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Construction of eukaryotic expression vector of attenuated Salmonella typhimurium
containing hCTLA4Ig gene and expression in COS-7 cells

ZHOU Chun-li', HAO Jin', TANG Shu-gian',
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Dermatology , *State Key Laboratory of Trauma, Burns and Combined Injury, Institute of Burn, Southwest Hospital, Third Military Medical

University, Chongging 400038, China)

Abstract; Objective To construct eukaryotic expression vector of attenuated Salmonella typhimurium

containing hCTLA4Ig ¢DNA and identify its expression in COS-7 cells for the further study of function in SLE
models. Methods Touchdown PCR was used to amplify hCTLA-4Ig ¢DNA. The PCR product was ligated into
the multiple clone site of eukaryolic expression vector pcDNA3. 1( + ) by gene recombination lechnique. Then
the recombinated plasmid pcDNA3. 1( + )-CTLA4lg was transfected into COS-7 cells using DOTAP. The ex-
pression of interest protein in the supernatant of the cell disruption was detected with SDS-PAGE and Weslern
blotting. Results Restriction analysis and DNA sequence analysis showed that the CTLA-4Ig ¢DNA had been
successfully inserted into pcDNA3. 1( + ) eukaryotic expression vector. The interest protein could be detected
in the supernatant of cell disruption 48h after the transfection of pcDNA3. 1( + )-CTLA-41Ig. This protein spe-
cifically bound with human CTLA-4 monoclonal antibody. Conclusion The eukaryotic expression vector con-

taining hCTLA-41g gene was successfully constructed and bioactive interest protein could be successfully ex-

pressed in mammalian cells.

Key words: CTLA4Ig; attenuated Salmonella typhimurium; eukaryotic expression vector; gene expression
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