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Amplification of Hepatitis B Virus Core Gene by PCR and
Creating Eukaryotic Expression Vector Construct
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Abstract:[Objective] To creat Hepatitis B virus C gene eukaryotic expression construct, in order to study DNA-me-
diated immunization in mouse and related issues research. [Methods) Using plasmid pHBV 1 which contained hepatitis B
virus (ayw subtype) whole DNA sequences as the source of viral genes, HBV DNA fragment (nt1889 ~2457) encoding
for nucleocapsid protein (HBcAg ) was polymerase chain reaction cloned as BamH 1 - EcoR 1 fragment. The gene was
inserted into the multiple cloning site of eukaryotic expression plasmid vector pcDNA3. [Result] The recombinant plas-
mid was cleaved with E@R 1 and BamHI1 . Agarose gel electrophorsis, and sequencing the insert fragment in pcDNA3
showed that pddNA3-HBVc eukaryotic expession construct is successfully created.. [Conclusion] ~The recombinant

construct pcDNA 3-HBe provides available conditions for further study about it” s expression and immune response.
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HBV (ayw ) PHBVI. : HBV C
pcDINA 3. HB101 pcDNA 3-HBVe C 2.
; EcoR1 . BamH 1 .T4DNA
v Tagq Promega ; DNA
Prep-Gene-A Bio-Rad
PE 1.5 kb
1.0kb
1. 2 PCR
HBV ayw sl , 569 bp 500 kb
BamH1 . EcoR1 ,
pcDNA 3 )

5'-TTAC GGATICTGGCTTTGGGGCATGGA -

c3', 5"-CTCGAATTCATACTAACATIGA-
GATICC-3' pHBV 1 MJ PTC—
100™ PCR C
;30 . 94 C  40s 55 C
405,72 C 1 min.
1. 3
PCR pcDNA3  Prep-Gene-A
, BamH 1 . EcoR | ,
Prep-A-Gere ,  T4DNA
HBV C  pcDNA3
CLh HBI10I .
.37 C
1. 4 DNA
PCR PE
ABI PRBM 310
DNA
2 #% X%
2.1 PCR HBV C
HBV ayw pHBV1
HBV (C)  ,PCR 10g/L
, 569 bp ,
C ¢ D.
2.2 pcDNA3-HBVBe
HBV C .
BamH] EwoRI )
1 ; o1
5.4 kh. ;1 569, bp.

1 PCR
Fig.1 Agarose gel electrophoresis of the PCR product
M: 100 bp DNA ladder; A: PCR product
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Fig. 2 Identification of recombinant plasmid
M:ADNA/ EwR1 + Hind Il A: recombinant plasmid/ EcoRI +
BamH]1 ; B:recanbinant plasmid/ E@ R1 ; C: plasmid pcDNA3/ EcoR1
+ BamH]1 ;D:plasmid pcDNA3
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