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Expression and Characterization of VPAC2 in CHO Cells
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PAC2 Pituitary adenylate cyclase activating polypeptide PACAP vasoactive
intestinal peptide VIP VPAC2 Chinese hamster
ovary CHO pcDNA-VPAC2 CHO G418 PACAP38

cAMP PACAP38 VPAC2-CHO RT-PCR Western blot
VPAC2 VPAC2 cAMP
VPAC2-CHO VPAC2  Scatchard VPAC2-CHO  VPAC2 1.1£0.2 pmol/mg
PACAP38  VPAC2 K, 0.55+0.10 nmol/L VPAC2
VPAC2
VPAC2
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Abstract VPAC2 is a co-receptor of pituitary adenylate cyclase activating polypeptide PACAP  and vasoactive intestinal
peptide VIP  and mediates multiple bio-functions. In order to construct the CHO line expressing VPAC2 stably pcDNA-
VPAQ2 was used to transfect CHO cells. The positive clones were selected by G418 and the clone VPAC2-CHO with high
sensitivity to PACAP38 was picked out by its ability to promoting the concentration of cAMP. RT-PCR  Western blot and
Immunofluorescenece assay were used to identify the express of VPACS. Binding competition with VPAC2 agonist and the
bioactivity of mediating the ligand to promote the concentration of cAMP showed that VPAC2 was expressed effectively in VPAC2-
CHO. The results of Scatchard analysis revealed that VAPC2-CHO expressed a receptor density of 1.1 0.2 pmol/mg protein
respectively with Kd values of 0.55+0.10 nmol/L for PACAP38 used as a tracer. The construction of CHO cells expressing
VPAC2 specially and functionally lays a foundation not only for the further research on the characters and functions of VPAC2 but

also for the screening and characterization of novel agonists of antagonists for VPAC2.
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Fig.4 Inhibition of ”I-PACAP38 by RMROM @ or
PACAP38 A  in membranes purified from VPAC2-CHO cells
The results are expressed as % of maximum binding by ' I-PACAP38.
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The data are representative of three experiments.
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