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GST Pull-Down Kit
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ARG G GST ARZE Al I K =i A58 i GST Frz il & 8 RS pull-down SESG . S AT S0RE H bndi K]
HENHAT GST WM RIE A+, AR EHRIED GSTREE . MM GST FrZzaifb Wi 5 GST 45
ZfaEspAE, gt GST RGN, HSMARREIN T, FEA 10 TR 5 F R RT 4R B 1o 20 25

BA&A S

P e 20T Bk 40T FkE fili f7 261
@ GST & 4litb i fig 950 uL 1.9mL A4°C, 14
@ PR 24 mL 48 mL 4C, 14
©) PR 70 mL 140 mL 4°C, 14
) VeI 2 1.1 mL 2.2mL 4C, 14
® B 1 B i 75 600 pL 1.2mL 20C, 14
® 10 mL 205 14 14 —
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1. H&RN: FiE GST-HEHEAKKIITE (ALl GST-HHEEN) « RI&E GST FHMAM KIFE (2l
1K) GST & H) . PBS.
2. FimAES: RIEEOHL. TRAI. A IR
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THI) T W W URBURIZURIER I, X Sesf o T 3O IR SR AR T PEARES & R8T .
ORAEA 35 50 70 A, T 7 A8 P B E o S SR L A ol R ARG VR S0 4 Ml

SZI6 HI 75 EESe i western blot SEIGHE GST BlA 8 I AAF I BLAE R A2 5 il VA Rk
FEWCIOR TG HT 15 R A A SR AT BT 45 1~2mm.

WY A B O P BR T AR 2 A T 44, B0l B2 KT 5000 X g AT BE 2 5 BRI 58 B2 AN P8 IR X
Vel gz ppiB s, ARG~ b &4 GST G A A HEAMEEA.

S PR AR il B A B N (RO T AR e A R, ATRE RN R BB '

N TSR RERE, 155 LI ROT 8 T B R .
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1.

GST-HHEEEM GST HEH&

(1) WMEFESRETHEN GST-FHHE A GST EHM KB EER, 4°C 5000 g 20 5min, WHEKZ) 50 uL

(LSRGE

(2) WA 1 mL FiiA ) PBS, WHTVA], 4°C 5000 g #5.0 5 min, 7 [if;
(3) EE B HAEWIK, LER =K, KRBT,
(@) BFREAE TUK b, BRI 500 uL HA QMM . 5 uL @& ABHDHIF (% 19%FH ) , W7

TR, UK S R A I R AT T

(5) 4 °C 12000 g &-0» 15 min, U LIEZEFIE.0E H, I 30 L /Ek bait-input, %43 T pull-down 5256,

BT UK E& - 80°CIRAF -

*ER: WRCEA AR GST-IFHEBRM GST A, Mk kAR,

2.

R EBH %

(1) FRIFEA S 94200 R J5 iR A AL FE

FEASRR | MEAE/A e VIRES

Sh4m i 1x107 ~ 2x107 4> | ¥ PBS JE 3k 2~3 &, £HK 4°C 500 g &0 5 min WETTTE, REWTHE

BNH R 100~200 mg

% PBS BRI YET 9, MU KBRMBSERR Sy, WA,
BMAREBR KB EOE T

EMHLH 200~300 mg TFERAFAIFVE TS, R HE, BEERRETIR BHEOE+

JEAZ IR | 50 uL EAARUTIE | ¥4 PBS ik 2~3 ¥k, AKX 4 °C 5000 g &0 5 min WEVTE, REWTHIA

(2) KRR B TIK L, M4UmA 300~500 pL Fi 1 Q 2« 3~5 yL &) & A EEHHIF G 1%

AT ST 5

(3) UKL P B 2 VR ARV i
(4) 4°C 12000 g &-t» 15 min, Wbk EiE A58 E 0 b B30 uL /E 2 prey-input, %R T pull-down L5,

BT UK BRI - 80°CIRAF -
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PR i LI RON LT R —RE, AT DLSG AR, HL5E input 5 BT A R
i, PR AESE TR CAWURVEN) | 7T DLN I B rh SR B e 7 2% P Ak SR . R A PRI A
MR AR, PHRE AR . HESR, AR ERIDES RET 5 pg/ul, MR 2-3 mg.
i, 01 R Ao LR 2R 1R RS, SRS A I A 2 Bess, T AR RE AL, [R5 E ) 8 R
AP R, R0 B P KRB B RN 213, AR KT DA AR B 009

3. ERBHER

N T B RS R R 1 AR, T S R A N AR (R B (B)10 mL BV, N SEIG AA N R 4
BITFER 6.8 mL QEpE. 34 uL Q) EABHIFIF (% 0.5%FRMND . WEHE, K EEE, WRIH. Wk
BZAMNAK, BRI HERE .

4. GST-HEEZERLAN

(1) B QGST A fb i g B FIR A, SZIG AN IR & B 45 uL QOB I 25T (1 3 0 o

(2) FAMA 200 pLFEHHR CEFR 3 #E#) , EfER2) 30 ¥k, 500 g B5.0» 5 min, 3 Li&;

(3) HE FIPHRIE—IK:

(4) [FSELRZAR TR IR L GST-UEHH H R 2R CRER 1148 ) =L 20 pug 2E40 47 1) GST-#1H&E
[, o AR S s NN R IE GST ik i KA 243 CBIR 14 50 20 ug 4itbiri GST &1,
BORSIMX L 4 CHEE 1~2 h;

(5) 4 °C 500 g &> 5 min, # I;

(6) BRI 500 pL IEdeilR CGPBR 3 E#s) . AUEINR) 30 ¥k, 4 °C 5009 &> 5 min, F& Lif:

(7) =EE P ERAERRK, LER=R B4 r) GST-IHHEAR .

5. GST pull-down

(@) PR RR AR IREAZRR CEIR 2614 , BORSMX E=RFE 3h sl 4 CIRENK:

(2) 4°C 500 g B> 5min, # 1iE;

(3) H4LINA 500 pL sl CGPYR 3 ) , WifHIES) 30 /X, 4 °C 5009 #.0» 5 min, F bi:

(4) HE FDEBEAENIR, FER=IRG

(5) 4NN 50 L @ VL Zern, WiEEY 20s, HURAMX EEEBEH 15 min;

(6) WnliEEH 20s, 4 °C 12000 g &0 5 min, W& LIS EFH B LE T, - 80°CLRAE, BB T western-

blot. SDS-PAGE 5} i S5 .

*VER: 0 VRGN DLARA BN, MR ARt mT AR A R 1 1 R A IR 55

ii. G SRPEWCRAK, TTLLE i SDS- PAGE A e B s 305 I I BLHE A 50 pyL 1 X SDS-PAGE |-
PEZ bl 3 min, 12000 g B0 30's, Wedk & CRIREG=4D) EHIEOE ;s iZseli =yl LU T
SDS-PAGE &k Western-blot 525, 1R EHEAT BTk seity, WY % FIAFE

iii. Pull-down ffi 3K 25 (&% /b, SDS-PAGE U MR YL th, Y b BB EIT.
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(1) FE: 30min (ZF: ZF: K=4: 1. 5HERL ;

(2) #it: 30 min (ZFR¥Y 10.2 g, THRACHREREN 0.471 g, 4FEFE 45 mL, fn/KZE 150 mL) ;

(3) /K¥e: 4k, BHX 10 min;

(4) Y% 30 min (ASERER 0.375 9, MNZKZE 150 mL)

(5) K¥e: 2K, ik 40s;

(6) Bft: BRELKWIER (BREMN 3.759, 60 uL HEE, I/kE 150 mL) ;
(7) #&1k: 5min (Na2EDTA 2.19 g, JI7K%E 150 mL) &
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) L R
1 T fi 5 s 5
A GST MAlE Y | EERKM AL S 2 L) 2R 17
A GST ALK FIES SRR | EHTHIEF
R A0 SRR
FEGEL AT
B FTM 54 AR TR (i 4 CHF TSR0
SRR LRI
TRRLEIEAL | AR 4 1 R L
AEALRSEVIN BN LA 50-350 mM NaCl
(e

SEIG HAR: RFEA B EEA SEME A 2B A MEIER-.
(1) SEE64H. GST-iFHEN (GST-bait) SAFMFEAEAMH

(2) X4 GST & A5 IFEAEEIH .
Input Pull down
GST + - £ _
GST-Bait + R
Prey + + + g
- —
WB: anti-GST
L==--1 pre—
WB: anti-prey - Pr—
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