ISCI/FRM/003 – Feeder Cell Details
Please complete a form for each feeder cell line used
photocopy additional forms, as required
	Participating Laboratory:
BresaGen, Inc.

111 Riverbend Rd.

Athens, Ga 30605
	Contact Name: Tom Schulz
Tel: +1 706-613-9878 ext 171
E-mail: tschulz@novocell.com


	Cell Line: Primary (PMEF-N; http://www.specialtymedia.com/cgi-/catalogPage.asp?subSectn=0203 )

	Species:  Mouse

	Strain of mouse (if applicable): FVB

	Culture protocol details:

MEFs are cultured at 37C in a humidified atmosphere of 5% CO2 in air.  Once MEFs are plated media is not changed until hESC are seeded, at which time hESC media is used.  Unused MEFs are discarded after 5-7d, and a new vial is thawed for use.


	Seeding protocol for feeder layers: 
      MEF media: DMEM high glucose, 10% FCS, 2mM glutamine, 0.1mM NEAA, 50 units/ml penicillin, and 50 µg/ml streptomycin. 
Vial(s) are removed from LN2 and thawed in 37C water bath.  Cells are transferred to a 50ml conical tube.  10ml MEF media is added dropwise, slowly with swirling.  Suspension is transferred to a 15ml conical tube and centrifuged at 200g for 4 minutes.  Supernatant is removed and cells are resuspended in 10ml MEF media.  Viable cells are counted by trypan blue exclusion.  Cells are seeded at 4x105 cells/ 60mm dish.   A total of 4ml MEF media is added to the 60mm dishes.  Cells are cultured, as outlined above, for at least 24h prior to hESC seeding.


	Passage levels of cells used:  p3


