Freezing J774A.1 Cells Protocol- by Jamie Wandzilak

*Before freezing cells ensure that DMEM + 10% FBS media is warmed at 37  ̊C
**All handling of cells should take place in a tissue culture hood using aseptic technique 
***Freezing cooler must be at room temp before starting 
1. You should be starting with 4-5 100mm dishes that are about 80% confluent with J774A.1 cells 

2. Scrape up the cells from all of the dishes into 15mL of DMEM into a 15mL conical

3. Spin down the conical in the Howlett centrifuge at 900rpm for 4 minutes at room temperature 

4. Remove supernatant and resuspend in 10mL DMEM and take a count with a hemocytometer 

5. [bookmark: _GoBack]Count should be averaged around 20-25, so add more media if necessary and take another sample to count 

6. Add DMSO to the cell solution to make it 10% DMSO

7. Aliquot the cell solution into 1mL aliquots in cryovials that are labeled with the strain, the passage number, and the date 

8. Place cryovials in the freezing cooler (should be room temp) and place cooler in a -80C freezer overnight

9. The next day transfer the cryovials into the liquid nitrogen freezer


 
