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Construction and identification of bait expression vector of glucocorticoid receptor
binding domain
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Abstract Objective To construct the bait expression plasmid pGBKT7-GR of glucocorticoid receptor
GR binding domain. Methods The fragments of GR binding domain was amplified by RT-PCR and then
was cloned into pMD18-T. After being verified by sequencing it was subcloned into the bait expression vector
pGBKT7. Then the bait vector pGBKT7-GR was transformed into AH109 yeast cells and the expression of the
bait protein was analyzed by Western blot. Toxicity and self-activation of the bait protein were detected. Re-
sults GR binding domain was amplified and cloned into pMD18-T and pGBKT7 successfully. The bait vector
was transformed into AH109 yeast cells successfully without toxicity or self-activation. The expression of the
bait protein was confirmed by Western blot. Conclusion The successful construction of bait expression vector
of glucocorticoid receptor binding domain lays the foundation for constructing small molecule ligand yeast three-
hybrid system.
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: GR LBD 16 h BamH 1
Sal T pGBKT7 pMD18-T-GR
GR  GC 37 C 4 h 5 pl 2%
16 C
DH5a pGBKT7-GR
1 PCR
1.2.1.4 pGBKT7-GR AH109
1.1 MACHMAKER Two-hy-
K562 DH5a brid system3 User Manual Yeast Protocols Handbook Clon-
PCR pMD18-T tech TE/LiAC AH109
T, DNA Taq PEG/LiAC pGBKT7-GR AH109
PCR DNA TaKaRa pGBKT7-GR SD/-Trp
RNA DNA 30 C 3~54d 15 2~3 mm
1640 HyClone PCR pGBKT7-GR
Oxide pGBKT7-BD AH109 SD AH109
X-a-gal Clontech 1.2.2  Western blot pGBKT7-GR
PEG TE LiAC Pepstatin A Yeast Protocols Handbook Clontech
Leupeptin Benzamidine Aprotinin ~ PMSF Sigma SDS-PAGE
DNA BD Clontech HRP-
Santa Cruz Viagene
100V 1h5% DNA
37 C 2 h HRP
1.2 37 C lh
1.2.1 pGBKT7-GR ’
1.2.1.1 RI-PCR  GR GenBank ~ 1-2:3
GR X03225  mRNA 4788 bp pGBKT/-GR  AH109 pGBKT7
2334 by AH109 50 ml  SD/-Trp/kan
LBD 30 C 24h 722 D 600
K562 RNA RT-PCR RT-PCR D600
5'-ATGGATCCCAACTTGGAGGATCATG-3' pGBKT7-GR AHI09 Sb/=Trp SD/=Trp/
5'-GGGTCGACGATTTTCAACCACTTCA-3' X-a-gal SD/-Trp/-His/X-a-gal 0 3~-5d
5’ BamH | 5’ Sal T
RT-PCR 30 C
10 min 42 °C 30 min 99 °C 5 min 2
PCR 10 x buffer 5 pl dNTP Mixture 2.5
mmol/L 4 pl 10 pmol/pl 2 ul rTaq 2.1 GR PCR
0.5 ul ddH, O 50 wl PCR 94 C GR
5 min 94 C 30 s 56 C 30s 72 C 45 s 35 72C 1
10 min 2% PCR
1.2.1.2 pMD18-T-GR PCR
pMDI8-T 16 C
DH5a DH5a 60 wl 2% X-gal 1000 bp=
500 bp— <547 bp
50 l 20% IPTG
37°C 24 h
PCR
1.2.1.3 pGBKT7-GR DH5a
pGBKT7  DH5« LB 50 pg/ml M 12 GR
1 GR PCR

37 C 24 h 37 C 250 t/min 12 ~
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2.2 pMDI18-T-GR AH109
pMDI8-T-GR BamH 1  Sall
541 bp 2600 bp 2 M123456780910111213141516
PCR 547 bp
1000 bp—
2 pMD18-T-GR 500 bp— <547 bp
DNAsist
1-15 15 PCR 16 M
5 pGBKT7-GR PCR
2 600 bp
! 2
547 bp— 541 bp
—42x10°
1-3 PCR 4-6 BamH T &Sal 1
M 12 pGKBT7-GR
2 pMDI8-T-GR  PCR 6 Western blot
2.3 pGBKT7-GR PCR 26
BamH 1 Sal 1 541 7 300 bp 2 pGBKW—GR AH109
3 PCR pGBKT7  AH109 50 ml  SD/-Trp/kan
PCR 547 bp 30C  24h 722 D 600
4 D 600 AHI09 D 600
Ml 1 2 M2 0. 845 pGBKT7 AH109 D 600 0. 823
Clontech 0.8
5000 bp— “~7300b
3000 bp— <2000 bE PGBKT7-GR AH109
1000 bp— <750 bp SD/-Trp SD/-Trp/X-a-gal ~ SD/-Trp/-His/X-a-gal
>0bp 30°C 3d SD/-Trp
SD/-Trp/X-a-gal
pGBKT7-GR
1 pGBKT7-GR 2 pGBKT7-GR BamH 1 &Sal1 M1 M2 SD/-Trp/-His/X-a-gal
3 pGBKTI-GR pGBKT7-GR SD/-Trp/X-a-gal
pGBKT7-GR
M 1 2
3
1000 bp—
500 bp— <547 bp
yeast two-hybrid system 1989
Fields  Song’

1 2 PCR M
4 pGBKT7-GR PCR
2.4 pGBKT7-GR
PCR
PCR pGBKT7-GR
AH109 5

2.5 pGKBT7-GR

Western blot pGKBT7-GR

6 42 x10°

S. cerevisiae
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