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Construction of eukaryotic expression vector carrying rat heat shock protein 72 gene and its

expression in COS7 cells
Yan Chun-gen, Huang Dan-wen, Ren Guang-yuan, Zhu Dong-fang

Abstract

BACKGROUND: /n vitro cloning and expression of heat shock proteins (HSP), especially HSP72, is important in the study of
ischemia-reperfusion injuries.

OBJECTIVE: To construct eukaryotic expression vector carrying HSP72 and study its transient expression in COS7 cells, and to
establish the foundation for further research of the immune function of HSP72.

METHODS: HSP72 cDNA was amplified from hepatocytes of BABL/C mice by RT-PCR, and correctly inserted into corresponding
sites of eukaryotic expression vector pcDNA3.1(+)after restriction endonuclease digestion, and the recombinant plasmid was
transfected into COS7 cells and gene expression was determined by RT-PCR.

RESULTS AND CONCLUSION: The gene fragment inserted into the vector pcDNA3.1(+)was confirmed by nucleotide
sequencing, and the recombinant plasmid mRNA was successfully expressed in COS7 cells.
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Figure 1 Heat shock protein 72 (HSP72) production of
mouse liver tissue by RT-PCR amplification
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M: DNA marker; a: PCR production of germs; b: PCR production
of plasmid; c: control group

Figure 2 PCR production by electrophoresis
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M: DNA marker; a: PCR production of heat shock protein 72 (HSP72);
b: recombinant plasmid pcDNA3.1(+)/HSP72 after restriction
endonuclease digestion by Hi nd III and Xba I ; c: recombinant
plasmid pcDNA3.1(+)/HSP72 without restriction endonuclease
digestion; d: empty plasmid pcDNA3.1 (+)

Figure 3 Electrophoresis result of recombinant plasmid
pcDNAS3.1(+)/HSP72 after restriction
endonuclease digestion
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M: DNA mark; 1, 2: COS7 cells after being transfected with
recombinant plasmid pcDNA3.1(+)/HSP72; 4: COS7 cells after being
transfected with empty plasmid pcDNA3.1(+); 3: Non-transfected
COS7 cells

Figure 4 PCR production of COS7 cells by electrophoresis
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M: mark; 1, 2: COS7 cells after being transfected with recombinant
plasmid pcDNA3.1(+)/HSP72; 3: COS7 cells after being transfected
with empty plasmid pcDNA3.1(+); 4: Non-transfected COS7 cells

Figure 5 Western blot production of heat shock protein 72
(HSP72)
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