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Construction of infectious clone of HBV adefovir-resistant strain RT A181T and its expression in Huh?7 cells”
ZHAO Jianhua , LU Ren fei”
(Department of Clinical Laboratory , Nantong Municipal Third People’s Hospital s Nantong , Jiangsu 226006 ,China)

Abstract: Objective  To rapidly construct hepatitis B virus(HBV) adefovir(ADV)-resistant strain(RT A1817T) infectious clone
by using SOE-PCR, to observe the expression of recombinant plasmids in Huh7 cells and to establish the in vitro cell model of HBV
ADV-resistant strain(RT A181T). Methods

from serum in the patients with ADV-resistant chronic hepatitis B. Then, the 1. 3-fold genome-length infectious clone pHBV1. 3 was

The conservative primers were designed, the full-length HBV genome was amplified

constructed by using the SOE-PCR technique, which was transfected into human hepatoma cells Huh7 cell line. ELISA, Western
Blot and Real-time PCR were adopted to detect infectious cloning replication and expression, meanwhile the antiviral drugs lamivu-

The HBV ADV-resistant

infectious cloning plasmids pHBV1. 3 was successfully constructed. This plasmid could be effectively replicated, transcripted and ex-

dine(LAM) and ADV were used to verify the infectious clone copy and inhibition of expression. Results

pressed in Huh?7 cell lines. LAM could effectively inhibit the replication and expression of the infectious clone, while ADV could not
inhibit the replication and expression of the infectious clone. Conclusion The constructed infectious clone plasmids pHBV1. 3(RT
A181T) of HBV ADV-resistant strain can efficiently replicate and express protein in vitro,its transfected cells can be used in the
study of HBV replication mechanism and antiviral study.
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B & (e o g SE i A wD il ig HBV DNAL S HUy i 7 4%
Z WL B4R B HBY DNA fE—20 CRAE& .

1.2.2 HBV &RKEFAWWEHE %095 P kit
F1.5-CCG GAA AGC TTG AGC TCT TCT TTT TCA CCT
CTG CCT AAT CA-3'; R1:5-CCG GAA AGC TTG AGC
TCT TCA AAA AGT TGC ATG GTG CTG G-3'. LI EikJy
FAREUY HBYV DNA Sy BOHR . R H & Ok B0 8 4 B KOD plus
(Toyobo A ®D #E4T PCR #"#% , DNA i [nl ik 71 £ (B 2k T
AW A B 28 WD Bht IR B U B H K K IRl PCR 7=y 1 A i e
v 31 7] & pEASY-Blunt Zero cloning kit (4t 5% 4 7 4 2
AD B H WY R BRI AR S8 )5 % A 32 A5 41 il TOP10 (Tian-
gen A H]) IR AR S PRI TRV B ) 5 E L BH M TR R %
AR A FIN . A SRR T MEGAS # {4 BLAST
VA

1.2.3 FJf] SOE-PCR ##k 1. 3 f5{& HBV  #Jf§ SOE-PCR
Fe AR HBV By P sa -1, 3 4% (K HBV (5 12 46 =5 1§ it
25 RT A181T) .54}y pHBVI1. 3(RT A181T), Il & iiF .
1.2.4 el v B Huh? 400 00 5 g ik IR e i &
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DR B Y I A R Hoh7 8 5 0r ik S Ui 5, 3t
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00 42 1 K F
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— 4 CHHFER. —Puf W EN T BPt-HBs 550 4T
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GAPDH B BEHiiR 12 1000 Fi B ik A Santa Cruz 22
A, WMESAFURE, I EWIFE 1 h, 500 k=
T HRP #RiC #9 FHi-F 1gG 1 : 5 000 7 B . HRP #R1C A 9 Hi-
% 1gG 1+ 5000 # B, “Hi M B Sigma A ], T 45 R 5k
5, F{b2E &6 8 Rk 57 & Immobilon Western(Millipore 2%
A E B .
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eI A R 4T . PCR {XL (ABI7500)
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4 4 pHBVL. 3(RT A181T).
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PEXF R, s B 3 S2 I 245 SR B R BH P X R — #E L B e pH-
BVI1.3(RT A181T) () Huh7 41 iy ¥ Bl i 5 & H HBsAg.
HBeAg , Ifi B 1 X B8 JG AH B 2 14 %35 .

2.2.2 FEUYNMESr HBYV DNA - 6l 5% He 20 fitd J2 75 3 i
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M, FEIA IR R E JG , HBV i e 57 [ % 35 9 & 11 HB-
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& HBV J& Yt 35 % pHBV1. 3(RT A181T), pHBVI. 3(RT
AIBI )RR A E A, A& T 5 AWk 7 Enh I |
Enh Il .4 #2417 5 (DR1 1 DR2) | ij 25 PR 20 %% 5 42 06 7
X JF ik i i HE &5, AT 6 377 2k 3.5.2.4.,2.1,0. 8 Kb & fr
HBV # st j= 4ot

5% pHBV1. 3(RT A181T) & Ye: va i Y« Huh7 4
M, 5 2 R BN 52 B A real-time PCR 28 77 3, 10 3iF T &
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25 YTt 25 B 5T
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Huh7 40 j ¥k . HBV 78 40 i 9 19 & i DA KM G 3 0 Rk 7
Yy A8 h J5 ik B (A L B 2 I R] A% 4 A 0% B 00 & A Bk O
A R IR BB BT R oK pHBVIL 3(RT A181T) @ etk
v P FR E % e Huh7 28 ik . 4 £ e 22 3k 1 48 M ke 2 °F By
BrsSeub i 5, ik — 2B 9T HBV (945 ¥ Fioh fig . 8 3% 5 9
FEORTESE MR JURT LY R R TR,
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