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                GST Fusion Protein Purification Protocol
   Eigen R. Peralta
   [email protected]
   Edinger Lab
   Grow transformed BL21 E. Coli
     1. 
       Inoculate 4-5ml culture with transformed BL21 bugs and grow
       overnight at 37C.
     2. 
       The next day, inoculate 250ml flask with 2ml of the overnight
       culture and grow at 37C to OD600 of 0.6-0.8 (this takes anywhere
       from 2-4 hrs).
     3. 
       Induce Protein expression by adding IPTG to 0.5mM final
       concentration.
     4. 
       Grow the bugs at 30C for 2-4hrs.
     5. 
       Spin down bugs.
     6. 
       Resuspend the pellet in 50ml ice-cold PBS and transfer to 50ml
       conical tube.
     7. 
       Remove the PBS and freeze the pellet at -80C or proceed to protein
       purification.
   Purifying Protein from BL21 E. Coli
     1. 
       Resuspend Pellet (from 250ml culture) in 5ml of Buffer A.
     2. 
       Sonicate.
     3. 
       Spin 10,000g for 10min at 4C.
     4. 
       Transfer supernatant to a 15ml conical tube and add 5ml of Buffer
       A.
     5. 
       Add 250ul of glutathione-sepharose beads pre-equilibrated in
       Buffer A.
     6. 
       Incubate for 30-45 minutes RT on the rocker.
     7. 
       Spin at 500g (1500rpm) to pellet the beads.
     8. 
       Wash 2x with 10ml ice-cold Buffer A.
     9. 
       Resuspend beads to 50% slurry, and quantitate protein using BCA
       assay or by running a gel and staining with coomassie blue.
   Note:
   If you plan on purifying different proteins for a pull-down assay,
   equalize the bead to protein concentration between samples by adding
   glutathione-sepharose beads pre-equilibrated in Buffer A.
   Buffer A
   25mM Tris-HCl pH 7.4
   1M Nacl
   0.5mM EDTA
   1mM DTT
   0.1% TX-100
   + complete Protease Inhibitors
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