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Cloning Promoter Containing DNA Restriction Fragment in Bacillus subtilis
Guo Sandui,Jia Shifang

(Institute of Microbiology, Academia Sinica, Beijing)

Abstract

Plasmid pPL603(3.1Md) containing a structure gene for chloramphenicol
acetyltransferase(Cat). Cells harboring the plasmid cannot grow on solid media
containing 10ug/ml of chloramphenicol. Cloning EcoRI generated fragments of DNA
into site of EcoRl in plasmid pPL603, withsubsequent selection of transformants of
media containing 10ug/ml of chloramphenicol, permits the identification of restricion
fragments that promote expression of the Cat gene Bacillus subtilis 168
chromosomal DNA and pPL603 DNA were digested with restriction endonuclase
EcoRI and were ligated with T4 DNA ligase. B.subtilis BR151 competent cells were
transformed by these recombinant plasmids. The transformants were selected on
SBPY plates containing 10ug/ml of chloramphenicol. Forty nine recombinant
plasmids with molecular weights were larger than pPL603 plasmid were found by
rapid agarose gel electrophoresis. All these recombinant plasmids promoted the
expression of the Cat gene.The different levels of chloramphenicol resistance of
these recombinant plasmids were tested. The molecular weights of seven of these
recombinant with highen level of chloramphenicol acetyltranse were further
measured and properties of these recombinant plsmids analysed.
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