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Column E Explanation
Facility Registration Number: 43-R-0009

Number of animals used in Study: 26 (only 1 animal is Category E)
Species: Cat

Explain the procedure producing pain and/or distress:

Blood was being collected from the jugular vein for study related sample collection. The animal
was appropriately restrained and a needle was inserted into its neck to withdraw the blood
sample from the jugular vein. While the needle was inserted, the animal jerked suddenly and the
needle was withdrawn immediately. Shortly after the needle was withdrawn, the cat became
hypoxic with blue discoloration of the tongue and mucous membranes. The animal died shortly
thereafter before veterinary care could be provided. Necropsy revealed a large amount of blood
in the connective tissue of the neck and the subcutaneous tissue of the right thorax as well as in
the thoracic cavity (thymic area). It was determined that the animal died due to excessive blood
loss consistent with the tearing of one of the major blood vessels in the neck during the blood
collection process.

Provide scientific justification why pain and/or distress could not be relieved:
The animal died very quickly due to a tear in the jugular vein during the blood collection process
before pain or distress could be relieved.



Column E Explanation
Facility Registration Number: 43-R-0009

Number of animals used in Study: 27
Species: Hamsters

Explain the procedure producing pain and/or distress:

In the production of life saving protein therapies from pooled human plasma, individual plasma
donations have the potential of being contaminated with viruses and the agent of variant CJD,
which is a human form of transmissible spongiform encephalopathies (TSEs). To ensure the
safety of plasma-derived therapeutic proteins, the manufacturers must evaluate the reduction
capacity of relevant purification steps with respect to TSE agent. Scrapie strain 263K (type of
prion protein), which is a worldwide accepted animal model of transmissible spongiform
encephalopathies, was specifically selected to grow in hamsters. Hamsters are the preferred
model for generating high yields of strain 263K prion proteins, and the most sensitive system for
detecting the presence of 263K prion protein. Hamster bioassay is the only method accepted by
regulatory agencies for conducting an evaluation of prion reduction. Clinical signs of prion
disease include: generalized tremor, abnormality of gait, ataxia and head bobbing.

To test the purification process, 27 hamsters were anesthetized and dosed with different levels
of purified Scrapie strain 263K by intracerebral injection. Of the 27 animals dosed, the majority
of the animals developed the clinical signs noted above. Following two positive observations for
clinical prion syndrome the animals were euthanized.

Provide scientific justification why pain and/or distress could not be relieved:

While the clinical signs associated with prion syndrome would not be considered painful, the
generalized tremors, abnormal gait, ataxia and head bobbing may be distressful to the animal.
Initial clinical signs of prion syndrome can be very subtle and not easily detectable and can be
confused with normal activity of the animal. To prevent premature euthanasia of the animal and
a loss of study integrity, a second positive observation was required, thus the natural
progression of the disease was allowed to continue.



Column E Explanation
Facility Registration Number: 43-R-0009

Number of animals used in Study: 30
Species: Rabbit

Explain the procedure producing pain and/or distress:

Rabbits were exposed to different levels of Francisella tularensis by inhalation to determine the
median lethal dose of the bacteria in the rabbit in preparation for a vaccine challenge study.
During the course of the disease progression, animals experienced an elevation in body
temperature, anorexia, decreased water intake, listlessness and in some cases animals died
before they could be euthanized.

Provide scientific justification why pain and/or distress could not be relieved:

Exposing the rabbit to an aerosol preparation of Francisella tularensis to determine the median
lethal dose is a new route of exposure (at MRI). To fully access the amount of bacteria that would
cause death in the rabbit, the animal needed to become ill and the natural progression of the
disease followed up to a point to which the animal would not recover. Administering pain relieving
drugs could have altered the natural progression of the disease or hidden clinical signs used to
determine the course of the disease. Euthanizing animals at a time point prior to the animals
demonstrating clinical signs would have altered the outcome of the study, as some animals
demonstrated elevated temperatures and a decreased appetite, but then ultimately recovered
from the disease.



Column E Explanation
Facility Registration Number: 43-R-0009

Number of animals used in Study: 48
Species: Ferret

Explain the procedure producing pain and/or distress:

Ferrets received a dose of one of four highly pathogenic Avian Influenza strains by either the
intranasal route, by placing droplets of saline containing the virus into the nares or by exposing
them to an aerosol containing the virus. The disease was allowed to progress to then determine
the median infectious dose of each virus by each route of administration. Animals developed
neurological deficits including ataxia, motor dysfunction, depression and convulsions. They also
experienced diarrhea and anorexia. Animals were euthanized once neurological signs were
observed.

Provide scientific justification why pain and/or distress could not be relieved:

The purpose of the study was to determine the pathogenicity of the four strains of highly
pathogenic Avian Influenza by each route. Providing the animals with pain relief may have
altered the course of the disease or covered or accentuated the clinical signs used to determine
the pathogenicity of the virus under study. Besides obtaining the median lethal dose for the
study, the infectious dose was also determined from clinical observations. Providing pain relief
could have masked the signs altering the determination of the infectious dose. Euthanizing the
animals before they began to show clinical signs would not have allowed for the determination
of which animals actually became infected with the virus and became ill and those that only had
virus circulating in their bodies.





