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UNG DUNG KY THUAT REAL-TIME PCR PE XAC PINH KIEU
GEN, LUQNG VIRUS TRONG MAU VA PAC PIEM KHANG
THUOC PIEU TRI CUA VIRUS VIEM GAN B TREN NGUOI BENH
CUA BENH VIEN PA KHOA PONG THAP
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TOM TAT

Viém gan siéu vi B la bénh gdy ra boi virus viém gan B (Hepatitis B virus-HBV), biéu hién
cap tinh hodc man tinh. Nhiém HBV la nguyén nhdn hang dau gdy viém gan man tinh trén toan
thé gidi, két qua dan dén xo gan va nguy co dién tién thanh ung thw gan. Nhitng tién bé moi
trong chdn dodn va diéu tri viém gan siéu vi B dd gép phan dding ké trong viéc han ché nhiing
bién chung cua bénh, trong do viéc su dung cdc ky thudt sinh hoc phan tu (SHPT) ma dién hinh
la real-time PCR dd gép phdan khéng nhé vao céng tac chan dodn, theo doi va diéu tri. Nghién
civu nay vi vdy dwoe dat ra nham vmg dung ky thudt real-time dé xdac dinh virus trong madu, kiéu
gen va ddc diém khang thuéc diéu tri (Lamivudine-LAM, Adefovir-ADV) ciia HBV trén nguoi
bénh tai Bénh vién Pong Thap. Chiing t6i ghi nhdn (trén 100 bénh nhdn c6 chi s6 HBsAg dwong
tinh) do tuéi cia ngueoi nhiém la 37,0 + 0,34, gici nam chiém ty 1é 59,0%, gid tri ALT binh
thwong trong 51,2%, HBeAg dm tinh chiém 23,0% va khéng cé chi dinh diéu tri trong 30,0%
triwong hop C6 82,0% HBV-DNA la dwong tinh, véi da sé la kiéu gen B chiém 59,1%. Nhom cé
tai lwong virus cao > 20.000 Ul/mL chiém 36,0%. Ty 1é dot bién khang thuéc xudt hién trong
56,1%, nhiéu nhat la khang LAM véi 86,0% va ADV véi 68,0%. Trong ddt bién khing LAM, dét
bién tai 2041 cao nhat chiém 84,0%. Poi voi khang ADV, dot bién A18IT cao nhat véi ty lé
68,0%. Dét bién khing thudc di kém véi ty 1é HBeAg dwong tinh cao va tdi lwong virus cao.
Trong khi d6, anh hwéng ciia kiéu gen nhiém ciia HBV trén cdc yéu t6 lam sang va cdn lam sang
khéng thé hién ré.

Tir khéa: Dot bién khdng thudc, kiéu gen, tdi lwong Virus, real-time PCR, virus viém gan B.
ABSTRACT

Hepatitis B is caused by the hepatitis B virus (HBV) and may be either acute or chronic.
Chronic hepatitis B virus (HBV) infection is the major global cause of chronic hepatitis, as a
result, which leads to cirrhosis and increases the risk of liver cancer development
(hepatocellular carcinoma). Recent advances in the diagnosis and treatment of hepatitis B have
enormously contributed to reduce the side effects of this disease in which the real-time PCR
technique had the significant contribution to diagnosis, monitoring and therapy. In the current
study, therefore, our purpose is the application of real-time PCR method to detect hepatitis B

' ThS, Trudng Pai hoc Mo TP.HCM.

? S¢ Khoa hoc Cong nghé Tinh Ddng Thap.

3 Bénh vién Pa khoa Tinh Déng Thap.

* Cong ty CH phan Cong nghé Viét A.

> PGS.TS, Truong Dai hoc Mo TP.HCM. Email: Ihathuy@gmail.com



64 TAP CHI KHOA HOC TRUONG DAI HOC MO TP.HCM - 5O 9 (1) 2014

viral load, genotypes as well as lamivudine (LAM) and adefovir (ADV) resistance in patients at
Dong Thap Hospital. The results figured that the mean age of HBV patients was 37.0 + 0.34, the
proportion of male infected was 59.0%. In addition, our results also showed that the rate of the
patients with the normal ALT level and HBeAg negative were 51.2% and 23.0%, respectively.
Moreover, the patients who were not indicated for treatment were approximately 30.0%. Among
the group of HBsAg positive, the rate of HBV-DNA positive was 82.0% and a majority rate of
59.1% was HBV genotype B. The group of high viral load in those samples was equal to or
greater than 20,000 IU/ml (36.0%). The total rate resistant mutation occurred in 56.1%, the rate
of LAM resistant mutations was the most value of 86.0% and ADV resistant mutations were
68.0%. LAM resistant mutation 2041 occurred at 84.0%. ADV resistant mutation AI181T was the
highest rate of 68.0%. Resistance mutations often associated with a higher proportion of HBeAg
positive and the high viral loads. Meanwhile, the influence of genotype infections on the clinical,
para-clinical characteristics were not clear.

Keywords: Hepatitis B virus, genotypes, real-time PCR, resistance mutation,viral load.

1. Gidi thi¢u

Theo bao céo ctia TO chie Y té Thé gidi
(WHO), c6 khoang 2 ty ngudi nhiém virus
viém gan B (HBV) trén toan thé gioi, trong d6
khoang 6% c6 viém gan siu vi B cap tinh va
5-10% trong sb nay s¢ chuyén sang man tinh &
nguoi 1om, riéng d6i véi tré em ty 1¢ nay Ién
dén 90%. Ty 18 tr vong trong giai doan cip
tinh 13 1%. Bién chiig ctia viém gan siéu vi B
cap 1a viém gan man, X0 gan va ung thu gan
nguyén phat, dan dén tr vong vao khoang mot
triéu ngudi moi nam*?%. Tai Viét Nam co
15-20% nguoi nhiém HBV, va trén bénh nhan
X0 gan va ung thu gan nguyén phat thi ty 1€
nhiém HBV chiém dén 80-92%! 129141,

O Viét Nam, kiéu gen HBV pho bién 1a
B va CIPIPI - Cac nghién ciru trén thé gidi
cho thiy kiéu gen c6 quan hé mat thiét v6i tinh
trang U bénh, qua trinh sinh bénh, su tron thoat
ciia HBV khoi hé théng mién dich va sy dap
ung véi thude diéu tri> A%, Trong diéu tri,
Lamivudine (LAM) va Adefovir (ADV) 1a hai
loai thudc da dugc sir dung rong rdi do uu
diém dung bang duong ubng va it tac dung
phu, nhung hién nay viéc s dung cac thude
nay dang bi han ché do tinh trang khang thudc
dang & murc bao dong, sy khang thudc nay lai
tang 1én theo thoi gian diéu trit?”.

Hién nay, c6 nhiéu phwong phap chan
doan nhiém HBV dua trén k¥ thuat sinh hoc
phan tr, nhung véi uu diém vé& do nhay, do
chinh xac va kha ning phan tich két qua ngay

trong qué trinh thuc hién phan Gng nén real-

time PCR ngay cang dugc st dung rong
58I HII8I32](38]

Bénh viém gan siéu vi B 1a bénh pho
bién ¢ tinh Dong Thap, udc tinh khoang 10%
trén tong s6 xét nghiém HBsAg. Viéc trién
khai diéu tri tai Bénh vién Pa khoa D@)ng Thép
hién nay con & muc so khdi, do cac phuong
tién chan doan va theo doi diéu tri chua day
du. Nghién ctru nay vi vay sé 1a khoi dau cho
viéc ap dung k¥ thuat méi trong chan doan
nhiém HBV tai Dong Thép.

2. Vit liéu va phuong phap nghién
ciru
Déi twong nghién ciru

Nghién ctru dugc tién hanh trén nhiing
bénh nhan dén kham va diéu tri tai bénh vién
Pa khoa tinh Tay Ninh c6 chi s6 HBsAg
duong tinh bang xét nghiém huyét thanh mién
dich chua ting diéu tri bang thudc khang
HBV. Mau méau s& dugc bd sung thém xét
nghiém ALT va HBeAg, gié tri binh thuong dé
tham chiéu ciia ALT trong dé tai nay 1a < 42
Ul/ml.

Phan irng Real-time PCR

DNA tir mau huyét thanh bénh nhan ly
trich boi bo kit tach chiét DNA QIAamp DNA
blood Mini Kit Code 51104 duoc st dung dé
thuc hién real-time PCR. Cac bd kit Realtime-
PCR do cong ty C6 phan & Coéng nghé Viét A
cung cip, bao gdm: LightPower 'V*HBV qPCR
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Plus Kit: VA.A02-001C (nhim x4c dinh tii
luong virus trong mau vdi ngudng phat hién la
60 Ul/ml); LightPower “*HBV LamR rPCR
Plus Kit: VA.A02-001G va LightPower V*HBV
AdeR rPCR Plus Kit: VA.A02-0011 (nhim khao
st cac kiéu dot bién khéang Lamivudine dai tra:
L180M, M204I, M20V va khang Adefovir dai
tra: A18IT, AI181V, N236T); LightPower
VAHBV Genotype rPCR Plus Kit: VA.A02-
001E (nham xéc dinh ba kiéu gen HBV phd bién
tai Viét Nam: A, B va C).

Xir Iy va théng ké sé liéu nghién ciru

Phan mém MedCal (phién ban 12.7.0.0)
dugc st dung dé phan tich, tit ca cac phép

kiém 13 2 dudi, ngudng c6 y nghia théng ké
duoc chon lap < 0,05.

3. Két qua va thao ludn

Mo ti dic diém bé méiu:

100 mau méau c6 chi s6 HBsAg duong
tinh duoc thu nhan tir cac bénh nhan c6 do tudi
trung binh 1a 37,0 + 0,34 v&i khoang dao dong
tir 10 dén 72 tudi, trong d6 co 59 truong hop 1a
nam va 41 truong hgp la n&t. Nhin chung,
nhiém HBV tai dia ban tinh c¢6 sy dao dong vé
tudi 1a 16n véi ty 16 nam mac bénh co phan cao
hon nit. Chi s6 men gan ALT binh thudng
chiém 20 trong 41 truong hop xét nghiém
(48,8%), va ting trén 30 UI/mL chiém 21
trong 41 truong hop xét nghiém (51,2%). S
bénh nhan co chi tiéu men gan cao nay cling
chinh la s6 bénh nhan can xem xét diéu tri. Vé
chi s6 HBeAg, trong 91 truong hop c6 két qua
x€t nghiém, ty 1€ duong tinh chiém 68 truong
hop (74,7%) va am tinh la 23 (25,3%). Day la
ddu an sinh hoc can thiét trong theo ddi va
diéu tri nhiém HBV, tuy nhién trong mot 5O
truong hop virus dot bién khong tong hop
dugc HBeAg thi viéc theo ddi va diéu tri
nhiém HBV s& phai dya trén tai luong virus
trong mau.

Tai luong virus c6 mdi twong quan véi
chi s6 HBeAg, HBeAg xuit hién dwong tinh
trong nhing ca co chi sd tai lugng virus cao va
ngugc lai. Do d6, HBeAg dugc su dung nhu
dau chi diém cho su nhén 1én va 1ay nhiém cua
virus HBV. Hién tuong HBeAg 4m tinh c6 thé
gip trong truong hop c6 xdy ra & dot bién

precore, nén qua trinh tong hop HBeAg khong
thuc hién dugc. Chinh vi vy ma trong huyét
thanh bénh nhan, khang nguyén HBeAg c6 thé
am tinh nhung DNA HBV van duong tinh.

Xdc dinh tai lwong virus

V6i ngudng phat hién HBV-DNA 1a 60
Ul/ml, trong 100 mau nay chung t6i xac dinh
c6 18 miu am tinh va 82 mau duong tinh (ké
ca nhitng ca c6 chi s6 HBV-DNA xdp xi 300
copy/mL, tuong duong 60 UI/mL), trong dé sd
ca bénh c6 tai lugng virus > 20.000 UI/mL la
36 ca (36,0%). Tai luong virus giap danh gia
chinh xac viéc sao chép cua virus va cling la
mot chi tiéu can thiét dé quyét dinh phuong
thirc 4p dung diéu tri HBV. Thong thuong, &
bénh nhan c6 HBeAg am tinh s€ chi dinh diéu
tri khi tai luong virus dat 20.000 UI/mL. Khi
tai lugng virus trén 2.000 UI/mL thi bénh nhan
s& duoc can nhic va diéu tri khi co su thay doi
di kém nhu: tai luong virus tdng, men gan
ALT ting, hodc hinh anh ton thuong gan trén
sinh thiét. Tong hop cac yéu td theo cac hudng
dan diéu tri nhiém HBV, bao gém HBeAg,
men ALT va tai lugng virus, c6 70,0% bénh
nhén can duoc diéu trj va 30,0% can can nhic
diéu tri tiy timg trudng hop cu thé.

Du tinh an toan va hi€u qua phong ngtra
cta vaccine phong bénh HBV da dugc chung
minh qua hon hai thap ky, nhung nhlem HBV
van tlep tuc tién trién & muc toan cau voi
khoang 600.000 cho dén 1 triéu ngudi chét
mdi nam™*". Co6 rit nhidu yéu t6 nguy co c6
lién quan dén su tién trién ctia bénh sang man
tinh, trong do cac yéu td gdm kiéu gen, tai
luong virus va cac kiéu dot bién gen 1a c6 moi
lién quan mat thiét*".

Xdc dinh kiéu gen virus

Trong 66 ca duong tinh HBV-DNA, két
qua xac dinh kiéu gen cho thdy kiéu gen B
chiém 39 ca (59,1%), kiéu gen C chiém 21 ca
(31,8%) va c6 6 ca (9,1%) ddng nhidm hai
kiéu gen B va C. Ty 1é nhiém giita kiéu gen
B/C vao khoang 2/1. Chung t6i khong phat
hién duogc kiéu gen nao khac ngoai hai kiéu
gen vira dé cap. Két qua phat hién kiéu gen
trong nghién ctru nay ciing phu hop véi nhan
dinh da duogc rut ra tir cac nghién ctru trude
day: d6 1a su phan bd kiéu gen HBV thay doi
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theo dia du, mdi chau luc, mdi nuéc; trong do
kiéu gen B va C thuong gip ¢ cac nude Dong
Nam A, Nhat Ban va khu vuc Thai Binh
Duong va ty 1¢ nhiém cua kiéu gen B thuong
cao hon CLN203121-23]

Mot nghién cuu trude day duogc thuc
hién trén 295 bénh nhan tai TP. H6 Chi Minh
c6 bénh 1y vé gan cia Tran HT ef al (2003)".
Céc tac gia ghi nhan trong 234/295 ca co
nhiém virus, ty 18 nhiém HBV chiém 31,2%,
trong d6 kiéu gen B chiém 43,0% va kiéu gen
C chiém 57,0%[41]. Nhu vay, ty 1¢ nhiém gitra
B/C dang xép xi 1/1; khong mot kiéu gen nio
khac ngoai B va C dugc ghi nhan qua nghién
ctru nay. Mot nghién ctru dugc thyc hién trong
thoi gian tir thang 8/2004 dén thang 5/2006 tai
phong xét nghiém Trung Tam Y Khoa
MEDIC, céc tac gia su dung k¥ thuat giai trinh
te gen cho 122 truong hop bénh nhan Viét
Nam viém gan virus B man tinh dang diéu tri
LAM va ghi nhan chi ¢ 2 kiéu gen B va C,
trong d6 kiéu gen B 1a 76 trudng hop (62,3 %)
va kiéu gen C 1a 46 truong hop (37,7 %)% Ty
1¢ nhiém giita kiéu gen B/C 14 xap xi 2/1. Mot
nghién ctu khic cia Long H. Nguyen et al
(2009)* thue hién trén nhém bénh nhén viém
gan man nguoi goc Viét va gbc Trung Qudc
sinh song tai Bic California tir thang 6/2005
dén thang 6/2008, cac tic gia cling ghi nhan
mot ty 1€ kha khac biét gitra hai nhom nguoi: &
nhimg bénh nhan Trung Qudc, kiéu gen B
chiém 49/89 ca (55,0%), kiéu gen C chiém
38/89 ca (43,0%) va c6 hai trudng hop nhiém
kiéu gen D (2,0%); Trong khi do, ddi véi
nhom bénh nhin c6 ngudn gbc ngudi Viét
Nam, ty 1¢ nay phan bd: kiéu gen B chiém
335/478 ca (74,0%), kiéu gen C chiém
120/478 ca (chiém 24,0%), kiéu gen A chiém
1/478 ca (1,0%) va kiéu gen D chiém 2/478 ca
(1,0%). Nhu vay, ty 1& nhidm giira kiéu gen
B/C dugc ghi nhéan 1a vao khoang 3/1. Mot
nghién ctru khac ciia Pang Mai Anh Tuan va
cong su (2010), khao sat kiu gen HBV
dugc thyc hién bang phuong phap PCR-giai
trinh ty hién trén c¢& mau 894 bénh nhan, cac
tac gia ghi nhan c6 3 kiéu gen B, C va D, tuy
nhién kiéu gen D chi c¢6 duy nhat 1 miu chiém
0,11%, con lai 1a kiéu gen B v6i 678 mau va
kiéu gen C voi 215 mau tuong ung véi ty 18
75,84% va 24,05% nghia 1a ty 1é giira kiéu gen

B/C 1a khoang 3/1. Nghién ctru cua Phung TB
et al (2010) PY ciing cho thy trong 87 mau
nhiém HBV tir cac bénh nhén tai Ha Noi, kiéu
gen B chiém 67/87 mau (77,0%) va kiéu gen C
chiém 19/87 méu (22,0%), nghia 1a ty 1¢ giita
kiéu gen B/C ciing vao khoang 3/1. Trong hai
nghién ctru khac dugc thuc hién trudc day cua
chung t61 cling st dung cac bd kit phat hi¢n
kiéu gen dua trén k¥ thuat real-time PCR cua
cong ty Viét A, thuc hién trén 100 bénh nhéan
nhiém HBV tai khu vyc tinh Dik-1ik ghi nhan
kiéu gen B 1a 63 mau, kiéu gen C chiém 21
mau (nghia 1a ty 1¢ nhidém giira kiéu gen B/C
vao khoang 3/1); déng thdi c¢6 16 mau nhiém
ca hai kiéu gen B va C"! va trén 200 bénh
nhan nhiém HBV tai bénh vién Pa khoa Tay
Ninh, ghi nhan ty 1& nhiém giira kiéu gen B va
C xdy xi 41, Gan day, Nguyen CH et al
nam 20112% ¢éng bd ty 18 nhiém HBV trén
113 bénh nhén tai khu vuc Hai Phong 1a kiéu
gen B chiém 80,5% trong khi kiéu gen C
chiém gan 20%, nghia 14 ty 1¢ nhiém giira kicu
gen B/C vao khoang 4/1. Gan day nhat 1a xuét
ban ctia nhom nghién ctru Dunford L et a/
(2012)!"! cho thy trong s 185 miu nhidm
HBV duoc xé4c dinh kiéu gen tir bénh nhan thu
nhan tir 5 tinh thanh trong ca nudc, bao gom:
Ha Noi, Hai Phong, Pa Ning, Khanh Hoa va
Can Tho, ty 1¢ kiéu gen B chiém xap xi 85%,
kiéu gen C chiém x4p xi 15%. Nhu vay, ty 1
nhiém giita kiéu gen B/C da vao khoang lon
hon 5/1. Nhu vay, co thé noi rang kleu gen B
va C 14 hai kiéu gen nhiém chiém da sé & cac
chung tdc chau A kiéu gen B ludn chiém ty 18
cao hon nhiéu, gip khoang 3 lan so voi kiéu
gen C va xu huéng nhiém cua kiéu gen B dang
gia tang (4/1 trong két qua ctia nghién ctru nay
va cua Nguyen CH et al (2011); 5/1 trong
nghién ctru cua Dunford L ef al, 2012)!"%, rat
¢6 thé 1a mot kiéu nhiém dic trung cta ngudi
Viét Nam.

Ty 1é dong nhiém trong nghién ciru nay
1a 6 ca (9,1%), cao hon cong bd trudc day khi
khao sat trén 200 ca nhiém tai BV Da khoa
Tay Ninh (4,1%) ciing nhu mot cong bd dich
t& kiéu gen cia tac gia Xin Ding et al
(2003)!" thuc hién trén ngudi bénh nhidm
HBV & Trung Qudc (nhiém dong thoi B va C
1a 4,4%), tuy nhién thap hon so véi ty 1& dong
nhiém trén 100 bénh nhan nhiém HBV tai khu
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vuc Tay Nguyén trong cong bd cia D6 TTD
va Lé HAT (2011) 1a 16,0%!". Bidu dang noi
1a k¥ thuat st dung dé genotyping trong céc
nghién ctru ndy déu 1a real-time PCR va PCR
truc tiép béng cac mdi phan biét dic hiéu timg
kiéu gen. Rat co thé chinh phuong phap nay
gitp viée xac dinh tinh chit ddng nhidm hién
dién ma k¥ thuat giai trinh tu c6 thé bo sét mot
khi mot trong hai kiéu gen chiém s6 luong rat
thip trong quan thé virus nhim. Du vdy, can
nhiéu nghién ctru khic nita dé khang dinh
nhén dinh nay cla chung toi.

Qua day, co thé rat ra mot dé nghi khac
nira: dé dé dang trong viéc Ung dung trong lam
sang, ky thuat xac dinh kiéu gen co thé tién
hanh nhanh, ¢c& mau 16n, va gia ca phu hop,
v6i tinh ddc thu kiéu gen nhiém chi yéu 1a B
va C, real-time PCR nén duoc lua chon néu
dugc ap dung tai BV. Pa khoa Pong Thap.
Céc truong hop khong xac dinh dugc bang
real-time PCR (néu c0) s& duoc kiém tra bang
giai trinh tu tryc tiép san phim PCR.

Xdc dinh dgt bién khdng thuéc

Trong 66 ca dugc xét nghiém tim dot
bién khang thuéc LAM va ADV, c6 37 ca
mang dot bién khang thudc (56,0%) va 29 ca
khong mang cac dot bién khang thudc tim
kiém (44,0%). Trong s 37 ca khang thudc: co
32 ca (86,0%) khang LAM, 25 ca (68,0%)
khang ADV va 18 ca (49,0%) dong khang. Két
qua cua nghién ctru nay ciing cho thiy cac dot
bién khang kép LAM tai 2 diém M2041 va
M204V va khang kép ADV tai hai diém
A181V va A18I1T chiém ty 1¢ kha cao, twong
ung 10/32 ca (31,0%) va 2/25 ca (8,0%).
Khéng c6 ca nao dugc phat hién mang dot
bién L180M ciing nhu dot bién N236T khang
ADV trong cac mau duong tinh.

So sanh véi két qua nghién ctru gan ddy
nhit cua ching toi cling sir dung cung cac bd
kit nhu trong nghién ctru nay, thuc hién tir 200
ca nhiém HBV tai BV Pa Khoa T4y Ninh, ghi
nhan 147 ca dugc xét nghiém tim dot bién
khang thuéc LAM va ADV, c6 99 ca mang dot
bién khang thudc (67,3%)"; nhu vay ty 1é
khing cta 66 ca ghi nhan tai Pong Thap
(56,0%) 1a thap hon. Tuy nhién, khi xét vé ty
1¢ khang cua timg loai thudc, trong s6 99 ca

khang tai Tay Ninh, c6 43 ca (43,4%) khang
LAM, 21 ca (21,2%) khang ADV va 35 ca
(35,4%) ddng khang; thi ty 1¢ khang tai BV.
Pong Thap cao hon. Ty 18 khang kép LAM
(M2041 va M204V), ADV (A181V va A181T)
ciia nghién ctru ndy c¢6 phan thip hon so voi
Tay Ninh (dot bién khang kép LAM tai 2 diém
M2041 va M204V va khang kép ADV tai 2
diém A181V va A181T chiém ty 1¢ lan luot 1a
41/78 ca (52,6%) va 27/56 ca (48,2%)"). Ciing
so v6i két qua nghién ctru ¢ BV. Tay Ninh,
chung t6i c6 phat hién 5 ca dot bién L180M
dugc phat hién di kém véi dot bién M204I/V
va mot ca duy nhat xuit hién dot bién L180M
riéng 1€; thi nghién ctru nay chua phat hién
truong hop nao bénh nhidn mang dot bién
khang L180M ciling nhu khong phat hién dot
bién N236T khang ADV (nghién ctu & Tay
Ninh cting chua phat hién ca nao khang
N236T)P

Nghién ctru cia HO TP va cong sul?,
thuc hién tir thang 8/2004 dén thang 5/2006
trén 122 bénh nhan tai phong xét nghiém
Trung Tam Y Khoa MEDIC. Céc tac gia su
dung k¥ thuat giai trinh tu trén hé théng
OpenGene vo1 bo thudc thir TruGene (Bayer),
két qua cho thay c6 78 truong hop (63,9%)
mang dot bién khang LAM, ty 1¢ va cac kiéu
dot bién nhu sau: L180M & M2041 (11,5%);
L180M & M204V (36,1%); L180M, M204V
& V173L (0,8%); L180M, M204V & V2071
(0,8%); M2041 (12,3%); M2041 & V2071
(0,8%); M204V (1,6%). So voi két qua nay,
thoi diém 2014, tic 13 sau 10 nam, két qua
nghién ctru ciia chung toi, néu chi tinh riéng
khang LAM, ty 1¢ nay da tang 1én hon 15%.
Nghién ctru trude day cua Nguyén CV va cong
su (2008)7) cho théy: sir dung k¥ thuat Nested
PCR-RFLP, cic dot bién khang LAM duogc
phat hién véi tan suét kha cao chiém 74,4%,
phdé bién ¢ 2 dang la M204I (39,2%) va
L180M/M204I (14,7%). Cac tac gia ciing cho
rang k¥ thuat Nested PCR-RFLP thé hién uu
diém trong viéc phat hién-phan biét hdn hop
HBV hoang dai va dot bién. So véi két qua
nay, thoi diém 2014, tic 1a sau 6 nam, két qua
nghién ctru cia ching t6i, néu chi tinh riéng
khang LAM, ty 1€ 86,0% khang cling da ting
lén, tuy nhién dang dot bién phd bién trong
nghién ctru chung t6i khac biét: dang dot bién



68 TAP CHI KHOA HOC TRUONG DAI HOC MO TP.HCM - SO 9 (1) 2014

don M204I chi chiém 47,0% so véi dot bién
kép M204I/V chiém 31,0%.

Tuy nhién, so v6i mdt nghién ctru khac
ciia Dang Mai Anh Tuin va cong su (2010),
cac tac gia phat hién 83 bénh nhan viém gan
virus B man tinh bi khang thudc chiém ty 1
9,28% trong tong sd 894 nguoi; trong s6 do,
42 nguoi khang LAM (4,7%), 4 nguoi khang
ADV (0,45%), va 37 ngudi c6 dot bién khang
kép (khang ca LMV va ADV) (4,14%). Nhu
vdy, so voi két qua nay, tinh khang da co sy
gia ting rat cao, ca khang LAM, khang ADV
va khéng kép. Muc do khang kép trong nghién
ciru cua chang t61 kha cao (31,0%). Hién
tugng ndy giup virus co thé tiép tuc ton tai va
sinh san dugc dudi tdc dong cia thube dic tri.

S6 liéu trong nghién ctru nay véi ty 18
khang LAM tiép tuc tang rat cao ciing ding
v6i nhéan dinh da dugc cac tac gia Pang MAT
va cong su (2010) rat ra, d6 1a: tinh hinh
khang nay phu hop véi thyc té tai Viét Nam do
chi phi LAM ré hon gan 10 lan so véi ADV
nén trong diéu tri viém gan B, LAM duoc sir
dung trudc tién. Didu nay khién LAM tro
thanh tac nhan chon lgc trudc véi thoi gian
nhiéu nim. Khi LMV bi khang, ADV méi
duogc su dung.

Tuy nhién, v&i nhan dinh dya trén két
qua khang LAM va ADV trong nghién ctru
cua Dang MAT va cOng su (2010) chiém
chua té1 1/10 lugng bénh nhan viém gan man
tinh, tir d6 cac tic gia cho rang thudc LAM
van con 1a loai thudc rt hiru dung trong diéu
tri viém gan B; thi qua nghién ctru nay vai ty
1¢ khang LAM da 1én dén 86,0%, c6 18 LAM
khong con 1a mot lya chon uwu tién trong diéu
tri HBV nira.

Du xét vé tinh ddc trung: tan suit xuét
hién rat cao cia cac dot bién dai tra (nhu
L180M, M2041/V, A181V/T va N236T), hon
nita cac dot bién nay hau nhu ludn xuat hién
kém véi cac dot bién it thudng xuyén khéc;
quy trinh phat hién dot bién dua trén k§y thuat
real-time PCR st dung trong nghién clru nay

da phat hién dugc 37/66 ca mang dot bién. Vi
29/66 ca (43,9%) am tinh: cling c6 thé cac
bénh nhan nay chua mang dot bién nao, hodc
do k¥ thuat real-time PCR chua do tim hét cac
dot bién khac xuét hién mot cach don 18 (co
thé c0), chung to61 tam thoi két ludn céac ca
bénh nay khong mang cic dot bién khang
thudc tim kiém. Dy kién thuc hién thém k¥
thuat giai trinh tu cho cac ca nay chua thé thuc
hién duoc vi ching t6i khong c6 du kinh phi
trong nghién ctru nay.

Co rat nhiéu nguyén nhan anh huong dén
viéc xudt hién dot bién khang thuoc trong qua
trinh diéu tri, tuy nhién c6 mot yéu td quan
trong c6 thé lam cho ti 1¢ dot bién khang thudc
cao 1a van d¢ st dung thudc c6 dang theo
huéng din bac si diéu tri khong, diéu trj thanh
nhiéu dot khéc nhau trude khi bénh nhan dugce
dua vao nhom nghién ciru. DU ¢& mau thuc
hién nghién ctru con nho, nhung that su hién
tuong khang va nhat 13 da khang hai loai thudc
(van dang 1a nhitg lira chon dau tién cho diéu
tri nhiém HBV), da xuat hién. Py qua 1a van
deé dang lo ngai, khong chi cia riéng bénh vién
Pa khoa Pong Thap ma 1a ciia chung. Véan dé
can duoc quan tAm va md rong cac cach dé
tuyén truyén ciing nhu diéu kién dé mo rong
nghién ctru trén nhiéu dia ban khac dé nam 1o
hon tinh hinh. S6 liu nay khong chi cé y nghia
vé dich t& ma con cung cap céc thong tin cuc ky
quan trong cho dinh huéng phuong phap diéu
tri hi€u qua va it tén kém cho bénh nhan.

Phén tich théng ké

Nham tim mdi twong quan véi cac chi
tiéu 1am sang va can lam sang lién quan dén
bénh, ching t6i ghi nhan dot bién khang thudc
di kem véi ty 1€ HBeAg duong tinh cao (Bang
1) va tai lugng virus cao (Bang 2). Nguoi co
tai luong virus cao thuong di kém voi chi sb
HBeAg duong tinh, ¢6 ¥ nghia thong ké (Béang
3). Trong khi d6, anh hudng cia kiéu gen
nhiém cta HBV trén cic yéu to 1am sang va
can 1am sang khac khong thé hién rd.
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Bang 1. Méi lién quan giira dt bién khang LAM, ADV va HBeAg

Dot bién khang LAM Dot bién khiang ADV
IN 2 ~ D 2
HBeAg | Amtinh Duongtinh  Téng Am tinh wong Téng
(%) tinh
Am tinh 29 10 39 34 5 39
m tin
! (74.4) (25.,6) (62.,9) (87.2) (12.,8) (62.9)
Duong 4 19 23 4 19 23
tinh (17.,4) (82,6) (37.1) (17.,4) (82,6) (37.1)
- 33 29 62 36 24 62
on
g (53.2) (46.8) (100,0) (61,3%) (38,7%) (100,0)
p <0,0001 <0,0001
Bang 2. Méi lién quan giira dot bién khang LAM, ADV va tai lugng virus
Dot bién khang LAM Dot bién khang ADV
Tai lugng
virus Am tinh Duong tinh Tén Am tinh Duong tinh Tén
(IU/mL) g g g g
(%)
20 3 23 23 0 23
<2000 (87,0 (13,0) (348)  (100,0) 0,0) (34.8)
4 3 7 7 0 7
2000200000571y (42,9) (106)  (100,0) 0,0) (10,6)
10 26 36 11 25 36
= 200001 97%) (72,2) (54,5) (30,6) (69.4) (54,5)
Tong 34 (51,5) 32(48,5)  66(100,0) 41 (62,1) 25(37,9) 66 (100,0)
p <0,0001 <0,0001
Bang 3. Moi lién quan giira tai hrong virus va HBeAg
HBeAg
Tai lwgng virus A , Tong
(IU/mL) (%) Am tinh Duong tinh
Am tinh 16 (100,0) 0 (0,0) 16 (17,6%)
<2.000 36 (100,0) 0 (0,0) 36 (39,6%)
2.000-20.000 5 (100,0) 0 (0,0) 5(5,5%)
>20.000 11 (32,4) 23 (67.6) 34 (37,4%)
68 (74,7%) 23 (25,3%) 91 (100,0)
P < 0,0001
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Su xuét hién cac dot bién khang céc
thudc diéu tri viém gan virus B 13 cac dong
phan nucleoside (nucleoside analogs — NUCs)
trong nghién ctru nay cho thdy c6 lién quan
dén chi tiéu HBeAg: dot bién khang LAM va
ADV di kem véi ty 1€ HBeAg duong tinh cao,
va nguoc lai (Bang 1). Két qua nay ciing phu
hop véi két qua nghién ctu trude day cua
chang 61! va ctia Tan YW et al (2012)5.

Bénh nhan c6 dot bién khang thudc co
tai lugng virus cao hon, cd trong truong hop
khang LAM va ADV (Bang 2). Tuong tu nhu
cong bd trude day: trung vi cla tai lugng virus
nhitng ca dot bién khang thudc 1a 79.600
(1.726-18.800.000 IU/mL), trong nhitng ca
khong co dot bién khang thube 1a 235 (60 —
510 UI/mL) va su khac bi¢t nay la cod y nghia,
p < 0,001"). Dot bién khang thudc nghia 1a
virus da thay d6i nhiing cau trac di truyén lién
quan lam mat tic dung ngin can sy sao chép
DNA virus cta hai thuéc LAM va ADV, tir d6
c¢6 thé suy luan rang virus co diéu kién sao
chép manh va dan dén tai luong virus ting cao.

Trong nghién ctru cua Sinn DH et al
(2011)P7)] cac tac gia ciing ghi nhan tai lugng
virus 1a cao hon & nhom bénh nhan khang
LAM kém xuét hién khang ADV (rtA181V/T
va’/hodac rtN236T). Hon thé nira, chi sb tai
luong virus cao thuong di kém voi chi sd
HBeAg duong tinh, c6 y nghia thong ké vira
dugc minh chimg qua két qua cua nghién ctru
nay (Bang 3). Piéu nay cang cung c¢O hon y
nghia s dung chi s0 tai lugng virus nhu mot
chi diém quan trong trong sudt qua trinh theo
ddi diéu tri ma rat nhiéu cong bb d sir dung.

Dbi voi nhitng trudng hop khang thude,
liéu phap Iya chon sao cho hiéu qua chéng
virus cao nhit va giam nguy co tao sy da
khang 1a cic tiéu chi ma huéng dan diéu tri
thuong dé cap!'®. Hién nay, liéu phap sir dung
ADV dang dugc chip nhan st dung rong rai
dbi v6i cac bénh nhan khang LAM. Pi cb
nhitng cong bd cho thdy viéc st dung ADV
mot minh va ADV két hop voi LAM cho hiéu
qua chéng virus tuong dwong trong khoang
thoi gian diéu tri 16 tuan ¢ nhitng bénh nhan
mang dot bién khang LAMPY. Tuy nhién,
nghién ctiru véi thoi gian diéu tri kéo dai hon:
1, 2, 3 hay 4 nam, st dung liéu phap két hop

LAM — ADV, viéc xuat hién dot bién khang
ADV rtA181T tang 1én, lan luot 1, 2, 4 va
4%"8: Trong khi d6 néu chi st dung liéu phép
don ADV, d6t bién khang ADV ting vot 1én
21% sau 15-18 thang so véi luc bt dau didu
tri (p = 0,0174)P>. Tir nhitng théng tin ma
chung t6i tham khao dugc trong cac tong quan,
trong d6 cac tac gia st dung cac hudng dan
diéu tri nhu KASL (Korean Association for the
Study of the Liver), APASL (Asia-Pacific
consensus  Statement), US  algorithm
(Treatment algorithm in the United States),
EASL (European Association for the Study of
Liver) va AASLD (American Association for
the Study of Liver Diseases) dé phan tich, mot
vai ¥ duge dic két nhu sau: khang ADV c¢6 thé
quan 1y bang cach thém vao mot thubc NUCs
khong khang chéo. Nhitng bénh nhan khéang
ADV mang d6t bién rtN236T, nhay cam voi
Lamivudine, Telbivudine, Entecavir va
Tenofovir; tuy nhién d6i véi kiéu khang
A181T/V, tinh nhay véi Lamivudine giam
trong khi van duy tri véi cac thude khacl"H7,
Entecavir vira dwoc d& nghi s dung cho
nhiing bénh nhan méi tiép nhan diéu tri bang
NUCs va nhiing bénh nhadn khang
Lamivudine® "% thudc nay ciing da chung
minh dugc hiéu qua rd rét ddi voi nhitng bénh
nhan méi st dung NUCs nhung két qua co
phin nguoc lai v&i cic bénh nhan khéng
Lamivudine® ™" Nhiing d6t bién khang
LAM (M204/V +/- L180M) ton tai trudc khi
tiép nhan liéu phap Entecavir 1a rio can lam
giam hiéu qua str dung thudc va lam gia ting
dot bién khang Entecavir!' . Telbivudine va
Clevudine cling lam xuét hién cac dot bién nhu
khang Lamivudine, nhu vay viéc quan ly tinh
khang cac thubc nay ciing s& twong tu nhu
khang Lamivudine!®”.

Qua nhing ¥ kién dugc téng hop trén
day, theo chiing t6i rd rang viéc tAm soét cac
dot bién khang LAM nhu M204I/V, L180M,
khang ADV nhu A181V/T, N236T la rit can
thiét. Vi tinh chat dot bién khang LAM, ADV
dugc phat hién qua nghién ctru budc dau nay,
néu ap dung phwong thic diéu tri NUCs +/-
inteferon tai BV. Pa khoa tinh Péng Thap, 1&
rang, viéc sang loc nhanh cac dot bién 1a rét
hitu ich. Cac quy trinh dya trén k¥ thuat real-
time PCR nhu trong céc bd kit ma nghién cuu
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nay str dung s& van chimg minh duoc hiéu qua
trong rng dung 1am sang.

3. Két luan

Du nghién ctru chi méi dugc thuc hién
trén ¢& mau khong 16n nhung két qua cho thiy
viéc ung dung ki thuat real-time PCR trong
giam sat bénh nhiém VGSVB la rat can thiét.
Ty 1& dwong tinh cia DNA HBV chiém 82 ca
trong tong s6 100 ca HBsAg dwong tinh. Chi
s6 DNA HBV nay lai la chi diém vé su ton tai

va dang nhéan 1én cia virus. Chi s6 ndy ciing
cho thdy c6 mdi twong quan véi chi s6 khang
nguyén HBeAg va dic diém vé cac kiéu dot
bién khang thubc diéu tri LAM va ADV. Su
phan bé kiéu gen ciia cac bénh nhan trong dia
ban tinh ciing cho thdy nhiém kiéu gen B la
cao hon C va d3 xuit hién ddng nhidm hai kiéu
gen B va C. RS rang, cac két qua néu trén 1a
hoan toan hiru ich phuc vu cho cong tac chin
doan va diéu tri bénh. Nghién ctu nén duogc
tiép tuc trong thoi gian téi v6i ¢ mau 16n hon.
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