PLC vesicle assay

6x Assay buffer:
- 80 mM Hepes pH 7.2
- 420 mM KCl
- 10 mM DTT
- 18 mM EGTA
- 8.1 mM CaCl2 (gives 200 nM free Ca2+)
(calculated by http://maxchelator.stanford.edu/CaEGTA-TS.htm)
** pH solution – EGTA will drop the pH.  Adjust pH with 8M KOH

1x PLC dilution buffer:
- 20 mM Hepes pH 7.2
- 50 mM NaCl
- 1 mg/ml fatty acid free BSA (Sigma A6003)
- 2 mM DTT

Lipid reusupension buffer:
- 20 mM Hepes pH 7.2

Stock concentration of lipids are:
- 13 mM L--phosphatidyl ethanolamine
- 4.55 mM L--phosphatidylinositol-4,5-bisphosphate
Lipid concentration prior to addition to assay:
- 330 M L--phosphatidyl ethanolamine
- 30 M L--phosphatidylinositol-4,5-bisphosphate

- Lipids are dried under a stream of N2 from a chloroform solution and resuspended by sonication in 20 mM Hepes pH 7.2
-Make lipids as a final step prior adding to protein and buffer.  Lipids are rather unstable.  Minimize time of lipids in buffer.  

FINAL ASSAY CONTAINS:
- 30 mM Hepes pH 7.2
- 70 mM KCl
- 2 mM DTT
- 16.7 mM NaCl
- 3 mM EGTA
[bookmark: _GoBack]- 1.35 mM (200 nM free Ca2+)
- 0.17 mg/ml fatty acid free-BSA (Sigma A6003)
- 220 M L--phosphatidyl ethanolamine (Avanti 840026C, Bovine Liver)
- 20 M L--phosphatidylinositol-4,5-bisphosphate (Avanti 840046X Porcine brain)
- ~ 20,000 dpm/assay [inositol-2-3H(N)] – PIP2  (Perkin Elmer NEN NET895025UC) : 1.1 L/tube  (ex 70 tubes  77 L of 3H PIP2

[PLC] is adjusted to maintain linearity over the course of the assay:
- Basal time course experiment = 2 nM WT, 0.3 nM F715A, 0.02 nM XY
- G time course experiment = 0.3 nM WT, 0.01 nM F715A, 0.003 nM XY

Assay :
In order of addition
- 10 l 6x assay buffer
- 10 l protein
- 40 l lipid to start assay

- Ensure each tip touches the liquid at the bottom of the 5mL plastic tube.  For lipid addition new tip must be used for each addition to ensure no cross contamination.

- Quickly vortex each tube for 2 seconds.  
- All reactions are made on ice and kept on ice until start of the assay

- Generally incubated 8 min @ 30o C

- Stop reaction with 200 l 10% TCA and 100 l 10 mg/ml BSA
- Centrifuge 10 min @ 4000 rpm (4500g) Beckman J-6B centrifuge
- Count 320 l of supernatant by scintillation spectroscopy (place in 8mL scint tube first) 
- Add 4mL of SAFE Scint fluid to 320L of supernatant.  Mix and then read DPMs


