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	ISCI protocol reference:  ISCI/SOP/001

	Local procedure details:

General cell culture:

1. All cells were centrifuged at room temperature.

Culture of 2102Ep cells:
1. 2102Ep cells were grown in 5% CO2.

Culture of HES cells:

1. Collagenase I (Worthington, cat# S3P6854) at 4mg/mL was used.
2. hES cells were rinsed of the surface of the flask with culture medium or scrapped with a cell scraper.
3. Feeder layers were not washed with PBS before adding HES medium and HES cells.
4. in situ
FACS:
1. Plates were centrifuged at 320 x g.

Indirect immunofluorescence:
1. Polyclonal Goat Anti-Mouse Immunoglobulins/FITC; Goat F(ab’)2 

(DakoCytomation ct# F 0479)  was used as a 2o antibody at a dilution 1:40.
Cells grown in conditions labelled local used the following media changes: 
DMEM (without sodium pyruvate, glucose 4500mg/L), 20% FBS, 0.1 mM β-mercaptoethanol, 1% nonessential amino acids, 2 mM glutamine, 1% ITS, 50 U/mL penicillin, 50 µg/mL streptomycin



