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	Cell Line: KhES-1

	CELL LINE DERIVATION:

	Embryo details

	Embryo used (please insert tick in box)

	Fresh 
	
	
	Frozen
	x
	
	
	
	 

	 

	Was the embryo known to carry any mutations?

	Yes
	 
	
	No
	x
	
	
	
	 

	 

	If so, please provide details:








	Isolated Inner Cell Mass

	Was the line derived from whole embryo or isolated inner cell mass (please insert tick in box)?

	Whole embryo
	 
	
	ICM isolated by
Mechanical dissociation
	 
	
	ICM isolated by 
immunosurgery
	x
	 

	 

	If immunosurgery, what antibody and complement was used?                                                                  mouse antiserum raised against human skin fibroblast cells.  Guinea pig complement was used.

	

	

	

	

	

	

	

	Media used (give details)
	DMEM/F-12 supplemented with 0.1 mM 2-mercaptoethanol, 20% KSR , 2 mM L-glutamine, 1% MEM nonessential amino acids, 5ng/ml recombinant human FGF-2

	
	

	
	

	
	

	
	

	Feeder cell used (give details)
	mitomycin C treated mouse embryonic fibroblast cells prepared from 12.5d ICR strain embryos.  

	
	

	
	

	
	

	
	

	Time to first passage:
	day 9

	
	

	Subculture method used for first passage:
	slice into pieces using hypodermic needles in 2mg/ml collagenese

	
	

	
	

	
	

	Subsequent Cell Line Maintenance

	Subculture protocol used 
(give details):
	(insert here)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. Excess dissociation will damage cells and result in loss of ES cells. 
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, at which point cells will be subcultured.. 
 
Dissociation solution:
0.25% trypsin
1mg/ml collagenase type IV
20% KSR
1mM CaCl2 in PBS(-).  

	
	

	
	

	
	

	
	

	Media used (give details):
	DMEM/F-12 supplemented with 0.1 mM 2-mercaptoethanol, 20% KSR , 2 mM L-glutamine, 1% MEM nonessential amino acids, 5ng/ml recombinant human FGF-2

	
	

	
	

	
	

	
	

	Feeder cells used (give details):
	mitomycin C treated mouse embryonic fibroblast cells prepared from 12.5d ICR strain embryos. 

	
	

	
	

	
	

	
	

	Population doubling time, if known
	not determined

	
	

	
	

	
	

	Karyotype of cells – please include passage level(s) at which karyotyping was performed
(If you have data on multiple passage levels, please provide)
p7, p49, p190 :46 female

	Has there been any alteration over time in: (please insert tick as appropriate)
	 
	YES
	NO

	
	Culture conditions
	 
	x

	
	Cell Characteristics
	 
	x

	
	Karyotype
	 
	x

	
	Differentiation
	 
	x

	
	Other
	 
	x

	If YES, please provide details: (insert here)

	

	

	

	

	


Any other comments/information that you think would be useful to this project

	(insert here)

	

	

	

	

	

	


