PHAT HIEN VIRUT VIEM GAN C TREN BENH NHAN
VIEM GAN CAP TINH BANG PHAN UNG RT-PCR
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TOM TAT
Tt 7 miu huyét thanh clia bénh nhan (BN) duoc chdn dodn viém gan, stt dung phan ting RT-PCR phat
hién hé gen HCV va xdc dinh 3 mau huyét thanh anti-HCV duong tinh cho két qua ¢c6 ARN-HCV. Trong
7 méu huyét thanh BN viém gan cép tinh, 3 mau x4c dinh c6 virut viem gan C thuoc nhém Hepacivirus
trong ho Flaviviridae va 4 mau con lai khong chita ARN-HCV. Qua d6 cho thdy, ARN-HCV ton tai trong
huyét thanh cung cap ngudn gen lam khuon cho phuong phap RT-PCR, c¢6 thé skt dung chan dodn sém va
phdt hién tdi nhiém.
* Tt khod: RT-PCT; Virut viém gan C; ARN-HCV; Anti-HCV; Viém gan cép tinh.

DETECTION OF HEPATITIS C VIRUS IN PATIENTS WITH
ACUTE HEPATITIS BY RT-PCR
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SUMMARY

Of 7 plasma samples of patients with hepatitis, RNA- HV C were detected 3 positive anti-HCV plasma
samples by RT-PCR and 4 samples were not. HCV in plasma samples belongs to Hepacivirus group of the
family Flaviviridae. This finding showed that RNA-HCV exists in serum providing the RNA genomic source
for RT-PCR to detect HCV for early diagnosis and re-infection of HCV .

* Key words: RT-PCR; Hepatitis C virus; RNA-HCV; Anti-HCV ; Acute hepatitis.

PAT VAN PE nhiém HCV & Viét Nam c6 xu hudng

Nhiém virut viem gan C (HCV) 1a mot 182y cang tang, do h¢ thong sang loc miu

trong nhitng nguyén nhan quan trong dan
dén viem gan man tinh, xo gan va ung thy  dung chung bom kim tiém ngay cang gia
t€ bao gan nguyén phat trén thé giéi. Ty 1&é  tang [1, 2].

con lac hau va s6 nguoi tiém chich ma tdy
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Hién nay, nhiéu phuong phip khdc nhau da dugc st dung dé chan dodn HCV



nhung d¢ diac hiéu chua cao va chi phat
hién dugc bénh & giai doan muon. Phan
ting RT-PCR da gidp phat hién HCV &
giai doan s6m, chinh xac va dac hiéu. Do
hé gen HCV la ARN, nén truéc d6 can co
phan ting chuyén déi ARN thanh ADN goi
l1a sao chép ngugc (RT), sau d6 mé6i nhan
vliing gen can nghién ctu bang phan tng
PCR. Day la mot ky thuat xét nghiém su
dung sinh hoc phan tlr nhay va dac hiéu,
hé tro dac luc cho viéc tién luong va danh
gid qua trinh diéu tri viém gan C [3].

Phuong phép sinh hoc phan tir da dugc
st dung phé bi€n & nhiéu nudc trén thé
gi6i dé phat hién virut viém gan néi chung
va viem gan C ndi riéng [5, 6]. O Viet Nam,
viec d4p dung sinh hoc phan tit vao chéin
dodn bénh viém gan do virut con rat han
ché. Tir nhu cau thuc tién trén, dic biét doi
v6i HCV, ching toi dat van dé nghién ciu
stt dung phan ting RT-PCR phat hién HCV
trén BN viém gan cap tinh.

Trong bai bdo nay, chiing toi gidi thiéu
két qua thuc hién RT-PCR st dung ving
gen 5’UTR (untranscribed region), phat
hién HCV tir ARN-HCV t6n tai trong mau
huyét thanh va khing dinh day 1a mot k§
thuat xét nghiém phan tir chinh xdc, c6 thé
tng dung trong sang loc HCV & cac mau
mau/huyét thanh.

pOI TUONG VA PHUONG PHAP
NGHIEN CUU

1. Poi tuong nghién ciu.

ARN-HCV duoc tach tir 7 mau huyét
thanh ctia 7 BN viém gan cép tinh.

2. Phuong phap nghién ciru.

* Phuong phdp tdch ARN tong so:

Tach chiét ARN téng s6 cdc mau bénh
phdm virut viém gan C c¢6 st dung bo
QiaAmp Viral Kit ciia hang QIAGEN (My).
T4ch chiét ARN téng s6 bing bo kit ndy
& nhiét do phong 15 - 25°C.

* Phuong phdp tién hanh phan ing
RT-PCR:

Phan ting RT-PCR dugc st dung 1a phan
tng mot budc (one-step RT-PCR) ctia hang
QIAGEN [4], v6i moi xuo6i ky hiéu CCIF,
la 5°>-CAGAAAGCGTCTAGCCATGG-3,
bao gom 20 nucleotid, vi tri 69-88 & phan
dau ctia hé gen HCV; va moi nguge CC2R
1a 5°>-GAGGTTTAGGATTCGTGCTC-3’,
bao goém 20 nucleotid, vi tri 363-344 &
phan dau ctia hé gen HCV. San phdm doan
ADN cua vung giao gen 5° UTR va gen C
cua HCV c6 d6 dai 295 bp.

Nguyén liéu phdn ting RT-PCR.

Dung moi phan ung (2x reaction
mix): 12,5ul; enzym sao chép nguoc (RT-
platinum): 1ul; moéi xuo6i (10pmol/ul): 1,5ul;
moi ngugc (10pmol/ul): 1,5ul; nude: 6,5ul;
khuon (ARN téng s6): 2ul

Chu trinh nhiét cua phan tng RT-PCR,
bao gom:

Budc 1: 50°C trong 45 phiit: 1 chu ky.

Budc 2: 94°C trong 15 phiit: 1 chu ky.

Cac budce 3, 4, 5 thuc hién lap di lap lai



trong 45 chu ky:

Budc 3: 94°C trong 1 phiit.

Budc 4: 54°C trong 45 giay.

Budc 5: 72°C trong 1 phuit.

Budc 6: 72°C trong 7 phit: 1 chu ky.

Sau dé bdo quan sian phim & nhiét do
lanh 4°C.

Sén phdm cta phan tng RT-PCR duogc
phat hién khi cho dién di trén thach
agarose 0,8%.

KET QUA VA BAN LUAN
1. Két qua thu thap mau.

Thu thap 7 mau mau tich huyét thanh
cta BN viém gan virut cap tai Khoa
Truyén nhiém, Bénh vién 103 va Khoa Vi
sinh vat, Vién V¢ sinh Phong dich Quan
doi. Tat ca cac BN nay déu nhap vién vdi
chan dodn 1a viém gan cdp tinh. Cac méu
huyét thanh dugc ky hiéu HCI, HC2,
HC3, HC4, HCS, HC6, HCT.

Bdng 1: Két qua xac dinh cac marker

virut.
HCI |HC2 | HC3 | HC4 | HCS | HC6 | HC7
Anti-HAV
HBsAg
Anti-HCV| + + +

* Chi ¢6 3 mau cho két qua duong tinh.

2. Két qua tach ARN tong so tir huyét
thanh BN.

Lay 3 mau HCI1, HC2, HC3 ¢6 két qua
anti-HCV (+), tién hanh tich ARN tdng

s6. ARN téng s6 1a hdn hop cdc loai ARN,
trong d6 c6 thé c6 ca ARN clia hé gen
HCV va sau khi tich duoc kiém tra trén
thach agarose 0,8% (hinh 1). Két qua cho
thady ca 3 mau huyét thanh nay déu chita
ARN tdng s6, c6 thé st dung 1am khuon
dé tién hanh phan ting RT-PCR.

M 1 2 3

ARN téng so

Hinh 1: Két qué dién di ARN t6ng so
trén thach agarose 0,8%.

M: Chi thi ADN (st dung hé gen cua thuc
khuin thé Lambda (A) cit bing enzym gi6i han
HindIIl). Buong chay 1-3: 3 miu ARN téng so
lan luot tdch tir huyét thanh cua cic BN HCI,
HC2, HC3.

3. Két qua thuc hién RT-PCR.

Dé xdc dinh chudi ARN cta HCV,
ching t6i st dung cap moéi dac hiéu la
CCI1F va CC2R. Tinh dac hiéu va do nhay
cia cap moi khi thuc hién phan ung
RT-PCR dugc Caudai va CS (1998) chiing
minh rit cao [4]. Dién di kiém tra san
phdm RT-PCR cho thay, 3 bang ADN c6
do dai khoing 300 bp hién thi rd trén



thach (hinh 2), do dai san phdm ding nhu
du doan.

< ~300bp

Hinh 2: Két qua phan tng PCR cua
doan gen HCV.

M: Chi thi ADN (st dung hé gen Lambda ()
cét bang enzym gi6i han HindIIl); Pudng chay 1-3:
Cic san pham RT-PCR c6 do dai khoang 300 bp.

Vi két qua thu nhan dugc sau khi thuc
hién phan tng RT-PCR, ching t6i cho
rang toan bo quy trinh ky thuat clia phan
ung RT-PCR dugc thuc hién véi ARN
téng s6 lam khuon tr 3 mau trén (thanh
phan phan ting, trinh tu nucleotid ciia moi
CCI1F, CC2R va chu trinh nhiét) hoan
toan dac hiéu v6i HCV va cho két qua
chinh x4c.

4. Két qua giai trinh trinh tu.

Toan bo chudi nucleotid cia doan ADN
thu nhan tir cic mau HC1, HC2, HC3 dugc
giai trinh trinh ty bang mdy doc trinh tu
ABI Avant 3100 Genetic Analyzer (M)

tai Vién Cong nghé Sinh hoc. Véi két qua
truy cdp Ngan hang gen, ARN cia virut
gay bénh viém gan c6 trong 3 mau huyét
thanh thu tai Ha Noi chinh thic duogc xac
dinh 1a HCV thuoc nhém Hepacivirus trong
ho Flaviviridae.

5. Ung dung RT-PCR phat hiéen HCV
trén mot s6 mau huyét thanh BN viém
gan cap tinh.

Sau khi x4c dinh dugc quy trinh k§
thuat phat hién virut HCV bang sinh hoc
phan ti trén 3 mau dai dién, thuc hién
phan ting RT-PCR trén 4 mau huyét thanh
BN con lai cung véi doi chiing am tinh (-)
(khuon ARN duoc thay bang nudc tinh
khiét) va d6i chiing duong tinh (+) (3 mau
da xac dinh c6 chita ARN-HCV). Két qua
dién di trén thach agarose 0,8% cho thay 4
méu con lai khong cho san pham RT-PCR.
Nhu vay, 4 mau huyét thanh c¢6 phan tng
anti-HCV am tinh déu khong c6 ARN clia
virut HCV, do vay khong phat hién duogc
bang phan ung RT-PCR (hinh 3). Diéu d6
cho thdy c6 su ton tai cing lic cia ARN-
HCV va khang thé anti-HCV trong huyét
thanh duong tinh. Phan tng RT-PCR su
dung nguon khuon ARN-HCV trong huyét
thanh c6 loi dé chidn dodn sém va phat
hién tdi nhiém HCV.

) M 1 2 3 4 5 6 7

~ 300bp



Hinh 3: Két qua dién di san pham RT-PCR
clia cic méu huyét thanh bénh pham.
(-): Doi chiing am; M: chi thi phan tt AND

(st dung hé gen Lamda (A) cit bing enzym gii

han HindIII); Buong chay 1-3: D6i ching duong;

Puong chay 4-7: Kiém tra sian phim RT-PCR doi
v6i HCV clia 4 mau HC4, HC5, HC6, HCT.

KET LUAN

- Trong 7 méu huyét thanh ctia BN viém
gan cdp tinh & khu vuc Ha Noi c6 3 mau
(HC1, HC2, HC3) chua virut (thudéc nhém

Hepacivirus trong ho Flaviviridae).

- C6 thé st dung cap moi CCIF-CC2R,
cho san pham khoéang 300 bp, thanh phéan
phan tng va chu trinh nhiét ciia phan tng

RT-PCR trong nghién ctu nay dé xay
dung kit chin doan phan tir HCV tir khuon
HCV-ARN c¢6 trong huyét thanh BN mot
cach chinh xac va dac hiéu.
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Quan sét siéu cau tric qua kinh hién vi
dién tu tinh tring nguoi, thdy nhiéu tinh
trung di dang. Pac biét di dang & dau
(anh 3, 4). Dau tinh truing c¢6 hai nhan,
mang t€ bao nhan nhdm (dnh 3), con

nhiéu bao tuong (dnh 4).



Anh 3, 4: Siéu cdu tric du tinh tring ngudi ¢6 hinh dang bét thudng.
Pau ¢6 nhan (1) chia thuy, bao tuong rong (2, 3) x 10.000.



TAP CHi ¥ DUQC HOC QUAN SY SO 1-2007

Nhu vay, biic xa siéu cao tin c6 thé 1am anh hudng dén so lugng va chat lugng tinh tring ca
trén dong vat thuc nghiém va nguoi. Biic xa siéu cao tan tic dong dén qua trinh sinh tinh tring
bang co ché truc ti€p qua tdc dung nhiét hoac co ché gidn ti€p thong qua tuyén yén, gy roi
loan qua trinh san xudt hormon LH, FSH, ciac hormon nay tac dung 1én cic t&€ bao dong tinh
[5].

4.3. Tham do tdc dung cua thuéc mediphylamin dén su hoi phuc so luong va chdt luong
tinh trung nguoi:

Nhiing cong nhan ti€p xtic v6i séng siéu cao tan c6 s6 lugng va chat lugng kém, diéu tri
bang mediphylamin vdéi liéu 0,25g x 2vién/ngay, udng lién tuc 30 ngay, sau dé xét nghiém lai

tinh dich dé.
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