HeLa Cell Thawing and Passing Protocols
Materials
	Product
	Catalog Number

	DMEM
	GIBCO 11965

	Heat Inactivated FBS
	GIBCO 10438

	0.05% Trypsin-EDTA
	GIBCO 25300



Preparation of 10% HI-FBS/DMEM
1. In a cell culture hood, combine 500ml DMEM (GIBCO 11965) and 50ml heat inactivated FBS (GIBCO 10438)
2. Filter using a 500ml 0.22 m suction filter
Cell Thawing 
1. Warm 10% HI-FBS/DMEM in 37°C water bath
2. Add 10ml of medium to a 75cm2 flask
3. Quickly thaw cells by holding tube in 37°C water bath and agitating until the medium is liquid (1-2 minutes) 
a. It is important to keep cells frozen until they are ready to be used in order to prevent them from dying
4. Add cells to flask and tilt flask to ensure cells are spread evenly across the bottom
5. Incubate at 37°C
6. Change medium the next day to remove any DMSO left over from the freezing medium
Cell Passing
1. Warm medium and 0.05% trypsin (GIBCO 25300) in 37°C water bath
2. Add 12ml of medium to each of two 175cm2 flasks
3. Aspirate off old media
4. Wash cells with 5ml PBS and aspirate the PBS off
5. Add enough trypsin to cover the bottom of the flask (for a 75cm2 flask, 2ml is sufficient)
6. Allow a few minutes for cells to detach
a. When cells are round and detached, the reaction is ready to be stopped
b. Cells can be detached faster by gently tapping the sides of the flask or by putting the flask in the incubator for 1-2 minutes
7. Neutralize trypsin by adding DMEM (for a 75cm2 flask, 10ml for a total volume of 12ml in the flask)
8. Tilt the flask and rinse the bottom of the flask with the medium to resuspend the cells
9. To each of the two 175cm2 flasks add 6ml of cell suspension for a total of 18ml in each flask
10. Incubate flasks at 37°C
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