FREEZING ES CELLS (volumes are for a T175 flask)
1. Check cells under the microscope : 80-85% confluence is best. 

2. Refeed cells 2 - 4 hours before freezing them. 

3. Aspirate media off. Wash one time with 20mL PBS. Add 8mL of trypsin. 

4. Incubate at 37°C for 15 minutes. 

5. Inactivate the trypsin by adding 8mL of the ES medium. 

6. Pipet the cells and spin @ 1000rpm for 5 minutes.

7. Resuspend the cells in 1.5 mL of ES medium.
8. Add 1.5mL of Special ES serum (Hyclone). 

9. Add 330 l of sterile DMSO.
10. Mix well (gently) using 5mL pipette.

11. Aliquot: 1mL per cryovial ( 8 million cells per vial. 
12. Place vials into a Styrofoam container. 
13. Freeze cells overnight at -80°C. 

14. Next day, transfer cells to the Liquid Nitrogen freezer. 

