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1) Professionally acceptable standards governing the care, treatment, and use of animals including appropriate use of anesthetic, analgesic, and tranquilizing drugs, prior to, during
and following actual research, teaching, testing, surgery, or experimentation were followed by this research facility

2) Each principal investigator has considered alternatives to painful procedures,
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animal care and use.
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Attachment to the APHIS Form 7023

An explanation of the procedures producing pain or distress in those animals and the
reasons for anesthetic, analgesic, or tranquilizing drugs were not used (section E)
Our laboratory has established a lethal model of anthrax infection in DBA2 mice using B.
anthracis (Sterne). Experiments in mice on protection against anthrax are commonly considered
the first step in the evaluation of potential therapies, and interpretation of these experiments can
be adversely affected by the use of anesthetic, analgesic, or tranquilizing drugs. We used
approximately 10 x LDsy of anthrax spores intraperitoneally, which corresponds to 1x10’
spores/mouse (8-9 weeks old). In these conditions approximately 80% animals die within 4-5
days, and the results of different treatment regimens on survival can be monitored reliably and
with high sensitivity. For example, ciprofloxacin administration at 50 mg/kg, i.p., for 10 days

starting day 1 post infection provides 50% protection after day 14.

The experiments included groups of mice challenged with the pathogen and followed by the
treatment with either ciprofloxacin alone (50 mg/kg, ip., for 10 days starting day 1 post
infection) or the combination of the antibiotic and the antibodies. During the experiment, the
mice were monitored and checked twice daily, including weekends. Moribund micel with
symptoms including lethargy, severely arched back and temperature drop of more than 5°C were
sacrificed to relieve pain and suffering. Mice were sacrificed by asphyxiation with CO2 in
accordance with the AFG Biosolutions’ IACUC and the 2000 AVMA Panel on Euthanasia.
Pressurized CO2 was used and delivered at 10lbs/inch2. All necessary efforts were made to

minimize discomfort, distress, pain, or injury to study animals.



