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3 QUALITY ASSURANCE STATEMENT

This report hasbeenreviewedbytheQuality Assurance UnitofComing Hazleton Inc. in
accordancewiththe Food and Drug Administration (FDA) Good Laboratory Practice

Standards, 21 CFR 58. The following inspections were conducted and findings reported.
{othe Study Director and management. Write satus reportsofinspections and findings
ae issued to Coming Hazleton management according tostandardoperating procedures

Date Date
Inspection Dates Reporedio Reponied to
From. —To Phase SwdvDirector Management

09/30/96 09/30/96 Protocol Review 10/01/96 10/01/96
12/02/96 12/02/96 Sample Handling 12/02/96 12/02/96

i 01/03/97 01/03/57 Protocol Amendment 01/03/97 0103/97
01/13/97 01/14/97 Data/Report Review 01/14/97 0114/97

4
i

i

Orie fo Dror -28-77
Representative, Quality Assurance Unit Date

i 2

; . NR C0977.



cHw 9-185“ -_ chwemas
: STUDY IDENTIFICATION

} 5-Daily Dose Dermal Absorption/Toxicity Studyot Of T-6364 in Rabbits

Test Material T6564

Sponsor M
Toxicology Service
Medical Department2 3M Center, Bldg. 220-2E-02

P.0. Box 33220i St.Paul, MN 551333220
: Sponsor's Representative Roger G. Perkins, PAD, DABT4 Mi Tosicology Service1 Medical Department1 3M Center, Bldg. 220-2E-02: P.O. Box 33220

St. Paul, MN 55133-32202 ©12) 733-3222

“4 Study Director F. Bud W. McDonald
: Coming Hazleton Inc.i P.O. Box 7545

Madison, WI 53707-7545} (608) 242-7501
: Study Location Coming Hazleton Inc.
4 3301 Kinsman Boulevard) Madison, WI 53704
2 Study Timetable

: Study Initiation Date October 25, 1996
Experimental (In-ife) Star Date October 28, 1996! lovlfe End Date November 25, 1996
Experimental Termination Date: April 28,1997Study Completion Date April 28, 1997
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KEY PERSONNEL

- Acute Studies Laboratory Animal Medicine
Steven M. Glaza Cindy J. Cary, DVM. Manager Diplomate, ACLAM

SupervisorFrancis (Bud) W. McDonald
Study Director

Anatomical PathologyJefrey B. Hicks
In-life Supervisor Thomas E. Palmer, PHD

: Anatomical Pathologist
Rose M. Bridge

i Administrative Supervisor Deborsh L. Pirkel/: Ink Serfor
i Supervisorsi Toxicology Support Necropsy

Kathy Myers
Manager
CalvinL. Horton

- Superisor

: Quality Assurance
Sherry R. W. Pecsl

) Manager
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- SUMMARY

“This study was done to assess the systemic absorption/toxicty and relative skin iritancy
of T-6564 when applied to the skin ofrabbits for 5 consecutive days.

° ‘The study was conducted using three male and three female acclimated rabbitsofthe
Hra:(NZW)SPF strain for each treatment group.

TTCowl DoseLevel” NumberofAnimals
Group TestMaterial _(mgkg/day) — Males Females

L 1 (Control) Distilled water 00 3 3
2 T6564 100 3 3

2 a Administered at a dose volumeof 0.5 mLkgofbody weight.

: “Thebackofeach rabbitwas clippedfree ofhair and a singledose ofthe respective
control or test material was administered 0 the skinofthe rabbits for 5 consecutive days.
‘The treatment sites remained inact. Theareaofapplicationwas covered witha gauze
patch secured withpapertapearound aledges and overwrapped with Saran Wrap® and
Elastoplast® tape to provide an occlusive dressing for each approximate 23-hour exposure

i period.

Clinical observations were conducted predose on Day 1and at proximately 1, 2.5, and
; 4 hours afer each control or test material administration on Days 1 through 5. Morality

: checks were conducted twice daily on Days 2 through 29 (a.m. morality check only on
. Day 29). Additional clinical observations were conducted daily on Days 6 through 29.

1 Body weights were determined on Day -S for randomization purposes, before the first
control or test material administration (Day 1), and atthe scheduled sacrifice interval
(Day 29). Theinital dermal iritaton reading was made before the frst controlo test
material administration (recorded as the Day 1 reading). Subsequent readingsof dermal
imitation were made afier each patch removal on Days2 through 6 and on Day 13. A
blood sample (approximately 4 mL) was collected from each animal on Days -3, 8, 15,

K and 22. In addition, at the time ofnecropsy (Day 29), approximately 20-40 mLof blood
was obtained from each control animal and approximately 20 mLofblood was obiained

4] 7

- . - -—- . €02982



7

cH 69.185
- fromeach Group 2animal. Allsampleswere centrifugedand separate samplesofserum

‘and cellular fractions were obtained and sent frozen on dry ice to the Sponsor. On
Day 25, the animals were anesthetized with sodium pentobarbital, bied via the posterior
vena cava, exsanguinated and necropsied. The whole liver, bile, an approximate 1-cm x

i 1-emsectionofthedermalapplication site, andbothkidneys (collectedasone sample)
were collected from all animals, weighed (volume only determined for bile), and sent
frozen to the Sponsor.

‘Applicationof T-6564 did not result in any test material-related changes in body weight
gain or macroscopic findings at necropsy. All animals appeared normal throughout the
study. In the distilled water control animals, no dermal iitation as observed in one.
animal and slight to severe dermal iitation was observed inthe other five animals. In
the animals treated with T-6564, slight dermal irritation was seen in tree animals, and

: ‘moderatetosevere dermal irritationwasseeninthe other three animals. The reason for
| the unexpected dermal irritation in the distilledwater control group was not determined.

J 5
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3 OBJECTIVE

: “The objectiveoftis study was 1 assess the systemic absorption/toxiity and relative
: skin iritancy ofa test material when applied o the skinof rabbits for § consecutive days.

REGULATORY COMPLIANCE

‘Thisstudy was conducted in accordancewiththe United States Foodand Drug
‘Administration Good Laboratory Practice Regulations for Nonclinical Laboratory
Studies, 21 CFR 53, with the exception that analysisofthe test material mixtures for

. concentration, homogeneity/solubility, and stability was not conducted. All procedures
i used in ths study were in compliance with the Animal Welfare Act Regulations. In the

i ‘opinionofthe Sponsor and study director, the study did not unnecessarily duplicate any
3 previous work. All procedural times presented in this report fall within the acceptable.

3 ranges as specified in the Wisconsin facilityofComing Hazleton Inc. (CHW) Standard
‘ Operating Procedure (SOP).

i TEST AND CONTROL MATERIALS

: Identification
“The test material was identified as T-6364 and was described as clear, colorless liquid

: “The control material was distilled water (Neensh Springs; Expiration May 20, 1997) and
1 was described as a clear, colorless liquid.

tH Purity and Stability
; “The Sponsor assumes responsibilty for test material purity and stability determinations
: (includingunder test conditions). Analysisof the test material mixtures for

N concentration, homogeneity/solubilty, and stabilitywasnot conducted. The purity and
4 stabilityofthe control material were considered to be adequate for the purposesofthis
i study.

wd
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: Storage and Reteation

: ‘The control and test materials were stored at room temperature. A reserve sampleofthe
3 controlandtestmaterialswastake andstoredin afreezerset to maintain a temperature

f-20°C +10". The control material reserve sample will be retained at CHW for one
i yearinaccordancewith CHW SOP. Thetetmaterial reserve samplewassent 0the
. Sponsor. Any unused test materialwasretunedtothe Sponsor according to CHW SOP.

Any remaining control material may be used for othr testing and will not be discarded
after issuanceofthe final report,

. Safety Precautions
‘The control and test material handling procedures were according to CHW SOPs and

1 policies

i TEST SYSTEM

; Test Avimal
Adult albino rabbitsofthe Hra:(NZW)SPF strain were received from HR, Inc.,

2 Kalamazoo, MichiganonOctober 16, 1996.

: Housing
After receipt, the animals were acclimated for a periodofat least 7 days. During

4 acclimation and throughout the study, the animals were individually housed in suspended
: stainless seel cages. Environmental controls for the animal room were set to maintain a
t temperature of 19° 10 23°C, arelative humidityof 50% +20%, and a 12-hour
: light/12-hour dark lighting cycle. In cases where variations from the required.
i temperature and humidity conditions existed, they were documented and considered to
: have had no adverse effect on the study outcome.

3 10
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i Avimal Diet

‘The animalswereprovidedaccesstowateradlibitum and a measuredamountof
Laboratory Rabbit Dict HF #5326, PMI Feeds, Inc. The feed is routinely analyzed by the
manufacturer for nutritional componentsand environmental contaminants. Samples of

thewaterareperiodicallyanalyzed. Therewerenoknown contaminantsinthefeedor
water at levels that would be expected to interfere with or affect the resultsofthe study.

Selectionof Test Animals
‘The animals were identified by animal number and corresponding car tag and were placed
into study groups using a stratified body weight randomization program. The
randomization body weights were determined on Day 5,

§ Study Design
: Animals weighing from 2,038 to 2,270 g and approximately 14 to 18 weeksof age at

. initiationof treatment were placed int the following study groups:

TTComoV DoseLevel Dose Volume NumberofAnimals
Group Test Material (mg/kg/day) _(mlikg/dsy) Males Females

: 1 (Control) Distilled water~~ 0.0 os 3 3
2 T6564 100 05 5 3

i Justification for Species Selection
Historically,the New Zealand White albino rabbit hasbeenthe animalof choice because

: ofthe large amountof background information on this species

PROCEDURES

: Preparationof Exposure Area
< On the day before the first conto! or test material application, the back and, ifnecessary
: (10 obtain unblemished skin), the flanksof each rabbit was clipped freeofhair with an

“i n
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electric clipper. The clipped area made up approximately 20%ofthe total body surface
area. The test sites (intact skin) were inspected for interfering lesions, imitation, or

. defectsthatwouldprecludethe useofanyofthe animals. The animals were clipped as
needed throughout the study (Days 4, 13 and 29).

Dose Administration
All animals received five consecutive daysofadministrationofthe respective control or
test material. The first dayoftreatment was designated as Day 1.

Group 1. An individual dose was calculated and measured based on each animal's
body weightonthe first dayoftreatment. The control material (distilled water) was
applied to the test site ata dose volume of0.5mL/kg ina thin and uniform layer.

i ‘The rateofapplication was approximately 0.04 mLie’.

| Group 2. An individual doseofhe test material mixture (T-6564 and distiled
water) at a concentrationof 20 mg/mL. was calculated and measured based on each

: animal's body weight on thefirstdayof treatment. The test material mixture was
applied tothe test sit at a dose volumeof0.5 mLUKgofbody weight in a thin and
uniform layer. The rateof applicationwas approximately 0.04 mL/cm’.

: Each area ofapplication in Groups 1 and 2wascovered with a 4-ply 5-cm x S-cm gauze
} patch. Each gauze patch was secured with paper tape around all edges and overwiapped
: with Saran Wrap® and Elastoplast® tape to provide an occlusive dressing. Collars were

used to restrain the animals during each approximate 23-hour exposure period.

‘Approximately 23 hours after each control or test material application, the restraining
4 collars and patches were removed and the application sites were rinsed with tap water and
! dried with disposable paper towels.

Reason for RouteofAdministration
3 ‘The dermal route is apotential outeof exposure in humans,

3 12
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4 ObservationsofAnimals

. Clinical observationswereconducted predose on Day1and at approximately1, 2.5, and
4 hours after each control or test material administration on Days | through 5. Morality
checks were conducted twice daily on Days2 through 29 (a.m. mortality check only on
Day 29). Additional clinical observations were conducted daily on Days 6 through 29.

Body weights were determined on Day -5 for randomization purposes, before the fist
control or test material administration (Day 1), and a the scheduled sacrifice interval
(©ay29).

: ‘The initial dermal irritation reading was made before the first control or test material
p application accordingt the Draize! technique (recorded as the Day 1 reading).
! ‘Subsequent readingsof dermal irritation were made within 30 to 37 minutes after each
I patch removal (Days2 through 6) and on Day 13.

: Blood Sample Collections/Shipment
: A blood sample (approximately 4 mL) was collected from a marginal ear veinof each

animal on Days -3,8, 15, and 22. In addition, atthe timeofnecropsy (Day 29),
approximately 20 to 40 mLofblood was obtained from each control animal end
approximately 20 mLofblood was obiained from each Group 2 animal via the posterior

of vena cava. All samples were stored a room temperature until centrifuged. After
i centrifugation, separate samplesof serum and celular fractions were obtained and stored
1 inafreezer set to maintain a temperatureof-20°C +10°C until shipped to the Sponsor.

‘The serum and cellular fraction samples obiained on Days -3, 8, and 15 were shipped
. frozen (on dry ice) to the Sponsor (James D. Johnson, 3M E-T. & , Bldg. 2-36-09, 935
i Bush Avenue, St. Paul, MN, $5106) on Day 17. The serum and cellular fraction samples
: obiained on Days 22 and 29 were shipped tothe Sponsor one week afte the experimental
7 (in-ife) dateoftermination in the same manner as the samples obtained prior to Day 22.
H The Sponsor is responsible forth retention and dispositionofthe samples. CHW does

not accept any responsibility for the analysisofthe samples collected in this study nor are
these resulis presented in this report

g 3

COR98S



i

CHW 6329-185
Pathology
At terminationofthe in-ife experimental phase (Day 29), animals were anesthetized with
Sodium pentobarbital, bled via the posterior vena cava, exsanguinated, and necropsicd in
random order. The sitesof control or test material application were washed with warm
ap water before the necropsy procedure. All animals were subjected to an abbreviated
gross necropsy examination and any abnormalities were recorded. The whole liver, bile,
an approximate 1-cm x 1-cm sectionof the derma application site and both kidneys

: (collected as one sample) were collcted from all animals, weighed (volume only
determined for bil), and immediately placed in a freezer set to maintain a temperature of
“20°C £10°, After necropsy, the animalswerediscarded.

3 Shipmentof Bile and Tissues
i ‘One week afier the dateofin-life experimental termination, the tissues (whole livers,
i dermal application sits, and kidneys) and ble were sent frozen (on dry ice) to the
i ‘Sponsor (James D. Johnson, 3M E.T. & S, Bldg. 2-3E-09, 935 Bush Avenue, St. Paul,
! MN, 55106), along with documentation ofthir corresponding weights or volumes. The

Sponsor is responsible for the retention and dispositionofthe samples. CHW does not
‘accept any responsibility for the analysis ofthe samples collected in this study nor are

2 these results presented in tis report
i

i Statistical Analyses
i No sutistical analyses were required by the protocol.

: Location of Raw Data, Records, and Final Report
R The raw data, records, and an orginal signed copyof the inal report will be retained in

: the archivesof CHW in accordance with CHW SOP.

i 14
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- RESULTS

: Body Weights
Individual and mean body weights are in Table 1. All animals, with the exception of
‘Animal No. F60987 (Group 2 male), exhibited a weight loss from randomization to
initiation (in-ife). This weight loss can be attributed to the acclimation ofthe animals to
resrining collars conducted for 3 days (approximately 23 hours/day) before the initial
‘control and test material administration. All animals gained weigh from initiation
(Day 1) to termination (Day 29).

: Clinical Observations
Individual clinicalsigns are in Table 2. All animals appeared normal throughout the

i study.

Dermal Irritation
in Individual dermal iritation scores are in Tables 3 and 4. The control material (distilled
# wate) did not produce derma irritation in one animal, Four other control animals
A exhibited slight to moderate erythema, slight edema andor slight desquamation reactions.

. Slight to severe erythema and edema reactions and slight desquamation were observed in
i the other control animal. No explanation for the unexpected dermal imitation in the
: distilled water control group was found. The tetmaterial, T-6564, produced slight to
! moderate erythema and edema reactions in five animals. Oneofthese animals also had

slight desquamation on the application site. Slight to severe erythema and edema
! reactions (with subcutaneous hemorrhaging), light desquamation and coriaceousness,
. and moderate issuring were observed in th other anima treated with T-6564.

] Pathology
Individual animal pathology data (tissue weights, bile volumes, and gross pathology
observations) are presented in AppendixA. Observed at necropsy on the liverof one
Group 2 female was a single, firm, green, pedunculated mass (0.7x 0.3 x 0.3 cm)
atached to the ventral surfaceofthe right median lobe near the gallbladder. The findings

i 1s
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4 in this animals was not considered 10 be test material related. No visible lesions were

seen in anyofthe other animals at necropsy.

DISCUSSION

“The acute systemic absorptionftoxicty and relative skin iritancyof T-6564 was
evaluated inmaleand female albino rabbits when administered dermally for
5 consecutive days. Applicationofthis material did not resultin any test material-related
changes in body weight gain or macroscopic findings a necropsy. All animals appeared

: normal throughout the study. Slight 0 severe dermal iritation was observed in the
distilled water control animals and in the animals treated with T-6564.

1
4
: SIGNATURE

F.Bud 1). rdomate) 4-28-91
F7Bud W. McDonald Date

: Study Director
1 Acute Studies

REFERENCE

: 1. Draize,J. H, "Acute Dermal Toxicity (Single Exposure), In: Appraisalof the Safety
ofChemicals in Foods, Drugs and Cosmeics - Dermal Toxicity, AssociationofFood
and Drug Officialsof the U.S., pp. 54-56 (1959).
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i Table1

: Individual and Mean Body Weights (8)

: wae Fema
Animal Random Day Animal Random Diy
Number ization 1 79 Number ization T_35”

Group 1 (Control) - istled Water (00 mg/kg/day)
F092 2213 2,113 2764 FeSes 2097 2042 2714
FG98 2205 2097 2673 FAS 2246 2001 2677
FOB 2255 2002 2646 G90 2298 2014 278

: Mean 2225 2004 2694 Mean 2280 2,119 2725

3 Group 2 -T-6564 (10.0 mg/day)

FGO98S 2196 2038 258  FG0SI 2210 2,068 2676
FEOSBS 2199 2086 2597 FCS 2181 2047 2509
FOBT 2263 2210 28 FGM 2269 2207 2835

. Mem 2219 203 2668 Men 220 2107 267

i
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Table3

Individual Dermal Irritation Scores-
Group 1 (Control)- Distilled Water (0.0 mg/kg/day)

TT Mas Femm
TTSudyby —SudyDy

DemalReacon 1 2 3 & 5 6 13 1 7 3 45605DemalResction 12345615 T3235 45615
Animal No. F60982 Animal No. F60988

Erythema 0111220 0111221
Edema 0111111 0011110: Ania 0000000 0000000
Desquamation ~~ 0 0 0 0 0 0 1 0 000000
Coriaceousness 0 0 0 0 0 0 0 0 00 00 0 0- Fissuring 0000000 0000000

i Animal No. F60983 Animal No. F60989

Erythema 0000000 01 11121
Edema 0000000 001 1110

: Avonia 0000000 0000000
: . Desquamation ~~ 0 0 0 0 0 0 0 0 0 0 0 0 0 0

Coriaceousness~~0000000 0 0 0 0 0 0 0: Fissuring 0000000 0000000

Animal No. F60984 ‘Animal No. F60950

Erythema 000 1 221 0111231: Edema 00001 10 0011331: Avonia 0000000 0000000# Desquamation ~~ 0 0 0 0 0 0 I 0 0 0 0 0 0 1Coriaceousness0000000 0 000000
Fissuring 0000000 0000000

<5 1
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IndividualDermalLritation Scores-
+! Group 2- T-6564 (10.0 mg/kg/day)

Males FemalesShy Sway
DermalReaction 1 2 3 45 613 1 2 5 45 613

Animal No. F60985 Animal No. F60991

Erythema 0011110 0011110Edema 00001100000010Aon 0000000 0000000; Desquamation ~~ © 0 0 0 0 0 0 ©00000 00i Corseousness©000000 00000 00
q Fissuring 000000 0 0000000

Animal No. F60986 Animal No. F60992

. Erythema 000 1 221 01 223 32Edema 0000221 01132331oma 0000000 0000000! Desquamaion © 0 0 0 0 0 1 0 000001
: Coriaceousness. 00000 0 0 00001 10
] Fissuring 0000000 0000002

; AnimalNo. F60987 ‘Animal No. F60993

1 Erythema 00 11110 01 22 2 21: Edema 0001110 0111110Aon 0000000 0000000} Desquamsion ~~ 0 0 0 0 0 00 ©0000 00Coraceousness0000000 00 00000Fissuing 0000000 0000000
+ Subcuaneoshemoraging

5 2
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APPENDIX A

Individual Animal Pathology Data
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APPENDIX B

: Protocol TP63S1
Amendment No. 1 t the Protocol
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(0) Reason for Route o AdeiaistratonThedermal route 3potential rote of exposure in humans.
(9 Removal ofTest terial:

Approximately 23 hours shes ach test or contol material pplication,he patches and collars wil be removed sd te residual mars willbe removedusingvateoranappropri solvent, if ecesay. TheSes of tetand cou material ppicaionwill be wash wilh warapwater priortoth sue ollechon procedure.
=o ©. Observation of Anus

t 0) Clinical Observations2] Before contol or tet material amiisnion, a approxima 1, 25,: 47d hoursafer ach émiistaionofcontolan te marl on: Days 15 or cia sig,dulyhearfo clinical sgn, nd twicedaly (1m. 12d pm)fo morality throughDay 29 um. moralityonly on Day 25) Observationsmaybe extended when drcied by the: sudy decor.
@ Reading of Dermal tenon

Before the iia coror test maria admiiscation, the denaition reading wil be made and recordedss the Day | reading. (Aachen: 1). Addons deal irikion resins wil be madewithin 300 60 ious serexchpach removal (Days 2-6) and oni Study Day 13. Individual dermal inion records will be misofor che snl,
: ©) Body Weights

For adomizaion, before te nia esto contol mei spplicsion: (Day 1). on Day 35,ot st dest (when sari exceeds 1 dn)
Blood Sample Cllections

. @ FrequencyPrcdose anytime frmup tofur days before the nial dosesdmivisiraion © Day 1), on Days 8, 15, 2, and at expermersl
termina (Day 29)
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D. Pathology
i (Unscheduled Sacrifices and Dest. Any aildyinduring thesd o sacrificedin»moribundcondiionwill besubjected 1 2 sbrevinied os necropsy‘camiaaion and ul sbooraliies will be recorded. Anis in +mosund conden will be ansheized with sodium peobibil (via2 cin in ae malcrve), di vnc, ndcsinguinted. The whole ive, ble (ul ail, an appositeTem x Im seconofthe deal aplication site 3nd es Kidersi (collected 3 one sample)willbe collected rom al aims dying.” duringthe sud orscrficedin 4moribund condiion, weighed3 (slime nly determined for bil), nd medic psced imo +il fecesst ts mainin 3 tempersof 20°C 10°C. Aes ecropsy.i heimalwil be discarded
{ @ Scheduled Sariice} On Day 26, the animals wilbe anesthized with sodium pesiobrbal(vi nection in the margin car ven, bid via te ve avsexanguinie, ind subjeced 1 an aboevintd cs necropsy. camnaion. The animals will be ncropied in random ordersndallSoncmalies will be recorded. The whole ive, bile ul avaiable= an sproximate Lem x 1am seconofthe dermal application ste. and' both Kidneys (collected a on sample) will be collec, weighedi (lume nly deermind for bil), 1d immedi paced iio 3i feces st 10 mainain3temperane of 20°C 10°C. Afteresropey,i he nial wil be discarded.

©) Toswe Sample Shipment
The samples (ver, bile, dermal plication st, and kidneys) will be. set fuzeon dry ie10theSpanorwithin oneweek a1 olecion,: The samplesand thescomspanding weightsorvolumeswillbe+ shipped10theperson ised i Secon 7.C.(0(4). The Sponsoris1 responsible for th renin1nd disposition ofth samples
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