ATCC medium: 2288 Hydrogenophaga medium

Freshwater Base (see below) ............. 10.0 ml

Nitrogen Source as NH,Cl (see below) ....10.0 ml

Sodium sulfate 1 M.. ..ttt neennnn 1.0 ml

Trace Elements Solution (see below)...... 1.0 ml

Vitamin Solution (see below) .......ceuouv... 1.0 ml

Vitamin B12 Solution (see below)......... 1.0 ml

HEPES buffer.......iiiiiiiiiiiinneeeennnn 1.192 g

Yeast exXtracCth ... ettt teneeeeennnn 1.0 g

BT =Y o T il YA 100.0 microM (final concentration)
Distilled water. ...ttt ennnnnn 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. . eie ittt eiieeennanns 100.0 g
MgClZ . 6H2O ................ 40.0 g
CaC12 . 2H20 ................ 10.0 g
KHoPOs v ettt e et teeeeeaenan 20.0 g
S I 50.0 g
Distilled water........ouou... 1.0 L
Nitrogen Source as NH,CI1:

1 7 Y 25.0 g
Distilled water.........cuov... 1.0 L
Trace Elements Solution:

EDT A . it ettt e ettt teeeeeaenans 5.2 g
Distilled water............ 987.0 ml

Adjust the pH to 6.0 with NaOH and then add the following:

FeSO, . 7HZO ................. 2.1 g

H3BO3 v ittt ittt i et e et eeeenns 30.0 mng
MnCl, . 4HO ... iiinnnnn. 100.0 mg
CoCl, . 6HO v v it iiiennn 190.0 mg
Nlclz . 6H2O ................ 24.0 mg
CU.ClZ . 2HZO ................. 2.0 mg
ZnSO; . THO vovviiiiiiiii 144.0 mg
Na,MoO; . 2H0. i i v i i i eenn 36.0 mg
Sodium vanadate............. 25.0 mg
Na,SeO . 5H0 ..o i i iiiiii. 6.0 mg
Na,WO,; . 2H,0. v i it i i i i i e v 8.0 mg

Filter-sterilize and freeze in 10-ml aliquots.



Vitamin Solution:

Phosphate buffer 10 mM pH 7.2...... ... 100.
| o Yo B i = v o NP 10.
Thiamine . HCl. ... ittt ittt ettt ieeneenenan 100.
L-Ascorbic acid. ...ttt ittt ittt 100.
Calcium D- (+)-pantothenate........ ... 100.
Folic acid. i vn ittt e e e e e et e e e e et e 100.
Niacinamide. ..o u ittt et teeeeenneeeeannn 100.
Nicotinic acid. . e ittt ittt ettt et e 100.
4-Aminobenzoic acid (PABA) & . vttt it eeenennn 100.
Pyridoxine hydrochloride........oiuiiieeennn. 100.
Lipoic acid. e i ittt ittt ettt e e e e e et e 100.
Nicotinamide adenine dinucleotide (NAD)...... 100.
Thiamine pyrophosphate.......... ... ... .. 100.

Titrate with NaOH until all ingredients are dissolved.

and freeze in 10-ml aliquots.

Vitamin B12 Solution:
Cyanocobalamin............. 100.0 mg
Distilled water............ 100.0 ml

[ecNeoNoNoNoNoNoNoNoNolNolNolNe]
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Filter-sterilize

Titrate with HCl until all ingredients are dissolved. Filter-sterilize,

freeze, and store in 10-ml aliquots.



