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1.3 pGEX4TA AR
1.3.1 AR

pGEX4TH AR
BamH 1 Xho 1

ARFL-pcDNA 3. 1/Hygro

( polymerase chain reaction PCR)

AR

1, 98 C 5 min; 98 °C
10 s 62 C 5s 72 C 30 s 30 ;

72 °C 10 min.

1 AR
(53)

ARFL-pGEX4THF CGGGATCCAGGAGG CATGGAAGTGCAGTTA
ARFL-pGEX4THR CCCTCGAGTCACTGGGTGTGGAAATAGATG
ARALBD-pGEX4T4R CCCTCGAGTCAACATTCATAGCCTTCAATG

AR-NTD + DBDpGEX-4T4-R CCCTCGAGTCAAGTCATCCCTGCTTCATAAC
ARNTDpGEX4T4R CCCTCGAG TCACATGTCCCCGTAAGGTCCG

AR-LBDpGEX4THF CGGGATCCAGGAGGTTTTTCATGCAGCCCATCTT
TCTGAATGT
AR-LBDpGEX4T4R CCCTCGAGTCACTGGGTGTGGAAATAGATG
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54 ku ( 3 1.ARNTD-pGEX4T4
) o 12 h AR
6 h 96.86 ku . GST
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2.4 Western blot EMSA DNA
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Prokaryotic expression and functional identification of

androgen receptor functional domains
Zhang Yuqi Ding Mingzhu Wu Jinfeng Zheng Haixiang Zhang Lei Wang Xing
( School of Basic Medical Sciences Fujian Medical University Fuzhou 350122)

Abstract Objective To construct the fulldength prokaryotic expression plasmid of the wild type of androgen re—
ceptor ( AR) and the truncated body of four functional domains and to identify the fusion protein by Western blot
and electrophoretic mobility shift assay ( EMSA) . Methods Based on the pGEX-4TH vector the recombinant

plasmids were constructed to express the fulldength and functional domains of AR. IPTG was used to induce the
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expression of the recombinant proteins which were isolated and purified by glutathione sepharose 4B beads under
the optimized condition. The specific protein expression in the bacterial lysate and the purified protein isolated with
glutathione sepharose 4B beads was identified by Western blot with AR antibody and GST labeled antibody. The
purified protein was incubated with a fluorescent probe of the virus and the complex was detected by electrophore—
sis in a non-denaturing gel. Results The prokaryotic recombinant plasmids of full length and three functional do—
main truncated AR were successfully constructed. The recombinant clones were identified by using bacterial culture
as a template and further verified by double enzyme digestion. It showed that there were identical bands in the
same sizes as the inserted fragments. The nucleotide and the amino acid sequences were aligned to the reference se—
quence in NCBI GenBank. The GST fusion protein GST-AR-NTD + DBD (96 ku) and GST-AR-NTD ( 86 ku)

were successfully induced and verified. The purified protein could be directly combined with the viral genome
DNA. Conclusion The prokaryotic expression conditions of truncated AR plasmid from the same gene sequence
are different. The purified AR protein can be used to understand the direct interaction mechanism between function—
al domains of AR and other molecules.
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