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:

Tel:

E-mail:



	Cell Line: primary culture of mouse embryonic fibroblasts

	Species: mouse

	Strain of mouse (if applicable): ICR

	Culture protocol details:

1. Remove heads and internal organs from day-12 ICR embryos.

2. mince embryos into small pieces with scalpels.

3. seed minced embryos to a 100mm culture dish/ embryo and culture in DMEM + 10% FBS.

4. when reach to confluence, dissociate cells with 0.25% trypsin/ 1mM EDTA and replate to new dished at 1:3

5. repeat the step 4 once.

6. make frozen stock from confluent culture of (5).



	Seeding protocol for feeder layers:

1. Prepare a confluent culture of embryonic fibroblasts in a 100-mm culture dish from frozen cells.

2. Add mitomycin C solution at the final concentration of 10µg/ml.

3. Incubate the cells for 2 h.

4. Wash with PBS(-) twice and add culture medium.

5. Incubate the cells for at least 6 h, preferably overnight.

6. Aspirate the culture medium and wash the cells with PBS(-) twice.

7. Dissociate cells with Trypsin/EDTA and suspend in culture medium.

9. Pellete the cells by centrifugation

10. Resuspend the cells and seed the cells onto gelatinized dishes at a density of 1.5-2.0 x 104/cm2. 


	Passage levels of cells used: 3 or 4
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