INTERNATIONAL STEM CELL INITIATIVE

Protocols for Participating Laboratories


ISCI/FRM/003 – Feeder Cell Details

Please complete a form for each feeder cell line used

photocopy additional forms, as required
	Participating Laboratory:
	Contact Name: Timo Otonkoski
Tel: +358 9 191 25692
E-mail: timo.otonkoski@helsinki.fi


	Cell Line: FES 21

	Species:  Mouse

	Strain of mouse (if applicable): ICR

	Culture protocol details:

Feeder cells are grown on 150cm2 flasks to confluence and after that treated with  mitomycin C (Sigma) (1(g/ml).  Feeders are then frozen (-75(C) in 1ml ampoules for later use.  Ampoules are strored in liquid nitrogen.
Growth Media: 90% DMEM (Gibco), 10% FCS (Promocell), 1% L-glutamine +Pen/Strep (Gibco)

Freezing media: 60% growth media, 20% FCS (Promocell), 20% DMSO (Sigma)


	Seeding protocol for feeder layers:

Frozen ampoules are promptly thawed in +37(C water bath.  Ampoule contents are then moved to a Falcon tube containing growth media and centrifuged for 4 min/ 11,000 rpm at RT.  The supernatant is aspirated and the cell pellet is resuspended in growth media to the desired volume and plated on to gelatin coated dishes.  The feeders are ready for use the following day


	Passage levels of cells used: 4
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