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A HL-60 81}l GRa—-LBD 5 iH 3R 24K mfa H fn 35 %

ORI M N RE,ERE N W, ARE, I w, IR

(ERERAZERERSH AT RHTRHELLRE, EKX  400016)

[# )8 b HERERFEEE (Clucocorticoid, GC)ZZAE o BEHE%ZE G (CR o ~-LBD)MIBEHFEEE, J/hor FECIARER =2
RGNS B E AL, 7 % RT-PCR ¥ HL-60 4AMifY GR o ~LBD, 55 ABMH A pGBKT? 1, M FIEH/S , BILH T
A HRIA pCBKT7-GR o ~LBD /L BIBER; AH109 4Up P, JRIEEEEE [ , 3 Western blot MTEHE HMNFREHEI . FH
BIEEERMASER AEIEES. 4 2. 8509 ¥ T CR o -1BD, I SR pGBKT? F, WP R IEM. BESKERD
SEALBIBERE AH100 4HA -, THMER B EUIE/ER , Western blot ST BIEL TR BAMEEXEHEHE. 4% . RIKWET
GR o -1 BD BE B EFR BRI, WE /N FEURBERE S 208 RYEE T 5.

[ %47 JHL-60; GR o -LBD; BEHEA FHEX

[thEEEHEESH£E)RT3T [ SrakRIREG JA [ F B 12007-11-05

Construction and identification of the bait expression vector of GR o -LBD

of human HL-60 cell
ZHONG Liang,et al
(Key Laboratory of Laboratory Medical Diagnostics ,Ministry of Education,Chongqing Medical University)

[ Abstract] Objective:To construct the bait expression plasmid pGBKT7-GR a~LBD of glucocorticoid receptor ligand binding
domain in order to lay the foundation for constructing small molecule ligand yeast three—hybrid system. Methods:A fragment of
GR o ~IBD of human HL-60 cell was amplified by RT-PCR,and then was subcloned into the bait expression vector pGBKT7.
After verified by sequencing, the bait vector pGBKT7-GR o ~LBD was transfected into AHI09 yeast cells. And the expression
of the bait protein was analyzed by Western—blotting. Toxicity and self-activation of the bait protein were detected
simultaneously. Results:GR o —-LBD was amplified and cloned into pGBKT7 successfully. The bait vector was transformed into
AHI09 yeast cells successfully, and no toxicity and self-activation were found. The expression of the bait protein was
confirmed by western blot. Conclusion:The bait expression vector pGBKT7-GR o —~LLBD was constructed successfully,which lays
the foundation for constructing small molecule ligand yeast three~hybrid system.
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¥ K7 3% 2 2 & (Glucocorticoid receptor, GR VR ¥
ERZERRETH—EERRA , AR —fE
B RET . E5EESAE, HEEEAMR
EENB: 4 20972 ), %, 5L, £BIF,

BRA 6@ BT TR,
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HE P EHFREHE LB (No.02-03ZP52),

TR EA X F AR M (No. XBYB2007104, No. XBYB

2007108),

B, T35 B 15 FEE R . GR BEE B Wit 7%
P DNA S5 R B RESHAN. 8
% - M A PRE A p30(Serine -arginine rich protein
p30,SRp30c)#%5 5 F ,GR §T mRNA (AR RI87 4k
R REEZR o THRMN(GRa)F B FH
fi(GR B )2 MR, GR o 222 SLATHE B TRIKR B0
FhSEER, SRS S/ AT RS E N &
FEWRRIK, M GR B AL SRR E , WikA
HRBIEF M. GRa FI40R 3 MK AERIREIE
Ttk (AF-1).DNA S35 R ERMAIKES &

(Ligand binding domain,LBD), LBD A~MHEY GC 4
A, B2 5 T GR BBAL K 5 H A FH F 1)
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HMEAERY, AUSHURE TR GR Z £/ LBD
W R IBBAR, f HAERE BF AU o RIA M0
F, DA T8 2 0 B R B R 2 AR S R4S
& R/ FEREE R = 23T BOR K e 524 &
N TR RRRRER,

1 ®RAE

1.1 #E

HL-60 #iH-5 DHS5 o 4ty A A7 5 BORL/ MR
& .PCR Y4 iAN & BEWRAF WA LEEsE;
PrimeScript™ 1st Strand CDNA Synthesis Kit 48 84K 5
B T4 RS Taq B . & PCR XFIH DNA Marker 9 B
Takara 24 & ; IR #1444 H Promega /A 7 ; Trizol 1 H
invitrogen; i 4 L7 .1640 $5 372 B Hyclone A7) REH
i EEELR LY BRI A Oxide 22 7] ;pGBKT7-BD JEfE
AR AHI09 BB bR . SD Al B SR BRIG IR R E .
X-a ~gal W H Clontech /A ; BiFR IR IEN PEG . TE .LiAC.
B BK B H B 5 Pepstatin A | Leupeptin , Benzamidine
Aprotinin 5 PMSF ¥ B Sigma /A 7] ;DNA £5458(BD)¥.38
BEPLIA H Clontech 22 B sHRP- 4 RE TLEH A &
Santa Cruz 2 A); 22 R HHAFIEM H Viagene 7] TEH
Marker I B € 1 A7) IR 51438 B TR AL
Gk
1.2 F#*
1.2.1 #HiE#BIE pGBKT7-GR-LBD %
1.2.1.1 RT-PCR ¥ 88 U R Z R (CR a ) A TIRE A
WF B SCEE GeneBank 2% GR o #J mRNA /F31, 2K 4 788
A4~ bp,H ORF 24 2 334 4~ bp, F— AT E WS A
* LBD XIN7ESEAL A& R EE/EM, bz & H 8
B, @S HL-60 404 $2HUE RNA &, #1TF RT-PCR,
RT-PCR B3 [¥ixittnF .

#5149 :5° ~CATGCCATGGTTACCACAACTCACCCCT
AC-37;

T #5148 :5° ~-CGCGGATCCCGACTTTCTITAAGGCAAC

c-37;
Herre BIESIY SN T Neo 1 BBYIQLS, TS 9
5" ST BamH 1 BRI, R RS B E 4] Prime—
Seript™ 1st Strand ¢DNA Synthesis Kit 380 45 : B 4% 70°CA%
& 10min, 285 42°C 60min, #J5 70°C 15min, PCR /&
%:10 x buffer 21,dNTP Mixture{ £ 2.5mmol/L) 2 w1, Mg
2pl, EF#SIH (10pmol/pn 1) & 1 wl,cDNA 2pl,1Taq BE
03w 1,ddH,0 #M5E% 20 w1, PCR 3 #453%. B 94°C Smin,
94°C 30s.58°C 30s.72°C 1min,35 MERF, BJ5 72°C
10min, FH 2% WISRARMIEERS B 1KY PCR P84T 4047 o

1.2.1.2 EAHHIEK pGBKT7-GR « -LBD MM B ML E ¥
& pGBKT7 2| DHS o AR5 AR LB(RIRE R, 50 p g/ml),

37°C 24h JEPRBUAABEYE A THEEE ,37°C 250r/min $E 12~16h
JEHRBRL, AN NGB THYR B 5 FH Neo 1 1 BamH 1 %f
pGBKT7 #1 7AW B, [RlAT X GR o ~LBD 3 34 7= Y1347 XUl
¥1,37°CEEY) 4h J5, B 5w LT 2% BB REBERS LUK A B
MEER, FHERREET =Y 2T KT B, B
Mivge B JE e LA T34, 16°CHRUS , BB AR 4R
Bk DHS o B2, 37°CHT 18~24h J& , AL ERE
1 2~3mm BIFETE T E?E PCR, [FBMBAMEXT B, X PCR
FHPE A B 2 HEA THE B BLERUBRL, SRS A TR LD AT . BB 3
WrIEBR/E 3% Bt B 0

12.13 E#H# & pGBKT7-GR o -LBD #4LEEAE AH109 B
MREE BRI A& b2 % MACHMAK-
ER Two-hybrid system 3 User Manual 1 Yeast Protocols
Handbook( Clontech ), &40, 46 TE/LIAC J5 kil &l £
AH109 R3Z75 M, 48 )5 F PEG/LiAC 4% pGBKT7-GR o ~
LBD #4h BB & AH109 BRZ Sl d ., Wit pCc-
BKT7-GR o -LBD /83275 40 M & SD/-Trp P4k ,30°CHE 35
3~5d, PR EARTE 2~3mm K/MY B &K PCR SREIER
#& pGBKT7-GR a -LBD &7 B ki AH109 4,

1.2.2 Western blot 43 ¥1i518 Jik; pGBKT7-GR o -LBD H97&
HFEAIEM S8 Yeast Protocols Handbook ( Clontech ) 1%
BEORBGRRERAHEER. AEBRIANE[HT
SDS-PAGE HiJk , [RlAd il #ig 98 A marker etn/m HBIEA
BILE , VKR | 8 a3 A B 2 ) marker 34T HOAR, 7E
FARL LB YR, 100V 3205 1h, 5% SRS &t 30, £ 6A
J7 Fl DNA 258 B T B Sk 72 37°CH#H 2h, 335 A HRP
PRICHEDTRBUATE 37°CHIEE 1h, BEMA KA A,
FIRAL2: B E0 kAl B & A,

123 BHEEOMNFENE BN HEBEEAGN  BEAA R
%I pGBKT7-GR « ~LBD HJ AH109 H#% 55404 23 Bki pG-
BKT7 ) AH109 B 7% 5 542 # F 50ml B SD/~Trp/kan ¥ &
YEFREE, 30°CHE AR 24h, FH 722 SR IN A (B, 3EaT
HARPIE 1 A EDRAMTFIE B AR LA R i
$:4k4 Bk pGBKT7-GR o -LBD B AH109 %8 SD/~Trp,
SD/-Trp/X - o —gal, SD/~Trp/~-His/X~ o —gal, 30°CH5 3+ 3~5d J&
WEF AR B AE KA BUOR AR E A S B AE LA
ISR,

2.1 GRa-LBD # PCR ¥ 3 5 & ik 547
BN 3 T GR o -LBD, BT 14 i &5 Fo /N
P8 SR ILAE 1,
22 EFHHRMA pGBKT7-GRa-LBD # PCR % & #=
BT 5T
MEAL T EH#H4A pGBKT7-GR-LBD fJ LB -
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1 500bp— 2 500bp—
800bp— —
p 750bp—
500bp—
100bp — 200bp—

M. 43 FEBindE; 1~2. PCR =4
BE1 GRa -LBD ¥ &= ¥MIRRE #E BB R ik

MR EBREL 9 N I HEAT RV PCR (SRfFFItR R 40
B AR5 3 TR, SR LA 2, R512
BE T 3 WBORL, JF ST EE Y] AT, BB 45 R AL IE]
3. BEYIAATIERE)G , 2% FRPE BORLI Y , 0 7 45 SR
’ 4,
2.3 #M R pGBKT7-GRa-LBD 34L& AH109
mAed % PCR £ 2

BE B T4 7% PCR 45 3 3% W1 5 18 JG BL pG-
BKT7-GR a -LBD T 3 LB BE & AH109 4
T, LK 5.
24 #EAF B4 pGKBT7-GRa-LBD @ &% @ ¢ &
KT

i@ 1 Western blot 4347 , 5518 i ki pGKBT7-
GRa -LBD & EHMRIAFEN, WK 6, AI0, 4%

M- 1

23456 7809

1 500bp—
800bp—
500bp—

+—817bp

100bp—

M. 3 FEiniE; (). BRI ;1~9. BE%
B2 EA#HE pGBKT7-GRa-LBD MIE % PCR 947

100bp—

M. FEH54E; 1. pGBKT7-GR o —LBD Bk BG4 ;
2. pGBKT7-GR o -LBD kL

B3 pGBKT7-GRo-LBD MBI (Nco I & BamH 1 B

M+ - 12 34 56728 910

—817bp

M. 4 FEARHE; (+). FHEEXTI; (<), BT 1~10. E%
PCR 74y

B 5 HERR pGBKT7-GRa-LBD # LB AH109 A
JRMIE & PCR £#7

WR/NATE 48ku 26, SHUHEE RAE— 2, RS
HECHAE AH109 BERFAEMUH B lhRA AT FT
—E R
25 HIE G ER SRR DMIERR

¥ ¥ 4t A & 21 #k & pGBKT7-GR a -LBD #Y
AH109 FEfE 5%4bA 25 pGBKT7 A9 AH109 FTfE 5
HEFTF 50ml ) SD/-Trp/kan IAAREFER: , 30°CE
3t 24h, A 722 OCETHRI A B REBE
Ao THIZIL : A K AHI09 B Ay 17 0.878, 5%

L 270 i

7] 330 140 "“50 760 170 180 150 200 £33
TGP AR G GC T T PO TAGL T O Y G AT G A GG T G B O A T A T CA AR TAGC T CTT RGO T YT CAGACCGTCETIAGGARL TG AAG AT GRAGL A GT MABGC TTTOAT 0!

hlhnd‘llMili‘k‘mhl hl‘i‘lh“n Ll m,nu

"y i
A mn :
iR L GIRNBI AR Y 3 IR AR

R i
l‘ | |

B4 EAHE pGBKT7-GRa LBD HIFBHAFELRE
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EHE, FH AT AR E GR o -LBD ThEE A B g iH =
KRR AR, AT o B A = AR EAR TR 5 /N IR
EAHEAERMRREN . RATE RT-PCR 7k
T GR o -LBD Th#g R i, 338 i o B 40 A 317 B
P BFFI ST, IESE T GR o -LBD B4 8 IEHIHI
oA pGBKT7 ', ZHIFHH ALK pGBKT7-GR a -
LBD EL&MENT). HiFHBIKBI LR B
AH109 40, 7€ SD/-Trp B4R LA K B &, i3
B AR AH109 40/ TC 41 B 2P o At
BEARBRGE—F B EATREREIWHFE—E
AT EN, EFE—MNREEFHE AN FHE
A HEEEM v TRNFEEEARTHEE
YEH , FATI %A EAH Bk pGBKT7-GR a -1BD
B AH109 4038, %] SD/-Trp/X- a —gal BIFAR |,
ARAWEERK BRFAEFHEANERE LN, X
VLR HE M A HEOSEA, AREBE RS &
HFRE , TUHT T HiELE. 750 0%
KR HE A BT, B A B ESR B AL 40 i
ARIZAE SD/-Trp/-His B PR EAEK, —HEAEK
HUHBHEARGERIS , XIS LI 3-AT
W, 3-AT &2 His3 2 H A SE IR, w7 LA ]
His3 FHHHIFRE . RAOTRISRHE LA FHHRENEE
FAAMIEE T SD/-Trp/~His/X— o —gal FAR I, & Bi%
AYEAK, AR TR FEBERE BRI
%, Bk pGBKT7 -4 BD(DNA £5&18) , Ffi Tt
BD XH1 H & GR ##EdL kK , L [FFKik BD fls
O, EAFERAN 48ku £ 4,38 13 Western blot
SAHTIESE BD M &R HEBE A SRk, &9
BERE B R R A F K pGBKT7-GR o -LBD A DL T

RS RO ARSI T TR T pGBKTT-
GR o -LBD i#{HFEAE . pGBKT7-GR o -LBD B
TEFIRBARN LI , Rt —2b B R = 25T
A%, TR ARARES N FRiAEEER
AR I BEE T A

2 % X W
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