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Development of aNew Recombineering System by Gap Repair

L1 Shan-Hu', HONG Xin', YU Mei', CHEN Wef, HUANG Cui-Fen', ZHOU Jian-Guang"
(1 Institute of B iotechnology, Acadany of M ilitary M edical Sciences Beijing 100850, China;
2 School of Life Sciences Xiamen University, Xiamen 361005, China)

Abstract: Using lanbda phage Red recombinase mediated in vivo homobgous recombination system, a 6.7 kb
lambda PL operon sequence including the Red encoding geneswas subcloned into pBR322 by gap repair tech-
nigue, and generated a pPBR322-Red recombinant plasnid that can provide the Red recombination functon and
can be transferred into many kinds of bacteria To confim the recombination functions of pBR322-Red, a single-
stranded 70-bases oligo was introduced into W 3110 by electroporation o create a single base T -G mutation in
galk gene on the bacterial chomosome The result demonstrated that a newA Red-mediated recom bineering
system based on pBR322-Red was successfully established
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Fig. 1 Construction of recombinant plasm id pBR322-Red and analysis
A. Construction of recombinant plasnid pBR322-Red B. PCR analysis 1: PCR fragnent M: DL15 000 DNA marker C Restriction
enzyme digestion analysis 1: Hind  /EcoR  digested pBR322-Red; 2: Hind /BamH  digested pBR322-Red; 3: Hind  diges
ted pBR322-Red; 4: Xho /EcoR  digested pBR322-Red; 5: Xho  digested pBR322-Red; 6: EcoR  /BamH  digested
pBR322-Red; 7:BamH  digested pBR322-Red; 8: Eco R digested pBR322-Red; 9: BamH
digested pBR322; 10: EcoR ~ digested pBR322; M : DL 15 000 DNA marker
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Fig. 2 Galk gene for an ambermutation and selection

A:MacConkey galactose indicator agar showing recambinant colonies 1: Amber mutation; 2: N egatine reaction;

3: Control of W3110 B: Galk gene for an anber mutation
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