INTERNATIONAL STEM CELL INITIATIVE

Protocols for Participating Laboratories


ISCI/FRM/003 – Feeder Cell Details

Please complete a form for each feeder cell line used

	Participating Laboratory: 
Minger, UK
	Contact Name:

Dr. Stephen Minger, 

Tel: 020 7848 6169

E-mail: stephen.minger@kcl.ac.uk

	Cell Line: Mouse Embryonic Feeders  

	Species: fetuses from CFLP  or 129/SV females crossed with C57/BL6 males 

	Strain of mouse (if applicable):

	Culture protocol details:

Passage of MEFs: 
MEF media as below: 

Ingredients

Vol. of each ingredient (ml)

DMEM with glutamax

(high gluc. No Sod Pyr)

230

FCS

25

Nonessential AA (100x)

2.5

2(ME (50 mM)

0.5

Glutamine (200 mM) (ONLY if no glutamax in DMEM)

2.5

Pen/Strep (100x)

2.5

Total vol. = 250 ml

1. Wash MEF layer with 10 ml PBS solution (T225 flask)

2. Add 5 ml Trypsin and incubate at 37(C for 5min 

3. Add 5 ml MEF media (to inactivate trypsin)

4. Pipette into plastic centrifuge tube and centrifuge at 1000 rpm for 5 min

5. Aspirate off supernatant

6. Re-suspend pellet in 1ml media with Gilson pipette and make up to total volume required with MEF media.



	Seeding protocol for feeder layers:

Inactivating MEF Cells and Preparing 4 well plates for ES cells

1. Dilute mitomycinC  x10 (MMC) 1:10 with MEF Media. Aspirate of media on cells and add 9 ml MEF media with 1ml MMC (50ug/ml stock) to T75 flask of MEF cells

2. Return to incubator @ 37(C for 2hrs.

3. Wash MEF layer with 5 ml PBS solution

4. Add 2-3 ml Trypsin and incubate @ 37(C for 4min

5. Add 2-3 ml MEF media (to inactivate trypsin)

6. Pipette into plastic centrifuge tube and centrifuge at 1000 rpm for 5 min

7. Coat base of 4 well plates with 0.1% gelatine, approx. 0.5 ml per well 4 plates for T75 cells. Leave for a minimum of 5 min 

8. Aspirate off supernatant from pellet of MEFs

9. Re-suspend pellet in 5 ml MEF media

10. Count cells on Haemocytometer 

11. Aspirate off gelatine from plates 

12. Plate at 7.5 x 104 cells per well. 

13. Make up volume of wells to 500 (l MEF media  

14. Return to incubator @ 37(C until required.



	Passage levels of cells used: Ideally P3, max P4


