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Active Racl Pull-down and Detection Kit
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P2439S Active Racl Pull-down and Detection Kit 50ik
FrmmfEs T
» HExnRMActive Racl Pull-down and Detection Kit, tHfRiGHERaclyiiE SIAAIE, B2—MERHE. SSHVHATEERH

U A SRR P ISR (Active state) RaclZEHMNAFE ., RIAFIEETPAKL-PBD Agarose (IE1ERacl&h& Bila il GEe) e
S & UTTE (Pull-down) BUE RS Rac1 & H, i) TWesternhU”'JRaclsa HEEEKE(E L),

Tissue or |
cell lysis Incubation

)=

@-(((9

@ Racl-GTP (Active state)
O Rac1-GDP (Inactive state)

. PAK1-PBD Agarose
ﬁ Other Substances

K 1. #-xKActive Racl Pull-down and Detection Kit (P2439)fPull-down T1EJR¥ERE, Vel =¥ /Gs:n] LT Westernfs:
s

PAK1 (p21-activated kinase 1)5&5Cdc42FIRactH EAEFHN—F R FRN & H (Effector protein), 7EAMIERIZE). AT
FOLH AL R T R E R (1], PAK12KS45 MR, it/ TR HN60kDa, SH3IMEWE: IHIKRACdc42fRack &
[X (Active Cdc42/Rac-binding domain), Hilifl&5#5(Auto-inhibitory domain, AID)FIEEES5IR, PAK1IPBDEs IR AT
DURE RGBSR RS Cded2fIRacE H, HAGEFHEIRASINCdc42fIRacEH, FIHPAK1-PBDEARE HAIH T
MRHTEIRASHICdc42fIRacE H, fERMNEARIMILAT PAYE I Cd 421 RacEE H NI A 2],

/NGTPE§(Small GTPase), t#iSmall G-proteins, Ras superfamily, 2V EZMMGEEHS. MIENHE,. g 3EAmM
RIS RN 2 TP 5%, /NGTPEREI S S5 FI/KMEGTP, £ © W& W f1 ° ‘BR IREZRER: EINAEES ]
R, SHIRHE T (Guanine nucleotide-exchange factors, GEFs)ifBI/NGTPEEK 45 & IGDPE#NGTP, /NGTPHEFL: &
GTPi# NIIHIRZS (Active state); BUGIRASH/NGTPESS NN B H (Effector protein)fH B/ER, M4 ifLE 4= AE R
iR ; GTPHEHIE & H (GTPase-activating proteins, GAPs)f#{t/NGTPESS & FIGTP/K R AIGDP, H R E HikIREE (Free
phosphate, Pi), BE/NGTPEESE & GDPHEAFE EIRZS (Inactive state), IS BR AR 5 9111 & H (Guanine nucleotide
dissociation inhibitors, GDIs)il#l/NGTPEFREGDP, HZIGEFs ZHII{E 5 TR ITEH — L IEIR(E2) [3-4],

SmaII GTPase GDP

Pi
GEFs <— Signal input
H,0

Active state

Elution\

SmaII GTPase

Effector protein

Cellular
response

E2. /NGTPEETE “ “BUE M1 ° R RS ZREPR AR,

> INGTPEREALRHELIBIS 150N RIEN R, ERWE(Drosophila). FHMEFFLH(C. elegans). BRIEEEH(S. cerevisiae). 3E
HRTERERE(S. pombe). Fitd (Dictyostelium) MtEYHHER LI T RFIIFRTEY . /NGTPEEIRIEEIF T RERL 73 N5 MRS



>

%: RasFjk. RhoZjE, RanFjE. RabRIEMArTR R, RhoZRHEARG X7 N8N ERE: RholEFK KR, Raclk R, Cdcd2

WA, RhoHW %%, RhoBTBY A, RhoUVIEAIE. Rnd WK EEFIRhoDFIE % 1#[5].

RhoZj#&(Rho family of GTPases)Z 5 TAMMERAL. MM, AEIEEMERERRIE, HalBE20 MR, #
DN FIE( FFR), HARhoA, RaclfICdca2ifF5 i N iz[6],
Subfamily Rho Rac Cdc42 RhoH RhoBTB RhoUV Rnd RhoDF
Subfamily | FHOA ﬁaci CRiC42 RhoBTB1 RhoU Rnd1 Rhob
Illlleriber}; RhoB RiES (Tci(og) RhoH | RhoBTB2 (Wrch) Rnd2 RhoF()(Rif)
RhoC RhoG Rhoj (TCL) RhoBTB3 | RhoV (Chp) | Rnd3 (RhoE)

ARG EAETINIH/ 3TN IR ETE RS RacLE HRIRER W3, L3 RAGppNHp (2 HELE I R ) (A GTPE Y,
GppNHp/E—HM R KR GTPZRAI[ 7],
Pull-down with
PAK1-PBD Agarose

Control Input GppNHp GDP  —

1 2 3 4 5

K 3. #Ex=KActive Racl Pull-down and Detection Kit (P2439)F FA&MINIH/3T 34N TR IR &S Rac1 & HARUER A,
NIH/3T340 MU 3 BN AN LR EE 2 1mM GppNHp sk GDPffiRacl & FH4b T #7E R4S (Active state) 2K 4 (Inactive
state), BEEMIAS0u] PAK1-PBD Agarose, BTFIeHIESIN L, 4°CIHEUNY, FEEEL. JEE, EIMASKEEAIMIX SDS-
PAGEZE [ FREBI(SX, ToThK) (P0286) 95°CHIFAS /4, ZiBeyoGel™ Elite PAGEfIMk(Bis-Tris, 12%, 107L) (P0S49)H.
VG4 TWestern Blotkillll, f#fiRacl Mouse Monoclonal Antibody (AG3059)## & . WesternElizik (%% fiBeyolmager™
6001k22 & FEmki % 745 (E1600) 52K, Control’20ng Recombinant Human Racl (Jki&1), InputyNIH/3T340AZ MR (VK&
2)o ARRFNF IR R ML & I Pull-down i IR M Racl & H (Racl-GppNHp) (JkiE3), EHALE# EIKEMRaclEH
(Rac1-GDP) (Jki&4), * - SANIH/3T3HMIRAGFAERTE IR Rac1E A (VkIES), EIRERSN LI LI, BINEEEFRNA
FmFEER, BHERES%,

PAK1-PBD Agarosefififéififi: 50mM HEPES (pH7.4), 150mM NaCl, 5mM MgClz, 0.5% Triton X-100, ImM DTT, 10%
glycerol.

27
Racl

15

> TR EIREF20ul PAK1-PBD Agaroseif 8, AR7= 5/ VLSS AT F50/R L5,
BRFE:
IR s I AR (2B
P2439S-1 PAK1-PBD Agarose 1ml
P2439S-2 Recombinant Human Racl (10ng/ul) 100ul
P2439S-3 Racl Mouse Monoclonal Antibody (1000X) 20ul
P2439S-4 GppNHp (100X) 204l
P2439S-5 GDP (100X) 20ul
P2439S-6 Cell Lysis Buffer 50ml
P2439S-7 Wash Buffer 50ml
P2439S-8 100mM EDTA (pHS.0) 200ul
P2439S-9 500mM MgCl. (100X) 1ml
P2439S-10 Protease Inhibitor Cocktail (100X) 400ul
— LR 143
REFH:
-80°CIRTE, —1FEEM, FRPAK1-PBD Agarosedt, -20°CHRTE, —FAM,
AREI
> PAKI1-PBD Agarose®|t5/5#ifE-80°CHR 7, RAIPIIRERN, BRI E AR, H—REHAREY 5, HREGHIR PL-20°CHRZ,

>

>
>
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AT B R FR B R 8 F 20l 5k 50u] PAK1-PBD AgaroseRiE., X4 I RE=EPAKI-PBD Agarosely, HEIAFIH
AT R A% L TR,

AR T WA RNBERAE, MERTIRKEHEIET, MEAT RS, MEIFERTEEEEN,

N T I Z 2FERE, B RERR AT — R TFERIE,
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fERRA:
1. IR,

a. IR AR IBCH, 18 4550-100 77 403 FI 100-200 L & $0HI I AR, FC I & i SRR, 4 Cell Lysis
Buffer5500mM MgClz (100X)FlProtease Inhibitor Cocktail (100X)#%#898: 1: 11 LLBIRE S, HIan7E980ulH Lysis Buffer
A 10ul 500mM MgCl, (100X)F110ul Protease Inhibitor Cocktail (100X), HEIfS1ml& #7124 (Cell Lysis
Buffer with Protease Inhibitor Cocktail), ECHill4sH S 172 E kit s4°C,

H: SIHIFIEAEREBANE, RNERGEREHBIEGSRMH, REFRBTRESE R RNTTE~ 4, WRERHKREXR,

AL BZRNEELMEOR. BREBME B EMNHEHAIEEY : https://www.beyotime.com/support/lysis-

inhibitor cocktail.htm,

b. 1X TBSHALH], HTHEEF25RaclEHS5GTPHIGDPINE S, A A MIRIRIIZ TR (AIPBS) 24 BT T /KRR EE
5 42Pull-down s, HEMHAEARRTBS (10X) (ST661), HERBEERRMTIL, FBAi/ETBSHREE1XEM, #laniE
1ml TBS (10X) /0 ASmlfEaizk, BA5EHI91X TBS,

c. PAK1-PBD AgaroseftJifiifit, BT PAKI-PBD AgaroseffZ(ERIFHE, FT DARRZEAEIIARESHTIE 4 Tk
(a) BEEZPAKL-PBD Agarose, RETERINSIN BRI, %@ 5200 4 sk 4H R R AN A\ 20 iR 5355719

BRI, BUGRPAKL-PBD AgaroseZE—{f B 0EH, IR0 BERGE N A£7100-180ul Cell Lysis Buffer
FIEERI, fACell Lysis Bufferi#f T,
T B A RFLARIR Sk (0 A 35 135 30 0 e Sk ) I BR RS B0, BT BT U1 7 % B B 443

(b) BFEBZPAKI-PBD Agarose, 6000X gfE4°CEIL30FD, /INLERREVE, AEREER, EE ERGE=IX,

(c) #RIBYIAM B EHIRIIATR, FCell Lysis Buffer&£&PAK1-PBD Agarose,

d. SDS-PAGE Sample Loading Buffer (1X)[EEHl, ##% B # i FHSDS-PAGE®E H_EAEZ M (1X) (P00154), sK&E&ESDS-
PAGE&EH AR (P0015/P0015B/P0015F/PO015L) H 4t /K Fike 21X 5 FEE A,

2. AifsRAH SR SRR

L HERFREE S BN TPull-down, ISRARESZRIATIGEUNRE, MMM EE, AREEFRG-80°CIHEE, BIRE

TRR,

H2: ZFEFIPull-down SIS FEH T ZIMRIERE AE VKA S4°CHRE, DUR RV E H MR RTRENE,

3 FEEETE, BR—EBENInput, HFESMWesternkail,

¥4 Hpet MO EREEYR, TERNERADNAE, BOEXFAETEY.

S AN R A B S S AT T2 BN AL S T AR,

a. RIFHMMFESZYRMAES, 250 X gZ= R ELOS PR 40/, FI4°CTIRHIIX TBSUEE—IR, REWEFTREIRK, B
vortexs{ & i i i IR & 0 0T, 1ZR&50-1007 AR LB A 100-200ul 4°CHIA B S HIHIFIZRE, s ek
EYWET, FRERSMET o, DR, o3 e IR AR TR, MRAMRRS, BN
50-100 7 40/, RIGHEHRM. KEANMMEESERETT S, /b EMH TR S ST, X a2 R
o7, TAHMIE, 14,000 X gE4°CELS 8P, BETE, BIALHATEEAPull-down 25,

b. WHREEMAREE S SRS, TRRREE SRR, FH4°CTIRMIIX TBSUEIL—IR, SRETRT 5% B BOIRIR, 2 H84E50-10077 40t (FH24
TFoFLARAT— L) I AL00-200ul 4°CHUA BRI S NHIFIZER, &Y WET, FRMRRS MIRFE i, 8RR i
M1-2F0 5, MM, FTEOFRE, 14,000 X gfE4°CELS 8P, B EVE, RIRTESPull-downsiss, #: 1X
TBSINFR T RES M fG 4230 s, Rt EINERF1X TBS/E, HAMERIAEK EDL— AR EL M5, DAIRK
5% B IR AR

c. HBESRIRRAIES
(a) EART IR/ NTRE . WNRALHETAGIEF /], Al AT,

(b) I8 &10-20mgH4 N A 100-200p] 4°CTHUAHISINHIFIRMR, H: WRAMAT 0 7] DA E 2 4°CHR I S FIZE
R, MRTFEERENEAMRES, 7 DUEY RO RN R,

(c) BB SI RSN, SUEAERRE M TissueMaster™FRr AL BN (E6600) 8¢ TissueMaster™ =i w20 4 BE Y
(1.5/2m1x 48) (E6618)ifEE, BHZEF/ZMR, Hal DIEALSFERSTRGREME, BT EMA4°CHIA T & iz
RO TR

(d) "G, 14,000 X gfE4°CELLS 8, B EIE, BIREATE S Pull-down sk, & 20mgiR7E /R AT A
200 SHHIFIZ R RRIEIREN LE, EEARELAN15-25mg/ml, ARKSHAFRHALE FIAFE,

3. MIRAMIBEE,

AIE— % E Control4l. Inputél. GppNHpAEPRA (FHPEXTHZH). GDPACRILH (BHEEXTIRAH), QnA 1 I it e sl 5

AfERRE AR PR,

a. Recombinant Human Racl14l(Control4d).

ARiAFIEHEfiRecombinant Human Racl (10ng/ul)fE N WesternA&MIFIRHIEX IR, thnl DAVE N & NIRIERac1 & H RIS

B2, E%10-20ng Recombinant Human Racl (10ng/ul) /£ 1E WesternfaIliF fEIS 28475 5. 1: RaclHitsy

F&%721kDa, Recombinant Human RaclF&#H A Flaghr%s Lk MR ERacl i H 7 F &1 K (2922kDa),

b. sk 2R GppNHp/GDPAEPEAL (BHE:/BHTE A ) .

SR T 4 A Bl 4H R SRR AP IR S I Racl1 & H,  fRIFPull-down s IE MR /E, BRI IRSEIRFIIMNES 24HFE &,

BN GppNHpMGD P EH H 2B Rac 1 F 73 Al AL T3S RS (FH Mo BR) R AR (BN FR)
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(a) 1200l A ERZH SRR FE S P NN 20ul 100mM EDTA (pHS.0), #AHAIsRH AR imittmhrMg?, 3R
FEIRac1 B AR A S ENGTPEGDP, BRITIRS,

(b) HRABREME XS FEANFAME X FR DI E, MA2ul GppNHp (100X)8XGDP (100X), BEWATIRS, BTFMHEEKSHEHIRE1
&, BEBEEL5-307%, H#EFHHBeyoShaker™ 8z UMkiE R (E6673) B BeyoVortex™ H it Al g% 16 51 (E6800),
e a2 GppNHp (100X)FIGDP (100X) B2 AE5XAN1251K,

(c) inA2ul 500mM MgCl¥4GppNHpsk GDPH{E fERac1EH L,

(d) IE8RERSRA, RBP4,

4. Pull-down#iGHhERaclEH,

a.

200 AR AR H SRR S A 20122 Cell Lysis BufferdEigid I PAK1-PBD Agarose, B TEFEKRSHEHLIR S
F, 4°CHEE1-3/h,

i¥: PAK1-PBD AgarosefJ¥ AR HEfTIARE, —Bk St A 20-50pul, MHFEIFES, AFREARKPAKL-PBD
AgarosenEFBARIMEE R, WIHRPAK1-PBD Agaroseft NI, RIRETCIEA R Pull-downi#iFi kA Rac1 & H; 1R
PAK1-PBD Agarosefi N&id ), FIAEFH(PAKL-PBD AgarosedFfiMes & RIRASMRaclEH, FEIRMMENHIL; @
H#20-50ul PAK1-PBD AgaroseREfREIFEGF IR, (R EMRIELIRME AT PAK]-PBD AgarosefJ &, {HA T /7L
D, S EEPAKL-PBD Agarosef F & AN, TMiIdE 2 JABEAE SRR I N F B ERE . M EIEIRSRaclEHNE £
I, FIRES{HEPAKI-PBD Agaroseffifil, Mmi@HALIITERE, WRAESIE ST T GppNHpHIFHMEA BRIIE S, 5
PAK1-PBD Agarose AR IEAN, KL RAyATE STt

b. 6000X gfE4°CEL30F), /INOLERR ETE, TEEAERIER.

C.

d.

500Ul 4°CHiRHIWash Buffer, b REiFIESEAL, 6000X gfE4°CEIL30FD, /INLERR W, TFRAERSER, &
TSRS =IR,

HIAS50ul SDS-PAGE Sample Loading Buffer (1X), 95°CHNFR57r4f, AEfrI B LAESDS-PAGERSH THLYK, WIRARGETL
BIEATIES09ES, BT PA-20°CHRTE

5. Westernk&iil,

a.

BEFERSFEREIERG, B10-30u] Pull-down/SRISAAE S (ControldH, Inputéd, FHMEXSHREH. BHMEXSHREH. FERAbHEA)
LREZESDS-PAGEEHK: (P0468) HEfTHIDK, BE/FHHTHE,

H:1: HE#E % I PVDF % (FFP24/FFP26/FFP28/FFP32/FFP33/FFP36/FFP39), H &% it 4o 5 8 F PVDF i (3 0 70 2
6.6x8.5cm, 0.2um) (FFP24/FFP26), PVDFEAESHARTAMLRIENIEL, WEFHABEARE~NZEILENPVDFERIE
TG (PO021S), Hia] DA FHASIR AT 4E £ (NCHR) (FFN02/FFNO03/FFNO05/FFN060/FFN61/FFEN063/FFNOS), {HASERET 4k
RFELRN, R e RI R AR RIS RN RS HIT, BEEEE, L RAHEE O RRCE RSN A Western %k
W (P0023C/P0023C3/P0023C6)H Western el & (FFX050/FFX052/FFX055) 1, ye1-240h, DABEZE b AySE T,

12: HIRCEEMARNSE, —E2ERERORE, BRERN TR, SRS AR .

Fi AR 4 7% 123 % (E0110/E0111/E0112/E0113/E01 14/E01 15) 8k i & 25 % SR YE U3, 1t Je 7 1 )& B 19 QuickBlock™
Westernf A7 (P0252), fE#iR L& BRSN, =REAL0DH; AT AN Western$ i (P0023B), TEHEIK 1850,
EIRB 6055,

W B A, Sz B A2 #81:1000 EL 5] F QuickBlock™ Western— iR (P0256) 5 Western—Fifi ik (PO023A) Fakeny
Racl Mouse Monoclonal Antibody, 4°CHEMIBERER _LEISHENE LK,

ER—$t. MAWesternPeiiRk, fEMIEREIR BT INTENRS-105380, BHEE R,

T WSREE R R A] DAE 4 ER GEURIN TR 34 I e PR i 8K

1% HR0E 2 LRSI A QuickBlock™ Western — FifiRE iR (P0258) 8t Western — HiAH e (P0023D) Fi e HiiR I |/t VIl (HRP) ARid
BIZhr, A A AR SRR I L BB R IgG(H+L) (A0216), ZEIRER4°CTEMIEERK FRISIEIIFE —/ N,

HUR =i, A WesternBEi&iR, FEMIBEER LIS ITEIRS-107050, BEE TR,

s QNEREGEIR Y R AT DAIE 2 R BE RIS TR MG I e R

g. {ffiBeyoECL Star (P0018A)5BeyoECL Moon (P0018F) % ECLISAFIRAG I E H.
ik: RaclEHMIE & H21kDa,
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AF0273 Ras Rabbit Polyclonal Antibody 50pl
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AF1168 Ras Rabbit Monoclonal Antibody 50pl
AF2794 CDC42 Rabbit Monoclonal Antibody 50pl
AF7131 HRas Rabbit Polyclonal Antibody 50pl
AF7347 KRAS Rabbit Polyclonal Antibody 50pl
AG2391 KRAS Rabbit Monoclonal Antibody 50pl
AG239%4 KRAS Mouse Monoclonal Antibody 50pl
AG3059 Racl Mouse Monoclonal Antibody 50pl
P2061-1ml Rhotekin-RBD Agarose (J&ERho% & BifiE M ) 1ml
P2063 Recombinant Human RhoA (Flag-Tag) 10pg/100pg/1mg
P2065 Active Rho Pull-down and Detection Kit 501%/250{k
P2401 Recombinant Human NRas (Flag-Tag) 10pg/100pg/1mg
P2403 Recombinant Human HRas (His-Tag) 10pg/100pg/1mg
P2405 Recombinant Human KRas4A (His-Tag) 10ug/100ug/1mg
P2407 Recombinant Human KRas4B (His-Tag) 10ug/100ug/1mg
P2409 Recombinant Human KRas4B (G12C, His-Tag) 10pg/100ug/1mg
P2411 Recombinant Human KRas4B (G12D, His-Tag) 10ug/100ug/1mg
P2413 Recombinant Human KRas4B (G12V, His-Tag) 10pg/100ug/1mg
P2415 Recombinant Human KRas4B (G13D, His-Tag) 10ug/100ug/1mg
P2417 Recombinant Human KRas4B (G13S, His-Tag) 10pg/100ug/1mg
P2419 Recombinant Human KRas4B (Q61H, His-Tag) 10ug/100ug/1mg
P2431-1ml Rafl-RBD Agarose (&1 Ras&h & B AERE EHIR) 1ml
P2433 Active Ras Pull-down and Detection Kit 50¥%/250{k
P2435 GTPEgIS AT & (B f17E) 500X /2500{%X
P2437 PAK1-PBD Agarose (i&M:Cdc42/Ract & BilaiE i) 1ml
P2438S Active Cdc42 Pull-down and Detection Kit 501K
P2439S Active Racl Pull-down and Detection Kit 501Kk
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) 10pg/100pg/1mg
P2461 Recombinant Human Racl (Flag-Tag) 10pg/100pg/1mg
P2463 Recombinant Human Racl (Q61L, Flag-Tag) 10pg/100pg/1mg
P2465 Recombinant Human Racl (T17N, Flag-Tag) 10pg/100pg/1mg
P2469 Recombinant Human Rac? (Flag-Tag) 10pg/100pg/1mg
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