Tissue Culture
Complete RPMI 10%(v/v) FCS

0.2M 2-ME
L-glu

5ml



stock 2-ME
0.2ml

pen/strep
5ml



t.c. PBS
14.1ml

4mM 2-ME
2.5ml



0.2m sterile filter

h.i. FCS
50ml





RPMI 1640
437.5ml


4mM 2-ME






0.2M 2-ME
2ml

Freeze Medium 10% DMSO

t.c. PBS
98ml

DMSO


1ml


0.2m sterile filter

complete RPMI
9ml




G418 142.9mg/ml; 2000U/ml



Reconstitute 5g vial in 35 ml t.c. PBS. 


Store 0.25-1ml aliquots at -20oC.

Adherent cells:
If confluent, smack flask to remove cells.  Pull off all 




medium.  Keep supernatant if necessary.  Feed with 50ml 



fresh medium.




Trypsin EDTA treatment:
Wash cells with sterile 1X PBS 



w/o cations 2X.  Decant PBS each time.  Add appropriate 



volume of Trypsin to flask.  Return flask to incubator for 5 



min.  Smack flask to dislodge adherent cells.  Immediately 



add complete medium to cells.  Pull off all but 5-10ml cell 



suspension.  Feed with fresh medium.

Floating cells:
Pull off all but 5-10ml medium.  Keep supernatant if 




necessary.  Feed with 40-45ml fresh medium.

Freezing cells:
Centrifuge to pellet cells (5min. at 1000 rpm).  Decant 



supernatant.  Resuspend cells in 1ml freeze medium 



(5x106-10x106 cells/ml).  Transfer cell suspension to a cryo 



vial clearly marked with ID and date.  Immediately place vial 


in -70o freezer.  Leave o/n.  Transfer frozen vials to LN2 



storage.

Thawing cells:
Set water bath to 37oC and allow to come to temp.  




Transfer frozen vial from freezer directly to water bath.  



Quick thaw (1min.  Transfer cell suspension to a sterile 



tube containing complete RPMI.  Centrifuge to pellet cells.  



Pull off medium (with DMSO).  Resuspend cells in fresh 



medium and transfer to a sterile flask.  DO NOT place cells 


in to culture without washing off DMSO first.

