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A 10 mg/mL stock of ce obiprole was prepared using 1% acetic
acid and 99% dimethyl sulphoxide and vortexing for 15 mins. A 10
mg/mL stock of cipro oxacin was prepared by adding 9 mL of distilled
water to 100 mg of antibiotic followed by the addition of 1 mL of
1M sodium hydroxide. e MICs for ce obiprole and cipro oxacin
were determined in MCPH supplemented with 4% glucose, with
or without the addition of 100 pg/mL of cysteine (F. tularensis) or
CAMHB (S. aureus). Bacteria were inoculated at a nal concentration
of approximately 5 x 10° CFU/mL (S. aureus) or 1 x 108 CFU/mL (F.
tularensis) ina10ml total volume. e bacterial cultures were incubated
for 24 hours (S. aureus) or 48 hours (F. tularensis), at 37°C and read
by eye. All assays were performed in triplicate within a Containment
Level 3 laboratory. Positive growth controls (without antibiotics, with
or without cysteine or cultured with the diluents) were included.

econtrolsall grewasexpected. ece obiproleandcipro oxacin
MICs for S. aureus with and without cysteine were in range (0.12-
1 pg/mL and 0.12-0.5 pg/mL for ce obiprole and cipro oxacin
respectively). Similarly the cipro oxacin MICs for F. tularensis with
or without cysteine were in the range of 0.015-0.03 pg/mL, typically
reported for the antibiotic and pathogen. e ce obiprole MICs at 48
hours grown in media without cysteine were consistently 0.03-0.06
pg/mL.  erefore, it is hypothesized that the cysteine in the growth
media had an inhibitory e ect on the ce obiprole MICs in the broth
microdilution assay with F. tularensis.

€ §
o

In summary, the broth macrodilution culture conditions without
the cysteine supplement resulted in su cient F. tularensis growth to
accurately determine the ce obiprole MICs, which were reproducible
in multiple assays. is alternative method can be utilized to determine
the ce obiprole MICs for additional F. tularensis strains and allows for
further development including pharmacokinetic/pharmacodynamics
studies to be performed, to de ne the dose required for in vivo
e cacy studies. is alternative methodology may be explored with
other compounds where cysteine supplementation is hypothesized to
interfere with activity.
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