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1. Purpose
This SOP describes the procedure for co-immunoprecipitating proteins for western blot analysis.
2. Scope
This SOP will be used by research personnel.
3. Definitions

2X Lysis Buffer (non-denaturing) = 40mM Tris-HCl (pH 8), 274mM NaCl, 20% glycerol, 2% Triton X-100, 4mM EDTA

4. Procedure

1X Lysis Buffer Preparation:
	2X Lysis Buffer
	5 ml
	10 ml
	15 ml
	20 ml

	dH2O
	5 ml
	10 ml
	15 ml
	20 ml

	PMSF
	50 µl
	100 µl
	150 µl
	200µl

	Protease cocktail
	
	
	
	1  aliquot

	Total volume
	10 ml
	20 ml
	30 ml
	40 ml


1. Prepare 1X Lysis Buffer by adding the inhibitors fresh (keep on ice). Check pH (7.4) using pH paper. Keep on ice. (You will need ~3.5 ml/sample.)

2. Collect cells by washing them down or trypsinization or by scraping as appropriate. Pellet 5’ @ 1000rpm. Remove media. Break pellet up by gently tapping it. Wash with 1-2 ml cold 1X PBS. Pipet up/down once. Spin down cells 5’ @ 1000 rpm. Ice.

3. Aspirate off supernatant.

4. Lyse cells with appropriate volume of 1X Lysis Buffer (0.5ml per 5x106 cells/60mm dish/75cm2 flask). Pipet up/down 3-4 times to completely suspend cells. Do not vortex.

5. Incubate 30’ @ 4º on rotator.

6. Remove from cold room. Place on ice.  Pellet unlysed nuclei down, 5’ @ 12,000rpm @ 4ºC.
7. Set up 1º  antibody aliquots into fresh tubes.

8. Transfer sub. into assigned tubes with pre-aliquoted antibody. (Save 20 µl, sample for Bradford-assay if necessary. 5 µl/well x 3)

9. Rotate 2hrs @ 4ºC on rotator. (1.5hrs-2hrs.)
10. Add 20 µl pre-washed Protein A Agarose capturing Sepharose beads. (Refer to support protocol for washing instructions). If using pre-coupled antibodies, skip steps 10-11, and continue step12.

11. Rotate 4 hrs @ 4ºC.

12. Remove from cold room. Place on ice. Spin beads down 30s @ 12,000rpm @ 4ºC.  Aspirate off supernatant.

13. Wash 3 x 1ml Lysis buffer. (Wash refers to centrifuge for 1’ @ 12,000rpm @ 4ºC, aspirate & resuspend in 1 ml Lysis buffer). Keep on ice between washes.

14. Centrifuge 1’ @ 12,000rpm @ 4ºC.

15. Aspirate supernatant. Dry pellet w/ Hamilton syringe being careful not to lose any beads.

16. Resuspend pellet with 25-50 µl of reducing sample loading buffer. 
17. Poke a whole in the top of each tube. Boil in 95ºC heat block for 8’. 
18. Keep the supernatant where the protein is now.  After this point, the samples are relatively stable @ 4ºC.  

19. The samples are ready to be run on an SDS-PAGE gel (see SOP CMB13).  
Important to Note:

· Read Abcam’s Immunoprecipitation (IP) Protocol for more detailed information on the technique.

· Refer to the Molecular Cloning Manual, Protocol 4: Identification of Associated Proteins by Coimmunoprecipation, page 18.60 for what controls you should use.

5.  Location of…

1. Abcam’s Immunoprecipitation (IP) Protocol – posted on Abcam’s website
2. PMSF and Protease cocktail – freezer #21, Molecular Biology room 805

3. Sepharose beads – refrigerator #19, Molecular Biology room 805

4. Molecular Cloning Manual – shelf in room 805.

6.  Ordering Information

Vendor

Catalog No. 
Item








GE Healthcare
17-0618-01
Protein G Sepharose 4 Fast Flow
