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Klenow Gibco RBL Taq
DNA AMI IDA-Sepharose 6B 2
Fast Flow  Sigma aBS JATP  Amer- 2.1 PCR CS C33c NS4
sham Sequence USB 8 cC N 89
1.2 CS core
1.2.1 DNA P1 TTGGATTCCCATGAGCAC-
12 DNA GAATCCTAAACCT P2 AAGAATTCCACCAC-
USB CACCCTCATTGCCATAGAGGGGCCAAGG
1.2.2 9 N4 5-1-1
BI21 2.YT 37C P3 TTGGATCCGGGAGGTGG-
204 2YT AGGAGGACCCACCCTTCATGGGTCAACACCT
37C 2~3h  Agy 0.5~0.7 P4  TTCTCGAGCGCAAGGGCCTTCTGCTT
IPTG Immol L 4h C33c DNA  °
0.1 0D 10,1 PBS P5  TTGAATTCAAGGGTACAAGGTGCTCGTC
2% SDS PAGE P6  TTGGATCCAAGCTGAAATCGACTGTTTG
10min 20yl SDS PAGE pSK-HCV €S (33c
1.2.3 N4 PCR 94°C 1min 55C 1min
0.1 OD 1041 PBS 72C 1min 30 72C 10min  PCR
5000r min 4C  5min 2 psK
39000g 20min
2 X SDS PAGE
. 2.2 PET24CN PET22CCN
PBS 2 XSDS PAGE
20pL SDS PAGE .
PET24CN 2 a
1 .'2 .40 | 500mL 5000r PETI2CCN b S
min 4C Smin , . (33c (33c NS4 -Gly-Gly-Gly-Gly-
100mL PBS 30min 39000g 4C e CS N
20min PBS 3
1.2.5 His6 500mL
60mL Binding Buffer 20mmol L Tris Xho 1 NS4
Cl Smmol L pH 7.9 6mol L Urea 4C Bami 1 _
39000 r min 20min 0.45;m Kal e 7 it NS
Binding Buffer Ni* - pET24CN e pET22CCN Ec?:l;i
IDA 10 Binding Buffer 6300bp 6600bp BamiH |
6 Washing Buffer 20mmol L
Tris Cl 60mmol L pH7.9 6mol L Urea Lacl
6 Elute Bufer 20mmol L &) B)
Tris Cl 500mmol L pH7.9 6mol L Urea ) PET24CN  pET22CON
4mol L

Urea 2mol L Urea  PBS  PBS
-20C

1.2.6 HCV

Fig.2 Recombinant expression plasmids pET24CN pET22CCN
A. The fusion gene of C33c antigen and NS4 antigen was ligated
into pET-24 a + B. The fusion gene of C33c antigen and
Core and NS4 antigen was ligated into pET-22 b +

PET22CCN PET24CN
o3h Bk ok &4 EGhitp journals. im. ac. cn



17

4

48
SDS PAGE 58kD
43kD 3
His6
4A
2.3
500mL
Binding Buffer 0.45pum
Ni*"-IDA His6
NiZ*-IDA 3 SDS
NiZ*-IDA
Fig.3 SDS PAGE analysis of fusion peptide expressed in bacteria
60mmol L _ ,
1. Protein molecular weight marker
500mol L 2. Whole extract from BL21 pET24CN before induction
90 % 3 3. Whole extract from BL21 pET24CN after induction
4. Purified chimeric antigen CN
2.4 5. Whole extract from BL21 pET22CCN before induction
PET22CCN PET24CN 6. Whole extract from BL21 pET22CCN after induction
7. Purified chimeric antigen CCN
(A) (B)
2 3 4

Fig.4 Analysis of Expression Fusion Protein by Western blot

A Expressed products were probed with monocloned
antibody directed against His6.
1. Protein molecular weight marker
2. Whole extract from BL21 before induction
3. Whole extract from BL21 pET24CN after induction
4. Whole extract from BLL21 pET22CCN after induction

HCV
4B CCN CN
HCV ELISA
C NS3 N4 NS5
NS5
Core C33
99 % 4
HCV Core C33c

B Expressed products were probed with human
sera directed against HCV.
1. Protein molecular weight marker
2. Whole extract from BL21 before induction
3. Whole extract from BL21 pET24CN after induction
4. Whole extract from BL21 pET22CCN after induction
5. Purified chimeric antigen CN
6. Purified chimeric antigen CCN
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Gene Chimeric Fusion and Expression of Nucleocapsid NS3 Regions

and NS4 Regions of Hepatitis C Virus Genome
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2 Shanghai Institute of Animal Parasitology Key laboratory of Animal Parasitology Minister of Agriculture Shanghai 200232 China

Abstract Genes encoding HCV core and N4 antigen epitopes and C33c antigen were cloned from HCV genome by

PCR respectively. Two fused genes were constructed. One contained these three genes another contained genes encoding

(C33c antigen and NS4 antigen epitopes. These fused genes were cloned into expression plasmid pET-24 a + and pET-22

b + under T7 promoter and transformed into E. coli BL21 DE3 respectively. SDS-PAGE analysis revealed that these

fused antigens CCN CN were highly expressed after the induction by 1mmol L IPTG. These Expression products were

detected by western blotting with anti-HCV serum.
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