Injection protocol

1. Feed ES cells with fresh media, 2 hrs prior to preparation for injection.

2. Take a picture of the cells to record confluency and morphology before trypsinization.

3. Rinse with 2ml of PBS, then incubate them with 0.5 ml of 0.05% pre-warmed trypsin for 5~8 minutes at the incubator until the cells become small clumps of no more than 10~20 cells.

4. Inactivate trypsin by adding 2.5ml of media (3ml total).

5. Take 1.5ml, add to 10 ml of E14 media in 15ml tube, and spin down for 5 minutes at 1000xg and resuspend the cells in 1 ml of injection media (10% FBS/25mM HEPES (pH 7.4) in DMEM)

6. Take 50ul of the cells from #4 and add 10ul of Trypan blue. Take a picture of the cells on hemocytometer.

7. Add 1.5ml of media into the remaining cells, then plate onto one 6-well plate. Next day, monitor the cells for their happiness and take a picture as a record.

