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1. AR EN R U= RAR S, KBEERT 10 M2 REERIE, f
W, 1-MEEM 10 MERATF (BRBRIN) o

 ERBRSENEREHEEZE, ZC135 PHRFIMANER LR A4S,

BENFERBISREMRE, BRIZSHBESH -80°C RiF.

. WEBESNRE ADA RESEMIEERKITHE B,

. REERSMBECH A Carrier DNA F1 PEG/LiAC,

L BRET, BT N,

-~ o~ W N

= amifiRA

Y1HGold-GAL4-AbA B2 R4 FRAE M YIHGold B MATa BY, AIE#ZEEK
FRDFITIREIR . THEARICA: ura3, leu2 ; IREEE: AbAr,

Y1HGold-GAL4-AbA B2 B RHEFEE pAbAi F1 pGADTT AMRMNEEFHHE. &K
AL pAbAI B934TS URA, AT FRIA pBait-AbAi construct (1~3 “ bait DNA FF5IE
SEREEETEER] pAbAI F); BRI pGADTT BITFERRS N LEU, FAF3RIE AD(GAL4 C IH
768~881 fiimEER) SEMMER (Prey) MNAIEEH. GAL4-ADA R B AKRIE:
Aureobasidin A (AbA) @— MIFEERAITAE R, FEERE(0.1-0.2 ug/mL) TENAT X EEE=
45, ERAFEST pBait-AbAi B EML (Bait-Reporter Yeast Strains) , H1&
YER (Prey) £&82NEEFEY) (Bait DNA) £, GAL4 AD FA=BUE AbAr BIFRE, M
MEEBESEINAER AbA FIIEFE EE K, AbAr SERMIGREERBLEEERYE
SRS, BT LARMEEE & 2 ZRPE 1 & 4 RO,

KA RPHEFEESEKDN AbA REFRAREMEERIEERA T HE RN
Bk, S5FRIAGEEL, S AREEENMMNAILE DNA IEENEIE, HEER/DE
FEMADANERE, AAEPFERKETERAT SRER, AL TRIESE,

—. KIFEM A
NAFN IR EN =R RAEMRE, BoRFNEMEEES, WAIUTEERR
BRI E,
1. REHAEL(1000pL. 200l 10pL). AFEESRITEEEE, GO0 mm B, &AM,
2. Carrier DNA 7£ 95-100°C7K3A 5 min, FREAR, AIBEE—NR, &H.
3. BREEEFE: BEL100uLAbA (1 mg/mL) F 900uL BKZESTHRE, 79
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&S, BDAbATRER 100 ug/mL, 4°Cikfah&RA (R 10 EEER, §F)
TFHEEFETRY, BIZRAERRE) .

4. BE 0.9%EIREVK, AIA ddH,0 TEKMAE, &,

5. ZETARGIE: B 1EEFREAT 5L AR TKF, THAETpHE, SEXE (
0, 115°C KE 20 min) o RKIEFRE 4°C kFERTE; BEARIEFE, 20-25
mL/AREFHR (G0 mm) , BEG 4°C AFERT

6. FEAFIRHIE: SD/-Leu (AbA) T SD/-Ura (AbA) :3§—% SD/-Leu with Agar
BFRERTF 500 ML EBFKFP, TRETpHME, SEKE (W, 115°CK
20min) , RHAES0°C LA, BRR1IMABEENEEFE (AbA) ,
FIFHR 20 mL/ER(PI0 mm) , EEGTF 4 °C KBERE.

& 1. 7B AbA SREHIFAR

BFAREER (mL) 20 20 20 20 20 20 20

AbA (100 ug/mL) 0

0 20 40 60 100 140 200
ANE(uL)

AbA Z5RE (ng/mL) 0 100 200 300 500 700 | 1000

=, ERERSEE

2.1 EtRIE

EREHE 1050 L E SD 58 (FiR) LTk, BFHEFRAE 28-30°C 355
3-5d. HWIFHRNPRFTEER T EIFMERR.

2.2 mHKRTE

PEN ERBEET SD O RAEFES, 200r/min . 28-30°C #R57II&EEFR, ODgy
RATF 1, BU1 mLEDREE, F.E5, A 02mL80% Hif, -80°C Al <EAR .

5*: YIHGold[p53-AbAi+pGADTT7-p53] Al Y1HGold[p53-AbAi+pGADT7-REC2] F
SD/-Leu 2575 &,
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=. KA

VIHGold BERAXEFMIIRRHERS, AATRELEER, BH— TR
HE, BOHENE, AANANSE: pBait-AbAi Ffk YIHgold , MLAEREEK
) AbA BEREFIR B, Y1HGold[Bait] BUEAHI& 5 Prey B, EIFRIE,

3.1 pBait-AbAi #1¢ Y1HGold
pAbAI BRI R BT EREAN S RNE S I B IR EBERATMEFEETESERN,
P AR 0 2 BT E B BTN A AR IR BT M e B ML) pAbAT BIkIFs NB2
Y1HGold &k, FHEMELT (FE ADA FRMIREEN) AJLFE SD/-Ura 15
FE K,
3.1.1 pBait-AbAi FRAIZ ML
pBait-AbAi. p53-AbAi MIF/E, REAKMHEERHATT KIEF, AERER
KI, F3 Bstbl FREIMEATIES (NEB) HITEMEMWAMIE, 1% MIRBENEMA, KN
HREHYIES, AHRE.
3.1.2 pBait-AbAi 1 Y1HGold
1. BX 100 pL 7k ERaEB YIHGold BR=E84E (555 ZC1601) , RN
2BV ML BRRL pAbAI (1-5ug) , Carrier DNA (95-100°C, 5 min, R
iibk?@, B|E—) 10uL, PEG/LIACc 500 uL FHIFTJLAGES), 30°C KA
30 min (15 min BYER%: 6-8 JWRAD) o
2. BEM 42°CAKA 15 min (7.5 min BYER%E 6-8 RS,
3. 5000 rpm B0 40s FEE, ddH,0400 UL EE, B0 30s F LB,
4. ddH,050 uL R, M SD-/Ura Fik, 29-30°C 7 3-5d ([ERY, &
Y1HGold FEBAMH HE T SD FARKILENL) »
3.1.3 BEEKETE
b F BRI IERE, FHAFBASERSHEERRIRRETHANRE EY) .
3.2 TR B S E R AbA RIEERRE
BEBRSEMKTEE Prey BIAFERRT, HEK ADA RAEIFER. WFF
BB RE, H ADA" REFRREARR, Hit, FEMES MEEEIEIKR ADA
ﬂ%ﬁ@ﬁﬁiﬁg, BAEFSBNT:
ROENRIERIIZ G, S MMFRIEEEHEESE (2-3mm) F1mL0.9%
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S|UIBRFER, ODg BZE 0.2 (BAILLA SD-Ura RABAEERE
0Dy=0.2) o

2. FH 0.9%RWIARAORIHER 10 Z, 10015, 100015 (BI ODg,=0.2, 0.02,
0.002, 0.0002) »

3. 93k 10 uL FSD/-Ura; SD/-Ura with AbA (100 ng/mL. 200 ng/mL.
300 ng/mL. 500 ng/mL. 800 ng/mL. 1000 ng/mL) Fik, @& 1 Frmro

4. 29-30°CtE772-3d, MEIBFBEEREANE ADA REFIR EEKART, MM
T ADA BAEBFI SRE (flt0, Y1HGold[p53-AbAi] /B E#% ODen=0.002
B, 7 SD/-Ura with AbA (200 ng/mL) iR ENIEFFREEEKR) o

A EAREIRE AbA AR E (100 ng/mL , 200 ng/mL , 300 ng/mL, 500 ng/
mL, 800 ng/mL, 1000 ng/mL) , HIMBESEKR/DKTEEE, BN AbA RE
FRRE (RENERE. MIEKRE. ARJEKE. BEERE) . —RIBER
T AbAREFREIE 1000 ng/mLe

02 0.02 0002 0.0002

V1HGold[p53-AbAi

V1HGold[pBait1-AbAi]
V1HGold[pBait2-AbAi]
V1HGold[pBaita-AbAi]

SD/-Ura SD/-Ura with AbA (100 ng/mL) SD/-Ura with AbA (200 ng/mL) SD/-Ura with AbA(300 ng/mL)

1 RiRfHI%E AbA REERARENREE

3.3 Y1HGold[pBait] ZZ&4I& S5 Prey %1k
A UTARATHIE 1 mLERZE, AJH%ER 20 3 50 uL BF/IMATRR BRI .
BEREFIRVERTE, LB 2 FREAK (ODy B 0.6-0.8) MFE3 . 4T
FTATRRELL G148\ B, WRIHRLEI K.
1. BEEREE R IIAY Y1HGold[pBait-AbAi] BEFZFME] 3 mL YPDA RIAEEFE
M1, 30°C, 200 rpm & IB T
A -80°C IRIFHIEFER L E KB 2 ANEMEELT YPDAIBEFETIR L
R&iEW.
2. ETRFZRTIEHE 50 mL YPDA RAIBAEMN = AR PHEIEF, #F ODgy
K3 0.6-0.85BEM, WEARR, 4000 rpm B 5 min, BLE. (4°CHRE
1 ANMIEBESER, B 3 mLEf50 mL YPDA IBAREIRIEFRINAD o
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3. A 10 mL BARA 2%, HRITUE, 4000 rpm BE5 min, & FiE.
4. SERAINOG.S-1 mL BAK B &Y, BIRSEERZSHM (YIHGold[pBait-

ADAI]) o FRER50 UL DEFLISmL EEAEFES (WAIEEHITERWL)

5. RRZEEIELREET -80°C KR, FAM, -80°C KL, =RF

WEEEZERTEN,

F RIERFRES, ERIDAFEENRZSHRENIENXELE, BN
BRSZSHERNEFEER NE/LERBHEBRNEEREFR, BERT -80°C
KSR SRR SIHET-80°CHRF. 77 6 MABEAREMERE NI,

6. BEBFER, SFHL—TRANE—MRNEE 360 uL HFUE K.

ZEbs) &R
ERC 350 L
Bk (K9 200ng/ul ) 5ul (RIBRKIATREIINFER A AR
BIAER 360 ub CREMAFRA ddH,0 #h78)

7. DREX 360 pL BYFUEBRMA R BRSBTS, AR EMRIITE, EBLE
RVESARTEEFEIRER T KRAMNBRAMSESER 2

& 2 Prey BIEEE K

BEHERRES SAD eS| AR 1

Y1HGold[p53-AbAi] YIHGold[p53-AbAi] +AD-p53 | Y1HGold[p53-AbAi] +AD- Empty

Y1HGold[pBait-AbAi] | YIHGold[pBait1-AbAil+ AD-Preyl |Y1HGold[pBait1-AbAil+ AD- Empty

Y1HGold[pBait2-AbAi] | Y1HGold[pBait2-AbAi]+ AD-Prey2 |Y1HGold[pBait2-AbAi]+ AD- Empty

Y1HGold[pBait3-AbAi] | Y1HGold[pBait3-AbAi]+ AD-Prey3 |Y1HGold[pBait3-AbAi]+ AD- Empty
A WERA A UEFI RIS RAR S B 1%,

8. METE 30°C BIACATRTHE45-60 min, & 10miniES—R. WFEPoER, TK
IFaBYa IR REE, BAREBT 3 VT, ARG 4000 rpm B3 min.

9. FE EE, B05mLYPDPlus EFAEY, 30°CREREZ%EEF 30-60 mine 4000rpm
B0 Smin Fig EE.  (SEE)

10. 0N 50 uL ddH,0 EEEA, &Ik SD-/Leu FR, 29-30°C B+ 3-5do
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3.4 BfFISIE

1. ERVERARIZE, S8 FRKEGETERET (2-3mm)TF 1 mL0.9% LA
BRFER, ODgy JHZE 0.2 (AT LA SD-Leu BIRIEFEIEFTE 0Dgp=0.2 )o

2. B 0.9% S ARIORIERE 10 5, 10015, 1000 & (BM ODgy=0.2, 0.02,
0.002, 0.0002) o

3. BWRFELPNAFNRAINT, 75 =R 10 uL FHERAY SD/-Leu with AbAT
o

4. 29-30°C 1557 2-3d, MEREGHEABESENNVHBEBUE ADA RE TR EEK
Wi, MMAERSEF.

== AU

4 Y K

L BYEIFNEIFARARES (REEN) , BEREEEMENEER.

2. BRACANFERBIZFRINNAER. IERRE. BES GeRENK) MiE
FoRE,

3. B EENFEER, RAMEERIL ISP N RREE,

B EER

1 —RRBERT pHESBET, BICUE—T pH5.8+0.2 BIFL,

2. SDIEFEA AR AR AEEELETUE, TR T,
3. SDIEFEAEG, AENABELER,

RESEREIL

1 —XRBETFRWND R ER.

2. INRALRAR, RBEJVM R, B PCR EE,.

3. IAHRMERRE, —REERTOE. N5 REDUERE. TFHE. 18
BIOxE- AN ENERE, BT

A EEREI:

1. A UEBRER, BB TER. [RFRIZEHTUET, BRRERERE.
2. AT Z2MEE, BHEHFRERA MBI —REFENO SR

3. IEERTEERE, BRMED SR,

4. WWHRNHBSE, WERPIBHEEE .
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