SO SANH KY THUAT INOLIPA VA KY THUAT SEQUENCING
TRONG VIEC XAC PINH GENOTYPE HCV

Tom tit:

Chan doan chinh x4c tic nhan HCV 12 muc tiéu quan tdm hang dau cta cac béc si, tir 6 tién
hanh diéu tri, theo ddi dién tién va bién ching ctia bénh, phong ngira sy 1ay lan cia HCV. Hién nay
trén thé gidi c6 nhiéu phuong phap xac dinh genotype HCV, & Viét Nam phd bién hai phuong phép:
INOLIPA va SEQUENCING. Chlng toi tién hanh nghién ciru va so sénh viéc xac dinh genotype
HCV cua hai phuong phap INOLIPA va SEQUENCING. Viéc nghién ciau dugc thuc hién theo
phuong phép xac dinh kiéu gen cia HCV bang k¥ thuat lai va k¥ thuét giai trinh ty truc tiép san
pham PCR khuyéch dai mot doan DNA trén Vung 5'NC cua HCV, sau d6 so sanh véi bang do (
phuong phap INOLIPA) va trinh ty trong thu vién kiéu gen ( phuong phap SEQUECING) dé xac
dinh kiéu gen ctia HCV. Két qua thu nhan dugc cho thay khong co sy khac biét vé viéc xdc dinh kiéu
gen HCV cua hai phuong phap INOLIPA va SEQUENCING. Nghién ctru cac mau huyét thanh cua
c4c bénh nhan viém gan, xo gan va nghi ngd nhiém dang diéu tri tai bénh vién trong khodng thoi
gian thang 02/2006 dén thang 10/2006. Cho thiy bénh nhin nhiém cac kiéu gen HCV: 1, 1a, 1b, 2,
2a/2c, 6a. Tuy nhién, do viéc nghién ctru thuc hién trong thoi gian ngén va pham vi hep nén két qua
chura phan 4nh thét chinh xac vé kiéu gen ciing nhu viéc ing dung trong thyc tién,

Abstract:

Exact diagnosis of HCV agent is the first goal of physicians so that they can treat, follow up
its complications and preventing from the spreading of HCV. Nowadays, there are many methods for
confirmation of HCV genotype. In Vietnam, Inolipa and Sequencing are common use for genotyping
of HCV. The determination of HCV genotype by both methods was performed by the direct
hybridization and the direct sequencing of product targetted the 5’NC of the viral genome by PCR,
after that the result was matched with the genotypes in the list ( Inolipa method) or compare with the
sequencing in the library ( Sequencing method). The results of two methods are similar for the main
group, but different for the subtype. The result of HCV genotyping from 100 sample among patients
with hepatitis or cirrhosis were treated in some hospital of HCM city from 02/2006 to 10/2006
were: HCV genotype 1, 1a, 1b, 2, 2a/2c, 2a, 2c, 6a. Since the study was done in a short time, the
result does not inferent from factual knowledges.

Dat van de:

Viém gan siéu vi C man tinh 12 mot bénh rat nguy hiém do khong dwgc nhan biét sém ma chi
duogc phat hi¢n khi co nhfrng biéu hién: ung thu gan, xo gan ... HCV xadm nhap thing vao co thé qua
duong mau, tAn cong Va0 té bao gan va sinh soi ndy n¢ tai day. Da sO ngucn bi nhiém virus khong cd
bat ky tridu ching gi sau 6 thang dau bi nhiém. M6t didu quan trong va rat nguy hlem 1a dén nay van
chura ¢6 vaccin phong hay thudc chira 1anh han HCV, tuy nhién bén canh d6 van c6 nhiéu phuong
phép tri liéu duoc ap dung lam wc ché sy phat trién cua HCV.

Ngudi nhiém HCV chuyén sang man tinh chiém ty 18 cao (50% dén 80%), ty 1€ bénh nhan
man tinh Chuyen sang xo' gan va ung thu gan tir 20% dén 25%. Chinh vi thé, viée tién hanh xac dinh
genotype la rat can thiét va quan trong trong qua trinh diéu tri bénh vi né quyét dinh thoi gian diéu tri
bénh, ngoai ra con gilp theo ddi dién tién va bién chimg ctia bénh, phong ngira su lay lan ciia HCV.

Ngay nay, Vi sy phat trién cong nghé sinh hoc, dic biét 12 chuyén nganh cong nghé sinh hoc
phan tir ¢4 cho ra doi cac phuong phép xac dinh kiéu gen cia HCV. Trén thé gi6i hién nay ¢ nhiéu
cong ty: Bayer, Beckman Coulter, QIAgen, Roche ... da cho ra doi cac by kit xac dinh genotype
HCV, tuy nhién do gi4 thanh kha dit nén chua dugc 4p dung rong rdi. Chlng t6i tién hanh nghién
clru va so sanh d6 phl hop gitra hai phuong phap Inolipa va Sequencing nhim dap tng cho qua trinh
theo ddi va diéu tri cho bénh nhan nhiém HCV.

Vit liéu va phuong phap



Poi twong:

Chuing t6i tién hanh xac dinh kiéu gen HCV cua 100 bénh pham nhiém virus viém gan C tir
cac bénh vién (Hoan My, Nhiét Déi, Tridu An) tir 02/2006 dén 10/2006. Thuc hién tai Phong
Nghién ciru va Phét trién (Reseach & Development), Cong ty TNHH San xuét - Thuong mai - Dich
vu Nam Khoa, 793/58 Tran Xuén Soan, Quén 7, Tp Hd Chi Minh.

Phwong phap xét nghiém:

Dau tién, tién hanh ly trich RNA cia HCV tir mau huyét thanh ctia bénh nhan c6 HCV duong
tinh; sau d6 duoc phién ma ngugc thanh cDNA. cDNA duoc khuéch dai thanh san phdm PCR mach
Ngoai vai cip moi ddc hiéu mach ngoai.

Dinh type HCV:

Ky thuat INOLIPA:

San phém PCR tiép tuc dugc khuéch dai mot lan nira véi cap mdi trong ma trong d6 c6 mot
mdi gin biotin. Nhd vay, san pham cudi cung trude khi lai s& c¢6 kich thudc 244bp va c6 mot dau gan
biotin. Lai san pham PCR vong trong gan biotin trén cac vach doan do genotype dic hiéu , nho d6
phét hién san pham lai bang cong hop 1a streptavidin — phosphatase alkalin . Sau d6 tién hanh lai san
pham PCR d4 c6 Vi cac que (strip) cta bo thude thir Lipa. Trén mdi strip co gan sin céc vach do
(probe) chuyén biét cho tirng genotype cua HCV.

KV thuat SEOUENCING

Tién hanh tinh sach san pham loai bo primer va tap chat chi gilr lai san pham PCR product.
San pham lai t1ep tuc dugc khuyéch dai 1an nita v6i doan m01 khac. Tiép theo san pham lai tiép tuc
dugc tinh sach 1an nira nhdm tam ngung phan tng; loai trir tit ca céc primer va tap chét con lai chi
gitt DNA. Tién hanh giai ma trinh ty cia doan DNA vira thu duoc c6 kich thude 244bp. Tir DNA,
thuc hién PCR vdi cac cap moi dic hidu trén viing khdng ma hoa 5° dé dat duoc san pham khuyéch
dai & doan dic hiéu 244 bp. Sau do tién hanh g|a1 trinh ty bang may Sequence CEQ 8000 cua
Beckman Coulter. Dya vao trinh ty da glal m4, tién hanh so sanh d6 twong dong véi cac trinh ty kiéu
gen chuan c6 trong Genebbrarain Bank dé xac dinh genotype va thdng tin. [10]

Két qua:

100 mau HCV dugc tién hanh dinh type dong thoi bang hai phuong phép Inolipa va
Sequncing

Bang 1: Két qua type chinh

Genotype Inolipa Sequencing
(n=100) (n=100)
1 58 58
2 19 19
3 0 0
4 0 0
5 0 0
6 23 23
Bang 2: Két qua subtype
Subtype Inolipa Sequencing
(n=100) (n=100)
1 10 10
la 8 8
1b 40 40
2 4 4




2a ? 9

2C ? 6
2a/2c 15

6a 23 23

Ban Luin

Viéc xac dinh genotype HCV bang phuong phap InoLIPA trong chan doan kiéu gen cua
virus HCV gay viém gan dugc tién hanh ¢ tat ca cac phong thi nghiém PCR do dé thyuc hién khong
d0i hoi may moc trang thiét bi va k¥ thuét cao. Tuy nhién, do khong xéc dinh dugc kiéu gen cuy thé
va phu thudc hoan toan vao ngudn hoa chit nudc ngoai nén khong chu dong trong viéc nghién ciu.

Viéc xac dinh genotype HCV bang phuong phép Sequencing trong chan doan kiéu gen cia
virus HCV gay Viém gan can co cic may moc trang thiét bi hién dai va diéu kién k¥ thuat cao nén
chii yéu duogc thuc hién ¢ cac trung tim nghién ciru. Nhung lai xac dinh kiéu gen cu thé, c6 y nghia
trong nghién ctru sy bién ddi ving gen ma phuong phap INOLIPA khong thuc hién dugc. Bén canh
d6 ¢ thé chu dong trong viéc nghién ciu.

Ky thuat HCV InoLIPA va ky thuat HCV Sequencing trong chan doan kiéu gen ciia virus
HCV gay viém gan hoan toan phil hop vé két qua thu nhan. Tuy nhién, ky thuat Sequencing c6 nhiéu
tinh uu viéc hon trong viéc xac dinh kiéu gen: 1a sy chinh xéc, tranh duoc nhitng nham Ian do nhiing
quasispecies gay ra trén cung mot type hodc subtype, chi dong trong cong tac nghién ciru nham tng
dung trong diéu tri 1dm sang .... so V&i k¥ thuat InoLIPA.

Ky thuat Sequencing va ky thuat InoLIPA trong chan doan xéac dinh kiéu gen cua virus HCV
gay viém gan ratco y ngh1a trong cong tac diéu tri va theo ddi bénh.

Két qua Inolipa va Sequencing hoan toan chinh xac vai do tin cay 100%.

Két Luan

Chung t6i d4 tién hanh so sanh trén 100 mau va xac dinh duoc kiéu gen cia HCV gy viém
gan bang cic k¥ thuat khac nhau: k¥ thuat InoLIPA va k¥ thudt Sequencing. Tién hanh so sanh do
phi hop giita cac k¥ thuat va thay ring khong co sy khic biét giita hai phuong phap InoLIPA va
Sequencing V& két qua. Nhung phuong phép Sequencing c¢6 tinh wu viéc hon do xac dinh dugc kiéu
gen cu thé. Vi vdy phuong phap niy c6 thé duoc ung dung rong rdi trong qua trinh xac dinh
genotype HCV trong cong tac nghién ciru va diéu tri bénh.

Pé Nghi

Day 1a nhitng phuong phap con rat mai trong qua trinh tién hanh chan doan va diéu tri bénh,
chwa duoc tng dung rong rdi ¢ Viét Nam, chi dang phd bién & cac thanh phd 16n, nén cong tac tién
hanh nghién ciu con khé khin nén khong tranh khoi nhitng sai sét. Chiing t6i dé nghi tiép tuc tién
hanh nghién ctru thém & pham vi rong hon dé cé thé cho két qua chinh xac hon. Pap tmg dugc yéu
cau nghién ciru va diéu tri bénh ¢ hiéu qua hon.
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