April 14, 2003 Shared folders - Protocols - Biochemistry
Cell Lysis

On ice – cell scrapers, labeled epis, 1X PBS, RIPA buffer

Wash cells (70-100% confluent) 3x in chilled PBS (volumes for 100mm dish of cells)

Add 1ml RIPA (50mM TRIS, 150mM NaCl, 1%NP-40(mild detergent)) + PI + EDTA(1mM)


Stock
  PI (Protease Inhibitor)
Storage
Final Conc.
Dilution in RIPA

1mg/ml     
Leupeptin

-20(C

1g/ml 
1:1000


1mg/ml
Aprotinin

-20(C

1g/ml

1:1000


1mg/ml
Pepstatin

-20(C

1g/ml

1:1000


200mM
PMSF


4(C

1mM

1:200 (add last, unstable)

Scrape cells and transfer to chilled, labeled epi tube

Rotate 40” @ 4(C

Spin 14000rpm / 20” @4(C  (sup = lysate with protein, pellet = nuclear waste –RNA/DNA heavy)

Sup into fresh epi, discard pellet

Immunoprecipitation
Prepare Protein A Agarose bead slurry (Sigma, 50% slurry) – need 200l/100mmdish


Pre-clear:
Wash beads with 1ml PBS




Rotate 3-4” @ 4(C




Spin 3000rpm / 5” @ 4(C


Remove PBS and resuspend beads in same volume of PBS as start (200l/100mmdish)

Add 100l Protein A/PBS slurry to each epi

Rotate 30” @ 4(C

Spin 14000rpm / 20” @ 4(C


Aliquot lysate sup: 

2l 
Protein assay






30l
Pre-IP lane on gel






500l
Incubate with 1(Ab

Spec to get protein concentration.

Use 2-10g 1(Ab/ml lysate

Rotate lysate + 1(Ab 2hrs @ 4(C

Add 80l Protein A slurry to lysate/1(Ab

Rotate overnight @ 4(C

Spin 14000rpm / 3-5” @ 4(C

(Sup = neg control for gel)

Wash beads with 500l RIPA + PI


Rotate 5” @ 4(C


Spin 4000rpm / 5” @ 4(C 
(Discard sup or save as 1st wash for gel)

Wash beads 2X with 500l PBS + PI (1:1000 dilution)


Rotate 5” @ 4(C


Spin 4000rpm / 5” @ 4(C
(Discard sup or save as wash for gel)

GEL ELECTROPHORESIS AND TRANSFER

Run 12% SDS-PAGE

Resuspend beads in 60l 2X Sample Buffer  +DTT

Boil 10” @100(C

Spin 10000rpm / 5” @ RT

Load 40l/lane in gel – ideally want ~20-40ng protein/lane

Transfer to PVDF membrane

After transfer, remove sandwiches and put membrane into PBST (0.05% Tween)

Shake 15” @ RT, add fresh PBST, Shake 15” @ RT. Discard PBST

Block with 5%Milk (5g powdered milk + 100ml PBST) 1hour @ RT (or o/n @ 4(C). Discard milk.

Add 1(Ab (diluted in Milk) – Rocker o/n at 4(C, or 1hr @RT (in sealed bag)

Discard 1(Ab (can keep @ 4(C for 1 week)

Rinse with PBST, discard

Add PBST – Shake 15” @ RT, repeat 2X

Add 2(Ab (diluted in PBST) – Rocker 20” – 1 hour @ RT

Add PBST – Rocker 15” @ RT. Repeat with fresh PBST

Visualize using chemiluminescence (start at 1” exposure to BioMax film)

For CLC-3 Antibodies:

1:400 -CLC-3 730-744   (C-terminal antibody)

1:100 -CLC-3 59-74     (N-terminal antibody)

