KIEU GENE VIRUT VIEM GAN B LIEN QUAN V01 DAC DIEM LAM SANG, CAN LAM SANG
0 NGUOI MANG VIRUT KHONG TRIEU CHUNG VA BENH NHAN UNG THU GAN

TOM TAT

Muc tiéu: tim hiéu s phan bb cia HBV genotype
va vai trd cua né trén cdc bénh nhan ung thw gan
(UTG) va ngwoi mang HBV khéng triéu ching
(NMVR). Déi twrorng va phwong phap: 54 bénh nhéan
UTG va 54 NMVR d& dwoc dwa vao nghién cieu. HBV
DNA da dwoc dinh lwong béng Real Time PCR theo
nguyén ly Tagman. HBV genotype da duwoc xac dinh
theo phuong phap PCR dwa trén tinh da hinh cia mét
doan gioi han (RFLP PCR) va giai trinh tw gene
(Sequencing). Két qua: co 5 kiéu gene don B, C, D, E,
F va 5 kiéu gene dong/bdi nhiém BC, BD, BE, CE, CE
dugc tim thay trén 2 nhém nghién ciru; trong dé hay
gap nhét la céc kiéu gene C (64,8%), BC (12.9%) va
CE (11.1%). Kiéu gene déng/bbi nhiém gép nhiéu hon
& nhém bénh nhan UTG so v&i nhém NMVR (OR =
2.94 (95% [1.1-8.23], P < 0.05; Chi 2(1) = 5.7). Néng
dé HBV DNA trén nhém bénh nhan UTG c6 kiéu gene
C cao hon ¢é y nghia so v&i nhém cé kiéu gene B va
kiéu gene déng/bdi nhiém (P<0.01); HBV DNA trén
nhém bénh nhan UTG c6 kiéu gene dbng/bdi nhiém
ciing cao hon nhém cé kiéu gene B (P<0.05). Két
luan: Phan bé kiéu gene ciia HBV la khac nhau trén 2
nhém bénh nhan UTG va NMVR. Nhiém hon mét kiéu
gene ¢6 tai luong virut cao hon céc kiéu gene khac va
thuong gap hon trén bénh nhan UTG.

Tir khoa: HBV genotype, ung thw gan, mang HBV
khéng triéu chirng

SUMMARY

HEPATITIS B VIRUS (HBV) GENOTYPE IS
ASSOCIATED WITH PARACLINICAL, CLINICAL
CHARACTERS IN ASYMPTOMATIC CHRONIC HBV
CARRIERS AND HEPATOCELLULAR CARCINOMA

Aims: to investigate the distribution of HBV
genotype and it’s role in patients with hepatocellular
carcinoma (HCC) and asymptomtic chronic HBV
carriers (ASYM). Patients and methods: 54 HBV
infected patients with HCC and 54 ASYM were
enrolled in this study. HBVY DNA was measured by
Real Time PCR using Tagman prob, HBV genotype
was detected by restriction fragment length
polymorphism (RFLP) PCR and sequencing.
Results: there are 5 single genotype (B, C, D, E, F)
and 5 HBV genotype mixture (BC, BD, BE, CE, CE)
have been found; among them genotype C, BC and
CE are predominant (64,8%, 12.9% and 11.1%,
respectively). HBV genotype mixture in HCC group
has been found more frequent in comparison to
ASYM (OR = 2.94 (95% [1.1-8.23], P < 0.05; Chi 2(1)
= 5.7). HBV DNA level in HCC patients infected with
HBV genotype C was significant higher those infected
with genotype B and genotype mixtures (P<0.01);
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and HBV DNA level in HCC patient infected with
genotype mixture was higher than those infected with
genotype B (P<0.05). Conclusion: HBV genotype
mixture is associated with HCC in patient infected
with HBV.

Keywords: HBV genotype, carcinoma,
asymptomtic chronic HBV carriers
DAT VAN BE

Nhiém virut viém gan B (HBV) da va dang la mot
van dé y té toan cau. Theo théng ké trén thé giéi c6
khoang 2 ty ngudi da nhiém HBV va c6 trén 350 triéu
ngwdi dang nhiém HBV man tinh. Nhitng nguwdi nay
¢6 nguy co tién trién thanh ung thw biéu mé té bao
gan cao hon 100 lan so v&i ngwdi binh thudng. Uéc
tinh m&i ndm c6 hon mét triéu ngwoi chét do hau qua
cta nhiém HBV man tinh [1].

HBV 1a m6t loai virut cd nhan 1a chudi xodn kép
DNA, c6 vé va khéng gay huy hoai t& bao gan nhiém
virut mét céch truc tiép. Nhiém HBV c6 thé gay nén
nhiéu thé bénh khac nhau ttr ngwdi mang virut khong
triéu chirng dén viém gan cép tinh tw hdi phuc, viém
gan téi cép tinh, viém gan man tinh, xo gan va cé thé
dan dén ung thw gan [2]. Nguyén nhan nao dan dén
sw khac nhau d6 cho dén hién nay van chwa that sy
dwoc hiéu rd. Bén canh vai trd quan trong cta dap
&ng mién dich da duwgc dé cap nhidu thi vai trd cla
ban than virut (dot bién gen va kiéu gen) dang ngay
cang dwoc quan tam.

T nam 1988 Okamoto va cong sy da phat hién
HBV c6 bd gen khac nhau trén cac bénh nhan nghién
ciu chir khéng phéi nhw trwdc day ching ta van
nhan dinh. Cac tac gid da quy wéc goi kiéu gen A la
kiéu gen co dién, kiéu gen khac nhw B c6 hon 8%
nucleotide khac so v&i kiéu gen A, kiéu gen C ¢6 hon
8% nucleotide khac so v&i kidu gen A va B, va twong
tw nhu vay cho dén hién nay nguoi ta da phat hién
duwoc 8 kiéu gen ctia HBV va dwoc ky hiéu tir A dén H
[31, [4], [5], [6]. Nhw vay, khi cac bénh nhan dwoc phat
hién c6 HBsAg dwong tinh khéng c6 nghia & ho déu
nhi&m cling mét ching HBV, ma thwe chét 1a ho c6 thé
nhiém nhiéu ching HBV va c6 thé 1a nhiéu kiéu gen,
dwéi kiéu gen khac nhau. Tt d6 da goi mé cho nhivng
nha nghién clru hwéng téi mot trong nhivng cach giai
thich mé&i cho sw da dang va khac biét vé dién bién
I&m sang trén cac bénh nhan khac nhau.

DOl TUQNG VA PHUONG PHAP NGHIEN CUPU

1. B6i twong nghién ciu

Téng sb6 c6 54 bénh nhan ung thu gan (UTG)
dang diéu tri tai Khoa Tiéu hoa, Bénh vién TUQD
108. Tt ca cac bénh nhan déu dwoc xac dinh chan
doan béng siéu am, xét nghiém mau AFP va choc hat
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té bao 1am mo bénh hoc tai Khoa Giai phau bénh ly.
54 ngwdi mang virut viém gan B khdng triéu chirng
(NMVR) duwoc phat hién qua kham strc khoé dinh ky
va duwoc theo dbi dinh ky theo hwéng dan cia Héi
gan mat.

2. Phwong phap nghién ctru

2.1. Thiét ké nghién ctru

- Nghién ctu 12 tién cteu, m6 ta cat ngang.

- Méi bénh nhan nghlen ctru dwoc dang ky vao
mot phleu theo doi riéng c6 day da cac chi tiéu vé
dich té, 1am sang va xét nghiém.

2.2. Cac phwong phap xét nghiém

Cac xét nghlem vé gene: dinh Iucyng néng do
HBV DNA, xac dinh kiéu gene HBV cua HBV duoc
tién hanh tai Khoa Sinh hoc Bénh vién TUQD 108.

- Phuong phdp xét nghiém dinh luwong nbéng dé
HBV DNA: HBV- DNA dwoc dinh lwong bang ky thuat
Real time — PCR trén hé théng may Real time — PCR
ABI 7500 (Applied BioSystem, M§). V& nguyén ly st
dung cac mau do (Probe) theo phwong phéap
Tagmann. Day 1a phuwong phap dac hiéu nhéat hién
nay so v&i cac phwong phap st dung trong Real
Time PCR khéc. Nguyén Iy 14 cung véi cap méi cho
PCR thi ngudi ta sé& thiét ké thém mot mau do
(probe) 1a mét doan oligo dac hiéu cd gén cac chéat
phat quang (R) va chat ¢ ché (Q). Binh thudng chét
Q s& e ché sy phat sang cda chat R. Khi cé doan
DNA d&c hiéu véi probe thi probe s& gén vao va
doan Q sé tach ra va gidi phéng R, do d6 R phat
séng va may sé do cwong do anh sang ma biét chinh
xac sb copies c6 trong mau theo thoi gian.

Doan mdi d& duoc st dung la:

HBs Porward Primer: 5°-CAACCTCCAATCACTCACCAAC-3";
HBs primer revers: 5-ATATGATAAAACGCCGCAGACACA-3’
HBs-Taq:5"-(FAM)-TCCTCCAATTTGTCCTGGTTATCGCT-
(TAMRA)-3".

Phwong phap nay cho phép dinh lwgng chinh xac
ndéng d6 cia HBV — DNA (sb copies/ml). Déng thoi
cho biét ndng d6 cta doan gene dich ngay trong tirng
thei didm quan tam.

Phuong phdp xéc dinh kiéu gene HBV: Kiéu gene
ctia VRVGB d3 dwoc xac dinh bang ky thuat cat gene
sau khi nhan doan, hay con goi la k¥ thuat nhan gene
két hop tinh da hinh clGa mét doan gi&¢i han
(Restricted  Fragment Length  Polymorphisms
Polymerase Chain Reaction, RFLP-PCR). Phwong
phéap nay c6 phan thay déi nhé so véi Hannoun va
coéng sw. Cu thé 1a thay vi chi st dung PCR mot
bwéc ching t6i da nang sbé copies cia Virut 18n béng
céch dung PCR 2 bwéc (nested-PCR). Boan médi cho
PCR th¢ nhat 1&a (HB pre 16) 5-
CACCTCTGCCTAATCATCTCT-3 va primer (HBV 590as) 5
CTGCGAGGCGAGGGAGTT-3. PCR da dwoc thwc hién
sau mdt bwéce tach doi chudi ADN (94°C cho 4 phat)
la 35 vong véi diéu klen nhw sau: 94°C cho 30 glay,
55°C cho 30 giay va 72°C cho 30 giay. Cudi cling san
phdm da duoc kéo dai bdng mot bwéc 10 phit &

72°C. Bwoc thir 2 dwoc tién hanh theo nhw Hannoun
va cong s [7]. San phdm PCR da dwoc G va cét
béng men Tsp5091 va sau dé dwoc soi dwdi dén cuwc
tim va so sanh v&i cac doan gene chuan.

Sau khi c&t san phdm PCR béng enzyme Tsp509I
ching téi chay dién di trén thach (Agaro 3%) co
nhudm Ethidium Bromide 1% va soi dw¢i dén soi cwc
tim.

- Phuong phap gidi trinh tw gene cta HBV: trong
mot sb trwong hop khéng xac dinh dwoc kidu gene
ctia HBV bang phuong phap nhan gene két hop tinh
da hinh cda mét doan gi¢i han (Restricted Fragment
Length Polymorphisms Polymerase Chain Reaction,
RFLP-PCR) ching t6i d& xac dinh kiéu gene bang
phwong phép giai trinh tw gene. Doan mébi dwoc st
dung dé& gidi trinh tw la mdi xudi: P1865:
5TICAAGCCTCCAAGCTGTGCCTTGGGTGGCCTT-3') va mbi
ngwoc la mot  trong hai  mbéi  P2384:
5OTTCTTCTTCTAGGGGACCTGCCTCAGTCC-3' va P2384:
5TTTCTTCTTCTAGGGGACCTGCCTCATCGT-3. Qua trinh
giai trinh tw gene cta HBV dwoc tién hanh trén hé
théng CEQ 8800, Beckman Coulter, My, tai Khoa
Sinh hoc phan t&r, Bénh vién TUQD 108.

Sau khi giai trinh tw gene két qua dwgc so sanh
v6i trinh tw chudn trén ngan hang di liéu theo dia chi
trang Web:

http://blast.ncbi.nim.nih.gov/Blast.cgi?PROGRAM=blastn&BL
AST_PROGRAMS=megaBlast&PAGE_TYPE=BlastSearch&SHO
W_DEFAULTS=0n&LINK_LOC=blasthome.

Sau d6 dwgc phan tich trén phdn mém Bioedite
7.05 trén trang Web:

http://www.mbio.ncsu.edu/BioEdit/bioedit.html.

2.3. Phwong phap théng ké: sb liu thu thap
dwoc phan tich trén phan mém Staview 4.5 va Stata
7.0. Khac biét c6 y nghia thong ké khi p < 0.05.

KET QUA NGHIEN CUU

1. Phan bé kiéu gene HBV trén 108 bénh nhan
nghién ctru

Trén téng s6 108 bénh nhan & 2 nhém nghién
clu ching t6i xac dinh dwoc 5 kiéu gene don va 5
kiéu gene ddng/bdi nhiém cta HBV. Céac kiéu gene
don phat hién dwoc la B, C, D, E va F. Cac kiéu gene
ddng/boi nhiém phét hién dwoc la BC, BD, BE, CE va
CF. Trong d6 cac kiéu gene chiém da sb la C
(64,8%), BC (12.9%) va CE (11.1%).

2. Phan bd kiéu gene ctia HBV trén 2 nhém
bénh nhan UTG va NMVR

Khi phan tich sy phan bb kidu gene HBV trén 2
nhém bénh nhan UTG va NMVR ching t6i thdy tan
suat xuat hién cac kiéu gene 1a khéng gibng nhau.
Trong d6 kiéu gene C g&p nhiéu hon & nhém NMVR
chiém 43/54 bénh nhan (79.6%) so v&i nhém UTG c6
27/54 bénh nhan chiém 50%. Tuy nhién, khi tinh tAt
ca cac kiéu gene ddng/bdi nhiém cé C thi khdng co
sy khac biét gitra 2 nhém (45/54 trén nhém UTG so
vOi 52/54 trén nhém NMVR);
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Bang 1. Phan bd kiéu gene trén 2 nhém nghién ctru

Kiéu B C D E F BC BD BE CE CF TONG
gene
uUtG 4 27 1 1 1 10 1 1 7 1 54
% 7.5 50 1.85 1.85 1.85 18.5 1.85 1.85 12.9 1.85 100
NMVR 1 43 1 0 0 4 0 0 5 0 54
% 1.85 79.6 1.85 0 0 7.4 0 0 9.3 0 100

Khi tat c& cac kiéu gene ddng/bdi nhiém duwoc goi chung la kiéu gene Mix ching téi thay kiéu gene Mix &
nhém UTG duwoc tim théy nhiéu hon ¢o y nghia so v&i @ nhdém NMVR (OR = 2.94; 95% [1.1-8.23], P < 0.05;
Chi 2(1) = 5.7).

2. Méi lién quan giira kiéu gene ciia HBV véi bién déi cac chi sé sinh hoa

Do NMVR khéng c6 cac bién dbi sinh hoa nén tlr day ching téi chi phan tich trén nhém bénh nhan UTG.
Thém vao d6, do cac kiéu gene khéc xuét hién khong nhiéu nén ching téi chi phan tich trén cac kiéu gene phd
bién 1& kiéu gene B, C va Mix. Khi tim hiéu méi lién quan gitra bién ddi men gan SGOT v&i kiéu gene HBV
chiing t6i thay néng d& SGOT téng cao hon & nhém cé kidu gene Mix so véi 2 kiéu gene B va C (152 = 52 IU/I
so v6i 94 + 12 1U/lva 67 £ 22 [U/I; P < 0.01 va P < 0.0001). Hinh A.

Trong khi d6 & bénh nhan mang kiéu gene B néng dé men SGPT lai thAp hon cé y nghia so véi nhivng
bénh nhan mang kiéu gene C va Mix (43 £ 61U/l so v&i 125 £ 25 U/l va 104 £ 23 IU/l; P < 0.01). Hinh B.
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Trong khi d6 ndng dé Bilirubin toan phan tdng cao hon & nhém cé kidu gene Mix so véi cac kiéu gene B va
C (56 £ 22 pMol/l so v&i 15.9 £ 1.7 uMol/l va 16.6 £ 4.6 uMol/l, P < 0.01 va P <0.0001). Hinh C. Bi sau phan
tich vé méi lién quan gitra kiéu gene HBV véi méc d6 nhan Ién cda virut ching téi thay ndng d6 HBV DNA cao
nhét & nhém c6 kiéu gene C tiép d6 dén kiéu gene Mix va cudi ciing 1a kiéu gene B (3.6 x 10" + 3.4 x 10°
copies/ml so v&i 2.9 x 10” £ 6.1 10°va 2 x 10” + 1.4 x 10° copies/ml; P < 0.01). Ngoai ra so v&i kiéu gene B thi

kiéu gene Mix ciing c¢6 ndng d6 HBV DNA cao hon c¢é y nghia véi P < 0.05). Hinh D.
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BAN LUAN

Do HBV khong c6 kha nang ty doc stra trong qua
trinh nhan 1én nén hau qua la lam xuat hién cac dot
bién vai tan suat cao, wac tinh méi nam cé tir 1,5 x
10° dén 5 x 10° nucleotid thay thé trén mat vi tri &
nhitng nguoi c6 HBeAg(+) [8]. Sy thay dbi trén bo
gene ctia HBV xay ra sau nhirng dét bién rai rac va
c6 thé 1a su lwa chon wu thé déi voi dap ng mién
dich ctia vat chi va cac yéu tb khac nhuw khang thube
didu tri. Cac dot bién cong hop dwoc tim thay cao

HBY DNA {copiesiml)

Hinh D) B ¢ omx

hon & nhivng virut trén cac bénh nhan c6 HBeAg am
tinh, didu nay goi y réng dap (ng mién dich cla vat
cht c6 thé c6 vai trd quan trong trong sw tién hoa cia
HBV [8]. Trong mét sb trudng hop qué trinh nhan 1én
clia HBV khong dwoc thye hién mét cach didng tuan
tw va chinh xac dan dén viéc xuat hién mot sb kiéu
gene khac nhau va hon niva |a sy xuét hién cac dot
bién gene cta HBV.

Viét Nam 1a nwéc ndm trong khu vuc cé ty lé
nhiém HBV cao nhét thé gi¢i v&i hon 15% dan sbé ¢
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HBsAg (+). B6 1a mét trong nhirng nguyén nhan lam
cho HBV c6 co hoi dé pha trén cac kiéu gene khi mét
bénh nhan c6 thé khéng chi nhiém HBV mét 1an trong
doi. Hon nira, dan toc ta sau hon 4 nghin nam lich
s véi mot thoi gian dai bi d6 hd béi cac thé luc
phwong béc va ché dé thudc dia thwe dan. Do ciing
la nguyén nhan lam tang tinh giao lwu réng rai gitra
cac ngudn virut gay viém gan. D6 1a nhitng ly do ma
sw phan bd phong phu cta céc kiéu gene HBV & Viét
Nam. Thue t& cac nghién ctru truéc day ciing da cho
thdy nhirng kiéu gene t& hop mai gitra kiéu gene A
va C da xuét hién & Viét Nam [9]. Gan day tac gia
Tuén Huy cling da phat hién mot kidu gene mai va tw
d&t tén la kiéu gene | [10].

Nhw vay, tinh da dang, phong phua vé kiéu gene
HBV & Viét Nam ciing da dwoc d& cap dén. Mic du
tr trwdc toi nay cac tac gia trong nwéc van cho rang
cha yéu & Viét nam chi co 2 kiéu gene 1a Bva C.

Ké&t qua nghién ctru clia ching t6i cling cho thdy
kiéu gene C la chiém ty 1& cao nhat v&i hon 64,8%,
trong khi d6 kidu gene B chi c6 4.6%. Tuy nhién, néu
tinh chung v&i cac kidu gene ddng/bsi nhiém véi kiéu
gene B va C chang t6i thdy c6 21/108 bénh nhan co
kiéu gene B chiém 19.4% va kiéu gene C c6 97/108
bénh nhan chiém 89.8%. Phai chang day la mét ly
giai cho sy khéac biét vé sb liéu gitra cac nghién clru.

Hién twong trén mot bénh nhan nhidm hon 1 kidu
gene HBV ciing nhw HCV da dwoc thong bdo [7].
Trong dé theo nghién cru clia Hannoun va cs khi st
dung phuong phép phét hién kiéu gene bang RFLP-
PCR tac gia thdy c6 67% bénh nhan c6 nhiém hon 1
kiéu gene. Nhw vay, déng/bdi nhiém hon 1 kiéu gene
trén mot bénh nhan la twong dbi phd bién. Tuy nhién,
viéc phat hién sy ddng/boi nhiém cac kiéu gene HBV
la twong d6i khd va chua co phuong phép chuén.
Ngudi ta thdy réng néu sir dung phwong phép giai
trinh tw gene thi rat khé phat hién sw ddng/bodi nhiém
céc kiéu gene. Chi c6 phwong phap st dung tinh da
hinh ctia mét doan gi¢i han nhw chdng t6i dang ap
dung thi méi c6 thé phat hién dwoc sy ddng/boi
nhiém cla cac kidu gene [7].

Géan day nguoi ta cling da quan tam dén vai trd
cla cac kiéu gene ddng/bdi nhiém trong tién trién
UTG. Nguwoi ta cling thdy rang kiéu gene déng/boi
nhiém g&p nhiéu hon & nhém UTG va c6 tai lwong
virut cao hon cac kiéu gene khac. Két qua nghién
ctru cla ching toi cling cho thay kidu gene ddng/boi
nhiém thwong gap hon & nhém UTG. Két qua chi rd
nguy co UTG tang 2.94 lan khi nhiém hon 1 kiéu
gene HBV v&i d6 tin cay 95% la [1.1-8].

Khi phan tich dén méi lién quan gitra kidu gene
HBV vé&i mirc d6 tdn thwong gan Yin va cs ciing cho
thay khi nhiém kiéu gene phéi hop thi tén thuwong gan
ciing nang hon so véi cac kiéu gene khac. Trong dé,
men Transaminase va Bilirubin déu tang hon & nhém
c6 kiéu gene phdi hop so vai cac kiéu gene khac.

Twong tw nhw vay khi tim hiéu méi lién quan gita
kiéu gene HBV v&i mirc d6 nhan lén cda virut Yin va
cs cling thay khi nhiém kiéu gene phéi hop tai lwgng
virut tdng hon rd rét so véi khi nhiém cac kiéu gene
khac. Két qua nay cling da dwoc tim thay trong
nghién ctru clia ching t6i.

KET LUAN

Nhw vay, qua két qua nghién clru trén 54 bénh
nhan UTG va 54 NMVR chng t6i thay khi nhiém kiéu
gene phdi hop thi nguy co tién trién thanh UTG Ia
cao hon. Tai lwong virut cling nhw tén thwong gan
cting nhiéu hon trén cac bénh nhan mang kiéu gene
ddng/bdi nhiém nay. Tuy nhién, dé& danh gia chinh
xac hon vai trd ctia kiu gene HBV ching ta can phai
nghién ciru theo déi doc va véi sb lwgng nhiéu hon.
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