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Abstract

AIM: To construct and express a recombinant eukaryotic
expression vector bearing fusion gene of HBV S2S and Fc
fragment.

METHODS: The technique of splicing by overlapping exten-
sion and twice PCR were used, and fusion gene fragment
was obtained and cloned into pGEM-T Easy TA cloning vector
to get suited enzyme sites. Recombinant eukaryotic ex-
pression vector pcDNA3 S2S/Fc was constructed by double
adhesive terminal ligation. Then the recombinant vector
was transferred into SP2/0 cells by using Lipofectamine.

RESULTS: The recombinant vector was identified by di-
gestion with restriction enzymes and confirmed by DNA
sequencing analysis. And the vector bearing fusion gene
could be expressed in eukaryotic cells detected by indirect
immunofluotescence technique.

CONCLUSION: The relative efficient expression of the fusion
gene in SP2/0 cells may provide an experimental basis for
specific immunotherapy for HBV infection.
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Systems Promega
. Lipofectamine™2000 Reagent
GIBCO HBsAg ,
Fc . FITC
19G. 19G
Oxford
.RPMI1640 DMEM , GIBCO
1.2 pcDNA3 S2S/Fc
(J Exp Med 1992;175:495-502),
(splicing by overlap extention, SOE) PCR
S2S/Fc, , pGEM-T Easy
TA , JM109,
pcDNA3 HBV-adr Fc
4 , Takara
F:

5’ -CGGAAGCTTA TGCAGTGGAA CTCCACAAC-3’
M1: 5° -GCATGTGTGA GTTTTAATGT
ATACCCAAAG-3’; M2: 5" -CTTTGGGTAT

ACATTAAAAC TCACACATGC-3’; R:5" -
TATTATCATT TACCCGGAGA CAG-3’. F HBV
preS2s , Hind I ;
M1 M2 , HBV S C
15bp (2639 nt-2653nt) FcN
15 bp, 30 bp iR Fc
1 PCR, pl.2 I , F M1
HBV preS2S (850 bp). pCMVsFc
, M2 R Fc (634 bp).

194 °C 5min, 94 °C 45s, 55 C 455,
72 C 45 s, 35 , 72 C 10 min.
10 g/L PCR ,

Wizard™ PCR Preps DNA Purification System
2 PCR, 1 PCR , 100 ng,
F R , S2S/Fc. 194 °C
5min, 94 °C 455, 58 C 1 min, 72 °C
1 min, 35 s 72 C 30 min.
2 PCR S2S/Fc pGEM-T Easy TA

3mL+Amp LB , ,

EcoR 1 N
pcDNA3 Hind 111 EcoR | pGEM-T
EasyS2S/Fc pcDNA3,
JM109. 3mL+Amp LB s
, : Hind 111
EcoR I+ Hind 111

1.2.1 pcDNA3 S2S5/Fc  SP2/0

100 mL/L DMEM , 37°C, 50mL/L
CO,
LIPOFECTAMINE™2000 Reagent ,(1)
SP2/0 25 mL i (2) 18-24 h,
90-95% i (3) Ep
, 10 ng DNA 100 mL
DMEM ;15 ni Lipofectamine 85 niL
DMEM . 5 min 1 (4)
DMEM 2 1.8 mL
. DMEM,; (5) Lipofectamine+DNA
200 m. .(6) 37 C, 50 mL/L CO,
4-6h : (7)
48-72 h . (8)
1.2.2
( ;
1994),(2)
s s 10 min; (2) pH
7.2 PBS 5minx2 ;(3) 50 mL/L
PBS 30 min; (4)
HBsAg Fc( 1:50 ) ,
37 C 1h;(5) PBS 5min x 3 ;(6)
FITC (
1:100 ), 371°C 1h;(7) PBS
5min x 3 ;(8) , 500 mL/L , 500 mL/L
0.0lmol/L, pH7.2 PBS ,
2
2.1 pcDNA3 S2S/Fc Hind
I Hind Il +EcoR 1 ,
6.8kb, 54kb 1.4kb (1),
2.2 S2S/Fc
( 2.
A B c

19 329 bp [

1 pcDNA3 S2S/Fc . A: A —-EcoT14l digest marker;
B: pcDNA3 S2S/Fc digested by Hind Il ; C: pcDNA3 S2S/Fc di-
gested by Hind Il +EcoRI.
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