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I ASSURANCE STATEMENTS I
1) ProfesSionally acceptable standards governing the care. treatment. and use of animals. including appropriate use of anestetic, analgesic. and tranquilizing drugs. prior to. during, and following actual reSE

teaching, testing, surgery, or experimentation were followed by this research facility.

2) Each principal investigator has considered altematives to painful procedures.

3) This facility is adhering to the standards and regulations under the Act. and it has required that exceptions to the standards and regulations be specified and explained by the principal investigator and ap
institutional Animal Care and Use Committee (IACUC). A summary of all such exceptions is attached to this annual report. In addition to identifying the IACUC-approved exceptions. this summary inc
brief explanation of the exceptions, as well as the species and number of animals affected.

4) The attending veterinanan for this research facility has appropriate authority to ensure the provision of adequate veterinary care and to oversee the adequacy of other aspects of animal care and use
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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: 48-R-0002/1459

2. Number of animals used in the study: 4

3. Species (common name) of animals used in the study: Rabbits

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

One study on rabbits involves the injection of LPS (endotoxin) a model of sepsis. While this is not
painful it may potentially result in distress to the animals. The experiment is intended to study the
treatment of sepsis with a drug, AK-262. The major objective of this project is to confirm results
pertaining to protective effects of the compound that was designed to bind to bacterial
Iipopolysaccharides (LPS) and neutralive them in a panel of vitro assays as well as in a murine
model of LPS-induced septic shock. The results we have obtained so far indicate that this
compound is highly efficacious, and yet is without discernable toxicity.
Extensive in vitro studies such as inhibition of LPS-stimulated nitric oxide production (murine
J774 cells), cytokine inhibition (TNf-alpha, IL-1 beta, IL-6, IL-8; in human blood ex vivo), inhibition
of LPS-stimulated p38 MAP kinase (human neutrophils), inhibition of LPS-stimulated NF-kappa-B
(human HEK-239 cells) all indicate excellent LPS-neutralizing activity of the compound.
Futhermore, extensive in vivo data (CF-1 mouse) confirm that the anti-lipopolysaccharide activity
of AK-262 is highly effective. We need to demonstrate that AK-262 effective in an animal model
that does not need D-galactosamine sensitization to the effects of lipopolysaccharide? Animals
that are highly sensitive to lipopolysaccharide are humans, rabbits, and horses. Mice are
relatively resistant. Mice, therefore, need to be sensitized to the lethal effects of the toxin by
administering D-galactosamine. Rabbits are a feasible model in this context to obtain
confirmatory pre-clinical data.
In animals receiving the test compound (AK-262), it is possible that some animals may become
sick and may therefore need to be euthanized before the end of the one-week observation period.
All animals will be monitored twice daily for significant clinical signs including listlessness and or
lethargy, dyspnea, altered consciousness, seizures, anorexia, and diarrhea. Any animal that
becomes excessively ill will be euthanized as described above, after consultation with the
attending veterinarian.

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

We use non-lethal doses of lipopolysaccharide that induces a measurable pyrogenic
(temperature) response (0.6-1 deg. Celsius). The pyrogenic response in rabbits is a test that is
commonly used in the validation of almost any pharmaceutical preparation for parenteral use.
The use of any concomitant NSAIDs or antipyretics will obtund the pyrogenic response, thus
completely invalidating the assay. This is the reason that we do not propose to use analgesics or
antipyretics.

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):

Agency CFR _


