ATCC medium: 2172 BA medium (DSM 671)

HNGCL oot et e et e e e e e e e e e e e e e e 1.0 g
1= L 0.1 g
MgClz . 6H20 ............................. 0.1 g
Caclz . 2HZO ............................. 0.05 g
KoHPOs v 3H20 ot e et eee e e e 0.4 g
RESAZUTIN. ittt ittt ettt et e e et eeeaaaeenns 0.5 mg
Modified Wolfe's Minerals (see below)...10.0 ml
NAHCO3 ¢ttt it ettt et ettt eeeeaeeenneens 2.6 g
Yeast extract. ...ttt 0.75 g
Cellobiose. i i ittt ittt et ettt ieeeeeeen 4.0 g
(or Cellulose-Avicel, 2.0 q)
Wolfe's Vitamins (see below) «v.oveeeenn.. 10.0 ml
NasS & OHo0 v ittt it it et et et ettt et e e 0.25 mg
Distilled Water. v .o et ittt it e it e it e eeeeenn 1.0 L

Prepare base medium under 80% N,, 20% CO,. Autoclave at 121C for 15
minutes. Separately sterilize stock solutions of cellobiose (autoclave
or filter), vitamins (filter), and sodium sulfide (autoclave), then add
them to the sterile base medium. Adjust pH to 6.9-7.0. Dispense under
80% N,, 20% CO,.

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

Biotin.....oieiiiiieeeeeo.. 2.0 mg

Folic acid. .o iiienn. 2.0 mg

Pyridoxine hydrochloride....10.0 mg

Thiamine . HCl............... 5.0 mg
Riboflavin...........cooo.... 5.0 mg

Nicotinic acid............... 5.0 mg

Calcium D- (+)-pantothenate...5.0 mg

Vitamin Bl2.......ciiieennn. 0.1 mg
p-Aminobenzoic acid.......... 5.0 mg

Thioctic acid........ ... 5.0 mg

Distilled water.............. 1.0 L

Modified Wolfe's Minerals:

NasSE03 v it ittt ettt et ettt ettt e eeeeneneas 10.0 mg
N1C12 . 6H20 ............................ 10.0 mng
Na, WO, & 2Ho0 . i ittt e et e et e it ettt ieeeeean 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 wvv it iiiiie e ean 3.0 g
MnSO; . HO .o i it i it iiieeen. 0.5 g
NaCl. .ottt ittt ittt iieeeen 1.0 g
FeSO, THoO v e et et e e e e e 0.1 g
CoCl, . B6H0 v i ittt iiieieennn 0.1 g
CaCly v ittt ittt i et i eeeeeeeenns 0.1 g
ZnSQOy 7H20 ................. 0.1 g
CuS0O, . 5H2O ................. 0.01 g
AlK(SO4)2 . 12H20 ............. 0.01 g
HiBO3 vt ie ettt e it iiieaee 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
pPH 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.



