ATCC medium: 2071 Thermosyntropha lipolytica medium

= 24 I 0 g
KC Ll ittt et i ettt e et ettt eenaaaneanns 0 g
NAC L. ittt ittt ettt ettt eeeeenneaeeeaneens 0 g
NH4Cl .................................... 1 g
MgClz B 2 0 g
CaCl, . 2Ho0 vttt ittt ettt ettt et aeeaenn 50 mg
O0live 01l .ttt ittt tiieettneeaaeannn 20 ml

Yeast extract......ii ittt ittt 5.
Modified Wolfe's Minerals (see below)...10.

Wolfe's Vitamin Solution (see below)....10.0 ml
Solution A (see belowW) ... iiiiienn.. 50.0 ml
Solution B (see below) ..., 50.0 ml
Solution C (see below) ...v.vii i, 10.0 ml
Solution D (see below) ... i, 20.0 ml
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Distilled water. ...ttt ennnnnn 830.

Mix ingredients through vitamin solution in 830 ml distilled water.
Autoclave at 121C for 15 minutes. Cool under an atmosphere of 80% N,,
20% CO,. Aseptically add solutions A through D. Adjust, if necessary, to
pPH 9.0. Dispense aseptically using anaerobic techniques.

Modified Wolfe's Minerals:

NasSE03 v it ittt ettt ettt e et ettt eeeeneneas 10.0 mg
N1C12 . 6H20 ............................ 10.0 mng
Na,WO, 2HoO e i et e e e e e e e e e e e 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
MgSO4 . 7H20 ................. 3.0 g
MnSO; . HO o it i e i i i i e e e 0.5 g
= L 1.0 g
FeSO, THO ot et e e it e eeeee 0.1 g
COClz . 6H20 ................. 0.1 g
CalCly v it ittt i et e ieiee e 0.1 g
ZnSQOy 7HZO ................. 0.1 g
CuSO4 . 5H0 v i it ii i ii e 0.01 g
AlK(SO4)2 . 12H,0. v iviiieeannn 0.01 g
H3BO3 v ittt i it i i et e ettt 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.



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

Biotin. ..ot i i i 2.0 mg
Folic acid. .o, 2.0 mg
Pyridoxine hydrochloride....10.0 mg
Thiamine . HCl............... 5.0 mg
Riboflavin......oeeeeeeeenennn. 5.0 mg
Nicotinic acid............... 5.0 mg
Calcium D- (+) -pantothenate...5.0 mg
Vitamin Bl2...........ciiunnn 0.1 mg
p-Aminobenzoic acid.......... 5.0 mg
Thioctic acid........ .. ... 5.0 mg
Distilled water.............. 1.0 L
Solution A:

NaHCO3 ¢ v vttt iee it eeeeenns 3.0 g
Distilled water............. 50.0 ml

Filter-Sterilize and saturate with 100% CO,.
Solution B:

NasjCO3 v it ittt e et i et senenneens 3.0 g
Distilled water............. 50.0 ml

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

Solution C:
L-Cysteine . HCl............. 0.15 g
Distilled water............. 10.0 ml

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

Na,S . HO .o i it i i i ieeien 0.5 g

Distilled water............. 20.0 ml

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



