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Fig.4 Assay of extracellular a-amylase activity in
Br. brevis 50 pBKES0/o-AMY
T, agar medium containing 0.5% starch was used for a-amylase assay.
After cultivation of the bacteria the plates were flooded with iodine solu-
tion 0.2% I, and 2% KI . Colorless halo against a blue background

indicated that bacteria excreted a-amylase. 1 ~ 4. Br. brevis 50
pBKESO/a-AMY 5. Br. brevis 50 pBKES0

—50
pUB110
11
pUB110
pKF3
-
pBKES0 o
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The Construction of Shuttle Vectors of Brevibacillus brevis- Escherichia coli

PENG Qing-Zhong ~ZHANG Wei-Cai ZHU Hou-Chu”
Institute of Biotechnology — Academy of Military Medical Sciences  Beijjing 100071  China

Abstract The 5’ region of the cell wall protein CWP gene containing multiple tandem promoters and the signal peptide-coding

sequence was isolated by PCR from Br. brevis 50 and used to construct the shuttle vector pPBKES0 which included the replica-

tion origin of pUB110 and the erythromycin-resistance gene of pGK12.The a-amylase gene of Bacillus subtilis 168 was ligated to

pBKESO  producing plasmid pBKES50/a-amy . After the resulting plasmid was introduced into Br. brevis 50 soluble and biologi-

cally active a-amylase was secreted directly into the culture medium. The expression level of a-amylase in the recombinant Br .

brevis 50 was twice higher than that of the donor strain.

Key words  Brevibacillus brevis shuttle vector secretory expression
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