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Fig 1. Agarose gel electrophoresis identification of PCR products
and recombinant plasmids

1:ADNA/ EcoRI+ Hind IIl matker; 2: plasmid pET 28a; 3: re-
combinant plasmids contained nanA gene; 4: recombinant plasmids
digested by Ncol/ BamHI to release nanA gene; 5: PCR products;
6: PCR marker (1543 994 695 515 377 237)
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Fig 2. SDS-PAGE results of crude extracts
1. 2. 3: engineered strain No. 15, Na 39, No. 93 respectively; 4:

molecular weight matker of protein (97, 400, 66, 200 42, 700 31,
000 14, 400 D); 5: host strain (BL 21)
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Fig 3. SDS-PAGE of total soluble proteins of engineered strain

No. 107 with different induction time
1.2.3.4.5 represents 0. 5, 1, 2, 3, 4 h after induction by IPTG re-

spectively
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Constitutive High-Expression of the N-Acetylneuraminate Lyase Gene
of Escherichia coli

WEI Ping-He, LI Qian, XIN Wei-Fan'
Department of Biochemistry, ' Research Institute of Applied Pharmaceuticss, China Pharmaceutical Uni-
versity, Nanjing 210009

Abstract 890 bp DNA fragment encoded N-acetylneuraminate ly ase was amplified from E. coli JM 105 by
PCR. This fragment was inserted into Ncol/BamHI sites of pET28a. The recombinant plasmids were
transformed into host strain E. wli BL. 21 (DE3). High-level expression of N-acetylneuraminate lyase ge-
netic engineered strains was constructed. The expression amounts of N-acetylneuraminate lyase were 76. 8%}
of total soluble proteins of engineered strain. The activities of N-acetylneuraminate lyase from engineered
strains were higher than those of host strain to different extent, and the enzyme activity of No.107 was 14
times as high as that of the host. The cloning of N-acetylneuraminate lyase gene resulted in the change from
inducible to constitutive expression of the enzyme.
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