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Fig. 1  The process of plasmid construction.
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Fig.2 The scheme of investigation on insertion direction of egfp.
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Fig.3  Analysis of insertion direction of egfp in plasmid pAN52 and results of amplification of gene hph and its ligation. A: Results

of restriction enzyme digestion showed that No. 18 was positive insertion and No. 19 and No. 20 were both reverse insertion; B: As

respected

fragments by restriction enzyme Xba |

gene; DI The gene hph was succeeded in inserting into plasmid pANG18 by PCR results.
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the 4 kb fragment was the hph
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Fig.4  Colony morphology of the transformant 611g and the characterization of mycelia under the fluorescence
microscopy. A: Colony morphology of the transformant; B: Mycelia of the transformant 611g after five transfers
observed under the fluorescence microscopy.
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Construction of a recombination plasmid labelled with
green fluorescence and its application in Clonostachys
rosea

Qiuhong Niu" Tao Ke Lin Zhang Fengli Hui Jibao Chen
School of life science and technology Nanyang Normal University Nanyang 473061 China

Abstract: Objective We constructed a recombinant eukaryotic expression vector harboring green fluorescent protein
(GFP) and the hygromycin resistance gene hph and observed its expression in Clonostachys rosea. Methods We used
PCR enzyme digestion phosphorylation ligation and transformation to construct the plasmid. Using protoplast
preparation and transformation technologies we expressed the plasmid in the fungi C. rosea. Results We created the
eukaryotic expression vector transformed it into C. rosea and observed green fluorescence with fluorescence microscope.

Conclusion The successful construction of the pANGH3 recombinant plasmid and its expression in C. rosea establishes
a new model for studying fungal infection mechanisms.
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