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Effect of overexpression of RAMP1 on membrane distribution
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Abstract

OBJECTIVE Toinvestigate the effect of overexpression of receptor activity modifying protein 1
(RAMP1L) on distribution of the calcitonin receptor like receptor (CRLR) in vascular smooth muscle cell
(VSMC) in order to reveal the antiproliferative mechanism of calcitonin gene-related peptide(CGRP) for
VSMC. METHODS pCDNA3.1(+)-RAMP1 eukaryon expression vector was successfully constructed
by digestion, ligation, transform and transfected to the mouse VSMC cell line A10. After that the
normal cells, pCDNA3.1(+) cells and pCDNA3.1(+)-RAMP1 cells were treated by Ang[[, CGRP and
CGRP+ANgT[ for 24 h. The proliferation of cell line A10 was determined by MTT assay while mRNA
and proteins levels of CRLR and RAMPL1 were determined by RT-PCR and Western blotting,
respectively. The distribution of RAMP1 and CRLR in cell line A10 was observed by
immunofluorescence. RESUL TS Proliferation was not significant in three kinds of cellstreated by 0.1%




FBSor Ang1[ . Proliferation in RAMP1 overexpression cell higher than in norma cells and the
pCDNA3.1(+) cellstreated by CGRP groups(P<0.05), but lower than treated by CGRP+ANg []
(P<0.05). Céllstreated with CGRP and Ang ]| decreased the CRLR proteins expression in RAMP1
overexpression group (P<0.05) while the difference of mMRNA levels of CRLR in each group had no
significance. However, after treated with 0.1%FBS or CGRP, the RAMP1 and CRLR proteins were
distributed into cytoplasm in normal cells and pPCDNAZ3.1(+) cells, but the membrane distribution of
RAMP1 and CRLR in pCDNA3.1(+)-RAMP1 cells were higher than that of normal and pCDNA3.1(+)



