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PAK1-PBD Agarose (iG1E:Cdc42/Racqs S BilabEER)

I RS P AR (2B
P2437-1ml PAK1-PBD Agarose (i&1ECdc42/Racth & ianE EK) 1ml

FrmmfEs T

> ERRMPAKI-PBD Agarose (JfitECdc42/RacE&HilaiEER), WARPAKI-PBDIEAGHEERL, B—FIEE coliEEHRIBSGST-
tagfill & A\ JRPAKL I PBD &5 25 11 5 23 bt H AR B AR 8 62 (GST  agarose) 45 & ill & BRI F 76 1 Cdc42 FRac 4% & (Active
Cdc42/Rac Pull-down)BiResE iR, AF=MmelA TS, TiEshi N (Pull-down)#iE k7S (Active state)JCdc42Ff1RacE H
(F1FECdc42, Racl, Rac2fiiRac3), BlActive Cdc42/Rac Pull-down, MEMKSIMEMICdc42fRacE HETHIRAS G & EIRES
(Inactive state)JEbfil, EH] A T4H 4 sl 4URIER AR T E IR A Cde42f Rac EE H I E 2 ke,

> AFEREETRAN D X 2 BIE IR A S BB IRACAc42fIRacE AR Z Ho AR TAEFREN E 1R

Tissue or )
cell lysis Incubation

@ Cdc42/Rac-GTP (Active state)

=
Elution I O Cdc42/Rac-GDP (Inactive state)
W

. PAK1-PBD Agarose
b% Other Substances

[E1. A RPAKI-PBD Agarose ((fi:Cdc42/Rac A NaEE) (P2437) ) T/EEE,

» PAKI1 (p2l-activated kinase 1)/&5 Cdc42fIRact BL/E I —FF R~ e 8 H (Effector protein), fEAIEZEIZE), 4UAEMET:
AR EHE T AR EZEH 1], PAKIZKS45MNEHERR, Mt & N60kDa, SH3IMEWE: MIiHIKASCdc42fRack &
X (Active Cdc42/Rac-binding domain), Bl (Auto-inhibitory domain, AID)FIISEREEMIEN, PAK1HPBDEIR
A DR R IR B 45 ST RS I Cdc42fRacE H, EALGHEIRASMNCdc42fiRacEH, FIHPAK1-PBDEAHEHAHTF
KBS IRAS I Cde42fIRacE H, TEARNEARSMIT] PAE I Cde42FRacE H BYHRHIFIE A [2],

> /NGTPHE§(Small GTPase), th#rSmall G-proteins, Ras superfamily, ZHT EZAMESHES, MNGE, J0H0E 2L E4M
RS2 SRR T %, /NGTPERIEIS S ERIKRGTP, £ ¢ W&~ A ‘R IRSZRAER: EIMNAES RIS
R, ZHEFRZHEAE T (Guanine nucleotide-exchange factors, GEFs)ffiBlI/NGTPEHS 45 & HIGDPE B NGTP, /NGTPEL A
GTPi# NI IR (Active state); IUEIRASINGTPESS R ilF N & H (Effector protein)MHEAEH, MR A= HE R 1
MRz ; GTPHHLE & H (GTPase-activating proteins, GAPs)f#{t/NGTPEFSEE & HIGTP/K R AGDP, R E HiRER (Free
phosphate, Pi), ItE/NGTPE§L: & GDP#ENEREKA (Inactive state), MM H L = 1%l % H (Guanine nucleotide
dissociation inhibitors, GDIs){lIfil/NGTPEFR K GDP, HZIGEFsZZIHIE{E S EIXIT B H —HHI1EIR(&2) [3-4].

Small GTPase ) GDP

@ GEFs <— Signal input
Active state
Small GTPase

Cellular
response

E2. /NGTPESTE © W&~ A1 FE T RSZRESRREER,
> /NGTPER(E R ERBEIT 150N RIRR R, 1ERM (Drosophila), FHFEALH(C. elegans), BREEERK(S. cerevisiae). 5E



ERFERERE (S, pombe). Rt (Dictyostelium) FIEY P HES LI T RFIFEIEY . /NGTPREIRIRLEAIFIDIRERL 7> NS DN RIiE Y
%: RasFjk, RhoZjE, RanFjE. RabRIEMArTR R, RhoZRHEARG X7 N8N ERE: RholEFK KR, Raclk Rk, Cdcd2

WA, RhoHW %%, RhoBTBY A, RhoUVIEEIE. Rnd WA EFIRhoDFIE % 1#[5].

> RhoZI}#E(Rho family of GTPases)Z 51 Ti4HffE 2L,

IABIEFIEIL FK), HARhoA, RaclfICdc42it5ii)m NI Z[6].

MM E, AURRERTERE A R RIA, HRTH20 DAL EL,

Subfamily Rho Rac Cdc42 RhoH RhoBTB RhoUV Rnd RhoDF
Subfamily | FHOA ﬁaci CRiC42 RhoBTB1 RhoU Rnd1 Rhob
rlllrler?lber}; RhoB RZE 5 T Ci(g) RhoH | RhoBTB2 (Wrch) Rnd2 RhoFo(Ri 9
RhoC RhoG Rhoj (TCL) RhoBTB3 RhoV (Chp) | Rnd3 (RhoE)

> A= EPull-downi#if kA Cde42fRac 1 B & FIINACR RN R, 055 RAGppNHp (52 HBE e —BEERHE) (E N GTPE YY),
GppNHp2— MR KR GTPRYI 7],

Pull-down with
PAK1-PBD Agarose

Input  GppNHp  GDP

*-

e e—

2TkD

Cdc42
15kD

27kD
Racl

15kD

K3. M RKPAKI-PBD Agarose (i&1ECdc42/RacEi&BifaiEiig) (P2437) Pull-downiiHiRASCdc42fIRac1 A 5 H IRR
H, 100Ul MERS, MALKKENIMM GppNHpsiGDP. 2ug Recombinant Human Cdc42 (Flag-Tag) (P2451)s%
Recombinant Human Racl (Flag-Tag) (P2461)#125ul PAK1-PBD Agarose, B THEEIRAN L, 4°CHBEVNE, FEEL,
Ve, MIA25ul 1X SDS-PAGE LFEZ RIS CHIFAG 7 4f, BeyoGel™ Plus PAGETHlI&(Tris-Gly, 8-20%, 10fL) (P0471)HJk
JEiE T Western#&illl, {#fFlag Tag Mouse Monoclonal Antibody (HRP Conjugated) (AF2855)# &, RIMIELEIA = ] L
SRR A SRR Cde42 (Cde42-GppNHp)FIRacl (Racl-GppNHp), {BEARLZEEH#HEIRAMCdc42 (Cdcd2-GDP)
fiRacl (Racl-GDP), WesternEiER{%(# i Beyolmager™ 600k Z &k KBS R G (EI600) 5K, SEPRes RS 5& A, Rl
ERFNARMEEES, BHREIEESE,

> PAK1-PBD Agarosefi§f#&iki: 50mM HEPES (pH7.4), 150mM NaCl, 5mM MgCls, 0.5% Triton X-100, ImM DTT, 10%
glycerol.

» Lysis Buffer: 50mM Tris (pH7.4), 1% Triton X-100, 0.5% Sodium Deoxycholate, 0.1% SDS, 500mM NaCl, 10mM MgCl.,
10pg/ml Leupeptin, 10ug/ml Aprotinin, 1mM PMSF.

» Wash Buffer: 50mM Tris (pH7.4), 40mM NaCl, 30mM MgCl..

> AFEREEARTNIm], BRTTEARTAL50%, H455290.2mg GST-PAK1-PBDEAEH, RIS Pull-down [ {8
20-50ul PAK1-PBD AgaroseS M kit+5&, A7 & 1mln] FT20-501% < i,

BEFE.
e =t (2ES
P2437-1ml PAK1-PBD Agarose 1ml
= LERE 163
RIFFM:
-80°CIR1E, —FAM, 4°CHR1E, —PMHWNAERL
ARSI

> FI5TJ5-20°CER-80°CIRTF, FRRINIARL, MR IRA. H—IRERRNES 7%,
> AR T LA ZIRIER SN, MIRTIRKSEEGET, M T Rz, MIFRTEEEEN.
> N TIERIZ AR, TEFIR R IR T E R,

IR PR
BRI IR, 155 FE & K Active Cde42 Pull-down and Detection Kit (P2438)kActive Racl Pull-down and Detection
Kit (P2439) 184,
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AF0273 Ras Rabbit Polyclonal Antibody 50ul
AF2794 CDC42 Rabbit Monoclonal Antibody 50ul
AF1168 Ras Rabbit Monoclonal Antibody 50ul
AF7131 HRas Rabbit Polyclonal Antibody 50ul
AF7347 KRAS Rabbit Polyclonal Antibody 50ul
AG2391 KRAS Rabbit Monoclonal Antibody 50ul
AG2394 KRAS Mouse Monoclonal Antibody 50ul
AG3059 Racl Mouse Monoclonal Antibody 50ul
P2061-1ml Rhotekin-RBD Agarose (JfifERho45 & Bifla il GE) 1ml
P2063 Recombinant Human RhoA (Flag-Tag) 10ug/100pug/1mg
P2065 Active Rho Pull-down and Detection Kit 501%/250{%
P2401 Recombinant Human NRas (Flag-Tag) 10pg/100pg/1mg
P2403 Recombinant Human HRas (His-Tag) 10pg/100pg/1mg
P2405 Recombinant Human KRas4A (His-Tag) 10pg/100pg/1mg
P2407 Recombinant Human KRas4B (His-Tag) 10pg/100pg/1mg
P2409 Recombinant Human KRas4B (G12C, His-Tag) 10pg/100pg/1mg
P2411 Recombinant Human KRas4B (G12D, His-Tag) 10pg/100pg/1mg
P2413 Recombinant Human KRas4B (G12V, His-Tag) 10pg/100pg/1mg
P2415 Recombinant Human KRas4B (G13D, His-Tag) 10pg/100pg/1mg
P2417 Recombinant Human KRas4B (G13S, His-Tag) 10pg/100pg/1mg
P2419 Recombinant Human KRas4B (Q61H, His-Tag) 10ug/100pg/1mg
P2451 Recombinant Human Cdc42 (Flag-Tag) 10pg/100pg/1mg
P2453 Recombinant Human Cdc42 (Q61L, Flag-Tag) 10pg/100pg/1mg
P2455 Recombinant Human Cdc42 (G12V, Flag-Tag) 10ug/100pug/1mg
P2461 Recombinant Human Racl (Flag-Tag) 10ug/100pug/1mg
P2463 Recombinant Human Racl (Q61L, Flag-Tag) 10ug/100pug/1mg
P2465 Recombinant Human Racl (T17N, Flag-Tag) 10ug/100pug/1mg
P2469 Recombinant Human Rac? (Flag-Tag) 10ug/100pug/1mg
P2431-1ml Rafl-RBD Agarose (&1 Ras& & BiREhE EHK) 1ml
P2433 Active Ras Pull-down and Detection Kit 501%/250{%
P2437-1ml PAK1-PBD Agarose (i%1:Cdc42/Racs & BiahE 5K) 1ml
P2438 Active Cdc42 Pull-down and Detection Kit 501%/250{%
P2439 Active Racl Pull-down and Detection Kit 501%/250{%
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