Lysis Buffer with Urea and Imidazole

10mM Sodium Phosphate      
 
25mL of 0.1 M

25 mM Imidazole


7.5 mL of 1M

4M Urea



125 mL of 8M

pH to 7.5; QS to 250 mL; sterile filter

add protease inhibitors

Keep at 4 C

Wash Buffer

10mM Sodium Phosphate Buffer 
25 mL of 0.1 M

25mM Imidazole


6.25 mL of 1M

pH to 6.3; QS to 250 mL; sterile filter

add protease inhibitors

Keep at 4 C

Elution Buffer

10mM Sodium Phosphate Buffer
25 mL of 0.1 M

250 mM Imidazole


62.5 mL of 1M

pH to 7.2;  QS to 250 mL; sterile filter

Freestyle Cells! 

Grown in Freestyle Media in suspension (spinner flasks)

At O.D. 600 approximately .5, cell number is about 1 X 10^6 cells/mL.

For transfection, grow these cells to about 1 X 10^6 cells/mL.

They are grown without serum!

PEI

Transfection reagent. For cells in suspension, use LINEAR PEI (not branched).  It is frozen at -80 at 1mg/ml aliquots in H2O, pH 7.  

Use at a 1:2 ratio; DNA/PEI.

No change of media is necessary to use this transfection reagent. 

Procedure:

1. Grow 1 Liter of Freestyle cells to O.D. 600 about .5

2. Put a stir plate in the hood and add all reagents while the spinner flask is stirring.  This is especially critical when adding the HEPES and Bpa.

3. Transfect using PEI.  For 1 Liter of cells use 2 mg of PEI to 1 mg of the DNA you want to transfect.  In this case, 0456 SH3 (R745);;pcBpa (with amber mutation).  Add the PEI and the DNA to approximately 50 – 100 mL of media and mix well.

4. Let sit at RT 10 minutes.

5. Add to Freestyle Cells.

6. Next, add HEPES and Bpa.

a. Add 7.5 mL of 1M Hepes.  (Hepes concentration must be 20mM, Freestyle media has 12.5 mM).

b. Make sure MIXED WELL!!!!!!

c. 270 mg of Bpa was dissolved in 1.1 mL 1M NaOH.  STERILE FILTER and add SLOWLY to cells.

7. Let cells go more than 48 hours!!!!!

8. Spin down the cells (can use GSA rotor and 250 mL tubes).

9. Resuspend cell pellet in approximately 100 mL of PBS + 10% FBS.

10. 10 min. at 37 C.

11. Pour cells into a Tupperware dish and place on ice.  UV treat the cells at 365 nm wavelength for 30 minutes.  Shake the dish approximately every 5 minutes.  

12. Spin the cells down again.  

13. Resuspend the cells in Lysis Buffer and Dounce Homogenize.  (I would estimate about 40 mL, but check extract for viscosity and add more if needed). TAKE SAMPLE OF LYSATE FOR C.BLUE AND WB.

14. Spin in SS34 for 30 minutes at 18 K rpm.

15. Spin 100 X g in ultracentrifuge

16. Pre clear Supernatant with (washed) 50 ul of Protein A agarose beads 30 min. 4 C.

17. Spin supernatant.  Wash 25 ul of Nickel beads in wash buffer and add to sup.  Rock, Batch Purify, 4 hours or overnight at 4 C.

18. Take sup from the 25 ul batch purification and save.  Wash the 25 ul of beads.

19. Wash with lots of Wash Buffer.  Take samples throughout wash and do quick Bradford.  Once Bradford stabilizes, wash is done. 

20. Elute with Elution Buffer (about 5 mL).  Keep aliquot of sample.  Add 1 mL of Elution buffer and let rock at 4 C for about 5 minutes.  Repeat until all 5 mL are gone.

21. Add 1 mL of 200 mM Glycine pH 3.0 to 100 ul of anti V5 beads.  Shake 1 min. 

22. Add 80 ul of 2M Tris pH 8.0.  Spin beads, wash 3X in IP Lysis Buffer.  

23. Add 100 ul of anti – V5 agarose beads to supernatant and let rock at 4 C overnight or 4 hours at 4 C

24. Wash beads with IP Lysis Wash Buffer 5X.

25. Was beads with Lysis Buffer 1X.

26. Split the beads into two eppendorf tubes.  Add 100 ul of 2X sample buffer to one tube, heat spin, and suck off sample buffer.  Add to 2nd tube and repeat.  

27. If gels are for MASS SPEC, run in hood with proper attire and reagents.  

