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AMPLIFICATION, CLONING AND EXPRESSION OF
3 INTACT GENE FRAGMENTS IN EPSTEIN-BARR VIRUS

Zhu Zhenyu Chen Shangwu Dai Kesheng Hou Mengjun Yan Shirong Huang Di M a Jianquan

(Department of Biochemistry, Sun Yat-sen University of Medical Sciences Guangzhou, 510089)

Abstract Objective;: Amplification, cloning, and expression of 3 intact gene fragments encoding for
DNase, thymidine kinase and BHRF 1 protein in Epstein-Barr virus (EBV ). Methods: 3 target genes were am-
plificated with polymerase chain reaction (PCR) using Bos—g cells DNA as template. The target genes were lig-
ated to plasmid pBV?221 as expression vector respectively. E. coli JM103 and HB101 were used as host cells for
transformation. The recombinant clones were screened according to their plasmid DNAs electrophoretogram.
The correct inserted recombinant plasmids were confirmed with double restrictive enzy me cleavage. Results; New
bands were observed in 10 % SDS-PAGE gel of the supematant obtained from 3 intact gene fragments trans-
formed E. coli induced by changing temperature from 30 Cto 42 C. The molecular weight of the new proteins
were about 52 kus 67 ku and 17 ku coinciding with their theoretic value respectively. The amount of newly ex-
pressed proteins scanned by thin layer gel integral scanner accounted for 23. 0%, 6. 7% and 2.5% of the bacteria
total proteins respectively. Conclusion: EBV 3 intact gene were successfully amplificated, cloned and expressed
in K. coli.

Subject headings herpes virus 4, human/ genetics; cloning, molecular; gene expression regulation; poly-

merase chain reaction; apoptosis
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Fig. 1 Agarose gel electrophoresis of PCR products of
EBYV three intact gene fragments

lane 1: pBR322/ Bst N [; lane 2: nuclear antigen-1 gene
fragment (564 bp) as contwo]; lane 3: DNase gene fragment (1
460 bp); lane 4; thymidine kinase gene fragment (1 843 bp);
lane 5: BHRF1 gene fragment (592 bp); lane 6. pGEM7Z{/
Hae 111
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Fig. 2 10% SDS PAGE of recombinant BHRF1 protein
lane 1. Protein Marker; lane 2. pBV22V/ E. coli
HBI101; lane 3: pBV-BHRFV/ E. coli HB101 cultured at 30
C; lane 4: pBV-BHRFV/ E. coli HB101 induced by changing
temperature 30 ‘C—42 C
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Fig. 3 Agarose gel electrophoresis of DNA from fibroblast

cells cultured with different condictions for 24 hours

lane 1; without FCS cultured for 24 h as control Capopto-

sis model); lane 2: contwl! plus supernantant from pBV221/

HB101; lane 3: contwl plus supernantant from pBV-BHRF1/

HB101 and sera from nasopharyngeal carcinoma (NPC) pa-

tients lane 4: control plus supernantant from pBV-BHRF1/

HB101 without NPC patients’ s sera; lane 5; normal cells
DNA; lane 6: pBR322 Bst N1 (Marker)
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