2004 Oct; 25(10)

1090- Acad J Sec M il M ed Univ
1 1 1 1 1 2 2% 1*
(1 , 200433; 2 , 200092)
[ ] : , M ART (swvitchingmechanisn at 5 end of RNA transcript)
) DNA . TR Iz0l C5314
RNA, Oligotex MRNA sfi I B CD SHI/3' PCR DNA 1 ,
sfi I A MART @DNA 1 MRNA 5 LD-PCR @DNA,
sfi ,  PpBSF , , dDNA @DNA
, : 1 1x 10° , 97 6%, dDNA 750
3 000 bp, 1 5kb 60 , , 50%
dDNA ,
[ ] ONA ; ; i MART
[ ] R 3794 [ 1 A [ ] 0258-879X (2004) 10-1090-04

Construction of full-length d NA library of Candida albicans using 3 ART technology
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[ABSTRACT] Objective To repidly construct a full-length DNA library of Candida albicansw ith sv itching mechanisn at
5 end of RNA transcript (SMART) techniques, providing a base for the studying the novel multidrug resistance asociated
genes of Candida albicans M ethods The total RNA was extracted from several Candida albicans (SC5314) samplesof dif-
ferent grow ing phase and different drugs treatment by TR 1zol reagent ThemRNA w as subsequently separatedw ith theO lig-
otex kit The CDSIII/3' PCR primer (containing Sfi I B site) was used in the first-strand reaction and the MART IV
O ligonuleotide (containing Sfi [ A site) served as the short, extended template at the 5 end of themRNA. LD-PCR generat-
ed full-length double-strand dNA , w hichw as digested by Sfi I restriction enzyme and ligated to the Sfi I (A &B) -digested
pB SF vector. The ligated vector w as then transformed by DH 5x for the final construction of the NA library. The entire se-
quences of partial inserted dMNA sw ere obtained and the ratio of full-length ©NA was analysed Results The constructed
Candida albicans DNA library consisted of 1 1x 10° independent clonesw ith a recombination rate of 97. 6%. Exogenous in-
sertsof the recombinantswas Q 75-3 kb in length, with most of then above 1 5 kb Sequencing results and bioinformatics
analysisof 60 clones indicated that the ratio of full-length ©DNA w as above 50%. Conclusion: A high-quality full-length -
NA library of Candida albicans has been constructed successfully, which is essential for screening and cloning of nev mul-
tidrug resistance asciated genes of Candida albicans
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