ISCI/FRM/004 – hES Cell Details

Please complete a form for each hES cell line

photocopy additional forms, as required
	Participating Laboratory:

Centre for Stem Cell Biology,

University of Sheffield,

Western Bank,

Sheffield,

S10 2TN
	Contact Name:
	Contact Name: P.W. Andrews


	
	E-mail:
	p.w.andrews@shef.ac.uk

	
	Tel:
	+44 1142 224173

	Cell Line: (insert name)     HUES-10

	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-human RBC antibodies (Inter Cell Technologies cat # 0183)
Guinea pig sera complement (Sigma-Aldrich, Cat# S-1639)



	Media used (give details)
	80% Knockout DMEM (Invitrogen Cat# 15070-063)
8-10% Knockout SR (Invitrogen Cat# 10828-018)
8-10% Plasmanate (Bayer, Cat # 0026-0613-20)
5% Fetal Calf Serum (Hyclone Cat# SH30070.03)

2mM Glutamax (Invitrogen Cat# 35050-061)

1% Non-essential amino acids (Invitrogen Cat# 11140050)

50units/ml penicillin + 50ug/ml streptomycin (Invitrogen Cat# 15070-063)

0.055mM beta-mercaptoethnol (Invitrogen Cat# 21985-023)

12ng/ml recombinant hLIF (Chemicon Cat# LIF1010) 

5ng/ml bFGF (Invitrogen Cat# 13256-029) 



	Feeder cell used (give details
	e12.5 from strain ICR.  Inactivated with mitomycin C.  Plated at 50,000 cells/cm2 on gelatin coated culture plates  


	Time to first passage:
	6-10 days


	Subculture method used for first passage:


	Mechanical dissociation, replated onto fresh feeder cells.  After first passage FCS was omitted from cultures.  Subsequent passages were performed mechanically until there were sufficient cells (~1 x 105 cells) to passage with 0.05% trypsin/EDTA


	Subsequent Cell Line Maintenance

	Subculture protocol used (give details):
	0.05% trypsin/EDTA


	Media used (give details):
	Melton lab media without hLIF and PenStrep.

500ml KO D-MEM (Gibco)

65ml KO Serum replacement (Gibco)

65ml Plasmanate (Bayer)

6.5ml Glutamax (Gibco)

6.5ml Non-essential amino acids (gibco)

0.65ml B-mercaptoethanol

0.5ml bFGF (Gibco)



	Feeder cells used (give details):
	CEF23b



	Population doubling time, if known
	72 hrs (p19)


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

(If you have data on multiple passage levels, please provide)

46,XY, (p7)

	

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

	
	Culture conditions
	
	X

	
	Cell Characteristics
	
	X

	
	Karyotype
	X
	

	
	Differentiation
	
	X

	
	Other
	
	X

	If YES, please provide details:



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




Please continue on another sheet of paper, if required.

