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GST Pull-Down Kit
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HENHAT GST WM R RIE A+, AR EHRIED GSTRGE . MM GST Frraifb Wi 5 GST 45
ZaEspAE, gt GST RGN, HSMARREIN T, FEA 10 TR 5 F BRI B 1 20 25

BA&A S

9T ZHR 20T #its 40T kg i A7 261
@ GST br&4lifh i i 950 uL 1.9mL 4°C, 14
@ PR 24 mL 48 mL 4C, 14
® B 70 mL 140 mL 4°C, 14
@ o iR 1.1mL 2.2mL 4C, 14
® B 1 B i 75 600 pL 1.2mL 20C, 14
® 10 mL &0 14 14 —
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THI) T W W URBURIZURIER I, X Sesf o T 3O IR SR AR T PEARES & R8T .
ORAEA G35 50 70 A, T 7 A8 P BE e S SR L A ol ARG VR S A 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.
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1. GST-BHEEAH%

(1) B 0UEE B SRIA v I VR AR 1 0 K AT B B AR DTE 20 50 s

(2) A 1 mL T PBS, PRATIES), 4°C 5000 g £5+0> 5 min, 3 EiF;

(3) HE EBAEM K, HEFER=,

(4) HREARE T UK L, BRI 500 pL #iA Q2R K. 5 uL & AREHIR (% 1%3 ) , k4T
TRAT, UK S R A T T AR T «

(5) 4 °C 12000 g &5.0» 15 min, UEE FiEZEHEOE H, L 30 pL /N bait-input, s T pull-down 5256,
B TUK & FHE- 80°CLRAF .

2. FNEASE
(1) FRIFEA S 4200 R J5 iR A AL FE

FEARA | AR/ BEV RS

k7] 1x107 ~ 2x107 > | ¥ PBS ¥k 2~3 &, £HK 4°C 500 g 250 5 min WEITTE, REWTBE

¥ PBS BB ERKIE VT4, MR KBRS, R, HHER

AR 100~200 mg o
K 2 T4 38T B0

AL 200~300 mg ToR ARGV T%, MBI OB, R R E R KR A L8

JAtZRIEW | 50 uL BAARUTIE | ¥ PBS #E 2~3 7, AR 4 'C 5000 g &0 5 min WEDTIE, REWR K

(2) KREAE EF UK L, B4 300~500 pL Wi 1 QZELZ . 3~5 uL & & ARSI F (i 1%7 )
WRFTIRE] o

(3) a. ANWAML: N TR AR, HIFUK R B AN . W R TCEE A Sk, T LUK 2 30 min, (7]

BB A s

b. SR MM FERERIB R UK 75 i 2 e ANV

(4) 4 °C 12000 g &0 15 min, Y4E BiE 2B E0E F; B 30 pL {EA prey-input, s AT pull-down 5256,
BT UK E& HEL- 80°CIRAF .

YRR 0L WURSCER A B BT AR — R, AT DA e — AR AR, IS input JE TP A .
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i, SREA A E AR YRR AT DU IS AR ool 36 R 7 4% P Ak S AR o S e DRI AR
FE AR AT, NIRRT RE &M &M WIEAK, FEAREIREEE AT 5 yg/ul, S84 2~3 mg.
i, WERFEA T BFRE A F RS, S SRS G585, AT LB INVIaaAEAS &, (5] 45 L A7) 384 in 2 gk 2 i F
REAIAR0 FEA (LR 3 AR R SR B0 OB A 213, MR AT LSRR B 0
3. BUEWBES
NT BiE S R R A R R, T A e A N R . BUH (@10 mL B0, NSz 2H A R 4
BTN 6.8 mL (EVE . 34 uL Q) FEABHIHIF (3% 0.5%FND , BAHE, KA, EIH. Wk
HZEAMNAE, EHRESCEHERE .

4. GST-HEHEAAN

(1) H@OGST WLkt B ENRE S, R4LEL 45 uL OB R M B O

(2) BRI 200 pL Gl CUEE 3 #E) , HifEJE2S) 30 X, 500 g &0 5 min, 7 id;

(3) HE LD —IX;

(@) R AR INNGR L GST-FIHE 8 GST S #A M KA MR CPIR 1HI%) , BURAMN L 4 CHH
1~2 h;

(5) 4 °C 500 g &> 5 min, # I;

(6) HEZHINA 500 uLVEHei CLYR 3 #E#) , MifE1VE%5) 30 ¥k, 4 C 5009 &0 5 min, 3 [i&:

(7) EE FPEBEMR, HLER =X, #3201 GST-HHE AR .

5. GST pull-down

(1) 1\ BRI IR AR CPIR 2 %) , BURSMX EEEME 3h 84 CHEIR:

(2) 4°C 500 g B> 5min, # 1iF;

(3) FEZHIN 500 L e CLER 3#E%) , WiENRA) 30 X, 4 °C 5009 #5.0» 5 min, 7 Lif:

(4) B=EE FBEBEBENR, HER=0G

(5) F4LINA 50 uL @ e Zmw, e 20 s, JORAML L S=IEDEHE 15 min;

(6) WliEE% 20s, 4 °C 12000 g &0 5 min, Y& BIEEHELE S, - 80CLRTE, BEEHM T western-

blot. SDS-PAGE 5lJfi il 55 .

L e AT AMEZS S, MEGR A At v LB AR 1 A T R 55

ii. PSR IR RN E SR, IR PBORAR, WTLAE e SDS- PAGE FFEZZMRVENIL: WARE B 20 uL
1X SDS-PAGE _FEZEpi & 3 min, 12000 g B0 30 s, Y B (RIEEG=Y) B0,
FEHIRI LA T SDS-PAGE B¢ Western-blot 525, a5 75 Z AT Bk se s, VIR 5% Ja 1

iii. Pull-down i3k 25 (&% /b, SDS-PAGE UMY th, Y b BB EITF .
1) [5E: 30 min (ZEE: ZB: K=4: 1. 5#HHH)
(2) #ufk: 30 min (L/RH4 10.2 g, BifCHIERSN 0.471 g, LBF 45 mL, Jn/KZE 150 mL)
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(3) /K¥k: 4k, HX 10 min;

(4) #¥%: 30 min (FYER#R 0.3759, MI/K&E 150 mL)

(5) K¥E: 2k, FIK40s;

(6) fWfh: WEELWIEHE (WKW 459, 72 L FEE, /K= 180 mL) ;
(7) #1k: 5min (Na2EDTA2.19¢g, fM/K#%E 150 mL) .

I R AR R
i) /25t A]RE SR A IS
R GST BAEX | EANFE SRR LN A2 B P AR F B 1) 55
HEK GST HEABFALELE ST | EHREA
FEAR B A REFEAHE
RIS E S =10 ]
0% 7 B[R] AN FEKIEF A (i 4CHE LR
T I B 1) AT VK
R REENEAZ | ERRRMRNEASESEME L B ~
TE R 22 I BRUR e B 22 R o in N 50-350 mM NaCl

EEE S

S EL bR R o 0 V5 25 11 5 B 2 12 0 R4 AR T
(1) B4l GST-HIEEL (GST-bait) L5 HIIREAE (19 7

(2) *HIEAL: GST & A S H I REAE AR .

Input Pull down
GST + - + -
GST-Bait = + = +
Prey + + + +
—" —
WB: anti-GST
sy, -
WB: anti-prey —— B pr—
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