ATCC medium: 1939 Modified DSM medium 503 with 0.2% fructose
ATCC Medium 1937 (see below) with xylan replaced by 2.0 g/L filter-
sterilized fructose.

ATCC Medium 1937:
Solution A

KHoPOg & e e e e e e e e e e e e e e e e e e 0.2 g
NH4Cl .................................... 0.25 g
NAC L. ittt ittt ettt ettt enneaeeeaneens 1.0 g
MgClZ 6H2O ............................. 0.4 g
S 0.5 g
CaCl, 2 L L 0.15 g
XY LBt ¢t ettt e ettt eeeeeeeeeeneeneeenennas 2.0 g
Modified Wolfe's Minerals (see below)...10.0 ml
RESAZUTIN . ¢ i ettt e et e e e e e e e e e e e e e e 0.5 mg
Distilled water. ...ttt eennnnn 940.0 ml

Prepare basal medium anaerobically under 80% N,, 20%,. Aseptically add
the following sterile stock solutions to the cooled, sterile basal
medium. Adjust medium for final pH 7.3 (+/- 0.1).

Solution B:
Wolfe's Vitamin Solution (see below)....10.0 ml

Autoclave for 15 minutes at 121C under 100% N,.

Solution C:
5% NaHCO3 v v vttt et e e eeeea 50.0 ml

Autoclave for 15 minutes at 121C under 100% N2.
Solution D:

Na,S . 9H20 .................. 0.3 g
Distilled water............. 10.0 ml
Autoclave for 15 minutes at 121C under 100% N,.

Modified Wolfe's Minerals:

NasSE03 v ittt ettt ettt ettt ettt eeeeeaeneas 10.0 mg
N1C12 . 6H20 ............................ 10.0 mng
Na, WO, & 2Ho0 . i ittt e et e et e it e et ieeeenan 10.0 mg
Wolfe's Mineral Solution (see below)..... 1.0 L



Wolfe's Mineral Solution:
Available from ATCC as a sterile ready-to-use liquid (Trace Mineral

Supplement, catalog no. MD-TMS.)

Nitrilotriacetic acid........ 1.5 g
MgSO; . 7TH0 wvvi it iiiie e eann 3.0 g
MnSO; . HO oo i it i it ii i e 0.5 g
NaCl. .ottt ittt et i iiieeen 1.0 g
FeSO, THoO vt e et et e e e e e 0.1 g
CoCl, . B6H0 v vttt ii i iieennn 0.1 g
CaCly v ittt ittt ittt eeieeeeenns 0.1 g
ZnSQOy 7H20 ................. 0.1 g
CuS0O, . 5H2O ................. 0.01 g
AlK(SO4)2 . 12H20 ............. 0.01 g
HiBO3 tiiee ittt i it iiieaea 0.01 g
Na,MoO,; . ZHzo ................ 0.01 g
Distilled water.............. 1.0 L

Add nitrilotriacetic acid to approximately 500 ml of water and adjust to
pH 6.5 with KOH to dissolve the compound. Bring volume to 1.0 L with
remaining water and add remaining compounds one at a time.

Wolfe's Vitamin Solution:
Available from ATCC as a sterile ready-to-use liquid (Vitamin
Supplement, catalog no. MD-VS).

Biotin. .. e ittt i i 2.0 mg
Folic acid. .o iiiiinn. 2.0 mg
Pyridoxine hydrochloride....10.0 mg
Thiamine . HCl............... 5.0 mg
Riboflavin............oco.... 5.0 mg
Nicotinic acid............... 5.0 mg
Calcium D- (+) -pantothenate...5.0 mg
Vitamin B12...........c00inn 0.1 mg
p-Aminobenzoic acid.......... 5.0 mg
Thioctic acid....... ... 5.0 mg
Distilled water.............. 1.0 L



