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METABOLOMICS
Sample Preparation Protocol for cells (adherent and suspension, 10 cm2 plates)
Notes:  

A sample consisting of ≈ 5 µL of cell pellet, which would require approximately 2.0 x108 cells, would be sufficient to yield successful metabolomics analyses.  
1. For adherent cells, wash plate with 10 mL of medium. Remove medium completely.
2. Incubate for 2 hours in a fresh 10 mL aliquot of medium. Decant excess medium. Aspirate off residual medium. 
3. Immediately add 5 mL of Chloroform/Methanol/Water: (1:3:1 ratio; at -80°C), and transfer to -80°C incubator. During the transport of the cell mixture to the -80°C incubator, the contents of cell culture must be submerged, at all times, in a Dry Ice/Ethanol bath, held at -80°C.

4. Incubate mixture for 15 minutes

5. After 15 minutes of incubation, scrap plate with a cell scraper (while still submerged in Dry Ice/Ethanol bath at -80°C).
6. Transfer cell lysate to 15 mL conical tube that is submerged into a Dry Ice/Ethanol bath at -80°C.

7. Centrifuge at full speed for 5 minutes in cold room.

8. Transfer supernatant to a fresh 15 mL conical tube that is submerged in Dry Ice/Ethanol bath at -80°C.
9. To the pellet in the 15 mL conical tubes, add a fresh aliquot of 500 μL of the extraction solvent (Chloroform/Methanol/Water: (1:3:1 ratio; at -80°C)). Re-suspend thoroughly; may require sonication.
10. Transfer mixture to 1.5 mL Eppendorf® tube submerged in Dry Ice/Ethanol bath at -80°C.
11. Spin in micro centrifuge at full speed for 5 minutes in cold room.
12. Transfer supernatant to the 15 mL conical tube that is submerged in Dry Ice/Ethanol bath at -80°C (of step 8).

13. Add 500 μL of the extraction solvent (at -80°C) to the pellet in the 1.5 mL Eppendorf® tube. Re-suspend vigorously.
14. Spin in micro centrifuge at full speed for 5 minutes in cold room

15. Transfer supernatant to the 15 mL conical tubes (in Dry Ice/Ethanol bath at -80°C) (of step 8).
16. Evaporate pooled extracts to dryness using a speedVac or a lyophilizer.
17. Submit dried pellet in 1.5 ml Eppendorf® tube (can be stored at -80°c).
