ATCC medium: 2094 AN 1 medium

KoHPO4 & e e e e e e e e e e e e e e e e 1.5 g
MgClz 6H20 ................................... 0.3 g
NAC L i ittt ittt e ettt ettt eeneeeeeeanneeeneanas 2.5 g
Wolfe's Vitamins (see below) v v vt it i i i e it 1.0 ml
Modified Hoagland Trace Elements (see below)...0.3 ml
R Y o e ) o = 8.0 g
Sodium thioglycollate.. ...ttt eeeeeennenns 0.5 g
Distilled water. ...ttt eeeeennn 1.0 L
SUL LU it e et e e e e e e e et e ~2 gr

*Prepare sterilized sulfur powder using dry heat sterilization prior to
preparation of medium. Aseptically add a small amount of sterile sulfur
powder to dry sterile Hungate tubes prior to dispensing medium.

Combine ingredients except for vitamins and sulfur. Autoclave at 121C
for 15 minutes. After autoclaving, gas with nitrogen. When cool, adjust
to pH 7.4. Add filter-sterilized vitamin solution. Under nitrogen,
dispense into the Hungate tubes containing the sulfur powder. Dispense
in 5-6 ml amounts. Use thick stoppers.

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

Biotin.....ooiiiiieeeeeo.. 2.0 mg
Folic acid. .o iiiinenn. 2.0 mg
Pyridoxine hydrochloride....10.0 mg
Thiamine . HCl............... 5.0 mg
Riboflavin................... 5.0 mg
Nicotinic acid............... 5.0 mg
Calcium D- (+) -pantothenate...5.0 mg
Vitamin Bl2.......ciiiieennn. 0.1 mg
p-Aminobenzoic acid.......... 5.0 mg
Thioctic acid................ 5.0 mg
Distilled water.............. 1.0 L



Modified Hoagland Trace Element Solution:

2N I 1.0 g
S 1.0 g
S 0.5 g
s I Ot 0.5 g
Mnclz 4H20 ................. 7.0 g
Hi3BO3 v ittt et et e et e et e e eee 11.0 g
750 O 1.0 g
CUCL) vttt ittt ettt e eeeeeeennn 1.0 g
Nlclz ........................ 1.0 g
O O . 1.0 g
Snclg . 2H2O ................. 0.5 g
BACly vttt et ettt ettt e 0.5 g
NaoMOO 4 v vttt ettt e e eeeneennns 0.5 g
NavVOsz . HO oo ii ittt iiiiaa 0.1 g
NasSe0s3 v vt ittt it it it et eeeeenn 0.5 g

Dissolve each salt in distilled water before mixing. Adjust the pH of
each solution to below 7.0. Adjust the final pH to 3-4. The total final
volume is 3.6 L. The flaky yellow precipitate which is formed after
mixing transforms after a few days into a very fine white precipitate.
Mix the solution thoroughly before use.



