In Vivo Phosphorylation
1. HT29 cells

a. Transfected WT-Flag-ClC-3 (Tube 1: 8g ClC3/100mm plate + 30g Plus + 500l SF DMEM, Tube 2: 30g Lipofectamine + 500l SF DMEM)

b. Transfected S109A-Flag-ClC-3 (Tube 1: 8g ClC3/100mm plate + 30g Plus + 500l SF DMEM, Tube 2: 30g Lipofectamine + 500l SF DMEM)

c. Non-transfected

2. 2 days post-transfection – Treatments, in PBS (30 minutes each):

a. 1M Carbachol + 1M Okadaic Acid
b. 1M Carbachol + 1M Okadaic Acid + 1uM Myr-AIP

c. No treatment
3. Lyse cells in RIPA/PI/500M NaF buffer (No EDTA = will inhibit kinase)

Cell Lysis

On ice – cell scrapers, labeled epis, 1X PBS, RIPA buffer

Wash cells (70-100% confluent) 3x in 2ml chilled PBS (volumes for 100mm dish of cells)

Add 1ml RIPA (50mM TRIS, 150mM NaCl, 1%NP-40(mild detergent)) + PI + 500M NaF


Stock
  PI (Protease Inhibitor)
Storage
Final Conc.
Dilution in RIPA

1mg/ml     
Leupeptin

-20(C

1g/ml 
1:1000


1mg/ml
Aprotinin

-20(C

1g/ml

1:1000


1mg/ml
Pepstatin

-20(C

1g/ml

1:1000


200mM
PMSF


4(C

1mM

1:200 (add last, unstable)

Scrape cells and transfer to chilled, labeled epi tube

Rotate 40” @ 4(C

Spin 14000rpm / 20” @4(C  (sup = lysate with protein, pellet = nuclear waste –RNA/DNA heavy)

Sup into fresh epi, discard pellet

4. IP with anti-Flag antibody
Immunoprecipitation
Prepare Protein G Sepharose bead slurry (Do Not use Protein A-agarose for Anti-Flag) 



Wash beads with 1ml PBS (100l Protein G/100mmdish)


Rotate 3-4” @ 4(C, Spin 3000rpm / 5” @ 4(C

Remove PBS and resuspend beads in PBS to same volume as start (e.g. 1ml total volume/10dishes)
Add 50l Protein G/PBS slurry to each epi

Rotate 30” @ 4(C

Spin 14000rpm / 20” @ 4(C

Aliquot lysate Supernatant:   
500l 
Storage (in my little -20deg, in lysate box)
· Remove 30l of this aliquot for pre-IP lane on gel (add 10l of 4X sample buffer and load on gel)

· Remove 5l of this aliquot for spec:protein concentration*






500l
Incubate with 1(Ab

*Protein Concentration on Spec (“Fixed Wavelength” protocol)


5l sample + 50l H20 + 1ml A/B (980l A + 20l B (1:50 dilution))


Incubate 30min at 37deg, blank with 1ml A/B (no protein), read


Enter readings into excel standard curve spreadsheet

Rotate 500l lysate + 5l anti-Flag Ab @ 4(C/2hrs
Add 80l Protein A slurry to lysate/1(Ab, Rotate overnight @ 4(C

Spin 14000rpm / 3-5” @ 4(C

(Sup = neg control for gel)

Wash beads 3X with 500l PBS 

Rotate 5” @ 4(C


Spin 4000rpm / 5” @ 4(C 
(Discard sup or save as 1st wash for gel)

5. Run out equal amounts of protein on SDS-PAGE
Gel Electrophoresis

Run 9% SDS-PAGE

Resuspend beads in 60l 2X Sample Buffer  +DTT

DO NOT BOIL – Denature at 50deg/1hour

Spin 10000rpm / 5” @ RT

Load 40l/lane in gel – ideally want ~20-40ng protein/lane – Load Equal Protein

Run at constant current = 40mA/gel (if running 2 gels, run at 80mA)
	9%Separating Gel (x2)(make first, can put in 4deg o/n)
	Stacking Gel (x2)

	5.8ml Acrylamide/Bis-Acrylamide
	1.3ml Acrylamide/Bis-Acrylamide

	9.6ml 1M TRIS, pH 8.6
	1.4ml 1M TRIS, pH 8.6

	3.4ml H20
	4.6ml H20

	190l 10%SDS
	113l 10%SDS

	9.8l TEMED
	8 l TEMED

	136l 10%APS
	75l 10%APS


6. Transfer to PVDF membrane 

(80mV @ 4deg if o/n, 300mA @ 15deg if during day (abt.3hrs))
7. Wash membrane 2X 15” in TN

8. Incubate membrane 30 min in BSA block buffer

9. Blot with anti-phosphoserine Ab (1:1000 in BSA blocking buffer) 1 hr/RT
10. Wash: TN 4x10min
11. Add HRP-conjugated secondary Ab (anti-mouse 1:2000 in BSA blocking buffer) 1 hr/RT

12. Wash: TN 4x10min
13. ECL expose and develop film or use on Imager
ECL Plus (for use with Film only, not Imager)


800l total = 780l A + 20l B


5” incubation at RT, expose to film

DuraWest (for use with Imager only, not Film)


800l total = 400l A + 400l B


5” incubation at RT, into Imager
