Characterization of an A. nidulans cDNA library in a yeast shuttle vector.
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Aspergillus nidulans FGSCA4 was grown for 18 hrs at 37oC in liquid Complete Medium (CM) with no agitation to allow interaction between the mycelia and an air interface required for the induction of conidiation.  Total RNA was prepared from cultures.  The integrity of the RNA was monitored by Northern blot and the presence of transcripts encoding conidiation specific genes was confirmed by q-rt-pcr. Poly A+ RNA was isolated and 5 g was used as template for the synthesis of cDNA.  Following ligation of linkers, methylation, restriction digestion, and demethylation, 30 ng of cDNA was ligated with 50 ng YEPlac181PGKp (1)  plasmid between the EcoRI and XhoI sites in the multicloning sequence between  a PGK promoter and terminator.  The plasmid contains a Leu2 nutritonal marker for selection of yeast transformants, a bacterial origin of replication, and selectable marker of ampicillin resistance for growth in bacteria. Transformation of E.coli XL 10 Gold with 80 ng plasmid containing cDNA yielded 1x104 cfu in the primary library for a transformation efficiency of 1.25 x 105 per g DNA.   The library was amplified 80 times and conatins 8 X 104  cells/ml.  It was determined that 90 percent of the library was recombinant and 78 percent contained cDNA inserts at or above 400 base pairs as judged by colony pcr (2).  Each tube contains 1.0 ml of cells in LB ampicillin medium containing 15% glycerol.
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Fig. 3) YEplac181PGK plasmid map

This vector contains yeast PGK1 promoter and terminator in YEplac181 plasmid DNA. It
has unique EcoRI, Xhol and BgllI restriction digestion sites between PGK1 promoter and
terminator for inset DNA.




