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Jean Mayer

United States Department of Agriculture -/QO —{ 7
Human Nutrition Research Center on Aging
At Tufts University
Nutritional Immunology Laboratary Qctober 15, 2001
To:
Animal Care and Use Committee, HNRCA
From: % Nw~—

Re:  Category E animals in Amendment to Protocol MS-31

The major limiting factor in conducting our study is the large number of
animals needed to collect sufficient number of macrophages for our experiments.
This inherent difficulty can be overcome by intraperitoneal injection of
thioglycollate (TG) which elicits recruitment of macrophages to peritoneal
cavity. TG is a widely used stimulatory agent which induces non-infectious
acute peritoneal inflammation in mice and rats. Adminiswration of TG has
been shown to increase the total number of macrophages up to four-fold, which will
reduce the-number of animals necessary for addressing our specific aims.

A number of recent studies have successfully demonstrated that TG-elicited
macrophages can be used in the study of some gene expression and signal transduction.
However, the feasibility of using TG-elicited macrophages to study COX-2 gene
expression is not known.

To test this, we need to inject TG intraperitoneally to mice three days before they
are euthanized by CO, asphyxiation for macrophage collection. Peritoneal injection will
cause discomfort and moderate pain in mice, which unfortunately can not be alleviated.
Thus we have classified the animals under category E.

711 Washington Street
Boston, Massachusetts 02111
FAX: (617) 356-3344




To: Animal Care and Use Committee
From: PI of WA-1 Protocol

RE: Justification of Category E in WA-1 Protocol: Effects of Combined Chemopreventive
Agents (9-cis retinoic acid, celecoxib, and 1,25(OH), vitamin D;) Against NNK-induced
Lung Carcinogenesis in AJ Mice

Protocol WA-1 will include USDA Category E research in which some experimental
animal groups will experience pain and/or distress without alleviation. This letter will verify a
lack of alternative methods and assure the committee that the proposed research does not ‘
unnecessarily duplicate previous experiments.

We propose to conduct an in vivo intervention study to investigate the effectiveness of 9-
cis retinoic acid, 1,25(OH)- vitamin D3, and a COX-2 inhibitor drug alone and in combination as
anti-carcinogenic agents in the AJ mouse model of lung cancer. Lung tumors in strain A/J mice
resemble human lung adenocarcinoma and have become the preferred test system to study this
form of cancer. The target of chemoprevention is premalignant lung disease, making animal
models essential for evaluating the efficacy of compounds and interactions in the suppression of
tumor progression. Because symptoms rarely occur in the early stages of human lung cancer and
many of these early cancers go undiagnosed, mice genetically predisposed to this form of cancer
allow us to study lung cancer chemoprevention over the course ot months and with fewer
animals than similar studies with human subjects. The induction of lung tumors in AJ mice
progresses through several distinct stages similar to the stages of human lung cancer. In both
mice and humans, adenocarcinomas progress to adenomas and ultimately carcinomas. Further,
tumor initiation by a tobacco-derived carcinogen. 4-(methylnitrosamino)-1-(3-pyridyl)-1-
butanone (NNK), in AJ mice is characterized by premalignant legions containing a gene
alteration that is also present in some human cancers. This makes the AJ mouse an ideal mode} in
which to study lung cancer chemopreventative agents that may be ot benefit to the human
population. Although we cannot alleviate tumor formation in the NNK-injected control group,
the treatment group using combined chemopreventive agents should alleviate tumor
formation/distress/animal pain.

While mechanistic hypotheses and data from cellular studies suggest that combinations of
vitamins and anti-inflammatory drugs may be effective in lung cancer chemoprevention, there is
a clear lack of in vivo work in this area. This will be the first study to examine vitamin A and
vitamin D interactions in an animal model of lung cancer and the first study to combine these
vitamins with a COX-2 inhibitor to examine synergistic effects. [f successful, this study could
lead to new approaches in cancer chemoprevention, utilizing combinations of chermopreventive
vitamins and drugs in smaller and less toxic doses, thereby avoiding the side effects commonly
scen in early clinical trials testing single agents. This research cannot be done using cell models
as results cannot be applied to in vivo tumorigenesis.




TO: The HNRC Animal Care and Use Committee

FROM: NEPS Laboratory

RE: Justification of Category E in protocol RO-17, “Roles of TNF and
interleukin-1 in stress-induced cachexia: Effects of age in transgenic
mice”

Our protocol RO-17 addresses the question of whether the cytokines involved in cachexia
are the same as sarcopenia (namely TNF, IL-1, and IL-6). This line of research pertains
to the mission of the NEPS laboratory, ie, the understanding and alleviation of
physiological or pathological processes leading to sarcopenia, wasting and cachexia.

In RO-17, turpentine will be delivered subcutaneously in one of the hind limbs of wild
type and IGF-I transgenic mice. Unfortunately, turpentine injection, although not lethal,
results in a sterile abscess that cause pain. This pain is comparable to that felt by bumans
with a thigh abscess. We anticipate the abscess to be maximal 16 days after injection,
and to gradually shrink thereafter. Unfortunately, the pain will not be alleviated by pain
killers, as these drugs may induce changes in the levels of muscle cytokines, one of the
major endpoints of this study. Because sub-clinical inflammation is a recognized feature
of human aging, the proposed experiments are germane to the issue of age-related
changes in protein catabolism, inflammation, and immune responses.




NOV 2 6 2003
Jean Mayer :
United States Department of Agricultur
Human Nutrition Research Center on Aging
At Tufts University

November 10, 2003

Elizabeth Goldentyer, D.V.M.

Regional Director - Animal Care

APHIS, Eastern Regional Office

920 Main Campus Drive, Suite 200

Raleigh, NC 27606-5213

Reference: USDA Annual Report (Registration No.: 14-F-0009)

Dear Dr. Goldentyer:

The enclosed documents represent the U.S.D.A. Human Nutrition Research Center on Aging at
Tufts University's (HNRCA) “Annual Report of Research Facilities” for the Federal fiscal year,
October 1, 2002 through September 30, 2003. Aspects of this report that require comment are:

1) Animals reported under Category E:

a) Mild non-infectious peritoneal inflammation was induced in sixty-one (61) mice by the
intraperitoneal injection of thioglycollate to increase the total number of peritoneal
macrophages available (which reduced the number of animals used) for peritoneal
macrophage harvest. The letter of justification for category E research was submitted with
the IACUC animal protocol and is attached.

b) Lung tumors were induced in one hundred one (101) mice to examine the combined
synergistic effects of vitamin A, vitamin D and COX-2 inhibitors to evaluate their role in lung
cancer chemoprevention. The letter of justification for category E research was submitted
with the IACUC animal protocol and is attached.

¢) Sarcopenia was induced in one hundred fifteen (115) mice by the subcutaneous
injection of sterite turpentine into the hind limbs of the mice to evaluate if the-cytokines
involved in cachexia are the same as those of sarcopenia (namely TNF, IL-1 and IL-8) in
an effort to understand and potentially alleviate the physiological or pathological processes
leading to sarcopenia, wasting and cachexia. The letter of justification for category E
research was submitted with the IACUC animal protocol and is attached.

Should'you have any adestions reaarding the report, please do not hesitate to contact me.

711 Washington Street
Boston, Massachusetts 02111
FAX: (617) 556-3344
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Column E Explanation

1. Registration Number:
2. Number of animals used in this study: 35
- 3. Species (common name) of animals used in study: Canis /atrans (coyote)

4. Explain procedure producing pain and/or distress:
Animals were fed or gavaged with suspensions containing mixtures of caffeine and
theobromine to evaluate the potential of these substances as selective predacides.
Dose vs. Response (percent mortality) curves for three mixtures (13:1 (theo:caf), 5:1 -

(theo:caf), 100% theo) are being constructed from the toxicity testing data.

5. Provide justification why pain or distress could not be relieved. State method or

means used to determine that pain and/or distress relief would interfere with test results.’

QA-1064 “Development of a Natural, Safe and Effective Plant Based Predator Toxicant”
was designed to evaluate the potential of methylxanthines (theobromine, caffeine) as a
selective predator toxicant. With experimental toxicants, it is difficult to predict pain or
distress experienced by the animals dosed. Administration of other substances
(analgesics, etc.) prior to symptoms of intoxication might confound the pharmacological
action of the methyxanthine test substances and lead to erroneous conclusions and
ideally wouid be avoided until necessary. Although listed as a Category E study, the
protocol permitted the attending veterinarian to administer analgesics, anesthetics
and/or euthanasia in instances where the animals were determined to be in pain or
distress.

6. What, if any federal regulations require this procedure?

Agency: none CFR: none




Column E explanation for QA 1118

Registration Number: 84-F-0001
Number of animals used: 5
Species (common name): Mountain Beaver

Several attempts have been made to reduce damage by decreasing mountain beaver (dplodontia
rufa) populations through the use of conibear-traps. This type of lethal contyol is becoming politically less
popular, as indicated by the passage of Initiative 713 in 2000 (RCW 77.15 section 3) which banned the
use of all body gripping traps in the state of Washington. Therefore, alternative tools to conibear traps for
reducing mountain beaver populations may be desirable. At present there are no toxicant registered for
use to control mountain beaver. A previous study (QA- 885) showed that chiorophacinone was the only
underground bait that was 100% effective and readily consumed by mountain beaver. LiphaTech
currently holds a chlorophacinone label in the form of paraffinized pellets. These pellets are delivered in
bags to prevent weather damage. Another recent study (QA 1072) conducted in the Olympia Field
Station habitat pens, showed that mountain beaver cached bags. Using LiphaTech’s delivery system
might reduce primary hazards as mountain beaver can cache baits inside their nests.

Ten mountain beaver served as subjects. Animals were given a minimum of 2-4 weeks to adapt
to pen and burrow system. A fter adaptation period was over, the bait was placed in a trash can (76 1) in
each of the pens. Each container has a 10cm diameter hole at the bottom to allow access and to mimic the
rodent’s natural burrow system. Five of the animals received a 12 oz bag of 0.005% chlorophacinone,
while the other 5 animals were used as control and given no bait only bags with plain oats. Bait
formulation for each treatment was presented as paraffinized pellets. The status of animals was
monitored at 2-hour intervals for the first 6 hours, then again every 24 hour for the next 28 days. As
administering sedatives or analgesics could affect the toxicity of the chiorophacinone baits, no drugs were
administered until acute toxicity was imminent. Animals were frequently monitored to minimize any
potential suffering until the completion of the study. Any animal that demonstrated severe symptoms
(e.g., convulsions, comatose) of poisoning were cuthanatized immediately.

This is a preliminary study to determine if the LiphaTech product might be applicable to a field
application. EPA regulations require that for final registration of a product that 70% efficacy with death
as an end point be demonstrated. Since this data will support registration we therefore followed EPA
regulations with a few modifications to account for a different species ( Standard rat
anticoagulant place pack dry bait laboratory methods, Guideline #1.217).




October 25, 2004
NWRC, FY 2004

Aphis Form 7023, attch #1

Locations where animals in this report were used and/or housed:

USDA, APHIS, WS, NWRC
4101 LaPorte Avenue
' Fort Collins, CO 80521

USDA, APHIS, WS, NWRC !
Olympia Field Station

9730-B Lathrop Industrial Drive SW

Olympia, WA 98512

USDA, APHIS, WS, NWRC
Logan Field Station

4200S 600 E

Cache County Road
Millville, UT 84326

USDA, APHIS, WS, NWRC

Hawaii Field Station

PO Box 10880

Hilo, HI 96721 - ”” Uﬁﬁ‘,m g zﬂf?

APHIS United States Department of Agriculture
"7’ Animal and Plant Health Inspection Service

NOV - & F00A
Safeguarding American Agriculture NOY < ok
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ANNUAL REPORT OF RESEARCH FACILITY Depariment of Veterans Affafrs
(TYPE OR PRINT) VACT

818 Vermont Avenue HM
Wasnington, DO 20420

3. REPORTING FACILITY (Lis all locations where ammais were housed or used in actual n

" essarch, 1esting, teaching, or experimentation, or heid I iti
sheels it necessary.) 9 s per n, or held lor these purposes. Allach additional

FACIUTY LOCATIONS (Sites}

I_liEPORT OF ANIMALS USED BY OR UNDER CONTROL OF RESEARCH FACILITY (Aftach aviditional shoels # necessary or use APHIS FORM 7023A)

A B. Nu t i
aniztazfsr gem C qubev ol D Nu!nber ol anunals upon E. Number of animats upon which teaching, F.
. 9 animals upon which experiments, expenmenls. lesearch surgery or {ests were
Animats Covered bred, which leaching, | ygaching, research ying pain or distress
By The Animal conditioned, or vesearch, surgery, 'or lests w.ere 10 |he animals aftd |or which the use of appropriate TOTAL NO. «
Wellare Regulations held for use in experiments, or conducted involving ot lranquilizing drugs would OF ANIMALS
Ieach!ng. testing, Iasts were accompanying pain or have adversely atlecled the procedures, results, or
experimenis, conducted disiress fo the animals intetpretation of the teaching, research,
. research, or invalving no and for which appropriate experiments, surgery, or lesls. (An expianation of (Cols. C +
susgery bui not pain, distress, or anesthetic, analgesic, or the p dures producing pain or disiress in these D+ E)
yel used far such use of pain. tranquilizing drugs were animals and the reasons such drugs were not used
purposes. | relieving drugs. used. must be atiached to this report).
4. Dogs
5. Cats
6. Guinea Pigs
7. Hamsters
8. Rabbits 23 17 1 15
9. Non-human Primates
10. Sheep 35 35
11 Pigs
12. Other Farm Animals
13. Other Animals
PSR = 1 Te 36
Iata 1% 3 1& 96
Bice 22 75| 98 .
B
[ ASSURANCE STATEMENTS

1) Prolessionally acceptable standards governing Lhe care, frealment, and use of animals, including appreriate use ol anesthetic, analgesic, and tranquilizing drugs, prior lo, during,
and lollowing actual research, teaching, lesting, surgery, or experiineniation were followed by this research facility.

2). Each principal investigator has uonsideved allernatives to painivi procedures.

3). This lacility is adhering ta the standards and reguiations under the Acl, and it has required that exceptions to the stand and be itied and expiained by the
ptincipal investigator and apgroved by the Institulional Animal Care and Use Committee (IACUC). A summary ot alt such excepnons is attached to this annual report. In
addition 10 identitying the tACUC-approved exceplions, this summary inciudes a brief expl tion of the plions, as well as the species and number ot animals altected.

4). The attending veterinarian tor 1his research facility has appropriate authorily 10 ensure the provision ol adequale veterinary care and Lo oversee the adequacy of other aspects of

aniinal care and use.

CERTIFICATION BY HEADQUARTES RESEARCH FACILITY OFFICIAL
{Chief Execulive Officer or Legally Responsible Institutional Official}
¥ certily thal ihe above is e, correcl, and complete {7 U S C Seclion 2143).
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Investigator:
Protocol #: QLS-0014B
Justification of Category E Animals

The category E rabbits were injected with anthracyclines chronically and they
may develop congestive heart failure over a 10-week period. Use of anxiolytic
agents or stress reducing drugs such as barbiturates or benzodiazepenes may
induce or inhibit microsomal liver metabolism or displace anthracyclines from
plasma protein stores thereby altering the pharmacokinetics of anthracyclines.
Such an effect may interfere with the experimental outcome. The drugs may
have direct effects on the proteins of the heart being studied and interfere with
the results of the study -

[ rabbits

DEC 13 2004
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3. REPORTING FACILITY (List all locations where animais were housed or used in actual research, lesting, leaching, or expenmenlauon or held |

v these purposes Attach addmonal
sheets if necessary.)

P8 G5 o0 rs

FACILITY LOCATIONS (Sites} Fader— )0 Doy <o

(\o

LREPORT OF ANIMALS USED BY OR UNDER CONTROL OF RESEARCH FACILITY (Attach adiditional sheets if nedessary or use APHIS FORM 7023A)
A B. Nt{mbev °'. C Number of D. Number ol animals upon iE Number ot animals upon which leaching, E
animals being animals upon which experiments, expenmenls. research, surgery or tests were !
Animals Covered bved._ . which teaching, teaching research. d d involving panying pain or distress
By The Animal conditianed, or research, surgery or lests were 10 the animals and for which the use ol appropriate TOTAL NO.
Weltare Regulations held lor use in experi or o invalving anesthetic, analgesic, or lranquilizing drugs would OF ANIMALs
leach,ng, lesling, tests were accompanying pain or have adversely aftected the procedures, resulits, or
experiments, onducled distress to the animais interpretation of the 1eaching, research,
research,.or invalving no and lor which appropriate experiments, surgery, or tests. (An explanation of (Cols. C +
surgery but not pain, di , or hali ic, or the procedures producing pain or di: in these D + E)
yet used for such use of pain- tranquilizing drugs were imals and the such drugs were not used
purposes. relieving drugs. used. must be attached lo this report). - -
4. Dogs ] cCOoPY FOR Y OUR
5. Cats | INFORMATION
6. Guinea Pigs )
7. Hamsters -
. e 4 i 19
8. _Rabbits 25 17 i 15
9. Non-human Primates
P [ g
10. Sheep 35 35
11. Pigs
12. Other Farm Animals
. 13. Other Animals
1 1N Es) =
iz RS /i A
I ASSURANCE STATEMENTS

1) Prolessionally acceptable standards governing the care, treatment, and use ol anirnals, including approriate use of anesthetic, analgesic, and lvanqulhzmg drugs. prior to, during,
and lollowing actual research, teaching, lesting, surgery, or expericnentation were lollowed by this research tacility.

2). Each principal investigalor has considered aliernatives 1o painlul procedures.

33. This tacility is adhering to the slandards and regulalioss under the Act, and it has required that exceplions 1o the siandards and i be ified and explained by the
principal investigator and approved by the Inslitutional Animal Care and Use Commillee IACUC). A summary of all such excepnons is anached to this annual repon In
addition to identitying the IACUC-approved exceptions, this summary inciudes a brie! explanation ot Ihe exceplions, as well as the sp and ber ol

4) The attendmg velerinarian tor Lhis research lacilily has app-upnule authority lo ensure the pr ion of adeq y care and 10 oversee the adequacy vl other aspects ol
aninal care and use.

CERTIFICATION BY HEADQUARTES RESEARCH FACILITY OFFICIAL
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APHIS FORM 7023  (Replaces VS FORM 18-23 {OCT 88}, which I1s obsolete }
(AUG 91) : :

—bARL R EACI [TY P




Gl 137y

8D~V ~0d |

Investigator:
Protocol #: OLS-0014B
Justification of Category E Animals

The category E rabbits were injected with anthracyclines chronically and they
may develop congestive heart failure over a 10-week period. Use of anxiolytic

+ agents or stress reducing drugs such as barbiturates or benzodiazepenes may

-induce or inhibit microsomal liver metabolism or displace anthracyclines from.
plasma protein stores thereby altering the pharmacokinetics of anthracyclines.
Such an effect may interfere with the experimental outcome. The drugs may
have direct effects on the proteins of the heart being studied and interfere with
the results of the study -

| vabbits

DEC -1 2004 .




Additional information requested for Bl'ock E of APHIS Form 7023, dated February 3, 2005

The rabbit involved in this study was injected with anthracyclines or their analogs twice a
week for eight weeks. Heart function was assessed by echocardiography.The rabbit was
euthanized when fractional shortening was reduced to less than 25% or twenty weeks
after the first anthracycline injection. The heart was then removed for further study.
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UNITED STATES DEPARTMENT OF AGRICULTURE
ANIMAL AND PLANT HEALTH INSPECTION SERVICE

/‘ ‘.
,/' ANNUAL REPORT OF RESEARCH FACILITY
/ (TYPE OR PRINT)

interagency Report Gontrol No'
Q180-DDA-AN /

A
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1. REGISTRATION NO.

93-v-007

A

FORM APPROVED
OMB NO. 0579.0036

2. HEADQUARTERS RESEARCH FACILITY (Name
include Zip Code}

Department of Veterans
810 Vermont Ave, N.W.
Washington, DC 20420

and Address. as registered with USDA.

Affairs

3. REPORTING FACILITY (List all locations where ammals w
sheets il necessary.)

ere housed or used in actual research, lesting, leaching, or expermeniation, ur held tor these purposes. Aflach addiignal

FACILITY LOCATIONS (Sites)

#600 -~ VA Long Beach Healthcare System
5901 E_7th Street

Long Beach, CA 90822

l REPORT OF ANIMALS USED BY OR UNDER CONTROL OF RESEARCH FACILITY (AHach adiditianal sheets if necessary or use APHIS FORM 7023A}

A B. Number ot C Number of o . E. Number of animals upon which teaching, F

animais being animals upon - :::2:&' ol ::l':l.:’;': upon experiments, research, surgery or tests were :
Animals Covered bred, which teaching, leachingl lesearch. conducted involving accompanying pain or disiress
By The Animal conditioned, or research, surgery .o: tesis w'ere to the animals and !or which the use of appropriate TOTAL NO
Wellare Regulations held for use in experiments, or conducied involving h analgesic, or tranquilizing drugs would OF ANIMALS

teaching, testing, tesis were accompanying patn or have adversely aflected tha pracedures, results, or
experiments, conducted distress to the animals interps of the hing, research, )
research, or involving no and for which appropriate experiments, surgery, or tests. (An expianation of (Cols. C +
surgery but not pain, distress, or anesthetic, analgesic, or the procedures praducing pain or distress in these D + E)
yet used for such use of pain- tranquili zir'va da‘ oe were animals and the reasons such drugs were nol used
purposes. relieving drugs. e iging drugs must be aftached io this report).

4. Dogs

5. _Cats

6. Guinea Pigs B

7. Hamslers

8. _Rabbits 94 94

9. Non-human Primates

10. Sheep

11. Pigs

12. Other Farm Animais

13. Other Animals :

Rats 62 688 927 552 2229
Mice 27 468 24 11 330
S —

rASSURANCE STATEMENTS

1)

Prolessionally acceptable standards governing the care, treatinent, and use of animals, including approriate use of anesthetic. analgesic, and tranquilizing drugs, prior 10, during,

and tollowing actual research, teaching, testing, surgery, or experiinentation were 1ollowed by this research facility.

2).

Each principal investigator has considered allernatives 1o pamtul procedures.

3).

This facility is adhering to the standards and regulations under the Act, and it has required 1hal exceptions to the slandards and regulations be specilied and explained by ihe

prmeipal investigalor and approved by the institutional Animal Care and Use Commitlee (IACUC). A summary pf all such exceptions if attached to l'hisv::r?r:y::';gﬁ;ﬂ. in
addinon o identifying the IACUC-approved exceptions, this summmary includes a brel explanation of the exceptions, as well as the species and number of animals cled.

4)
annnal care and use.

The attending velermanan tor this sesearch tacibily has appropriate autharily 10 ensure the prowision ol adequate velennary care and 1o oversee the adequacy ol olher aspects o)

{Chief Execultive Officer
I certity that the above it

SIGNATURE OF C.E.O. OR INSTITUTIONAL OFFICIAL

CERTIFICATION BY HEADQUARTES RESEARCH FACILITY OFFICIAL

DATE SIGNED
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Explanation of Category E:

Rabbits

PI: Haake
Protocols: 0011-178
04044-02
Number of animals under Category E: 28
Procedures involving rabbits fall into Category E because of immunization with adjuvant,

which is required for adequate B cell production. Rabbits are sedated with acepromazine
0.25-0.5 mg/kg SC or IM given 10-15 minutes prior to immunization.

PI: Ohning

Protocol: 01002-03

Number of animals under Category E: 4

The reason that procedures involving rabbits fall into category E is because of
immunization with adjuvant, which is required for an adequate antibody response.

Rabbits are sedated with acepromazine 0.25-0.5 mg/kg SC or IM given 10-15 minutes
prior to immunization.

Rats

PI: Mayer
Protocols: 99064-04 (VA project # 0041)
11091-02 (VA project # 0055)
Number of animals under Category E: 443
The rats listed under USDA Category E were subjected to Water Avoidance stress and
Colorectal Distension as described in protocols entitled “Modulation of the Pain

Response to Repetitive Colorectal Distention” (VA project # 0041), “Iqﬂuence of
choronic water avoidance stress on visceral sensitivity in rats” (VA project # 0055).

Water Avoidance causes no harm to the animals, but does cause them discomfort .
(psychological stress), which is a necessary part of the protocol. Colorectal distension -
does cause brief pain, however the stimulus is of a very short duration (20 seconds) and is
also used in humans. This response cannot be elicited in anesthetized animals. Because
the investigator is studying the analgesic effect of different drugs, the use of other
analgesics would confound the results and interpretation of the study. None of t’pe r.ats
used during this time interval exhibited signs of excessive or prolonged pain (agltatlon,
vocalization or bleeding during or following testing), which would have necessitated
immediate euthanasia.

PI: Sattin/Pekary

Number of animals under Category E: 25

25 rats were categorized under Category E for the VA merit review study because the_
forced swim test is considered psychologically painful. These rats cannot be anesthetized
because they would drown during the forced swim test.



PI: Tache
Protocol: 06069-02
Number of animals under Category E: 30

A colorectal distention model is used in rats. The study addresses the role of stress and
CRF in the genesis and/or maintenance of lower gut motor function alteration and
visceral hypersensitivity/pain symptoms. The distention process is unavoidable because
the visceral pain response to distention needs to be compared to the response observed
after the test substance administration. Because anesthesia will block the abdominal
contraction response to distention and because the effect of potential analgesics is
studied, the use of anesthesia or other analgesics will confound the data and their

interpretation. Thus the pain response to colorectal distention is studied without prior
analgesia.

PI: Wasterlain

VA Merit Review # 9711-041

NIH/UCLA grant # 12105-02

Number of animals under Category E: 423

The rats were placed in Category E because they undergo a period of seizures which are
not treated during that time. While humans who have had similar seizures do not report
pain there may be some distress. The rats are not treated during the seizure period
because it is the mechanism of brain damage due to untreated seizures which is being
studied in order to develop better treatment.

PI: Yang

VA protocol # 06068-02,

UCLA ARC # 2002-032-02

Number of animals under Category E: 10

The rats were used to study the effect of energy deficiency on brain neuronal activation.
The rats were fasted for 48 hours and then were euthanized.

Mice

PI: Haake

Protocol #: 04044-02

Number of animals under Category E: 24 . .
Procedures involving 24 mice fall into Category E because of immunization with
adjuvant, which is required for adequate B cell production.

PI: Mayer

Protocol: 03030-02 (VA project # 0052)

Number of animals under Category E: 13

The mice listed under Category E were subjected to chemical stimulation of the colon as
described in protocol entitiled “Modulation of stress-induced pain response in mice” (VA
project # 0052). The end point of the chemical stimulation of the colon is significant pain




and discomfort that cannot be alleviated by analgesic since the aim of the study is to
investigate pain behavior.

PI: Pandol
Protocols: 0111-42

01008-02
Number of animals under Category E: 40
40 mice are listed under Category E for Protocols # 0111-042 and # 01008-Q2. In the
mouse mode! of experimental pancreatitis (#0111-042), high doses of cerulein (ap _
analogue of CCK), given as intraperitoneal ourly injections, cause acute pancreatlFls. In
Protocol # 01008-02 the animals receive either intraperitoneal injections of cerulein or
vehicle every hour for 7 hours.
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UNITED STATES DEPARTMENT OF‘ AGRICULTURE
ANIMAL AND PLANT HEALTH INSPECTION SERVICE
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ANNUAL REPORT OF RESEARCH FACILITY

(TYPE ORPRINT)
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Sun Health Research hstiﬁ.rte
10515 W. Sante Fe Dr/ '
- Sun Clty, AZ 85351

Telephone: (623) -876-5328

. REPORTING FAGILITY ( Usi all locallons whers animels were housed or used in soiual ressarch. testing, of experimentalinn, or held fo these purpases, Attach pddltiona) sheets H necessary )

FACILITY LOCATIONS ( Siten ) ~ Ses Anehed Listing

REPORT OF ANIMALS USED BY OR UNDER CONTROL OF RESEARCH FACILITY { Atach additional sheets if negessare or usa APHIS Form 70234 ) : . ) !

B, B, nNumber of gnimat | C, Number of D). Numbaer of animels upon E. numbar of animsis upoh whlch teaching, experiments, | F.
being tred,. animats upon which expetiments, risasren, surgery br 1eals were eonducied volving
candilioeed, of which tesching, teaching, research, accompanying poin or distress (v the animals and for wh TOTAL NUMBER

Animaly Coversd haid for ves in vessarch, BUIGerY, oF (6518 ware e uss of appropriste snasthetle, ansigesic, or frenguiliz “OF ANIMALS
By Ths Ankmal fenching, \esting, sxperments, of condusted invalving drugs would have sdversely sffacted e proredures, res
Weltare Regutstions exparimen(s, 1e51s were accompdnylng pelnor or interpretation of (he eaching, racesrch, expecmentz,

tezaareh, of condunted distrass 16 the arimatz an surgery. of teatg. { An explanation of the ptocsdures { COLUMNS
surgery DUt net vy invelving no pain, far which sppropriae procdudng paln or diziress In thase ghimglz and the fess C+D+E )
uned for much : distess, or yse o anesthstic, snaigesic, or suth drugs were net uzed must be sttached \o his repon
purfiosas, pair-relisving rengullizlag drugs wiesre '
. Bruge. used.

L Dogs

. Cats

7. Bulnea Blpa

7, Hamslers

. ‘Rabbils 17 84

24

. Nonstwman Primates

0. Sheep

1. Figs

2. Other Farm Anirmals

3. Other Animals

s~
Ol PPPRoLPLROIg

AGSURANGE STATEMENTS

o

1) Professlonsly accepisble standards governing (he care, irastment, and use of snimals, Inciuding sppropriate use of anestedls, analgesls,

tegrhing. tesiing, surpery, or exparimantation wera folieead by (his regearen facdity.

A) E!Bl:tl1 pringipa! Investigator b consldered altemstives 10 palntyl Drocedurss.
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Column E Explanation

Registration Number: 84-R-0040

Number of animals used in this study: 23

Species of animal in this study: Dog

Explanation of the procedure producing pain and/or distress:

~ A long lasting analgesic to be used in dogs is tested for efficacy using a surgical model.
Female dogs received an ovariohysterectomy (spay). Surgeries were performed under
general anesthetic. There are no alternatives to testing analgesics in the target animal. It
is common for client owned animals that undergo surgery in clinical practices not to
receive analgesics. In one study, 52% of male veterinarians and 36% of female
veterimarians did not routinely administer any type of analgesia pre or post operatively to
ovariohysterectomy patients and 32 % of males and 24 % of females did not administer
analgesia to animals undergoing abdominal surgery other than ovariohysterectomy. In
this study dogs that underwent abdominal surgery were placed in one of four groups. One
group of animals received carprofen (a common post operative analgesic) according to
package directions starting immediately prior to surgery. Two groups of dogs were given
the test article (a novel analgesic) immediately prior to surgery. Each group received a
different dose of test article. It is necessary to include a control group that did not receive
any analgesics to establish the efficacy of the novel analgesic. If there was a failure to
differentiate between treated groups, it could be attributed to a true lack of difference
between treatments, or an insensitivity of the pain assessment scales. The inclusion of
untreated controls will help differentiate any effects seen in the animals. All animals
were evaluated frequently for pain levels, both by physical exams and by video
monitoring. Any animal that may have received a pain score above acceptable level
would receive morphine to alleviate the pain. This was done regardless of which group
the animal was in. '



‘Column E Explsnation

Registration Number: 84-R-0040
Number of animals used in this study: 26
Species of animal in this study: Dog
Explanation of the procedure producing pain and/or distress:
These dogs were.used to test the treatment of oral or topical treatments for flea allergic
dermatitis (FAD). There were several groups which included animals treated with
currently accepted treatments for FAD as well as experimental treatments and placebo
control animals. It is necessary to use the host species for this type of study as there are
no non animal models of the integrated immune and inflammatory function of a live
animal. Untreated control animals are also necessary to determine the effect of the
different test groups with the untreated animals. Dogs which have been sensitizedto
fleas were used by placing 20 fleas between the shoulder blades of each dog and allowing
 the fleas to burrow into the hair. The amount of reaction to the fleas was determined by
frequent physical exam. Any animals, regardless of group, which developed excessive
clinical signs caused by the fleas, such as open sores which require treatment with
antibiotics, were treated immediately with appropriate insecticides to eliminate the flea
infestation. The animal would also receive any other appropriste treatment necessary to
eliminate clinical signs of FAD.
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Registration Number: 22-R-0036

November 22,2003

Elizabeth Goldentyer, DVM

UNITED STATES DEPARTMENT OF AGRICULTURE

Animal and Plan Health Inspection Service : :
Regulatory Enforcerment and Animal Care |
Eastern Region Office j
920 Main Campus Drive

Suite 200

Raleigh, NG 27606

Dear Dr. Goldentyet: R
Listed below are commems to accompany the annual report of research facilities for site
number 1,

The environmental enrichment program has exceptions for social housing for nonhuman
primates. Twenty-three rhesus monkeys are housed separately due to special study
requirernents for icontrolling and monitoring food consumption as part of the research
projects. Twenty cynomolgus monkeys were housed separately for brief periods (1-2 days)
while participating in telemetric monitoring studies. All the animals are included in all the
other aspects of the environmental enrichment program. The protocols with the exemption
are approved by the IACUC and reviewed during the semi-annual program review.

One exception to the canine exercise program is to be reported and involved eight animals.
it Involved the use of special canine metabolism cages for drug metabolism studies or urine
collection studies.! The canine metabolism cages provide greater than 100%, but less than
200% of required space for exercise. The period of time in the cages vary with the fest
compound and study.  Most of the studiss lasted for 24 hours and the longest lasted for 42
days. Positive human interaction is greatly increased during this period. The protocols with
the:exemnption are approved by the JACUC and reviewed during the semi-annuzal program
review,

Listed beiow are oomments to accompany the annual report of research facilities for site
Number 2.

A. Summarylof exceptions to the regulations and standards:

There were some| exemptions to the pair-housing requirement of cur IACUC approved program
for the psychological well-being of non-human primates. Most exemptions were for
approximately two weeks in duration. A total of five hundred and forty-four non-human primates
were exempted from social housing for reasons which include: acclimation and health
assessment during the beginning of the quarantine period, establishing suitable cage mates and

preparing social caging.
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University of Missouri-Columbia (43-R-048)
Annual Report of Research Facllity - Attachments
\CLLITY | OCATIONS:
p
Allton 8ldag,
-ah: room 233, 234

Animal Sei R c
-animal housing facllity: ASRC Units 8, C, D, F, ‘ §
-labg: E142, N126, N152, N153, & N180 . ‘ (

Clydesdals Hall ;
-animal housing facility: 13, A222 ward, A227, A230-1, A253, A256, A266, AZ58, AZ73, B120C, 8125, 8208, B213, & B229
Connaway Hal i
animal housing facility, 1st floor: rooms W2.23, W104, W117, and W102-W123

-animal housing facility: rooms 108, 108, 1112, 114, 116, 118, 124, 221A, 225A, 226, 228, 230, 233A, 2338, 311, 312, 313, 329,
331, 334 :
Iabs: 104, 203, 208, 22, 306, 309, 310,311, 312, 313, 314, 322, 325, 326, 328

g
neering Bl

-animal housing: room C2204

ildi

-animal housing: room 118

| Center

~gnimal housing facility: rooms 1-26

Lefevie Hall .
-animal housing: roems. 2, 8, 5, 9,19, 21, 24, 27, 28A, 288, 28C, 28D, 28E, 29A, 298, 29C, 206,
-labs: 113, 208, 209, 214 '

Medical Sci
-cantralized animal care facillty, 1st ﬂocri(including experimental surgery) - animal housing rooms: A101-A184
Jabs: rooms M332, M401, M420, M423,IM463, M514, MB48, N422, N507, NE305, NE306, NW300, and NW303

. Adlebysh Farm 1
-animal housing and use: Equine Center, Therfogenology Bldg., paddocks
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Justification for response in "E"

~** Birds were trapped and fitted with an external radio transmitter and
released '

*** Bnimals are killed Liy Lhe AVMA-mpproved method of spinal section and
pithing.. ' ‘

They presumably experience some distress during capture, and momentary pain
during

the killing procedure

DEC 1 2003




1. Registation Number: ~ 74-R-0049 /1503

|
|
i

) 4 Explain the procedure pmdumng pain and/or distress.

i

213, Speciss (common nam'e) & Number of anlmals used in this study:

Dogs (24) o Cats (24)
Guinea Plgs (29) : Rabbits (140)

The pain or distress in dogs&in Column E was due to flea allergy dermatitis, These dogs were not treated with anesthetics
of analgesics becauss the particutar tests being conducted were officacy tests of drugs designed to pravent or reduce
symptoms of flea allargy\ dermatitls. Efficacy of these drugs can only be determined if the animals ara infasted with fiess
and axhibit flea allergy dermatitis.  The cats referenced In Column E were animals used as flea hosts. It is assumed
they suffer stress and discomfort from the flea infestation. When toxicity and/or irritation studies gre done on rabblts, test
materigl is either dropped into ons eys of the rabbit or it is applled o the skin, When this dosing to the eye occurs, the
animals occaslonally squeal. and It Is assumed that they squsal In pain or distress. Guinea plgs are restrained
temporarily during ang afler administration of the fast material in sensitization studies. They find the restraint stressful.

in tne case of dermal toxiclty tests, cage-side cbservations include evaluation of the central nervous system, somamator
activity and behavior pattems. These would be altered by the use of anesthetics or tranguiiizers.

. Provide scientific justification why pain and/or distrass could not ba relieved, State methods or means used to determine

that pain and/or distress rellef would interfere with test results. (For Federally mandated testing, see item 6 balow)

Most studies are federally mandated. However, we sometimes conduct screens to determine if further testing s
riacessary: When dolng these screens, observations are mads to the treated areas on rabbits, looking for signs of
irmitation (usually redness or swelling) that may have been caused by the test materlal. We do not always use anesthetics
because wa may not be abla 1o distinguish between discefloration caussd by the test materal and discolaration passzbly
causad by an anesthetic.

What, if any, federal regulations require this procedure? Cite the agency, the code of Federal Regulauons {CFR} title
number and the specific secfion number (8.g., APHIS, 9 CFR 113.102):

Agency: USEPA Health Effetts Test Guidelines, Office of CFR:
Praventlon, Pestlcides and Taxic Substancas, OPPTS -
870-1200, Acute Dermal Toxicity, OPFTS 870.2400, Acute

Eye Imitation, OPPTS 870-2500, Acute Darmal Iritation,

‘OPPTS 870-2600, Guinea Pig Sensitization
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S). This locility ig adharing 10 the s(sndards and requlationg under the Acl, and il hos required Thot exceplions 1o e Standar
principat Investigaior snd ppproved by the Insiitullonat Aabwal Cars and Use Commiites (IACLIC), A summary ol ailaug
sddilion To idenlilying The 1ACUC-approved exceptions, this summary includes a briel axplanailon of 1he exceptions, as w

4). The ptiending vaistinarian for this

Bnims! core and use,

research locitily has pppraopriate authority 10 @Asure the prévislon ol sdequalte vetarinn

eilc, annlgesic, and waaquiliziag drugy, prier 1o, during,

a5 ond regutatlons b specitied and explained by the
h greeplions is attached to this Bonuel repori, In
gl s 1hg spacies and number of animbis alectad,

iy ciare dad 1o oversae (the adequacy of olher specis of

CERTIFICATION BY WEADQUARTES RESEARCH FAC]L‘TF{ OFFICIAL .
{Chief Exeoutive Dfficer or Legally Responsible Instilutional Official)

i eoeilly iha! the above is frue, coriect, and compleie (7 U 5.C. Section 21“3)-

SIGNATYRE OF C,E.0D. OR INSTITUTIONAL. OFFICIAL

'

NAME & TITLE OF C.EO. OR lNSTITUTlOI‘:JAL

APHIS FORM 7023
(AUG 81)

{Beplaces VS FOPMI 18-23 (OCT 841, whieh is obsoloe)- -

Jyne ar Paunt)

QATE BIGNED

\\/)§\’/e© .

‘PANT 1 » HEADOUARTERS




/ot

This repuit iy tigjined By low 1) Jul <10 Farliio: He oipaat | dubaat (ing 11 he jeguiai s Las @{{3 Som rowrrte sith far Heirtagpitay Mg,

feaull iyt rder 1o ctase by unwis| At (6 be snbjetl 10 peraliiey 95 provided lor Seciton 150 addiigaal nfurmabion ais.00A. AN
o . .

RV AN

UNITED STATES OEPARTMENT OF IAGRICULTURE 1, REGISTRATION NO,
ANIMAL AND PLANT HEALTH INSPECTION SERVICE

FORM ARBROVED '
OME NO 05780008 \?/

2. HEADQUARTERS

L A , ST ineluda Zip Codey  14-R-0008, Custld 105
s ANNUAL HEP%@;EOSRHFEJEEVQ’_?CH FACILITY BOSTON UNIVERSITY MEDICAL SCHOGL

B0 E. CONCORD STREET
BOSTON, MA 82118 J

sheers H oecessary.)

3. REPORTING FACILITY (List all lucations whars animals were hoased or used in aclual tassarch, wasting, (a2ehing, or expatimentaiion, or beld lor ihgse purposes. Allaeh adddisndl

( Sea aﬂim;ﬂci}‘

FACILITY LOCATIQNS (Sifen)

Boston L{n\'uavsf‘i-y Medical Ceuten
Lab Anmal Sclance Center J00 ﬂ-[bdn\! Shveet

5

I HEPORT OF ANIMALS USED BY QR UNDER CONTROL QF RESEARCH FACILITY (aitaen swlvitionsl thuals i npcessury or use APHIS FORM TD23A)

A B. Wurnber ol € Wurmbar of O, Nuwnber of awirnals upon E. Number 8l animals upth which lgaching, e
animals baing animals opon . whigh aaperiments expenments, research, surary o¢ 1esls ware
Anlmals Covered bred, which Yeaching, |~ teaching ruenrch' conducied involving nncomnying pain or diur_e:s
By The Anlmal oonditioned, o tenaarch, zurgery 'm 1esls weye 16 188 animals and lor which the uss ol appraprisle TOTAL NG,
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Proprietary Information

USDA Registration Number 55-R-026 - ;
Attachment to USDA Annual Report dated November 28, 200
Explanation of Animals Listed in Columnn E of this Report

The 26 dogs listed in Column E for this reporting year are assigned to a study that
involves transection of the cranial cruciate ligament. The purpose of the study is to create
an inflammatory disease model, which will be used to test new compounds developed for

" the treatment of osteoarthritis, Even though analgesies are administered immediately post

operatively these will be discontinued within 24 hours after the surgery. Administering
analgesics may interfere with the disease course because pain level changes are
associated with neurological and endocrinological changes that affect the inflammatory
process. Administration of test compound begins at 4-7 days post op with dogs being
placed in a structured exercise program (pre-acclimated prior to surgery) at 7 days post

op.

The Veterinarians and JACUC feel that these dogs potentially experienced “more than
slight or momentary pain or distress™, as defined in the Animal Welfare Aet. Even though
additional analgesics are not provided, the dogs are monitored by the Veterinarian and the
scientist for such clinical signs as weight loss, inappetance, inability or inwillingness to
use the affected linb, etc. which would be indicative of a need to potentially euthanize a
given dog, '





