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Construction and analysis of virulence genes subtracted library of streptococcus pyogenes by suppression subtractive hybridization "
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Abstract: Objective To construct the virulence genes subtracted library of streptococcus pyogenes and to lay the foundations
for screening the virulent genes. Methods Suppression subtractive hybridization was adopted to isolate the fragments of virulence
genes in streptococcus pyogenes. Then these fragments were directly inserted into T/A cloning vector to set up subtractive library
and amplication of the library was carried out with transformation of E. coil TOP10. Dot blot was used to screen the subtracted li-
brary,the differentially expressed cDNA fragments were sequenced and analyzed in Genebank with Blast search. Results A smear
ranged from 100~2 000 bp was observed. The ligation efficiency of tester DNA with adaptor was at least higher than 50 percent.
The difference between subtractive group and unsbtractive group was apparently significant. Partial positive clones in the library
were randomly selected and successfully sequenced. 5/12 sequence showed no homology and presumably represent unknown genes,
7/12 had a high similarity to the known genes. Conclusion The virulence genes subtracted library of streptococcus pyogenes is con-
structed successfully with SSH and T/A cloning techniques. The library is efficient and lays solid foundation for screening and clo-
ning new and specific virulence genes of streptococcus pyogenes.
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