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Construction of recombinant plasmid pEGFP-C2-NLRCS and its expression
Xu Tao Peng Yunyun Li Lin et al
( School of Pharmacology Anhui Medical University Hefei 230032)

Abstract Objective To construct pEGFP-C2-NLRCS of expression plasmid and observe its expression in COS-
cells. Methods Get the cDNA sequence of NLRCS protein from the LX2 by RT-PCR. Then NLRCS ¢DNA and
the vector pEGFP-C2 were digested with restriction enzymes EcoR [ and BamH | and the digested productions
were connected by T4 enzyme at 16 °C  and then the eukaryotic vector of pEGFP-C2-NLRC5 was constructed. The
recombinant vector was identified by the double digestion with restriction enzymes EcoR [ and BamH [ and DNA
sequencing. After the analysis pEGFP-C2-NLRC5 was transfected into renal fibroblasts COS< cells by Lipo—
fectamine™2000 and the expression of pEGFP-C2-NLRCS was monitored by fluorescence and confocal microscope
and Western blot. Results The NLRCS fragment was contained in the positive recombination by identification of
restriction enzymes. After transfectting recombinant plasmid green fluorescent protein could be observed and they
were mainly distributed in the cytoplasm. A stripe of 74 ku protein could be detected by Western blot whose size
was accord with EGFP-NLRCS5 of protein expression ( NLRC5 protein: 47 ku EGFP protein: 27 ku) . Therefore
fusion protein could be successfully expressed in mammalian cell. Conclusion The eukaryotic expression vector of
pEGFP-C2-NLRCS5 is constructed successfully and the fusion expression of NLRC5 protein and GFP can be detec—
ted in COS-.
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