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Fig. 1. A. Agarose gel electrophoresis (2%) of PCR amplificd
fragment of the copper binding region in laccase gene. M, molec-
ular weight marker (The numbers represent the base pairs). 1,
PCR product of laccase fragment. 2, Apal-Psdl cut of PCR pro-
duct cloned into pGEM-T vector. B. Agarose gel electrophoresis
(1%: 1, 2 and 3) and Southern hybridization (1', 2' and 3') of
EcoR1 digested Coprinus congregatus genomic DNA and Pleu-
rotus ostreatus pox2 fragment. 1 and 1', pTLAC4 EcoRI cut as a
positive control (3.14 kb). 2 and 2!, C. congregatus genomic DNA.
3 and 3', P. ostreatus pox2 fragment.
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Fig. 3. Comparison of the predicted amino acid sequences with
several fungal laccases. Legends are same as Fig. 2.
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Fig. 2. Alignment of nucleotide sequences of the cloned laccase gene fragment with several fungal laccases. Cc, Coprinus congregatus.
Gt, Gloeophyllum trabeum. Pol, Pleurotus ostreatus laccase 1. Po2, P. ostreatus laccase 2. Tal, Trametes villosa laccasel. Tv, T, ver-
sicolor. The copper binding regions I and II are underlined. The exon and intron sequences are presented by capitals and small letters
respectively. The conserved nucleotides are shaded.
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ABSTRACT: Cloning of laccase Gene Fragment from Coprinus congregatus by PCR
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Degenerate primers corresponding to the sequences of the copper-binding regions in the fungal lac-
cases were used to isolate laccase gene specific fragment by PCR in Coprinus congregatus. A 144 bp
DNA fragment was cloned and was identified to have 60-69 % homology with other fungal laccase
genes. The predicted amino acid sequences showed 68-75% homology with other fungal laccase pro-

teins.





