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ABSTRACT: Trichoderma virens protoplast was transformed with the 
acetamidase (amdS) gene from Aspergillus nidulans. Transformation was 
done using the pamdS plasmid harboring Aspergillus nidu/ans 3.8 kb amdS 
fragment that code for an acetamidase. The transformants were able to grow 
on acetamide as sole source of nitrogen as vigorously growing colonies 
against weak background growth for wild type. Two types of transformant 
colonies can be distinguished. Type I show continuous vigorous growth and 
regenerated on (protoplast regeneration selective medium) PRSM at 
frequencies of 7 transformants per 11g plasmid DNA. Type II gave small 
colonies that were appeared at frequency of 22 transformants per /)g plasmid 
DNA. Ten colonies out of the thirty-five type I transformants were able to give 
spores. However, the remaining transformants were sterile. All colonies of 
type II transformants may be considerd as abortive transformants. Five 
colonies out of the ten type I transformants were mitotically stable. Southern 
blot analysis was performed to verify the presence of A. nidulans amdS gene. 
The amdS gene was Integrated in T. virens genome at random fashion. The 
copy number of amdS integrated gene and~ sites of'integration appear to 
be differ with each transformants. Extracellular protein was subjected to 
SDS-polyacrytamide gel electrophoresis to examine the amdS gene 
eKpression of the mitotically stable transformants compared to mitotically 
unstable transformants. The protein-banding pattern of the transformants 
revealed high level of 55 - 60 KD significant band that was not present in non
transformant recipient isolate of T. virens. This band was consistent with the 
size of the A. nidu/ans acetamidase polypeptide. 
Key Words: acetamide, pamdS plasmid, Protoplast, SDS-PAGE, Southern 
blot analysis, Transformation, Trichoderma virens. 

INTRODUCTION 
At the end of 20'" century, the public attitude toward the use of chemical 

pesticides was changed. Trichoderma species have been investigated as 
biological control agents for over 70 years (Eiad et. at., 1981; Papavizas 1985; 
Harman and Kubicek 1998 and Hjeljord and Tronsmo 1998). Nowadays, such 
species have become commercially available. Trichoderma virens is one of 
the most important biological control agents against plant pathogenic fungi 
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