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:

Department of Molecular Embryology,

Institute of Experimental Medicine,

Academy of Sciences of the Czech Republic,

Zemedelska 1, 613 00 Brno, Czech Republic
	Contact Name:

Petr Dvorak

Tel:  +420 545133298

E-mail: dvorakp@mendelu.cz



	Cell Line:  NA/ primary mouse embryonic fibroblasts

	Species:  mouse

	Strain of mouse (if applicable): CF-1

	Culture protocol details:

1. Fibroblasts/Feeder cells are grown in 100mm Petri dishes

2. Culture medium is KO-DMEM (Gibco) supplemented with 10% FBS, penicillin/streptomycin, L-Glutamine, MEM Non-essential amino acids, (-mercaptoethanol

3. Passages of feeder cells are performed with trypsin/EDTA

4. Feeder cells are mitotically inactivated using mitomycin C



	Seeding protocol for feeder layers:

1. Fibroblasts are thawed 2-3 days before passage of hESCs

2. Fibroblasts are mitotically inactivated 24 hours before passage of hESCs

3. Inactivated fibroblasts are trypsinized and seeded at density of 1.6 x 104  /cm2 to 25cm2 flasks (24 hours before passage of hESCs)

NOTE:  For all ISCI study we used the same lot of feeder cells that has been pre-tested using hESC line CCTL14



	Passage levels of cells used: All feeders were prepared from passage level 1 fibroblasts

















































































































































































































Page 2 of 1                        version 2


