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Column E Explanation

This form is intended as an aid to completing the Column E explanation. It is not an official form and its
use is voluntary. Names, addresses, protocols, veterinary care programs, and the like, are not required as
part of an explanation. A Column E explanation must be written so as to be understood by lay persons as
well as scientists.

1. Registration Number: 14-R-0082
2. Number 56 of animals used in this study.
3. Species (common name) rabbits of animals used in this study.

4. Explain the procedure producing pain and/or distress.

Infant rabbits are fed Shiga toxin, ricin, or control intragastrically which will cause inflammation of
the intestines and diarrhea. Experimental groups will be given doses of MAPKinase inhibitors or
inhibitor vehicle. All animals are housed with their mother and will be sacrificed between 48-72
hours after inoculation. Animals will be monitored for diarrhea three times per day until sacrifice.
At these times, animals will be assessed for: diarrhea, shallow breathing, scruffy fur, poor color,
lethargy, decreased muscle tone, and failure to nurse. Diarrhea will be graded according to I: no
diarrhea, II: mild to moderate diarrhea (feces stuck to perinenm and/or legs), or IlI: severe
diarrhea (feces stuck to hind legs, wet tail, and prolapse of rectum). Animals will be euthanized
immediately they appear ill or develop severe, bloody diarrhea.

5. Provide scientific justification why pain and/or distress could not be relieved. State methods or means
used to determine that pain and/or distress relief would interfere with test results. (For Federally mandated
testing, see Item 6 below).

The infant rabbit is the only species that responds to Shiga toxins in the same way as humans do.
Feeding Shiga toxins 2 (Stx2) to rabbits that are 2-3 days old results in the kind of damage that is
observed in humans exposed to Shiga toxins. We aim to determine if the gene activating effects of
Shiga toxin that we observe in human intestinal studies epithelial cells in vitro are occurring in the
infant rabbit model. Because we are studying how these toxins affect the whole intestine, we must
utilize a live animal model and the effects of the inoculation in the in vive system. We will be
assessing how certain infection-fighting cells called “neutrophils” are called from the blood
circulating through the intestinal blood vessels in response to these toxins and how they migrate into
the deeper layers of the organ. We will analyze these effects in two ways, by clinical observations of
the rabbits and the amount of diarrhea caused and by histopathological evaluations of neutrophil
infiltration, edema/swelling of the tissue, and any amount of hemorrhage. Therefore, we need the
animals to be infected without any therapeutic intervention to be able to assess our data accurately.

6. What, if any, federal regulations require this procedure? Cite the agency, the code of Federal
Regulations (CFR) title number and the specific section number (e.g. APHIS, 9 CFR 113:102):

N/A




