ISCI/FRM/004 – hES Cell Details

Please complete a form for each hES cell line

photocopy additional forms, as required
	Participating Laboratory:

WiCell Research Institute
	Contact Name:
	Marian Piekarczyk

	
	E-mail:
	

	
	Tel:
	

	Cell Line: H13

	Cell Line Derivation:

	Embryo details

	Embryo used (please tick): 
                         Fresh                G           Frozen                     (
Was the embryo known to carry any mutations?
                         Yes                    G                  No                    (                  

If so, please provide details:

	Isolated Inner Cell Mass

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

                                                      ICM isolated by                                        ICM isolated by

      Whole embryo     G           Mechanical dissociation         G          immunosurgery     (

	If immunosurgery, what antibody and complement was used?

Rabbit anti-serum to BeWo; Guinea pig complement 

	Media used (give details)
	80% DMEM(no pyruvate, high glucose); 20% FBS; 1mM L-Glutamine; 0.1 mM B-mercaptoethanol; 1% non-essential amino acids (Gibco BRL)

	Feeder cell used (give details)
	Gamma-irradiated (35 Grays) primary mouse embryo fibroblasts, passage 1-5 form CF-1 mice (Charles River)

	Time to first passage:
	9-15 days

	Subculture method used for first passage:


	Mechanical Dissociation with a micropippette.

	Subsequent Cell Line Maintenance

	Subculture protocol used (give details):
	5 minute exposure to Collagenase Type IV (Gibco BRL) 1mg/ml; mechanical dissociation.50-100 cell clumps were optimal.

	Media used (give details):
	80% DMEM/F12, 20% Knockout Serum replacer (Gibco BRL), 1mM L-Glutamine,   1% Non-essential amino acids (Gibco BRL), 4mg/ml Basic FGF2

	Feeder cells used (give details):
	Primary mouse embryo fibroblasts, passage 1-5 form CF-1 mice (Charles River)

	Population doubling time, if known
	36 hours


	Karyotype of cells – please include passage level(s) at which karyotyping was performed

46XY
	

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

	
	Culture conditions
	X
	

	
	Cell Characteristics
	X
	

	
	Karyotype
	X
	

	
	Differentiation
	
	X

	
	Other
	
	

	If YES, please provide details:

FBS was replaced with Knockout  Serum Replacer (Gibco BRL). All 5 lines are very stable overall however there are some changes that occur in batches cultured in conditions of stress



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




Please continue on another sheet of paper, if required.

