ATCC Medium: 2760 MOPS Buffered Medium for Dehalococcoides sp.

Basal Medium

Salt solution (See Below).........ccooeiiiiiiiiiii. 20 ml
Trace element solution (See Below)........................ 1 ml
Se/Wo solution (See Below).........cooeviiiiiiiiinnn. 1ml
Resazurin solution (See Below)...........ccccoiiiiiiiieeennnn. 0.25 ml
Sodiumacetate...........coooi 041g¢g
DIWater. .. ..o 956.5 ml

Boil and cool down to room temperature under N5, then add the following
components:

NA2S . . 0.2 mmol
L-CySteiNe. ... 0.2 mmol

Autoclave medium at 121°C and after the medium has cooled to room
temperature add the following stock solutions:

NaHCO;3 (See Below)........ccoviiviiiiiiiiiiiiiiee, 1ml
MOPS (See Below)........cooiiiiiiiiiiie 20 ml
Ti(IINHNTA(See Below). ..., 20 ml
3-vitamin solution(See Below)...............ccoiiieinnn. 0.5 ml
6-vitamin solution (See Below)...................ooooeneel. 1 ml
Vitamin B12 solution (See Below)..................cc.ee. 1 ml

Dispense anaerobically under 100% nitrogen into appropriate vessel.

Salt solution

NaCl.. .o 50.0¢g
MQCI2BH20. ... 2059
NH4CL. e 13.5¢
KL e 26.0g
CaClo2HoO. .. 0.75¢g
KHoPOy4. .. e, 10.0g
DIWater.....coeeiii 1000 ml

Store at room temperature.

Trace element solution

HCI (25% WIW).. .o 10 mi
FeCI2'4H20 ............................................. 1.5 g
H3BO3 ................................................... 6.0 mg
COCIBHLO ..., 190.0 mg
MNClodHoO0. ..o 100.0 mg
ZNClo 70.0 mg
NasMoOy4 2H20. ..., 36.0 mg



NIiCl2BH20. .. 24.0 mg
CUC|2'2H20 ............................................. 2.0 mg
DIWater.....ccoovii 1000 ml
Store at room temperature in the dark.

Se/Wo solution

NaOH. ... 05¢
NasSeOz5H0. ..., 6.0 mg
NasWO42H20. .., 8.0 mg
DIWater.....ccooviii 1000 ml

Store at room temperature in the dark.

Resazurin solution
Resazurin........coooiiiiii i 01g
DIWaAter. ..., 100 ml

Stock solutions (add aseptically)

NaHCO3; 1M autoclaved

MOPS, 1M pH adjusted to 7.45, filter sterilized
Ti(HNTA, 25mM, filter sterilized

3-vitamin solution

Folicacid.........coooviii 1.0 mg
Riboflavin............oooi 2.5mg
DL-6,8-thioctiC.......c.cvvieeiiiii e 2.5mg
DIWater.... ..o 250.0 ml

Filter sterilize: store at 4°C in the dark.

6-vitamin solution

Biotin. ..o 1.0 mg
4-aminobenzoic acid...............ccoii. 5.0 mg
Pantothenate..................oo 1.0 mg
Pyridoxamine............coooiiiiiiiiiii 25.0 mg
Nicotinicacid.............ccooiiiiiiiii, 10.0 mg
Thiamine.......cooii 2.0mg
DIWater. ..o 100.0 ml

Filter sterilize: store at 4°C in the dark.

Vitamin B12 solution

Vitamin B12......o 2.5mg
DIWaAter.. .o 100.0 ml
Filter sterilize: store at 4°C in the dark.




