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Expression and construction of “bait plasmid” containing human GR ligand-binding do-
main in yeast two-hybrid system

LI Shurong SU Yong pingg CHENG Tiarmin (Research Institute of Combined Injury of PLA, Third Military Medical University, Chongqing 400038 China)

Abstract: Objective To constiuct a bait vector containing human glucocorticoid receptor( GR) ligand-binding domain (LBD) in yeast two-hy-
brid system in order to screen its cDNA library. Methods PCR was used to amplify GR-IBD fragment from the fetal liver cDNA library with the
prumers designed in accordance with the sequence in GenBank GR-LBD. The product was inserted into pGEM(1r)-T Vector Systems After verified
with restriction endonuclease digestion of Smal [Salll, the vector was inserted into the ” bait plasmid” pGBKT7 (named as pGBKT7-GR IBD). Af-
ter confimation with restricted endonuclease digestion and sequence analysis the plasmid was transformed into the yeast cell AH109 and the trans-
formants were selected on SD/‘TIp plates The interaction betwveen GR and SRC-1 was tested by B-gal activity with yeast two-hybrid system  Results

The amplified product of 893 bp was inserted into pFGEM(r)-T Vector and proven to be successful with double restiiction enzyme digestion Se-
quence analysis revealed that the sequence was correctly inserted into pGBKT'7 with a right reading frame. AH109 [ pGBKT7-GR LBD] grew on s/
Trp plates but not on the other selective media GR could interact with SRC-1. Conclusion The bait plasmid pGBKT7-GR LBD constiucted ex-
presses GR IBD correctly, and can’ t activate the transcription of reporter gene alone in yeast two hybrid system
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GAGCAGAAGCTGATCTCAGAGGAGGACCTIGCATATGGCCATGGAGGCCGA
ATTCCCGGGTGGAATGAACCTGGAAGCTCGAAAAACAAAGAAAAAAATAA
AAGGAATTCAGCAGGCCACTACAGGAGTCTCACAAGAAACCTCTGAAAAT
CCTGGTAACAAAACAATAGTTCCTGCAACGTTACCACAACTCACCCCTAC
CCTGGTGTCACTGTTGGAGGTTATTGAACCTGAAGTGTTATATGCAGGAT
ATGATAGCTCTGTTCCAGACTCAACTIGGAGGATCATGACTACGCTCAAC
ATGTTAGGAGGGCGGCAAGTGATIGCAGCAGTGAAATGGGCAAAGGCAAT
ACCAGGTTTCAGGAACTTACACCTGGATGACCAAATGACCCTACTGCAGT
ACTCCTGGATGTTTCITATGGCATTTGCICTGGGGTGGAGATCATATAGA
CAATCAAGTGCAAACCTGCTGTGTTTTGCTCCTGATCTGATTATTAATGA
GCAGAGAATGACTCTACCCTGCATGTACGACCAATGTAAACACATGCTGT
ATGTTTCCTCTGAGTTACACAGGCITCAGGTATCTTATGAAGAGTATCTC
TGTATGAAAACCITACTGCIT CTCTCTTCAGTTCCTAAGGACGGTCTGAA
GAGCCAAGAGCTATTTGATGAAATTAGAATGACCTACATCAAAGAGCTAG
GAAAAGCCATTGTCAAGAGGGAAGGAAACTCCAGCCAGAACTGGCAGCGG
TTTTATCAACTGACAAAACT CTTGGATT CTATGCATGAAGTGGTTGAAAA
TCTCCTTAACTATTGCTTCCAAACATTTTTGGATAAGACCATGAGTATTG
AATTCCCCGAGATGTTAGCTGAAATCACCACCAATCAGATACCAAAATAT
TCAAATGGAAATATCAAAAAACTTCTGTTTCATCAAAAGTGTCGACCTGC
AGCGGCCGCATAACTAGCATAACCCCTTGGGGCCTCTAAACGGGTCITGA
GGGGIITTTTGCGCGCITGCAGCCAAGCTAATTCCGGGCGAATTTCTTAT
GATTTATGATTTTTATTATTAAATAAGTTATAAAAAAAATAAG

M: Standard marker; 1: PCR product
1 GRLBD PCR
Fig 1 PCR amplification of GR LBD
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M: Marker; 1, 2, 3, and 5: Positive cnes; 4. Negative clone
2 pGEM- GR LBD
Fig 2 Identification of recombinant plasmid pGEM-GR LBD with
double restriction endonucleases digestion
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