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Y2HGold-GAL4 ZAEF WA E/EIE XTI &
Y2HGold—GAL4 Yeast Two—-Hybrid interaction proving kit
BRS: ZC1908

FmAl FmiEs Rt va) g  RERE
ZC1705 SD/-Leu/-Trp Broth 05LX1 -20°C
ZC1808 SD/-Leu/-Trp with Agar 05L%X3 -20°C
EHRE

7C1801  SD/-His/-Leu/-Trp with Agar (&) 05LX1 -20°C
ZC1793 SD/-Ade/-His/-Leu/-Trp with Agar 05LX3 -20°C

.. ZCS107-2 X-a-gal 20mg/mL, TIERRE) 5X1mL -20°C
R
7€S108-1 $EFEA (AbA, 1mg/mL) lmg  -20°C
\ 7K974 pGADTT FEh l0pg  -20°C
kI -
ZK979 PGBKTT Bk 0pg  -20°C
e 25301 Y2HGOld[pGBKT7-53+pGADTT-TIEdE 0.3 mL  -80°C
BRI

7CS302 Y2HGold[pGBKT7-Lam+pGADT7-TIEME  03mL  -80°C
ETFHFE ZC221A-1 BEESMEERRRRETEHFE (BY) 20T -20°C
B4R 2C1602-2 Y2HGold B 2408 23320 -80°C

BN ETFE R

BERERFRER2E, TS, HhERABLIFE, BESHREEINA;
BREESFKEH, HRFEmASEh; SE£-RRrEmREHTER.

pE 2

1. A SRR R, ABBERT 10 W E/EIRIE (FRBRIN o

2. BN TR REMT, BRSHESL-80°CRF.

3.05LX3AEK: 3 PEE, §MEE05L; S5XImLARER: 17E%E, 550 1mb.

4, KAZENEAAMERINGRZTN, ANFEEAFRA. BRSNS T

RZ RS TERL.
5. REASYBAE Y2HGold EdH B Carrier DNA R PEG/LIAC,

6. UK, FERAPEEITE
z EHPIAEI EIEALR, AR TAAT

tREBEREYEERRFERAH
Beijing Zoman Biotechnology Co.,Ltd.



= amiftPA

BEEWENFRIBEM: RBEEZEYNURFEERRERATFBEEER A
DEIFFHLEMIE, B DNA 5245418 (DNA-binding domain, BD) S5®FEUEE
(Transcriptional activationdomain, AD) . X MNEEAIHEAINEE, EFRFM. B
— N EENHEREERREWIER FHARNEEXMNEMS, TNTETR
BUEIThEE, NREISEEUEREFR BD X5 AD £45ENHESMBCER BD £EHNERRE
Ko EFXNRE, IFANMENELRFSESXMIMEHERAMEER, HHERA
FR— I ESHABEN. IRENMENELRELEHEER, B dFUERNR
ZVEFfE AD 5 BD P — M REBNERHER FHEEENNIRSEERRE, @i
IREERARENNEATURRZHANEFNERRR. D TFRIEELETHEEIER.

BEEWRZIRFEH=TEOEN © (1) 5 BD MEMNERRATMAE, HFRA
NEEFEEEZED (bait)e (2) 5 AD RIEMNERRATMRE, HERANEQFES
B (prey) o Q) FE—ITHEMRGEANBER kK. BANKREERESE HIS3,
URA3, LacZ #1 ADE2 &, MEMKNEBHENMRBE, WHZFH D 5IHE RN
NMEERMNEAFCER, XEENFLRERFRFNNEESHE. RIBETNE
B REZT BD ENAREEED A GAL4 RAM LexA 248, BriEABME Y2HGold-
GAL4 #1 AH109-GAL4 RZE,

Y2HGold B Z GAL4 RAESIWALWAREL, MATa &, PJEEENMR
RS MATa BUEE R Y187 3@ mating REHTEAEFRIENITEIR K,
Transformation marker 9: trpl, leu2, IREEREN: AbAr, HIS3, ADE2, MELI,
Y2HGold-GAL4 BRI N ARATEMMERIECEMEA: pGBKT7 1 pGADTT » Bk
DGBKT7 BYHetRas N TRPL, AT DNA-BD CREMBHEETF GALAN B 1~174
g &) S5BMiER (Bait) WESER,; Bt pGADTT MNifiEirE A LEU, BAF
FIAAD (GAL4 C i 768~881 U EfL) 5BEFER (Prey) MRIEEH,

—. FIEFEMIAF

AIRFRIREN=R U= RAR N E, BARATIEMTERS, WaIllTER
Bl E,

1 OKERESL (1000pL. 200l 10ul) « SRFBIFTEMIEEL, ¢0mm g, &,

2. Carrier DNA 7€ 95-100°C7K3A 5 min, FREKA, AIBEE—NX, &,
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3 R TER:

EY 100 uL AbA (I mg/mL) F 900 uL Tk ZEEFR#HE, Ft07ES, BPADAKE 100
ng/mL, 4°CAMEFERA (R 10EEERENTEEAETRS, BIURAERR),

4. BBTIRGIE:

B 1 FKBFEEN 05 LEBFKE, THAET pHE, 8EXE (MW, 115°CK
20 min) o RAEFE 4°C REERH, BEREHFE, 2R 20-25 mL/REIFR (@90
mm) , BRERBAN 4°CKBERR.

5. R TR

SD/-Ade/-His/-Leu/-Trp with Agar (X-a-gal) : ¥—%% SD/-Ade/-His/-Leu/-Trp
with Agar IBFEAT 500 ML EBFK, BFET pHE, SEXKE (0, 115°CKE
20 min) , JREE 50°CEH, §25 mL BEAERBFENMA 25-50 L X-a-gal &%, FIF
(25 mL/R, ®90 mm) , BEET 4°CKERT-

SD/-Ade/-His/-Leu/-Trp with Agar (AbA +X-a-gal) : ¥—% SD/-Ade/-His/-
Leu/-Trp with Agar IBF#EAF 500 mL EBFK, £HFAT pH E, BEXE (U,
115°CKE 20 min) , RHZE50°CA A, §20 mL EEEAFRENMAN 20-40 uL X-a-gal /&
& (20 mg/mL) , BREREMSIBFE (AbA) BEXR 1IN, EFHR 20 mL/ (D0
mm) , REET 4°CKBERZ.

& 1 FREIRE AbA F1R

BAREMER (mL) 20 20 20 20 20 20 20
AbA (100 ug/mL) HMIANZE(UL) 0 20 40 60 100 140 200
AbA Z5RE (ng/mL) 0 100 200 300 500 700 1000

=. BEERSEREF

2.1 EtRE
EVESHE 10-50 pL = SD/-Leu/-Trp 5+ E (FiR) L#iTH%. BEFIHFE 28-
30°C 1857 3-5d, IEFHRMBREZ I ERA T EFRIELT,

2.2 BHKRTE

PRER ERBESETF SD/-Leu/-Trp RAIBFREH, 200 r/min. 28-30°CiRH I KIH
75, OD600 AT 1, BY 1 mL BR&ER, HLE, 0N 0.2 mL80%HEH, -80°CAI&
HARE.

ik JeRAEEX Lt ERAKE ~ #BYE: 100085



=, REFE

WREIFHRRE, RATIREBELFLR, SE—IRAENSIREFRIESRET
%, RIIBEERE, BRERN, SEREREEFRRNZE (RBREFEDN) -
BMNRILHEERETN, EFRIEDN=TSR: Higlk, AMREEE EH) ,
BFll. A7HENELEFRIEERITT 91,

3.1 HEk

1. BY 100 pL 7k ER410HY Y2HGold RS2 AS 4B/, RN TR BY BT pGBKT 74N
pGADT7 (£&2-5pg) , Carrier DNA 10 pL (95-100°C ,5 min, HugAA, =
E—%) , PEG/LIAC 500 pL FHIAFTJLAES], 30°CAKGA 30 min (15 min By
5% 6-8 WESD) o

2. BER 42°CKA 15 min (7.5 min BYER%E 6-8 RS o

3.5000 rpm B 30 s F b, ddH,0400 UL BS, B 30s HF LB

4.ddH,0 100 uL L, &% TF SD/-Leu/-Trp Fik, 28-30°CiEF: 48-96 h,

R, BRRNENES Y2HGold B SAET, MBS BELT

SD/-Leu/-Trp iR £EE o
xR 1 BEEIRN

BD plasmid AD plasmid BrE pad
pGBKT7-p53 pGADT7-T SD/-Leu/-Trp BRIt B8
pGBKT7-Lam pGADT7-T SD/-Leu/-Trp FRMEXTER
pGBKT7-Baitl pGADTT7-Preyl SD/-Leu/-Trp TE04HE 1
pGBKT7-Baitl pGADTY SD/-Leu/-Trp PR 1*
pGBKT7-Bait2 pGADTT7-Prey2 SD/-Leu/-Trp 504 2
pGBKT7-Bait2 pGADTY SD/-Leu/-Trp JF8RH 2*

A MIRA 1M 2 B BRI SR AR S B EF.

3.2 P REEE
HF B U, FASBASERIRAESRRESERNE (BY) (X
S: ZC221A) , JE¥AD 214, iEME BD 3 EERIELIRE Rigit.

3.3 R
L M edtEEEewZ 2-3mm) T 1mLddH,0 TEKFES, 0D600
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JBZE 0.2 (AL SD/-Leu/-Trp RIAEFEIZFFRZE 0D600=0.2) o

2. F3 ddH,0 o #&FE 10 2, 100Z, 1000 1% (BP OD600=0.2. 0.02. 0.002 .
0.0002) »

3. BBAXLWARWRANINE, 25)= 10 ub BERTF SD/-Leu/-Trp. SD/-
Leu/-Trp/-His/-Ade/X-a-gal ik (WEFBEUERE, FMAN AbA) , 28-
30°C#EF* 3-5do

M. BE{EIEIESHh

4.1 BE{f/XESF
FE 1 A4, ¥R Y2HGold[pGBKT7-53+pGADT7-T] Al Y2HGold[pGBKT7-

Lam+pGADT7-T] 7£ SD-Leu/Trp & EK2548E; Y2HGold[pGBKT7-53+pGADT7-T]
£ SD/-Leu/-Trp/-His/-Ade/X-a-gal iR LRI, BKHFE SD/-Leu/-Trp #&; M
Y2HGold[pGBKT7-Lam+pGADT7-T]#E SD/-Leu/-Trp/-His/-Ade/X-a-gal fx_ EF4 K BT
E8, FrLl, pGBKTT7-53 5 pGADTT-T BE(E, pGBKT7-Lam 5 pGADTT7-T TE 1.

B2, pGBKT7-Baitl 5 pGADT7-Preyl HEEE, pGBKT7-Baitl 5 pGADTT £&H
& (BD pGBKT7-Baitl TEECE) o

42 Prey EEHESY
1E SD/-Leu/-Trp ¥4k L Y2HGold[pGBKT7-Bait3+pGADT7-Prey3] K %5

E55F Y2HGold[pGBKT7-Bait3+pGADTT7]{EETE SD/-Leu/-Trp/-His/-Ade/X-a-
gal 1 £ Y2HGold[pGBKT7-Bait3+pGADT7-Prey3|sEBEE® (RAKEH) ,
Y2HGold[pGBKT7-Bait3+pGADT 7] REEE KB A K155, FIFFEEAZIERE pGBKTT7-Bait3
5 pGADT7-Prey3 BE{E, pGBKT7-Bait3 5 pGADT7 £ESE (ENpGBKT7-Bait3 £H
BE) o

4.3 Bait EHHEBAE

Y2HGold[pGBKT7-Bait2+pGADT7-Prey2]#] Y2HGold[pGBKT7-Bait2+pGADT7],
7 SD/-Leu/-Trp/-His/-Ade /X-a-gal iR EERIE®, BKHEE SD/-Leu/-Trp FiR, FrLL
pGBKTT-Bait2 AB B,

IEI2E0E: 7£ SD-Leu/Trp/His/Ade/X-a-gal iRFAMABERER (AbA) , B
B ERIF SR IR A,

ik JeRAEEX Lt ERAKE ~ #BYE: 100085



Y2HGold[pGBKT7-53+pGADT7-T]
Y2HGold[pGBKT7-Lam+pGADT7-T]
Y2HGold[pGBKT7-Bait1+pGADT7-Prey1]
Y2HGold[pGBKT7-Bait1+pGADTT]

1 BEfFRIELESR

OD600 0.2 0.02 0.002 0.0002 OD600 02 0.02 0.002 0.0002

SD/-Leu/-Trp SD-Ade/-His/-Leu/-Trp /X-o-gal
Y2HGold[pGBKT7-Bait2+pGADT7-Prey2]
Y2HGold[pGBKT7-Bait2+pGADT7]
Y2HGold[pGBKT7-Bait3+pGADT7-Prey3]
Y2HGold[pGBKT7-Bait3+pGADT7]
SD/-Leu/-Trp SD-Ade/-His/-Leu/-Trp /X-a-gal

=3 B

HFEFESm:

1 EWIREIFRREE R RES GIEER) |, BEeEEEe s Em.

2. BBIEERER AN NAREE. HESRE, BE8 HEEH) M
SRR,

3, MENBBENFEER, BEMIEERIMES o T mREE,

IEFEEREm:

1. —BERT pH ERAIET, BIUE—T pH5.8+0.2 BIAT,

2. SD AR TEARTYRNREEE L ETE, FEIAELHT.

3.SDEAENERE, HENaaEiEa,

1 —RREZENEND D ER.

2. NRFEUHRE, B/ DRRE, BIUM PCREE,

3. Ttk R RE, —fRERPOE. N5 REDUBTE. NER. 1A
BAE- A ENETE, BESSK.
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A REREI

L A RUERMER. B7RATESR. IRKZEE0ETT, Bm&kibumERR.
2. ATENZ2MNEER, BHFERERAME—REFENOSERE.

3. HEETERE, BEMEY ST

4. WWARESE, NBREPIBEHEBE LN,

ik b RTEEX B rh B E  #B4: 100085



it YR RE A RS



