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Construction of expression vector of Volvariella volvacea
with EGFP and trp3' genes
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Abstract Plasmid pYH2555 was generated by exciting pBSK II with EcoR I and Hind Il and inserting the
promoter of gpd EGFP gene and CaMV 35S terminator sequence from plasmid pBGgHg. Intermediate plasmid
pYH2873 was made by digesting pCAMBIA1300 with EcoR I and Hind III and inserting the promoter of gpd EGFP
gene and CaMV 35S terminator sequence from pYH2555. Then pYH2873 was digested by Hind 11l and ligated to
the trp3iar gene which was excited from plasmid pDB06. The plasmid pYH2873 was digested by EcoR 1 and Hind
III and electrophoresis of the digested products showed two fragments 1.3 bp fragment and 9 kb fragment. The
expression vector pSAGF was digested by Hind III and electrophoresis of the digested products showed two
fragments 4 kb fragment and 10 kb fragment. Sequencing analysis showed that the recombinant plasmid was
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correct. Thus the pSAGF a binary expression vector of V. wolvacea was constructed successfully.
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1.1
pBGgHg Peter pDB06 Casselton
E. coli DH5a pBSK 11 pCAMBIA1300
1.2
Cla 1 EcoR 1 Hind 111 Biolabs T, DNA Promega
DNA kit
1.3 EGFP
pBGgHg EcoR 1 Hind 11 pBGgHg 1.2 pg/pL
15 pL 10 x Buffer M 5.0 . EcoR10.5 pL. Hind 111 0.5 pL ddH20 29 pL 50 pl. 37 C
4 h 1% DNA kit
pBSK 11 T, DNA 9.0 pL 55
ng/pl. 10 x T, DNA Buffer 3.0 pI. T, DNA 1.0 p. pBSK 11 1.0 uLb ddH,0 16 pL
30.0 pL PCR MJ Research PTC — 100 16 °C
pYH2555
pYH2555 DH5a 50 pg/ml. LB
37 C EcoR 1 Hind 111
1.4 pYH2873
pCAMBIA1300 pYH2555 EcoR 1 Hind 111 37 C
4h 6.0 pL. 3 mol/L NaAc pH5.2 100 pL DNA 12 800 g
20 min 75% 12 800 ¢ 20 min 30 pL
ddH,0 -20 C YH2555 EGFP
-20 C EGFP pCAMBIA1300
DHS5a Kan 50 pg/ml. LB 37 C EcoR 1

Hind 111 DNA pYH2873
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pCAMBIA1300 kan
EGFP pBGgHg
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2.2 pSAGF 1 pYH2873
HCAMBIA1300 Fig.1 Digestion of plasmid pYH2873
1-3 pBGgHg pYH2555 YH2873
pYH2555 EGFP Ml a/Hind III M2 DGI2000
pYH2873 Hind 111
pYH2873 pDB06 trp3™™ pSAGF
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2.3 pSAGF
EcoR 1 Hind 111 pCAMBIA1300 Hind 110 pDB06
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Fig.2  Construction of expression vector pSAGF of V. wolvacea
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Fig.3  Digestion of plasmid pSAGF
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