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Hypersaline Medium for Dunaliella salina. This medium uses Ocean Nature seasalt with f2 concentrated nutrients 
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		Stock solutions
	Concentration:
g L-1 deionised water (dH2O)
	Volume for concentrated nutrient stock

	1. Seasalt
	add reagent directly to medium
	130 g

	2. NaNO3 
	150 g
	5.0 mL

	3. Trace metals 
	see recipe below
	5.0 mL

	4. Na2SiO3.5H2O 
	22.7 g
	5.0 mL

	5. Fe citrate
	see recipe below
	5.0 mL

	6. Vitamins
	see recipe below
	5.0 mL

	7. NaH2PO4.2H2O 
	11.3 g
	5.0 mL


Store all stock solutions in the refrigerator.
Trace metal solution
Add each of the constituents to ~750 ml dH2O, mixing thoroughly between additions to dissolve. Make solution up to 1 L.
		Constituent
	Quantity

		CuSO4.5H2O 
	19.6 mg

		ZnSO4.7H2O 
	44.0 mg

		CoCl2.6H2O 
	22.0 mg

		MnCl2.4H2O 
	360.0 mg

		Na2MoO4.2H2O 
	12.6 mg


Fe citrate solution
Add both constituents to 1 L of dH2O and autoclave to dissolve.
		Constituent
	Quantity

		Ferric citrate
	9.0 g

		Citric acid
	9.0 g


Vitamins solution
Add constituents to 100 mL of dH2O. Remake solution after 3 months.
		Constituent
	Concentration:
mg L-1 deionised water (dH2O)
	Quantity for working stock

		Vitamin B12 
	100 mg
	1.0 mL

		Biotin 
	100 mg
	1.0 mL

		Thiamine HCl 
	Add reagent directly to stock
	20.0 mg



To prepare f2 concentrated nutrients 
Combine each of the stock solutions (2 – 7) in the stated quantities and make up to 100 mL with dH2O. 
Pour into a 250 mL Schott bottle. 
Autoclave at 121°C (15 psi, 20 mins). Alternatively, filter sterilise using a 0.22 µm filter into a sterile 250 mL Schott bottle. 

To prepare Hypersaline f2 Medium (1 L)
Stir 670 mL dH2O, in a 1-L bottle, on a magnetic stirrer.
Add reagent 1 in several smaller additions to the stated quantity.
Top up medium to 990 mL with dH2O.
Continue to stir for 20 – 30 mins.
Autoclave at 121°C (15 psi, 30 mins). 
Once cooled, add 10 mL sterile f2 concentrated nutrients aseptically.
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