ISCI/FRM/003 – Feeder Cell Details

Please complete a form for each feeder cell line used

photocopy additional forms, as required
	Participating Laboratory:

Dr. ANDRAS NAGY
	Contact Name: Marina Gertsenstein
Tel: 1-416-586-8455
E-mail: gertsenstein@mshri.on.ca


	Cell Line: Primary mouse embryonic fibroblasts (MEF)

	Species: Mouse 

	Strain of mouse (if applicable): CD-1

	Culture protocol details: MEF medium (15% FBS)

Component

Company

Catalogue #

Catalogue #

Concentration

Volume

DMEM

Invitrogen
11965-092
or 10566-016
500 ml
Pen-Strep
Invitrogen
15070-063

5,000 U (ug)/ml)
6 ml

GlutaMAX-1
Invitrogen
35050-061
Not added

200 mM=100X
6 ml

FBS

Wisent

90150

mES cell qualified 

90 ml

MEF were derived from E12.5 CD-1 embryos with heads and large number of p.0 and p.1 stock frozen.



	Seeding protocol for feeder layers:

Prior to plating, tissue culture dishes are coated with 0.1 % gelatin (Specialty Media ES-006B). Ideally gelatin is left for a minimum of 30 minutes at 37 C and removed immediately before plating the cells. MEF are plated 24-48 hours before thawing/passage of hES cells. Generally MEF plate is used for a new subculture within 4 days and not kept as feeder layer for longer than 12-14 days.

Mitomycin C: Sigma # M0503; 100 (l of 1 mg/ml stock solution in PBS per 10 ml of MEFs medium stored light protected at 40 C for no longer than two weeks. 

· Mitomycin C treatment for 2 hours at 37 0 C 5 % CO2 

· PBS rinse x 3, trypsin, count

· Dilution to ~130,000 cells/ml 

· Seeding cells at ~ 20-30,000 cells/cm 2; e.g. 2 ml per one well (9.6 cm 2) of 6-well plate



	Passage levels of cells used: p.1 for derivation, not later than p.2 for culture


