ATCC medium: 1770 Clostridium halophilum medium

Solution 1:

NAC L. ittt ettt ettt it ettt eeneeeneeneaenennns 60.0 g
MgSO4 . 7H20 ................................... 5.0 g
1 7 1.0 g
CaCly v 2Ho0 vttt it e et et et ettt ettt e e 25.0 mg
Trace Elements Solution SL-10 (see below)...... 1.0 ml
Wolfe's Vitamin Solution (see below) .......... 10.0 ml
NasSe0s & OHoO . it ittt it e e e et e e ettt eeaeaean 15.0 mcg
RESAZUTIN . ¢ ittt e e e e e e e e e e e e et e ettt ettt 1.0 mg
2wl e 5o 5.86 g
Yeast eXtracCth.iie ettt eeeteeeeeeeeneeeenenns 1.0 g
LI N = o 1o 2.2 g
Distilled WAkl . v .o w ittt it e et e et et eee e 900.0 ml

Solution 2:

NAaHCO3 ¢ v vt e ettt eee e eeeeeenennanns 5.0 g
Distilled water......viieeeeennn. 80.0 ml

Bubble under N, for 20 minutes; add to Solution 1.

Solution 3:

KoHPOy g vttt et et i et it ettt eaneannn 358.0 mg
KHoPO g vt ittt et i et et e et eeeaeenenn 223.0 mg
Distilled water.......ouiiueen... 10.0 ml

Autoclave under N,.

Solution 4:
NasS . 9Hy0 v ittt it it et et e eeeee 300.0 mg
Distilled water......uveieeeeennn. 10.0 ml

Autoclave under N,.
Boil and cool Solution 1 under 80% N,, 20% CO,. Add Solution 2. Adjust

to pH 8.3 +/- 0.1, tube and autoclave under 80% N,, 20% CO, gas phase.
Add Solutions 3 and 4 aseptically to cooled, sterile medium.



Trace Elements Solution SL-10:

HCL (25%) t v i i it teiiee i eeeeeneenns 10.0 ml
FeCl, . 4Hy0 i i ittt e et ieeeennn 1.5 g
2 o L Y 70.0 mg
MNCl, . 4Hy0 i i it et et et eeean 100.0 mg
HiBO3 i it ittt et e et e et ettt eeeeaeenns 6.0 mg
CoCly, . GH0 v i it ettt it e e 190.0 mg
CuCl, . 2H30 vttt ittt ettt eeeeennn 2.0 mg
Nlclz . 6H20 ...................... 24.0 mg
NasMoOs & 2Ho0 . it it e i et et et e e e 36.0 mg
Distilled water.......oueeeee... 990.0 ml

Dissolve FeCl, in the HCl, dilute with water, add and dissolve the other
salts; adjust pH to 6.0 with NaOH, and fill to 1.0 L with distilled
water.

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

Biotin. .. e oottt 2.0 mg
Folic acid. .ttt ittt iiieeennnn 2.0 mg
Pyridoxine hydrochloride.......... 10.0 mg
Thiamine . HCl...... .ot ennn 5.0 mg
Riboflavin. . vee e oot eeeeeeeeennn 5.0 mg
Nicotinic acid....viiiiiii... 5.0 mg
Calcium D- (+)-pantothenate......... 5.0 mg
Vitamin Bl2. ... .ttt iinnneennn 0.1 mg
p-Aminobenzoic acid..........cc. ... 5.0 mg
Thioctic acid. ...t 5.0 mg
Distilled water........ciiiiiuennn. 1.0 L



