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PANH GIA HIEU QUA UNG DUNG REAL-TIME PCR TRONG CHAN POAN VA
PIEU TRI BENH NHAN NHIEM HEPATITIS B VIRUS (HBV) MAN TiNH TAl
BENH VIEN PA KHOA TINH BINH PINH
EVALUATION ON EFFICACY OF REAL-TIME PCR APPLICATION IN DIAGNOSIS

AND TREATMENT FOR PATIENTS WITH CHRONIC HEPATITIS B VIRUS IN BINH DINH
PROVINCIAL GENERAL HOSPITAL
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Truong Pai hoc Kj thudt Y té Hai Durong; phuongsinh@ymail.com

Tém tét - Qua nghién ctvu va diéu tri 87 bénh nhan (BN) viém gan
man, tai tinh Binh Binh, dwa trén dinh lwvong HBV-DNA. Cho két
qua ty Ié BN co6 dinh lwgng HBV-DNA>106 copies/ml gidm tlr 79%
trwée didu tri xudng con 1an lwot 3,7% va 4,9% sau diéu tri 3 thang,
6 thang; ty I& BN dwong tinh dudi nguéng tang tir 0% trwée didu
tri 1én 44,4% va 75,3% sau diéu tri 3 thang va 6 thang. 9/81 BN c6
dinh lwong HBV-DNA khéng giam. 5/9 trong sé dé dwoc chon ngéu
nhién doc trinh tw gen vung RT va vung Pre-S, xac dinh dot bién
khang thubc. Két qua 3/5 mang dét bién ving RT, khong phat hién
dét bién nao trén ving Pre-S. Sau 6 thang diéu tri bang thubc
khéng virus tenofovir 300 mg (Dark 300mg), cac triéu chirng 1am
sang gidm & muc thap, ty 1é binh thwéng hda men gan tang cao,
ty 1& BN c6 dinh lwvgng HBV-DNA dwéi ngwéng tang cao (75,3%).
Tan suét dot bién ving RT kha cao (chiém 60%). Ving Pre-S
khéng mang dot bién khang thuéc & BN viém gan man tai tinh Binh
binh.

Tw khéa - dinh lwvgng; HbeAg; HbsAg; HBV-DNA, real-time PCR;
viém gan man.

1. Pit van dé

Theo u6c tinh caa Td chic Y té thé gisi, hién c6 khoang
trén 2 ti nguoi nhiém HBV, trong d6 hon 350 triéu nguoi
(5%) hién dang nhiém HBV man tinh. Tai Viét Nam, viéc
lay nhidm HBV la nguyén nhan chii yéu gay bénh gan man
tinh véi ty 1é cao. Udc tinh khoang 20% dan s Viét Nam
bi nhidm HBV. Trong s6 d6, co tir 4 - 5 triéu nguoi bi xo
gan hodc ung thu gan va tir 25 - 45% nguoi mac bénh viém
gan B man tinh c¢6 nguy co tir vong sém [10]. Trudc day,
c4c nha Lam sang thuong dya vao nhiing biéu hién 1am
sang hoic 1am sinh héa hozc xét nghiém mién dich dé chéan
do4n va diéu tri nhung khong hiéu qua trong nhiéu truong
hop nhu & giai doan cira s, bénh nhan suy giam mién dich
va trén cac type huyét thanh dot bién cua virus. Hon thé
nita, CAc chan doan trén khong cho két qua dinh luong trong
khi viéc xac dinh chinh xac ham lwong virus & bénh nhéan
la can thiét dé theo ddi va danh gia hiu qua diéu tri. K¥
thuat real-time PCR di dwoc 4p dung chan doan HBV cho
phép dinh lugng chinh xac HBV-DNA trong mau bénh
nhan, gitp cac nha Iam sang c6 mot phac do diéu tri hop
ly, du liéu lugng, khdng gay ton kém vé tai chinh ciing nhu
thoi gian cho bénh nhén viém gan man.

2. Pbi twong va phwong phap nghién ciru
2.1. Poi twong nghién civu

87 bénh nhan viém gan virus B man tinh dén kham va
diéu trj tai Bénh vién Pa khoa tinh Binh Dinh tir thang

Abstract - The study and treatment was carried out in 87 patients with
chronic hepatitis in Binh Dinh Province based on HBV-DNA quantity. The
rates of patients with quantitative HBV DNA levels> 106 copies/ml
decreased from 79% (pre-treatment) to 3.7% and 4.9% after 3 months,
and 6 months of treatment; The number of patients under detective group
with positive HBV DNA quantity increased from 0% (pre-treatment) up to
44.4% and 75.3% after 3 months and 6 months of treatment.There are
9/81 patients whose HBV DNA quantity has not decreased but is likely to
develop again. We randomly selected 5 of 9 patients for gene
sequencing in the RT and PreS region. The results showed that 3 of 5
samples had mutation at RT and no sample had mutations in the Pre-S
region. After 6 months of treatment with antiretroviral drugs tenofovir 300
mg (Dark 300mg), the clinical symptoms decreased at low level, the rate
of normalization of liver enzymes increased highly;the rate of patients
with concentration DNA HBV under detective level was 75.3%. The rates
of mutations were high in the RT region with 3/5 (60%). On the contrary,
the pre-S region was not the common region where patients with chronic
hepatitis in Binh Dinh Provincial carried anti drugs mutations.

Key words - quantity; HbeAg; HbsAg; HBV-DNA,; real time PCR.;
chronic hepatitis.

6/2013 dén hét thang 12/2013. Tudi tir 15 tror 1én va dat tiéu
chuan: C6 HBsAg (+) trén 6 thang;Anti HBc IgG
(+);Transaminase (AST, ALT- Alanine aminotransferase)
tang cao hon 2 1an gid tri binh thuong; dinh lugng HBV-
DNA >10* ban copies/ml.
2.2. Phuwong phdp nghién ciru: tién ciru

Bénh nhan dugc theo ddi diéu tri: Kham, xét nghiém
diph ki céc chi s6 sinh hda, dinh lugng HBV-DNA trudc
diéu tri va dinh ky 3 thang, 6 thang.
2.2.1. Xét nghiém dinh lwong chirc nang gan (transaminase)

Theo khuyén céo cua IFCC (International Federation of
Clinical Chemistry) xét nghiém dinh lugng chirc nang gan
(transaminase) gid tri binh thuong: AST: 0- 40 U/l
ALT: 0- 40 U/L.

2.2.2. Dinh lwong HBV-DNA

HBV-DNA dugc tach chiét bang Kit DNA extraction
cua cong ty c6 phan Cong nghé Viét A. DNA tach chiét
xong dugc bao quan ¢ - 20°C cho t6i khi thyc hign phan
ung PCR. HBV-DNA dugc dinh lugng bang ky thuat Real
time PCR trén hé thong Real-time Stratagene (Dtc), st
dung TagMan Probe va b mbi dic hiéu. Trinh tu cap moi
su dung cho phan tng Real-time PCR:

+Primer 1: HBV-1CAAGGTATG TTGCCCGTT TG

+ Primer 2: HBV-2 AAA GCC CTG CGA ACC ACT GA

Két qua Real-time PCR duoc nhan vdi 50.
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2.2.3. Xdc dinh dot bién khdng thudc ving Pre-S va RT

Nhitng bénh nhan duoc chi dinh diéu tri bang thudc khang
virus sau 6 thang, dinh lugng HBV-DNA khong giam 2 log,
hoac ¢ xu hudng bung phat HBV-DNA, s& duoc doc trinh tu
gen viing Pre-S va RT dé xac dinh dot bién khang thudc. Két
qua duoc so sanh véi trinh tu chuén trén Genbank.

3. Két qua va thio luin
3.1. Xét nghiém truéc diéu tri

3.1.1. Ty ¢ HBeAg (Hepatitis B e antigen) dwong tinh va
HbeAg &m tinh (-/+)
Bing 1. Ty 1¢ HBeAg(+) va HBeAg (-) theo gidi.

HBeAg (+) HBeAg (-)

Gisi | Sélugng | Tyl¢ | Solugng | Ty l1é P
(n) (%) (n) (%)

Nam

(n=64) 25 67,6 39 78 P>0,05

N

(n=23) 12 32,4 11 22 P>0,05

P P<0,05 P<0,01

Téng

(n=87) 37 425 50 57,5

Két qua Bang 1 cho thay, trong nhém VGVRB man ty
16 HBeAg(+) ¢6 37 trudng hop (chiém 42,5%), HBeAg(-)
¢6 50 trudng hop (chiém 57,5%). Két qua nay phu hop véi
két qua nghién ctru cua cua Phan Tir Khanh Phwong [8];
Kao JH ¢ Pai Loan [4]; Mojiri (2008) & Ty Nam Iran [6].
3.1.2. Hoat do trung binh cua Transaminase

Transaminase cua cac bénh nhan VGVRB man duoc
xét nghiém trude khi didu tri khang virus va dugc lap lai
sau mdi 3 dén 6 thang.

Bdng 2. Hoat d¢ trung binh Transaminase

Transaminase Hoat d6 trung binh

AST 181,2+189,75

ALT 219,6£172,65
Transaminase tang trung binh gap 5-6 lan gia tri binh

thuong ¢ bénh phén VGVRB man. Ty 1é De Ritis

(AST/ALT)<1. Ket qua nay phu hop véi nghién cau cua

Nguyén Thi Thu Oanh [7].

3.1.3. Dinh luong HBV-DNA

Trong tdng sé 87 bénh nhan VGVR B man, c6 6 bénh
nhan dat dudi ngudng (s6 ban copies/ml <10%) nén khong
chi dinh diéu tri thudc khang virus ma dua vao chuong
trinh duoc theo dbi. S6 luwgng bénh nhan cé sé ban
copies/ml >10° chiém ty I¢ cao (73,6%). Diéu nay cho thay
hau hét bénh nhan dén kham va diéu tri ¢ giai doan muon.
Két qua nay phu hop véi nghién ctu cua Shao J. (2007)
nghién ctu 213 bénh nhdn VGVRB man ngudi Trung
Qudc déu co dinh luong HBV-DNA rét cao, trung binh 1a
6,6x10° copies/ml [9].

Bdng 3. Két qua dinh heong HBV-DNA.

HBV-DNA (copies/ml) S6 lugng (n=87) | Ty 1& (%)
<10* 6 6,9
10%- 108 17 19,5
>108 64 73,6
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Hinh 1. Két qud real time - PCR truec diéu tri
Ngudng phat hién: 3x10? copies/ml.
3.2. Lién quan giita dinh lwong HBV-DNA véi dic diém
ldm sang va cdn lam sang
3.2.1. Véi cde ddc diém lam sang
Bing 4. Két qud lién quan giita HBV-DNA
VvOi cdc ddc diém lam sang

Triéu chimg  |<10%| 10105 |>10°| Tdng (%) P

St 1 1 9 | 11(12,6) | >0,05

Chén an 6 17 | 61 | 84(96,6) | >0,05

Mét méi 5 17 | 62 | 84(96,6) | >0,05
Ngu kém 4 10 | 43 | 57(65,5) | >0,05
Dau hasuonphai | 6 16 | 45 | 67(77,0) | >0,05
Vang da, vang mit | 4 9 24 | 37(42,5) | >0,05

Réi loan tri gidc 0 0 0 0

Céc trigu chimg chan an, mat ngu, mét moi gap phan lon
& cac bénh nhan c¢6 dinh lwgng HBV-DNA khac nhau, triéu
ching sét ¢6 11 bénh nhan gap cha yéu & nhém bénh nhan
c6 HBV-DNA >10° copies/ml. Pau ha swon phai, vang da,
vang mét gap chii yéu & nhém bénh nhan c6 HBV-DNA tir
10* dén >10° copies/ml. Tuy nhién, c4c so liéu tai Bang 4
déu c6 P>0.05. Do viy khong ¢6 ¥ nghia vé mit thong ke.
3.2.2. Véi mét sé dac diém cdn lam sing

Bing 5. Két qud lién quan giita HBV-DNA véi HBeAg

HBV-DNA HBeAg (+); (n=37) HBeAg (-); (n=50)
(copies/ml) n % n %
<10* 1 2,7 5 10
104- 106 2 54 15 30
>108 34 91,9 30 60

P x?=115,58; p=0,001 x>=121,59; p=0,01

34 bénh nhan chiém 91,9% cé HBeAg (+) & nhém c6
dinh luong HBV-DNA >10° copies/ml. Nhém HBeAg (-)
¢6 60% bénh nhan ¢ nhém c6 dinh luong HBV-DNA cao
>106 copies/ml, 30% c6 ndng do tir 104 - 10°copies/ml. 30
bénh nhan (chiém 34,5%) nhém nghién ctu c6 nong do
HBV-DNA >10°copies/ml nhung lai c6 HBeAg (-). Két
qua nay phu hop véi nghién ctiru ciia Shao J. [9].

3.3. Xét nghiém kiém chirng sau diéu tri 3 va 6 thang

81 bénh nhan c6 dinh luong HBV-DNA > 10*
copies/ml dugc theo ddi va lam céc xét nghiém dinh ky 3
thang, 6 thang sau diéu tri.
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3.3.1. Két qua sau diéu tri 3 thang
Vé bién doi 1am sang:

Bing 6. Két qua bién d6i vé lam sang sau diéu tri 3 thing

bénh nhén (44,4%) c6 HBeAg (+). Bién doi HBeAg (+) thanh
HBeAg (-) sau 3 thang diéu tri 1a 8/36 bénh nhan chiém 22,2%.
Bing 9. Két qua bién doi HBeAg(+) thanh HBeAg(-)

C4c triéu chirng cua viém gan déu giam déan sau diéu trj
3 théng, céc triéu ching nhu: mét moi, chan an, dau ha
suon phai thuyén giam nhiéu so vai trude diéu tri.

Vé bién ddi hoat d¢ transaminase:

Bang 7. Két qua bién doi transaminase sau 3 thing
AST ALT

n % n %
GHBT (gidi han binh thuong) 48 59,3 41 50,6

GHTBT (gidi han trén binh
thuong)

Transaminase

33 | 40,7 | 40 | 494

Hoat d¢ trung binh 44,7+21,64 52,7+37,96
Ty 1€ binh thuong hda men gan ALT ¢ 81 bénh nhan
sau 3 thang diéu trj 1a 41 bénh nhan chiém 50,6%. Hoat do
trung b‘mh\ transaminase cua bénh nhan VGVRB man sau
3 thang diéu tri giam 4-5 lan.
Vé bién doi HBV-DNA:
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Hinh 2. Két qua real-time PCR sau diéu tri 3 thang & bénh nhén
VGVRB man. Ngudng phat hién: 3x10? copies/ml.

Bing 8. Két qua bién d6i HBV-DNA sau diéu tri 3 thang

HBYV - DNA (copies/ml) S6 lugng (n = 81) | Ty 1& (%)
Khoéng giam 2 2,5
Giam < 10? 8 9,9
Giam > 102 71 87,6
Giam dudi ngudng phat hién
(< 3x102) 36 44,4

Sau 3 thang diéu tri bang thuéc khang virus Dark 300mg,
71/81 bénh nhén (87,6%) 6 dinh lugng HBV-DNA giam
xudng > 102 copies/ml, trong d6 c6 36 bénh nhan (44,4%)
giam dudi ngudng phét hién (< 3x102 copies/ml).

Bién doi HBeAg (+) thanh HBeAg (-): Dua vao Bang 8 ta
thy, trong 81 bénh nhan c6 HBV-DNA > 10* copies/ml c6 36

Triéu | Séluong | Ty 1é Triéu Séluong | Ty HBeAg Trude di€u tri Sau dicu tri 3 thang
chung n=81 % chung n=81 1€ % n % n %
Sét 0 0 | Neikém 29 35,8 HBeAg(+) 36 44,4 28 34,6
Ctlan 34 42,0 D‘au }La 53 65.4 HBeAg(-) | -45 55,6 53 - 65,4~
an Suon phal Nhur vay, cac triéu ching 1am sang duoc cai thién ro rét
Mgét 31 383 | Vang d‘}t 28 34,6 sau 3 thang dieu trj, dac biét la cac tri§u chimg nhu chén an,
mot vang ma mét moi, ngu kém; Hoat do trung binh transaminase cua

bénh nhan VGVRB man sau 3 thang diéu trj giam 4-5 1an so
V6i gidi han trén binh thuong, khdng thay hién tugng biing
phat ALT sau 3 thang diéu tri; nong 46 DNA HBV sau diéu
tri 3 thang c6 71/81 bénh nhan (chiém 87,6%) giam > 102
copies/ml, trong d6 c6 36 bénh nhan (chiém 44,4%) giam
xudng dudi ngudng phat hién, phii hop véi nghién ciu cia
D4 Tuén Anh (2014) ndng d6 DNA HBV dudi ngudng phat
hién sau 3 thang diéu trj la 70,8% [1]; ty I¢ bénh nhan c6
HBeAg (+) giam dan sau 3 thang diéu tri tir 36 bénh nhan
(100%) xudng con 28 bénh nhan (77,8%). Diéu nay cho thay
phéac dd diéu tri caa ching toi 1a hoan toan kha thi.
3.3.2. Két qua sau diéu tri 6 thang

Vé bién doi 1am sang:

Bing 10. Két qua bién doi lam sang sau diéu tri 6 thing

Triéu chung | n=81 | % Triéu chung n=81 | %
St 0 0 Ngu kém 15 |185
Chén an 12 |14,8| Dau ha suon phai 23 | 284
Mét moi 18 [22,2| Vangda, vingmit | 13 | 16,4

Céc triéu ching 1am sang giam sau diéu tri 6 thang dugc
cai thién, dac biét triéu ching chan an giam con 14,8% so
Véi sau dieu tri 3 thang (42%) va vang da, vang mat giam
con 16,4% so vaéi sau diéu tri 3 thang (34,6%).

Vé hoat do transaminase:

Bdng 11. Két qua bién doi hoat 9 transaminase
sau diéu tri 6 thang

) AST ALT
Transaminase n A A V1A
S6 lugng (n) [Ty 1€ (%)|S6 lugng (n) Ty 1€ (%)
GHBT 65 80,2 55 67,9
GHTBT 16 19,8 26 32,1
Hoatb?gﬁmng 36,5+14,1 38,2+27,52

Ty 1€ binh thuong hda men gan (ALT) tang cao sau 6
thang diéu tri, thé hién & 56 bénh nhan (67,5%) so vai sau
diéu trj 3 thang (50,6%). Hoat do trung binh transaminase
ciia BN VGVRB man sau 6 thang diéu tri nam trong gioi
han binh thuong (4 - 40 U/I). Két qua nay phu hop véi
Nguyen Thi Thu Oanh (2012) va Truong B. X. [7,11].

Vé bién doi HBV-DNA:
Bing 12. Két qua bién déi HBV-DNA sau diéu tri 6 thang

Dinh lugng HBV-DNA (copies/ml)| $6 Irgng (n = 81) | Ty 1§ (%)
Tang 9 11,1
Giam 11 13,6
Giam dudi ngudng phat hién
(< 3x109) 61 75,3
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Hinh 3. Két qua real-time PCR sau diéu tri 6 thang
Ngudng phat hién: 3x10? copies/ml.

Sau 6 thang diéu tri ¢6 61 bénh nhan (chiém 75,3%)
dinh luong HBV-DNA duong tinh dudi ngudng
(<3.10%copies/ml), c6 9 bénh nhéan (chiem 11,1%) dinh
luong HBV-DNA téang trong qua trinh di€u tri. Truong B.
X. Cing c6 ket qua teong tu [11].

Bién d@si HBeAg (+) thanh HBeAg (-):

Bding 13. Két qua Bién doi HBeAg (+) thanh HBeAg
(-) sau diéu tri 6 thang

HBeAg n %
HBeAg(+) 21 25,9
HBeAg(-) 60 74,1

C6 15/36 bénh nhan (chiém 41,6%) bién doi HBeAg (+)
thanh HBeAg(-). K&t qua nay ph hop véi nghién cau cua
Phan Tir Khanh Phuong (2012) ty 16 HBeAg (+) 1a 45,9%,
HBeAg (-) 1a 54,1% [8]; Kao JH ¢ Dai Loan cho thdy c6
150/272 bénh nhan VGVRB man c6 HBeAg (+) chiém 55%
[4]; Mojiri (2008) & Tay Nam Iran cho thay mot ty 1é cao
HBeAg (-) trong nhém nghién ciru chiém 52,7% [6].

Bdng 14. Tong hop két qua dinh lwong HBV-DNA
trude diéu tri va sau diéu tri.

L)gl\}} _lg(,i]ng Trude didu tri Sau t(}il{éel?gtn 3 | Sau t?]l;lllgtn 6
(copies/ml) n % n % n %
>108 64 79,0 3 3,7 4 49
10%-108 17 21,0 24 29,6 4 4,9
<104 0 0 18 22,2 12 14,8
d'?lgf‘:éég‘;‘g 0| o | 36|44 | 61| 753

3.4. Két qua xdc dinh dét bién khdng thuéc trén gen Pre-
S va RT ciia HBV

Sau 6 thang diéu tri c6 9/81 bénh nhan c¢6 dinh lwvong HBV-
DNA ting. Bidu ndy goi y cho thdy viéc diing thudc khang virus
khong hiéu qua, day c6 thé a dau hiéu cua dot bién khang thudc.
5 trong s6 9 bénh nhan nay dugc chon ngu nhién dé x4c dinh
dot bién khang thudc trén viing Pre-S va viing RT. Két qua cho
thy, ¢6 3/5 bénh nhéan (60%) c6 dot bién & ving RT, 5/5 bénh
nhan (100%) khong c6 dot bién ving Pre-S.

GCTTTCAGTTAT

HBV

Hinh 4. Két qua doc trinh te ving RT ciia

4. Két luan

Sau diéu tri 6 thang bang thudc khang virus, cac triéu
ching 1am sang giam & muc thap, ty 1é binh thuong hoa
men gan ting cao, ty 1¢ bénh nhan c6 ndng do DNA HBV
dudi ngudng phat hién la 75,3%.

Tuy nhién, c6 9/81 (chiém 11,1%) bénh nhan c6 dinh
lugng HBV-DNA khéng giam ma con cd nguy co bung
phat tro lai. 5/9 mau nghién ciru dugc doc trinh tu ving RT
va Pre-S. Két qua c6 3/5 mau bénh phim mang dot bién
ving RT, khdng phét hién dot bién nao trén ving Pre-S.
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