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ABSTRACT Objective: To establish plasmids and recombinant adenovirus vectors harbouring the human SPRED2 gene, investigate
the effects of Spred2 over-expression on ERK signalling pathway in K562 cells, and provide basis for future researches on the effects of
Spred2 in hematopoicetic cells. Methods: ¢cDNA from HepG2 cells were used as templates for Spred2 full-length CDS cloning by
RT-PCR, the Spred2 full-length CDS were subcloned to pCDNA3.0 and pshuttle-CMV vectors to establish pCDNA3.0-Spred2 and
pshuttle-CMV-Spred2 recombinant plasmids, linearized pshuttle-CMV-Spred2 and adenovirus backbone plasmids Adfl1p were trans-
ferred to BJ5183 competent cells for homologous recombination and produced recombinant plasmids Adfl1p-Spred2. Adfl1p-Spred2
plasmids were linearized and transferred to HEK293 cells for virus packaging. Virus particles were amplified in HEK293 cells and puri-
fied by CsCl density gradient centrifugation. TCID50 methods were used for virus titer detection. K562 cells were infected with
Adf11p-Spred2 and control virus at 100 MOI (multiplicity of infection). Spred2 expression and ERK activity were determined by West-
ern blot assays. Results: The results of enzymatic digestion, DNA sequencing and Western blot assays showed that, the vectors were suc-
cessfully established and over-expressed in K562 cells; Spred2 over-expression intensively inhibited the ERK activity. Conclusion:
Recombinant adenovirus harbouring human SPRED2 gene with high infection efficiency in K562 cells were successfully established,
adenovirus mediated Spred2 over-expression significantly inhibited the ERK signaling pathway.
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