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ATCC medium: 2288 Hydrogenophaga medium 
 
 
Freshwater Base (see below).............10.0 ml 
Nitrogen Source as NH4Cl (see below) ....10.0 ml 
Sodium sulfate 1 M.......................1.0 ml 
Trace Elements Solution (see below)......1.0 ml 
Vitamin Solution (see below).............1.0 ml 
Vitamin B12 Solution (see below).........1.0 ml 
HEPES buffer.............................1.192 g 
Yeast extract............................1.0 g 
Arsenite..............................100.0 microM (final concentration) 
Distilled water........................976.0 ml 
 
Adjust the pH to 8.0 and filter-sterilize. For solid medium, add trace 
elements and vitamins aseptically after autoclaving. Use 1% agarose 
instead of agar as a solidifying agent. 
 
Freshwater Base: 
NaCl.......................100.0 g 
MgCl2 . 6H2O ................40.0 g 
CaCl2 . 2H2O ................10.0 g 
KH2PO4 ......................20.0 g 
KCl.........................50.0 g 
Distilled water..............1.0 L 
 
Nitrogen Source as NH4Cl: 
NH4Cl .......................25.0 g 
Distilled water..............1.0 L 
 
Trace Elements Solution: 
EDTA.........................5.2 g 
Distilled water............987.0 ml 
 
Adjust the pH to 6.0 with NaOH and then add the following: 
FeSO4 . 7H2O .................2.1 g 
H3BO3 .......................30.0 mg 
MnCl2 . 4H2O ...............100.0 mg 
CoCl2 . 6H2O ...............190.0 mg 
NiCl2 . 6H2O ................24.0 mg 
CuCl2 . 2H2O .................2.0 mg 
ZnSO4 . 7H2O ...............144.0 mg 
Na2MoO4 . 2H2O...............36.0 mg 
Sodium vanadate.............25.0 mg 
Na2SeO . 5H2O ................6.0 mg 
Na2WO4 . 2H2O.................8.0 mg 
 
Filter-sterilize and freeze in 10-ml aliquots. 
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Vitamin Solution: 
Phosphate buffer 10 mM pH 7.2................100.0 ml 
Riboflavin....................................10.0 mg 
Thiamine . HCl...............................100.0 mg 
L-Ascorbic acid..............................100.0 mg 
Calcium D-(+)-pantothenate...................100.0 mg 
Folic acid...................................100.0 mg 
Niacinamide..................................100.0 mg 
Nicotinic acid...............................100.0 mg 
4-Aminobenzoic acid (PABA)...................100.0 mg 
Pyridoxine hydrochloride.....................100.0 mg 
Lipoic acid..................................100.0 mg 
Nicotinamide adenine dinucleotide (NAD)......100.0 mg 
Thiamine pyrophosphate.......................100.0 mg 
  
Titrate with NaOH until all ingredients are dissolved. Filter-sterilize 
and freeze in 10-ml aliquots. 
 
Vitamin B12 Solution: 
Cyanocobalamin.............100.0 mg 
Distilled water............100.0 ml 
 
Titrate with HCl until all ingredients are dissolved. Filter-sterilize, 
freeze, and store in 10-ml aliquots. 


