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147 110 67 34 26 19 bp M2.ADNA/Hind lll 23130 9416
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Construction of MAGE-3 Prokaryotic Expression Plasmid
and Its Expression in Escherichia coli

SUN Xiao-Dong' WU Jin-Min®*  LIU Xing-F**
! Department of General Surgery > Center of Oncology Sir Run Run Shaw Hospital Zhejiang University Hangzhou 310016 China

Abstract To express the GST-MAGE-3 protein in E . coli and investigate the antitumor immune responses induced by Dendri-
tic cells DCs pulsed with GST-MAGE-3 protein the recombinant expression plasmid pPGEX-MAGE-3 was constructed by ligat-
ing MAGE-3 gene which was amplified by RT-PCR and confirmed by sequencing and the pGEX-4T-2 vector. The recombinant
plasmid was transformed into BL-21 E. coli . The expression of GST-MAGE-3 was induced with IPTG. The GST-MAGE-3 protein
expressed as high as 32% of the total cellular protein. After purification with Glutathione Sepharose 4B  the purity of the protein
was more than 90%  and 3mg GST-MAGE-3 was obtained from 100 mL BL-21 lysate. Dendritic cells from gastric carcinoma pa-
tients were pulsed with GST-MAGE-3 protein and these DCs were used to stimulate the autologous T lymphocytes. After 7 days
the T lymphocytes cocultured with DCs pulsed with GST-MAGE-3 antigen exhibited specific cytotoxicity against MAGE-3 positive
SGC-7901 cells. It is concluded that the GST-MAGE-3 protein are able to present antigen to T lymphocytes activate antigen-
specific CTLs and induce special antitumor immune responses in vitro . Our results lay the groundwork for further research of the
MAGE-3 vaccine.

Key words GST-MAGE-3 protein prokaryotic expression dendritic cells DCs  cytotoxic T lymphocytes CTLs  immune

response
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