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Construction, expression and identification of yeast two-hybrid bait vector

pGBKT7-PML-V
ZHONG Liang,et dal
(Key Laboratory of Laboratory Medical Diagnostics,Ministry of Education,Chongging Medical University)

[ Abstract ) Objective:To construct the bait expression vector pGBKT7-PML-V of retinoic acid receptor variant protein,for
screening the target proteins interacting with the bait protein through the yeast two—hybrid system. Methods:The fragments of
PML-V binding domain was amplified by PCR,and then was cloned into the bait expression vector pGBKT7. After being
verified by sequencing,the bait vector pGBKT7-PMI~V was transformed into AH109 yeast cells. Then the expression of the
bait protein was analyzed by Western Blotting. Toxicity,leakage and self-activation of the bait protein were detected. Results:
PML-V was amplified and cloned into pGBKT7 successfuﬂy. The bait vector was transformed into AH109 as well and no
toxicity and self-activation were found. The expression of the bait protein was confirmed by Western Blotting. Conclusion:The
bait expression vector of PML-V was constructed successfully,which layed the foundations for screening target proteins
interacting with the bait protein using the yeast two-hybrid technique.
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PML-RAR o f& % H ik pCDNA3.1-PML-RARa H
EEEBFARY Andrew A. Lane #HIZHES ; KA DHS o
Btk CRZ SR ) ; Bob/MiiA R & (PCR =44tk &
EIBGRR AW B FESE; RGN YIES EcoR 1 ,Sal 1 T4
EHN B {£ E B Primerstar .PCR i3 52 DNA marker 1 B
TaKaRa 24 #] ; SRR H 5 BEEH IR R BIMEW 5 £ H Ox-
ide 24F] ;pGBKT7-BD FLEH M  BE & 54 (kidF & .BD #5
MEDiMR BEEEEERR AH109.SD AT IRE ST LR FRIE IR
X~ o —gal %W [ £ E Clontech 247 ; BB IER TE.LIAC. 3
BEBR . F E B0 %7 Pepstatin A Leupeptin .Benzamidine .
Aprotinin & PMSF 3% H Sigma 277 5 HRP- £H R £
FEREDUAR S % H Santa 22 8] 7tk RGN & P E Via-
gene 74 A4 7= e H Marker JUETFEE HEA B A 77 BT
51425 Hig A T AR ARS8,

1.2 Fik

1.2.1 EEFA pGBKT7-PML-V [ty

12.1.1 FEH B pCBKT7-PML-V #E FIFE4k DHS
1t pCDNA3.1-PML-RAR a BRI, ¥ 3 3% PML-V 3
e AR ERHS

L3514 :5° -CCGAATTCCCCACCATGC-3’

T#F514:5° ~ACTGTCGACACCACAGCCATAGG-3,

SRV LFESIH 5 o, TSI 5T s I ARREIMER D
& EcoR 1 #1 Sal 1 BUISLA, Y S8 ~=414< BE 5 1 285bp,
PCR R R R KB M :5 x buffer 4p1.dNTP 2.5um, | F
5514145 10pmol . Fi{R ELB§ Primerstar0.6U 247 DNA100ng,
ddH,0 #FZ 20 . 1; FIAEYE 98°C 5min;98°C 15s,58°C40s,72°C
1.5min, 35 MEH ;72°C10min, PCR 71 1.5% B R
BEER Tk, B K S B RSO S T i B 4 I e v .

A EcoR 1 1 Sal 1 B§%} PCR PR 4h, B
PCR™# 1pg,EcoR 1 B 10 1,Sal I B 1 w1, H buffer 21,

ddH,0 #MZ 20 p. 1, 1.5%BRAEVEEE I B Ik 2 A TS i , i 1 Bt

5 RBEEE EUE 9 pCBKT-7 SR AARINHE & 5 115 ML
BIF 16 CR &, AL E KT8 (DHS o )2 A 41H.
WERIBBER (GO g/m) Y LB FHIEFE,37CH; 3 24h 5
PRI A TE R AT IR B, IR ORI TS VI A , B e R
K52,

12.1.2 EHFR pGBKT7-PML-V #4LEERF AH109 Btk K
K WA EER AHI09 B2 A4 (TE/LAC #:), B
PEG/LIAC B: ¥ pGBKT7-PML-V %4k A BE & &R 32 5 40 M
AH109, K#:ALA pGBKT7-PML-V (/8432 25 41 o 4l 2 ik
BRI FAR (SD/~Trp) ,30°C 5% 3~5d, PREXELABTE 2~3mm A/
IR T Y% PCR N IR L SBIF B AR R F B ik
# AH109 4.,

122 HEFRANEE . BRAEEIEGQN 55 5IPkEREE
by 53 Fokl pGBKT7 FiEAL T #5418 BB pGBKT7-PML-V i)
BTTIRE T 5ml SD/=Trp M AKIEIRE A 30°CIRIEH I 15h;
WK H B 2ml i3 BB E 20ml 48 17 55 95 5 h 44 S iR 18 8
3h, 3 600nm TR SEEAE A, A T BB IERE AR EA B4

YE . ¥ % 4L A Bk pCBKT7-PML-V (¥ & ¥ 4 B 4
SD/-Trp/X~- o —gal , SD/-His/-Trp/X~ & —gal, SD/~Ade/-Trp/X~

a -gal, SD/-Trp/-Leu ¥EF 3 K47 , 30°CHE 3% 3~5d JF MEE T
R EEENAKERG UG EEOR LEL BRAEH
TEER .

123 FHEREBHEARSTEE SR pCBKT7-PML-V M
HEXBN SHEEEREETFM(Yeast Protocols Handbook,
Clontech) HEEEE QR RERBEEA . REHT
SDS-PAGE .3k , {854 100V 1.5h, B PRGN A—3t
(¥1 BD BB HiiR,37°C 2h), “H(EHRK,37C 1h), %
LY IE AF R AR I B B 4H
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% EcoR | Ml s | SEGHI1R 2] 1 278bp 5
7.3kbp FUHR/ME 2 4 B FRUK S R LA 2, TP
H5R BT HMER K B S U S A
2.3 #EM K pGBKT7-PML-V 316 AH109 ¢9 &
% PCR %2
¥ SD/-Trp “FAR b4 K ¥ FHHE S REFE R PCR
BEMR , BEAT PCR 38, 91 i 1 285bp 59 A HYEEA

B ISR ILE 3. BivE PCR REHA S HK

F Bek/h—3, i R pGBKT7-PML-V 2 .2
HALFIEEEE AH109 40,
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«7.3kb
3 000bp— [
2 000bp—
1 500bp—
1 200bp— 1 278bp

1. pGBKT7 ZS#f%;
2. pGBKT7-PML-V IBEIISMF

M. marker;

2 BHEHBRR pGBKT7-PML-V BINESTI 4 47 B

M 1 2

2 000bp—

1 000bp— P - | 285hp

M. marker; 1.2. PCR =y

3 pGBKT7-PML-V B4R \ B BEME %8 PCR
K¥E

24 FHEEGHEN SR B EEREN

Ao TH: FEAZHIK AH109 1 Ao 7 0.818, %%
AR AH109 B Ago N 0.812, 424 Clontech
FIPREDLBH B, A (AR T 08 NN BH R A &
HAER

{XAE SD/-Trp/X— o —gal AR FAK HE T,
1E SD/-Trp/-His/X- o —gal AR _EBA K A
FFEE TR pGBKT7-PML-V T8 .

[l SD/-Trp/X— o —gal AR & A H BLIE £
TERE , 7F SD/-Ade/-Trp/X— o —gal M ¥ H FLfE

A K, BABHE AR R pGBKT7-PML-V A H 8 IE
fER.
25 & @AY &5 PGKBT7T-PML-V # &% &
8 F A

#id Western Blotting 4347 , 1751 ki PGKBT7-
PML-V @A EHMRAFERILE 4, W, K HFK
/NFE 68ku Zidq , TGS A —B, ULBH BB 1H BOkL
TE AH109 BEEHA I RERR E R IA .

4 BHERAR Western Blotting 347

3 it it

SRR (s, R A RRE R B
EARS AL ¢ (15:17 ) (¢22~23 5 q12~21) , ZE B 1
15q22 1 # PML 2 H 5 17q12~21 4 RARa 3
HE, 74 2 MR R :PML/RAR a 8 RAR o/
PML, —# 4 9 WF ¢(15:17) FAH: 52 2 7 100% 1
67%", IEH PML R—MEtmibE L, HEHwAS
— N EFREY, L8R UBRILIE NFFE. PML
BREKMEER, R—ME3 FREENERN
il (51 F , PML 557 40 fa R G, BARE K o T 2 K4
M. 7] EiE P53 #1 P21 BIFEIK, ff Rb R
1k, Rb BH R G sh4ukEh G, BIBEA R S #1; BrLAR
B4R PML J& 38 o R LN 40 M R A A R BR B N
FRRBEH MM K, PML-RARa BIS5EHATE
YL BP A A PML ZHREFI TR IE#® RARa 155
5. HMNENSIER K PML AR, B —#uh
) 2 obr A T A R 3 b Xk R
MBS M3 B RER KD,

PML-RAR o 7E 2Pk 5P 40 Ml 1 1 i A&
FREEREBENEM. TEHMXR SRS Lane
LRI, FEARRIR H R4 RS , PML-RAR « 2
HAAE BT 2N —HEN . 752 Pk S 40 i 1 s
4B ZR R TR A U937 R, B PIE M 53ku F
69ku /MK 2 FREE 45T, TAE IS PR 40 R TR A
21 [ MR ARSI 2 K562 41, #1 4R %F T PML-
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RARo EHMZEEN, X—FEEEHh NE 5,
U937 i &7 NE, T K562 4IfihHEHA .

NE F B RN LERECR, S48 B
A A K A N AR A AR X FP B, P PR Al P
HERMRE, B4R &L, NE 55 ber-1 &
PML-RARo ZE R B HMAMPHIFELEHER
K3, AlEN PML BRI AR A RS P
BIVI RIS, K ELR U S BT RS A T = A T 12 ML
PML-RAR o 7£ U937 40f8H1E A NE B/E RS,
Biw R, 2 Be2h 53ku F1 69ku K/NHIE B , T
f# =) O E P LI R BRI Bt 55 S A P 0 i
A EAE I X S A PLE B B X,
% PML S MR HLIEH W PML &, SI1E% PML
EHMERAARR, MERIEERES®E, XBME
BIER M T %0 F AR 0l REf# B¢ PML-RAR o 7E
APL Wy & A & JR v By BLARLE AW

BERE USR58 2R GE R T AE KT 12 1 F 1) — Rt
FEE RN EAEFANERSE I ET, BRTE 1989
F /g Fields 1 Song B AN, BT FE R BT KR
R —FARAEARAR PR -ERMHEEER
B — BB FE k. ERLIERNEES(S.
cerevisiae ) N TE E41ME , BE R R IE RE /1 R B 1B
S TR LMERA Sl BT R M E e . B
XA H AR5 5 5 A B R B 4
KA NN, BARKEE —ENBHE, LK.
G UIIE R MR AN LR T A AR ST . W
Hedr AR 0%, oT e HEE ZRIEATR
SIRARE A . B, REBE R ARSI B T IR
PR R Sk BB R R BN HRT R RIS N E
HEAEE R E AfRE I LHE,

NE % PML-RAR o Y19 BEA RIK/ N R
B, B2 & PML BRI B L B 7 51 4918 18 i
B, FE SO R R R B HEAREM,
K S EHESZAEERNERS . #Eid PCR
J ¥ NE BV EI0L s b FFER 3% SE ot BT,
7P, B RSh#E PML-V M5 1HR R E & pGBKT7-
PML-V, 3 3% b#E A AH109 BERF4TME A, BREL
£ SD/-Trp - b A B V& HeFP TSD/-Trp RIS
FREA K HIWE Awo R 0.812, 56BA 5 1H FORLXT

B R AH109 4 3A Bt . PRS0 TR BRI
EE 5 BRI EREA SD/-Trp/X- a —gal AR |,
EHARELK BRI BEAEOHEE LI, F
it 7E SD/—Ade/-Trp/X— o —gal 4R _F 8 A T[4+
K, X UHEHESHEE B BEER, A BBIE
A FHR B . SD/-Trp/~His/X— a —gal ,SD/-Trp/—
Ade/X- a —gal AR F BB HEFEEK, IEHERE
BIRME, T BLIE SD/-Trp/—Leu FHr F A EK,
WHE RS BD W — B KA, Bl E
FEAK/NAH 80ku, 22 Western Blotting $iE, 7E8Oku
Ab K E B B BB B 45, £ 9 PML-V & Ry £
%o

23t FRsz56, % PML-V iB1H 84 i, 24
BIHAE AH109 B4 Rk, hiff—HE A
BE I 3C R GLTETE 4 P i i 5 Z A BAE 9
MEHIE TEREM, BTN FAEHETR
B4l 40 L Y &L

2 % x ®
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