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INGTPasesEHBESETREFII—NBA&ZK, Rab11EEBIIERA LA RIRZ Ak
EHiRE. BRIAZEERNIERab11 GTPasesEliEAIGIZE.

HIXARENRHEIRATHELHRRab 1 iEMEHCNIH S T 2R IR R e E T AR R =
BIRBIHFIRIISRAY Rab11 GTP Z56&H, MAIREIRab11 GDP £&8&H, #HmEeRHBRE
A9HT Rab11RGEMEGTN, SMNEFIERTLART 30 ReEEihimeEall, BLFETH
Ra11-GTP A tE el LUEE REA N AR X iR IHEL HrIRab 1 1 EMEFH TR,

—. Bz

HIXARENRHTEIRATMIRab 1 1iEHERIIHF ST ERF BRBIER SR SRab11-
GTPEEENAERMRIE MR E AN (FEBEEHITGTPYSIENALE) &t
Rab11-GTPEIKE., EE5z, fFHRMHRBIRab1 1iEHESNEBEREFAR USRI ES MR
fERFRIRab11-GTPELER, SASFIAProtein A/GEHURIMANESIRII Tk, BFRIFIR
BIRab11 R rfE AR TRREDT DT TN,

=. AAEHBREET
S ER 8 @ WERE

Anti-active Rab11 mouse Monoclonal antibody [Cat.#NL23006 1x35ul -20°C
Protein A/G Agarose Cat.#NL30301 1x600ul 4°C

5xAssay/ lysis Buffer Cat.#NL30303 1x30ml 4°C

Anti-Rab11 Rabbit polyclonal antiboy Cat.#NL24006 1x50ul -20°C
100xGTP-rS Cat.#NL30302 1x50ul -80°C
100XGDP Cat.#NL30304 1x50ul -80°C
HRP-Goat anti-Rabbit IgG Cat.#NL29002 1x50ul -20°C

TS (EFARIRI8100xGTP-rs§1100xGDP 5335k 10E/5ul/8BE, FHIZBEIMA -80°C &7, ERREFR.
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M. iR ErEE &0

1. RIBAOARRIERIARRE AR

2. EEEEHDEIF;

3. 4 °C EMTEETER;

4.0.5 M EDTA (pH 8.0);

5.1 M MgCl2;

6. 2X reducing SDS-PAGE sample buffer;

7. BEKFISRZEMTMERITH;

8. AGEMINE hi% TBST (10 mM Tris-HCl, 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 A&7

h, HAEFEFN

1 ERFERWNAIZENER, BB SRS REIrSHIEFEEENANEE,
100xGTP-rs¥1100xGDP éj\zfzbﬁlﬂ OF/5ul/EE, HIZBIMA -80°CHF, ERk
SRR,
2. Protein A/G Agarose(SFIRTBHMEOR— T, EEE LrRekE, MERER
20%Z BB (RIFHY, QD%ZJE;TEZQ, AT/ DETRMEISAgaroselREl, BrLAliE*h e
20%Z 5T AgaroseflIiAFa,
3.8 50% AYProtein A/G Agaroseﬁﬁﬁ‘ﬁﬁﬁm%ﬁﬂ’xﬁj, —/NRME#FEH20 ulgg50% B9
Protein A/G AgaroseEflz,
4. ¥50% BYProtein A/G AgaroselI\ M ERIFcA1xAssay/Lysis Bufferifig3ig, LAEBRESG
NZlE, &E—EAGEARTRAITxAssay/Lysis BufferEiZAgarose, BoOETRMNE, R
BE25KRMNAI50% BIProtein A/G Agarose 520 ul,

5. BT EP50% BIProtein A/G AgaroselJiRsk, SJLASERMEFIINEZ AR
1xAssay/Lysis Buffer,

6. RMEPIXFNINIREERIY, 5c1xAssay/Lysis Buffer, SAIG2FBufferEfEAIProtein A/G
Agarose, HREHARRFLEMENMR, SAFREIN0.5ml-1Tml

7. JEHETUARIIIAEIESESMERE, WaTLAIANO.5ug, Tugak®&2ug,
8. B RMNIEAC 360BIERIFH T,
9. RRI55EE, EiRkAgaroseltix, REREEIKREAgarose,
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78, SEIHR(EL R

A HFIHIE

1X Assay/Lysis Buffer: SLIRIFARETFKIG 5X BY Assay/Lysis Ei&imrEnk 1X BIEITR, FHE
(HERRINMAEREEDEIRIL 1 mM PMSF, 10 ug/mL leupeptin (Zf£%) , 8 10 pg/mlaproti-
nin (FIPRKEE) .

B HmibiE
NLE2{MpE

1. IBFRREEIAEIRLY 80%-90%/E (BfE 10 cm 1350, ~107/ME8E) |, FAEM
EAHIFIF TR,

IREIEFEFAIKSHT PBS SRR,

. [E4EIEA0N 1X Assay/Lysis & (BN ER 10cm FYALREEFRIMSI0A 0.5-1mL) .

SR MRET K ELE 10-20 58,

. YIRS R N A S R,

BRI NSIEINERHE T K L.

NRZRERE, AEREYN e TEIEERIMTAH ELIRE, HiXFERHIET, &
YREZLRYIFE 27V EET88 4 SLSERIREAN 3-4 )%, LIBIAEEADNA, MNike HiiER
AIHI,

8.4°C 12000 g, E(» 10 min,

9. NEEE (~1-2 mg BER) HMETF K LEMER. NRHEREAIZEMER, BELEEER

BFHF-70°C £14TF.

~NOoO Ul W

BiFHE
1 AR R EADHIE T,
2 IHEARREE L,

3.IRKIEFEFFIKISHY PBS &R MIX,

4.[R4BREAHINN 1X Assay/Lysis &R (B1EFR 10cm RYBALZUEFRMAIOAN 0.5-1mL)

5. R ENF THEIHI TR,

6 SRR NG BRI E P HRE T IK L.

7TINRZR R, MR TEAFE AR BEXELAREY, SiXF B
M, BRPRSARYIR 27Y2R0 SRR EESREIREY 3-4 IR, LUBIAEREIZHDNA, A
mikEss DR EIRAIHIL,

8.4°C 12000 g, E/>» 10 min,

QME LB (~1-2 mg BER) HMETKLER. NRERAZAER, BBk
BEERFRT-70°C &HT,
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C.{9MH GTPyS/GDP &MEFEEHVARERREFNBATERIXTER (RTiE) -
TS EHERARIMERMTALNE 10%HRab11#585E, TEAIMNE GTPYS &k
EAAFI0%HIRab 1 1HEGE.

1 OEEWMIEOE, SNSRI 0.5 mL BUZEIEEY) (MNRE4A9Rab115E
HUSANMEFIIANEEES 1ug) .

2. §ANERIOA 20ul 0.5M EDTAESREERNS 20 mM),

3. — &I 5ul B9 T00X GTPYS (£Z5KREBDJ9 100 uM) {EREMEXIER. 55—
EHI0A 5ul B9 100X GDP (ZZREBRI 1 mM) {EAFBM4ERTER,

4. BEOEET 30°C £ TR 30 min H AR,

5. RIFRRN: EEBETFIKLEFIA 32.5ul TM MgCI2(ERERD 60mM),

D. #i&Rab1 189 iNIE

1.0 0.5-1 mL(ZEBHNEEARLA 1Tmo)NARRBIEHER OET.
2. A 1X Assay/Lysis &iH&. B MERAMATRIEZERTmI

3. AEHAA Tul BEEM Rab1185ziEs 1R, (Cat#NL23006)

4. RiREER A protein A/G EHRITFDIRS .,

5 SASIHREAIIRE 20ul EFHRGRIMABRLET,

6. BEET 4°C £ TE /NG, FRZRAMTHERD.

7.5000g, B 1 2.

8. 7.LiE, X—PEIFR/IVOLUERIRFRIRK,

9. A 0.5 mL #9 1X Assay/Lysis EM&EERHRF=R, BUOHEELSE.
10. &Fe—REFEE, VORI EMERILE.

11. F3 20ul B9 2X SDS-PAGE #RETRESHER.

12. HEEFE 5min,

13. 50009,%1}10s
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E. EEENFSCEE

1. B 15ul #£53/FL_E4E 17 %BCARR .

2. IRERHNERS AR BEF T SDS-PAGE,

3. IRAEH SR AN B SR 5L R PVDF SiiE(CATEREE,

4. %5 PVDF [R2AN100%EE215s, AFERREME 5 min BT, T2 WRERN
ETHATHRIR, LWEERE,

5.517; FATBST EMiRECHIS%AIRRASEIIakE 3%BSA AR ™S 1/\iHiT
HA, FREEEERS.

6 F3 TBST EiginREE=/X/5min,

7.98—H1: B TBST EHiRECHIAY 5%BRAEFhaEk 3%BSA #%% Anti- Rab11 pAb
(Cat.#NL24006),#REEr 79 1:500-1:1000, FEMRIEHERFSERRab11EE/
2) ERNMES 1-2 /M, 3@ 4°C £ T™TIRFS.

8. A TBST EiiEisiE=R/5min,

9.8 H: (BN I9G-HRP) FJ TBST EdikEiHINY 5%BRAsa-1ha, 3%BSA
1#%1:1000 HRELLGIEREEER, R TES 1 /)\WHEERS.

10. F§ TBST iR IE=)X/5min,

11. EFSCEE RN A A TE R ECL B&iE,
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HIEER
TERTHZESRATIR Rab11 FHAFRAVMERER, TEHAKIENESE

Rab11 protein

GDP GTP+S Top: #E{¢HY Rab11 ZEEFAGDPALE (lane 1) B; GTPYS (lane 2) 5 ProteinA/G
;g = #1 Anti-Rab11-GTP Monoclonal Antibody (1ul ,Tmg/ml Cat # NL23006) j#
36 — 179¥5, F3 Anti- Rab11rabbit polyclonal antibody (B, 1:1000, Cat #
28 — NL24006) #HTERENEDHT.
o W IP:Anti-Rab11-GTP Bottom: £E{£AJ Rab112&H FAnti- Rab11 rabbit polyclonal antibody(##EL

5, 1:1000, Cat # NL24006)f— N RIEENTME SR,
M s \/B:Anti-Rab11 PAb

1 2

WT GTP KO E—: EF4EY/GTP/KOLMEISAIMIEZLEY (500ul, Tmg/ml) 5

IP:Anti-Rab11-GTP — q ProteinA/G #0 Anti-Rab11-GTP Monoclonal Antibody (1ul,Tmg/ml Cat
T # NL23006) #7905, FJ Anti Rab11rabbit polyclonal antibody (FsREtl

WBAnh_Rab]" PAb _F_ 5], 1:1000, Cat# NL24006) #H{TEEELTHSHT.

E—: fAiEZAEY (25ul ,Tmg/ml), A Anti Rab11 rabbit polyclonal

wB:Anti-Tubulin F‘ABM antibody (FFE1:1000, Cat # NL24006) MHTEREIETA

Bl=: Mz (25ul ,1mg/ml), B Anti- Tubulin rabbit polyclonal

antibody (#%£1:1000, Cat # NL28003) #H{TERELTSHT.

51&4t89 GST- pull down FixtELL, ZidHERBLATBRMKT

1. RYES,; FEERSEREaTHNEENERENEKRES. MtSERNESIEATEENERRD,

2. 5REE, RABEERRFTEMLGSTIFENEAER, MURIFEIRRS TRIOIE, SHRNEETI RIS RARE TFE—E

=7, MnASEREENES  EEERSTEERZ BNEEEREAT, MUERREMEFEINERER.

3. MAEANZ; AAEFREHEFRHRAIGTPEE RSN =ZRACELRE/NCEHNRRETAK, ENEMFHE (Human,
Mouse, Rat, Rice plants, Pig Cotton, bacteria, Escherichia colig&F) RFSBEREFES5Z (1P ,WB IHC IF ICFICCIHF.FC, &) KEEIX
WRANENR, G ZERESERSNMARHE, WigH—Emk
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