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QUALITY ASSURANCE STATEMENT

‘Thisreporthasbeen reviewedbytheQualityAssurance UnitofComingHazleton Inc.,in
accordance with the Food and Drug Administration (FDA) Good Laboratory Practice
Regulations, 21 CFR 58. The following inspections were conducted and findings
reported to the Study Director and management.

Date Date
Inspection Dates Reportedto  Reporied to

Eom To Phas SudyDimctr Management

1272419 1224/9 Protocol Review 1212419 12724196
012897 0128/97 Necropsy 0128/97 0128/97
021797 0217/97 Protocol Amendment 021797 0217/97
0327/97 03/3197  Data/Report Review 0331/97 03/31/97

1231.97
dan Quality Assurance Unit Date
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STUDY IDENTIFICATION

Single-Dose Intravenous Pharmacokinetic StudyOf T-6684 in Rabbits
Test Material T6684

Sponsor Mm
Toxicology Service
Medical Department

3M Center, Bldg. 220-2-02P.O. Box 33220
St Paul, MN 55133-3220

Sponsor's Representative Roger G. Perkins, PhD, DABTM
Toxicology Service
Medical Department

3M Center, Bldg. 220-2E.02P.O. Box 33220
St. Paul, MN 55133-3220
6127333222

Study Director F. Bud W. McDonald
Corning Hazleton Inc.
P.O. Box 7545
Madison, WI 53707-7545
(608) 242-7901

Study Location Coming Hazleton Inc.
3301 Kinsman Boulevard
Madison, WI 53704

Study Timetable
Study Initiation Date January 3, 1997Experimental (In-life) Stat Date January 14,1997In-life End Date February 11, 1997Experimental Termination Date February 11, 1997Study Completion Date December 31, 1997

3
000189



CHW 6325-199_—  cHwemy
KEY PERSONNEL

Acute Studies Quality Assurance
Steven M. Glaza Nancy M. CentanniManager Manager
F. Bud W. McDonald
Study Director Laboratory Animal Medicine
Jeffrey B. Hicks Donna J. Clemons, DVMIn-lfe Supervisor Diplomate, ACLAM

SupervisorRose M. Bridge
Administrative Supervisor Anatomical Pathology

Deborah L. PirkelToxicology Support LaurieJ. Schuller
SupervisorsKathy Myers NecropsyManager

Calvin L. Horton
Supervisor

4

000190



CHW 6329-199

CONTENTS

QUALITY ASSURANCESTATEMENT...—1
STUDY IDENTIFICATION...

$i
KEY PERSONNELcosmos

OBJECTIVE c.osssmsmsssssmmssmsmsmssess 8
REGULATORY COMPLIANCE cc

TEST AND CONTROL MATERIALS...
em

BUYQ0 SGILY coon
SATEPRCGRUIONS..cosmsnes 10

TESTSYSTEM costesse 10

ARDiese 10SCHONOFTSHABMAIS.....c.cec see]
JustificationforSpecies Selection..........._....___._._ 11

PROCEDURES...
12DosePreparationandAdministration... 2Reasonfor Route ofAdMIRISIRON.....................-ooor 13OBSCIVRUONSOFAAI ....ccc......coomss 13Dlood Sample Collections Shipment............... oor13Fe

SHIPMENtOFBile a0 TISSUES. 13SIMSCHL ARRIYSES oso 14LocationofRaw Data, Records, and Final Report... 14

5
000191



-chwemi

(CHnICal OBSEIVANONS....rvveessere 14
A

DISCUSSION c.crrssssssssssmmssmsmmmsmmsssssmmsmmssnssssssons

TABLE
1 Individual Body WEIBhS (8)vorrei16
2 Indi¥idual CHNICal SIGNS rrr 18
3 Individual Animal TissueWeightsandBile VOIUMES ............c...corn 20

APPENDcsr]
PROIOCON DEVIBONS ve. senses nm—rik

PrOIOCOL ATENMENt NO. 1... A

6

000192



CHW6329-199

SUMMARY

This study was done toassess the levelofsystemic exposureofT-6684 when
administered by a single intravenous injection to rabbits.

‘The study was conducted using four male and four female acclimated rabbitsofthe
Hrai(NZW)SPF strainforeach treatment group as follows:

Control/Test | Dose Level| NumberofAnimals’
Group Material | (mghg)’ | Male Female

[Tem | o —}
| 2[rem[ow[eT
[re[we[eo]
| [ores[we[eT
[2[mew[so[« J<7]

DMSO - Dimethyl Sulfoxide
a Administered at a dose volumeof 0.5 mL/kg.
b Two animals/sex/dose level were sacrificed on Day 15. The remaining

animals (two animals/sex/dose level) were sacrificed on Day 29.

‘The animals received a single intravenous injectionofthe control or test material at the
indicated dose level into the marginal earveinofthe right ear. The test material was
mixed with Dimethyl Sulfoxide (DMSO) to a specific concentration for each dose level
in Groups 2-5. The respective control material and test mixtures were administered ata
dose volumeof0.5 mL/kgofbody weight. Two animal/sex/dose level were sacrificed
on Day 15 and the remaining animals (two animals/sex/dose level) were sacrificed on
Day 29.

Clinical observations were conducted predose and at approximately 0.5, 2.0, and
4.0 hours afer intravenous injection. Additional clinical observationsand twice a day

7
000193



CHW 6329-199

‘mortality checks were conducted daily thereafter until the scheduled sacrifice interval
(am. mortality check only on daysofscheduled sacrifice). Body weights were
determined on Day -7forrandomization purposes, beforetestor control material
administration (Day 1), andatthe scheduled sacrifice interval (Day 15orDay 29). A
blood sample (approximately 4-mL) was collected fromeachanimal on the day before:
controlortest material administration. Blood samples (approximately 4-mL)werealso
collected from the animals at 4-, 8, 12-,24-,and 48-hours post-injection,andon Day 8,
with the exceptionofone Group 1 maleatthe 8-hour collection interval from which only
1.7 mLofblood was collected. An approximate 4-mL blood sample wasalso collected
on Days 15 and 22 from each animal scheduled forsacrificeon Day 29. In addition, at
the timeofthe scheduled sacrifice (Day 15 or Day 29), approximately 20 to 40 mL of
blood was obtained from each control animal and approximately 20mL of blood was
obtained from each Group 2-5 animal. All sampleswerecentrifuged and separate
‘samples of serum and cellular fractions were obtained and sent frozen on dry ic to the
Sponsor. On Day 15 or 29, the animals were anesthetized with sodium pentobarbital,
bled via the posterior vena cava, and exsanguinated. An abbreviated gross necropsy
examination was not done, however, tissueswerecollected. The whole liver, bile, and
both kidneys from each animal were collected, weighed (volume only determined for
bile), and sent frozen to the Sponsor.

After being intravenously injected with T-6684 or the DMSO control, all animals
appeared clinically normal and gained weight during the study, with the exception of one:
Group 3 female (3.0 mg/kg) which exhibited an insignificant loss in weighta its
termination interval (Day 15).

OBJECTIVE

‘The objectiveofthis study was to assess the level of systemic exposure 10 the test
‘material, T-6684, when administered as asingle intravenous injection to rabbits.
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REGULATORY COMPLIANCE

‘This study was conducted in accordance with the U.S. Food and Drug Administration's
Good Laboratory Practice Regulations for Nonclinical Laboratory Studies, 21 CFR 58,
with the exception that analysisofthe test mixtures for concentration,
homogeneity/solubility, and stability was not conducted. All procedures usedinthis
study wereincompliance with the Animal Welfare Act Regulations. In the opinion of
the Sponsor and study director, the study didnot unnecessarily duplicate any previous
work.

TEST AND CONTROL MATERIALS

Identification
“The test material was identifiedas T-6684anddescribed as an off-white liquid. The
control material was Dimethyl Sulfoxide, (Sigma Chemical Company, Lot No. 64H1007;
Expiration March 19, 1997), and was described as a clear, colorless liquid.

Purity and Stability
‘The Sponsor assumes responsibility for test material purity and stability determinations.
(including under test conditions). Analysis of the test material mixtures for
concentration, homogeneity/solubility, and stability was not conducted. The purity and
stabilityofthe control material were considered to be adequate for the purposesofthis
study.

Storage and Retention
‘The control and test materials were stored at room temperature. Reserve samplesofthe
test and control materials were taken and stored in a freezer set to maintain a temperature:
of -20°C £10°C. The control material reserve sample will be retained at CHW for 1 year.
‘The test material reservesamplewas sent to the Sponsor. Any unused test material will
be retumed to the Sponsor. Any remaining control material may be used for other testing
‘and will not be discardedafter issuanceofthe final report.
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Safety Precautions
‘The testand control material handling procedures were according to CHW SOPs and
policies.

TEST SYSTEM

Test Animal
Adult albino rabbitsofthe Hra:(NZW)SPFstrainwere reccived from HRP, Inc.,
Kalamazoo, Michigan on December 11, 1996 and maintained at the CHW facility at 3301
Kinsman Boulevard, Madison, Wisconsin.

Housing
After receipt, the animals were acclimated fora periodofat least 7 days. During
acclimation and throughout the study, the animals were individually housed in suspended
stainless steel cages in temperature- and humidity- controlled quarters. The only
exception to this was one Group | male which was found outside its cage at the time of
the a.m. mortality check on Day 2ofthe study. Environmental controls for the animal
room were set to maintain a temperature of 19° to 23°C,a relative humidityof50%
£20%, and a 12-hourlight/I -hour dark lighting cycle. The dark cycle was interrupted to
conduct in-ife procedures. In cases where variations from these conditions existed, they
‘were documented and considered to have had no adverse effect on the study outcome.

Animal Diet
The animals were provided access to waterad libitum and a measured amount of
Laboratory Rabbit Diet HF #5326, PMI Feeds, Inc. The feed is routinely analyzed by the
‘manufacturer for nutritional components and environmental contaminants. Samples of
thewaterare periodically analyzed. There were no known contaminants in the feed or
water at levels that would be expected to interfere with or affect the resultsofthe study.
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Selection of Test Animals
“The animals were identified by animalnumberandcorrespondingeartag aad were placed
into study groups basedon astratified body weight randomization program. The
randomization body weights were determined on Day -7.

Study Design
Animals weighing from 2,372 to 2,800 g and approximately 17 weeksofage at initiation
oftreatment were placed into the following study groups:

Control/Test | Dose Level| NumberofAnimals”
Group Material (mg/kg) Male Female

Tem|mE|wT]
[2 [re[ow [oT]
[reow
| «+ [ore [oo[oT]
[Te[ow[+]

a Administered at a dose volume of 0.5 mL/kg.
b Two animalsisex/dose level were sacrificed on Day 15. The remaining

animals (two animals/sex/dose level) weresacrificedon Day 29.

Justification for Species Selection
Historically, the New Zealand White albino rabbit has been the animal of choice because:
ofthe large amountofbackground information on this species.
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PROCEDURES

Dose Preparation and Administration
‘The testmaterialwasdiluted with DMSO to achievea specific concentration for each
dose level in Groups 2.10 5. An individual doseofthe control material or respective test
‘mixture was calculated for each animal based on its body weight on the dayoftreatment
(Day 1). The control material or respectivetest mixture was administered by intravenous
injection into the marginal ear veinofthe rightear over aperiodof31 to 53 seconds. The
prepared test mixtures were storedat100m temperature until administered. After
administration, anyremainingtest mixtures were discarded.

Reason for RouteofAdministration
Intravenous injection is an acceptable route to assess systemic exposure.

Observationsof Animals
Clinical observations were conducted predose and at approximately 0.5, 2.0, and
4.0 hours after intravenous injection. Additional clinical observations and twice a day
mortality checks were conducted daily thereafter until the scheduled sacrifice interval
(a.m. mortality check only for animals sacrificed on Days 15 or 29).

Body weights were determined on Day -7 for randomization purposes, before test or
control material administration (Day 1), and at the scheduled sacrifice interval (Day 15 or
Day 29).

Blood Sample Collections/Shipment
A blood sample (approximately 4-mL) was collected from a marginal ear vein (left car)
ofeach animal on Day -4. Blood samples (approximately 4-mL cach) werethencollected
from a marginal carveinofeach animal at 4-, 8-, 12-, 24-, and 48-hours post-injection,
and on Day 8, with the exceptionof aGroup | male from which a 1.7-mL blood sample
was collected at the 8-hour interval. Anapproximate 4-mL blood samplewasalso
collected on Days 15 and 22 from amarginal ear vein (either ear) ofeach animal
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scheduled for sacrifice on Day 29. In addition, at the timeofthe scheduled sacrifice
(Day 15 or Day 29) and via the posterior vena cava, approximately 20 to 40 mLofblood
‘was obtained from each control animal and approximately 20mLof blood was obtained
from each animalin Groups 2-5. Allsampleswere storedatroom temperature until
centrifuged. After centrifugation, separate samplesofserum and cellular fractions were
obtained. The serum and cellular fraction samples obtained pre-injection through Day 15
were stored in a freezersetto maintain a temperatureof-20°C 10°C until shipped

frozen(on dry ice)to the Sponsor (James D. Johnson, 3M E.T. & S, Bldg. 2-3E-09, 935
Bush Avenue, St. Paul, MN, 55106)on Day 22. The serum and cellular fraction samples
obtained on Days 22 and 29 were stored at CHW and shipped to the Sponsorthe day after
experimental (in-lfe) termination in the same manner as the samples obtained prior to
Day 22.

Pathology
On Day 15, the first two animals/sex assigned to each dose level (based on the group
assignment randomization) were anesthetized with sodium pentobarbital (via injection in
the marginalearvein), bled via the posterior vena cava, and exsanguinated. An
abbreviated gross necropsy examination was not done, however, tissues were collected.
‘The whole liver, bile, and both kidneys from each animal were collected, weighed
(volume only determined for bile), and immediately placed in a freezersetto maintain a
temperature of -20°C £10°C. After tissue/bile collection, the animals were discarded.
‘The remaining two animals/sex/dose level were anesthetized, bled, and exsanguinated on
Day 29 in the same manneras the animals sacrificed on Day 15.

Shipment of Bile and Tissues
‘The tissues (whole livers and kidneys) and bile collected on Days 15 and 29, along with
documentationoftheir corresponding weights or volumes, were sent frozen (on dry icc)
to the Sponsor (James D. Johnson, 3M ET. & S, Bldg. 2-3E-09, 935 Bush Avenue, St.
Paul, MN, 55106) onDay21 and six days after in-life termination, respectively. The
‘Sponsor is responsible for the retention and dispositionofthe samples. CHW does not
accept any responsibility fortheanalysisofthe samples collected in this study nor are
these results presented in this report.
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Statistical Analyses
No statistical analyses were required by the protocol.

Location of Raw Data, Records, and Final Report
The raw data, records, and an original signed copyofthe final report will be retained in
the archivesofCHW in accordance with CHW SOP.

RESULTS

Body Weights
Individual body weights are in Table 1. All animals gained weight during the study, with
the exceptionof one Group 3 female (3.0 mg/kg) which exhibited an insignificant loss in
weight (18 g) at its termination interval (Day 15).

Clinical Observations
Individual clinical sigas are in Table 2. All animals appeared normal throughout the
study.

Pathology
Individual animal tissue weights and bile volumes are in Table 3. The animals were not
examined grossly, although tissues were saved.

DISCUSSION

‘The levelof systemic exposureofT-6684 was evaluated in male and female albino
rabbits when administeredas a single intravenous injection at levelsof 1.0, 3.0, 10.0, and
30.0 mg/kg. Al animals appeared clinically normal and gained weightduringthe study,
with the exceptionof one Group 3 female (3.0 mg/kg) which exhibited an insignificant
Toss in weight at its termination interval (Day 15).
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IndividualBody Weights
FamWao

sec Member Dyn) Toy ToT To
Group 1 (Control)-DMSO (0.0 mg/kg)
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Table 1 Continued)

IndividualBodyWeights ©)
TT ee mie al emmaSe Number Dayn) oD Ow ow

Group 4 T-6684(100mg/kg)
Male Fels 259 2800 295 .Fols3s 2019 2576 208 .Fo1s36 241 2087 3 2818Fo1537 23m 2 : 28m
Female Feisse 2m 2486 257 .

Foss 2555 261 2303 .Fo1356 249 204 : 2mFoss Zant 2s : S002
Group5-7-6684(30.0me)

Mie resi 2.6 2569 24 .Fo1539 Za 2500 260 .Foss 26546 2610 : 2060Foss 2594 2609 : 2360
Fete Feiss 263 263 2m .Foi 20m 24 260 .£61560 28 265 : 309Feiss 25m 2610 : 2924
Tew

+ Animalsacrificed onDay 15.
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Table2

Individus) Clinical Sigas

TT Amma Rewdwl bmi
Sex Number Observation 05 20 40 3% 515 WH

Group 1 (Control) - DMSO (0.0 mg/kg)
Male F6ISZ2  AppearedNomal 4 vos

F612 AppearedNomal 4 4 voor.
FIs AppearedNomal v4 J vs
F6Is25  AppearcdNomal 4 4 4 vv 7

Female F6IS@2  AppewredNomal  /  / J vos
FOIS  AppearedNomal 4 4 / vos
Fist AppearcdNomal 4 4 / vr
FSIS4S  AppearcdNomal v4 sv

Group 2.-T-6684 (1.0mg/kg)
Male F656 AppewedNomal v/v vo

F121 AppearedNomal v7 J vv.
61528 AppearcdNomal 4 4 vor
6129 AppearcdNomal 4 4 vo

Female F6Isds  AppearcdNomal 4 4 J vo
F147 AppearcdNomal 4 7 vos
61588 AppearcdNomal v7 vor
F61549  AppearcdNomal 4 4 voor

Group 3-7-6684(3.0mks)
Male F6I1SI0 AppearcdNomal 4 4 vos

F613 AppearcdNomal 4 4 or
FIs AppewedNomal  /  / J vr
FOI AppewedNomal v7 4 vv

Female F6ISSO AppearcdNomal 4 4 / vo
Foss AppearedNomal 4 4 / vv
F6ISS2  AppearcdNomal 4 4 vo
FOISS)  AppeedNomal 4 Jf voor

Each animal sppeared normal prio ts control or est mater sdmmsEaon
+ Animal sacrificedon Day IS.
+ Condition existed.
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‘Table2(Continued)
IndividualClinical Signs

TT Ama wow bes
Sex Number Observation ©3520 40 2351s 16%

Group 4- T6684 (100 mpke)
Male F6ISM  AppewedNomal 4 4 / vo.

FOISIS  AppearedNomal 4 /  / vs.
F6ISIS  AppearcdNomal 4 J / vv
F613 AppearcdNomal 4/4 vv

Female F6ISs4  AppewedNomal J vos.
F6ISSS  AppearedNomal 4 J / vos
F6ISS6  AppearcdNomal 4 J / vv
FOSS AppearcdNomal 4/4 sv

Group 5. T-6684 (30.0mye)
Mile F6ISI8  AppearedNomal 4 4 vo

F639 AppearcdNomal v7 vo.
F610  AppearedNomal v/v PE
F614 AppearcdNomal  /  /  / vos

Female F6ISSS  AppearedNomal 4 4 vos
F6ISSO  AppewcdNomal v/v vo
FISEO  AppearcdNomal v/v vo
FoISSl  AppearedNomal v/v vv

3 Eachanimal appeared normalprior tetmaterial smmEaon.
“Animalsacrificed on Day 15
7 Conditionexisted
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APPENDIX
Protocol Deviations
Protocol TP6797

Protocol Amendment No. 1
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Protocol Deviations

Protocol Actual Procedure

Page 5, 7. Experimental Design, A. OneGroup 1 male was found outside
Animals, (7) Husbandry, (2) itscageat the timeofthe a.m. check
Housing. Individually, in suspended onDay2.
stainless steel cages

Page 8, 7. Experimental Design, D. Blood samples were collected at the
Observationof Animals, (3) Blood following intervals (postdose) from
Sample Collections, (5) Method of the right marginal ear veinofthe
Collection/NumberofAnimals, first following animals (animal
paragraph, first sentence. Blood ‘number/grouplsex):
samples (approximately 4 mL)... and 12- and 24-hour: F61524 (IM),
from the marginal ear vein (lef car) at F61557 (4F).
4-hours postdose through Day 8. 48-hour and Day 8: F61524 (1M),

F61549 (2F), F61555 (4F), F61557
@P.

Page 9, 7. Experimental Design, E. Only one kidney for Animal No.
Termination (3) Sample Collection. F61531 (Group 3M) was weighed at
‘The whole liver, bile, and both the time of tissue collection. The
kidneys (collected as one sample) other kidney was weighed the next
from each animal wil be collected, day.
weighed (volume only determined for
bile), and immediately placed into a
freezer set to maintain a temperature
of 20°C £10°C.

‘These deviations are not considered to have had an adverse effect on the outcomeofthe
study.

2 000208



CHW 6329-199
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CHWNo. 25199
Test Material Tess
Sponsor Mm

Toxicology Service
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‘Sponsor's Representative Roger . Perkins, PAD, DABT
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1 Study
‘SingleDoseIntravenous Pharmacokinetic Study in Rabbits

2 Purpose
“Toassessthelevel of systemicexposure whenthefstmaterial sadministeredass
single intravenousinjection torabbits

3. RegulatoryCompliance
“Thisstudywill beconductedin accordance withthefollowingGoodLaboratory
Practice RegulationsStandards/Guidelines withtheexceptionthat analysisofthe
test materia mixturesforconcentration, solubility, homogeneity, and stability will
ot be conducted.

[[) ConductasaNonsegulaiedStudy
[X] 21 CFR58 (FDA)
[] 40CFR 160 (EPA-FIFRA)
[) 40CFR 792 (EPATSCA)
[[) C8130 (Final) (OECD)
[1] 59NohSanNo. 3850 (lspanese MAFF)
(1) Notification Nos. 313 and870 (Japanese MOHW)
All procedures in tis protocol are in compliance with the Animal Welfare Act
‘Regulations. Intheopinion ofthe Sponsorandstudydirector,thestudydoesnot
unnecessarily duplicate any previous work.

4 Quality Assurance
“The protocol, studyconduct,and the final report will be audited by the Quality‘Assurance Unitinaccordance with the Wisconsin facilityof Coming Hazleton Inc.
(CHW) Standard Operating Procedures (SOPs)and polices.

5. Test Material

A Mdentification
Toes

B. Physical Description
(Tobedocumented in therawdata)

C.. PurityandSubility
The Sponsorassumes responsiblity for purity and stability determinations
including undertestconditions). Samplesoftest materialivhicle mixture(s)
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forconcentration, homogeneitysoluilty, and stabilityanalyseswillntbe
takenbefore administration unlessrequested otherwise bythSponsor. These
samples(faken)willbe senttothe Sponsorafer experimentaltermination.

D. Storage
Room temperature

E Reserve Samples
Reserve sample) of cachbatehot of estmaterial willb takenforthisstudy.
The testmaterial reserve sample(s) il bestored at CHWinafrezerset10
maintain temperateof20°C £10°Candthen returned10theSponsorater
completionofthe niephaseof the study.

F. Retention
Any unused tes material willbe retumed othe Sponsor ate completionofall
related nie testing.

G.. Safety Precautions
As required by CHW SOPs and polices

6. Control Material
A Wentifcation

‘Dimethyl Sulfoxide (DMSO); Lot mmber, source, and expiration dae 1 be:
recorded inthe raw dataan included inthefinal port.

B. Physica Description
(Tobedocumenied intherawdata)

C.. Purity and Sabilty
“To be documented by CHW (information from the supplier)

D. Storage
Room temperature:

26
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E. Reserve Samples
Reserve sampifs)ofeach botevioofcontrol material willbe taken or thisandy.

“Thecontrolmaterialreservesamples) willbestored at CHWin freezer setto
maintempers of 20°C 410°C.

F. Retention
Anyremainingcontrol material maybeusedfooes esting ndwill notbe
discarded ahr issuanceof the ial report.

G.. Safety Precautions
required by CHWSOPs and policies

7. Experimental Design
A Animals

Species
Rabbit

@  StrinsSource
Ha (NZWISPFHRP, Inc.

© Ageat tiation
‘Adult

@ Weight at Iniiation
25035ks

©) Nemberand Sex
20males2nd 20 females

© 1enifcsion
Individon umbered ea tag.
 Hosbandry,

@) Housing
Individually, in suspended sanless sel cages

27
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® Food
AmeasuredamountofLaboratoryRabbitDietHF #5326(PMI

Feeds,Inc. Thefoodisroutinely analyzedbythemanufacturer
fornutritionalcomponents and environmental contaminants.

© Water
Adlbinam fromansomaticsystem. Samplesofthe wterare
‘analyzedfortotal dissolved solids, specified microbiological
content, selected clement,beavymetals,organophosphates, and
chlorinatedhydrocarbons.

@ Contaminants
“Therearenoknowncontaminants i thefoodoFwaterthatwould
interfere with this study.

(© Eaviroament
‘Environmentalcontrolsortheanimalroomwillbesttomaintain
a temperature of 19°C10 23°C, arelative humidityof S0% £20%,
and 3 12-hour light12-hourdarkcycle. The dark cycle may be

interrupted due 10 in-life procedures.

© Acclimation
Aleast7 days,

(®) Selectionof Test Animals.
Based on health and body weight according0CHW SOPs. An adequate
‘numberofextra animals wil be purchased 0that o animal in obviously.
poor health is placed on test. The animals will be placed ino study.
groups using stratified body weight randomizaion program within nine.
aysof sudy initiation.

(9) JustificationforSpeciesSelection
Historically, theNewZealand Whitealbino rabbit hasbeen the animal of
chaice becauseofthe large amount ofbackground information on this:
species.
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atadosevolumeof 0. Lik.Thepreparedtestmitureswillbe storedst room temperature unl sdministered.
D. ObservadonofAnimals:

(0) Clisieal Observations
Beforetesto controlmaterial adennistsion, tapproximately 0.5, 2.0,
and 4.0 hourspostinjecton(Day 1) for clinical ign,dalythreafefor
Clinica signs,a twice dil (a.m. and pm)formorality until he
scheduledsacrifice interval (Dey15 or Day29). Theanimals sacrificed
01Days 15or29will be cbserved any anceformoralityonthose

respectivedays. Observationsmaybe extendedwhendicedbythe
study director.

@ Body Weights
For randomization, before est control mateial injection (Day 1. at
the scheduled sacrifice iteva (Day 15 orDay29),or a unscheduled
deathand sacrifices (when survival exceeds | day)

3) Blood Sample Coletions

Frequency
Preinection (anime from up tofourdays before test material
sdminsicaiontoDay1), tapproximately 4B, 12-,24- nd 48-
ours posinection, on Days, 15,22, anda the scheduled
sacrifice interval (Day 15 or Day 29)

(8) Method ofCalecion/NurmberofAsimals
Bloodsamples(spproximatey 4 mL) will be collected fromthe
marginal car vein (ithe car)ofal animals on the doy before tes
or control material injection, and fromth marginal ear vein (cf
an) at &-ourspostdosethrough Day 8. On Days 15 3nd 22.
‘additional blood samples approximately ¢ mL) will be collcted
fiom the marginal cas vei (1c arifpossbi) ofthe animals
scheduled for saeince on Dy 29.
From the poserior vena cava, proximately 20 mLofblood will
bcobsind rom ech anima sacrificed in 3 moribund condition
ifpossible. approximately 20 040 mLofblood wil be bund
fom cachcontrol animal sacrificed on Days 15 or 29 (he
maximo volume posible will be obained). and spprosimately
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20mLof blood wil be obtainedfromeachGroup2 animal

Sacrificed on Days 15or 29.
“Thesampleswillbestored atoom temperature nd then
centfuged, and the separate serum 5dcellafractionsstoredin

afeczeseto malotain atemperatureof20°C 10°C. The serum
andcelularfractionsbinedtroughDay 15willbeset frozen
ondry cet heSponsorone otwoweeksprior inife
termination. The serumandclllr factionsobtainedafcDay
15willbesentfrozen ondyic otheSporsor withinoneweek.
afer nif teminadon. The Sponsor is responsibleforthe.
retention and dispositionofthe samples.

“Theserumandcelular fractionsamples willbeshippedto:
JamesD Johnson
SMET.&S
Bldg. 23609
925Bush Avenue
Spal, MN $5106

James . Johnsona his sirte will b notified regarding the
Shipmentofthe samples.

E Termination
(1) Unscheduled Sacrifices and Deaths

Any animal dying during the studyosacrificed in a moribund condition
will be subjectedto an shbrevised ross necropsy examination and al
‘Sbnarmalies will be recorded. Arima in moribund condition will be:
anesthetized with sodiom penobarbial (vi injection in th marginal ear
vein) bled via thevenacava, and exsanguinated. Tissues,3sdeseribed
in section 7.2.3) Sample Collcion, will be collected fom any nina
dying duringthstudy or sacrificed in a moribund condition. After
necropsy, the animals will be discarded.

@) Scheduled Sacrifices
On Day 1. the fist twoanimals signed o ach dos level (based
on the group assignment randomization) wil be anesthetized with
Sodium pentobarbital (ia injection in the marginal car vein), bled via the
vena cava, and exsanguinated. Theremaining two ammalssexidose
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levelwill beanesthetized withsodium peotobarbial (vi nection inthe
marginal ca vein), bedviathevencavs,aad cxsanguinated onDay 29.
An abbreviated gross ecropsy examination will ot be done, however,
sues [1s describedin section 7.3) SampleCollection] wil be
collected.

@ SampleCollection
“Thewhole lve,bil, andboth kidneys (colectedssanesale) fom.
eachanimalwillbe collected,weighed (volumeonlydetermined for
bile), and immediatelyplaced nto freezeset10mania temperature
Of-20°C 410°C.Afrsamplecollection he animalswill bediscarded.
Thesamples iver, bile, ndKidaeys)wilbe senfrozenondey ic 0the
‘Sponsorwithin one weekafi collection. The samplesan their
comesponding weightsovolumeswillbe shipped tothe person sted in
Section 7.D/(3Xb). TheSponsor is responsiblefortheetntionand
disposition ofthe samples.

F. Statistical Analyses
No sutistical analysesarerequired.

8 Report
A fina report including those tems sted below will be submited.
‘Descriptionofthe est and conel materials
Description ofthe est syser
Procedures
Datsofexperimental ntistion snd termination
Descipion ofany toxic effects
Gross pathology findings iapplicable)
Gross pathology tepot(iapplicable nd requested by te study director)Individual sniml soe weight and bile volumes
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9. LocationofRaw Dais,ReserveSamples), Records,sad Final Report
Origioaldaa,orcopie thereof, ill be avaiablest CHWtofacilitatesitingthe
studyduring is progressandbefore acceptance ofthe ial report. Whenthe ical
reportscompleted, controlmaterial reservesamples), ll origiealpape data,

including those ems listedbelowwillbe retained in thearchivesof CHWfor a
periodof oneyearfolowingsigningofte finalreport. Oneyear airsigningof
thefinalreport,aloftheaforementionedmaterialwil beset to theSponsor nda
tur fcwillbecharged. The Sponsormay elect 0havethe aterls retained in

theCHW Archives foranadditionalperiod of imeandCHWwill charge » storage
ee. theSponsor choosesto haveCHWdisposeofthematerials, a disposal fe
ill be charged
Protocol and protocol amendments
Dosepreparationrecords
Init records
Body weighs
Dose sdminision
Observations

‘Sample callction records
Shipping records
Pathology Records
Study comespondence
Final epor (onginal signed copy)
“The following supporting records will berine at CHW but will not be archived
withthe study dats.
Animal receipuisclimaion records
Water analysis records
Avimal room temperature nd humidity records
Reffigerator and frecaer temperature records
Instrument calibration snd mainensnce records
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