ATCC medium: 2294 MPOB medium

NELHPOs o 2HoO e o e e e e e e e e e e e e e e e e e 0.53 g
KHoPO4 & e e e e e e e e e e e e e e e e e e e e 0.41 g
NH4Cl .......................................... 0.3 g
CaC12 . 2H2O ................................... 0.11 g
MgClz B 0.1 g
NAC L ittt ittt et ittt eeeeeeeoneeeesooneeeansanas 0.3 g
Wolfe's Mineral Solution (see below)........... 1.0 ml
Selenite/Tungstate Solution (see below)........ 1.0 ml
Yeast extrach. ..ttt ittt e 0.2 g
RESAZUTIN . 4ttt et ettt e ettt et eee e et eeeeeeeaeeeens 0.5 mg
NAHCO3 ¢ ottt ettt et teeeeeseoeeeeseoneeeensanas 4.0 g
Wolfe's Vitamin Solution (see below) .......... 10.0 ml
Sodium fumarate. ...... ittt e 3.2 g
Na,S . 9H2O .................................... 0.5 g
Distilled Water ..ttt ittt ittt tiieeenneeeenn 1.0 L

Prepare the basal medium anaerobically under 80% N,, 20% CO,. Autoclave
at 121C for 15 minutes. Prepare and outgas separate anaerobic sterile
stock solutions of sodium bicarbonate (use N, and CO,), vitamin solution
(use N,), sodium fumarate (use N,), and sodium sulfide (use N,). Combine
the basal medium and stock solutions. The pH of the completed medium
should be 6.9-7.1.

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
MgSO4 . 7H2O ................. 3.0 g
MnSO; . HyO v vi it i i i i e e een 0.5 g
NaCl. . ii ittt tiiietteeaaenns 1.0 g
FeSOQ, THO ot ettt et ieeeen 0.1 g
COClz . 6H20 ................. 0.1 g
= L . 0.1 g
ZnS0Oy THoO vt e et et e et eeeen 0.1 g
CuSO; . S5H0 vv it iiiiii e een 0.01 g
AlK(SO4)2 . 12H20 ............. 0.01 g
H3BO3 v ittt i it it et e et it eeeen 0.01 g
Na,MoO, . 2Hzo ................ 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.



Selenite/Tungstate Solution:

NaOH. & ittt ettt et et et et eeenn 0.5
Na28e03 . 5H20 ................ 3.0
Na,WO; . 2H,0. 0 i it iiieiin.. 4.0
Distilled water.........cuov... 1.0

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

Biotin..u. e i ittt 2.0
Folic acid. ... 2.0
Pyridoxine hydrochloride....10.0
Thiamine . HCl............... 5.0
Riboflavin........ciiviioa.. 5.0
Nicotinic acid............... 5.0
Calcium D- (+)-pantothenate...5.0
Vitamin Bl2. .. ... 0.1
p-Aminobenzoic acid.......... 5.0
Thioctic acid.......ci.. 5.0
Distilled water.........uou... 1.0

mg
mg

ready-to-use liquid (Vitamin

mg
mng
mg
mg
mg
mg



