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Con duong tin hiéu trc ché diém kiém soat mién dich PD-1/PD-L1 déng vai tro quan trong trong nhiém vi rut

viém gan B man tinh. Muc tiéu cta nghién ctru la dénh gié méi lién quan gidia tinh da hinh gen PD-L1 rs4143815

va néng d6 PD-L1 déi véi nhiém virus viém gan B man tinh va biéu hién 1am sang & bénh nhan nhiém HBV man

tinh. Béi twong nghién ctru bao gém 127 bénh nhén viém gan B man tinh, 157 bénh nhén ung thuw gan do nhiém

virus viém gan B va 240 ngudi khde manh. Xac dinh kiéu gen PD-L1 rs4143815 béng ki thuét tetra-primer-ARMS

va xéc dinh néng dé PD-L1 bdng phuong phap ELISA. Két qué nghién ciru cho thdy khéng cé sw khac biét co y

nghia vé tan suét kiéu gen ctia bién thé rs4143815 giita nhém bénh va nhém ching ciing nhuw gitka nhém viém

gan B man tinh va ung thw biéu mé té bao gan. Néng dé PD-L1 & nhém bénh cao hon c¢é y nghia so véi nhém

chirng va cé méilién quan dén tién trién bénh va biéu hién Iam sang & bénh nhén nhiém virus viém gan B man tinh.

Tir khéa: HBV, viém gan B man tinh, ung thw biéu mé té bao gan, PD-L1, rs4143815.

. DAT VAN PE

Viém gan man tinh do nhiém vi rat viém gan
B (HBV) van dang la mot van dé y té nghiém
trong mang tinh toan ciu. Theo wéc tinh cla
Té chirc Y té thé gidi c6 khodng 257 triéu
ngwdi nhiém HBV man tinh (khoang 3,5 % dan
sb toan cau) va 780 nghin ngudi t& vong do
cac bién chirng clia nhiém HBV nhw dot cap
cla viém gan man, xo gan, dac biét la ung thw
gan.' Tai Viét Nam, khoédng 8,8% nir gi¢i va
12,3% nam giéi bj nhiém viém gan B man tinh
va hau qua la ty 1& t&r vong do céc bién chirng
cla bénh dang ngay cang gia tang theo.?

Mac du nhiéu yéu té6 anh hwéng téi dién
bién 1am sang va hau qua cta nhiém HBVY,
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ngay cang nhiéu cac bang ching thuyét phuc
cho réng s suy kiét chirc nang mién dich cta
t& bao T Ia co ché chinh dan dén sy ton tai dai
dang ctia HBV trong co thé va sw phat trién
ung thw gan sau thoi gian dai nhiém HBV.3#
Céac nghién ctu da cho thay rang suy kiét
chirc nang mién dich cla té bao T gay ra bdi
sw biéu hién qua murc cla cac phan tl rc ché
diém kiém soat tin hiéu mién dich, trong d6 con
dwong PD-1/PD-L1 (programmed cell death-1/
programmed cell death ligand 1) déng vai tro
trung tam. PD-1 khi gén véi phéi t& la PD-L1
c6 vai trd rc ché su hoat héa, phan chia cla
té bao T, 1a co ché quan trong dbi v&i s 1an
trbn giam séat mién dich cta khéi u. PD-1 1a mot
protein bé mét té bao dwoc biéu hién & té bao
lympho T, lympho-B hoat h6a, NK va dai thuwc
bao. PD-1 dwoc diéu khién ting & cac té bao
T trong vong 24 gi& sau khi hoat héa c6 vai tro
lam gidm sw loai bd khang nguy&n nham ngan
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sw hoat héa mién dich qua mc.5 PD-1 c6 2
phdi tr bao gobm PD-L1 va PD-L2. PD-L1 biéu
hién & nhiéu loai té bao mé va té bao tao mau
nguoc lai PD-L2 thi hau hét biéu hién & cac té
bao chuyén trinh dién khang nguyén vi vay it
c6 y nghia I[dm sang hon so v&i PD-L1.

PD-L1 Ia mét protein gém 290 a.a dwgc ma
héa b&i gen CD 274, chiva 7 exon nam trén
NST 9 & ngwoi, vi tri 9p24.° Vung 3’-UTR cla
gen la vung twong tac véi micro ARN ( miRNA),
viéc gadn miRNA véi vung 3-UTR ciia mARN
dich diéu khién cac chirc nang sinh hoc da
dang bao gdm: biét héa, phan chia, chét theo
chwong trinh (apoptosis), stra chira DNA cua
té bao.”® Vi vay, cac bién dbdi gen ctia miRNA
hodc 3-UTR ciia mRNA dich cé thé thay dbi
sy twong tac cla ching déng gop vao co ché
bénh sinh cGa nhiéu bénh trén lam sang trong
dod c6 ung thw.® Bién thé rs4143815 nam tai
vung 3-UTR cla gen PD-L1. M6t sb nghién
ctru da chira rs4143815 cé lién quan voi tang
tinh nhay cdm v&i ung thuw gan.™'" O’ Viét Nam
chwa c6 nghién ctru nao vé cac bién thé cla
PD-L1 ndi chung va rs4143815 ndi riéng. Vi
vay chung tdi tién hanh nghién clru nay nhdm
khdo sat méi lién quan gitra tinh da hinh gen
PD-L1 rs4143815 va ndéng d6 PD-L1 huyét
twong véi nhiém HBV man tinh.

Il. DOl TUQONG VA PHUONG PHAP
1. Péi twong

Nhém bénh: 284 bénh nhan nhiém vi rat
viém gan B man tinh (HBV) dwoc Iwa chon vao
nghién cru theo phwong phap chon méau thuan
tién gdbm: 127 bénh nhan viém gan B man tinh
(CHB) va 157 bénh nhan ung thw gan (HCC)
phu hop véi tiéu chuan chan doan theo “Huéng
dan chan doan, diéu tri bénh viém gan vi rat B-
Bo Y té Viét Nam-2019"'2 va “Hwéng dan chan
doan va diéu tri Ung thw t& bao gan nguyén
phat’ theo hwéng dan cia Bo y té Viét Nam

TAP CHI NGHIEN ClPU Y HOC

2012.%

Nhém ching (healthy control, HC) gdm: 240
nguwoi khde manh dwoc lya chon ngdu nhién
twr dot kiém tra strc khde hang ndm c6 HBsAg
am tinh, khong c6 tién s& bénh gan hay bénh
tw mién.

Tét ca dbi twong nghién ctru déu am tinh véi
anti-HCV va anti-HIV béng phwong phap Elisa
(Diagnostic automation/Cortez  Diagnostics,
Inc., Woodland Hills, California, USA).

2. Phwong phap

Thiét ké nghién ctru: Nghién cliu bénh
chirng.

Thoi gian nghién cteu: Ttr thang 01/2019
dén thang 07/2020.

Dia diém nghién ctru: Nghién ctru dwoc tién
hanh tai Bénh vién Trung wong Quéan ddi 108.

Phuong phép chon méu va ¢ mau: Chon
mau thuan tién, c& mau tinh theo cong thirc
tinh c& mau cua Fleiss JL cho nghién ctru bénh
chirng.

e/t )X PX Qe yiPQ +PQS

r(P.- P’
m' 200+1)
= + 7
M= T e

m: ¢& mau cla quan thé 1

P.: ty 1& phoi nhiém cla quan thé 1

P2: ty 1& phoi nhiém cltia quan thé 2

a=0,05

B=0,2

Sw khac biét vé tan suét xuat hién cla kiéu
gen déng hop 1&n trén nhém chirng va nhém
bénh khoang 10% (5% so v&i 15%), wéc tinh
¢ mau it nhat cho méi nhom 1a 141 dbi twong.

Céac ky thuéat str dung trong nghién cteu:

Ky thuat tetra-primer-ARMS (T-ARMS-PCR)
va gidi trinh tw gen: Xac dinh kiéu gen cta bién
thé rs4143815 béng ky thuat T-ARMS-PCR va
duoc kiém tra lai bang phwong phap gidi trinh tw
gen (sanger sequencing). Phan rng T-ARMS-
PCR duoc tién hanh véi 4 mbi dac hiéu sau:
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Bang 1. Trinh tw méi st dung cho phan trng ARMS-PCR

STT Tén moi Trinh tw
1 OF 5-AGG CCC AAG CACTGAAAATGG AAC -3
2 OR 5'- CAT TCACAA CCA CAC TCACAT GACAAGAAG -3
3 IGF 5-TGC CTC CAC TCAATG CCT CAATTIT G -3
4 ICR 5-ACACTGAGACTC TCAGTCATG CAG AAAAG -3

Trinh tw mdi do nhém tw thiét ké theo phan
mém Primer3. Trong d6 cdp moi ngoai (OF va
OR) dé khuéch dai doan DNA 386pb chira SNP,
cap modi trong xudi (IGF) va mdi ngoai nguoc
(OR) khuéch dai doan chira alen binh thuong
G dai 140 bp, cap mdi trong nguoc (ICR) va moi
ngoai xudi (OF) khuéch dai doan chtra alen bién
ddi C dai 299 bp. T d6 viéc c6 mat/ vang mat
clia s&n phdm PCR dwoc chan doan la c6 mat/
vang mat cla alen dich trong mau bénh pham.
San phdm PCR duoc dién di trén gel agarose
2%.

Két qua cla phan &rng ARMS-PCR duoc
khang dinh dwa vao két qua dién di cho cac
bang cé kich thwéc twong ng véi doan DNA
dich va bang két qua giai trinh tw gen.

Ki thuét ELISA: Nong do protein PD-L1 huyét
twong bénh nhaén va nhém ching dinh lwong
bang kit Elisa (Human PD-L1 Elisa kit, Abcam,

Ill. KET QUA

1. Dac diém chung cua déi twong nghién ciru

United Kingdom) theo huwéng dan ctia nha san
Xuét.
3. Xt ly sé ligu

Céac phan tich théng ké dwoc thuc hién bang
phan mém Stata 13.0. Chi-squared test duoc st
dung dé so sanh sy khac biét co y nghia gilra
hai nhém ho&c nhiéu hon 2 nhém céc bién phan
loai. Mann-Whitney test, Kruskall-Wallis test
duoc st dung dé so sanh di liéu ctia cac bién
lién tuc gitka cac nhém khac nhau. Phan tich mbi
twong quan tuyén tinh gitra ndng dé protein PD-
L1 v&i cac chi sb can Iam sang. T4t ca cac phan
tich cho két qua co y nghta théng ké khi P < 0,05.
4. Pao dirc nghién ctru

Nghién ctru da dwoc chép thuan béi Hoi
ddng Pao drc nghién ctru y sinh hoc Trwong
Dai hoc Y Ha Noi s6 64/ GCN-HPDDNCYSSH-
DHYHN 25/03/2020).

Bang 2. Mot s6 dic diém vé can lam sang cla cac doi twong nghién clru

Bién sé Nhém chieng (n = 240) Nhém bénh (n = 284) P
AST (U/L) 21 (10 - 34) 134 (3 - 43868) 0,001
ALT (U/L) 18 (4 — 55) 112 (11 — 4427) 0,001
GGT (U/L) 21,5 (9 — 53) 161 (6 — 4335) 0,001
Bil-T (umol/L) 5,94 (0,7-171,4) 23,7 (4,9 - 1504) 0,001
Bil-D (umol/L) 2,2(1,8-4,3) 8,7 (0,7 - 542,7) 0,01
Albumin (g/L) 43,8 (17,8 - 47) 37,6 (19,9 - 49) 0,01
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Két qua cho thay c6 su khac biét cé y nghia v& hoat d enzyme AST, ALT, GGT va ndng do
Bilirubin toan phan, Bilirubin tryc tiép, albumin trong huyét twong gitra nhém bénh va nhém ching.

2. Phan bé kiéu gen cuia bién thé rs4143815 & nhém bénh va nhém chirng

Hinh 1. Hinh anh dién di dai dién cac san pham ARMS-PCR xac dinh kiéu gen
ctia PD-L1rs4143815

M: (marker) thang DNA chuan 100bp, 1-18: Mau bénh nhan nhiém vi rat viém gan B man tinh,
Neg: chitng am. Mau 1,3,7,9,10,12,13,14,15 c6 kiéu gen GC (gébm ca doan DNA cé kich thwéc
299bp va 140 bp, doan DNA kich thuéc 386bp la chirng noi). Mau 2,4,11,16,18 c6 kiéu gen CC
(doan DNA c6 kich thuwé'c 299bp). MAu 5,6,8,17 cé kiéu gen GG (doan DNA c6 kich thwéc 140bp).

Samnple: UN1_15 |Fia: C-Usen'adeie Dakciog7.5.2020_9 MAUUXI_15.ab1
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Hinh 2. Két qua giai trinh tw gen san pham ARMS-PCR

Mau 110: kiéu gen CC; Mau UX1: kiéu gen GC
Bang 3. Phan b6 kiéu gen PD-L1 rs4143815 & cac nhém nghién ctru

Nhém nghién ciru CC n (%) CG n (%) GG n (%) P
HC (n = 237) 73 (30,8) 116 (48,75) 48(20,25) 046
HBV (n = 263) 90 (34,22) 128 (48,67) 45 (17,11)

CHB (n = 113) 41(36,28) 55(48,67) 17(15,04) 04
HCC (n = 150) 49(32,67) 73(48,67) 28(18,67)

Khéng c6 su khac biét co y nghia thdng ké vé tan sbé kiéu gen ciia SNP rs4143815 gitra nhém
bénh va nhém chirng, ciing nhw gitka nhdm viém gan man va nhdm ung thw biéu mé té bao gan véi
p > 0,05.
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3. Phan b6 néng do protein PD-L1 & bénh nhan va nhém chirng
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Hinh 3. Nong d6 protein PD-L1 & cac nhém nghién ctru

Trong sd 144 bénh nhan HBV va 49 ngwoi khée manh duoc khao sat néng dé protein PD-LA1,
nong do protein PD-L1 (pg/ml) & nhém HBV: 41 (5,02 - 170,71) cao hon ¢ y nghia so v&i nhém
chirng: 23,19 (16,2 - 107,86) v&i p < 0,0001. Néng d6 protein PD-L1 & nhém HCC: 34,93 (5,02 -
98,74), nhém CHB 44,28 (19,66 - 170,71) khac biét khéng cd y nghia théng ké véi p > 0,05.
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Hinh 4. Méi lién quan giira ndng doé protein PD-L1 v&i kiéu gen ctia PD-L1 rs4143815

Khong c6 sw khac biét v& ndng dd protein PD-L1 gitra cac kidu gen cla rs4143815 & nhédm bénh
cling nhw nhém chieng véi P > 0,05.
4. Méi twong quan giiba néng do protein PD-L1 vé&i cac thong sé can lam sang & bénh nhan
nhiém HBV man tinh.

C6 méi twong quan thuan mirc dd trung binh gitra ndng d6 protein PD-L1 v&i hoat tinh enzyme
AST, ALT, ndng d6 Bil-D, Bil-T: twong quan thuan yéu véi GGT (rho = 0,26), va twong quan nghich
yéu v&i ndng doé albumin (rho = - 0,26) huyét thanh & nhém bénh nhan HBV.

42 TCNCYH 137 (1) - 2021



TAP CHI NGHIEN ClPU Y HOC
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Hinh 5. Twong quan giira néng dé protein PD-L1 va mét sé chi sé can lam sang
& bénh nhan viém gan B

IV. BAN LUAN

PD-L1 bidu hién thwong xuyén & gan va
doéng vai trd quan trong trong (e ché sy phan
chia cta té bao T hoat héa do d6 cdm (ng dung
nap mién dich & gan.''® M6t méat day la bién
phap bdo vé rat quan trong dé tranh tw mién,
mat khac chung cé thé han ché kha nang tao
ra cac phan tng mién dich manh mé chéng lai
cac tac nhan lay nhiém ciing nhw ung thw. Do
do viéc danh gia day di nhirng tac déng cla
con dwdng nay dbéi véi bénh ly gan cé thé gop
phan mé ra cac phwong phap diéu tri hiéu qua
cho céac trwdng hop nhiém vi rat viem gan cling
nhw ung thw gan.

Nghién ctru clia ching téi chi ra khéng thay
sw khac biét vé& phan bd kiéu gen gitra nhém
bénh va nhém chirng cling nhw gitba nhém HCC
va viém gan B man tinh. Két qua nay khac voi
nghién clru clia Qigui Xie va céng su (2018)"
nghién ctru rs4143815 trén ngudi Trung Québc
gdm 225 bénh nhan HCC va 200 nguoi khée

manh thay réng: tan suét kiéu gen GG & nhém
bénh (32,89%) cao hon co6 y nghia so v&i nhém
chirng (15,5%) v&ip < 0,001. Phan tich gdp cua
Ju Zou (2019) va cong sw'° ciling cho thay kiéu
gen GG c6 nguy co HCC cao hon. Tuwong tw
két qua nghién cru clia S.Cheng va cong sw'®
(2017) thay rang kiéu gen GG & nhém HCC
cao hon cd y nghia so v&i nhém chirng khde
manh. Sy khac biét nay cé thé do sy khac nhau
vé ddi twong bénh nhan: trong nghién ctru cla
chung t6i Iwva chon nhém bénh gém ca bénh
nhan viém gan B man tinh va bénh nhan ung
thw gan con trong nghién ctru ctia Qigui Xie chi
chon bénh nhéan ung thw gan. Hon nira co thé
do sy khac nhau vé chiing toc.

Su tang biéu hién cta PD-L1 da dwoc quan
sat thay trén cac té bao T tham nhiém, cw tru
tai md gan trong subt qua trinh biéu hién viém
gan man tinh."® Do do6, duy tri kéo dai sy kich
thich thu thé té& bao T va tinh trang phoi nhiém
lién tuc vé&i PD-L1 gép phan chd yéu dan dén
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lam suy kiét chirc nang mién dich cla t& bao
T & nhirng bénh nhan viém gan B man tinh.
Nghién ctru clGa chung téi cho thdy néng do
protein PD-L1 huyét twong nhém bénh (41pg/
mL) cao hon so v&i nhom chirng (23,19 pg/
mL) c6 y nghia théng ké vé&i p < 0,0001. Két
qua nay phu hop véi nghién ctru ciia Wang W
va cong s trén bénh nhan ung thw da day'"®
cling nhw la nghién clru clia Qigui Xie' trén
nhém ung thw biéu md té bao gan so véi nhém
chirng khde manh. Bién thé rs4143815 nam &
vung 3-UTR cla gen PD-L1, 1a vj tri dong vai
trd quan trong trong viéc diéu khién biéu hién
gen sau phién ma hay déng vai trd chinh trong
viéc xac dinh sb phan cia mRNA sau phién m3,
hiéu qua phién ma dan t&i tang/gidm sb luvong
chudi polypetid.’® Nghién ciru trén bénh nhan
ung thw da day Wang W va cong sv thay rang
bién thé rs4143815 lam tang ndng do protein
PD-L1 béng cach ngén sy twong tac gitra PD-
L1 mARN va micro RNA."” Tuy nhién két qua
nghién cru cla chang téi chi ra chua thay méi
lién quan gitra néng dd protein PD-L1 v&i kiéu
gen rs4143815 c6 thé do sb lwong mau nghién
ctvu con khiém tdn. Can tiép tuc tién hanh
nghién clru v&i c& mau I1én hon dé dwa ra két
qua thuyét phuc hon.

Nghién ctru ciing cho thdy cé méi twong
quan thuan gitra ndng dd protein PD-L1 huyét
twong véi hoat tinh clia enzyme ALT, AST, GGT,
ndng dd bilirubin toan phan, bilirubin truc tiép
huyét twong, nguoc lai nébng dé protein PD-L1
huyét twong ty 1& nghich vé&i ndng do albumin
huyét twong. Diéu nay goi y réng protein PD-L1
c6 thé 1a mot yéu td tién lwong trong nhiém vi
rat viém gan B man tinh.

V. KET LUAN

Khong phat hién méi lién quan gitra bién thé
rs4143815 dbi véi nhiém vi rat viém gan B man
tinh. Nong do protein PD-L1 & nhém bénh cao
hon cé y nghia so v&i nhém chirng va cé méi

twong quan véi mot s chi sb tién lwong mirc
dd nang cua nhiém vi rat viém gan B man tinh.
L&i cam on

Nhém nghién clru xin trdn trong cdm on
Bénh vién Trung wong Quan doi 108, Trwdng
Dai hoc Y Ha Noi, Quy Phat trién cong nghé va
Khoa hoc quéc gia (Nafosted) da hd tro dé thuc
hién nghién ctru nay.
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Summary
INVESTIGATION OF PD-L1 RS4143815 POLYMORPHISM
AND SERUM PD-L1 LEVELS IN PATIENTS
WITH CHRONIC HBV INFECTION

The study was conducted to investigate the polymorphism of PD-L1 rs4143815 by using
tetra-primer-ARMS technique and protein PD-L1 levels were analyzed by Elisa in patients with
chronic hepatitis B virus (HBV) infection and healthy controls. The study participants included
127 chronic HBV patients, 157 hepatocellular carcinoma (HCC) patients, and 240 healthy
controls. Results showed that there was no significant difference in genotype frequencies
between HBV patients and healthy controlled group, and between CHB group and HCC
group. Chronic HBV patients had higher PD-L1 level than healthy patients, and PD-L1 level
correlates with clinical features and progress of disease in chronic hepatitis B virus infection.

Keywords: HBV, Chronic hepatitis B virus, Hepatocellular carcinoma, PD-L1, rs4143815.
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