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XET NGHIEM CONG THUC NHIEM SAC THE TUY XUONG

I. NGUYEN LY

Binh thudng & tiy xuong, cac té bao sinh mau van lién tuc ting sinh va
trudng thanh do vay qua trinh phan chia té bao xay ra mot cach tu nhién. Dua
vao tinh chit nay c6 thé lam tiéu ban t& bao nhidm séc thé tuy xuong truc tiép
hoic sau nudi cdy trong méi trudng nhan tao bing cach tc ché phan bao 6 giai
doan ky gifia va pha vd t€ bao, sau d6 lam tiéu ban va phan tich cac bat thuong
nhiém sic thé.
Il. CHi DINH

Nguoi bénh mang bénh 1y huyét hoc cin khao sat cic rdi loan vé nhiém
séc thé.

lil. CHONG CHi BINH
Khoéng c6 chéng chi dinh.

IV. CHUAN Bl
1. Phuong tién - hoa chat
— May ly tam, hé thong kinh va phan mém phéan tich két qua.

6ng falcon 50ml v trung.

Chai nuéi cdy vo trung.

Lam kinh.

6ng falcon 15ml.

Ong tan huyét.

— Pipet pasteur.
Typ Effpendoff.
Heparin 5.000U1/ml.

— Maéi truong nudi cdy: 90ml RPMI 1640 + L-Glutamin + 10ml huyét
thanh bao thai bé +100ul khang sinh + 50ul dung dich NaOH.

— Dung dich colcemid 0,010/00 (10ul/ml).
— Dung dich nhudgc truong: KC1 0,075M (PH=7,4). (8ml/1 mau).

Dung dich dém bach cau.
Dung dich ¢6 dinh:

HUONG DAN QUY TRINH KY THUAT KHAM BENK, CHUA BENH CHUYEN NGANH HUYET HOC-TRUYEN MAU-MIEN DICH-DI TRUYEN 133



CHUONG - DI TRUYEN - MIEN DICH HUYET HOC

+ Dung dich Cornoy: 3 Metanol: 1 acid acetic
+ Dung dich Cornoy: 2 Metanol: 1 acid acetic
Dung dich ¢6 dinh pha 10ml/ 1 mau
— Dung dich NaHCO, 7,5% (dung dé chinh pH)
— Khang sinh: Streptomicin + Penicilin (100ul/ 100ml moi truong).

2. Bénh pham
Dich tiy dudc chong dong bing heparin 5.000 Ul/ml.

V. CAC BUGC TIEN HANH

— Lay 2ml dich tiy vao bom tiém da trang heparin 5.000 Ul/ml.

— Cho tiy vao 6ng nghiém vo trung c6 chtia 3ml méi truong nudi cy, tron
déu va d&m té bao tuy trong hén dich.

— Ly tam 1.000 vong /5 phut 14y cén phia dudi dé tach bo doc chét va cac
phan md lo lting phia trén.

— Mbi chai nuéi cdy ghi tén ngudi bénh, s6 thi tu cia khoa, ngay cay,
ngay thu hoach.

— Trong mbi lo cdy cho:

+ 10ml méi truong nudi cay.

+ Lugng hdn dich tiy chia tit 1-4 x10° t& bao/ml. Lic nhe lo cdy va dé tu

am 37°C trong 24 gio.

— Sau 24 gid cho vao mbi lo 50ul dung dich colcemid (10ul/ml) lai dé tt &m
tiép 20 phut.

— Sau khi t 20 phit chuyén toan bd hén dich 6 lo c&y vao éng falcon 15ml,
ly tam 6 may ly tam roto ving 1000 vong /phit x 8 phut.

— Sau khi ly tAm hit bd phan dich trong & trén, dé lai cin t& bao (chi hut
dén cach mét trén cin té bao khoang 5mm).

— Cho thém vao 6ng ly tAm 9ml dung dich nhugc truong da dé &m 37°C
trude, tron nhe mot vai 1an roi G & bé &m 37°C trong 18 phit.

— Sau khi u 18 phit cho thém vao médi 6ng 1ml dung dich Carnoy, tron
nhe dé 1 phut.

— LAy 6ng ra ly tam 14y cidn nhu trén. Sau khi hit bé dung dich trong
phia trén cho thém vao mbi 6ng 10ml dung dich Carnoy, tron déu dé & nhiét do
phong trong 10 phit.
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— Ly tam va hit bd phan trén r6i thém 10ml dung dich Carnoy, tron déu
dé 6 nhiét do phong trong 10 phuit.

— Lép lai buéce ria trén.

— Cac lam kinh sach riia sach ngdm qua nudc cat, ngam lai vao con 100°,
chuyén sang ngdm nudc cit dé 1én gia lam cho kho.

- DPat gia lam vao ngan da ta lanh khoang 10 phut, sau d6 14y ra dé
nghiéng 20-300 trén gidy tham.

— Ly tam hit bd dung dich trong phia trén, tai huyén dich va 14y hén dich
can nay nhé 1én lam kinh. Chd ¥y khi nhd tiéu ban dé d4u pipet cao hon mit
phién kinh tir 10-20cm.

— Dé tiéu ban khé tu nhién va tién hanh nhudém Giemsa hodc cac k§
thuat nhudém khac.

Luu y: Trong trudng hop con huyén dich thi luu vao éng effendoff dé kiém
tra hodc nhd lai lam kinh khi can.
VI. NHAN BINH KET QUA

Cac bién loan s6 lugng va cau tric dude danh gia:

— Thira nhiém sic thé (Trisomie): ¢ tit 2 cum phan bao trd 1én thita cung
1 nhiém sac thé.

— Thiéu nhiém séc thé (Monosomie): ¢6 tit 3 cum phén bao trd 1én thiéu
cung 1 nhiém sac theé.

— Bién loan cau tric: 6 ti 3 cum trd 1én mang cung 1 bién loan.

HUONG DAN QUY TRINH KY THUAT KHAM BENK, CHUA BENH CHUYEN NGANH HUYET HOC-TRUYEN MAU-MIEN DICH-DI TRUYEN 135



CHUONG - DI TRUYEN - MIEN DICH HUYET HOC

PEM SO LUONG TE BAO GOC TAO MAU TREN MAY
CYTOMICS FC-500

I. NGUYEN LY

Té& bao goc dau dong tao mau cé kich thude tuong tu lympho, d6 phtc tap
nhan va bao tuong thap, c6 biéu hién CD34+, b4t mau nhat véi CD45. Déng thoi
day cling 1a cac t& bao c6 s6 luong rat it trong dich hut tiy xuong. Dém té bao
goc tao mau CD34 dude thuc hién trén may Cytomics FC-500, v6i chuong trinh
CPX-Stem va sinh phdm Stem kit cia Beckman Coulter, dua trén nguyén ly
dém su kién hiém theo huéng dan ctia ISHAGE, c6 st dung hat huynh quang
tham chiém.

Il. CHi DINH

- Kiém tra s6 lugng t& bao gdc trong mau ngoai vi sau dung thudc huy
dong té& bao goc.

- Kiém tra s luong t&€ bao géc trong tdi tach chiét t& bao gbc tit méiu
ngoai vi, tiy xuong, hoéc mau cudng ron.

— Kiém tra s6 lugng va ty 1& t& bao goc song trong mau luu trii sau ra dong.

Il. CHONG CHi PINH
Khoéng c6 chéng chi dinh.

IV. CHUAN BI

1. Phuong tién - hoa chat

— May Flow cytometry Cytomics FC-500 cia Beckman Coulter.

— May votex.
Pipetman va typ dung dugc cho 20ul, 100ul, 1000ul.
— Typ nhua 120x70mm trang silicon.
Kit Stem kit gém: 1 lo CD34-PE/CD45-FITC, 1 lo Control-PE/CD45-FITC,
1lo 7AAD, 1 lo stem count, 2 lo dung dich ly giai héng cau dam dac 10X.

— Héa chat: dung dich PBS (Phosphat Buffer Salin) (tu pha), dung dich Flow
Sheath (mua ctua hang).

— Gang tay, gidy tham...

2. Bénh pham

— MaAu dung 1a mau toan phan hoic dich hut tuy xuong duge 14y vao dng
chtia chit chong dong EDTA. MAu ciing c¢6 thé 14 hodc dich 18y ti tui t&€ bao sau
gan tach, chong dong ACD.

136 oneoan QUY TRINH KY THUAT KHAM BENH, CHUA BENH CHUYEN NGANH HUYET HOC-TRUYEN MAU-MIEN DICH-DI TRUYEN



CHUONG M- DI TRUYEN - MIEN DICH HUYET HOC

— Mau dung cho xét nghiém phai sé6m trong vong 6 tiéng, bao quan &
nhiét do phong.

V. CAC BUGC TIEN HANH

1. Chuan bi mau
— Dé&m s6 lugng bach cau c6 trong mau bénh pham.
— Pha lodng bénh phdm bang dung dich PBS dé dat néng d6 bach cau 15 G/1.
A = S8 lugng bach cAw/10 (A: s6'14n pha loang bénh pham, dilute factor).

— Pha dung dich Lysing 1X: tuy theo s6 luong mau, tinh thé tich dung
dich lysing 1X cAn thiét, 1 mau can 6ml lysing 1X. Pha lysing 1X bang cach:

Thé tich lysing 10X + 9 thé tich nudc cit
2. U mau véi khang thé
Chuén bi 3 typ, danh s6 tit #1, #2 va Control.

— Lan lugt cho cac khang thé CD34/CD45, CD45/control va TAAD vao cac
ong theo bang sau:

CD34/CD45 CD45/control 7AAD
#1 20ul 20ul
#2 20ul 20ul
Control 20pl 20ul

— Nhé vao mbi 6ng 100ul bénh phdm da pha lodng, vortex déu.

— U 20 phut & nhiét d6 phong.

— Thém 2ml dung dich Lysing 1X v&o méi 6ng, t 10 phtt & nhiét d6 phong.

— Léc déu lo Stem count (tranh tao bot khi l4c).

— Thém 100ul hat Stem count vao ca 3 6ng ngay truéc khi dém.

— Pem doc két qua bang chuong trinh dém té& bao goc thuong mai di theo
may (Stem Assay panel).

3. Thao tac trén may Cytomics FC500

— Kiém tra binh dung dich chay may, dung dich rta may, dung dich chat
nudc thai. B sung dung dich hoidc d8 bd nude thai néu cin thiét.

— Kiém tra bat ngudn dién qua Ac quy, bat dién bd ngudn laser, bat may
tinh va may Cytomics FC500.

— Vao chuong trinh CXP, chon tén ngudi lam thi nghiém, nhiap ma ding
nhap. Dgi may 6n dinh (khoang 20 phiit).
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— Hién thi cac ctia s6 diéu kién.
. — Chon: Panel - Common — Stem — Assay — kéo chuong trinh xudng cla
s6 phia duéi.
— Nhép théng tin bénh phidm:

+ Carousel: nhap méa s 1 hodc 2 tuy theo mAu duge dé vao khay 1 hay
khay 2.

+ Possition: 1a vi tri dat cac typ #1, #2 va Control trén Carousel.

+ ID1: ho tén nguci bénh.

+ ID2: test 1 Ging véi #1, test 2 Ging v61 #2, control tng véi Control.

+ Factor: nhap s6 hat ghi trén lo Stem count XXX cells/uL.

— Nhap bang Report:

+ ID1: copy tw ID 1 6 trén.

+ Last name: Nhap tén ngudi bénh.

+ Date: nhap thang /ngay/nam.

+ Physician: nhap tén bac si chi dinh.

+ Sample: nhap loai bénh phdm c6 thé chon Whole Blood (miu toan
phan), Apheresis(dich gan tach), Cord (mau cuéng ron), Bone Marrow(dich
tuy xuong).

+ WBC: nhap sb luong bach cau (x10°).

+ Dilution factor: nhap ty 1é pha lodng da tinh khi pha loing ban dau.

+ Save — déng lai phan nhap report.

— Phan tich mau:
+ Nhén biéu tugng tam giac (Play) trén bang diéu khién dé phan tich mau.
_+ Quan sat cac do thi, cAc 6 hién thi téc 6 phan tich dé kip thoi xt 1y khi
c6 dién bién bat thuong.

VI. NHAN PINH KET QUA

— Xuat két qua

MG bang Report — tim dén muc report — nhap ID1 hoidc Last name — tim
dén nguoi bénh can chon. Slect — kich dip vao dong thong tin — Print.

— Rutia may va tit may theo quy trinh quy dinh.

— Neéu két qua mau #1 va #2 khong léch nhau qua 15% - thao téc tot.

— Neéu két qua mau #1 va #2 léch qua 15% - thao tac khéng t6t, néu léch
qua phai chay lai.

— Chu ¥ quan sat két qua chay, néu d6 thi biéu hién hat tham chiéu theo
thoi gian khong 6n dinh > rita may, tit may, kiém tra day dua dich, nudc thai
roi chay lai.
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PINH LUGNG VIRUT CYTOMEGALO (CMV)
BANG KY THUAT REAL -TIME PCR

. NGUYEN LY

St dung k§ thuat PCR (Polymer Chain Reaction) ¢ nhan ban mét doan gen
dac trung cua virut CMV (Cytomegalovirus) két hop véi viéc bé sung tagman probe
1a mét chat phat huynh quang vao phan ting PCR. Dua vao su kiém soat s6 luong
huynh quang tiéu tén trong phan tng cing véi cac chudn AND-CMV da biét trude
noéng do, phan mém cta hé théng sé tinh toan va dém dudc s6 lugng ban sao virut
CMV ban d4u c6 trong mau bénh pham.

Il. CHi BINH

Xét nghiém nay dung dé phat hién/dinh lugng CMV trong cac miu mau
nguoi bi nghi ngd nhiém CMV.

Chi dinh dé ch4n doan nguyén nhan gay bénh (véi ngusi bénh sau ghép cd quan).
Chi dinh dé sang loc nguy ¢d mang mAm bénh trén ngudi cho cé quan
trong ghép tang.
Il. CHONG CHi PINH
Khoéng c6 chéng chi dinh.

IV. CHUAN BI
1. Phuong tién - héa chat

— Kit tach ADN ctua hang Qiagen gom: buffer AL, Wash I, Wash II,
proteinase K, cot loc.

— Kit dinh lugng CMV caa Nam Khoa gém: 3 standar 103, 104,105, CMV
mix, HBG mix, IC control, chiing tring.

— May ly tam eppendoft.

— May 1 nhiét.

— May vortex.

— Box v6 trung.

— PAu coém 1ml, 200ul, 20ul v trung, free-nuclease.

- 6ng eppendoft 1,5ml, 0,2ml v6 trung, free-nuclease.

— Pipetman 1ml, 200ul, 20ul.
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2. Bénh pham
2ml mau toan phan dung trong éng chéng dong EDTA.

V. CAC BUGC TIEN HANH
1. Tach ADN

— Quan sat, d6i chiéu cdn than tén trén 6ng mau va gidy xét nghiém.
— Dung pipet hat 200ul mau vao mot eppendoft vo trung.

— BG& sung 20ul proteinase K, tron nhe nhang bang hut ddy.
— Thém 200ul dung dich AL, vortex 10 giay.

— U 56°C trong 10 phit.

— Thém 200ul cén 96°, 1ic nguge nhe nhang, khong dude vortex.
— Chuyén hét dich trong eppendoft sang cét loc.

— Ly tam cot 6 10.000 vong/phut trong 1 phut.

— D6 bd hoan toan dich ly tAm & typ 2ml duéi cot loc.

— Thém 500ul dung dich rita AW1 vao cot loc.

— Ly tam cot 6 10.000 vong/phut trong 1 phut.

— D6 bd hoan toan dich ly tAm & typ 2ml duéi cot loc.

— Thém 500pul dung dich rita AW2 vao cot loc.

— Ly tam cot 6 10.000 vong/phut trong 1 phut.

— D46 bd hoan toan dich ly tdm & typ 2ml dudi cot loc.

— Dat cot loc 1én trén 6ng 2ml méi.

— Ly tam co6t loc ¢ 14.000 vong/phtt trong 1 phiit.

— Dat cot 1én 6ng eppendoft méi da ghi tén nguoi bénh.

— Nho 100ul nuée vé trung vao chinh gitia cot loc.

— Ly tam cot 6 14.000 vong/phut trong 1 phut.

— Thu dich ADN trong dng eppendoft.

Béo quan -20° néu chua st dung ngay.

2. Thuc hién phan tiing Real-time PCR

— Dua cac thanh phén cta kit dinh lugng ra nhiét d6 phong 10 phut dé ra
dong hoan toan.
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— Trén k§ bang vortex cac éng standar 103,104,105, IC control.
— Tron nhe nhang bing lic ngudc cac 6ng CMV-mix, HBG mix.

— Lay 7 éng eppendoft 0,2ml danh s6 thu tu S1, S2, S3, Nev-HBG, Ne-
CMV, BN-HBG, BN- CMV.

— Nho 5ul standar cac nong d6 103, 104, 105 tuong ting vao cac ong S1, S2, S3.
— Nho 5l IC control vao cac éng Nev-HBG, Ne-CMV, BN-HBG, BN- CMV.
Nho 5ul chiing tring vao cac 6ng Nev-HBG, Ne-CMV.

Nhé 5ul AND ctia ngusi bénh cin xét nghiém vao cac 6ng BN-HBG, BN- CMV.
Nhé 20ul HBG-mix vao cac dng Nev-HBG, BN-HBG.

Nhé 20ul CMV-mix vao cac é6ng S1, S2, S3, Ne-CMV, BN- CMV.

Tron nhe nhang tit ca cac 6ng trén bang tay.

Spin down 10 giay.

— Dit cac ong vao may Real-time PCR CFX 96 va cai dat so d6 giéng theo
ding thu ty dat trén may.

— Chon chuong trinh nhiét CMV protocol.
— Chon noi luu két qua trong CMV result.
— B&m start dé may chay.

Chuong trinh chay sé két thic sau 1gio 40 phiit.

VI. NHAN PINH KET QUA

Két qua ctua phan tng Real-time PCR sé hién thi 1én man hinh khi két
thic chuong trinh chay:

— Néu mau am tinh, thi tra két qua 1a Am tinh kém véi hinh anh chay va
ghi chu ¢ duéi 1a “Ngudng phat hién 10* copies /ml mau”.

— Neéu mau duong tinh thi 14y s6 lugng virut trong 6 két qua 6 man hinh

may tinh nhan véi 50 (d0 pha lodng) va tra két qua bing hinh anh chay kém
theo s6 lugng virut tinh dude sau khi da nhan véi d6 pha loang.
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PHAT HIEN DOT BIEN INTRON18/BCLI
BANG KY THUAT PCR - RFLP

I. NGUYEN LY

St dung k¥ thuat PCR dé nhan ban doan gen vung intron 18 sau d6 két
hop véi ky thuat RFLP (Restriction Fragment Length Polymorphism) dé phan
tich doan gen nay sau khi cit véi enzym Bel I. Phat hién ngudi mang gen dot
bién hay khéng mang dot bién intronl18 /Bcl I thong qua viéc quan sat su hoat
dong hay khong hoat déng ctia enzym nay trén tiing mau bénh phém.
Il. CHI BINH

— Chi dinh dé chén doan di truyén cho ngudi bénh hemophilia A.

— Chi dinh d€ sang loc ngudi mang gen bénh hemophilia A.

Il. CHONG CHi PINH
Khéng c6 chéng chi dinh.

IV. CHUAN Bl
1. Phuong tién - hoa chat

— Kit tach ADN cua hang Qiagen gom: buffer AL, AW1, AW2, proteinase
K, cot loc.

— PCR supermix, cip moéi 18F va 18R, enzym Becll, buffer 3, dH20,
agarose, Ethidium Bromid, dém TBE 10X cta Invitrogen.

— May ly tam eppendoft.

— Bé 6n nhiét 56°C.

— May 1 nhiét.

— May vortex.

— Box v trung.

— PAu coém 1ml, 200ul, 20ul v6 trung, free-nuclease.

- 6ng eppendoft 1,5ml, 0,2ml vo trung, free-nuclease.

142 oveoan QUY TRINH KY THUAT KHAM BENH, CHUA BENH CHUYEN NGANH HUYET HOC-TRUYEN MAU-MIEN DICH-DI TRUYEN



CHUONG M- DI TRUYEN - MIEN DICH HUYET HOC

Pipetman 1ml, 200ul, 20ul.

2. Bénh pham

2ml mau toan phan dung trong é6ng chong dong EDTA.

V. CAC BUGC TIEN HANH
1. Tach ADN

Quan sat, d6i chiéu can than tén trén 6ng mau va gidy xét nghiém.
Dung pipet hiat 200ul mau vao mot eppendoft vo trung.
B6 sung 20ul proteinase K, tron nhe nhang bang hit day.
Thém 200ul dung dich AL, vortex 10 giay.

U 56°C trong 10 phiit.

Thém 200pl con 96°, lic ngude nhe nhang, khéng dudc vortex.
Chuyén hét dich trong eppendoft sang cot loc.

Ly tAm cot 6 10.000 vong/phut trong 1 pht.

D6 bé hoan toan dich ly tAm & typ 2ml duéi cot loc.

Thém 500pul dung dich riia AW1 vao cot loc.

Ly tAm cot 6 10.000 vong/phut trong 1 pht.

D6 bd hoan toan dich ly tAm & typ 2ml duéi cot loc.

Thém 500pul dung dich riia AW2 vao cot loc.

Ly tAm cot 6 10.000 vong/phut trong 1 phut.

P36 bé hoan toan dich ly tAm & typ 2ml dudi cot loc.

Dat cot loc 1én trén 6ng 2ml méi.

Ly tam cot loc ¢ 14.000 vong/phut trong 1 phiit.

Dit cot 1én 6ng eppendoft méi da ghi tén nguoi bénh.
Nho 100ul nuée vé trung vao chinh gitia cot loc.

Ly tam cot 6 14.000 vong/phut trong 1 pht.

Thu dich ADN trong 6ng eppendoft.

Bao quan -20° néu chua st dung ngay.

2. Thuc hién phan img PCR - RFLP
2.1. Phén ung PCR

Pua cac thanh phan ctia phan tng PCR gébm PCR supermix va cip moi

18F, 18R ra nhiét d6 phong 10 phut dé rd déng hoan toan.

Trén nhe nhang bang 14c ngude cac ong PCR supermix va cip moi 18F, 18R.
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— L&y 3 éng eppendoft 0,2ml ky hiéu Nev (déi chiing Am), Pos (déi chiing
duong), BN (ngudi bénh).

— Lay lan lugt cac thanh phan sau vao mdi 6ng eppendoft da ghi ky hiéu:
+ PCR super mix: 22,5ul
+ 18F: 1
+ 18R: 1ul
+ dH,0: 2,5ul
— Nho 3ul positive control vao éng ky hiéu Pos.
— Nho 3ul negative control vao 6ng ky hiéu Nev.
— Nho 3ul AND ngudi bénh can xét nghiém vao 6ng ky hiéu BN.
— Trén nhe nhang tit ca cac ong trén bang tay.
— Spin down 10 giay.
— Dat cac 6ng vao may PCR C1000.
— Chon chuong trinh nhiét Hemo.
— Bé&m start dé may chay.
— Chuong trinh chay sé két thic sau 2 gio 40 phit.
2.2. Dién di kiém tra san pham PCR

Sau khi két thic chuong trinh PCR phai dién di san phdm PCR trén gel
agarose 2% dé trudc khi cit véi enzym.

2.2.1. Quy trinh d6 gel
— (Can 1 gam agarose chi vao binh Pyrex.
— Thém 100ml dém TBE 1X vao binh, lic déu.
— Dun méi lan 1 phut trong 10 vi séng dén khi agarose tan hoan toan.
— DE 4m dén 600 roi d6 vao khay da cidm luge.
— DERT 30 phut dé thach déng réi méi rat luge ra.
2.2.2.Pién di
— Lay 5pl san pham PCR + 1ul loading dye 10X + 4pl dH,0.
— Tron déu va nhd vao cac giéng theo thii tu.

— Nho 3ul marker AND 100bp vao giéng ké tiép.
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Dit ban gel vao may dién di.

- D6 dém TBE 1X ngép ban gel va chay 6 100 vong trong 20 pht.

— Nhudm ban gel véi dung dich ethidium bromid trong 5 pht.

— Quan sat ban gel dudi dén UV, néu thay cac miu bénh phidm cb bing
AND 142 bp thi tiép tuc thuc hién phan ting RFLP, néu khong c6 thi lip lai xét
nghiém PCR.

2.3. Phan ung RFLP

— L&y lan lugt cac thanh phan sau vao 6ng eppendoft 0,2ml da ghi tén
ngudi bénh:

+ Buffer 3: 3ul

+ SP PCR: 25l

+ Bel I: 2ul
— Trén déu bang pipet, spin down.
- U 56°, 16gio.

Dién di san pham cit nay trén gel agarose 2%.

VI. NHAN PINH KET QUA

— Néu mau ngudi bénh 14 nam giéi sau phan ting PCR-RFLP c¢6 2 bang
AND 99 bp va 43 bp thi két luan am tinh.

— Néu mau ngudsi bénh 14 nam giéi sau phan ting PCR-RFLP c6 1 bang
AND 142 bp thi két luan duong tinh.

— Néu mau ngudsi bénh 1a nii giéi sau phan ting PCR-RFLP c6 2 bang
AND 99 bp va 43 bp thi két luan am tinh dong hop tu.

— Néu mau ngudsi bénh 1a nii giéi sau phan tng PCR-RFLP c6 3 bang
AND 14 142bp, 99 bp va 43 bp thi két luan duong tinh di hop tu.
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PHAT HIEN DAO DOAN INTRON 22 CUA GEN YEU TO VIIl BENH
HEMOPHILIA A BANG KY THUAT LONGRANGE - PCR

. NGUYEN LY

Ky thuat longrange PCR (LR-PCR) dua vao viéc tron hai loai enzym AND
polymerase chiu nhiét, thudng 1a Taq polymerase c6 hoat luc cao téng hop dau
5-3’ va mét enzym khac hoat dong téng hgp dau 3'-5 (thudng 1a Pwo). Su két
hop nay cho phép primer c6 kich thuée 16n dude dudi ra hon 1a chi st dung mot
minh Taq. Do d6 né cho phép khuéch dai mét doan gen 16n va tao ra san phdm
PCR c6 kich thuéc 16n hon nhiéu so v6i san pham PCR thong thudng, san pham
LR-PCR thuong c¢6 kich thude tir 10-12kb.

Il. CHi BINH
— Ngudi bénh duge chan doan 1a hemophilia A thé ning va thé trung binh.
— Nguoi phu nii c6 lién quan (chi, em gai, me, di) dén nhiing nguoi bénh trén.

Il. CHONG CHi PINH
Khéng c6 chéng chi dinh.
IV. CHUAN BI
1. Ngudi thuc hién
Ky thuat vién phong sinh hoc phan ti.
2. Phuong tién - hoa chat
2.1. Hod chét, sinh pham

— Primer

P | 5 GCCCTGCCTGTCCATTACACTGATGACATTATGCTGAC3' (38-mer)

Q | 5 GGCCCTACAACCATTCTGCCTTTCACTTTCAGTGCAATA 3'(3- mer)

A | 5 CACAAGGGGGAAGAGTGTGAGGGTGTGGGATAAGAA 3’ (36-mer)

B | 5 CCCCAAACTATAACCAGCACCTTGAACTTCCCCTCTCATA 3’ (40-mer)

Giii stock 100pmoles/pl trong -20°C
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Working primer: 10 pmoles/ul trong 2-8°C.

Kit LongRange PCR (Quiagen, Cat No: 206402 gom 10X Longrange PCR
buffer va Enzyme mix (5U/ul)).

MgCl, (25mM)

dNTPs (2.5mM)

7-dease-dGTP (Roche; Cat No: 10 988 537 001)
DNA markers (A DNA marker/ Hind I1I(Gibco))
5X TBE buffer (b6 sung tén Cat No)

Ethidium bromid (10mg/ml(Sigma))

Nuéc cat khong DNA hoac RNA.

6X loading dye

DMSO (Sigma)

May PCR C1000, Bio- Rad

Hé théng dién di CC9918

Hé théng dién di Maxfill 3001251

Hé thong doc gel HU 25

Pipetman (p10, p20, p100)

May ly tam

Lo vi séng

Hét vo trung

Ong chéng dong EDTA 2ml

Typ ependoff 1,5ml; 0,5ml

3. Bénh pham

MAau AND ctia ngudi bénh da duge do OD.

Mau chiing c¢6 4 éng: 2 chting duong (1 mAu ngudi bénh, 1 mau nguoi

phu nii mang gen bénh), 1 chiing 4m, 1 mau nudc cat.
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V. CAC BUGC TIEN HANH

1. Pha 2 master mix PCR trong hét & tai phong tién PCR theo worksheet

1.1. Master mix1 (MM1)

dATP (10mM) 1,254l
dCTP (10mM) 1,25ul
dTTP (10mM) 1,254l
dGTP (10mM) 0,625l
7-dease-dGTP (10mM) 0,625l
Oligo-P (10pmoles/) 0,5ul
Oligo-Q (10pmoles/) 0,5ul
Oligo-A (10pmoles/) 0,2ul
Oligo-B (10pmoles/) 0,2ul
10X buffer 2,0ul
DMSO 0,4ul
1.2, Master mix 2 (MM2)
Longrange PCR enzym mix (5Ul/pl) 0,5ul
10X longrange PCR buffer 0,5ul
Nudc cat 4,00l

2. Mix mau phan g

Chay PCR.

Cho 8,8ul MM1 vao 6ng 0,2ml PCR.

Thém nude, 10-20ng AND mau va chiing (cho dt téng s6 20ul).
Mang mau va MM2 t6i phong chay PCR (dat MM2 trén da).

bit 6ng phan ting vao may PCR, &n start doi khi may da chay xong chu ky

bién tinh 1an dau & 95°C/ 30s. An “Pause”.

+ Thém 5ul MM2 vao mbi ong va tron déu bang pipet. An “Resum”.
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+ bién di kiém tra san pham (hodc c&t vao ta lanh t6i khi dién di).

3. Pién di kiém tra san pham

- D6 gel 1,5g agarose trong 300ml 0,5XTBE buffer. Thém 12ul ethidium
bromid (10mg/ml) vao 300ml agarose.

— Thém 1/6 thé tich cta 6X loading dye vao mdi giéng cua khay Terasaki
(dung dé tron mau dién di).

— L&y 10pl san phdm cho vao mdi giéng c6 sin loading dye trén k§, nhd
vao giéng gel.

— Nho 5ul marker vao giéng dau tién cua ban gel.

— Chay dién di 90volt/1 gid, kiém tra bing, néu cé chay tiép it nhat
12 gid (c6 thé chay téi 21 gid). Néu khong thay cé bang ding chay lam lai phan
ung PCR.

— Chup anh gel, in anh va dan vao worksheet.

VI. NHAN BINH KET QUA
San pham duge doc trén ban gel ¢6 3 kich thuée 1a 10kb, 11kb, 12kb.
Cu thé:
— MaAu khéng c6 ddo doan sé c6 02band: 10kb, 12kb.

— MAu c6 dot bién dao doan néu dong hgp tt c6 02 band: 10, 11 néu di hgp
ti c6 03 band 10,11,12kb.
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XET NGHIEM PINH TYP HLA
BANG KY THUAT SINH HOC PHAN TU

. NGUYEN LY

Ky thuat SSP dua trén ting dung ky thuat PCR. Véi viéc téng hop nén céc
doan ADN dac trung tit 1 doan ADN khuén bang cac cip mdi dic hiéu. Théng

qua phan mém phén tich dé xac dinh nhém HLA cho tiing cé thé.

Il. CHi BINH

Ngudi bénh chd ghép tiy xuong, ghép tang dong loai.

Nguoi hién tang, hién tuy xuong.

Ill. CHONG CHi BINH

Khéng c6 chéng chi dinh.

IV. CHUAN BI

1. Ngudi thuc hién

BAc si, cii nhén, ky thuat vién da dude dao tao thuc hién ky thuat.

2. Phuong tién - hoa chat

May ly tam lanh cho eppendoff.

May PCR.

May dién di gel agarrose.

May votex.

Heé théng soi gel bang dén cuc tim.

Hé thong chup anh gel sau dién di.
Pipetman cac loai: 1000ul, 200ul, 20ul.
Pipet nhua dung 1 1an.

6ng ependoff 1,5ml.

DAu con c6 phin loc loai 1000pl, 200pl, 20pl.
DAu con khong c6 phin loc loai 200pl.
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V. CAC BUGC TIEN HANH

1. Ki€ém tra hd so
Déi chiéu mau xét nghiém véi gidy chi dinh xét nghiém.
2. Thyc hién ky thuat

— LAy 6ng D-mix, phién xét nghiém, mau ADN ra khdi ti bao quan, dé tan
déng & nhiét d6 phong.

— LAy 6ng enzym Taq ra khoi ti Am va gifi trén da cho dén khi st dung.
— Dung pipet chuyén 120ul ADN va 7ul taq vao 6ng D-mix.

— Dung may votex dé tron déu hén hgp trén, sau d6 ly tdm nhe dé kéo
toan bo héa chat bam trén nap 6ng xudng day.

— Chia vao tiing giéng ctia phién 10ul hén hop trén.

Dung miéng gidy dan, dan kin toan bd phién.

bt phién vao may PCR.
— Chon chuong trinh chay PCR cho xét nghiém HLA.
Lay phién ra khoi may PCR sau khi chuong trinh chay két thic.

bién di toan b san phadm sau PCR trén thach agarrose 2%.

pién di 10 phut 6 hiéu dién thé 100V.

Sau khi dién di, nhuoém ban gel véi ethidium boromid.

Riia lai ban gel va xem két qua dién di trén may soi gel.

VI. NHAN BINH KET QUA
— Chup lai anh va phéan tich két qua bang phan mém onelambda.

Panh dau vi tri ciia nhiing bing dic hiéu.

Nhap lai nhiing vi tri d6 vao phan mém phan tich két qua.

— Sau khi phan mém phéan tich két qua xong, in két qua da phan tich.
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XAC DINH GEN BENH MAU
BANG KY THUAT RT - PCR

. NGUYEN LY

Dua trén nguyén tac nhan ban doan gen bang cac cép moi déc hiéu.

Il. CHi DINH

Ap dung cho ngudi bénh c¢6 nghi ngd bi bénh mau hoic nhiing ngusi bénh
c6 diéu tri hoa chat.
Il. CHONG CHi PINH

Khéng c6 chéng chi dinh.

IV. CHUAN Bl
1. Ngudi thuc hién

Béc si, cti nhén, k§ thuét vién xét nghiém da dudge dao tao dé thuc hién ky thuat.
2. Phuong tién - hoa chat

— May ly tam lanh cho eppendoff.

— May votex.

— May PCR.

— May dién di gel agarrose.

— Heé thong soi gel bang dén cuc tim.

— Hé thong chup anh gel sau dién di.

— Pipetman cac loai: 1000ul, 200ul, 20ul.

- 6ng ependoff 0,2ml.

— Dau con c6 phin loc loai 1000ul, 200ul, 20pul.

— Dau cén khong c6 phin loc loai 200pl.
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V. CAC BUGC TIEN HANH

— Céac thanh phan caa phan tng RT-PCR duge 14y ra trude 5 phut dé tan
dong hoan toan.

— ARN dugc tach ti tiy bang kit ciia Qiagen.

— LAy cac thanh phan cho phan tng theo bang sau:

Tén héa chat S6 lugng ()
Reaction mix 25
Taq platilum 1
M0i xuoi 1
M&i ngudc 1
Nudc 19
ARN 3

— Sau khi 18y day du cac thanh phan nhu trén vao 6ng eppendoff 0,2ml,
tron déu hén hop trén bang may votex.

— Dua ong ependoff vao may ly tdm dé spin down.

Dit 6ng eppendoff vao may PCR.

Chay PCR theo chuong trinh da cai san trén may PCR.

Sau khi PCR 14y 6ng eppendoff ra va chuén bi cho phan ting PCR.
PCR

L&y thanh phén ctia phan tng PCR ra trude 5 phit va dé tan déng hoan toan.
Lay cac thanh phan theo bang sau:

Tén héa chat S6 lugng (ul)
Super mix 40
Moi xuoi 1
Mbi nguoc 1
Nuéc 5
San phdm RT-PCR 3

Sau khi trén toan bd cac thanh phin trén bang may votex, dem 6ng
eppendoff ly tAm dé spin down.

— Dat d6ng eppendoff vao may PCR.
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Chay PCR theo chuong trinh da cai san trén may.

Sau khi PCR 14y 6ng eppendoff dem dién di bang thach agarrose.

Sau khi dién di kiém tra két qua bang may soi gel.

— Chup anh va phan tich két qua.

VI. NHAN PINH KET QUA

— K&t qua la duong tinh néu sau khi dién di san pham PCR c6 xuét hién
bang dac hiéu.

— Két qua 1a 4m tinh néu sau khi dién di sdn ph4m PCR khong xuét hién
bang dac hiéu.
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KHANG THE KHANG NHAN ANA (ANTINUCLEAR ANTIBODIES)
BANG KY THUAT ELISA

. NGUYEN LY

Céac khang nguyén tinh sach dude gén sdn vao giéng bao gém: ds DNA,
histones, SS-A/Ro, SS-B/La, Sm, SmRNP, Scl-70, Jo-1, centromere, va cac khang
nguyén tach t nhan HEp-2. Do d6 cic khang thé cta cic khang nguyén nay
néu hién dién trong huyét thanh sé gén dic hiéu vao cic khang thé trén giéng.
Thuc hién bude rita dé loai bd cac khang thé khong gin dic hiéu. Sau khi nhd
dung dich céng hop c6 chtia khang thé khang globulin mién dich ngusi gin véi
enzym horseradish peroxidase vao giéng, khang thé nay sé gin véi phiic hop
trong giéng hinh thanh nén phic hgp sandwich: céng hop - khang thé - khang
nguyén. Sau khi rta, cac cong hop khong gén véi phiic hop sé bi loai bo, chi con
lai phiic hgp sandwich trong giéng. Do vay, khi nhd dung dich co chat TMB
substrate, enzym sé xuc tac tao phan ting tao mau xanh da troi. Cuéi cung,
dung dich sé chuyén sang mau vang khi nhé thém dung dich Stop solution. Két
qua duge dinh lugng bang may doc OD 6 budc séng 450nm.

Il. CHUAN B|
1. Phuong tién - hoa chat
1.1. Thanh phan kit

— Quy trinh st dung kit caia BIORAD: REF 96AN-576AN-4250000,
Autoimmune EIA ANA screening test.

— Thanh phan kit bao gébm:

+ MPLT (ANA screening test microplate): plate 96 giéng, cac khang nhan
ctia nhan t& bao dudc gdn sin vao cic giéng va cac giéng dude bao quan trong
tai dan kin.

+ WSH-CONC (DNA wash concentrate 16.7X): thanh phan dung dich
bao gom dém phosphate va Tween 20. Dung dich sau khi pha lodng sé cé
pH 7.3.

+ SAMP-DIL (Sample diluent): thanh phadn dung dich bao gém dém
phosphat, sodium acid, pH 7.3.

+ CONdJ (Conjugate): dung dich dém chiia goat anti-human IgG
horseradish peroxidase.

+ CONTROL + (ANA screening test positive control): chiing ducng chia
khang thé ANA trong huyét thanh ngusi.
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+ C/O-CONTROL (ANA screening test cutoff control): chiing chuén chta
khang thé ANA trong huyét thanh ngudi.

+ CONTROL - (ANA screening test negative control): chling Am chta
khang thé ANA trong huyét thanh ngudi.

+ SUBS (Substrate): Tetramethylbenzidin (TMB) dugc pha loang trong
dém hydrogen peroxide.

+ STOP (Stop solution): chta 1,5 % sulfuric acid va 1.5% hydrochloric acid.

1.2. Chuan bj hoa chét va vat liéu

Trudc khi tién hanh thi nghiém cac héa chat can diung dugc mang ra nhiét
d6 phong dé 6n dinh nhiét dd.

— Pha dung dich ria:

+ Dung dich rtia (DNA Wash solution) dudc pha loang véi ty 1& 6ml dung
dich riia + 100 ml nuéc cat.

+ Dung dich sau khi pha loang c6 thé bao quan 14 ngay tai nhiét do 2-8°C
— Chuén bi mau:
Ly tam mau tach huyét thanh, danh s6 thi tu cac mau.
— Pha loang d6i chiing va mau:
Chiing duong, chiing 4m, chiing chuin va mau xét nghiém dudc pha lodng
v61 dung dich pha loang (sample Diluent) theo ty 1& 1:40.
10ul mau: 400ul dung dich pha loang.
— Chuén bi giéng:
+ Chuén bi s6 lugng giéng phu hgp véi s6 luong cac mau xét nghiém.
+ GAan cac giéng vao gia, danh ddu theo thi tu cac mau.
— Chuén bi vat liéu:
+ Pipet va typ 10ul, 100ul, 1000ul.
+ May doc OD.
+ Nép day mau den.
+ Gidy tham.

lll. CAC BUGC TIEN HANH
1. Pha loang mau va chuan bi giéng
— Chuén bi cac 6ng méi dé pha loang.
+ Pha lodng chiing 4m, chiing duong, ching chuén:
10ul chiing: 400ul sample Diluent, tron ky.
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+ Pha loang mau
10ul mau: 400ul sample Diluent, tron ky.
— Chuén bi va gin giéng phan tng vao khung theo s6 lugng vira du.
2. Nhé mau

— Nhd 100ul chting cac loai va mau da pha lodng vao cac giéng tuong tng,
u 30 phit, nhiét do6 phong.

— Rua giéng.

+ Tht cong: nhé 300ul dung dich rita vao mdi giéng, chd 30 gidy, d6 bod
dich, vay kho va dap giéng trén gidy thdm dé loai bd hét dich. Thuc hién buée
rua 3 lan.

+ May: ria theo chuong trinh tu dong.

3. Nho Conjugate
— Nho 100ul Conjugate vao tat ca cac giéng, u 30 phut, nhiét do6 phong.
— Rua giéng.

+ Tha cong: nhé 300ul dung dich rita vao mdi giéng, chd 30 gidy, d6 bod
dich, vay kho va dap giéng trén gidy thdm dé loai bd hét dich. Thuc hién bude
rua 3 lan.

+ MaAy: ria theo chuong trinh tu dong.
4. Nho Substrate

Nho 100ul TMB substrate solution vao tat ca cac giéng, i 30 phit, nhiét do
phong, khong anh sang.

Chii y: khong duge d€ qua thdi gian .
5. Nho Stop solution

Nhé 100 ul Stop solution vao mbi giéng.
IV. NHAN PINH KET QUA

1. Poc két qua

— Doc OD 6 buée séng 450nm trong vong 30 phut sau khi nho Stop
solution.

— DAu tién doc giéng blanking control (chi cé Dilutent sample) rdoi dén cac
giéng chuéin va giéng chiia mau.

— Yéu cAu:

+ Giéng ching duong va chiing chudn phai ¢c6 mau vang.
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+ Giéng chiing Am va giéng blank c6 mau hoi vang hoic khéng c6 mau.
2. Phan tich két qua

Két qua do mat dd quang dudc nhap vao phan mém phan tich két qua va
tinh theo cong thiic sau:

ANA cta mau = (OD mAu / OD chiing chuén)

ANA Két qua
<1.0 Am tinh
>1.0 Duong tinh

V. NHUNG SAI SOT VA XU TRi
— Lam khong dang, khong du cac budc cua quy trinh = lam lai.
— DE thoi gian 1 cac bude qua 1au hoidc khong da thoi gian > lam lai.

— Riia giéng khong k§ >lam lai.
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KHANG THE KHANG dsDNA (Anti double stranded DNA)
BANG PHUGNG PHAP ELISA

. NGUYEN LY

dsDNA tinh sach duge gén sin vao giéng. Do d6 cac khang thé ciia dsDNA
néu hién dién trong huyét thanh sé gin dic hiéu vao cac dsDNA trén giéng.
Thuc hién buée ria dé loai bd cac khang thé khong gin dic hiéu. Sau khi nho
dung dich céng hop c6 chita khang thé khang globulin mién dich ngudi gin véi
enzym horseradish peroxidase vao giéng, khang thé nay sé gin véi phiic hop
trong giéng hinh thanh nén phtc hop sandwich: cong hgp - khang dsDNA -
dsDNA. Sau khi ria, cac cong hgp khong gén véi phiic hop sé bi loai bd, chi con
lai phtic hgp sandwich trong giéng. Do vay, khi nhdé dung dich co chat TMB
substrate, enzym sé xuc tac tao phan ting tao mau xanh da troi. Cuéi cung,
dung dich sé chuyén sang mau vang khi nhé thém dung dich Stop solution. Két
qua dugc dinh lugng bang may doc OD 6 buéc séng 450nm.

Il. CHi BINH
— Cac truong hop nghi ngs lupus ban do.
— Nghi c6 bénh tu mién.
- C6 két qua ANA duong tinh.

lil. CHONG CHi BINH
Khoéng c6 chéng chi dinh.

IV. CHUAN BI
1. Phuong tién - hoa chat
1.1. Thanh phan kit

— Quy trinh st dung kit cuia BIORAD: REF 96DS-576DS, Autoimmune
EIA Anti-dsDNA test.

— Thanh phén kit bao gém:

+ MPLT (anti-dsDNA microplate): khang nhan dsDNA dudc gén sin vao
cac giéng va cac giéng dude bao quan trong tii dan kin.

+ WSH-CONC (DNA wash concentrate 16.7X): thanh phan dung dich bao
gdm dém phosphat va Tween 20. Dung dich sau khi pha loang sé c6 pH 7.3.
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+ SAMP-DIL (DNA sample diluent): thanh phan dung dich bao gém dém
phosphat, sodium azid, pH 7.3.

+ CONJ (Conjugate): dung dich dém chta Goat anti-human IgG
horseradish peroxidase.

+ CONTROL + (Anti-dsDNA positive control): chiing duong chita khang
thé khang dsDNA trong huyét thanh ngudi.

+ CAL (Anti-dsDNA calibrator): chtng chuén chta khang thé khang
dsDNA trong huyét thanh nguai.

+ CONTROL (Anti-dsDNA negative control): chiing Am chiia khang thé
khang dsDNA trong huyét thanh nguai.

+ SUBS (Substrate): Tetramethylbenzidin (TMB) dugc pha loang trong
dém hydrogen peroxid.

+ STOP (Stop solution): chia 1,5 % sulfuric acid va 1,5% hydrochloric acid.
1.2. Chuan bj héa chét va vat liéu

Trudc khi tién hanh thi nghiém cac héa chat can dung dugc mang ra nhiét
d6 phong dé 6n dinh nhiét do.

— Pha dung dich ria:
+ Dung dich rtia (DNA Wash solution) dugc pha lodng véi ty 1é:
+ 6ml dung dich rtta + 100ml nuéc cAt.
+ Dung dich sau khi pha loang c¢6 thé bao quan 14 ngay tai nhiét do 2-8°C.
— Chuén bi mau:
Ly tam mau tach huyét thanh, danh s6 thi tu cac mau.
— Pha loang ddi chiing va mau:

Chiing duong, chiing 4m, chiing chuin va mau xét nghiém dudc pha lodng
v6i dung dich pha loang DNA (sample Diluent) theo ty 1& 1: 100.

10ul mau: 1.000ul dung dich pha loang.
— Chuén bi giéng:
+ Chuén bi s6 lugng giéng phtt hgp véi s6 luong cac mau xét nghiém.
+ Gén céc giéng vao gia, danh d4u theo thi tu cAc mau.
— Chuén bi vat liéu:
+ Pipet va typ 10ul, 100ul, 1.000ul
+ May doc OD
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+ Nép day mau den.

+ Giay them.

V. CAC BUGC TIEN HANH
1. Pha loang mau va chuan bi giéng
— Chuén bi cac 6ng méi dé pha loang.
+ Pha loang chiing 4m, chiing duong, ching chuin:
10ul chting: 1000ul sample Diluent, tron k§.
+ Pha lodng mau
10ul mAu: 1000ul sample Diluent, tron k.
— Chuén bi va gin giéng phan tng vao khung theo s6 lugng vita du.
2. Nhé mau
— Nhd 100ul chiing cac loai va mAu da pha lodng vao cic giéng tuong Gng
— U 30 phut, nhiét d6 phong.
— Rua giéng
+ Tht cong: nhé 300ul dung dich rita vao mdi giéng, chd 30 gidy, d6 bd

dich, vay kho va dap giéng trén gidy thdm dé loai bé hét dich. Thuc hién bude
rua 3 lan.

+ May: rta theo chuong trinh tu dong.

3. Nho Conjugate
— Nho 100ul Conjugate vao tat ca cac giéng.
— U 30 phut, nhiét d6 phong.
— Rua going.

+ Tht cong: nhé 300ul dung dich rita vao mdi giéng, chd 30 gidy, d6 bd
dich, vdy kho va dap giéng trén gidy thdm dé loai b hét dich. Thuc hién buéc
rua 3 lan.

+ MaAy: ria theo chuong trinh tu dong.
4. Nhé Substrate
— Nho 100ul TMB substrate solution vao tat ca cac going.
— U 30 phut, nhiét do phong, khéng anh sang.
Chi y: Khong duge dé qua thoi gian u.
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5. Nho Stop solution

Nhoé 100ul Stop solution vao méi giéng.

VI. NHAN PINH KET QUA
1. Doc két qua

— Doc OD 6 bube séng 450nm trong vong 30 phuit sau khi nhé Stop
solution.

— DAu tién doc giéng blanking control (chi c6 Diluent sample) roi dén cac
giéng chuén va giéng chiia mau.

— Yeéu cau
+ Giéng chting ducng va chiing chuédn phai ¢c6 mau vang.
+ Giéng chiing Am va giéng blank c6 mau hoi vang hoéc khong c6 mau.
2. Phan tich két qua

Két qua do mat dd quang dudc nhap vao phin mém phan tich két qua va
tinh theo don vi International Units (IUs).

IU ctia mAu = (OD mau / OD chiing chuén) x [U

Ius Két qua
<25 Am tinh
25-30 Nghi ngd duong tinh
30-60 Duong tinh thap
60 - 200 Duang tinh
> 200 Duong tinh manh

VI. NHUNG SAI SOT VA XU TRi
— Lam khong dang, khong du cac budc cua quy trinh = lam lai.
— D& thoi gian u cac bude qua 1au hodc khong du thai gian >lam lai.
— Rua giéng khong ky >lam lai.
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XET NGHIEM HLA - B27
BANG KY THUAT FLOWCYTOMETRY

I. NGUYEN LY

Dung phiic hgp hai khang thé don dong: anti CD3-PE va anti HLA-B27
FITC d€ phat hién su c6 mat ctia khang nguyén HLA-B27 trén bé mét bach ciu
lympho ngudi.
Il. CHi DINH

— Nguoi bénh c6 triéu chiing dau sung khép, dic biét cac khép goc chi, cot
song, that lung va bac si nghi dén kha néng viém cot song dinh khép.

— Cac ngudi bénh c6 viém man b dao khéng do nhiém khuén.

Il. CHONG CHi PINH
Khéng c6 chéng chi dinh.

IV. CHUAN BJ
1. Phuong tién - hoa chat
— Cac pipetman dung dugc cho dinh mtc 20ull, 100ulL va 1000ulL.
— Typ nhya 120x70mm dung cho may flow cytometry.
— May Flowcytometry (Cytomics FC-500).
— Hoéa chat:
— Céc khang thé don dong anti HLA-B27-FITC, anti CD3-PE.
— Dung dich ly giai héng cau (Optimize C).

— Cac dung dich cho may Flow cytometry: dung dich chay may flow (ISO
FlowSheat), dung dich riia may flow (IsoClenz).

— Gang tay.

2. Bénh pham
— MaAu dung: 2ml mau toan phan 14y vao 6ng chiia chat chéng dong EDTA.
— MAu dung cho xét nghiém c6 thé bao quan 7 ngay & nhiét do 2°C dén 8°C.

V. CAC BUGC TIEN HANH

— Vortex déu 6ng mau mau.
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— U mAu véi khang thé.
+ Ghi tén ngudi bénh 1én typ flow 12x70mm.
+ Cho vao 6ng 20uL anti CD3-PE va 20uL anti HLA-B27-FITC.
+ Lay 100ul. mau da vortex nhé vao typ, votex déu, 1 30 phiit 6 nhiét d6 phong.
+ Thém 1ml dung dich lysing, votex déu, t 10 phiut 6 nhiét d6 phong.
- Doc két qua

+ Bat may Flow cytometry, vao chuong trinh phén tich HLA-B27 (theo
quy trinh huéng dan riéng trén tiing may).

+ Vortex lai truéc khi dem mau doc két qua bang chuong trinh phan tich
HLA-B27 trén may flow cytometry.

+ Khoanh vung lympho dua trén thong s6 SS va FS trén.
+ Né&u phat hién c6 CD3+ chiing té khang thé hoat dong tét.

VI. NHAN BINH KET QUA

Xac dinh trén quin thé CD3+: néu HLA-B27 duong tinh > két luan ngusi
bénh duong tinh véi khang nguyén HLA-B27, néu HLA-B27 Am tinh = két luan
nguoci bénh 4m tinh véi khang nguyén HLA-B27.

Rita va tat may flow cytometry theo quy trinh quy dinh riéng cho tiing may.
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PHAN TiCH MYELOPEROXIDASE (MPO) NOI BAO

. NGUYEN LY

Myeloperoxidase (MPO) 14 mot khang nguyén déng vai tro ddu an cho
AML. C6 thé phat hién chinh xac MPO bing flow cytometry. Két hop st dung
phan loai mién dich khang nguyén noi va ngoai bao phai dung chat xt ly mang
t& bao. Su xuat hién MPO dac hiéu cho AML. Tuy nhién, khong phai tat ca cac
truong hop AML, bao gdbm FAB MO AML, déu la cMPO", trong khi hoat tinh mién
dich ctia MPO ¢6 thé thdy ¢ mot s6 truong hop ALLs.

Il. CHi PINH
Lo x& mi c4p nghi dong tuy.

lIl. CHONG CHi DINH
Khoéng c6 chéng chi dinh.

IV. CHUAN Bl

1. Phuong tién - héa chat

— MPO - FITC Monoclonal Antibody (Myeloperoxidase)
+ 10 Test - Immunotech (ASR).
+ Bdo quan 2 - 8°C. Khéng dé déng da.
+ Tranh anh sang.
+ On dinh d&n ngay hét han.

— CD45 - ECD Monoclonal Antibody
+ 10 Test - Immunotech (ASR).
+ Bao quan 2-8°C, khéng dé déng da.
+ Tranh anh sang.
+ On dinh dén ngay hét han.

— CD34 - PE Monoclonal Antibody
+ IO Test - Immunotech (ASR)
+ Bao quan 2-8°C, khéng dé déng da.
+ Tranh anh sang.

+ On dinh dén ngay hét han...
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— IntraPrepPrep Permeabilization Reagent Kit
+ Immunotech.
+ Bao quan nhiét d6 phong, tranh anh sang.
+ On dinh d&n ngay hét han.
+ Gom c6 cac héa chat sau:
« Reagent 1: Fixation

Canh béo: chtia 5,5% formaldehyd. Formaldehyd 1a chat doc, gay di
tng va c6 thé 1a tac nhan giy ung thu. Tranh diy vao mét, da va quin 4o.

« Reagent 2: Permeabilization

Canh bao: chitia 0,1% sodium acid. Sodium acid 14 ch4t doc hai khi hit
phai, khi tiép xtic da va khi nuét phai. Tranh tiép xtc véi mét, da va quan 4o.

— IsoFlow Sheath Fluid(Coulter)
+ Bao quan nhiét d6 phong.

+ Khong dung khi qua han st dung.

May ly tam
May lic (Vortex)

Cac ong nhua dung 1 1an 12x75mm
— Pipet va pipet typ
2. Bénh pham

Huyén dich t& bao mau, tiy xuong, hoidc t6 chiic khac duge xi 1y theo
Quy trinh chuédn bi mau va phén tich Leukemia/Lymphoma.

V. CAC BUGC TIEN HANH

— Quy trinh nhudém phéi hdp cac khang nguyén ndi va ngoai bao gém
MPO, CD34 va CD45 dugc dung cho phan tich MPO.

— MBbi ngudi bénh (hoéc chting) dung 1 6ng.

— Thém 10ulL CD 34 PE monoclonal antibody (chi khi ngudi bénh c6
CD34+) va 10 uL. CD45 ECD vao ong.

— Pipet 50uL. mau ngudi bénh da xu 1y vao 6ng tuong tng.
— Vortex tiing 6ng.

— U 15 phit 6 nhiét do phong (18-25°) trong ti.

— Thém 100uL IntraPrep Reagent 1 vao mdi ong.

— Vortex tiing 6ng.
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— U 15 phit & nhiét d6 phong (18-25°) trong toi.

— Thém 4mL IsoFlow vao tiing 6ng.

— Ly tam trong 5 phut & 3.000 vong /phut.

— Hut bo dich néi.

— Thém 100uL IntraPrep Reagent 2 vao mébi ong each tube.

— Tron nhe 1-2 gidy (khong vortex).

— U 5 phit & nhiét d6 phong.

— Tron nhe 1-2 gidy (khong vortex).

— Thém 20uL MPO-FITC Monoclonal Antibody vao tiing éng.

— Vortex tiing 6ng.

— U 5 phut & nhiét @6 phong (18-25°) trong toi.

— Thém 4mL IsoFlow vao mdi éng.

— Ly tam 5 phut 6 3.000 vong /phit.

— Hut bo dich néi.

— Tai huyén dich té& bao trong 500ul IsoFlow.

— Phan tich mAu da chuén bi bang may flow cytometer trong vong 2
hours. Néu chua phan tich dudc ngay, bao quan mau 6 2-8°C va phan tich trong
vong 24 gio.

— Trén may Cytomics FC500, phan tich béng chuong trinh CXP va
MPO/34/45 Protocol.

VI. NHAN DINH KET QUA

MPO cb6 6 cac t& bao truéng thanh dong tuy, 1a thanh phan chinh caa bach
ciu hat trung tinh, nhung khong c6 & cac té& bao trudng thanh dong lympho. Do
vay bach cau hat dugc dung lam noéi chiing duong cho MPO con lympho trudng
thanh dugc diing lam noi ching am.

Pinh t4t ca cac d6 hinh do may in ra vao td tom tit két qua, va chuyén cho
béc si phéan tich, kém theo cac lam dan ho#c lam cytospin dé phan tich. Bac si
sé xem lai tdt ca cac d6 hinh, dién gidi va ghi DUONG, AM hoac KHONG RO
RANG vao cot k6t qua clia t6 tom tdt. Bac si cling ¢6 thé chon cach doc két qua
YEU hodic MANH kém theo dé phan anh mtic 6 mat @6 huynh quang béac si
cling sé phong doan dua ra mot 161 1y giai hodc dua ra cac goi ¥ can thiét vao to
bao cao.
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XET NGHIEM CD55-CD59 HONG CAU

. NGUYEN LY

Trén bé mat hong ciu c6 cac ddu &n CD55, CD59. Binh thuong 100% hong
cau c6 day da CD55, CD59. Cac CD nay c¢b tac dung ngan can bd thé tdn cong
gay tan hong cong. Khi thiéu hut hodc mat CD55-CD59, hong cau tré nén man
cam véi bd thé va dé dang bi pha huy khi gip diéu kién thuan lgi. Phan tich
CD55-CD59 héng ciu 1a tiéu chudn vang dé chin doan Dai huyét sic td kich
phat ban dém. Duang khang thé don dong khang CD55-FITC va khang thé don
dong khang CD59-PE c6 thé phat hién duge mic dd c6 méit, thiu hut hodc mat
CD55, CD59 trén bé mét hong cau.

Il. CHi DINH

N, N 2 .9 N ~ < 2 P R [N < R
— Ngudi bénh c6 giam da dong té bao mau, c¢6 biéu hién tac mach, biéu
hién tan mau nd1 mach.

— (6 biéu hién suy tiy xuong.

— (6 tan mau no1 mach chua rd nguyén nhén.

lIl. CHONG CHi DINH
Khoéng c6 chéng chi dinh.

IV. CHUAN BI

1. Phuong tién - hoa chat

— Pipet va typ 10ul, 20ul, 100ul va 100ul.

— Typ thuy tinh 120x70mm.

- 6ng nhua 120x70mm dung cho may flow cytometry.

— May Flowcytometry.

— Hoba chat: dung dich PBS, dung dich chay va rtia may flow.
Khang thé don dong anti CD55-FITC, anti CD59-PE.
2. Bénh pham

— MaAu dung 14 mau toan phan, dugdc 1ay vao dng chiia chat chéng déng
EDTA 2,5ml.
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— MaAu dung cho xét nghiém c6 thé bao quan 7 ngay & nhiét do 2°C dén 8°C.
V. CAC BUGC TIEN HANH
— Chuén bi mau:
+ Pha loang mau theo ty 1¢ 1/100 bang dung dich PBS.
+ Hut 1ml PBS vao typ thay tinh.
+ Vortex 6ng mau, 14y 10ul mau hoa lodng vao 1ml PBS.
— U mAu véi khang thé:
+ Ghi tén nguosi bénh 1én 6ng nhua 120x70mm.
+ Cho vao 6ng 20ul anti CD55-FITC va 20ul anti CD59-PE.
+ Thém vao 6ng trén 100ul mau da pha loang, votex déu.
+ U 30 phut 6 nhiét d6 phong.
+ Thém 1ml PBS, votex déu.

+ Chuyén sang phan tich trén may flow cytometry dung chuong trinh
phan tich CD55, CD59.

— Thao tac v61 may Flowcytometry:

+ Bat may tinh, chon chuong trinh CXP... & chon tén ngudi lam thi
nghiém (vi du: Hoa) > Nhap Pass phia duéi: password, doi may 6n dinh khoang
20 phut.

+ Chon: Panel > tim dén PNH hong cau > kéo chuong trinh xuéng ctia s6
phia dudi.
+ Nhép thong tin:
« Carousel: 1 hodic 2 tuy theo dé mau vao khay nap miu 1 hay 2.
« Possition: 1a vi tri dat typ trén Carousel.
. ID1: PNH HC.
« ID2: ho tén ngudi bénh.

+ B&m nut Play dé chay.

VI. NHAN PINH KET QUA

— Duya trén 3 vung t& bao dé phan tich:
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+ Néu >95% t€ bao hong cAu nim ¢ vung III = khéong thiéu hut CD55,
CD59.
+ Néu ¢6 >5% t& bao hong cau ndm 6 vung II hodc vung I > c¢6 thidu hut

CD55 hosic CD59 hodc ca 2. Lic nay can ghi cu thé ty 16 % héng cau loai I, loai
IT va loai III.

— Rtia va tdt may theo quy trinh riéng

+ bat theo thii tu cac vi tri tit 1 dén 4 trén carousel cac 6ng: 1 6ng Bleach
+ 3 6ng nudc cat.

+ Vao phan Common = Clean = Kéo chuong trinh Clean xudng - Nhap
s6 cua carousel - Play.

+ Khi may rta xong, nhac 4 éng ra, dat 2 6ng den vao vi tri 1, 2. Bom
nudc day vao phan duéi cua 2 6ng, day nap lai.

+ Trén man hinh, b&m viao biéu tugng “zzz” sau d6 bam ti€p vao biéu
tuong hinh 2 éng den. Khi 6 phia duéi man hinh hién “Press idol mode...” thi tit may.

+ Téat hét chuong trinh >FC OFF - Tét mAy tinh.
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KHANG THE KHANG CARDIOLIPIN
(ANTI-CARDIOLIPIN) BANG KY THUAT ELISA

I. NGUYEN LY

Khang nguyén dude gin sin trong giéng sé két hgp véi khang thé dic hiéu
1gG/1gM (n§u cc’)) trong huyéft thanh ngudoi bénh tao nén phic h(jp khang nguyén
khang thé khi 4. Sau khi rtia sach, phtic hgp nay sé dugc gin tiép v01 khang
thé khang globulin mién dich ngudi (anti 1gG/IgM) da két hop sd&n enzym
perox1dase Sau khi ria, lugng enzym gén véi phiic hdp nay dude giti lai trong
giéng. Khi cho co chat TMB/H,0,, enzym sé xuc tac phan ting tao mau xanh 14
cay, sau khi gho acid, mau xanh sé chuyén sang mau vang. Po OD 6 buéc séng
450/620nm dé doc két qua.
Il. CHi BINH

— Nghi ngé héi chiing anti - phospholipid.

— Bénh hé thong.

— C6 biéu hién tic mach.

— Hay tai phat sdy thai, thai chét luu.

— Xét nghiém APTT kéo dai.

Il. CHONG CHi PINH
Khoéng c6 chéng chi dinh.
IV. CHUAN BI
1. Phuong tién - hoa chat
— Trang thiét bi: may rtua ELISA, may doc phién ELISA, may ly tam.
— Hoéa chat: kit ELISA anti-cardiolipin, nudc cat.
— Vat tu tiéu hao: gidy thdm, ging tay, mii, khiu trang.
2. Bénh pham

- L&y 2ml mau khéng chong déng ghi ré thong tin ngudi bénh: tén, tudi,
s6 giuong, khoa phong, khép véi thong tin trén phiéu chi dinh.

- Ly tam éng mau 3.000 vong/2 phiit dé huyét thanh ngudi bénh tach
hoan toan, huyét thanh khong dudc dé vé héng cau.

V. CAC BUGC TIEN HANH
— DE hoéa chat ra nhiét do phong 30 phut trude khi lam xét nghiém.
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— Tinh toan s6 giéng:
12 giéng chiing (6 chiing IgM, 6 chting IgG) + s6 BN x 2 (1 IgM, 1 IgG)

Pha dung dich rta véi nuée cat ti1é 1:50.
Pha lodng dung dich Sample Buffer 5x véi nuée cat tilé 1:5.
Pha loang HTBN véi buffer da pha loang trén theo ty 1é 1:101.

1(IgG) | 2(IgM) | 3(IgG) | 4(igM) | 5 | 6 | 7 9 | 10 | 11 | 12
A | CalA CalA Mau3 | Mau3
B | CalB CalB Mau4 | Mau4
C | calC CalC Mau5 | Mau5
D | CcalD CalD
E | CalE CalE
F | CalF CalF
G | Mau1 | Maut
H | Mau2 | Mau2

— Nhé 100pl Calibrators A—F va 100ul huyét thanh nguci bénh theo

bang trén.

— U t8i d RT 30 phuit.
— Rtta 300pu] Wash buffer 1x mdi giéng, rtta 3 14n, (vAy sach lai trén

gidy tham).

— Nho 100ul Conjugates IgG/IgM, 1 t61 é RT 30 phuit.

— Riia 300pl Wash buffer 1x méi giéng, rita 3 14n, (vAy sach lai trén gidy tham).
— Nho 100ul Substrate, 01 t61 6 RT 30 phiit.

— Nhé 100pl Stop. Dé 5phut dem doc két qua.
— Do OD 6 buéc séng ddi 540/620nm trong vong 30 phit t6i khi nhoé Stop.

Nhéap s6 liéu dé tinh toan ra nong d6 anti Cardiolipin (IgG/IgM) dua trén
dudng chuén thiét 1ap béi OD va nong d6 chuén ctia 6 CAL A—F (IgG/IgM).

VI. NHAN PINH KET QUA

Binh thudng Nghi ngo Duong tinh
IgG <12 GPL/ml 12-18 GPL/ml >18 GPL/ml
IgM <12 MPL/ml 12-18 MPL/ml >18 MPL/ml
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CHUONG M- DI TRUYEN - MIEN DICH HUYET HOC

PIEN DI MIEN DICH TREN MAY CAPILLARY?2

I. NGUYEN LY

Trong moéi truong pH kiém, cdc phan ti protein tich dién am sé di
chuyén vé cuc duong duéi tic dung cia dong dién mot chiéu. Cac protein don
dong trong huyét thanh (KN) sé két hop véi cac khang thé khang globulin don
dong, tao nén hinh 4nh mat dinh don dong so véi hinh dnh tham chiéu. Dya vao
su mat dinh nay sé xac dinh dude globulin don dong d6 thudc typ Ig nao.

Il. CHi DINH

Pau tuy xuong.

— Tang gama - globulin.

Lo xé mi kinh dong lympho, u lympho.
Bénh hé thong.

lil. CHONG CHi BINH
Khoéng c6 chéng chi dinh.

IV. CHUAN Bl
1. Phuong tién - hoa chat

— Trang thiét bi: may dién di mao quan Capillary2, may ly tam, pipet,
que thuy tinh.

— Hoéa chat: dung dich dém, seggment héa chat (chtia KT khang globulin
don dong), nudc cat.

— Vat tu tiéu hao: gidy thdm, ging tay, mii, khiu trang.
2. Bénh pham

— L&y 3ml mau khéng chéng déng ghi r6 thong tin ngudi bénh: tén, tudi,
s6 giuong, khoa phong, khép véi thong tin trén phiéu chi dinh.

- Ly tam 6ng mau 3000 vong/2 phit dé HTBN tach hoan toan.
V. CAC BUGC TIEN HANH
1. Khéi dong may

— Bat may tinh va may Sebia, chon chuong trinh PHORESIS.
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— Nhap Password: SEBIA r6i CAPILLARY STATUS WINDOW, chd may
khéi dong khoang 20 phiut Ready.

— Chon chuong trinh: vao ctia s6 SELECT PROGRAM (géc trén phai) chon
IMMUNOTYPING 6—0K.

— Khi Status hién Ready, thay hoa chat: vao “Replace containers”.
+ D6 binh nudc thai.
+ Thay binh Wash solution, binh dung dich dém (Buffer), nhap cac thong
tin yéu cAu—OK.
2. Chay dién di

— Dé bénh pham 6 vi tri s6 1 trén Rack kém theo seggment héa chat bén
canh, ti tit ddy Rack vao bén trong.

— May chay 15 phit sau cho ra két qua.

— Nhap théng tin ngudi bénh: ho tén, tudi, chan doan, s6 giuong, khoa phong.

— Kich dap vao dong thong tin ngudi bénh dé xem lai két qua, bam vao
muc SEE IT d€ xem toan bd két qua cta 1 ngudi bénh, rdi chon 1énh in.
3. Rlra may

— Thay lai binh Buffer bang binh nudc cit dé rta may: dung Rack 100.

— Rua cudi ngay: rtia kim hdt bénh phdm: dé éng Bleach & vi tri 1 caa
rack 100 + 1 seggment tring, ddy rack vao, khi hién ctta s6 lénh thi chon
“Launch the probe cleaning (chlorinated sodium hypochlorite solution or CDT
wash solution)” — OK. Dgi 15 phut.

— Riia cudi tuan: rita cAc 6ng mao quan: dé 2 éng enzym & vi tri 1 va 8 caa
Rack 100 + 1 seggment tring, ti tit ddy Rack vao, rdéi chon “Launch the
CAPICLEAN cleaning”. Boi khoang 40 phut.

4. Tat may
— Vao Replace containers thay béng 3 binh nudc cét.

— Trén man hinh chon: Capillarys — Special cycles — Shutdown with
distilled water into the 3 containers to rinse the system. Khi hién cau lénh:
“This special shutdown procedure requires the replacement of the reagents with
H,0. Do you want to continue?” — OK.
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CHUONG M- DI TRUYEN - MIEN DICH HUYET HOC

— Sau khoang 20 phidt, man hinh hién “Ready for shutdown” thi tit may
dién di va may tinh.

VI. NHAN PINH KET QUA

— DPinh gama globulin don dong: dinh nhon, chin hep.

— Dua vao hinh anh dinh don dong mat di 6 nhiing 6 két qua nao thi doc
két qua Ig 6 6 d6. Vi du, mat dinh 6 6 IgG va Kappa thi két luan dinh gama
globulin don dong la 1gG-K.

VII. NHUNG SAI SOT VA XU TRi
— Hanh chinh: nham bénh phim, vd hong cau.
— Hoéa chat: seggment héa chat bi kho, c¢6 bot khi, hoéa chat hét han.

— Nguoi lam xét nghiém: sai s6t trong qua trinh chay dién di, nhap théng
tin nham.
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PHAN LOAI MIEN DICH BANG KY THUAT FLOW CYTOMETRY
TREN MAY CYTOMIC FC500

I. NGUYEN LY

Trén bé mit t€ bao c6 cac dau 4n dic trung cho tiing dong té bao, ting
giai doan phat trién cta t& bao. D& phat hién cac d4du &n dac trung nay ngudi ta
dung khang thé don dong gdn huynh quang khang dac hiéu véi cac ddu &n can
phat hién.

Ky thuat flow cytometry dua trén nguyén ly phan tich déng thoi nhiéu tin
hiéu huynh va quang hoc cta ting t& bao don 1é. Dua trén khang thé don dong
gdn huynh quang va ky thuat flow cytometry, chung ta c6 thé phat hién su c6
mat hodc mét di cAc ddu &n diac trung trén quan thé cac t& bao ung thu. Can ci
vao cac déu &n dic trung d6 ngudi ta cé thé xép thé t& bao ung thu mau, gop
phan chan doan va tién luong bénh t6t hon.

Il. CHi DINH

Céac nguoi bénh 16 xé mi kinh, 16 x& mi c4p

Il. CHONG CHi PINH
Khoéng c6 chéng chi dinh.

IV. CHUAN Bl
— May flow cytometry, da cai diat chuong trinh xép loai mién dich.
— Pipet cac loai 1ml, 10-50ul, 50-200ul.
— Cac 6ng nghiém kich thuéc 12x70mm dung cho may flow cytometry.
— Dung dich chay may (Flow sheat).
— Dung dich rtta may (ISO Clenz).
— Dung dich ly giai héng cau (Optimice C).

— Cac khang thé khang CD5, CD3, CD13, CD14, CD33, CD34, HLA-DR
gdn chat mau huynh quang PE.

— CD45 gan chat mau huynh quang ECD.
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- CD19, CD7, CD10, CD71, MPO, CD8, CD15, CD20 gin chit mau
huynh quang FITC.

V. CAC BUGC TIEN HANH

1. Chuan bi may flow cytometry

— Kiém tra binh chtia dung dich chay may, dung dich rtta may, néu can
b6 sung thém céac dich vao binh chia.

— Kiém tra binh chta nudc thai, néu ddy d6 bd nude thai, van chit cac
nap binh chia.

— Bat may flow cytometry.

— Chay chudn héa may bang 6ng Flow Check, néu may 6n dinh sé tiép
tuc lam.

2. Chuan bi panel khang thé
— LAy 7 éng flow cytometry 12x70mm, danh dau tu 1-7.

— Cho vao éng 20ul dung dich khang thé cac loai (mbi 6ng 3 khang thé)
theo so do sau:

Ong # PE FITC ECD
1 CD3 CD19 CD45
2 CD5 CD7 CD45
3 CD34 CD10 CD45
4 CD13 CD15 CD45
5 CD33 CD20 CD45
6 CD14 CD71 CD45
7 HLA-DR CD8 CD45

3. Chuan bi mau

— MaAu dich hut tay xuong /mau chong dong EDTA, phai dude bao quan
4-8°C va phan tich trong vong 24 gid.

— Rtia té bao:

+ Lay 1ml mau vao éng Falcon 15ml (nhé ghi tén ngudi bénh 1én éng
Falcon).

+ Thém 9ml PBS, tron déu.

+ Ly tam rda 1.500 vong /phit trong 5 phit 6 nhiét d6 phong.

+ Hut bd dich néi, tai huyén dich cin t& bao trong 10ml dung dich PBS.
+ Lap lai quy trinh ria t&€ bao 03 lan.
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— Ly giai hong cau:

_ + Sau lan ly tAm rta lan 3, thém vao cin t€ bao 5ml dung dich ly giai
hong cau.

+ Tron déu huyén dich t& bao, dé 10 phut & nhiét do phong.
— Rtia sau ly giai hong cau.

+ Sau 10 phut 1, lip lai budc rtia t& bao nhu trén.

+ Sau rua, tai huyén dich té& bao trong 1ml dung dich PBS.

+ Dém s6 lugng bach cau trong huyén dich, néu can, pha lodng huyén
dich bang dung dich PBS dé dat nong do té bao khoang 5-10 G/L.

4. U mau
— LAy 7 6ng khang thé da chuén bi é budc trén (ding cho 1 mau phan tich).
— Ghi tén nguoi bénh 1én cac 6ng nay.
— Thém vao mbi 6ng 100ul huyén dich t& bao (5-10G/L).
— Votex cac 6ng trén.
— U 30 phut & nhiét d6 phong, tranh 4nh sang.
5. Rlra sau U khang thé

— Thém vao mbi dng 3ml dung PBS, votex déu, ly tAm rtia 1500 vong /phut
trong 5 phit d nhiét d6 phong.

— Loai bd dich ndi, tai huyén dich cén t& bao trong 3 ml dung dich PBS,
1ap lai buéc rtia ly tAm trén 3 1an.

— Tai huyén dich can té& bao trong 1ml PBS.
6. Phan tich trén may flow cytometry

— Vao chuong trinh Phan loai mién dich da lap sin trong may véi 3 thong
s6 mau Log-PE, Log-FITC, Log-ECD.

— L&y chuong trinh phan tich panel 7 6ng nhu da chuén bi.
— Nhap ID ngudi bénh, tén ngudi bénh, nhap tén CD cho mdi éng.
— Chay chuong trinh phan tich mau.

VI. NHAN PINH KET QUA

— Dua trén chuong trinh da lap, xac dinh quén thé blast, xac dinh tinh
chat duong tinh véi tiing CD. Xac dinh dong té bao ung thu.
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