2. Héa chit
- Hoa chat xét nghiém: lam cic xét ngiém tong phan tich té bao mau,
HLA, sinh hoa, vi sinh....;
- Thubc: G-CSF, canxi, dung dich Natrclurua 0,9%;
3. Nguoi hién té bao gbc
Pugc giai thich k§ vé muc dich tién hanh kiém tra lya chon va quy trinh
tién hanh gan tacg té bao goc. Nguoi cho té bao goc duoc theo ddi va kiém tra
dinh ky trong va sau khi tién hanh gan té bao gbc.
4. Phiéu xét nghiém
- Tong phan tich té bao mau ngoai vi va tai té bao gdc;
- Sinh hoa;
- HLA cho ghép tuy;
- Phiéu xét nghiém HBV, HCV, HIV;
- Anti CMV (IgG, IgM), anti EBV (1gG, IgM);
- Phiéu siéu am;
- Pém CD34 méu ngoai vi va tii té bao gdc;
- Céc xét nghiém dac thu khac: ty 1€ té bao 1 nhan, céy tai té bao géc
V. CAC BUOC TIEN HANH
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1. Quy trinh chon nguoi hién té bao goc; huy dong, thu gom va biao quan té
bao gbc tir ngudi hién

1.1. Tiéu chuén chon ngwoi hién

1.1.1. Tiéu chudn chon nguwoi hién ghép TBG dong loai.

Nhiing nguoi hién c6 cac tiéu chuan sau duge lya chon hién té bao géc dé
ghép cho nguoi bénh:

- Tudi trén 10 hodc dudi 60;

- Can nang > 20kg.

- Anh, chi em rudt cia ngudi bénh phu hop vé HLA-A, B va DR, tdi thiéu
5/6 allen v&i ngudi bénh;

- Khong bi nhiém HBV, HCV va HIV;

- Hoan toan khée manh, khong mic cac bénh man tinh.

1.1.2. Tiéu chuan chon nguwoi bénh ghép TBG tu than gan TBG.
1.1.2.1. Pa u tuy xwong

- Sau diéu tri tin cong dat lui bénh hoan toan hodc lui bénh mdt phﬁn,
chua diéu tri thuéc anh huong dén TBG nhu melphalan.. .

- Thé trang 1am sang tot.

- Khéng c6 cac bénh vé than kinh, tAm than, gan, than, tim, phéi.
1.1.2.2. U lympho khong Hogdkin (ULPKH)

- Thé trang 1am sang tot.

- Khéng c6 cac bénh vé than kinh, tdm than, gan, than, tim, phéi;

- Thoi diém chi dinh ghép: tiy ting thé nhu sau:

+ ULPKH thé tién trién [4]:

e DLBCL, PTCL, ALCL: chi dinh ghép tu than khi khang v&i diéu trj tur

dau hodc sau khi tai phat diéu tri vong 2 c6 dap tng ho4 chat.

e MCL: chi dinh ghép tu than ngay sau khi diéu tri tin cong dat lui bénh.

e ULPKH té bao T: sau dap ung véi hoa chat vong 1 hodc sau tai phat

diéu tri ctru van vong 2 c6 dap tng véi hoa chat.

+ ULPKH thé 4m tham: ULP thé nang, ULP té bao dang lympho va
plasmo, ULP t6 chitc lympho lién quan mang nhay, ULP té bao lympho nhé va
ULP thé ving ria lach: chi dinh ghép tu than cho céac truong hop tai phat diéu tri
ctru van vong 2 con dap tng v6i hoa chat.
1.1.2.3. Bénh Hodgkin
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- Thoi diém chi dinh ghép tu than: & cac ngudi bénh khang thudc hoic sau
tai phat.

- Thé trang 1am sang tot.

- Khong c6 cac bénh vé than kinh, tim than, gan, than, tim, phoi..
1.1.2.4. Lo xé mi cdp dong tiy

- Chan doan lo xé mi cap dong tuy nhom nguy co trung binh hodc cao sau
diéu tri lui bénh hoan toan dot 1 hodc nhom nguy co thép tai phat diéu trj dat lui
bénh hoan toan dot 2.

- Thé trang 1am sang tot.

- Khong c6 cac bénh vé than kinh, tdm than, gan, than, tim, phéi.
1.2. Cdc xét nghigm trudc ghép ciia nguoi hién khée manh
Buodc 1:

+ Xét nghiém tong phan tich té bao mau, cac xét nghiém vé chirc ning
gan than cta ngudi hién;

+ Xeét nghiém dinh nhém HLA-A, B, DR anh, chi em rudt bﬁng k¥ thuat
sinh hoc phan tir;

+ Xét nghiém cac xét nghiém vé HBV, HCV, HIV bang k¥ thuat ELISA.
Buéc 2: Néu phu hop HLA

+ Xét nghiém CMV (IgG, IgM) va EBV (IgG, IgM) bang ky thuat
ELISA;

+ Dinh nhém mau hé ABO, Rh, phenotype;

+ Siéu am kiém tra tong quat ngudi hién.
1.3. Cac xét nghiém trudc ghép cua nguwoi bénh

+ Xét nghiém tuy d6 va sinh thiét tiy xuong.

+ Cac xét nghiém danh gia lui bénh cua nguoi bénh da u tuy xuong, u
lympho khong Hodgkin va Hodgkin va lo xé mi cap dong tuy.
2. Quy trinh chiét tich nguoi cho té bao goc: huy dong, thu gom va bao
quan té bao goc.
2.1. Ngwoi hién khée manh

2.1. Huy déng nguwoi hién té bao goc dwoc tiém dudi da G-CSF 10ug/kg
cdn ndng/ngay, chia hai lan.

2.2. Tién hanh kiém tra so lwong bach cau hang ngay va sé leong té bao
CD34+ sau khi tiém G-CSF va ngay thir 4 bang may flow cytometry. Khi s6 luong
té bao CD34+ dat trén 10 té bao/pl.
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2.2. Nguwoi bénh

- Huy dong TBG & ngudi bénh: ¢6 mot sé phuong phap sau:

+ Kich bach cau G-CSF don thuan: véi liéu 10 pg/kg/ngay chia 2 1an cach
nhau mdi 12 gio. Pém sé luong bach cau hang ngay va sb luong té bao CD34+
tir ngdy thir 4. Khi s6 lugng té bao CD34+ > 10 té bao/ul thi tién hanh gan TBG
mau ngoai vi. Thudng dinh huy dong dat cao nhat sau huy doéng G-CSF don
thuan 1a ngay thi 4-5.

+ Phdi hop hod chat va G-CSF: thudng chi dinh khi tién luong huy dong
kém néu chi st dung G-CSF don thuan (ty 1& xdy ra tir 5-30%), va thuong do
mot sd nguyén nhan sau: da diéu tri trudc d6 bang nhitng thue anh huong dén
té bao gdc, nguoi bénh 16n tudi, da diéu trj tia xa va co té bao ac tinh xam lan
tuy xuong.

* V6i da u tuy xuong: Cyclophosphamide (liéu 2g/m2, 1 lan) phéi hop
v6i G-CSF ( thuong bat dau tir ngdy thtr 6 sau diéu tri hoa chat). Thoi diém dat
huy dong té bao gbc cao nhat phy thudc tinh ca thé timg nguoi bénh, thong
thuong sau 10-20 ngay ké tir khi bat dau diéu trji hoa chat.

* Véi U lympho Hodgkin va khong Hodgkin: sau dot diéu tri ciu vén
nhitng ngudi bénh tai phat hodc sau dot cudi diéu tri tan cong bang cac phac do :
ICE, IEV, DHAP hodc ESHAP két hop G-CSF dé huy dong té bao gbc.

+ Plerixafor (AMD3100): don thuan hay phdi hop G-CSF hoic phdi hop
hoa chat.

VI. NHAN PINH KET QUA

- Tuyén chon dugc nguoi hién khoe manh phu hop HLA tdi thiéu 5/6

allen.

- Tuyén chon dugc ngudi bénh du diéu kién dé gan TBG.

- Ghép ddng loai: Thu gom du sb luong té bao gde tdi thiéu 3x10° té bao
CD 34+/kg can nang nguoi bénh.

- Ghép ty than: Thu gom du sb lugng té bao gde tdi thiéu 2x10° t& bao CD
34+/kg can ning ngudi bénh cho mot 1an ghép.
VII. TAC DUNG PHU VA XU TRi

- Tac dung phu ¢ ngudi hién khi sit dung G-CSF: dau xuong, ddu dau,
tang LDH, acid uric, ting huyét ap, lach to. Xt tri bang giam dau, ha huyét ap.
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- Tac dung phu & ngudi hién trong khi thu gom té bao gdc: dau dau, té

vung moi, chudt rat, rét run. X tri bang truyén canxi, corticoid.

THU NHAN MAU DAY RON
(Umbilical cord blood collection)

I.NGUYEN LY

Lay mau tir banh rau va day ron sau dé thai qua tinh mach day ron vao tai
déo c6 chit chong dong ngay sau khi cit rén cua tré.

Nguédn gbc ki thuat: theo quy trinh k¥ thuat cua Hiép hoi Ngan hang mau
My (AABB).
II. CHI PINH
1. V¢i san phu

- Pong ¥ cho viéc luu gitt mau ddy ron ciia con minh trén co so da duoc
tu van va huéng dan déy du vé loi ich, muc dich va céac quy trinh s€ thuc hién;

- Khong c6 cac bénh 1y kém theo trudce khi sinh: bénh bam sinh, bénh lao,
bénh ung thu, bénh tu mién, bénh tim than va cic bénh ly vé san khoa;

- Céc xét nghiém sang loc HIV, HBV, HCV, CMV-IgM, giang mai c6 két
qua am tinh;

- Khéng co céc tai bién san khoa;

- Khong sét trong lac chuyén da (< 38°C).
2. Vi thai nhi

- Tubi thai trén 36 tuan;

- Sinh trudce 24h tinh tr lac vé 6i;

- Can nang tré so sinh > 2800 g.
I1I. CHONG CHI PINH
1. Vi pham mot hoiic nhiéu cac tiéu chuén chi dinh trén
2. Sau khi sinh

- Pa thai (d6i v6i thu thap cho ngan hang mau day rén cong dong);

- Tré ¢6 dj tat bam sinh khi sinh ra;

- Day ron qua ngén, bi dut ro1, dap nat, hu héng;

- Banh rau bi nghi ngd nhiém tring lac thu thap (thu thap sau so rau).
IV. CHUAN BI
1. Ngudi thuce hién
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Puogc dao tao phu hop dé thuc hién ki thuat.
2. Phuwong tién - Héa chét
2.1. Dung cu
- Xe thu thap mau;
- B thu thap va tai thu thap mau day ron;
- Quﬁn 40, mii, khau trang vO trung;
- Gac hép, ging tay vo tring;
- Can khdi lugng nho tir 0 - 500 gram;
- Ong xét nghiém c6 chat chéng dong EDTA;
- Phiéu thu thap mau day ron, cac loai but viét;
2.2. Héa chit
- Cdn 70° va con iod (Povidine);
- Dung dich rura tay nhanh;
- Dung dich sat khuan mit ban, dung cu xét nghiém.
3. Phiéu xét nghiém: Phiéu thu thap mau day rén, cac loai but viét;
V. CAC BUOC TIEN HANH
1. Tw van sin phu va cac thi tuc trwée khi sinh
- San phu da duoc tu van vé van dé luu trir mau day ron sau khi sinh theo

mau phi€u tu van cho san phu vé t€ bao goc mau day ron;
- San phu dién thong tin va ky vao cac biéu mau theo hudng dan.

2. Thu thip mau diy rén
Tuy theo dién bién cua cudc dé va ¥ kién cua bac si dd dé, tién hanh thu
thap méau day rén trudc hodc sau s6 rau thai.
2.1. Thu thdp mdu day rén truée sé rau thai
- Chuén bi b dung cu thu thap, tai thu thap, gac tam Povidine;
- Sau khi kep va cat day ron nhu thao tac d& dé thong thuong;
- Sat tring bé mat day ron bang Povidine (tir ddy rén téi banh rau thai);
- Ha thép dau day ron va choc kim cua tai thu thap vao tinh mach day ron;
- Lic tai thu thap dé mau tron déu voi dung dich chéng dong;
- Thu thap hét mau trong day rén;
- Kep day tui thu thap va rat kim ra;

- Lic nhe nhang tai thu thap dé tron déu méau véi dung dich chéng dong;
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- Vudt sach mau trong dudng day ciia ti vao tii mau bang kim vudt, kep
hoc thit diy nham tranh mau tran ngugc vao day va chay ra ngoai;

- Lay mau tinh mach cta san phu cho vao dng nghiém c6 chit chong
dong;

- Pién day du thong tin yéu cau vao phiéu thu thap.
2.2. Thu thdp mdu diy rén sau xé rau thai

- Chuén bj xe thu thap, bo dung cu thu thap, dé khay mot bén, khan treo
banh rau mdt bén, gac miéng dé trén khan treo va chia doéi: % gac miéng duoc
tam con 70° va % dugc tim Povidine;

- Ngay sau khi s6 rau thai, dat banh rau thai, day rén vao khay vé tring va
chuyén ngay vé xe thu thap;

- Pit banh rau vao khin c6 16 dic biét va treo banh rau 1én mot gia cao
sao cho day rén thong xudng dudi;

- Sat trung bé mat day ron bang gac tim cdn va povidine;

- Choc kim cua tui thu thap vao tinh mach day ron;

- Léc nhe tai thu thap dé mau trén déu vai chat chéng dong;

- Thu thap hét mau trong day ron;

- Kep day tai thu thap va rat kim ra;

- Lic nhe nhang tai thu thap dé tron déu méau véi dung dich chéng dong;

- Vubt sach mau trong dudng day cua ti vao tai mau bang kim vudt, kep
hodc thit diy nham tranh mau tran nguoc vao diy va chdy ra ngoai;

- LAy méu tinh mach ctia san phu vao 6ng nghiém c6 chat chong dong;

- bién day du thong tin yéu cau vao phiéu thu thap.
3. Loai trir mdt s6 trudng hop sau khi thu thap

- Luong méu day ron thu thap dugc qua thap (< 60 gram ddi véi mau hién
hodc < 30 gram ddi véi mau gui dich vu);

- Sai pham trong qua trinh bao quan, van chuyén mau;

- Mau mau ddy rén nghi ngd nhiém trung lac thu thap.

TAI LIEU THAM KHAO
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24, p.278-290.
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THU NHAN TE BAO GOC TU MAU NGOAI VI SAU HUY PONG
(Peripheral blood stem cell collection)

I.NGUYEN LY

Cac thanh phan cta mau toan phan co ty trong va do nhét khac nhau nén
khi ly tdm s& phan tach thanh cac 16p khac nhau. Quy trinh sir dung hé thong
may gan tach tu dong dé ly tim phan tach cac thanh phan ctia mau, thu nhan 16p
té bao don nhan c6 chira té bao gbc va truyén tra ngudi cho cac thanh phan con
lai. Cac hé théng may tu dong dugc st dung gan tach té bao géc tor mau ngoai vi
hién c6 nhu: Cobe Spectra, Optia Spectra, Comtec Fresenius...

Nguédn goc ki thuat: theo hudng din ctia may va quy trinh ctiia Hiép hoi
Ngan hang madu My (AABB).
II. CHI PINH

- Pat tiéu chuan vé hién té bao gdc;

- Tinh trang 1am sang va tinh mach cho phép thuc hién thu thuat.
III. CHONG CHI PINH

- Khong dat céc tiéu chuan vé hién thanh phan mau;
- Tinh trang 1am sang va tinh mach khong cho phép thyc hién thu thuat.

IV. CHUAN BI
1. Ngudi thuce hién
Can bd duogc dao tao vé gan tach té bao mau: 1 bac siva 1 KTV;
2. Phuwong tién - Héa chat:
2.1 Phwong tién:
- May gan tach thanh phén mau tu dong va bo thu nhan (kit) phu hop;
- Dung cu sat trung: Bong thadm, cdn 70°, cdn iod, kim, bang dinh;
- Bom tiém 5ml, 6ng xét nghiém cé chira chat chong dong;
- May do huyét ap dong hd, day ga ro, qua bop...
2.2. Héa chit:
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- Dung dich chong déng ACD hoidc CPD-A,;
3. Ngwoi hién:
- Nguoi hién: dam bao du tiéu chuan hién té bao gdc va duoc giai thich vé
quy trinh.
4. Ho so bénh an:
- Ho so0, cac phiéu xét nghiém, phiéu theo dbi qua trinh gan tach.
V. CAC BUOC TIEN HANH
1. Bat may va chon chwong trinh
2. Lip dit bo thu nhan té bao
- Lép dit bo thu nhan: cac budc theo huéng dan cuia may;
- Két nbi kit voi dung dich chéng dong (va NaCl 0,9%).
3. Nhip chi so ciia ngudi hién theo yéu cau
- Gi6i tinh; can nang (kg); chiéu cao (cm);
- Hematocrit (%); s6 lugng bach cau (G/); $6 luong CD34 cua nguoi
hién;
- Chon két qua du kién s& gan tach.
4. Trang dung dich chdng déng va dudi khi trong b kit:
5. Két néi kit véi ngudi hién
- Ga r6 va chon vi tri choc tinh mach;
- Sat trung, 14y tinh mach va c¢d dinh kim.
6. Liy miu mau xét nghiém
- M6 khoa dé mau vao khoang 2ml va dong khoa;
- LAy méau xét nghiém qua tai xét nghiém vao dng xét nghiém;
- Bam nut dé bat dau chuong trinh gan tach.
7. May thuc hién gan tach té bao mau:
- May thuc hién gan tach theo chuong trinh lga chon (tuy theo may);
- Piéu chinh cac chi s6 dé thu nhan san pham tot nhat: luong mau vao,
dong huyét tuong, luong thu nhan, thé tich, s6 chu ky, thoi gian xir 1y...
- Két thac gan tach té bao géc mau ngoai vi khi dat yéu cau;
- Tra méau con lai trong bo kit vé cho ngudi hién.
8. Két thiic chwong trinh chay may:
- Diing may, khoa céc van vao, ra va cic tai chira san pham;
- Rat kim ra khéi nguoi hién va cam mau vi tri choc tinh mach;

-Thao kit ra khoi may va han day tach tai san pham ra khoi bo kit;
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- Ghi chép két qua chuong trinh gan tach va thi tuc hanh chinh.
9. LAy mAiu kiém tra chit lwgng khoi té bao mau thu nhén:
- Léc déu tai té bao mau sau gan tach;
- LAy méu san pham kiém tra chat luong qua tai dung.
10. Két thic va ban giao:
- Ghi lai két qua vao bénh én/phiéu theo doi gan tach;
- Ban giao khéi té bao gan tach, mau xét nghiém.
VI. THEO DOI
- Theo ddi dién bién cac thong sb ctia ngudi duge gan tach;
- Theo ddi dién bién trong qu4 trinh van hanh cta may;
- Theo di két qua gan tach té bao méu;
- Ghi ho so bénh an/phiéu theo ddi theo mau.
VIL. NHUNG SAI SOT VA XU TRi
1. Phan tng bat thwong ciia ngudi hién:
Céc truong hop phan tmg hau hét do qua nhay cam, c6 yéu t6 tam 1y: Su
chuén bj tu tudng khong tdt, su lo léng ctia d6i tuong...
1.1. Cdc biéu hién phdn irng bt thuwong:
- Nhe: ¢6 nhiing biéu hién xay xam nhung khong mat di sy nhan biét;
- Vira: ¢6 su tang nhanh cua phan g nhe va dan dén sy mat nhan biét;
- Nang: c6 cac biéu hién trén kém theo su co giat (it gap).
1.2. Xu tri cdc trwong hop phdn wrng:
- Khéng tiép tuc thuc hién gan tach;
- Nhéc cao chan va ha thap dau cuia ngudi bénh/nguoi hién mau;
- N6i1 long hoac coi nhitng 4o qué chat, tao khong khi thoang;
- Trudng hop d6i twong bi nén: Nam nghiéng, c6 dd chira chit non;
- Kiém tra biéu hién ngoai va mach thudng xuyén;
- Néu tinh trang t6t 1én cho d6i tugng udng nudc mat, nghi ngoi day du;
- Pam bao d6i twong hdi phuc hoan toan trude khi roi noi gan tach;
- Truong hop con co giat kéo dai >5 phut, co thé tiém Diazepam tinh
mach.
- Ghi lai phan Gmg vao bénh an/hd so hién mau.
2. Ha can xi huyét:
- Trudong hop nhe: di cdm moi, mat. X tri: gidm tbc do léy mau ra va tra

v€ cua may, co thé ngdm vién can xi;
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- Truong hop ning: co rat co nhiéu, dau, khé tho... Tam nglmg chuong

trinh va tiém can xi tinh mach; Khi ngudi hién hét triéu ching c6 thé chay tiép.
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THU NHAN TE BAO LYMPHO TU NGUOI HIEN
(Donors Lymphocyte collection)

I. NGUYEN LY
Céc thanh phan ctia mau toan phan c6 ty trong va do nhdt khac nhau nén

khi ly tdm s& phan tach thanh cac 16p khac nhau. Quy trinh st dung hé théng
may gan tach tu dong ldy mau tir nguoi hién, ly tim phén tach mau toan phan
thanh cac 16p, thu nhan 16p co chira té bao lympho va truyén tra cac thanh phan
con lai cho ngudi hién. Cac hé thong may dugc sir dung gan tach té bao lympho
ttr mau ngoai vi hién c6 nhu: Cobe Spectra, Comtec Fresenius...

Nguédn goc ki thuat: theo hudng din cuia may va quy trinh ctiia Hiép hoi
Ngéan hang madu My (AABB).
II. CHI PINH

- Pat tiéu chuan vé hién thanh phan méu;

- Tinh trang 1am sang va tinh mach cho phép thuc hién thu thuat.
III. CHONG CHI PINH

- Khong dat cac tiéu chuan vé hién thanh phan mau;

- Tinh trang 1am sang va tinh mach khong cho phép thuc hién thu thuat.
IV. CHUAN BI
1. Ngwoi thue hién:

Can bo dugc dao tao vé gan tach té bao mau: 1 bac siva 1 KTV;
2. Phuwong tién - Héa chat:
2.1. Dung cu:

- May gan tach thanh phin mau ty dong va bo kit thu nhan phu hop;

- Dung cu sat tring: Bong con iod, panh, bang dinh, bom tiém 5ml;

- May do huyét 4p dong ho/day ga 16, qua bop...

- Gang tay voO trung;

- Bat marker, but viét, barcode;
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2.2. Héa chit:
Chét chdng dong ACD-A,;
3. Chuin bi nguoi hién:
- Tiép nhan va giai thich quy trinh;
- Chon tinh mach va chuan bi tu thé ngudi hién;
4. Ho so:
- Ho so ngudi hién, cac phiéu xét nghiém;
- Phiéu theo ddi chuong trinh gan tach té bao Lympho.
V. CAC BUGC TIEN HANH
1. Bat may va chgon chwong trinh “Lymphocytes”
2. Lap dit bd thu nhén té bao
- Lap dat bo kit thu nhan: Theo hudng dan va so d6 ctia may;
- Két ndi tui ACD (va NaCl 0,9%);
3. Nhép chi so ciia ngudi hién theo yéu cau
- Gi6i tinh; Can ning (kg); Chiéu cao (cm);
- Hematocrit (%); S6 lugng bach cau (G/1)
- Chon két qua du kién s& gan tach
4. Trang dung dich ACD va duéi khi trong b kit
5. Két noi kit véi ngudi hién
- Ga rd va chon vi tri choc tinh mach;
- Sét trung, 1ay tinh mach va c6 dinh kim.
6. Liy miu mau xét nghiém
- M6 khoa dé mau vao khoang 2ml va déng khoa;

- Lay mau xét nghiém qua tai xét nghiém vao ong xét nghiém;

- Bam nut dé bat dau chuong trinh gan tach.

7. May thuc hién gan tach té bao mau:

- May thuc hién gan tach theo chuong trinh lga chon (tuy theo may);

- Piéu chinh s6 chu ky dé thu luong té bao lympho theo mong muén;

- Két thuic gan tach té bao lympho ngoai vi khi dat két qua;
- Tra méau con lai trong bo kit vé cho ngudi hién.
8. Két thiic chwong trinh chay may:

- Dung may, khoa cac van vao, ra va cac tui chtra sdn pham;

- Rut kim ra khéi nguoi hién va cdm mau vi tri choc tinh mach;

- Théo kit ra khoi may;
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- Han dy va tach tai san pham ra khoi b kit;
- Ghi chép két qua chuong trinh gan tach va thi tuc hanh chinh.
9. LAy miu kiém tra chit lwgng khoi té bao mau thu nhin
- Lic déu tai té bao mau gan tach;
- Ly mAu kiém tra chat luong qua tai san pham: sd luong té bao c6 nhan;
s6 lwong té bao lympho (¢ém CD3, CD4, CD7, CDS...).
10. Két thic quy trinh:
- Ghi lai két qua vao bénh én/phiéu theo doi gan tach;
- Ban giao khéi té bao gan tach, miu xét nghiém.

TAI LIEU THAM KHAO
1. B§ Y té. Thong tu Huéng dan hoat dong Truyén mau, nim 2013.
2. Bruce C. McLeod. Apheresis: Principles and Practice. AABB Press. 2007
3. Fresenius HemoCare. The new Cell Seperator: Contec. Fresenius Transfusion

GmbH, 2011.
Gambro BCT Inc. Essentials guide. Cobe Spectra apheresis system manual. March

2005.
Terumo BCT Inc. Mononuclear cell collection. Spectra optia apheresis system

manual, 2012.
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THU NHAN TE BAO GOC TU TUY XUONG
(Bone marrow stem cell collection)

I. NGUYEN LY
Str dung kim choc tuy xuong chuyén dung choc hut dich tir tiy xuong cé
chira nhiéu té bao géc tao mau, t& bao trung mo, té bao dau dong ndi mac,
nguyén bao soi...
Ngudn gbc ki thuat: theo quy trinh k¥ thuat ciia Hiép hoi Ngan hang mau
My (AABB).
II. CHI PINH
- Nguoi hién té bao gdc tao mau tay xwong: sau khi da kiém tra day du
cac thong sb xét nghiém mau ciing nhu cac xét nghiém can 1am sang khac;
- Nguoi bénh c6 chi dinh diéu tri bang phuong phap ghép té bao goc tao
mau tu than.
I1I. CHONG CHI PINH
- Nguoi co thé trang yéu, mic bénh phédi hop ning, di ing thudc gy mé...
- Nguo1i ¢o bénh 1y &c tinh ¢6 di can tuy xuong;
- Nguoi c6 bénh 1y vé rdi loan déng méu.
IV. CHUAN BI
1. Phong lay tily xwong: dam bao vo tring cho phau thuat;
2. Trang thiét bj va thudc: cho qua trinh vé cam ngudi bénh;
3. Nguoi thuc hién: Béc si da khoa, chuyén khoa huyét hoc d3 dugc dio tao;
4. Nguoi hién tiy xwong:
- Nguoi hién va gia dinh: duoc giai thich day du vé thu thuat;
- Nguoi hién nhin an trude 6 gio;
- Nguoi hién duoc tién mé va gy té tiy song hodc gdy mé toan than;
- Ho so: ghi day du, chi tiét cac 1an tham kham, hoi chan, giai thich.
5. Phwong tién — Hoa chat
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- Sang 16 vo khuédn; Ging tay vo khuan;

- Bang, gac, bong vo khuén;

- Miéng x6p cam mau (gelatin);

- BOng con 70°va con iod;

- Bom tiém: 20 bom ti€ém 10 ml;

- Kim choc hut tiy chuyén dung (c6 16 & bén);

- Céc dung dung dich chdng dong;

- Dung dich chong dong: 50 don vi Heparine/1ml NaCl 0,9%;

- Dung cu chua dich tay (tai chuyén dung hodc cdc inox hoidc 6ng
Falcon).

V.CAC BUOC TIEN HANH

1. Nguoi bénh nam sap va duoc gy mé hoac gay té tuy séng;

2. Sat trung rong viing choc va phu sing c6 19;

3. Vi tri choc tay: gai chau sau trén hoac mao chau hai bén, cac vi tri choc
cach nhau 3-5mm;

4. Choc kim vao khoang tay: dung kim choc tay chuyén dung choc tur
nhiéu 6, Xién hinh nan quat so v&i mat da, mdi mot huéng kim choc 3 1an & cac
mirc d6 sau, néng va xoay 16 bén kim theo huéng khac nhau;

5. HUt dich tay: Dung bom tiém 10ml d& c¢6 1ml dung dich chéng déng
lip vao kim choc tay dé hut dat 5ml dich (4ml dich tay + 1ml chong dong);

6. Chuyén bom tiém da hut dich tuy xuwong cho nguoi phu dé cho vao
dung cu chaa dich tay;

7. Tiép tuc choc va hit dich tiy xwong dén khi dat yéu cau;

8. Két thic choc hit dich tay: Khi dat yéu cau hoic c6 bat thuong khong
cho phép thuc hién thu thuat;

- Cam mau vi tri choc hdt: an gac 18n vj tri choc hdt tir 10 phat, kiém tra
dén khi hét chay mau thi dat x5p cAm mau va bang ép vi tri choc;

- Chuyén dich tiiy xuwong thu dugc cho bo phan tiép theo dé xu ly.

V1. THEO DOI

- Mach, nhip thé, nhiét do;

- Theo d&i cac bién chimg sau gay té tay song hodc giy mé;

- Tinh trang ving lay tily xuong: sung né, chiy mau. ..

- Khang sinh, giam dau trong 3 ngay dau;

- Sau 1 ngay van dong binh thuong.
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VII. NHUNG SAI SOT VA XU TRi

- Tu méu vung lay tay: Rach ldy mau ty, bang ép.

- Nhiém trang ving lay tay: Nao viém, 1am sach va diéu tri khang sinh.

TAI LIEU THAM KHAO
1. Thomas R. Spiter, MD. Bone Marrow collection. Cellular Therapy: Principle,
Method and Regulation, Bethesda, MD: AABB, 2009, chapter 22, p.236-250.
PHAN LAP TE BAO GOC BANG TUI LAY MAU
(Stem cell isolation by blood collection bags)

I.NGUYEN LY

Céc thanh phan trong dich tiy xuong, khdi té bao gdc tir mau ngoai vi,
mau day rén c6 ty trong va d6 nhét khac nhau nén khi ly tAm s& phan tach thanh
cac 16p khac nhau. Quy trinh str dung k¥ thuat ly tdm va ép tach tai déo dé loai
b6 cac thanh phan hdng cau, tiéu cau, huyét twong, xwong vun... dé thu duoc
khéi té bao gbc tinh sach.

Nguoén goc: theo quy trinh k¥ thuat cia Hiép hoi Ngan hang mau My
(AABB).
II. CHI PINH

- Khdi té bao gdc gan tach tir mau ngoai vi;

- Mau day ron;

- Dich tuy xuong.
I1I. CHONG CHI PINH

Khong ¢ chdng chi dinh:
IV. CHUAN BI
1. Ngwoi thue hién:

Nguoi thyc hién: duoc dao tao ki thuat phan 1ap té bao gdc.
2. Phuong tién:

- Tt v tring c6 dén con;

- May ly tdm lanh c6 bucket vang cho tli mau;

- Ban ép tGi mau, kim vudt, kim kep day, kéo cat, may han day t4i mau;

- TGi déo 1dy mau loai tai 4;

- Gac, bong thdm vo trung;

- Bong tam con sat tring 70°, ¢on iod;
3. Miu nguyén liéu:
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Dich tay xuong/ mau day rén/ tai té bao gdc gan tach tir mau ngoai vi.
4. H6 so: Ho so xtr 1y ¢6 dic va tinh sach t& bao gbe (1 bo).
V. CAC BUOC TIEN HANH

1. Thoi gian thuc hién: trude 24 gio ké tir khi thu thap;

2. Nguoi thyc hién: ki thuat di ging tay, doi mil, deo khau trang;

3. Khir tring tay, ging tay bang con 70°;

4. Lay mau trude xtr 1y: 1 ml dé lam xét nghiém tong phén tich t& bao
mau, dém té bao CD34, ty 18 té bao sdng chét trudc xur 1y.

5. Néu 1a dich hut tiy xuong:

+ Loc dich qua luéi loc dé loai bé cuc mau dong, manh xuong, té bao m&
trong dich tuy,

+ Sau d6 pha lodng dich tiy gap 2 lan voi dung dich NaCl 0,9%.

6. Bom dich hut tuy xuong sau loc, mau day ron, khoi té bao géc tach tur
mau ngoai vi (150 - 300ml) vao tai 14y mau loai 4 tui;

7. Ly tdm lan 1: Ly tdm nguoc tai, toc do 3.870g x 10phut, nhiét do
phong;

8. Dung ban ép day khéi hong cau sang thi phu cho téi khi 16p phan tach
giita huyét tuong va khbi hong cau cach day tai 15mm;

9. Cat bo tai dung khdi hong cau;

10. Ly tam lan 2: Ly tdm thang tai, toc d6 1.200g x 7phit, nhiét d6 phong;

11. Dung ban ép day khoi huyét twong sang tai phu cho téi khi bé mat
huyét twong cach 16p buffy-coat khoang 4cm;

12. Cat va thu tai dung khéi té bao gdc co dic;

13. L4y mau sau xur ly: Lay 1 ml dé xét nghiém tong phan tich té bio mau,
dém té bao CD34, ty 1¢ té bao song sau xtr 1y;

14. Két thuc quy trinh:

- Chuyén tii san pham dé tron dung dich bao quan;

- Ban giao mau xét nghiém cho cac bo phan lién quan.

- Hoan thién va luu hd so qua trinh xtr 1y

TAI LIEU THAM KHAO

1. Melissa Croskell, Kathy Loper, and David H.McKenna. Basic cellular therapy

manufacturing procedures. Cellular Therapy: Principle, Method and Regulation,
Bethesda, MD: AABB, 2009, chapter 26, p.303-329.
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PHAN LAP TE BAO GOC TU MAU DAY RON
BANG PHUONG PHAP LY TAM CO SU DUNG HES
(Umbilical cord blood stem cell isolation by centrifuge method using HES solution)

I. NGUYEN LY

Céc phan tir ctia dung dich HES (Hydroxy Ethyl Starch) lién két v6i hong
cau lam tang ty trong, khi ly tdm phirc hop nay nhanh lang xudng trude, dé lai
16p c6 nhiéu té bao c6 nhan.

Ngudn gbc ki thuat: theo quy trinh k¥ thuat ciia Hiép hoi Ngan hang mau
My (AABB).
II. CHI PINH

Cac miu mau day ron sau thu thap dat tiéu chuan xt 1y.
III. CHONG CHI PINH

Céac mau khong dat tiéu chuan.
IV. CHUAN BI
1. Nguoi thue hién:

Nguoi thuce hién: duoc dao tao k¥ thuat phan 1ap té bao géc.
2. Phuwong tién — Hoa chat
2.1. Phuwong tién:

- Tt an toan sinh hoc;

- Ta lanh 4°C;

- May ly tam lanh;

- Ban ép t0i mau; may han day; kim vuét day tai mau;

- May lac thi méau;

- Can dién ttr;

- May phan tich huyét hoc > 18 thong sb;

- B tai xir Iy mau day ron;

- Hop dung bong tiét trung;

- Kim kep day tui mau;
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- Pong hd bam gidy;

- Bom va kim tiém cac loai;

- Ong dung mau xét nghiém;

- Tét ca cac dung cu phai dugc hép tiét tring.

2.2. Hod chit

- Dung dich HES 6%;

- Con 70°;

- Chai cdy vi tring vi nim;

- Hoa chat tiét trung ban xét nghiém, dung cu.

Tat ca cac moi trudng hod chat déu da duoc tiét tring.

V. CAC BUOC TIEN HANH

Tai mau day ron (MDR) duoc sat trung bang con 70° chuyén vao phong
xtr 1y. Qua trinh xtr Iy tién hanh trong phong sach cap do B.

1. Chuan bi miu dé ly tam lan 1:

- Can tai MDR 1an 1 trir bi (gdm t0i va chat chong dong);

- Dan barcode va ghi cac thong tin vao ho so xu 1y;

- Han day tui thu thap MDR, bo di cac doan day khong can thiét;

- bat ti MDR 1én may lac déu 5 phut;

- Sat tring bén ngoai tii MDR chuyén vao ti an toan sinh hoc;

- Gan kim 14y mAu vao miéng tii mau;

- LAy mau xét nghiém: Tong phan tich té bao mau, cay vi khuan, vi nim;

- Can lai tai mau va tinh lugng HES céan dung;

- Bom HES véi téc do 0,5ml/gidy

- Lic tron déu trong vong 10phut;

2. Ly tim lan 1:
- Chuyén tii MDR vao cbc ly tam, tinh toan ddi trong cho mau ly tim;
- Ly tam lan 1: lyc ly tim 150G trong 5 phit, & nhiét d6 10°C.

3. Chuan bi miu ly tim lan 2:

- Pua ban ép tui mau, can dién tur, bo tai xr Iy vao ta an toan sinh hoc;

- Pit tii MDR sau ly tAm vao ban may ép, gan dau kim tai xtr 1y vao tai
MDR, dit tai chuyén 1 1én can dién tir. Ep ti MDR chuyén phan huyét twong va
phan buffy-coat vao trong ti chuyén 1 cho dén khi 16p hong cau vira téi miéng
tai chuyén 1 thi bat dau tinh lugng hong cau lay thém. Luong hong cau lay thém

duoc tinh nhu sau:
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Lwong HES thém vao Lwong RBC can chuyén
<20 mi 17 gram
20-29 ml 18 gram
30-39 mi 19 gram
> 40 mi 20 gram

- Khi thém du luong hdng cau vao thi khod van, md ban ép va tra phan
hdng cau & doan day vao tui MDR, han va tach roi thi MDR khéi tai xt 1y;

- Tinh trong luong cia MDR trong tii chuyén 1 (P1): Trong luong thi xir
1y trur bi.

4. Ly tam lan thir 2:

- Xép bo thi xtr Iy vao cde ly tam va can bang ddi trong;

- Ly tam lan thir 2: lyc ly tim 400G trong 10 phut, ¢ nhiét do 10°C.
5. Chuin bi mau dé hru trir:

- Chuan bi 7ml dung dich bao quan: dung dich DMSO + dung dich
Dextran T40 véi ty 1& 1:1 vao dng kim tiém 20 ml dé vao ti lanh & 4°C;

- Pit thi chuyén 1 sau ly tdm vao ban ép, dat tai huyét twong 1én can dién
tir, ép thi chuyén 1 dé dua huyét twong téi miéng tai huyét twong, bat dau tinh
luong huyét twong lay ra: P1 trir di hang s6 c¢b dinh 24.9g;

- Sau khi 14y du luong huyét tuong, dung kim vudt phan huyét twong con
¢ doan day tra lai vao tui chuyén 1; han cat roi tai chuyén I;

- Can san pham: trong luong ti chuyén 1 trir bi (trong luong tai xir 1y);

- Tron déu thi san pham va liy 1ml san pham dé xét nghiém CD34 va
tong phan tich t& bao mau.

6. Két thiic quy tinh:
- Ban giao san pham, mau luu va mau xét nghiém danh gia;

- Hoan thién va luu ho so.

TAI LIEU THAM KHAO
1. Melissa Croskell, Kathy Loper, David H.McKenna. HES sedimentation for
Manual Red Cell Removal, in Basic Cellular therapy manufacturing procedures,
Method 26-2; Cellular Therapy: Principle, Method and Regulation. Bethesda,
MD:AABB, 2009, chapter 26, p.312-314.

339



PHAN LAP TE BAO GOC
BANG ONG LY TAM 50ml, KHONG DUNG HOA CHAT
(Stem cell isolation by falcon 50ml centrifuge tube without additional reagents)

I.NGUYEN LY

Céc thanh phan trong dich tiy xuong, khéi t& bao gdc tir mau ngoai vi,
mau day rén c6 ty trong va d6 nhdt khac nhau nén khi ly tim s& phan tach thanh
cac 16p khac nhau, qua d6 loai bo phan 16n hong cau, tiéu cau, huyét tuong ra
khoi mau dé thu dugc san pham cé chira nhiéu té bao gdc.

Nguédn gbe k¥ thuat: Ap dung tir quy trinh tach khéi buffy-coat kinh dién
dung trong mién dich va huyét hoc.
II. CHI PINH

Phén 1ap té bao gde tur:

- Khdi té bao gdc gan tach tir mau ngoai vi;

- Mau day rén;

- Dich hut tay xuong.
I1I. CHONG CHI PINH

Khong ¢ chdng chi dinh.
IV. CHUAN BI
1. Ngwoi thue hién:

Nguodi da dugce dao tao thuc hién ky thuat.
2. Phuong tién:

- T an toan sinh hoc ¢6 dén con;

- May ly tam lanh c6 cong ving cho 6ng ly tAm 50ml;

- Ong ly tam 50ml (ong Falcon);

- Pipet dién hut chan khong;

- Pipet paster thuy tinh va qua bop; pipet thiy tinh/nhya loai 10 - 20ml;

- Cac 6ng dong thuty tinh 100 ml, 250 ml; céc thuy tinh;

- Ludi thép min;

- Bom tiém 15 ml, 20 ml; kim 18G;

- Bong gac vo tring; bong con ethanol 70° va con iod.

TAt ca céc thiét bi, dung cu déu duoc tiét trung.
3. Mau nguyén li¢u

Dich hit tay xwong, mau day ron, tii té bao gbc tach tir mau ngoai vi.
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V. CAC BUOC TIEN HANH

1. Thoi gian thuc hién: cang sém cang tot, ngay khi mau té bao gbe dugc
dua dén phong labo;

2. Nguoi thyc hién: ki thuat di gang tay, doi mil, deo khau trang;

3. Khtr tring tay, gang tay bang con ethanol 70°;

4. Lay 1 ml miu trude xt 1y dé xét nghiém: tdng phan tich té bao mau, té
bao CD34, ty 1¢ té bao sdng chét trude xir 1y;

5. Néu 1a dich hut tiy xuong:

+ Loc dich qua ludi loc dé loai bo cuc mau dong, manh xuong trong cac
6ng dich tuy;

+ Sau d6 pha lodng dich tiy xuong 2 1an bang dung dich NaCl 0,9%.

6. Ly tam chuan 4.700 vong trong 10 phut, tach thanh 3 16p: huyét tuong
— buffy coat — hong cau;

Lép huyét tieong
giiu tiéu ciu

— Top Buffy coat

———— Lép héng ciu

7. Dung pipete thuy tinh v6 khuan hit bo t6i da 16p hong cau va 16p huyét
tuong giau tiéu cau. Tranh 1am mat 16p buffy-coat;

8. Lic déu va don dich tay tir 2-3 dng vao 1 éng;

9. Lap lai bude 6 va 7 cho ti khi loai bo duoc tdi da hong cau va huyét
tuong gidu tiéu cau;

10. Votex lac tron khdi Buffy-coat ¢ dic, c6 thé rira bang nude mudi sinh
Iy va dua vé thé tich yéu cau;

11. Lay 1 ml mau sau xtr 1y dé xét nghiém danh gia két qua;

12. Két thuc quy trinh:

- Ghi thé tich mAu trude xir 1y, thé tich sau xtr 1y;

- Thyc hién xét nghiém danh gia: sé luong té bao mau, té bao CD34, ty 1¢
té bao song sau xir 1y;

- Hoan thién va luu hd so.
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TAI LIEU THAM KHAO
1. Shinisuke Sakai, Hajime Mishima, Tomoo Ishii, et al. (2008). Concentration of
bone marrow aspirate for osteogenic repair using simple centrifugal methods. Acta
Orthopaedica; 79 (3): 445-448
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CO PAC VA TINH SACH TE BAO GOC BANG ONG RES-Q60
(Stem cell concentration and purification by RES-Q60 tube)

I.NGUYEN LY

Céc thanh phan trong dich tiy xuwong cé ty trong va do nhét khac nhau
nén khi ly tim s& phan tach thanh céac 16p khac nhau. Quy trinh st dung 6ng
RES-Q60 v&i may ly tim chuyén dung dé loai bo phan 16n hong cu, tiéu cau,
bach cau hat, huyét trong khoi dich hut tuy xwong va thu nhan khéi t& bao gbc
cO dac va tinh sach.

Nguédn gbc: ap dung theo quy trinh cta hing Themogenesis.
II. CHI PINH

C6 dic va tinh sach té bao gbc tir dich tay xwong.
III. CHONG CHI PINH

- Khdi té bao gdc gan tach tir mau ngoai vi;

- Méu day ron.
IV. CHUAN BI
1. Nguoi thuc hién:

Bac si va k¥ thuat vién dugc dao tao dé thuc hién ky:
2. Phuong tién:

- May ly tam chuyén dung cho 6ng RES-Q60;

- Khay xur 1y chuyén ding cho ng RES-Q60);

- Bo kit RES-Q60: 6ng RES-Q60, bo loc, bom tiém 10ml, doan day

truyén.
Res-Q 3400 Centrifuge
=
" - y Lid safety interlock system
cm/ =~ v '
GC) RPM display Start button
(] )
(@)}
g Timerdispit Open/Stop butt
qh) Power butt
= nte
-
<
Ong RES-Q60 May ly tam chuyén dung
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Res-Q 60 Processing Tray

Khay xir ly

3. Miu nguyén liéu:

Dich tay xuong hodc mau day rén.
V. CAC BUGC TIEN HANH

1. Thoi gian thyc hién: ngay khi mau dugc dua dén phong labo;

2. Nguoi thuce hién: k¥ thuat di gang tay, do1 mii, deo khau trang;

3. Tinh toan s6 6ng RES-Q60 can dung (mdi 6ng xir 1y duge 60ml);

4. Khir trung tay, gang tay bang con ethanol 70°;

5. L4y mau xét nghiém trude xir Iy Iml dé 1am xét nghiém: Tong phan
tich té bao mau, té bao CD34, ty 1¢ té bao sdng chét;

6. bit dng RES-Q60 vao vi tri trén gia tach chuyén dung;

7. Dung bom tiém 20ml va doan day truyén cta kit hut khéi dich nguyén
lidu can ¢ dic va tinh ché (khdi dich hut tiy xwong hodc mau day ron) bom qua
b6 loc vao éng RES-Q60 qua van do téi vach 60ml;

8. Ly tam 6ng RES-Q60 bang may chuyén dung 3200 vong/phut x 12
phat;

9. Liy 6ng RES-Q60 khoi may ly tam, dé dung dung trén khay xu 1y;

10. Dung bom tiém 10ml v6 khuan kém theo kit dé hut khoang 6-10 ml
16p buffy coat gidu té bao gbc;

11. Lay mau xét nghiém sau xtr Iy 1ml lam xét nghiém: Tong phan tich té
bao mau, t& bao CD34, ty 1¢ té bao song chét;

12. Két thuc quy trinh:

- Ban giao san phém va mau xét nghiém cho bd phan tiép theo;

- Hoan thién va luu hd so thyc hién.

TAI LIEU THAM KHAO

1. Thermogenesis Corporation. Bone marrow concentration for laboratory and
point of care. Res-Q 60 BMC system guideline, 2012.
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PHAN LAP TE BAO GOC BANG PHUONG PHAP
LY TAM PHAN LOP THEO TY TRONG SU DUNG FICOLL
(Stem cell isolation by density gradient method using Ficoll)

I. NGUYEN LY

Dua viao ty trong cta Ficoll va ty trong cua té bao mau: ty trong cua Ficoll
1 1,077, cao hon ty trong ctia bach cdu lympho nhung lai thip hon ty trong cia
hdng cau va bach cau hat. Khi ly tAm, hong cdu va bach cu hat ling xudng day
6ng ly tam, con bach cau lympho va bach cdu don nhan khac nam & trén 16p
Ficoll. Thu hoach 16p té bao & trén 16p Ficoll rt giau té bao gdc tao mau.

Nguédn gbc: Theo quy trinh ciia hing Mass Miltenyi Biotec.

o
@ o @ <: Lép huyét twong
Mau toan :"> o@ o
i’hén @ @ o @ m <: Lép té bao i
(o) lympho, don nhin
Ficol > < Lop Ficoll

0,0 N
U 08 <A inbing e,

Trwéc ly tim Sau ly tim

II. CHI PINH
- Khdi té bao gdc tach tir mau ngoai vi;
- Mau day rén;
- Dich hut tay xuong.
I1I. CHONG CHI PINH
Khoéng c6 chong chi dinh.
IV. CHUAN BI
1. Nguoi thue hién:
K¥ thuat vién dugc dao tao dé thyc hién ky thuat.
2. Phwong tién - Héa chat
2.1. Phuwong tién:
- H6t v6 tring c6 dén con;
- May ly tam lanh c6 bucket ving cho éng Falcon 50 ml;
- Pipet dién hut chan khong;
- Cac 6ng dong thity tinh 100, 250 ml (d4 hap khu tring);
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- Cac pipet paster thuy tinh (da hap khu trung, 1 hop);

- Céc thuy tinh (dd hap sdy khir tring, 02 cai);

- Ludi thép min (d3 hap sdy khir trung, 3 cai);

- Céc pipet thuy tinh hodc nhya vo khuén loai 10 - 20 ml (2 cai mdi loai);

- May ly tam lanh;

- Qua bop cao su dung cho pipet pasteau (d3 hap khtr trung, 02 cai);

- Ong tiém 15 ml, 20 ml;

- Kim 18G;

- Bong con iod;
2.2. Héa chit

- Dung dich Ficoll 1,077 v6 trung;
3. Miu nguyén liéu: dich hut tiy xuong, mau ddy rén, tai té bao gbc tach tir
mau ngoai Vvi.
4. H so: Hd so xtr 1y c6 dac va tinh sach té bao géc (1 b9).
V. CAC BUOC TIEN HANH

1. Thoi gian thuc hién: Cang sém cang tét, ngay khi mau dugc dua dén
labo;

2. Nguoi thuce hién: k¥ thuat di gang tay, do1 mii, deo khau trang;

3. Tinh s luong éng Falcon 50 ml can dung (mdi éng xir Iy duwoc 30ml
mau/dich huat tay xuong);

4. Khir trung tay, gang tay bang con ethanol 70°;

5. Lay 1ml mau xét nghiém trude xir Iy dé xét nghiém: Tong phan tich té
bao mau, té bao CD34, ty 1¢ té bao song chét;

6. Pha lodng dich xir Iy da chdng dong véi dung dich PBS theo ty 18 6:1
(30 ml mau ddy rén/dich hut tiy xuwong + 5 ml PBS);

7. Néu dung dich hut tay xuong:

+ Loc qua mang loc 100 micromet d€ loai manh xuwong va xo soi;

+ Pha loang 2 1an bang dung dich NaCl 0,9%.

8. Cho 15 ml Ficoll-Paque vao 6ng Falcon 50 ml. Nhe nhang dat 35 ml
dich da pha loang 1én trén 16p Ficoll-Paque;
9. Ly tdm voi luc 445g trong 30 phut, & nhiét do 20°C;
10. Hat bo 16p huyét twong, va hit 16p nhin bach cau chuyén sang dng
Falcon 50ml moi;
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11. Rira té bao 2 1an bang thém 40 ml PBS, ly tdim 300g trong 10 phut, &
nhiét 6 20°C; loai bo dich ndi va giit cin té bao;
12. Tai huyén dich can t& bao trong 15-20 ml dung dich nuéc mudi sinh
ly;
13. LAy mau xét nghiém sau xtr Iy 1ml dé lam xét nghiém: tong phan tich
tich t& bao mau, té bao CD34, ty 1€ té bao séng chét;
14. Két thuc quy trinh:
- Ban giao san pham va mau xét nghiém;
- Hoan thién va luu hd so thuc hién.
TAI LIEU THAM KHAO
1. Miltenyl Biotec Inc. Isolation of mononuclear cells from human cord blood
by density gradient centrifugation. www.mitenylbiotec.com, 2008.
2. lvan Roitt (1998). Density gradient seperation of lymphocyte on Ficoll
isopaque. In Immunology 5" Edition by Ivan Roitt, Pub by Moskey, 1998,

p.391.
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PHAN LAP TE BAO GOC BANG HE THONG MAY TU PONG SEPAX
(Stem cell isolation using Sepax full-automatic system)

I.NGUYEN LY

Cac thanh phan trong dich tiy xwong, khdi té bao gbc tir mau ngoai vi,
mau diy rén c6 ty trong va d6 nhét khac nhau nén khi ly tdm s& phén tach thanh
cac 16p khac nhau. Hé thong may Sepax s& tu dong hut mau vao budng phan
tach dé ly tAm phan 16p va sir dung hé thong cam quang dé nhan biét, thu nhan
16p chua céc té bao gdc.

Ngudn gbc ky thuat: theo huéng dan ctia may va quy trinh k¥ thuat ca
Hi¢p hdi ngan hang madu My (AABB).
II. CHI PINH

- Khdi té bao gdc tach tir mau ngoai vi;

- Mau day rén;

- Dich tuy xuong.
III. CHONG CHI PINH

Khong ¢ chdng chi dinh.
IV. CHUAN BI
1. Ngwoi thue hién:

Pugc ddo tao dé thuc hién k¥ thuat.
2. Phwong tién

- Hé thdng may xu 1y chinh cta Sepax;

- May ndi day tii mau hodc thiét bi két ndi vo tring (néu can);

- Méay han day tai mau;

- Cac vat liéu phong thi nghiém can thiét;

- 1 bo kit don chuyén dung;

- TGi déng lanh dam bao thé tich;

- Bom tiém dung mot 1an cac loai va kim 18G, 20G;

- Ong dung mau xét nghiém;

- Bong, gac v0 trung;

- Quz‘in 40, mii, khau trang, bao chan, gang tay vo trung;
3. Miu nguyén lié¢u:
4. Hb so: Ho so xtr 1y (1 bo).

Dich tuy xwong, mau day ron hoac khoi té bao goc tach tir mdu ngoai vi.
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V.CAC BUGC TIEN HANH
Bude 1: Cai dat cde chi sé:

- Bat thiét bi va chon chuong trinh.

- Cai dat cac chi so: thé tich ban dau, thé tich san pham, luong dung dich
HES b6 sung.

Bude 2: Chudn bi kit

- Kiém tra: han dung va su nguyén ven cua kit;

- Két ndi kit v6i tai thu nhan va tai dau vao (ndi vo trung).
Buée 3: Lap dat kit

- Lap kit theo trinh ty: budng ly tdm, cam bién quang va ap luc, van chit
T, treo tai huyét tuong, tii hong cau va ti xt 1y vao gia thich hop;

- Pam bao cac diéu kién: nap budng ly tam dugc dong kin, dudng cam
bién ap luc duoc két ndi, van két ndi véi thi san phém dau vao duoc khoa, cac
van duoc két ndi & vi tri chit T;

- Sau khi két ndi xong bam niit start dé hé théng kiém tra kit tu dong.
Buoc 4: Quy trinh tw dong cua may

- Man hinh nhic “Open roller clamp”: Mé kep con lin ¢ dng ndi véi tai
chira mau dau vao.

- An M sepax sé& ty dong thuc hién quy trinh:

+ May hit mau vao khoang phan tach va ly tim tach 16p;

+ Pay huyét tuong ra tii chira twong g, day 16p buffy-coat ra tii san
pham, sau d6 ddy hong cau nguoc lai vao tii chita mau ban dau.

+ Két thc 1 chu ky phan tach, may tam dimng va bat dau bang tiéng bip;

+ Chu ky phan tach tiép theo 1ap lai.

Luu y:

> Tron déu tai dau vao sau mdi chu ky.
> MGdi chu ky xtr Iy toi da 220 ml; mdi 1an thuc hién tir 30 - 3.300 ml.

Buéc 5: Két thiic quy trinh xir 1:

- Thuc hién theo hudng dan hién thi trén man hinh: 4n enter, md duong
bach cau, héng cau va huyét tuong; dong cac khoa va thao kit;

- Tach thi san phan (han duong thu nhan ngay trén cac khoa);

- Tron déu san pham va 1dy mau xét nghiém;

- Ban giao san pham va mau xét nghi¢m;
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- Hoan thién va luu ho so.

TAI LIEU THAM KHAO

1. Biosafe. Sepax cell processing system. Operator’s manual. 2012.

2. Lapierre et al. Cord blood volume reduction using an automated system (Sepax)
vs. a semi- automated system (Optipress Il) and a manual method (hydoxyethyl
starch sedimentation) for routine cord blood banking: a comparative study.
Cytotherapy, 2007, 9(2): 165-169.

3. Solves et al. New automatic device for routine cord blood banking: Critical analysis
of different volume reduction methologies. Cytotherapy, 2009, 11(8): 1101-1107

4. Philip H.Coelho, Kathy Loper. Automated processing of Umbilical Cord Blood
with Biosafe Sepax system and related accessories. in umbilical cord blood

processing, Method 27-1; Cellular Therapy: Principle, Method and Regulation.
Bethesda, MD:AABB, 2009, chapter 27, p.336-338.
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PHAN LAP TE BAO GOC MAU DAY RON
BANG HE THONG TU PONG AXP
(Umbilical cord blood stem cell isolation using AXP system)

I. NGUYEN LY

Cac thanh phan trong mau ddy ron c6 ty trong va d6 nhét khac nhau nén
khi ly tim s& phén tach thanh cac 16p khac nhau. Hé thong may AXP sir dung rd
bdt c6 cau tric khe rinh nham phan 16p mau day ron khi ly tdm, thu nhan 16p c6
chira té bao géc va loai bo phﬁn 16n bach cu hat, héng cAu, tiéu cau, plasma.

Ngudn gbc ky thuat: theo hudng dan sir dung AXP va quy trinh k§ thuét
cua Hiép héi ngan hang mau My (AABB).
II. CHI PINH

Cac mau mau day ron sau thu thap dam bao tiéu chuan xur 1y,
III. CHONG CHI PINH

Céac mau khong dat tiéu chuén.
IV. CHUAN BI
1. Ngwoi thue hién:

Pugc ddo tao dé thuc hién k§ thuat.
2. Phwong tién — Hoa chat:
2.1. Phuong tién:

- Tt an toan sinh hoc;

- Hé thong AXP kém may tinh;

- May ly tam chuyén dung dé phan tach mau;

- May lc thi mau;

- May han day;

- May han ép chan khong;

- Bom va kim tiém;

- Thanh treo tdi mau;

- Tu lanh 4°C;

- Can dién tu;

- B6 thi xur Iy méu day rén;

- Hop bao v¢ tai bao ngoai;

- Ma barcode;

- Hop dung gac tiét trung;

- Pau ndi day tii mau;
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- Kim kep day tai mau, kéo cit;

- Pipetman va dau cén; Pipet Pasteur;

- Bom va kim tiém;

- Ong nghiém luu mau cac loai.

TAt ca céc dung cu da dugc chuan bj va hép tit trung.
2.2. Héa chit

- Con 70°;

- Nude mudi sinh 1y;

- Nudrc cét.

TAt ca cac moi truong hoa chit déu da duoc tiét trung va loai trir doc td.

V. CAC BUOC TIEN HANH

Qua trinh xir 1y tién hanh trong phong sach cap do B.
1. Chuan bi mau dé ly tim

- TGi mau sau khi tiép nhan duoc sat tring sach s& bang con 70° bén ngoai
va mang tii mau can trong luong: xir 1y véi mau tir 30gram dén 150gram;

- Kiém tra k¥ céc vi tri ndi ciia bo tai xir 1y;

- Kep khod & hai dudng dng dan tai 1dy mau xét nghiém;

- Chuyén van diéu tiét t6i vi tri 45°C giira t4i hong cau va tai xu 1y,
chuyén toan bo khi co trong ti déng lanh ra ngoai qua duong bom DMSO;

- Dan barcode cho tii dong lanh;

- Néi thi mau thu thap voi bd xir Iy mau, giai doan nay duoc tién hanh
trong til cay an toan sinh hoc;

- Chuyén toan bd miu mau trong tai thu thap sang ti xtr Iy. Han day phia
trén chd 14y mau mau va cit bo phan tai thu thap dinh lién v6i mang loc;

-Tron k§ tai mau sau d6 1dy mau dé xét nghiém;

- Han tach roi ti 14y mau xét nghiém;

- Can trong luong ctia miu méau: Bang trong lugng can duoc trir di 55gr bi;

- Lap dit bo tai xa 1y vao ro bot theo thtr tu: Tai dong lanh, xir Iy, dudng
DMSO, tti 14y mau, tai hong cau. Pay nip va cho rd bdt vao dng ly tam;

- Chuan bi mt cc ly tAm nita cdn bang voi coe ly tAm méu;

- Cho cbc ly tam vao may ly tdm va kiém tra: Pén pin trén AXP sang, vi
tri miii tén trén nap AXP hudng vao tdm, xoay coc ly tim quanh truc dé chic
chan rang cdc ly tam khong bi vudng;

- Péng nap may ly tAm.
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2. Giai doan ly tam

- Ly tdm 1an tht nhét: luc ly tam 400G trong 20 phut ¢ nhiét d6 22°C;

- Ly tam lan tht hai: luc ly tim thap 80G trong 10 phit ¢ nhiét d6 22°C.
3. Giai doan ldy miu xét nghi¢m

Dung bom kim hut hét lugng mau trong tdi ra dé xét nghiém: dém té bao
mau, HLA, céy vi khuan va vi nAm.
4. Giai doan lwu thong tin vao may tinh

- Sau khi ly tdm 13y ro bot ra khoi may ly tim, thao roi bo tai xtr Iy mau
va dat ro bét vao dé sac dé gui dir liéu vao phén mém;

- Han day b tai hong cau;

- Mang bd tai xir Iy mau va tai hong cau vao ta an toan sinh hoc;

- Dung bom kim hut huyét twong trong tai xtr Iy cho vao éng luu trix;

- Dung kim vubt hét san pham con lai trén duong dng vao ti dong lanh;

- Chuyén toan b san pham tir tai xtr Iy sang tai dong lanh;

- L4y mau xét nghiém:

+ Lay mau san pham sau xtr Iy dém té bao méu va ty 1¢ té bao séng;

+ Lay mau xét nghiém dién di va luu trit: ding bom tiém va dau ndi dé
hut miu trong t4i hong cau.
5. Két thiic quy trinh:

- Ban giao san pham va mau xét nghiém;

- Hoan thién va luu ho so.

TAI LIEU THAM KHAO
1. Philip H.Coelho, Kathy Loper. Automated Volume Reduction of Umbilical Cord
Blood using the AutoXpress System. in umbilical cord blood processing, Method
27-2; Cellular Therapy: Principle, Method and Regulation. Bethesda, MD:AABB,
2009, chapter 27, p.338-340.
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PHAN LAP TE BAO GOC
TU DICH HUT TUY XUONG BANG MAY COMTEC
(Bone marrow stem cell isolation using COMTEC apheresis system)

I.NGUYEN LY
Cac thanh phan trong dich hit tiy xuong cé ty trong va do nhét khac nhau
nén khi ly tdm s€ phan tach thanh cac 16p khac nhau. May Comtec s€ ly tdm
dich tiy xwong dé thu nhan 16p c6 chira té bao gdc va loai bo phan 16n hdng cau,
tiéu cau, plasma, manh xwong vun... khoi dich hit tay xwong.
Nguon goc k¥ thuat: Theo quy trinh hudng dan cia may va AABB.
II. CHI PINH
Dich tiy xuong sau khi thu thap.
I1I. CHONG CHI PINH
Khoéng c6 chong chi dinh.
IV. CHUAN BI
1. Nguoi thuc hién:
Puoc dao tao dé thyc hién k¥ thuat.
2. Phuong tién — Hoa chat:
2.1. Phwong tién:
- Bo kit phén lap té bao gdc tir dich tiy xuwong (P1Y + BMSC);
- TGi dung dich chéng dong ACD-A 600ml;
- Quan 40 vo trung, mii, khau trang, ting giay;
- Bom tiém 3ml;
- Gang tay vO trung;
- Kim tiém 20G.
2.2. Héa chit:
- NaCl 0.9%, Albumin;
- Con 70° lod 10%);
- Dung dich lau ban, dung dich rtra tay nhanh.
3. Mau bénh pham:
Ti dich tay xuong sau khi thu thap.
V. CAC BUOC TIEN HANH
Budc 1: Pha lodng dich tuy xwong

354



Pha dich tuy xuong trong dung dich albumin dat nong do 1,5% dé
diéu chinh hematocrit dat khoang 25-30%.
Budc 2: Cai ddt cdc théng sé ciia mdy

- Bat may Comtec, chon chuong trinh (BMSC);

- Lip bo kit P1Y theo hudng dan cta chuong trinh;

- Chay chuong trinh trang kit (priming) bang NaCl 0,9%;

- Cai dat cac thong $0;

- Két ndi tai chitra dich tiy xuong vao bo kit P1Y.
Buéc 3: Chay chwong trinh phén ldp té bao géc

- Bam start dé chay chuong trinh;

- May thyc hién phan 1ap theo chuong trinh;

- Piéu chinh céac chi sb dé thu nhan san phém tdt nhat: luong mau vao,
luong thu nhan, thé tich...

- Két thiic quy trinh phan lap: tra cic thanh phan loai bo vé tii ban dau.
Budc 4: Két thiic chay mdy

- Dirng may, khoa cac van vao, ra va cac ti chira san pham;

- Théo kit ra khoi may va han day tach tai san pham ra khoi bo kit;

- Tach tai san pham va lay mau dé xét nghiém: tong phén tich té bao mau;
dém s luong té bao gdc; nudi cdy cum.
Budc 5: Hoan thién hé so va thu don dung cu

- Hoan thién va dan nhin san pham;

- Ghi chép két qua chuong trinh gan tach va tha tuc hanh chinh.

TAI LIEU THAM KHAO
1. Fresenius HemoCare. The new Cell Seperator: Comtec. Fresenius
Transfusion GmbH, 2011.

2. Michael L.Linenberger. Collection of cellular therapy products by
apheresis. Cellular Therapy: Principle, Method and Regulation, Bethesda,
MD:AABB, 2009, chapter 23, p.251-277.
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PHAN LAP TE BAO GOC
TU DICH HUT TUY XUONG BANG MAY HARVEST-TERUMO
(Bone marrow stem cell isolation using HARVEST-TERUMO system)

I. NGUYEN LY
Cac thanh phan trong dich tily xuwong co ty trong va do nhét khac nhau
nén khi ly tdm s& phan tach thanh cac 16p khac nhau. May Harvest-Terumo véi
cbe ly tam c6 ciu tric dic biét dé khi ly tim dich hut tuy xwong thi phan chia
c4c té bao co nhan s& duoc phan tach sang bd phan riéng biét qua d6 thu thap té
bao gdc va loai bo phan 16n hong cau, tiéu cu, plasma, manh xuong vun...
Ngudn gbc ky thuat: Theo quy trinh huéng dan cia may va AABB.

II. CHI PINH

Dich tiy xuong sau khi thu thap,
I11. CHONG CHI PINH

Khong ¢ chdng chi dinh.
IV. CHUAN BI

1. Nguoi thuc hién:
Pugc dao tao dé thuc hién k¥ thuat.
2. Phuong tién:
- May ly tdm cua Harvest-Terumo;
- B6 kit ctia Harvest-Terumo voi cbe ly tim chuyén dung;
- Quan 40 vo trang, mil, khau trang, bao chan;
- Gang tay v0 trung;
- Gac hép vo tring;
- Bat marker, but bi
3. Ho so:
- Ho so xtr 1.
V. CAC BUGC TIEN HANH
Thue hién tai phong phiu thuat/phong sach cp d6 B.
Budc 1: Phdn tach cdc thanh phan mdu
- Chuyén dich tuy xuong tir trong bo tai thu thap vao cac cdc quay ly tim
bang bom tiém;
- bat 6ng quay vao may ly tam;
- Ly tdm 14 phat;

- Nhéc cac 6ng chira dich tuy xwong ra.
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Budc 2: Thu hoach té bao goc

Dung bom tiém rat bt huyét twong du thira ra ngoai (gitt lai khoang 10ml
plasma trén bé mit 16p té bao);

- Tron déu phan té bao gbc voi phan huyét tuong con lai trong cdc;

- Hut phan d4 tron vao bom tiém vo tring;

- Trang 2ml Bicarbonate vao mot bom ti€m vo trung moi;

- Chuyén 40ml té bao gbc tiy xuong vao bom tiém vo trung dd duoc
trang dung dich Bicarbonate;

- Ly 0,5ml té bao dém té bao gc;

- Thém lugng huyét twong cho du 60ml;

- Chia nhé 60ml tir bom tiém 16n vao cac bom tiém nho dé chuéan bi cho
viéc ghép.
Budc 3: Két thiic quy trinh

- Ban giao san pham cho bd phan st dung;

- Hoan thién ho so.

TAI LIEU THAM KHAO
1. Harvest Technologies, Terumo company. SmartPReP2: Therory of
operation. 2006.

2. Thomas R.Spitzer. Bone marrow collection. Cellular Therapy: Principle,
Method and Regulation, Bethesda, MD:AABB, 2009, chapter 23, Method 22-
1: Harvesting bone marrow. p.247-250.
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BAO QUAN PONG LANH TE BAO GOC TAO MAU
BANG BINH NITO LONG
(Cryopreservation of hematopoietic stem cell concentrate in liquid nitrogen)

I.NGUYEN LY
Luu giit khéi té bao gbc c6 chat bao quan DMSO trong mdi trudng nito
16ng (-150°C dén -196°C).
Ngudn gbc ky thuat: Theo quy trinh hudng dan cua hdng Thermo va
AABB.
II. CHI PINH
- Luu trit dong lanh dai ngay khdi té bao gdc;
- Céc khdi té bao gdc thu thap va xu 1y dat tiéu chuan.
III. CHONG CHI PINH
Céc khéi té bao gbc khong dat tiéu chuan va co nguy co nhiém tring.
IV. CHUAN BI
1. Nguoi thuc hién:
K¥ thuat vién da dugc dao tao thuc hién quy trinh.
2. Phuong tién — Hoa chat:
2.1. Phuwong tién:
- Phong thu thuat dam bao vo trung;
- T an toan sinh hoc; tu lanh 4°C;
- Bom tiém dién tu dong;
- May lac mat ngang lac theo kiéu xoan dc;
- May han day bang song cao tan;
- May han tui plastic ¢ hut chan khéng;
- Méy ha lanh theo chuong trinh;
- Binh luu trit té bao bang nito 16ng;
- Tai bao ngoai, hop bao v¢;
- Bom kim tiém str dung mot 1an céc loai va kim tiém 18G;
- Ong x¢t nghi¢m 0,5 ml;
- Quan 4o, khiu trang, ging tay, mii v trung.
2.2. Hod chit:
- DMSO (Sigma); Dextran T40 trong NaCl 0,9%;

- Nguon nito 10ng cho ha lanh va luu tri té bao.
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V.CAC BUGC TIEN HANH
1. Tron té bao goc véi dung dich bao quan:

- Khéi té bao gdc: Sau khi da xir Iy va 14y mau xét nghiém xong;

- Chuan bi 7ml dung dich DMSO va Dextran T40 ty 1¢ 1:1 vao bom tiém
20ml va giitr ¢ 4°C;

- G4n bom tiém d3 chuan bi trén vao dau cd mang loc 2ul cua bd xtr 1y,
mé van va bom DMSO dén tan miéng cua tai san phém thi khoa van;

- Dt bd thi xir Iy mau va bom kim DMSO & 4°C trong 10-15 phdt;

- Lay bo xur Iy mau va bom kim DMSO ra, kep tti san pham vao giita hai
miéng gel lanh dat 1én may lic, lip bom DMSO vao may bom tu dong;

- Bat may lic va may bom DMSO vao tui dong lanh & tbc d6 24ml/h;

- Sau khi bom xong khoa duong DMSO va han cit bo dudng DMSO;

- B0 ti dong lanh ra khéi gel lanh;

- Dung dting tai dong lanh, m¢ van gitra tui dong lanh véi thi xu ly cho
lwong dung dich DMSO thira trén 6ng dan chay hét vao tai xtr Iy; Md khoa & tai
léy mau, diéu chinh van loai bé hét khi trong tui dong lanh;

- Han doan day cua tai dong lanh cach miéng tai 0,5cm, doan day tiép
theo 2cm va doan day cudi 5 cm;

- Cho t0i dong lanh vao hop dinh vi dé han tiép 2 vi tri ngan trén ti;

- Cho t0i dong lanh vao thi bao ngoai va han dudi khi bang may han.

2. Ha lanh va luu giir khoi té bao goc da tron voi dung dich bao quan:

- Cho tai dong lanh vao hdp bao vé€, dan barcode va cho vao buéng ha
lanh ctiia may ha lanh theo chuong trinh;

- Bat may ha lanh theo chuong trinh, mé khoa cép nito cho may;

- Chay chuong trinh ha lanh cho té bao géc tao mau qua 7 budc dé mau
dat dén nhiét do -90°C;

- Két thiic quy trinh ha lanh, chuyén mau vao binh luu giir;

- Hoan thién hé so luu gitt mAu.

TAI LIEU THAM KHAO
1. Allison Hubel. Cryopreservation of cellular therapy products. Cellular Therapy:
Principle, Method and Regulation. Bethesda, MD:AABB, 2009, chapter 28, p.342-357.
2. Kelvin G.M.Brockbank, James C.Covault, Michael J.Taylor. A guide to
cryopreservation techniques. Cryopreservation manual by Artisan technology
group-Thermo Scientific corp, 2003.

359



RA PONG KHOI TE BAO GOC PONG LANH
(Thawing of frozen stem cell concentrate)

I.NGUYEN LY
Str dung binh cach thay 37°C dé dua cac san pham té bao bao quan dong
lanh vé diéu kién sir dung trong khoang thoi gian nhét dinh.
Ngudn gbc ky thuat: Theo quy trinh huéng dan cia AABB.
II. CHI PINH
Khéi té bao duoc bao quan déng lanh trude khi st dung, bao gom:
- Khdi té bao gdc tir mau ngoai vi, dich tity xwong, mau day ron;
- Cac san phém té bao tri licu.
III. CHONG CHI PINH
Trong cac truong hop khong sir dung.
IV. CHUAN BI
1. Nguoi thuc hién:
Ngudi thuc hién: da dugc dao tao thuc hién quy trinh.
2. Phuong tién — Héa chat
2.1. Phwong tién:
- Bé cach thuy 37°C;
- B6 bao ho khi tiép xtc véi nito 1ong;
- Hop van chuyén mau;
- Ho6 so luu mau.
2.2. Héa chit:
Nudrc ct.
3. Mau bénh pham:
Mau san pham té bao dong lanh.
V. CAC BUOC TIEN HANH
1. Ngudi thuc hién: mac dd bao ho;
2. Kiém tra muc nudc cit va nhiét do trong bé cach thuy;
3. L4y san pham dong lanh ra khoi hop van chuyén/tank luu tri,
4. Kiém tra sy toan ven, dbi chiéu thong tin;
5. Pat mau dong lanh vao bé cach thily cho t6i khi tan dong (khoang 5
phat);

6. LAy mau dé kiém tra ty 1¢ té bao song;
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7. St dung san pham ra dong dé tiém/truyén cho ngudi bénh;
8. Két thuc qua trinh ra dong, hoan thién ho so.

TAI LIEU THAM KHAO

. Meghan Delaney, Richard L.Haspel. Thawing and infusing cellular therapy
products. Cellular Therapy: Principle, Method and Regulation. Bethesda,
MD:AABB, 2009, chapter 31, p.375-396.
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PANH GIA TY LE SONG CUA TE BAO
BANG KY THUAT NHUOM XANH TRYPAN
(Cellular viability assessment using Trypan blue)

I.NGUYEN LY
Céc té bao chét s& bat mau khi nhudm xanh trypan va céac té bao séng sé
khong bat mau. Thong qua dém s lugng té bao khong bat mau va bat mau sau
khi nhudm dé tinh ty 18 séng cua té bao.
Nguon goc k¥ thuat: Ap dung theo quy trinh k¥ thuat cia AABB
II. CHI PINH
- Mau day rén;
- Té bao gbc mau ngoai vi;
- Dich tuy xuong.
I1I. CHONG CHI PINH
Khong ¢ chdng chi dinh.
IV. CHUAN BI
1. Nguoi thuc hién:
Ngudi thuc hién: duoc dao tao phu hop dé thuc hién k¥ thuat.
2. Phwong tién — Hoa chat:
2.1. Phuong tién:
- Kinh hién vi quang hoc vat kinh 10X va 40X;
- May dém té bao huyét hoc.
- Budng dém hong cau; lamen;
- Ong eppendorf;
- Pipet cac c¢& dé hut duoc 2ul, 10pul, tir 20 dén 100pl;
- Pau c6n vang.
2.2. Héa chit:
- Co6n 70°, nude mudi;
- Dung dich thudc nhudém xanh trypan 0,4%.
3. Mau bénh phim
MAu mau day ron, dich tiiy xuong, t& bao gbc mau ngoai Vi.
V. CAC BUGC TIEN HANH
1. Tong phan tich té bao mau;

2. Chuén bi kinh hién vi, buong dém gan san lamen;
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3. Pha lodng mau voi dung dich nudc mubi sinh ly, dua trén sb luong
bach ciu do dugc dam bao mat do té bao khoang 500 té bao/ ul 1a phu hop;

4. Nhudm v6i dung dich xanh trypan theo ty 1& 1:1 vé thé tich;

5. Nho 10ul té bao da nhudém vao mép lamen dé dich mao dan vao trong
budng dém;

6. Poc két qua & vat kinh 40X;

7. Pua vi truong theo duong zic-zic dé tranh dém 1ip lai cac té bao, dém
s6 té bao sdng va té bao chét trong do cac té bao chét 1a t& bao bi nhuém mau
xanh. Dém tong sd it nhéat 200 té bao.

8. Tinh ty 1é té bao sdng:

S té bao song
Ty 1é té bao séng = x 100%

Tong s6 teé bao dém dugce

9. Ghi lai két qua va hoan thién hd so.

TAI LIEU THAM KHAO
1. Nicholas Greco, Lynn O’Donnel. Determining cellular viability using
Trypan blue. Cellular Therapy: Principle, Method and Regulation, Bethesda,
MD:AABB, 2009, chapter 47, Method 47-1. p.565-566.

363



NUOI CAY CUM TE BAO GOC TAO MAU
(Hematopoietic colony-forming cell assays)

I. NGUYEN LY
Trong méi trudng nudi ciy cé cac chét kich thich phat trién thich hop té
bao gdc s& phat trién thanh cac cum biét hoa ciia cac dong té bao khac nhau.
Dua vao phuong phap niy dé danh gia chat luong khéi té bao goc.
Ngudn gbc k§ thuat: Theo quy trinh ki thuat cia AABB.
II. CHI PINH
- Mau day rén;
- Té bao gbc mau ngoai vi;
- Dich tiy xuong.
III. CHONG CHI PINH
Khoéng c6 chong chi dinh.
IV. CHUAN BI
1. Nguoi thue hién:
Nguoi thuc hién: duoc dao tao dé thuc hién k¥ thuat.
2. Phuong tién - Héa chat
2.1. Phwong tién:
- Tt an toan sinh hoc;
- Tt nudi ciy té bao;
- Kinh hién vi dao nguoc;
- May tron Votex;
- Micro-pipet;
- 02 6ng nghiém 1ml;
- 06 dia Petri d=35mm; 02 dia Petri d=100mm;
- 40 6ng nghiém 10ml co nép tiét tring;
- 01 kim Catheran; 01 bom tiém mot 1an 3ml, 02 kim 18G.
2.2. Héa chit
- Methycellulose (MethoCult GF H4434V);
- Nudrc cét.
3. Mau bénh phim
Mau té bao géc méau day rén, té bao gbe tity xuong, té bao gbc mau ngoai vi.
V.CAC BUOC TIEN HANH
1. Nudi cay té bao:
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- Giai dong lo moi truong methycellulose;

- Tron k§ mau mau trén may votex;

- DUng micro-pipet hut mau mau theo theo thé tich:

+ Hut 2 pl néu mat do té bao nudi cdy < 40 G/1;

+ Huat 1 pl néu mat do té bao nudi cay > 40 G/I.

- Cho mAu mau vira hut vao 6ng chira 2,5ml MethoCult GF H4434V:

- Dung bom ti€ém 1ml, kim 18G riat chinh xac Iml cho vao dia petri
d=35mm. Xoay tron dia dé moéi truong phu déu khip mit dia petri;

- Tién hanh tuwong ty véi dia thu 2;

- it 2 dfa nudi cdy vao trong dia petri d=100mm, dit thém maot dia petri
bod nép d=35mm c¢6 khoang 0,5ml nudc cat;

- Pay nap dia petri d=100mm, ghi mi s6 mau va ngay thuc hién;

- Cho dia mdi truong vao ti nudi cdy té bao ¢ nhiét do 37°C, 5% CO2;

- Ghi theo ddi: ma, thé tich, ngay cidy mau, ngay doc két qua...
IV. NHAN PINH KET QUA

Sau 14 ngay ké tir ngay cdy mau, lay mau ra doc két qua.
1. Xac dinh va phén biét cac loai cum té bao:

- BFU-e (Burst Forming Unit-erythocyte):

+ S6 cum hong ciu tir 1 d&én 2, hodc bao gdm 8 dén 20 nguyén hong cau
goi la CFU-E.

+ S6 cum hong cau > 3 cum, trén 200 nguyén hong cau goi 1a BFU-E.

- CFU-GM (colony Forming Unit-Granulocyte/Macrophage): Mot cum
bao gém > 40 bach cau hat hodc dai thuc bao.

- CFU-Mix (Colony Forming Unit - Mixed): Mot cum bao gém hong cau
treong thanh va > 20 bach cau hat/dai thuc bao/mau tiéu ciu

2. Panh gia cum dwéi kinh hién vi quang hoc dio nguoe

L S6 luong té bao . o
Mau sac té bao A banh gia két qua
trong mot cum
o > 8 t€ bao 01 BFU-e
Duy nhat hong cau (mau do) . :
< 8 té bao Khéng dém
: : > 40 t€ bao 01 CFU-GM
Duy nhat bach cau . ;
<40 té bao Khong dém
\ N > 20 té bao bach cau CFU-Mix
Bach cau + Hong cau , <
<20 te bao bach cau BFU-E
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Cac loai khac

Khéng dém

TAI LIEU THAM KHAO

1. Emer Clarke. Colony forming cell assays for determining potency of cellular
therapy products. Cellular Therapy: Principle, Method and Regulation, Bethesda,

MD:AABB, 2009, chapter 48, p.573-580.

366




VAN CHUYEN TE BAO GOC SAU BAO QUAN
(Transportation of cryopreserved stem cell)

I. NGUYEN LY
Duy tri nhiét d6 bao quan dong lanh trong qué trinh van chuyén dé dam
bao chat luong cua khéi té bao gbc.
Ngudn gbc k§ thuat: theo quy trinh ky thuat cia AABB.
II. CHI PINH
Khéi té bao gbc luu trit dong lanh.
I1I. CHONG CHI PINH
Khéi té bao gbc chwa dong lanh hodc da ra dong.
IV. CHUAN BI
1. Nguoi thuc hién:
Puoc dao tao phi hop dé thuc hién ki thuét.
2. Phwong tién — Hoa chit
2.1 Phwong tién:
- Thung bao quan lanh, kém cac thiét bi theo doi;
- B6 bao ho khi tiép xtic v6i nito 1ong.
2.2. Héa chit:
Nito 16ng.
3. Mau bénh pham:
Khéi té bao gbc dong lanh.
V. CAC BUOC TIEN HANH
- Chuén bi thung chuyén dung chtra nito 1ong, hop bao vé (néu cd) va céac
thiét bi theo ddi nhiét d¢;
- Nguoi thuce hién: thuc hién méc bo bao ho khi tiép xUc vOi nito 16ng;
- Cép nito vao thung chuyén dung v6i dung luong dén vach quy dinh;
- Chuyén méu vao thung chuyén dung, day nip binh dam bao nito khong
thoat ra ngoai;
- Niém phong bang khoéa s hoic kep chi;
- Theo ddi nhiét d6 khoang chira trong qua trinh chuyén méu;
- Van chuyén thung chtra mau dén dia diém yéu cau;

- Ban giao mau va hoan thién ho so.
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Luwu $: Phdi ¢6 cdc canh bdo nguy hiém theo quy dinh dé tranh nguwoi vin
chuyén va nguoi khdc tiép xiic truec tiép véi nito long.
TAI LIEU THAM KHAO
1. Donna Regan. Transporting and shipping of cellular therapy products.
Cellular Therapy: Principle, Method and Regulation, Bethesda, MD: AABB,
2009, chapter 30, p.362-374.
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PINH NHOM HLA PO PHAN GIAI CAO BANG KY THUAT SSO-
LUMINEX
(Performing high-resolution HLA typing by SSO Luminex Technique)

I.NGUYEN LY

Dua trén nguyén 1y lai gitta du do DNA véi san pham DNA cua mau xét
nghiém danh ddu bang huynh quang, trong d6 cac dau do DNA duoc thiét ké
dac hiéu cho tung alen HLA & d6 phan giai cao (High resolution). Tuy theo mat
d6 huynh quang tuong Gmg, hé thong Luminex doc va xac dinh dugc tén dau do
d3 gin voi chudi DNA cua mau va kiéu gen HLA tuong tng.

Ngudn géc quy trinh: theo quy trinh k§y thuat cua Hiép hoi Ngan hang
méau My AABB va cua hang (1,2,3)
1. CHI PINH

- Nguoi bénh ghép té bao gbe tao mau dong loai, ghép co quan tir nguoi
cho;

- Mau mau ctia ngudi hién md va cac co quan;

- Céc san pham thu duoc tir nguoi hién té bao gdc: mau ngoai vi, dich tuy
xuong, mau day ron.
I11. CHONG CHI PINH

Nguoi bénh ghép té bao gbc tu than.
IV. CHUAN BI
1. Ngwoi thuc hién

Can bo dugc dao tao dé thuc hién ky thuat.
2. Phuong tién — Hoa chat
2.1. Phwong tién

- M4y PCR, may 1 nhiét;

- He théng Luminex;

- May ly tam lanh;

- M4y tron miu vortex;

- May tinh va phan mém phan tich két qua (LABScan);

- Micro Pipet, dau con loc, éng nghiém 1,5 ml, hét vo trung;

- Gang tay, mil, khau trang.
2.2. Hoa chat

- Kit PCR gém khay 96 giéng hoidc 6ng nghiém chay PCR, mdi DNA
(primer) dac hiéu HLA, d¢m D-mix;
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- Kit lai DNA chtra hat nhwa gin dau do (probe) dic hiéu DNA ddi véi
ting alen HLA, dung dich streptavidin gin huynh quang (SAPE), dung dich
dém lai, dém hdi tinh, dém bién tinh, dém rira;

- Taqg polymerase;

- Dung dich sheath chay may;

- Cén 96° — 100°C;

- Nudc khtr ion.

3. Mau bénh pham

Mau DNA (ndng d6 20-200 ng/ul) di tach tir bénh phdm mau ngoai vi,

mau day ron, dich tay xuong.
V. CAC BUOC TIEN HANH
1. Khuéch dai miau DNA sau tach

- Hut 2 pl DNA vao mdi 6ng nghiém hoic giéng;

- Tron mdi DNA, dung dich dém D-mix va Taq polymerase theo ty 1& phu
hop, tron déu;

- Thém 18l hdn hop trén vao mdi giéng hodc éng nghiém da c6 DNA, dat
thé tich cudi cing 20pl;

- Pay kin phién hoic 6ng nghiém, chuyén vao may va chay PCR.

2. Lai san pham DNA da khuéch dai véi hat SSO

- Bién tinh va hai tinh:

+ Chuyén 5pl san pham DNA khuéch dai vao mdi giéng cta phién 96
giéng mai (sb luong giéng can dung tiy thudc vao sd locus can xét nghiém);

+ Thém 2,5u1 dém bién tinh vao mdi giéng, tron déu, u ¢ nhiét do phong
trong 10 phut;

+ Thém 5ul dém hoi tinh, tron déu;

+ Giir phién trong bé da trude khi lai.

- Lai véi dau do DNA:

+ Trdn hat nhua gén dau do DNA va dém lai theo ty 1¢ phu hop vao moi
giéng cua phién da xtr Iy, day chat phién, votex nhe;

+ U phién trong may u nhiét & 60°C, trong 15 phut;

+ Thém 100 pl dém rira vao mdi giéng, day kin, ly tam 1.000-1.300g
trong 5 phuat, hat bo dich noi, lap lai budc rira 2 lan.

- Pdanh ddu va phan tich:

+ Hut 50 pl dung dich SAPE 1X vao moi giéng, day phién, tron nhe;

370



+ Chuyén phién vao may 0 nhiét, u phién & 60°C trong 5 pht;

+ Rira phién, chuyén vao hé thong may Luminex dé doc;

+ Chay may theo chwong trinh va phan tich két qua dya theo phan mém di
kém vai Kit.
3. Tra két qua

- Ghi két qua vao phiéu xét nghiém; so

- Ky duyét va két qua cho bd phan chi dinh;
4. Thu don dung cu, vé sinh may

TAI LIEU THAM KHAO
1. Heather Dunckley (2012). HLA typing by SSO and SSP methods.
Immunogenetics-Method in Molecular Biology, Volume 882, p 9-25.
Luminex (2008). Luminex 200 system user manual.
3. One Lambda (2008). LAB Type SSO typing test product insert, Canoga Park.
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CHUONG VI. QUY TRINH KY THUAT LAM SANG
(Clinical techniques)

TRAO POI HUYET TUONG

I. NGUYEN LY
Tach huyét twong tir mau cua ngudi bénh bo di va dong thoi truyén tra cac
thanh phan hitu hinh cia mau cing véi huyét twong thay thé cing nhoém cia
nguoi khoé manh hodc cac dung dich dién giai thay thé.
II. CHI PINH
1. Bénh Iy than kinh
- Bénh nhuoc co nang;
- Bénh viém man tinh da day than kinh mat myelin;
- Hoi chitng Guillain- Barré.
2. Bénh vé than
- H61 chung Goodpasture;
- Viém cau than 4c tinh.
3. Bénh vé mau
- Ho1 chung tang d0 quanh mau;
- Thiéu méu tan mau ty mién;
- Ban xuat huyét giam tiéu cau tic mach (TTP);
- Ban xuat huyét giam tiéu cu sau truyén mau;
- Thiéu mau tan mau & tré so sinh do bat dong nhém mau me - con.
4. Bénh chuyén hoa
- Tang cholesterol;
- Tang tryglycerid.
5. Ng6 doc thudc va cac hoa chat
Thudc digitalis, asen, quinine...
I1I. CHONG CHI PINH
- Khong c6 chdng chi dinh tuyét di;
- Than trong trong cac trudng hop ngudi bénh ning c6 suy ho héap, suy

tuan hoan va nhiém trung nang.

IV. CHUAN BI
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1. Nguoi thuc hién:

- Mét bac si dugc dao tao ky thuat trao doi huyét tuong;

- Mot y ta duoc dao tao k¥ thuat trao d6i huyét tuong.
2. Phuong ti¢én

- May tach céac thanh phan mau tu dong;

- Dung cu va vat tu ti€u hao tuy theo tirng loai may st dung va quy dinh
ctia hing san xuit;

- Dung dich thay thé theo chi dinh cta bac si diéu tri: huyét twong thay thé
cung nhém mau ngudi bénh, albumin.. .;

- Phi€u theo ddi thyc hién thi thuat;

- Dung cu dé choc tinh mach ngoai vi: bong, con, ddy garo, bang dinh cb
dinh, gang tay, md, khau trang bao ho...;

- Bang do huyét ap, 6ng nghe;

- Co sb thudc cép ctu theo quy dinh;

- Néu dung duong tinh mach trung tam: B dung cu da ti¢t trung dé dat
catheter, ...theo quy trinh tiéu chuan.

3. Nguwoi bénh va nguwoi nha nguwdi bénh

- Puoc giai thich k§ vé muc dich trao doi huyét twong diéu tri bénh, cac
bién chimg co6 thé xay ra trong va sau khi thyc hién thi thuat, va phai ky vao
gidy cam két chap nhan 1am thu thuat diéu tri;

- Lam céac xét nghiém mau thudng qui, cac xét nghiém Viém gan virus B,
C, HIV va cac xét nghiém dic hiéu khac néu can (tuy theo timg bénh), cac xét
nghiém theo doi va danh gia két qua diéu tri.

4. Noi lam thu thuat

- Nén thyc hién thu thudt & phong vo tring va ¢ du phuong tién cap ctru khi

can.
V. CAC BUOC TIEN HANH
1. Tinh toan lwong huyét twong thay thé:

- Can tinh ton cu thé sb luong huyét tuong du dinh loai bé va luong dich
thay thé hoic huyét tuong thay thé truyén vao cho ngudi bénh theo cong thirc
tinh tiéu chuan.

- Thong thuong may trao doi huyét twong trong thoi gian 2 gid ¢6 thé loai
bo tir 1500 - 2000 ml huyét twong, dong thoi can truyén vao 1500 - 2000 ml dich

thay thé hoic huyét twong ctia ngudi khoé manh cting nhém mau.
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2. Dudng vao tinh mach

- Cac ngudi bénh thay thé huyét twong can c6 duong vao mach mau du
16n dé duy tri luu lugng dong chay méu vao mdy va dam bao thong thoang cho
duong mau tra vé ngudi bénh, chon vi tri 1y ven sao cho thu thuat tién hanh
thuén loi nhat.

- Thiét 1ap mot dudng truyén tinh mach ngoai vi khac dé c6 thé song song
dua thude vao ngudi bénh trong truong hop can thiét.

3. Thiét 1ap vong tuin hoan ngoai co thé va trao d6i huyét twong theo quy
trinh ciia nha sin xuit may

- Chon chuong trinh;

- Chuan bi b6 kit;

- Chuan bi thyc hién thay thé huyét twong:

+ Nhap thong tin ngudi bénh;

+ Thuc hién quy trinh trao d6i huyét tuong;

+ Két ndi ngudi bénh.

VI. THEO DOI TRONG QUA TRINH PIEU TRI

Theo ddi hoat dong cuia may va tinh trang nguoi bénh qua man hinh cua
may, két hop voi tham kham 1am sang dé c6 thai do xu tri ding va kip thoi.
VII. CAC XET NGHIEM MAU THEO DOI NGUOI BENH
1. Xét nghiém trwée va ngay sau khi tién hanh thi thuét

- Ldy mau mau xét nghiém mau ngoai vi, mau xét nghiém trong khoang
thoi gian 24h trude khi tién hanh thi thuat, gom cac xét nghiém: Tong phan tich
mau ngoai vi, sinh hoa méau (dién giai do), déng mau co ban.

- L4y mau mau ngay sau khi két thac thu thuat; 14y miu mau tong phan
tich mau ngoai vi, xét nghiém déng mau co ban, Sinh héa mau ngay sau khi két
thuc thu thuat dé danh gia két qua va cac thay doi chi s mau ngay sau khi thyc
hién thu thuat, tir 46 c6 chi dinh diéu chinh céac thay dbi kip thoi.

2. Xét nghiém theo doi

- Sau khi két thiic thu thuét tai thoi diém 8h va 24h, tién hanh 1y miu xét
nghiém mau ngoai vi vé tong phan tich té bao, Pong mau co ban va Sinh hoa
mau dé danh gia thay doi va hiéu qua cia tha thuat.

- Luu y: Vi tri iy mau xét nghiém tai thoi diém ngay sau két thiic va &
mdi 1an ldy mau xét nghiém tai mot ven, ma ¢ d6 khong c6 duong truyén tinh

mach khac dang truyén.
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VIII. THEO DOI NGUOI BENH VA PIEU CHINH
1. Nguoi bénh phai dwge theo ddi ciac diu hiéu sinh ton: mach, huyét ap,
nhié¢t do...

- Theo ddi cac thong sb ctia may va diéu chinh thong sd theo timg loai
may st dung.

- Theo ddi cac xét nghiém thudng quy va dic hiéu (tuy theo timg bénh) dé
danh gia két qua diéu tri.

2. Két thic diéu tri tra mau veé:
IX. NHUNG TAI BIEN VA XU TRi

Trong qué trinh diéu tri c6 thé xay ra céc tai bién:

- Tyt huyét ap: C6 thé xay ra nhung it, khi huyét ap t6i da dudi 90 mmHg,
hodc giam trén 30 mmHg & nguoi co ting huyét ap: Xir tri truyén dich NaCl
0,9% hoic dung dich cao phan tir, néu khong nang dugc huyét ap thi can sir
dung thude van mach theo phac dd tiéu chuan.

- Céc phan tng khéng mong mudn cap tinh khi truyén cac ché phim mau
thay thé: Tuy theo cac muc do biéu hién trén 1am sang nhu man ngira, sot,
shock...xtr tri thudc theo phac do tiéu chuan trong “Quy ché truyén mau nim
20077,

- Chay mau: Thudng gip khi nguoi bénh o sé luong tiéu cau thip hay
cac 16i loan dong mau, xt tri truyén tiéu cau hay cac ché pham huyét twong phu
hop (huyét tuong tuoi dong lanh, tia lanh).

- Nhiém trung: Pé du phong can tién hanh tha thuat trong phong vo tring
t6t va néu c6 nhiém trung phai sir dung khang sinh theo quy dinh.

TAI LIEU THAM KHAO
1. Trung C.Nguyen, Joseph E. Kiss, et al. (2012), “the role of
plasmapheresis in critical illness” Crit care clin. 2012 july; 28 (3). 453-
468
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QUY TRINH GAN BACH CAU PIEU TRI

I.NGUYEN LY

Hé thdng may gan tach ty dong phan tach va thu nhan bach cau don nhan
theo nguyén ly: Trong sudt qua trinh gan bach ciu, mau toan phan cta ngudi
bénh dugc chdng dong bang dung dich chéng dong tai vi tri ldy mau vao may.
Hé théng budng ly tim phan tich mau toan phan thanh 3 16p, 16p hdng cau &
phia ngoai cung, 16p buffy coat chtra bach ciu & giita va 16p huyét twong gidu
tiéu cau ¢ trong cung ctia budng ly tam. Hé théng phan tach thanh 16p 6n dinh
giita bé mat hong cau/huyét twong sau khi qua trinh phan tach bé mat két thuc,
dong chay huyét twong tra vé nguoi bénh sé dugc diéu chinh boi ngudi van hanh
dé duy tri bé mat on dinh. Hé thong s& thu nhan bach cau don nhan tir budng ly
tam qua ddy thu nhan bach cau, trong khi d6 huyét tuong gidu tiéu cau sé theo
day huyét twong dé tron v6i hong cau dé tra vé ngudi bénh theo diy dan tra mau.
II. CHI PINH
Diéu tri giam té bao lo xé mi trong bénh;

- Lo xé& mi cép c6 s6 luong bach cau > 100 G/I;

- Lo x& mi kinh dong bach cau hat sb luong bach cau > 100 G/l;

- Tang bach cau c6 kém theo triéu ching tdc mach.
I1I. CHONG CHI PINH

- Khong c6 chdng chi dinh tuyét doi;

- Thén trong trong truong hop nguoi bénh co giam tiéu cau kém theo triéu
chtng xuat huyét, ngudi bénh thiéu mau ning;

- Nguoi bénh ¢6 rdi loan dong méau (DIC);

- Cac tinh trang cip ctru khac.
IV. CHUAN BI
1. Ngudi thuce hién

- Béc si ghi y 1énh va thuc hién k¥ thuat gan bach cau diéu tri;

- Y t& thuc hién quy trinh léy ven tinh mach va thuc hién theo y Iénh cua bac
si.
2. Phuong tién dung cu- hoéa chit xét nghiém

- H¢ théng may loc mau ty dong;

- BO mam ly tdm m{t chu trinh cua may;

- BO so dd lap ddy dan gan bach cau diéu trj kém theo may;

376



- Bo kit gan bach cau dung 1 lan;
- Dung dich chong d6ng mau ACD - A tai thé tich 750ml;
- 1000 ml dung dich nuéc mudi sinh 1y 0,9% dé trang bo kit trong chuong
trinh gan bach cau;
- B6 dung cu 1ay mau tinh mach vo tring.
3. Bénh phim
MAu mau tinh mach: dé xét nghiém tong phan tich té bao méau, xét nghiém
sinh hoéa, xét nghi¢ém dong mau.
4. Phiéu xét nghiém
- Phiéu xét nghiém tong phan tich té bao méu;
- Phiéu xét nghiém sinh hoa mau;
- Phiéu xét nghiém dong mau.
V. CAC BUOC TIEN HANH
1. Giai thich thu thuat va ky cam két thuc hién thu thuét cua nguoi nha nguoi
bénh.
2. Thyc hién theo quy trinh huéng dan str dung cuia hé théng gom cac budc:
- Chuan bi dung cu 1§y mau tinh mach;
- Lap dat bo kit tach theo quy trinh lap dit ciia may;
- Trang day bo kit tach bach cau;
- Nhép céc thong s6 theo yéu cau cta chuong trinh gan bach cau;
- Két ndi ven nguoi bénh vai bd kit gan bach cau;
- Van hanh theo quy trinh clia may gan bach cau;
- Theo ddi va xt tri 15 trong qua trinh gan bach cau theo hudng dan cia
timng 16i;
- Két thiic chuong trinh theo ding quy trinh k¥ thuat cia may;
- Ghi chép ho so cac thong tin va két qua chuong trinh;
- LAy mau mau lam xét nghiém sau khi gan bach cau, tong phan tich té
bao mau, sinh hoéa va dong mau.
VI. CAC XET NGHIEM MAU THEO DOI NGUOI BENH
1. Xét nghiém truwde va ngay sau khi tién hanh thi thuét
- Lay mau mau xét nghiém méau ngoai vi, mau xét nghiém trong khoang
thoi gian 24h trudc khi tién hanh thi thuat, gom cac xét nghiém: Tong phan tich

mau ngoai vi, sinh hdéa mau (dién gidi do), dong mau co ban.
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- Lay miu mau ngay sau khi két thac thu thuat; iy miu méu tong phan
tich mau ngoai vi, xét nghiém déng mau co ban, Sinh héa mau ngay sau khi két
thuc thu thuat dé danh gia két qua va cac thay doi chi s mau ngay sau khi thyc
hién thi thuat, tir 46 c¢6 chi dinh diéu chinh céc thay d6i kip thoi.

2. Xét nghiém theo doi

- Sau khi két thtic thu thuat tai thoi diém 8h va 24h, tién hanh 1dy mau xét
nghiém mau ngoai vi vé tong phan tich té bao, Pong mau co ban va Sinh hoa
mau dé danh gia thay doi va hiéu qua cta thu thuat.

- Luu y: Vi tri iy mau xét nghiém tai thoi diém ngay sau két thic va &
mdi 1an ldy mau xét nghiém tai mot ven, ma ¢ d6 khong c6 dudng truyén tinh
mach khac dang truyén.

VIL. NHUNG SAI SOT VA XU TRi
1. Ap lwec mau dong vao qua thap

- Kiém tra xem day garo co bi gap hay xoan khong;

- Day garo c6 thit ding khong, thit lai diy garo cho ding;

- Kim léy mau c6 bi chéch khéi ven, chinh lai kim hoac 1éy lai ven khac.
2. Ap lwc mau dong tra vé qua cao

- Kiém tra ddy mau tra vé c6 bi gap hodc xoan khong, chinh lai day khoi
gp, xodn;

- Kim lay mau trén dudng mau vé bi chéch khoi ven, chinh lai kim néu

khong duoc, 1y lai ven khac.

TAI LIEU THAM KHAO
1. Vit Viin Pinh, “Ho6i strc toan tap”, Nha xuét ban y hoc, 2005, Tr 610-625.
2. Cobespectra apheresis system operators manual.

3. Comtec apheresis system operators manual.
4. Apheresis, 2007.
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QUY TRINH GAN TIEU CAU PIEU TRI

I.NGUYEN LY

Heé théng may gan tach tu dong phan tach va thu nhan tiéu cau theo nguyén
Iy: Trong sudt qué trinh gan tiéu cau, mau toan phan ciia ngudi bénh dugc chéng
dong bang dung dich chéng dong tai vi tri iy mau vao may, hé théng phan tach
mau toan phan thanh 2 16p. Trong 16p thir nhat gdm hong cau va bach cau, trong
16p thtr 2 gdm huyét twong gidu tiéu cau. Hong cdu va bach ciu sé& tra vé& ngudi
bénh qua day thoat ctia hong cau. Huyét twong gidu tiéu cau s& dugc phén tach lan
2. Tiéu ciu dam dic s& qua khe thu nhan tiéu cau va theo day thu nhan tiéu cau lén
tai thu nhan. Phan huyét twong con lai s& quay trd vé ngudi bénh theo day huyét
tuong.
II. CHI PINH

- Piéu tri loai bo tiéu cau khi sb lugng tiéu cau cao > 1000 G/I;

- Loai bo tiéu cau trong truong hop sb luong tiéu cau cao kém theo triéu
chtmg tic mach
III. CHONG CHI PINH

- Khong c6 chdng chi dinh tuyét doi;

- Than trong trong trudng hop ngudi bénh cb tridu chimg xuat huyét,
nguoi bénh thiéu méau nang;

- Nguoi bénh c6 rdi loan déng mau (DIC);

- Céc tinh trang cap ctru khac.
IV. CHUAN BI
1. Ngwoi thuce hién

- Béc s1 ghi y 1€nh va thyc hién k¥ thuat gan tiéu cau diéu tri;

- Y t& thuc hién quy trinh léy ven tinh mach va thuc hién theo y 1énh cua bac
si.
2. Phuong tién dung cu- héa chat xét nghiém

- H¢ théng may loc mau ty dong;

- B6 mam ly tAm tiéu cau;

-Bo so do lﬁp day dan gan tiéu cau diéu tri kém theo may;

- Bo kit gan tiéu cau dung 1 lan;

- Dung dich chong dong mau ACD - A tai thé tich 750ml;
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- 1.000 ml dung dich nudc mudi sinh 1y 0,9% dé trang bd kit trong
chuong trinh gan tiéu cau;
- BO dung cu léy mau tinh mach vo trung.
3. Bénh pham
MAu méu tinh mach: dé xét nghiém tong phan tich té bio mau, xét nghiém
sinh hoéa, xét nghi¢ém dong mau.
4. Phiéu xét nghiém
- Phiéu xét nghiém tong phan tich té bao mau;
- Phiéu xét nghiém sinh hoa mau;
- Phiéu xét nghiém dong méau.
V. CAC BUOC TIEN HANH
1. Giai thich thu thuat va ky cam két thuc hién thu thuat ciia ngudi nha nguoi
bénh
2. Thyc hién theo quy trinh huéng dan str dung cua hé théng gdm cac budc:
- Chuén bi dung cu léy ven,
- Lap dat bo kit tach theo quy trinh lap dit ciia may;
- Trang day bo kit tach tiéu cau;
- Nhép céc thong s6 theo yéu cau cta chuong trinh gan tiéu cau;
- Két ndi ven ngudi bénh véi bo kit gan tiéu cau;
- Van hanh theo quy trinh ctia may gan tiéu cau;
- Theo ddi va xtr tri 18i trong qua trinh gan tiéu cau theo huéng dan cua
ting 10i;
- Két thiic chuong trinh theo dtng quy trinh k¥ thuat ctia may;
- Ghi chép ho so cac thong tin va két qua chuong trinh;
- Liy mAu mau 1am xét nghiém sau khi gan tiéu cau, tong phan tich té bao
mau, sinh héa va dong mau.
VI. CAC XET NGHIEM MAU THEO DOI NGUOI BENH
1. Xét nghiém trwée va ngay sau Kkhi tién hanh thi thuat
- Lay miu mau xét nghiém méau ngoai vi, mau xét nghiém trong khoéang
thoi gian 24h trude khi tién hanh tha thut, gdm cac xét nghiém: Tong phan tich
mau ngoai vi, sinh h6a mau (dién giai d6), dong méau co ban.
- Lay miu mau ngay sau khi két thac thu thuat; ldy miu mau tong phan

tich mau ngoai vi, xét nghiém dong mau co ban, Sinh héa mau ngay sau khi két
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thuc thu thuat dé danh gia két qua va cac thay doi chi s mau ngay sau khi thyc
hién tha thudt, tir 46 c6 chi dinh diéu chinh cac thay di kip thoi.
2. Xét nghiém theo doi

- Sau khi két thtic thu thuét tai thoi diém 8h va 24h, tién hanh liy miu xét
nghiém mau ngoai vi vé tong phan tich té bao, Péng mau co ban va Sinh héa
mau dé danh gia thay doi va hiéu qua cua thu thuat.

- Luu ¥: Vi tri iy mau xét nghiém tai thoi diém ngay sau két thac va &
mdi 1an 1dy mau xét nghiém tai mot ven, ma & d6 khong c6 duong truyén tinh
mach khéc dang truyén.
VIL. NHUNG SAI SOT VA XU TRi
1. Ap lwec mau dong vao qua thap

- Kiém tra xem day garo c6 bi gap hay xoan khong;

- Day garo c6 that ding khong, thét lai day garo cho dung;

- Kim ldy mau c6 bi chéch khoi ven, chinh lai kim hogc 14y lai ven khac.
2. Ap lwe mau dong tra vé qua cao

- Kiém tra ddy mau tra vé c6 bi gap hodc xoan khong, chinh lai day khoi
gap, xoan;

- Kim 14y méu trén dudng méau vé bi chéch khoi ven, chinh lai kim néu
khong duoc, léy lai ven khac.

TAI LIEU THAM KHAO
1. Vit Viin Pinh, “Ho6i strc toan tap”, Nha xuét ban y hoc, 2005, Tr 610-625.
2. Cobespectra apheresis system operators manual.
3. Comtec apheresis system operators manual.
4. Apheresis, 2007.

381



QUY TRINH TRUYEN HOA CHAT PUONG TINH MACH

. PAI CUONG

Truyén thudc hoa chat duong tinh mach (héa tri liéu) 1a mot phuong phap
diéu tri co ban trong ung thu va mat s6 bénh ly. Pa s6 cac thube hoa chét duge
dua vao co thé bang dudng tinh mach. Tuy nhién, khong don gian chi 1a tiém
truyén tinh mach, quy trinh truyén hoa chat c¢6 nhimg diém dic biét riéng.

II. CHI PINH

Trong hau hét cac bénh 1y ung thu, c6 thé sir dung don ddc hodc phdi hop
véi xa tri va/hodc phau thuat.
III. CHONG CHI PINH

- Tudi qua cao (khong c6 gidi han tuyét doi, tuy nhién thuong han ché khi
tudi > 70 tudi);

- Suy chirc ning co quan (suy tim, suy gan, suy than ning), phai diéu
chinh liéu cho phu hop;

- Gia dinh ngudi bénh khong dong ¥ diéu tri.

IV. CHUAN BI
1. Ngwoi bénh

- Giai thich cho ngudi bénh va ngudi nha ngudi bénh vé tinh trang bénh
va sy can thiét phai diéu tri hda chat duong tinh mach, nhiing tac dung phu c6
thé gap phai (can hét sic than trong, tranh gy ra suy sup tinh than & nguoi
bénh);

- Lam xét nghiém tong phan tich té bao mau va cac xét nghiém danh gia
chtic ning tim, gan, than: dién tim, siéu &m tim (néu can thiét), ure, creatinin,
acid uric, men gan, bilirubin;

- Po chiéu cao, can nang, tinh dién tich da co thé ctia ngudi bénh (BSA);

- Tién hanh dat catheter tinh mach trung tam hoic budng truyén duéi da
(tty vao diéu kién thyuc té tai mdi co sd diéu trj).

2. Thudc, héa chit

- Thuéc hoa chit s& duoc pha trong dung dich natri clorua 0.9% hoic
dung dich glucose 5% (tuy theo dic tinh cua tung loai thudc hda chat). Viéc
chuan bi thudc héa chat truge khi truyén s& duoc thuc hién tai khoa Dugc 1am
sang, trong cac budng an toan sinh hoc;
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- Khoa Dugc 1am sang sé& chuyén cac chai dung dich hda chét da pha voi
lidu luong theo dung chi dinh cua bac si diéu tri dén khoa 1am sang.
V. CAC BUOGC TIEN HANH

- Piéu dudng 1am sang sau khi nhan thuéc hda chat da pha thanh dung
dich can phai kiém tra lai cic thng tin dan trén nhan chai thudc, bao gém: cac
thong tin hanh chinh vé nguoi bénh (ho tén, tudi, giéi, ndm sinh, sé giudng
bénh), tén loai thuc hoa chat, ham lugng thue dugc pha trong chai, thoi diém
pha thudc, d6i chiéu véi y Iénh da ghi trong bénh an;

- Po cac chi s6 sinh ton cua ngudi bénh (mach, nhiét do, huyét ap) trude
khi tién hanh truyén thudc hda chat;

- Thiét lap duong truyén tinh mach cho ngudi bénh véi dung dich natri
clorua 0.9%, nén sur dung day truyén dém giot. Trong truong hop khong co diéu
Kién dit catheter tinh mach trung tdm thi dat duong truyén tinh mach ngoai vi
phai dam bao kim nam trong 10ng mach, tranh lay cac tinh mach nhé dé v& dan
dén thudc hoa chat ra ngoai mach 1am viém mé mém xung quanh;

- Thay chai dung dich natri clorua 0.9% bang chai dung dich hda chat da
duoc chuan bi san, diéu chinh toc do truyén theo y 1énh ghi trong bénh an. Mot
s6 thudc doi hoi phai duoc truyén tinh mach lién tuc trong 24 gio hoic toc do
truyén tang dan theo thoi gian;

- Theo d&i sat ngudi bénh trong sudt qué trinh truyén thudc hoa chat
duong tinh mach. Mot sé tac dung phu c6 thé xay ra ngay khi truyén: phan tng
phan vé, di tng, budn non, nén, dau dau, chdng mat;

- Ngung truyén thudc hoa chat ngay néu co phan tng bat thuong xay ra,
kiém tra cac dau hiéu sinh tén, duy tri duong truyén tinh mach bang dung dich
natri clorua va bao ngay cho béc si diéu tri biét dé kip xir tri.

VL. NHUNG TAI BIEN VA XU TRi

- Hoi chiing tiéu khéi u (Tumor lysis syndrome): gay ra boi su phéa hay
hang loat cac té bao u, giai phong o at cac chat trong bao twong té bao gy ting
acid uric, ting kali mau, va gy suy than cip. Bé han ché hoi chiing tiéu khdi u,
can truyén dich cho ngudi bénh trude va sau khi truyén hoa chat song song véi
str dung thudc loi niéu, thong thudng can truyén thém 2000-3000ml dich/ m? da
co thé.
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- Thudc chdng ndn do tac dung cta hda chat: Ondansetron tiém tinh mach
hoac udng trudce khi bat dau truyén hoa chat 20-30 phat. C6 thé két hop thém
Primperan va/ hoac Corticoid.

- Duy tri can bang nudc va dién giai (dac biét 1a kali méu).

TAI LIEU THAM KHAO
1. Patient and provider safety with the chemotherapy infusion process, 2011
2. Chemotherapy administration, 2012

384



TRUYEN MAU TAI GIUONG BENH

(Ngudi bénh diéu tri ndi tra va ngoai tri)

I. PAI CUONG

Truyén mau tai givong bénh 13 budc cubi cta quy trinh truyén mau 1am
sang, Tryc tiép dua mau cta ngudi cho vao mau cta ngudi nhan do d6 doi hoi
an toan cao va theo ddi can trong tai giuong bénh.
II. CHI PINH

MJi loai ché phém mau c6 chi dinh riéng biét
1. MAu toan phén

- Thay thé hdng cau trong mat mau cap khéng kém theo giam thé tich toan
phén;

- Truyén thay mau;

- Nguoi bénh can truyén hong cau ma khong co sin khdi hong cau dam
dac.
2. Khoi hong cau dam dic

- Thay thé hong cau & nguoi bénh thiéu méu;

- Str dung cung cac dung dich thay thé (dung dich keo hodc dung dich tinh
thé) trong mat mau cép.
3. Khoi tiéu ciu

Diéu tri chay mau do (giam s6 luong tiéu cau, giam chirc nang tiéu cau).
4. Huyét twong twoi dong lanh
Piéu trj thay thé tinh trang thiéu nhiéu yéu t6 dong mau;

- Bénh gan (suy gan, xo gan);

- Qua liéu thudc chdng dong Warfarin;

- Giam yéu t6 déng méu trén ngudi bénh truyén mau khdi lugng 16n;

- Pong mau rai rac trong long mach (DIC);

- Xuét huyét giam tiéu cau huyét khoi (TTP).
5. Tua lanh

- Thiéu yéu t6 VIII (bénh Hemophilia A);

- Thiéu yéu t6 XIII;

- Bénh Von Willebrand,;

- Thiéu hut fibrinogen, DIC.
I11. CHONG CHI PINH

Khong cé chong chi dinh
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IV. CHUAN BI
1. Bio quan ché phim mau trwéc khi truyén
1.1. Hong cdu va mdu toan phin

- Hong cu va mau toan phan phai dugc bao quan & nhiét d6 trong khoang
tir 2°C dén 6°C;

- Hong cau va mau toan phan phai duoc truyén trong vong 30 phut sau khi
bé ra khoi ta lanh.
1.2. Khéi tiéu ciu

- Khdi tiéu ciu phai dugc dit trong hop cach nhiét chuyén dung dé giir
nhiét d6 vao khoang 20°C dén 24°C;

- Khdi tiéu cau phai duoc truyén ngay sau khi linh.
1.3. Huyét twong twoi déng lanh va tiia lanh

- Huyét tuong tuoi déng lanh can duoc truyén trong vong 30 phut sau khi
pha dong.

- Néu chua can sir dung ngay, huyét twong tuoi dong lanh phai duoc bao
quan trong ti lanh & nhiét d6 2°C dén 6°C va truyén trong vong 24 gid.
2. Kiém tra tii mau trwée khi truyén

- Bit ctr dau hiéu ndo cta tan mau trong 16p huyét twong déu 1a dau hiéu
cho thdy mau da bi nhiém khuan, bi lam déng hodc lam 4m ¢ nhiét do qua cao.

- Bat cr dau hiéu nao cta nhiém khuan, vi dy nhu sy d6i mau sic cua
hdng cau, trong sim hon hodc chuyén mau tim/den.

- Bit ¢t cuc mau dong nao ciing cho thiy c6 thé mau da khong duoc lic
dung quy cach dé chat chong dong hoa déu khi ldy mau tir ngudi cho.

- Bat ctr dau hiéu nao cho thay tii mau bi thing hozc bi md ra tir trudc.

Néu ¢6 bt cir dau hiéu bdt thuong nao tim thdy trén tii mdau thi khong
duoc truyén don vi mdu dé va phdi théng bdo ngay cho ngdn hang mdu.
3. Kiém tra dé xac dinh chinh xic ho tén nguwoi bénh va ché phim mau

truée khi truyén

Viéc kiém tra 1an cudi nay phai dugc lam ngay tai giudng nguoi bénh
ngay trudc khi bat dau truyén ché pham mau, do diéu dudng hodc béc si thuc
hién.
Kiém tra xac dinh chinh xac ngudi bénh lin cudi cing:

- Hoi nguoi bénh dé kiém tra tén, ho, ngay sinh va cac thong tin can thiét
khéc.

386



Néu ngudi bénh dang trong tinh trang hon mé thi can hoi nguoi nha ngudi
bénh hodc mdt nhan vién khac dé xac dinh chinh xéc nguoi bénh.

- Kiém tra chinh x4c ngudi bénh trén co s¢ ddi chiéu véi:

Ho so bénh 4n

- Kiém tra cac chi tiét sau trén nhan hoa hop dan trén tai mau xem c6 phu
hop chinh xac voi hd so ngudi bénh cia ngudi bénh khong:

+ Ho té€n nguoi bénh;

+ Giuong bénh, phong bénh hoic phong mo;

+ Nhom mau ctiia nguoi bénh;

+ TUi mau;

+ Nhan hoa hop.

- Kiém tra ngay hét han cta tai mau.

V. PINH LAI NHOM MAU TAI GIUONG

Tryc tiép dwa mau (truyén mau) vao tinh mach ngudi bénh: budc cudi
clng cua truyén mau do d6 béc si diéu tri can kiém tra lai két qua dinh lai nhom
mau, néu pht hop hoan toan, theo y 1énh cua bac si, diéu dudng m¢d khoa day
truyén mau, tir tir 10, 20 giot cho dén mirc tbi da theo y 1énh.

- Truyén mau toan ph?m, khdi h6ng cau, bach cau: sir dung huyét thanh
mau dinh lai nhdm méu ABO ctia ngudi bénh va don vi mau trude truyén.

- Truyén khéi tiéu cau, huyét tuong: st dung huyét thanh mau dinh lai
nhém méau ABO cta ngudi bénh va lam phan ung chéo giita mau méau ngudi
bénh va mau ché pham mau.

VI. THEO DOI TRUYEN MAU VA CHE PHAM MAU
1. P6i v6i mdi don vi mau truyén vao, cin phai theo déi ngudi bénh & tirng
giai doan ciia qua trinh truyén mau

- Trudc khi bat dau truyén mau;

- 15 phut sau khi bat dau truyén mau;

- [t nhat mdi gid trong qué trinh truyén mau;

- Khi truyén mau xong;

- 4 gid sau khi truyén mau xong.

2. Tai mdi giai doan néu trén, cin ghi lai thong tin vao bang theo ddi ngudi
bénh

Toan trang cuia nguoi bénh, cac chi s6 sinh ton
3. Ghi chép lai vao phiéu truyén mau

- Thoi gian bat dau truyén méu;

- Thoi gian hoan tat truyén mau;
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- Thé tich va s6 lugng tit ca cac ché phdm mau dugc truyén vao;

- Tt ca cac phan ung phu c6 hai xay ra.
VIL. NHUNG TAI BIEN VA XU TRi
1. Phat hién va xir tri cdc tic dung khong mong mudn trong truyén mau va
ngay sau truyén mau:

- Khi xuét hién céc triéu chimg bat thudng & nguoi bénh dang truyén mau
hodc ché phdm mau, phai ngimg truyén ngay va bao cao bac si diéu trj dé xur tri
kip thoi. Khi can thiét phai moi bac sT hodc ngudi phu trach cia co s¢ cung cp
mau dé phdi hop xur tri.

- Truong hop nguoi bénh ¢6 phan Umg ndng hoac tr vong co6 li€én quan
dén truyén mau thi co sé cung cdp mau phai bdo cdo ngay véi lanh dao bénh
vién va co s cung cap méau dé phdi hop tim nguyén nhan va dé xuét y kién giai
quyét.

- Lap bao cao tac dung khong mong mudn lién quan dén truyén mau (theo
mau s6 6), ban giao cho co so cung cap mau cic tii mau, ché pham mau, day
truyén mau va cac loai thudc tiém, dich truyén khac str dung cho nguoi bénh vao
thoi diém xay ra tac dung khong mong mudn. Thoi gian luu giit cac bénh pham
trén va cdc mau mau c6 lién quan it nhat 1a 14 ngay ké tir liic xay ra tic dung
khong mong mubn.

- Co so cung cip mau phai xét nghiém cac miu bénh pham dé xac dinh
nguyén nhan va 1ap phiéu xét nghiém tac dung khong mong mudn lién quan dén
truyén mau.

2. Phat hién va xir tri tic dung khong mong muon xiy ra chim sau truyén
mau:

Co s& diéu tri str dung mau can phdi hop véi co sd cung cAp mau dé xac
dinh nguyén nhéan tac dung khong mong mudn xay ra cham va ap dung cac bién
phap theo doi va diéu trj tich cuc theo quy dinhcua B Y té.

TAI LIEU THAM KHAO

1. Quy ché truyén mau 2013.

2. Su dung mau trong lam sang.

388



RUT MAU

I. NGUYEN LY

Duya trén k¥ thuat nhu ldy mau tir nguoi cho mau, nhung trén ngudi bénh
bi bénh da hong cau can nhanh chong thao bo mau dé giam d6 quanh cua mau,
tranh cdc tai bién do ting do quanh mau giy ra, 1a mot phuwong phap diéu tri
bénh 1y ting sinh qua mic dong hong cau.
II. CHI PINH

Nguoi bénh dugc chan doan bénh da héng cu c6 hematocrit >0,45(1/1) &
nam va > 0,42(1/1) ¢ ni.
III. CHONG CHI PINH

- Khong c6 chdng chi dinh tuyét doi;

- Than trong & ngudi bi bénh 1y tim mach, phu nir mang thai.
IV. CHUAN BI
1. Nguwoi thuc hién

Can 01 Béc si, 01 diéu dudng da dugc dao tao chuyén khoa huyét hoc
truyén mau.
2. Phwong tién dung cu

- TGi lay mau chat déo loai 350 ml tré 18n;

- Day ga ro, bong bang, con sét tring;

- Ong nghe, huyét ap ké;

- Can tii mau...
3. Ngwoi bénh: Co chi dinh rat mau
V.CAC BUGC TIEN HANH
1. Tham kham ngudi bénh, lam xét nghiém céng thirc mau, d quanh mau.
2. Giai thich cho ngudi bénh va nguoi nha vé loi ich cua viéc thdo mau va cac
kho khan khi rat mau.
3. Thong bao cho diéu dudng chuan bi dung cu phuong tién dé tién hanh rit
mau
4. Thuc hién rat mau theo cdo budc sau.

Budc 1: Chuan bi nguoi bénh: dé nguoi bénh nam ngtra, tu thé dau thap,
thoa mai, Xac dinh vi tri choc kim thao mau.
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Budc 2: Chuan bi tai thao mau ghi thong tin nguoi bénh trén tdi, ghi rd
méu huay, 1am mot nat that mong cach kim khoang 10cm, dam bao khi thao mau
van chay dugc qua nit thit binh thudng.

Buac 3: Ga ro trén vi tri thdo mau 7-10 cm, sat trung.

Budc 4: Choc tinh mach cho mau chay vao tai mau.

Budc 5: Khong thao day ga ro dé mau chay vao tdi mau, co thé bao nguoi
bénh ndm mé tay nhe nhang dé mau chay nhanh va déu hon, dén khi du luong
mau can thao.

Budc 6: That chat nit that da 1am, thao bo ga ro, rat kim, bang cam mau
vi tri choc.

Budc 7: Chuyén ti mau hay theo qui ché rac thai y té.

Budc 8: Theo doi sat nguoi bénh trong qua trinh rdt mau va sau rat mau
15 phut.

Buac 9: Ghi chép bénh an tinh trang trudc sau thdo mau, toan than, mach
nhiét do, huyét ap. Ghi s6 thi thuat theo quy dinh.

VI. NHAN PINH KET QUA

- Nguoi bénh thay dé chiu, nhiéu nguoi bénh hét triéu trang dau dau, kho
chiu, cac tac dung phu xay ra hét nhanh.

- Mau rat du sb luong theo chi dinh, tha thuat an toan.

VII. NHUNG TAI BIEN VA XU TRI

- Ngat xiu, ha huyét ap.. Xt Iy nam dau thap, tho sau, rat mau téc do
cham lai, tro tim, trudng hop nang nging tim, nging hd hap (rat hiém) tién hanh
hoi stic nhan tao ngay.

- Budn ndn va ndn: s& hét dan.

- Co giat hay co ctng co: s& hét dan.

TAI LIEU THAM KHAO
1. DS Trung Phén, “Té bao goc va bénh 1y té bao gdc tao mau, chan doan,
phan loai diéu tri”, NXB Y hoc, 2008, Tr 291-298.
2. Bai giang Huyét hoc — Truyén mau sau dai hoc “Céc bénh tang sinh tiy
man ac tinh”, NXB Y hoc, 2006, Tr 138-142.
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CHOQC TUY SONG LAY DICH NAO TUY XET NGHIEM

I.NGUYEN LY

La phuong phap dua kim vao khoang duéi nhén ving that lung dé lay
dich ndo tuy.
II. CHI PINH
1. Cac bénh nhiém khuan

- Viém mang nao

- Viém néo

- Ap xe ndo
2 Cac bénh viém khong do nhiém khuan

- Xo hé théng.

- Guillain - Barre.

- Bénh Luput ban do hé théng.
3. Cac bénh ung thw

- Loxémi cap dong Tay, dong Lympho va U lympho cé tham nhiém than
kinh trung vong.

- Cac bénh ung thu ¢6 thAm nhiém ndo va mang nio.

- U néo.
I1I. CHONG CHI PINH

- Tang 4ap luc nodi so qua cao do khdi u choan chd hoic do tic hé thong
dan luu ciia ndo that.

- Chan thuong tity hodc chén ép tay.

- Nhiém tring tai chd vi tri choc do.

- Bénh ly giam tiéu cau, réi loan dong mau.

- Suy hé hép, suy tuan hoan ning.
IV. CHUAN BI
1. Ngudi thuce hién

- Bac si

- biéu dudng phu (néu bénh nhi thi can thém 1 diéu dudng)
2. Phuong tién, dung cu

- Kim choc do kich c¢& 22G hoic 20G, véi tré em thi sir dung kim ngan
hon.

- Bom tiém
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- Thudc gay ta.

- Dung dich sé&t khuan Povidone lodine 10% (Betadine)

- Khan v6 khuan.

- Ong nghiém (4 6ng).

3. Nguoi bénh

Puogc gidi thich k¥ vé muc dich 1am thu thuét, nguoi thuc hién:, noi va
thoi gian thuc hién. Nguoi bénh dugc dan khong an uéng gi va dai tiéu tién
trudc khi va sau khi thuc hién thua thuat.

4. Phiéu xét nghiém

- Sinh hoéa nudc dich.

- Té bao nudc dich.

- Nudi cay vi khuan.

- Céc xét nghiém dic thu chuyén khoa khac (BK, PCR lao, tim nam,
virus...)

V. CAC BUOC TIEN HANH

1. Tu thé nguoi bénh

Nguoi bénh ngdi hodc nam cong lung vé phia thay thudc, chi gap dau vé
phia nguc, co hai dui va cang chan vé phia bung. Véi tré em thi can mot diéu
dudng mot tay gitt gdy mot tay giit khoeo chan chan dé tranh phan ung bat
thuong.

2. Xac dinh mbc.

Puong ndi hai mao chau ciia ngudi bénh sé di qua than dbt séng L4, vi tri
choc thuong ¢ gitta L3-L.4 hoac cao hon L2-L3.

3. Sat trung va gay teé.

Bac si tién hanh thu thuét di gang vo khuan, sat tring vi tri choc tir trong
ra ngoai. Trai khin vo khuan. Diéu dudng dua bom tiém c6 thude giy té dé thu
thuat vién gay té cho ngudi bénh.

4. Tién hanh choc do.

Choc kim chinh giita cot sdng tai vi tri khe gitra hai dt sbng mot goc
chéch 150, dua kim qua da, td chirc dudi da, cac day chéng cot séng, khoang
ngodi mang cung, mang cing roi vao khoang dudi nhén. Kéo nong kim dé dich
chay ra.

Néu khong thay dich phai rat kim ra va diéu chinh lai.
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5. Piéu dudng vién dua ap ké cho thu thuat vién do ap luc dich ndo tuy.
Tiép d6 1an lugt hing dich ndo tay vao timg éng xét nghiém.

6. Thu thuat vién rat kim choc do, diéu dudng phu dat gac 1én vung lung
vira choc va dan bang gilr bén ngoai.

7. Ngudi bénh nam sap hodc nam nghiéng sau choc do. Theo ddi toan
trang nguoi bénh.

8. Thu thuat vién ghi két qua vi¢c choc do vao hd so bénh an. Piéu dudng
kiém tra ho tén ngudi bénh trén éng va gidy xét nghiém, ghi chép vao phiéu
cham soc nguoi bénh.

VI. NHAN PINH KET QUA
1. Dich nao tay binh thuwong

- Dich trong khdng mau.

- Ap lyc 50-180mmHg

- Protein 15-40mg/100ml.

- Glucose 50-80mg/100ml.

- Té bao: 0-4 bach cau/mm? .

2. Dich nao tiy bénh ly
2.1 Thay doi vé ap luc.

- Tang ap luc dich ndo tay do khéi u choén chd hoic do nhiém trung.

- Giam 4p lyc dich néo tay do tic nghén luu thong phia trén chd choc do.
2.2 Thay doi mau sac.

- Dich duc do ting bach cau trong dich ndo tay thuong gap do nhiém
khuan.

- Mau dé do chay mau khoang dudi nhén, chan thuong do chinh tha thuat.

- Mau vang do ton thuong lao, chay mau cil.

2.3 Thanh phan dich nio tay.

- Tang protein: Do viém, khéi u, chay méau vao dich ndo tay.

- Giam protein: Dich néo tay tiét ra nhiéu hon binh thudng.

- Glucose tang: Tang duong mau toan than.

- Glucose giam: Nhiém truing, lao.

- Tang bach cau: Viém mang n&o, 4p xe ndo, thAm nhiém do bénh &c tinh.

- C6 héng cau: Do chay mau khoang dudi nhén, cham vao mach méau
vung choc do.

VIL. NHUNG TAI BIEN VA XU TRi

393



- Thoat vi ndo (lot hanh nhan tiéu ndo hoic lot cuc thai duwong) c6 thé gay
tar vong. Néu nghi ngo 6 thé chup CT trudc.

- Nhtrc dau sau choc do: Nam nghi, giam dau.

- Chay mau & vi tri choc c6 thé gay chén ép tay hodc chay méu vao tay
séng: Theo d&i va diéu chinh réi loan dong cAm mau néu co.

- Nhiém khuan: Khang sinh toan than

- Ri dich tai chd choc: Theo ddi va vé sinh tai chd.

- Choéng do dau hoic thudc gay té: Xir tri theo phac dd chdng choang.

TAI LIEU THAM KHAO

1. Hudng dan quy trinh k¥ thuat bénh vién, tap 1, Nha xuét ban y hoc, 1999,
tr 61-63.
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CHOQC TUY SONG TIEM HOA CHAT NQI TUY

I.NGUYEN LY

La phuong phap dua héa chit qua kim choc do vao khoang dudi nhén
vung thit lung dé diéu tri.
II. CHI PINH

- Piéu tri hoic du phong tham nhidm than kinh trung wong bénh Loxémi
cap dong Tuy, dong Lympho va U lympho;

- Cac bénh ung thu ¢6 di can ndo va mang nao;

- Dy phong thd&m nhiém than kinh trung wong trong Hoi chiing thuc bao
mau.
III. CHONG CHI PINH

- Nhiém tring tai chd vi tri choc;

- Giam tiéu cau nang, rdi loan déng mau;

- Suy hé hép, suy tuan hoan ning.
IV. CHUAN BI
1. Ngudi thuce hién

- Bac si;

- biéu dudng phu (néu bénh nhi thi can thém 1 diéu dudng).
2. Phuong tién, dung cu

- Kim choc do kich ¢& 22G hoic 20G, véi tré em thi sir dung kim ngan
hon;

- Bom tiém;

- Thudc gay té;

- Hoa chat diéu tri: Thuong duoc sir dung la Cytarabin, Methotrexate hozc
Methylprednisolone;

- Dung dich sat khuan Povidone lodine 10% (Betadine);

- Khin v6 khuan;

- Ong nghiém (2 6ng).
3. Nguoi bénh

Duoc giai thich ky vé muc dich lam thu thuat, nguoi thyc hi¢n:, noi va
thoi gian thyc hién. Nguodi bénh dugc dan khong an uéng gi va dai tiéu tién
trude khi va sau khi thye hién tha thuat.

4. Phiéu xét nghiém
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- Sinh hoéa nudc dich;

- Té bao nuéc dich.

V. CAC BUOC TIEN HANH

1. Tu thé nguoi bénh

Nguoi bénh ngdi hodc ndm cong lung vé phia thay thudc, chi gap dau vé
phia nguc, co hai dui va cang chan vé phia bung. Vi tré em thi can mot diéu
dudng mot tay gitt gdy mot tay giir khoeo chan chan dé tranh phan tng bt
thuong.

2. X4c dinh méc.

Puong ndi hai mao chau ciia ngudi bénh sé di qua than dbt séng L4, vi tri
choc thuong ¢ gitta L3-1.4 hoac cao hon L2-L3.

3. Sat trung va gay té.

Bac si tién hanh tha thuat di gang vo khuan, sat trung vi tri choc tur trong
ra ngoai. Trai khin v6 khuan. Diéu dudng dua bom tiém c6 thudc gy té dé thu
thuat vién gay té vi tri choc.

4. Tién hanh tiém tay séng.

Choc kim chinh gitta ¢t song tai vi tri khe gitta hai dot song mot goc
chéch 15° dua kim qua da, t6 chirc dudi da, cac day chang cot séng, khoang
ngoai mang cung, mang cing rodi vao khoang dudi nhén. Kéo nong kim dé dich
chay ra. Néu khong thay dich phai rat kim ra va diéu chinh lai.

5. Piéu dudng vién lan lugt himg dich ndo tuy vao ting 6ng xét nghiém.
Thu thuat vién 1ap bom tiém c6 san hoa chat vao doc kim va rit nhe néu thay co
dich chay vao bom tiém thi méi dugc bom thube, néu khong phai diéu chinh lai
kim cho dén khi hut dwoc dich ra.

6. Thu thuat vién rt kim tiém tuy, diéu dudng phu dit gac 1én ving lung
vira choc va dan bang gilt bén ngoai.

7. Nguoi bénh nam sip hodc nam nghiéng sau khi tiém. Theo ddi toan
trang nguoi bénh.

8. Thu thuat vién ghi két qua viéc tiém tiy sdng vao hd so bénh an. Diéu
dudng kiém tra ho tén nguoi bénh trén dng va gidy xét nghiém, ghi chép vao
phiéu cham soc nguoi bénh.

VI. NHAN PINH KET QUA

- Khi rat bom tiém co dich trong chay ra va khi bom thubc thay nhe la

thudc d3 vao khoang dudi nhén;
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- Dich ndo tay c6 mau hong do kim cham vao mach mau viing choc do;

- Bom thudc thay nang c6 thé kim chua vao ding khoang dudi nhén hoic
viing tiém bj xo do nhiing lan tiém trudc.
VII. NHUNG TAI BIEN VA XU TRi

- Nhitc dau sau choc do: Nam nghi, giam dau;

- Chay méu & vi tri choc c6 thé gay chén ép tay hodc chay mau vao tay
séng: Theo ddi va diéu chinh rdi loan d6ng cam mau néu co;

- Nhiém khuan tai chd hoic hé théng ndo tay: Khang sinh toan than;

- Ri dich tai chd choc: Theo ddi va vé sinh tai cho;

- Choang do dau hoic thudc gay té: X tri theo phac db chdng choang.

TAI LIEU THAM KHAO

1. Huong dan quy trinh ky thudt bénh vién, tap 1, Nha xuét ban y hoc, 1999,
tr 61-63.
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GHEP TE BAO GOC TAO MAU TU THAN
(Autologous stem cell transplantation)

I. DPAI CUONG

Ghép té bao gbe tao mau tur than 13 phuong phép sir dung té bao gdc cia
nguoi bénh ghép lai cho ngudi bénh. Pay 1a mot phuong phap duoc xem nhu
mét dot hoa tri liéu lidu cao nham muc dich diéu tri cho cac bénh mau ac tinh
khéng dap Gmg voi cac phac d6 da hoa trj liéu chuan hodc tai phat. Hiéu qua cua
ghép té bao gbe tu than chil yéu c6 duoc 1a nhd da hoa tri lidu liéu cao. Pay 1a
mot bién phap hd tro hé théng sinh mau cta nguoi bénh phuc hdi nhanh chong
sau da hoa tri lidu liéu cao dé phong tranh nhiing bién ching de doa tinh mang
nguoi bénh.

Ngudn té bao gbc tao mau co thé 1a té bao gde tuy xuwong hoic té bao goc
mau ngoai vi. Bén canh dé co thé sur dung té bao géc mau day ron tu than da bao
quan lanh.

Tiéu chuan sb luong té bao gbc tao mau du dé ghép dua vao s luong té
bao CD34+ phai dat > 3x10%kg cn ning ciia ngudi bénh.

II. CHI PINH
Ghép tu than

- Cac bénh 4c tinh vé mau: Pa u tiy xuong, U lympho khong Hodgkin,
loxémi cap dong tuy...

- Cac bénh u budu: ung thu v, budng trimg, phdi, u té bao mam.. .

- Cac bénh ty mién: ban do rai rac, xo hoa hé thng, viém khép dang thap,
xuat huyét giam tiéu cau mién dich...

III. CHONG CHI PINH

- Tudi trén 65 ddi véi Pa u tay xwong va trén 60 tudi ddi véi U lympho ac
tinh khdong Hodgkin;

- Nguoi bénh c6 cac bénh 1i vé gan, than, phéi va bénh tim.

IV. CHUAN BI
1. Nguoi thuce hién

Bac si, diéu dudng va k¥ thuét vién chuyén khoa huyét hoc - truyén mau.
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2. Phuong tién
2.1. Budng bénh:

- Budng bénh co hé théng loc khong khi ap luc duong;

- Hé thdng nudc sinh hoat trong budng bénh da duoc loc vi khuan;

- Hé thong may gan tach té bao gbc mau ngoai vi;

- Hé thdng may theo ddi cac dau hiéu sinh ton va cac khi trong mau, may
dién tim, may giup thd;
2.2. Thude:

- Céc thude dic tri:

+ Huy dong té bao goc: dung cac thude kich thich ting trudng té bao gbc
tao mau (G-GSF, GM-CSF).

+ Thudc diéu tri trudc ghép: tuy ting bénh co phac dd va cé cac loai
thudc khac nhau.

+ Thudc diéu kién hoa cho ghép: tuy theo tirng bénh.

- Céc thudce hd tro khéc.
3. Nguoi bénh

- Nguoi bénh da dat dugc lui bénh hoan toan hodc mét phan bang hoa tri
lidu;

- Ngudi bénh khong mac bénh di truyén bam sinh, khong bi cac bénh tim,
gan, than;

- Nguoi bénh va gia dinh dong y tién hanh ghép té bao goc.
4. Ho so bénh an: theo quy dinh ctia BO Y té.
V. CAC BUOC TIEN HANH
Buée 1: Nguoi bénh dugc diéu tri hoa chat trudc ghép theo phac do. Dat

catherter Hiskman vao tinh mach trung tam.

Buée 2: Chuan bi khéi té bao gbc cho ghép

+ Huy dong té bao gdc & nguoi bénh: Tiém thudc kich bach cau G-CSF
don thuin voi liéu 10 pg/kg/ngay hodc phdi hop Cyclophosphamide (liéu
2g/m2, 1 1an) v6i G-CSF. Pém s6 lugng bach cau va sd luong té bao CD34+
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hang ngay. Néu sb luong té bao CD34+ > 10 té bao/ml thi tién hanh thu thap té
bao gdc mau ngoai vi.

+ Thu thap té bao gdc mau ngoai vi bang may tach té bao trong thi té bao
gbc. Két thuc thu gom khi s6 lwong CD34+ > 3x10%kg can ning.

+ Luu trit té bao gbc mau ngoai vi & nhiét d6 -196°C trong nito 1ong hodc
nhiét d6 2-8°C trong vong 72 gio.
Buwée 3: Diéu kién hoa trudc ghép cho nguoi bénh: tiy theo timg bénh, vi du:

+ Pa u tay xwong: Melphalan liéu 200mg/m*

+ U lympho 4c tinh khong Hodgkin: phac 36 BEAM hodc LEED.
Buwéc 4: Truyén khéi té bao gbc va cham soc

+ Truyén khoi té bao gdc: truyén vao thoi diém 24h sau khi két thic diéu
kién hoa. Néu 1a dich tuy xuong hoic té bao gdc ngoai vi truyén 40 giot/phut.
Néu dich té bao méau day ron thi bom chdm qua 6ng thong Hiskman tir 10 - 15
phat.

+ Chdm soc nguodi nhan ghép: Theo phuong phap cham soéc toan dién.
Theo ddi xét nghiém tong phan tich mau hang ngay, cac xét nghiém chirc ning
gan, thian 3 ngay/lan.

+ Chong nhiém khuan, nhim ndm: Sir dung khang sinh phong ngira.

+ Truyén ché pham méu: truyén khéi hong cau va khéi tiéu cau gan tach
tor mot nguoi cho khi c6 chi dinh.

+ Str dung thudc kich bach cau (G-GSF, GM-CSF).

+ Kiém tra tuy d0 ngdy thtr 30 sau ghép.
Buwée 5: Danh gia ngudi bénh dé ra vién:

- Nguoi bénh khong sot, khong can dinh dudng qua dudng tinh mach;

- Khong can truyén tiéu cau hay it hon 2 tuan/lan;

- S6 lugng tuyét ddi bach cau trung tinh (ANC) > 1G/L.
VI. THEO DOI

- Theo ddi dién bién cua cac ddu hiéu sinh ton, luong khi trong mau lac

ghép hoic thu thap té bao gdc mau ngoai vi.
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- Theo ddi 1am sang va xét nghiém sau ghép cho dén khi tuy dd moc trong
co thé ngudi bénh.
VIL. NHUNG SAI SOT VA XU TRi

- Trong qua trinh truyén té bao gdc: thudng khong co tai bién; co thé co
tang huyét ap can cho thudc ha ap, phan Gng rét run do di tng x tri corticoid...

- Sau ghép: ¢o thé ¢ s6t nhiém trung, nhidm nim can diéu tri bang khang

sinh tinh mach.
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GHEP TE BAO GOC TAO MAU PONG LOAI
(Allogeneic stem cell transplantation)

I. PAI CUONG

Ghép té bao gbc ddng loai 1a phwong phap truyén té bao gbc tao mau tir
nguoi cho cing huyét théng hay khong cung huyét théng phu hop hé khang
nguyén bach cau HLA (Human Leukocyte Antigen).

Ngudn té bao gdc tao mau co thé 1a té bao gbe tuy xuong. Tuy nhién, hién
nay té bao gbc & mau ngoai vi dan thay thé. Bén canh d6 c6 thé st dung té bao
gbc mau day rén.

Tiéu chuan s lugng té bao gdc tao mau du dé ghép dua vao sb luong té
bao CD34+ phai dat > 3x10%kg cn ning ciia ngudi bénh.

II. CHI PINH
Ghép dong loai

- Cac bénh mau 4c tinh: loxémi cap, loxémi kinh, rdi loan sinh tuy, U
lympho &c tinh.

- Céc bénh di truyén bam sinh

- Cac bénh 1y huyét hoc khong 4c tinh: suy tuy xuwong, dai huyét sic to,
Thalassemia...

III. CHONG CHI PINH
- Nguoi bénh c6 cac bénh 1i vé gan, than, phoi va tim bam sinh, suy tim.
- Tudi > 55.

IV. CHUAN BI

1. Ngudi thuce hién

Bac si, diéu dudng va k¥ thuat vién chuyén khoa huyét hoc - truyén méu.
2. Phuong tién
2.1. Budng bénh

- Budng bénh c6 hé théng loc khong khi ap luc duong;

- Hé théng nuée sinh hoat trong budng bénh da duoc loc vi khuén;

- Hé thdng may gan tach té bao gbc mau ngoai vi;

- Hé théng may theo ddi cac d4u hiéu sinh t6n va cac khi trong mau, may
dién tim, may gilp tho;

2.2. Thube:
- CAc thudc dic tri
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+ Huy dong té bao gdc: sir dung cac thude kich thich ting trudng té bao
(G-GSF, GM-CSF);
+ Diét tuy xuong: Busulfan, Melphalan.
+ Thudc e ché mién dich: Fludarabin, Cyclophosphamide, ATG.
+ Thudc e ché mién dich phong ghép chéng chi: Cyclosporin A,
Methotrexate, Cellceft (MMF), Tacrolimus.
- Céc thudce hd trg khac.

2.3. Vat tu tiéu hao:
- B9 kit loc bach ciu cua khoi héng cau, tiéu cau;
- Kit sang loc CMV cho ché pham mau.

3. Nguoi bénh

- Nguoi bénh di dat duoc lui bénh hoan toan hodc mdt phan bang diéu tri
bang diéu trj hoa chat;

- Ngudi bénh khong mac bénh di truyén bam sinh, khong bi cac bénh tim,
gan, than;

- Nguoi cho san pham ghép bao gdm tuy xuong, té bao gdc tao mau ngoai
vi hay mau day ron phai khoé manh; khong bi cac bénh nhiém trung dac biét la
HIV; khong bi nhiém HCV, HBV giai doan tién trién; khong mac cac bénh &
tim, gan, than... khong c6 nguy co tuan hoan, ho hap khi chiét tach té bao goc
mau ngoai vi va nguy co bién chimg gy mé khi lay tuy xuong.

4. H6 so bénh an: theo quy dinh ctia Bo Y té.
V. CAC BUOC TIEN HANH

Buée 1: Kiém tra xét nghiém HLA ngudi cho va ngudi nhan. Néu phu
hop thi tién hanh budc 2.

Buwée 2: Kiém tra 1am sang nguoi cho va ngudi nhan vé tim, phoi, than
kinh... cac xét nghiém maéu; chirc ning gan, than, cic yéu t6 lay nhiém...; cac
xét nghiém phan tich nude tiéu, dién tim, siéu am tim. ..

Buwée 3: Chuan bj khéi té bao gbc cho ghép:

- Huy dong té bao gbc ctia ngudi cho: tiém thude kich bach ciu G-CSF
vé6i lidu 10 pg/kg/ngay. Dém sé luong bach cau va sb lugng té bao CD34+ hang
ngay. Néu sé lugng té bao CD34+ > 10 té bao/ml thi tién hanh thu thap té bao
gbc mau ngoai vi.

- Thu thap té bao géc mau ngoai vi bang may tach té bao trong tai té bao
gbc. Két thuc thu gom khi s6 lugng CD34+ > 3x106/kg cAn ning.
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- Luu trir t& bao géc mau ngoai vi ¢ nhiét do -1960C trong nito 16ng hoac
nhiét do 2-80C trong vong 72 gio.

Buéc 4: Nguoi bénh duge dit dng thong Hiskman vao tinh mach trung tim
va diéu tri diéu kién hoa theo phac d6 giam cuong do lidu hay diét tay theo phac
do.

Buée 5: Truyén khdi té bao gbe: truyén vao thoi diém 24-48h sau khi két
thuc diéu kién hoa. Néu 1a dich tuy xuong hoic t& bao gbc ngoai vi truyén 40
giot/phut. Néu dich té bao méau day ron thi bom cham qua dng thong Hiskman tir
10 - 15 phdt.

Buiéc 6: Cac budc theo ddi va xtr tri bién ching sau ghép.

+ Phong ghép chdng cha néu ghép tir anh chi em rudt phi hgp HLA: St
dung cac thuéc wc ché mién dich (Cyclosporin A) tir ngdy D-4, lidu 3
mg/kg/ngdy (tinh mach) hodc Smg/kg/ngiy (udng). Phdi hop methotrexate lidu
thip Smg/m*/ngay x ngay thir 1, 3, 6.

+ Chong nhiém khuan, ndm: C6 thé sir dung khang sinh phong ngtra.

+ Str dung cac ché phém méau: loai bach cau béng may loc bach cau, tia xa
gamma va sang loc CMV am tinh.

+ Sir dung thude kich bach cau (G-GSF, GM-CSF) tuy timg truong hop.

+ Cham so6c nguoi nhan ghép: Theo ddi lwong nude dua vao (an, udng,
truyén dich) va luong nudc thai ra phai ddm bao can bang. Theo ddi xét nghiém
tong phan tich t& bao mau hang ngay, cac xét nghiém chirc ning gan, thin 3
ngay/lan.

+ Kiém tra: cac xét ngiém dinh luong CMV va néng d6 Cyclosporin dinh
ky, kiém tra tuy dd ngay thir 30 sau ghép.

Buwée 7: Danh gia ngudi bénh dé ra vién:

- Nguoi bénh khong sét, khong can dinh dudng qua dudng tinh mach.

- Khong can truyén tiéu cau hay it hon 2 tuan/lan.

- S6 lugng tuyét ddi bach cau trung tinh (ANC) > 1G/L.

V1. THEO DOI

- Theo ddi dién bién cua cac dau hiéu sinh ton, luong khi trong mau lc
ghép hoic thu thap té bao gdc mau ngoai vi.

- Theo ddi 14m sang va xét nghiém sau ghép cho dén khi tuy dd moc trong
co thé ngudi bénh.

VIL. NHUNG SAI SOT VA XU TRi
1. Cac bién chirng sém
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- Nhiém trung: vi khuén, vi rat (BK, CMV va EBV tai hoat dong tro lai),
nhiém nim;

- Viém bang quang chdy mau;

- Ho1 chung moc méanh ghép;

- Ghép chéng chi cap tinh;

- Thai ghép;

- Tai phat.
2. Cac bién chirng mudn

- Ghép chéng chil man tinh;

- Giam tiéu cau: do pha huy & ngoai vi hay do tuy bi trc ché;

- TTP hay HUS: hay lién quan thudc trc ché MD nhu CSA;

- Suy than: luu ¥ do thube, TTP;

- Bién chting than kinh: hdi ching PRES (do CSA);

- Viém BQ chay mau: do Cyclo, BK va Adeno VR,;

- Tang sinh lympho do EBV hoat dong tré lai.
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