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ABSTRACT

Total RNA was isolated from Aspergilius miger GA36, a high
glucoamylase activity stram, by using the TRIzol™ extraction method. Poly
(A)" RNA was purified from total RNA on an Oligo (dT) Cellulose
Column and used as a template for the synthesis of first strand cDNA. by
using SuperScript RNase H™ RT (Reverse Transcriptase) in the 3' RACE
System (Rapid Amphfication of cDNA Ends) Second strand ¢cDNA was
then synthesized by the PCR technique with two primers [oli 20 (5'-end)
and oli 118 (3’-end)] and double-stranded cDNA was amplified by the
same techmique. The full-length double-stranded cDNA of the A niger
GA36 glucoamylase gene (about 2 1 kb) was cloned into the 3.9 kb pCR"™1
I vector and the recombinant plasmid was introduced 1nto E col: INVaF
E. colr transformants contaming the 21 kb msert were screened by
restriction endonuclease analysis with EcoRI to confirm the presence of

the glucoamylase gene by Southern blot hybridization of EcoRI-digested



plasmuds with a 700 bp probe Tlus probe was derived from a PCR
amplified product of the A. niger 3124 genomic glucoamylase gene using
the non-radioisotopic digoxigenin random prime labeling and detection
system. Two posinve clones contammg 2.1 kb fragments of the
glucoamylase gene were obtamed from thirty-five white colonies on the X-
Gal plate The restriction map revealed that this 2 1 kb £¢oRI fragment
contamed several unique restriction sites wcluding Bamtl, BstXI, Pstl,
Pvull, Sall and two Kpnl  Several sites were sumlar to that of reported
glucoamylase gene This provided strong evidence that the clone cDNA

gene from this study was the glucoamylase gene





