
Crude Isolation of Plasma Membrane Proteins
( Place on ice and aspirate media.

( Place at 45° angle for 30sec to completely remove media.

( Add 500μl of cold Hypotonic Lysis buffer

( Scrape and transfer to 1.5ml eppendorph tube on ice.

( Vortex each tube for 10sec

( Homogenize for 30sec within eppendorph using a plastic pestle (Fisher Scientific, # K7495211500).
( Voxtex each tube for 10sec

( Spin at 5,000 rpm for 5min @ 4°C to remove nuclei and large debris.

( Transfer 425μl of supernatant to mini ultracentifuge tube, 

( Aspirate remaining sup. and solublize pellet in 75μl of RIPA buffer and 25μl of 4x SB label as ‘N&D’ (nuclei and debris) tube. 

( Spin at 100,000xg @ 4°C for 1hr to pellet membranes. 

-> Optima TL with TL100.1 rotor: 1000,000xg = 55,000rpm **DON’T FORGET TO PUSH BUTTON!

( Transfer 150μl of supernatant to a ‘Cyt’ (cytosolic) tube. ( Add 50μl of 4x SDS sample buffer ( Discard rest of sup.

( Solubilize pellet in 30μl of RIPA Buffer, add 10μl of 4x SDS sample buffer and label as ‘PM’ (Plasma Membrane) tube
( Boil all samples for 5min and load 20μl on a 13% gel

	Hypotonic Lysis Buffer 

(need 500μl per sample)

	
	10ml
	Stock Solution
	Final Conc.

	(
	100(l
	1M Tris, pH 7.3
	10mM TRIS, pH 7.3

	(
	8.3ml
	dH2O
	

	(
	50μl
	1M MgCl2
	5mM MgCl2

	(
	10μl
	1M DTT
	1mM DTT

	(
	20μl
	0.5M EDTA
	1mM EDTA

	(
	400μl
	1mg/ml Aprotinin
	40µg/ml aprotinin

	(
	200μl
	1mg/ml Leupeptin
	20µg/ml leupeptin

	(
	100μl
	100mM PMSF
	0.1mM PMSF


	Gel Lanes:

	1
	2
	3
	4
	5
	6
	7
	8
	9
	10
	11
	12
	13
	14
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http://www.geocities.com/simonwaynemoore/protocols.htm 
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