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Plating and Transferring MPIB Cell Extracts MPIB-0204-09VWBL SS 7936

Materials

Precipitation solvent 1:  MeOH with 10 µg/mL chlorophenylalanine, 2.5 µg/mL 2-fluorophenylglycine 25 µg/mL d6-cholesterol and 25 µg/mL tridecanoic acid. 
Precipitation solvent 2:  82% MeOH with 10 µg/mL chlorophenylalanine, 2.5 µg/mL 2-fluorophenylglycine 25 µg/mL d6-cholesterol and 25 µg/mL tridecanoic acid. 
250 µL autosampler vial inserts
Hamilton LabStar Liquid Handling Robot
Zymark Turbovap 96
Nunc 96-well deep well plates
Glen Mills GenoGrinder 2000
Beckman GS-6R centrifuge
Pooled Human Plasma (Bioreclamation, Lot # BRH 301705
Water US Filter

Samples were removed from the-80°C freezer and placed on ice. A 600 µL volume of the 82% Precipitation solvent was added to each and samples were sonicated for about 30 seconds to loosen and dissolve the material visible on the walls of the tubes. The samples were briefly vortexed and gently centrifuged at about 800 RPM on the Beckman centrifuge at 4°C. Four 100 µL aliquot of the matrix plasma were placed in the plate and 450 µL of the 100% Precipitation solvent was added to each. The plate was shaken at 675 strokes per minute for two minutes, then centrifuged in the Beckman centrifuge at 2000 RMP for five minutes at 4°C. The supernatants from the reconstituted extracts were transferred to the plate. Four 550 µL aliquots of the 82% solvent were transferred to the block as PRCS blanks.The block was then placed on the Hamilton and four 110 µL aliquots were transferred to four sets of 250 µL autosamples inserts, two for LC+ and LC-, another to for GC and the fourth for a spare set. All were evaporated to dryness under nitrogen streams on a Turbovap. The inserts were transferred to a sealable block and sealed. All were stored at -80°C until needed. 
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