INTERNATIONAL STEM CELL INITIATIVE

Protocols for Participating Laboratories


ISCI/FRM/002 – Deviations from Standard Protocols

Please complete a form for each deviation submitted

photocopy additional forms, as required

	Participating Laboratory:
	Contact Name:

Tel:

E-mail:



	ISCI protocol reference:

	Local procedure details:

Routine maintenance of hES cells.

To subculture ES cells confluent in a 60mm culture dish.

1. Aspirate medium and rinse the cells with PBS.　

2. Add 1ml of the dissociation solution.

3. Incubate for 5-6 minutes at 37°C. Examine the cells under a microscope and confirm that the feeder cells show a rounded shape and that most colonies of ES cells are partially detached from the dish.

4. Add 4ml of ES medium and dissociate ES cell colonies into clusters consisting of about 100 cells by gentle pipetting. 
5. Transfer cell suspension to a 15-ml centrifuge tube.

6. Centrifuge the cells at 1000rpm for 5 min.

7. Aspirate supernatant and resuspend the cell pellet in 10ml of ES medium.

8. Dispense 5ml of cell suspension to a new 60mm culture dishes with a fresh feeder layer.

9. Change the medium daily. ES cells will become confluent in 3-4 days. 

Dissociation solution:

0.25% trypsin

1mg/ml collagenase type IV

20% KSR

1mM CaCl2 in PBS(-).  

Culture medium:

DMEM/F-12 1:1, 20%KSR, 1% NEAA, 1.0mM b-mercaptoethanol
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