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Fig.4 DNA dot blot of purified recombinant virus
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EXPRESSION OF SOLUBLE 55 kD RECEPTOR FOR HUMAN
TUMOR NECROSIS FACTOR USING BACULOVIRUS VECTOR

Wu Nanjum Li Yuan
Institute of Medicinal Biotechnology Chinese Academy of Medical Sciences and
Peking Union Medical College Beijing 100050

Abstract Total RNA was isolated from Hela cells and about 530 bp ¢cDNA encoding
shTNFR55 was amplified with RT-PCR from the total RNA. The cDNA was cloned into the
downstream of polyhedrin gene promoter in transfer vector pAcGP67B and a recombinant
transfer plasmid pAcTNFR was constructed. Insect cell sf9 was co-transferred with recombi-
nant plasmid pAcTNFR and baculovirus AcNPV DNA. Recombinant virus AcNPV-TNFR
containing shTNFRS5 gene were formed by homologous recombination in insect cells. They
were purified by plaque assay and were confirmed by DNA dot blot. The biological activity of
expressed product was determined with culturing TNF-susceptible 1.929 cell line and the re-
sult showed that the expressed product could neutralize the cytotoxicity of TNF on 1.929 cell
line. Ligand blot analysis revealed the expressed protein three discrete bands between 20 ~
25kD.

Key words Baculovirus Receptor for tumor necrosis factor Insect cell Expression
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