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Construction of OX2R mutant expression vector
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Abstract : Objective To confirm the key sites of OX2R in the signaling pathway mediated by OX2R recep-
tor,the point mutant vectors of OX2R with Venus were constructed. Methods Specific primers with restric-
tion sites ( Hind III and Bam HI) and mutant point were designed according to the gene sequence of OX2R.
Then,the fragments containing mutant points were amplified by Polymerase Chain Reaction ( PCR) using the
plasmid Human OX2R as template. The PCR products were digested by enzyme Hind III and Bam HI, and
cloned into plasmid pVenus-N1. The mutant vectors of OX2R were identified by restriction enzyme and DNA
sequencing. Finally,the mutants were transfected into HEK293T cells, and the expression of them was con-
firmed by ultra high resolution microscope. Results We got the fragments containing mutant points by PCR,
and sequencing results showed the vectors were correct. The mutant plasmids and control plasmid were ex-
pressed on the member of HEK293T observed by ultra high resolution microscope. Conclusion ~The mutant
expression vectors of OX2R were successfully constructed. The mutant vectors can be used to study the
effect of key point in OX2R on the signal pathways and benefit to the development of new drugs.
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R4 pEGFP-OX2R #l pVenus-N1 i 3% [E £ g
KFF R 5 ANTP mixture .5 X ps buffer,
Prime STAR Ploymerase , Bam HI Hind III,T4-DNA
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&1 314575

Ak 14 A3
OX2R-F CCCAAGCTTATGTCCGGCACCAAATTGGAGGAC( Hind I1T)
OX2R-R CGCGGATCCCCCCAGTTTTGAAGTGGTCCTGCT ( Bam HI)
O0X2R-223F  TATCCCAAGATGGCGCACATCTGTTTCTTT
O0X2R-223R AAAGAAACAGATGTGCGCCATCTTGGGATA
0X2R-243F  ATGGTGTTGGCTGCTCTGCAAATATTTCGC
O0X2R-243R GCGAAATAT TTGCAGAGCAGCCAACACCAT
OX2R-231F  TTTCTGGTGGCCTACATGGCACCACTGTGT
0X2R-231R ACACAGTGGTGCCATGTAGGCCACCAGAAA
1.2.2 R ARMME L pEGFP-OX2R Sy s,
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% 1pl, ddH,0 5ul, PCR JZ Ji F2 ¥ : 95°C Smin;
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Y8 TERA I TR T 3 R T, SRR . R SR HUBTRL
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P R b TR A T I
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