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QUALITY ASSURANCE STATEMENT

Thisreporthas been reviewed by the QualityAssurance Unit of Coming Hazleton

Inc.,in accordance with the Food and Drug Administration(FDA) Good Laboratory

PracticeRegulations,21 CFR 58. The followinginspectionswere conducted and
findingsreported to the Study Directorand management.
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From TO Phase Director Management
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Representative,QualityAssuranc@-tUnit Date
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SLTMALARY

This study was done to assessthelevelof systemicexposure ofT-6564 when administeredby a

singleintravenousinjectiontorabbits.

The study was conducted using fourmale and four female acclimatedrabbitsofthe
Hra:(NZW)SPF strainforeachtreatmentgroup as follows:

ControVTest Dose Level Number of AnimalSb

Group Material (mg/kg)@ Male Female

I (Control) Sterile

Water 1 0.0 4 4

2 T-6564 3.0 4 4

T-6564 10.0 4 4

4 T-6564 100.0 4 4

5 T-6564 300.0 4c 4

a Administered ata dose volume of 0.5mL/kg.

b Two animals/sex/doselevelwere sacrificedon Day 14. The remaining animals

(two animals/sex/doselevel)were sacrificedon Day 29.

c One male died approximately20 minutes aftertreatment(possiblydue tothe

volume and rateof injection).A replacement animal was then selectedand

treatedin thesame manner.

The animals receiveda singleintravenousinjectionof thecontrolor testmaterialatthe indicated

dose levelintothemarginal earvein oftherightear. The testmaterialwas mixed with Sterile

Water forInjection(sterilewater)toa specificconcentrationforeach dose leveland

administeredata dose volume of0.5mL/kg ofbody weight. One oftheinitialmales treatedat

')00mg/kg (Group 5)diedapproximately20 minutes aftertreatment.Thisanimal,discarded
withoutan abbreviatednecropsy examinationortissuecollection,was replacedwith another

animal and treatedintheswne manner. Two animals/sex/doselevelwere sacrificedon Day 14

and theremaining animals (two animals/sex/doselevel)were sacrificedon Day 29.

Clinicalobservationswere conducted predose and atapproximately 0.5,2,and 4 hours after

intravenousinjection.Additionalclinicalobservationsand twicea day mortalitychecks were
conducted dailythereafteruntilthescheduledsacrificeinterval(a.m.mortalitycheck only on

days of scheduled sacrifice).Body weights were determinedon Day -6forrandomization
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purposes,beforetestorcontrolmaterialadministration(Day 1),and atthescheduledsacrifice

interval(Day 14 orDay 29). A blood sample (approximately4 mL) was collectedfrom each

animal fourdays beforecontrolortestmaterialadministrationwith theexceptionofthe one
Group 5 replacement male which had a blood sample collectedon Day I (beforetestmaterial

administration).Blood samples were alsocollectedfrom theanimals atapproximately4-,8-,

12-,24-,and 48-hours post-injection,and on Day 8. An exceptiontotheseintervalswas the
replacementanimal (Group 5 male),from which blood samples were collectedatapproximately

3.5-,6.5-,and 10.5-hourspostdoseatthe4-,8-,and 12-hourpostdose intervals,respectively.An

approximate 4-mL blood sample was alsocollectedon Days 14 and 22 from each animal

scheduledforsacrificeon Day 29. Inaddition,atthetime ofthescheduled sacrifice(Day 14 or
Day 29),approximately20 to40 mL of blood was obtainedfrom each controlanimal and

approximately20 mL ofblood was obtainedfrom each Group 2-5 animal with theexceptionof

one Group 4 female on Day 14 from which only approximately12 mL of blood was collected.

All samples were centrifugedand separatesamples of serum and cellularfractionswere obtained
and sentfrozenon dry icetothe Sponsor. On Day 14 or29,theanimals were anesthetizedwith

sodium pentobarbital,bled viatheposteriorvena cava,and exsanguinated.An abbreviatedgross

necropsy examination was not done, however, tissueswere collected.The whole liver,bile,and
both kidneys from each animal were collected,weighed (volume only determinedforbile),and

sentfrozentothe Sponsor.

Afterbeing intravenouslyinjectedwith T-6564 or thesterilewater control,allanimals appeared

clinicallynormal throughoutthestudywith theexceptionof theone Group 5 male ('300mg/kg)

thatdiedwithin20 minutesof dose administration.Inaddition,one Group 4 female(100 mg/kg)
and one Group 5 female (300 mg/kg) exhibiteda slightlossinweight attheirrespective

terminationinterval(Day 14).
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OBJECTIVE

Theobjectiveofthisstudywastoassessthelevelofsystemicexposuretothetestmaterial,
T-6564,when administeredasasingleintravenousinjectiontorabbits.

REGULATORY COMIPLL4.NCE

Thisstudywas conductedinaccordancewiththeU.S.Food and Drug Administration'sGood
LaboratoryPracticeRegulationsforNonclinicalLaboratoryStudies,21 CFR 58,withthe
exceptionthatanalysisofthetestmixturesforconcentration,homogeneity/solubility,and
stabilitywas notconducted.Allproceduresused inthisstudywere incompliancewiththe
Animal WelfareAct Regulations.IntheopinionoftheSponsorand studydirector,thestudydid
notunnecessarilyduplicateany previouswork.

TEST AND CONTROL MATERIALS

Identification
The testmaterialwas identifiedasT-6564 and describedasaclearcolorlessliquid.The control
materialwas SterileWater forInjection,USP (AbbottLaboratories,LotNo. IO-J'82-JT;
ExpirationNovember 1997),and was describedasa clear,colorlessliquid.

Purityand Stability
The Sppnsorassumes responsibilityfortestmaterialpurityand stabilitydeterminations
(includingundertestconditions).Analysisofthetestmaterialmixturesforconcentration,
homogeneity/solubility,and stabilitywas notconductedorrequestedby theSponsor.The purity
and stabilityofthecontrolmaterialwere consideredtobe adequateforthepurposesofthisstudy.

Storageand Retention
The testmaterialwas storedatroom temperature.The controlmaterialwas storedreftigerated.
Reservesamples of thetestand controlmaterialswere takenand storedina freezersetto
maintaina temperatureof-20*C ±10*C. The controlmaterialreservesamplewillbe retainedat
CHW forIyearinaccordancewiththeWisconsinfacilityofComing Hazleton(CHW) Standard
OperatingProcedure(SOP) and thendiscarded.The testmaterialreservesample and unused test
materialwere returnedtotheSponsor.Any remainingcontrolmaterialmay be usedforother
testingand willnotbe discardedafterissuanceofthefinalreport.
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SafetyPrecautions
ThetestandcontrolmaterialhandlingprocedureswereaccordingtoCHW SOPsandpolicies.

TEST SYSTEM

TestAnimal
AdultalbinorabbitsoftheHra:(NZW)SPFstrainwerereceivedfromHR.P,Inc.,Kalamazoo,
Michiganon June 26,1996 and maintainedattheCHW facilityat3')01Kinsman Boulevard,
Madison,Wisconsin.

Housina,
Afterreceipt,theanimalswere acclimatedfora periodofatleast7 days.During acclimationand
throughoutthestudy,theanimalswere individuallyhousedinsuspendedstainlesssteelcagesin
temperature-and humidity-controlledquarters.Environmentalcontrolsfortheanimalroom
were settomaintaina temperatureof19* to2'3*C,a relativehumidityof50% *20%, and a
12-hourlight/12-hourdarklightingcycle.The darkcyclewas interruptedtoconductin-life
procedures.Incaseswhere variationsfrom theseconditionsexisted,theywere documented and
consideredtohave had no adverseeffecton thestudyoutcome.

Animal Diet
The animalswere providedaccesstowaterad libitumand a measuredamount ofLaboratory
RabbitDietHF -95-')26,PMI Feeds,Inc.The feedisroutinelyanalyzedby themanufacturerfor
nutritionalcomponents and environmentalcontaminants.Samples ofthewaterareperiodically
analyzed.Therewere no known contaminantsinthefeedorwateratlevelsthatwould have
interferedwithoraffectedtheresultsofthestudy.

SelectionofTest Animals
The animalswere identifiedby animalnumber and correspondingeartagand were placedinto
studyaroupsbasedon a stratifiedbody weightrandomizationprogram. The randomizationbody
%Veit_vhtswere determinedon Day -6.A Group 5 replacementmale (AnimalNo. F60093) was
arbitrarilyselectedfrom theextraanimalsacclimatedforthestudy.
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Study Design
Animalsweighingfrom2,613to2,998g atinitiationoftreatmentwereplacedintothefollowing

study groups:

Control/Test Dose Level Number ofAnimals'

Group Material (mg/kg)@ Male Female

I (Control) Sterile

Water 0.0 4 4

2 T-6564 3.0 4 4

3 T-6564 10.0 4 4

4 T-6564 1 100.0 1 4 4

5 T-6564 1 300.0 1 4c 4

a Administered ata dose volume of0.5 mL/kg.

b Two animals/sex/doselevelwere sacrificedon Day 14. The remaininganimals

(two animals/sex/doselevel)were sacrificedon Day 29.

c One male died approximately20 minutes aftertreatment(possiblydue tothe
volume and rateof injection).A replacementanimal was then selectedand

treatedinthesame manner.

JustificationforSpecies Selection
Historically,theNew Zealand White albinorabbithas been theanimal ofchoicebecause ofthe

largeamount of background informationon thisspecies.

PROCEDURES

Dose Preparation and Administration

The testmaterialwas dilutedwith sterilewater toachievea specificconcentrationforeach dose

levelinGroups 2 to5. An individualdose ofeach respectivecontrolmaterialortestsolution
was calculatedforeach animal based on itsbody weight on theday of treatment.The control

materialor respectivetestsolutionwas administeredby intravenousinjectionintothemarginal

earvein of therightearover a"periodof 34 to 52 seconds. The preparedtestsolutionswere

storedatroom temperatureuntiladministered.Afteradministration,any remainingtestsolutions

were discarded.

10



CHW 6329-186

ReasonforRouteofAdministration
Intravenousinjectionisanacceptableroutetoassesssystemicexposure.

ObservationsofAnimals
Clinicalobservationswereconductedpredoseandatapproximately0.5,2,and4hoursafter
intravenousinjection.Additionalclinicalobservationsandtwicea day mortalitycheckswere
conducteddailythereafteruntilthescheduledsacrificeinterval(a.m.mortalitycheckonlyfor
animalssacrificedon Days 14 or29).

Body weightswere determinedon Day -6forrandomizationpurposes,beforetestorcontrol
materialadministration(Day 1),andatthescheduledsacrificeinterval(Day 14 orDay 29).

Blood Sample Collections/Shipment
A bloodsample(approximately4 mL) was collectedfroma marginalearvein(leftear)ofeach
animalon Day -4,withtheexceptionofAnimalNo. F6009')(Group5 replacementmale)which
had a bloodsample collectedfrom theleftearon Day I(beforetestmaterialadministration).
Blood samples(approximately4 mL) werethencollectedfrom a marginalearvein(leftear)of
eachanimalatapproximately4-,g-,12-,24-,and48-hourspost-injection,andon Day 8. An
exceptiontotheseintervalswas thereplacementanimal(Group5 male),from which blood
sampleswere collectedatapproximately3.5-,6.5-,and 10.5-hourspostdoseatthe4-,8-,and
12-hourpostdoseintervals,respectively.An approximate4-mL bloodsample was alsocollected
on Days 14 and 22 from eachanimalscheduledforsacrificeon Day 29. Inaddition,atthetime
ofthescheduledsacrifice(Day 14orDay 29)viatheposteriorvenacava,approximately20 to
40 mL ofbloodwas obtainedfrom eachcontrolanimaland approximately20 ML ofbloodwas
obtainedfrom each animalinGroups 2-5,withtheexceptionofAnimal No. F60085 (Group4
female)from which onlyapproximately12 mL ofbloodwas obtained.Allsampleswere stored
atroom temperatureuntilcentrifuged.Aftercentrifugation,separatesamplesofserum and
cellularfractionswere obtained.The senunand cellularfractionsamplesobtainedthrough
Day 14 were storedina freezersettomaintaina temperatureof -20*C ± 10*C untilshipped
frozen(ondryice)totheSponsor(JamesD. Johnson,3M E.T.& S,Bldg.2-3E-09,935 Bush
Avenue,St.Paul,MN, 55106),on Day 21. The serum andcellularfractionsamplesobtainedon
Days 22 and 29 were storedatCHW and shippedtotheSponsorsixdaysafterexperimental(in-
life)terminationinthesame manner asthesamplesobtainedpriortoDay 22.

Pathology
The Group 5 animal thatdiedshortlyafterdoseadministrationwas discardedwithoutan
abbreviatednecropsyexaminationortissuecollection.On Day 14,thefirsttwo animals/sex
assignedtoeachdose level(basedon thegroupassignmentrandomization)were anesthetized
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withsodiumpentobarbital(viainjectioninthemarginalearvein),bledviatheposteriorvena
cava,and exsanguinated.An abbreviatedgrossnecropsyexaminationwas notdone,however,
tissueswere collected.The whole liver,bile,and bothkidneysfrom eachanimalwere collected,
weighed(volumeonlydeterminedforbile),and immediatelyplacedina freezersettomaintaina
temperatureof-20*C:EIO*C. Aftertissue/bilecollection,theanimalswere discarded.The
remainingtwo animaWsex/dose levelwere anesthetized,bled,and exsanguinatedon Day 29 in
thesame manner astheanimalssacrificedon Day 14.

Shipment ofTissues
The tissues(wholeliversandkidneys)andbilecollectedon Days 14and 29,alongwith
documentationoftheircorrespondingweightsorvolumes,were sentfrozen(ondryice)tothe
Sponsor(James D. Johnson,3M E.T.& S,Bldg.2-3E-09,9")5Bush Avenue, St.Paul,N4N,
55106)one week aftercollectionand sixdaysafterin-lifetermination,respectively.The
Sponsorisresponsiblefortheretentionand dispositionofthesamples.CHW doesnotaccept
any responsibilityfortheanalysisofthesamplescollectedinthisstudynoraretheseresults
presentedinthisreport.

StatisticalAnalyses
No statisticalanalyseswere requiredby theprotocol.

LocationofRaw Data,Records,and FinalReport
The raw data,records,and an originalsignedcopy ofthefinalreportwillbe retainedinthe
archivesofCHW inaccordancewithCHW SOP.

RESULTS

Body Weights
Individualbody weightsareinTable1.Allanimalsgainedweightduringthestudywiththe
exceptionofone Group 4 female(100mglkg)and oneGroup 5 female(300mg/ka),sacrificedat
Day 14.which exhibitedweightlossesof 125 g and 13g,respectively.

ClinicalObservations
IndividualclinicalsignsareinTable2. Allanimalsappearednormalthroughoutthestudywith
theexceptionoftheGroup 5 male (AnimalNo. F60071)thatdiedapproximatelytwentyminutes
postdose.The deathofthisanimalisbelieveddue totherateand volume oftheadministered
dose.

12



CHW 6329-186

Pathology

Individualanimaltissueweightsand bilevolumesareinTable3. The animalswerenot

examinedgrossly,althoughtissuesweresaved(withtheexceptionoftheGroup 5 malethatdied

shortlyafterdosing -no tissueswere saved on thisanimal).

DISCUSSION

The levelofsystemic exposure of T-6564 was evaluatedinmale and female albinorabbitswhen

administeredas a singleintravenousinjectionatlevelsof 3.0,10.0,100.0,and 300.0 mg/kg. All
animalsappeared clinicallynormal throughoutthestudy with theexceptionof theone Group 5

male (')00.0 mg/kg) thatdied within20 minutes ofdose administration(believeddue tothe rate

and volume ofthedose). All survivinganimals gained weight during thestudywith the

exceptionof one Group 4 female(100 mg/kg) and one Group 5 female (')00 mg/kg) thatwere
sacrificedatDay 14.

SIGNATURE

Q@F
F.Bud W. McDonald Date

Stud%,Director

Acute Studies
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T2ble 1

IndMdual Body Weights(g)

Animal Randomization Initial Terminal

Sex Number (Day-6) (Day 1) (Day 14) (Day 29)

Group I(Control)-SterileWater (0.0mgfkg)

Male F60052 2,643 2,724 2,919

F60053 2,752 2,788 2,884

F60054 2,653 2,686 - 2,833

F60055 2,591 2,685 - 2,907

Female F60072 2,828 2,904 2,914

F60073 2,774 2,981 3,008

F60074 2,797 2,805 - 3,207

F60075 2,777 2,980 - 3,229

Group 2 -T-6564 (3.0mgtkg)

Male F60056 2,898 2,962 3.012

F60057 2,798 2,851 2.937

F60058 2,716 2,790 - 3,024

F60059 2,821 2,94(l - 3,149

Female F60076 2,923 2,924 3.122

F60077 2,698 2,873 3,141

F60078 2,699 2,799 - 3,082

F60079 2,882 2,950 - 3,242

Group 3 -T-6564 (10.0mg/kg)

Male F60060 2,738 2,822 2,924

F60061 2,634 2,667 2,822

F60062 2,716 2,912 - 3,293

F60063 2,832 2,749 - 2.984

Female F60090 2,732 2,797 2,923

F60081 2,520 2,613 2,818

F60082 2,769 2,838 - 3,147

F60083 2,786 2,795 3,108

Not required.

Animal sacriricedon Day 14.
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TableI(Continued)

IndividualBodyWeighb (g)

Aniff&W -Randominition Initial
-

Terminal

Sex Numba (Day-6) (Day1) (Day14) (Day29)

Group 4 -T-6564(100.0mgtkg)

Male F60064 2,686 2,697 2,836
F60065 2,726 2,792 2,974
F60066 2,740 2,734 - 3.071
F60067 2,745 2,750 2,962

Female F60094 2,538 2,653 2,799
F60085 2,632 2,696 2,571
F60086 2,728 2,825 3,137
F60087 2,892 2,998 3,289

Group 5 -T-6564 (300.0mg/kg)

Male F60068 2,774 2,865 3,128
F60069 2,590 2,722 2,784

F60070 2,917 2,936. 3,217

F60071 2,633 2,707 a
F60093 b 2,989 2,951 3,174

Female F60088 2,837 2,872 3,106
F60089 2,661 2,737 2,724
F60090 2,913 2,953 - 3,269

F60091 2,711 2,781 3.070

Not required.
Animal sacrificedon Day 14.
Animal diedapproximately20 minutespostdose.

b ReplacementanimalforAnimal No. F60071.
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Table 2

IndividualClinicalSigns

Animal Hour(DayIr Days

Sex Number Observation 0.5 2.0 4.0 2-8 9-14 15-29

Group I (Control)- SterileWater (0.0m&nW

Male F60052 AppearedNormal
F60053 AppearedNormal

F60054 AppearedNormal

F60055 AppearedNormal or

Female F60072 AppearedNormal

F60073 AppearedNormal
F60074 AppearedNormal
F60075 AppearedNormal

Group 2 -T-6564(3.0mgtkg)

Male F60056 AppearedNormal
F60057 AppearedNormal
F60059 AppearedNormal
F60059 AppearedNormal

Female F60076 AppearedNormal
F60077 AppearedNormal

F60079 AppearedNormal
F60079 AppearedNormal

Group 3-T-6564(10.0mgft)

Male F60060 AppearedNormal

F60061 AppearedNormal

F60062 AppearedNormal
F60063 AppearedNormal

Female F60080 AppearedNormal
F60081 Appewed Normal
F60092 AppearedNormal f

F60083 AppearedNormal Vol

a Each animalappearednormalpriortocontrolortestmaterialadministration.

Animal sacriricedon Day 14.
Conditionexisted.
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Table2(Continued)

Individu2iClinicalSigns

Animal Hour(DayI)' Days
Sex Number Observation 0.5 2.0 4.0 2-8 9-14 15-29

Group 4 -T-65& (100.0mg/kg)

Male F60064 AppearedNormal v
F60065 AppearedNormal
F60066 AppearedNormal

F60067 AppearedNormal

Female F60094 AppearedNormal
F60085 AppearedNormal
F60086 AppearedNormal
F60087 AppearedNormal

Group 5 -T-6564(300.0mg/kg)

Male F60068 AppearedNormal
F60069 AppearedNormal

F60070 AppearedNormal
F60093 AppearedNormal

Female F60088 AppearedNor7nal
F60089 AppearedNormal
F60090 AppearedNormal
F60091 AppearedNormal

a Eachanimalappearednormalpriortocontrolortestmaterialadministration.
Animal sacrificedon Day 14.
Conditionexisted.
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TABLE 3

rndividual Animal Tissue Weights and Bile volumes

Corning Hazleton Inc.
Madison. Wisconsin USA

---------------------------------------------------------------------------------------------------------------

TABLE INCLUDES:
SEX-ALL;GROUP-ALL;WEEKS-ALL
DEATH-A.LL,SUBSET-ALL

ORGAN ABBREVIATION: Ll - LIVER, KD - KRDNEY, BI - BILE (ML)

SEX DOSE ANIMAL
- - - - - - - - - - - - - - - -

SEX DOSE ANIMAL
- - - - - - - - - - - - - - - -GROUP NUMBER Li (9) KD (9) 81 (mL) GROUP NUMBER Li (9) KD (9) BI (mL)

---------------------------------------------------- ----------------------------------------------------

Dose Level - 0.0 mg/kci
N 1 P60052a 90.3302 14.6620 1.1000 p 1 P600720 79.9048 15.7815 0.8000

I F60053' 73.7863 16.7332 0.7000 p 1 F60073' 82.8800 14.6450 0.8000
N I F60OS4b 48.1630 IS.2466 1.1000 F 1 P600740 71,9963 15.1540 0.700000
m I p6ooSSb 76.1902 14.6761 1.0000 F I F60075" 92.6407 19.SO87 I.SOOO

Dome Level 3.0 mci/kci
9 2 P60OS6, 91.8360 15.161S 0.3000 ;-- 2 F600764 91.0291 15.8879 0.4000
m 2 P60057a 60.80is 15.6406 0.7000 F 2 P600770 lol.o6s9 IS.9660 1.2000
m 2 F60OSgb 77.34S7 17.9012 0.2000 F 2 F60078b 80.7474 13.9903 1.1000
m 2 F60DSgb 90.2474 16.7929 1.0000 F 2 F60079b 92.73S7 19.IGS7 1.4000

Dose Level - 10.0 Mci/kq
m 3 F60060a 74.6403 15.0898 0.7000 F 3 F60080a 86.6055 16.3950 1.6000
m 3 P60061' 75.0707 16.0551 0.1000 F 3 F60091a 69.6640 16.0235 0.7000
m 3 F60062b 93.3989 16.2391 1.6000 F 3 P60082b 99.7506 18.3869 0.8000
m 3 F60063b 68.3306 1S.0642 0.6000 F 3 P60083b 89.2276 15.7710 0.1000

Dose Level - 100.0 mg/ka
m 4 F60064' 63.9420 15.24SO 1.5000 F 4 P60004' 69.7363 14.4089 0.8000
* 4 P6006sa 81.3660 15.6753 0.6000 F 4 P6000s, 00.6sis 13.6620 0.9000
* 4 F60066b 74.4153 IS.4621 0.9000 p 4 F60096b 88.9171 13.2784 1.0000
* 4 F60067b 66.7900 14.1424 0,3000 F 4 F60087b 87.2201 16.3357 0.9000

Doag Level - 300.0 mg/kq
m s F600686 99.4912 IS.2020 iliooo p 5 F600884 91.9829 1S.3994 1.SODO
m s F60069' 01.8480 17.1618 0.9000 F 5 F600096 73.9520 12.3374 0.6000
m 5 F60070b 75.3822 16.5091 0.4000 F 5 F60090b 91.9623 18.2069 2.0000
m 5 P60093b 80.5670 16.9704 0.9000 F s F60091b 100.2084 17.9672 2.5000

a Sacrificed an Day 14.
b Sacrificed on Day 29.
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APPENDIX A

ProtocolDeviations

Protocol'f?6350

Amendment No. I To'lbeProtocol
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ProtocolDeviations

Protocol ActualProcedure

Page 8,7.ExperimentalDesign,D. Only approximately12mL of

ObservationofAnimals,(3)Blood bloodwas collectedfrom one

Sample Collections,(b)Method of Group 4 female(AnimalNo.

Collection/Numberof Animals, F60085)attheDay 14 sacrifice

Second Paragraph,LastTwo Lines. interval.

Plapproximately20 mL ofbloodwill

be obtainedfromeach Group 2-5

animalsacrificedon Days 14or29."

Page 8,7.ExperimentalDesign,D. The bloodsamplescollectedfrom

ObservationofAnimals,(3)Blood thereplacementanimal(AnimalNo.

Sample Collections,(a) Frequency, F60093)atthe4-,8-,and 12-hour

Second Line."administrationto postdoseintervalswere collected

Day 1),4-,8-,12-,24-,and48-hours 3-hours/21minutes,6-hours/41

post-". minutes,and 10-hours/28minutes

postdose,respectively.

These deviationsarenotconsideredtohavehad an adverseeffecton theoutcome ofthestudy.
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P.O.Box 33220
SL Paul,MN 55133-3220

Sponsor'sRepresentative Roger G. Pakins,PhD, DABT
3M
ToxicologyService
Medical Department

3M Center,Bldg.220-2E-02
P.O. Box 33220
St.Paul,MN 55133-3220
(612)733-3222

Study Director F.Bud W. McDonald
Coming HazletonInc.
P.O. Box 7545
Madison,Wt 53707-7545
(608)242-7901

Study Location Coming HazletonInc.
3301 Kinsman Boulevard
Madison,Wl 53704

Proposed Study Timetable
ExperimentalSm Date August 6, 1996

ExperimentalTerminationDate September 3, 1996

DraftReport Date October 15,1996
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1. Study
Singli.-DoseIntravenousPharmacokincticStudyinRabbits

2. Purpose
To assessthelevelof syst=ic exposurewhen theteamaterialisadmwuered as
a singleintravenousWectiontorabbits

3. RegulatoryCompliance
Thisstudywillbe conductedinaccordancewiththefollowingGood Laboratory
PracticeRegulafions/Standards/Guideheswiththeexceptionthatanalysisof the
testmaterialmixturesforconcentration,solubility,homogeneity,and stabilitywill
not be conducted.

()Conduct asa NonregulatedStudy
[)q21 CPR 58 (FDA)

40 CFR 160(EPA-FIFPA)
40 CFR 792 (EPA-TSCA)
C(81)30(Final)(OECD)
59 NohSan No. 3850 (JapaneseMAFF)
NotiricationNos.313 and970 (JapaneseMOHW)

AllproceduresinthisprotocolareincompliancewiththeAnimal WelfareAct
Regulations.In theopinionoftheSponsorandstudydirector,thestudydoesnot
unnecessarilyduplicateany previouswork.

4. QualityAssurance
The protocol,studyconduct,andthefinalreportwillbe auditedby theQuality
AssuranceUnitinaccordancewiththeWisconsinfacilityof CorningHazleton
Inc.(CHW) StandardOperatingProcedures(SOPS)and policies.

5. TestMaterial

A. Identification
T-6564

B. PhysicalDescription
(Tobe documentedintheraw data)
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C Purityand Stability
The Sponsorassumesresponsibilityforpm* andstabilitydeterminations
(mcludingundertestconditions).Samplesoftestmateri&YvehiclemLv=e(s)
forconcentration,homogeneity/solubility,and stability"y3es willnotbe
takenbeforeadminisu-Aonunlessrequestedodmwise by theSponsor.
These samplesCiftaken)willbe senttotheSponsoraftercq)crimental
termination.

D. Storage
Room temperature

E. Reserve Samples
Reservesample(s)of eachbatch/lotoftestmaterialwillbe takenforthis
study.

The testmaterialreservesample(s)willbe storedatCHW ina freezersetto
maintaina temperatureof -200CtIOeC and thenreturnedtotheSponsor
aftercompletionof thein-lifephaseofthestudy.

F. Retention
Any unusedtestmaterialwillbe returnedtotheSponsoraftercompletionof
allrelatedin-lifetesting.

G. SafetyPrecautions
As requiredby CHW SOPs and policies

6. ControlMaterial

A. ldentirication
SterileWaterforInjection(sterilewater)

B. PhysicalDescription
Clearcolorlessliquid

C. Purityand Stability
The purityandstabilityofthisUSP gradematerialisconsideredadequatefor
thepurposesofthisstudy.

D. Storage
Refrigerated
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& Reserve Samples
Reservesample(s)of eachbatchaotof controlmaterialwillbe takenforthis
study.

The controlmaterialreservesample(s)willbe storedatCHW ina freezerset
tornaintaina temperatureof-200C tiOOC.

F. Retention
Any remainingcontrolmaterialmay be usedforothertestingandwillnotbe
discardedafterissuanceofthefinalrepom

G. SafetyPrer-autions
As requiredby CHW SOPs and policies

7. ExperimentalDesign

A. Animals

(1)species
Rabbit

(2)Strain/Source
Hn:(NZW)SPFIIW. Inc,

(3)AgeatInitiation
Adult

(4) Weight at Initiation
2.5to3.5kg

(5)Number and Sex
20 males and 20 females

(6)Identification
Individualnumbered eartag

(7) Husbandry

(a) Housing
Individually,insuspendedscrew-bottomstainlesssteelC-ages
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(b) Food
A measuredamount ofLabonttoryRabbitDietBF #5326 (Phg
Feeds,lnr-).The foodisroutinelyanalyzedby theu=ufactu=
fornutritionalcomponentsand environmentaloonuminants.

(c)Witter
Ad libitumfromanautomaticsystem.Samplesofthewaterare
analyzedfortotaldissolvedsolids,specifiedmicrobiological
contenkselectedelements,heavy metals,organophosphates,and
chlorinatedhydrocarbons.

(d)Contaminants
Thereareno known contaminantsinthefoodorwaterthat
would interferewiththisstudy.

(e) Environment
Environmentalcontrolsfortheanimalroom willbe setto
maintaina temperatureof IrC to23*C,a relativehumidityof
501/a±200/9,and a 12-hourlight/12-hourdarkcycle.The dark
cyclemay be interrupteddue toin-lifeprocedures.

(f)Acclimation
At least7 days

(8)Selectionor TestAnimals
Based on healthand body weightaccordingtoCHW SOPS. An
adequatenumber ofextraanimalswillbe purchasedso thatno animal
inobviouslypoorhealthisplacedon test.The animalswillbe placed
intostudygroupsusingastratifiedbody weightrandomization
programwithinninedaysof studyinitiation.

(9)JustificationforSpeciesSelection
Historically,theNew ZealandWhite albinorabbithasbeen theaninud
ofchoicebecauseof thelargeamountofbackgroundinformationon
thisspecies.
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B. DoseAdministration

(1) TestGroups

ControVrestDwe Level NumberofAnima
Group material (m&W Male Female

I Sterile
(Control) Water 0.0 4 4

2 T-6564 3.0 4 4

3 T-6564 10.0 4 4

4 T-6564 100.0 4 4

5 T-6564 300.0 4 4

a Administeredata dosevolume of 0.5mLJkg.
b Two animaLVscyJdoselevelwillbe sacrificedon Day 14.

The remaininganimals(twoanimalstsextdoselevel)willbe
sacrificedon Day 29.

C DosingProcedures

(1)DosingRoute
Intravenousinjectionintothemarginalearveinoftherightcarover
approximately30 to60 seconds.

(2) Re2son forDosingRoute
Intravenousinjectionisan acceptableroutetoassesssystemic
exposure.

(3) DosingDuration
Singledose

(4) Dose Preparation
The dayof treatmentwillbe designatedasDay 1. Individualdoses
willbe calculatedbasedon theanimal'sbody weighttakenon Day 1.
The Group Ianimalswillbe treatedwithsterilewaterata dose
volume of0.5mukg. The testmaterialwillbe dilutedwithsterile
watertoachievea specificconcentrationforeach'doselevelin
Groups2-5and administeredata dosevolume of0.5mLAg. The
preparedtestmixtureswillbe storedatroom temperatureuntil
administered.
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D. ObservationofAnimals

(1)ClinicalObservations
Beforetestor contmlmaterialadminl@on, atapproximatelyO.S.
2.0,and 4.0hourspost-injwdon(Day 1)forclinicalsigns,daily
themfterforclinicalsiM andtwicedaily(LaL andpm) for
mortalityuntilthescheduledsacrificeinterval(Day 14or Day 29).
The anirnalssacrificedon Days 14 and 29 willbe observedonlyonce
formortalityon thoserespectivedays. Observationsmay be extended
when directedby thestudydirector.

(2) Body Weights
Forrandomization,beforetestor controlmaterialinjection(Day 1).at
thescheduledsacrificeinterval(Day 14 or Day 29),oratunscheduled
deathand sacrifices(when survivalexceedsI day)

(3) Blood Sample Collections

(a) Frequency
Pre-injection(anytimefrom up tofourdaysbeforetestmaterial
administrationtoDay 1),4-.,g-,12-,24-,and 49-hour3post-
injection,on Days 8,14,22@and atthescheduledsacrifice
interval(Day 14orDay 29)

(b)Method ofCollection/NumberofAnimals
Bloodsamples(approximately4 mL) willbe collectedfromthe
marginalem vein(titherear)of allanimalson thedaybefore
testorcontrolmaterialinjectionandfrom themarginalcarvein
(leftcar)at4-hourspostdosethroughDay S. On Days 14 and
22,additionalbloodsamples(approximately4 mL) willbe
wilectedfromthemarginalearvein(leftcar)oftheanimals
scheduledforsacrificeon Day 29.

From theposteriorvenacava,approximately20 mL of blood
willbe obtainedfrom eachanimalsacrificedina moribund
condition(ifpossible),approximately20 to40 mL ofbloodwill
be obtainedfrom eachcontrolanimalsacrificedon Days 14 or
29 (themaximum volumepossiblewillbe obtained),and
approximately20 mL ofbloodwillbe obtainedfromeach
Group 2-5animalsacrificedon Days 14or 29.
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The sampleswillbe storedatroom t=pcmture andthen
ctmuffuged,andtheseparateten= and cellularfractionsstored
ina free= settomaintainatemperatureof -20*C:tlD*C.The
senunand cellularfractionsobtainedthroughDay 14wiU be
sentfrozenon dryicetotheSponsorone totwo weeks priorto
in-lifetermination.7te serumand cellularfractionsobtained
afterDay 14 willbe sentfrozenon dryicetotheSponsorwithin
oneweek afterin-lifetermination.The Sponsorisresponsible
fortheretentionand dispositionofthes=ples.

The serumand cellularfractionsampleswillbe shippedto:

James D. Johnson
3M E.T.& S
Bldg.2-3E-09
935 Bush Avenue
SL Paul,MN 55106

JamesD. Johnsonor hisalternatewillbe notifiedregardingthe
shipmentof thesamples.

L Termination

(1) UnscheduledSacriricesand Deaths
Any animaldyingduringthestudyorsaciiricedina moribund
conditionwillbe subjectedtoan abbreviatedgrossnecropsy
examinationandallabnormalitieswillbe recorded.Animalsina
moribundconditionwillbe anesthetizedwithsodium pentobarbital(via
injectioninthemarginalcarvein),bledviathevena eava,and
exsanguinated.Tissues,as describedinsection7.E.(3)Sample
Collection,willbe collectedfromany animaldyingduringthestudyor
sar-riricedina moribundcondition.Afternecropsy,theanimalswill
be discarded.

(2) ScheduledStcrirtces
On Day 14,therirsttwo animals/sexassignedtoeachdose level
(basedon thegroupassignmentmndomization)willbe anesthetized
withsodiumpentobarbital(viainjectioninthemarginalcarvein),bled
viathevenacava,andcmmguinated. The rema7iningtwo
animalstsex/doselevelwillbe anesthetizedwithsodium pentobarbital
(viainjectioninthemarginalcarvein),bledviathevenacava,and
exsanguinatedon Day 29. An abbreviatedgrossnecmpsy examination
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willnot be done.,however,tissues(asdocnbed insection7.E.(3)
Sample Collection)willbe collected.

(3) Sample Collection
The whole liver,bile,andbothkidneys(collectedasonesample)fi-om
eachanimalwillbe collected,weighed(volumeonlydeterminedfor
bile),and immediatelyplacedintoa freezersettomaintaina
temperatureof-20*C±IOIC. Aftersamplecollection,theanimalswill
be discarded.

The samples(liver,bile,andkidneys)willbe sentfrozenon dry iceto
theSponsorwithinoneweek aftercollection.The samplesand their
correspondingweightsorvolumeswillbe shippedtothepersonlisted
inSecion7.D.(3)(b).The Sponsorisresponsiblefortheretentionand
dispositionofthesamples.

F. StatisticalAnalyses
No statisticalanalysesarerequired.

S. Report
A rinalreportincludingthoseitemsWed below willbe submitted.

Descriptionof thetestand controlmaterials
Descriptionofthetestsystem
Procedures
Datesofexperimentalinitiationand termination
Descriptionof any toxiceffects
Grosspathologyrindings(ifapplirable)
Grosspathologyreport(ifapplicableand requestedby thestudydirector)
Individualanimaltissueweightsand bilevolumes
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9. Location of Raw DaM Resove SamPit(s),Records, and FtaalReport
Originaldata,orcopiesthereof,willbe availableatCHW tofacilitateauditing
thestudyduringitsprogressand beforeacceptanceofthefinalreport When the
finalreportiscomplet4 controlmaterialreserves=ple(s),alloriginalpaper
data,includingthoseitemslistedbelow willbe retainedinthearchivesofCHW
fora periodofotleyearfollowingsigmng ofthefinalreport.One yearaft=
signingofthefinalreport,allof theaforementionedmaterialswillbe senttothe
Sponsorand a returnfeewillbe charged.The Sponsormay electtohave the
materialsretainedintheCHW Archivesforan additionalperiodoftime and
Ch'W willchargea storagefee.IftheSponsorchoosestohave CHW disposeof
thematerials,a disposalfeewillbe charged.

Protocoland protocolamendments
Dose preparationrecords
In-liferecords
Body weights
Dose administration
Observations

Sample collectionrecords
Shippingrecords
Pathology FLecords
Study correspondence
Finalreport(originalsignedcopy)

The followingsupportingrecordswillbe retainedatCHW but willnotbe
a.rchivedwith thestudydata.

Animal receipt/acclimationrecords
Water analysisrecords
Animal room temperatureand humidityrecords
P,efrigeratorand freezertemperaturerecords
Instrumentcalibrationand maintenancerecords
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PROTOCOL APPROVAL

.ASIJAK?IA LIA'

Roger G71--l@ns,PhD, DABT Date
Sponsor'sRepresentative
3M

4J
F.Bud W. McDorWd Bate
StudyDirector
AcuteStudies
Coming HazletonInc.

Representative Date
QualityAssuranceUnit
Coming HazletonInc.

(6329-186)HD
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CORNING Hazicton

AMENDMENT NO. ITO THE PROTOCOL

PROTOCOL TP6350

Single-DoseintravenousPham=okinedc Studyof
T-6564inRabbits

CHW 6329-186

Sponsor TestingFacility

3m Coming HazletonInc.
ToxicologyService 3301 Kinsman Boulevard
MedicalDepartment Madison.Wl 53704

')03M Center.Bldg.2- -2E-02
P.O.Box 33220
St.Paul.MtN 55133-3220

Sponsor'sRepresentative Study Director

Roger G. Perkins.PhD F.Bud W. McDonald

This amendment modiricsthe follo%%ingportionoftheprotocol:

EffectiveAu:ust6,1996

I Pa-.c7,7.ExperimentalDesi:n,C.DosingPrectdurts.Add thefollowingsectionto
theprotocol:

(5) DiedonTest/ReplacementAnimals
Animal No. F60071 (Group 5 male) diedapproximatelyt%ventyminutes after

treatment.Discardtheanimal withoutin abbreviatedgross necropsyexamination

or tissuecollection.Arbitrarilyselecta replacementanimal (maic).weighing
from 2.5to 3.5kg. from thecctm animalsand obtaina predose(Day 1) 4-mL

blood samplc. Process thesample accordingtotheprocedureused forDa'! -4

samples. Treatthereplacementanimalon Day I inthesame manner used forthe

initialanimal and followallsubsequentstudy proceduresas indicatedin the

protocol.
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Reason forabove change: To addresstheproceduresassociated-withthedeathand
replacementofthenWe treatedat300.0mgtkg ofbody weight(Gmup 5).

PROTOCOL AMENDMENT APPROVAL

10 1;2-91CL
erkins Date'

Sponsor'sRepresentative
3M

4v. zs t9,F&
F.Bud W. McDonald Date
StudyDirector
AcuteStudies
Coming HazletonInc.

14"Z /@ -y4,
RepresAtative Date
QualityAssuranceUnit
Coming HazletonInc.

(6329-186.Aml/HD)
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