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Fig.3 Profile of restriction enzyme BglII digestion of PCR
products of recombinant plasmids by agarose electrophoresis
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Construction of Expression Plasmids Harbouring Genes Encoding Recombinant
FN Polypeptides with Triple-domain and Preliminary Characterization of
the Products Expressed in Escherichia coli

LI Ming-Cai FENG Zuo-Hua LI Dong ZANG Gui-Mei
Department of Medical Molecular Biology Tongji Medical University Wuhan 430030

Abstract To investigate the important role of recombinant triple-domain FN polypeptide in tumor therapy two expres-
sion plasmids pF94-62 and pF94-82 were constructed and used to express triple-domain polypeptides of human FN in
E. coli. The expressed polypeptides were CH62 Pro 1239-Ser 1515 of FN linked with Ala 1690-Val 2049 through
Met and CH82 CH62 without Pro 1953-Glu 1978 . CHS82 polypeptide was expressed as inclusion bodies in E. coli
cultured at 37°C . After denaturation with 8mol L urea and renaturation the polypeptides were pruified by the affinity
chromatograph with Heparin-agarose and the purified product was analysed by cell adhesion assay. The expression level
of CH62 in E. coli was very low 5%  but that of CH82 was very high 21% it suggested that N terminal sequence of
Cell II in FN was the key sequence which influence the expression of triple-domain polypeptide in E. coli. The purified
product was capable of binding heparin and cells and it had a better binding activity than bifunctional-domain FN polypep-
tides. The production of CH82 polypeptide provided a fundamental basis for further study of recombinant product with

better function of antimetastasis and immune regulation.
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