ISCI/FRM/004 – hES Cell Details

Please complete a form for each hES cell line

photocopy additional forms, as required
	Participating Laboratory:

Dr. ANDRAS NAGY
	Contact Name:
	Marina Gertsenstein

	
	E-mail:
	gertsenstein@mshri.on.ca

	
	Tel:
	1-416-586-8455

	Cell Line: CA-1

	Cell Line Derivation:

	Embryo details

	Embryo used (please tick): embryo #15

                         Fresh                √                    Frozen                     G
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?

IgG fraction of rabbit anti-human RBC (Cedarlane CLAG2840) 1:5 dilution and Guinea pig sera complement (Sigma S1639) 1:5 dilution.



	Media used (give details)
	KO-DMEM with 0.1 mM non-essential aminoacids, 2 mM GlutaMAX, 

0.055mM beta-mercaptoethanol, supplemented with: 

8% mES-cell qualified FBS (Wisent)

4% KO Serum Replacement (Invitrogen) 

4% Plasmanate (Bayer) 

24 ng/ul hLIF 

20 ng/ul bFGF. 



	Feeder cell used (give details)
	MEF from E12.5 CD-1 embryos with heads

Mitomycin C treated passage 1 plated at 40-50,000 cell/cm2

	Time to first passage:
	1 week (within the same well); 3 weeks (transferred to a new well) after plating



	Subculture method used for first passage:


	Mechanical dissociation using pulled Pasteur pipette and transfer onto new MEF well, followed by several more mechanical dissociations within next two weeks when enough cells were accumulated for the first subculture by 0.05% trypsin/EDTA diluted 1:1 in PBS (1 month after plating).

	Subsequent Cell Line Maintenance

	Subculture protocol used (give details):
	Several enzymatic treatments: 0.05% Trypsin/EDTA (Invitrogen 25300-054), 1 mg/ml Collagenase (Invitrogen 17104-019), 0.05% Trypsin/EDTA diluted 1:1 in Ca/Mg-free PBS with or without 0.5 mM CaCl2. The most recent (July 2005) passage method uses 0.05% Trypsin/EDTA 

	Media used (give details):
	KO-DMEM with 0.1 mM non-essential aminoacids, 2 mM GlutaMAX, 0.055mM beta-mercaptoethanol supplemented with: 

8% Serum Replacement (Invitrogen)

8% Plasmanate (Bayer) 

10 ng/ml hLIF

10 ng/ml bFGF

	Feeder cells used (give details):
	MEF from E12.5 CD-1 embryos with heads

Mitomycin C treated passage 2 plated at 20-30,000 cell/cm2


	Population doubling time, if known
	NA



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

46,XY; Normal male karyotype.
hES cell line and passage

# of cells counted

Chromosome modal number

# of cells karyotyped

# of atypical 

non-clonal cells

# of atypical clonal cells

CA-1 (JD) p. 25 +6

20

46

6

1

0

CA-1 p.25 +7

15

46

4

0

0

CA-1 p.25 + 8

25

46

7

1

0


	

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

	
	Culture conditions
	√
	

	
	Cell Characteristics
	
	

	
	Karyotype
	
	

	
	Differentiation
	
	

	
	Other
	√
	

	If YES, please provide details:

Original culture medium contained 8% FBS, 4% Serum Replacement, 4% Plasmanate, 24 ng/ul hLIF and 20 ng/ul bFGF. Around p.10 FBS was removed from culture medium in step-wise fashion, leaving 8% SR, 8% PL medium with 24 ng/ul hLIF and 20 ng/ul bFGF. 

The concentration of bFGF and hLIF concentrations was changed to 10 ng/ml each around passage 20. Final SR/PL culture medium formulation contains no FBS and about half of the original hLIF and bFGF.

Due to contamination problems in early stages Normocin (Invivogen #ant-nr-0) at 100 ug/ml was used in culture medium in addition to Pen-Strep between p.10 and p.25.


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

CA-1 culture started in December 2003. Batch of cells frozen and thawed in February 2004 was used for various enzymatic treatment tests and teratoma experiments up until April 2004 when passages 22-25 were frozen as a small pool and could not be used further. 

This pool was thawed in April 2005 and expanded in 5 - 6 passages, corresponding to ~ p.30 from the initial derivation with ~210 days estimated overall time of cells in culture up to April 2004 freezing. The passage numbers on ICSI samples reflect number of passages after this expansion (p.13-18)

New stock frozen in June 2005 was karyotyped after thawing as described above. 




Please continue on another sheet of paper, if required.

