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PASSAGE

1. Aspirate media and wash with 1X PBS.

2. Add 0.25% Trypsin/EDTA (2.5mL for a T25 flask) and incubate at 37°C for 3minutes.

3. Check cells under microscope to ensure that cells are disaggregated, then add medium (10% FBS in DMEM) to neutralise trypsin.

4. Centrifuge cells at 1200rpm for 5minutes.

5. Split cells at a 1:3 ratio.

6. Incubate cells at 37°C.

7. Make sure to label flask with cell name and passage number.

INACTIVATION 

1. When cells are sub-confluent (70-80%), aspirate media.

2. Wash cells with PBS.

3. Add enough 10µg/mL mitomycin c (final concentration) to cover the surface of the cells and incubate cells for 2.5-3 hours.

4. Put gelatine on tissue culture vessel for at least 30minutes.
5. Aspirate mitomycin c and wash cells with PBS.

6. Add trypsin/EDTA and incubate cells for 3-5 minutes.

7. Neutralise with medium (10%FBS in DMEM). Resuspend cells to disaggregate them properly.

8. Centrifuge cells at 1200rpm for 5minutes. While cells are in the centrifuge, aspirate gelatine from the pre-coated wells.

9. Aspirate supernatant from and resuspend cell pellet in medium.

10.  Seed the MEFs according to the concentration required for the specific cell line. 

NOTES:

1 Don’t allow MEFs to become confluent before inactivation

2 Passage 3 is ideal but make sure not to go over passage 5

3 Making up MITO-c-DMEM/FBS: Add 1mL of 10%FBS in DMEM to 2mg mitomycin c. Store aliquots of 200µL at -20°C
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