Mito C treatment of MEFS (Mouse embryonic fibroblasts)

1.) Aspirate media off of day 14 MEFs that are confluent on a 10 cm plate.

2.) Add 6 ml of MEF media with 10 ug/ml mitomycin C. 50 ml  MEF media, 0.5 ml MitoC

3.) Incubate for 2-3 hours at 37 degrees.

4.) Aspirate off the media and wash 3 times with 5 ml of PBS to get rid of all the mitoC

5.) Tripsinize plates with 3 ml trypsine for 5 min. Add 5 ml DMEM + FBS to plates to inactivate trypsine. Spin down cells and aliquot to freeze. 

· 2 plates freeze into 3 vials. 1 vial is good for one 10cm plate, or one 6-24-96 well plate.

· Freeze media in 20%FBS, 10% DMSO.

Gelatin treatment of plates

1.) Add enough sterile/autoclaved 0.1% gelatin to cover the bottom of the wells.

Approximate amounts: 10cm- 5ml




  6 well- 1.5ml/well







  24 well- 0.5 ml/well






  96 well- 200 ul/well

2.) let the gelatin sit for 5-15 min. in the hood, sitting longer doesn’t hurt anything.

3.) Asprate off the gelatin before adding the media and/or cells

Thawing Cells

1.) Remove cells from liquid nitrogen and thaw quickly in 37 degree H2O bath.

2.) Transfer cells to a 10 cm plate and add prewarmed media.

3.) Change media a few hours later. 

Heat Inactivation of Serum

*all serum needs to be heat inactivated before using in tissue culture

1.) Thaw serum at 37 degrees

2.) Plate at 55 degrees for 30 minutes to heat inactivate.

3.) aliquot into 50 ml conical and refreeze the media at this point. Keep at –20 degrees

Recipes

Gelatin Recipe

400 ml H20

0.4 g gelatin (Sigma G-1890)

In a 500 ml bottle, autoclave for 30 minutes to sterilize and get gelatin into soluntion

MEF Media

500 ml DMEM (high glucose, no L-glut, no NA Pyruvate)

50 ml FBS

5 ml Penn/Strep

5 ml Non Essential Amino Acids

3 ml L-Glutamine

Filter sterilize before using

Replace L-glut every 2-3 weeks

ES Media

410 ml DMEM (high glucose, no L-glut, no NA Pyruvate)

75 ml FBS (aliquoted in –20 freezer)

5 ml Penn/strep

5 ml Non Essential Amino Acids

10 ml L-Glutamine

4 ul BME 

50 ul LIF ESGRO (home grown in 15 ml eppendorf (200 ul HG LIF) in door of 4 degrees

Filter sterilize before using

Replace L-glut every 2-3 weeks

