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Corstruttion and Expresson d Enkaryotic Expression Vedor of Carire Miarocortin Receptor-4
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Abstract

( BExperinertd A nd Cnter, Lisoning Mdcd Whversity , Jinzhou , Liaoring 121001)
[ Qgective] The research a ned to corstrudt the eukaryotic expression vector of cari ne nmelanocorti n receptor-4 wth nyc and Hs tags and ex-

ress in MDCK cells . [ Mthod] Wth the geronic DNA d canine MCA R as tendae , the coding region o target gene wes anplified by using PCR and
T Aclore wes nmade onthe angdification produdts . After successfu idertification by erzyne dgestion and sequercing , the target gene vas subclored irto
the eukarydic expression vedor pc DNA3 .1- nyc- Hs/ A vector . The recorminarnt pc DNA3 .1- myc- Hs/ A Ganis MAR vas idertified by erzyne digestion
and sequercing . The reconbinarnt wes irtroduced i rto MDCK cells by wing FUGENE HDtransfecting techrique . Ater 72 h cdture, totd RNA wes ex-
tracted fromcells and the expression d target gere vas idertified by tsing RT-PCR. Totd celluar protein vas exdracted and the protein expresson vas de-
tected by Western Bot . [ Resut] The reconti nart eukaryotic expression vector pc DNA3 .1- nyc- Hs/ A Canis MCAR with tags vas corstructed . The g nir-
larity betveen the sequenced resuts and the reported sequence on GnBank website vas 99 % . The expression of target gerne wes detected by RT-PCR and
Wedtern Hoat . [ Conclusion] The eukaryatic expression vector pc DNA3 1- nyc- HY A Garis MAIR vas successfuly corstructed and the reconti nart cod d

express in MDCK cdll .
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Note :1 ,The ereyne digestion products of pc DNA3 .1- nyc- Hs/ Ac MCGAR
wth Xho I/ BamH 1 ;2 ,The reconbinant plasnid pc DNA3 .1- nyc
Hs/ AcM3AR;3,100 - 6 000 bp DNA nolecdar waght narker .
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CELLEEEEEPEL TP
Sbjct 779 CTGCACATCAAGAGAATCGCCGTCCTCCCGOGCACCGGCACCATCCOCCAAGBOGCCAAC 838

Query 721 ATGAAGGGTGCCATTACCTTGACCATACTCATTGGGGTCTTCGTCGTCTGCTGOGOOCCA 780
|
Shjct 839 ATGAAGGOTGCCATTACCTTGACCATACTCATTGGGGTCTTCGTCGTCTGCTGGGUICCA 898

Query 781 TTCTTCCTCCACTTGATATTCTACATCTCTTGTCCCCAGAATCCATACTGTCTGTOCTIC 840
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