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01 GST-human Pak1-RBD 1.2mL -80°C

02 Anti-Cdc42 Antibody 60uL -20°C

03 Glutathione Resin 0.6 mL 4°C

04 GDP (100X) 10uL -80°C / -20°C

05 GTPYS (100X) 10pL -80°C /-20°C

06 2X SDS Sample Buffer 0.3mL 4°C

07 1X Lysis/Binding/Wash 20 mL 4°C

Buffer
08 Spin Cups 6 =R
09 Collection Tubes 181 =&

AR AERIRIEIERAE N 50% BEAR, EANERDRIEES, BRIRIEENERE.



Fﬂﬁﬁ/Product Description

AAFIZ RN Cdcd2 /) GTP BEEM K FMERTIR, BF GST-Pakl-PBD 57EFKE! Cdc42-GTP BI4F
FHESFREXMBEMELDN pull-down E&, BEEEE Cdc42 AT Western blot 1, [EET1E#
GTPyS (FRM4X1ER) #1 GDP (FAMXIER) #%EER, RIAIMEEIEN / KIE Cdcd2 XWRIFmM, KINRIEREE.
SZRGRMSEES M.

Cdc42/NGTPEE (£922kDa) RHAMESESHMXE I FHX, SCTPEESNAEFURS
(Cdc42-GTP) , A EI E R A B RARMERE R, BUEErE#H AN E SR SR LR 00 B R,
BESE&EZEEWEX, TEEHE RacEH, FLRABEMRESHRNEREERXREK; 5 GDP LA&HAK
JEIRZ (Cdc42-GDP), TEMZFEM. ANiXFIE B GST-Pakl-PBD AIFFRMIRANHLEE AL MR R
REFYMHEENLE Cdc42-GTP, B AW HIREERENEENZMNRMEBREMNARRBEFIIE, BE
Western blot T2+, LI Cdcd2 JEHKFRIEED -

;i*ﬂgﬁﬁechnology mapping

OEZAEE: BEEBEINHIFIA Lysis/Binding/Wash Buffer {bENGEE / S 400, 1IRENSHMERMER;
QFIMZEBRRNIE (A]3%) : A GTPYS/GDP 2 3IAMERERRK, HI&IEM / 5<0E Cdcd2 PEIE / BEMESTER,;
GIFfEEME T S HIKIRISENEESEZ PRIEEATE, SRREREMR,;

@FMELEET Cdcd2: ¥ GST-human Pakl1-RBD. SRR S FAEHIRISHENIEEMNE, M “Rig
¥ERIAE - ABEERL - GST-human Pakl1-RBD-Cdc42-GTP” E484Y), HEEBIEREUHESER;
®E&Y%A: A SDS Sample Buffer itz EEM S S SMNERE &Y;

©®Western blot &30 £& SDS-PAGE BBk, &5, A Cdcd2 —#1# HRP #ric ZHu#H T RZERRN, @itk
RERINERR, P Cdcd2 SEHKFE,

EFH iﬁ*i/ Procedure

1. ik I8

(DLysis/Binding/Wash Buffer: ERsIINANZEHEEINGIF, IECIAE;

22X SDS Sample Buffer: 3% 1:20 AFRLLINN B- SiEZE2 (Fh0 DTT ZLIRE 200mM) , TECILA;
(®GST-human Pakl-RBD: 7k LR, MLBIDEARRAE, HEEKE -80°CHRE, BERERA,
@GTPYS/GDP: BEXRfERANDE, BRREFRRA, FEARKLERER.

2. AR

(1) MLEEZAAE

ONOIRFARIERR, FATULH TBS BRELRAM 18,

@3 75cm? 2 FF #R 0 0.5-1.0mL Lysis/Binding/Wash Buffer. 100mm % # [ (80-90% & & FE) N
0.3-0.5mL Lysis/Binding/Wash Buffer BYLbFIIINFRRM R SR HiR ;

CRAEIRIERAE, %EE 1.5mLEP B, BERIEEIAMES Smin;

@4°C. 16000 g &E0r 15min, ¥ L& (2HRRBER) BEEENE, KLEFRF

(2) BFHM

(WEX 75cm? 7RV EFRE (49 1-2X 1077 1Y), 100g B0 5min INELRRE, A 10mL U4 TBS ER;
@100 g By 5min, VUIREE TBS;

GR4ARETUEFRIIAN 0.5-1.0mL FisbBEHI Lysis/Binding/Wash Buffer, 0 &E&;

@EBZE 1.5mLEP &, 7AMKES Smin;

®4°C. 16000 g &Er 15min, ¥ L& (RHARRBER) BEBENRE, KLEFRF
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3. 1K4b GTPYS/GDP Q02 (7], HIE3IHEHER)

OXRFBATFRIFSRAREME, SHMEFER 500ug AREMNER, RIFWOT:

@BY 500uL ZUAB%, AN 10uL 0.5M EDTA (pH8.0), £&RE 10mM, REEES;

@M 5uL 100X GTPYS (ZKE 0.1mM, BEM4EXTER) 3¢ 5uL 100X GDP (ZKE 1mM, BAMESTER) , RIEES,
@30°CIEREE 15min, RS8R,

GIEMEFREF AL, N 32uL IMMgClz (BRKRE 60mM) , SRIEESLRIERN, K EERB.

4. ;&b Cdca2 WEMESE (FRAEMEMAEE)

OBV E4RAMRER, FABCAR 660nm EREERXFEBNEEARE, HRIERK LR,

QAT MERER 1 IMBLE, BETWREED;

o RIERES M EHKIRIERENAE, RSB OEFIMA 100uL 50% IRAETERAS R 2R, 6000g B
10-30s, F_LiA;

@A 400uL 1X Lysis/Binding/Wash Buffer, 22 EE R OEHUR, 6000g &y 10-30s, F L&, FEKIR
EVE S 1

GRFEERIZIEFEMETIIN 20ug GST-human Pakl-RBD Ri&EH, BIEES;

®©IZEIMNNEZ T00uL AR (EED 500ug &R, HEARIMMEENNRERBREMNN), E8E

EHRIEES;

ORFOBREZHBEEEZ HLEBRPERFISERKR , BXRIERES,;

@4°CIERRZIENS 1h, FIREREME. MEER5EWN Cdcd2 RRES;

(96000g & 10-30s, FLEE;

OERIOE, FBEOEESENNKEEDR;

NN 400uL 1X Lysis/Binding/Wash Buffer, BB /L& 37k, 6000g &0 10-30s, FAFK; EERF
SRR, HFEHE3IR;

QEBELERBEHRNWREES, A 50uL 2X SDS Sample Buffer, SRIEEAREEME 2min;

®36000 g B 2min, FEIREEREMEENELE, WEARR (B7FK Cd2ZEREEY);

@R 3ERtA& 95-100°CHN#R Smin, AIIZBI#4T SDS-PAGE Bk, I - 20°CIRE&EF;

B SFLMAED 25uL HBiER (12% BRRGHZER D BHRRE) .

5.Western blot &7

RS BRUFEEAEY (SuperSignal West Pico) ik, 2R 5MHE, RIFWNT:
OB E RS ZE A Marker #17 SDS-PAGE B3k, EREEEAESE PVDF f&;

@& 3% BSA B TBS B Ak =REFME 2h (BILFERABETNMEE, *EZERMK Cdcd2E3);
(A 0.05% Tween-20 B TBS (TBST) Hi&RE 5min, FHER;

@EHI—I TR : 10mL & 3% BSA B9 TBST AN 60uL Cdcd2 —#1, 79RA);
OBERA—RIERT, 4°CEBER;

©F TBST H&fE 5%, B8R 5min, O REREE—IN;

@F & — 51 T E&: 10mL & 5% % A 90 %) A9 TBST &1 i A HRP AR 38 WL E /) B 1gG, B B L 5l 1
1:20000-1:100000;

@REBNZIRITIERTR, =EES 1h;

QR TBST &R 5%, 8RR 5min, BAREREEZN;

ORFEENUFEEARYR, EREFSHE,

WIZENAMGNEN, Cdcd2 BIREH 9 FEL 24kDa,

’;I'%slﬁ/Notes
1. KRR TFE L ARNRIEHATE, FAEETIRKIZEIET, FAEETERIAM, FEERTEERE
EA;
EIWMHAT



2. ATENREMER, BEFELERAB—RMEFERF

3. A IRIRAEKEN AR RS SE A BE RSk, BLEAN IR M FEIR KR BEE B IRR 5

4.Cdc42-GTP Z7Kkf#H Cdc42-GDP, BINfERMEHEHRMRIHITE, R KT ENESBUEHE Cdc42
320

5.GST-Pakl1-PBD %5 - 20°CIRTF, 7K LREARRILEI DS, REMNDERA - 80°CKARE, MRERLSSENE
6. BBt H A IRAERENBE D 50% BRAR, & 0.05% BRI IENBER, 4°CIREFRNE, BRIARL, AL
R RIERS;

7. —MIERPMANZRUMEEENE, BRIERFRIMDG, BRI RIER;

8. FIE R ARIFIRERMEE, SEABINGFNEPRINEINA, BRKIERESBINHTILRL;

9. KB LBREFFMEKLE FRHEEBEERES), BAOEAMRMEM Cdcd2-GTP KiE; BIOMRIEIAN 4°CFULE
o, BREEASHZMEREN;

10. ZHHRLLAIFTH(IZH, I52SHERRS, TRAIELES, BIERELIZ 1:50000-1:100000 45
Efito




