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BOYTE CONG HOA XA HQI CHU NGHIA VIET NAM

Dgc lip - Ty do- Hanh Phic

DANH SACH 64 HUGNG DAN QUY TRINH KY THUAT HUYET HQC-
TRUYEN MAU-MIEN DJCH-DI TRUYEN-SINH HQC PHAN TU'

(Ban hanh kém theo Quyét din s6 3536 /0D-BYT ngay oD thang F nam 2017
cuia Bj truong Bo Y té)

TT

TEN QUY TRINHKY THUAT

CHUONG L. HUYET HQOC TE BAO

Tong phén tich té bao m4u ngoai vi biing may dém laser

Téng phén tich té bio mau ngoai vi bing hé théng tu ddng hoan toan ¢6 nhudém tiéu
ban tu djng

Huyét db bang hé théng tur dong hoan toan

Huyét dd bing may dém laser

Thu thuét choc hit dich tiy xwong lam tay dd sir dung médy khoan cdm tay

Th thudt sinh thiét tily xwong st dung mdy khoan cim tay

Thi thuat sinh thiét tily xuong st dung kim sinh thiét diing mét lan

X¢ét nghiém mé bénh hoc tily xwong

Xét nghiém sirc bén hdng ciu (Of test)

Xeét nghiém sang loc huyét séc t6 E (DCIP-Dichlorophenol Indophenol)

X¢ét nghi¢m nhudm photphatase kiém bach ciu

12,

Xét nghiém va chan doén héa mé mién dich tity xuong cho mét dau 4n (Marker)
trén may nhuém ty dong

CHUONG I1. DPONG CAM MAU

13. | Po d dan héi cuc méu (ROTEM)

14. | Phét hién chét trc ché phu thudc thoi gian va nhiét d6 dudng dong méu noi sinh

5 Phat hién chét trc ché khong phy thuge thoi gian va nhiét do duong déng mau noi
" | sinh

16 Dinh lugng khéng thé khang Beta2 Glycoprotein I (aB2GPI) IgG-IgM bing k¥ thuat
"_| héa mién dich phat quang

17. | Pinh luong khéng thé khéng Cardiolipin IgG-IgM béng k§ thut héa midn dich phat
__| quang

18. | Dinh lugng khéng nguyén yéu té XIII

CHUONG II1. MIEN DICH- DI TRUYEN- SINH HOC PHAN TU'

ANA 17 profile test (sang loc va dinh danh déng thoi 17 typ khang thé khang nhan

P | bing sic ky mién dich)

20, | Pinh lugng IL 2R (hay CD 25 hoa tan) trong huyét thanh bing k3 thuat min dich
gin men (ELISA)

21. | Xét nghiém khang thé khéng tiéu cau tryc tiép va gidn tiép bing k¥ thut Flow
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Cytometry

Phén tich dédu 4n/CD/marker midn dich mau ngoai vi, hodc dich khac bﬁng k¥ thuét

a. flow cytometry (Iam cho 1 d4u 4n/CD/ marker)

53 | Phén tich ddu 4n/CD/marker mién dich tiy xuong bing k¥ thuat flow cytometry
(lam cho 1 dau an/CD/ marker)

24. | Xét nghiém khéng thé khang Dengue IgG va IgM (phuong phép thdm mién dich)

25, Xét nghié_m Xac dinhndéF xbién 'I'halass?mja (Phat hién déng thoi 21 d6t bién o-
thalassemia hodc 22 dot bién B-thalasemia)

26. | Xéc dinh gen bénh mu bing k¥ thujt clg FISH

27. | Xét nghiém giai trinh ty gen trén hé thdng Miseq

28. | Xét nghiém gen bang k¥ thust FISH véi tiéu ban Parafin

29. | Xét nghiém virus Zika biing ky thuit PCR

CHUONG 1V. HUYET THANH HQC NHOM MAU

30. | Xdc dinh khéng nguyén Mi® ctia h¢ nhém mau MNS (K§ thudt dng nghiém);

31. | Xdc dinh khéng nguyén Mi® cila hé nhém mdu MNS (K§ thuit Scangel/Gelcard);

32. | Xdc dinh khing nguyén H ctia hé nhém méu H (K thut dng nghiém);

33. | Xéc dinh khing nguyén H ctia hé nhém mau H (Ky thuét Scangel/Gelcard);

34. | Xéc dinh nhém mau A1 ctia h¢ nhém méu ABO (Ky thuit éng nghiém);

35. | Xac dinh nhém mau A1 ctia hé nhém mau ABO (K¥ thuat Scangel/Gelcard);

36, | Xét nghiém lya chon don vi m4u phi hop (10 don vi mau trong 3 diéu kién 22°C, |
37°C, khang globulin ngudi) béng k¥ thudt dng nghiém);

5% Xé(;t nghiém lya chon don vi méu phu hop (10 don vi mau trong 3 diéu ki¢n 22°C,
37°C, khang globulin ngudi) bing k§ thuat Scangel/Gelcard;

38. | Phan tmg hoa hop ¢6 st dung khang globulin ngudi (K§ thuit éng nghiém):;

39, Phén g hoa hop ¢6 sir dyng khéng globulin nguoi (K§ thuat Scangel/Gelcard trén
mdy bén tir dong);

40. | Xéc dinh khang nguyén D yéu ctia hé Rh (K§ thuat Scangel/Gelcard)

41. | Phan img hoa hgp tiéu cdu (K§ thuit pha rin)

42. | Xdc dinh khang nguyén nhém méu (K§ thut sinh hoc phan i)

CHUONG V. CONG NGHE TE BAO GOC

43. | Xtr Iy té bao géc bing may tw dong

44. | Xir Iy t€ bao géc bing phuong phap thi cong

45. | Pong lanh khoi té bao gbc bing hé théng ha nhiét do

46. | Rira san phim té bao gbc sau béo quén biing may tu dong

47. | Rira san phim té bao gbe sau bao quén bing phuong phép thi cong
48. | Danh gid ty 1¢ song ciia té bao bing ky thudt nhudm té bao dong chay
49. | Binh danh khéng thé Anti- HLA bing k¥ thuit ELISA

50. | Pinh danh khéng thé Anti-HLA bing k¥ thuat luminex

CHUONG VL SINH HOA HUYET HQC

51. | Dinh luong free kappa Huyét thanh




52. | Binh lugng free Lambda Huyét thanh
53. | Dinh lugng Transferin Recepter hoa tan

54. | D6 bdo hoa Transferin

55. | Dinh lugng st chua bdo hoa huyét thanh
56. | Do kha ning gin st toan thé

57. | Dinh lrgng vitamin B12 hoat tinh

58. | Dinh lugng Thymidine Kinase (TK)

59. | Dinh lugng IgA Kappa

60. | Pinh lugng IgA Lambda

61. | Dinh lugng IgG Kappa

62. | Pinh lugng IgG Lambda

63. | Dinh lugng IgM Kappa

64. | Pinh luong IeM Lambda ]







CHUONG 1. HUYET HQC TE BAO

TONG PHAN TiCH TE BAO MAU NGOAI VI BANG MAY LASER
(Complete blood count by laser hematology analyzers)

I. NGUYEN LY
Céc chi s t& bao mau phan anh tryc tiép hodc gian tiép tinh trang sinh ly
hodic mot sé bénh 1y cua co thé, co6 kha ning cung cip nhitng bang ching sém
nhat vé cac thay doi tinh trang strc khoe va tién trién bénh 1y.
I1. CHI PINH: xét nghiém co ban
I11. CHONG CHI PINH: Khong c6
IV. CHUAN BI
1. Nguoi thuce hién
01 k¥ thuat vién (Iam bang may).
2. Phuong tién, héa chat
2.1 Dung cu
- May dém té bao tu dong theo nguyén 1y trd khang va laser;
- May in keém theo;
- May lac 6ng mau;
- Ban say (dén hodc may say tiéu ban);
- Cong (bé) nhudm tiéu ban;
- Gi4 cim tiéu ban;
- Kinh hién vi quang hoc;
- May 1ap cong thiic bach ciu;
- M vach, gidy in két qua, s6 nhat ky may, s6 luu két qua;
- Ong nghiém c6 chat chong dong;
- Lam kinh, lam kéo;
- But chi danh dau, bat da ghi sb, bat bi vao so;
- Dau soi kinh, gac;
- Gang tay.
2.2 Héa chit
- Mau chuin may;
- Dung dich chay may, rira may;
- Con tuyét doi cd dinh tiéu ban;
- Dung dich Giemsa nguyén chit va Giém sa pha lodng 1/5;
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3. Mau bénh pham:

2ml mau ngoai vi chéng dong bang EDTA.
4. Phiéu xét nghiém

Gidy chi dinh xét nghiém (biéu mau sé 30/BV 01), c6 ghi day du thong
tin vé ngudi bénh, c6 danh dau nhing thong sd can xét nghiém, ghi 1d ngay
thang ndm va chit ky bac si ra y 1€nh.

V. CAC BUOC TIEN HANH
1. Nhan bénh phim

- Kiém tra mau mau: du sb luong va chit lugng, trén dng phai ghi day du
thong tin phu hop véi gidy xét nghiém;

- biéu dudng ghi va ky nhan vao s6 nhan bénh pham;

- Dan ma vach vao gidy xét nghiém va dng mau (cing mot ma sd);

- Nhép thong tin nguoi bénh vao phan mém Medisoft va Labcom.

2. Tién hanh k§y thuit

- Kiém tra hoa chat va dd tiéu hao: hoa chét con hay hét, han st dung;

- Bat may tinh va bat may xét nghi¢m;

- Chuan may (QC): dé mau chuan 1én may lac khoang 10 phut. Khi may
du nhiét d6 thi tién hanh chuan tat ca cac chi sb theo tung 16. Sau khi dat chuan
thi tién hanh chay mau.

- Kiém tra mau trude khi chay: thong tin hanh chinh, chét luong mau.

- Chon ché d9 va chuong trinh lam viéc twong tmg véi chi dinh.

- Xép miu bénh pham Ién rack bénh pham, theo thtr tu tir trai sang phai,
mat ma vach hudng vé phia khe doc. Dat rack vao khay chuyén mau ty dong.

- Chay may: khot dong ché d6 chay tu dong, vira chay may vua theo doi
may.

- Xem va in két qua.

- Trudng hop cé bat thuong: kéo tidu ban va nhudém Giemsa. Sau do, doc
trén kinh hién vi va déi chiéu tiéu ban véi két qua chay may.

VI. NHAN PINH KET QUA

- Néu két qua chay may phu hop véi tiéu ban, nhan vién xét nghiém ky,
ghi ngay thang xét nghiém va tra.

- Néu két qua chay may khong phi hop, phai kiém tra lai va béo céo bac si.
Luwu y: Thoi gian tir khi 14y mau ra khoi thanh mach dén khi lam xét nghiém
khong qué 6 gio.



VIL. NHUNG SAI SOT VA XU TRi
1. Sai sot
- Nhdm mAu bénh pham.
- May chay khong dung hodc nham két qua.
- Mau bénh pham iy khong du s luong, bi dong, hodc v& hong cau.
2. X tri
- B4o lai 1am sang truong hop nham bénh pham va gidy xét nghiém.
- Chay lai mau truong hop nham két qua.
- Yéu céu ly lai mau trong truong hop mau khong dat chat lugng.



TONG PHAN TiCH TE BAO MAU NGOAI VI BANG HE THONG TU
PONG HOAN TOAN (Cé nhudm tiéu ban tw dong)

(Complete blood count by automated hematology analyzers — with
automated slide staining)

I. DPAI CUONG
Céc chi sb t& bao mau phan anh truc tiép hodc gian tiép tinh trang sinh 1y
hodic mot sé bénh 1y cia co thé, c6 kha ning cung cp nhitng bang ching sém
nhat vé cac thay doi tinh trang sirc khoe va tién trién bénh 1y,
I1. CHI PINH: Xét nghiém co ban
I11. CHONG CHI PINH: Khong c6 chong chi dinh
IV. CHUAN BI
1. Nguoi thue hién: 01 k¥ thuat vién (1am bang may).
2. Phuong tién, hoa chat
2.1. Dung cu
- May dém té bao tu dong kém may in;
- May kéo nhuom ti€u ban ty dong;
- May lac 6ng mau;
- May tinh va may in;
- Lam kinh;
- Kinh hién vi quang hoc;
- May 1ap cong thiic bach cau;
- Gac.
- Ma vach, gidy in két qua, s6 nhat ky may, sb luu két qua;
- Gia dung ti€u ban;
- But chi danh d4u, bat da ghi sb, bat bi vao sb.
2.2. Hod chit
- Mu chuan;
- Hoa chit chay may; rira may;
- Ho4 chét nhudm lam;
- Dau soi, ¢dn tuyét ddi.

3. Mau bénh pham: 2ml mau ngoai vi chong dong bang EDTA.



4. Phiéu xét nghiém : Gidy chi dinh xét nghiém (biéu mau s6 30/BV 01), c¢6 ghi
day du thong tin vé ngudi bénh, c6 danh diu nhimg thong sb can xét nghiém,
ghi r0 ngay thang nam va chir ky bac si ra y 1énh.

V. CAC BUGC TIEN HANH

1. Nhan bénh pham

- Kiém tra mau mau: du sb luong va chit luong, trén dng phai ghi day du
thong tin phi hop voi gidy xét nghiém.

- biéu dudng ghi va ky nhin vao s6 nhan bénh phim.

- Dan ma vach Ién gidy xét nghiém va ong méau (cting mot mi sb).

- Nhép thong tin nguoi bénh vao phan mém Medisoft va Labconn.

2. Tién hanh k§y thuat

- Kiém tra hoa chit va do tiéu hao: hoa chat con hay hét, han st dung.
Kiém tra lam kinh va dat lam kinh vao may kéo lam tu dong.

- Bat may tinh va bat may xét nghiém (may dém té bao tu dong két ndi
vo1 may kéo lam ty dong).

- Chuan may (QC): dé mau chuan 1én may lic khoang 10 phat. Khi may
du nhiét d6 thi tién hanh chuan tat ca cac chi sb theo tung 16. Sau khi dat chuan
thi tién hanh chay mau.

- Kiém tra mau trudc khi chay: thong tin hanh chinh, chat lugng mau.

- Chon ché do va chuong trinh lam viéc tuong trng vai chi dinh.

- Xép miu bénh pham Ién rack bénh pham, theo thur tu tir trai sang phai,
mat ma vach hudng vé phia khe doc. Dat rack vao khay chuyén mau ty dong.

- Chay may: khai dong ché do chay tu dong, vira chay may vira theo ddi
may.

- Truong hop mau cé bat thudng, mau dugc chuyén sang may kéo va
nhudm ti€u ban ty dong.

- Poc trén kinh hién vi va ddi chiéu tiéu ban véi két qua chay may.

VI. NHAN PINH KET QUA

- Néu két qua chay may phu hop véi tiéu ban, nhan vién xét nghiém ky,
ghi ngay thang xét nghiém va tra.

- Néu két qua chay may khong phu hop véi tiéu ban, phai kiém tra lai
hodc bdo cao bac si hodc ngudi phu trach.

Luwu y: Thoi gian tir khi 14y mau ra khoi thanh mach dén khi lam xét nghiém
khong qué 6 gio.



VIL. NHUNG SAI SOT VA XU TRi
1. Sai sot
- Nhdm mAu bénh pham.
- May chay khong dung hodc nham két qua.
- Mau bénh pham 1ay khong du sé luong, bi dong, hodc v& hong cau.
2. X tri
- B4o lai 1am sang truong hop nham bénh pham va gidy xét nghiém.
- Chay lai mau truong hop nham két qua.
- Yéu céu ly lai mau trong truong hop mau khong dat chat lugng.



HUYET PO
(Bing hé théng tw dong hoan toan)
(Hemogram by automated hematology analyzers)

I. DPAI CUONG
S6 luong, hinh thai, thanh phan té bao mau ngoai vi c6 thé phan 4nh nhiéu
tinh trang sinh 1y cling nhu bénh 1y cta co thé. Huyét d6 13 ban téng két co binh
luan cac biéu hién do. Qua do, co thé dua ra mot s6 dinh hudng cho bac sy diéu
tri.
I1. CHI PINH
- Khi c6 biéu hién bat thuong trén xét nghiém tong phan tich té bao mau:
+ Tang hodc giam s6 lugng bach cau, bat thuong vé cong thirc bach cau.
+ Thiéu mau hoic ting s6 luong hong cau, luong huyét sic to.
+ Tang hodc giam s6 luong tiéu cau.
- C6 cac canh bao bat thudng sau khi chay may dém té bao.
I11. CHONG CHI PINH
Khoéng c6 chong chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién
- 01 k¥ thuat vién 1am xét nghiém (1am bang may);
- 01 ctr nhan chuyén khoa huyét hoc doc két qua.
2. Phuong tién, hoa chat
2.1. Dung cu
- My dém té bao tu dong;
- May kéo nhudm ti€u ban ty dong;
- May lac 6ng mau;
- Mdy tinh va may in;
- Lam kinh;
- Kinh hién vi quang hoc;
- May 1ap cong thirc bach ciu;
- Gac lau kinh,;
- Ma vach, giéy in két qua, s6 nhat ky may, s6 luu két qua;
- Gia dé 6ng nghiém, gia cim tiéu ban;
- But chi danh d4u, bat da ghi sb, bat bi vao sb.
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2.2. Héa chit

- MAu chuén;

- Ho4 chat chay mdy; rira may;

- Ho4 chat nhudm lam;

- DAu soi, con tuyét doi.

3. MAu bénh pham: 2ml mau ngoai vi chéng dong biang EDTA.
4. Phiéu xét nghiém

Gidy chi dinh xét nghiém (biéu mau s6 30/BV 01), c6 ghi day du thong
tin vé ngudi bénh, c6 danh dau nhing thong sd can xét nghiém, ghi & ngay
thang nam va chit ky bac sira y Iénh.

V. CAC BUOC TIEN HANH
1. Nhan bénh pham

- Kiém tra miu méau: da sd luong va chit luong, trén dng phai ghi day du
thong tin pht hop voi gidy xét nghiém.

- Piéu dudng ghi va ky nhan vao s6 nhan bénh pham.

- Dan ma vach 1én gidy xét nghiém va 6ng mau (ciing mot ma so).

- Nhép thong tin nguoi bénh vao phan mém Medisoft va Labconn.

2. Tién hanh k§y thuat

- Kiém tra hoéa chit va d6 tiéu hao: hoa chit con hay hét, han sir dung.
Kiém tra lam kinh va dat lam kinh vao may kéo lam ty dong;

- Bat may tinh va bat may xét nghiém (may tong phan tich té bao mau va
may kéo lam ty dong);

- Chuan may (QC): dé mau chuan 1én may lac khoang 10 phut. Khi may
du nhiét d6 thi tién hanh chuén tat ca cac chi sb theo ting 16. Sau khi dat chuan
thi tién hanh chay mau;

- Kiém tra mau trudc khi chay: thong tin hanh chinh, chat lugng mau;

- Chon ché do va chuong trinh 1am vi¢c tuong tng véi chi dinh;

- Xép mau bénh phém lén rack bénh phém, theo thir ty tur trai sang phai,
mat ma vach hudng vé phia khe doc. Dat rack vao khay chuyén mau tu dong;

- Chay may: khoi dong ché d6 chay tu dong, vira chay may vura theo doi
may;

- In két qua chay may;

- Mau duoc chuyén sang may kéo va nhudm tiéu ban tu dong;

- Poc va nhan dinh két qua trén kinh hién vi quang hoc.
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VI. NHAN PINH KET QUA

- Quan sat tiéu ban, ddi chiéu véi cac chi sb trén may dém té bao va phan
tich:

+ Héng cau: sd luong héng cau, lugng huyét sac to; dac diém vé phan bd,
kich thudc té bao, binh sic hay nhuoc sic, bat thuong vé hinh thai hodc cac thé
trong hong cau (néu co), c6 hong cau non va ty 16 hong cau ludi.

+ Bach cau: sb luong va cong thure bach cAu, bt thuong v& hinh thai néu co.

+ Tiéu cau: sd luong va do tap trung tiéu cau, bat thuong vé hinh thai (néu
o).

+ Bat thuong khac: ky sinh tring sét rét..

- Tong hop céac thong tin va c6 thé dua ra mot s6 dinh hudng vé bénh nhu:
thiéu méu thiéu sat, Thalassemia, lo-xé-mi cap, lo-xé-mi kinh...; Goi ¥ cac xét
nghiém nén lam.

Luu y: Thoi gian tir khi iy mau ra khoi thanh mach dén khi lam xét
nghiém khong qua 6 gio.

VIL. NHUNG SAI SOT VA XU TRi
1. Sai sot
- Nham méu bénh pham.
- May chay khong dung hodc nham két qua.
- Mau bénh pham iy khong du s6 luong, bi dong, hodc v& hong cau.
2. X tri
- B4o lai 1am sang truong hgp nham bénh pham va gidy xét nghiém.
- Chay lai mau truong hop nham két qua.

- Yéu cau lay lai mau trong truong hop mau khong dat chat luong.



HUYET PO
(Biang may laser)
(Hemogram by laser hematology analyzers)

I. PAI CUONG
S6 luong, hinh thai, thanh phan té bao mau ngoai vi c¢6 thé phan dnh nhiéu
tinh trang sinh 1y ciing nhu bénh 1y cta co thé. Huyét do 1a ban téng két co binh
luan cac biéu hién do. Qua do, co thé dua ra mot s dinh hudng cho bac sy diéu tri.
Il. CHI PINH
- Khi 6 biéu hién bat thuong trén xét nghiém tong phan tich té bao mau:
+ Tang hodc giam $6 lugng bach cau, bat thuong vé cong thirc bach cau.
+ Thiéu mau hodc ting sb luong hong cau, luong huyét sic to.
+ Tang hodc giam s6 lugng tiéu cau.
- C6 cac canh bao bat thuong sau khi chay may dém té bao.
I11. CHONG CHI PINH
Khong ¢ chdng chi dinh.
IV. CHUAN BI
1. Ngudi thuc hién
- 01 k¥ thuat vién (lam bang may).
- 01 ctr nhan chuyén khoa huyét hoc doc két qua.
2. Phuong tién, hoa chat
2.1. Dung cu
- May dém té bao tu dong theo nguyén 1y tré khang va laser;
- May lac 6ng mau;
- May tinh va may in;
- Ban séy tiéu ban;
- Lam kinh; Lam kéo;
- Cong, bé nhudm tiéu ban;
- Kinh hién vi quang hoc;
- May lap cong thirc bach cau;
- Gac;
- M vach, gidy in két qua, s6 nhat ky may, sb luu két qua;
- Gia dé 6ng nghiém, gia dung tiéu ban;
- But chi danh dau, bat da ghi sb, bat bi vao so.
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2.2. Héa chit
- MAu chuén;
- Ho4 chat chay may; rira may;
- Hoé chat nhuém Giémsa (nguyén chat va pha lodng 1/5);
- Dau soi;
- Con tuyét dbi.
3. MAu bénh pham: 2ml mau ngoai vi chéng dong biang EDTA.
4. Phiéu xét nghiém
Gidy chi dinh xét nghiém (biéu mau sé 30/BV 01), c6 ghi ddy du thong
tin vé ngudi bénh, c6 danh dau nhitng thong sd can xét nghiém, ghi 1d ngay
thang nam va chit ky bac sira y Iénh.
V. CAC BUOC TIEN HANH
1. Nhan bénh pham
- Kiém tra mau mau: du sb luong va chat luong, trén dng phai ghi day du
thong tin pht hop voi gidy xét nghiém.
- biéu dudng ghi va ky nhan vao s6 nhan bénh pham
- Dan ma vach 1én gidy xét nghiém va 6ng mau (ciing mot ma so).
- Nhép thong tin nguoi bénh vao phan mém Medisoft va Labconn,
2. Tién hanh k§y thuit

- Kiém tra hoa chit va do tiéu hao: héa chat con hay hét, han st dung.
Kiém tra lam kinh va dat lam kinh vao may kéo lam tu dong.

- Bat may tinh va bat may xét nghi¢m.

- Chuan may (QC): dé mau chuan 1én may lac khoang 10 phut. Khi may du
nhiét do thi tién hanh chuén tit ca cac chi sb theo tung 16. Sau khi dat chuén thi
tién hanh chay mau.

- Kiém tra mau trudc khi chay: thong tin hanh chinh, chat luong mau.

- Chon ché d¢ va chuong trinh lam viéc twong tng véi chi dinh.

- Xép mau bénh phém lén rack bénh phém, theo thur ty tr trai sang phai,
mat ma vach hudng vé phia khe doc.

- Pat rack vao khay chuyén miu tu dong.

- Chay may: khéi dong ché d6 chay tu dong, chay mdy va theo doi may.

- In két qua chay may.

- Lam tiéu ban mau dan va nhuom Giemsa

- Poc va nhan dinh két qua trén kinh hién vi quang hoc
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VI. NHAN PINH KET QUA

- Quan sat tiéu ban, ddi chiéu véi cac chi s trén may dém té bao va phan
tich:

+ Héng cau: sd lugng héng cau, luong huyét sic t0; Pac diém vé phan bd,
kich thudc té bao, binh sic hay nhuoc sic, bat thuong vé hinh thai hodc cac thé
trong hong cau (néu co), c6 hong cau non va ty 16 hong cau ludi.

+ Bach cau: sb luong va cong thure bach cAu, bt thuong v& hinh thai néu co.

+ Tiéu cau: sb luong va do tip trung tiéu cau, bat thudong vé hinh thai néu
cO.

+ Bat thuong khac: ky sinh tring sét rét..

- Tong hop céac thong tin va c6 thé dua ra mot sé dinh hudng vé bénh nhu:
thiéu méu thiéu sit, Thalassemia, lo-xé-mi cép, lo-xé-mi kinh...; Goi y cac xét
nghiém nén lam.

Luu y: Thoi gian tir khi iy mau ra khoi thanh mach dén khi lam xét
nghiém khong qua 6 gio.

VIL. NHUNG SAI SOT VA XU TRi
1. Sai sot

- Nham méu bénh pham.

- May chay khong dung hodc nham két qua.

- Mau bénh phﬁm léy khong du sb luong, bi dong, hodc vo hé)ng cau.

2. X tri
- B4o lai 1am sang truong hgp nham bénh pham va gidy xét nghiém.
- Chay lai mau truong hop nham két qua.

- Yéu cau lay lai mau trong truong hop mau khong dat chat luong.
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THU THUAT CHQC HUT DICH TUY XUONG
LAM XET NGHIEM TUY PO BANG MAY KHOAN CAM TAY

(Procedure of bone marrow aspirate for bone marrow aspiration by
machine)

I. DPAI CUONG

Tuy dd 1a xét nghiém phan tich s6 lugng va hinh thai cac té bao tuy xuong
dé thim do chirc ning tao méu ciing nhu goi ¥ cac nguyén nhin giy rdi loan
chtrc nang tao mau tai tuy xuong.
1. CHI PINH

- Chén doan xé4c dinh, theo doi diéu trj cac bénh Iy co quan tao mau nhu
lo-xé-mi, rdi loan sinh tay.....

- Panh gi4 tinh trang sinh mau cua tiy trong cdc bénh ly khac: nhiém
tring, bénh hé théng, ung thu di can....
I11. CHONG CHI PINH

Chéng chi dinh twong d6i khi 1am thua thuat:

- Nguoi bénh ¢o rdi loan dong mau hodc dung cac thube ting nguy co
chay mau.

- Khoéng lam thu thuat tai vi tri dang c6 nhiém tring.
IV. CHUAN BI
1. Nguoi thue hién

- 01 béc si chuyén khoa huyét hoc.

- 02 ki thuat vién chuyén khoa hd trg thu thuét.

- 01 k¥ thuat vién gitp viéc.
2. Phuong tién - hoa chat

- Phong thu thuat vo khuan;

- Dung cu da tiét trung (khay qua dau, xe ti€ém, hop dung cu);

- Sang vo khuan;

- Gang tay vo khuan;

- Xép cAm mau, bong, gac, urgo;

- Bom tiém 5ml, 10 ml, 3 ml;

- Kim léy thudc;

- Bo sinh thiét tiy xuwong bang may khoan cam tay;

- Tay khoan;
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- Ban say (hodc dén hodc mdy siy tiéu ban);

- Gi4 cdm tiéu ban;

- Ong nghiém c6 chat chong dong EDTA;

- Lam kinh, lam kéo;

- But chi danh dau tiéu ban, but da ghi s6 éng, but bi vao so;

- M, khau trang, quﬁn 40 bao hd lao dong.
2.2. Héa chit

- Dung dich c6 dinh Helly.

- Thubc gy té Lindocain 2%

- Vat liéu sat trung: con i6t 5%, con 70°C.
3. Nguoi bénh

- Phai dugc béac si tu van, giai thich trude khi 1am xét nghiém dé nguoi
bénh yén tdm va cung cOng tac.

- Thir test thude gay té c¢6 két qua am tinh.
4. Phiéu xét nghiém

- C6 gidy chi dinh xét nghiém huyét tiry d6 ghi day du thong tin vé ngudi
bénh.

- Co két qua thur test thudc gay té am tinh véi chit ky ctia nguoi doc két
qua.
V. CAC BUOC TIEN HANH
1. Kiém tra ho so
2. Kiém tra nguoi bénh

- Kiém tra d6i chiéu cac thong tin giita ngudi bénh va chi dinh xét nghiém

- Ngudi bénh duoc giai thich 1y do, tu van tdm 1y trude khi 1am tha thuat

- Tu thé nguoi bénh: nam sép voi vi tri choc 1a gai chau sau trén.
3. Tién hanh k§y thuat

- LAy méu tinh mach (quy trinh ldy mau tinh mach) cho vao éng chéng
dong EDTA va kéo 4-6 ti€u ban mau dan.

- X4c dinh vi tri choc tuy ¢ gai chau sau trén.

- Sat tring da theo hinh xody dc tir diém mdc ra xung quanh ban kinh 5
cm bang con iod, sau d6 bang con 70°.

- Trai sing v6 khuén.,

- Gay té tung 16p, dac biét l1a mang xuong.

- Cho 2 phut.
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- Choc kim qua da va co

+ Nghiéng 45° so v6i mit da, an nhe kim qua da.

+ Dung kim thang dimg, dua kim khoan nhe nhang qua 16p co.

- Khoan kim vao khoang tiy

+ Xéc dinh lai diém moc.

+ Lap dbc kim vao dau nbi may khoan.

+ Dung thang kim, khoan kim qua mang xwong dén 6 tiy (thudng sdu
0,5-1 cm).

- L4y dich tiiy xuong.

+ Théao kim khoi may khoan.

+ Dung bom tiém 10 ml hat 1ay 0,5ml dich tity, cho vao éng chong dong
0,3ml dich, con lai gan 1§y can kéo 8-10 tiéu ban, co thé 1am lam ap néu can.

- Rut kim ra nhanh sau khi hat du dich tiy xuong.

- Bang cAm mau bang x6p cAm mau va bang Urgo.

- Dan do nguodi bénh cach cham soc va theo doi vét choc.
VI. NHAN PINH KET QUA

- Dich tiiy khong bi dong, c6 nhiéu hat tiy.

- Tiéu ban dan déu, dep.

- V1 tri lam thu thuat khong chay mau.
VII. THEO DOI

Theo ddi trong vong 15 phat khong thdy mau tham ra bang thi cho nguoi
bénh ra khoi phong theo doi.
VIII. XU TRI TAI BIEN

N6i chung it ¢6 tai bién. C6 thé nguoi bénh lo ling, so hai: can giai thich
1o dé nguoi bénh yén tam, tré em co thé dung tién mé, an than nhe.

- Pau: gay té t6t vi tri choc.

- Séc di tng thude gay té: phai thir test trude.

- Nhiém trung noi choc: dung cu va thao tic phai dam bao vo trung.

- Chay mau vi tri choc tiy:

+ Han ché sinh thiét tay xwong khi nguoi bénh c6 rdi loan dong cam méu.
Ding thudc cé kha ning 1am ting nguy co chay mau trude 1 tuan.

+ Bang ép cAm mau tai chd.

+ Dung thuoc cam mau (né€u can).
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THU THUAT SINH THIET TUY XUONG
(st dung may khoan cim tay)
(Procedure of bone marrow biopsy by machine)

I. NGUYEN LY

Sinh thiét tuy xuong la k¥ thuat khao sat cAu tric md bénh hoc cla tuy tao
mau. Day 1a tha thut kho tién hanh va nhan dinh két qua, doi hoi chuan bi ky
ludng va thue hién boi bac si chuyén khoa huyét hoc c6 kinh nghiém.
Il. CHI PINH

- Chéan doan xac dinh, chan doan giai doan, theo ddi diéu tri cac bénh
thudc hoi chung ting sinh tiy man tinh, hoi ching ting sinh lympho, rdi loan
sinh tuy, suy tuy xuong.

- H tro chan doan (lo xé mi cap, xuat huyét giam tiéu cau...) trong céc
truong hop tiy d6 ngheo té bao.

- Chan doan cac truong hop ung thu di cin tily xwong, u lympho xam lan
tuy xuong.
I11. CHONG CHI PINH
Chéng chi dinh twong di trong trudng hop

- C6 10i loan déng méu;

- Pang str dung thudc 1am ting nguy co chay mau nhu: aspirin, heparin;

- Nguoi bénh cé cac bénh 1y nd1 khoa nidng khac kem theo nhu: suy ho
hép.
IV. CHUAN BI
1. Ngudi thuce hién

- 01 bac si.

- 02 k¥ thuat vién phu thu thuat.

- 01 k¥ thuat vién gitp viéc.
2. Phuong tién - hoa chit
2.1. Phwong tién

- Phong thu thuat vo khuan;

- Dung cu da tiét trung (khay qua dau, xe ti€ém, hop dung cu);

- Sang vo khuan;

- Gang tay vo khuan;

- X0p cam mau, bong, gac, urgo;

16



- Bom tiém 5ml;
- Kim léy thudc;
- B0 sinh thiét tiy xwong bang may khoan cam tay
- Tay khoan;
- Lo thuy tinh 60ml (lo ¢6 to);
- M, khau trang, bao hd lao dong.
2.2. Héa chit
- Dung dich c6 dinh Helly;
- Thubc gy té Lindocain 2%;
- Vat liéu st tring: cdn i6d 5%, con 70°C.
3. Nguoi bénh
Ngudi bénh dugc giai thich vé su can thiét, cac tai bién c6 thé c6 cua thu
thuat.
4. Phiéu xét nghiém
- C6 phiéu chi dinh xét nghiém ghi day du thong tin cia nguoi bénh.
- C6 két qua thir test thudc gdy t& am tinh voi chit ky ctia nguoi doc két
qua.
V. CAC BUOGC TIEN HANH
1. Kiém tra hd so
2. Kiém tra nguoi bénh
- Kiém tra ddi chiéu cac thong tin gitta ngudi bénh va chi dinh xét nghiém
- Nguoi bénh duoc giai thich 1y do, tu van tam 1y trude khi 1am thi thuat
- Tu thé: ngudi bénh nam sap, thoai mai
3. Tién hanh k§y thuat
- Xac dinh vi tri choc sinh thiét & gai chau sau trén.
- Sat tring da theo hinh xody dc tir diém mdc ra xung quanh ban kinh 5
cm bang con iod, sau d6 bang con 70° .
- Trai sang vo khuan
- Gay té tung 16p, dac biét 1a mang xuong.
- Cho 2 phut.
- Choc kim sinh thiét qua da va co:
+ Nghiéng 45° so v6i mat da, 4n nhe kim qua da
+ Dyng kim thang dimg khoan nhe nhang qua 16p co.
- Khoan kim vao khoang tuy
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+ Xéc dinh lai diém mdc.

+ Lap dbc kim vao dau nbi may khoan.

+ Dung théng kim, khoan nhe kim trén mang xuong, ¢d dinh kim khoan.

- LAy manh sinh thiét tay xuong

+ Thao may khoan ra khéi ddc kim, rat nong kim.

+ Lép dbc kim vao dau ndi may khoan, tiép tuc khoan 1,5 - 2cm, sau do
rat kim ra khoi xwong, mang xuong va da. Luu ¥ 13 phai bAm may khoan lién
tuc tir lac khoan vao tiép cho toi khi rat kim ra khoi da.

+ Thao kim khoéi may khoan

+ Dung thong nong dé lay manh sinh thiét.

- Cam méu, dan bang.
- Tha manh sinh thiét vao dung dich cb dinh.
- Thao vé boc khoan dé gii lai tay khoan.

4. Theo doi

Theo ddi trong 15 phut, khong thdy mau thdm ra bang thi cho nguoi bénh

ve.

VI. NHAN PINH KET QUA
- Manh sinh thiét dep: dai 1,5 - 2cm, khdong bi nat, X04n vin
- Vi tri 1am sinh thiét khong chay mau

VIL XU TRI TAI BIEN

N6i chung it c¢6 tai bién. C6 thé nguoi bénh lo ling, so hii: can giai thich
rd dé ngudi bénh yén tam, tré em c6 thé ding tién mé, an than nhe.

- Pau: gay té tét vi tri choc

- Séc di tmg thudc gay té: phai thir test trude.

- Chay mau vj tri sinh thiét:

+ Han ché sinh thiét tily xwong khi ngudi bénh c6 rdi loan dong cam mau.
Ding thudc cé kha ning 1am ting nguy co chay mau trude 1 tuan.

+ Bang ép cam mau tai chd.

+ Dung thuéc cAm mau (néu can).

- Nhiém trung vi tri sinh thiét: dung cu va thao tic phai dam bao vo trung.

Dung thubc khang sinh pho rong 5-7 ngay.
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THU THUAT SINH THIET TUY XUONG
(st dung kim sinh thiét dung 01 lin)
(Procedure of bone marrow biopsy by needle biopsy using 1 times)

I. NGUYEN LY

Sinh thiét tuy xuong la k¥ thuat khao sat cAu tric md bénh hoc cla tuy tao
mau. Béng k¥ thuat ¢ dinh, cit 14t va nhudm td chirc hoc, xét nghi¢m sinh thiét
tay xuong cho phép khao sat:

- CAu triic mo bénh hoc cua tuy sinh mau.

- S6 luong, hinh théi, cdu trac, thanh phan va vi tri nguyén ty cau té bao
mau va cac bat thudng cta hé thong lién vdng (x0, soi).
II. CHI PINH

- Chan doan xac dinh, chan doan giai doan, theo doi diéu tri cac bénh
thudc hdi chung tang sinh tiy man tinh, héi ching tang sinh lympho, r6i loan
sinh tly, suy tuy xuong.

- Hd tro chan doan (lo xé mi cap, xuit huyét giam tiéu ciu...) trong céac
truong hop tiy d6 nghéo té bao.

- Chan doan cac truong hop ung thu di cin tuy xuwong, u lympho xam lan
tuy xuong.
I1I. CHONG CHI PINH

- C6 16i loan déng mau.

- Pang str dung thudc 1am ting nguy co chdy méau nhu: Aspirin, heparin. ..

- Nguoi bénh cé cac bénh 1y ndi khoa nidng khac kem theo nhu: Suy tim,
suy ho hap, hon mé. ..
IV. CHUAN BI
1. Ngwoi thuc hién

- 01 béc si.

- 02 k¥ thuat vién phy tha thuat.

- 01 k¥ thuat vién giap viéc.
2. Phuong tién - hoa chit
2.1. Phwong tién

- Phong thi thuat vo khuan;

- Dung cu da ti¢t trung (khay qua dau, xe tiém, hop dung cu);

- Sang vo khuan,;
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- Gang tay vo khuén;
- Xép cAm mau, bong, gac, urgo;
- Bom tiém 5ml;
- Kim lay thudc;
- B6 kim sinh thiét tiy xwong mét 1an;
- Lo thuy tinh 60ml (lo ¢6 to);
- M, khau trang, bao hd lao dong.
2.2. Héa chit
- Dung dich c¢6 dinh Helly;
- Thudc gy té Lindocain 2%;
- Vit liéu sat tring: con i6d 5%, con 70°C.
3. Nguoi bénh
Ngudi bénh dugc giai thich vé su can thiét, cAc tai bién c6 thé c6 cta thi thuat.
4. Phiéu xét nghiém
- C6 phiéu chi dinh xét nghiém ghi day du thong tin cia nguoi bénh.
- C6 két qua thir test thudc gdy t& am tinh voi chit ky ctia nguoi doc két
qua.
V. CAC BUOC TIEN HANH
1. Kiém tra hd so
2. Kiém tra nguoi bénh
- Kiém tra ddi chiéu cac thong tin gitta ngudi bénh va chi dinh xét nghiém
- Nguoi bénh duoc giai thich 1y do, tu van tam 1y trude khi 1am thi thuat
- Tu thé: ngudi bénh nam sap, thoai mai
3. Tién hanh k§y thuat
- Xac dinh vi tri choc sinh thiét & gai chau sau trén.
- Sat tring da theo hinh xody dc tir diém mdc ra xung quanh ban kinh 5
cm bang con iod, sau d6 bang con 70°.
- Trai siang v6 khuan.
- Gay té tung 16p, dac biét 1a mang xuong.
- Cho 2 phut.
- Choc kim sinh thiét qua da va co:
+ Nghiéng 45° so véi mit da, 4n nhe kim qua da.
+ Dung kim thang dung khoan nhe nhang qua 16p co.
- Khoan kim vao khoang tuy
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+ X4c dinh lai diém moc.

+ Dung théng kim, khoan nhe kim trén mang xuong, ¢ dinh kim khoan.

- LAy manh sinh thiét tay xuong.

+ Rt nong kim.

+ Lap nap nhuya 1én déc kim, tiép tuc khoan nhe nhang 1-1,5 cm...

+ Lic nhe kim dé cdt roi manh sinh thiét khoi t6 chirc xwong xung quanh.

+ Xoay kim tai chd theo mét chiéu 2-3 vong.

+ Tu tir rat kim, khi than kim qua khéi mang xuong, nghiéng kim, nhe
nhang rat kim khdi mat da.

+ Dung thong nong dé 1y manh sinh thiét.

- Cam mau, dan bang.

- Tha manh sinh thiét vao dung dich c6 dinh.
3. Theo doi
Theo ddi trong 15 phut, khong thdy mau tham ra bang thi cho ngudi bénh vé.
VI. NHAN PINH KET QUA

- Manh sinh thiét dep: dai 1,5 - 2cm, khong bi nat, X04n van

- Vi tri 1am sinh thiét khong chdy mau
VIL. NHUNG SAI SOT VA XU TRi

N6i chung it ¢6 tai bién. C6 thé nguoi bénh lo ling, s hii: can giai thich
1o dé nguoi bénh yén tam, tré em co thé dung tién mé, an than nhe.

- Pau: gay té tét vi tri choc.

- Sbc di ing thudc gay té: phai thir test trude.

- Chay mau vi tri sinh thiét:

+ Han ché sinh thiét tiy xwong khi ngudi bénh c6 rbi loan dong cam méu.
Dirng thudc c¢6 kha ning lam ting nguy co chay mau trude 1 tudn.

+ Bang ép cam mau tai chd.

+ Dung thudc cAm méu (néu can).

- Nhiém trung vi tri sinh thiét: dung cu va thao tac phai dam bao vo trung.

Dung thudc khang sinh phd rong 5-7 ngay.
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XET NGHIEM MO BENH HQC TUY XUONG
(Histopathology of bone marrow biopsy)

I. PAI CUONG

Xét nghiém mo bénh hoc tiy xuwong la qua trinh xtr ly, nhuom (HE, PAS)
va phén tich két qua manh sinh thiét tiy xwong. Nham danh gia: Cau tric mo
bénh hoc cua tuy sinh mau; S6 lugng, hinh thai, cAu trac, thanh phﬁn va vi tri
nguyén uy cua cic dong té bao. Tir 6 gitip hd trg chan doan cac bénh 1y lién
quan dén co quan tao mau.
I1. CHI PINH

Céc bénh ly lién quan dén co quan tao mau, can khao sat mé bénh hoc tuy
xuong.
I11. CHONG CHI PINH: khéng c6
IV. CHUAN BI
1. Nguoi thue hién

- 01 bac si phan tich két qua.

- 01 k¥ thuat vién xir Iy va nhuém HE, PAS manh sinh thiét tily xuong.
2. Phuong tién - Héa chat
2.1. Dung cu

- May chuyén mau ty dong;

- May duc ty dong;

- May cit tiéu ban;

- May nhudm tiéu ban tu dong.

- Ban sy 37°C;

- Kinh hién vi quang hoc;

- Gia gd cai tiéu ban: 02 chiéc;

- Gac thAm nudc: 03 chiée;

- But chi hodc but viét kinh: 01 chiéc;

- Lamen 22 x 24 hoac 22 x 22.
2.2. Héa chit

- Dung dich khtr canxi:

+ Dung dich I: axit formic, nudc CAt;

+ Dung dich I1: Tri- natricitrat, nudc cat.

- Hoa chat chuyén dtc manh sinh thiét:
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+ Cdn tuyét ddi 1, 2, 3;
+ Xylen 1, 2, 3;
+ Paraffin.
- Tay paraffin
+ Toluen 1,2,3;
+ Cdn tuyét ddi 1,2,3, con 80 do.
- Hoa chit nhuém HE
+ Dung dich hemalun demayer;
+ Dung dich erythrosin;
+ Dung dich lugol;
+ Dung dich Na2S203 5%;
+ Dung dich Na2CO3 1%;
+ Acid HCL 1%: dé trong bé nhuém 200ml.
- Héa chat nhudom PAS
+ Dung dich Periodic;
+ Shiff;
+ CaCO:s.
+ Hematoxylin.
- Boom Canada: 13y ra cdc nho, dé trong ti 60°C.
3. Ngudi bénh/ Miu bénh pham
- Manh t6 chue tiy xwong di c6 thong tin (tén, tudi...), ky hiéu.
- S6 lugng: 02 tiéu ban /1ngudi bénh.
4. H6 so bénh an/phiéu xét nghiém
- Gidy xét nghiém chi dinh ctia bac si diéu tri
- Quy trinh k¥ thuat xét nghiém
V. CAC BUOC TIEN HANH
1. Xir Iy manh sinh thiét tiy xwong
- Khtr canxi
- Chuyén trong héa chit trén may chuyén tu dong gém cac budc:
+ Rira mau
+ Pay nudc bang ngdm mau trong con
+ Pay con bang Xylen
- Btic khudn paraffin manh sinh thiét trén may dic tu dong.

- Bao quan khu6n manh sinh thiét trong ngin ti mat (2-8°C).
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2. Chuan bi tiéu ban

- Cit tiéu ban sinh thiét tiy xuong chidu day 2-2,5 pm.
3. Cac phuwong phap nhuom

- Nhuém HE tiéu ban sinh thiét tiy xuong trén mdy nhudm tiéu ban tu

dong.

- Nhudém PAS tiéu ban sinh thiét tiy xuong trén may nhudm tiéu ban tu

dong

- Gén lamen
VI. NHAN PINH KET QUA

- Tiéu ban sinh thiét dep va tiéu chuan khi:

+ Dai 1-1,5c¢m, ¢6 it nhat 10 khoang sinh mau, mot 16p té bao.

+ Giit nguyén ven cau triic md bénh hoc tuy xuong.

- Quan sat bang vat kinh x10 (danh gia chung):

+ Kich thuéc manh sinh thiét

+ C0 sai soOt k¥ thuat nhu €ép tuy qud manh, cham mach mau, hay x¢ rach
khoang tao mau hay khong.

+ C6 nhiing thay doi cau tric 16n nhu di can ung thu, hodc u lympho hay
khong?

- Quan sat bang vat kinh x40 (danh gia chi tiét):

+ Pic diém cau trac va thanh phan khoang tao mau (kich thudc bé xuong
va khoang sinh mau, mat d6 va dic diém phan bd té bao).

+ Co sai sot ky thuat nhu ép tily qua manh, cham mach mau, hay x¢é rach
khoang tao mau hay khong?

+ Pic diém vé hinh thai hoc va tuong quan sb luong cua cac dong té bao:
héng cau, bach cau, tiéu cu.

+ Danh gia tinh trang xo, mo, dy triv sat, huy ¢t bao va tao cbt bao.

+ Tinh trang xdm nhép ctia cc t& bao ngoai tuy, dic biét 1a di can ung thur.
VII. NHUNG SAI SOT VA XU TRi
1. Sai sot

- Xtr Iy manh sinh thiét khong tét.

- Cat tiéu ban qua day.

- Sai s6t trong qué trinh nhudm:

+ Tiéu ban chua khé han trudce khi nhuom.

+ Thoi gian nhudém cac thi hoa chit khong phu hop.
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+ Hoa chat da bi thay doi nong do.

+ K¥ niang chuyén mon cua k¥ thuat vién chwa 6n dinh.

- K¥ ning chuyén mén ctia ngudi nhan dinh két qua chua tot.
2. X tri

- Tuan thu qui trinh xtr 1y, cit, nhudm tiéu ban.

- Pha hoéa chit ding loai, néng do.

- Nang cao tay nghé k§y thuat vién.

- Nang cao chuyén mon cua ngudi nhan dinh két qua.
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XET NGHIEM SUC BEN HONG CAU (OF TEST)
(Osmotic fragility test)

LNGUYEN LY
Kiém tra strc bén hong cau & ndng d6 dung dich Natri clorua 0,36%.
II. CHI PINH

Sang loc bénh Thalassemia.
III.CHONG CHI PINH: Khong c6
IV.CHUAN BI
1. Nguwoi thue hién: Ky thuat vién xét nghi¢m
2. Phuong tién, hoa chat
2.1. Dung cu
- Micropipet 20—-100pul + dau con phu hop;
- Gia cam 6ng nghiém mau;
- Bong hd hen gio Quater time (néu c6);
- Khay dé dau con ban.
2.2. Héa chit
- B§ kit OF test.
3. Bénh pham
- 2ml méau ngoai vi ctia ngudi bénh duge chéng dong bang EDTA.
- 2ml mau ngoai vi ciia ngudi binh thuong (mau ching).
4. Ho so bénh an/Phiéu xét nghiém
- Phiéu xét nghiém c6 thong tin pht hop v6i ng mau.
- Quy trinh k¥ thuat da dugc phé duyét.
V. CAC BUOC TIEN HANH
- Ghi tén hodc ma s6 ciia mau ching va ngudi bénh trén mdi dng nghiém;
- Cho vao mdi dng nghiém 20 pl mau;
- Lic 6ng nghiém 2-3 lan;
- Pé trong nhiét d6 phong thi nghiém 5 phut;
- Nhan dinh két qua.
VI. NHAN PINH KET QUA
Nhan dinh két qua phai dugc thuc hién ngay khi du thoi gian. Pat 6ng
bénh va éng chimg phia trude thude do va quan sat 3 hang ké trén thude do:
- Am tinh: Ong nghiém c6 mau do rd rang, dong ké rd.
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- Duong tinh: Ong nghiém c6 mau dé duc, dong ké mo.
VIL. NHUNG SAI SOT VA XU TRi
1. Sai sot
- Poc két qua cham, khong diing thoi gian
- Hut méau khong du s6 luong.
- Khong dao déu miu mau trude khi hit.
- B kit: qua han str dung, diéu kién bao quan khéng dung, c6 bat thuong
ctia 6ng nghiém trong b kit nhu mau sic, do trong. ..
2. X tri
- Kiém tra chat lugng, han sir dung b kit trudc khi tién hanh xét nghiém.
- Pao déu miu mau va hat du sé luong.

- Poc két qua ngay sau khi du thoi gian.
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XET NGHIEM SANG LQOC HUYET SAC TO E
DCIP - Dichlorophenol Indophenol
(Screening hemoglobin E test — DCIP)

I. NGUYEN LY
DCIP (Dichlorophenol Indophenol) 1a mét loai thubc nhudm tong hop c6
mau xanh. Huyét sic té E va cac phan tir hemoglobin khong 6n dinh khac sé& bi
két tua khi tiép xtac v6i thude nhudém nay & 37°C trong pH 7,5.
II. CHI PINH
- Sang loc bénh Thalassemia.
- Sang loc bénh huyét sic t E.
III.CHONG CHI PINH: Khong ¢ chdng chi dinh
IV.CHUAN BI
1. Nguoi thue hién: Ky thuit vién xét nghiém
2. Phuong tién, héa chat
2.1. Dung cu
- Micropipet 20—100p1 + dau con phu hop;
- Gia cdm 6ng nghiém mau;
- Tu 4m dat nhiét d6 37°C;
- Pong ho hen gid Quater time (néu co);
- Gac sach hoic gidy tham;
- Hop dé dau con ban.
2.2. Héa chit
- Bo kit DCIP test.
- Vitamin C 1/10 (pha 1ml Vitamin C v&i 9ml nudc cat).
3. Bénh pham
- 2ml méau ngoai vi ctia ngudi bénh dugce chéng dong bang EDTA.
- 2ml mau ngoai vi cia ngudi binh thuong (mau ching).
4. Ho so bénh an/Phiéu xét nghiém
- Phiéu xét nghiém c6 thong tin pht hop voi dng mau.
- Quy trinh da dugc phé duyét.
V. CAC BUOC TIEN HANH
- Ghi tén hodc ma s6 cia mau ching va ngudi bénh trén mdi dng nghiém.

- Cho v&o mdi dng nghiém 20 pl mau.
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- Lac 6ng nghiém 2-3 lan.

- U 6ng nghiém trong panmari & 37°C trong 30 phut.

- LAy méu khoi panmari, cho thém 20 ul vitamin C 1/10.

- Lic 6ng nghiém 2-3 lan.

- Pbat 6ng chimg va 6ng bénh pham 1én trén thudc do (theo bd test) va doc
két qua.
VI. NHAN PINH KET QUA

Nhan dinh két qua phai dugc thyc hién ngay sau khi cho thém vitamin C.
Dit dng nghiém va dng chung phia trude thude do va quan sat 3 hang ké trén
thudc do:

- Am tinh: Ong nghiém c6 mau nau d6 o rang, dong keé rd.

- Duong tinh: Ong nghiém c6 mau nau d6 duc, dong ké mo.
VII. NHUNG SAI SOT VA XU TRi
1. Sai sot

- Poc két qua cham, mau sdc mau xét nghiém s€ dugc thay ddi tr mau
nau d6 sang mau do, dé gay am tinh gia.

- Hat mau khong du sb luong.

- Khong dao déu miu mau trude khi hit.

- B kit xét nghiém qua han st dung, bao quan khong dung, co bat thuong
vé mau séc, do trong...
2. X1 tri

- Kiém tra chat lugng, han sir dung b kit trudc khi tién hanh xét nghiém.

- Ddo déu miu méau va hut du s6 luong.

- Poc két qua ngay sau khi du thoi gian.
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XET NGHIEM NHUQM PHOTPHATASE KIEM BACH CAU
(Procedure of leukocyte alkaline phosphatase staining)

I. NGUYEN LY

Mudi phét phat cta oc naphtol dudi tic dong cia men phosphatase kiém
bach cau trong méi truong co ion magie sé& giai phong ra o« Naphtol. oc Naphtol
két hop voi mubi diazo (fast blue) tao thanh mot san phém azo tua, cO mau.
II.CHI PINH

- Xép loai bénh Loxémi cip;

- Hd trg chan doan hinh thai hoc trong chan doan bénh ly r6i loan sinh tay
hoac cac truong hop khac.
I1I. CHONG CHI PINH: Khong ¢
IV. CHUAN BI
1. Nguoi thue hién: K§ thuat vién Huyét hoc.
2. Phuong tién, hoa chat
2.1.Dung cu

- Ban sdy hodc quat sdy tiéu ban;

- Kinh hién vi quang hoc;

- Bé nhudm tiéu ban dung tich 100ml;

- Tt 4m hodc binh cach thiy 37°C;

- Gia go cai tiéu ban;

- Pipet Paster;

- Ong dong 5ml;

- Gac thAm nuéc;

- But chi.
2.2. Héa chit

* Dung dich co chat.

- 40 mg Napthol AS - Bl phosphat;

- 1200ul dimethyl formamide;

- Mudi Fast blue RR salr.

* Hoa chat ¢d dinh;

- Formandehyt 40%;

* Pha dung dich dém Tris pH=8:
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- Tris: 2,43¢;

- Nudc cat: 25ml;

- Acid HCL 1N: 18,5ml;

- Nuéc cat vira di 100ml.

* Dung dich nhuém nén — dung dich Kernetrot:

- Nuclear fas red (C14H8NNaO7S): 200mg;

- AI2ZNH4(S04)a3: 50;

- Nudc cit (H,0): 100ml.

Cho 100ml nuéc cat vao cdc — cho Al;NH4(SO4); vao dun soéi cho tan
hét, cho tiép nuclear fas red vao dé soi 1 phut bac ra dé ngudi va cho thém vai
hat thymol vao dé bao quan & nhiét 46 phong, khi dung phai loc 8¢ trong tii 4m.

* Hoa chat khac: Dau soi kinh hién vi.

3. Ngudi bénh/ Miu bénh pham

- 01 Ti€u ban mau ngoai vi hoac dich tuy xuong cua ngudi bénh theo chi
dinh: da ghi thong tin (tén, tudi...), ky hiéu PAL, di kho.

- 01 tiéu ban cua miu mau ngoai vi c6 ty 1& bach cau doan trung tinh >
70% (ti€u ban chung).

4. Ho so bénh an/phiéu xét nghiém
- Giéy x¢t nghiém chi dinh ctia Bac si diéu tri.
- Quy trinh k¥ thuat xét nghiém.

V. CAC BUOC TIEN HANH

- C6 dinh ban con focmol 10%: 15 phut.

- Rira dudi voi nudc chay 30 gidy, dé kho.

- U trong dung dich nhuoém 1 gio, 37°C

- Rira dudi voi nudce chay, dé kho.

- Nhuom nén bang dung dich Kernetrot.

Chu ¥: tiéu ban phai dugc cb dinh ngay, cang sém cang tot.

VI. NHAN PINH KET QUA

Céc té bao duong tinh co cac hat xam den trong bao tuong. Tinh score

trong 100 té bao can xem xét.

VIL. NHUNG SAI SOT VA XU TRi

1. Sai sot
- Dung dich nhudém nén khéng dat tiéu chuan (do dé lau ngay).
- C6 dinh tiéu ban chua tot.
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- Tiéu ban chua kho han trude khi nhudm cac thi khac.

- Thoi gian ngam tiéu ban trong dung dich nhuém qua dai hodc qua ngan.
2. Xur tri

- Kiém tra hoa chét, pha hoa chét dang loai, néng dd tiéu chuan.

- Tuan thu qui trinh nhuém: ¢ dinh tbt, dé kho tiéu ban, thoi gian phan

ung phu hop.
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XET NGHIEM VA CHAN POAN HOA MO MIEN DICH TUY XUONG
CHO MOT DAU AN (MARKER) TREN MAY NHUQOM TU PONG

(Test and diagnostic on immunohistochemical bone marrow biopsy for a
marker by automated staining machines)

I. NGUYEN LY

Nhuém héa mé mién dich manh sinh thiét tiy xwong 1a phuong phap
nhudém st dung cac khang thé da biét dé xac dinh khang nguyén co trong to
chtre tiy xwong. Day 13 k§ thuat két hop phan tmg mién dich va héa chét trén
may nhudém chuyén dung dé 1am hién rd cac khang nguyén hién dién trong té
bao (bao twong, mang té bao, nhan té bao).
II. CHI PINH

- Nghi ngd u lympho xam lan tiy xuong;

- Nghi ngo K di can tuy xuong;

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

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

- Ky thuat vién chuyén khoa xét nghi¢ém thyc hién k¥ thuat may;

- Béc si chuyén khoa Huyét hoc thyuc hién phan tich két qua.
2. Phuong tién héa chat
2.1. Dung cu

- M4y nhuoém hoéa méd mién dich;

- May cit tiéu ban;

- Ban séy;

- Micropitpet + dau con;

- (G14 cai tiéu ban,;

- Lam kinh chuyén dung (theo may);

- Lamen gan tiéu ban (theo may);

- Gac sach.
2.2. Héa chit

- Cac héa chat khtr parafin;

- Con;
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- Nudc cét, nude rira (Dewax);
- Dung dich Buffer (IHC);
- Khang thé 1 (Anti Human — Tuy timg CD theo chi dinh);
- Khang thé 2 (Envision + HRP - REF: K5007);
- B dinh mau DAB + Chomogen (REF: K5007);
- Dung dich Hematoxylin 5% 100ml;
- Boom Canada: Lay ra cdc nho, dé trong ta 60°C.
2.3. Bénh phim
Lbc nén manh sinh thiét tay xwong
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 trong ti lanh 2-8°C.
- Cit tiéu ban mong 0,2 um, dan trén lam kinh chuyén dung.
- Say kho tiéu ban trong ti am 37°C trong thoi gian 12 gio.
2. Tién hanh nhuém
- Khoé1 dong mdy nhudm;
- Xac 13p quy trinh chay; Xac dinh quy trinh cho timg lam kinh;
- Chon hoa chit, khang thé st dung theo chi dinh;
- In nhan dén 1én lam kinh; Dat tung lam kinh vao khay chtra lam; Nap
khay chira lam vao may.

- Tién hanh nhudém lam cho tig tiéu ban voi loai khang thé phu hop theo
chuong trinh da cai dat; Theo doi tinh trang va ti€n trinh van hanh may;

- Két thuc nhuom: Thao khay chira lam kinh, 1iy lam kinh va gan lamen.
VI. NHAN PINH KET QUA

Viéc nhan dinh két qua hinh thai dugc 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.

- Duong tinh: Néu c6 sy hién dién khang nguyén trén té bao, phirc hop
khang nguyén- khang thé - DAB Chromogen s& cho mau vang niu trén nguyén

sinh chat cua t€ bao, nhan cua t€ bao bat mau xanh tim ciia Hematoxylin.
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VII. NHUNG SAI SOT THUONG GAP
- Xir Iy manh sinh thiét khong tot;
- Thot gian nhudm cac budc khong phu hop;
- K¥ nang cta nguoi thue hién k§ thuat chua 6n dinh.

TAI LIEU THAM KHAO
1. D4 Trung Phan (2013). K§ thuit xét nghiém huyét hoc va truyén mau tng
dung trong 1am sang. Nha xuét ban Y hoc.

2. Hudéng dan quy trinh ki thuat Bénh vién, Nha xuét ban Y hoc, 2014.

3. Huéng dan sir dung may nhudém hoa mo mién dich.
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CHUONG II: PONG CAM MAU
PO PO PAN HOI CUC MAU
(RotationThromboElastoMetry: ROTEM)

|. NGUYEN LY

La xét nghiém ghi lai sy thay d6i dong hoc qué trinh dong mau ctia mau tinh
mach d3 dugc chéng dong bang citrat thong qua hé théng cup (chira mau mau véi
su ¢6 mit cua cac chat hoat hoa hodc tc ché) va pin (ghi nhan hién tuong dong
mau). Cac bién d6i dong hoc duogc ghi lai théng qua hé thdng quang hoc va két qua
duoc biéu dién bang d6 thi va céac chi sé.
I1. CHI PINH

- Chan doan cac trudong hop nghi ngd c6 réi loan cam - dong mau.

- Theo dbi diéu trj rdi loan cam - d6ng méu.
I1I. CHONG CHI PINH

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

- 1 k¥ thuat vién xét nghiém.

- 1 bac sy duyét két qua.
2. Phuong tién, hoa chat

- Méy xét nghi¢ém dong mau ROTEM,;

- Tt lanh;

- Bom tiém nhura 1dy mau;

- Bong con sat tring, dy garo;

- Ong nghiém plastic c¢6 chéng dong citrat natri 3,2% hoic 3,8%;

- Pipette tu dong;

- Hoa chat: in-tem, r ex-tem, fib-tem, star-tem, hep-tem, ap-tem, natem, trap
tem ... (tuy loai xét nghiém).
3. Nguoi bénh

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

Chi dinh xét nghiém dugc ghi trong bénh an; Gidy chi dinh xét nghiém ghi

day du thong tin vé nguoi bénh: ho tén, tudi, guong bénh, khoa phong, chan doan.
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V. CAC BUOC TIEN HANH

- Bat mdy ROTEM, cho¢ du nhiét d (khoang 10°).

- Garo, sat trung, 1§y 2ml mau tinh mach ctia nguoi bénh.

- Tron mau va chat chéng dong citrat natri 3,2% hoac 3,8% (ty 1€ 1 thé tich
chéng dong: 9 thé tich mau).

- Bat 6ng mau vao budng 0 ciia may 5 phit.

- Pit hoa chét d3 chuén bi vao vi tri & khay hoa chét ctua may, cho 5 phat.

- Chon kénh xét nghi¢m va loai xét nghiém trén may ROTEM.

- Tién hanh k¥ thuat theo cac budc dugc huéng dan hién thi trén man hinh
cua may.
VI. NHAN PINH KET QUA

- In két qua (biéu dd va chi sb) vao gidy xét nghiém.

- Ghi ngay, thang, nim tién hanh xét nghiém.

- Bac sy duyét va ky tén vao vi tri ngudi duyét két qua xét nghiém.
VII. NGUYEN NHAN SAI SOT

- Mau mau bi déng, dé >4h tir khi 1dy mau dén khi lam xét nghiém.

- Thoi gian  mau chua du.

- Lap pin vao truc khong chit.

- Hat sai loai héa chit.
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PHAT HIEN CHAT UC CHE PHU THUQC THOI GIAN VA NHIET PO
PUONG PONG MAU NOI SINH
(Intrinsic coagulation pathway inhibitor with time and temperature dependence)

|. NGUYEN LY

Xét nghiém APTT (Actived Partial Thromboplastin Time) gitp danh gia cac
yéu to tham gia duong dong mau ndi sinh. Xét nghiém APTT kéo dai c6 thé do 1
trong 2 nguyén nhan chinh sau:

- Do thiéu mot hodc nhiéu yéu t6 tham gia dudng dong méau noi sinh.

- Do ¢6 chét trc ché (phu thudc thoi gian va nhiét do) mot hoac nhiéu yéu

t6 tham gia dudong dong mau noi sinh.

Tién hanh xét nghiém APTT v6i mau huyét twong tron theo ty 18 1:1 giita
huyét twong ngudi bénh va huyét twong binh thuong (huyét twong “chtng”). Néu:

- APTT cua mau huyét twong tron diéu chinh vé binh thuong nghia 1a APTT
ctia ngudi bénh kéo dai do thiéu hut mot hodc nhiéu yéu té dong mau.

- APTT cua mau tron (sau khi u 37°C trong 2h) khong diéu chinh vé binh
thuong nghia 13 APTT ctia nguoi bénh kéo dai do ¢ chat e ché phu thudc thoi
gian va nhiét d§ duong dong mau noi sinh.

Il. CHI PINH

- La xét nghiém cén tién hanh tiép theo khi két qua xét nghiém APTT kéo dai.

- Theo di diéu tri nguoi bénh co chat e ché phu thudc thdi gian va nhiét o
duong dong mau ndi sinh.

I1I. CHONG CHI PINH
Khéng c6 chong chi dinh.
IV. CHUAN BI
1. Nguwoi thuc hién: 1 ky thuat vién xét nghiém;
1 béac si duyét két qua.
2. Phuong tién, hoa chit:

- Ta lanh;

- May ly tam;

- Binh cach thuy 37°C;

- May dong mau ban ty dong/tu dong;

- Pong ho bam gidy;
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- Bom tiém nhua léy mau;
- Bong con sat trang, day garo;
- Ong nghi¢m tan mau kich thudc 75 x 9,5mm,;
- Ong nghi¢m plastic co chéng dong citrat natri 3,2% hoac 3,8%;
- Pipette 100 - 1000pul;
- Nudc cét;
- Héa chat xét nghiém APTT (tuy theo loai may xét nghiém déng mau);
- Normal pool plasma.
3. Nguwoi bénh
Khong can chuén bi gi dac biét.
4. H6 so bénh an
Chi dinh xét nghi€ém dugc ghi trong bénh an; Giéy chi dinh xét nghi¢m ghi
dﬁy du thong tin vé nguoi bénh: ho tén, tudi, giuong bénh, khoa phong, chan doan.
V. CAC BUOC TIEN HANH
- Garo, sat trung, léy 2ml mau tinh mach cua ngudi bénh va 2ml mau tinh
mach ctia ngudi 1am chimg binh thudng - huyét twong “chtmg” (néu khong c¢6 mau
ching thuong mai - Normal pool plasma);
- Tron déu mau véi chat chéng dong citrate natri 3,2% hodc 3,8% theo ty 1¢
1 thé tich chéng dong tron vo1 9 thé tich mau;
- Ly tam manh dé thu huyét twong nghéo tiéu cau ctia ngudi bénh va ching;
- Tién hanh xét nghiém APTT dong thoi véi 3 mau huyét tuong trong clng
diéu kién:
+ Mau 1: huyét twong “ching”;
+ Mau 2: huyét twong bénh;
+ Mau 3: huyét twong hdn hop “bénh + chimg” (ty 1& 1:1).
- Ghi thoi gian dong ctia ca 3 mau.
- U ca 3 miu trén trong 2 gio trong binh cach thay 37°C.
- Tién hanh xét nghiém APTT dong thoi v6i ca 3 miu da u trong cung diéu
kién:
+ Mau 1: huyét twong “ching”;
+ Mau 2: huyét twong bénh;
+ Mau 3: huyét twong hdn hop “bénh + chimg” (ty 1& 1:1).

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

- APTT ctia hon hop “bénh + chung” trude va sau u 37°C/2h c6 diéu chinh
vé binh thuong: khang déng phu thudc thoi gian va nhiét do duong déng mau noi
sinh am tinh.

- APTT cua hdn hop “bénh + chung” trudc u 37°C/2h diéu chinh vé binh
thudng va sau t 37°C/2h khong diéu chinh vé binh thudng: khang déng phu thudce
tho1 gian va nhiét d6 duong dong mau nodi sinh duong tinh.

- Ghi két qua vao gidy xét nghiém;

- Ghi ngay, thang, nim tién hanh xét nghiém.

- Bac s§ nhan dinh két qua ky tén vao vi tri nguoi duyét két qua xét nghiém.
VIl. NGUYEN NHAN SAI SOT

- MAu mau bi déng, dé >4h tir khi 1dy mau dén khi lam xét nghiém.

- Mau huyét tuong “chimg” khong dam bao chat luong;

- Mau huyét trong hdn hop “bénh + ching” khong dam bao ty 18.

- Cac mau huyét twong bénh, chimg, hon hop “bénh + ching” khéng duoc
tién hanh xét nghiém APTT cung thoi diém, cing hoa chat.

- Thoi gian G mau chua du.

- Nhiét d6 binh cach thuy khong du 37°C.
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PHAT HIEN CHAT UC CHE KHONG PHU THUQC
THOI GIAN VA NHIET PQ PUONG PONG MAU NOI SINH
(Intrinsic coagulation pathway inhibitor without time and temperature dependence)

|. NGUYEN LY
Xét nghiém APTT (Actived Partial Thromboplastin Time) gitp danh gia cac
yéu t6 tham gia duong dong méau nodi sinh. Xét nghiém APTT kéo dai c6 thé do 1
trong 2 nhom nguyén nhan chinh sau:
- Do thiéu mét hodc nhiéu yéu t6 tham gia duong déng mau ndi sinh.
- Do ¢6 chat trc ché mot hodc nhiéu yéu to tham gia duong dong méau noi
sinh.
Tién hanh xét nghiém APTT v6i mau huyét twong tron theo ty 18 1:1 giita
huyét twong ngudi bénh va huyét tuong binh thudng (huyét trong “chimg”). Néu:
- APTT cua mau huyét twong tron diéu chinh vé binh thuong nghia 1a APTT
ctia ngudi bénh kéo dai do thiéu hut mot hodc nhiéu yéu té dong mau.
- APTT cua mau tron khéng diéu chinh vé binh thuong (cd trude va sau khi
i trong 2h 6 37<C) nghia 1a APTT cia nguoi bénh kéo dai do cé chét tc ché
khong phu thudc thoi gian va nhiét o duong dong mau noi sinh.
Il. CHI PINH
- La xét nghiém can tién hanh tiép theo khi két qua xét nghiém APTT kéo
dai.
- Theo ddi diéu tri nguoi bénh c6 khang dong khong phu thudc thoi gian va
nhiét do duong dong mau ndi sinh.
I1I. CHONG CHI PINH
Khong ¢ chdng chi dinh.
IV. CHUAN BI
1. Nguoi thuc hién
- 1 k¥ thuat vién xét nghiém;
- 1 béc sT duyét két qua.
2. Phuong tién, hoa chat
- Tu lanh;
- May ly tam;
- Binh céch thuy 37°C,;
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- May dong mau ban ty dong/ tu dong;

- Dong hd bam gidy;

- Bom tiém nhua léy mau;

- Bong con sat trung, day garo;

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

- Ong nghiém plastic c¢6 chéng dong citrat natri 3,2% hoic 3,8%;

- Pipette 100ul;

- Nudc cét;

- Hoéa chat xét nghiém APTT (tiy theo loai may xét nghiém dong mau);

- Normal pool plasma.
3. Nguoi bénh

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

Chi dinh xét nghiém dugc ghi 16 trong bénh 4n; Gidy chi dinh xét nghiém ghi
day du thong tin vé& nguoi bénh: ho tén, tudi, guong bénh, khoa phong, chan doén.
V. CAC BUGC TIEN HANH

- Garo, sat trung, 14y 2ml mau tinh mach ctia nguoi bénh va 2ml mau tinh
mach cta nguoi binh thuong dé lam huyét tuong “chimg” (néu khong cd miu
chirng thuong mai -Normal pool plasma);

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

- Ly tam manh dé thu huyét twong nghéo tiéu cau ctia nguoi bénh va chung;

- Tién hanh xét nghiém APTT dong thoi v6i 3 miu huyét tuong trong cling
diéu kién:

+ Mau 1: huyét twong chimg;

+ Mau 2: huyét twong bénh;

+ Mau 3: huyét twong hdn hop “bénh + ching” theo ty 18 1:1.
VI. NHAN PINH VA TRA KET QUA

- APTT cua hdn hop “bénh + chtng” diéu chinh vé binh thuong: khang
dong khong phu thudc thoi gian va nhiét do duong dong méau ndi sinh am tinh.

- APTT cutia hdn hop “bénh + ching” khong diéu chinh vé binh thuong:
khang dong khong phu thudc thoi gian va nhiét do duong dong mau ndi sinh
duong tinh.
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- Ghi két qua vao gidy xét nghiém;
- Ghi ngay, thang, nam tién hanh xét nghiém.
- Bac sy nhan dinh két qua ky tén vao vi tri ngudi duyét xét nghiém.
VIL. NGUYEN NHAN SAI SOT
- MAu méu bi dong, dé >4h tir khi 1dy mau dén khi lam xét nghiém.
- Mau huyét trong ching khong dam bao chit luong;
- Mau huyét trong hdn hop “bénh + ching” khong dam bao ty 1.
- Cac mau huyét twong bénh, chimg, hon hop “bénh + ching” khong dugc

tién hanh xét nghiém APTT cung thoi diém, cing hoa chat.
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PINH LUQNG KHANG THE KHANG B2GLYCOPROTEIN IgM - IgG
BANG KY THUAT HOA MIEN DICH PHAT QUANG
(Anti-p2 Glycoprotein-1 IgM/IgG antibodies
In chemiluminescent immunoassay)

|. NGUYEN LY

Khang thé khang B2- glycoprotein I IgG, IgM (B2 GP I- IgM/ IgG) la cac
khang thé thuong gip trong hoi chimg khang phospholipid.

Phét hién khang thé khang p2 GP I (IgM/ IgG) bang k¥ thuat hoa mién dich
phat quang bang cach sir dung cac phan tir B2GPI (IgM, 1gG) ciia nguoi, di duoc
tinh ché, c6 gan cc phan tir tir tinh. Cac phan tir B2GPI gan tir tinh s& két hop véi
khang thé khang B2GPI c6 trong huyét twong ngudi bénh. Sau d6 khang khang thé
B2GPI gin chat phat quang dugc bo sung vao hon hop trén. Phan ung giita “A2GPI
(c6 gan tir tinh) - khing thé B2GPI - khing khing thé (cé gan chat phdt
quang)” xay ra. Phan ing phat quang dugc hoat hoa voi H 0O, va chit xtc tac.
Mirc d6 phat quang duoc do thong qua hé thng quang hoc sé& ty 1é thuan véi ndng
d6 khang thé trong mau huyét tuong ciia ngudi bénh.

Il. CHI PINH

Chan doan va theo ddi diéu tri cac trudong hop nghi ngd c6 hdi ching khing
phospholipid (nguyén phat hodc thir phat).
I1I. CHONG CHI PINH

Khéng c6 chng chi dinh.

IV. CHUAN BI

1. Nguoi thuc hién
- 1 k¥ thuat vién xét nghiém.
- 1 bac s§ duyét két qua.

2. Phwong tién, hoa chat

- May xét nghiém doéng mau (c6 phuong phap phan tich theo co ché hoa
mién dich phat quang);

- Tu lanh;

- Bom tiém nhua léy mau;

- Bong con sat trung, day garo;
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- Ong nghiém plastic c6 chéng dong citrat natri (3,2% hodc 3,8%) hodc 6ng
khong co6 chat chong dong;

- Hoéa chat: ap2GPI IgM/ 1gG.
3. Nguwoi bénh

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

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

- Bat may may xét nghiém dong mau, cho du nhiét do;

- Garo, sat trung, léy 2ml mau tinh mach cua nguodi bénh;

- Tron mau va chat chéng dong citrat natri 3,2% hoac 3,8% (ty 1€ 1 thé tich
chéng dong: 9 thé tich mau);

- Ly tam manh dé thu huyét twong nghéo tiéu cau hoic huyét thanh;

- Tién hanh xét nghiém theo quy trinh xét nghiém trén may.
V1. NHAN PINH KET QUA

- In két qua vao gidy xét nghiém;

- Ghi ngay, thang, nim tién hanh xét nghiém.

- Bac sy nhan dinh két qua ky tén vao vi tri nguoi duyét két qua xét nghiém.
VII. NGUYEN NHAN SAI SOT

- Tién hanh xét nghiém qua 4h tir khi 1y mau.

- Mau mau bi dong day.

- Hoa chat hét han st dung.
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PINH LUQONG KHANG THE KHANG CARDIOLIPIN IgM - 1gG
BANG KY THUAT HOA MIEN DICH PHAT QUANG
(Anti-B2 Cardiolipin-I IgM/IgG antibodies in chemiluminescent immunoassay)

I. NGUYEN LY

Khéng thé khang Cardiolipin IgM/IgG (aCL - IgM/IgG) 1a cac khang thé
thuong gap trong hoi chirng khang phospholipid.

Phat hién khang thé khang aCL - IgM/IgG theo k§ thut hoa mién dich phat
quang bang cach sir dung cac phan tir aCL - IgM/IgG ctia ngudi, da duoc tinh ché,
¢ gan cac phan tir tir tinh. Cac phan tir aCL - IlgM/IgG gan tir tinh s& két hop véi
khang thé khang aCL c6 trong huyét tuong nguoi bénh. Sau d6 khang khang thé
aCL gin chét phat quang duoc bd sung. Phan ung gitta “aCL (cé gan tir tinh) -
khang thé aCL - khdng khdng thé (cé gan chdt phdt quang)” xay ra. Phan Gng phat
quang dugc hoat hoa voi H O, va chit xuc tac. Mitrc do phat quang dugc do thong
qua hé théng quang hoc sé& ty 1& thuan voi nong d6 khang thé trong miu huyét
tuong cua nguoi bénh.

II. CHI PINH

Chan doan va theo ddi diéu tri cac trudong hop nghi ngd c6 hoi ching khang
phospholipid (nguyén phat hoac thi phat).
I1I. CHONG CHI PINH

Khong ¢ chong chi dinh.

IV. CHUAN BI

1. Nguoi thuc hién
- 1 k¥ thuat vién xét nghiém.
- 1 bac sy duyét két qua.

2. Phuong tién, hoa chat

- May xét nghiém déng mau (co6 phuong phap phan tich theo co ché hoa
mién dich phat quang);

- Tt lanh;

- Bom tiém nhua liy méu;

- Bong con sat tring, day garo;

- Ong nghiém plastic c6 chdng dong citrat natri (3,2% hodc 3,8%) hoic dng
khong c6 chat chong dong;
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- Hoéa chat: aCL IgM/ IgG.
3. Nguoi bénh

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

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

- Bat may xét nghiém dong mau, chd du nhiét do;

- Garo, sét trung, 1y 2ml méu tinh mach ctia ngudi bénh.

- Tron mau va chat chéng dong citrat natri 3,2% hoac 3,8% (ty 1€ 1 thé tich
chéng déng: 9 thé tich mau) hoic stir dung 6ng khong chéng dong.

- Ly tam manh dé thu huyét tuong nghéo tiéu cau hodc huyét thanh.

- Tién hanh xét nghiém theo quy trinh xét nghiém trén may.
V1. NHAN PINH KET QUA

- In két qua vao gidy xét nghiém;

- Ghi ngay, thang, nam tién hanh xét nghiém.

- Bac sy nhan dinh két qua ky tén vao vi tri nguoi duyét két qua xét nghiém.
VII. NGUYEN NHAN SAI SOT

- Tién hanh xét nghiém qua 4h tir khi 1y mau.

- Mau mau bi dong day.

- Hoa chat hét han st dung.
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PINH LUQONG KHANG NGUYEN YEU TO XIII
(Factor X111 antigen assay)

|. NGUYEN LY

Yéu té XIII giup hinh thanh céc lién két chéo giita cac fibrin monomer hoa
tan (khong bén vitng) dé hinh thanh fibrin polymer khong hoa tan (bén virng), do
d6 ¢o tac dung lam 6n dinh cuc méau dong. Khang nguyén yéu td XIII cé trong
huyét trong nguoi bénh sé duge gan véi khang thé don dong khang khang nguyén
yéu td XIII va duoc ting cuong bdi cac hat latex. Mirc @6 duc ctia hon hop khang
nguyén - khang thé c6 gin hat latex ty 18 thuan voi ndng do khang nguyén yéu tb
XIII ¢6 trong huyét twong ngudi bénh.
I1. CHI PINH

- Chan doan cac truong hop nghi ngd thiéu yéu to XIII (bam sinh, mac phai).

- Theo d&i diéu trj thiéu yéu t XIII (bAm sinh, mac phai).
I1I. CHONG CHI PINH

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

- 1 k¥ thuat vién xét nghiém.

- 1 bac s§ duyét két qua.
2. Phuong tién, hoa chat

- Méy xét nghiém dong mau tu dong;

- Tu lanh;

- Bom tiém nhua léy mau;

- Bong con sat trang, day garo;

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

- Normal pool plasma;

- Hoéa chat Factor X111 Antigen kit: Latex Reagent, Buffer, Diluent.
3. Nguoi bénh

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

Chi dinh xét nghiém dugc ghi trong bénh an; Gidy chi dinh xét nghiém ghi

day du thong tin vé nguoi bénh: ho tén, tudi, guong bénh, khoa phong, chan doan.
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V. CAC BUOC TIEN HANH

- Bat may xét nghiém dong mau, cho du nhiét do.

- Garo, sat trung, 1§y 2ml mau tinh mach ctia nguo1 bénh.

- Tron mau va chat chéng dong citrat natri 3,2% hoac 3,8% (ty 1€ 1 thé tich
chéng dong : 9 thé tich mau).

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

- Tién hanh QC hoa chét truéc khi tién hanh xét nghiém.

- Tién hanh chay miu bénh pham theo quy trinh xét nghiém trén may.
V1. NHAN PINH KET QUA

- In két qua vao gidy xét nghiém;

- Ghi ngay, thang, nam tién hanh xét nghiém.

- Bac sy nhan dinh két qua ky tén vao vi tri nguoi duyét két qua xét nghiém.
VII. NGUYEN NHAN SAI SOT

- Tién hanh xét nghiém qua 4h tir khi 1y mau.

- Mau mau bi dong day.

- Héa chat khong dam bao chat lugng.

TAI LIEU THAM KHAO

1. B3 Trung Phan (2013). K§ thuat xét nghiém huyét hoc va truyén mau tmg dung
trong 1am sang. Nha xuat ban Y hoc.

2. John P. Greer (2014). Wintrobe's clinical hematology, 13th edition. Lippincott
Williams and Wilkins.

3. Tem Innovations GmbH. ROTEM Delta operating manual.
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CHUONG III: MIEN DICH - DI TRUYEN - SINH HQC PHAN TU

ANA 17 PROFILE TEST
(SANG LQC VA PINH DANH PONG THOI 17 TYP KHANG THE KHANG
NHAN BANG SAC KY MIEN DICH)

L. NGUYEN LY

Khang nguyén (KN) dugc gin san trén mang cia strip. Cac KN két hop voi
khang thé (KT) dic hiéu (néu co) trong huyét thanh ngudi bénh tao nén phtrc hop KN -
KT khi ¢. Sau khi rira sach, phtrc hop nay s& duoc gin tiép véi KT khang globulin
mién dich nguoi (anti IgG) di két hop san enzym peroxidase. Sau khi rira, luong
enzym gin v6i phire hop nay duogc gitt lai trong giéng. Khi cho co chat TMB/ H,0,
enzym s& xuc tac tao phan ng tao mau xanh. Sau d6 ngung phan Ung tao mau bang
nude cat, doc két qua.
II. CHI PINH

Cac trudong hop nghi dén bénh ty mién.
I1I. CHONG CHI PINH

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

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

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

- May ly tim dng méu;

- Pipet va dau con dung duge cho 10ul, 300 ul, 700u1, 1000pul;

- Pipet nhua;

- Gang tay.
2.2. Héa chit

- Dung dich Wash Buffer 20X (pha thanh dung dich 1X bang nuéc cét);

- Dung dich dém mau (10ml Wash Buffer 1X + 1 lo Blocking Reagent);

- Dung dich cdng hop (Conjugates);
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- Co chit tao mau (TMB substrate);

- 24 strips;

- 24 ranh u;

- Bang tham chiéu;

- Nudc cit, hoa chat khir trung Natri hypoclorite.

3. MAu bénh phiam

- Mau dung 13 huyét thanh.

- Can tach huyét thanh cang sém cang tot dé tranh hién twong tan mau lam anh
huong dén két qua phan ung.

- Néu c6 13n hong cau hodc nhitng thanh phan hiru hinh trong mau huyét thanh
thi can ly tim mau dé loai bé cac thanh phan dé 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 1au hon méi xét nghiém can phai bao quan & ti lanh
sdu (< -20°C). Tuy nhién voi mau bao quan lanh siu can tranh dong-tan nhiéu 1an.

V. CAC BUOC TIEN HANH
1. Bat strip (Strip cho nguoi bénh, Strip ching am, Strip ching duong) vao ranh

2. Cho 700ul Wash buffer 1X va 300ul Sample buffer vao rinh 4. Lam am strip
v6i dung dich va u trong vong 5 phut, lac déu.

3. Hat 10p1 mau huyét thanh vao rénh @, tron déu. U 30 phut ¢ 20-32°C, lac déu
(5 phut lac 11an). Hat bo hoan toan dung dich trong ranh.

4. Rira 1 1an (1x 1,5ml Wash buffer 1X) trong vong 5 phut, lac déu. Hat bo hoan
toan dung dich rira. Lip lai bude rira 2 1an.

5. Hat 700 pl Wash buffer 1X va 300 pl Conjugate vao ranh u, lic déu. U 30
phut & 20-32°C, lac déu (5 phut lac 1 1an). Hat bé hoan toan dung dich trong ranh.

6. Rira 1 1an (1x 1,5ml Wash buffer 1X) trong vong 5 phut, lac déu. Hut bo hoan
toan dung dich rira. Lap lai budc ria 2 1an.

7. Hat 700 pl nude cat va 300 pl co chat hién mau vao ranh u, lac déu. U 15 phit &
20-32°C, lic déu (5 phut lic 1 1an), tranh anh sang. Huat bo hoan toan dung dich trong ranh.

8. Hut 2 ml dung dich nuéc cit vao ranh 0. U 1 phit, lic déu. Hat bé hoan toan
dung dich trong ranh. Lap lai budc nay méot lan nira.

9. Bo strip ra khoi ranh . Lam kho strip bang giay loc.
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10. Phan tich két qua trong vong 24h.
VI. NHAN PINH KET QUA

- Két qua cua test co thé coi 1a hop 18, néu:

+ Functional control c¢6 thé nhin thdy duoc;

+ Cut-off control c¢6 thé nhin théy duoc;

+ Cuong d6 mau sic cua cut-off control yéu hon so v6i Functional control;

+ Ching am tinh, chimg duong tinh.

- Pat strip 1én bang tham chiéu sao cho bang tai vi tri cua Functional control,
Cut-off control trén strip khdp voi bang trén bang tham chiéu.

- So sanh cudng do mau sic cla cac bang voi cuong dd mau cia cut-off control:

+ Néu cuong d6 mau sic manh hon thi két qua xét nghiém 1a duong tinh;

+ Néu cudong d6 mau sic 1a yéu hon thi xét nghiém 1a 4m tinh.

VIL. NHUNG SAI SOT VA XU TRi

- Sai s6t miu bénh pham: tén ngudi bénh trén gidy chi dinh xét nghiém va trén
6ng mau khong thong 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 1y lai mau bénh pham.

- Sai sot do nhé mau vao ranh khong théng nhat thong tin vé thi ty ngudi bénh
va thit ty mau phan tich.

X tri: V& so dd nho miu trudce khi lam xét nghiém. Kiém tra d6i chiéu thong tin
vi tri nho mau trude khi nhdé mau.

- Chimg duong am tinh hodc chimg 4m duong tinh: Néu xay ra hién tuong nay
déu khong dung duogc két qua ciia 1an xét nghiém nay. Nguyén nhan c6 thé do hoa chat
khong dam bao chét luong, do khong thuc hién du va diung cac budc trong quy trinh
xét nghiém, nhiét do phan tng khong phi hop, thuc hién bude rira kém hiéu qua. Dé
strip kho trong budc 1, dé ngén tay cham vao strip, nhé hoa chét truc tiép vao strip.

Xu tri: lam lai xét nghiém, kiém tra chi dung hoa chit con han st dung va dugc
bao quan dung diéu kién theo hudng dan cia nha san xuat, tuan tha dung cac budce quy
trinh, kiém soat tot nhiét d6 phong xét nghiém (20-32°C).

TAI LIEU THAM KHAO
1. Aesku Diagnostics GmbH. AESKUBLOT ANA-17 Pro instruction manual.
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PINH LUQNG IL-2R (HAY CD25 HOA TAN) TRONG HUYET THANH BANG
KY THUAT MIEN DICH GAN MEN (ELISA)

(IL-2R gquantitative test by ELISA)

L. NGUYEN LY

Khang thé (KT) khang IL-2R nguoi dugc hip phu vao giéng xét nghiém. Khi
thém huyét thanh nguoi bénh vao giéng xét nghiém, IL-2R trong huyét thanh ngudi
bénh duoc gin dic hiéu 1én cic KT nay trong giéng, tao nén phic hop KN - KT.
Khang thé khang IL-2R ngudi két hop véi HRP (c6 enzyme peroxidase) duoc thém
vao & budc tiép theo s& gan tiép tuc 1én IL-2R trong mau huyét thanh. Sau khi 0 va rira,
cac khang thé thira duoc loai bé. Dung dich co chat duoc thém vao giéng, phan tng véi
HRP tao mau. San pham mau duoc tao ra twong tng voi luong IL-2 ¢ mit trong mau
huyét thanh. Phan tmg két thtic khi thém dung dich ding phan tGng (c6 chta acid). Po
mat do quang (OD) & budce soéng 450 nm. Mot dudng cong chuan duogc hinh thanh tir 7
mau IL-2R chuén (da biét nong do) duoc pha loang. Pudng chuan nay dugc thiét lap
v6i mdi phién xét nghiém. Nong do IL-2R ctia mau huyét thanh dugc xac dinh dua trén
duong chuan nay.
II. CHI PINH

Cac truong hop c6 sy gia ting hoat tinh ctia té bao lympho T: Hoi chimg thuc bao
té bao mau, Lo x& mi té bao toc, U lympho Hodgkin, khong Hodgkin; cac bénh ty mién
hodc nhiém khuan nhu bénh Kawasaki, Xo cting bi rai rac, bénh Lupus ban do6 hé¢ théng;
bénh 1y thai ghép,...
I1I. CHONG CHI PINH

Khoéng c6 chong chi dinh.
IV. CHUAN BI
1. Nguwoi thyc hién:

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

- Bac s1 xét nghiém: doc két qua, danh gia, kiém tra chét luong.
2. Phwong tién - Héa chit
2.1. Phuong tién

- May ly tim dng méu;

- Pipet va dau pipet loai 25ul va 1000pl;
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- Dan may ELISA (tu dong hoac ban ty dong);

- Gang tay.
2.2. Héa chit

Kit dinh lwong IL-2R gdm céc thanh phan sau:

- Phién xét nghiém 96 giéng c6 phu KT don dong khang IL-2R ngudi (Coated
Microwell Strips): phién duoc dung trong tii bac.

- Dung dich cong hop- Khang thé don dong khang IL-2R ngudi két hop HRP
(HRP conjugate): lo 70ul, nip vang.

- IL-2R nguoi dong khé, sau tai hoa tan dat ndng d6 40ng/ml (sIL-2R Standard):
2 1o 250ul, nép mau xanh.

- Dung dich pha loing miu (Sample Diluent): lo 12ml, nip mau den.

- Dung dich dém 20x, chta dung dich PBS 1% -20% va 10% BSA (Assay
Buffer Concentrate 20x): lo 5ml, nap trang.

- Dung dich dém rtra 20x, chira PBS 1%-20% (Wash buffer concentrate 20x): 1o
50ml, nip den.

- Dung dich co chét tetramethyl-benzidin (Substrate Solution): lo 15ml, nip
xanh.

- Dung dich dung phan tng, chtra dung dich acid phosphoric 1M (Stop solution):
lo 15ml, nip vang.

- Miéng dan (Adhesive Films): gdm 2 miéng dan duoc dong goi trong bao nilon;

Hoa chat khac: Nudc cat, hoa chat khir tring Natri hypoclorite.
3. Miu bénh pham

- Mau dung 1a huyét thanh.

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

- Néu c6 14n hong cau hoic nhing thanh phan hitu hinh trong mau huyét thanh
thi can ly tAm mau dé loai bo cac thanh phan dé trudc khi xét nghiém.

- Miu huyét thanh bao quan & nhiét d6 2°C dén 8°C c6 thé dung lam xét nghiém
trong vong 7 ngdy. Néu mudn dé 1au hon méi xét nghiém can phai bao quan & ti lanh

sau (< -20°C). Tuy nhién véi mau bao quan lanh sau can tranh dong-tan nhiéu lan.
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V. CAC BUOC TIEN HANH

1. Chuan bi giéng: rira phién 2 lan véi 400ul dung dich dém rira, cach nhau 10-
15 giay.

2. Pha dung dich pha loang 20X (sample buffer) thanh dung dich 1X. VD 20ml
dung dich 1X (1ml dung dich 20X + 19ml nudc cat H20).

3. Pha IL-2R ngudi dong kho vé dung ndng d6 40ng/ml.

4. Nho 100ul dung dich pha lodng mau vao cac giéng chuan. Nho 50ul dung dich
pha lodng mau vao giéng xét nghiém.Nho 50ul huyét thanh vao giéng xét nghiém.

5. Thém 50ul dung dich cdng hop.

6. U 30 phut ¢ nhiét d6 phong.

7. Rura 3 1an bang dung dich rira, 4001 /giéng/lan.

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

9. U 30 phit & nhiét do phong, tranh 4nh sang.

10. Nho 100ul dung dich ding phan tmg (stop solution) vao mdi giéng theo
ding trinh ty nhé TMB.

11. Poc phién & bude song 450/620 nm (t6t hon thi dung budc song kép 450/
620 nm) trong vong 30 phut sau khi i dung dich ngiing phan tng.

12. Phan tich két qua.
VI. NHAN PINH KET QUA

- Can ctr vao néng dd chuan duoc xé4c dinh khi thuc hién xét nghi¢m véi 7 mau

IL-2R d duoc chuan bi, thiét 1ap duong cong chuan.

Absorption 450 nm
‘e -

a.01 T w
o1 1 10 100

antion Gren
- Gia tri bién luan: Duya trén duong cong chuan duogc thiét 1ap, tinh todn gia tri
IL-2R ctia mau huyét thanh.
Gi4 tr1 IL-2R > 2400U/1 c6 y nghia trong vi¢c chan doan xac dinh hoi ching
thuc bao té bao mau.
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VIL. NHUNG SAI SOT VA XU TRi

- Sai s6t miu bénh pham: tén ngudi bénh trén gidy chi dinh xét nghiém va trén
dng mau khong thong nhat, mau bi dong.

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

- Sai s6t do nhé mau vao phién phan Gmg khong théng nhat thong tin vé thir ty
ngudi bénh va thtr tw mau phan tich.

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

- Chimmg duong am tinh hodc chimg 4m dwong tinh: Néu xay ra hién tuong nay
déu khong dung duogc két qua cia 1an xét nghiém nay. Nguyén nhan c6 thé do hoa chat
khong dam bao chét lugng, do khong thuc hién du va dung cac budc trong quy trinh
xét nghiém, nhiét d0 phan ung khong phu hop, thuc hién budc rira kém hi¢u qua.

XU tri: 1am lai xét nghiém, kiém tra chi dung hoa cht con han str dung va duoc
bao quan dung diéu kién theo hudng dan ctia nha san xut, tuan thu ding cac budc quy
trinh, kiém so4t tot nhiét do phong xét nghiém (25-30°C).

TAI LIEU THAM KHAO
1. Abnova Diagnostics. ABNOVA instruction manual.
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XET NGHIEM KHANG THE KHANG TIEU CAU TRUC TIEP VA GIAN TIEP
BANG KY THUAT FLOW CYTOMETRY

I. NGUYEN LY

- Trén bé mit tiéu cau c6 cac khang nguyén tiéu cau HPA, khang nguyén bach
cau HLA va khang nguyén nhém mau ABO. Trong nhitng diéu kién nhat dinh, c6 thé
c6 thé sinh cac tu khang thé chong lai cac khang nguyén tiéu ciu cta chinh minh (bénh
giam tiéu cau mién dich) hodc sinh khang thé ddng loai chéng cac khang nguyén tiéu
cau truyén vao. Cac khang thé khang tiéu cau co thé ton tai ty do trong huyét twong
hodc d3 gan trén bé mat tiéu cau.Hau hét cac khang thé nay 1a khang thé mién dich c6
ban chat 1a IgG.

- Dung khang thé don dong gan huynh quang khang IgG ngudi c6 thé phat hién
duoc khang thé khang tiéu cau truc tiép (khang thé di gan Ién tiéu cau) hodc khang thé
khang tiéu cau gian tiép (khang thé tu do trong huyét twong).

II. CHI PINH

- Nguoi bénh xuét huyét giam tiéu cau nghi do mién dich;

- Nguoi bénh truyén mau, tiéu cau nhiéu lan;

- Nguoi bénh truyén tiéu cau khong hiéu lyc,

I1I. CHONG CHI PINH
Khong ¢ chdng chi dinh.

IV. CHUAN BI

1. Nguoi thuc hién

- K¥ thuat vién, cir nhan da dugc dao tao thuc hién ky thuat;

- Bac sy xét nghiém: doc két qua, danh gid, kiém tra chat luong.
2. Phuong tién héa chat
2.1. Phwong tién

- May phan tich té bao dong chay (may flow cytometry);

- May ly tam;

- May lac tron (may votex);

- Pipet va dau pipet cac loai 250 va 1.000 microlit;

- Cac 6ng nghiém chuyén dung cho flow cytometry;

- Gang tay lam xét nghiém.
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2.2. Héa chit

- Anti CD61-PE;

- Anti human IgG-FITC;

- Anti human IgM-FITC;

- Dung dich PBS-EDTA;

- Dung dich sheath chay may flow;

- Nudc cit, hoa chit khir trang Natri hypoclorite;

- Mau chimg am: lag mau huyét thanh ngudi khong c6 khang thé khang tiéu cau;

- MAu chtng duong: 13 mau huyét thanh nguoi c6 khang thé khang tiéu cau;

- 5 mau tiéu cau ctia ngudi cho mau cing nhdém ABO voi ngudi bénh.
3. Bénh pham

Can 2 mau méau (1 miu chéng dong natri citrate, 1 mau dong) lay tir nguoi bénh
c6 chi dinh lam xét nghiém.
V. CAC BUOC TIEN HANH
1. Lay bénh pham

- Nguoi bénh: 2 ml mau chéng dong bang natri citrate; 2 ml mau dong;

- 5 mAu tiéu cau ngudi cho ciing nhém ABO cua ngudi bénh (lay tir cac day tiéu
cau ca thi tiéu cau trong ngan hang mau;

- Mau chua 1am ngay c6 thé giir trong tu lanh 2-8°C trong vong 3 ngay.
2. Tién hanh k§y thuit
2.1. Vi xét nghigm khdng thé khdng tiéu cu true tiép

- Chuan bi bénh pham

+ Ly tdm 6ng mau ngudi bénh chdng déng bang natri citrate dé tach huyét twong
gidu tiéu cau: ly tim 500 vong/phut trong 15 phut & nhiét do thuong.

+ Rira tiéu cau 2 1an bang dung dich PBS-EDTA: ly tam 3000 vong/pht trong 5
phut.

+ Pha huyén dich tiéu cau trong PBS-EDTA ndng d6 1 x10"/ml.

- U khang thé

+ U 100 microlit huyén dich tiéu cau véi cac khang thé don dong theo so dd sau.

Thoi gian 1 20 phit ¢ nhiét 46 phong, tranh anh sang. So d6 1 mau nhu sau:
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Ong sé Tiéu cau Anti Anti mouse | Anti mouse | Anti human
BN CD61-PE 1gG-PE IgG-FITC IgG-FITC
100 pl - 20 ul 20 ul
100 pl 20 pl 20 ul
100 ul 20 ul - 20 ul

+ Sau u khang thé, rira bo khang thé thira 2 lan bang dung dich PBS-EDTA, ly
tam 3000 vong/phut x 5 phut. D6 bo dich ndi giit lai can té bao.

+ Sau rura, tai huyén dich tiéu cau trong 1 ml dung dich PBS-EDTA va tron déu.

Luc nay 6ng di sin sang cho phan tich.

2.2. V6i xét nghigm khdng thé khdng tiéu ciu gidn tiép
- Chuéan bi bénh pham

+ Chuan bj tiéu ciu gi thé:

e Tron 5 mau tiéu cau cing nhém ABO ngudi bénh véi ty Ié tuong duong.
e Rua tiéu cau 2 lan bang dung dich PBS-EDTA: ly tam 3000 vong/phut trong 5

phut.

e Pha huyén dich tiéu cau trong PBS-EDTA néng d6 1 x107/ml.

+ Tach huyét thanh ngudi bénh tir ong mau dong

+ Man cam ti€u cau gia thé

+ U 100 microlit tiéu cau gia thé véi huyét thanh ching am, huyét thanh chtng

duong va huyét thanh ngudi bénh theo so d6 sau

Ong sé Tiéu cau gia thé | Huyét thanh chieng | Huyét thanh nguoi
Duong bénh
4 100 ul - -
5 100 pl 20 ul -
6 100 pl 20 ul -
7 100 pl - 20 pl
8 100 pl - 20 pl

e U 60 phut & 37°, trong tdi.
e Sau U rira tiéu cau gia thé ¢a man cam huyét thanh nguoi bénh bang dung dich
PBS-EDTA, ly tam 3.000 vong/phut x 5 phit.
e Tai huyén dich cin tiéu cau trong cac ong 3, 4, 5, 6 trong 100 pl BPS-EDTA.
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- U khéng thé
+ U 100 microlit huyén dich tiéu cau véi cac khang thé don dong theo so dd sau.

Thoi gian u 20 phat & nhiét 6 phong, trdnh anh sang.

. Tiéu cau gia thé da _ Anti _ Anti
Ong . B Anti CD61- Anti mouse

B man cam huyet mouse human
SO n PE 1gG-FITC

thanh ngwoi bénh 1gG-PE IgG-FITC

4 100 ul - 20 pl 20 ul -

5 100 pl 20 ul 20 pl

6 100 pl 20 ul 20 ul

7 100 pul 20 ul 20 ul

8 100 pl 20 ul 20 ul

+ Sau u khang thé, rira bo khang thé thira 2 lan bang dung dich PBS-EDTA, ly
tam 3000 vong/phut x 5 phat. DS bo dich ndi gitr lai cin té bao.

+ Sau rira, tai huyén dich tiéu cau trong 1 ml dung dich PBS-EDTA va tron déu.
Luc nay 6ng da san sang cho phan tich.

3. Phén tich khang thé khang tiéu ciu trén may flow cytometry

- Pua cac 6ng flow cytometry da chuan bi & trén (6ng 1,2...5,6,7) vao vi tri doc
trén may.

- M¢é chuong trinh phén tich khang thé khang tiéu cau di 1ap san trén may. Nhap
vi tri 6ng phén tich va chay chuong trinh phan mém phan tich.

VI. NHAN PINH KET QUA

- Quan sat trén quan thé tiéu cau (quan thé duong tinh véi CD61).

- Dung cac ong nhudém anti mouse IgG lam chuin ngudng am tinh cho ting kénh
mau va timg nghiém 6ng mau xét nghiém (6ng 1 va 4 dé lay chuan kénh mau FITC va
PE, ong 2 lam ngudng 4m cho 6ng 3, dng 5 1am ngudng 4m cho 6ng 6, ong 7 lam
ngudng am cho dng 8).

- Néu bng 3 ¢6 > 10% quan thé tiéu cau khao sat duong tinh v6i anti human IgG:
Khang thé khang tiéu cau truc tiép duong tinh (c6 khang thé trén bé mat ticu cau ngudi
bénh).

- Néu 6ng 6 c6 > 10% quan thé tiéu cau khao sat duong tinh véi anti human IgG:

Hé thdng xét nghiém tét, chirmg duong con hoat dong.
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- Néu 6ng 8 c6 > 10% quan thé tiéu cau khao sat dwong tinh véi anti human IgG:
Khang thé khang tiéu cau gian tiép duwong tinh (c6 khang thé khang tiéu cau tu do trong
huyét thanh nguoi bénh).

Binh thwong: Tt ca cac 6ng déu am tinh v6i anti human IgG.

VIL. NHUNG SAI SOT VA XU TRi

- Sai sot mau bénh pham: tén ngudi bénh trén gidy xét nghiém va trén dng mau
khong théng nhat, mau ng citrate natri bi d6ng, mau khong ghi gio lay.

Xt tri: yéu cau noi dwa mau xac minh lai thong tin can thiét, néu mau bi dong
phai lay lai mau bénh pham.

- Khong thdy quan thé dwong tinh véi CD61 trén flow cytometry. Nguyén nhan
c6 thé do khang thé anti CD61 kém chat luong; k¥ thuat ly tim tach tiéu cau lam chua
dung; k¥ thuat ria tiéu cau khong ding.

X tri: 1am lai xét nghiém va tuan thu ding quy trinh.

- Khong thiy c6 quan thé té bao khi chay flow cytometry: c6 thé do may khong
du ap luc; tac kim hit, c6 bot khi trong duong dan dich.

Xt tri: Kiém tra lai may, néu can phai rira may, dudi bot khi va thong kim hut

theo huéng dan di theo mdy.

TAI LIEU THAM KHAO
1. Carolina Bonet Bub, Beatriz Moraes Martinelli, et al. Platelet antibody detection
by flow cytometry: an effective method to evaluate and give transfusional support
in platelet refractoriness. Rev Bras Hematol Hemoter. 2013; 35(4): 252-255.
2. Beckman Coulter. 2011. Anti human CD61-PE Used manual
3. Beckman Coulter. 2010. Anti human IgG-FITC Used manual
4. Beckman Coulter. 2011. Goat Anti Mouse IgG1-FITC Used manual
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PHAN TiCH DAU AN/CD/MARKER MIEN DICH MAU NGOAI VI, HOAC
DICH KHAC BANG KY THUAT FLOW CYTOMETRY (LAM CHO 1 DAU
AN/CD/MARKER) (Blood or other fluid Immunophenotyping by flow cytometry)

I. NGUYEN LY

- Cung véi sy phat trién cua té bao tao mau, cac quan thé té bao mau thudc timg
dong khac nhau va céc lira tudi khac nhau mang nhimng dic diém dau 4n mién dich (con
goi 1a cac marker hay cic CD) khac nhau. Vi du CD45 1a khang nguyén bach cau
chung, c6 trén bé mit tat ca cac té bao bach cau truong thanh. O giai doan non, bach
cau c6 thé duong tinh yéu hodc 4m tinh v6i CD45. Cac dau 4n mién dich non khac nhu
CD34, HLA-DR, TdT gip o nhitng té bao non. Cac dau an dic trung cho dong tiy
chung c6 CDI13, CD33, CD15, CD117, MPO...; cho dong mono c6 thém CDI14,
CD16; cho dong héng cau c6 thém CD123a, CD71; cho dong tiéu cdu c6 thém CD41,
CD61. Cac diu 4n mién dich dic trung cho dong lympho B c6 CD10, CD19, CD20,
CD22...; cho dong lympho T c6 CD2, CD3, CD5, CD7, CD4, CD3, CDS....

- Trén phan tich té bao dong chay, té bao mau ngoai vi U véi anti CD45 sau ly
giai hong cau s& phan bo trén do thi SS vs CD45 thanh 3 ving quan thé ro rét: ving
bach cau hat, viing mono, va viing lympho.

- Cac quan thé té bao blast ac tinh thuong xuat hién trong ving ctra s6 blast (trén
dd thi SS vs CD45), va/hoidc c6 cac dic diém khong dong bo vé khang nguyén (xut
hién dong thoi cac khang nguyén thudc dic trung cac dong té bao khac nhau, xuat hién
dong thoi cac khang nguyén thudc cac giai doan phat trién khac nhau cua cung 1 dong
té bao), xuat hién khang nguyén qua mirc, giam hodc mat biéu hién mot khang nguyeén
nao do. Trong qua trinh biét hoa, cac té bao mau co sy xuét hién hodc 1a mat di cac dau
4n mién dich. Mdi mét dong té bao, mot giai doan té bao s& co nhing d4u 4n mién dich
dic trung. Vi vay, c6 thé cin clr vao su c6 mat hodc khong co mit cac dau an mién
dich c6 thé xac dinh duoc dong té bao va giai doan biét héa cia té bao ung thu trong
Lo xé& mi cép.

- Bang cach str dung cac khang thé don dong chdng lai cac ddu 4n mién dich dic
hiéu va phan tich trén may Flow cytometry c6 thé phan tich duoc kiéu hinh mién dich
ctia mot loai t& bao nao do, xac dinh duoc té bao ung thu mau thuoc dong nao va giai
doan biét hoa nao.
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I1. CHI PINH

- Lo xé mi cap (néu khong 14y duoc tuy xuong).

- Lo xé mi kinh (néu khong 1dy duogc tiy xuong).

- Pa u tay xuong (néu khong ldy dugc tuy xuong).

- Réi loan sinh tiy (néu khong lay duoc tiy xuwong).

- Réi loan tiang sinh dong lympho.

- Suy giam mién dich bam sinh.

- Suy giam mién dich th& phat (sau nhiém HIV, sau diéu tri hoa chit, sau nhiém
trung ndng...).

- Nghi ngo khdi u tham nhiém than kinh trung wong, khoang mang phoi, khoang
mang bung...
III.CHONG CHI PINH

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

- K¥ thuat vién va ctr nhan da dugc dao tao: thuc hién k¥ thuat.

- Bac s§ xét nghiém: doc két qua, danh gié, kiém tra chét luong.
2. Phuong tién, hoa chat
2.1. Phuong tién

- May phan tich té bao dong chay (may flow cytometer);

- May ly tam;

- May lac tron;

- Pipet man va dau pipet loai 250 ul va 1.000 pl;

- Ong nghiém flow cytometry (chuyén dung cho may phan tich té bao dong chay).
2.2. Héa chit chinh

- Anti CD45-PC5 (c6 thé st dung mau huynh quang khac nhu PerPC5.5, APC,
ECD...).

- khang thé khang 1 CD dinh khao sat c6 gan mau huynh quang khac véi mau
huynh quang ctia khang thé anti CD45 (vi du CD33-PE).

- Dung dich ly giai hong cau.

- Dung dich sheath chay may flow.

- Dung dich dém PBS.
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2.3. Hoa chdt, vit tw khdc

Nudc cit, hoa chat khir trung Natri hypoclorite, ging tay.
3. Bénh phim

- La mAu mau ngoai vi chdng dong bang EDTA hodc miu dich choc hut (mang
phdi, mang bung, dich khép...). Mau dugc 14y tir cac ngudi bénh nghi ngo lo xé mi cap
hodc cac bénh 1y huyét hoc lanh tinh va 4c tinh khac. Tuy nhién trong mot sb truong
hop nhét dinh 6 thé 1y miu tir cac ngudi bénh cé tinh trang bénh 1y khac (nhiém
trung, nhiém HIV, suy giam mién dich...) tuy thudc vao muc dich khdo sat ctia bac sy
lam sang.

V. CAC BUOC TIEN HANH
1. Lay bénh pham

- 2ml méu ngoai vi chong dong bang EDTA.

- Mau can dugc 0 khang thé ngay trong vong 6 gid sau lay mau.
2. Tién hanh k§y thuét
2.1. Chuan bi mau

- Pém s luong bach cau co trong mau, diéu chinh sb luong bac cauvé 1 x 10° té
bao/ml.

- Lay 100 pl mau di diéu chinh s luong té bao cho vao 1 éng nghiém flow
cytometry.

- Ly giai hong cau bang 1 ml dung dich ly giai hong cau, G nhiét d6 phong trong
10 phat.

- Ly tam rira huyén dich té bao sau ly giai hong cau 2 lan, mdi 1an lam nhu sau:
thém 3 ml dung dich PBS vao ong flow cytometry, tron lic déu va ly tam 2000
vong/phut trong 3 phut. D6 b6 dich ndi, dé lai cin té bao va luong dich con lai (khoang
100 ul). Tron déu can va luong dich con lai.

2.2. U khang thé

- Cho khéang thé anti CD45-PC5, khang thé khang ddu 4n mién dich can khao sat
(vi du CD33-PE) (mdi loai 20 ul) vao 6ng flow cytometry chira cin té bao da pha hong
cau & budc trén. Tron déu va u nhiét d6 phong 20 phit, tranh anh sang.

- Rtra bo khang thé thira: sau 0, thém 3 ml dung dich PBS vao 6ng flow
cytometry, tron déu va ly tim 2.000 vong/phit trong 3 phat. D6 bo dich ndi, dé lai can
té bao.
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- Thém 1 ml PBS vao 6ng cin té bao, tron déu. Lic nay éng da sin sang cho
phan tich.

2.3. Phan tich trén may flow cytometry

- Pua 6ng flow cytometry vao vi tri doc trén mdy.

- M6 chuong trinh phén tich ddu 4n mién dich da mau d3 lap sin trén may. Nhap
vi tri 6ng phan tich va chay chuong trinh phan mém phan tich.

V1. NHAN PINH KET QUA

- Quy wéc: voi mdi mot CD néu ty 1é duong tinh trén 20% thi duoc goi 14 duong
tinh voi CD do.

- Khi phan tich chii yéu tap trung phan tich quin thé té bao blast(néu c6). Trong
mot s6 truong hop cu thé (khéng phai bénh méau 4c tinh), can phan tich thém cac quan
thé bach cau hat, lympho, mono.

- Néu quan thé blast duwong tinh véi cac dau an dong tiy nhuw CD13, CD33... thi
chan doan 13 ung thu dong tay. Néu dwong tinh véi CD2, CD3, CD7, CD4, CDS... thi
chan doan 13 ung thu dong lympho T. Néu duong tinh véi cac dau 4n dong lympho B
nhu CD19, CD20CD22, CD79a... thi chan doan la ung thu dong lympho B. Néu chi
duong tinh véi CD34 thi chan doan 14 ung thu té bao gbc tao mau chua phan thé.

- Néu khong phai mau cua ngudi bénh ung thu méu, tily theo ¥ dinh cta bac sy
diéu trj s& phan tich ty 1& % hodc sb luong tuyét dbi (s6 té bao/microlit) té bao c6 mang
mot dic diém mién dich nhat dinh.

VII. NHUNG SAI SOT VA XU TRi

- Sai s6t mau bénh pham: tén ngudi bénh trén gidy xét nghiém va trén 6ng mau
khong thong nhat, mau bji déng, mau khong ghi gio 1ay.

XU tri: yéu cau noi dua mau xac minh lai cac thong tin can thiét, néu mau bi
dong hodc da dé qua lau thi phai 1y lai mau bénh pham.

- C4c té bao bach cau nam khong ding ving té bao trong cira s6 chuong trinh
chay (Phai can ctr vao d6 thi SS va CD45, can clr vao sy phan bo rd rét cta cac quan
thé té bao trén do thi nay va cin clr vao quan thé té bao lympho binh thuong dé xac
dinh mtrc d6 chong 14p mau. O mot mau mau binh thudng, quan thé té bao phan dinh
thanh 3 vung 1 rét 1a ving bach cau hat, ving lympho va viing mono). Nguyén nhan
c6 thé do thuc hién khong dung, luong khang thé o khong du, thyc hi¢n khong da cac
budc cua quy trinh, i khong du thoi gian, hit pipet khong tét, tac kim hut trén méy. ..
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Xt tri: Lam lai xét nghiém va tuan thi theo diing quy trinh. Kiém tra may trudc

khi phan tich, phai rira may, dudi bot khi va thong kim hut (néu can) theo huéng dan di

theo may.

Beckman Coulter
Beckman Coulter
Beckman Coulter
Beckman Coulter
Beckman Coulter
Beckman Coulter

No o~ Dh e

. 2011.
. 2011.
. 2011.
. 2011.
. 2011.
. 2011.
J J M Van Dongen, L Lhermitte, S Bottcher, J Almeida, V H J van der Velden, J

TAI LIEU THAM KHAO
IOTest CD45-PC5 Used manual.
IOTest CD3-PE Used manual.
IOTest CD33-FITC Used manual.
IOTest CD34-PE Used manual.
IOTest CD10-FITC Used manual.
IOTest CD117-PE Used manual.

Flores-Montero et al. 2012. EuroFlow antibody panels for standardized n-
dimensional flow cytometric immunophenotyping of normal, reactive and malignant
leukocytes. Leukemia. 26, 1908-1975.
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PHAN TiCH DAU AN/CD/MARKER MIEN DICH TUY XUONG BANG KY
THUAT FLOW CYTOMETRY (LAM CHO 1 DAU AN/CD/MARKER)
(Bone marrow or lympho node Immunophenotyping by flow cytometry)

L. NGUYEN LY

- Cung véi sy phat trién cua té bao tao mau, cac quan thé té bao mau thudc timg
dong khac nhau va céc lira tudi khac nhau mang nhimng dic diém dau 4n mién dich (con
goi 1a cac marker hay ciac CD) khac nhau. Vi du CD45 1a khang nguyén bach cau
chung, c6 trén bé mit tt ca cac té bao bach ciu truong thanh. O giai doan non, bach
cau c6 thé duong tinh yéu hodc 4m tinh v6i CD45. Cac dau 4n mién dich non khac nhu
CD34, HLA-DR, TdT gip ¢ nhitng té bao non. Cac du an dic trung cho dong tay
chung c6 CDI13, CD33, CD15, CD117, MPO...; cho dong mono c6 thém CDI14,
CD16; cho dong héng cau c6 thém CD123a, CD71; cho dong tiéu cdu c6 thém CD41,
CD61. Cac ddu 4n mién dich dic trung cho dong lympho B ¢6 CD10, CD19, CD20,
CD22...; cho dong lympho T c6 CD2, CD3, CDS5, CD7, CD4, CD3, CDS....

- Trén phan tich té bao dong chay, té bao tiy U véi anti CD45 sau ly giai hong
cau s& phan bo trén do thi SS vs CD45 thanh 3 viing quan thé rd rét: ving bach cau hat,
viung mono, va vung lympho.

- Céc quan thé té bao blast ac tinh thudng xuat hién trong ving cira so blast (trén
dd thi SS vs CD45), va/hoac co6 cac dac diém khong déng bo vé khang nguyén (Xuét
hién dong thoi cac khang nguyén thudc dic trung cac dong té bao khac nhau, xuét hién
dong thoi cac khang nguyén thudc cac giai doan phat trién khac nhau ctia cing 1 dong
té bao), xuat hién khang nguyén qua mirc, giam hodc mat biéu hién mot khang nguyén
nao do. Trong qua trinh bi¢t hoa, cac té bao mau co sy xuat hién hodc 1a mat di cac dau
4n mién dich. Mdi mot dong té bao, mot giai doan té bao s& co nhiing d4u 4n mién dich
dic trung. Vi vay, c6 thé cin clr vao su c6 mat hodc khong co mit cac dau an mién
dich c6 thé xac dinh duoc dong té bao va giai doan biét héa cia té bao ung thu trong
Lo xé mi cép.

- Bang cach str dung cac khang thé don dong chdng lai cac ddu 4n mién dich dic
hiéu va phan tich trén may Flow cytometry co6 thé phan tich duoc kiéu hinh mién dich
ctia mot loai té bao nao do, xac dinh duoc té bao ung thu mau thudc dong nao va giai
doan biét hoa nao.
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I1. CHI PINH

- Lo xé& mi cap;

- Lo xé mi kinh;

- Da u tuy xuong;

- Réi loan sinh tuy;

- Réi loan ting sinh dong lympho;

- U lympho khong Hodgkin;

- U lympho Hodgkin.
I1I. CHONG CHI PINH

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

- K¥ thuat vién va ctr nhan da dugc dao tao: thuc hién k¥ thuat.

- Bac sy xét nghiém: doc két qua, danh gia, kiém tra chét luong.
2. Phuong tién, hoa chat
2.1. Phuwong tién

- May phan tich té bao dong chay (mdy flow cytometer).

- May ly tam.

- May lac tron.

- Pipet man va dau pipet loai 250 ul va 1.000 pl.

- Ong nghiém flow cytometry (chuyén dung cho may phan tich té bao dong
chay).
2.2. Héa chit chinh

- Anti CD45-PC5 (c6 thé st dung mau huynh quang khac nhu PerPC5.5, APC,
ECD..).

- Khang thé khang 1 CD dinh khdo sat c6 gan mau huynh quang khac véi mau
huynh quang cua khang thé anti CD45 (vi du CD33-PE).

- Dung dich ly giai hong cau.

- Dung dich sheath chay may flow.

- Dung dich dém PBS.
2.3 Héa chdt, vt tw khdc

- Nudrc cat, hoa chat khir tring Natri hypoclorite, ging tay.
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3. Bénh phim

La mau dich hat tiy xwong chdng dong bang EDTA, hodc mau nghién tir hach.
Mau dugc ldy tir cac ngudi bénh nghi ngd lo xé mi cdp, u lympho hoic cac bénh 1y
huyét hoc 1anh tinh va ac tinh khac.
V. CAC BUOC TIEN HANH
1. LAy bénh pham

- 1-2 ml dich hut tiy xuwong chdng déng bang EDTA.

- Truong hop 12 mau sinh thiét hach, can khoang bang ' hat gao.

- Mau can duoc gui dén phong xét nghiém flow cytometry ngay trong vong 6
gio sau 1y mau.

2. Tién hanh k§y thuat
2.1. Xur Iy mdu

- Néu 1a mau hach: nghién miu véi 2 ml dung dich PBS bang dung cu nghién
mau. Sau nghién dem loc huyén dich té bao qua ludi nylon min dé loai bo to chirc xo
so1. Chinh huyén dich té bao sau loc vé n6ng do khoang 1 x 10° té bao/ml.

- Néu 1a miu dich hut tuy xwong: Loc dich hat tay xuwong qua ludi nylon min dé
loai bo to chitc xo soi, md, va cac manh vun xuong (néu c6). Chinh huyén dich té bao
sau loc vé ndng d6 khoang 1 x 10° té bao bac cau/ml.

2.2. Chudn bi méu

- LAy 100 pl mAu d3 chuan bi cho vao 1 dng nghiém flow cytometry.

- Ly giai hong cau bang 1 ml dung dich ly giai hong cau, u nhiét 6 phong trong 10
phut (vi mau hach khong can 1am budc ly gidi ma chuyén thang téi bude u khang thé.

- Ly tam rira huyén dich té bao sau ly giai hong cau 2 lan, mdi 1an lam nhu sau:
thém 3 ml dung dich PBS vao ong flow cytometry, tron lic déu va ly tdm 2000
vong/phut trong 3 phut. D6 b dich ndi, dé lai cin té bao va luong dich con lai (khoang
100 pl). Tron déu cin va luong dich con lai.

2.3. U khdng thé

- Cho khéang thé anti CD45-PC5, khang thé khang ddu an mién dich can khdao sat
(vi du CD33-PE) (mdi loai 20 ul) vao éng flow cytometry chira cin té bao da pha hong
cau & budc trén. Tron déu va u nhiét d6 phong 20 phut, tranh anh sang.
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- Rtra bo khang thé thira: sau 0, thém 3 ml dung dich PBS vao 6ng flow
cytometry, tron déu va ly tim 2.000 vong/phit trong 3 phat. D6 bo dich ndi, dé lai can
té bao.

- Thém 1 ml PBS vao 6ng cin té bao, tron déu. Lic nay éng da sin sang cho
phan tich.

2.4. Phan tich trén may flow cytometry

- Pua dng flow cytometry vao vi tri doc trén may.

- M¢ chuong trinh phén tich ddu 4n mién dich da mau da 14p sin trén may. Nhap
vi tri 6ng phan tich va chay chuong trinh phin mém phan tich.

V1. NHAN PINH KET QUA

- Quy udc: véi mdi mot CD néu ty 18 duong tinh trén 20% thi dugc goi 1a duong
tinh vo1 CD do.

- Khi phan tich chil yéu tap trung phan tich quan thé té bao blast(néu c6). Trong
mot s6 truong hop cu thé (khéng phai bénh méu 4c tinh), can phan tich thém cac quan
thé bach cau hat, lympho, mono.

- Néu quén thé blast duwong tinh véi cac dau an dong tiy nhuw CD13, CD33... thi
chin doan 13 ung thu dong tiry. Néu duong tinh voi CD2, CD3, CD7, CD4, CDS... thi
chan doan 13 ung thu dong lympho T. Néu duong tinh véi cac diu an dong lympho B
nhu CD19, CD20, CD22, CD79a... thi chan doan 14 ung thu dong lympho B. Néu chi
duong tinh véi CD34 thi chan doan 13 ung thu t& bao gdc tao mau chwa phan thé.

- Néu khong phai mau cua ngudi bénh ung thu méu, tiy theo ¥ dinh cta bac sy
diéu trj s& phén tich ty 18 % hodc s6 lugng tuyét doi (sd té bao/microlit) t& bao c6 mang
mot dic diém mién dich nhat dinh.

VII. NHUNG SAI SOT VA XU TRi

- Sai s6t mau bénh pham: tén ngudi bénh trén gidy xét nghiém va trén éng mau
khong théng nhat, mau bi dong, mau khong ghi gio l4y.

Xu tri: yéu cau noi dua mau xac minh lai cac thong tin can thiét, néu mau bi
dong hodc da dé qua lau thi phai liy lai mau bénh pham.

- Cac té bao bach cau nam khéng ding ving té bao trong ctra s chwong trinh
chay (Phai can ctr vao dd thi SS va CD45, cdn ¢t vao sy phan bo 1o rét cla cac quén
thé té bao trén do thi nay va cin clr vao quan thé té bao lympho binh thuong dé xac
dinh muc do chéng lép mau. O mdt mau mau binh thuong, quﬁn thé té bao phan dinh
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thanh 3 ving 1 rét 1a ving bach cau hat, ving lympho va viing mono). Nguyén nhan

c6 thé do thuc hién khong dung, luong khang thé @ khong du, thyc hién khong du cac

budc clia quy trinh, G khong du thoi gian, hat pipet khong tdt, tic kim huat trén may...

Xt tri: Lam lai xét nghiém va tuén thi theo dung quy trinh. Kiém tra may trudc

khi phan tich, phai rira may, duoi bot khi va thong kim hut (néu can) theo huéng dan di

theo may.

. Beckman Coulter
. Beckman Coulter
. Beckman Coulter
. Beckman Coulter
. Beckman Coulter
. Beckman Coulter

~N O O B W N

. 2011.
. 2011.
. 2011.
. 2011.
. 2011.
. 2011.
.J J M Van Dongen, L Lhermitte, S Bottcher, J Almeida, V H J van der Velden, J

TAI LIEU THAM KHAO
IOTest CD45-PC5 Used manual.
IOTest CD3-PE Used manual.
IOTest CD33-FITC Used manual.
IOTest CD34-PE Used manual.
IOTest CD10-FITC Used manual.
IOTest CD117-PE Used manual.

Flores-Montero et al. 2012. EuroFlow antibody panels for standardized n-
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KHANG THE KHANG DENGUE IgG VA IgM (PHUONG PHAP THAM MIEN
DICH)
(Anti Dengue I1gG + IgM test by immunoblot)

I. NGUYEN LY

Thuat ngit Dengue chi virus st xuit huyét (virus Dengue) truyén qua mudi
Aedes aegypti va Aedes albopictus Iuu hanh rong rai trong cac vung nhiét déi va can
nhiét d6i cua thé gidi. Co 4 chung duoc biét dén 1a Dengue 1, 2, 3 va 4. Nguoi bi
nhiém virus Dengue c¢6 biéu hién sét cao, dau dau, dau co, ban da, gdy xuat huyét va
anh huong dén hé tudn hoan mau.

Xét nghiém nhanh SD BIOLINE Dengue IgG/IgM 1a thir nghiém sac ky mién
dich dung dé phat hién dinh tinh va phan biét nhanh khang thé IgG va IgM khang virus
Dengue trong huyét thanh nguoi.

Khi miu xét nghiém duoc nhé vao giéng mau, cac khang thé IgG va IgM khang
Dengue trong mau thir s& phan g cong hop vang — protein vo virus Dengue tai t6 hop
va hinh thanh phirc hop khang nguyén - khang thé. Phuc hop nay di chuyén doc theo
chiéu dai cia dung cy xét nghiém theo co ché mao dan va s& gan véi khang thé IgG
hoac IgM ngudi tuong ung tai 2 vach thir trén dung cu xét nghiém va tao ra vach mau.
Néu khang thé IgG va/ hodc IgM khang virus Dengue khong co6 trong mau thir thi
khong xuat hién vach mau tai “G” va “M”.

I1. CHI PINH
Nghi ngo sét xuat huyét do virus Dengue.
III.CHONG CHI PINH
Khong ¢ chdng chi dinh.
IV. CHUAN BI
1. Nguoi thuc hién

- K¥ thuét vién va cir nhan da dugc dao tao: thyc hién k¥ thuat.

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

- May ly tim ong méu;

- Pipet va tip 100 ul;
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- Dung cu xét nghiém SD BIOLINE Dengue 1gG/IgM;

- Dung méi thtr nghiém: Bém phosphate 100 mM (5ml), Natri azit (0.01%);

- Pipet mao dan 5 ul;

- Ngoai ra con can: gang tay, khau trang.

2.2. Héa chit chinh:

- Kit xét nghiém SD BIOLINE Dengue IgG/IgM dugc han kin trong go6i nhom
kém goi hit Am. Mot thanh xét nghiém goém:

+ Cong hop vang (thanh phan chinh): protein v6 cta virus Dengue tai t6 hop —
gan vang (1 0.2 ug).

+ Vach thir “G” (thanh phan chinh): khang thé don dong chudt khang IgG nguoi
(5 £ 1ug).

+ Vach thar “M” (thanh phan chinh): khang thé don dong chudt khang IgM ngudi
(5 £ 1 ug).

+ Vach chimg (thanh phan chinh): IgG tir tho khang Dengue (2.5 + 0.5 ug).

- Dung moi thir nghiém: BPém phosphate 100 mM (5ml), Natri azit (0.01%)

2.3 Héa chit, vt tw khdc

- Nudc cat, hoa chat khir tring Natri hypoclorite, ging tay.
3. Miu 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 tng.

- Néu c6 13n hong cau hodc nhiing thanh phan hiru hinh trong mau huyét thanh
thi can ly tim mau dé loai bo cac thanh phan dé 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 1au hon méi xét nghiém can phai bao quan & ti lanh
sdu (< -20°C). Tuy nhién véi mau bao quan lanh sau can tranh dong-tan nhiéu lan.

V. CAC BUOGC TIEN HANH
1. Chuan bi méu va thanh xét nghiém

- Chuén bi miu

+ Mau str dung 1a huyét thanh.

+ Lay 3 ml mau toan phan vao tube dung (khong chtra chat chéng dong nhu
Heparin, EDTA, va Natri citrate).
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+ Ly tdm dé thu 1y huyét thanh.

- Chuén bj thanh xét nghiém: Lay thanh xét nghiém ra khoi tui dung va dit 1én
mat kho, phfmg, dé nhiét do thanh xét nghiém vé can bﬁng nhiét do phong.
2. Nhé miu: Dung pipet mao din dugc cung cip, nhé 5 ul huyét thanh vao giéng miu
thtr ky hi¢u “S”.
3. Nhé dung mdi thir nghiém: Nho 3 - 4 giot dung moi thir nghiém vao giéng dung
moi hinh tron.
4. U thanh xét nghiém: 0 trong 20 phit, nhiét 6 phong.
5. Poc két qua.
6. Phan tich két qua.
VI. NHAN PINH KET QUA

Can ctr vao cac vach mau hong xuat hién trén thanh xét nghiém, két qua duoc
danh gia nhu sau:

- Am tinh (khong nhiém sét xuat huyét): mot vach hong "C" trong cira s6 két
qua, bén phai.

- Duong tinh:

+ IgM duong tinh (nhiém sbt xuat huyét tién phat): hai vach hong "C" va "M" &
ctra s6 két qua. Két qua duong tinh tham chi néu vach "M" mo.

+ IgG duong tinh (nhiém sét xuat huyét thir phat hodc timg bi nhiém) : hai vach
hdng "C" va "G" & cira s6 két qua. Két qua duong tinh tham chi néu vach "G" mo.

+ IgM va IgG duong tinh (nhiém sbt xuat huyét tién phat mudn hoic thtr phat
som): ba vach hong "C", "M", va "G" & cira s6 két qua.

- Khong gia tri

+ Khong c6 vach chimg "C" & ctra s6 két qua.

+ Nén thir lai mau.
VII. NHUNG SAI SOT VA XU TRi

- Sai s6t mau bénh pham: tén ngudi bénh trén gidy chi dinh xét nghiém va trén
6ng méau khong thong nhat, mau bi dong. Cac mau tan huyét, mau huyét thnah duc
(1am sai 1éch két qua).

X tri: yéu cdu noi dua miu xac minh lai thong tin trén gidy chi dinh va trén dng
mau, néu can phai 1y lai miu bénh pham.

- Str dung pipet mao quin chung cho tirng mau dan t&i nhiém chéo gifta cic mau.
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Xir tri: mdi mau dung mdt pipet mao quan, dung xong bo di khong tai st dung.

- Mau hét han, miu khong 1én vach ching, thoi gian U cac budc qué lau hoac
khong du thoi gian.

Xt tri: thuc hién lai xét nghiém, kiém tra chi dung hoa chat con han sir dung va
duoc bao quan dang diéu kién theo hudng dan cua nha san xuat, tudn thu ding cac

budc quy trinh, kiém soat tét nhiét dd phong xét nghiém (25-30°C).

TAI LIEU THAM KHAO
1. S6t xuét huyét Dengue: Chuan doan, diéu tri, phong bénh va kiém soat. Xuit ban 1an
thr 2 cia WHO 1997.
2. Huéng dan sir dung xét nghiém nhanh Dengue IgG/IgM. BIO LINE SD rapid test.
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XET NGHIEM XAC PINH POT BIEN THALASSEMIA
(Phat hién dong thoi 21 dot bién a-thalassemia hoidc 22 dot bién p-thalasemia)
THALASSEMIA MULTIPLE MUTATIONS DETECTION
(Simultaneously detects of 21 gene mutations of a-thalassemia or 22 gene
mutations of p —thalassemia)

I. NGUYEN LY

Xét nghiém xéac dinh dot bién thalassemia sir dung bo sinh pham a-globin va p-
globin stripassay duoc phat trién dua trén nguyén 1y cua k¥ thuat lai ADN nguoge. K§
thuat st dung thanh teststrip c6 dinh nhiéu dau do dé phat hién dot bién va xac dinh
tinh déng hop/ di hop tir ctia dot bién. BO xét nghiém a-globin stripAssay cho phép
sang loc 21 dot bién a-thalassemia va bd xét nghiém p-globin stripAssay cho phép sang
loc 22 dot bién p-thalasemia pho bién trong khu vuc Pong Nam A.
II. CHI PINH

Chi dinh cho ngudi bénh thalassemia va cac trudng hop nghi ngd mang dot bién
gen globin lién quan dén bénh 1y huyét sic t6.
I1I. CHONG CHI PINH

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

- Nhan vién xét nghiém sinh hoc phan tir da dugc dao tao.
2. Phuong tién - Héa chat
2.1. Phuwong tién

- Budng vo trung (Biology cabinet);

- May ly tam tdc d6 cao (tc d6 toi da 14.000 vong/phut);

- May vortex;

- Céc loai pipet 10 pl, 20 pl, 100 ul, 200 ul, 1000 pl;

- Pau con c6 mang loc;

- Ong eppendorf 1,5 ml vo tring, khong ¢ enzym nuclease;

- Ong PCR 0,2 ml v tring, khong c6 enzym nuclease;

- Tu lanh 4-8°C, tu -20°C;

- Gang tay.
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2.2 Héa chit:

- Sir dung sinh pham tach ADN thuong mai. Néu tach thu cong thi st dung cac
sinh pham can thiét dé tach chiét ADN nhu dung dich ly giai mang té bao, dung dich
bién tinh protein, cac dung dich rua, con tuyét dbi.

- B sinh pham o-Globin Stripassay va p-Globin Stripassay.

3. Bénh pham

2 ml mau toan phan dyng trong éng chéng dong EDTA.
4. Phiéu xét nghiém

Co dﬁy du cac thong tin can thiét vé nguoi bénh nhu: tén, tudi, noi &, chan doan
ban dau, yéu cau xét nghi¢m.
V. CAC BUOC TIEN HANH
1. Lay bénh pham

- 2 ml méu ngoai vi chdng dong bang EDTA, bao quan mau trong -20°C néu
chua thuc hién xét nghiém.

2. Tién hanh k§y thuét
Buérc 1: T4ch chiét ADN

Phuong phép tach chiét ADN co ban bao gdm céc giai doan chinh sau:
Phd mang té bao va mang nhan:

- Té bao dugc U trong mot dung dich gdm chét tdy manh (nhu SDS, sarcosyl),
chét gy bién tinh protein (guanidinium thyocianat) va chat khtr (2-mercaptoethanol).
Muc dich ctia bude nay 1a dé pha mang té bao va mang nhan dong thoi dé tc ché hoat
dong ctia cac enzym RNase noi bao, bién tinh protein dé giai phong cac phan tit ADN
O trang thai tu do.

Loai bo cdc protein:

St dung dung dich phenol: chloroform dé bién tinh protein, lam cho protein tao
thanh mot 16p tua 1o rét sau khi ly tam, dé dang loai bo khoi hon dich.
Tua ADN:

Str dung isopropanol hodc ethanol véi mudi dé tia ADN trong diéu kién nhiét do
am sau roi thu nhan ADN bang ly tdim. ADN dugc tai hoa tan trong nudc tinh sach da
khtr enzym (free-nuclease).

Budc 2. Thuc hién phian ing PCR
1. Giit tit ca hoa chat va ADN khudn trong khay gitr lanh. Tién hanh tit ca cac
budc ¢ trén khay trit lanh (0-4°C) cho dén khi bit dau chay may.
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2. Chuén bj dich hdn hop gébm Taq ADN Polymerase va Taq Dilution Buffer.
3. Chuan bj thanh phan cho phan tng PCR theo bang sau:

B-globin stripassay (1 pi/mAiu) a-globin stripassay (3 pi/mau)

Al: 15 ul Amplification Mix A1l

5 ul Taq ADN Polymerase (0,33 U/ul)
5 ul ADN khuon

A2: 15 pl Amplification Mix A2

5 ul Taq ADN Polymerase (0,33 U/ul)
5 ul ADN khuon

B: 15 ul Amplification Mix B

5 ul Taq ADN Polymerase (0,33 U/ul)
5 ul ADN khuon

15 pul Amplification Mix
5 ul Taq ADN Polymerase (0,2 U/ul)
5 ul ADN khuon

95°C/5° |97°C/40” - 64°C/40” -

94°C/2° 194°C/15” - 58°C/30” - 72°C/1°307|45 197°C/40” - 58°C/40” -
72°C/457|xg5 72°C/3° 72°C/1°307 |37
72°C/5°

Buéc 3. Pién di kiém tra ADN san pham PCR
- Kiém tra san pham PCR bang dién di trén gel 3% (khong bat budc).
Buwdc 4. Qui trinh lai ADN

Trwde khi lai: khoi dong bé on nhiét va mdy ldc én nhiét téi 45°C (= 0.5°C).
Cho lp Hybridization Buffer va Wash Solution A vao bé 6n nhiét @é lam dm trudc khi
sw dung
4.1. Lai ADN véi teststrip (45°C; may lic 6n nhiét)

1. Kiém tra nhiét do ctia bé 6n nhiét va may lic. Pam bao dat 45°C trudce khi tién
hanh.

2. Pé tat ca teststrip, ADNT, Conjugate Solution, Wash Solution B va Color
Developer ra nhi¢t o phong.

3. Ldy mang lai va viét ky hiéu trén mdi ranh tuong tng véi teststrip ciia mdi
nguoi bénh.

4. St dung kep hodc nhip sach lay teststrip cho 1 mau bénh pham (chi cdm
teststrip khi di deo bao tay!). Ghi ky hiéu ¢ ngoai vach danh dau cua teststrip sir dung
but chi (khong sir dung but bi, but danh dau...).

5. Tron thanh phan cho phan tng lai theo bang sau:
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B-globin stripassay

« Hut 10 pl ADNT vao goc ctia moi rinh di danh dau trong mang lai.
« Thém 10 pl san pham PCR vao giot ADNT tuong tng.
Tron déu bang pipette. (Dung dich s& duy tri mau xanh)

a-globin stripassay/teststrip A a-globin stripassay/teststrip B

« Hat 20 pl ADNT vao goc ctia mdi ranh di | « Hat 10 pl ADNT vao géc ciia moi
danh dau trong mang lai. rdnh da danh dau trong mang lai.

« Thém 10 pl san pham PCR Al vao giot | * Thém 10 pl san phim PCR B vio
ADNT tuong tng. giot ADNT tuong ung.

« Thém 10 pul san pham PCR A2 vao cung mot | Tron déu bang pipette. (Dung dich s&
giot. duy tri mau xanh).

Tron déu bang pipette. (Dung dich s& duy tri

mau xanh).

6. Pé yén 5 phut & nhiét dd phong.

7. Thém 1 ml Hybridization Buffer (d4 1am 4m tdi 45°C) trong mdi ranh. Lic
mang lai nhe nhang (méau xanh sé& bién mat)

8. Chén teststrip A hodc teststrip B di d4nh dau vao lan luot cac rinh. Nhan
chim hoan toan teststrip.

9. U 30 phiit & 45°C trong may lac 6n nhiét, Téc d6 250 rpm, day nap khi o

10. Két thiic u, loai bo dém lai bang pipet.
4.2. Rira teststrip (45°C; may lic on nhiét)

1. Thém 1 ml Wash Solution A (di 1am 4m t&i 45°C). Rira nhanh (10 gidy). Loai
bo dich bang pipet.

2. Thém 1 ml Wash Solution A (45°C).

3. U 15 phiit & 45°C trong bé on nhiét. Loai bo dich bang pipet.

4. Thém 1 ml Wash Solution A (45°C).

5. U 15 phut & 45°C trong bé 6n nhiét. Loai bo dich bang pipet.

Sau budc nay cdi nhiét do va 25°C va mé ndp may ldc.

4.3. Hién mau (nhi¢t do phong)

1. Thém 1 ml Conjugate Solution.

2. U 15 phit ¢ nhiét dd phong trén may lac. Loai bo dich bang pipet.

3. Thém 1 ml Wash Solution B. Rira nhanh (10 gidy). Loai bo dich bang pipet.
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4. Thém 1 ml Wash Solution B.

5. U 5 phut ¢ nhiét do phong trén may lac. Loai bé dich bang pipet.

6. Thém 1 ml Wash Solution B.

7. U 5 phut & nhiét do phong trén may lac. Loai bo dich bang pipet.

8. Thém 1 ml Color Developer.

9. U 15 phit ¢ nhiét d6 phong trong téi va trén may lac.

Chdt nhuém mau tia sé xudt hién trén phdn vmg dwong tinh.

10. Rira teststrip vai 1an véi nuéc khir ion.

11. Bé teststrip kho trong téi trén gidy tham.

Trdnh dé teststrip tiép xiic véi dnh sang manh sau khi phdt trién mau.
V1. NHAN PINH KET QUA

- Kiéu gen cua mot mau xét nghiém duoc xac dinh tir teststrip twong Ung, qua
viéc dbi chiéu teststrip voi thang do.

- Két qua chi dugc chép nhéan khi xuat hién da 3 vach: vach Control trén cung,
vach Control A va vach Control B.

- MAu di hop tir khi xuat hién dong thoi ca vach dot bién va vach kiéu dai

- Mau déng hop tor mot dot bién khi xuat hién vach dot va khong xuét hién vach

kieu dai.
VII. NHUNG SAI SOT VA XU TRi
SAI SOT XU TRI
Lay mau khong du hoic sai chat chong | Huéng dan qui cach lay mau rd rang.
dong.
Thao tac pipet khong chinh xac. St dung pipet theo diing thé tich qui dinh.
Tin hi¢u phan tmg khong r0 rang. Bao quan héa chat ding theo khuyén cio

cua nha san xuat
Thuc hién ding, du cac budc trong qui
trinh xét nghiém.

TAI LIEU THAM KHAO
1. Tai liéu huéng dan di kém b sinh phdm a-Globin Stripassay va p-Globin Stripassay
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QUY TRINH XET NGHIEM GEN BANG KY THUAT clg FISH
(Cytoplasmic Immunoglobulin Staining and Fluorescence in situ hybridization)

L. NGUYEN LY

K¥ thuat clg FISH 1a su phdi hop 2 k¥ thuét 13 nhudm bao tuong cua té bao plasmo
(twong bao) va k¥ thuat FISH.

K§ thuat nhuém bao twong cua té bao plasmo duoc tién hanh theo nguyén 1y:
bao twong cta té bao plasmo biéu hién rat nhiéu khang thé c6 chudi nhe kappa hodc
lambda. St dung cac khang khang thé don dong (anti-kappa hodc anti-lambda) da duoc
gin huynh quang dé nhudém bao twong cta twong bao s& gitp xac dinh dé dang céc té
bao nay thong qua kinh hién vi huynh quang véi mang loc phu hop

K¥ thuat FISH dugc tién hanh dya trén co s¢ cta phan tng lai ghép. Trong té bao,
phan tir ADN t6n tai dudi dang phan tir kép gom 2 chudi don gan két bo sung voi nhau
thong qua lién két hydro. Lién két hydro 1 lién két yéu nén dé dang bi dut giy dudi tac
dong cua nhiét do hay pH cao. Luc do, phan tir ADN bi tach thanh 2 chudi don. Tuy nhién
khi nhiét d6 hay pH giam, cac chudi don lai ghép nhau theo nguyén tic bo sung.

Dua trén dic tinh nay, k¥ thuat FISH str dung cac probe la doan ADN dac hi¢u
c6 gin huynh quang dé lai ghép véi cac doan ADN tuong dong trén nhiém sic thé. Tir
d6, chiing ta c6 thé phat hién bt thuong nhiém sic thé mot cach chinh xac va nhanh
chong.

St dung k¥ thuat clg FISH gitp dénh gia nhiing ton thuong di truyén khu tr
trén dong té bao plasmo 4c tinh nén tranh dugc Am tinh gia.

II.CHI PINH

Chi dinh cho ngudi bénh da u tiy xwong, cac bénh 1y lién quan dén té bao lympho

B.

III. CHONG CHI PINH
Khong cé chong chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

Nhan vién xét nghiém di truyén - sinh hoc phan tir da dugc dao tao.
2. Phwong tién, hoa chat
2.1. Phwong tién
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- Thiét bi: bé on 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, dng dong, gidy tham.
2.2. Héa chit

- Probe phu hop tuong tng véi doan gen can phat hién.

- Dung dich 10% formamide: 5 ml formamide + 30 ml H20 + 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.

- Cdn 70°, 85°, 100°.

- Ficoll Paque.

- Dung dich PBS 1X.

- Dung dich SSC 20X.

- Dung dich nhuoc truong: KCL 0,075M (PH=7,4). (5 ml/1 mau).

- Methanol tuyét dbi.

- Acid acetic.

- Mounting medium without DAPI.

- AMCA Goat Anti human lambda chain antibody.

- AMCA Goat Anti human kappa chain antibody.

- AMCA Rabbit Anti goat 1gG antibody.

- LSI/WCP Hybridization Buffer.
3. Bénh pham

2 ml dich hut tay xwong ciia ngudi bénh dung trong dng chong déng Sodium
heparin.
V. CAC BUOC TIEN HANH
1. Chuan bi tiéu ban

Sau khi ¢6 dich hut tiy xwong cua ngudi bénh, can tién hanh kéo tiéu ban va
phan tich ty 1& twong bao. V&i nhitng mau co ty 1é tuong bao 16n hon 10%, thuc hién
cc budc chuan bi tiéu ban nhu sau:
B1: Tach té bao don nhan bang ficoll:
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- Cho toan bo dich tiy cua nguoi bénh vao ng falcon 15 ml. Cho thém dung
dich PBS 1X dén 3,3 ml.

- Thém 1ml ficoll vao (luu y cho dau con chua ficoll xubng day dng falcon). Ly
tam 2100 vong/phut trong 30 phut véi ché d “ no brake” cho may ly tim.

- Dung pipet dé bo phan huyén dich phia trén chta huyét twong va tiéu cau. St
dung pipet khac dé chuyén phan té bao don nhan sang éng falcon khac.

- Rura bang cach cho thém PBS vao phan té bao don nhan theo ty 18 3:1. Ly tim
1400 vong/phut trong 10 phut.

- Tai huyén dich bang PBS.

B2. Nhugc truong té bao:

- Xt 1y té bao don nhan bang 5ml dung dich KC1 0,075M trong 5 phut. Sau do
cho thém 01 ml dung dich Cornoy II (3 methanol: 1 acid acetic), tron déu roi dem ly
tam 1000 vong/phut trong 10 phut.

- Loai bo dich noi.

B3. C6 dinh tiéu ban:

- Cho thém 5ml dung dich Cornoy II. B¢ ¢ nhiét d6 phong trong 10 phut.

- Ly tam 1000 vong/phtt trong 10 phut.

- Loai b6 dich noi.

- Cho thém 5 ml con 96°. Ly tim 1000 vong/phut trong 10 phut.

- T4i huyén dich dé c6 néng do té bao phu hop, nhoé cin té bao 1én lam kinh.

2. Lai huynh quang tai chd
2.1. Xwr ly tiéu bdn

- Ngam tiéu ban vao dung dich 2X SSC ¢ 37+1°C trong 15 pht.

- Rura ti€u ban qua cong chira dung dich 2X SSC & nhi¢t d§ phong trong 5 phut.

- Chuyén tiéu ban qua cong chira dung dich formaldehyde 10% ¢ nhiét do phong
trong 5 phut.

- Rtra tiéu ban qua cong chira dung dich 2X SSC ¢ nhiét do phong trong 5 phut.

- Chuyén tiéu ban qua cong chira cdn 70° trong 1 phut.

- Chuyén tiéu ban qua cong chira cdn 85° trong 1 phut.

- Chuyén tiéu ban qua cong chira cdn 100° trong 1 phit.

- Pé tiéu ban kho hoan toan & nhiét do phong.

83



2.2. Chudn bi probe

- Tron déu cac dung dich sau trong 1 dng PCR

(1 wl probe + 7 ul LSI + 2 ul dH20) /1tiéu ban

- Ly tam nhe.
2.3.Lai

- Nho 10 pl dung dich probe vao khu vuc danh ddu trén tiéu ban sau d6 che phu
bang coverslip.

Yéu cau: dung dich probe thdm déu trén tiéu ban, khong c6 bot khi.

- Phi1 kin coverslip bang cao su xi ming.

- Pt tiéu ban vao may lai, chon chuong trinh bién tinh & 73°C trong 3 phut va u
37°C trong 16 - 20 gio.
2.4. Rira sau khi lai

- Go bo xi mang cao su va coverslip.

- Ngam va Iic manh tiéu ban lan lugt 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 d6 phong.

- Lam kho tiéu ban.
3. Nhudm khang thé twong bao

- Chuan bi 20 pl khang khang thé Kappa va Lambda/ tiéu ban (2 pl AMCA Anti-
Human Kappa: 2 ul AMCA Anti-Human Lambda : 16 pl PBS 1X).

- Nhoé 20 pl khang khang thé Kappa va Lambda 1én bé mit tiéu ban. Phu kin tiéu
ban bang coverslip. U trong t6i ¢ 37°C t6i thiéu 20 phut.

- Rira qua 2 cong chira PBS 1X trong 2 phut mdi cong.

- Pé tiéu ban kho hoan toan & nhiét d6 phong.

- Chuan bi 20 pl khang khang thé Ig (H+L)/ tiéu ban (1 pl AMCA Anti-Goat Ig
(H+L): 19 ul PBS 1X).

- Nho 20 ul khang khang thé Ig (H+L) 1én bé mit tiéu ban. Phu kin tiéu ban bang
coverslip. U trong t6i & 37°C t4i thiéu 20 phut.

- Rira qua 2 cong chira PBS 1X trong 2 phut mdi cong.

- Pé tiéu ban kho hoan toan & nhiét d6 phong.

84



4. Phan tich két qua
- Nho 10-20 pl dung dich antifade 1én bé mit tiéu ban dé chéng mat mau probe

va 6n dinh tin hiéu DAPI trén tuong bao.

- Phu kin tiéu ban bang coverslip.

Yéu cau: dung dich dan déu trén tiéu ban va khong cé bot khi.

- Quan sat dudi kinh hién vi huynh quang v6i mang loc thich hop.

- Quy tdc phan tich theo hudng dan cu thé cuia nha san xuét cho timg loai probe.

Thong thudng sé tién hanh phan tich 100 twong bao dé dua ra két qua cudi cung.
VI. NHUNG SAI SOT VA XU TRi

Van dé Nguyén nhan Cich khic phuc
Kinh hién vi khong thich hop hodc | ., o
) p Kiém tra lai kinh va céc vat kinh
coO su co
L o Kiém tra nhiét d6 bé am c6 ding
Probe khong bién tinh hoan toan o
(73+/-1)°C
Kiém tra nhiét do ti am c6 dung
Piéu kién lai khong thich hop 37°C hay khong.
Khong c6 tin Tang thoi gian lai 1én 1gi0.
hiéu hodc tin Kiém tra nhiét 46 bé am co dung
hiéu yéu 73°C

Piéu kién rira khong thich hop

Kiém tra cac thanh phan dung
dich rira (pH...)

Xuat hién bot khi giira tiéu ban va
coverslip

Loai bo bot khi

Bdo quan probe khong dliing cach

Bdo quan probe & -20°C, khong

anh sang

Tin hiéu dac

trung yéu

Piéu kién lai khong thich hop

Kiém tra nhiét d6 td am co dung
37°C

Nhiét d6 dung dich rira qué thap

Duy tri nhiét do dung dich rta &
(73+/-1)°C

Nén qua ban

Tiéu ban lam gia qua muac cho

phép hoidc chira nhiéu té bao chat

Tang thoi gian bién tinh cia tiéu
ban 1€n 10 phut
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Van de

Nguyén nhan

Cich khic phuc

Tiéu ban khong sach hoac nhiéu

manh v té bao trén tiéu ban

Chuén bi lai tiéu ban

Cac manh ADN khong sach

Thuc hién lai budc rira ti€u ban

sau khi lai voi formamide

Dung dich rtra sai thanh phan va
nhiét do

Kiém tra lai dung dich rira

Hinh thai cac té
bao bi co cum,

bién dang

Pé tiéu ban bi qua kho

Tang do am hodc tang nhi¢t do bé
am trong quéd trinh tién hanh thi

nghiém

Tiéu ban chua duoc siy kho trude
khi bién tinh

Chuan bi lai xét nghiém voi tiéu
ban maoi

Lam gia tiéu ban trude khi tién
hanh FISH 24 gi¢

Tiéu ban chua kho sau bién tinh

Say tiéu ban ¢ nhiét do 45°C trong
10-15 phut sau bién tinh

Nhiét d§ bé am qua cao

Kiém tra nhiét 46 bé am co dung
(73+/-1)°C

Thoi gian bién tinh qué lau

Giam thoi gian bién tinh 1 phat

Tin hiéu qua

manh

Nong do probe sir dung qué cao so

vO1 dat mau caa KHV

Co gang chinh kinh thay thé bang

cac dai mau trung lap

2. Lynda J. Cambell (2011). “Detection of Chromosome Abnormalities

cytoplasmic  Immunoglobulin  staining and FISH

TAI LIEU THAM KHAO
1. Tai liéu huéng dan str dung cta cong ty Vysis.

using

in  Mpyeloma”. Cancer

Cytogenetics: Methods and Protocols, Human Press, p. 159-172.
3. Filkova H. Et al (2006). “Protocol for the identification of malignant plasma cells

in bone marrow samples

using simultaneous

staining of cytoplasmic

immunoglobulin with FISH (clg FISH)”. Detection of chromosomal aberrations in
multiple myeloma. Masaryk University Press, p. 15-18.
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XET NGHIEM GIAI TRINH TU GEN
TREN HE THONG MISEQ
(Gene sequencing on Illumina MiSeq system)

|. NGUYEN LY

K§ thuat giai trinh tu gen trén hé théng MiSeq dua trén nguyén 1y tong hop
chudi (synthesis-based) bo sung véi gen dich; trong d6 mdi loai nucleotit str dung trong
phan tmg giai trinh tw duoc danh dau voi mot chat huynh quang khac nhau va dugc
phat hién bang hé thong quang hoc. Tir d6 cho phép xac dinh chinh xac trinh ty sap xép
cac nucleotit trén chudi ADN hoic ARN.
I1. CHI PINH

Chi dinh cho cac nguoi bénh bi bénh mau dé phat hién cac dot bién gen giy
bénh.
I1I. CHONG CHI PINH

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

Nhan vién xét nghiém sinh hoc phan tir da duoc dao tao.

2. Thiét bi - hoa chat
2.1. Thiét bi, vit tw tiéu hao:

- Pipet: 0,2-2ul, 1-10pul, 10-100ul, 20-200ul, 100-1000ul;

- Pau con RNAse-free, ¢6 mang loc, loai 0,2-2ul, 1-10ul, 10-100ul, 20-200ul,
100-1000ul;

- Ong ly tam 1,7ml RNAse-free va 6ng ly tim khong nip 2ml;

- Ong PCR 0,2ml, RNAse-free;

- Ong real-time PCR 0,2ml, RNAse-free;

- Ong do néng 6 ADN/ARN (Qubit)

- Ong falcon: 10ml, 50ml;

- Dao cit gel;

- Gia tu;

- May ly tdm lanh, dé ban;

- May lac U nhiét;
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- Méy PCR;

- May lac (vortex);

- May do ndng 46 ADN/ARN Nanodrop, Qubit 2.0;

- Hé théng dién di va chup anh gel;

- Hé théng doc trinh ty gen MiSeq;

- May tinh c4u hinh cao (khuyén nghi: Core i7, 16-32Gb RAM, 1-2Gb VRAM
d6 hoa, 6 cimg SSD 1TB) va phan mém phan tich két qua.
2.2. va hod chit:

- Agarose;

- Thudc nhuém gel;

- Loading dye;

- Gel marker;

- bém dién di TBE;

- H20 dung cho sinh hoc phan tir, RNAse-free

- Con tuyét ddi ethanol va isopropanol dung cho sinh hoc phan tir;

- Kit tach chiét ADN/ARN (QIAGene);

- Kit thoi gel (QIAGene);

- Kit tong hop ¢cDNA (Invitrogen);

- Kit do néng d6 ADN (Qubit)

- Kit chuan bi thu vién (Illumina Nextera XT);

- Kit dinh luong thu vién (KAPA RQ-PCR library quatification);

- Kit chuan hoa thu vién (Sigma AMPure XP);

- Kit doc trinh tu gen (Illumina MiSeq reagent kit v2 300 cycles);
3. Miu xét nghiém

2ml mau ngoai vi hodc dich tuy xwong dung trong dng chong déng voi EDTA.
V. CAC BUOC TIEN HANH
1. Tach chiét vat liéu di truyén (ADN/ARN) tir mAu mau ngoai vi hoic dich tuy
xuwong (s dung kit QIAGene):

- Thu té bao bach cau buffy coat, rira va tai huyén dich trong 200ul PBS 1X;

- Chuyén 200pl té bao bach cau sang 6ng ly tdm 1,7ml;

- Thém vao mdi 6ng 400ul dém RLT, tron déu bang bom tiém;

- Thém vao mdi 6ng 400pl ethanol 70%, tron déu bang dao nguoc ong;
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- Chuyén toan bd dich vao cot tach chiét, Iy tam 1 phiit & 10.000 vong/phut, loai
b6 phan dich ¢ day éng;

- Thém vao mdi cot 700ul dung dich RW1, ly tim 1 phuat & 10.000 vong/phut,
loai bo phén dich & day éng;

- Thém vao mdi cot 500ul dung dich RPE, ly tim 1 phut & 10.000 vong/phut,
loai bo phan dich & day éng;

- Chuyén cot sang 6ng 2ml méi, ly tim 1 phat & 10.000 vong/phut, loai bé phan
dich & day dng;

- Chuyén cot sang 6ng ly tam 1,7ml méi, thém vao mdi cot 50pul H20, dé o nhiét
d6 phong 5 phat, ly tam 1 phat & 10.000 vong/phit. Phan dich thu dugc 1a RNA da
duoc tinh sach;

- Po ndong d6 RNA bang NanoDrop va bao quan mau ¢ -80°C.

2. Thue hién phan ung phién ma ngugc (cDNA)

- Sir dung 10pg-1ug RNA dé thuc hién phan tmg cDNA véi kit SuperScript
VILO cDNA Synthesis Kit;

- Chuan bi phan ung theo bang dudi day:

Sinh pham T.phan/1 pi&
5X VILO Reaction Mix 4.0
10X SuperScript Enzyme 20
Mix
RNA (1ng)
H20 dén 20
Tong thé tich 20

- Chu trinh nhiét cho phan \rng tong hop cDNA:
|25°C 10> 42°C 60>  85°C 5’|
- San pham cDNA duoc bao quan & -20°C.
3. Phan lap gen dich
Phan 1ap gen dich tir cDNA tong s6 bang PCR v&i bo moi phu hop (tham khao
quy trinh PCR chuén). Gen dich 13 doan hodc cac doan ADN can phan tich, phuc vu

chan doan va diéu tr1 cho moi loai bénh khac nhau.
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4. Tinh sach gen dich bing phwong phap thoi gel

- Pién di san pham PCR (gen dich) trén gel agarose 1%, sir dung marker pht hop
dé dinh vi chinh xac gen dich;

- Cit khac gel chtra biang san pham cho vao 6ng ly tdm 1,7ml va xéac dinh trong
luong;

- Str dung kit QIAGene MinElute Gel Extraction kit dé tinh sach san pham PCR.
Tat ca cac budc ly tim déu thyc hién ¢ vong quay > 10.000g;

- Cho vao mdi 6ng chira san pham PCR 3 1an thé tich dém QG (mdi 1mg gel
duoc quy ude twong dwong voi 1 pl thé tich);

- U 6 500C trong 10 phat dé gel tan hoan toan;

- Thém 1x thé tich con isopropanol (vi du: 100 pl con dbi voi 100mg gel) dao
nhe va chuyén toan b dung dich vao cot MinElute;

- Ly tam cot MinElute 1 phut, loai bo dich ¢ day ong;

- Cho vao mdi cot 500 ul dém QG, ly tam 1 phut, loai bo dich ¢ day 6ng;

- Cho vao mdi ¢t 750 pl dém PE, ly tim 1 phut, loai bo dich & day 6ng;

- Chuyén cot sang 6ng ly tim mai, ly tim 1 phut, loai bo dich & day ong;

- Chuyén cot sang ong ly tim 1,5ml, thém vao mdi cot 10 pl dém EB (hodc
H20), dé ¢ nhiét d6 phong 1 phit;

- Ly tam c6t 1 phut, thu dich chtta ADN (gen) dich, do ndng d6 bang NanoDrop,
bao quan & -20°C.
5. Chuin bi thu vién DNA
5.1. Phan manh DNA thanh cac doan c6 chiéu dai khoang 300 bp
Chudn bi:

- Ra dong cac dng ATM (Amplicon Tagment Mix), TD (Tagment DNA Buffer),
va cac mau DNA, giit trong khay d4;

- Lam 4m 6ng NT (Neutralize Tagment Buffer) dén nhiét d6 phong;

- Sau khi ri d6ng, nhe nhang dao ngugc cac ong hoa chat 3-5 1an dé tron déu.
Cac buoc thuc hién:

- Ky hiéu dng PCR méi 1a NTA;

- Cho 10 pl dung dich dém TD vao mdi éng;

- Cho 5 pl hdn hgp DNA cuia timng mau vao moi dng NTA riéng biét;

- Thém 5 pl ATM vao cac dng, hut nha pipet 5 lan;
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- Pay nap céc 6ng va ly tam ¢ 280g, 20°C, trong 1 phut dé dam bao cac hoa chat
duoc tap trung & phan day dng;

- Pua cac 6ng NTA vao may PCR, i & nhiét d6 55°C trong 5 phit, sau do giit &
1°C;

- Thém vao mdi 6ng NTA 5 pl dém, tron déu bang pipet 5 1an;

Pay nap va ly tam & 280g, 20°C, trong 1 phut;

U cac dng NTA & nhiét do phong trong 5 phut dé bat hoat hoan toan enzyme.
5.2. Gin ma danh diu (barcode)

Chudn bj:

- R dong hoa chiat NPM (Nextera PCR Master Mix) va cac index ¢ nhiét do

phong trong khoang 20 phiit, nhe nhang dao 6ng 3-5 lan.
Cac buoc thuc hién:

- Pt cac éng NTA theo th tu cb dinh trén dia TruSeq Index Plate Fixture;

- Thém 15 pl mastermix NPM vao timg ong NTA;

- Thém vao mdi ong NTA 5 pl index 1 va 5 ul index 2 theo t6 hop dé phan biét
cac mau phan tich;

- Loai bo tat ca cac nap index da dung va thay bang nap méi (cung cap theo kit);

- Pay nap cac ong va ly tam & 280g, 20°C, trong 1 phut;

- Tién hanh phan tng PCR dé gan index theo chuong trinh sau:
Nhiét do \ Theoi gian Chu ky

72°C 3 phut 1 vong
95°C 30 gidy

95°C 10 giay 12 vong
55°C 30 gidy

72°C 30 gidy

72°C 5 phut 1 vong
4°C 00

So d6 phéi hop ma danh dau (barcode):
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A: Index N-7xx

B: Index S-5xx
C: Khay mau

5.3. Tinh sach san pham bing hat tir (AMPure XP)
Chudn bi:

- Pua dung dich chira hat tir AMPure XP vé nhiét d6 phong;

- Chuén bi cdn ethanol 80%.
Cac buwoc thuce hién:

- Ly tam ong NTA ¢ 280g trong 1 phut (20°C);

- Panh dau 6ng ly tam 1,5, 1 moi 1a CAA;

- Chuyén 50 pl san pham PCR tir 6ng NTA sang ong CAA;

- Tron déu dung dich AMPure XP trong 30 gidy bang vortex, thém 90 pul AMPure
XP viao timg 6ng CAA, tron déu bang pipet;

- U ¢ nhiét do phong trong 5 phut d& DNA bam vao cac hat tir;

- Dit Ong trén gia tir trong 2 phut, dé giit hat tir;

- Dung pipet loai bé toan bo dich trong 6ng;

- Giit nguyén 6ng CAA trén gia tir, thém 200 pl ethanol 80% vao cac ong, u 30
gidy, loai bo dung dich bang pipet (thuc hién budc nay 2 lan);

- Gitr nguyén cac ong CAA trén gia tir, dé kho tu nhién trong 15 phut;

- Nhic cac ong CAA khoi gia tir, dung pipet thém 50 pl dém RSB vao timg 6ng
CAA, tron déu bang pipet;
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- U & nhiét d6 phong 2 phut. Sau d6 dat cac ong lén gia tir trong 2 phut, dung
pipet thu phan dung dich (chtta DNA) d3 tach ra khoi hat tir. Ky hiéu cac dng mau 1a
CAN,;

-Po néng do b::ing Qubit 2.0;

- Bdo quan mau & nhiét ¢ -20°C.

5.4. Pinh lwong miu bang RQ-PCR
Chudn bi:
- Pha lodng cac mau sau khi tinh sach theo ty 1& nhu sau:
+ Nong do DNA < 2 ng/ul: pha lodng 1.000 lan.
+ Nong do DNA tir 2 dén 10 ng/ul: pha loang 5.000 lan.
+ Nong do DNA tir 10 dén 30 ng/ul: pha loang 10.000 lan.
+ Nong do DNA >30 ng/ul: pha lodng 20.000 lan.
Chwong trinh chay RQ-PCR:
- Cong thtrc pha hon hop phan tng:

Thanh phan phan @ng Thé tich/ ham hrong
mix
DNA, standard (da pha loang) 4 ul
H,O 4 ul
- Chu trinh nhiét:
~ Nhigtdp ~ Theigian
95°C 5 phut 1 vong
95°C 30 gidy 35 vong,
60°C 45 giay Doc tin hiéu
12°C 00 -

- Mdi mau chay 1ap lai 3 lan dé tinh gia tri trung binh;
- Két qua dinh luong bang RQ-PCR duoc tinh toan véi két qua do bang Qubit dé tinh
gia tri trung binh ctia mdi mAu, day 1a gia tri ndng do cudi ciing cia cac mau dung dé tinh

toan lugng mau dwa vao doc trinh ti.
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5.5. Chuan héa miu
Chudn bi:

- R3 dong dng LNA1 va lam 4m dén dén nhiét d6 phong;

- Lam 4m 6ng LNB1 va LNW1 dén nhiét d6 phong;

- Tron déu 6ng LNBI bang vortex trong 1 phut;

- Lam 4m 6ng LNS1 vé nhiét 6 phong.
Cac budc thuce hién:

- Panh dau mot 6ng ly tdm 1,5ml sach 1a LNP;

- Chuyén 20 pl dich san pham tir 6ng CAN éng LNP;

- Hut 1,1 ml LNAI vao 1 éng ly tam 1,5 ml.

- Tron déu hat tir trong 6ng LNB1 bang pipet;

- Hat 45 pl hén hop LNA1/LNB1 vao mdi 6ng LNP da chira san mau;

- Lic cac ong LNP trén ¢ van toc 1.800 vong/phut trong 30 phut;

- Dat cac 6ng trén gia tir trong 2 phut, loai bo dung dich bang pipet;

- Nhéc cac dng LNP ra khoi gia tir va tién hanh budc rira voi LNWI:

+ Thém 45 pl LNW1 mdi 6ng.

+ Pong chit nap cc ong.

+ Lac v6i van toc 1.800 rpm trong 5 phit.

+ Pit cac Ong trén gia tir trong 2 phut.

+ Cén than loai bé dich ndi, thay dau con sau mdi 1an thao tac.

- Lap lai budce rira mot lan nita voi LNW1;

- Nhac cac ong LNP khoi gia tir, thém 30 pl NaOH 0,1 N vao cac 6ng, lic éng
LNP tai van toc 1.800 vong/pht, trong 5 phut;

- Trong khi lac, chuan bj éng PCR, ky hiéu 1a SGP, va cho vao mdi 6ng 30 pl
dung dich LNSI;

- Pt cac 6ng LNP trén gia tir trong 2 phiit. Chuyén phan dung dich chira DNA
sang ong SGP;

- bo néng do béng Qubit 2.0 va kit dinh lugng thu vién (KAPA library
quantification).

- B4o quan mau & nhiét do -20°C.
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6. Gidi trinh tu gen trén may MiSeq

- Dbi v6i bd hoa chét doc trinh tu Reagent cartridge V2 300cycles, lugng mau
dua vao c6 ndng d6 toi wu 1a 12pMol;

- Pha lodng cac mau va tron tit ca cic miu phan tich vao cing 1 dng ly tAm va
thém dung dich HT1 dé dat ndng do cudi cing 14 12pMol.
Chudn bi mdu

- Piéu chinh block nhiét cho dng 1,5 ml dén 96°C;

- Ra dong hoa chat MiSeq reagent, dé & nhiét do phong;

- Chuan bi mdt hop nude da véi ty 16 3 da - 1 nudc;

- Lam 4m cac 6ng SGP dén nhiét d6 phong, tron déu bang pipet;

- Ky hiéu 1 6ng ly tam 1,5ml 1a ong PAL;

- Chuyén 10 pl cia mdi miu trong mdi 6ng SGP vao 6ng PAL;

- Ky hiéu 1 6ng ly tam 1,5ml méi 1a éng DAL;

- Thém 576 ul HT1 vao éng DAL;

- Chuyén 24 pl hdn hop DNA tir PAL vao 6ng DAL (c6 chita HT1), tron déu
bang pipet;

- Tron 6ng DAL bﬁng vortex voi toc do cao nhat;

- Pua éng DAL vao block nhiét & 96°C, u trong 2 pht dé dam bao céc soi DNA
bi bién tinh hoan toan;

- Pao nghich dng DAL 1-2 1an, dat vao hop nude da, dé trong vong 5 phut;

- Pua toan bd hdn hop trong 6ng DAL vao khay doc trinh tu (MiSeq reagent
cartridge).
Cic buwdc tién hanh doc trinh tw gen

- Kho1 dong may trude khi chay 15 phut;

- Khoi dong chuong trinh Experiment manager dé khai bao thong tin mau va
thiét 1ap quy trinh chay;

- Khéi dong chuong trinh MiSeq control;

- Nap hoa chat va khay mau vao vi tri twrong g trén may;

- Kiém tra xac nhan ctia may, khai bao thong tin trén man hinh va tién hanh doc
trinh tu.
Két thiic doc trinh tw gen

- Kiém tra bang thong bao két qua doc trinh tu gen;

- Tién hanh budc rira thiét bi (post-run wash) theo hudng din trén man hinh.
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VI. PHAN TICH KET QUA

1. Phan tich két qua budc 1 (primary data analysis): 1a buéc ddi chiéu, xdp xép

cac doan doc trinh tu ngén, thu dugc tir qué trinh gidi trinh tyu, thanh céc trinh ty dai

hon (contig) va cudi cing 1a cac trinh ty hoan chinh (gene hoidc genome). Budc nay

duoc thyc hién tu dong véi cac chuong trinh, thuat todn cai dit sin trong bd cong cu
phan tich h¢ gen (GATK).

2. Phan tich két qua budc 2 (secondary data analysis): 13 budc phan tich dit liéu

theo hudng quan tdm (nhu x4c dinh dot bién, da hinh di truyén,...). D6i v6i hé thong

MiSeq, cong cu MiSeq reporter, cai dit sin, phuc vu déy du cac muc dich co ban.

Ngoai ra, c6 nhiéu cong cu tin-sinh khac (CLC genomic workbench, Avadis,...) co thé

duoc str dung dé phan tich va khai thac dir liéu & mirc do sau hon.
VII. SAT SOT VA XU TRi

Nguyén nhan

Cich khic phuc

ADN khong tinh
sach, 1an ARN.

Luong té bao bach ciu qua
nhiéu so véi ¢& cot tach;
Budc rira khong thyc hién tot.

Diéu chinh lugng té bao ban
dau theo mirc phu hop véi cot;
Tang thém 1 budc rua.

Tong hop gen
dich khong
thanh cong

Mbi khong du dic hiéu;

Nong d6 cac thanh phan phan
ung khong phu hop;

Chua tbi uru nhiét d9.

Kiém tra lai méi, nong do céc
thanh phan phan Gng va tién
hanh chay gradient nhiét dé toi
uu nhiét d6 phan ang;

Két qua doc
trinh ty bi nhiéu

Thu vién DNA khong dat du
do6 tinh sach;

Bién tinh chua hoan toan;
BudCc gan barcode khong
thanh cong;

Luong thu vién dua vao qua
nhiéu;

Nhiém chéo giira cac mau.

Kiém tra budc tinh sach va
chuan hoa thu vién;

bam bao nhiét do va thoi gian
bién tinh;

Kiém tra budc gan barcode
theo quy trinh chuan;

Kiém soat lugng thu vién dua
vao doc trinh tu;

Panh sb va thay dau con sau
khi thao tac véi mdi mau dé

loai bé nhiém chéo.
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TAI LIEU THAM KHAO
Quy trinh tach RNA tir dich co thé (méu toan phan, dich tuy xuong,...) cia
QIAGene: RNeasy Mini_Handbook;
Quy trinh PCR va RT-PCR cua Invitrogen: Superscript onestep RT-PCR manual,
Quy trinh tach chiét va tinh sach san pham PCR tur gel agarose caa QIAGene:
MinElute Handbook;
Quy trinh do ndng d6 thu vién bing Qubit: Qubit 2.0 Fluorometer manual;
Quy trinh dinh lwgng ndng do thu vién bang RQ-PCR cua KAPA: KAPA Library
Quantification for [llumina;
Quy trinh chuan bi thu vién giai trinh tw cta lllumina: Illumina Nextera XT library
preparation protocol;
Quy trinh doc trinh tu gen trén hé théng MiSeq: Illumina MiSeq operation manual.
Céc tai liéu chuan khac vé thao tac v6i mau dich co thé, ADN/ARN, PCR, RT-
PCR, real-time PCR, RQ-PCR, do nong d6 ADN/ARN,...
Tai liéu hudng dan st dung phan mém MiSeq reporter caa Illumina: [llumina
MiSeq reporter user manual.

10. Céc tai liéu khac vé phan tich dit liéu tin-sinh hoc.
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XET NGHIEM GEN BANG KY THUAT FISH VOI TIEU BAN PARAFFIN
(Fluorescence in situ hybridization for paraffin-embedded tissue sections)

L. NGUYEN LY

K¥ thuat FISH dugc tién hanh dwa trén co s& ctia phan tmg lai ghép. Trong té bao,
phan tir ADN t6n tai du6i dang phan tir kép gdm 2 chudi don gin két bd sung véi nhau
thong qua lién két hydro. Lién két hydro 1a lién két yéu nén dé dang bi dut giy dudi tac
dong ctia nhiét 6 hay pH cao. Luc d6, phan tir ADN bj tach thanh 2 chudi don. Tuy nhién
khi nhiét 46 hay pH giam, cac chudi don lai ghép nhau theo nguyén tic bo sung.

Dua trén dic tinh nay, k¥ thuat FISH st dung cac probe la doan ADN dac hi¢u
c6 gan huynh quang dé lai ghép véi cac doan ADN tuong dong trén nhiém sic thé. Tir
d6, chung ta c6 thé phat hién bat thuong nhiém sic thé mot cach chinh x4c va nhanh
choéng.

I1. CHI PINH

Chi dinh cho céac bénh 1y ac tinh va thuc hi€én vé1 cadc mo sinh thiét dac paraffin.
I1I. CHONG CHI PINH

Khoéng c6 chong chi dinh.

IV. CHUAN BI
1. Nguwoi thuce hién

Nhan vién xét nghiém di truyén - sinh hoc phan tir da dugc dao tao.
2. Phuong tién, hoa chat
2.1. Phuong tién

- Thiét bi: bé 6n nhiét, may lai, may ly tdm, 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 ul, xi mang cao su, 6ng dong, gidy tham.

2.2. Héa chit

- Probe phtt hop tuong tng véi doan gen can phat hién.

- DAPI (4,6-diamidino-2-phenylindol.2HCI)/ antifade.

- Dung dich xtr 1y ti€u ban.

- Protease buffer.

- Dung dich PBS (phosphate buffered saline).
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- Xi mang cao su (rubber cement): Fixogum™.,

- Dung dich phan giai protein:

+ Dung dich 2 X SSC.

+ Dung dich rira 2 X SSC, 0,05% Tween20, pH 7.0.

+ Cdn 100°.

+ Xylene

+ Dung dich 0,4 X SSC.
2.3. Ngwoi bénh

Cac dbi tuong ngudi bénh c6 chi dinh cta 1am sang.

V. CAC BUOC TIEN HANH
1. Chuan bi tiéu ban

- Cho tiéu ban paraffin vao ti am 60°C toi thiéu 2 tiéng trudc khi loai bo
paraffin.

- Loai bo paraffin:

+ Lam nong tiéu ban paraffin 1én 60°C.

+ Chuyén tiéu ban paraffin & 60°C vao cong chira xylene trong 10 phut.

+ Chuyén tiéu ban paraffin qua hai cong chtra con 100°C, mdi cong trong 5 phit.
Pé kho tiéu ban parafin tu nhién.

+ Chuyén tiéu ban paraffin vao cong chtra dung dich xu 1y tiéu ban tir 10 dén 15
phut. (pH = 6.0, 96-98°C).

+ Rua ti€u ban chua paraffin qua cong chira dung dich 2X SSC ¢ nhiét do phong
trong 5 phut.

+ Chuyén tiéu ban chtra paraffin qua cong chira dung dich enzym phan giai
protein (40ml protease buffer + 100ul protease).

+ Rura tiéu ban chua paraffin qua cong chira dung dich 2X SSC & nhiét &6 phong
trong 5 phut.

+ Chuyén tiéu ban paraffin qua cong chtra con 100°C trong 2 phut.

+ D¢ kho tu nhién.
2. Lai huynh quang tai ché
2.1. Chudn bj probe

- Tron déu cac dung dich sau trong 1 6ng PCR

(1 pl probe + 7 pl LSI + 2 ul dH20) /1tiéu ban
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- Ly tam nhe.
2.2. Lai
- Nho 10 pl dung dich probe vao khu vuc danh dau trén tiéu ban sau d6 che phu
bang coverslip.
Yéu cau: dung dich probe thim déu trén tiéu ban, khong c6 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 phiit va u
37°C trong 16 - 20 gio.
2.3. Rvra sau khi lai
- GO bd xi mang cao su va coverslip.
- Ngam va lIic manh tiéu ban lan lugt qua cac cong Coplin sau:
+ Dung dich 0,4X SSC, pH 7.0: 2 phut, 73°C.
+ Dung dich 2X SSC, Tween20 (pH7.0): 30 gidy, nhiét d0 phong.
- Rtra nhanh bang nudc cat.
- Lam kho ti€u ban.
VI. NHAN PINH KET QUA
- Nhé 10-20 ul dung dich antifade 1én bé mit tiéu ban dé chong méat mau probe va
6n dinh tin hiéu DAPI trén tvong bao.
- Phu kin tiéu ban bang coverslip.
Yéu cau: dung dich dan déu trén tiéu ban va khong cé bot khi.
- Quan sat dudi kinh hién vi huynh quang v6i mang loc thich hop.
- Quy tic phan tich theo hudng dan cu thé cta nha san xuat cho timg loai probe.
Thong thuong sé tién hanh phan tich 100 twong bao dé dua ra két qua cudi cung.
VIL. NHUNG SAI SOT VA XU TRi

Van dé Nguyén nhan Cich khic phuc

Kinh hién vi khong thich hop

s . Kiém tra lai kinh va céc vat kinh
hoac co su co

Khong c6 tin

Kiém tra nhiét do bé am c6 dung

hiéu hodc tin | Probe khong bién tinh hoan toan o
(73+/-1)°C

hiéu yéu X A o X Y
Kiém tra nhi¢t d0 ti am co6 duang

Diéu kién lai khong thich hop 37C hav kho
ay khong.
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Van de

Nguyén nhan

Cich khic phuc

Tang thoi gian lai 1én 1gi0.

Diéu kién rira khong thich hop

Kiém tra nhiét d6 bé am c6 dung
73°C

Kiém tra cic thanh phan dung dich
rua (pH...)

Xuat hién bot khi giita tiéu ban

va coverslip

Loai bo bot khi

Bdao quan probe khong dliing cach

Bdo quan probe & -20°C, khong 4nh
sang

Tin hiéu dac

trung yéu

Piéu kién lai khong thich hop

Kiém tra nhiét d6 ti am co diang
37°C

Nhiét do dung dich rira qua thap

Duy tri nhi¢t d0 dung dich rtra &
(73+/-1)°C

Nén qua ban

Tiéu ban lam gia qua muc cho

phép hodc chira nhiéu té bao chat

Tang thoi gian bién tinh cia tiéu ban
1én 10 phut

Tiéu ban khong sach hodc nhiéu

manh v té bao trén tiéu ban

Chuén bi lai tiéu ban

Céc manh ADN khong sach

Thuc hién lai budc rira tiéu ban sau

khi lai véi formamide

Dung dich rira sai thanh phan va

nhiét do

Kiém tra lai dung dich rira

Hinh thai cac té
bao bi co cum,

bién dang

Pé tiéu ban bi qua kho

Tang do am hodc ting nhiét do bé
am trong qua trinh tién hanh thi

nghi¢m

Tiéu ban chua duoc siy kho
trude khi bién tinh

Chuan bi lai xét nghiém véi tiéu ban
moi

Lam gia tiéu ban trudc khi tién hanh
FISH 24 gio

Tiéu ban chua kho sau bién tinh

Say tiéu ban ¢ nhiét do 45°C trong
10-15 phut sau bién tinh
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Van dé Nguyén nhan Cich khic phuc

g ) Kiém tra nhiét d0 bé am cd diang
Nhi¢t do bé am qua cao

(73+/-1)°C
Thoi gian bién tinh qué 1au Giam thoi gian bién tinh 1 phat
Tin hiéu qua | Nong do probe sir dung qua cao | Co gang chinh kinh thay thé bang
manh so vo1 dai mau cua KHV cac dai mau trung 1ap
TAI LIEU THAM KHAO

1. Tai liéu hudng dan st dung cic cong ty Abbott, MetaSystem.
2. Lynda J. Cambell (2011). “Fluorescence in situ hybridization on formalin-fixed

paraffin-embedded tissue sections”. Cancer Cytogenetics: Methods and Protocols,
Human Press, p. 189 - 203.
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XET NGHIEM VIRUS ZIKA BANG KY THUAT PCR

I. NGUYEN LY

Quy trinh xét nghi¢m vi rut ZIKA dua trén xét nghiém phat hién vat li€éu di
truyén bang phuong phéap sinh hoc phan tir, phwong phap nay cé thé 1a phan tng chudi
polymerase (PCR) hodc phan tmg chudi polymerase thoi gian thuc (realtime PCR).
Hién nay, k¥ thuat Realtime RT- PCR hay RT- PCR da tré thanh mot cong cu dugc
ung dung rong rai trong cac linh vyuc cta y sinh hoc dac biét 1a linh vuc chan doan bénh
vGi cac tac nhan la vi rat.

s Ky thuat RT- PCR

- RNA tong s6 duoc tach tir mau bénh pham lam sang nghi nhiém ZIKA. Sau do,
RNA duoc cho vao hoén hop RT-PCR véi céc cip mdi dic hiéu cho vi rat ZIKA. RNA
c6 thé duoc tach chiét tir mau bénh pham 1am sang (mau, huyét thanh...) hodc tir dich
ndi nudi cdy té bao.

s Ky thugt realtime RT- PCR

- Quy trinh xét nghiém vi rat ZIKA dua trén xét nghiém phat hi¢n vat liéu di
truyén bang phuong phap sinh hoc phan ti, phuong phap nay la phan tng chudi
polymerase thoi gian thuc (realtime PCR). Hién nay, k¥ thuat Realtime RT- PCR da tro
thanh mgt cong cu dugc ing dung rong rai trong cac linh vuc cia y sinh hoc dac biét la
linh vuc chan doan bénh véi cic tac nhan 1 vi rat. Phuong phap nay st dung thém b
mau do phat huynh quang (probe) c6 kha ning phat hién san pham (vat liéu di truyén
clia vi rat) trong qua trinh tong hop san pham. Mau do 12 mot doan oliognucleotit (vd:
Tagman® probe) duoc gan véi mot chat nhudm phat tin hiéu huynh quang & dau 5° (R),
dau kia thi duoc gan voi thudc nhudém dap tit huynh quang (Q). Khi mau do con
nguyén ven, Q c6 vai trd nhan ning luong phat ra tir R (hiéu tng chuyén ning luong
huynh quang). Néu c6 trinh ty dich, mau do va mdi s& gin vao khudn, qua trinh tong
hop bat dau. Trong qua trinh tong hop, enzym Taq DNA polymerase voi hoat tinh
exonuclease sé& cat cac nucleotid ctia mau do tir dau 5°, giai phong R khoi Q, lam ting
tin hiéu huynh quang cua R. Cang nhiéu san pham tao thanh thi cang nhiéu mau do bi
phan cét va tin hiéu ctia R phat ra cang nhiéu. Mit doc tin hiéu huynh quang ctua may
s& thu tin hiéu R, xtr Iy bang phan mém va dwa ra két qua cudi cung.
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I1. CHI PINH

Céc trudng hop nghi ngd nhiém virus ZIKA.
III. CHONG CHI PINH

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

- K¥ thuat vién xét nghiém da dugc dao tao thuc hién k¥ thuat;

- Trudng khoa hodc ngudi dugc uy quyén duyét két qua.
2. Phwong tién - Hoa chat
2.1. Piéu ki¢n bdo qudin
2.1.1. Héa chdt va sinh phdm

- Hoa chat sinh pham st dung trong phan tng sinh hoc phan tir phai dugc bao
quan theo khuyén céo cia nha san xudt dé dam bao tinh 6n dinh cta hoa chat/sinh
pham.,

- Khi sir dung sinh phdm cho pha ché, phai ludn duoc giit lanh va cét lai ngay
sau khi dung xong.
2.1.2. Dung cu tiéu hao va trang thiét bi

- Dung cu ti€u hao trong phong thi nghi¢m dugc bao quan ludn thong thoang.
Khi str dung s& duoc ghi chép thong tin trong biéu mau phiéu theo ddi vat tu.

- Trang thiét b trong phong thi nghiém dugc bao quan va van hanh trong khoang
nhiét do tir 25+5°C, d6 am tir 45-90%.
2.2. Héa chit va sinh phim
2.2.1. Héa chat

- Cdn tuyét dbi;

- Dung dich dém TBE x10;

- Thach dién di.
2.2.2. Sinh phdm

- QIAGEN Onestep RT-PCR: sinh pham dung trong phan tmg RT-PCR

+Pém PCR 5X (RT-PCR Bufer, 5x).

+ dNTP: gom dATP, dCTP, dGTP, dTTP, ¢ nong d6 10mM.

+ Enzym Mix (Omniscript TM, Sensiscript TM va HotStarTag DNA
polymeraza).
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Realtime RT-PCR.

+ Nudc cat tinh sach (RNase-Free Water).
- QuantiTect Probe RT-PCR kit - Qiagen: Sinh phim dung cho phan tng

+ 2x QuantiTect Probe RT-PCR Master Mix.
+ QuantiTect RT Mix 0.5 pl.

+ Nude cét tinh sach (RNase-Free Water).

- B6 mdi cho phan tmg RT-PCR

Moi Vi tri Trinh tw (5°-3’) Nong do

Nhém cFD2 NS5 | GTGTCCCAGCCGGCGGTGTCATCAGC |50uM

Flavivirus MAMD NS5 | ACATGATGGGRAARAGRGARAA 50 uM
ZIKA nhom 1538-

ZIKVF GCTGGDGCRGACACHGGRACT 50 uM
chung 1558
1902-

ZIKVR 1883 RTCYACYGCCATYTGGRCTG 50 uM
ZIKA nhom 9121-

_ ZIKVF9027a CCTTGGATTCTTGAACGAGGA 50 uM
Asia 9141
9312-

ZIKVR9197c 9290 AGAGCTTCATTCTCCAGATCAA 50 uM

- B6 mdi cho phén tng real-time RT-PCR

Trinh ty cac cip mdi va probe cho ZIKA
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Mdi va probe Trinh ty (5'-3") Nong do
Maidinh | Zikal087 5’-CCGCTGCCCAACACAAG-3’ 100uM
chung Zikal108FAM | 5-AGCCTACCTTGACAAGCAGTCAGACACTCAA-3 |  100uM
cac nhom
Zikal163c
(Genotype) 5’-CCACTAACGTTCTTTTGCAGACAT-3’ 25 uM
o Zika4481 5’-CTGTGGCATGAACCCAATAG-3’ 100uM
Moi dinh
nhém | Zikad507cFAM | 5’-CCACGCTCCAGCTGCAAAGG-3 100uM
Asian
Genotype | Zika4552¢ 5 ATCCCATAGAGCACCACTCC-3’ 25uM

2.2.3. Chitng chudn:

- Chung duong (Positive control — POS): ZIKA

- Chung am (No Template Control - NTC): sir dung nudc cat dé kiém tra qla

trinh pha sinh pham hoa chét
- Chimg am tach chiét (Negative Extraction Control — NEC): sir dung nudc cat

dé kiém tra qu4 trinh tach chiét

2.3. Dung cu tiéu hao va trang thiét b

2.3.1. Dung cu tiéu hao

- Dung cu cho léy mau

+ Tai/hop dé dong goi bénh pham;

+ Bang, gac c6 tam chat sat tring;

+ Trang phuc bao ho (gang tay, khau trang...);
+ Binh lanh bao quan mau;

+ Bom tiém 5 ml, v0 trung;

+ Tube lay mau (khong c6 chat chdng dong);
+ Day garo, bong, con bt ghi ...;

+ Tube bao quan mau & -20°C;

+ Hop giay dung mau & -20°C.

- Dung cu cho xét nghiém

+ Tube ly tam 1.5 ml v6 trung;
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+ Tube ly tdm 2.0 ml vo trung;

+ Pippetman: 10; 20; 100; 200 va 1000 pl;

+ Pau con loc: 10; 30; 100; 200 va 1000 pl;

+ Tube tiét trung: 0.2; 0.5 va 1.7 ml,

+ Gia tich lanh;

+ Tube 0,2 ml ¢c6 nép danh cho realtime RTPCR;

+ Khay chay di¢én di 100-250 ml va luogc;

+ Lo vi séng 850-1300 W;

+ Cbc dong 100-300 ml;

+ Pia microtitre hodc gidy parafilm;

+ Bé nhudm gel (néu can thiét).

2.3.2. Trang thiét bj

- Pipet;

- May lac;

- Lo séy;

- Can dién tu,

- May luan nhiét;

- Bé dién di;

- May chup Gel;

- May ly tam;

- Tu an toan,;

- Tt lanh.

3. Méu bénh pham

- Loai mau: huyét thanh, mau toan phan, dich tiét....

- Piéu kién bao quan: bao quan lanh.

- Bao quén tai noi ldy mAu: bao quan bénh pham tai noi lay mau tir 2°C-
8°C.trong vong 3 ngay mau s& dugc chuyén t6i PTN, trong qua trinh van chuyén dén
PTN gitr tai 2°C- 8°C.

V. CAC BUOC TIEN HANH
1. Tach chiét mau
1. Kiém tra d6 dong nhat 560 ul dém AVL c6 chita chdt mang ARN trong tube 2 ml.

2. Thém 140 ul mau vao 560 pl dung dich ly giai virut AVL c6 chat mang ARN.
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3. Tron bang may tron khoang 15 gidy, dé tao mot hon dich dong nhat giita mau
va dém AVL, u ¢ nhiét do phong 10 phut ddm bao cac hat virut bi ly gidi hoan toan,
ARN cua virut bi ly giai duge gan vao chit mang ARN.

4. Ly tam nhanh tube hdn hop khoang 10 gidy bang may ly tim MICROFUGE
dé tat ca cac dung dich khong dinh trén nap tube. Thém 560pul Ethanol (96-100%) vao
mdi tube, tron déu bang may tron trong 15 gidy, Ethanol sé& tia cac soi ARN.

5. Ly tdm nhanh khoang 10 giay.

6. Cho 630 pl hon dich trén vao cot QIAamp, ly tAm 8.000 vong trong 1 phit.
Tat ca ARN s& duoc gan trén bé mat mang Silicagel v4i su ¢ mit ctia chat mang
ARN. Chuyén cot sang tube 2ml moi.

7. M6 nap cot QIAamp, lap lai bude 6.

8. Mo ndp cot QIAamp, thém 500ul dém AWI1. Pong nap va ly tam 8.000 vong
trong 1 phat. Chuyén cot spin sang tube 2ml sach va loai bo tube c6 chita dich loc. AW 1
c6 tac dung loai bo cac thanh phan khong phai 1a ARN c6 trén mit mang Silicagel.

9. M& nap cot QlAamp, thém 500ul dém AW2. Péng niap va ly tim trong
khoang tir 12.000 vong dén 14.000 vong trong 3 phut. Chuyén cot QIAamp sang
tube2ml sach va loai bo tube c6 chtra dich loc. Va ly tam thém 1 phut ¢ tdc do tur
12.000 vong dén 14.000 vong dé loai bo hoan toan dém AW2.

10. Chuyén cot spin QIAamp vao tube ly tim sach 1.5ml va loai bo tube chua
dich loc cii.

11. M6 nip cot spin QIAamp, thém 60pl dém AVE va u & nhiét d6 phong trong
1 phut. Ly tdm 8.000 vong trong 1 phat dé toan bd ARN tach khoi mang Silicagel. Sau
khi ly tam toan bo ARN cua mau s& duoc thu hoi trong dich loc.

12. Luu giit ¢ -20°C hodc -80°C trong thoi gian 6 -12 thang.

2. Pha ché hoa chat/sinh pham

- Mi héa loat pha ché
Loai pha Ky hiéu
Cap moi pri
Poan do (Probe) prb
Sinh pham cho phan ung RT-PCR pcr
Sinh pham cho phan ung Real-time RT-PCR rtm
Thach dién di gel
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3. Pha thach dién di

- S lwong thanh phan Agarose dugc chuén bi:

Nong do Agarose 1% 2,5%
TBE x 1 (ml) 100 100
Agarose (g) 1 2,5
Ethidium bromid 10mg/ml ( ul) 10 10
- Cach d6 thach:

+ D6 thach bang khay dién di c6 cai san rang luoc.

+ Luong Agarose va TBE phu thudc vao ndng d6 thach va sé luong khuon thach
can chuan bi duoc tinh theo bang trén.

Vi du: Chuén bi 100 ml thach 2,5%: can 2,5 g Agarose bot va 100ml TBE.

Cho Agarose bot va dung dich TBE vao cdc thuy tinh. Lam tan Agarose bang 10
vi song trong khoang 3-4 phut, ddm bao Agarose tan hoan toan.

+ Pé ngudi khoang 50-60°C rdi cho 10 pl Ethidium bromide lic déu, d6 dung
dich Agarose nay vao khudn dién di co cai san riang lugc. Sau khoang 60 phit ¢ nhiét
do phong, khi gel da dong, g& nhe nhang ring lugc ra. Bdo quan gel ¢ 4°C.

- bat tén cho loat pha.

4. Pha ciip moi cho phan tng

- Nong d6 moi tinh theo don vi nmole (ghi trén tube mdi dong kho).

- Tra lai nudc khir ion theo khuyén cdo cia nha san xuat dé dat ndng do gc.

- Nong do mdi st dung dugc pha tir nong do goc.

- Chia ra cac tube c6 thé tich tir 50 - 200 pl /1 loai m6i/mau do va bao quan tai -
30°C.

- bit tén cho loat pha
5. Pha sinh pham cho phan ing RT-PCR

Thanh phan pha sinh phdm cho phan tng RT-PCR.

TT Sinh pham Thé tich (ul) S6 lwong phan tng (N)
1 | DPém PCR x5 4 4AXN
2 Enzym 0.8 0.8xN
3 | dNTPs 0.8 0.8xN
4 | Mbi xubdi 0.2 0.2xN
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TT Sinh phim Thé tich (ul) S6 lwong phan &ng (N)
5 | Moi nguoc 0.2 0.2xN
6 Nudc cat tinh sach 9 9xN
Tong sb 15
7 ARN mau 5
Tong sb 20

- bt tén cho loat pha
6.Pha sinh pham cho phan vng Realtime-RT-PCR
Thanh phan pha sinh phdm cho phan tng Realtime RT-PCR

s s Thé tich | S6 lwong phan wng
TT Thanh phan Nong do
(uD)/1 pu (N)
1 | 2x Reaction mix 12.5 12.5xN
2 | QuantiTect RT mix 0.25 0.25xN
3 | Mbi xudi 100 pM 0.25 0.25xN
4 | Moi nguogc 100 uM 0.25 0.25xN
5 | Probe 25 uM 0.15 0.15xN
6 | Nudc tinh sach 6.6 6.6xN
Tong 20
7 | RNA 5
Tong 25
- bit tén cho loat pha
7. Quy trinh RT-PCR
Cai dat thiét bi
- Cai dit thiét bi cho may PCR
- Chu trinh nhiét cho ZIKA nhém chung:
Nhiét 40 (°C)  Thoi gian Chu ky lip Tén chwong trinh
50 30:00
x1
8 95 15:00
= 0
s § 95 0:30 ZIKA
% s 55 0:30  |1x35
72 0:45
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Nhiét do (°C)  Thoi gian Chu ky lip Tén chwong trinh
72 7:00 X1
10 oC
- Chu trinh nhiét cho ZIKA nhém Asia:
Nhiét @9 (°C)  Thoi gian Chu ky lap Tén chwong trinh
50 30:00
x1
y 95 15:00
% 94 0:15
§ 57 0:25 } X35 ZIKA-ASI
S 72 0:20
N 72 5:00 |X1
10 oC

Tra mau va chay may

- Cho 5 pl mau RNA bénh pham vao hdn hop sinh pham da chuan bi cho phan
ung RT-PCR.
Mau churng duwong: dwoc thuc hién tai tu an toan mau.

- Pit cac tube vao may, khoi dong va kiém tra chuong trinh trude khi chay may
luan nhiét ¢ dién theo yéu ciu xét nghiém.

- Ghi chép ma thiét bi sir dung, block sir dung (néu c6), ngay st dung vao (VR-
5.3-QTQL.01-BM.05).

- Sau khi két thiic qua trinh chay may, mang cac mau sang phong dién di va tién
hanh dién di san pham RT-PCR.

Pién di san pham

- Chuyén san pham PCR vao thach

+ Pit thach vao bé dién di theo ding chiéu dong dién tir am sang duong roi cho
TBE 1X ngap ban thach sao cho dung dich dém cach mat thach tir 1-2mm.

+ Cho dung dich dém diat mau (Loading Dye) véo ting giéng ctia dia microtitre
hodc trén gidy parafilm voi s6 lugng twong ting véi s6 miu can phan tich. Dém Loading
chira 50% Glycerol vi vy c6 tac dung kéo ADN xuéng dudi day cua giéng dién di va con
chira Bromophenol Blue c6 tac dung danh ddu ADN trong qua trinh chay.

+ Tron 9 pl mdi san pham PCR voi 1 pl dém dat mau.
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+ Tron 4 - 5 pl thang chuan ADN 100bp hoac 1000 bp véi 1 pul dém dit mau.

+ Chuyén dung dich d4 duoc tron voi nhau vao trong cac giéng cia ban thach.

+Doéng nap cta bé dién di , chon dong dién 110V va thoi gian 30 phut.

+ T4t may dién di, chuyén thach sang may doc

- Soi va chyp anh

+ Dat ban thach ngay ngén trén may doc gel, bat dén tim dé doc gel va chup anh.
8. Quy trinh real-time RT-PCR

Cai dat thiét bi
- Cai dit chuong trinh cho may Realtime PCR
Nhiét d9 (°C) = Thoi gian Chu ky lip Tén chuwong trinh
50 30:00
x1
95 15:00
95 0:15 _
S ZIKV.CDC.Lancioti
N 60 1:00 } x45
Thu tin hiéu huynh quang
10 oc

Tra mau va chay may

- Cho 5ul miu RNA bénh pham véo tube chita hdn hop phan tng realtime RT-
PCR, ly tdm nhanh va gitr trong gia tich lanh.

- Khi tra mAu phai nhiap ma s6 mau vao so dd vi tri khung 96 giéng.

Chu y: Néu chua chay ngay thi nén giit tube o diéu kién 4°C.

- Pit céac tuyp vao may, khoi dong chuong trinh theo yéu cau xét nghiém.
VI. NHAN PINH KET QUA
1.Nhén dinh két qua RT-PCR

- Két qua dugc chap nhan khi:

+ Chimg duong: c¢6 bang dic hiéu twong duong véi kich thude ctia cap moi thiét ké.

+ Chtrng Am phan tmg (NTC), chtng 4m tach chiét (NEC): 4m tinh.

- Am tinh: sy xuét hién san phém PCR & cac vi tri khong dac hi¢u hoac khong
¢o su hién dién cua san phém PCR.

- Duong tinh: san pham PCR dic hiéu c6 kich thudc theo ding kich thudc chuan.

- Kich thudéc san phém PCR dac hiéu.
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Duwong tinh
RT-PCR
Nhom Flavivirus 250 bp
Zika nhom chung 364 bp
Zika nhom Asia 192 bp

- Trong trudng hop két qua ctua phuong phap RT-PCR khéng cho két qua rd rang
hodc trong trudng hop can khang dinh chinh xac két qua, phong thi nghiém s& xét
nghiém bang phuong phap Realtime RT-PCR.
2.Nhin dinh két qua Realtime-PCR

- Két qua chi doc duoc khi:

+ Chiing am: khong c6 tin hi¢u huynh quang.

+ Chung am tach chiét: khong c6 tin hiéu huynh quang.

+ Mau duong tinh: tin hiéu huynh quang duoc thu nhéan trudc hoic tai chu ky thir
38 cua phan ung.

- Néu trong truong hop phuong phap Realtime RT - PCR van cho két qua khong
rd thi mau bénh pham nay s& duoc lap lai tir bude tach chiét mau va co thé chay song
song hai phuong phap RT-PCR va Realtime PCR; hodc PTN c6 thé yéu cau lay lai
bénh pham va xét nghiém theo thuong quy ctia phong tir bude nhan bénh pham.

Ghi chép va bao cao
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CHUONG |V: QUY TRINH HUYET THANH HQOC NHOM MAU

XAC PINH KHANG NGUYEN Mi® CUA HE NHOM MAU MNS
(K¥ thuat 6ng nghiém)
Determination Mi® antigen of MNS system

I. NGUYEN LY

K thuat x4c dinh khang nguyén Mi® ctia hé nhom mau MNS duoc dya
trén nguyén 1y ctia phan Gmg ngung két, st dung thudc thir khang globulin nguoi
(huyét thanh Coombs) dé xac dinh sy c6 mit cia khang thé chong Mi® loai IgG
da duoc cam nhiém trén bé mat hong ciu cia nhiing ca thé mang khang nguyén
Mi? [1], [2].
II. CHI PINH

Xdc dinh khdng nguyén Mi® ciia h¢ MNS: Pugc chi dinh gibng nhu chi
dinh xé4c dinh khang nguyén C ciia hé Rh (K§¥ thuat ng nghiém) [4].
I1I. CHONG CHI PINH

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

Bac sy, ctir nhan, k¥ thuat vién, diéu dudng trung hoc.
2. Phuwong tién
2.1. Trang thiét bi, dung cu, Vit tw tiéu hao:

Gidng nhu trang thiét bi, dung cuy, Vat tu tiéu hao cua quy trinh xac dinh
khang nguyén Kp® cua hé Kell [4].
2.2. Thuébc thir va hod chit:

Thudc thtt Anti- Mi® loai IgG; nudce mubi sinh 1y 0,9%; nudc cat, thudc
thir khang globulin nguoi...
2.3. Mdu mdu dé xdc dinh khding nguyén Mi® ciia hé¢ MNS:

GOm mdt dng mau tinh mach dugc chdng dong bang EDTA: 2 ml.
3. Thoi gian lam xét nghiém: 60 phut
V. CAC BUGC TIEN HANH
1. Chuan bi dung cu, hoa chat, sinh pham, trang thiét bi trudc khi 1am xét
nghiém. Trén ong nghiém duoc danh sé hodc ghi nhan day du thong tin cia

nguodi bénh/ ngudi hién méau can xé4c dinh khang nguyén Mi°.
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2. Nhan miu mau va phiéu yéu ciu xic dinh khang nguyén Mi®, kiém tra va
d6i chiéu cac thong tin trén miu méau can xac dinh khang nguyén Mi? véi phiéu
yéu cu xét nghiém. Kiém tra vé s luong va chit lvgng mau méu.
3. Tién hanh xac dinh khang nguyén Mi® ciia hé nhém mau MNS: Puogc
thuc hién theo hudng din sir dung anti-Mi®loai IgG [2], cac budc dugce tién hanh
twong tu voi cac budce xac dinh khang nguyén Kp® cua hé Kell [4].
VI. NHAN PINH KET QUA

- Phan tmg ngung két: C6 khang nguyén Mi® trén bé miat hong ciu.

- Phan tng khong ngung két: Khong c6 khang nguyén Mi® trén hong cau.
Nhirng diém can chu y khi 1am xét nghiém:

- Giéng nhu nhiing diém can cha ¥ khi lam xét nghiém xac dinh khang
nguyén C cua hé Rh va xac dinh khang nguyén Kp® cua hé Kell [3], [4].

- Lam dtng hudéng dan str dung anti-Mi® loai IgG ctia nha san xuat [2].
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practices, fourth edition, Book Promotion & Service Co., LTD.

2. Huéng dan str dung anti Mi® IgG.

3. Thoéng tu 26/2013/TT- BYT da duoc ban hanh ngay 16/9/2013 vé Hudng dan
hoat dong truyén mau.

4. Huéng dan quy trinh k§ thuat khdam bénh, chita bénh chuyén nganh Huyét
hoc — Truyén mau — Mién dich — Di truyén — Sinh hoc phan tr, B Y té, Nha
xuét ban Y hoc, ndm 2014,
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XAC PINH KHANG NGUYEN Mi* CUA HE NHOM MAU MNS
(K¥ thuat gelcard)
Determination Mi® antigen of MINS system

I. NGUYEN LY

K§ thuat xac dinh khang nguyén Mi® cia hé nhém mau MNS bang ky
thuat gelcard duoc dua trén nguyén 1y cua phan tng ngung két cot gel, st dung
thudc thir khang globulin ngudi (huyét thanh Coombs) dé xac dinh sy c¢6 mit
ctia khang thé chdng Mi® loai IgG d3 duoc cam nhiém trén bé mit hong cu cia
nhing ca thé mang khang nguyén Mi® [1], [2].

II. CHI PINH

Xdc dinh khdng nguyén Mi® ciia h¢ MNS: Pugc chi dinh gibng nhu chi
dinh x4c dinh khang nguyén C cta hé Rh (K§ thuat dng nghiém) [4].

I11. CHONG CHI PINH

Khong ¢ chdng chi dinh.

IV. CHUAN BI
1. Ngudi thuce hién
Bac sy, ctr nhan, k¥ thuat vién, diéu dudng trung hoc.
2. Phuong tién
2.1. Trang thiét bi, dung cu, vt tw tiéu hao

- Trang thiét bi: May u, may ly tim, may doc gelcard chuyén dung; may
ly tim Ong thang c¢6 sé vong chinh xac; ti lanh dung sinh pham...;

- Dung cu: Ong nghiém thuy tinh (12x75 mm); gid cim ong nghiém; khay
men hinh chir nhat; pipette nhua; pipette tu dong; dau con cac loai; hop dung
dau con; gia nhya dé gelcard; bat marker viét nhan. ..

2.2. Thuéc thir va hod chit

- Khang huyét thanh Anti-Mi® loai IgG; nudc mudi sinh 1y 0,9%; nudc
cat...;

- TAm gelcard AHG loai IgG, dung dich pha hong cau (Pém Liss) dé lam
xét nghiém trén gelcard.

2.3. Mdu mdu dé xdc dinh khding nguyén Mi® ciia h¢ MNS
Gom mot ong mau tinh d& mach duoc chéng dong bang EDTA: 2 ml.
3. Thoi gian lam xét nghiém: 60 phut
V. CAC BUGC TIEN HANH
1. Chuén bi dung cu, hoa chit, sinh phim, trang thiét bi diy du truéc khi

lam xét nghiém.
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2. Nhan miu mau vi phiéu yéu ciu xic dinh khang nguyén Mi®, kiém tra va
d6i chiéu cac thong tin trén miu méau can xac dinh khang nguyén Mi® véi phiéu
yéu cau xét nghiém. Kiém tra vé s luong va chit lvong mau méu.
3. Tién hanh xéc dinh khang nguyén Mi® ciia hé nhém mau MNS

Buwéc 1: Chuan bi dung dich hong cau can xac dinh khang nguyén Mi® 1%
(1000 pul dung dich pha lodng hong cau va 10 ul hong cau khéi ctia ngudi bénh
hodc ngudi can xac dinh khang nguyén Mi®);

Buwéc 2: Ghi nhan day di thong tin ctia ngudi can xac dinh khang nguyén
Mi? 1én trén cot gel ciia tim gelcard.

Buwée 3: Mo tAm bao vé phu trén céc cot gel theo ding quy dinh;

Buwée 4: Nho 50 pl dung dich hong cau ngudi bénh hodc ngudi hién mau
1% da duoc chuan bi ¢ budc 1 vao cot gel da duoc ghi nhan (budc 2);

Buwéc 5: Thém 25 pl thube thir anti Mi® vao cot gel twong tng da dugc
nho hong cau ¢ budc 4;

Buéc 6: U tam gelcard & diéu kién nhiét do 37°C trong vong 15 phut trén
may u gelcard chuyén dung;

Buéc 7: Hét giai doan 0, ly tAm tdm gelcard trén may ly tam gelcard
chuyén dung trong 10 phut;

Buéc 8: Poc két qua trén may doc gelcard chuyén dung theo phan mém
d3 duoc cai dat va theo hudng dan ctia nha san xuat;

Buwéc 9: Luu két qua vao file két qua cta phan mém may tinh chuyén
dung va s6 két qua xac dinh khang nguyén nhém méu;
VI. NHAN PINH KET QUA

- Phan tmg ngung két: C6 khang nguyén Mi trén bé mit hong cau.

- Phan tmg khong ngung két: Khong co khang nguyén Mi® trén hong cau.
Nhirng diém can chu ¥ khi lam xét nghiém:

- Giéng nhu nhiing diém can cht ¥ khi lam xét nghiém xac dinh khang
nguyén C cua hé Rh [3], [4].

- Lam dung huéng dan sir dung anti-Mi® loai IgG cta nha san xuat [2].

TAI LIEU 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 Mi®loai IgG.
3. Thong tu 26/2013/TT- BYT di duoc ban hanh ngdy 16/9/2013 vé “Huéng
dan hoat dong truyén mau”.
4. Hudng dan quy trinh k¥ thuat kham bénh, chita bénh chuyén nganh Huyét hoc
— Truyén mau — Mién dich — Di truyén — Sinh hoc phan tr, BO Y té, Nha xuat
ban Y hoc, nam 2014.
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XAC PINH KHANG NGUYEN H CUA HE NHOM MAU H
(K¥ thuét 6ng nghiém)
Determination H antigen of H system

I. NGUYEN LY

K§¥ thuat xac dinh khang nguyén H cta h¢ nhom mau H dugc dya trén
nguyén 1y cua phan tmg ngung két. Anti-H loai IgM s& gy ngung két truc tiép
hdng cau cua nhimng c4 thé mang khang nguyén H [1], [2].
II. CHI PINH

Xac dinh khang nguyén H dugc chi dinh trong nhimg truong hop nguoi
bénh va nguoi hién mau co nhom mau h¢ ABO kho xac dinh, nhiing ca thé nay

trén ’hong cau hodc trong chat tiét khong mang khang nguyén H, A, B va trong
huy¢t thanh cua ho c6 thé cé anti- H, anti-A; [1], [2].

I1I. CHONG CHI PINH
Khong c6 chng chi dinh.
IV. CHUAN BI
1. Nguwoi thue hién
Bac sy, ctir nhan, k¥ thuat vién, diéu dudng trung hoc.
2. Phuong tién, thudc thir, mdu mau xét nghiém
2.1. Trang thiét bi, dung cu, vit tw tiéu hao
Gidng nhu trang thiét bi, dung cu, vét tu tiéu hao cia quy trinh xac dinh
khang nguyén C cua hé Rh [5].
2.2. Thuéc tir va héa chit:
Thudc thir anti- H loai IgM; Nudc mudi sinh 1y; Nudc cit...
2.3. Méu mdu dé xdc dinh khdng nguyén H
Gom mot 6ng mau tinh mach da duoc chéng dong bang EDTA: 2 ml.
3. Thoi gian lam xét nghiém: 60 phut
V. CAC BUGC TIEN HANH
1. Chuan bi dung cu, hoa chit, sinh pham, trang thiét bi truéc khi lam xét
nghiém. Chuén bi 1 6ng nghiém sach, kho. Trén 6ng nghiém dugc danh s6 hodc
ghi nhan day du thong tin ciia ngudi can xac dinh khang nguyén H.
2. Nhan miu mau va phiéu yéu ciu xac dinh khang nguyén H: Kiém tra va
d6i chiéu cac thong tin trén miu mau can xac dinh khang nguyén H voi phiéu

y€u cau xét nghiém. Kiém tra vé s6 lugng va chat lugng mau mau.
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3. Tién hanh xac dinh khang nguyén H: Puoc thyc hién theo huéng dan sir
dung anti-H loai IgM [3], cac budc tién hanh tuong tu véi cac budc xac dinh
khang nguyén C cua hé Rh (k¥ thuat dng nghiém) [5]
VI. NHAN PINH KET QUA

- Phan trng ngung két: ¢6 khang nguyén H trén hong cau;

- Phan ung khong ngung két: khong c6 khang nguyén H trén hong cau.
Nhirng diém can chi y khi 1am xét nghiém

- Lam theo dtng huéng dan st dung anti-H loai IgM ctia nha san xuét [3];

- Giéng nhu nhimg diém can cht ¥ khi lam xét nghiém xac dinh khang

nguyén C cta hé Rh (k¥ thuat dng nghiém) [4], [5].

TAI LIEU THAM KHAO

1. Bui Thi Mai An (2010), Pic diém mot s6 nhdm méau hé hong cau va mbi lién
quan v&i bénh 1y, Mot s6 chuyén dé Huyét hoc — Truyén mau tap 3, Nha xuat
ban Y hoc.

2. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.

3. Huéng din sir dung anti- H loai IgM ctia Nha san xuét sinh pham.

4. Thong tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé “Hudng
dan hoat dong truyén mau”.

5. Hudng dan quy trinh k¥ thuat kham bénh, chita bénh chuyén nganh Huyét
hoc — Truyén mau — Mién dich — Di truyén — Sinh hoc phan tr, B Y té, Nha
xuét ban Y hoc, ndm 2014,
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XAC PINH KHANG NGUYEN H CUA HE NHOM MAU H
(KY THUAT GELCARD)
Determination H antigen of H system

I. NGUYEN LY

K¥ thuat xac dinh khang nguyén H bang k¥ thuat gelcard duoc duwa trén
nguyén 1y cua phan Gng ngung két cot gel. Khang thé dic hiéu chdng lai khang
nguyén H c6 sén trong cot gel s& cho phan ung ngung két véi hdng cau mang
khang nguyén H khi duoc ly tAm bang may ly tim chuyén dung. Néu trén hong
cau khong mang khang nguyén H thi s& khong cho phan ung ngung két sau khi
ly tam [1], [2], [3].

II. CHI PINH

Xéc dinh khang nguyén H dugc chi dinh trong nhiing truong hop nguoi
bénh va ngudi hién méau c6 nhém méau hé ABO khé xéac dinh, nhirng ca thé nay
trén hong cau hodc trong chét tiét khong mang khang nguyén H, A, B va trong
huyét thanh cta ho tiém an c6 thé c6 anti- H, anti-A, [1], [2].

III. CHONG CHI PINH
Khong c6 chng chi dinh.

IV. CHUAN BI

1. Nguoi thue hién

Bac sy, ctir nhan, k¥ thuat vién, diéu dudng trung hoc.
2. Phuong tién
2.1. Trang thiét bi, dung cu, vt tw tiéu hao

- Trang thiét bi: May 1, may ly tim, may doc gelcard chuyén dung; may
ly tam 6ng thang c6 s6 vong chinh xac; ti lanh dung sinh pham. . ;

- Dung cu: Ong nghiém thiy tinh (12x75 mm); gia cam 6ng nghiém; khay
men hinh chit nhat; pipette nhya; pipette tu dong; dau con cac loai; hop dung
dau con; gia nhya dé tim gelcarrd; bt marker. ..

2.2. Thuéc thir va hod chit

Tam gelcard c6 sin anti-H Lectin va dung dich dém thich hop trong cot
gel dé xac dinh khang nguyén H; dém LISS pha hong cau 1 % dé lam xét
nghiém gelcard; nudc mudi sinh 1y 0,9%; nudce cat. ..

2.3. Mdu mdu dé xdc dinh khdang nguyén H ciia hé nhém mdu H

GOm mot dng mau tinh dd mach duoc chéng dong bang EDTA: 2 ml.

3. Thoi gian lam xét nghiém: 60 phut
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V.CAC BUGC TIEN HANH
1. Chuén bi dung cu, hoa chit, sinh phim, trang thiét bi diy du truéc khi
lam xét nghiém.
2. Nhdn miu mau va phiéu yéu ciu xic dinh khang nguyén H, kiém tra va
d6i chiéu cac théng tin trén miu mau can xac dinh khang nguyén H voi phiéu
yéu cau xét nghiém. Kiém tra vé sb luong va chat luong miu mau. Trude khi
lam xét nghiém mau méau phai dugc ly tim & 1500 vong trong vong 10 phut dé
tranh fibrin con lai trong mau méu c6 thé gay anh huéng toi két qua.
3. Chuén bi miu mau lam xét nghiém: Chuén bi dich treo hong cau 1%

- Mang dung dich pha hong ciu dé 1am xét nghiém (Pém LISS) vé nhiét
do phong trudce khi str dung;

- Phan phéi 1ml dém LISS vao mot dng nghiém sach;

- Thém 10 pl khdi hong cau can xac dinh khang nguyén H vao ong
nghiém trén va tron déu;

- Str dung dung dich hong ciu di pha ¢ trén dé xac dinh khang nguyén H.
4. Tién hanh xac dinh khang nguyén H ciia hé nhém mau H:

Buwérc 1: Ghi nhan day du thong tin cia ngudi can xac dinh khang nguyén
H 1én trén cot gel cua tam gelcard: Tén, ma s6 ngudi bénh;

Buwée 2: Mo tim bao vé phu trén céc cot gel theo ding quy dinh;

Buwée 3: Nho 50 pl dung dich hong cau 1 % cta ngudi bénh hodc ngudi
hién mau vao cot gel thich hop d3 duoc ghi nhan (budc 1);

Budéce 4: Thém 25 ul enzyme papain vao cdt gel tuong ing da dugc nhéd
hong cau ¢ bude 3;

Buée 5: U tim gelcard ¢ diéu kién nhiét d6 phong trong vong 10 phut
trén may u gelcard chuyén dung;

Buéc 6: Hét giai doan 0, ly tAm tdm gelcard trén may ly tam gelcard
chuyén dung trong 10 phut;

Buée 8: Poc két qua trén may doc gelcard chuyén dung theo phan mém
da duoc cai dat va theo huong din cta nha san xut;

Buwée 9: Luu lai két qua trén may doc gelcard chuyén dung va ghi két
qua vao sb luu két qua;
VI. NHAN PINH KET QUA

- Phan ung ngung két: C6 khang nguyén H trén bé mit hong cau;

- Phan tmg khong ngung két: Khong c6 khang nguyén H trén hong ciu.
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Nhiing diém can cha y khi lam xét nghi¢m:

- Gibng nhu nhimg diém can chu ¥ khi 1am xét nghiém xac dinh khang
nguyén C cua hé Rh [3], [4];

- Thyc hién theo dang hudng din sir dung anti-H cta nha san xuét [2].

TAI LIEU THAM KHAO

1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.

2. Huéng dan str dung anti Mi® loai IgG.

3. Théng tu 26/2013/TT- BYT da duoc ban hanh ngay 16/9/2013 vé “Hudng
dan hoat dong truyén mau”.

4. Hudng dan quy trinh k¥ thuat kham bénh, chira bénh chuyén nganh Huyét
hoc — Truyén mau — Mién dich — Di truyén — Sinh hoc phan tr, B Y té, Nha
xuat ban Y hoc, nim 2014.
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XAC PINH KHANG NGUYEN A; CUA HE NHOM MAU ABO
(KY THUAT ONG NGHIEM)
Determination A; antigen of ABO system

I. NGUYEN LY

K¥ thuét xac dinh khang nguyén A; ctia h¢ nhém mau ABO dugc dya trén
nguyén 1y ctia phan tng ngung két. Anti- A; loai IgM s& gay ngung két truc tiép
hdng cau cua nhimg c4 thé mang khang nguyén A;, nhimg hong cau ma ngung
két v&i anti-A; 1a ¢6 nhom mau A; con nhitng hong cau khong ngung két véi
anti A;la c6 nhém mau A, [1], [2].
II. CHI PINH

Xac dinh khang nguyén A; dugc chi dinh dé xac dinh nhiing truong hop
nguoi bénh va nguoi hién mau c6 nhom mau thudc dudi nhom ctia nhom mau A
(A, Ay, AzB...) 1], [2].

III. CHONG CHI PINH

Khong ¢ chong chi dinh.
IV. CHUAN BI
1. Nguoi thue hién
Bac sy, ctir nhan, k¥ thuat vién, diéu dudng trung hoc.
2. Phuong tién, thudc thir, mAu mau xét nghiém
2.1. Trang thiét bi, dung cu, vit tw tiéu hao
Giéng nhu trang thiét bi, dung cy, vat tu tiéu hao ctia quy trinh xac dinh
khang nguyén C cua hé Rh [5].
2.2. Thuée tii va héa chit
Thudc thtr anti-A; loai IgM; nudc mudi sinh 1y; nudc cét...
2.3. Méu mdu dé xdc dinh khdng nguyén A,
GOm mot dng méu tinh mach da duoc chéng dong bang EDTA: 2 ml.
3. Thoi gian lam xét nghiém: 60 phut
V. CAC BUOC TIEN HANH
1. Chuan bi dung cu, hoa chit, sinh pham, trang thiét bi truéc khi lam xét
nghiém. Chuan bi 1 6ng nghiém sach, kho. Trén éng nghiém dugc danh sd hodc
ghi nhan day du thong tin ciia ngudi can xac dinh khang nguyén A;.
2. Nhan miu mau va phiéu yéu ciu xac dinh khang nguyén A;: Kiém tra va
d6i chiéu cac thong tin trén miu mau can xac dinh khang nguyén A; véi phiéu

y€u cau xét nghi¢ém. Kiém tra vé s6 lugng va chat luong mau mau.
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3. Tién hanh xac dinh khang nguyén A;: Puoc thyc hién theo huéng dan st
dung anti- A; loai IgM [3], cac budc tién hanh tuong tu vdi cac bude xac dinh
khang nguyén C cua hé Rh [5]
VI. NHAN PINH KET QUA

- Phan tng ngung két: c6 khang nguyén A, trén hong cau, két luan ngudi
bénh/ nguoi hién mau c6 nhom mau A;.

- Phan ung khong ngung két: khong c6 khang nguyén A, trén hdng cau,
két luan nguoi bénh/ ngudi hién mau c6 thé ¢6 nhém mau dudi nhom thude
nhom mau A (Az, Az Ax...).

Nhirng diém can chi y khi 1am xét nghiém

- Thuc hién theo ding hudéng dan sir dung anti- A; loai IgM ciia nha san
xuat [3].

- Giéng nhu nhiing diém can cht ¥ khi lam xét nghiém xac dinh khang
nguyén C cua hé Rh [4], [5].

TAI LIEU THAM KHAO

1. Bui Thi Mai An (2010), Pic diém mot s6 nhém méau hé hong cau va moéi lién
quan vé6i bénh 1y, Mot sé chuyén dé Huyét hoc - Truyén mau tap 3, Nha xuat
ban Y hoc.

2. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.

3. Huéng din sir dung anti- H loai IgM ctia Nha san xuét sinh pham.

4. Théng tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé “Huéng
dan hoat dong truyén mau”.

5. Huéng dan quy trinh k¥ thuat kham bénh, chita bénh chuyén nganh Huyét
hoc - Truyén mau - Mién dich - Di truyén - Sinh hoc phan tr, BO Y té, Nha

xuét ban Y hoc, ndm 2014,
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XAC PINH KHANG NGUYEN A, CUA HE NHOM MAU ABO
(KY THUAT GELCARD)
Determination A; antigen of ABO system

I. NGUYEN LY

K¥ thuét xac dinh khang nguyén A, bang k¥ thuat gelcard dugc dya trén
nguyén 1y cua phan tng ngung két cot gel. Khang thé dic hiéu chdng lai khang
nguyén A; c6 san trong cot gel s& cho phan tng ngung két v4i hong cau mang
khang nguyén A, khi duoc ly tim bang mdy ly tAm gelcard chuyén dung. Nhitng
héng cau ma ngung két vé6i anti-A; 1a c6 nhom mau A; nhimng héng cau khong
ngung két véi anti-A; 1a c6 thé c6 nhém mau thudc dudi nhom cua nhém méu A
1], [2].

I1. CHI PINH

Xac dinh khang nguyén A; dugc chi dinh dé x4c dinh nhing truong hop
nguoi bénh va nguoi hién mau c6 nhom mau thude dudi nhém cta nhom A (A,
A, AB..) 1], [2].

III. CHONG CHI PINH

Khong c¢6 chong chi dinh
IV. CHUAN BI
1. Nguoi thue hién

Bac sy, ctir nhan, k¥ thuat vién, diéu dudng trung hoc.

2. Phuong tién
2.1. Trang thiét bi, dung cu, vt tw tiéu hao

- Trang thiét bi: May u, may ly tim, may doc gelcard chuyén dung; may
ly tim Ong thang c¢6 sé vong chinh xac; ti lanh dung sinh pham...;

- Dung cu: Ong nghiém thuy tinh (12x75 mm); gia cam dng nghiém; khay
men hinh chir nhat; pipette nhua; pipette tu dong; dau con cac loai; hop dung
dau con; gia nhya dé tAm gelcarrd; buat marker...

2.2. Thuéc thi va hod chit

Tam gelcard c6 sin trong cot gel anti- A; Lectin dé xac dinh khang
nguyén A; va dung dich dém thich hop; Dung dich dé pha hong cau 1% lam xét
nghiém (Pém LISS); nudc mudi sinh 1y 0,9%; nudce cat. ..

2.3. Mdu mdu dé xdc dinh khdang nguyén A, ciia hé nhém mdu ABO
Gom mot ong mau tinh dd mach duoc chéng dong bang EDTA: 2 ml.
3. Thoi gian lam xét nghiém: 60 phut
V. CAC BUOC TIEN HANH
1. Chuén bi dung cu, hoa chit, sinh phim, trang thiét bi diy du truéc khi
lam xét nghiém.
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2. Nhan miu mau va phiéu yéu ciu xac dinh khang nguyén A,, kiém tra va
d6i chiéu cac thong tin trén miu mau can xac dinh khang nguyén A; véi phiéu
yéu cau xét nghiém. Kiém tra vé sb luong va chit luong mau mau. Trude khi
lam xét nghiém mau mau phai dugc ly tim & 1500 trong vong 10 phut dé tranh
fibrin con lai trong mau mau c6 thé gy anh huong t6i két qua.

1. Chuan bi miu mau 1am xét nghiém: Chuan bi dich treo hong cau 1 %

- Mang dung dich pha hong cau dé 1am xét nghiém (Pém LISS) vé nhiét
do phong trudce khi st dung;

- Phan phéi Iml dém LISS vao mot 6ng nghiém sach;

- Thém 10 pl khdi hong ciu can xac dinh khang nguyén A; vao 6ng
nghiém trén va tron déu;

- Str dung dung dich hong cau di pha & trén dé xac dinh khang nguyén A;.

2. Tién hanh xac dinh khang nguyén A; ciia hé¢ nhém mau ABO

Tién hanh xac dinh khang nguyén A; ciia h¢ ABO: Pugc thyc hién theo
quy trinh huéng dan xac dinh khang nguyén A, bang k¥ thuat gelcard ciia nha
san xuat. Cac budc tién hanh twong ty nhu cic budc cua quy trinh xac dinh
khang cua H ctia hé nhém mau H bang k¥ thuat gelcard.

VI. NHAN PINH KET QUA

- Phan tng ngung két: c6 khang nguyén A, trén hong cau, két luan ngudi
bénh/ nguoi hién mau c¢6 nhom mau A;.

- Phan ung khong ngung két: khong c6 khang nguyén A; trén hong cau,
két luAn ngudi bénh/ ngudi hién mau c6 thé c6 nhém méu dudi nhom cia nhom
mau A (A Az Ax...).

Nhirng diém can chu y khi lam xét nghiém

- Gidng nhu nhiing diém can chu y khi 1am xét nghiém xac dinh khang
nguyén C cua hé Rh [3], [4].

- Thyc hién theo dung hudng dan sir dung anti- A; clia nha san xuat [2].

TAI LIEU THAM KHAO

1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.

2. Huéng dan str dung anti Mi®loai IgG.
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4. Huodng dan quy trinh k¥ thuat kham bénh, chira bénh chuyén nganh Huyét
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XET NGHIEM LUA CHON PON VI MAU PHU HQP
(Chon 10 don vi mau & diéu kién 22°C, 37°C va khang globulin ngudi)
KY THUAT ONG NGHIEM

I. NGUYEN LY

K§ thuat duoc dya trén nguyén 1y cta phan tng ngung két. Tién hanh luya
chon 10 don vi mau cung nhém hé ABO, Rh (D) véi nguoi bénh va [am phan
g hoa hop & diéu kién 22°C, 37°C va khang globulin ngudi (AHG), lya chon
dugc don vi mau hoa hop nhat dé truyén cho ngudi bénh.

II. CHI PINH

- Nguoi bénh ¢6 két qua phan ung hoa hop duong tinh;

- Ngudi bénh thiéu mau tan mau mién dich;

- Nguoi bénh c6 khang thé bat thuong.

III. CHONG CHI PINH
Khong ¢ chong chi dinh.

IV. CHUAN BI

1. Ngudi thuce hién

Bac sy, ctr nhan, k¥ thuat vién, diéu dudng trung hoc.
2. Phuong tién
2.1. Trang thiét bi:

May ly tdm thuong c6 sd vong chinh xac; kinh hién vi; binh cach thuy; ta
lanh...

2.2. Dung cu:

Ong nghiém thuy tinh (12x75mm); gia cam 6ng nghiém; khay men hinh
chit nhat (25x30 cm); cdc thuy tinh c6 moé loai 500 ml; but maker; pipet nhua;
bom kim tiém; dng nghiém nhua chéng dong va khong chéng dong. ..

2.3. Vat tw tiéu hao:

S6 chon mau; phiéu yéu ciu chon mau cua bac sy 1am sang; mii gidy;
khau trang; gang tay; quan 40 cong tac. ..
2.4. Thuéc thir va hod chat:

Khang globulin nguoi loai IgG; hong cau chimg; nuwdc mudi sinh 1y 0,9%.
2.5. Mdu méu:

- MAu méau ngudi bénh: 10 ml mau tinh mach khong chéng dong va 2 ml
mau tinh mach c6 chéng dong bang EDTA;

- MAu mau cta 10 don vi mau s& duoc chon co cung nhom h¢ ABO, Rh
(D) v61 nguoi bénh.
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3. Thoi gian lam xét nghiém: 60 phut

V. CAC BUOC TIEN HANH

1. Chuén bi dung cu, hoa chit, sinh phim, trang thiét bi diy du trudc khi
lam xét nghiém.

2. Nhian miu mau va phiéu yéu ciu lra chon don vi mau phu hop: Kiém tra
va dbi chiéu cac thong tin trén miu mau cta ngudi bénh véi phiéu xét nghiém
yéu cdu chon mau. Kiém tra vé& sb luong va chat lugng miu mau cia nguoi
bénh. Kiém tra miu mau ctia 10 don vi mau: Cac mau mau cta don vi mau phai
dam bao khong bi dong day, khong bi v& hong cau.

3. Tién hanh xét nghiém chon don vi mau phu hop cho nguéi bénh

3.1. Tién hanh chon don vi mau phut hop & diéu kién 22°C

- Buéc 1: Ly tam 6ng mau khong chong dong ctia ngudi bénh voéi toc do
2000 vong/phut trong vong 3 phut dé tach huyét thanh;

- Buwége 2: Chon 10 don vi khoi hong cau ciia ngudi cho phu hop nhém
mau h¢ ABO va Rh(D) véi nguoi bénh;

- Bwée 3: Chuan bi 10 éng nghiém sach, kho, ghi déy du thong tin cua
ting don vi mau cta ngudi cho 1én dng nghiém dé 1ay hong cau tir day tii mau
cua tung don vi tii mau;

- Buéc 4: Pha hong cau ngudi cho 5% trong méi truong nudc mudi sinh
Iy (1 thé tich hong cau khéi cua nguoi cho va 19 thé tich nude mubi sinh 1y);

- Bwée 5: Chuan bi 10 6ng nghiém sach, kho, ghi nhan véi day du thong
tin clia nguoi bénh va don vi thi mau;

- Bwée 6: Nho 1 thé tich hong cau ciia ngudi cho 5% lan lugt vao cac 6ng
nghiém tuong ung da duoc ghi nhan & trén;

- Bwéc 7: Thém 2 thé tich huyét thanh nguoi bénh 1an luot vao cac 6ng
nghiém trén va tron déu;

- Buwéc 8: Ly tam cac 6ng nghiém trén voi tbe dd 1000 vong/phut trong
vong 20 gidy;

- Bude 9: Doc két qua bang mat thuong va kinh hién vi;

- Bwée 10: Ghi két qua vao s6 chon méu.

3.2. Tién hanh chon don vi mau phu hop & diéu kién 37°C va AHG

- Bwée 1: Chuan bi 10 6ng nghiém sach, kho, ghi nhan véi day du thong
tin cta nguoi bénh va ngudi hién méu;

- Buée 2: Nho 1 thé tich hong cau ciia ngudi cho 5% lan luot vao cac ng

nghiém tuong ung voi don vi thi mau da dugc chuan bi ¢ trén;
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- Buwéc 3: Thém 2 thé tich huyét thanh ngudi bénh 1an luot vao cac 6ng
nghiém trén va tron déu;

- Budc 4: U cac dng nghiém trén & binh cach thiy 37°C trong vong 30
phut, néu thém 2 giot dém LISS vao dng nghiém trude khi u thi thoi gian u dugc
rGt ngan chi con 15 phut;

- Bwéc 5: Sau khi 0, ly tdm cac Ong nghiém trén véi toc d6 1000
vong/phut trong vong 20 gidy;

- Buwéde 6: Doc két qua chon mau ¢ diéu kién 37°C bang mit thudng va
kinh hién vi;

- Buwée 7: Ghi két qua chon mau ¢ diéu kién 37°C vao sb chon mau;

- Buwée 8: Sau khi doc két qua ¢ nhiét d6 37°C, tiép tuc rira hong cau
trong cac ong nghiém trén 3 lan bang dung dich nuéc mudi sinh 1y, 14y kiét dich
ndi sau mdi 1an rira;

- Buwéc 9: Két thuc 1an rira cudi, nho 2 giot AHG vao mudi 6ng nghiém

trén;
- Bwée 10: Ly tam cac 6ng nghiém trén voi tée do 1.000 vong/phut trong
vong 20 gidy;

- Buwée 11: Poc két qua bang mat thuong va kinh hién vi. Poc két qua
theo huéng dan cuia nha san xuét sinh pham;

- Buéce 12: Nho 1 giot hong cau ching vao tat ca nhimg dng nghiém cho
két qua am tinh & trén (dé kiém chimg chét lugng cta khang globulin nguoi),
tron déu, ly tim véi téc do 1.000 vong/phut trong vong 20 gidy. Poc két qua
bang mat thuong va kinh hién vi, két qua phai duong tinh véi mirc do tir 1+ dén
2+, néu 6ng nghiém nao cho két qua am tinh thi phai lap lai xét nghiém tir budc
1 ctia phéan 3.2.

- Bwée 13: Ghi két qua chon mau vao s6 chon mau.

VI. NHAN PINH KET QUA

- Chon duoc don vi mau hoa hop: Khi két qua phan ung hoa hop giita
huyét thanh ngudi bénh véi hdng cau cia don vi mau am tinh & ca 3 diéu kién,
nhiét do (22°C, 37°C va khang globulin ngudi);

- Khong chon duoc don vi mau hoa hop: Khi két qua phan tng hoa hop
giita huyét thanh nguoi bénh véi hong ciu cta don vi mau duong tinh voi ca 10
don vi mau dugc chon ¢ 1 trong 3, 2 trong 3 hodc ca 3 diéu kién, nhiét do (22°C,

nhiét d6 37°C va khang globulin nguoi).
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Nhiing diém can chi y khi 1am xét nghiém:
1. Thuc hién kiém chung theo quy dinh cua thong tu 26/ 2013/TT- BYT

vé “Hudng dan hoat dong truyén mau” [4].

2. Poc k¥ va tuan thu ding cac bude tién hanh ky thuat theo huéng dan
ctia nha san xuat sinh pham hién dang sir dung.

3. Can thyc hién k¥ thuat lya chon don vi mau phu hop sém sau khi lay
mau mau xét nghiém ctiia ngudi bénh.

4., Mau mau sau khi thuc hién ky thuat chon don vi mau hoa hop phai

dugc luu gitr theo dung quy dinh.

TAI LIEU THAM KHAO
1. Bui Thi Mai An (2010), Pac diém mét sé nhom mau hé hong cau va méi lién
quan véi bénh 1y, Mot sé chuyén dé Huyét hoc - Truyén mau tap 3, Nha xudt
ban Y hoc.
2. B4 Trung Phan (2013), Ky thuat xét nghiém huyét hoc va truyén mau tng
dung trong 1am sang (T4i ban lan 2), Nha xuét ban y hoc nam 2013,
3. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
4. 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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XET NGHIEM LUA CHON PON VI MAU PHU HQP
(Chon 10 don vi mau & diéu kién 22°C, 37°C va khang globulin ngudi)
KY THUAT GELCARD

I. NGUYEN LY

K¥ thuat dyua trén nguyén 1y ctia phan tng ngung két cot gel. Tién hanh
lya chon 10 don vi mau cung nhém hé ABO, Rh(D) v61 ngudi bénh va [am phan
g hoa hop ¢ 3 diéu kién 22°C, 37°C va khang globulin nguoi (AHG) bang k¥
thuat gelcard dé lwa chon don vi mau hoa hop nhét truyén cho ngudi bénh [1],
[2], [3].
I1. CHI PINH
Xét nghiém lwa chon don vi mau phu hop dwgc chi dinh trong truong hop:

- Nguoi bénh c6 két qua phan tmg hoa hop duong tinh;

- Ngudi bénh thiéu mau tan mau mién dich;

- Nguoi bénh c6 khang thé bat thuong.
I1I. CHONG CHI PINH

Khong c6 chéng chi dinh
IV. CHUAN BI
1. Ngudi thuc hién

Bac sy, ctir nhan, k¥ thuat vién, diéu dudng trung hoc.
2. Phwong tién - Héa chat
1.1. Trang thiét bi

May 1, may ly tam, may doc gelcard chuyén dung; May ly tim 6ng thang
c6 sd vong va thoi gian chinh xac dé ly tim 6ng méu; Tu lanh dyng sinh
pham. ..
1.2. Dung cu

Ong nghiém thuy tinh: 12x75 mm; gid cam ong nghiém; khay men hinh
chit nhat: 25x30 cm; but marker; pipet nhya; pipet ty dong; dau con cac loai;
hop dung dau con; gia d& gelcard. ..
1.3. Vit tw tiéu hao

S6 ghi két qua; Phiéu xét nghiém dinh nhém mau; mil gidy; khau trang;
ging tay; quan 4o cong tac. ..
1.4. Thuéc thii va hod chit

Tam gelcard nudec mudi va tim gelcard AHG loai IgG, dung dich dé pha
hdng cau (dém LISS).
1.5. Mdu mdu dé chon don vi mdau hoa hop
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- MAu mau ngudi bénh: 10 ml mau tinh mach khéng chong déng va 2 ml
mau tinh mach c6 chdng dong bang EDTA;

- MAu mau ctia 10 don vi mau s& duoc chon cé cung nhom h¢ ABO, Rh
(D) v61 nguoi bénh.
3. Thoi gian 1am xét nghiém: 60 phut.
V.CAC BUGC TIEN HANH
1. Chuin bi dung cu, hoa chit, sinh pham, trang thiét bj trudc khi 1am xét
nghiém.
2. Nhan miu mau va phiéu yéu ciu lwa chon don vi mau phu hep: Kiém tra
va dbi chiéu cac thong tin trén miu mau cta ngudi bénh véi phiu xét nghiém
yéu cdu chon mau. Kiém tra vé sd luong va chat lugng miu méau cia ngudi
bénh, don vi tGi mau. Kiém tra mau méau cua 10 don vi mau: Mau mau khong bi
d6ng day, khong bi v hong cau.
3. Tién hanh xét nghiém lya chon don vi mau phu hop
3.1. Tién hanh chon don vi mdu phit hop ¢ diéu kign 22°C

Buérc 1: Ly tam 6ng méau khong chéng dong cia ngudi bénh véi téc do
2000 vong/phut trong vong 3 phut dé tach huyét thanh;

Buéc 2: Chon 10 don vi khéi hdng cau ciia ngudi cho phtt hgp nhdom mau
hé ABO va Rh (D) v6i ngudi bénh dé tién hanh chon mau cho nguoi bénh;

Buwére 3: Chuan bi 10 dng nghiém sach, kho, ghi day du thong tin cia ting
don vi mau ctia nguoi cho 1én 6ng nghiém dé 1ay hong cau tir day tai mau cua
tung don vi tui mau;

Buéc 4: Pha hong cau cia 10 don vi mau 0,8% bang cach:

- Nho 1000 pl dém LISS dé pha lodng hong cau vao 10 dng nghiém da
dugc ghi nhan theo thir ty tir 1 dén 10;

- Thém 10 pl hong cau khdi ciia timg don vi tii mau vao cac 6ng nghiém
thich hop da dugc ghi nhan,;

- Tron déu.

Buwée 5: Ghi day du thong tin ciia nguoi bénh va cac don vi mau cia
ngudi cho 1én tim gelcard nude mubi;

Buwdc 6: Mé tim bao vé phu 1én cac cot gel theo ding quy dinh;

Buwéc 7: Nho 50 pul dung dich hong ciu cua don vi tii mau 0,8% da chuan
bi & trén vao giéng gelcard da ghi thong tin twong tmg voi don vi thi mau;

Buéc 8: Thém 25 pl huyét thanh ngudi bénh vao cac giéng gelcard trén.

Buéc 9: U thm gelcard ¢ nhiét d6 phong trong vong 15 phut;

Buéc 10: Ly tam tim glcard bang may ly tam gelcard chuyén dung trong
vong 10 phut;
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Buée 11: Poc két qua trén may doc chuyén dung va theo huéng din cia
nha san xuit sinh phém;

Buwée 12: Luu file két qua vao phan mém may tinh chuyén dung va ghi
két qua vao s6 chon méu.
3.2. Tién hanh chon don vi mau phat hop & diéu kién 37°C va khing
globulin nguoi

Buwéc I: Ghi day du thong tin ctia ngudi bénh va cac don vi mau cia
ngudi cho 1én tim gelcard AHG loai IgG:;

Buwée 2: Mo tim bao vé phu 1én cac cot gel theo ding quy dinh;

Buwée 3: Nho 50 ul dung dich hong cau cta don vi tii mau 0,8% da chuin
bi ¢ trén vao giéng gelcard d ghi thong tin trong tng véi don vi tai mau;

Buwéc 4: Thém 25 pl huyét thanh ngudi bénh vao cac giéng gelcard trén.

Buwére 5: U tim gelcard ¢ 37°C trong vong 15 phut bang may u gelcard
chuyén dung;

Buéc 6: Ly tam gelcard bang may ly tAm chuyén dung trong 10 phut.

Buwdéc 7: Poc két qua trén may doc chuyén dung va theo hudng dan cua
nha san xuét sinh pham.

Buwére 8: Luu file két qua vao phadn mém may tinh chuyén dung va ghi két
qua vao sd chon mau.
VI. NHAN PINH KET QUA

- Chon dugc don vi mau hoa hop: Khi két qua phan ung hoa hop giita
huyét thanh ngudi bénh véi hong cau cua don vi mau am tinh & ca 3 diéu kién,
nhiét d6 (22°C, 37°C va khang globulin nguoi);

- Khong chon duoc don vi mau hoa hop: Khi két qua phan tng hoa hop
giita huyét thanh nguoi bénh véi hong ciu cta don vi mau duong tinh voi ca 10
don vi mau dugc chon & 1 trong 3 diéu kién, 2 trong 3 diéu kién hodc ca 3 diéu
kién, nhiét do (22°C, 37°C va khang globulin nguoi).
Nhiing diém cin chi y khi lim xét nghiém:

1. Thyc hién kiém ching theo quy dinh cua thong tu 26/ 2013/TT- BYT
vé “Hudng dan hoat dong truyén mau” [4];

2. Poc k¥ va tuan thi ding cac budc tién hanh k¥ thuat theo hudng dan
ctia nha san xuét sinh phém hién dang str dung;

3. Can thyc hién k¥ thuét lya chon don vi mau phu hop sém sau khi lay
mau mau xét nghiém cua ngudi bénh;

4. Mau mau sau khi thyc hién k¥ thuat chon don vi mau hoa hop phai
dugc luu gitr theo dung quy dinh.
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PHAN UNG HOA HQP CO SU DUNG KHANG GLOBULIN NGUOI
(KY THUAT ONG NGHIEM)

I. NGUYEN LY

Phan tng hoa hop c6 str dung khang globulin nguoi bang ky thuat dng
nghiém duoc dya trén nguyén 1y cta phan tmg ngung két trong méi trudng 37°C
va co sir dung thudc thir khang globulin nguoi (Huyét thanh Coombs) dé phat
hién sy c6 mit cia cac khang thé dong loai c6 trong huyét thanh ctia nguoi bénh
ma dd dugc gin 1én hong cu cia don vi mau [1], [2], [3].
II. CHI PINH

Xét nghiém phan trng hoa hop c6 str dung khang globulin ngudi dugc chi
dinh trong truong hop: ngudi bénh duge chi dinh truyén mau toan phan, khoi
hong cau, khéi bach cau [5].
III. CHONG CHI PINH

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

Bac sy, ctir nhan, k¥ thuat vién, diéu dudng trung hoc.
2. Phuong tién
2.1. Trang thiét bj:

May ly tdm thuong c6 sd vong chinh xac; kinh hién vi; binh cach thuy; ti
lanh...
2.2. Dung cu

Ong nghiém thuy tinh: 12x75mm; gia cim Ong nghiém; khay men hinh
chit nhat: 25x30 cm; cdc thuy tinh c6 mé loai 500 ml; but maker; pipet nhya...
2.3. Thuéc thii va hod chit

Khang globulin ngudi loai IgG; hong cau chung, dung dich nudc mudi
sinh 1y 0,09%...
2.4. Mdu mdu ciia ngwoi bénh

Mau tinh mach ctia ngudi bénh, gom hai ong: dng chéng dong bang
EDTA: 2 ml va ng khong chéng dong: 5 ml;

MAiu mau cta don vi mau dé truyén cho ngudi bénh.
2.5. Vit tw tiéu hao

S6 phat mau va ché pham mau; Phiéu du tri mau cua cac khoa 1am sang;
phiéu truyén mau; mii gidy; khau trang; ging tay; quan 4o cong tac...
3. Thoi gian lam xét nghiém: 60 phut.
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V.CAC BUGC TIEN HANH

1. Chuén bi dung cu, hoa chit, sinh phim, trang thiét bi diy du truéc khi
lam xét nghiém;

2. Nhan miu mau va phiéu du tri mau cia khoa 1am sang, kiém tra va ddi
chiéu céc thong tin trén miu mau cta nguoi bénh véi phiéu dy tri mau. Kiém
tra vé& s6 luong va chat lwong miu mau, mau mau cua don vi mau va nguoi bénh
phai dam bao khéng bi dong ddy, khong bi v& hong cau;

3. Tién hanh xét nghiém phan tng hoa hop c6 sit dung khang globulin
nguwoi:

Buwére 1: Ly tam dng méau khong chéng dong cia ngudi bénh véi tée do
2000 vong/phut trong vong 3 phut dé tach huyét thanh;

Buéc 2: Chon don vi khdi hong cau cia nguoi cho phit hop nhém mau hé
ABO va Rh (D) véi nguoi bénh;

Buwérc 3: Chuan bi 1 6ng nghiém sach, kho, ghi day du thong tin cua don
vi mau ctia ngudi cho 16n dng nghiém dé 1ay hong cau tir day tii mau cta don vi
ta1 mau;

Buéc 4: Pha hong cau ngudi cho 5% trong mdi trudng nudc mudi sinh 1y
(1 thé tich hong cau khéi cta nguoi cho va 19 thé tich nudc mubi sinh 1y);

Buwée 5: Chuan bi mot ong nghiém sach, kho, ghi nhan véi day da thong
tin cua nguoi bénh va don vi ti mau;

Buwée 6: Nho 1 thé tich hong cau cua ngudi cho 5% vao 6ng nghiém da
dugc ghi nhan & trén;

Buwée 7: Thém 2 thé tich huyét thanh ngudi bénh vao dng nghiém trén va
tron déu;

Buée 8: U dng nghiém trén & binh cach thuy 37°C trong vong 30 phut,
néu thém 2 giot dém LISS vao éng nghiém trude khi u thi thoi gian G duoc rat
ngan chi con 15 phut;

Buwée 9: Sau khi 1, ly tAm 6ng nghiém trén véi tbe do 1000 vong/phut
trong vong 20 giay;

Buéc 10: Poc két qua bang mat thudng va kinh hién vi & diéu kién 37°C;

Buwdéc 11: Ghi két qua vao s6 két qua phan tng hoa hop;

Buwée 12: Sau khi doc két qua & nhiét d6 37°C, rira héng cau trong éng
nghiém trén 3 1an bang nudc mudi sinh 1y, 1ay kiét dich ndi sau mdi lan rira;

Buée 13: Két thuc 1an rira cudi, nho 2 giot AHG vao 6ng nghi¢m trén;

Buwéc 14: Ly tim dng nghiém trén véi tbe ¢6 1000 vong/phut trong vong
20 giay;
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Buéc 15: Poc két qua bang mat thudng va kinh hién vi. Poc két qua theo
huéng dan cua nha san xuét sinh pham;

Buwée 16: Néu két qua 4m tinh thi nho thém 1 giot hdng ciu ching vao
6ng nghiém trén (dé kiém chung chit lugng cua khang globulin ngudi), trén
déu, ly tam voi toc d6 1000 vong/phut trong vong 20 gidy. Poc két qua bang
mat thuong va kinh hién vi, két qua phai duong tinh v6i muc do tir 1+ dén 2+,
néu két qua am tinh, phai lip lai xét nghiém tir bude 1;

Buwéc 17: Ghi két qua phan tng hoa hop c6 st dung khang globulin ngudi

vao sO phat mau va ché pham mau.

VI. NHAN PINH KET QUA

- Két qua phan tng hoa hop & diéu kién khang globulin ngudi am tinh:
Mau cua ngudi cho va ngudi nhan hoa hgp, hoan thién cac thu tuc, ho so dé phat
don vi mau cho nguoi bénh;

- Két qua phan tmg hoa hop ¢ diéu kién khang globulin ngudi duong tinh:
Mau ctua nguoi cho va nguoi nhan khong hoa hop, thong bao cho bac sy 1am
sang, tu van cho bac sy 1am sang chi dinh xét nghiém lya chon don vi mau phu

hop dé truyén cho ngudi bénh.

Nhiirng diém cin chi ¥ khi laim xét nghiém:
1. Thyc hién kiém ching theo quy dinh cta thong tu 26/ 2013/TT- BYT

vé Huéng dan hoat dong truyén mau [4].

2. Poc k¥ va tuan thu dung theo hudng din cta nha san xuét sinh pham;
3. Can thyc hién k¥ thuat sém sau khi 1dy mau mau. Mau mau sau khi

thuc hién k¥ thuat phai duogc luu gitr theo dting quy dinh tai [4].

TAI LIEU THAM KHAO
1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.
2. Bd Trung Phéan (2013), K§ thuat xét nghiém huyét hoc va truyén mau ing
dung trong 1am sang (T4i ban lan 2), Nha xuét ban y hoc nam 2013,
3. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.
4. Thong tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng dan

hoat dong truyén mau.
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PHAN UNG HOA HQP CO SU DUNG KHANG GLOBULIN NGUOI
(KY THUAT GELCARD TREN MAY BAN TU PONG)

I. NGUYEN LY

Phan tng hoa hop co sir dung khang globulin nguoi bang ky thuat
Scangel/Gelcard dugc dua trén nguyén 1y cta phan ung ngung két cot gel trong
mdi truong 37°C va c6 st dung thude thir khang globulin ngudi (Huyét thanh
Coombs) dé phat hién sy c6 mit cua cic khang thé dong loai c6 trong huyét
thanh ctia ngudi bénh ma da duoc gin 1én hong cau cua don vi mau [1], [2], [3].
II. CHI PINH

Xét nghiém phan trng hoa hop c6 str dung khang globulin nguoi duge chi
dinh trong truong hop: ngudi bénh duge chi dinh truyén mau toan phan, khoi
héng cau, khéi bach cau.
III. CHONG CHI PINH

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

Bac sy, ctr nhan, k¥ thuat vién, diéu dudng trung hoc.
2. Phuong tién
2.1. Trang thiét b

May ly tam thuong c6 sd vong chinh xac; may U, may ly tdm, may doc
gelcard chuyén dung; tu lanh...
2.2. Dung cu

Ong nghiém thuy tinh: 12x75mm; gia cim Ong nghiém; khay men hinh
chit nhat: 25x30 cm; cdc thuy tinh c6 mo loai 500 ml; but maker; pipet man;
dau con cac loai. ..
2.3. Thuéc thii va hod chit

Gelcard AHG loai IgG; dung dich pha hong cau (Pém LISS) dé lam xét
nghiém...
2.4. Mdu mdu ciia ngwoi bénh

GOom mot dng mau tinh mach da duoc chéng déng bang EDTA: 2 ml va
mot ong khong chéng dong: 5 ml.
2.5. Vit tw tiéu hao

S6 phat mau va ché pham mau; Phiéu du tri mau cta cic khoa 1am sang;
Phiéu truyén mau; Mii gidy; Khau trang; Ging tay; Quan 4o cong tac.
3. Thoi gian lam xét nghiém: 60 phut.
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V. CAC BUOC TIEN HANH

1. Chuén bi dung cu, hoa chit, sinh phim, trang thiét bi trudc khi 1am xét
nghiém.

2. Nhan miu miu va phiéu dw trii mau cia khoa lam sang, kiém tra va dbi
chiéu céc thong tin trén miu mau cta nguoi bénh véi phiéu du tri mau. Kiém
tra vé s6 lugng va chat lugng miu méu.

3. Tién hanh xét nghiém phan tng hoa hop cé sit dung khang globulin
nguwoi:

Buwée 1. Ly tam 6ng mau khong chdng dong cua nguoi bénh véi tée do
2000 vong/phut trong vong 3 phut dé tach huyét thanh;

Buwére 2. Pha dung dich hong cau nguoi cho 1% bang cach:

- Chuén bi léng nghi¢m sach, kho, ghi nhan: hé)ng cau nguoi cho 1%;

- Nho vao 6ng nghiém di chuan bi ¢ trén 1000 pl dém LISS;

- Thém 10 pul hong cau khéi ciia ngudi cho vao 6ng nghiém trén;

- Tron déu.

Buére 3. Ghi day du thong tin ctia nguoi bénh 1én tim gelcard AHG loai
19G;

Buwée 4. Mo tdm bao vé phu 18n cac cot gel theo ding quy dinh;

Buwée 5. Nho 50 pl dung dich hong cau ngudi cho 1% di chuan bi & trén
vao giéng gelcard da duoc ghi thong tin ctia bénh nhan;

Buéc 6. Thém 25 pl huyét thanh cta nguoi bénh vao giéng gelcard trén;

Buée 7. U tam gelcard & 37°C trong vong 15 phut bang may u gelcard
chuyén dung;

Buwée 8. Ly tam tdm gelcard voi toc do 1.000 vong/ phit trong vong 10
phut bang may ly tdm chuyén dung;

Buwée 9. Poc két qua theo hudéng din cua nha san xudt trén may doc
gelcard chuyén dung.

VI. NHAN PINH KET QUA

- Két qua phan ung hoa hop ¢ diéu kién khang globulin ngudi am tinh
(Huyét thanh ctia ngudi bénh khong ngung két véi hong cau cia don vi mau):
Mau cta nguoi cho va ngudi nhan hoa hop, hoan thién cac thu tuc, ho so, phat
don vi mau dé truyén cho nguoi bénh;

- Két qua phan g hoa hop & diéu kién khang globulin ngudi duong tinh
(Huyét thanh ctia ngudi bénh ngung két v6i hong cau ciia don vi mau): Mau ctia
nguoi cho va nguoi nhan khong hoa hop, thong bao cho bac sy 1am sang, tu van
cho bac s§ 1am sang chi dinh xét nghiém lya chon don vi mau phu hop dé truyén
cho nguoi bénh.

139



Nhiing diém cin chi y khi lim xét nghiém:
1. Thuc hién kiém chung theo quy dinh cua thong tu 26/ 2013/TT- BYT

vé Huéng dan hoat dong truyén mau [4].

2. Poc k¥ va tuan thu ding cac bude tién hanh ky thuat theo huéng dan
ciia nha san xuét sinh phém hién dang str dung;
3. Can thuc hién ky thuat sém sau khi léy mau mau. Mau mau sau khi

thuc hién k¥ thuat phai duoc luu gitr theo ding quy dinh [4].

TAI LIEU THAM KHAO

1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.

2. DS Trung Phan (2013), K§ thut xét nghiém huyét hoc va truyén mau ng
dung trong 1am sang (T4i ban lan 2), Nha xuét ban y hoc nam 2013,

3. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.

4. Thong 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 YEU CUA HE Rh
(K¥ thuat Gelcard)

I. NGUYEN LY

Xac dinh khang nguyén D yéu cta hé Rh bang k¥ thuat gelcard duoc dya
trén nguyén 1y cua phan ung ngung két cot gel trong moi truong 37°C va co sir
dung thudc thir khang globulin nguoi (Huyét thanh Coombs) dé phat hién su co
mit cta cic khang thé chéng D loai IgG ma d3 duoc gan 1én hong ciu cua nguoi
bénh/ ngudi hién mau/ san phu [1], [2], [3].
II. CHI PINH

Xdc dinh khdng nguyén D yéu ciia hé¢ nhém mdu Rh dwoc chi dinh
trong nhirng trwong hop sau:

- Nguoi bénh;

- Nguoi hién mau;

- San phu.
I1I. CHONG CHI PINH

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

Bac sy, ctir nhan, k¥ thuat vién, diéu dudng trung hoc.
2. Phuong tién
2.1. Trang thiét bi

May ly tam thuong c6 s6 vong chinh xac; kinh hién vi; binh cach thuy; ti
lanh...
2.2. Dung cu

Ong nghiém thuy tinh: 12x75mm; gia cim ong nghiém; khay men hinh
chit nhat: 25x30 cm; coc thuy tinh c6 mé loai 500 ml; bt maker; pipet nhua...
2.3. Thuéc thii va hod chit

Thudc thir anti-D loai IgG; tdm gelcard AHG loai IgG; dung dich nuéc
mudi sinh 1y; nuée cét. ..
2.4. Mdu mdu dé xdc dinh khding nguyén D yéu ciia hé Rh

Gom mot ong mau tinh mach da duoc chéng dong bang EDTA: 2 ml.
2.5. Vit tw tiéu hao

S6 ghi két qua; Phiéu xét nghiém dinh nhém mau; mil gidy; khau trang;
ging tay; quan 4o cong tac. ..
3. Thoi gian lam xét nghiém: 60 phut
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V.CAC BUGC TIEN HANH
1. Chuén bi dung cu, hoa chit, sinh phidm, trang thiét bi trudc khi 1am xét
nghiém,;
2. Nhan miu mau va phiéu duv tri mau cia khoa 1am sang, kiém tra va ddi
chiéu céc thong tin trén mau méau cta ngudi bénh véi phiéu yéu cau xét nghiém.
Kiém tra vé sd luong va chét luong miu mau;
3. Tién hanh xét nghiém xac dinh khang nguyén D yéu

Buéc 1: Pha dung dich hong cau can dinh nhom 1%:

- Chuén bj 1 6ng nghiém sach, kho, ghi nhan;

- Nho vao 6ng nghiém di chudn bi ¢ trén 1000 pl dém LISS dé pha hong
cau lam phuong phap gelcard;

- Thém 10 pl hong cau khéi can xac dinh khang nguyén D yéu vao ong
nghiém trén;

- Tron déu.

Buwére 2. Ghi day du thong tin ctia ngudi bénh 1én cot gel cia tim gelcard
AHG loai IgG;

Buée 3. Mo tam bao vé phu 1én cac cot gel theo diing quy dinh;

Buéc 4. Nho 50 pl dung dich hong cau can xac dinh khang nguyén D yéu
1% da chuan bi & trén vao cot gel da dugc ghi thong tin cta bénh nhan (Budc 2);

Buwéc 5. Thém 25 pl khang thé chdng D loai IgG vao cot gel dd nho hong
ciu & budc 4;

Buéc 6. U tam gelcard & 37°C trong vong 15 phut bang may u gelcard
chuyén dung;

Buée 7. Ly tam tdm gelcard véi toc do 1.000 vong/ phit trong vong 10
phut bang may ly tim chuyén dung;

Buée 8. Poc két qua trén may doc gelcard chuyén dung va theo hudng
dan ctia nha san xuat sinh pham;

Buwéec 9: Luu file két qua vao phan mém may tinh chuyén dung va ghi két
qua vao sd dinh nhdm mau.
VI. NHAN PINH KET QUA

- Néu c6 phan tng ngung két giira hong cau cua ngudi bénh/ ngudi hién
mau v6i khang thé chéng D loai IgG: Két luan nguoi bénh/ ngudi hién mau/ san
phu ¢6 nhém mau D yéu;

- Néu khong c6 phan tng ngung két gitta hong cau cua ngudi bénh/ nguoi
hién mau vé6i khang thé chdng D loai IgG: Két luan ngudi bénh/ nguoi hién
mau/ san phu ¢6 nhém mau Rh(D) am.
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Nhiing diém cin chi y khi lim xét nghiém:
1. Thuc hién kiém chung theo quy dinh cua thong tu 26/ 2013/TT- BYT

vé Huéng dan hoat dong truyén mau [4].

2. Poc k¥ va tuan thu ding cac budc tién hanh k¥ thuat theo hudng dan
ctia nha san xuat sinh pham hién dang sir dung.
3. Can thuc hién ky thuat sém sau khi léy mau mau. Mau mau sau khi

thuc hién k¥ thuat phai duoc luu gitr theo ding quy dinh [4].

TAI LIEU THAM KHAO

1. Denise M Harmening (1999) Modern blood banking and transfusion
practices, fourth edition, Book Promotion & Service Co., LTD.

2. DS Trung Phan (2013), K§ thut xét nghiém huyét hoc va truyén mau ng
dung trong 1am sang (T4i ban lan 2), Nha xuét ban y hoc nam 2013,

3. Geoff Daniels and Imelda Bromilow (2009), Essential Guide to Blood
Groups, Blackwell.

4. Thong tu 26/2013/TT- BYT di duoc ban hanh ngay 16/9/2013 vé Hudng dan

hoat dong truyén mau.
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PHAN UNG HOA HOP TIEU CAU
(K¥ thuat pha rz‘m)

I. NGUYEN LY

Tiéu cau cta nguoi cho duge gin vao bé mit cia giéng polystyrene
microplate. Huyét thanh/ huyét twong cia ngudi bénh dugc thém vao giéng va u
vé6i tiéu cau ciia ngudi cho, néu trong huyét thanh ctia ngudi bénh c6 khang thé
khang tiéu cau thi cac khang thé nay s& gin voi tiéu cdu cua ngudi cho. Cac
globulin mién dich khéng gin 1én tiéu cau c6 trong giéng s& dugc rira sach, sau
d6 thém vao giéng dung dich hong cau chi thi d3 cam nhiém véi anti-1gG. Ly
tam dé cac hong cau chi thi tiép xtic dugc vdi cac khang thé khang tiéu cau co
trong huyét thanh nguoi bénh da dugc gin véi cac tiéu cau cua ngudi cho. Trong
truong hop nguoi bénh co khang thé khang tiéu cau, phic hop khang nguyén,
khang thé khang tiéu cau va hong cau di dugc gan véi anti-IgG (Hong cau chi
thi) da dugc hinh thanh & trén s€ ngan can su di chuyén cua cac héng cau chi thi
xubng day giéng khi dugc ly tAm, do vay cac hong cau chi thi s& bao phu 1én
toan b bé mit giéng. Nguoc lai trong trudng hop xét nghiém am tinh, cac hong
cau chi thi s& khong bi can tré trong qué trinh di chuyén, theo luc ly tim s& lang
chat xubng day giéng [1].
II. CHI PINH

- Ngudi bénh ¢o chi dinh truyén khdi tiéu cau duoc tach tir hé théng may
tach té bao tu dong cua mdt nguoi hién tiéu cau;

- Nguoi bénh c6 chi dinh truyén khéi tiéu cau pool;

- Nguoi bénh truyén tiéu cau khong hiéu luc;

- Nguoi bénh ghép té bao gbc.
I1I. CHONG CHI PINH

Khong cé chong chi dinh.
IV. CHUAN BI
1. Ngwoi thuc hién

Bac sy, ctir nhan, k¥ thuat vién, diéu dudng trung hoc.
2. Phuong tién:
2.1. Trang thiét bj, dung cu, Vit tw tiéu hao

- May ly tim phién microplate 96 giéng;

- May u kho 37°C;

- May rtra ban ty dong Immucor CSW 100 dugc thiét ké dé sir dung voi
Capture-P [2];
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- Pipetman; pipet nhya; may ly tdm ong nghiém; déng hd hen gid; but
marker...;

- TAm chiéu sang;

- Ong nghiém polypropylene hoic polyethylene.
2.2. Thuéc thir va hod chit

- Capture-P Test Wells ¢ trong tui kin;

- Capture LISS trong 1o nhé giot;

- Capture-P Indicator Red Cells trong lo nho giot;

- Capture-P Positive Control Serum (Weak) trong 1o nho giot;

- Capture-P Negative Control Serum trong lo nhoé giot;

- Dung dich dém phosphate, pH 6.5-7.5.
2.3. Mdu bénh phim

- 1 6ng mau tinh mach dugc chdng déng bang EDTA: 2 ml hoic 1 dng
khéng chéng déng: 5 ml cta ngudi bénh.

- Pon vi tiéu cau ctia ngudi cho.
3. Thoi gian lam xét nghiém: 120 phat.
V. CAC BUOC TIEN HANH
1. Chuan bi dung cu, hoa chat, sinh pham, trang thiét bi trudc khi 1am xét
nghiém.
2. Nhan miu mau va phiéu chi dinh xét nghiém, kiém tra va dbi chiéu cac
thong tin trén mau mau voi phiéu chi dinh xét nghiém. Kiém tra vé sé luong va
chat luong miu mau.
3. Tién hanh xét nghiém

- Mang cic hoa chat, sinh pham vé nhiét do phong 15 phut trude khi lam
xét nghiém;

- Chuan bi mAu tiéu cau 1am xét nghiém nhu sau:

+ Chuan bi 1 dng nghiém polypropylene hoic polyethylene sach, kho, ghi
mi ctia don vi khoi tiéu cau 1én 6ng nghiém.

+ LAy 1 doan day tir tdi tiéu cau ctia nguoi hién va cat day tiéu cau vao
6ng nghiém nhya dd chuan bi & trén.

- Lay s6 luong giéng Capture-P can thiét dé 1am xét nghiém tir ti bao vé;

- Dung pipet nhya hat 1-2 giot (twong duong 50-100 ul) tiéu cau cua
nguoi cho nhé vao 3 giéng dau tién ciia hang. Mot giéng 1a chimg duong (yéu)
va giéng thtr hai 13 ching am, giéng thtr ba 13 giéng lam xét nghiém hoa hop

giita tiéu cau cta nguoi cho va huyét thanh/ huyét twong cta nguoi bénh;
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- Ly tam phién véi téc d6 45-65 nhan véi g (g 1a luc ly tAm cta may ly
tam) trong vong 5 phut;

- Rira tiéu cau trong cac giéng bang may rira ban ty dong Immucor CSW
100 dé loai bo tiéu cau va huyét twong thira. Kiém tra cac giéng sau khi rira dé
xem c6 tiéu cau gan trén ddy giéng khong. Néu tiéu cau da duoc ¢ dinh 1én day
giéng, day giéng s& xudt hién mot 16p tiéu cdu mong gidng nhu may va khong
con c6 dich thira. Néu con dich thira & ddy giéng thi can rira lai [2];

Luu y: Ky thuat rira qua nhiéu hodc manh co6 thé danh bat hodc tao ra cc
16 hong trong cac 16p tiéu cau di gan;

- Thém 2 giot Capture LISS vao mdi giéng ngay sau khi ria;

Luu ¥: Céac giéng sau khi rira dé lau hon 1 phat ma khong nho thém
capture LISS s& kho va dan dén phé v cac 16p té bao tiéu cau.

- Thém 1 giot Capture-P Positive Control Serum (Weak) vao giéng dau
tién cua hang;

- Thém 1 giot Capture-P Negative Control Serum vao giéng tht hai cua
hang;

- Thém 1 giot huyét twong hodc huyét thanh ctia nguoi bénh vao giéng thir
ba cua hang;

- Cham nhe nhang lién tuc vao canh cua phién dé tron huyét thanh/ huyét
twong ctia nguoi bénh voi dung dich Capture LISS;

Luu y: Mau tim cta Capture Liss s& chuyén thanh mau xanh da troi hoic
mau ngoc lam khi ¢6 mat ctia huyét thanh/ huyét tuong nguoi bénh;

- U céc phién & 36-38°C trong vong 30-60 phut;

- Rira tiéu cau trong cac giéng bang may rira chuyén dung;

- Thém 1 giot hong cau chi thi Capture-P vao mdi giéng ngay sau khi rua;

- Ly tam phién véi toc d6 700-900 x g (g 1a luc ly tAm cua may ly tdm)
trong vong 1 phut;

- Pit phién trén mot mat phang duoc chiéu sang, so sanh két qua cia
giéng xét nghiém voi chimg duong, ching am. Xét nghiém phan tng hoa hop
tiéu cau am tinh khi giéng xét nghiém va chimg 4m cho két qua 4m tinh. Xét
nghiém phan tng hoa hop tiéu cau dwong tinh khi giéng xét nghiém va chuing
duong cho két qua duong tinh.

VI. NHAN PINH KET QUA

- Phan tng ngung két: Cac hong cau chi thi s& bao phu 18n toan bo bé mit
giéng, két luan phan tng hoa hop tiéu cau duong tinh, chon don vi tiéu cau khac
va lam lai phan tmg hoa hop tiéu cau cho ngudi bénh;
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- Phan tmg khong ngung két: Cac hong cau chi thi ling chat xudng day
giéng, két luan phan umg hoa hop tiéu ciu am tinh, phat don vi tiéu cau dé
truyén cho ngudi bénh.

Nhirng diém cén chi v khi lam xét nghiém:

1. Poc k¥ cac bude cuia quy trinh hudng dan trude khi tién hanh k¥ thuat;
2. Tuan thi dang cac hudng dan sir dung sinh pham ctia nha san xut sinh
phém;
TAI LIEU THAM KHAO
1. Capture-P - Solid Phase System for the Detection of IgG Antibodies to
Platelets, Immuco Gamma.
2. Huéng dan sir dung may rira Immucor CSW 100.
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XAC PINH KHANG NGUYEN NHOM MAU
(K¥ thuat sinh hoc phan ti)

I. NGUYEN LY

Dua trén k¥ thuat PCR-SSP (K§ thuat PCR véi nhitng doan mdi ¢6 trinh
tu ddc hiéu véi alen): Phan tGmg chudi polymerase (PCR) cho phép khuéch dai
trinh tw ADN d3 duoc xac dinh, sau khi khuéch dai thanh cong, chudi AND dich
dugc nhan Ién véi lugng vira du.

Pé c6 thé phan tich két qua phan img PCR-SSP, nhiéu phan tng khuéch
dai dd dugc thyc hién dong thoi. Nhitng mau PCR gin véi doan mdi dic hiéu s&
dugc khuéch dai sau phan ung PCR, trong khi nhitng mau khong gan véi doan
moi dic hiéu thi s& khong dugce khuéch dai sau phan tmg PCR.

Poan moi cling dung dé khuéch dai mot ching noi kiém (mdt doan gen
cia hormon tang truong ngudi: HGH), néu khong c6 san pham dic hiéu sau
phan tmg PCR, chimg dwong van phai cho két qua rd rang.

Viéc phat hién cua cac san phém PCR duoc thuc hién bﬁng cach do cac
tin hiéu huynh quang va khong can dién di san pham bang gel nhu trong cac hé
théng PCR thong thuong.

II. CHI PINH

Xac dinh khang nguyén nhom mau, nhém mau bang phuong phéap sinh
hoc phan tir trong truong hop:

- Nguoi bénh c6 két qua nghiém phap Coombs truc tiép dwong tinh;

- Nguoi bénh thalassemia méi truyén mau, truyén mau nhiéu lan can xac
dinh cac khang nguyén nhém mau;

- Nguoi bénh ghép té bao gdc dong loai co bat dong cac khang nguyén
nhém mau véi nguoi cho;

- Nguoi cho té bao gbc dé ghép cho ngudi bénh;

- Nguoi bénh ¢6 nhém méau D yéu, D timg phan, D am;

- Ngudi bénh ¢6 nhom mau hé ABO khé xac dinh bing phuong phap
huyét thanh hoc.

I1I. CHONG CHI PINH
Khong ¢ chong chi dinh.

IV. CHUAN BI

1. Ngwoi thuc hién

Bac sy, ctir nhan, k¥ thuat vién, diéu dudng trung hoc.
2. Phuwong ti€én
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2.1. Trang thiét b, dung cu, vt tw tiéu hao

- Hé thong may tu dong FluoGene dé xac dinh khang nguyén nhém maéu;

- May doc huynh quang FluoVista Analyzer ctua Puc;

- Phan mém FluoGene;

- May ly tam 6ng eppendorf:

- May lac @ nhiét Thermomixer compact;

- May vortex;

- May OD do ndng d6 AND chuyén dung;

- Fluo-Pad, khay nén dé 1am xét nghiém PCR;

- Fluo-App, dung cu 4n tAm bao vé 1én trén mit khay PCR;

- May Thermal cycler;

- Tt lanh bao quan sinh pham.

- C)ng nghiém eppendorf 1,5 ml, 2 ml;

- Pipet ty dong c6 thé tich 1 dén 100 pl va 100 dén 1000 pl;

- Pau con c6 phin loc; pipetman; 6ng nghiém thuay tinh; pipet nhuya.

2.2. Thuéc thii va hod chit

- Héa chat - sinh pham dé tach chiét AND: Bé kit E.Z.N.A Blood DNA kit.

- B{ kit dé xdc dinh khdng nguyén nhém mdu bang phwong phdp PCR-
SSP: B¢ kit RBC-FluoGene ABO basic: Xac dinh khang nguyén nhém mau hé
ABO: Al, A2, B, O1, 02; B kit RBC-FluoGene VERYfy: Xac dinh nhiéu hé
nhém mau RhD exon 1, 5, 10, psi, C, ¢, E, e, Cw, Kel 1, Kel 2, Jk?* JK®, Fy?, Fy®,
FyX, Fy null, M, N, S, s, Dombrock a/b; B kit RBC-FluoGene D screen: Xac
dinh khang nguyén D (Exone 3, 5 va 10 cua gen RHD).

MGt bé kit trén bao gom:

- Ong Fluomix: Mot dng st dung hét cho 1 xét nghiém, trong dng gém co:
dNTPs, PCR buffer va Taq Polymerase;

- Nudc cat (khong co huynh quang);

- Miéng dén bao vé trong sudt;

- Phién PCR 96 giéng (mau tring, dugc dan barcode): Mdi giéng chira
hdn hop oligonucleotide duoc chia nhod va dong khé cho phép khuéch dai nhimg
gen dich. Mdi phan ctia hdn hop nay bao gém doan méi va doan do dugc gan tin
hi¢u huynh quang khac nhau:

+ Mot dau do dac hiéu véi alen (tin hiéu huynh quang 1).

+ Mot dau do dic hiéu HGH dé khuéch dai chimg ndi kiém (tin hiéu
huynh quang 2).

+ C6 thé thém mot dau do dic hiéu trong truong hop nhiéu phan mg (tin
hiéu huynh quang 3).
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2.3. Mdu bénh phdm: 2 ml mau tinh mach c6 chdng dong bang EDTA cua
nguoi bénh.

3. Thoi gian l1am xét nghiém: 24 gio.

V. CAC BUOC TIEN HANH

1. Chuin bi dung cu, hoa chit, sinh pham, trang thiét bi truéc khi lam xét
nghiém.

2. Nhin miu mau va phiéu chi dinh xét nghiém, kiém tra va d6i chiéu cac
thong tin trén miu méau véi phiéu chi dinh xét nghiém. Kiém tra vé sb luong va
chat luong miu mau.

3. Tién hanh xét nghiém

3.1. Tach ADN tir méu mdu toan phin ciia nguwoi bénh

- Chuan bi mot dng eppendorf loai 1,5 ml, ghi tén nguoi bénh 1én nap va
than 6ng;

- Nho vao 6ng eppendorf da chuan bi ¢ trén 200 pl mau toan phan;

- Thém vao dng eppendorf trén 50 pl dung dich elution buffer;

- Thém 25 pl dung dich OB protease solution va 250 ul dung dich BL
buffer vao ong eppendorf trén. Tron manh cac sinh pham trong dng eppendorf
bang may may vortex trong vong 10 gidy;

- U bng nghiém trén & 65°C, lac dng véi toe dd 300 vong/ phut trong vong
10 phiit bang may lac u nhiét thermomixer compact;

- Thém 260 pl c6n 96%, tron déu trong vong 10 gidy;

- Chuan bi cdt chiét tach ADN, ghi tén ngudi bénh 1én nap cot;

- Chuyén toan bd dich trong 6ng eppendorf 1én cot chiét tich ADN;

- Ly tdm cot chiét tach ADN véi téc do 13.000 vong/ phut trong vong 1
phut, chuyén cot chiét tach ADN sang 6ng eppendorf méi loai 2 ml;

- Thém 500 pul dung dich HCB buffer;

- Ly tdm voi tbe d6 13.000 vong/ phut trong 1 phtt, loai bo dich qua cdt.

- Thém 700 pul DNA wash buffer;

- Ly tdm cot chiét tach ADN véi téc d6 13.000 vong/ phut trong vong 1
phut, loai bo dich qua cot. Chuyén cot chiét tich ADN sang éng eppendorf moi
loai 2 ml;

- Ly tam voi tbe do 14.000 vong/ phut trong vong 2 phut;

- Chuéan bi mot 6ng eppendorf méi, ghi tén nguoi bénh 1én nap va thanh
6ng; Chuyén cot chiét tich ADN sang dng eppendorf méi da chudn bi & trén;

- Thém 100 pl dung dich elution buffer vao dng eppendorf trén, U éng
eppendorf trén & nhiét d§ phong trong vong 5 phut;
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- Ly tam ong eppendorf véi tbe do 14.000 vong/ phut trong 1 phut;
- Dung dich thu dugc 1a ADN.
3.2. Po nong dp va dp tinh sach ADN

- Bat may do OD chuyén dung;

- Chon chuong trinh do AND;

- Pha lodng ADN theo ty 1& 1: 20 véi thé tich 100 pl;

- Chuén may vé blank sir dung dung dich nuéc cat;

- Nhap ty 1€ pha loang vao may;

- Cho miu vao may do. May OD s& hién thi cac thong s6: ndong do cua
mau (pg/ml), ty 18 pha lodng, d6 tinh sach mau thong qua ty 1& A260/A280 (mau
dat tiéu chuén tinh sach khi ty 1€ A260/A280 & trong gi61 han tur 1,7 dén 2);

- In két qua sau khi két thic va tat may.

3.3. Phan wng PCR

Phdn vmg PCR d6i véi kit RBC-FluoGene ABO basic va RBC-FluoGene
VERYfy:

- R3 dong khay PCR, dung dich fluoMix va miu ADN;

- Trudc khi boc tim bao vé phi 1én phién PCR, kiém tra vé s6 16 va han
sir dung ctia bo kit. Chirng am/ chiing duong c6 trong giéng dugc danh dau bang
vach mau den;

- FluoMix 1a dung dich dung ngay va di duogc chia sin thé tich cho mot
lan dinh nhém trong mdi ong. Trudc khi thém ADN, lic déu FluoMix va nho
7,5 ul vao giéng chira chtirng 4m va chimg duong;

- Thém 7,5 pl nude cat (khong c6 huynh quang) vao giéng chira chig am;

- Sau d6, thém ADN pha lodng (nong do 1 ng/ul + 50%) vao dng FluoMix
con lai (theo nhu bang dudi day), lac tron ki va nho 15 pl vao cac giéng phan tGng
(giéng c6 mau xanh trén timg khay PCR), hodc c6 thé nho truc tiép ADN vao ong
FluoMix va pha lodng véi nudc dé duoc thé tich cudi cung. Luong ADN cubi ciing

va thé tich tong cudi cung dugc thé hién trong bang dudi day:

Thé tich L Téng thé tich cudi
, Thé tich mau ADN | Luogng . .
) dung dich cung (FluoMix,
Kit i (1ng/ul+£50%)/Test | ADN .
FluoMix H,O va ADN)
ABO basic 150 pl 150 pl 150 ng 300 pl
VERYfy 270 pl 270 ul 270 ng 540 ul
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- Phii phién PCR bang tim bao vé trong sudt, tranh dau véan tay va lam
ban tAdm bao vé;

- G& nhe khay PCR dé dam béo tit ca dung dich roi xuéng day cua giéng
phan tmg, tranh dé dung dich ban va dinh vao tdm bao vé trong sudt qua trinh
thao tac;

- Viéc doc trude phan tng phai duoc thuc hi¢n trong vong 15 phut sau khi
thiét 1ap phan ung PCR. Chuyén phién vao may phan tich FluoVista cta hang
Inno-train va thuc hién viéc doc trudc phan Ung;

- Chuyén khay PCR vao mdy thermalcycler, day lai bang mot miéng dém
nén sach, VD: FluoPad ciia inno-train va dam bao nip day duoc lam néng la
sach va kho1 dong chuong trinh PCR.

Phdn img PCR doi voi kit D-Screen

- Phién PCR khong chtra chimg 4m. Nho truc tiép 7.5 pl dung dich

FluoMix va 7.5 pl nudc cat vao giéng.

- Luong ADN cudi cung va thé tich tong cudi cing dugc thé hién trong

bang dudi day:
Thé tich - N Tong thé tich cudi
) Thé tich mau ADN .
_ dung dich Luong cung (FluoMix,
Kit _ (1ng/ul+£50%)/Test .
FluoMix ADN H,O va ADN)
D-Screen Ol Ol 7.5ng 15 ul

Chwong trinh PCR (s dung cho mei bg kit RBC-FluoGene)

Giai doan bién tinh y o .
40 chu ky tiép theo Giai doan ha nhiét
ADN khuén
95°C trong 2 phut 95°C trong 15 giay 20°C trong 20°C
60°C trong 60 gidy 3phat | Toi da 15 phut

3.5. Dgc huynh quang

Do huynh quang diém cudi thuc hién trén may phan tich Inno-train Fluo
Vista Analyzer. Bam bao hoi nudc khong dong trén tim bao vé va viéc doc két
qua can thyc hién trong vong 15 phut sau chu trinh nhiét.
3.6. Tinh todn sé liéu

Puoc thuc hién tu dong bang phan mém FluoGene.
VI. NHAN PINH KET QUA

- Phan tng duong tinh: C6 san pham PCR, phat tin hiéu huynh quang va
dugc phat hién bang may doc huynh quang: Cé khang nguyén can xac dinh trén
héng caAU:
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- Phan mg am tinh: Khong c6 san pham PCR, khong phat tin hiéu huynh
quang: Khong c6 khang nguyén can xac dinh trén hong cau.

Nhirng diém cén chi v khi lam xét nghiém:

- Boc k¥ cac bude cua quy trinh hudng dan trude khi tién hanh k§ thuat;
- Tuan thu ding cac huéng dan st dung sinh phim ctia nha san xuét sinh
pham;
TAI LIEU THAM KHAO
1. Huéng dan st dung bd kit E.Z.N.A Blood DNA kit cia hing Omega.
2. Hudng dan sir dung may OD do nong do ADN cua hing Biorad.
3. Huéng dan sir dung bo kit RBC-FluoGene ABO basic cta hing Inno-Train,
Duec.
4. Huéng dan sir dung bo kit RBC-FluoGene VERYfy ctia hang Inno-Train,
Duc.
5. Huéng dan st dung bd kit RBC-FluoGene D screen ctia hang Inno-Train,
Duec.
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CHUONG V: KY THUAT CONG NGHE TE BAO GOC

XU LY TE BAO GOC BANG MAY TU PONG
(Automated processing of stem cells)
I. NGUYEN LY
- Str dung cac hé thong loai may tu dong dua trén nguyén 1y ly tAm phan
16p theo ty trong va cam bién mau sic dé thu nhan 16p té bao cd nhan.
- Nguédn géc ky thudt: Theo quy trinh huéng dan ctia may va AABB
(American Association of Blood Bank).
II. CHI PINH
- Khdi té bao gdc tach tir mau ngoai vi;
- Mau day rén;
- Dich hut tuy xuong.
I1I. CHONG CHI PINH
Khong ¢ chdng chi dinh.
IV. CHUAN BI
1. Ngudi thuce hién
Puoc dao tao dé thyc hién k¥ thuat.
2. Thiét bi-dung cu
2.1. Thiét bi
- Hé thong cac may xtr Iy ty dong Sepax, AXP...;
- May ndi day tai mau hodc thiét bi két ndi vo tring (néu can);
- Méy han day tui mau;
- Tét ca cac vat liéu phong thi nghiém can thiét.
2.2. Dung cu - vit tw
- Tai két qua: st dung mdt tui dong lanh hoac tii dam bao thé tich;
- 1 b0 kit thich hop;
- Bom tiém dung mot lan cac loai va kim 18G, 20G;
- Ong dyng mau xét nghiém;
- Bong, gac vo trung;
- Quan 4o, mii, khau trang, bao chan vo tring ging tay vo tring.
3. Miu nguyén li¢u

Dich hut tuy xwong, mau day ron, tai t€ bao goc tach tir mau ngoai vi.
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V. CAC BUOC TIEN HANH
Quy trinh nay str dung chung cho céac loai may tu dong.
1. Chuén bi
- Nguoi thuc hién: rira tay hai 1an; mic quan 4o bao ho theo quy dinh;
- Chuan bi may xir 1y va dung cu;
- Chuén bj kit phu hop, kiém tra su nguyén ven va han str dung.
2. Cai dit cac chi so va lap dat kit
Thuyc hién theo chuong trinh huéng dan cua may:
- Bat may;
- Cai dit cac thong so: thé tich ban dau, san pham; huyét tuong bd sung...
- M& kit va két ndi kit voi i thu nhan va tai dau vao (ndi vo trung);
- Lap dat cac thanh phan cua kit vao cac b phan cuia may theo hudng dan.

3. Thuc hién chay may

Thao tac diéu khién may thyc hién quy trinh xt 1y tu dong;

May sé& thuc hién cac chu ky xt 1y tu dong, bao gom:

- H:t mAu can xir 1y vao budng ly tam;

- Ly tdm phan 16p;

- Xé4c dinh va thu hoach san pham qua hé thong cam bién, bom va van;

- Loai bé thanh uy trinh xtr 1y tw dong ciia may.

Lap lai chu ky xir 1y tiép theo dén khi xtr Iy hét mau.
Luu y: Theo déi qud trinh hoat dong, xit 1y kip thoi cdc van dé bat thuong.
4. Két thiic quy trinh xir ly

- Thyc hién céc thao tac két thuc chay may theo hudng dan;

- Tach roi va thu ti san pham;

- Thao b kit va thu don dung cuy;

- Hoan thién hd so.

TAI LIEU THAM KHAO

1. Solves, et al (2009). New automatic device for routine cord blood banking: Critical
analysis of different volume reduction methologies. Cytotherapy, 11(8): 1101-7.

2. Lapierre et al (2007). 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, 9(2): 165-9.

3. Philip H.Coelho, Kathy Loper (2009). Automated processing of Umbilical Cord
Blood with Biosafe Sepax system and related accessories. in umbilical cord blood
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processing, Method 27-1; Cellular Therapy: Principle, Method and Regulation.
Bethesda, MD:AABB, chapter 27, p.336-338.

4. Biosafe. Sepax cell processing system. Operator’s manual. 2012.

5. Philip H.Coelho, Kathy Loper. Automated VVolume 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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XU LY TE BAO GOC
BANG PHUONG PHAP THU CONG
(Manual processing of stem cells)

I. NGUYEN LY

- Sir dung dung dich HES (Hydroxy Ethyl Starch) lién két véi hong cau
lam tang ty trong sau d6 dé hong cau ty ling xudng dudi dé lai 16p chira nhiéu té
bao c6 nhan bénh trén.

- Ngudn gbc k¥ thuat: theo quy trinh k¥ thudt cia AABB (American
Association of Blood Bank) va JCBN (the Japaneses Cord Blood Bank Network).
II. CHI PINH

Cac mau mau day ron sau thu thap.

III. CHONG CHI PINH

Khéi té bao gbc mau ngoai vi, dich tiy xwong sau thu hoach.
IV. CHUAN BI
1. Ngudi thuce hién

Nhan vién duoc dao tao dé thuc hién ky thuat.

2. Thiét bi dung cu - Héa chat
2.1. Thiét bi:

- T4 an toan sinh hoc, tu lanh 4°C;

- May ly tam lanh, may lac tai mau, may phén tich té bao mau;

- Ban ép thi mau; may han day; kim vudt day tai mau, can dién ti.

2.2. Dung cu:

- B tai xtr Iy méau day ron;

- Hop dung bong tiét trung, pank, kep day tui mau;

- Pong ho bam gidy;

- Bom va kim tiém cac loai;

- Ong dyng mau xét nghiém;

TAt ca cac dung cu phai dugc hép ti¢t trung.

1.3. Hod chit

- Dung dich HES, DMSO, Dextran 40T.

- Dung dich khtr khuan (con 70°....);

- Chai céy vi trung vi nam:

- Hoa cht tiét trung ban xét nghiém, dung cu.
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Tat ca cac moi trudng hod chat déu da duoc tiét tring.
V. CAC BUOC TIEN HANH

Ky thuat dugc thuc hién trong phong sach dat tiéu chuan B.
1. Chuan bi truée khi xir ly

- Nguoi thuc hién: rira tay hai lan; mac quﬁn a0 bao ho theo quy dinh;

- Sat khuan bé mit thi mau day rén trude khi chuyén vao phong xur Iy va
trude khi chuyén ti vao t an toan sinh hoc.

- Dan barcode, ghi théng tin vao phiéu va tai xtr 1y.
2. Thue hién ky thuit

- Cam kim 1ay mau 1am cac xét nghiém (virus va HLA...).

- Can thi thu thap dé tinh thé tich trudce xu 1y va luong HES st dung;

- Bom dung dich HES vao tii mau va tron déu tir 5 dén 10 phut;

- Két ndi thi mau vai bo thi xtr Iy va dé ty lang 50 phut;

- Ep lay toan bo 16p huyét tuong va 1ép buffy-coat;

- Han tach tai hong cu va can tai huyét twong chira buffy-coat;

- Ly tam tai huyét twong chira buffy-coat dé loai huyét tuong;

- Han tach tai huyét twong va can ti san pham chua buffy-coat;

- LAy mau xét nghiém tong phan tich té bao mau, dém CD34, cay khuan;

- Chuén bi dung dich bao quan DMSO va Dextran theo ty 1& 1:1 (ndng d6
DMSO la 10%, nhiét @6 2-4°C);

- Bom dung dich bao quan vao ti san phan trong vong 15phut;

- Lac déu tai hong cau, huyét tuong ldy mau luu va lam cac xét nghiém
kiém tra: dién di, nhdm mau va cong thirc mau...

- Két thuc bom lay trong thi san pham luu 2 tuyp va miu cdy vi khuan.

- Chuyén san pham té bao gdc sang tai lwu trit va han tach cac vi tri trén
tai luu gitr va trén day;

- Can thi san pham;

- Pit tai san pham vao tai bao vé (overwap) han kin va dit vao hop bao
v¢ kim loai (canister);

- Chuyén thi san pham va mau di ha nhiét.
3. Hoan thién ho so va cac thue hién cac xét nghiém danh gia

- Pién day du cac thong tin trén phiéu xir Iy va tinh hiéu suat xu 1y;

- Gri mau xét nghiém: Cong thic mau, nhém mau, virus, dién di, CD34,

HLA, cdy mau dén cac phong xét nghiém;
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TAI LIEU THAM KHAO

. Dazey, Bernard; Ducher, et al (2005). Cord blood processing by using a standard
manual and automatic- closed system. Stem cells and Development, Vol 14 (1).

. Lapierre V, Pellegrini N, et al (2007). Cord blood volume reduction using an
automated system (Sepax) vs. a semi- automated system (Optipress I1) and a manual
method (hydroxyethyl starch sedimentation) for routine cord blood banking:
acomparative study. Cytotherapy; 9(5):514

. Dragoslav Domanovic. Placental/Umbbilical cord blood collection & Processing.
Blood Transfusion Centre Slovania.

. Melissa Croskell, Kathy Loper, David H.McKenna (2009). 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, chapter 26, p.312-4.
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PONG LANH KHOI TE BAO GOC
BANG HE THONG HA NHIET PQ
(Cryopreservation of stem cell concentrate using automated freezing system)

I. NGUYEN LY
- Pua nhiét do khéi t& bao gbc sau khi xir Iy +4°C vé -90°C tranh 1am ton
thuong va chét do sdc nhiét trudce khi luu giit trong nito 1ong.
- Ngudén gbc ky thuat: Theo quy trinh hudng dan coa hing
Thermogenetics va AABB (American Association of Blood Bank).
II. CHI PINH
Céc loai té bao goc trude khi luu bao quan ¢ diéu kién nito 16ng.
III. CHONG CHI PINH
Khong c6 chéng chi dinh.
IV. CHUAN BI
1. Nguoi thue hién
- K¥ thuat vién da dugc dao tao thuc hién quy trinh;
- Pugc trang bi cac dung cu bao ho chuyén dung khi tiép xtc véi nito
long.
2. Thiét bi, dung cu
- May ha nhiét do theo chuong trinh c6 két néi véi may tinh;
- Binh cap nito 1ong cho may ha nhiét do;
- G14 do cat-set;
- B6 dung cu bao ho khi tiép xtic véi nito 1ong.
3. Méi trudng, hoa chit
- Nito 10ng cho ha lanh va luu trix té bao.
V. CAC BUOC TIEN HANH
1. Chuan bi may
- Pua 4p suét binh cip nito 16ng vé khoang 20-30psi va két ndi vai may;
- Bat may ha nhiét do, khéi dong phﬁn mém TF trén man hinh:
+ Chon phﬁn mém ha nhiét d6 khoi té bao géc
+ Chon chuong trinh ha nhiét do theo loai té bao gc;
2. Chuyén miu vao budng ha nhiét
- bat cat-set chira mau té bao gdc 1én gia d& cua budng ha nhiét do;
- bat dau cam ¢ng nhiét d6 cia mau tiép xtc vai khdi té bao gdc;
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- Pong cira ciia budng ha nhiét do;

- M§ van cap nito vao may ha lanh;

- Nhan nat “Start” dé chay chuong trinh.
3. Thuc hién va theo doi trong qua trinh chay may

- Thuc hién chu trinh ha nhiét theo cac budc (thiét 1ap theo loai té bao
géce);

- Theo ddi cac bat thuong trong qua trinh chay (canh bao bang coi va so
dd ha nhiét duoc hién thi);

- Két thiic chay may nhan nat “Stop”;

- Nhan nait “Back” trén may ha nhiét d6 va khéa van cip nito cho may.
4. Chuyén mau luwu giir déng lanh

- Mé budng ha nhiét do caa may;

- L4y cat-set chira mau té bao gdc da dong lanh dat vao vi tri trén gia cai;

- Pat gia cai cat-set vao hé thong binh luu tri;
5. Hoan thién ho so' va thu don dung cu

- Luu file va in chuong trinh theo doi chay may;

- Thoat chuong trinh tit may va vé mdy va thu don dung cu.

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.
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RUA SAN PHAM TE BAO GOC
SAU BAO QUAN BANG MAY TU PONG
(Washing cryopreserved stem cell products using automated system)

I. NGUYEN LY
- Dya trén nguyén 1y ly tim phan 16p theo ty trong va cam bién mau, hé
thdng may s& loai bo cac thanh phan nhu DMSO, huyét sic td va cac manh v té
bao... trong khdi té bao gdc sau bao quan dong lanh.
- Ngudn gbc k¥ thuat: Theo quy trinh hudng dan ciia cac hing may sir
dung va tai liéu AABB (American Association of Blood Bank).
I1. CHI PINH
Céc loai té bao goc vira ri dong sau bao quan doéng lanh.
I11. CHONG CHI PINH
Khong cé chdng chi dinh
IV. CHUAN BI
1. Ngudi thuce hién
- K§¥ thuat vién da dugc dao tao thuc hién quy trinh;
2. Thiét bi, dung cu
- Nguén dién, hé théng may;
- Bo kit rua;
- TGi dyng chét thai.
3. Mbi truong, hoa chat
- Dung dich rura st dung cac loai: Huyét twong, albumin hodc nudc mubi
sin ly NaCl 0,9%;
V. CAC BUOC TIEN HANH
1. Chuan bj dung dich rira
Thé tich (V) dung dich rira dwoc tinh bang céng thirc:
-V rira = V mau x ty 1& hoa loang + V san pham + 30 (ml)
(néu rira bang quy trinh chuan - standard wash)
Hoac:
-V rira =V mau x ty 1& hoa lodng + V san pham + 250 (ml)
(néu rira bang quy trinh high wash)
2. Chuan bi bd kit va 1ip vao may
- Kiém tra kit trudc khi mé dé dam bao st dung dung loai kit
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- M6 kit dong tat ca cac kep
- Két ndi kit véi tai chira san pham trong diéu kién vo trung.
- Két ndi kit v6i dung dich rira trong diéu kién vo trang.
3. Cai diit thong s6 va lip vao may
- Cai dat cac thong sd cho may: thé tich miu dau vao, san pham dau ra,
dung dich rua;
- Tién hanh lip kit theo huéng dan cia man hinh hoic so do.
4. Méi hé théng
5. Ra dong va két noi thi miu véi kit
- R3 dong mAu té bao gdc trong bé cach thuy ¢ 37°C;
- Két ndi mau sau ra dong véi kit.
6. Chay may tw dong va theo doi trong qua trinh chay
7. Két thiic chay may
- Thao bd kit ra khoi may;
- Téch roi va thu tai san pham;
- LAy mau kiém tra két qua;
- Thu don dung cu.
Chu y: Chat lugng cua té bao di duoc rira phai dugc kiém soat, bang quy
trinh dugc duoc phé duyét truéc khi truyén cho ngudi bénh.

TAI LIEU THAM KHAO

1. Allison Hubel. Cryopreservation of cellular therapy products. Cellular
Therapy
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RUA SAN PHAM TE BAO GOC SAU BAO QUAN
BANG PHUONG PHAP THU CONG
(Washing cryopreserved stem cell products by manual method)

I. NGUYEN LY

- Dya theo nguyén ly tdm phan 16p theo ty trong va ép tach dé loai bo cac
thanh phan nhu DMSO, huyét sic t6 va cac manh v té bao. .. trong khéi té bao
gbc sau bao quan dong lanh.

- Ngudn gbc ky thuat: Theo tai litu AABB (American Association of
Blood Bank).
1. CHI PINH

Céc san pham té bao gdc vira ra dong sau bao quan dong lanh.

I11. CHONG CHI PINH

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

- K¥ thuat vién da duogc dao tao thuc hién quy trinh;
2. Thiét bi, dung cu

- May ly tam;

- B0 thi rira chuyén dung;

- Tai dung chét thai.
3. Mbi trudng, hoa chat

Dung dich rtra st dung céc loai: Huyét twong, Albumin hoac nudc mudi
sinh Iy NaCl 0,9%;
V.CAC BUOC TIEN HANH
1. Chuin bi dung dich rira

Thé tich (V) dung dich rita dwoc tinh bang céng thirc:
V rira = V mau x ty 1¢ hoa lodng + V san pham + 30 (ml)

2. Chuan bi bd tii rira chuyén dung

- Kiém tra bo tai trude khi mo;

- M¢ b tai va dong tat ca cac kep;

- Két ndi bo thi vai thi chtra san pham trong diéu kién vo tring;

- Két ndi bo tai véi dung dich rira trong diéu kién vo tring;

- Két ndi bo thi véi thi chira mau dau vao.
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3. Ri dong va két noi thi mau véi bd tii rira
4. Chuan bj va thuc hién ly tim phén 16p
5. Thu san pham
- Ep phan dung dich trong sang tai chét thai;
- Giir lai thé tich san pham bang thé tich ban dau.
6. Lap lai buéc 4 va 5 néu c6 chi dinh rira lan 2
7. Két thic rira
- Thu tai san pham;
- LAy mau xét nghiém danh gia két qua;
- Thu don dung cu.
Chii y: Chat luong cia té bao da dugc rira phai duoc kiém soat, bang quy trinh
duoc phé duyét trugc khi truyén cho nguoi bénh.

TAI LIEU THAM KHAO

1. Allison Hubel. Cryopreservation of cellular therapy products. Cellular
Therapy
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PANH GIA TY LE SONG CUA TE BAO BANG KY THUAT
TE BAO DONG CHAY
(Assessment of cellular viability by flow cytometry)

I. NGUYEN LY

Duya trén nguyén 1y két hop dic hiéu cua khang nguyén va khang thé, sir
dung khang thé don dong khang CD45 va chat mau huynh quang dé phat hién
cac té bao tao mau. Dung thudc thir dic hiéu (7-AAD) dé phan biét té bao sdng
va té bao chét (nhiing té bao chét s& bat mau thuéc nhudm) biang hé thong dém
té bao dong chay. Qua do c6 thé tinh ty 18 t& bao séng trén mot quan thé.

Ngudn gbc quy trinh: theo quy trinh k¥ thuat cioa hing, theo AABB
(American Association of Blood Bank).
I1. CHI PINH

Tat ca cac loai mau té bao tao mau can xac dinh ty 18 té bao song (té bao
gdc trudc, sau xir 1y, bao quan...);
I11. CHONG CHI PINH

Té bao goc khong thudc hé tao mau.
IV. THUAT NGU SU DUNG

- 7-AAD (7-aminoactinomycin D): ¢6 ai luc manh véi DNA, di vao té bao
khi mang té bao t6n thuong hay té bao chét.

- CD45: Dau an dic hiéu cia té bao tao méu.
V. CHUAN BI
1. Ngwoi thuc hién

Can bo duogc dao tao dé thuc hién ki thuat.
2. Phwong tién - Héa chat
2.1. Phuong tién

- Hé thdng Flow cytometry;

- M4y tron mau vortex;

- May tinh va phan mém phan tich két qua;

- Micro pipet, dau con, dng nghiém;

- Gang tay, mil, khau trang.
2.2. Héa chat

- B6 kit xét nghiém gom khang thé khang CD45, 7-AAD;

- Dung dich pha hong cau NH4CI 1X;
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- Dung dich PBS 1X.
3. Mau bénh pham

Mau té bao gdc hodc mau c6 chéng dong EDTA.
VI. CAC BUOC TIEN HANH
1. Chuan bi miu va héa chat

- Chuan bi bo kit xét nghiém goém cac khang thé khang CD45, 7-AAD:;.

- Bém s6 luong bach cau caa mau:

- Dung dung dich PBS 1X pha loing mau sao cho sé luong bach cau con
khoang 10-15 G/I;
2. U miu véi khang thé

- Hat 100p] mau da pha lodng vao 6ng nghiém chay may;

- Thém 20pu1 khang thé khang CD45 (gan huynh quang) vao ng;

- Thém 20pul 7-AAD vao 6ng;

- U hdn hop trong 20 phut, diéu kién téi, nhiét do phong;
3. Ph4 hong cau

- Dung nudc cat va héa chat Lysing 10X dé pha 2ml dung dich Lysing
1X;

- Thém 2ml dung dich Lysing 1X da pha vao hon hop da u trong 6ng
nghiém;

- Tiép tuc u trong 10pht, diéu kién tdi & nhiét 6 phong;
4. Chay miu trén may Flow

- M& may, chon chuong trinh chay phu hop, nhap cac thong s can thiét;

- Pua lan luot cac 6ng nghiém vao dang vi tri trong may;

- Chay may.
5. Poc két qua

- Chon quan thé duong tinh véi CD45 1a quan thé té bao tao mau;

- Trén cua s6 7-AAD, xac dinh & quan thé té bao am tinh véi 7-AAD 1a
quan thé té bao sdng, doc ty 1é té bao sdng ¢ bang két qua.

TAI LIEU THAM KHAO
1. Nicholas Greco, Lynn O’Donnell (2009). Assessing Viability by measuring apoptotic
cells using flow cytometry. AABB 2009 - Cellular therapy: principles, methods and
regulation; Method 47-3, p.569-72.
2. Beckmann coulter (2004). Instruction for use Cytomic FC500 with CXP software.
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PINH DANH KHANG THE ANTI-HLA BANG KY THUAT ELISA
(Anti-HLA antibodies identification by ELISA Technique)

I. NGUYEN LY

Duya trén nguyén 1y két hop dic hiéu gitta khang nguyén va khang thé,
dung khang nguyén di biét dé tim khang thé chua biét. U khang nguyén vai
khang thé ctia ngudi bénh, sau d6 u véi khang khang thé gin enzyme va chat
mau phu hop. Do enzyme thuy phan chit mau nén khi doc trén may quang phd
ké, vi tri ndo c6 su bién d6i chat mau thi tuong ing c6 phan tmg khang nguyén -
khang thé va doc dugc tén khang thé tuong Gmg.

Ngudn géc quy trinh: theo quy trinh k¥ thuat cua hing.

I1. CHI PINH

Nguoi bénh ghép té bao gbc dong loai, ghép co quan;
I11. CHONG CHIi PINH

Nguoi bénh ghép té bao gbc ty than.

IV. CHUAN BI
1. Ngwoi thuc hién
Can bo duoc dao tao dé thyc hién ky thuat.
2. Phwong tién-Héa chat
2.1. Phuong tién:

- Hé théng ELISA;

- May tinh va phan mém phan tich két qua;

- Micro pipet, dau con loc, ong nghiém 1,5 ml, hot v trung;

- Gang tay, mil, khau trang.

2.2. Héa chat:

- Bo kit xét nghiém gém: phién chay mau gin khang nguyén, khang
khang thé gan enzyme; chat mau (enzyme A, enzyme B), dung dich dimg phan
g (stop reagent), huyét thanh chimg.

- Dung dich dém rtra (Wash buffer).

- Dung dich pha loang.

3. Mau bénh pham
Mau mau khong chdng dong.
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V.CAC BUOC TIEN HANH
1. Chuan bi mau
- Ly tdm 6ng mAu 3.000v/p trong 10 phiit.
- Hat 1ml huyét thanh/huyét twong vao dng eppendorf 1,5 ml.
2. U miu véi khang nguyén
- Pha dung dich huyét thanh chimg (10X) voi dung dich pha lodng dé
dugc dung dich chung 1X.
- Pha lodng 125u1 huyét thanh nguoi bénh véi 375ul dung dich pha lodng.
- Chuyén 10ul huyét thanh nguoi bénh da pha cho vao giéng chay may.
- Chuyén 101 huyét thanh ching 1X vao vi tri giéng quy dinh.
- Pay nap phién va i ¢ 20-25°C trong 1gio.
3. Rira mau
- Vay manh phién dé loai bé dich noi.
- Tham dich bang cach Up nguoc nhanh phién vao gidy tham.
- Thém 15-20p1 dém rira 1X vao mdi giéng, xoay nhe; vay phién, tham dich.
- Lap lai budc rira 2 lan.
4. U miu véi khang khang thé gin enzyme
- Pha dung dich khang khang thé gan enzyme 100X vé 1X;
- Thém 10ul dung dich di pha vao mdi giéng;
- Pay ndp phién va i ¢ 20-25°C trong 40 phut;
- Loai bo dich ndi gidng nhu bude rira mau, rira 4 1an.
5. U mau véi chat mau
- Pha 500ul enzyme A va 500ul enzyme B;
- Thém 10ul chat mau vao mdi giéng;
- Pay nép phién, G ¢ nhiét d6 37°C/10-15 phut, diéu kién tdi.
- Thém 5pl dung dich dimg phan mg vao mdi giéng, day nap va u 15
phut.
6. Chay miu
- Chay két qua trong vong 1 gid v6i dau doc ELISA;
- Phan tich két qua trén phan mém.
7. Poc va tra két qua xét nghiém
- Boc két qua;
- Ghi két qua vao phiéu xét nghiém;

- Ky duyét va tra két qua cho b phan chi dinh.
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TAI LIEU THAM KHAO
1. One Lambda (2013). Lambda antigen tray for ELISA.

2. Wang. G, Tarsitani. C (1998). A new micro-Elisa for anti-Class | and Class Il
antibody detection. Human Immunol. 59 (1): 133.
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PINH DANH KHANG THE ANTI-HLA BANG KY THUAT LUMINEX
(Anti-HLA antibodies identification by Luminex Technique)
I. NGUYEN LY
Duya trén nguyén 1y két hop dic hiéu giita khang nguyén va khang thé,
dung khang nguyén di biét dé tim khang thé chua biét. Bo khang nguyén HLA
da biét dugc cd dinh trén cac hat nhua va s& két hop véi khang thé can tim c6
trong huyét thanh ciia ngudi bénh. Sir dung khang khang thé gin mau huynh
quang va doc trén hé théng Luminex dé phat hién cac hat co phan tung khang
nguyén - khang thé.
Ngudn gbc quy trinh: theo quy trinh k¥ thuat cua hing.
I1. CHI PINH
Nguoi bénh ghép té bao gbc dong loai, ghép co quan;
I11. CHONG CHI PINH
Nguoi bénh ghép té bao gbc ty than.
IV. CHUAN BI
1. Ngwoi thuc hién
Can bo dugc dao tao dé thuc hién ki thuat.
2. Phuong tién - Héa chat
2.1. Phuong tién
- H¢ théng Luminex, may u nhiét co lac.
- M4y ly tam lanh, mdy tron mau vortex;
- May tinh va phan mém phan tich két qua;
- Micro pipet, dau con loc, ong nghiém 1,5 ml, hot vo trung;
- Phién 96 giéng chay mau c6 mang loc.
- May hut chan khong.
- Gang tay, mil, khau trang.
2.2. Héa chat
- B kit xét nghiém gom hat bead gan khang nguyén, chimg dwong, ching
am, chat mau huynh quang SA-PE 10X;
- Dung dich dém rtra (Wash buffer).
3. Mau bénh pham
Mau méau khong chong dong hoic chong dong EDTA.
V. CAC BUOC TIEN HANH
1. Chuan bi mau
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- Ly tdm 6ng mau 3.000v/p trong 10 phit.
- Hat 1ml huyét thanh/huyét twong vao éng eppendorf 1,5ml.
2. U miu véi khang nguyén
- Lam am giéng chay mau bang cach thém 300ul nude cat vao giéng chay
mAu, chd 2-5 phut roi hit sach.
- Thém 40pul dém rira vao mdi giéng;
- Trén 6ng dung hat bead gin khang nguyén, thém 5pul hat bead vao mdi
giéng.
- Thém 12,5pl huyét thanh nguoi bénh vao mdi giéng, thém 12,5ul huyét
thanh chtng 4m, chimg duong vao 2 giéng riéng.
- Dan kin giéng, i mau trong 30 phut & nhiét d6 phong kém theo lac déu.
3. Rira mau
- Thém 1001 dém rira vao mdi giéng, tron déu.
- Hat dich bang may huat chan khong.
- Thém 2501 dém rira vao mdi giéng, tron déu, hut chan khong.
- Lap lai 3 lan.
4. U miu véi dung dich huynh quang
- Pha dung dich huynh quang SA-PE 1X;
- Thém 50pu1 dung dich huynh quang d3 pha vao mdi giéng;
- Dén kin giéng, i mau trong 30 phut & nhiét do phong kém theo lac déu.
- Thém 150 pul wash buffer vao mdi giéng dé chuan bi chay may.
5. Chay mau trén may Luminex
- Chuyén phién chay miu vao may Luminex;
- Chay may theo chuong trinh thiét 1ap, doc két qua theo cac tin hi¢u
duong.
6. Tra két qua
- Ghi két qua vao phiéu xét nghiém, s6 luu két qua;
- Ky duyét va tra két qua cho bd phan chi dinh;
TAI LIEU THAM KHAO
1. Envy V.ABillen (2008). Detection of HLA antibodies with special emphasis on the
Luminex single antigen assay. HLA antinodies detection and clinical relevance.
Chapter 2, p 33-50.
2. Luminex (2013). Luminex 200 system user manual.
Kathryn (2012). Basic Histocompatibility testing methods. Core concepts in

Renal transplantation. Chapter 2, p 21-42.
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CHUONG VI: SINH HOA HUYET HQC
PINH LUQNG FREE KAPPA HUYET THANH
(Free kappa light chain)

|.NGUYEN LY

Dua trén nguyén 1y mién dich. Sir dung phuong phap mién dich do do
duc co ting cudng cac vi hat latex. Chudi nhe Kappa tu do c6 trong mau
huyét thanh s& két hop véi cac vi hat latex dd duoc bao phu trén bé mit boi
16p khang khang thé, tao thanh phtc hop ngung két mién dich. Do lugng cac
khang thé 1a du thira nén phtrc hop mién dich duoc hinh thanh 13 ty 1¢ thuan
v6i nong d6 khang nguyén (chat can phan tich). Tién hanh xé4c dinh do duc
ctia phtrc hop nay bang phuong phap do quang budc soéng 600 nm. Duya trén
duong cong chuan dé tinh dugc néng do chudi nhe Kappa tu do can phan
tich trong mau bénh pham.
II. CHI PINH

Chan doén, theo ddi diéu tri va tién luong bénh da u tiy xwong, U
lympho, bénh dai phan tir Waldenstrom, thoai hoa dang tinh bot amyloid, bénh
léng dong chudi nhe va cac bénh mé lién két nhu lupus ban do hé théng.
I1I. CHONG CHI PINH: Khéng c6 chéng chi dinh.
IV. CHUAN BI
1. Nguoi thuc hién

01 Can bg dai hoc chuyén nganh Hoéa sinh va mét k§ thuat vién.
2. Phuong tién, hoa chat
2.1. Phuong tién

- Cac may phan tich hoa sinh nhu: AU 400, 640, 2.700, 5.800 va mdt
$b may khac;

- May ly tam;

- Tt lanh dé bao quan hoa chat va bao quan QC, mau bénh pham

- Pipet céc loai, 6ng sample cup;

- Ong nghiém, dau con xanh va vang;

- Gia dyng 6ng nghiém;
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- Nudc cit 2 1an, nudc mudi sinh 1y 0.9%;
2.2. Héa chit

- Thudc thir 1 (R1): C6 cac khang thé dic hiéu bao phu 1én cac vi hat
latex. Chat bao quan: 0.05% ProClin™*, 0.1% E-amino-n-caproic acid
(EACA) va 0.01% benzamidine.

- Thude thir 2 (R2): Dung dich chuan c¢6 ngudn gdc tir huyét thanh nguoi
c6 chtra khang nguyén da gia ctia chudi nhe Kappa tu do. Puoc dong lo dudi
dang dung dich ¢6 tinh 6n dinh cao c6 chira 0.099% Natri azide, 0.1% EACA
va 0.01% benzamidine c6 tac dung nhu chit bao quén.

- Thudc thir b sung: ¢6 chira 0.099% sodium azide ¢ tac dung nhur chét
bao quan.

Céac mau QC duoc lay tir huyét thanh ctia nguoi tu nguyén khoe manh
d3 sang loc cac yéu té nguy co gdy nhiém HIV, viém gan B, C,..

Hoa chat dugc on dinh dén ngay ghi trén nap hop voi diéu kién khong
md nip va bao quan & nhiét do 2-8°C. Khong duoc dé trong ngan da cua ti
lanh.

2.3. Cac dung cu tiéu hao khac

- dng nghiém;

- Gang tay, khau trang, nudc rira tay, khin lau tay;

- Bong , con sat tring, bom Kim tiém 1ay mau.

3. Nguwoi bénh

- Can giai thich cho nguoi bénh va nguoi nha ngudi bénh vé muc dich
cua xét nghiém.

- Ngudi bénh can phdi hop dé 1y méau theo dung yéu cau vé thoi gian
va s luong.

4. Phiéu xét nghiém
Thuc hién theo y 1énh ctia bac sy 1am sang trén phiéu xét nghiém.
V. CAC BUOC TIEN HANH
1. Lay bénh pham
- Thyc hién trén mau mau: Dung huyét thanh (khong dung chét chéng

dong).
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- Tinh 6n dinh ctia miu: Mau 6n dinh 21 ngay/ nhiét do 2-8°C; néu
bao quan 1au hon / nhiét do (-20°C) hodc thap hon nita. Mau huyét thanh chi
dugc lam dong mot lan.

2. Tién hanh ky thuit
2.1. Chudn bi mdy phan tich

- Dung duong chuan: dya trén chuan 6 diém véi cac nong do chuan
khac nhau. Dyng lai duong cong chuan sau mdi 2 tuan.

- Phan tich QC: ¢ ca 2 level. Khi QC dat méi tién hanh phan tich miu.
2.2. Phén tich mdu

- MAu bénh pham nén dugc tién hanh phan tich trong vong 2 gio.

- Mau sau khi ly tdm can duogc pha lodng voi nude mudi sinh 1y theo ti
1€ 1/10 hoac 1/100 tuy theo tirng ngudi bénh, sau do Chuyén vao khay dung
bénh pham.

- Panh sb (hodc ID cua ngudi bénh); chon test va van hanh theo
protocol may sé& tu dong phan tich.

V1. NHAN PINH KET QUA

Huyét thanh nguoi binh thuong: Khi phan tich miu huyét thanh cia

282 nguoi tu nguyén, khoe manh co do tudi tir 20 - 90 tudi cé két qua theo

bang sau:
Tri so trung binh  SD Khoing 95 % bach
(mg/L) phan vi (mg/L)
Kappa tu do 8.36 7.3 3.3-194
Ty s6 k/A 0.63 0.6 0.26 - 1.65

VII. NHUNG SAI SOT VA XU TRi

- Céc yéu t6 c6 thé anh huong dén két qua khi:

Mau mau bi huyét tan, ndong d6 bilirubin > 200mg/L hoic néng do
triglycerid >5 mmol/L.

- XU tri

Khi 1dy mau tranh gy v& hong cau, mau bi v& hong cau nén loai, lay

mau mau khac thay thé.
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PINH LUQNG FREE LAMBDA HUYET THANH
(Free lambda light chain)

|. NGUYEN LY

Dua trén nguyén 1y mién dich. Sir dung phuong phap mién dich do do
duc c6 ting cuong cac vi hat latex. Chudi nhe Lambda tu do cé trong mau
huyét thanh s& két hop vé6i cac vi hat latex di duoc bao phu trén bé mat bai
16p khang khang thé, tao thanh phtc hop ngung két mién dich. Do luong cac
khang thé 1a du thira nén phac hop mién dich duoc hinh thanh 1 ty 1¢ thuan
v6i ndng d6 khang nguyén (chat can phan tich). Tién hanh xac dinh do duc
ctia phtrc hop nay bang phuong phap do quang budc soéng 600 nm. Duya trén
duong cong chuan dé tinh dugc néng do chudi nhe Lambda tu do can phan
tich trong mau bénh pham.
II. CHI PINH

Chi dinh gidng nhu free kappa huyét thanh.
111. CHONG CHI PINH

Khoéng c6 chong chi dinh.
IV. CHUAN BI
1. Ngwoi thwe hién: 01 can bo dai hoc chuyén nganh Hoa sinh, mién dich va
mot KTV,
2. Phwong tién, hoa chat
2.1. Phuong tién

- Cac may phan tich héa sinh nhu: AU 400, 640, 2.700, 5.800 va mot
sb may khac;

- May ly tam;

- Tt lanh dé bao quan hoa chat va bao quan QC, mau bénh pham

- Pipet céc loai, 6ng sample cup;

- Ong nghiém, dau con xanh va vang;

- Gia dyng 6ng nghiém;

- Nudce cat 2 1an, nudc muoi sinh 1y 0.9%.
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2.2. Héa chit

- Thudc thir 1 (R1): C6 cac khang thé dic hiéu bao phu 1én cac vi hat
latex. Chét bao quan: 0.05% ProClin™, 0.1% E-amino-n-caproic acid (EACA)
va 0.01% benzamidine

- Thudc thir 2 (R2): Dung dich chuan c¢6 ngudn gdc tir huyét thanh nguoi
c¢6 chira khang nguyén da gia ctia chudi nhe Lambda tu do. Puoc dong lo dudi
dang dung dich c6 tinh 6n dinh cao co6 chira 0.099% Natri azide, 0.1% EACA
va 0.01% benzamidine c6 tic dung nhu chat bao quan.

- Thudc thir bd sung: ¢ chira 0.099% sodium azide ¢6 tac dung nhu chat
bao quan.

Céac mau QC duoc lay tir huyét thanh ctia nguoi tw nguyén khoe manh
da sang loc cac yéu t6 nguy co gdy nhiém HIV, viém gan B, C,..

Hoa chat dugc on dinh dén ngay ghi trén nap hop voi diéu kién khong
md niap va bao quan ¢ nhiét do 2-8°C. Khong duoc dé trong ngin da cia ti
lanh
2.3. Cac dung cu tiéu hao khac

- Ong nghiém;

- Gang tay, nudc ria tay, khan lau tay, khau trang;

- Bong, con sat tring, bom tiém hodc kim 1ay mau, day ga 6.
3. Nguoi bénh

Can giai thich muc dich cta xét nghiém dé nguoi bénh va nguoi nha
bénh BN hiéu, tir d6 c6 thé hop tac trong qua trinh 14y mau.
4. Phiéu xét nghiém

Thuc hién theo y 1énh ctia bac sy 1am sang trén phiéu xét nghiém
V. CAC BUOC TIEN HANH
1. LAy bénh pham

- Thyc hién trén mau mau: Dung huyét thanh (khong dung chét chéng
dong).

- Tinh 6n dinh ctia mau: Mau 6n dinh 21 ngay/ nhiét 46 2-8°C; néu
bao quan lau hon & nhiét 6 (-20°C) hodc thap hon nira. Mau huyét thanh chi

dugc lam dong mot lan.
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2. Tién hanh k§y thuat
2.1. Chudn bi mdy phan tich

- Dyng dudng chuan: dya trén 6 diém vé6i cac ndng d6 khac nhau

- Phan tich QC: & ca 2 level. Khi QC dat méi tién hanh phén tich mau
2.2. Phan tich mdu

- Mau bénh pham nén duoc tién hanh phan tich trong vong 2gio

- MAu sau khi ly tAm duoc chuyén vao khay dung bénh pham

- Péanh sb (hodc ID cua ngudi bénh); chon test va van hanh theo
protocol may sé& ty dong phan tich
V1. NHAN PINH KET QUA

Huyét thanh ngudi binh thuong: Khi phan tich mau huyét thanh cua
282 ngudi ty nguyén, khoe manh co do tudi tir 20 - 90 tudi ¢ két qua theo

bang sau:
Tri s6 trung binh  SD Khoang 95 %
(mg/L) bach phan vi (mg/L)
Lambda ty do 13.43 12.4 5.71-26.3
Ty s6 k/A 0.63 0.6 0.26 — 1.65

VII. NHUNG SAI SOT VA XU TRi

- Céc yéu t6 6 thé anh huong dén két qua khi:

Mau mau bi huyét tan, nong do bilirubin > 200mg/L. Triglycerid
mau >5 mmol/L.

- Xir tri: Khi ldy mau tranh gay v& hong cau, mau bi v& hong ciu nén

loai 1dy mau méau khac thay thé.
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PINH LUQNG TRANSFERIN RECEPTOR HOA TAN
(Solube transferin receptor — Thu thé transferrin hoa tan)

L. NGUYEN LY

- sTfR (soluble Transferin receptor) 1a thu thé cua transferin & dang
hoa tan. sTfR 14 mot protein dimer bao gom hai tiéu don vi gidng hét nhau
lién két voi nhau bdi cau ndi disulfide, nd cé trong luong phéan tir 190.000
Dalton. Xét nghiém nay thudng duoc chi dinh trong chan doan sém va theo
di diéu tri bénh thiéu mau do thiéu sat.

Rceptor Transferin & dang hoa tan (sTfR) trong mau ctia nguoi bénh
dugc xac dinh theo phuong phap mién dich do d6 duc.

- Khang thé khang sTfR trong thudc thir két hop voi sTR trong mau
thir tao phtrc hop mién dich khang nguyén-khang thé khién dung dich phan
tmg c6 d6 duc. Nong d6 sTfR c6 trong mau thr ty 18 thuin véi d6 duc do
phtrc hop mién dich khang nguyén-khang thé tao ra.

I1. CHI PINH

- Trong céc truong hop thiéu mau thiéu sit.

- X4c dinh nhu cau sdt cla co the & mic do t€ bao trude khi c6 thicu
mau dé chan doan sém thiéu mau thiéu sat.

- Theo ddi diéu tri dap tmg cua co thé trong qua trinh diéu tri thiéu
st...

I1I. CHONG CHI PINH

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

01 can bd dai hoc, 01 k¥ thuat vién chuyén nganh hoa sinh
2. Phuong tién, héa chat

- Phuong tién: May xét nghiém nhu: AU 640, AU 2700, Hitachi 904,
912, MODULAR P...

- Hba chat: Hoa chét xét nghi¢m sTfR, chit chuén sTR, chit kiém tra
chat lugng sTfR.
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3. Nguwoi bénh

Nguoi bénh can duoc giai thich vé muc dich cua viéc léy méu dé lam
x¢t nghi¢m.
4. Phiéu xét nghiém

Phiéu xét nghiém can ghi dy di thong tin vé tén, tudi, gidi tinh, khoa
phong, chan doan cta ngudi bénh va ghi 16 chi dinh xét nghiém.
V. CAC BUOC TIEN HANH
1. LAy bénh pham

- Lay 3 ml mau tinh mach vao 6ng khong c6 chat chong dong hay ong
c¢6 chat chéng dong 1a Heparin . Mau khong v& hong cau. Bénh pham on
dinh 7 ngay & ¢ 2-8°C, 3 ngay & 15°C dén 25°C, 4 tuan ¢ -15°C dén -25°C.

- Sau khi 14y mau, dem ly tdm tach 14y huyét thanh hodc huyét twong.

- Bénh pham chi rd dong 1 1an va phai dé bénh pham dat nhiét do
phong trudc khi phan tich. P& tranh hién twong bay hoi, bénh pham, chét
chuan, chat kiém tra chét luong nén phén tich trong vong 2 gio.
2. Tién hanh k§y thuit

- May phan tich can chuan bi sin sang dé thuc hién phan tich mau:
May da dugc cai dat chuong trinh xét nghiém sTfR. May da dugc chuan vai
xét nghiém sTfR. Két qua kiém tra chat lugng voi xét nghiém sTR dat yéu
cau khong nam ngoai dai cho phép va khong vi pham luat kiém tra cht
luong.

- Nguoi thue hién phan tich mau nhap dit liéu vé thong tin ngudi bénh
va chi dinh xét nghiém vao may phan tich hoic hé théng mang (néu co).

- Nap mau bénh pham vao may phan tich.

- Ra 1énh cho may thuc hién phan tich mau bénh pham

- Poi may phan tich mau theo protocol ctia may

- Khi ¢6 két qua can xem xét danh gid két qua sau do6 in két qua vao
phiéu xét nghiém dé tra cho ngudi bénh.
VI. NHAN PINH KET QUA

- Tri s6 binh thudng:

+ Nam (18 - 60 tudi): 2.2 - 5.0 mg/L;
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+ Nir (18 - 45 tudi): 1.9 - 4.4 mg/L;

sTfR dugc xét nghiém dé chan doan va theo ddi thiéu mau do thiéu
sat. Trong trang thai bénh 1y ndy nong do sTR trong mau ting.
VIL.LNHUNG SAI SOT VA XU TRi

- Nhitng yéu t6 gy nhiu cho két qua xét nghiém. Két qua xét nghiém
khong bi anh hudng boi:

+ Huyét thanh vang: Bilirubin <1.026 pmol/L.

+ Huyét thanh duc: Triglycerid < 1.000 mg/DI.

+ V& hong cau: Hb <1.000 mg/dL.

+ Yéu tb thap < 750 IU/mL.

+ Két qua khong tuyén tinh khi sTfR > 80 mg/L.

- Khic phuc: Khi may phan tich ra néng do cao thi can hoa lodng
bénh phém va thuc hién lai xét nghiém sau d6 nhan két qua voi do hoa loang
(Truong hop co6 hoa lodng tu dong trén may thi két qua khong can nhan véi
d6 hoa loang do may d ty tinh toan). Nhitng truong hop khac nhu: v& hong
cau, huyét thanh vang. .. thi phai 14y miu mau khac dé phan tich lai.
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PO BAO HOA TRANSFERIN
(Transferin saturation- TfS)
|. NGUYEN LY
- TfS 1a ti 1€ % cdac vi tri trén phan tr transferrin da dugc gén voi sit.
TfS dugc tinh toan gian tiép thong qua 2 chi sb sat huyét thanh va TIBC theo
cong thirc:
Sat huyét thanh x 100

TS (%) =
TIBC

Nguyén 1y chung dé tinh TfS chinh 13 nguyén Iy do UIBC va do sit
huyét thanh.

- TfS duogc chi dinh trong cac trudng hop can khao sat bilan vé sét va
theo ddi diéu trj cho cac truong hop thiéu mau hong cau nho, Panh gia kha
nang muc do r6i loan chuyén hoéa sit.

II. CHI PINH

- Céc truong hop can khao sat bilan sit trong co thé: Thiéu mau thiéu
sat, cac bénh 1y co nguy co qua tai sat. ..

- Theo ddi qua trinh diéu trj thiéu mau thiéu sat, diéu tri thai st.

111. CHONG CHI PINH
Khong ¢ chdng chi dinh.

IV. CHUAN BI

1. Nguwoi thuc hién

01 Can bg dai hoc chuyén nganh Hoéa sinh va mét k¥ thuat vién.
2. Phwong tién, hoa chat
2.1. Phwong tién

- Cac may phan tich hoa sinh nhu: AU 680, 640, 2.700, 5.800 va mot
sb may khac;

- May ly tam;

- Tt lanh dé bao quan hoa chat va bao quan QC, mau bénh pham;

- Pipet céc loai, 6ng sample cup;

- Ong nghiém, dau con xanh va vang;
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- Gia dyng 6ng nghiém;
- Nudrc cat 2 lan.
2.2. Héa chit

- Hoéa chat dinh luong TIBC (theo qui trinh d3 viét).

- Hoéa chat dinh luong sit huyét thanh (theo qui trinh d3 viét).

Cac mau QC duoc lay tir huyét thanh cia nguoi ty nguyén khoe manh
da sang loc cac yéu t nguy co gy nhiém HIV, viém gan B, C,..

Hoa chat duoc 6n dinh dén ngay ghi trén nip hop véi diéu kién khong
mo nip va bao quan & nhiét 46 2-8°C. Khong duoc dé trong ngin da cia ti
lanh.

2.3. Cac dung cu tiéu hao khac

- dng nghiém;

- Gang tay, khau trang, nudc rira tay, khan lau tay;

- Bong , con sat trung, bom kim tiém 1ay mau.

3. Nguwoi bénh

- Can giai thich cho nguoi bénh va nguoi nha ngudi bénh vé muc dich
cua xét nghiém.

- Ngudi bénh can phdi hop dé 1y méau theo dung yéu cau vé thoi gian
va s6 luong.

4. Phiéu xét nghiém

Thuc hién theo y 1énh ciia bac sy 1am sang trén phiéu xét nghiém.
V. CAC BUOC TIEN HANH
1. Lay bénh pham

- Thyc hién trén miu mau: Dung huyét thanh hodc huyét twong chéng
déng bang lithium heparin

- Tinh 6n dinh cta mAu: Huyét thanh va huyét twong 6n trong 1 tuan
khi bao quan ¢ 2 dén 8°C va 3 thang khi bao quan (-20)°C.

Can tach huyét thanh va huyét twong ngay sau khi 1dy mau dé tranh
tinh trang tan mau v& hong cau.

Mau can phai dugc thuc hién vao budi sang tir cac nguoi bénh trong tinh

trang doi, vi gia tri st co thé giam xudng 30% trong sudt thoi gian trong ngay.
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2. Tién hanh k§y thuat
2.1. Chudn bi mdy phan tich

- Dung dudng chuan voi UIBC va dudng cong chudn voi sat huyét
thanh: mdi thong sd dua trén chuan 2 diém véi cac ndng d6 chuan khac nhau.

- Phan tich QC cta 2 thong s6 UIBC va st huyét thanh: & ca 2 level
v6i mdi thong s6. Khi QC dat mdi tién hanh phan tich mau.

2.2. Phan tich mdu

- Mau bénh pham nén duoc tién hanh phan tich trong vong 2 gid.

- Mau sau khi ly tim chuyén vao khay dung bénh pham trén may phan
tich.

- Panh sd (hoac ID cua nguoi bénh); chon lam 2 test déng tho1 UIBC
va sat huyét thanh. Sau d6 van hanh theo chuong trinh da duoc cai dit trong
may, may s€ tu dong phan tich.

2.3. Tinh két qua
Két qua dugc tinh theo 2 cong thirc: TIBC = UIBC + sat huyét thanh
Sat huyét thanh x 100

TfS(%) =
TIBC

VI. NHAN PINH KET QUA

Tri s6 tham khéo: Gia trj binh thudng ¢ ngudi khoe manh 13 15 - 45%.
VII. NHUNG SAI SOT VA XU TRi

Nhitng yéu t6 anh hudng t6i két qua phan tich UIBC va sit thi anh
huong td1 d§ bao hoa transferrin.

- Céc yéu t6 co thé anh hudéng dén két qua khi:

MAu mau bi huyét tan, ndong do bilirubin > 200mg/L. Triglycerid mau
>5 mmol/L.

- Xir tri: Khi ldy mau tranh gy v& hong cau, mau bj v& hong cau nén

loai va ldy mau mau khac thay thé.
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PINH LUQNG SAT CHUA BAO HOA HUYET THANH
(Unsaturation Iron Binding Capacity - UIBC)

I. NGUYEN LY

- UIBC 1a luong sit co thé gin thém tbi da vao phan tir transferrin.
Puoc dinh luong theo phuong phap do quang so mau bang: Cho thudc thir
trong d6 c6 chira mot luong sat cao da biét trudc ndng d6 vao mau huyét
thanh can dinh luong. Khi d6, sit trong thudc thir s& gan thém tbi da 1én
phan tir transferrin cho dén khi phan tir transferrin dd bdo hoa hét. Po lai
luong sat con du trong mau phan tmg, tir d6 tinh duoc lugng sat di tham gia
phan tng gan trén phéan tir transferrin. Luong sat tinh dugc chinh 14 luong
sat chua bdo hoa huyét thanh.

- UIBC dugc chi dinh trong cac truong hop can khao sat bilan vé sat
va theo ddi diéu tri cho céc truong hop thiéu mau hong cau nho.
I1. CHI PINH

- Giéng nhu chi dinh do bao hoa transferrin huyét thanh

- Phdi hop voéi transferrin receptor hoa tan dé chan doan som thiéu sat
I1I. CHONG CHI PINH: Khong c6 chbng chi dinh
IV. CHUAN BI
1. Nguwoi thuc hién

01 Can bg dai hoc chuyén nganh Hoa sinh va mdt KTV
2. Phuong tién, hoa chat
2.1. Phuong tién

- Cac may phan tich hoa sinh nhu: AU 680, 640, 2.700, 5.800 va mdt
sb may khac;

- May ly tam;

- Tt lanh dé bao quan hoa chat va bao quan QC, mau bénh pham;

- Pipet céc loai, 6ng sample cup;

- Ong nghiém, dau con xanh va vang;

- Gia dyng 6ng nghiém;

- Nudc cat 2 lan.
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2.2. Héa chit

-Thudc thir 1 (R1): Rat ddc, chira thiourea 175mmol/L, Tris Buffer
(pH 8.1) 180 mmol/L.

- Thudc thir 1a (R1a): Gy di tng, chta clorua hydroxylammonium
36 mmol/L.

- Thube thir 2 (R2): Chira clorua hydroxylammonium, Nitroso-PSAP
176 umol/L.

- Thudc thir 2a (R2a): Iron 6.9 umol/L.
2.3. Chudn bi héa chit

- R1: toan bd thudc thir Rla phéai duoc chuyén vao thude thir R1. Tron
déu bang cach dao nguoc nhe nhang trude khi dit trén khay hoa chit ciia may.

- R2: Toan bd thudc thir R2a phai duoc chuyén vao lo thudc thir R2.
Tron déu béng cach dao nguoc nhe nhang trude khi dat trén khay hoa chét .

Cac mau QC duoc lay tir huyét thanh cia nguoi ty nguyén khoe manh
da sang loc cac yéu tb nguy co gdy nhiém HIV, viém gan B, C.,..

Hoa chét duoc on dinh dén ngay ghi trén nap hop véi didu kién khong mo
nap va bao quan & nhiét do 2-8°C. Khong dugc dé trong ngan da cia ti lanh
2.3. Cac dung cu tiéu hao khac

- dng nghiém;

- Gang tay, khau trang, nudc rira tay, khan lau tay;

- Bong , con sat tring, bom kim tiém 1y méu.
3. Nguwoi bénh

- Can giai thich cho ngudi bénh va nguoi nha nguoi bénh vé myc dich
cua xét nghiém.

- Nguoi bénh can phéi hop dé 1dy mau theo dung yéu cau vé thoi gian
va s luong.
4. Phiéu xét nghiém

Thuc hién theo y 1énh ciia bac sy 1am sang trén phiéu xét nghiém.
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V. CAC BUOC TIEN HANH
1. LAy bénh pham

- Thyc hién trén miu mau: Dung huyét thanh hodc huyét twong chéng
déng bang lithium heparin.

- Tinh 6n dinh ctia mau: Huyét thanh va huyét tuong 6n trong 1 tuan
khi bao quan ¢ 2 d¢én 8°C va 3 thang khi bao quan (-20)°C.

Can tach huyét thanh va huyét twong ngay sau khi 1dy mau dé tranh
tinh trang tan mau v& hong cau.

Mau can phai dugc thuc hién vao budi sang tir cac ngudi bénh trong
tinh trang d6i, vi gia tri sit co thé giam xudng 30% trong sudt thoi gian trong
ngay.

2. Tién hanh ky thuét
2.1. Chuan bi may phan tich

- Dung duong chuan: dya trén chuan 2 diém véi cac néng dd chuan
khac nhau. Dung lai duong cong chuan sau mdi 2 tuan.

- Phan tich QC: ¢ ca 2 level. Khi QC dat mdi tién hanh phén tich mau.
2.2. Phan tich mau

- Mau bénh pham nén duoc tién hanh phan tich trong vong 2h.

- Mau sau khi ly tim chuyén vao khay dung bénh pham trén may phan
tich.

- Péanh sb (hodc ID cua nguoi bénh); chon test va van hanh theo
protocol may s€ tu dong phan tich.

VI. NHAN PINH KET QUA

Tri sé tham khao: Gia tri binh thuong & nguoi khdée manh 1a 21 -
84umol/L.

VII. NHUNG SAI SOT VA XU TRi

- Cac yéu t6 c6 thé anh huong dén két qua khi:

Mau mau bi huyét tan, ndng do bilirubin > 200mg/L. Triglycerid mau
>5 mmol/L

- Xr tri: Khi 1ay mau tranh gdy v& hong cau, mau bi vd hong cau nén

loai 1dy mau méau khac thay thé.
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PO KHA NANG GAN SAT TOAN THE
(Total Iron Binding Capacity - TIBC)

I. NGUYEN LY

- TIBC la tong lugng sit c6 thé duoc gin téi da trén phan tir
transferrin ctia nguoi bénh. TIBC dugc tinh toan gian tiép theo cong thirc:
TIBC = UIBC + sét huyét thanh.

- Nguyén 1y chung dé do TIBC chinh 14 nguyén 1y do UIBC va do st
huyét thanh.

- TIBC dugc chi dinh trong cac trudng hop can khao sat bilan vé sat
va theo ddi diéu tri cho cac truong hop thiéu mau hong cau nho, Panh gia
kha nang dap tng cta co thé vai cac tinh trang réi loan chuyén héa sit.

I1. CHI PINH
- Gibng nhu chi dinh UIBC;
- Panh gia kha ning van chuyén sit ctia co thé.
I11. CHONG CHI PINH
Khong ¢ chdng chi dinh.
IV. CHUAN BI
1. Nguoi thuc hién

01 Can bg dai hoc chuyén nganh Hoéa sinh va mot KTV.
2. Phuong tién, hoa chat
2.1. Phuong tién

- Cac may phan tich hoa sinh nhu: AU 680, 640, 2700, 5800 va mot
$b may khac;

- May ly tam;

- Tt lanh dé bao quan hoa chat va bao quan QC, mau bénh pham;

- Pipet céc loai, 6ng sample cup;

- Ong nghiém, dau con xanh va vang;

- Gia dyng 6ng nghiém;

- Nudc cat 2 lan.
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2.2. Héa chit

- Hoéa chat dinh luong UIBC (theo qui trinh d3 viét);

- Hoéa chat dinh luong sit huyét thanh (theo qui trinh da viét);

- Cac mau QC duoc lay tir huyét thanh ctia ngudi ty nguyén khoe
manh da sang loc cac yéu td nguy co gdy nhiém HIV, viém gan B, C,..

- Hoa chat duoc on dinh dén ngay ghi trén nap hop véi diéu kién
khong mé nip va bao quan ¢ nhiét d6 2-8°C. Khéng duoc dé trong ngin da
cua tu lanh.

2.3. Cac dung cu tiéu hao khac

- dng nghiém;

- Gang tay, khau trang, nudc rira tay, khan lau tay;

- Bong , con sat tring, bom kim tiém 1y méu.

3. Nguwoi bénh

Can giai thich cho ngudi bénh va ngudi nha nguoi bénh vé muc dich
cua xét nghiém.

Nguoi bénh can phdi hop dé ldy mau theo ding yéu cau vé thoi gian
va s luong.

4. Phiéu xét nghiém

Thuc hién theo y 1énh ctia bac sy 1am sang trén phiéu xét nghiém.
V. CAC BUOC TIEN HANH
1. LAy bénh pham

- Thyc hién trén miu mau: Dung huyét thanh hodc huyét tuong chéng
dong bang lithium heparin.

- Tinh 6n dinh ctia mau: Huyét thanh va huyét twong 6n trong 1 tuan
khi bao quan & 2 dén 8°C va 3 thang khi bao quan (-20)°C.

Can tach huyét thanh va huyét twong ngay sau khi ldy méu dé tranh
tinh trang tan mau v& hong cau.

Mau can phai duge thuc hién vao budi sang tir cac ngudi bénh trong
tinh trang doi, vi gia tri sat c6 thé giam xudng 30% trong sudt thoi gian trong

ngay.
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2. Tién hanh k§y thuat
2.1. Chudn bi mdy phan tich

- Dyng duodng chuan véi UIBC va dudng cong chuan véi sat huyét
thanh: mdi thong sd dya trén chudn 2 diém véi cac ndng do chuan khac
nhau.

- Phan tich QC cta 2 thong s6 UIBC va st huyét thanh: & ca 2 level
v6i mdi thong s6. Khi QC dat méi tién hanh phan tich mau.

2.2. Phan tich miu

- Mau bénh pham nén duoc tién hanh phan tich trong vong 2h.

- MAu sau khi ly tdm chuyén vao khay dung bénh pham trén may phan
tich.

- Panh sd (hoac ID cua nguoi bénh); chon lam 2 test déng tho1 UIBC
va sat huyét thanh. Sau d6 van hanh theo chuong trinh da dugc cai dat trong
may, may s€ tu dong phan tich.

2.3. Tinh két qua

Két qua dugc tinh theo cong thirc: TIBC = UIBC + sit huyét thanh
V1. NHAN PINH KET QUA

Tri s6 tham khao: Gia tri binh thuong & ngudi khoe manh 1a 28 -
110pmol/L.

VII. NHUNG SAI SOT VA XU TRi

- Cac yéu t6 c6 thé anh huong dén két qua khi:

MAu mau bi huyét tan, ndng do bilirubin > 200mg/L. Triglycerid mau
>5 mmol/L.

- X1r tri: Khi lay mau tranh gdy v& hong cau, mau bi v& hong cau nén

loai 14y mau méau khac thay thé.
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PINH LUQNG VITAMIN B12 HOAT TiNH
(VitaminB12 Active)
|. NGUYEN LY

Mot xét nghiém mién dich 2 buéc, hoan toan tu dong, st dung cong
nghé hoa phat quang. Xét nghiém st dung khang thé dac hiéu khang-
transcobalamin dugc danh diu véi acridinium ester (co chat phat quang)
trong hoa chét Lite. Hoa chat pha ran (solid phase) gom khang thé dic hiéu
khang-holotranscobalamin va dugc biotin hod, gin véi hat latex nhiém tir
duoc phi streptavidin thong quan lién két ai luc biotin-streptavidin.

Pau tién, miu duoc 0 vai pha ran trong 7,5 phit & 37°C, cho phép
holoTC trong mau gan véi khang thé dic hiéu khang holotranscobalamin.
Rura cong phan tng.

Sau d6, thém ho4 chét Lite vao cong phan ung, u 20 phut & 37°C. Rua cong
phan ang.

Cubi cung, thém vao acid va base dé kich hoat phan mg phét quang.
Cuong d6 tin hiéu anh sang phat ra c6 thé do duoc bang bo phan nhan
quang. Két qua duoc tinh toan dua vao duong cong chuan thu duoc bang
cach chuan 2 diém va duong cong gbe dugc cung cap tir nha san xuat. Nong
d6 chat can dinh luong ti 16 thuan véi cudong d6 anh sang thu duoc.

1. CHI PINH

Puoc sir dung trong chan doan va theo ddi diéu tri thiéu vitamin B12.
Vitamin B12 hoat tinh (holoTC) duoc sir dung trong chan doan thiéu hut
Vitamin B12 tir rat sém & nhitng d6i twong cd nguy co (trude khi c6 thiéu
mau va cac triéu ching 1am sang khéc), dic biét theo ddi dap tng véi diéu
tri thiéu Vitamin B12.

I11. CHONG CHI PINH
Khéng c6 chong chi dinh.
IV. CHUAN BI
1. Ngwoi thuc hién
01 Can bo dai hoc chuyén nganh Hoa sinh va mot k¥ thuat vién.
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2. Phwong tién, hoa chat
2.1. Phwong ti¢n

- Cac may phan tich mién dich nhu: ADVIA Centaur CP, ADVIA
Centaur XP, ADVIA Centaur XPT va mot s may khac;

- May ly tam;

- Tu lanh @& bao quan héa chét, chat hiéu chuan, QC, mau bénh pham

- Pipet cac loai, 5ng sample cup, sample tuyp;

- Ong nghiém, dau con xanh va vang;

- Gia dung 6ng nghiém.

2.2. Hod chit

- Hoé chat Lite: dong géi 5.0 mL, chira khang thé don dong khang
transcobalamin, dugc danh diu véi acridinium ester trong dung dich dém
VvGi chat hoat dong bé mit va chat bao quan.

- Hoa chat pha ran: dong géi 15.0 mL, chira khang thé diac hiéu
khang-holotranscobalamin va dugc biotin hoa, gin véi hat latex nhiém tir
duoc phu streptavidin théng quan lién két ai luc biotin-streptavidin, trong
dung dich dém véi chat bao quan.

- Chat hiéu chuan: 2 mac nong d6 (thdp & cao), 2.0 mL/lo, chia
holotranscobalamin tai to6 hop, albumin huyét thanh bé va sodium azide
(<0.1%)

- QC: 2 mic noéng d6 (thip & cao), 7.0 mL/lo, chua
holotranscobalamin tai t6 hop, albumin huyét thanh bé, dung dich dém va
sodium azide (<0.1%).

- Hoa chéat duoc on dinh dén ngay ghi trén nap hop voi diéu kién
khong mo nap va bao quan & nhiét do 2-8oC. Khong duoc dé hoa chat trong
ngan da ta lanh.

2.3. Cac dung cu tiéu hao khac
- Gang tay, khau trang, nudc ria tay, khan lau tay;

- Bong , cOn sat trung, bom kim tiém lay mau.
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3. Ngwoi bénh

- Can giai thich cho ngudi bénh va ngudi nha ngudi bénh vé muc dich
cua xét nghiém.

- Ngudi bénh can phdi hop dé ldy mau theo dung yéu cau vé thoi gian
va sd luong.
4. Phiéu xét nghiém

Thuc hién theo y Iénh ciia bac s§ 1am sang trén phiéu xét nghiém
V. CAC BUOC TIEN HANH
1. Lay bénh pham

- Thyc hién trén mau mau: Dung huyét thanh (khong dung chat chéng
dong).

- Tinh 6n dinh cia mau: Mau 6n dinh 16h ¢ nhiét d6 phong, 21 ngay &
nhiét do 2-8°C. Bé bao quan lau hon, miu c6 thé dugc dong lanh trong 3
thang & nhiét d6 -20°C hoac thap hon nita. Mau huyét thanh chi duoc 1am
dong mét lan.
2. Tién hanh ky thuat
2.1. Chudn bi mdy phan tich

- Dung duong chuan: dya trén chuan 2 diém véi cac nong d6 chuan
khac nhau. Dung lai duong cong chuan sau 40 ngay. Ngoai ra, can phai hiéu
chuan lai trong cac trudng hop sau: thay d6i 6 lot hoa chat, thay thé cac bo
phan ciia may, QC hang ngay bi ngoai khoang tham chiéu.

- Phén tich QC: & ca 2 néng do. Khi QC dat méi tién hanh phan tich
mau.
2.2. Phdn tich mdu

- Mau bénh pham nén duoc tién hanh phan tich trong vong 2 gid.

- Panh s6 (hoac ID caa nguoi bénh); chon test va van hanh theo
protocol may s€ tu dong phan tich.
VI. NHAN PINH KET QUA

Két qua dat dugc trén 241 ngudi khoé manh, trong day nam giéi gom
103 ngudi, nit gigi gom 138 nguoi. Nhom tudi dao dong tir 21-67 tudi. Gia
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tri trung binh ctia holoTC cta nhom duogc thiét 1ap tai 81.91 pmol/L voi
khoang tham chiéu tir 28.96 - 168.90 pmol/L dwa theo quy trinh EP28-A3c.
VII. NHUNG SAI SOT VA XU TRi

- Céc yéu t6 c6 thé anh huong dén két qua khi:

+ MAu mau bi huyét tan (ndng ¢6 hemoglobin > 500 mg/dL);

+ Mau vang da (ndng d6 bilirubin lién hop > 40 mg/dL, néng do
bilirubin khéng lién hgp > 60 mg/dL);

+ Mau bi m& mau cao (ndng d6 lipid > 1.000 mg/dL);

+ Biotin (> 100 mg/dL), Protein toan phan (> 12 g/dL), RF (> 200
IU/mL), IgG nguoi (> 12 g/dL), Cholesterol (> 500 mg/dL), Methotrexate (>
91 mg/dL), Perimethamine (> 75 pg/mL).

- XU tri:

+ Khi ldy mau tranh gay v& hong cau, mau bi v& hong cau nén lay
mau mau khéc thay thé.
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PINH LUQNG THYMIDINE KINASE (TK)

I. NGUYEN LY

Xét nghiém LIAISON® Thymidine Kinase 13 mot xét nghiém mién
dich hoa phat quang canh tranh hai budc gian tiép dé dinh luong TK trong
huyét thanh va huyét twong EDTA. Xét nghiém duoc sir dung phan ung
enzyme ban dau trong d6 TK trong mau chuyén doi AZT (3’-azido-3’-
deoxythymidine) thanh AZTMP (3’-azido-3’-deoxythymidine mono
phosphate), xét nghiém ndy tuan theo xét nghiém mién dich canh tranh cho
phan tng dinh luong AZTMP. Luong AZT duoc chuyén d6i thinh AZTMP
s& gitp dinh luong dugc lugng TK c6 mit trong mau. Trong xét nghiém nay,
50 uLb mau dugc 0 vai 100 uL dung dich dém 1, 20 pLL dung dich dém 2, va
20 pL dung dich c6 chira hat tir phu khang thé da dong khang AZTMP.
Khang thé 1gG tho khang dé, sau d6 khang thé da dong dé khang AZTMP
duoc phu 18n pha ran. Qua trinh nay duoc u trong 40 phut va sau d6 100 pL
chat danh ddu duoc thém vao, AZTMP gan véi dan xuat isoluminol dugc
thém vao. Trong sudt 1an u dau tién, AZTMP két hop pha ran. Sau 20 phuat
1, nhitg nguyén lidu khong lién két duoc loai bo trong chu trinh rira. Co
chat dugc thém vao va phan mg hoa phat quang duoc bat dau. Tin hiéu 4nh
sang dugc do bdi bd phan nhan quang dudi dang don vi quan hé anh sang
(RLU) va ty 18 nghich vai ndng do TK c6 mit trong chat chuan, chat kiém
chuan va trong mau.
1. CHI PINH

Pinh lugng Thymidine Kinase trong huyét thanh rat can thiét cho tién
lwong va theo ddi diéu tri & ngudi bénh bénh mau 4c tinh.
111. CHONG CHI PINH

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

01 Can bo dai hoc chuyén nganh Hoa sinh va mot KTV,
2. Phuong tién, hoa chat
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2.1. Phwong ti¢n

- C4c may phan tich mién dich nhu: LIAISON va LIAISON XL;

- May ly tam;

- Tt lanh dé bao quan hoa chat, chat hiéu chuan, QC, mau bénh pham:;

- Pipet cac loai, 6ng sample cup, sample tuyp;

- Ong nghiém, dau con xanh va vang;

- Gia dung 6ng nghiém.
2.2. Hod chit

- Pha ran — hat tir (2.4 mL): Hat tir phu khang thé tho va dé, dung dich
dém, BSA 0.1%, Natri Azide 0.09%, pH 7.4.

- Khéng thé lién hop (12 mL): Dan xuat isoluminol trong dung dich
dém, 0.2% BSA, 0.09% NaNg3, pH 7.4,

- Dung dich dém 1 (12 mL): Dung dich dém, pH 7.4 véi cofactor va
khang thé 1gG cua tho va dé, 0.1% ProClin 300.

- Dung dich dém 2 (1.2 mL): Dung dich d¢ém, pH 4.5.

- Chat chuan 1 (bot déng kho): Huyét thanh nguoi, NaN; 0.09% va
TK. Hoan nguyén trong 1 mL nuéc cat hodc nude da loai ion. Hit va bao
quan dung dich chat chuan ¢ -20°C.

- Chat chuan 2 (bot dong kho): Huyét thanh nguoi, NaN; 0.09% va
TK. Hoan nguyén trong 1 mL nuéc cat hodc nude da loai ion. Hit va bao
quan dung dich chat chuan & -20°C.
2.3. Cac dung cu tiéu hao khac

- Gang tay, khau trang, nudc rira tay, khin lau tay;

- Bong , con sat tring, bom kim tiém 1ay mau.
3. Ngwoi bénh

- Can giai thich cho ngudi bénh va nguoi nha ngudi bénh vé muc dich
cua xét nghiém.

- Nguoi bénh can phdi hop dé lay mau theo dung yéu cau vé thoi gian
va sd luong.
4. Phiéu xét nghiém

Thuc hién theo y Iénh ciia bac s§ 1am sang trén phiéu xét nghiém
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V. CAC BUOC TIEN HANH
1. Lay bénh pham

- Thuc hién trén mau: Dung miu huyét thanh hodc huyét twong
EDTA.

- Tinh 6n dinh cia mau: MAu c6 thé 6n dinh trong vong 48h & 2-8°C,
hodc bao quan & (-20°C hoic thap hon) trong 3 thang. Mau can duogc ra dong
va tron déu trude khi xét nghiém. Tranh ra dong nhiéu lan.

2. Tién hanh k¥ thuat
2.1. Chudn bi mdy phén tich

- Dung duong chuan: dua trén chuan 2 diém véi cac nong do chuan
khac nhau. Dung lai duong cong chuan sau 14 ngay. Ngoai ra, can phai hiéu
chuan lai trong cac trudng hop sau: thay d6i s6 lot hoa chat, thay thé cac bo
phan ctia may, QC hang ngay bi ngoai khoang tham chiéu.

- Phan tich QC: & ca 2 nong do. Khi QC dat mai tién hanh phan tich mau.
2.2. Phén tich mdu

- Mau bénh pham nén duoc tién hanh phan tich trong vong 2 gid.

- Panh s6 (hoac ID caa nguoi bénh); chon test va van hanh theo

protocol may s€ ty dong phan tich.
VI. NHAN PINH KET QUA

Mau huyét thanh tir 98 ngudi bénh cé stic khoe tét dugc 13p lai xét
nghiém 2 1an véi xét nghiém LIAISON Thymidine Kinase

Quan thé (n) Gia tri TK trung binh ~ Dai tham chiéu (95%)

Ngudi khoe manh (n=98) 4.3 U/L 2.0-75UIL

VII. NHUNG SAI SOT VA XU TRi

- Céc yéu t6 c6 thé anh huong dén két qua khi:

Cac xét nghiém duogc thuc hién khong bi anh huong baéi cholesterol
(t6i da 500 mg/dL), mau tan huyét (t6i da 500 mg/dL), bilirubin (t6i da 20
mg/dL), va triglyceride (t6i da 3.000 mg/dL).

- Xir tri: Khi ldy mau tranh gay v& hong cau, mau bi v& héng cau nén
ldy miu mau khac thay thé.
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PINH LUQNG IgA KAPPA

I. NGUYEN LY

Duya trén nguyén 1y do do duc mién dich do su két hop giita khang
nguyén hoa tan (IgA Kappa) va khang thé dic hiéu véi IgA Kappa. Khi
phan ung két hop mién dich xay ra s& tao ra phirc hop mién dich c6 d6 duc
do duoc bang quang hoc qua cuvette do véi nguén sang cua thiét bi.

Vi viée do dd duc cac chét chuan (Calibrator) biét trude néng do, thiét
bi do sé& thiét 1ap duoc duong cong chuan dé dya vao duong cong chuin nay
khi do d6 duc ctia mau thir IgA Kappa chua biét ndng d6 trong huyét thanh
cia ngudi bénh thi s& tinh dugc ndng d6 cta IgA Kappa trong mau huyét
thanh cta nguoi bénh nay.

1. CHI PINH

Theo ddi diéu tri bénh 1y da u tuy xwong (multiple myeloma).
I11. CHONG CHI PINH

Khong ¢ chdng chi dinh.

IV. CHUAN BI
1. Ngwoi thuc hién
01 Can bg dai hoc chuyén nganh Hoéa sinh va mdt KTV.
2. Phuong tién, hoa chat
2.1. Phwong tién

May xét nghiém mién dich d6 duc SPAPLUS hing Binding Site (Anh)

- May ly tam

- Tu lanh dé bao quan hoa chat, chat hiéu chuan, QC, mau bénh pham

- Pipet cac loai, 6ng sample cup, sample tuyp

- Ong nghiém, dau con xanh va vang

- Gia dyng 6ng nghiém
2.2. Hod chit

Kit hoa chat day du gom :

+ Antiserum: Human IgA Kappa du cho 50 test. Chira khang thé da

dong don dac hiéu chiét xuét tir ctru va chét bao quan: 0.099% sodium azide,
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0.1% E-amino-n-caproic acid (EACA), 0.01% benzamidine va 1mM
ethylenediaminetetraacetic acid (EDTA).

+ Dung dich dém (Reaction buffer) cho phan tmg du cho 50 test. Chtra
chat bao quan c6 thanh phan 0.099% sodium azide.

+ Chét hiéu chuin: 6 muc néng do tu hép dén cao (6x1,0 mL/lg). Chtra
huyét thanh hdn hop cua ngudi binh thudng va chat bao quan: 0.099%
sodium azide, 0.1% EACA, 0.01% benzamidine.

+ QC: 2 mirc ndng d6 (thdp & cao), (2x1.0 mL/lg). Chira huyét thanh
hdn hop cua ngudi va chat bao quan: 0.099% sodium azide, 0.1% EACA,
0.01% benzamidine.

- Hoa chét duoc on dinh dén ngay ghi trén nap hop véi diéu kién khong
m& nap va bao quan ¢ nhiét do 2-8°C. Khong duoc dé hoa chat trong ngin
da ta lanh. Antiserum, dém, Chat hiéu chuan va QC c6 thé dé 3 thang sau
khi m& nap trong ta lanh & nhiét do 2-8°C hay 28 ngay trén may SPAPLUS
vé6i diéu kién duy tri chay may lién tuc.

2.3. Cdc dung cu tiéu hao khac
- Gang tay, khau trang, nudc rira tay, khin lau tay.
- Bong, con sat tring, bom kim tiém ldy méu.

3. Ngwoi bénh

- Can giai thich cho nguoi bénh va nguoi nha ngudi bénh vé muc dich
cua xét nghiém.

- Ngudi bénh can phdi hop dé 1dy mau theo ding yéu cau vé thoi gian
va s6 luong.

4. Phiéu xét nghi¢m

Thuc hién theo y 1énh ctia bac sy 1am sang trén phiéu xét nghiém.
V. CAC BUOC TIEN HANH
1. Lay bénh pham

- Thyc hién trén mau mau: Dung huyét thanh (khong dung chat chéng
dong)

- Tinh 6n dinh cia mau: Mau 6n dinh 16h ¢ nhiét d6 phong, 21 ngay &

nhiét d6 2-8°C. Pé bao quan lau hon, miu cé thé dugc dong lanh trong 3
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thang & nhiét do -20°C hodc thap hon nita. Mau huyét thanh chi dugc lam
déng mot lan.
2. Tién hanh ky thuat
2.1. Chudn bi mdy phén tich

- Dung duong chuan: dua trén chuin 6 diém véi cac néng do chuan
khac nhau. Dung lai duong cong chuan sau 40 ngay. Ngoai ra, can phai hiéu
chuan lai trong cac trudng hop sau: thay d6i s6 lot hoa chat, thay thé cac bo
phan ciia may, QC hang ngay bi ngoai khoang tham chiéu.

- Phan tich QC: ¢ ca 2 nong do. Khi QC dat méi tién hanh phan tich
mau.
2.2. Phén tich mdu

- Mau bénh pham nén duoc tién hanh phan tich trong vong 2 gio.

- Panh s (hoac ID cua nguoi bénh); chon test va van hanh theo
protocol may sé& tu dong phan tich.
2.3. Ddi do dwoc : 0.18 — 11.2 g/L. Khi vuot ngudng do trén phai tién hanh
pha loing bénh pham.
V1. NHAN PINH KET QUA

Nguoi binh thuong cé IgA Kappa trong dai 0.57-2.08 g/L, IgA Lambda
trong dai : 0.44-2.04 g/L va ty 1¢ IgA Kappa/ IgA Lambda tir 0.78-1.94.
VII. NHUNG SAI SOT VA XU TRi

- Cac yéu t6 c6 thé anh huong dén két qua khi:

Mau mau bi huyét tan, m& mau cao, huyét thanh duc & muc nhin thiy
duoc.

- X1r tri:

Khi ldy mau tranh gay v& hong cau, mau bi vd hong cau nén lay mau
mau khéc thay thé. Khi huyét thanh duc phai ly tdm trudc khi tién hanh xét
nghiém.
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PINH LUQNG IgA LAMBDA

I. NGUYEN LY

Duya trén nguyén 1y do do duc mién dich do su két hop giita khang
nguyén hoa tan (IgA Lambda) va khang thé dic hiéu véi IgA Lambda. Khi
phan ung két hop mién dich xay ra s& tao ra phirc hop mién dich c6 d6 duc
do duoc bang quang hoc qua cuvette do v6i ngudn sang cia thiét bi.

Vi viée do dd duc cac chét chuan (Calibrator) biét trude néng do, thiét
bi do sé& thiét 1ap duoc duong cong chuan dé dya vao duong cong chuin nay
khi do d6 duc ctia mau thir IgA Lambda chwa biét ndong d6 trong huyét thanh
ctia nguoi bénh thi s& tinh dugce néng do cua IgA Lambda trong mau huyét
thanh cta nguoi bénh nay.

1. CHI PINH

Theo ddi diéu tri bénh 1y da u tuy xwong (multiple myeloma).
111. CHONG CHI PINH

Khong ¢ chdng chi dinh.

IV. CHUAN BI
1. Ngwoi thuc hién
01 Can bo dai hoc chuyén nganh Hoéa sinh va mot KTV.
2. Phuong tién, hoa chat
2.1. Phuong tién

May xét nghiém mién dich d6 duc SPAPLUS hing Binding Site (Anh)

- May ly tam;

- Tu lanh dé bao quan hoa chat, chat hiéu chuan, QC, mau bénh pham;

- Pipet cac loai, 5ng sample cup, sample tuyp;

- Ong nghiém, dau con xanh va vang;

- Gia dyng 6ng nghiém.

2.2. Hod chat
Kit hoa chat day du gom :
+ Antiserum: Human IgA Lambda du cho 50 test. Chira khang thé da

dong don dac hiéu chiét xuét tir ctru va chét bao quan: 0.099% sodium azide,
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0.1% E-amino-n-caproic acid (EACA), 0.01% benzamidine va 1mM
ethylenediaminetetraacetic acid (EDTA).

+ Dung dich dém (Reaction buffer) cho phan ting du cho 50 test. Chura
chat bao quan c6 thanh phan 0.099% sodium azide.

+ Chét hiéu chuin: 6 muc néng do tu hép dén cao (6x1,0 mL/lg). Chtra
huyét thanh hdn hop cua ngudi binh thuong va chéat bao quan: 0.099%
sodium azide, 0.1% EACA, 0.01% benzamidine..

+ QC: 2 mirc ndng d6 (thdp & cao), (2x1.0 mL/lg). Chira huyét thanh
hdn hop cua ngudi va chat bao quan: 0.099% sodium azide, 0.1% EACA,
0.01% benzamidine.

- Héa chat dugc on dinh dén ngay ghi trén nap hop véi diéu kién khong
mo nip va bao quan & nhiét d6 2-8°C. Khéng duoc dé hoa chét trong ngan
d4 ta lanh. Antiserum, dém, Chat hiéu chuin va QC ¢o thé dé 3 thang sau
khi mo nip trong ta lanh & nhiét d6 2-8°C hay 28 ngay trén may SPAPLUS
v6i diéu kién duy tri chay may lién tuc.

2.3. Cac dung cu tiéu hao khdac
- Gang tay, khau trang, nudc rira tay, khin lau tay.
- Bong, con sat tring, bom kim tiém ldy méu.

3. Ngwoi bénh

- Can giai thich cho nguoi bénh va nguoi nha ngudi bénh vé muc dich
cua xét nghiém.

- Ngudi bénh can phdi hop dé 1dy mau theo ding yéu cau vé thoi gian
va s6 luong.

4. Phiéu xét nghi¢m

Thuc hién theo y 1énh ctia bac sy 1am sang trén phiéu xét nghiém.
V. CAC BUOC TIEN HANH
1. LAy bénh pham

- Thuc hién trén mau mau: Dung huyét thanh (khong dung chat chong
dong).

- Tinh 6n dinh cia mau: Mau 6n dinh 16h ¢ nhiét d6 phong, 21 ngay &

nhiét d6 2-8°C. Pé bao quan lau hon, miu cé thé dugc dong lanh trong 3
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thang & nhiét d6 -20°C hodc thap hon nita. Mau huyét thanh chi dugc lam
déng mot lan.
2. Tién hanh ky thuit
2.1. Chudn bi mdy phén tich

- Dung duong chuan: dua trén chuin 6 diém véi cac néng do chuan
khac nhau. Dung lai duong cong chuan sau 40 ngay. Ngoai ra, can phai hiéu
chuan lai trong cac trudng hop sau: thay d6i s6 lot hoa chat, thay thé cac bo
phan ciia may, QC hang ngay bi ngoai khoang tham chiéu.

- Phan tich QC: ¢ ca 2 nong do. Khi QC dat méi tién hanh phan tich
mau.
2.2. Phén tich mdu

- Mau bénh pham nén duoc tién hanh phan tich trong vong 2 gid.

- Panh s (hodac ID cua nguoi bénh); chon test va van hanh theo
protocol may sé& tu dong phan tich.
2.3. Ddi do dwgc : 0.16 -10.4g/L. Khi vuot ngudng do trén phai tién hanh
pha loing bénh pham.
V1. NHAN PINH KET QUA

Nguoi binh thuong cé IgA Kappa trong dai 0.57-2.08 g/L, IgA Lambda
trong dai : 0.44-2.04 g/L va ty 1¢ IgA Kappa/ IgA Lambda tir 0.78-1.94.
VII. NHUNG SAI SOT VA XU TRi

- Cac yéu t6 c6 thé anh huong dén két qua khi:

Mau mau bi huyét tan, m& mau cao, huyét thanh duc & muc nhin thiy
duoc.

- X1r tri:

Khi ldy mau tranh gay v& hong cau, mau bi vd hong cau nén lay mau
mau khéc thay thé. Khi huyét thanh duc phai ly tdm trudc khi tién hanh xét
nghiém.

204



PINH LUQNG IgG KAPPA

I. NGUYEN LY

Duya trén nguyén 1y do do duc mién dich do su két hop giita khang
nguyén hoa tan (IgG Kappa) va khang thé dic hiéu voi IgG Kappa. Khi
phan ung két hop mién dich xay ra s& tao ra phirc hop mién dich c6 d6 duc
do duoc bang quang hoc qua cuvette do v6i ngudn sang cia thiét bi.

Véi viée do d6 duc cac chat chuan (Calibrator) biét trudc ndng do, thiét
bi do s& thiét lap duoc duong cong chuén dé dua vao dudng cong chuin nay
khi do d6 duc ctia mau thtr IgG Kappa chua biét nong do trong huyét thanh
cia ngudi bénh thi s& tinh duoc ndng d6 cua IgG Kappa trong mau huyét
thanh cua nguoi bénh nay.

1. CHI PINH

Theo ddi diéu tri bénh 1y da u tuy xwong (multiple myeloma).
111. CHONG CHI PINH

Khong ¢ chdng chi dinh.

VI. CHUAN BI
1. Ngwoi thuc hién
01 Can bo dai hoc chuyén nganh Hoéa sinh va mot KTV.
2. Phuong tién, hoa chat
2.1. Phwong tién

May xét nghiém mién dich d6 duc SPAPLUS hing Binding Site (Anh)

- May ly tam;

- Tu lanh dé bao quan hoa chat, chat hiéu chuan, QC, mau bénh pham;

- Pipet cac loai, 5ng sample cup, sample tuyp;

- Ong nghiém, dau con xanh va vang;

- Gia dyng 6ng nghiém.

2.4. Hod chit
Kit hoa chat day du gom :
+ Antiserum: Human IgG kappa du cho 50 test. Chira khang thé da

dong don dac hiéu chiét xuét tir ctru va chét bao quan: 0.099% sodium azide,
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0.1% E-amino-n-caproic acid (EACA), 0.01% benzamidine va 1mM
ethylenediaminetetraacetic acid (EDTA).

+ Dung dich dém (Reaction buffer) cho phan ttng du cho 50 test. Chira
chat bao quan c6 thanh phan 0.099% sodium azide.

+ Chat hiéu chuan: 6 muc nong do tir hap dén cao ( 6x1,0 mL/lo).
Chtra huyét thanh hdn hop ctia ngudi binh thudng va chat bao quan: 0.099%
sodium azide, 0.1% EACA, 0.01% benzamidine.

+ QC: 2 mirc ndng d6 (thdp & cao), (2x1.0 mL/lg). Chira huyét thanh
hdn hop cua ngudi va chat bao quan: 0.099% sodium azide, 0.1% EACA,
0.01% benzamidine.

- Hoa chét duoc on dinh dén ngay ghi trén nap hop véi diéu kién khong
mM& nap va bao quan ¢ nhiét do 2-8°C. Khong duoc dé hoa chat trong ngin
da ta lanh. Antiserum, dém, Chat hiéu chuan va QC c6 thé dé 3 thang sau
khi m& nap trong tu lanh & nhiét do 2-8°C hay 1 thang trén may SPA Plus
vé6i diéu kién duy tri chay may lién tuc.

2.3. Cac dung cu tiéu hao khac
- Gang tay, khau trang, nudc rira tay, khin lau tay.
- Bong, con sat tring, bom kim tiém ldy méu.

3. Ngwoi bénh

- Can giai thich cho nguoi bénh va nguoi nha ngudi bénh vé muc dich
cua xét nghiém.

- Ngudi bénh can phdi hop dé 1dy mau theo ding yéu cau vé thoi gian
va s6 luong.

4. Phiéu xét nghi¢m

Thuce hién theo y 1énh ctia bac sy 1am sang trén phiéu xét nghiém.
V. CAC BUOC TIEN HANH
1. LAy bénh pham

- Thyc hién trén mau mau: Dung huyét thanh (khong dung chat chéng
dong)

- Tinh 6n dinh cia miu: Miu 6n dinh 16h ¢ nhiét 46 phong, 21 ngay &

nhiét d6 2-8°C. Pé bao quan lau hon, miu cé thé dugc dong lanh trong 3
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thang & nhiét d6 -20°C hodc thap hon nita. Mau huyét thanh chi dugc lam
déng mot lan.
2. Tién hanh k¥ thuat
2.1. Chudn bi mdy phén tich

- Dung duong chuan: dua trén chuin 6 diém véi cac néng do chuan
khac nhau. Dung lai duong cong chuan sau 40 ngay. Ngoai ra, can phai hiéu
chuan lai trong cac trudng hop sau: thay d6i s6 lot hoa chat, thay thé cac bo
phan ciia may, QC hang ngay bi ngoai khoang tham chiéu.

- Phan tich QC: ¢ ca 2 nong do. Khi QC dat méi tién hanh phan tich
mau.
2.2. Phén tich mdu

- Mau bénh pham nén duoc tién hanh phan tich trong vong 2 gid.

- Panh s (hoac ID cua nguoi bénh); chon test va van hanh theo
protocol may sé& ty dong phan tich.
2.3. Ddi do dwoc : 1,9 -40,0 g/L. Khi vuot ngudng do trén phai tién hanh
pha loing bénh pham.
V1. NHAN PINH KET QUA

Nguoi binh thuong trong IgG Kappa trong dai 3,84-12,07 g/L, 1gG
Lambda trong dai : 1,91-6,74 g/L va Ty 1€ IgG kappa/ IgG Lambda tur 1,12-
3,12.
VII. NHUNG SAI SOT VA XU TRi

- Cac yéu t6 c6 thé anh huong dén két qua khi:

Mau mau bi huyét tin, m& mau cao, huyét thanh duc & mic nhin thay
duoc.

- X tri:

Khi ldy mau tranh gay v& hong cau, mau bi vd hong cau nén lay mau
mau khéc thay thé. Khi huyét thanh duc phai ly tdm trudc Khi tién hanh xét
nghiém.
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PINH LUQNG IgG LAMBDA

I. NGUYEN LY

Duya trén nguyén 1y do do duc mién dich do su két hop giita khang
nguyén hoa tan (IgG Lambda) va khang thé dic hiéu véi IgG Lambda. Khi
phan tng két hop mién dich xay ra s& tao ra phirc hop mién dich c6 d6 duc
do duoc bang quang hoc qua cuvette do v6i ngudn sang cia thiét bi.

Vi viée do dd duc cac chét chuan (Calibrator) biét trude néng do, thiét
bi do sé& thiét 1ap duoc duong cong chuan dé dya vao duong cong chuan nay
khi do d6 duc ctia mau thir [gG Lambda chwa biét ndng d6 trong huyét thanh
ctia nguoi bénh thi s& tinh dugce néng do cua IgG Lambda trong mau huyét
thanh cta nguoi bénh nay.

1. CHI PINH

Theo ddi diéu tri bénh 1y da u tuy xwong (multiple myeloma).
111. CHONG CHI PINH

Khong ¢ chdng chi dinh.

VI. CHUAN BI
1. Ngwoi thuc hién
01 Can bo dai hoc chuyén nganh Hoéa sinh va mot KTV.
2. Phuong tién, hoa chat
2.1. Phwong tién

May xét nghiém mién dich d6 duc SPAPLUS hing Binding Site (Anh)

- May ly tam;

- Tu lanh dé bao quan hoa chat, chat hiéu chuan, QC, mau bénh pham;

- Pipet cac loai, 5ng sample cup, sample tuyp;

- Ong nghiém, dau con xanh va vang;

- Gia dyng 6ng nghiém.

2.2. Hod chat
Kit hoa chat day du gom :
+ Antiserum: Human IgG Lambda du cho 50 test. Chira khang thé da

dong don dac hiéu chiét xuét tir ctru va chét bao quan: 0.099% sodium azide,
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0.1% E-amino-n-caproic acid (EACA), 0.01% benzamidine va 1mM
ethylenediaminetetraacetic acid (EDTA).

+ Dung dich dém (Reaction buffer) cho phan tmg du cho 50 test. Chtra
chat bao quan c6 thanh phan 0.099% sodium azide.

+ Chét hiéu chuin: 6 muc néng do tu hép dén cao (6x1,0 mL/lg). Chtra
huyét thanh hdn hop cua ngudi binh thudng va chat bao quan: 0.099%
sodium azide, 0.1% EACA, 0.01% benzamidine

+ QC: 2 muc ndng d6 (thip & cao), (2x1.0 mL/lg). Chira huyét thanh
hdn hop cua ngudi va chat bao quan: 0.099% sodium azide, 0.1% EACA,
0.01% benzamidine.

- Hoa chét duoc on dinh dén ngay ghi trén nap hop véi diéu kién khong
m& nap va bao quan ¢ nhiét do 2-8°C. Khong duoc dé hoa chat trong ngin
d4 ta lanh. Antiserum, dém, Chat chuan va QC c6 thé dé 3 thang sau khi mé
nap trong ta lanh & nhiét do 2-8°C hay 1 thang trén may SPAPLUS véi diéu
Kién duy tri chay may lién tuc.

2.3. Cac dung cu tiéu hao khac
- Gang tay, khau trang, nudc rira tay, khin lau tay
- Bong, con sat tring, bom kim tiém ldy méu.

3. Ngwoi bénh

- Can giai thich cho nguoi bénh va nguoi nha ngudi bénh vé muc dich
cua xét nghiém.

- Ngudi bénh can phdi hop dé 1dy mau theo ding yéu cau vé thoi gian
va s6 luong.

4. Phiéu xét nghi¢m

Thuc hién theo y 1énh ctia bac sy 1am sang trén phiéu xét nghiém.
V. CAC BUOC TIEN HANH
1. LAy bénh pham

- Thyc hién trén mau mau: Dung huyét thanh (khong dung chat chéng
dong)

- Tinh 6n dinh cia mau: Mau 6n dinh 16h ¢ nhiét d6 phong, 21 ngay &

nhiét do 2-8°C. Bé bao quan lau hon, mau co6 thé duoc dong lanh trong 3
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thang & nhiét d6 -20°C hodc thap hon nita. Mau huyét thanh chi dugc lam
déng mot lan.
2. Tién hanh k¥ thuat
2.1. Chudn bi mdy phén tich

- Dung duong chuan: dua trén chuin 6 diém véi cac néng do chuan
khac nhau. Dung lai duong cong chuan sau 40 ngay. Ngoai ra, can phai hiéu
chuan lai trong cac trudng hop sau: thay d6i s6 lot hoa chat, thay thé cac bo
phan ciia may, QC hang ngay bi ngoai khoang tham chiéu.

- Phan tich QC: & ca 2 nong do. Khi QC dat méi tién hanh phan tich
mau.
2.2. Phén tich mdu

- Mau bénh pham nén duoc tién hanh phan tich trong vong 2 gid.

- Panh s (hoac ID cua nguoi bénh); chon test va van hanh theo
protocol may sé& tu dong phan tich.
2.3. Ddi do dwoc : 0.92 - 29.5g/L. Khi vuot ngudng do trén phai tién hanh
pha loing bénh pham.
V1. NHAN PINH KET QUA

Nguoi binh thuong c6 IgG Kappa trong dai 3,84-12,07 g/L, IgG
Lambda trong dai : 1,91-6,74 g/L va ty 1€ 1gG Kappa/ IgG Lambda tur 1,12-
3,12.
VII. NHUNG SAI SOT VA XU TRi

- Cac yéu t6 c6 thé anh huong dén két qua khi:

Mau mau bi huyét tin, m& mau cao, huyét thanh duc & mic nhin thay
duoc.

- X tri:

Khi ldy mau tranh gay v& hong cau, mau bi vd hong cau nén lay mau
mau khéc thay thé. Khi huyét thanh duc phai ly tdm trudc khi tién hanh xét
nghiém.
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PINH LUQNG IgM KAPPA

I. NGUYEN LY

Duya trén nguyén 1y do do duc mién dich do su két hop giita khang
nguyén hoa tan (IgM Kappa) va khang thé dic hiéu véi IgM Kappa. Khi
phan ung két hop mién dich xay ra s& tao ra phirc hop mién dich c6 d6 duc
do duoc bang quang hoc qua cuvette do v6i ngudn sang cia thiét bi.

Véi viée do d6 duc cac chat chuan (Calibrator) biét trudc ndng do, thiét
bi do sé& thiét 1ap duoc duong cong chuan dé dua vao duong cong chuan nay
khi do do duc ctua mau thir [gM Kappa chua biét ndng do trong huyét thanh
clia ngudi bénh thi sé tinh dugc ndng d6 cua IgM Kappa trong mau huyét
thanh cua nguoi bénh.

1. CHI PINH

Theo ddi diéu tri bénh 1y da u tuy xuong (multiple myeloma)
111. CHONG CHI PINH

Khong ¢ chdng chi dinh.

VI. CHUAN BI
1. Ngwoi thuc hién
01 Can bo dai hoc chuyén nganh Hoéa sinh va mot KTV.
2. Phuong tién, hoa chat
2.1. Phwong ti¢n

May xét nghiém mién dich d6 duc SPAPLUS hing Binding Site (Anh)

- May ly tam;

- Tu lanh dé bao quan hoa chat, chat hiéu chuan, QC, mau bénh pham;

- Pipet cac loai, 5ng sample cup, sample tuyp;

- Ong nghiém, dau con xanh va vang;

- Gia dyng 6ng nghiém.

2.2. Hod chat
Kit hoa chat day du gdm:
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+ Antiserum: Human IgM Kappa du cho 50 test. Chira 0.099% sodium
azide, 0.1% E-amino-n-caproic acid (EACA), 0.01% benzamidine va 1mM
ethylenediaminetetraacetic acid (EDTA) lam chit bao quan.

+ Dung dich dém (Reaction buffer) cho phan tmg du cho 50 test. Chtra
chét bao quan c6 thanh phan 0.099% sodium azide.

+ Chat hiéu chuan: 6 muc nong do tir hap dén cao ( 6x1,0 mL/lo).
Chtra chit bao quan: 0.099% sodium azide, 0.1% EACA, 0.01%
benzamidine.

+ QC: 2 mtic nong do (thap & cao), (2x1.0 mL/lo ). Chua chat bao
guan: 0.099% sodium azide, 0.1% EACA, 0.01% benzamidine.

- Hoa chét duoc on dinh dén ngay ghi trén nap hop véi diéu kién khong
m& nap va bao quan ¢ nhiét do 2-8°C. Khong duoc dé hoa chat trong ngin
d4 ta lanh. Antiserum, dém, Chat chuan va QC c6 thé dé 3 thang sau khi mé
nap trong ta lanh & nhiét do 2-8°C hay 1 thang trén may SPAPLUS véi diéu
Kién duy tri chay may lién tuc.

2.3. Cac dung cu tiéu hao khac
- Gang tay, khau trang, nudc rira tay, khin lau tay.
- Bong, con sat tring, bom kim tiém ldy méu.

3. Ngwoi bénh

- Can giai thich cho nguoi bénh va nguoi nha ngudi bénh vé muc dich
cua xét nghiém.

- Ngudi bénh can phdi hop dé 1dy mau theo ding yéu cau vé thoi gian
va s6 luong.

4. Phiéu xét nghi¢m

Thuc hién theo y 1énh ctia bac sy 1am sang trén phiéu xét nghiém.
V. CAC BUOC TIEN HANH
1. LAy bénh pham

- Thyc hién trén mau mau: Dung huyét thanh (khong dung chat chéng
dong)

- Tinh 6n dinh cia mau: Mau 6n dinh 16h ¢ nhiét d6 phong, 21 ngay &

nhiét d6 2-8°C. Pé bao quan lau hon, miu cé thé dugc dong lanh trong 3
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thang & nhiét d6 -20°C hodc thap hon nita. Mau huyét thanh chi dugc lam
déng mot lan.
2. Tién hanh k¥ thuat
2.1. Chudn bi mdy phén tich

- Dung duong chuan: dua trén chuin 6 diém véi cac néng do chuan
khac nhau. Dung lai duong cong chuan sau 40 ngay. Ngoai ra, can phai hiéu
chuan lai trong cac trudng hop sau: thay d6i s6 lot hoa chat, thay thé cac bo
phan ciia may, QC hang ngay bi ngoai khoang tham chiéu.

- Phan tich QC: ¢ ca 2 nong do. Khi QC dat méi tién hanh phan tich
mau.
2.2. Phén tich mdu

- Mau bénh pham nén duoc tién hanh phan tich trong vong 2 gid.

- Panh s (hoac ID cua nguoi bénh); chon test va van hanh theo
protocol may s€ tu dong phan tich.
2.3. Ddi do dwoc: 0.2 —5.0 g/L. Khi vuot ngudng do trén phai tién hanh pha
lodng bénh pham.
V1. NHAN PINH KET QUA

Nguoi binh thuong c6 IgM Kappa trong dai 0.19 - 1.63 g/L, IgM
Lambda trong dai: 0.12 — 1.01g/L va ty 1€ IgM Kappa/ IgM Lambda tir 1.18
—2.74 g/L.
VII. NHUNG SAI SOT VA XU TRi

- Cac yéu t6 c6 thé anh huong dén két qua khi:

Mau mau bi huyét tin, m& mau cao, huyét thanh duc & mic nhin thay
duoc.

- X tri:

Khi ldy mau tranh gay v& hong cau, mau bi vd hong cau nén lay mau
mau khéc thay thé. Khi huyét thanh duc phai ly tdm trudc Khi tién hanh xét
nghiém.
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PINH LUQNG IgM LAMBDA

I. NGUYEN LY

Duya trén nguyén 1y do do duc mién dich do su két hop giita khang
nguyén hoa tan (IgM Lambda) va khang thé dic hiéu véi IgM Lambda. Khi
phan ung két hop mién dich xay ra s& tao ra phirc hop mién dich c6 d6 duc
do duoc bang quang hoc qua cuvette do v6i ngudn sang cia thiét bi.

Vi viée do dd duc cac chét chuan (Calibrator) biét trude néng do, thiét
bi do s& thiét 1ap duoc duong cong chuan dé dua vao duong cong chuan nay
khi do d6 duc cia miu thtr IgM Lambda chwa biét nong do trong huyét
thanh ctia ngudi bénh thi s& tinh duoc ndng d6 ctia IgM Lambda trong mau
huyét thanh ctia nguoi bénh.

1. CHI PINH

Chan doan va theo ddi diéu tri bénh ly da u tuy xwong (multiple

myeloma).

111. CHONG CHI PINH
Khong ¢ chdng chi dinh.

VI. CHUAN BI

1. Ngwoi thuc hién

01 Can bg dai hoc chuyén nganh Hoéa sinh va mot KTV xét nghiém.
2. Phuong tién, hoa chat
2.1. Phwong tién

May xét nghiém mién dich d6 duc SPAPLUS hing Binding Site (Anh)

- May ly tam;

- Tt lanh dé bao quan hoa chat, chat hiéu chuan, QC, mau bénh pham;

- Pipet cac loai, 5ng sample cup, sample tuyp;

- Ong nghiém, dau con xanh va vang;

- Gia dung 6ng nghiém.

2.5. Hod chit
Kit hoa chat day du gom:
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+ Antiserum: Human IgM Lambda du cho 50 test. Chta 0.099%
sodium azide, 0.1% E-amino-n-caproic acid (EACA), 0.01% benzamidine
va ImM ethylenediaminetetraacetic acid (EDTA) lam cht bao quan.

+ Dung dich dém (Reaction buffer ) cho phan tmg du cho 50 test. Chtra
chét bao quan c6 thanh phan 0.099% sodium azide.

+ Chat hiéu chuan: 6 mic néng 46 tir thap dén cao (6x1,0 mL/lo).
Chtra huyét thanh hén hop cia ngudi binh thudng va chat bao quan: 0.099%
sodium azide, 0.1% EACA, 0.01% benzamidine.

+ QC: 2 mtic nong d6 (thap & cao), (2x1.0 mL/Ig). Chira huyét thanh
hdn hop cua nguodi va chat bao quan: 0.099% sodium azide, 0.1% EACA,
0.01% benzamidine.

- Hoa chét duoc on dinh dén ngay ghi trén nap hop véi diéu kién khong
m& nap va bao quan ¢ nhiét do 2-8°C. Khong duoc dé hoa chat trong ngin
d4 ta lanh. Antiserum, dém, Chat chuan va QC c6 thé dé 3 thang sau khi mé
nap trong ta lanh & nhiét d6 2-8°C hay 1 thang trén may SPAPLUS véi diéu
Kién duy tri chay may lién tuc.

2.6. Cdc dung cu tiéu hao khac
- Gang tay, khau trang, nudc rira tay, khin lau tay.
- Bong, con sat tring, bom kim tiém ldy méu.

3. Ngwoi bénh

- Can giai thich cho nguoi bénh va nguoi nha ngudi bénh vé muc dich
cua xét nghiém.

- Ngudi bénh can phdi hop dé 1dy mau theo ding yéu cau vé thoi gian
va s6 luong.

4. Phiéu xét nghi¢m

Thuc hién theo y 1énh ciia bac sy 1am sang trén phiéu xét nghiém.
VI. CAC BUOC TIEN HANH
1. Lay bénh pham

- Thyc hién trén mau mau: Dung huyét thanh (khong dung chat chong
dong).
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- Tinh 6n dinh cia mau: Mau 6n dinh 16h ¢ nhiét d6 phong, 21 ngay &
nhiét d6 2-8°C. Pé bao quan lau hon, miu c6 thé dugc dong lanh trong 3
thang & nhi¢t do -20°C hoac thép hon nita. Mau huyét thanh chi duoc lam
déng mot lan.

2. Tién hanh ky thuat
2.1. Chudn bi mdy phén tich

- Dung duong chuan: dua trén chuin 6 diém véi cac néng do chuan
khac nhau. Dyng lai duong cong chuan sau 40 ngay. Ngoai ra, can phai hiéu
chuan lai trong cac trudng hop sau: thay do6i s6 lot hoa chat, thay thé cac bo
phan cta may, QC hang ngay bi ngoai khoang tham chiéu.

- Phan tich QC: ¢ ca 2 nong d6. Khi QC dat méi tién hanh phan tich
mau.

2.2. Phén tich mdu

- Mau bénh pham nén duoc tién hanh phan tich trong vong 2 gid.

- Panh s (hoac ID cua nguoi bénh); chon test va van hanh theo
protocol may s€ tu dong phan tich.

2.3. Dii do dwgc : 0.18 — 4.50g/L. Khi vuot ngudng do trén phai tién hanh
pha loang bénh pham.
VI. NHAN PINH KET QUA

Nguoi binh thuong c6 IgM Kappa trong dai 0.19 - 1.63 g/L, IgM
Lambda trong dai : 0.12 - 1.01g/L va ty I¢ IgM Kappa/ IgM Lambda tir 1.18
- 2.74.

VII. NHUNG SAI SOT VA XU TRi

- Céc yéu t6 c6 thé anh huong dén két qua khi:

Mau mau bi huyét tan, md mau cao, huyét thanh duc & mic nhin thay
duoc.

- X tri:

Khi lay mau tranh gay v& hong cau, mau bi v& hong cau nén lay mau
mau khéac thay thé. Khi huyét thanh duc phai ly tim truéc Khi tién hanh xét
nghiém.
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