	ISCI/FRM/004 – hES Cell Details
	
	
	
	
	
	
	
	
	
	
	

	ISCI/FRM/004 – hES Cell Details
	
	
	
	
	
	
	 
	
	
	
	
	
	
	
	
	
	
	

	Please complete one form for each hES cell line
	
	
	
	
	
	
	
	
	
	
	

	 
	
	
	
	
	
	
	
	
	
	
	

	 
	
	
	
	
	
	
	
	 
	
	
	
	
	
	
	
	
	
	
	

	Department of Molecular Embryology, Institute of Experimental Medicine AS CR
	Contact Name:
	Petr Dvorak
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	
	

	
	E-mail:
	dvorakp@mendelu.cz
	
	
	
	
	
	
	
	
	
	
	

	
	Tel:
	420 545133298
	
	
	
	
	
	
	
	
	
	
	

	CCTL9
	
	
	
	
	
	
	
	
	
	
	

	CELL LINE DERIVATION:
	
	
	
	
	
	
	
	
	
	
	

	hatching blastocyst
	
	
	
	
	
	
	
	
	
	
	

	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
	 
	
	
	 
	 

	 
	
	
	
	
	
	
	
	
	
	
	

	Antibody: anti-human whole serum (Sigma H-3383) diluted 1:2 in PBS, 10 minutes;                                     Complement: guinea pig complement (Sigma S1639) diluted 1:4 in PBS, 12 minutes
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	

	Media used (give details)
	D-MEM:F12(Gibco) supplemented with 15% KO SR (Gibco), L-glutamine, MEM non-essential amino acids, penicillin/streptomycin, beta mercaptoethanol,4ng/mlFGF-2 (Invitrogen)
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	Feeder cell used (give details)
	primary mouse embryonic fibroblasts derived from CF-1 mice, inactivated with mitomycin C, passage No. 1, density of 13000 cells/cm2
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	Time to first passage:
	Day 10 after immunosurgery
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	Subculture method used for first passage:
	mechanical scraping with a glass pipette
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	Subsequent Cell Line Maintenance
	
	
	
	
	
	
	
	
	
	
	

	Subculture protocol used 
(give details):
	1.From derivation to passage No. 29 - mechanical scraping with glass pipette;                                        2.From passage No. 30 to passage No. 95 - treatment with collagenase, detachment of hESC colonies by gentle pipetting with Pasteur pipette , transfer of colonies to 15ml centrifuge tube, gentle pipetting and addition of culture medium, centrifugation, at 50g for 4 minutes, gentle pipetting to resuspend the cells, seeding  onto feeder layer;                                                                                                                                       3.From passage No. 95 to passage No. 108 (ISCI study) - standard ISCI protocol using collagenase and glass beads
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	Media used (give details):
	1. From derivation to passage No. 95 - D-MEM:F12 supplemented with 15% KO SR, L-glutamine, MEM non-essential amino acids, penicillin/streptomycin, beta mercaptoethanol, 4ng/ml FGF-2                             2. From passage No. 95 to passage No. 108 (ISCI study) standard ISCI medium with antibiotics(see form 002)
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	Feeder cells used (give details):
	primary mouse embryonic fibroblasts derived from CF-1 mice, inactivated with mitomycin C, passage No. 1, density of 16000 cells/cm2
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	Population doubling time, if known
	(insert here)
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	
	

	Karyotype of cells – please include passage level(s) at which karyotyping was performed
(If you have data on multiple passage levels, please provide)
Passage No.22 (November 18, 2003) - 46XX ; Passage No.64 (July 14, 2004) - 47XX +17;  Passage No. 78 (September 14, 2004) - 47XX +17 ;                                                                                              Passage No. 96 (November 30, 2004) - 47XX +17                                                                                                                                                              
	
	
	
	
	
	
	
	
	
	
	

	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: 1. Culture conditions - D-MEM:F12 with 15% KO SR was changed to KO DMEM with 20% KO SR at passage No. 95 (ISCI study), simultaneously 100mm culture dishes were changed to 25cm2 flasks and subcultures were performed using collagenase and glass beads           2. This changes in culture conditions were followed by changes in morphology of hESCs - cells formed smaller multilayer colonies and we also observed formation of spontaneous embryoid bodies from the center of colonies. Such morphological changes were observed early after switch to ISCI culture conditions (from passage No. 96-97). 
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	


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

	(insert here) This hESC line was between passage level 95 to passage level 108 maintained in standard ISCI  culture conditions without reserve cells. After finishing ISCI study (passage No. 108), cells were again returned to our local culture conditions (D-MEM:F12 with 15% KO SR, 100mm dishes, subcultures using collagenase and pipetting). At present time (passage No. 111), the cells are growing again in single-layer colonies without formation of embryoid bodies. 
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	
	
	


