Table 1
Formulation of MEF Medium
	MEF Medium (500ml)

	DMEM
	440ml

	FBS
	50ml

	L-Glutamine
	5ml

	Penicillin-Streptomycin
	5ml

	Pass the medium through a 0.22m filter and store at 4ºC for up to 14 days


Table 2
Formulation of hESc Medium
	hESc Medium (200ml)

	Knockout™ DMEM
	154ml

	Knockout™ Serum Replacement
	40ml

	ITS
	2ml

	NEAA
	2ml

	L-Glutamine
	2ml

	-Mercaptoethanol
	367l

	Pass the medium through a 0.22m filter and add 20l of 100g/ml (wt/vol) stock FGF2. Store at 4ºC for up to 14 days


Table 3
Formulation of hESc Feeder-Free Medium
	hESc Feeder-Free Medium (500ml)

	DMEM:F12
	480ml

	BSA
	0.5g

	NEAA
	5ml

	B27 Supplement
	10ml

	N2 Supplement
	5ml

	-Mercaptoethanol
	917l

	Pass the medium through a 0.22m filter, aliquot in 40ml volumes and store at -20ºC

	

	Growth Factor Supplementation of Aliquots (40ml)

	100g/ml (wt/vol) stock FGF2. 
	16l

	10g/ml (wt/vol) stock Activin-A
	40l

	10g/ml (wt/vol) stock NT4
	8l

	Store complete aliquots of hESc Medium at 4ºC for up to 14 days


Tip: Prior to assembling the components of the hESc Feeder-Free Medium transfer approximately 20ml of DMEM:F12 into a sterile 50ml centrifuge tube containing the 0.5g of BSA. Vortex the centrifuge tube well to promote complete dissolution of the BSA.
Table 4

Formulation of Directed Differentiation Medium

	Directed Differentiation Basal Medium (500ml)

	DMEM:F12
	480ml

	NEAA
	5ml

	B27 Supplement
	10ml

	ITS
	5ml

	-Mercaptoethanol
	917l

	Pass the medium through a 0.22m filter, aliquot in 40ml volumes and store at -20ºC. Thawed aliquots of Directed Differentiation Medium are stored at 4ºC for up to 14 days


