IMMUNOPRECIPITATION PROTOCOL

Step 1: Prepare tissue lysis buffer

Tissue Lysis Buffer (Make to 50 mL)

50 mM HEPES, pH 7.4

(2.5 mL from 1M stock)

100 mM Sodium pyrophosphate 
(2.23 g)

100 mM sodium fluride 

(210 mg)

10 mM EDTA 


(1 mL from 0.5 M stock)

10 mM sodium orthovanadate 
(5 mL from 0.5 M stock)

2 mM PMSF



(1.67 mL from 60 mM stock)

0.01 mg/mL aprotinin, leupeptin, STI
(50 microliter each from stock of 10 mg/ml)

1% Triton X-100


(5 mL from 10% stock)

Step 2: Wash Protein A and G

1. Take 200 ul of protein A and G, stored in the refrigerator (Rm.2105), usually kept in butter compartment, with a cut pipet-tip. Add 800 ul of water, mix and spin

2. Aspirate supernatant, wash 2 more times with water as above 

3. Aspirate supernatant, wash 3 times with 1 ml tissue lysis buffer (spin down as above and aspirate supernatant)

4. Resuspend pellet in 400 l of tissue lysis buffer.

Step.3: Addition of protein A and G to samples

5. Cut ends of ~ 10 yellow pipet tips. Vortex protein A & G and add 40 l of protein A & G (using the cut yellow tip) to each sample. Remember to vortex protein A & G each time you add to a fresh sample

6. Rotate at 40C in cold room for 2 hours

Step 4: Washing immunoprecipitated protein-containing pellets

7. Spin down samples at 8000 rpm at 40C. 

8. Turn on the heating block, set to 1000C  

9. Aspirate supernatant, wash 4 times with 1 ml tissue lysis buffer (spin down as above and aspirate supernatant – CAREFUL, DO NOT SUCK UP PELLET!!)

10. Wash 3 times with 1 ml of 0.5X tissue lysis buffer (spin down as above and aspirate supernatant)

11. After last wash, add 25 l of PSM (protein solubilizing mix, kept in freezer) to each tube

12. Poke a hole on top of each tube and boil the tubes in heating block for 3 min. Also boil a tube containing 10 l of molecular weight marker and 20 l of PSM

13. Freeze samples until you are ready to load samples for electrophoresis. Remember to boil samples again (in you freeze them) before loading.

