INTERNATIONAL STEM CELL INITIATIVE

Protocols for Participating Laboratories


ISCI/FRM/002 – Deviations from Standard Protocols

Please complete a form for each deviation submitted

	Participating Laboratory: 

Minger, UK 
	Contact Name:

Dr. Stephen Minger, 

Tel: 020 7848 6169

E-mail: stephen.minger@kcl.ac.uk



	Protocol reference: ISCI/SOP/001

	Local procedure details: 

Culture conditions for Cell Lines WT3, WT4, CF1 

HES Medium

2 parts BRL media 

3 parts BRLCM 

1% Pen/Strep 

100(l / 100ml LIF (ESGRO) 1000u/ml

BRL medium 

DMEM with 4500 mg/L D-Glucose, Sodium Pyruvate,
without L-Glutamine
20% ESFCS (Autogen Bioclear)

1% NEAA  (Invitrogen)

0.1 mM (-Mercaptoethanol (14.3M) (Sigma)

1% L-glutamine (Invitrogen)

Passage of cells: Mechanical using pulled glass needles 

Culture vessels: 4 well nunc plates. Where 1 x T25cm2 was equivalent to 1 x 4 well plates. 
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	Protocol reference: ISCI/SOP/002 – Passage of 2102Ep Human EC Cell Line



	Local procedure details:

Incubated under a humidified atmosphere of 5% CO2 in air instead of 10%.
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	Protocol reference: ISCI/SOP/007 – Preparation of differentiated hES cells

	 For cell lines WT3, WT4, CF1 embryoid bodies were made by mechanical passage using pulled glass needles.   
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	Protocol reference: ISCI/SOP/004 – Preparation of Cell Lysates for DNA and RNA Studies

	Only carried out in local culture conditions for cell lines WT3, WT4, CF1 
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	Protocol reference: ISCI/SOP/006 – Collection of Material for Microbiological Analyses


	 For cell lines WT3, WT4, CF1 only samples from local conditions were collected.

1 x 4 well plate = 1 x T25cm2 




