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Expression of recombinant M, and M muscarinic receptorsin the Sf9-
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baculovirus system
MOU Nan, SUN Hong-liang, ZHENG Jian-quan, WANG Li-yun

(Department of Military Toxicology and Biochemical Pharmacology, Institute of Pharmacology
and Toxicology, Academy of Military Medical Sciences, Beijing 100850, China)

Abstract
OBJECTIVE To study the expression of human muscarinic receptors (M., and M 5 recombinant receptorsin the
baculovirus expression system. METHODS The mutation of human wild type M., and M receptors was constructed

by PCR or/and overlap PCR as follows: (D The putative glycosylation residues Asp 2, 3, 6, and 9 were replaced with
Asn to prevent molecular heterogeneity; (2) The central part of the protease-susceptible third intracellular loop was
deleted; 3 A hexa- histidine tag and athrombin cleavage site were added at the C terminus for purification. The
recombinant receptor gene was confirmed and amplified by PCR, and subcloned to baculovrius pFastBac 1vector. Then
the recombinant vector wasco- transfected with the linearized virus DNA into sf9 cells by Lipofectamine. The

recombinant M, and M receptor protein was prepared and purified. The expression level of M., and M receptors
was evaluated by Western blotting, and pharmacological characteristics were confirmed by radio-legend binding assay.
RESUL TS The target DNA fragment of M., (1018 bp) and M (1041 bp) recombinant receptors was amplified by
overlap PCR. The recombinant plasmid pfastbacl/M.,(M ;) vector was successfully constructed, and transfected to
Sf9. Vacuolus pathological changes were observed within cells compared to non-  transfection of Sf9. The baculovirus
particle protein was prepared and purified from these infected cells. The expression of M,/M ; was further confirmed
by Western blotting. The specific binding character of recombinant M.,/M g receptors was detected by radio-legend
binding assay. CONCL USION The expression of M, and M5 recombinant receptorsin the baculovirus expression
system will facilitate studies on new drugs from M receptor or genetic engineering.
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