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Abstract Objective Animal experiment and clinical trials have showed that endostatin (ES) can restrain intraocular
neovessels by intraocular injection. The short half-life of ES and protein correct refolding and preparation process make it difficult
to achieve the clinical long-term and high-dose drug requests. Present study was to construct the eukaryotic expression vector
pEGFP-N1-Endostatin containing human ES gene in human embryo kidney ( HEK-293) cells and detect its transient protein
expression in vitro. Methods Recombinant plasmid pEGFP-N1-Endostatin was constructed by which ¢DNA sequence of ES
used as template to gain ES gene fragment and synthesize the upper primer which contains the signal sequence by polymerase
chain reaction and was inserted into eukaryotic expression vector pEGFP-N1. The vector was evaluated by Hind l and BamH [
double enzyme incision, polymerase chain reaction and sequence analysis. Recombinant plasmid pEGFP-NI-Endostatin was
transfected into HEK-293 cells by using cationic liposome ,immunocytochemical staining,and Western blot was used to detect the
transient expression of human ES protein in the supernatant of transfected cells in vitro. Resunlts The inserted fragment was
proved to be correct by Hind Il and BamH [ double enzyme incision, polymerase chain reaction and sequence analysis. The size
of PCR amplified product of ES and recombined plasmid pEGFP-N1-Endostatin were consistent with the expected figment.
Compared with the sequence published in Genebank ,the sequence of insert designation was coincident with human ES gene. The
immunochemistry determined that transfected HEK-293 cells showed the brown-yellow staining in cytoplasm. Western blot results
indicated that ES protein was expressed in HEK-293 cell supernatant with the relative molecular weight 20 000.  Conclusion
A eukaryotic expression vector of recombined plasmid pEGFP-N1-Endostatin is successfully constructed and human ES protein is
effectively secreted in HEK-293 cells transfected ES gene.
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