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:

Stem Cell Sciences Ltd

PO Box 8224

Monash University  LPO

Clayton Victoria  3168

Australia
	Contact Name: Carmel O’Brien/Paul Bello

Tel: + 61 3 9905 0600

E-mail:  paul.bello@stemcellsciences.com.au

Carmel.obrien@stemcellsciences.com.au



	Cell Line:  B-84

	Species:  Mouse fetal fibroblasts

	Strain of mouse (if applicable): From 129 x 129 matings

	Culture protocol details:

F-DMEM media

High glucose DMEM (Invitrogen 11960-044)) supplemented with:

10% FCS (JRH Biosciences)

2mM L-glutamine (Invitrogen) 

Penicillin (25 U/ml) and Streptomycin (25 (g/ml) (Invitrogen)

Expanding MEF feeders
MEF cultures are split when flasks are approximately 80-90% confluent. Pre-warm F-DMEM media and PBS (Ca and Mg free, Invitrogen) to 37(C. For each flask to be expanded, aspirate existing media and wash flask twice with warm PBS (-) then add 0.9-3 ml of 0.05% Trypsin- 0.2 mM EDTA. Incubate flask at 37(C for 3 minutes. Slightly bang flask until cells are seen to be detached from flask surface however, avoid splashing cells onto other sides of flask. Wash cells from flask surface by flushing with warm F-DMEM media and add to new flask or divide evenly between new flasks, if expanding to more than one flask. Wash original flask with further F-DMEM and add to, or divide evenly between, new flask(s) as before. Make up to recommended volume per flask with F-DMEM media. Split ratio will depend on a number of factors such as cell confluency and health, morphology and passage number. MEF at an early passage, such as P0, P1 or P2, which are 80-90% confluent and have a healthy cobblestone appearance can be split 1:4 or 1:5. Confluent cells at a later passage, P3, exhibiting a similar healthy appearance can be split 1:3 or 1:4.  

Mitomycin C Inactivation of MEF feeders

MEF can be split up to Passage 4 (P4) and once flasks are confluent treat with mitomycin C to arrest cell division. For each flask to be treated, add mitomycin C (Sigma) to a final concentration of 10 ug/ml of existing F-DMEM in flask ie 100 (l per 20 ml. Incubate at 37(C for 2.5 – 3 hours. Pre-warm F-DMEM media and PBS (-) to 37(C. Aspirate existing media with mitomycin C and wash flask once with 10-15 ml of F-DMEM and twice with 10-15 ml of PBS (-). Add 0.9-3 ml of 0.05% Trypsin-0.2 mM EDTA depending on size of flask. Incubate flask at 37(C for 3 minutes. Slightly bang flask until cells are seen to be detached from flask surface however, avoid splashing cells onto other sides of flask. Wash cells from flask surface by flushing with warm F-DMEM media (6-7 ml per T-75/10-12 ml per T-150) and collect cell suspension into 15 ml or 50 ml tube. Wash flask a second time, using same volume of F-DMEM as described above, and add to cell suspension in tube. Centrifuge cells for 3 minutes at 1500 rpm. Resuspend cells in 10-15 ml of F-DMEM and count cells. Plate or freeze as required.



	Seeding protocol for feeder layers:

Preparation of MEF Feeder Plates
Prior to plating any MEF as feeders, coat tissue culture treated plates with 0.1% gelatin.

Add sufficient volume of 0.1% gelatin to completely cover culture surface area and leave for minimum of 2 hours at room temperature. Inactivate MEF to be used as feeders with mitomycin C as described above. Approximately 30 minutes before mitomycin C inactivation is completed aspirate gelatin from plates and allow to dry. Label plates with relevant feeder batch number and date. Take harvested suspension of MEF cells following Mitomycin C Inactivation and count cells. Calculate number of cells required to set up feeder plates or flasks and resuspend in appropriate volume of F-DMEM.

For HES cultures grown under “local conditions” in organ culture dishes (BD), 1.65 x 105 mitomycin treated MEFs are plated to the inner 2.45 cm2 well in a 1 ml volume of F-DMEM media.  4-5 ml of sterile distilled water, cell culture grade, is aliquoted to the outer well of each organ culture dish. The following day, two media changes are done replacing the F-DMEM media with HES media (refer to ISCI/FRM/004). 

For the bulk cultures used in the ISCI experiments, the inactivated MEF cells were seeded in F-DMEM media to flasks at one third of the density used for “local condition” cultures – ie 2 x 104 cells/cm2 = 0.5 x 106 cells per T25 flask.  On the morning of plating passaged MEL-1 or MEL-2 HES cells to feeder flasks, media was changed to the standard ISCI KO/KSR media (ISCI/Appendix 1).

.


	Passage levels of cells used:

For local cultures in organ culture wells  Passage 4
For ISCI bulk cultures in flasks  Passage 4
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