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Abstract: Objective To construct an eukaryotic expression vector containing human CD40 gene for its efficient, continuous

and stable expression in human umbilical vein endothelial ECV-304 cells. Methods The recombinant plasmid pUCD40 was

digested with endonucleases to obtain human CD40 gene fragment, which was cloned into pCDNA3.1 vector to construct

recombinant eukaryotic expression vector pPCDNA3.1(+)/CD40. The recombinant vector was identified by enzyme digestion

before introduced into ECV-304 cells via liposome, with the positive cell clones selected with G418. The stable transfection

and expression of CD40 in ECV-304 cells were identified by reverse transcription (RT)-PCR, Western blotting and flow

cytometry, respectively. Results Enzyme digestion analysis showed that target gene had been cloned into the recombinant
vector. The transfected ECV-304 cells successfully expressed human CD40 as determined by RT-PCR and Western-blotting,

and 95% of the cells were CD40-positive as shown by flow cytometry. Conclusion The rcombinant eukaryotic expression

vector pPCDNA3.1(+)/CD40 has been successfully constructed, which is capable of stable transfection and expression of CD40

in ECV-304 cells to facilitate further investigation of the roles of CD40 molecule in antiatherosclerotic drug development.
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Fig.1 Identification of CD40 in recombinant eukaryotic
expression vector
Lane 1: PBR322 digested with BsiN [ ; Lane 2: pPCDNA3.1(+)/CD40
digested with Hind Ill; Lane 3: pCDNA3.1(+)/CD40 digested with
HindIll and Xba | ; Lane 4: X DNA digested with Hind Ill
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Fig.2 Expression of CD40 in ECV-304 cells transfected
with pCDNA3.1(+)/CD40 and pCDNA3.1(+) and normal
ECV-304 detected by RT-PCR
Lane 1: 200 bp DNA ladder; Lane 2: ECV-304 cells transfected with
pCDNA3.1(+)/CD40; Lane 3: ECV-304 cells transfected with

pCDNA3.1(+); Lane 4: Control ECV-304 cells. B-actin was used as

an internal control.
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Fig.3 Identification of the expression product of the
transfected cells with Western blotting
Lane 1: Protein marker; Lane 2: ECV-304 transfected with pCDNA3.1
(+)/CDA40; Lane 3: ECV-304 cells transfected with pPCDNA3.1(+); Lane
4: Control ECV-304 cells
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Fig.4 Expression of CD40 in ECV-304 cells detected by

flow cytometry
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Fig.5 Expression of CD40 in ECV-304 cells transfected
with pCDNA3.1(+)/CD40 detected by flow cytometry
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