                            Preparation of samples for Acyl-CoA profiling
(From the Jan Jaworski lab)

1. Weigh ~50mg fresh or ~5mg dry plant tissue, Frozen in liquid N2 in a 2 ml microcentrifuge tube
2. Add 400μl freshly prepared extraction buffer (2ml 2-propanol, 2ml 50 mM KH2PO4 pH 7.2, 50μl glacial acetic acid, 80μl 50mg/ml essentially fatty acid-free BSA)
3. Grind the tissue with a polypropylene pestle
4. Wash the extract three times with 400μl petroleum ether saturated with 1:1 (v/v) 2-propanol : water. Between washes the phases are separated by low-speed centrifugation (100g) for 1 min. The upper phases are discarded
5. Add 10μl saturated (NH4)2SO4 to the extract followed by 1.2 ml 2:1 Methanol: Chloroform, Cap the tubes, vortex-mix, leave on the bench at room temperature for 20 min, then centrifuge at 21000g for 2 min
6. Transfer the supernatant to the tube, dry sample under nitrogen gas
7. Add 400μl of solvent A and solvent B mixture 1:1 (v/v)
8. Dissolve sample by vortexing, sonicating
9. Spin at 500g for 10 min
10. Load it to autosampler vial with insert 200μl tapered bottom clear glass
Solvent A: 10% ACN 15mM NH4OH

Solvent B:  90%ACN 15mM NH4OH

Solvent C:  30/70/0.1 H2O/ACN/Formic acid

Column: Agilent Eclipse XDB-C18 3.5μm 3.0x100mm

