ISCI/FRM/004 – hES Cell Details

Please complete a form for each hES cell line
photocopy additional forms, as required
	Participating Laboratory:

Laboratory of Embryonic Stem Cell Biology

Centre for Reproduction and Development 

Monash Institute of Medical Research

Monash University & the Australian Stem Cell Centre
	Contact Name:
	Martin Pera
Anna Michalska

	
	E-mail:
	martin.pera@med.monas.edu.au
anna.michalska@med.monash.edu.au


	
	Tel:
	+61 (0)3 9271 1145
+61 (0)3 9271 1129

	Cell Line:  hES 2

	Cell Line Derivation:

	Embryo details

	Embryo used (please tick)

                         Fresh                G                  Frozen                     x
Was the embryo known to carry any mutations?
                         Yes                    G                  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     G           Mechanical dissociation         G          immunosurgery       x


	If immunosurgery, what antibody and complement was used?

Anti-human serum antibody (Sigma)
Guinea pig complement (Life Technology, Gaithersburg, MD)



	Media used (give details)


	DMEM (without sodium pyruvate, glucose 4500mg/L), 20% FBS, 0.1 mM β-mercaptoethanol, 1% nonessential amino acids, 2 mM glutamine, 50 U/mL penicillin, 50 µg/mL streptomycin, 2000U/mL hLIF


	Feeder cell used (give details)

	Mitomycin C mitotically inactivated mouse embryonic fibroblasts (129/Sv or (C57.Bl6x129/Sv)F1;  7.5 x 104/cm2)


	Time to first passage:


	Six to 8 days


	Subculture method used for first passage:


	ICM-like clumps removed mechanically by a micropipette from differentiated cell outgrowths


	Subsequent Cell Line Maintenance

	Subculture protocol used (give details):


	Colonies are propagated in clumps of ~100 stem cell-like cells (pieces approximately 0.5 mm2) every 7 days by mechanical slicing followed by exposure to dispase (10 mg/mL)


	Media used (give details):


	DMEM (without sodium pyruvate, glucose 4500mg/L), 20% FBS, 0.1 mM β-mercaptoethanol, 1% nonessential amino acids, 2 mM glutamine, 1% ITS, 50 U/mL penicillin, 50 µg/mL streptomycin


	Feeder cells used (give details):

	Mitomycin C mitotically inactivated mouse embryonic fibroblasts (129/Sv,  5.5 x 104/cm2)


	Population doubling time, if known


	28 h


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

(If you have data on multiple passage levels, please provide)
46, XX at P6-8, P40-42, P89, P118, P187

	

	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

The hES cells are maintained as colonies on organ culture dishes in serum containing medium. The routine propagation of hES cells is carried out by mechanical dissection of the growing colony into pieces approximately 0.5 mm2, followed by incubation in a 10 mg/mL solution of dispase. Small, undifferentiated pieces are washed in fresh serum-containing medium and replated onto fresh organ culture dishes pretreated with gelatine and containing feeder cells (5.5 x 104/cm2).

Serum-free cultures are established from the above cultures and are carried out in tissue culture flasks. The medium used is DMEM: F12 supplemented with 20% Knockout Serum replacer, 1% nonessential amino acids, 2 mM glutamine, 0.1 mM β-mercaptoethanol and 4 ng/mL FGF-2.  Subcultivation is accomplished by treatment of the cell monolayer with collagenase I (4 mg/mL) followed by repeated rinsing of the flask surface with culture medium. The cell suspension is centrifuged (500 rcf, 2 min) and the hES cells are replated into tissue culture flasks pretreated with gelatine and containing a feeder cells (2 x 104/cm2). 

The serum-free culture is discarded after 15 weeks (i.e. 15 passages) of continuous growth and a new culture is established.

For the purpose of this study, a serum-free culture was established according to ISCI SOP/001 from hES 2 cells maintained in standard culture conditions (serum containing medium) for 18 passages.
The number following “+” (e.g. P18+3) indicates number of weeks/passages in serum-free conditions.



Please continue on another sheet of paper, if required.

