Table 1

Basal R16 Medium: Preparation
	Substance
	Catalogue-Nr.
	MW
	Amount 
	dissolve in
	conz. Stock-lsg
	conz. compl. Medium
	stability
	storage
(R202)

	NaSeO3 x 5H2O

MnCl2 x 4H2O

CuSO4 x 5H2O
	S5261

M5005

C8027
	262,94

197,91

249,68
	7,9 mg

1,0 mg

2,5 mg
	∙dissolve both together in 100ml ddH2O 

∙filter
	300μM

50 μM

100 μM
	30/60nM

5nM

10/20nM
	Unlimited
	4°C/-20°C

	Biotin

(4°C)
	B4639
	244,31
	10 mg
	∙dissolve in 9,8ml ddH2O 

∙add 0,1ml 1N NaOH (pH 10-12)

∙heat to 35°C (~10min)
∙neutralise with 0,1ml 1N HCl

∙put therefrom 1ml in 9ml ddH2O 

∙filter
	0,1mg/ml
	0,1μg/ml
	6 Months
	4°C

	Ethanolamine
(4°C)
	E0135
	61,08
	10 μl
	∙add to10ml ddH2O

∙filter
	1mg/ml
	1 μg/ml
	
	4°C

	CDP-choline-Na (4°C)  
	30290
	510,31
	25,6 mg
	∙dissolve in 10 ml ddH2O

∙filter
	2,56 mg/ml
	2,56 μg/ml
	
	4°C


∙ dissolve 1 vial R16 Medium (powder) in 500ml ddH2O 

∙ add following supplements:
2,73g NaHCO3 (Merck:106 329, 500g) (32,5mM in compl. Medium)


0,1ml NaSeO3/MnCl2/CuSO4 (Stock)

1,0ml Biotin (Stock)

1,0ml Ethanolamine (Stock)
                                                                            1,0ml CDP-choline-Na (Stock)

∙ fill up to 800ml with ddH2O 

∙ filter
∙ stability: 3 months 
NOTE: filtering is required for sterilization, use a filter with a sterile filter with 0.2 µm size or similar. 
