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Abstract: To reveal the antagonistic mechanism of B8 strain to Xanthomonas oryzae pv. oryzae, transposon bR
tagging method and chromosome walking were deployed to clone antagonistic related fragments around Tn5 b L
insertion site in the mutant strain B8B. The function of up-stream regulatory sequence of gene ‘admA’ involved

in the antagonistic activity was further identified by gene knocking out technique. An antagonistic related left

fragment of Tn5 insertion site, 2 608 bp in length, was obtained by tagging with Kan resistance gene of Tn5. A 2

354 bp right fragment of Tn5 insertion site was amplified with 2 rounds of chromosome walking. The length of the

B contig around the Tn5 insertion site was 4 611 bp, containing 7 open reading frames (ORFs). Bioinformatic

analysis revealed that these ORFs corresponded to the partial coding regions of glyceraldehyde-3-phosphate
dehydrogenase, two LysR family transcriptional regulators, hypothetical protein VSWAT3-20465 of Vibrionales and

admA, admB, and partial sequence of admC gene of Pantoea agglomerans biosynthetic gene cluster,

respectively. Tn5 was inserted in the up-stream of 200 bp or 894 bp of the sequence corresponding to anrP ORF

or admA gene on B8B, respec-tively. The B-1 and B-2 mutants that lost antagonistic activity were selected by
homeologuous recombination technology in association with knocking out plasmid pMB-BG. These results

suggested that the transcription and expression of anrP gene might be disrupted as a result of the knocking out of
up-stream regulatory sequence by Tn5 in B8B strain, further causing biosythesis regulation of the antagonistic

related gene cluster. Thus, the antagonistic related genes in B8 strain is a gene family similar as andrimid

biosynthetic gene cluster, and the upstream regulatory region appears to be criti-cal for the antibiotics

biosynthesis.
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