Preparation of GST-RhoA(17A) beads:
· Grow up 1L culture of GST-RhoA(17A) bugs in ZYM at 20 degrees overnight, spin.

· Lyse bacteria in the following buffer (Lysis Buffer):

· 150 mM NaCl

· 20 mM Hepes pH 7.6

· 2 mM MgCl2

· 1% Triton X-100

· Spin down lysate

· While lysate is spinning, wash glutathione sepharose beads 2X with lysis buffer to remove EtOH.  Resuspend as 50% slurry with lysis buffer.

· Transfer supernatant to 50 mL conical, add 300 micro L of the bead slurry, rotate for 60 minutes at 4 degrees
· Spin beads at 500g for 5 min, wash 2X with lysis buffer, 2X with the following (Buffer B):

· 150 mM NaCl

· 20 mM Tris pH 7.5

· 5 mM MgCl2

· 2 mM DTT

· 10% glycerol

· Add 2 volumes Buffer B to 1 volume beads.  Measure protein concentration of beads by Bradford.  Run beads on a gel to check purity

Activated GEF pulldown:
· Transfect 60 mm dishes of HEK293 cells with 1 microgram DNA using Lipofectamine 2000

· After 18-24 hrs, place dishes on ice, aspirate media, wash 1X with cold PBS, aspirate PBS

· Add 200 microliters lysis buffer, scrape cells to lyse, collect lysate in prechilled eppendorf tubes

· Spin lysate for 10 min at 4 degrees

· Measure protein concentration of each sample using Bradford or BCA assay, adjust the concentration of total protein for each sample to 1 mg/ml 
· Remove 50 microliters of lysate for loading controls

· Add 20 micrograms of RhoA(17A) beads to each sample, rotate samples at 4 degrees for 60 minutes

· Wash beads 3 times with 1.5 mL lysis buffer

· Add 2X sample buffer, boil for 2 min

