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3) Finely mince tissue using forceps. Add 10 ml of 0.05% Trypsin-EDTA (Gibco, 25300-054) and continue
to mince tissue by pipetting tissue up and down. Incubate tissue at 37 °C for 20 minutes.
4) Resuspend tissue and re-incubate at 37 °C for an additional 15 minutes.
5) Neutralize the Trypsin-EDTA digest solution by adding 20 ml of culture medium (DMEM + 10 % FBS +
antibiotics) and transfer contents through 70 um strainer into 50 ml conical tube.
6) Pellet cells via centrifugation at 1 KRPM for 5 min
7) Aspirate media and add 20 ml of culture medium. Plate onto a T25 flask (1 embryo/flask). Place flask
in 37 °C incubator overnight.
8) Change medium to get rid of dead cells and cell debris.

Can freeze cells when at 80-90 % confluency or can use cells for experiments.



