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	Cell Line: B-81

	Species: Mouse

	Strain of mouse (if applicable): 129 Sv

	Culture protocol details:

Grow mouse fibroblast cells in 175 cm2 flasks in DMEM supplemented with 10% FCS and antibiotics (F-DMEM). Fibroblasts require splitting when they are approximately 80-90% confluent.
1. Aspirate the medium and wash flask twice with 10 mL PBS.

2.  Add 2 ml of 0.05% trypsin-EDTA (for T175 flask) and incubate at room temperature for 3 minutes.  
3. Slightly bang flask until cells can be seen sliding down from flask surface.
4. Wash the cells from the flask with 10 mL of F-DMEM and collect the cell suspension into a 50 mL Falcon tube.  Wash the flask with a further 10 mL of F-DMEM.
5. Spin down the cells (500 rcf, 2 min), resuspend in F-DMEM and plate at appropriate split ratio. (This will depend on a number of factors such as cell confluency and health, morphology and passage number. Fibroblasts at an early passage (such as P0, P1or P2) with 80-90% confluency and a healthy cobblestone appearance can be split 1:5 or 1:6.  At a later passage (such as P3), cells with 80-90% confluency and have healthy cobblestone appearance can be split 1:3 or 1:4.)


	Seeding protocol for feeder layers:

1. Dilute the mitomycin C solution in F-DMEM to get a final concentration of 10µg/mL.
2. Aspirate the medium from a confluent 175 cm2 flask of fibroblast cells and replace with 20 ml of F-DMEM containing mitomycin.

3. Incubate the flasks at 37(C for between 2.5 to 3 h.
4. Gelatin coat tissue culture plates with a 0.1% (w/v) gelatin solution - add sufficient volume of gelatin to cover the culture surface area and incubate at room temperature for a minimum of 1 hour.  
5. Aspirate the mitomycin C medium from the fibroblast cells. Wash each flask once with 10mL of F-DMEM and twice with 15 mL PBS.
6. Add 0.05% trypsin-EDTA (2 mL/175 cm2 flask) and incubate at 37(C for 3 minutes.  Slightly bang the flask until the cells can be seen sliding down from the flask surface.
7. Wash the cells from the flask with 10 mL of warm F-DMEM and collect the cell suspension into a 50 mL Falcon tube.  Wash the flask with a further 10 mL of F-DMEM.
8. Spin down the cells (500 rcf, 2 min).
9. Resuspend the cells in 10-15 mL F-DMEM. Count the cell suspension using a haemocytometer.
10. Aspirate the gelatin from tissue culture plates and plate the fibroblasts in F-DMEM at 2 x 104 cells/cm2 
11. Aspirate the F-DMEM prior to plating hES cells.


	Passage levels of cells used: passage 4


