ISCI/FRM/004 – hES Cell Details

Please complete a form for each hES cell line

photocopy additional forms, as required

	Participating Laboratory:

Stem Cell Sciences Ltd

PO Box 8224

Monash University LPO

Clayton Victoria  3168

Australia
	Contact Name:
	Carmel O’Brien

Paul Bello

	
	E-mail:
	Carmel.obrien@stemcellsciences.com.au
paul.bello@stemcellsciences.com.au

	
	Tel:
	+61 3 9905 0600

	Cell Line: (insert name)  MEL-2

	Cell Line Derivation:

	Embryo details

	Embryo used (please tick)

 Frozen   (day 3 post fertilization)                  
Was the embryo known to carry any mutations?

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

 immunosurgery       



	If immunosurgery, what antibody and complement was used?

Pronase from Streptomyes griseus to remove zona pellucida(Sigma P8811)

Rabbit-derived anti-human antiserum  - (Sigma H3383)

Guinea Pig Complement (Sigma S1639)



	Media used (give details)
	Thawed embryo cultured in ISM media (Medicult) at 37oC in 5% O2: 5% CO2: 90% air.  ICM isolated following pronase digestion and immunosurgery with the antisera and complement diluted in HES media not supplemented with FCS (see below).

Isolated ICM plated into HES media containing 20% FCS on mitotically inactivated MEF feeder cells.
HES media:

High glucose DMEM (Invitrogen 11960-044) supplemented with:

20% FCS (Invitrogen)

1% NEAA (Invitrogen

2 mM L-glutamine (Invitrogen)

0.1 mM 2-mercaptoethanol (Invitrogen)

10 mg/L Insulin

5.5 mg/L Transferrin

6.7 (g/L Sodium Selenite (ITS 100x solution, Invitrogen)

25 U/ml penicillin & 25 (g/ml streptomycin
Filtered (0.2 (M) and stored at 40C, protected from light with aluminium foil.



	Feeder cell used (give details)
	Mouse embryonic fibroblasts  

B-81 MEF cell line derived from 129x129 13.5-14.5 dpc mouse embryos.

Treated with mitomycin C (Sigma) and plated at 1.65 x 105/2.45 cm2 on 0.1% gelatin-coated organ culture dish (30.11.2004)



	Time to first passage:
	10 days post immunosurgery (3.12.2004)



	Subculture method used for first passage:


	Mechanical dissection of sections and harvest with 10 mg/ml dispase (Roche) in HES media.



	Subsequent Cell Line Maintenance

	Subculture protocol used (give details):
	Mechanical dissection, exposure to dispase solution and transfer of colony sections to new organ culture dishes containing mitotically inactivated MEF support cells and HES media (as above)

See below for protocol notes.



	Media used (give details):
	Maintained in HES media as above (DMEM/20% FCS with supplements)



	Feeder cells used (give details):
	B81 MEF feeders as above.  Changed to new line of 129x129 MEF feeders (B84) at passage 6.



	Population doubling time, if known
	Not known

(passaged each 7-8 days)



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

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

Passage 5   46XX

	

	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

MEL-2 hES cells NOT subject to enzymatic/bulk  passaging protocols prior to ISCI experiments being undertaken.

Cell line successfully frozen and thawed.

Mel-2 cells used in ISCI experiments derive from passage 12 cells switched to the enzymatic/bulk passaging protocol following media weaning changes.





Subculture protocol:

Routine Transfer of Human Embryonic Stem (HES) Cells (“local conditions”):

HES colonies are routinely transferred on a weekly basis. Aliquot 8.5 ml of phosphate buffered saline containing calcium and magnesium (PBS +) to the required number of 15 ml tubes and pre-warm to 37(C. Carry out media change, with HES media, on all feeder plates to be used for transfers. Make up 10mg/ml dispase solution, if not prepared earlier, and leave at room temperature. Assess HES colonies and determine the best plates for transfer. Pull glass capillaries and set up dissecting microscope and heated stage. Working with 1 or 2 HES plates at a time, wash each plate with 1 ml of pre-warmed PBS (+) and prepare two PBS (+) wash dishes, label with appropriate details, for each plate being transferred. Aspirate first PBS (+) wash from HES plates and add a further 1 ml of PBS (+) without aspirating this time. Begin cutting the HES colonies, each stroke of the pulled capillary should be smooth and cut only in one direction to avoid tearing the HES colony or feeder layer. Select only the areas of undifferentiated HES cells for transfer by cutting the colony into small sections (this will generate small clumps of cells). Aspirate PBS (+) carefully to avoid losing any of these sections of HES cells then add 0.5-0.8 ml of dispase solution. Incubate HES plates on the heated stage for 3 minutes until HES sections begin to become detached from the plate. Using a P20 pipette pick up the sections of HES cells and transfer them to the first PBS (+) wash dish. Repeat wash by transferring to second PBS (+) dish, number of sections can be counted at this stage. Transfer 6-9 sections of HES cells onto each prepared feeder plate and place them carefully on plate to avoid damage to the feeder layer. Cautiously transfer plate to 37(C incubator so sections of HES cells do not move around.

NOTE: With the exception of day of transfer, media should be changed on HES cells daily. A growth lag after transfer is quite common as is the presence of some dead cells and debris. It is advisable to observe HES cells every day so as to constantly monitor their condition. 

