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	ISCI protocol reference: 001



	Local procedure details:

Cells would not adapt to standard media, specifically KO-DMEM.  Cells were maintained in DMEM/F12 + 20% KSR, 1% NEAA, 1mM L-glutamine, 0.1mM β-mercaptoethanol, and 

4ng/ml bFGF.  Please note, these conditions are identical to the standard conditions with the exception of KO-DMEM replacement with DMEM/F12.

Additionally, cells were manually passaged as opposed to collagenase passaging.
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	ISCI protocol reference:  003

	Local procedure details:

Due to multiple factors, cells were fixed prior to FACS.  Additionally, cultures were subjected to collagenase prior to trypsin to remove a majority of the feeder cells.

Procedure:  Cells were washed 1x with dPBS w/o Ca and Mg.  Collagenase solution (1mg/ml) was added to the plate.   The culture was monitored so that only feeders were being removed (1-5min).  After removing the collagenase, trypsin was added to release the cells.  When all of the cells had released, equal volume culture media was added to inactivate the trypsin, and then the suspension was triturated to yield a single cell suspension.  Cells were pelleted by centrifugation.  Supernatant was removed and cells were resuspended in dPBS + 1% FCS.  The cells were pelleted once again by centrifugation, and supernatant removed.  Cells were fixed in 4% paraformaldehyde for 10 min on ice.  After 10 min. cells were pelleted and washed 2x with dPBS+ 1% FCS.  Finally, cells were resuspended in ISCI wash medium (PBS + 5% FCS and 0.1% sodium azide) until antibody addition and FACS analysis.  Remainder of the procedure is as listed for ISCI/SOP/003 steps 7-19.




