INTERNATIONAL STEM CELL INITIATIVE

Protocols for Participating Laboratories


ISCI/FRM/004 – hES Cell Details

Please complete a form for each hES cell line

photocopy additional forms, as required
	Participating Laboratory:

Cellartis AB 

Arvid Wallgrens backe 20 

413 46 Göteborg 

Sweden 
	Contact Name:
	Katarina Emanuelsson/Johan Hyllner 


	
	E-mail:
	katarina.emanuelsson@cellartis.com/
johan.hyllner@cellartis.com 

	
	Tel:
	+46-31-758 09 31/+46-31-758 09 02 

	Cell Line: SA001

	Cell Line Derivation:

	Embryo details

	Embryo used (please tick)

                         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 tick)?

                                                      ICM isolated by                                        ICM isolated by

      Whole embryo                    Mechanical dissociation                             immunosurgery      X


	If immunosurgery, what antibody and complement was used?  
The blastocyst becoming line SA001 had intact zona and were treated in pronase for 1–3 minutes (Sigma-Aldrich:10 U/ml in ICM-2 [Vitrolife AB] 1–3 minutes in three subsequent drops), washed three times in ICM-2 and plated on MEFs in hES medium supplemented with 125 mg/ml HA and 4 ng/ml hrbFGF. ICM-2 is a blastocyst culture medium containing recombinant human albumin and HA. After the second wash the blastocyst were placed in a new drop of the antibody and incubated for 30 minutes. The blastocysts were then extensively washed three times in ICM-2 medium followed by three washes in guinea-pig complement serum (Invitrogen, 1:5 in ICM-2). The blastocysts were then incubated for 10 minutes in guinea-pig complement serum and followed by three washes in ICM-2 and placed on MEFs in VitroHES supplemented with 125 µg/ml HA and 4 ng/ml hrbFGF. 


	Media used (give details)

 
	VitroHES (Vitrolife AB, Sweden) 

+ 4ng/ml bFGF (Gibco/Invitrogen, Paisly, UK)


	Feeder cell used (give details) 

	mEF (F1 hybrid CD1xC57BL/6, Charles River Laboratories, Germany) 

	Time to first passage: 
	16 days to first mechanical dissociation, passage 1. 


	Subculture method used for first passage:
	Mechanical dissociation, cutting of colonies into small pieces.


	Subsequent Cell Line Maintenance

	Subculture protocol used (give details):


	Passage by mechanical dissociation every 4-5 day 

Medium change every 2-3 day


	Media used (give details):
	VitroHES (Vitrolife AB, Sweden) 



	Feeder cells used (give details):

	mEF (C57BL/6, Charles River Laboratories, Germany), also see ISCI/FRM/003 – Feeder Cell Details 


	Population doubling time, if known


	Not known 


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

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

Karyotyping has been performed in p21 (46, XY), p32 (46,XY) and p52 (46, XY).  

	

	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.
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