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2. Product amplified by PCR
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1. Molecular weight marker of protein 2. 24h culture supernatant

3. 48h culture supernatant 4. 72h culture supernatant

5. Culture supernatant of S. lividans TK54TK54 pIJ680 as conctrol
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Fig.5 RP-HPLC fluorescence analysis of a-AE activity

A. Fluorescence absorption peak of substrate Dns-Tyr-Val-Gly

B. Fluourescence absorption peak of product Dns-Tyr-Val-NH,
C. RP-HPLC fluorescence analysis of reaction

products catalyzed by recombinant a-AE
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Studies of Cloning and Expression of Rat a-amidase Gene in streptomyces lividans

WU Bin-Yuan LI Yuan
Institute of Medicinal Biotechnology Chinese Academy of Medical Sciences Peking Medical College Beijing 100050

Abstract a-Amidase catalyzes the C-terminal amidation of active polypeptides in the Nerve-Endocrine system. It is im-
portant for full biological activity of the polypeptides. By using the total RNA of rat atrium as a templet the cDNA encod-
ing a-amidase was amplified by RT-PCR and sequenced. The cDNA was fused with the coding sequence of mel C1 signal
peptide to produce fusion gene mel AE for secretive expression in Streptomyces lividans . The fusion gene mel AE was in-
serted into plasmid pIJ680 and the recombinant plasmid pIJ-mel AE680 was obtained. The results of SDS-PAGE and bio-
logical activity showed that the recombinant strain S. lividans TK54 plJ-mel AE 680 produced secretly a-amidase.
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