Immunoprecipitation

Cell Lysates will be pre-cleared with 21uL of Prot A/G for 2 hours at 4°C while rocking.

After being pre-cleared, spin the mixture for 10-20 seconds.  Next, remove the supernatant and add it to a tube containing the proper amounts of antibody and lysis buffer.  These amounts are figured in the following way: 

the final volume will be 300 uL, which will consist of the cell lysate, the antibody, the protein A/G beads and lysis buffer.  You need to find the desired final antibody concentration in the technical sheet, then make sure to add the proper volume of stock antibody to create the proper final concentration at 300uL.   The proper amount of lysis buffer is the amount needed to bring the total volume to 300uL.  

For example:

The stock antibody concentration is 500ug/uL and the technical sheet suggests an antibody concentration of 3ug/uL for immunoprecipitations.  (500ug/uL)(X) = (3ug/uL)(300uL) where X is the volume of stock antibody needed.  In this case X = 1.8uL.  Now, let’s say that you had 100uL of cell lysates.  
300uL(total) 

    
100uL(cell lysate/supernatant)

   
1.8uL(antibody)

       - 
21uL(protein A/G) 

       = 177.2uL  

This is the amount of lysis buffer needed.  Add the supernatant to these amounts of antibody and lysis buffer and incubate overnight at 4°C while rocking. 

The next morning, add the 21uL of the protein A/G beads and rock at 4°C for 30min.

After that, spin this down and remove and discard the supernatant.  Wash the pellet three times with 100uL of lysis buffer.  Washing is done in the following way:  add the lysis buffer then vortex for 1-2 seconds.  Spin this down and remove and discard the supernatant.  Repeat this twice more.  

After the final washing remove and discard the supernatant.  Add 21uL of 2X sample buffer then heat at 95°C for 5 min.  

After heating, spin this down and load the supernatant into gel and separate by SDS-PAGE.  

To determine amount of lysate(supernatant) to be used:

For HUVEC

· EGF:  300ug / 
     3.726ug/ul = 80ul

· PlGF:  300ug / 

 2.387ug/ul = 126ul

· UEGF:  300ug /

 2.034ug/ul = 148ul

For Jeg-3

· EGF:  300ug /

   10.255ug/ul = 29.3ul

· PlGF:  300ug / 

14.576 = 20.6ul ~ 21ul

· VEGF:  300ug/

6.378ug/ul = 47.04ul

We will have a 300ul total volume:

HUVECS

· EGF:  80ul of cell Lysate 

Ab 1.5ul



| these were led    

Beads 21ul



| react before cell lysate   


197.5ul of Lysis buffer    |

· PlGF:  126ul
cell lysate

 1.5ul

Ab (SHP-2)

 21ul__
Beads (A/G) 

151.5ul
Lysis buffer

· VEGF:  K/8ul
cell lysate

   1.5ul
Ab 

   21ul

Beads

   129.5ul of lysis buffer

Jeg-3

· EGF:  29.3ul
cell lysate

1.5ul 

Ab

21ul

Beads

248.2ul of lysis buffer

· PlGF:  21ul 

cell lysate

 1.5ul

Ab

 21ul

Beads

 256.5ul of lysis buffer

· VEGF:  47ul
cell lysate

   1.5ul
Ab

   21ul

Beads

   230.5 of lysis buffer

After the samples were incubated overnight at 4°C, spin samples for 10 seconds. Remove the supernatant  and wash the pellet 3 times with lysis buffer.

After third wash add 20ul of lameli sample buffer (2X) and mix.

Make sure the samples are cold are all times.

Heat sample at 95°C for 5 minutes and spin them for 10 seconds. Remove supernatant and run them in a 10% SDS gel.   

