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—. Fmirkg

/NGTPasesEMIESHETEFII—MERZKK. Rab11EBEHIIERRR LUEIE B R
kiEtinE. BERSEEENERab11 GTPases L RIS IE.

MRS ARSI A G IR A TR AIRab1 BN F & T E R (KIS BRI
FRMRRBISIRIISRAY Rab11 GTP £5ER, mMAIRBIRab11 GDP Z£&5EH, HmERFF
BiRER# T RabT189EMREN. SMNAFIETLIH T 30 XeEEflineen. Rehtiias
89 Ra11-GTP BsgfE ik th el LUEIE A E AN A& XA EFIALR FaIRab11RYE M HTT
.

=. iR
X AT EMIRABIRATIRY Rab11iEE A EEEEN ARBIERSRERAY
Rab11 GTP BT SR AN BIEIREIEE RN (HmFERIT GTPYS iGtAtE)
i&ME Rab11 GTP BO7KE, B5<2, FRMRE Rab11 EUMESNBRRRENAT ISR MES
HERHERTH Rab11 GTP jEMEH, AEFIFA Protein A/G BHRIIAHIESYIRM TR, B
FIFIRB! Rab11MRZ selEHiRH TRZELTE S gt THall.

=. AAEHBREET
S ER . #®8 fis fERE

Anti-active Rab11 mouse Monoclonal Cat.#26919 1x35ul -20°C
antibody
Protein A/G Agarose Cat.#30301 1x600ul 4°C
5xAssay/ lysis Buffer Cat.#30303 1x30ml 4°C
Anti-Rab11 Rabbit polyclonal antiboy Cat#21157 1x50ul -20°C
100xGTP-rS Cat.#30302 1x50ul -80°C
100XGDP Cat.#30304 1x50ul -80°C
HRP-Goat anti-Rabbit IgG Cat.#29002 1x50ul -20°C
3-8
{EFARINZIE 100xGTP-rsf1100xGDP 3%k 10E/5ul/EE, FIZBIIA -80°C /KiF, &R
RS R,
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M. XA ESFREEEYm

1. REBFIRR BRI 2R,

2. BRI

3. 4 °C EMEERERK,

4.0.5 M EDTA (pH 8.0);

5.1 M MgClI2;

6. 2X reducing SDS-PAGE sample buffer;

7. BN EME R ;

8. REEMTReE HiR TBST (10 mM Tris-HCI, pH 7.4, 0.15 M NaCl, 0.05% Tween-20);
9. AGEMIET %S iR (TBST containing 5% RRAEWH#5 or 3% BSA);

10 ECL iz,

A, WFAIRESFR

1 EIHAAIERUNAIZENGER, BRI RAD R RirES R AR EERNAYRE,
100xGTP-rsf1100xGDP £3%epk 10E/5ul/8E, HIBIHA -80°CHfE, BRR
Sixe.

2.Protein A/G AgarosefFRIIEFEHMEOR—T, EEEE ErJgeikE, MERR
20% 2B RFN, WMRCEIFEL, AFRERDRRMERGAgaroselRal, FTLAIB#NTE
20%Z BT AgaroseRI{AFa,

3.(5A50% AYProtein A/G AgaroseIfc EIBEWS, — RN EEH20 ulgg50% B9
Protein A/G AgaroseEfl%,

4. $550% RYProtein A/G Agarosefll N\ M ERIFTH 1 x Assay/Lysis Buffer;&is3iE, LAZEBRES
NZtE, BE—BASEARTRATxAssay/Lysis Buffer&iFAgarose, BHOREFRNE, FIE
BE25KRMNAI50% BIProtein A/G Agarose 520 ul,

5. AT H50% B9Protein A/G AgarosefiiRsk, ATLASEER MEFIINE HAFIAYT
Assay/Lysis Buffer,

6. RMEPIXFNINIREERIY, 5c1xAssay/Lysis Buffer, SAIG2FBuffermEfEAIProtein A/G
Agarose, HRERMFRFALEMGUA, SUAFEEI0.5mI-1ml

7. BRI EBESMIFEE, A8JLAIANO.5ug, Tugak®2ug.

8. WERMNEAC 360EREKIFHT,

9. RMI5EEE, WhifAgaroselitlx, REESIKEAgarose,
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A itFUEIS

1X Assay/Lysis Buffer: SCIGRIFAEETF7KEG 5X BY Assay/Lysis &ifikiaTEmk 1X BUEPKR, FE
(ERRINMANEREEDEIRIZ] 1 mM PMSF, 10 ug/mL leupeptin (Ff£Z) , 8 10 pg/mLaproti-
nin (HDAKES)

B HmibiE
NLE2{MpE

1. IEFRRREEDAEIRL 80%-90% 28 (B2 10 cm 12700, ~107NMHEE) |, FAEIES
SADHIFIF TR,

IREIEFEFEAIKSH PBS HERIR,

. [A4EIEHPA0N 1X Assay/Lysis ik (B1ER 10cm BYBLLREFRMAIN 0.5-TmL)

BEFIMME T K LS 10-20 58,

. BRI SICAEN SR RO B L.

B NS ENEPHMET K L.

NRZRERE, AR RESTEIEEMTAHEELIRE, HiXfERHIRT, &
YREZRYIFE 27YH0 159886 SLSREINREN 3-4 )R, LIARIAEEADNA, MiBe HikiER
AIHIR.

8.4°C 12000 g, E(» 10 min,

90.ELE (~1-2mg B&H) HMETKLER. NRERAIIEMER, S8 EEIER

FHF-70°C &4,

~No o b WD

BiFHmR
1 157 AEF AR BB TR R,
2 IHEARREE .

3. R EEFFEFHRIKSHEY PBS HRRIR.

4. [A4BREHIAN 1X Assay/Lysis Zifik (B ERR 10cm FUALREFRMAIIA 0.5-1mL) .

5. REVF TSI TR,

6 SRR N GENEPHBRET K L.

1 NEZRERNR, AR e EAFRER R EELURE, SixXMiERH
RS, SARERARYIA 27200 RS ESREIREN 3-4 )R, LABIAEEEDNA, A
Mg se LR ERAYHIL,

8.4°C 12000 g, E:» 10 min,

IWELE (~1-2 mg BEA) HRETKLEFER. NERERAFIZEMER, BHiEt
HEHIERERT-70°C &4,
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C.{+9M A GTPyS/GDP &MEFEHVARERREFNBATERIXTER (RTiE) -
TS EERARIMESRE T ALE 10%HIRab114586E, TEMIMNE GTPYS 4k
BALE90%HIRab11 #IEE,

1 OEEMNEOE, 8N 0.5 mL BUZEIREY) (MR E4HIRab115E
BUEMEFIANEBERN 1ug) .

2. F/NETAN 20ul 0.5M EDTAERKEERDSS 20 mM),
—EFIIA 5ul B 100X GTPYS (ZRERI/ 100 uM) {EARBRMNIER. B—14
BN 5ul B9 100X GDP (ZZiREBRIS 1 mM) {EABBMXIHR.
4. BEOEET 30°C £H &AL 30 min FHARRKHRE,

5. &IFRN : EEETFIKEFIIA 32.5ul TM MgCI2EREERD I 60mM),

D. #i&Rab1 1895 iiE

1.0 0.5-1 mL(REBRIREALIN 1mo)R R EMER VET.
2. A 1X Assay/Lysis &R, 1B NMERIVATREZEEZ]TmI

3. AEHAA Tul BSEM Rab118mE A, (Cat# 26919)

4. RiREERH{E protein A/G ERITFDIRS

5 SARHNENRE 20ul SFERBINABOES.

6. BEET 4°C £ TB VNG, FREZAMTHESRD.

7.5000g, =i 1 o8,

8. 7L, X—SEIFE/IOLIERIRFRRK.

9. A 0.5 mL 89 1X Assay/Lysis EM&REERHRF=R, BUOHFEELE.
10. |RE—REFE, INORIBERMER LS.

11. A3 20ul B9 2X SDS-PAGE B RENKRESER.

12. HEZEHE S5min,
13. 5000g, =i 10s,
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E. EREMEFCIE

1. BY 15ul #E53/FLEHE 17 %ECIARRL.

2. IRRBHIER AR T SDS-PAGE,

3. IRAEH SR AN SR 5L R PVDF SRR,

4.5 PVDF BERAN100%EEE15s, AEERERME 5 min BT, T2 WREHRN
ST HRIR, LWEEE.

5.5907); FTBST EMiKECH5%RIRASFINEE 3%BSA E=R MES 1/\iif1T
i, HAEEEER.

6.F3 TBST &hikiGiREE=IR/5min,

7958 —91: B TBST EdiRECHIAY 5%BRAsa-1Iak 3%BSA #FEANnti-Rab11
pAb( Cat.# 21157),##EELMI9 1:50-1:1000, FEMRIEHERPSERRab11EH
HE) =ETES 1-2 /00, Z#E 4°C £ T ERES.

7. B TBST ZHiisiE=)R%/5min,

8I¥BTH: (BID=HR IgG-HRP) F3 TBST EHiRECHIAY 5%BiAs4-15ak 3%BSA
1#%1:1000 HRELLGIFREEER, R TES 1 /J\WHEERS.

9. B TBST EHigiERIE="R/5min,

10. (FAEEEFHEFRAEN S A TR 6 ECL B&iA.
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IR

TEREFIERXAFFEMAERATN Rab11 iEHLFISAVHRALER, TENSIENHSE

Rab11 protein

GDP GTPyS

72 =
55 —

36 —
28 —

17 W — Rab11-GTP,S
M & — Rab11Loading
1 2

IP: anti-active Rab11 mAb
IB: anti-Rab11 pAb

Rab11 ;&5

4519 Rab11 &R FGDPALIE (lane 1) 8¢ GTPYS (lane 2) BBHuiEMRIRab11 175
ZIiE(Cat. No. 26919).F anti Rab11 rabbit polyclonal antibody(Cat. No. 21157). {#%
BENT ST, RESEREA; £E(CRY Rab11EH AGDPLE (lane 1) 8 GTPYS (lane 2)F
anti Rab11 rabbit polyclonal antibody(Cat. No. 21157).22% ElIME ISR
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51&4t89 GST- pull down 75itEEL, ZiXAISRBLAITIAERE

1. RYES, FEEASEFEATREENERENERIRE. MISERNESNIHFATE
HRIZERELR D,

245FME,;, RAEEEOEFTENLGSTIRENESEER, MUARIEERRESTRIGIE, EEHEN
EA AR S RAANES MAE—EER, MRS EIRERNGS | FHRINSTERRZ
BESHEEERHRT, FMUERMRZMEHPEITHNERER.

3.NBEANNZ; BAEFREEERERBGTPES NS =RIGCERNRE/NCERNERIER
K, ENZ#MFE (Human, Mouse, Rat, Rice plants, Pig Cotton, bacteria, Escherichia
coli&) RMFSEEREE 32 (IP,WB ,IHC IF ICF,ICCIHF.FCElisa &) WM& XLNANER, G &
HESEKSHARER, YEH—INR,

EB3 S5 3CHAS A

1.Central role for PICALM in amyloid-B blood-brain barrier transcytosis and clearance
HAF: Nature Neuroscience EM@EF: 21.126 &5 83201 [A: IP-WB #/&: mouse
2.Calcium-dependent regulation of Rab activation and vesicle fusion by an intracellular
P2X ion channel

HAT!:Nature Cell Biology EMWET: 20.042 £35: 26919 NF3 fE: Human
3.Vasodilator-stimulated phosphoprotein promotes activation of hepatic stellate cells by
regulating Rab11-dependent plasma membrane targeting of transforming growth factor
beta receptors

HAT): Hepatology FMEF: 17425 £55: 83201 fA: IP-WB  #/E: Human
4.Endothelin-1 Stimulates Vasoconstriction Through Rab11A Serine 177 Phosphorylation
HAF: Circulation Research EMIEF: 17.367 £5: 26919 fy[AH: IP #fE: Rat
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Rab11

Activation Assay Kit Protcol

Cat# 83201
FOR RESEARCH USE ONLY NOT FOR USE IN DIAGNOSTIC PROCEDURES

Product Description

Small GTPases are a super-family of cellular signaling regulators.
Rab11 has been shown to control traffic through the recycling
endosome.

Currently there is no direct assay to measure the activation of
Rabl11l GTPases.

NewEast Biosciences Rab11 Activation Assay Kit is based on the
configuration-specific monoclonal antibody that specifically
recognizes Rab11-GTP, but not Rab11-GDP. Given the high
affinity of monoclonal antibodies to their antigens, the

activation assay could be performed in a short time. This

assay provides the reliable results with consistent reproducibility.

These anti- Rab11-GTP monoclonal antibodies can also be used
to monitor the activation of Rab11 in cells and in tissues by
immunohistochemistry.

NewEast Biosciences Rabl1l Activation Assay Kit provides a
simple and fast method to monitor the activation of Rab11. Each

kit provides sufficient quantities to perform 30 assays.
Assay Principle

NewEast Biosciences Rab11 Activation Assay Kit bases on the
configuration-specific anti- Rab11-GTP monoclonal antibody to
measure the active Rab11-GTP levels, either from cell extracts
or from in vitro GTPyS loading Rab11 activation assays. Briefly,
anti-active Rab11 mouse monoclonal antibody will be incubated
with cell lysates containing Rab11-GTP. The bound active
Rab11 will then be pulled down by protein A/G agarose. The
precipitated active Rab1l1l will be detected by immunoblot

analysis using an anti-Rab11 rabbit polyclonal antibody.
Kit Contents

This kit contains enough reagents for approximately 30-35 pull-

down assays.

Cat. # Quantity Storage
Anti — active Rab11
Mouse Monoclonal Cat. # 26919 1 X 35ul -20°C
Antibody
Protein A/G Agarose Cat. # 30301 1X600p! 4°C
5X Assay/Lysis

Cat. # 30303 1X30mL 4°C

Buffer
Anti- Rab11 Rabbit  [CNEPERT 1X50u  [PLRS
polyclonal Antibody
100x GTPy S Cat. # 30302 1 | -80°C
100x GDP Cat. # 30304 1X50ul -80°C
HRP- Goat Cat.# 20002 [WENGOMIM —20°C

Anti—Rabbit 1gG

Note: For GDP and GTPrS, aliquot into 10x5ul volumes, then

store at-80 degrees.
Example of Results

The following figure demonstrates typical results seen with
NewEast Biosciences Rab11 Activation Assay Kit. One should use

the data below for reference only.

Rab11 protein

GDP GTP/S

W — Rab11-GTP/S

M s — Rab11Loading
1 2

IP: anti-active Rab11 mAb
IB: anti-Rab11 pAb

Rab11 activation assay. Purified Rab11 proteins were
immunoprecipitated after treated with GDP (lane 1) or GTPyS
(lane 2). Immunoprecipitation was done with the anti-active
Rab11 monoclonal antibody (Cat. No. 26919). Immunoblot was
with an anti-Rab11 polyclonal antibody (Cat. No. 21157).



Rab11

Activation Assay Kit Protcol

Cat# 83201

Materials Needed but Not Supplied

Stimulated and non-stimulated cell lysates
Protease inhibitors
4°C tube rocker or shaker
0.5 M EDTA, pH8.0
1 M MgClI2
2X reducing SDS—-PAGE sample buffer
Electrophoresis and immunoblotting systems
Immunoblotting wash buffer such as TBST

(10 mM Tris—HCI, pH 7.4, 0.15 M NaCl, 0.05% Tween-20)
Immunoblotting blocking buffer

(TBST containing 5% Non-fat Dry Milk or 3% BSA)
ECL Detection Reagents

A Reagent Preparation

1X Assay/Lysis Buffer: Mix the 5X Stock briefly and dilute to
1X in deionized water. Just prior to usage, add protease
inhibitors such as 1 mM PMSF, 10 pug/mL leupeptin, and 10
ug/mL aprotinin

B Sample Preparation
Adherent Cells

1. Culture cells (one 10—cm plate, ~ 107 cells) to approximately
80-90% confluence. Stimulate cells with activator or inhibitor
as desired.

2. Aspirate the culture media and wash twice with ice—cold PBS.

3. Completely remove the final PBS wash and add ice—cold 1X

Assay/Lysis Buffer to the cells (0.5— 1 mL per 10 cm tissue
culture plate).

4. Place the culture plates on ice for 10-20 minutes.

5. Detach the cells from the plates by scraping with a cell scraper.

6. Transfer the lysates to appropriate size tubes and place on ice.

7. If nuclear lysis occurs, the cell lysates may become very

viscous and difficult to pipette. If this occurs, lysates can be
passed through a 27%—-gauge syringe needle 3-4 times to
shear the genomic DNA.

8. Clear the lysates by centrifugation for 10 minutes (12,000 x g at

4°C).

9. Collect the supernatant and store samples (~1-2 mg of total

proteins) on ice for immediate use, or snap freeze and store at
- 70°C for future use.

Suspension Cells

1. Culture cells and stimulate with activator or inhibitor as desired.
2. Perform a cell count, and then pellet the cells by centrifugation.
3. Aspirate the culture media and wash twice with ice—cold PBS.
4. Completely remove the final PBS wash and add ice—cold 1X
Assay/Lysis Buffer to the cell pellet (0.5 — 1 mL per 1 x
107cells).
b. Lyse the cells by repeated pipetting.
. Transfer the lysates to appropriate size tubes and place on ice.
. If nuclear lysis occurs, the cell lysates may become very
viscous and difficult to pipette. If this occurs, lysates can be
passed through a 27%-gauge syringe needle 3—-4 times to
shear the
8. Clear the lysates by centrifugation for 10 minutes (12,000 xg at
4°C).
. Collect the supernatant and store samples on ice for
immediate use, or snap freeze and store at — 70°C for future
use.

C Invitro GTP y S/GDP Protein Loading for

N o

[{e]

positive and negative controls
Note: In vivo stimulation of cells will activate approximately

D

10% of the available Rab11, whereas in vitro GTP y S protein
loading will activate nearly 90% of Rab11.

1. Aliquot 0.5 ml of each cell extract to two microfuge tubes (or
use Tug of purified Rab11 protein).

2. To each tube, add 20 ul of 0.5 M EDTA (to 20 mM final
concentration).

3. Add 5 ul of T00 X GTPy S (to 100 uM, final concentration) to
one tube (positive control).

4. Add 5 ul of 100 X GDP (to T mM, final concentration) to the
second tube (negative control).

B. Incubate the tubes at 30°C for 30 minutes with agitation.

6. Stop loading by placing the tubes on ice and adding 32.5 pl of 1
M MgClI2 (to 60 mM, final concentration).

Affinity Precipitation of Activated G protein

—_

. Aliquot 0.5 = 1 mL of cell lysate (~1 mg of total cellular
protein) to a microcentrifuge tube.

. Adjust the volume of each sample to 1T mL with 1X Assay/Lysis
Buffer.

3. Add 1ul anti—active Rab11 monoclonal antibody to the tube.

4. Thoroughly resuspend the protein A/G Agarose bead slurry by

vortexing or titurating.

B. Quickly add 20 uL of resuspended bead slurry to each tube.

6. Incubate the tubes at 4°C for 1 hour with gentle agitation.

7

8

N

. Pellet the beads by centrifugation for 1 min at 5,000 x g .
. Aspirate and discard the supernatant, making sure not to
disturb/remove the bead pellet.
9. Wash the bead 3 times with 0.5 mL of 1X Assay/Lysis Buffer,
centrifuging and aspirating each time.
10. After the last wash, pellet the beads and carefully remove all
the supernatant.
11. Resuspend the bead pellet in 20 uL of 2X reducing SDS-
PAGE sample buffer.
12. Boil each sample for 5 minutes.
13. Centrifuge each sample for 10 seconds at 5,000 x g

Western blot analysis

—_

. Load 15 plL/well of pull-down supernatant to a polyacrylamide
gel (17%). Also, it's recommended to include a pre-stained
MW standard (as an indicator of a successful transfer in step
3).

Perform SDS—PAGE following the manufacturer’s instructions.

3. Transfer the gel proteins to a PVDF or nitrocellulose membrane
following the manufacturer’s instructions

4. Following the electroblotting step, immerse the PVDF
membrane in 100% Methanol for 15 seconds, and then allow it
to dry at room temperature for 5 minutes.

Note. If Nitrocellulose is used instead of PVDF, this step should
be skipped.

5. Block the membrane with 5% non-fat dry milk or 3% BSA in
TBST for 1 hr at room temperature with constant agitation.
Incubate the membrane with anti— Rab11 polyclonal antibody,
freshly diluted 1:50~500 (depending on the amount of Rab11
proteins in your samples) in 5% non-fat dry milk or 3%
BSA/TBST, for1-2 hr at room temperature with constant
agitation or at 4°C overnight.

6. Wash the blotted membrane three times with TBST, 5 minutes
each time.

7. In cubate the membrane with a secondary antibody (e.g. Goat
Anti—Rabbit IgG, HRP-conjugate), freshly diluted 1:1000 in 5%
non—fat dry milk or 3% BSA/TBST, for 1 hr at room
temperature with constant agitation.

8. Wash the blotted membrane three times with TBST, 5 minutes
each time.

9. Use the detection method of your choice such as ECL

N
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