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Fig.3 Southern hybridization analysis of CHT1
1 . Agarose gel stained by ethidium bromide I . Southern hybridization
Lanes in | and [l 1~4.Total DNA of B. circulans digested by BamHI EcoRI Hindlll and Pstl re-
spectively.
5~11.Total DNAs of J1 J2 J3 D1 D2 D3 D4 digested by Pstl respectively.
M. Molecular weight marker left A EcoRI— Hind[ll right A Hindlll
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Molecular Cloning of a Chitinase Gene from Bacillus circulans C-2

Zheng Hongwu Wang Yanling  Zhang Yizheng
Department of Biotechnology Sichuan University Chengdu 610064

Abstract The 2 ~ 10kb DNA fragments isolated from the Pstl partially digested total DNA of
Bacillus circulans C-2 was inserted into the Pstl site of vector pUCI9 and then the recombinant
DNA was used to transform Escherichia coli.One chitinase gene-containing clone named pCHT1

was selected from about 8000 recombinants on chitin overlay plates. Analysis of pCHT1 cut with 12
restriction enzymes showed that the inserted fragment in this clone was about 3.0kb in size and had
one site for each of the three restriction enzymes Kpnl Sacl and Sspl. Cells harboring the recombi-
nant plasmid pCHTI1-R in which the insert had an inverted orientation also displayed chitinase ac-
tivity indicating that the cloned fragment from B. circulans C-2 contained an intact chitinase gene

and its own promoter could be recognized by E. coli transcriptional system. Southern hybridization
analysis proved that the inserted fragment of pCHT1 was really from the genome of B. circulans C-
2 and there was only one copy existed in the genome. The fragment could not hybridize with the total

DNASs from other seven chitinase-producing bacteria.
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