Protocol for IP:
Lyse 100 mm dish in 500 ( RIPA

Rotate for 30 minutes at 4 degrees

Spin for 10 minutes at max rpm

Perform a Bradford assay to determine protein concentration of each sample

Make samples containing 1 mg/mL protein (add RIPA to dilute)

Reserve 50 microliters of each diluted lysate – this is your lysate control

Add 25 microliters HA beads to the IP tubes
Rotate for 2 hours at 4 degrees

Spin down at low speed

Remove 50 microliters of supernatant – this is your IP control

Wash 3-5 X with RIPA buffer

Add sample buffer, boil, gel, transfer

RIPA buffer:
50 mM Tris pH 7.5

1% NP-40 (I have 10% stock)

0.25% Na-deoxycholate (I have 10% stock)

150 mM NaCl

1 mM EDTA

protease inhibitors (add directly before use)

phosphatase inhibitors if needed

