RhoA Pulldown

Date: _________________
Cell Culture:
( For 293s: Get 60mm to ~50% confluency

                           -> Usually split a confluent plate into 6 and culture for 2-3 days

( For Commissurals: Plate 5-10million cells

	Lysis and Wash buffer
need at least 2ml per sample

	10ml
	15ml
	Stock Solution
	Final Conc.

	500(l
	750μl
	1M Tris, pH 7.3 
	50mM Tris pH 7.3

	7.2ml
	10.8ml
	dH2O
	

	1ml
	1.5ml
	10%NP-40
	1% NP-40

	1ml
	1.5ml
	2M NaCl
	200mM NaCl

	100μl
	150μl
	1M MgCl2
	10mM MgCl2

	100μl
	150μl
	1M DTT
	10mM DTT

	20μl
	30μl
	1mg/ml Aprotinin
	2μg/ml Aprotinin

	50μl
	75μl
	1mg/ml Leupeptin
	5μg/ml Leupeptin

	*100μl
	*150μl
	100mM PMSF
	1mM PMSF


Checklist for Day of Pulldown:
( Thawed protease inhibitors (Aprotinin and Leupeptin)

( Thawed DTT

( Hanks’ on ice

( Aspirator with new Pasteur pipette

( Prepare ‘Lysis and Wash’ Buffer

( Hot Plate at 100°C (setting ‘High #2’)

( Clean cell scrapers  
Cell Lysate Preparation:
( Stimulate

To each plate:  

( Place on edge and aspirate for at least 30sec to remove most of media

( Lyse each with 500(l of cold lysis and wash buffer

( Use cell scrappers to collect lysate in an eppendorph.

( Vortex for 3x5sec (be sure to keep cold)

( Spin tubes at 13 000g for 10min at 4C


Meanwhile…  get GST-RBD construct from -80°C

( Remove 30(l of each supernatant from each sample and place in ‘Total’ tubes, add 10μl of 4x sample buffer

( Transfer rest of supernatant to the ‘Pulled’ tubes

( Optional: For +ve control:
( To exactly 500μl: 

( Add 10(l EDTA




( Add 10μl of 10mM GTP(S (final of 0.2mM)

( Incubate for 1hour @ 30(C 


( Add 31(l of 1M MgCl2  (final concentration of 60mM)
( Fully re-suspend GST-RBD beads and transfer 150μl of beads to each ‘Pulled’ tube 

( Rotate at 4(C for 1hour

( Spin beads at 5,000rpm for ~10secs

( Remove 30μl of supernatant to ‘Unpulled’ tubes, add 10μl of sample buffer

( ( ( Wash 3x gently with 500(l Lysis buffer 

( Remove supernatant using aspirator with a yellow pipette tip.

( Add 20(l of 1:1 4x sample buffer to lysis buffer and vortex

( Boil all samples for 5 minutes and spin for 10sec at 5,000rpm 

( Run on a 15-well/1.5mm/13% gel at 100V until 25kd MW weight marker is clearly visible
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Western: 

*** IMPORTANT: DO NOT USE MILK!

( Blocking solution: 5% HS/BSA in PBST

( 1( @ 1:2000 in 3% HS/BSA in PBST O/N @ 4(C

( 1st Washes 2x quick, 3 x 15min

( 2( 1:20,000 in 3% HS/BSA in PBST for 45min

( Last wash: 1x quick in block, 2x in PBST, 3x 15min PBST and 2x quickly in PBS 
References:

General: 
- Ren and Schwartz (2000) Methods in Enzymology 325:264-272



- Upstate Biotechnology Rho Activation Assay Kit (cat# 17-294)

For RBD-GST Construct (from Rhotekin, aka ‘GST-C21’): Reid et al (1996), JBC 271:13556
http://www.geocities.com/simonwaynemoore/protocols.htm 
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