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:

Hubrecht Laboratory
	Contact Name:
	Christine Mummery

	
	E-mail:
	christin@niob.knaw.nl

	
	Tel:
	

	Cell Line: HESC-NL1

	Cell Line Derivation:

	Embryo details

	Embryo used (please tick)

                         Fresh           x                       Frozen                     G
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)?

                                                     x ICM isolated by                                        ICM isolated by

      Whole embryo     G           Mechanical dissociation    x               immunosurgery       G


	If immunosurgery, what antibody and complement was used?



	Media used (give details)
	DMEM (high glucose) + 20% FBS + L-glut.+pen/strep/+non essential amino acids + ITS-G + mercaptoethanol


	Feeder cell used (give details
	Mouse embryonic feeder cells from 129 mouse embryos (E13.5) treated with mitomycin C. MEFs grown routinely in GMEM with 10% FBS


	Time to first passage:
	8 days


	Subculture method used for first passage:


	Cut-and-paste/dispase


	Subsequent Cell Line Maintenance

	Subculture protocol used (give details):
	Routinely, cut-and-paste using dispase once weekly. Protocol as follows:
(a) Using the glass needles, cut colonies (as if slicing a pizza) and select undifferentiated “pieces” for passage to new dishes. Removal of the differentiated areas is essential for long term propagation of undifferentiated cells. The most convenient working enlargement is 4( magnification on a stereo dissecting microscope.

(b) Remove medium and add 0.5 mL of dispase solution. 

(c) Place the dish in an incubator for approximately 2 min, or leave on a heated microscope stage.

(d) Remove prewarmed dishes containing D-PBS from incubator.

(e) Pick up undifferentiated colony pieces from the dispase-treated dishes using a 100 (L pipettor with yellow tip, transferred to the first dish of D-PBS and subsequently to the second dish. This results in two washes with D-PBS.

(f) Distribute the colony pieces evenly over a newly prepared MEF feeder layer in an organ culture dish (see Protocol 5.5) with 1 mL standard hESC medium (see Section 3.2), with approximately 9 pieces per dish.  Pieces should not be placed too close to the side of the dish or to one another to provide sufficient space for the colonies to grow and to allow access for the next passage.

(g) Place the organ culture dish carefully in an incubator at 37oC with 5% CO2. 

(h) Refresh daily with standard hESC medium.



	Media used (give details):
	DMEM (high glucose)                                  Invitrogen    Cat #11960-044

L-Glutamine -200mM (1 :100)                     Invitrogen    Cat # 25030-024 

Penicillin/streptomycin (1 :250)                   Invitrogen     Cat # 15070-022

Non-essential amino acids (1 :100)              Invitrogen     Cat #11140-035

Insulin, transferrin, selenium (ITS) (1 :100)  Invitrogen    Cat #41400-045

2-mercaptoethanol (1.8μl/ml medium)          Invitrogen    Cat #31350-010 

20% foetal calf serum                                      Hyclone/Perbio



	Feeder cells used (give details):
	MEF medium

1x GMEM (BHK-21)   GIBCO Invitrogen 21710-025
 500 ml

L-Glutamine 200 mM (100x)
GIBCO Invitrogen 25030‑024    5 ml

Sodium Pyruvate 100 mM
GIBCO Invitrogen 11360‑039    5 ml

Non‑essential amino acids 100x GIBCO Invitrogen 11140‑035 5 ml

Fetal Calf Serum (FCS)



50 ml

Penicillin/streptomycin (100x)  GIBCO Invitrogen Corp.15070-063      5 ml 
MEFs at confluence are mitomycin C (final concentration 10μg/mL) treated for at least 2¾ h, 3 h maximum and replated at 175,000/cm2 for hESC support.


	Population doubling time, if known
	~36h


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

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

Normal 46,XX at passage 24.

	

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

	
	Culture conditions
	
	x

	
	Cell Characteristics
	
	x

	
	Karyotype
	Not known
	

	
	Differentiation
	
	x

	
	Other
	
	x

	If YES, please provide details:



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

HESC-NL1 grows very well on humman foreskin fibroblast feeders in KO DMEM and serum replacement. It was described in 
van de Stolpe, A,  van den Brink, S, van Rooijen M,  Ward-van Oostwaard D, van Inzen W, Slaper-Cortenbach I, Fauser B, van den Hout N, Weima, S, Passier, R, Smith N, Denning C, Mummery CL. Human embryonic stem cells: towards therapies for cardiac disease. Derivation of a Dutch human embryonic stem cell line. RBMonline. (2005) 11:476-486




Please continue on another sheet of paper, if required.
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