Immunoprecipitation with Protein A/G agarose

EVERYTHING MUST BE COLD AT ALL TIMES

1.
Harvest cells and make lysate as normal.  Because ip’s are not the most efficient, you will need a lot of cells.  If you are looking for protein/protein interactions you will probably want to use a gentle detergent, such as Digitonin.  Otherwise, 0.5% Triton X100 in NET with protease and phosphatase inhibitors will be fine.

2.
Do a protein assay on the lysates.  For each ip you should use the same amount of starting protein.  Generally, use as much protein as you can.  Typically, you’ll want a couple hundred micrograms protein for each ip.  Dilute each lysate for ip to 400 L in lysis buffer with protease and phosphatase inhibitors.  Set some lysate aside to use as a whole cell control.

3.
Prepare beads.  Take 25 L protein A/G-agarose for each ip and wash 3x in NET (doesn’t need inhibitors).  

4.
Preclear lysates to remove non-specific binding proteins.  Add 10 L washed beads to each ip and place on rocker/roller for 30 minutes in cold room.

5.
While the lysates are being precleared, add BSA to the remainder of the washed beads to 0.2% to block the beads.

6.
Set-up fresh tubes for each ip with blocked beads (10 L/ip) and the antibody used to ip.  Bring to 100 L and place on rocker/roller for 30 minutes in cold room.

7.
Spin the lysates to remove excess beads and transfer supernatants to tubes with blocked beads and antibody.

8.
Place lysates on rocker/roller for 1-2 hours in cold room.

9.
Spin down the beads from the ip’s and wash 3x in lysis buffer.

10.
On last spin, aspirate as much buffer as possible without taking up beads.

11.
Add back 40 L of lysis buffer followed by 10 L of 5x SDS Loading dye.

12.
Boil the samples for 10 minutes

13. 
Spin down and take the sup to run a western.  You can either run immediately or freeze for later.

