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1.0    Purpose  
To prepare frozen cell culture stock for long term storage and to remove cells from frozen stock. 
 

2.0    Scope  
This procedure is used to prepare cell stock to be stored in liquid nitrogen and for the recovery of 
cells from cryogenic storage. 
 

3.0    Description  
 Storing cells in liquid nitrogen allows for long term storage and use of stock cell cultures. 
 
4.0 Materials and Reagents: 
 

No. Name Description Concentration Storage Location 

1.0 Freezing Media DMSO 10% Lab bench 

2.0 FBS Fetal Bovine Serum 1X Freezer #2 

 (026-328S-A) 

3.0 Corning Cryovials 2 mL cryovials N/A Supply Area 

4.0 Sterile filter 0.22um N/A Supply Area 

 
5.0 Procedure for Freezing Cells: 

5.1 Obtain desired cells and count to determine the number of cells you have to freeze.   
5.2 Spin cells down at 1000 rpm for 5 minutes, and resuspend in FBS: DMSO 90:10 ratio.  Add 

FBS first, as the DMSO is harmful to the cells.  A typical cell concentration is between 4x106-
6x106 cells/ml.   

5.3 Aliquot amount calculated into 2 mL Corning cryovials, labeled with cell name, passage 
number, and date on each cryovial.   

5.4 Place vials in Nalgene Cryo Freezing container (cat# 5100-0001) and store at –80°C for 24 
hours. 

5.5 24 hours later, remove cells from freezer and store in liquid nitrogen tank.  Update cryotank 
binder with where they are located. 

Procedure for Thawing Cells: 
5.6 Obtain cells from liquid nitrogen freezer. 
5.7 Agitate tube in 37°C water bath for approximately 5 min, or until cells are thawed. 
5.8 Wipe top of tube with alcohol, unscrew, and pipet contents into 15ml falcon tube. 
5.9 Add a few mL of proper cell media to 15 mL tube. 
5.10 Spin cells down, and resuspend in cell media. 
5.11 Plate cells at desired density in a plate or flask. 

6.0    Reference(s) 
 
7.0       Procedural Change Description 
 

Rev Level Date Reference Description of Change 

1 12/14/11 T.L Procedures for freezing and thawing. 

2.0 7/2/12 CL Updated room locations 

 


