Purification of yeast TAP-tagged PAS kinase

Complete Lysis buffer:


Stock buffer:


20 mM HEPES (pH 7.4)



10 mM KCl



  1 mM EDTA



  1 mM EGTA



50 mM NaCl

                        10% glycerol


Add fresh on day of IP:            

  1/300th mammalian PICS (protease inhibitor cocktail)

          

50 mM NaF (0.21g in 100 mL)

                        50 mM glycerol-phosphate (1.08g in 100 mL)

Check pH to be sure it has not changed with addition of NaF and glycerol-phosphate- these are phosphatase inhibitors.

IgG Sepharose:


IgG Sepharose 6 Fast Flow (Amersham biosciences 17-0969-01)

To prepare beads, place desired amount in epindorf and mark volume with marker on side of epindorf, pellet at low speed (3,000 rpm x 2 min), take of top liquid and replace with lysis buffer to original volume.

METHOD

1) grow 50 mL of the appropriate culture, pellet, and freeze at –80°C. 

2) Resuspend pellets in 2 mL complete lysis buffer and lyse in 3.0 g of beads  (1 min vortex x 3) or in microfluidics cell disruptor.  Remove each liquid sample into pre-marked centrifuge tubes.  To retrieve more sample from beads, add 1 mL lysis buffer to beads, vortex, and add supernate to the rest of the sample. Centrifuge at 20,000x g for 20 min to get rid of debris

3) Add supernate to a sterile tube with 50 uL of protein G agarose beads (washed and resuspended in lysis buffer) and rotate at 4°C for 2 hours.  

4) Pellet agarose beads gently(3,000 rpm x 1 min) and remove as much supernate as you want in order  to concentrate PAS kinase. 

