E14 – Reviving positive ES clones from a 96-well plate and freezing after expansion

1. Quickly transfer one 96-well plate from the storage freezer into a 37˚C water bath to thaw. 

2. Once the well containing your clone of interest is almost thawed, transfer cells into a 2-ml microcentrifuge tube filled with media. 

3. Spin cells for 5 minutes at 1000 rpm.

4. Aspirate off medium and gently resuspend cells. Transfer to a gelatinized 48-well plate. 

5. Grow the cells in a 37˚C humidified 5% CO2 incubator. Change medium daily until 80% confluent.  It takes up to 3days in general.

6. Expand cells to 12 well plate and then 6-well plate. When cells are more than 60~70% confluent split them to 3 wells to freeze.

7. Make sure your cells are happy and healthy at the time of freezing. If not, keep nurturing cells further.

8. Freeze 7 vials of cells from 3 wells of a 6-well plate. Record observations regarding growing speed and morphology onto the expansion table.

9. Revive one vial to verify the efficiency of your freeze-down.

10. Record the confluence next morning on the expansion table. 
