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Abstract :
on pyrG gene as the selective marker. pyrG gene was amplified by PCR with A. oryzae genome as a template and connected with

The present paper reports the establishment of homologous transformation system for Aspergillus oryzae based

pMD-18T vector. The product was transformed into E. coli DH 5 oc . Recombinant plasmid pMD-pyrG was verified according
to blue-white screening, PCR fast screening, enzyme digestion and sequence identification. Sequence analysis exhibited 99.9 %
homology with the pyrG gene of A. oryzae KNB 616. The deduced homology for amino acids was 99.6 %. Transformation of
A. oryzae pyrG~ mutant with recombinant plasmid pMD-pyrG by PEG/CaCl. method could result in its genetic transformation
to become pyrG* mutant. The establishment of homologous transformation system for A. oryzae makes it possible to introduce
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exogenous gene and analyze its function in the future.
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KR sy 0 R . LB(g/L): K 10, Bt
5. & 1LH10; SOC(g/L): HAM 20, EEEHZEY)
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75 B WS AR AR I O, AR e A e,
4 G At uE, ORI A A, H 0.8mol/L NacCl
WEWHEPIYR,  0.8mol/L NaCl-50mmol/L CaClz ¥ WibEss 1
K, fJo ERT-100 u L 0.8mol/L NaCl-50mmol/L CaCl. 1.
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19329bp

JKIE M. A -EcoT14 1 digest DNA Marker; kit 1~5. K il #5541 DNA.
1 Aspergillus oryzae CICC2120 £ EH DNA H k&
Fig.1 Electrophoresis results of Aspergillus oryzae CICC2120
genome
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M B BAE RO R S ik — 5, R
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Fig.2 Electrophoresis results of PCR amplified pyrG gene
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Fig.3 Electrophoresis results of recycled pyrG fragment
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E1~4. AR KiES5. 6. W OR%.
E 4 pMD18-T Vector 5 pyrG E#ZE =45 L FRIE & PCR
Fig.4 PCR fast screening of ligased product between pMD18-T
vector and pyrG

2690bp
1882bp

Yki& M. A -EcoT14 [ digest DNA Marker; ik
J& 1. Fiki pMD-pyrG BamH | f1 Hind LX) -
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Fig.5 Electrophoresis results of double-digested recombinant
plasmid pMD-pyrG
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CICC 2120 &S pyrG K gt = IR T HI &R, 5
KA KBN616 1A S S5 1R 74 R PE 4 99.6% . BIAY
PE—ANEBAL (K REFRAL) 5K i B KBN616 [F] Y5 2 FE MR A7 1
=5,

1 MSSKSQLTYSARASKHPNALVKKLFEVAEAKKTNVTVSADVTTTKELLDL
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151 GLLILAEMTSKGSLATGQYTTSSVDYARKYKKFVMGFVSTRHLGEVQSEV
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B 6 K CICC 2120 £ SHI pyrG EEHIBEEEFT!
Fig.6 Results of deduction of amino acid sequence encoded by
pyrG gene in A. oryza CICC 2120
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Fig.7 Release of protoplasts examined under microscope (the
magnitude of cell enlargement: 10 X 16)
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