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ABSTRACT Objective: To generate eukaryotic expression plasmid of EVL (Ena/VASP like) gene, to lay foundation for further inv-
estigation of the function of EVL gene. Methods: EVL coding region of 1272/1245bp was amplified from mouse cDNA library by PCR,
and was then cloned into pMD-18T-vector after being electrophoresed and gel-extracted. After identifying the T-EVL plasmid by se-
quencing, EVL CDS fragment was cut down by double digestion with BamH I and Hinc II, and then was subcloned into eukaryotic ex-
pression plamid pcDNA3.1. The recombinant plasmid was identified with restriction enzymes and was transfected into HELA cells via lipo-
some mediation. The expression of EVL was detected by RT-PCR for the mRNA transcription and by Western Blot for the protein expres-
sion. Results: Identification by restriction enzymes showed that EVL coding region fragment had been successfully cloned into eukaryotic
expression plasmid pcDNA3.1. After transfected into HELA cells, the recombinant plasmid could produce EVL mRNA and protein indi-
cated by RT-PCR results and Western Blot results. Conclusion: Eukaryotic expression plasmid pcDNA3.1-EVL was successfully cloned,
which is helpful for a further investigation of the function of EVL protein.
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Fig.1 (A)Use mouse embryo cDNA library as template for PCR amplification with primers P1 and P2. Fragment with size of 1272/1245bp was obtained
(Lane 1) which was correspond with the ORF of the mice EVL. Lane 2 was the negtive control. (B) The correct fragment of about 1200bp can be obtained
when digested with Hincll and Xbal. (C)The fragment of about 3600bp and 350bp can be obtained when the plasmid was digested with EcoRI which was
contained in the CDS region of ELV
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Fig. 2 The pcDNA3.1-EVL was digested with EcoRI and HindIIl, and we
can get the predicted fragments of 6271bp and 336bp as shown in Lane 1.
Lane 2 and Lane 3 were the negtive control. M: marker, from top to

bottom was 2000,1000,750,500,200,100 bp
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Fig. 3 Hela cells were transfected with pcDNA3.1 and pcDNA3.1-EVL.
Total RNA of each group was extracted after 72h.RT-PCR was carried out
with P3 and P4 as primers after reverse transcription. A very weak band of
the positive fragment was detected in pcDNA3.1 transfection group(Lane
1) which was considered as endogenous EVL expression in HELA cells.
The positive band in pcDNA3.1-EVL transfection group(Lane 2) was
obviously stronger which indicated the mRNA of EVL in HELA was
increased after transfected pcDNA3.1-EVL.M:marker, from top to bottom
was 2000,1000,750,500,200,100 bp
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Fig .4 Hela cells were transfected with pcDNA3.1 and pcDNA3.1-EVL.
Total protein of each group was extracted after 72h and western blot was
carried out. Compared with control group(Lane 1), protein exprssion of

EVL in the pcDNA3.1-EVL transfection group was obviously increased



www.shengwuyixue.com Progress in Modern Biomedicine VolL12 NO.24 AUG.2012

+ 4609 -

Hoechst

Merge

pcDNA3.1

pcDNA3.1-EVL

5 EV

pcDNA3.1

EVL

pcDNA3.1-EVL

Fig.5 The fig.5 was immunofuorescence staining of EVL protein. The pcDNA3.1 transfection group showed only a small amount of endogenous EVL

expression, while the fluorescence intensity of pcDNA3.1-EVL transfection group cells was enhanced a lot than the control group
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