ATCC medium: 1617 Sludge medium for Methanobacteria (ATCC medium 1471)
at pH 7.9

ATCC Medium 1471 (see below)
Adjust final pH of medium to 7.9.

ATCC Medium 1471:

130 570 YA 0.5 g
MgSOs v THoO ittt ittt e ittt et eee st eeeeenennenas 0.4 g
NAC L i ittt ettt ettt et teeeeeeneeeeeenneeeneanas 0.4 g
NHiC L &ttt ittt et e e e et et ettt et eeeeaeeeeaeeeenaens 0.4 g
Caclz 2HZO ................................... 0.05 g
FeSO, /= 2.0 mg
Trace Elements Solution SL-6 (see below)....... 1.0 ml
Yeast eXtracCh .. ettt eeeeeeeeneeeneenns 1.0 g
Sodium acetate. .ottt e 1.0 g
Sodium formate. ....uu ittt ittt 2.0 g
Sludge Fluid (see beloWw) .« v vv et n e e e eenennnnn. 50.0 ml
NAHCO3 ¢ttt ettt ettt teeeeeseeeeeeseoneeeensanes 4.0 g
Fatty Acid Mixture (see belOoW) ... nnnn. 20.0 ml
RESAZUTIN . i i i et e e e et e e e e e e e e e e ettt ettt 1.0 mg
L-Cysteine . HCl. ... ..ttt eeeeeeeeeennnnnnnn 0.5 g
NasS & OHoO ittt ittt et e et e et e et e e e e e 0.5 g
Distilled Water ...ttt it et teeeeeneonenns 940.0 ml

Adjust pH to 6.7-7.0. Prepare and dispense medium anaerobically under
80% N,, 20% CO, into aluminum seal-type culture tubes. Autoclave at 121C
for 15 minutes under fast exhaust.

Trace Elements Solution SL-6:

zZnS0O, . 7HZO ................. 0.1 g
MNCLly o 4HyO woeeeeeeeeann. 0.03 g
H3BO3 v ittt ittt i et it it eennn 0.3 g
COClz . 6H20 ................. 0.2 g
CU.ClZ . 2HZO ................. 0.01 g
Nlclz . 6H2O ................. 0.02 g
Na,MoOs . 2Hy0. 0 i i i i i i i i i i en 0.03 g
Distilled water.............. 1.0 L

Adjust final pH of Trace Elements Solution SL-6 to 3.4.



Sludge Fluid:

To sludge from an anaerobic digester, add yeast extract to a
concentration of 0.4% and after gassing with nitrogen gas for a few
minutes incubate at 37C for 24 hours. Centrifuge at 13000 g and remove
the supernatant. Autoclave the supernatant in screw-capped bottles
under nitrogen gas. The sludge fluid can be stored at room temperature

in the dark.

Fatty Acid Mixture:

Valeric acid. ... 0.5
Isovaleric acid.............. 0.5
alpha-Methylbutyric acid..... 0.5
Isobutyric acid.............. 0.5
Distilled water............. 20.0

Note: This is a modification (in
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pH only) of ATCC Medium 1471.



