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	Please complete one form for each hES cell line

	 

	 
	
	
	
	
	
	
	
	 

	Participating Laboratory: BresaGen Inc
	Contact Name: Tom Schulz
	(insert here)

	
	
	

	
	E-mail: tjschulz@prodigy.net
	(insert here)

	
	Tel:+1-706-613-9878 ex171
	(insert here)

	Cell Line: BG03

	CELL LINE DERIVATION:

	Embryo details

	Embryo used (please insert tick in box)

	Fresh 
	X
	
	Frozen
	 
	
	
	
	 

	 

	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? Antibody: anti-placental alkaline phosphatase (DAKO, 1:10 dilution), complement: guinea pig complement (Gibco, 1:4 dilution)

	

	

	

	

	

	

	

	Media used: 
	Knockout DMEM (Gibco), 20% FBS (Hyclone), 2mM L-Glut, 1x non essential amino acids, pen/strep, 1000 U.ml human LIF, bME and 4ng/ml FGF2

	
	

	
	

	
	

	
	

	Feeder cell used (give details)
	MEFs derived from E13.5 C57/Bl6 embryos. Prepared using standard methods and inactivated with mitomycin C

	
	

	
	

	
	

	
	

	Time to first passage:
	 

	
	

	Subculture method used for first passage:
	Microdissection passaging

	
	

	
	

	
	

	Subsequent Cell Line Maintenance

	Subculture protocol used 
(give details):
	The cells were expanded under the same conditions to passage 4, when they were cryoperserved. For the work performed here, a p4 culture was thawed into a MEF-CM medium (below), on MEFs of the ICR strain. The culture was subsequently maintained by microdissection passaging and growth in hESC medium (below), and subculturing on MEFs of the FVB strain. The ISCI work started at ~p19. 

	
	

	
	

	
	

	
	

	Media used (give details):
	MEF-CM (DMEM:F12, 20% KSR, 4 ng/ml bFGF, 2 mM glutamine, 0.1 mM non-essential amino acids, 50 units/ml penicillin and 50 μg/ml streptomycin, 0.1 mM ß-Mercaptoethanol, no LIF. Media conditioned on MEFs for 24 hrs before use). hESC medium (DMEM:F12, 20% KSR, 4 ng/ml bFGF, 2 mM glutamine, 0.1 mM non-essential amino acids, 50 units/ml penicillin and 50 μg/ml streptomycin, 0.1 mM ß-Mercaptoethanol, no LIF)

	
	

	
	

	
	

	
	

	Feeder cells used (give details):
	BG03 hESC were originally isolated on C57/BL6 MEFs. Subsequently they have been passaged on ICR or FVB strain MEFs. Within the timepoints of the ISCI work, only FVB MEFs were used

	
	

	
	

	
	

	
	

	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)
Normal female karyotype observed when cells were maintained by microdissection passaging. Mulitple parallel cultures, mulitple time points. Normal karyotype demonstrated at p17, 20, 27, 28, 48, 50.               

	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
	 
	 

	If YES, please provide details: (Culture conditions) BG02 cells were first isolated in a 20% FBS containing medium. Subsequent passaging was performed in hESC medium (above) or hESC medium conditioned on MEFs prior to use (MEF-CM above). 

	

	

	

	

	


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

	(insert here)

	

	

	

	

	

	


