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Tan s6 diém da hinh rs12979860 va rs8099917 trén gene IL28B & bénh nhan nhiém

virus viém gan siéu vi C

rs12979860 and rs8099917 in IL28B gene of single nucleotide polymorphisms in patients with chronic

hepatitis C
Ha Thij Anh?, Cao Minh Nga?, Nguyén Tuan Anh?

Tém tat Nghién cru cit ngang trén 83 bénh nhan
viém gan siéu vi C. Xac dinh kiéu gene cua cac diém da
hinh rs12979860 va rs8099917 cua gene I1L28B bang
phuong phap real-time PCR dung m3u do TagMan.
Quan ly s6 liéu va phan tich két qua bang phan mém
IBM SPSS (phién ban 20.0, Armonk, NY: IBM Corp).
Két qua nghién clru cho thay ty Ié allele C (0,9036) va
T (0,0964) cta diém da hinh rs12979860 (p = 0,1214)
va allele T (0,8976) va G (0,1024) cua diém da hinh
rs8099917 (p = 0,1774) can bang theo dinh luat
Hardy-Weinberg (p > 0,05). Té hop kiéu gene CC/TT
chiém ty |1& cao nhat (81,9%). Phan tich t8 hop kiéu
gene clia diém da hinh rs12979860 va rs8099917 cho
thdy chdng cé khuynh hudng di cung nhau nhu
CC/TT, CT/TGva TT/GG (p < 0,0001).

Tw khéa: IL28B, rs12979860, rs8099917, SNP

Abstract A cross-sectional
in 83 patients with chronic hepatitis C. The genotypes of
rs12979860 and rs8099917 in IL28B gene were
determined by real-time PCR with TagMan probe. Data
were stored and analyzed by IBM SPSS Statistic
(version 20.0; Armonk, New York, USA).

Results: The C (0.9036) and T (0.0964) allelic frequencies of
SNP rs12979860 (p = 0.1214) and the T (0.8976) and G
(0.1024) allelic frequencies of SNP rs8099917 (p = 0.1774)
of IL28B gene were in Hardy-Weinberg equilibrium

study was conducted

(p>0.05). The genotype combination analysis of SNPs
rs12979860 and rs8099917 showed that they tended to
exist together, such as CC/TT, CT/TG and TT/GG genotypes
(p<0.0001).
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1. DATVANDE

Viém gan C la mot bénh ly anh huéng dén sirc khoé
cdng dong toan ciu. Theo sé liéu ctia T6 chirc Y t&€ Thé

L Truding Dai hoc Quéc t& Hong Bang
2 Bénh vién Dai hoc Y Dugc TP.HCM - Co s |l

gigi (World Health Organisation - WHO) nam 2012,
wéc tinh trén toan thé gidi cé khoang 170 triéu ngudi
nhiém virus viém gan siéu vi C (Hepatitis C Virus -
HCV) man tinh. Khoang 20% dén 25% s6 nguoi bj
nhiém man nay cé nguy co xay ra bién chirng xo gan
hay ung thu gan. Hon 350.000 ngudi chét hang ndm
do cac bénh vé gan & giai doan cudi c6 lién quan dén
viém gan siéu vi C man trudc do [1]. Hién nay diéu trj
thuéc dac hiéu c6 thé dan dén lanh bénh hoan toan
cho khodng 50-80% bénh nhan [2-4].

Nhu cau can diéu tri ctia bénh nhan nhiém HCV & Viét
Nam |3 rat I6n vé s6 lugng va cap thiét vi can can thiép
s&m trude khi bién chirng xay ra. Tuy nhién, viéc diéu
tri bénh nhan viém gan siéu vi C hién nay con nhiéu
han ché& nhu gid thanh cao, tdc dung phu, ty |é diéu trj
thanh céng thap, v.v... Huéng khic phuc cac nhuoc
di€ém nay va nang cao hiéu qua chira lanh bao gbm viéc
tim kiém cac thuéc mai va xac dinh cac yéu té cho
phép tién lwong dap ing diéu tri.

Bén canh cac ki€u gene cua virus viém gan siéu vi C,
kiéugen 1, 2, 3,4, 5 va 6 va cac kiéu phu, van dang duoc
nghién ctru danh gia lién quan dén su phat trién cia cac
bénh vé gan, dic biét la viém, xo va ung thu gan; su da
hinh ctia gene ngudi, nhu IL-28B, da cho thay mai lién
quan vé&i dap (rng diéu tri dua vao cac nghién ciru twong
quan di truyén. Tir nam 2009 dén nay, nhiéu nghién ciru
trén thé gi6i da dugc thuc hién nham xac dinh méi quan
hé gilra cac dic diém di truyén cta ngudi va két qua
diéu tri viém gan siéu vi C man tinh. Cac nghién clru nay
cho thay mét sé diém da hinh di truyén hay con goi 1a
SNP (Single Nucleotide Polymorphism) cia gene 1L28B
& ngudi cd anh hudng dén kha nang dap (ng thudc &
bénh nhan nhiém virus viém gan siéu vi C [5]. Mét trong
nhirng diém da hinh nay 13 rs12979860 véi kiéu gene
CC thudng xuat hién & bénh nhan dap (rng thudc tét va
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ki€u gene TC va TT thudng xuat hién & bénh nhan dap
trng thuéc kém. Tuong tv, diém da hinh rs8099917 véi
ki€u gene TT thudng xuat hién & ngudi cho thiy kha
nang dap ing véi thubce tt hon & ngudi cé kiéu gene
TG va GG. Théng tin vé ki€u gene cuia cac di€ém da hinh
nay sé gilp bac si tién luong dugc khd nang diéu tri
thanh céng & bénh nhan [5-8]. Trong do, ki€éu gene CC
tai diém da hinh rs12979860 13 “d3u an” cho phép du
doan kha nang dap (rng tot vai pegylated-interferon va
ribavirin v&i nhirng bénh nhan nhiém HCV mang
genotype 1 [5, 7, 8]. Tuy nhién, ki€u gene nay cling cho
thay lién quan dén tién lugng viém gan xau hon, mirc
do alanine aminotransferase cao hon va cac hé qua lam
sang nghiém trong hon [9].

Muc tiéu téng qudt: Nghién cru ndy nham muc dich xac
dinh cac ki€u gene cua diém da hinh rs8099917 va
rs12979860 & gene 1L28B va xac dinh ty |é cac diém
da hinh nay trén bénh nhan nhiém virus viém gan siéu
vi C dén kham va diéu trj tai Bénh vién Dai hoc Y Duoc
TP. HCM Co' sé L.

Muc tiéu cu thé:

(1) Xac dinh tan s6 va ty |é cac kiéu allele ciia SNP
rs12979860.

(2) Xac dinh tan s6 va ty |é cac kiéu allele ciia SNP
rs8099917.

(3) Xac dinh tan sé va ty 1é t6 hop cac kiéu allele
ctia SNP rs12979860 va rs8099917.

2. VAT LIEU VA PHUONG PHAP NGHIEN CUU
2.1. Vatliéu

Téng s6 83 mau mau toan phan ctia bénh nhan nhiém
virus viém gan siéu vi C, dang diéu tri, duoc bac si diéu
tri tu van va cho chi dinh lam xét nghiém véi su chap
thuan ctia bénh nhan, dugc sir dung cho nghién clru
khao sat ty 1é cac kiéu gene clia diém da hinh
rs12979860 va rs8099917 hién dién trong bd gene
ctia thé chu. Thai diém thu mau tir 11/2012 dén thang
07/2015.

2.2. Thu thap mau

Thu nhan mau toan phan cta bénh nhan cé chi dinh
lam xét nghiém. Tiéu chuan chon mau: bénh nhan cé
anti-HCV (+) va c¢6 chi dinh lam xét nghiém xac dinh

cac ki€u SNP rs8099917 va rs12979860. Tiéu chuin
loai trir: 18y khéng ding loai mau yéu cau la mau toan
phan ctia bénh nhan, nghia la: loai trir cac mau 1 huyét
thanh hay huyét tuong, anti HCV am tinh. C& mau
duogc xac dinh theo cach chon mau thuan tién.

2.3. Phuong phap chuan bi mau va tich chiét DNA bd
gene nguoi

T€ bao bach cau nguoi dugc thu nhan tir mau toan
phan théng qua budc I3ng tu nhién, sau khi ly tam
6000 vong/phut trong thoi gian 15 phut. DNA bd
gene ngudi dugc ly trich khoi t& bao bach cau bang bd
kit SolGent™ Genomic DNA Prep Kit ciia Han Quéc.
B6 kit SolGent™ Genomic DNA Prep Kit hoat dong
theo nguyén ly str dung c6t silica nén an toan va than
thién v&i moi truong. DNA bd gene ngudi tinh sach,
khong chira chat e ché phan irng PCR nhu ion kim
loai, protein tap, cé thé duoc thu nhan va sir dung cho
phan (rng real-time PCR tiép theo.

2.4. Phuong phap real-time PCR

Nghién cru sir dung bd héa chat (kit) xac dinh ki€u
gene cua cac diém da hinh rs12979860 va rs8099917
(AccuPid IL-28B Genotyping Kit) do do cong ty Khoa
Thuong san xuat, ing dung céng nghé real-time PCR
v6i mau do TagMan cho phép xac dinh chinh xac kiéu
gen cua diém da hinh rs12979860 va rs8099917 trén
gene IL28B clia ngudi bénh vai khoang phat hién rong,
dé nhay va do déc hiéu cao. Moi thao tac déu thuc hién
ding theo huéng dan clia nha san xuat.

Trong quan thé ngudi, nucleotide tai vi tri SNP
rs12979860 cé thé 13 Cytosine (goi 1a allele C) hoic
Thymine (allele T). Viéc xac dinh san phdm nhan ban
mang nucleotide loai nao tai vi tri SNP duoc thuc hién
b3ng 2 miu do TagMan trong phan rng real-time PCR;
moét mau do cé reporter 13 FAM b3t c3p hoan chinh véi
vung gene mang nucleotide C; miu do con lai cé
reporter 13 HEX thi bt cap hoan chinh véi viung gene
mang nucleotide T. Néu mau huynh quang FAM thu
nhan dugc tir tube phan ng, mau DNA xét nghiém
duoc két luan 13 c6 mang allele C tai vi tri SNP (dong
hop tir CC). Ngugc lai, néu mau huynh quang HEX thu
nhan duoc tir tube phan (rng, mau DNA xét nghiém
duoc két luan 13 c6 mang allele T (d6ng hop tir TT).
Trong tredng hop ca hai mau huynh quang déu dugc
phat hién & tube phan (rng, mau DNA xét nghiém duoc
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két luan 13 mang ca 2 allele (di hgp tr CT).

Tuong tu, nucleotide tai vi tri SNP rs8099917 trong
quan thé ngudi 6 thé 13 Thymine (goi 13 allele T) hodc
Guanine (allele G). Viéc xac dinh sdn pham nhan ban
mang nucleotide loai nao tai vi tri SNP duwoc thuc hién
bang 2 miu do TagMan trong phan rng real-time PCR;
mot mau do cé reporter 1a FAM b3t c3p hoan chinh véi
viing gene mang nucleotide T; mau do con lai cé
reporter 13 HEX thi bat c3p hoan chinh véi viing gene
mang nucleotide G. Néu mau huynh quang FAM thu
nhan dugc tir tube phan &ng, mau DNA xét nghiém
duoc két luan 13 cé mang allele T tai vi tri SNP (d6ng
hop tir TT). Nguoc lai, néu mau huynh quang HEX thu
nhan duoc tir tube phan (rng, mau DNA xét nghiém
duoc két luan 13 c6 mang allele G (dong hop tir GG).
Trong trudng hgp ca hai mau huynh quang déu dugc
phat hién & tube phan (rng, mau DNA xét nghiém duoc
két luan 13 mang ca 2 allele (di hop tir TG).

DO nhay duogrc dinh nghia 1a ham lwgng DNA bd gene
ngudi thap nhat ma phan (rng real-time PCR cho tin
hiéu duong tinh. D6 nhay cua phuong phap real-time
PCR xac dinh ki€u gene SNP rs12979860 va
rs8099917 dugc cong bd 12 0.05 ng va hoat dong 6n
dinh tir 0.5 ng DNA b0 gene tro 1én.

Tin hiéu huynh quang khéng dic hiéu thudng xuat
hién trong phan (rng real-time PCR khi sir dung moét
lwong I6n DNA bd gene (100-500 ng), bao gbm 2
truong hop: (1) Mau FAM xuat hién vuot ngudng khi
sir dung mau DNA cé genotype 1a CC/rs12979860
hay TT/rs8099917. (2) Mau HEX xuat hién vuot
ngudng khi s dung miau DNA cé genotype la
TT/rs12979860 hay GG/rs8099917. Phuong phap
real-time PCR xac dinh ki€éu gene SNP rs12979860 va
rs8099917 hoat déng dac hiéu khi lrgng DNA b6 gene
sir dung dao déng trong khoang 0.05-500 ng.

2.5. Phuong phap théng ké

Phuong phap théng ké mo ta va mot s6 kiém dinh
théng ké duoc str dung dé danh gia dac diém quan thé
mau va ty |é cac diém da hinh bang phan mém SPSS
20.0. Su can bang clia cac diém da hinh trong quan thé
duoc danh gia bang dinh luat Hardy-Weinberg

(http://scienceprimer.com/hardy-weinberg-equilibrium-

calculator).
3. KETQUA

3.1. Théng tin mau

Trong téng s6 83 mau mau toan phan cta bénh nhan
nhiém virus viém gan C d3 thu thap c6 41 (49,4%;
95%Cl, 38,6-61,4%) mau thu tir bénh nhan nam va 42
(50,6%; 95%Cl, 38,6-61,4%) mau thu tir bénh nhan nir.
Ty 1é nam nir trong nghién cru la binh thudng (p =
1,000) vé&i phép kiém ty 1& nhi thirc (One Sample
Binomial Test).

Tudi trung binh cla cic bénh nhan 13 43,9+12,5
(95%Cl, 40,3-47,1); phan b6 tir 17 dén 72 tudi. Trong
dé, tudi trung binh cta bénh nhan nam 13 42,3+12,1
(95%Cl, 38,4-45,8); phan b6 tir 20 dén 72 tudi va tudi
trung binh ctia bénh nhan nir 13 45,5+12,8 (95%Cl,
41,4-48,6); phan bé tlr 17 dén 65 tudi. Phan bé tudi
cta bénh nhan 13 binh thuong (p = 0,839) gilra hai
nhom giéi tinh véi phép kiém ty 1é Kolmogorov-
Smirnov (One sample Kolmogorov-Smirnov Test).
3.2. Diém da hinh di truyén rs12979860

Tan s6 va ty |1&é diém da hinh rs12979860 duogc xac
dinh nhu Bang 1.

Bang 1. Tan s6 va ty 1& diém da hinh rs12979860

< 40 tudi

Nam Nir > 40 tudi Téng

rs12979860
n % n % n % n % n %

cc 33 805 36 857 32 889 37 788 69 831
CT 8 195 4 9.5 4 111 8 170 12 145
T 0 0 2 48 0 0 2 43 2 24
Téng 41 100 42 100 36 100 47 100 83 100

Ghichii: n =tan s6; % =ty |&

Ty | allele C (0,9036) va T (0,0964) cua diém da hinh
rs12979860 phu hop véi su can bang theo dinh luat
Hardy-Weinberg véi p = 0,1214 (> 0,05). Ty Ié kiéu
gene CC chiém da s6 (83,1%; 95%Cl, 74,7-90,2%), con
lai 13 kiéu gene CT (14,5%; 95%Cl, 7,4-24,0%) va TT
(2,4%; 95%Cl, 0,0-6,0%). Phan tich ty 1é phan bé cac
ki€u gene cta di€m da hinh rs12979860 gilra hai gidi
tinh cling cho thay két qua phan bé khéng khac biét vé
théng ké (p = 0,604) khi st* dung phép kiém Mann-
Whitney véi cac mau doc lap. Twong tu, véi hai nhém
tudi (< 40 va > 40 tudi), sw phan bé cac kiéu gene cla
diém da hinh rs12979860 cling khdng khac biét théng
ké (p = 0,203) khi str dung phép kiém tuong tu.

3.3. Diém da hinh di truyén rs8099917
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Tan s6 va ty 1é diém da hinh rs8099917 duoc xac dinh
nhu Bang 2.

Bang 2. Tan s6 va ty |é diém da hinh rs8099917

< 40 tudi

Nam Nir > 40 tudi Téng

rs8099917

n % n % n % n % n %

T 32 780 36 857 32 889 36 766 68 819
TG 9 220 4 9,5 4 111 9 191 13 157
GG 0 0 2 4.8 0 0 2 43 2 24
Téng 41 100 42 100 36 100 47 100 83 100

Ghi chi: n =tan s6; % =ty lé

Ty l1é allele T (0,8976) va G (0,1024) clia diém da hinh
rs8099917 phu hop véi su can bang theo dinh luat
Hardy-Weinberg v&i p = 0,1774 (>0,05). Ty lé ki€u
gene TT chi€m da sé (81,9%; 95%Cl, 70,0-89,0%), con
lai 13 kiéu gene TG (15,7%; 95%Cl, 7,4-25,2%) va GG
(2,4%; 95%Cl, 0,0-7,2%). Phan tich ty |& phan bd cac
ki€u gene cua diém da hinh rs8099917 gilra hai gidi
tinh cling cho thay két qua phan bé khéng khac biét vé
théng ké (p = 0,437) khi sir dung phép kiém Mann-
Whitney véi cac mau doc lap. Twong tu, véi hai nhom
tudi (<40 va >40 tudi), su phan bé cac kiéu gene cua
diém da hinh rs8099917 ciing khéng khac biét théng
ké (p = 0,137) khi str dung phép kiém twong tu.

3.4. T6 hop di€m da hinh di truyén rs12979860 va
rs8099917

Tan s6 va ty 1é t6 hop cac ki€u gene cua diém da hinh
rs12979860 va rs8099917 duoc xac dinh nhuw Bang 3.

Bang 3. Tan sé (n) va ty 1é (%) t6 hop diém da hinh
rs12979860 va rs8099917

. rs8099917
T6 hop
TT, n (%) TG, n (%) GG,n (%)
CC 68(81,9%) 1(1,2%) 0
rs12979860 CT 0 12 (14,5%) 0
TT 0 0 2(2,4%)

Ghichi: n =tan s6; % =ty lé

Phan tich tan sé t6 hop cac kiéu gene cla diém da hinh
rs12979860 va rs8099917 cho thiy ching cé khuynh
hudéng ludn di cung nhau nhu CC/TT, CT/TG va TT/GG,
véi p<0,0001 (Fisher's Exact Test). T6 hop CC/TT chiém
ty & cao nhat (81,9%), k& dén 13 t6 hop CT/TG (14,5%)
va TT/GG (2,4%). T6 hop CC/TG chiém ty 1é thap nhat
(1,2%). Khéng thay su xuat hién ctia cac t6 hop CC/GG,
CT/TT,CT/GG, TT/TTvaTT/TG.

4. BANLUAN

Cac diém da hinh di truyén (SNP) ¢6 vai trd trong su dap
(rng thudc cling nhu kha ndng diéu tri khoi bénh. Doi véi
bénh nhan nhiém HCV man, mét s& diém da hinh nhu
rs12979860 va rs8099917 da cho thay kha nidng tién
lwong thanh cong trong diéu tri. Tai vi tri rs12979860,
allele C déng hop lién quan dén dap irng diéu tri bén virng
(sustained virological response, SVR) khi so sanh vé&i
trang thai di hop hodc dong hop cla allele T. Tai vj tri
rs8099917, khi so sanh vé&i allele T, trang thai di hop hay
dong hop cua allele G lién quan dén nguy co tang cao
khéng dap (rng véi liéu phap diéu tri.

Nghién clru ndy da xac dinh dugc ty & cac ki€u gene
cla hai diém da hinh rs12979860 va rs8099917, chu
yéu 13 kiéu gene CC/TT chiém 81,9%; con lai 13 ki€u
gene CT/TG (14,5%) va TT/GG (2,4%). Theo nghién
clru ctia Pham B4 Chung (2015), khi xac dinh ki€u gen
IL28B tai vi tri rs12979860 c6 két qua nhu sau: ki€u
gen CC chiém ty 1é cao nhat (78,36%), ké dén 13 ki€u
gen CT (20,90%) va ki€u gen TT cé ty |é thap nhat
(0,75%). Nam 2012, Pham Hoang Phiét va cong su’ xac
dinh ki€u gene IL28B. K&t qua: CC (78%), CT (20%), TT
(2%). Cling trong nam nay, tac gia Nguyén Bao Toan
cong bo két qua tan suat IL28B & 239 bénh nhan: CC
77%, CT 22% va TT 1%. C6 su phu hop gilra két qua
nghién clru clia chuing toi v&i cac tac gid khac tai Viét
Nam. Tuy nhién, chua c6 sw phu hgp véi két qua
nghién clru cla cac tac gid phuong Tay, su khac biét
nay c6 thé 1a do su khac biét vé chang toc.

Ty Ié cac ki€éu gene trén cho thay da s6 trong quan thé
bénh nhan dugc khao sat, ngudi cé ki€u gene du doan
dap (ng t6t véi thude chiém da s8. DE xac dinh ty 1€ nay
¢6 phu hop véi diéu tri thuc t€, can c6 nhirng nghién
ctru theo ddi xa hon dé danh gia, nham khang dinh vai
trd cta nhirng diém da hinh nay trong viéc tién luong
diéu tri & bénh nhan nhiém virus viém gan siéu vi C man
& Viét Nam, nhu mot sé nghién clru khac trén thé gidi
da cho thay su nhan 1én cuda virus viém gan siéu vi C cé
lien quan dén cac ki€u gene cta nhirng di€m da hinh
trén gen IL28B [10, 11]. Bén canh dé, kiéu gene CC clia
diém da hinh rs12979860 ciing cho thay lién quan dén
ty lé thap trong dap (ng diéu tri bén virng & bénh nhan
Mé-hi-cé nhiém virus viém gan siéu vi C genotype 1 khi
diéu tri v&i peg-IFNa va ribavirin [12].

Nghién ctru cua chdng téi c6 mét s6 gidi han 13 chi
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thuan tdy danh gia ty 1é cac ki€u gene cda diém da hinh
rs12979860 va rs8099917, khéng xac dinh kiéu gene
cling nhu tai lwgng cla virus viém gan siéu vi C khi bénh
nhan [an dau tién dugc ti€p nhan. Vi thé, khéng danh
gia duwoc méi lién hé gilra cac yéu t6 nay vdi cac ki€u
gene clia cac diém da hinh dang nghién ctru. Nhu trong
nghién cru ctia Lene va cs [13] cho thay ngudi mang
ki€u gene CC cé tai lugng virus viém gan siéu vi C, trong
[an dAau tién danh gia, cao hon cé y nghia thong ké so
v6i ngudi mang ki€u gene TC va TT d6i véi diém da hinh
rs12979860. Ciing trong nghién c(ru cua Lene, ty Ié cac
kiéu gene cla diém da hinh rs12979860, nghién ciru
trén quan thé ngudi da tring, khac véi két qua cula
chuing téi, véi ty 1é cac ki€u gen CC, CT va TT [an luot 13
37% 52% va 11%. Tuy nhién, nghién ctru cta chuing toi
cling cho th3y trong quan thé khao sat, cac kiéu gene
cla hai diém da hinh quan sat, rs12979860 va
rs8099917, cé khuynh hudng di cung nhau (CC/TT,
CT/TG va TT/GG). Biéu dé chi ré rang chi can quan sat
mot trong hai di€ém da hinh khi can tién lugng kha ndng
thanh céng cua phac do6 diéu tri.
5. KETLUAN
Nghién ctru da xac dinh dugc ty 1& cac diém da hinh
rs12979860 va rs8099917 nhu sau. Tan s6 va ty |é
SNP rs12979860 la CC (83,1%), CT (14,5%) va TT
(2,4%). Tan s6 va ty 1é rs8099917 1A TT (81,9%), TG
(15,7%) va GG (2,4%). Tan s6 va ty |é t6 hop cac kiéu
allele ctia SNP rs12979860 va rs8099917 lan luot 1a
CC/TT(81,9%), CT/TG (14,5%) va TT/TG (2,4%). Bénh
nhan cé kiéu allele ddng hop tir c6 kha nang dap (rng
tét véi diéu tri bang interferon chiém da sé (81,9%).
K&t qua nay la nén tang cho nhirng nghién clru xa hon
vé vai tro cua cac diém da hinh nay trong quan thé
bénh nhan nhiém virus viém gan siéu vi C dang diéu tri
vGi nhirng phac d6 khac nhau va ki€u gene virus khac
nhau.
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