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The Procter & Gamble Company
& NA Regulatory & Technical Relations
One Procter & Gamble Plaza (C-6)

Cincinnati, OH 45202

wWww.pg.com
U.S. EPA -
Office of Pollution Prevention and Toxics =,
Document Control Office (7407M) ECEERE
1200 Pennsylvania Ave., NW IS
Washington, DC 20460 T
Attn: TSCA Declassification Coordinator 2 LT
o A
Re: Declassification Activity-Health and Safety Filing o
8EHQ-0892-10112 (EPA DCN 88920008413) o2

Dear Sir/Madam:

The Procter & Gamble Company (P&G) provides this submission to amend the Public Display Version
of our submission pursuant to the TSCA Section 8(e) Compliance Audit Program (CAP) under terms of
CAP Agreement # 8ECAP-0003.

This amended submission is composed of the following:

(a) new information provided in this cover letter and its attachment(s); and
(b) the unaltered original submission which directly follows.

Any CBI substantiation which appears in the original submission is no longer applicable as the
information which was originally claimed CBI is disclosed in this revised submission.

Should you have any questions concerning this amended submission, please contact me at (513) 983-
2531 or froelicher.jm @pg.com.

Sincerely,

THE PROCTER-& GAMBLE COMPANY

~

mche

NA Regulatory & Technical Relations Manager
The Procter & Gamble Company

One Procter & Gamble Plaza

Cincinnati, OH 45202

rosloher @ com A AN A
8EHQ-0892-10112 Page 1of 2

EPA DCN 88920008413



Attachment 1

Public Display Version

Chemical Identity CAS RN

Sulfuric acid disodium salt

Triphosphoric acid, pentasodium salt 7758-29-4

Silicic acid, sodium salt 1344-09-8
Benzenesulfonic acid, C10-16-alkyl derivatives 68584-22-5

i C.l. Pigment Green 7- 1328-53-6
| sulfophenyl)azol]-4-hydroxy-, disodium salt

Benzenesulfonic acid, 2,5-dichloro-4-[4,5-dihydro- 6359-98-4
3-methyl-5-ox0-4-[(4-sulfophenyl)azo]-1H-pyrazol-
1-yl]-, disodium salt

Fragrance

Water

| 8EHQ-0892-10112 Page 2 of 2
| EPA DCN 88920008413
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The Procser & Gamble C. nat . 2 H
¢ Procter & Gamble Company 9ZAUG3] PM1:23
5299 Spring Grove Avenue, Cincinnati, Ohio 45217.1087

Public Display Copy

August 25, 1992

Document Processing Center (TS-790) QEHQ’ 92_ /OI/ZSIN i o g

Office of Toxic Substances

Environmental Protection Agency
401 M St. S.W. 8ETZ000U84IX
Washington, D.C. 20460

Attn: Section 8(e) Coordinator (CAP Agreemenc) o

This submission is being made pursuant to the TSCA Section 8(e! Compliance Audit
Program and the terms of CAP Agreement # S8ECAP-0003. This report discharges our
Company obligation to report the at*ached data under TSCA Section 8(e). The filing of
these studies does not indicate that we agree that “"substintial risk" exists. We are
following the agency’s guidance and the terms of the CAP agreement, but we expressly
disclaim that the filings reflect a descision that these materials pose any significant e
human or environmental safety risks. o

The material identified in the attached report as B0723-01 is a confidentizl mixtura.
The composition of the mixture is appended as Attachment 1. The report is titled
#28-Day Subchronic Percutaneous Toxicity Study of B0723-01 (BSBTS 862S)”. Any
correspondence relating to this submission should reference study # 1333-32209.

This study reports the effects of dermal application of the test material as a 10% w/v ~‘
aqueous suspension at a dose volume of 0.2 g/kg tc abraded skin 5 days per week fcr -
four weeks. Treatment produced slight erythema, edema, and desquamation. No o

treatment-related signs of toxicity were observed during the in-life phase of the
study. Treated males showed increased absolute and relative liver weights with a:
associated increase in centrilobular hepatocytic swelling. Similar changes with less
severity were also observed in the control group. Hepatocyte swelling is believed to
reflect glycogen accumulation, but this was not confirmed in the present study, A
repeat study with the same test material did not produce comparable changes.

We do not believe findings in this repoit rcascnably support a conclusion of
substantial risk to human health or the .nvironment. Nevertheless, we are submitting
this report to discharge any potential liability under TSCA Section 8(e).

To our k >wledge, this report has not been the subjecc of a prior submission to EPA
under the provisions of TSCA.

The specific chemical constituents and percentage composition ¢f this mixture is
claimed as confidential business informa.ion.. A sanitized version of this submission
containing yeneric chemical names has been included as part of this submisgsion.
Angwers to the saven questions required to substauntiate tnis claim of confidentiality

are provided below:

1. Confidentiality of the chemical constituents and thei: percentages should be
maintained indefinitely. There are no plans for this information to be otherwise
disclosed, and this technology has significant commercial value.

2. To our knowledge, there have been no government confidentiality determinations
made for this mixture.
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ProcsereGamble

The specific chemical identity and exact proportions of the constituents of this
mixture have not been disclosed outside the Company. There are no plans to
disclose publicly the axact composition of this mixture at any time in the
future.

Measures for protection of the compositional information incliude “need to know”
internal restriction within the Company. An internal code is used to protect the
identity of the material. Information is maintained in locked files. Employees
leaving the Company are contractually bound not to disclose Company secrets.

The exact composition of this mixture has not agpeared in advertising or
promotional literature, MSD sheets, any publications or any other media available
to the general public or competitors.

Disclosure of the information claired as CBI would result in substantial harm to
the Company’s competitive position. This formula provides an important
commercial opportunity for a competitor. Knowledge of the exact composition of
this mixture cculd enable a ccmpetitor to duplicate the formula without R&D cost,
thus providing an unfair competitive disadvantage to the Procter & Gamble
Company. Development of this formuls reguired many technically trained
personnel, huadreds of hours of research and development, and significant capital
investment valued in aggregate at . Any competitor
would normally be required to mske a similar investment to duplicate the formula.
Lisclosure of this informatior. would allow a competitor to duplicate the formula
without inc.rring significant 26D costs thus doing substantial harm to our
competitive position.

The information we have identified as confidential is not hsalth or safety data.

Any questions concerning this submission, may be directed to me at (513) 627-5851.

Sincerely,

ﬂ;&’ Nioc'rza AND c;ma’x.r COMPANY
/

G (R

Richard H. Hall, Ph.D.

Manager

Regulatory & Gove: ment Affairs
The Procter & Gamble Company
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Sodium sulfate

Complex sodium phosphate
Sodium silicate

Water

Alkyl benzene sulfonic acid
Fragrance

Colorant

e
N

ProcereGamble

Attachment I

Public Display Copy
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28-Day Sabchronic Pexrcutamevus Toxicity Somdy ’
of B0723-01 (BSBIS 862S) in Rabbits

Stody Bo. 6114-119

The Proctes and Camble Company
Cincinnati, Ohio -

by

Hazletou laboratories America, Imc.
1ife Sciences Divisiom
3301 Kipsman Boulevard
Madisom, Wisconsin 53704

'J
-"'

Raviewad and Ascanied O ESLHLT

. M &(/P‘ ST /-'/&

w. B. GI3SGH

April 23, 1983

* 1985, Hazleton laboratories dmerica, Inc.

COPY SENT TO:

RECEIVED BY _~ S b

MAY 8 1385

OPZRATIGHS SECTION

ot 73/55 —

Chemical & BroMedicx! Sciences Division

. _“u-. }‘w'!! ] -

hen a1t et .t L T T bt T b o a0 aEasia e e r oy A gl et P

T



i

e

B N ‘_t; ..f‘_'._._.g 2 Y o DI .~ ’

HAZL_E'CON LABORATORIES AMERICA. INC.

) 1} Pagwe 7_ Anaromical Pathology, paragraph 2, sentence l.

~- At e g a
NI S Gy T e ——R e

X071 KINSMAN BLVD. » PO BOX 7545 » MADISON, WA SI707 = @08) 2414477 = TLX 703356 HAZRAL MDS UD
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Study of BO723-01 (BSETS 862S) in Rabbits
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Spoasor Contractor
The Procter & Camble Company
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Ciocinnaci OB 45241

Hazleton Laboratories Awerica, Inc.
Life Sciences Divisiom
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Stude Director
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Pinal Report Amendment Wo. 1
Effective May 22, 1985

This ameodment modifies the following portious of the final report.

Yo clarify the
szznxfx:me of tbe ccntrol.ebu.lxr lesiocos seen ul the liver tissues, add . -
the uonderlined..

The only potenrially treatment-related microscopic lesion was the
seveare centrolobular hepatocytic swelling in the Croup 11 male
animals.

2) Page 7, Or, ts, sentence 1. To correct a typographical erxror,
su!nutute the \mdgtlx.ned for “Tables 10%.

The group mean sbsolute snd relative organ weights are presented in
Table 10.

3) Page 7, Conclusion, sentence &. To clarify the significance of the
mmmism in the liver tissues, add the uonderlined.
T c - g .
!*~Potentially treatment-related lesions were limited to thesGrowp T .- - ¢ )
(0.2 &.kg; nales. in which significanrly increased absolure and- - -l - 3
ulazivejxver uexgh-s with an associated increase in spmbq._of
centrolobular hepatocytic swelling were noted. Ll

U{:._..- DR sInrme } H (ol
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MI & BioMedscal Scences Divisica L___
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. Study Ko. 6114-119, Final Report Amendment Ko. 1 page 2 of 2

4) Page 9, Pathology Report, Microscopic Lesions and Scsmary paragraphs. To
clarify the significance of the hepatocytic swvelling seen by our
pathologists the following have been Tewritten.

Microscopic Lesions

SUMMARY

5) Page 29, Table 8, R3¢ valoe heading. The units of measurement were
intorrectly stated, substirmte the underlined. -

XBC (x105/cusm)

6) Page 104, (Addemdoan Bo. 1). This wvas inadvertently omitted from the fimal
reports. )

Addendum Ko. 1 is to be added to the protocol sectiom of the final
Teport. . - - :

7) To include the summary of Dr. Field’s review in the final reporr.

The results of Dr. Field®s blind review of the liver sectiocuns will be
on page 684.

Corrected pages with these changes are attached.

.

ANENDMENT APPROVAL . . -

Wayne A.- Madison ) o7 . Date. ’
Study Director
Hazleton Laborstaries America, Iné.

% L TN l'h’\a/A&,\h,. Pl —EY
Xaren M. MacKeénzie, PhD Dite
Director, Toxicology

Hazleton Laboratories America, Inc.

4 Cragma & JM : , 4/,'2é/f{

Diana E. Skalitzky Date
Inspectcr, Qualicy Lssurance Unlt
Hazleton Laboratories Americas, Inc.
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QUALITY ASSURANCE STATEMEMT

28-Day Scbchronic Percutaneocus Towicity Study
of B0723-01 in Rabbits

Study ¥o. 6114-119

The final reporr as herein artached for the sbouementiounes stody has beea
reviewed by the assigned Quality. issurance Unit of Harleronm laboratories
America, Inc. in acecordance with the Cood laboratory Practice Regulatious as
set forth in 40 CFR 160.35 (b) (6) (7). It has been found to accurately
identify and/or describe the authorizeo methods and standara operasting
procedures followed in the cooduct of the study and that the reported data
accurately reflect the raw daca of the laboratory study. Purthermoré, the -
Quality ifssurance Unit has conducted the following inspections of the testing
facilities urilizéd in the counduct of this study and has submitted written
reports of said inspections to the study direéctor and/or management.

Date of Inspectiom Type of Inspectioa ’ Date Tssued ra Management
7/30/84 Animal/Cage ID/Agimal Care 2/30/ 84

Test Article Adwinistration

8/14/86 Test Material Preparation 8/14/84

8/28/8% Pathology/Recropsy/Recording 8/28/66

1/02/85 Report Review 1702785

; ((’ ) ; _ DAIE oL ts—

Diana E. Skalitzxy-
Inspector, Quality Assurance Unig
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The Procter and Gasble Cowpany
Cincinnati, Chio

28-Day Subchromnic Percutanecus Toxicity Study
of BOT723-01 (BSBIS 8625) im Rabbits

Test Article
Divisional Toxicologist
Hazleton Study Director

Starcting Date

Texmination Date

B0723-01 (BS3TS 8625) -

W. Brmce Gibsam

Wayne &. Madison

Jaly 30, 1984

amgust 28, 1984

Persoanel
Director of Yorxicology Kaxer M. MacKenzie, PhD
Stody Director Wayne A. Madisom
Stody Sapervisor i Steven M. Claxza
Pathologist Wallsce XK. Rauck, DVM
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OBJECTIVES

The purpose of this investigation was o assess the cmutasecus and systemic
toxicity of testc material BO723-01 (BSBTS 862S) when it is repeatedly applied
€o abraded skin ever a period of 28 days.

TEST ARTIQLE

Purity, Stability, and Ildentificatios

The test article, B0723-01 (BSBIS 862S), was received from the Procter and
Gawble Compamy, Cincimnati, Ohio, and assigned HIA Sssple Ko. 40701902.°
Information on the strength, purity, and stability uvas to be determined and
docgmented by the Sponsor. The test article was received as a green
_€xystalline solid and vas stored in & clear, screvcap, glass coptainer. The
sanple cootainer was stored 8t roow LeRperatuUre.

Preparatiow of Test and Vehicle Control Solutions (Sespensions)

The vehicle swd zast solurion were prepared fresh daily througnour the 28-day
study pexriod. :

To prepere the 102 (w/w) mixture of B0723-01, the appropriate amount of test
material was placed into eitber & 50— or. 100-wl volumetric flask snd distilled
varer vas added to she appropriste final volume. The test mixture was shaxen
wvigorously then transferred to 2 suitably sized glass besker.

Each sample vas continwously stirred wsing & Te flon"—coated magnetic sEir
bar and stir plate during the dosing procedyre. After dosing the unuses
portion was discarded.

Mmimal Model

Young adult rabbits -of the New Zealand White strain, an ¢qual number of both
sexes, vere cbtained from Hazletoa Dutchland, Inc., Deuver, Pennsylvanis.
Babbits were selected from animals weighing 1.9 to 2.6 kg that had been
acclimated ig the liboratory for a minimum of 7 days (Bazletoo laborstories
Aperjca, Imc. (HLA) Standard Operating Procedure OP-1AR 135). 7Those rabbics
judged to be of scceptable health status were selected for hematology
screeriing. Ocly animals with an acceptable health status and notoml hemogram
vere randomized into study groups.

Mand e g o
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Identificagion St - -

Each tabbu vas assigoed ap individual ear tag identification sumber. Thac
sumber sccompanied all data collected frem that animal throughout the study
(HLA Standard Operating Procedure OP-GEX 24).

Bousing and Maintenance

The radbits were housed indivioually jin Bcreenbottow nmnlu--t&l cages
(beavy gaage) in a roow vith a controlled envircument at 22°C (+£2%), 50 co
78%. relacive hunidity, and with 8 12-hour light, 12-hour dark lxﬂtm‘ cycle.
The comllecting pans for urine and feces vere clemned daily and washed once
every Z ueeks in a2 Ctunnel washer at 80°C. Both collecting pams and cages were
acid cleaced prior to washing is the tunual washer.

Feed and lager

Feed and water were provided ad libitus througnost the course of the stwdy-
Tap water, partially dewineralized by reverse osmosis, was available from aa
automatic watering systes (Systems Engineering, Fapa California), while feeod
vas offered frow food hrppers oo the cage doors. Fresh feed was provided
daily and monitored periodically during the day. The diet for all zreatmenc
and coatrol animsals vas Purina Certified Rabbit Chow® Bo. 5322 (lot Nos. JUB
1984 1B and JUE 268& 2A).

PROCEDIRE

This study was conducted according to the protocol (Procter and Camble Fo. C11
issued 6€/21/82) and protocol smendaent presented ia the Protocol Appendix.’

Stu Desi .
Identification of Groups im the 28-Day
Subchronic Percukspeows Toxicity Stady
Croup Dose level Sumber of Raboics
Ruxbexr Treatment (g/xg) Male Femmle
h 4 Distilled RKater 0.0 s 3
iz B0723-01 2.2 5 5
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Ireatment -

Dermal applicatioun wvas cdaily, 5 days per week for & weeks (20 appiicatious),
at = dosage volume of 2.0 ml/kg of body weight. The vehicle coantrxol,
distilled water, vas applied following the same regimen.

All animals were randomly assighed to each test group by wse of a

computer-generated randok nuxbers list based upon indiviaual body weights

taken just prier to iniriation of trestment. The bair was clipped from the ¥
back of each animal, from shoulder to rump, approximstely 15—<m wide. This =~ . =
vas dooe just prior to initiation of the stody and as needed thronghout Ihe -
study before application of the test material. _

The application site of each arimal was abraded with & clipper head prior to
each treatment by peaerrating the horny layer of the epidermis without causing
bleeding. The test material was applied through a syringe cato the abraded
back and spread evenly aver the test site wirh gentle inunctidn using a glass
rad. Care was taken to prevent runoff from accumulating along the hairlioe of
the application site. The animsls were restrained with collars to prevenc -
oral ingestion of the test material. The collars were removed spproximscely

7 hours post-treatment and the svimals were washed with tepid tap water,
patred dry vith clean cloth towels and returned to their cages. The coutyeol
animsls vere handled in the same manner as the test animals except the venicle
was applied to the test-site. Treatment was initiated on July 30, 1964 and
all rabbits vere evthanatized snd neécropsied on Angust 28, 1984.

Observations

All rabbirs vere examined daily for gross pharmacotoxic signs and mortaliry
(7 davs/week) and any abnormalities were recorded. Daily dermal ixritatioce
readings were read immediately prior to each application of the test material
(5 days/week) and again just prior £o necropey. All animals were weighed at
initistion, once veekly to adjost the dosages, and at study terminatiocn.

Bematology and Clinical Chemistry ' .

Blood samples vere taken, via the marginal ear vein, once before initiation of
treatwent (beseline) and coce at termination (&4 days prior to.pecropsy). The
following hemstology values were determined on these samplas.

Bewatology
Test Abbreviation taits
thite blood cell count WBC (x103/cu am) 3
Keutrophils B (2) i
Lyophocytes L )
Monocytes N (2
Eosinophils E )
Basopails 3 (z)
Keutrophil-bands (rotal 2 open) BANDS 1 (z)
T e ——— - T S ———— S .
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Besatology

Test Abbreviation Tnits

Matore neotrophils »-SEC (2)
BSC count - RBC (2105/ca wm)
ERBC coumk: ERBC (/7100 wBC)
Bematocrit ACY (g/dL)
Bemoglobin HCB (x)
Bean corpascular volume - Y (cm W)

" Mean corposcular hemoglobim - ot | . (pg)
Mean corposcular hesoglobim e (x)

contentratiom -

Patholezy - -

Pripr to initistion of the study, the animils vere scheduled for mecropsy.- -
Bandomization procedures vere used ro determine the ordexr in wvhich the'animals
vere sacrificed. All mimals were sacrificed 4 days afrer complezion of
dosing. The maimals were eanthacatized with an intraw overd of spdium

- pentobarbital, and exsanguinated prior t» cessation of heart best by severing
the feworal and brachisl arteries. Necropsy vas started within 10 sinutes

afrer euthanasia. A complete necropsy was performed on all animals sad all l -

gross lesious were noted. The following tissues were ¢ollected, with the
trizmed tissues being placed in 102 neurral buffered formslin at an estimated
volume dilution of 1 part tissue to 15 parts formalin, and prepared fox
histopathological examinations. Zenker's fixative was used for presetving the
eyes. -

Iissues Collected for Eistopathological Examinations

lang
Heart
Aocta
Tougoe
Irachea, esophagus, thyroid
Submandibular lymph node
1l eocecal lymph node
" Stomach (fundic, cardiac, and pyloric regioms)
Liver aad gall bladder*
1 Duodestm
3 Jejuoum -
{ Ileum
Ce cum, colom
3 Urioary bladder
) Kidneys*

e

i *Organs weighed at time of necropsy. .
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Reproductive: Male ~ prostate, seminal vesicle, epididymis, and testes
- Female - wagina, both sterine horns, and ovaries

Adrensls

Thywus

Psoss moscle - .

Spledn

Paocreas

Bone (costochomdral juncriow)

Boue (with marrow -~ Sth costochondral juncrion)

Skin (test site)

Braim

Iowbar spinal coxd

Sciatic vearve

Sabmandibular ssliwery glamd

Pitnictary glamd

Eyex (both)

Les iontes

S,q :istial Malysis

Body weight, body weight gain, orgsn weight. the ratio of oxrgss veights to
teruiza]l body weignt aad hematology dats were snalyzed wsing snalysis of
varissce. Data were szalyted separately for each sex. Differencas were
considered statistically significanc ac p < 0.05. Prowided that Bartlers®s
test for homogzneity of variance was pot significant, treatec groups vere
cocpn:ed to the control groap by the least significant differeace (1LSD)
criterion. If Kxrtletr’s teast vas .mmm. mulciple compariscns were made

by VUilcoxoa's cest.

-

location of Rawm Data, Tissces, and Slides.

All the records, raw data, wet tissues, sparsffin blocks, and uiaoacnpc slides
with stained tissue sectious will be retsioed in the archives of Hazletom
laboratories smerica, Inc. st 3301 Kinsman Bouzlevard, Madisom, Wisconsin aatxl

trans fer is regmested by Procrer and Cawble.

RESULTS

Derwal I-—ication and Phazmacotoxic Signs N

Summaries of the dermal irritation observations are presented in Tables 1 and
2. The 2aily dermal irrication observatiouns with the numder of snimals
affected and categorized azcording to group, sex and study day are presented
in Appendix A. The sumary of observed pharmacotoxic signs is presented ia
Zable 3.
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Croup I — Vehicle Control (0.0 g/eg/day)

Ho dermal irxitation was produced by the distilled water cootrol during the
s tody.

All anisals sAppearead clinically normal thriugnout the stwdy with the exceplioe
of one animal (F05324, male) ehich appeared thin on D.ys 29 and 30 of the
» tady.

Croup IT - 30723-01 (10T w/v), 0.2 g/kg/day

Snght derwmal irritation (erythemm, ecews amd/or duqua—:w wvas observes :..-
four animals during the first week of rhe study. With the exception of a
slight exythema response seen in ove snimal os Study Day 16, me dermai
irritation was cbsexwved during Ueeks 2, 3, and & of the study.

All animsls appeared climically noxrmal chroughout the stmdy.

Body Beights

A susmesy of group mean body weights and body weight gains is presentod im
Table A. Individual animal body weight data are p.esented in Appendix B.
Iacreasing group mean body weights were exhibited by boch groups throughost
the study. There were no significant differences ia the mean body vciﬁu
between the two groups. A significantly lower mean body weight gain was
detected during Geek 4 for the Group IX (0.2 g/kg) female smimals M
compared to thet of the control group. .

Clinical Pathology

A complaze discession of the clinicsl pathology dacra is in the Pathology
Report. Imdividusl bematology walues are listed in Appendix D; mean values
for each group are in Iables 7 and 8. A scomary of the hematological ¢changes
(terminal from baseline) is presented im Tadle S.

The Grocp 11 (0.2 g/kg) females had a significantly lower absolute basoponil
mean value aC Cexrmination vhen cou-.-nted to their respeactive control group-
Significant increases vere detected in the change from baseline to terminal
wesn corpuscular volume (MCV) and mean corpuscular bemoglebin (MC3) values foxr
the Grocp II (0.2 g/kg) female animsls when cowpared to those of the coxitrol.
These changes, althoagh statistically significaant, are not considered
biologicslly important.

Anatomical Pathology

Individosl valnes for macroscopic and microscopic findings are listea in
Appendix E. Sosmmaries of the macroscopic and microscopic findings are im
Tables S and 6, respectively.

Mian b ac

.

4



i

CORRECTED PAGL

Al) sacroscopic £indings were incidental and not spparently treatsent related.

The only potentinlly trestment-related sicroscopic lesion was the severe
centrolobular hepatocytic swelling in the Group II mele animale. All other
microscopi~s ler'cmns were incidert2’ and not treatment gre.ated.

Orgqan Weighte

The group mean absolute snd relative organ weights are presented in Table 10.
! vidual organ weights are presented in Appendix C. Sianificantly higher
apsolute and relative liver waights (p < (.0%5) were noted for the Group II
sales wher compared to their respective control group. ¥o other ststistically
si1gniticant dilzerences were seen in the organ weights or orzan~to~body-weigh*

ratios for tes: animals vhen comparad to those of the control (Group 1).

CORMCLUS 10N

The test smate: ». B80723-01, wher sprlie? 2s & 108 w/v squecus suspersion o
arraced ss5:7, [ cr.s/week fOr 4 weexs a2t a dosage level of 0.2 g/kg, rasui...
{n macroscopic changes in the skin and microscopic changes in the liver. Mo
treatment~related signs of toxicosis were seen during the in-life phase of the
study. Macroscoric obsecvations during the in-life portion of the study
included slight erythema, edema and desquamation. Potentially treatsent-
related lesions were limited to the Group II (0.2 ¢/kg) males ir which
signiticantly increased sheclute and relative liver weights with an associated
increase in severity of centrolobular hepatocytic swelling were noted.
Bowever, since similar lesions were observed in all study groups including
controls, a definative cause and effect relationship with the test pateria!l
could not be determined, The biological significance of this lesion is
unknown, A few hematologic changes were found to be statistically

significant, but none were considered biclogically important or csused by
tvtllmhl.

a4 DD e lmron i/l

Woyne A. Madison . Date
Study Director
Section BSupervisor, Acute Toxicology

Panln fIroasstar) |, F-3y P

Raren M. Mackenrie, PhD Date
Director, Tomicology

by and for Nasleton Laboratories America, Inc.

(10198/s))
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All mecroscopic findings were incidental end not spparently trestment related.

The only trestment-rvelated microccopic lesion was the severe centrolodbulsr
hepatocytic sveiling in the Group 11 male snimals. All other microscopic
lesions were inciderntal and not trestment related.

OCcgan Ueiibtl

The group mean absolute and relstive organ veiZhts are presented in

Tables 10. 1Individual orgen weights are presented in Appendix C.
Significantly bigher absolute end relative liver weights (p < 0.05) were
noted for the Group 11 males vhen compared to their respective control group.
No other szatistically significant differences were seen in the organ weig-ts
or orgamto-body-veight ratios for test snimals wnen compared to those of the
control (Croup I).

CONCLUSION

The test material, B0723-01, when applied as & 102 w/v aqueous suspensioa to
abraded skin, 5 days/week for & weeks at s dosage level of g reasd’

1n macroscopic changes in the skin and microscopic changas in the liver. Mo
treatment-related signs of toxicosis wers seen during the in-life phase of the
study. Macroscopic observations during the {n-life portion of the srudy
included slight erychems, sdems and desquamation. Trestment-relsced lesions
vere limited to the Croup I1 (0.2 g/kg) males io which significantly increased
absoluts snd relative liver weights with an associated i1n.rease in severity of
centrolobular hepatocytic swelling wvere noted. However, since similar lesions
were observed in all study groups including controls, a definative cause and
effeact relstionship vith the test material could mot be determined. The
biological significance of this lesion is unknowa. A few hemstologic changes
vere found to be statistically significant, but mone were considered
biologically important or caused by trestment.

Ulynco A. ﬁdinonCA‘—mnﬁém 7’[)7/5.’;'

4 Date
Study Director

Section Supervisor, Acute Toxicology

- ¥ —Fe —fps—

1
en M. MalXenzie, PRD A Date

Director, Toxicology

by snd for Hazleton Laboratories Mmerica, Inc.
(10198/¢31)




Study No. 6114-119 .
PATWOLOCY REIPORT
1NTRODUCT IOM

The purpose of this study wes to assess the cutasecus and systesic texicity of
30723-01 which was tepestedly upplied to abraded skin for 28 days. Nev
Zealand albino rabbits weighing 2.0 - 3.0 kg were ravdomly assigned to sither
the control or the treastwent group sc that escl. group contsived 5 rabbics of
esch sex. Distilled water was applied to the abraded skin of contrel rabbits
and B0723~01 in a 103 weight/volume suspension was epplied tc sbraded akie of
treated rabbits,

ail radbics were bled, sacrificed and necropsied at the tersination of the
study, hemstology tests vere performed; selected tissues vere collectoad,
pressrved in formalin, processed, snd exasined histologically.

RESULTS/CLINICAL PATHOLOCY

Individual hesatology values for the baseline and terwinsl sacrifices ar- .o
Appendix D; summaries of atatistics are !n Tables 7 and 8, respective’ A

scatistics summary of differences in baseline and tersinal mean vslues 13 1in
Tabie 9.

The significantly lower abs:lule base, . mean v. Lt BiDd..; sa_ritlced
fenales was vithins worsal limita. There were significant increases in tvo
erythrocyte indices fn the comparison of baseline to terminal ltemsrciogv
values; howevear, all vslues were vithin norsal limits.

Slight devjations from normal ravges present In mean corpus lar volume (MCV)
and mesn corpusculsar besoglodin concentration (MCHC) beseline vslues and
hemoglobin (HGB) teruinal sscrifice values were probably csused by szsll
sasple sumbers for the norwsl value Tanges. These devistions, the significant
change in besophi) mean, and the significant changes 1o baseline tc terminal
comparisons, were pot copsidered biologically fmportent.

RESULTS/AKATOMICAL PATBOLOCY

Individual vslues for terminal body weights, orgsn weights, and macroscop!r
observations with correlating microscopic lesfons sre in Append!x E.

The Qquality and quantity of tissues taken were adequate to evaluate this study.
Organ U‘i.ht.l

Individual absolute snd relstive orgen weight values are in Appendix C; wesn
values of absolute end relative orgen weights sre sussarized in Table 10. In
treated males, sbsolute and relstive liver weight means were significencly
higher, according to the least significant difference (LSD) analysis.

Mgcroscopic Observations

An iscidence sumsary of macroscopic obeervations is §o Table 5. All findings
were cossideced incidental to the study and pot trestment related.
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Microscopic lasions

An expanded fucidence susnary of microscopic lesions is is Teble 6.
Centrilobular bepatocytic swelling wuas more severe in treeted males and
correlated with the Migher sbsolute and relative liver veights. Because the

‘sevariry of cencrilobular hepstocellular svelling appeared to be.

trestment-related, a secand pathologist was asked to read the liver sectfous
from #1] aaimmls.® The secricns were Tead blind and the results were fIa
general agfeewent with those of the study pathbologist. Alzbough the
centrilobulsr swelltng {s posaibly treatment-relsated, beslithy, untreatad
rabhics often bhave varisble. amounts of glycogen stored in hepatocytes and cthis
wisy be responsible for the swollen bepatocytes io this study. All other
lesions vere clearly fpcidercal to the study.

The morphology of granulosatous inflassarions in draims, heert, and kidoeys ws
coupatidle with a disgnosis of encephalitozoomosis. . -

SOMUAXY -

The severity of centrilobular Bepatocytic swelling was wmore severe is Creatad
nsles and corxrelated with higber absolute and relarive liver ueighrs.
Altbough the hepatocellnlar swelling 1s possibly trestment related, the lesioe
wvaw alsc seen o conrtrol males snd females. Tbhe specific csuse of the
sweliing could oot be established but bhealthy, uutreated radbits often beve
varfiable smounts of glycogen in enlarged hepetocytes.

Other az_p_a weight and microscopic lesfons aod all hewstology and macroscopic
chapnges were clesrly incidental to the study snd not trestsent related.

. =27 ESPPy
W, ce X. Bavck({ DM . Date S )
Pathologist .
(976) -

* A sumnary of Dr. Fleld's review is in Appendix D.
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¥icroscepic lesions

Ap expanded {ncidence sumnary ef microscopic lesions 3s fw» Table .6.
Centrilabular hepatocytic swelling was more severe in treated males. This
lesion zerTelited with the kigher absolote and relstive liver weighea. ALl
other lesions were considered incidental to the study and mot treatment
related.

The morphalogy of gratalesatoos inflamsuticos im hrafm, heart, asd kidneys was
comparible with a disgoosis of escephalitosconosis.

SIpaxy .-

Treatarat-—relared effects Vere limtued te higher male absolute snd relstive
ltver wefgtts add & microscopic coxrslate, higher severity of centrilobuler
hepatocytic swwe]ling. Because there were only five rabbits pir group snd the
same lesion was present 1D reduced severity im coorrol msles, s definitive
cavse—effect relatfouship with BC723-01 could pot be ascertsived.

Other orgac weight and microscopic lesfoos snd all bemstelogy and msaroscopie
chinges were considered intidental to the study snd Dot trestseat relsted.

W7 /2l 2

Uallace W. Eauck, DVM
-Patbologist - -

(976) -
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' Study Fo. 6114~119 -
Table & ’
. Sumsary of Mean Body Geignts and Meam Body Yeight Cains (g)
’ Males/Females
- Body Meights Body Geight Caims ,
- ) ’ Croup k1 o ) Croxp 11
l Group X K3723~01 Group I 3072401
Vehicle Countrol 102 w/vw Vehicle Comtrol 102 w/v
?qck _(050 ‘!kgldaz) (0.20 llkgd,-z) (0.0 g_l;‘!ﬁz) (0720 ‘_I_Egdaz)
. ’ Males
Initingl 2,382 2,335 - -
. 1 2,59 2,473 209 138
2 2.735 . 2,621 143 148
3 2,789 2,774 4 153
. 4 2,831 3,%02 &2 129
l Females
Initiak 2,324 2,382 - - -
) 8 2,520 2,569 196 187
l 2 - 2,702 2,707 181 138
3 2,848 2,833 140 12e
& 3,001 2,909 153 76~
' .*Szatistically differénr from the control (Group I) at p < 0.05. AlLl other means are
not significantly different from the control.
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Table 7
l - Suamary of Base—line Bemmtology
l ) .. Males. - . Females
‘ . ) Gxoup I1 - - i Cromp 11
: B - Croup I 2072301 Croup X 3072301 .
Vehicle Comtrol 102 w/vw Vehicle Control 102 w/v
l (0.0 g/xg/day)  €0.20 g/ug/day) (0.0 grkg/fday)  (0.20 gikg/dey)
R3C (x. 105/coma) -
l u % 5 L3 5
, Mean 5. T% 5.77 5.18 5.3
i 3 - 0.562 - 0.345 0.382 o.125
' NRBC/100 WBC
| s s . S b
Yean & & 2 a
4 b ¥ 3.0 2.8 0.5
Bce (g/4r) .
- u s s s s
. Mean 12.46 12.4 - I1.9 11.8
s - 0.53 .37 0.65 . 0.29
acT (2)
| 5 35 5 . 3
Meam 35.3 35S 342 3447
. 4 s 151 0.94 2.15 131
uCVY (cubic microns)
» 5 3 3 5
Meam 61 62 &7 65
s 4.9 5.1 2.9 18

. B = Fusber of samples.
S = Standard deviatiou.

I All mésns-are not significantly differeant from the control (Group 1) at p < 0.05¢
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Stody Bo. 5114-119
Table 7 (Conrinued)

Savmery of Base-line Bematology

“ales | Fepales
i Croup 11 : Group 11
Group X 80723-01 Croup 1 0 723~01
Vehicle Cootrol 102 w/vw Vehicle Control 102 w/v

0.0 z/kg/ daxs 0.20 g/k=-/2av) (0.0 z/kg-days (0,20 x/kz/days

3 . S s S - 3
Mean 21.3 1.3 23.0 22.3
$ 141 1.04 0.81 0.30

nCeC (2)
| ] . 35 S S 3
Mean 3s5.1 35.0 4.4 A 34.2
s 0.79 1.29 o.78 0.58

SBC (x 107 /cuma) : -
| S 3 3 S -
Bean 6.5 7.5 - 7.7 6.8
s 1.83 1.55 2.02 0.61

Mature neutrophils (2) . ’
| ] S S5 S S5
Hesun 33 26 28 38
s 9.2 11.0 13.2 14.6

Band ismature

nestrophbils ()

) -3 s s 5
Mean o (] [} ‘0
s 0.0 0.0 oo 0-0 .

¥ = Kember of sa.niplc:.
S = Standard deviarion.

All meens are not significantly difierent from the coatrol (Croup 1) ac p < 0.05.
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Study Bo. 6114-119

Table 7 (Conctinued)

Summary of Base-line Hematology

Males . Fenales
o ) Group 11 ) " Groap 11
Croup 1 . 30723-01 Group 1 7250k
Vehicle Control 10X w/w Vehicle Control 102 wivw
(0.0 g/k_dayl €0.20 g/hi/dsy) (0.0.g/ko/caz)  (0.20 g/xg/dsg)
Lympbocytes (%)
= 5 - S 5 3
Meam 62 71 67 57
s 10.2 12.6 16.3 15.9
%onocytes (2)
n S b s 5
Mesn ) § o ) 3 ) §
S 1A .5 B 13
Eosinophils (2)
[ 3 S 5 S 3
Nean 1 1 0 ) §
s 0.5 o7 0.3 o.5
Basophils (I)
L 3 -5 S S
3 2 3 3 E
s 1.7 1.9 1.8 2.2
Marture peutrophils -
(x 103/cwom)
| 5 S 3 5
Mean 2.06 1.90 2.03 2.52
s 0.337 0.795 0.761 0.90k

W = Fumber of samples.
S = Staondard devistiom.

All means sre not significantly different from the contrel (Group 1) ac p < 0.05.
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Stady Ko. 6114-119 ’
Table 7 (ourinued) .
Sczmary of Base-line Bematology
¥ . .
Xales Fenales
Geoap I1 Group 11
Croup I BG 723-01 Group 1 B0723~-ul .
Vehicle Coatrol 102 w/w Vehicle Coctrol 102 w/w

(0.0 g/kr/cay)

(0.2C g/k=/da~j (Q.Q g/he/daz)

Band immature

neotr ils
(x 107 /cumm)
5
Mean [
s 9
Lympaocytes (x loalcu-)
» 5
Henm 4.17
S 1.8351
Bonocytes (x 103 /comm)
L] 5
Meam 0.06
s 0.082
Eosinophils (x 107 /cumm)
] 5
Mean 0.03
S 0.029
Basophils (x 103 /cuma)
| § 5
Measn 0.18
S 0.078

X = Kumber of sanples.
S = Standard deviation.

All means are net sigaificanely

PV

3 3 3
] (] o
o o o
3 5 5
5.32 5.34 3.89
1.630 2.138 1.269
3 3 5
0.03 0.06 c.08
o044 0.058 0.066
5 3 s
.08 0.03 0.04
0.049 0.042 0.040
5 3 5
0.13 0.25 0.23
0.114 0.153

G.128

different from the coatrrol (Croup 1) ac p <« 0.0S.

£0.20 g/kg/day)
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Table 8
. Summary of Terainal Bematology
' . Hales . . . L Yemales
GCroup X 72301 - Group I BO723-01
Vehicle Control 108 w/v Vehicle Control 108 w/v
10-0. a/ka/day) €820 q/kg/qay) 16.0 g/%xg/dsy) _$0.20 a/ka/day)
»c l 10%/came)
. S s L S
6.89 6.67 €. 30 6.3%
0.548 0.363 o.568 0.25%
. WRBC/100 WBC
» s L] -
Mean [ ] b § 2 1
s s.0 0.8 2.2 6.7
BCB ( g/dL)
l s s S S5
Hgn 14.5 14.86 13.5 14.2
s 0.79 .47 .18 0.79
l BCY %)
» 3 s s S
Mean 44.8 45.0 41.7 43.5
l s 2.65 32.727 3.5 2.5¢
v tenbic microas)
l s s s Y
66 [ ¥ 66 68
3 2.3 3.8 3.7 2.1
B = Nomber of sasples.
S = Standard deviatiom.
i1
Al]l méans are not significantly differect from the control (Growp I) at p € 0.05,.
E
i1
V4
e /4/7-{ o /4/'1,4/3—0\ 7/.2)'//53—
a Warne A. Madisoa Date
Study Director -
Secticn Supervisor, Acute Toxicology

e



l Study No. 6114-119

Tasle 8
Summary of Termimal Hematology

Males Females . .

Py

All means sre oot significantly different from the coutrel (Gresmp 1) at p < 0.05.

. i Croxp 1% Exroup. 1Y
Croap X s0723~01 Croup X M 72304
Vehicle Coatrol 102 w/vw Vehicle Control 102 wiv
. - (0.9 g/kg/day) €0.20 grug/day) (0.0 grkg/day) - (0.20 gfug/day)
R3C (x 106 cm)
B 5 S 5 S
l Mesn 6.80 647 6.30 6.34
3 0548 0.363 0-568 0.255
= N 5 5 5 5
Meaw 0 1 2 1
. 3 0.0 0.8 2.2 0.7
BGB (g/dL)
R s s s s
'- Nean 14.5 146 - 135 1a.1
g s 0.79 0.47 1.18 0.79
BCT (2)
. = s s s s
Megn 44.8 45.0 41.7 &£3.5
s 2.65 1.722 3.5 2.56 )
. NCV (cubic microms)
| ] 5 3 3 5
Mexam . [ 23 &7 . 66 68
3 l - s 3 ; 3.8 3.7 2.1
1
i )
l B = Sumder of samples. :
S = Standsrd deviatiom. -
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Study No. 6114-119
Taole 8 (Continuea)

Suamsry of Texwminmal Bematology

Males Fesales
T Croap 1IX . Croup 11
Graup T 2072301 Croup I 072301
Venicle Cantrol 102 u/vw Vehicle Contxol 102 w/v
(0.0 g/ki/cay)  (0.20 g/kz/2av) (0.0 gfeyicav) 0.20 g/k/33y)

MCH (picograms)

[ ] 5 5 s 5

Measn 21.4 21 .9 21 .4 22.2

S 0.53 1.09 0.97 0.48
scHc (2)

| | 5 S 5 5

Neam 2.4 324 3z.3 32.%

s 7?7 0.87 0.92 .6}
3¢ (= 103 /cumm)

4 3 5 5 5

Nean 7.5 6.7 6.5 5.9

s 121 0.22 0-66 1.13

Matur~ neutrophils (2)

s 9.4 15.3 16.1 11.2

Eand iomatare
uveurropails (2)

] s 5 5 3
Yeao o [ ] o (]
S 0.0 0.0 0.0 0-0

¥ = Kosber of sxaples.
§ = Scandard deviation.

ALl means are sot significantly different from the costrof (Croup 1) at p < 0.0S5.

3 3 5 5
Neaa b1 3 31 33 .

a2 adoa
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Study Mo. $116-119 )
Table 8 (Continuena)
Sommary of Terninsl Nemarology
 RBales Females
] Growp 11 - T Croup 11
Croup 1° B0 723-01 Gtoup 1 072301 -
Vehicle Comrrol 1R w/e Vehicle Comcrel 102 w/w N
0.9 g/xz/czy) (0.20 g/kz’2ay) (0.0 g/ki/dayl €0.20 g/kgica, 2
Lymphocytes (Z)
| | 3 5 5 5
Heaw 58 6l (2 &1
s 0.7 - 6.8 15-4 e -
Hopocytes (1)
S 5 3 5 2
YBeanm } § b § I z %
S 1.0 oA 13 2.1 -
Eeosinophils (Z) ko
= 5 5 3 3 . p-
Mean ) § ) § ) 3 ) § .
S 0.0 .3 0.8 - 0.7 )
Basophils (1)
n 5 5 3 35
Mean & [ 3 & 2
s 5.0 1.7 1.9 1.2
Mature neutrophils :
(x 103/cusm) .
L B s S s s 3
Mesn ~ 2.71 2.00 2.08 2.156
S O.B62 O.884 1.149 l_.lﬁ 9 .

B = Eomber of samples.

S = Stancard deviariom.

All means are not significantly different from the courrel (Creup 1) ar p < 0.05.

W
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Zabple 8 (Cvatinued) l

Sunmary of Terminal Hemstology

Males ) Fexnales
Group 11 Croap 11
i Groap 1 8072301 . Croup I B0 723~ul
Vehicle Contzul 102 w/vw Vehicle Contzal 102 w/we
(0.0 g/kgfcar) - (0,20 g/kc/¢uy) (0.0 gixylgar) (0.20 g/wg/iay)

Band immatzre
neutrpphils

(x 107 /comm)
| § 5 S S 5
Nean [ o 0 ]
A -] (] 0 o

Lymphocytes (x 103 /camm )

3 - 3 5
Hean 4&.37 &£.15 4.12 3.51
3 0.936 1.305 0.686 0.338
Booocytes (x 103 /cums) i ‘
[ § S S 5 3
Kesm 0.08 i 0.05 .06 0.09
S 0.087 O.031 0.089 0.117
Eosimophils (x 103 /comm)
| . 5 3
Yeam 0.07 ‘0.04 0.05 .06
s.
Rasophils (x 103/conm) -
- » s S S 5
Mean 0.28 0.43 0.23 o.10"

s i 0.372 0. 163 0.137 0.056

E = Famabexr of samples.
S = Scancdard deviarios.

*Sigaificantly different froa the conrrol (Croup 1) at p < 0.05.

2:1 ocher mésns are not significantly different from the conmzrol

Ao ol hasmakains

0.011 0.037 0.050 0.043 .
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Table 9
Scmeary of Differences in Baselioe and Terminal Memn Values i
_;!alt A
Puramerer Crowp I Crowp 11 i
Vehicle Control W0723-M 1R wiv - E -
0.2 gfegl/iay =
nean std. dev. weswn std. dave N
RBC - 1.02 c.28 .90 o.55 .
;- ) 2.16 0.64 2.18 o.77 3
BCT 9.56 3.04 9.50 2.64 - E -
- 4 4.80 4.21 5.80 7.89
xa +~0.12 0.90 0.40 1.61 S
WRC -2.62 1.23 =252 2.08 - -
wac 1.02 0.96 -0.78 1.96
Yennle - ¥
Parsmetax Croup 1 Croap. IX B
Vehicle Cootrol 30723~01 1R w/e .
0.2 g/hglday P
mean std. dev. -esn std. dev. ‘
»nac 1.12 0.6 1.03 © 0.1 - .
BCB 1.56 1.38 2.22 0.58 -
BCY . 6.98 5,10 8.80 1.62 _ -
wv -0.40 1.52 320+ 1.30
~H -1.64 1.15 -0, 14w 0.60 D,
MCEC -2.06 1.11 -1.80 0.74 g
usc -1.28 2.31 -0.86 1.62 ;

* Significantly different from Control Mean Values at P<0.05 according te

least Significant Difference test.

961)
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Tabie 100

[T

4 - .

o e v s

Sumsary of Absolute and Relative Organ Weights

Males Feunales
Group LI - Croap 1I
Croup 1 072301 Croap Y B0 723~ul
Vekicle Control 102 u/v ¥ehicle Contyol 1% wiv
0.0 g/ug/day) (0.20 g/ug/d 0.0 g/ug/dny) €u.20 g/xg/dny)
5 s . S S
2,.855.8 2,899.8 3,022.8 2,952.0
307.1 345.0 102.7 1942
% -] 5 5
79.836 110.459* 112.576 90.ALY
13.989 13.980 28.023 3929
5 5 S S
8.1190 9.123 8.692 7.704.
1.10* 1.932 1.512 0. 625
5 S S S5
8.006 8.933 s.708 7.928
1.023 1.524 1563 1.037
5 5 5. 5.
2.7960 3.8196* 3.7a5%57 3.0724
0.3837 0. 3421 1.033% 0.2033
S s 5 . 5
0.2839 0.3166 0.2873 0.2620
0. Q197 0.0710 0. 0469 0.0299%
b} S S s
0.2803 0.3104 0.2879 0.2695
0.0182 0.0582 0.0492 0. 0406

B = Ysmber of samples.
S = Standard deviatiou.

*Significantly different from the coutrol (Group 1) at p < 0.05 All other méans

are not significantly differeunt from the coumtrol.
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1 . Study Ro. 6114~11e 3
Table 31 :
Rabbit RAody Geighes (g)

X
i

Initiatiom Week 1 Wewk 2 Week 3 Heex & - .

[

- Croup L ~ Vehicle Coutrol, 0.0 x/kg/day . .

Males . (:

F0533y 2,328 2,622 2,833 2,866 2,983 - K

Fbs369- 2,385 2,562 2,681 2,813 2,760
FD5324 2,442 2,640 2,696 2,479 2,386

FO5339 2,655 2,609 2,840 3,026 3,186

= s 5 s . s s _
Mean 2,382 2,591 2,735 2,789 2,811

s 8.2 72.5 7.0 199.7 290.8

Feanles

l 705349 2,300 2,473 2,623 2,761 2,862 ¥

FOS366 2,177 2,379 2,503 2,662 2,846
FOS323 2,232 2,410 2,584 2,77 2,940

F05370 2,352 © 2,50% 2,727 2,856 3072

FOS33% 2,406 2,620 2,778 2,929 3,042

FO3352 2,656 2,686 2,915 3,018 3,106

x s s s s . s 2
Mesn 2,328 2,520 2,701 2,848 3,001 L
s 116.7 132.1 162.2 137.5 106.6. ¥ -

Group IT.- 3073301 (102 w/v) 0.20 I/k&ldlz

. Males

FO5326 2,109 2,213 2.304 2,361 2,567 E

F05362 2,321 2,389 2,532 2,635 2,635 v

Fo5321 2,335 2,335 2,412 2,656 2,806 .
- F05355 2,453 2,758 3,006 . 3,186. 3,354

FO0535) 2,456 2,670 2,853 © 3,030 3,150

] 5 5 b 5 b

Mean 2,335 2,473 2,621 2,774 2,902

H 1213 231.2 296.9 331.3 339.9

R = Musber of samples.
S = Standard deviatiom. .
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Study No. 6114-119

Table KL (Continued)

Rabbit Body Weights (g)

Bumder Initiatioa Week 1 Veex 2 Heex 3 Leek &

F05318 2,223 2,373 2,549 2,695 . 2,790
F05310 2,330 2,584 2,764 2,889 2,969
705316 2,338 - 2,469 2,574 2,692 2,743
- F05311 2,382 2,603 2,706 2,827 2,876
F05380 2,736 2,817 2,960 ° 3,058 3,166 -

n 3 5 5 5 5
Mean 2,382 2,569 2,707 2,833 2,909
s 209.2 166.8 165.9 152.1 1872.2
¥ = Susber of samples. -
S = Sxandard deviatiocu.
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Table C3 PRINTED: J8-0CT-84-

TEPeFeNT (F PRiOLOCY .. PRE: 2
Indiwidual Absolnte Organ Weight Values ~ Female

SHDY WreR: 6114127

SOy, ;SRR Pem ) NEEXSRL. —
DESIH F;ROFT-mL .
Ot ABSEVINTEDC KO8 - LEFT KIDEY, &0 - RIGT XIDEY, LI - LINER
X OE I, TRHUM cc—ccrrmcmemcercccnmecnavasceeme"- e mccccrr e~
AP RIBR SOY W (g3 o8 m 1) | 3
F 1 o534 p. T X | | BV 4 Las 1w - 3
F 1 w93 %R 72.7m 72.5% v . -
£ 1 5 b, 2 | wnmn e 2.6 .,
F 1 w5t Jeeh.8 734 I35 N.53
F 1 w2 NeA8 * 754 *ND: 1.9
nry v ony: s 1 ] 5 5 -
rEmc 2.8 .7 L 1Mm™ :
ST QR0 DEV: .7 1.512 163 25
F 2 e .0 bR v, ] > v.a 3
F 2 = 270 7.880 7. 92443
F 2 a5 5.0 [ R m .29
F 2 st e 2678 960 %.013
F 2 o5 77 W | 759 2445 20054 3
MIEES I G2 ] L 5 s
e 528 72.7%4 794 0.9
ST DEU: 194.2 ] 1457 3. .
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Study Fo. 6114-119

i l Table D}

; Individual Clinical Bematology Values

4 . Baseline ~ Males -

F Animal RBC BGCR 8cT (Cudbic NCH e KRBC
Fuzber (x 10%/cu em) (g/dr) (2) Ricrous) (Picograms) (2) (per 100 WUBC) :

Croup X - Vehicle Control ~ 0.0 g/kg/day A
Fo5324 628 12.8 35.5 57 20.4 36.1 . -
F05333 6.29 12.2 35.8 57 20.2 3s5.5 ]
F05339 4£.92 11.6 33.3 &8 23.6 34.8 2 -
FQ53%9 5.72 12.7 37.3 65 22.2 34.0 - 2 #
FO5369 5.69 12.0 kI oY 60 21.1 34.9 ] \ .
" s . s s 5 s s s Er
Beam 5.78 12.6 353 61 21.3 3s.1 & 2
£ o562 0.3 151 4.9 141 .79 3.6 =
Crogp -1 - 10723—01 (102 w/w) - 0.20 g/kg/day

¥05321 6.17 12.7 34.8 56 20.6 35.5. [
F05326 5.62 12.6 36.5 65 224 34.5 F4 "
FO5351 5.62 12.6 36.3 65 2246 34.7 1 ‘
F05355, 5.36 11.8 35.5 66 22.0 33.2 2 K
F05362 6.09 12.3 343 56 20.2 5.9 ] o
] 3 S 5 5 .5 5 5 o~
Mean 5.77 12.4 35.5 62 22.5 3s.0 &
s 0.345 0.37 0.94 5.1 1.04 1.29 3.0
B = Kumbher of semples. . . R

S = Standard deviatzioa. 3
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Scudy Ko. 5114-119

Taole D1 (Continued)

it il

1 Individual Clinical Bemarology Values . N
R l Baseline ~ Males
k Mature N Band k-]
Reutro- Lywpho- Mono~ Eosino~ Baso~ Ismature I
J Apimal phils cyces cytes phils pails Eeutrophils /-
¥ombexr £2) €2) (2) 2) (2) () d
. l Group 1 - Vebicle Cooerol - 0.0 x/kg/day
1a FO5328 37 60 ° 1 2 °
¥ FO5333 26 69 3 ° 2 o _
t I FO5339 45 51 ] 1 3 [} :
FO5349 22 76 [} o 2 | -
l FO05369 ) 36 55 2 1 L) (-]
| 3 S S S S S 5
Mean 33 2 1 1 3 o
S 9.2 10.2 1.6 0.5 1.2 0.0
l-. Croup 11 - 20723~01 (102 w/w) - 0.20 g/kg/day
FO5321 33 65 b 3 o 1 -
Fas5326 12 86 p § 1 [ [
FOS5351 28 69 [} 1 2 ]
- FO5355 18 80 0 1 1 3 -]
FOS362 39 54. ] 2 5 [ ] "
l = s s s s s [ 0
Bean . 26 71 ) 1 2 o
. s 11.0 12.6 0.5 0.7 1.9 0.0 ;
E = Bawber of samples. <. .
l $ = Scandard deviatioma. . -

,._._
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Study So. 5114-119
Table D2
Individoal Clinical Bematology Values
Baseline ~ Females

ncv
Animal EBC |~ BncrY - {Cadie MCHR MCRC ' ERBC
Sumber (x 10%/cowm) (gd1) _(2)  Microms) (Picograms) _(2) sper 100 WiC)

Croup 1 — Vehicle Counrxol ~ 0.0 g/kg/day

F0532) 5.1} 12.3 5.8 70 24.1 364 °

FO05334 5.68 12.6 37.2 65 22.2 33.9 2

05352 4.62 10.9 32.1 69 23.6 34.0 7

F0S5366 5.2% 1.7 32.83 €3 22.5 35.7 } §

F05370 5.30 12.0 35.5 (Y4 22.6 33.8 1 § .

» s s s s s 5 s -

Mesn 5.18 11.9 36.7 [ Y] « 23.0 b2 W 2 -

s 0.382 0.635 2.15. 2.9 G.82 .78 2.8 .
Grogp IT ~ Ma723-01 (102 w/v) — 0.20 gfkg/cay

FO5310 5.59 12.2 35.8 64 1.8 3Aa.1 b 8

FO53311 5.2 11.8 34.9 66 22,4 33.8 o

¥05316 5.11 11.4 32.4 63 22.3 35.2 [ ]

F05318 5.32 11.9 35.2 66 22.4 33.8 1

FOS380 5.26 u.’ - 35.0 67 22.6 34.0 - ]

S S 5 S 5 5 5

Mean 5.31 11.8 34.7 65 ) 22.3 34.2 -]

s 0.1725 0.29 131 1.6 .30 0.54 oS

" R = Number of sawples.
S = Scandard devistioa.
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Study Ko. 6114-119 X 3
Table I? (Continued) . ¥
Individual Clinical Hematology Values A
Baseline -~ Females l .
Mature Sand :
Feutro~ Lywpho~ Momo~ Eosino- Baso~ Ismature l }
animal phils cytes cytes phils phils Keutrophils
Y3 mber (2) {1) (2) (2) (z) (2) B
Croup 1 = Vehicle Courrol - 0.0 ‘!E‘Idtz .
F0S323 27 69 1 o 3 o ]
F05334 13 82 1 1 3 ° . _
F05352 22 B 2 ) (] 0 1 ] E
F05366 50 &5 0 ) 3 & o - ) .
F05370 28 1 2 o s o l 3
= s L] s s s 5 =
Bean 28 &7 1 ] 3 [ F. .
s 13.7 3.3 0.8 0.5 1.8 .0 .
Croup I1 - %0723-Q1 (167 w/v) < 0.20 g/kg/day l
FOs310 s3 “0 ° 1 6 ° -
FO5311 .45 &7 3 1 <4 ° £
FUS316 &6 n 0 [} 3 [} .
F0S5318 22 76 1 1 (] ] 2
FOS5380 22 72 2 0 & -] . F .
" s s s s s s ' E -
Nean 3s 57 1 1 3 ) o -
S 14.6 15.9 13 0.5 2.2 0.0 '
K = Fumder of sasples.
S = Scandard deviatiom. - - .
E
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Study Ko. $114-119

Table 10

Indiwidnal Clinical Bematology Valoes

Terminal -~ Males.

ncvw

Acimal %nc - HCE BCT (Cabic . - MCHC . KERBC
Xcmber €x 10°/cu mm) fgieL) €2) Microns) (Picograms) . (3) {per 100 WBC)
Croup X - Vehicle Conrrol - 0.0 g/kg/day
FO5324 7.55 15.6 47.2 63 20.7 332 o
F053313 7.05 14.8 47.2 67 1.0 314 o
Fus339 6-15 13.6 42,2 69 22.1 32.2 )
F2S5349 8.41 139 41.8 o5 21.7 333 [\)
FO5369 6.86 14.7 as.7 67 21.4 32.2 °
x s s s s s 5 s
Hesn 6.80 14.5 448 66 n.. 324 o
s 0.548 .79 2.65 2.3 .55 .72 0.0
Sroup IT - 20723-01 (102 w/v) - 8.20 gfkg/day
FO5321 6.55 14.4 &5.1. 69 zr.a n.. °
F05326 6.13 14.4 43.7 71 233 33.0 1
FO5351 6.72 14.0 43.9 6s 0.8 3.9 .
. FOS5355 7.11 14.9 44,2 62 21.0 33.7 by
F05362 6.83 15.2 48.0 70 22.3 n.z 2
l n s s s 5 s s s
Mean 6.67 14.6 5.0 7 2.9 .4 1
s 0.363 0.47 1.77 3.8 1.09 0.82 0.8
l R = Rusber of samples.
S = Standard deviatioa.
:
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Stody o. 6114-119
Table D3 (Continued) L

Individual Clinical Hematology Values
Yerminal -~ kales

Mature Bamnd

Reutro— Lywpao- Hono~ Eosioo~ Baso~ Inmature
Animal phils cytes cytes phils phils Beutrophils
Nunber (1) _{2) ) z) (2) (2)

Group I ~ Vehicle VCo_nxtol - 0.0 g/hg/Eny

FO5324 21 76 0 x 2 °
F05333 37 so o 1 12 °
FO05339 A7 s0 2 1 0 0
F05349 37 56 2 1 A °
F05369 38 0 1 1 ° 0
n s s s s s [
Mean 36 s 1 x & -0
s 2.4 10.7 1.0 o0 5.0 0.0
Group 1T ~ 20723-01 (10T w/v) - 0.20 g/kg/dsy
F05121 18 n 1 1 ’ o
FO5326 43 . s1 ° 1 s o
FOS35I 38 57 1 1 7 o
FOS3%S 12 82 1 ° s o
F05362 47 46 1 o . o
» s s s s s s
Nean . 1 61 1 ) § - [ 9 0
s 15.3 14.8 0.4 0.5 1.2 8.0

B = Bumber of samples.
S = Standard deviation.
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Study ¥o. 6114-119

Tahle D4

Individual Clinical Hematology Values
Yerminal ~ Femsles

- ncy
Aaimal RBC BCa BCY (Cadic MCH MCRC
Somber (x 10%/cq mm)  (g/dL) (Z) Microns) (Picograms) (X))

RSC
(per 100-%BC)

Croop.l — Vehicle €ontrol — 0.0 g/kg/day

¥85323 5.62 12.1 38.6 9 2aS .nJ3

FO5334 7.06 14.9 45.0 64 21-1 331

F05332 6.64 16.3 45.7 69 1.3 n3 -

FO5366 6.24 12.5 3.0 61 20.0 32.9

F05370 5.94 13.5 41.0 69 22.2 32.9

] 5 3 5 3 5 35
.Mean 6.30 13.5 41.7 66 214 32.3

3 0.568 1-18 .56 3.7 0.97 0.92

Group I1 ~ 30723-01 (102 w/w) - 0.20 gfkg/day

F05310 6.71 15.0 45.9 68 224 32.7
FO35311 6.41 14.6 &6 _ 70 22.8 32.7
FO5316 6.01 13.0 39.8 66 21.6 32.7
FO5318 6.26 13.6 41.9 67 21.8 32.5
FO5380 6.35 16.1 45.1 71 22.2 31.3
= 5 5 S 3 5 3
Mean 6.346 14.3 43.5 68 22.2 324
s 0.255 0.79 1.546 . 2.1 0438 0-61

B = Somber of samples.
S = Standard deviation.
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Study ¥o. 6114-119

Table D& (Continued)

Indivicaal Clinicsl Eematology Valoes
Terminal - Femalss

Eosino- Baso~ Immature
Keutrophils

pow

E = Nomber of samples.
S = Standard deviation.

Matare -
Keutro- Lympho— Mono-
Aimal . phils cytes cytes phils
Nonber (%) (2) 2)

- Croup .. = Vekicle Control - 0.0 gllgl@‘z
F05323 30 64 (1] 1 5
FO0S5334 13 835 1] 1 1
F05352 3s 53 3 o [
F05366 50 &6 a (] LY
F05370 23 72 G 2 3
4 S -] 5 5 5
Mean 31 (<3 1 ) &

S 15.1 15.4 13 0. 1

i froup 11 ~ BG?723-01 (10F w/w) ~ 0.20 gfkgz/day
FO5310 27 68 2 1 2 o
FO3311 28 (23 5 ) 5 2
FO5316 42 S& ] 2 2
FO5318 26 70 1 o 3
FQ5380 51 48 . [+] 1 o
E - 5 b2 5 3 5
Nesn. 35 61 2 1 2
s 112 9.4 2.1 ) 1.}
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Independent Review of Liver Slides for
Stody Bo. 6114-119 .

Sl1ides from rabbit livers vere subaitted for blind reading. The sewaricy,
gErades as listed below were obtained from this reading- In those instaonces
where # higher severity of hepatocytic swelling was seen, the distribution of
the swvelling was diffuse. Wirth hepatocyric swelling severities of 3 or less,
the distribation wvas cearrolodalar. The changes noted are, ih my experience,
cocmmon ia the rabbir and X usnally coénsider them to be son—treatment related.

Eepatocytic Swelling ~ Sewerity Ccades

. Group 1 . Crowp 2
=5y ag i
. Bumber Sex Crade Huomber Sex Cxade
Pas324 | ] oS3 » 3™
FO05333 o 2 FO3326 n 4
© FO5339 R o FO5331 ) ] 5
FO5349 n 3 FO5355 n 3
FO05369 . 4 o (1) F05362 n 4
05323 r 5 ros310  J 2
r o FO5311 r 3¢
FO5352 r 3 (3) r0os316 ¥ 3
r05366 ¥ 5 F05318 ) 2
F0O5370 r [+] 05380 | 4 b §

( ) isdicates the second reading of duplicare slides.

Wt 83H0 _a/s/es

Diplonsre, American College of
Veterinary Tathdlogists
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@ HAZLETON 1A80R2TORES AEmCA INC.

30 KINSMAN BLYD. « P.O BOX 7545 - SADCSON, W1 SI7CT » (B08) MV44TT = tummlmsm

Protacol Ro. Q11
22 Day Sabchrooic Ferduvtaneous Toxicity with BO723-01
Doc. Req. Wo.z BSBTS R62S

Stwdy Ko. 6114-119

Spoasor Contractor
The Procter § Gamble Coapsoy Hazleton laboratories America, Imc.
11520 Reed Eartman Rigbsay Life Sciences Divisios
Ciocionati 08 45241 3301 Kinsaas Boulevard
Madison WI 53704
Divisional Toxicoloxist Studvy NMirector

W. Broce Gibsoa Wayue A. Madisoco

<

Anendwent Ro. 1
Effective July 23, 1924

This rovendment wodifies the following portion of the protocel.

1). Pege S of 16, Kecrovsy, paragrarh 1, senteoce 3. To accammodate the
terminal sacrifice of the amizals, sabstritute the wnderlised below for,
“three (3)".

All aoimsls will be sacrificed within foor (4) days after cospletiom
of dosing. - :

AMEXDMERT APPROVAL

/:/. _ﬂ“_(.cn\ -%»Z‘” ) F/Zﬁ/ﬂ
W. Bruce Gibsoa Date
Divisioanal Taxicologist

“The Procter & Camble Cospauw !
X5 e DO _ &\S&l . iiﬁ _ RA.RY
Wavae A. “aiisco Date -

Stody Director, Acute Toxicalogw
Hazletou laboratories Aserica, Ioc.

i LslslZod oy | P-9-5%
Diana E. Skaliczky’ 7 Date .
Insoector, Ouality Assurance TUoit ’

Hazrleton laboratories Aserica, Inc.

SG/cia Chemical & B.oMedical Sciences Division
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PROTOCOL BO. €11

28-<xy Sabchroeic Perentanwoss Toxicity

Zasve Dets: e 27, 1582
N Sopersedas. Jisos Detsd: Agril 15, 1982

Test Subatence Iesmtificatics Mumber (ISIN) ¢ 3O323-02 ~. .
Divizicdal Bequest Dacument Nusber (DXD0 4 BASHTS: 8625

Sponsor: The Procter i Gamdle Company

' Cincizmst:, Otis

Testiog FacTULY: Byrletom Laborstaries MeericaStof¥ 0. _SH4-119

(3o Bs £115ed 1= ¥y P. Q. Bax TSNS (To be filled Iz by
Operastioas JSestion) Madiven, Wisconsim S3TUT7 Testing Facility)
Purpose: To s3= the cut . ang . «ystemic taxicity of &

sudstance -nunummywamm-
over = period of 28 days.

Justi{fication for
Se’ection of Test

" Systea: HistoricalYy, the Sew Zealand alding rabbit has Deen

the mnlsal of -choice due to the large amsamt of
MWMMQMWC.

Roote of Adxinistrstiom
of Test Substance and
Teaxyon for Chofce: Applied Wopically to sbraded sikia. Ristorical. One of
- the possihle routes of Mman exposure.

Die: anc/or Watsr
Acslyses Reguired: ¥ooe (Do loown contaminants eXpected uxich woold
interfere with this study)

Records to be
intalneds A1x neorda that woqld be required to reconstroct t!n
study and demcostrste acherence 2o protocal.
Protocol -~ Page T of 16
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PRITOCL BO. CT% (Comt'd)

258-day Subchronic Percutanecus Toxieclity

‘nmn-u: June 23, 1982

Jest Sobstance(s)

o DD : Description Expiratiom
pr2s ] Susber . Colar Physical form
0723-0 BSBTS: 862 Creen Crystalline T s
Storage Coocsz—ioca: (Check ane)

Ix] Ssom tespersture { ] Refrigerator { ] Freezer
{1} Other Sul‘dmt.m ) -

Hazards:z (Check one)

-

Animalss Rabbits, Sev Zeslsnd slbino, obtained fram a scurce
that Ras Deen approved by the Test Fecility. There
w:l]l Do at lesast ode test group for each test sudslance
1%ated sbove plus one vehicle cootrol growp. Each
tests group vill coasist of tes (30) mximals (S males,
% femsles) ‘nuhin( 2.0-3.0 kg.

Avimal Care mnd Diéts Follow the approved Standard Operating Procedures aof
T the Test Fecllity. (Acclimation period sust be &
sinisum of seven (7) days.)

Protocol - Page 2Ac¢ *»
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ThE "BOLCTER & CamsLE COMPANY

PROIDCL. 30, C1? (Cont'dd

-

28-<¢ay Sudbchrosic rnw Toxicity

Issue Dete: Jume 21, 1982

Test Site Prepa—ation:

be of acceptable beslth status will be selected for

Callect dloed samples Into collecticn tubes outaising

m soti-coagulent, following the approved S.andard

bhlood cell coumt, red dlood cell count, mesn corpuscular

‘wvolume, wean corpuscular hesoglobin. Besn corpuscular

besoglobin ssocentration, sod ¢ifferential wita blood
ecII enmt. Eixinate those soimals judged to have an.

Oy simals velghing Détween 2.0-3.0 kg with an
scceptadle beilth sTatcs sod normal hesogrmm will de
randamized into. test and coatrol groups. Anisals

3hould Be randomized 1=to groups by weight anod sex with

S males 0@ 5 females In eech growp scearding to the
spproved Stancard Operating Procedures: of the Test
ncnz_zy {Appendix T or egcivalent). .

elipper. Clip sciznals a3 needed Wiile the test s in

progress to prevers the test substance from madtting io

the hatr, idibrade the skin of the raddits following

the approved Stsoncard Operating Procedutes of the Test

Facliity prior to esch tresiment dy peneirating the

horny layer of the epfifermis withowt causing dleecing.

Discootinue sbradisg 1if the skin decomes fissured.

Protocol - Page 3 of ¥

Clip the arsa oo the back of esach animal from shoulder
to rump, sppraxrimstely 15 ém wide, using a seasll animal
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T FROCTER & Cambrs COmSany PROTOCOL WO. CIT (Cont'd)

28-<ay Sobehronic Percwtsnecys Toxicity

Issue Dete: Jume 21, 1982

Dose Preparation: Jést Groox{sl: (wck appropriate dox)

I ] Dose test substance wndiluted
L) Doseasm____% (ww) -nlmlmm
of test subatancs 1w .

- . &) Dose as s 19 T (W) mnxwm
dmmmh dst::uodv‘m

| i | ﬁfﬂrwmw(uc—ns
Botes

If a test mubstimce - wehicle mizture is required,
m:_.nu{te;ﬁ-hm1.

Contrel Group

4 ecntrol group abould de IX]: sbould mot be [ 1
Spclnded in Shfs study. If included, the coutrel
sudstance disrilled unter should be tasted
concurrently with the test subslance at a doszage
level of 2 31 /kg¢. -

Dosing Instructiony: Apply appropriste mmuz {see Dose Preparstion)
of test sbatance(s) or coctrol substance daily, S days
per week Tor X weeks (20 spplications) st a dossge
vnll-t of T ul/kg of body weight,

. Apply the sudstances with g syringe. Use Test Facilie
ty's Stancard Opersticg Procedures to evenly distribute
the mlstances over the clipped aresa. Becord tise of
doaing. Weigh the snimals ooce weekly sad adjust the
dose Ievels sccordingly.

Restraining: f }J Do mot restrata.

£3] BRestrain the animals to prevent oral ingestica.
Benove the restralning device approxisately
- 7 bours xftar the start of trestaent,

Protocol - Page & of 16
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PROTOCOL MO. €11 (Cont®d)

28—@ Scbehrgote Percotanecus Toxieity .
Issuve Date: Jume 23, 1982

Bashing: £ 1 Do not weats ) . .

L0 Wash all test sites with tepid wmter approzie s
mately 7 Boors posttreatasent. Geatly dry with - -
disposable paper towels or equivalemt,

£ 1 Wash animals with tepid water 1f significaat
amounts of Sext sobstancs sccumulates oo the tast
sites. I acy saimals require washking, all-
stinals shaule be weshed sod gestly dried with
di{sposabtle peper towels or equivalent. Record
time and caves when aniials afe washed.

PR

m!‘:' Wymwmtmhm(“mﬂ.'
. £ade the skin sitexs pafiag the attached scale (Appendix
2).. o a sinilae’ Drajdae akisa reactice scoring system.

bservations: Oyparve 1l anisals deily (T days/week), up to the
: day af mecropsy, recording all findirgs inclucing sny’

abnormalities. Necropsy all snimals as soon a8 .

possitis that sre found moribdund or dead durisg the .
course of the axperisent., If secropsy 1is delayed, E.
refyigerste tde carcsss until prosection degins.

Becropsies w1l ba suparvised Dy 3 veterinsrisn.

Racore all cbzereations. If possidle, deteraine the

cause of deatk and motify the Spocsor®s Divisiocosl
Tazxicologist. Gollect the tissues listed in Appendix & -
" from all animals wich elther die of are sacrificed
presaturely unlesy the supervisirg veterinarian judges b
tkat ac2olysis presect precludes a meaningful micro= 3
scopic exmminstion af the tissuves. If any deaths odcur -
afier start of dosicg, mo replacement anizals will de’ . k.
used L ihowt suthoriiatiocn of the Sponsor. F

Fecropay: Prior to {oitisticn of the study. schedule the animals 3
- for mecropsy with, =3 nearly as possidle, s equal
distridution as to sex and group numder for esch
necropsy €ay. Randomizatica procedures will de used to
deternine wich anizals vill be sacrificed esch day and
the order in which they will be sacrificed (Appendix 3
or equivalent)., All animals will De sscrificed witbin
three (3) days after coapletiom of doxing.

Protocol « Page 5 of 16
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PROTOCOL. WQ.. €31 (Cont'a®

28-dny Suvbchronic Percvatanecus Tdxlcity

Issve Dete: June 23, 1982

Becrospy {(Comt’d): Between days 25 and ¢sy of pecropsy, ebtain blood
mmn-mmmwamwm“
ana’yze as éescrided in the pretreatment hematology
. Screening oo psge 3. Weigh all animals on the first
day of vecropey for usea in sssessing ia-life body
weight changes. dtals lhcdymlmntbcthnof
euthanssis for uwe in establisting relstive orgas
. weights, Sacrifice the saimals with an IV overdose
of sodLum pentobardital. Ixsscguinate prior to
cessatian of basrt best following the appropriate
Standard Opersting Procedure «f the Test Facllity.
. Becropay 3hould be started witkia ten (10) winutes:
after euthsaasis. Necropsy all surviving enimals sad
- record all gross edservations for all ergans fallowing:
the Stantwrd Opersticg Procedwrwes of the . Test Faclility.
Lungx shall be petfused with formells intratracheally
. st & pressuxe dwr.cly a0 au of water, following
N the procedure I Zppendix 5 or sn equivalent grocedwre. -
. rmummmmmmnmnmu
Appendix &. Any devieticos from the protocol such as.
miszing tiasuves, dematology results., ete., sbould de -
noted In the raw ¢ats. All necropsies will be supervised
by & veaterinsry pethologist. A1l secropsy rocs assist-
ants w1l be traioed and qualified.

Organ Welghts: Detarmine sbsolute weights of liver and kidneys snd
ealculate orgsn to Body weight ratios.

)

Histopethology: "Irim all tissues listed in Appendix 8 and prepere .
psraffis blocks sad EiE slides following the approved
Stahdard Operating Frocedures of the Test Fscivi®y. .
Slides of 8ll tissves will be examinmed dmﬂctﬁ,
DYy & veterinary pathologist.

Ststistical Analysis: Tha stetistical evaluwetiocn should de mede by analysis

) B . of variance technigues. Provided thst Bartlett’s test
of boacgeneity of varianes is vot significanz, trested
groups 3sdhould be ccmpsred to tde coctrol grocp using
the least zignificant <ifference (1SD) criterica. 1If
Bartlett’s test 1s significant, comparisons with the
control group should de mace by Wilcoxzon’s rank sum
test. If the study includes ocly one test group and
one control group, thea they stould be compared Dy the
t~test for equsl variances provided that the group
variances are not aignificsntly different by an F-test.

. Protocol -« Psge 6 of 16
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_ THe FOCTEL & Ganmut COmMNY PROTOCOE. BO. €11 (Coot*d)

28-<ay Subcikroric Percutaseous Toxicity
’ Izsoe Deta: June 23, 1982

Statistical m -
(Cott'd): If the F-test i3 significsnt, then Wilcoxoa®s rank soa

tast should De performed. If the test imcludes two or
more coocentrations of the sase sudstance, regressice
analysis oo dose level should be performed for esch
such substance; this malysis sdould include tasts for
xxnw regression sad lack of fit. M1l statistieal

mﬂu«»ﬁmutS’. tuo-dddrllt
lemal.

Protocel Changes:. If 2X Dacames necessary to change the spproved-
protoeal ., verdal agriement 10 Bake this dhange should
be sade hDetwsen the Study Director and the Sponsor. 48
s00n as practicsl this change snd tde ressos for it
should de put in writing and sigaed dDy Doth the SIudy
Director and the Sponsor’s Divixioes] Toxicalegist.
Ihis docament is then attache ta tde protocol as an
addendux.,

Beport: Baport €atas of. study initiation sod terminstiom,
desths, skin resctions, bocdy weights, relative and
adsolute organ welights, gross adnoraslities., histopatho-
logical mnd hemstological resuita. Patlioclegist's
report should include a statement that in M3 opinice
the quentity and quality of tissue tsken was adequate
to exsluste the study. Statistically sealyze tde final

- body weights, body weight gafixs, organ weights, organ
to meropsy body weighi ratimm, snd the changes from

Bzselfae for hemoglobin, heswZocrit, total whiite blood

oeIl exnt, red Biood cell coot, meas corpuscular

volune, Bean- corpuscular beacglobin, snd sesn coOrpus-
calar hewoglobin concentration values. Compare esch
test group, By sex. to the comirol group. Ihis report
aball cocfora to all requiresents outlined in Sectiocm
58.185. -Swp-rt J. Goad Laboratory Praciices
Ragulations.

J

.

(1) gnevecor. G. V. and Cochran. V. G.. Statistieal Metbods, 63 Editice,
Iova State Diveraity Prm (1967}

Analysis of variance P Zrr-219 ) . -
Least significant difference po. 271, 272, 218

Bartlett's test ‘PP. 296-298

¥ilcoxon’s rank sum test PP 130132

t-test, equal varisnces PP. 100-10%

Fotast . 116117

(2) Draper. ¥. 1. wod Se1tn, H.. Applied Regression Aralysts, Viley (1966)

Regresaion analysis . T-26
Lack of fit Pp- 26-32

‘ . Protocol - Page T of 16
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PROTOCR. WO. €11 (Coot* @)

28-<¢ay Subchronic Percutasecus TYoricity

Issue Date: June 23, 1587

Retention of BRIisto-

pethology Materials: A1l wet tissues, Dlocks and slides, including blood

3lices, collectad at contract ladoratories stiould be
retroed o the Sponsor for retentios following
sccaytance of the final report. The Study Director

will be matified in writing when the report hes bees
sceested. Instructiess for returning these msterials =
are givax 3n Appendiz & P

b
)
)
>
Proposed Completion Dwte: , . Ueek of IU/Z7/8A © ) .
Defined a3 Submission of final report (0RAFT) by the Test
‘ — - )Fscilizy
‘ )
Study Director: ‘é& 2 2. 77 )
7 c b/
Detez Z fr/ay - .. . ;
Studty cue:. L - M b}
3
) i
- ~ Protocol — Page 8 of 16
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Tog PEOCTES & Camsil COmPmy Protocol - Appendiz 3 %

- Randomlrucion of Arfmals into Study Groups

LI O I -

«

The (ollowing promedure will bBe followed, seperately for the male and female

snisals.
1. lmn-ruam(h.mcdm“bc»-aem.eﬂm-
fred peéuio ator) to esch animal acceptadle wunder

mo&xwucmmmzumsmw

2. xmummum-mmunnmawym
mm«mm;nm«mmm

2) eliminete the Ifghtast snimals. -
») eliminste the Nemmiest saimals,
e) cmmmunmmmmum -

3. Sort the mimals inyve erder frow lightest to hesviest.

3. Define the Block stme (R). If 21 groups sre of equal sixzes, b i3 the
nmder of study groups. Rherwvise, «mmp-uun-—ouuu-r
dmmum-ﬁaﬂ«cuﬁotmmdmbymmnm
ocamon divisor. muamnwamuh. !’cru-plc.m

i = n 2

are Frequired. mmmmukusmmmuumm
obtxined . by dividing sre
x ) ’

3
hence the block size 1% 3.Jel = 9.

S. Go through the sorted list of snimals B af a time, starting vith the light-
232 animal., Sort esch group of b snimals into ascencing ofder based wpom
thetiyrr random puxders. Then, 1f the groups are equsl 1A xize, assign the
fu::mumi,mmumz.cu. If the groupd are
wegnal Ih xize, then the nombers of snimaly sssigned to esch successive
grous sre glven Dy the quotients calculated $8 the preceding stap.

- Cootinuing tte example fyom above, the LIrat 3 anisals would be put i
group: 1, the next Z to group 2 end the ¥ sximals with the highest random
nusders would de asxigped to growp 3. m:mmssnpnmr«ncn
m;aowefh‘-ub-h.

& Assign mx-um anLmal mmbers (s) by sorting the aninals withiz esch
grow into order incressizg rindem sumders. The first animal ia the sorted
grovp 1 assigned mumder 1, the seciond, mumber 2, etc.

" o ot .

i

7. The "computer nmumber® for ¢sch avinal is now ebtained from the formilas
Group Nuaber x 100 R
« Aninz]l Bumder (a)
e 50, Lf female.

This entirs procedure msy be performed eitber asmuslly or By cospuler program.
The result of this procedure {3 to stratify the group sssignment on saismal
weight, provided that b i3 less thsn the 2otsl number of animals. With certsin
group sizes, hovever, D w1l de¢ equal to the total ocumber of animals and the
result, then, 13 a sisple random sssigrment of animals to groups.

-

Protocol - Page § of 16
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A, Tag SPOCTER & Gamert CONPANY
- r 1 - Appendiz 2 /82

SCALE FOR EVALUATING SKIE REACTIONS

Drythess
O «~ Bome
1 ~ Sligx (derely mpd.blo)
2 - Moderate (well defined)
3 = Severs {deet red)

Loane . -
0 ~ Booe
1 « gt Mymnuximmmbymnum)
2 « Moderate (raised spproximately 1 mm)
3 ~ Severe (rxised more than 1 am)

Atomnis (oot tweloding eschar srea)
0.~ BormaY
1 - SUgpr (impeirment of elasticity)
2 - Nodersta {3low retura to sormsl)
3 - Bwrkad (80 alasticity)

Desquenntisx (mud-axqm 4 ares)
0 - None
1 - Slight (alight scaling)
" 2 = Foderate (scabs and flaskes)
3 « Barkid (promounced flaking witd denuded sreas)

Fisswing

Q@ - Noae
? < Right (dafinite cruchy In epddermis)
2 - Nocerate (crecks im Serxis)
3 =~ Karked (cracks with Nleading)
Eachar -
¥ fn
Y = Tam

Exfoliatioe (sloughing of the neh-r %4 sue)

% - Jo
Y ~ Tes

Protocol -~ Page 10 of &
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Protocol ~ Axpenctix % /82 -

v

]m_ x:z..nn‘l o'r Anluals for Becropsy

e

mwoanmmmumummmux.df-u-uma -
ccndined ., .
1. Mncmw(ﬁnauﬂodrﬂmmwtfw.mm

13e¢ pesuvdc-rapdcs Bumber generator) to each simal in the study. Tnhis set
«mmgmmnmmunouzwumwwm

2. rmmmlsﬂnhmideMmm.‘sN-r‘th
mm:«mamumuummnmmmstmnnu
:a%nyuuummuwummvzmmxmtm
m-m The next day’s @gakas will be filled by taking the next
hmmdm:.m.

yr«-amxmny.mm.-qnumm“nmm X
1mstumumnrmm This order will be the order of -
sscrifiew.

wmmmm»m’{mumr-ﬂ—nywbyumm

l' - - i

TSee Rancomizstion of migals into SNudy groups for defimition of computer
nusber .
Protocel —~ Page 11 of 16
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Trg #2OCTEE & Gamsil COMPanT
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3D .
Protocol — Appendix & 6/82

YécTopxy -~ Tisive snd Trimsing Metbods

Tissue :wfru-:ngmm
Lung: Sectioms to Iinclude major snatomic gites from left and right
sides.. (Lungs shall be perfused intratracheslly st »
mdm,wndmnmh«m
precature i Appendix 5 or sn equivalent procedure.)
Beart - Sectimas to fnclude sajor anstonic sites
lorts Trassverse sectiom of the straight purilfon of the tharacic sorts:
—  Tongue bmmxnmm“uyduxdw
Traches, esophagus, au.u« together by transversaly sectiosing st the level of
.and thyruid the tiyroid. (The perstlyroid 1s sallected mnd views? his. -
{paratnyraid) uloaanxuzznmuqnmnma.m.)
Sutsand Dular ) Intect: (Taft for section: right for seved ’
lynph mée
Jleoccecnmalle One for sectiom; one for ssve N
1ymptr nads -

Stomach (crﬁx.
fundic, pylorie
regions)

Liver st gall
bl sdtnr

Open the stomach along 1ts ghestest curvature and observe sod
‘repove ingesta. Cot s strip ef stomsch {ram cardisc, fundlec

mnm.emmmcmumnm.mm
gall bladdes

Transwerse sectice
Transwerse sectice
Sective

Sectica-of dm kiédney and of left Kkidney nyr-amzng corzex,
sedulls, and pelvis N
Male - Sictios of the prostate and seaina]l vesicle. Leaft testis
in toto with tunic nicked sad epicidymis sttached
{Kgnt for saved.

Feaslm -~ Both ovaries sre taken intpct. (Save righe
ovary, section left.) Cross sectioca both cterine
borns. Crosas sectioca vagina.

Protocol - Page 12 of 6
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Protaes) — Appenciz 8 {coot'dd . Stz
Eecropsy - Tisyue and Trimcting Methods

 Zasoe : x Seq Trimming Yetnod ‘
Adreaalsm Laft fntact adremal is taken for sectioning: the right for save
Thymas; Sectios through the grestast dimension ’

PFaome: soecle m:‘m ' -

SpXaem Sectiom

Pabcreas Sectiom )

Booé (M2h marrow) Sectios left SQM Jwoction (and save right side)
Sxkin (temt 2ite) Trestaent sres skim

Britw Sectioe to twclmde GRrebrum, -um.e-raen--u“
3pinal cord: mmummwww-
S¢istic verve. Trans»erse sectiem
SulmsndBular _ Seve right and sectZem left . ' )
Pituitary gland Take extire gland for processing
Eyes. . Both eyes are taicen Irmtact. Ssve rig>t eye and sectios
lefz.. .
Lesions mmmﬂmtmc{mmlmum

would Hot be representsd ia the sSandard sarples described
above that are cpnsildéred hy the attending pethologist to
potentially represent test scdstance effects.

- except the pituitary (using ope sample for histopathology and onm
ssxple 88 save tissue). Treatment of paires organs, excspt Tthe
Kidneys, I3 mentioned in the Fecomsendes Ir<smirg Methocds. Eseh
kicowy should be trirmed &3 statecd sbove, with Cuplicate samples
collectad from esch -~ ooe for N stopethology aoc cue for save.
Trimaed tisxues are plsced in 10%5 peutral buffered formalin at an
estimated wolume diltion of 1 part tissue o 15 parts forsalis.

Bote: Save Tissves: (Save Tlssves are thase tissues wbick are collectively
placed in X3 pewtral buffered forxalin for passible future refereace.)

Protocol « Page 13 of 16
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2.
3.

S.

PRGN 8

M-IM!_!_

R

Bethod for Perfusion of Radbit Lung

The trachea Is exposed amd the vestral thoracic mall is resoved to uncover:
the ventral aspect of the heart aad lungs. -

4 plece of wmbilical tspe 1is attached loosely sround the traches.

mrm.umwomwuwmuuupm CIhe
daimmm:-pﬂn“dmm.)

mmmumwymmm

m:wmpﬂu‘mwmm«dmmtmua
a constant infualon presmaxe saistained by & 2 galloa plastic jig with &
spiget o 1%, mtmmmumumm nnuun:m
Wnkn-.

mm m—bnsuxzmamnmmmm
mmm“m . .

Dtlu:nﬂhnttcmtfﬂlywtrum&cw:udty.
the basrt i3 seperated frum the lwgs. Sectiens from the 4ifferent lobes
of the Iwgs cso be immediptely taken for histopetbology. sad stored im’

buffarsd formalin st least 28 hours grice to histological processing. Care-

-muumurnazmmzmmdmwmw
removal step.. .

BOTE: n:u-ctaod proeludatu weighing of the lungs -ul't.ha.tusr

Protccol ~ Pags I8 of M
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THE FROCTER & GamSil Climsnarm Protocnl ~ Appendix 6

R

IRSTRUEITONS FOR FETURS OF WET TISSOFS, PARAFFIN BLOCKS,

AXD. MICESSCOPIC SIIDES JO THE PROCTER & GAMELE COMPANY

Wet Tissoes.

Wet tissues sust be Arat-sealed in plastlc bags. Bags soch a3 "Fapsk Pouches®
by Siotehgak are excellent and svailable from most sciencific supgdy houses. &
6-1/2" ¢ 8” bag is matisfactory for mos ladoratory animals. Place only coe
anigal’s tissves Ip & Dag togetber with a3 axall amount of 103 Duffered neuzral-
formalis. The ssowmt of formalin shonld be sdequats to t.borouchly moistes a1l
um Several seuls should De made with an identifyirg label (stucy mmber,
groud,. a=inal Dumber] Detuveen the seals. The Isdel should be written with
ink,

Parwfrfes Nocks -

mnmunnaum(numnmmunammm

ambert,, poup and saisal numbers) in numerical order by goups in special tray

boxex whfch consist of m cardboard tray 16® = 9* x 2* plus 8 protective csrd
bosrd slesre. These boxex mill asccompodate apprdéximstely 175 to 200 dlocks and
are avallstle from Jorn Grewn, Buckeye Box Co., 603 B. Hague Avenue, Columdus,
nio 320 (EIX-JTR-BREX) (Part UP-1). Ladel the end of the dox to identify
the contssty,. mmwxwmms:uym-ﬂm

Microscope S3ides

Xlides suxt be packed i numerical order Dy groups ia plastic boxes.
Individual slices must he labeled to indicatsd the stuly nuxber, group and
arinal mxber. The Dozes to be used mus3 be identical to S.P. FN-6300. Lids
shquld De sacured with tape. A peckizg materZal such as palyfoam, psper
towelsn, etc. abould be placed inside of the 1id to prevent breakage. A

" permanent Iabel should be pisced an the outside of the 11d ideotifying the

Study mmber sd groups. .
IPORTANT

e e

Ay ftemized 1ist nnnll aceompany esch mm nu 11at should indicate the
fouou'.n‘

1. mman@ugmumgz.o..mwwmmm.

2. mmanua. dlocks, snd individual cootainers of wet tissue in
stnd’.

mmmmua&mdwmwum”uWh
included in the fized study cost.

A11 materials from coatract ladoratories abould de sent to the gttention of
and. any questions relsting to the Impleseniation of tde foregoing guidelives
should de referred to:z

MWr. Seorge G. Stewart

The Procter & Gamble

Mismi Yalley Laboratories -~ By, OONZ20
11810 E. mimm3 River Boad

Ross (Butler County), Ordio A5061 .

(513) 977-2656

e Bt 412 QARG S el a2t R ovanlls Tty o i B s g EsLE . 2
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IXSTROCTIONS FOR THE PREPARATION AND RAKLING or

JEST SUSSTANCE — VEER-COLE MIXTURES

1. Test mdstance - vehicle xiztore should be prepered:

[xlannt]mun[]msmddmtrucuusumz

2. Mixtures that sre mot trus solutions should be mizsd Dy wse of & magnetic
munuc“u. All mixtures should be shaiken er stirred before
..

. 3. A bomogeneity deternination [ ] will; [X] will wot De required. If a

bamogeogity determination 1s required, saxple the mixturw from the top,
=iddle, and bottos, wxile stirring, and:

I ] Betorp all three samples, appropriataly lsbelad, umw
Divisional Iozicolegist for

Shipping Instructioes

Seni approxisstely ml. Send [ ] frozen: [ ] under ambient
centitions; [ ] otder ;

l]hlmmmn-alu-mmmlrualuﬁndh
Sppeattix -

" 8. & coocectration sbd/or stablility analysis of the mizture [ J wdll:
{X] will wot be required. If an snalysis {3 required:

[ 3 Prepare a sufficient quantity of the test substance -
vehicle mixture 30 that a portion can de returned to
the W'. Divixional Toxleologist.

£ ] Analyze the tes: mubstance — vehicle xixture for test
. sabstance concentration uiing the snalytical setdod is
- Appendix - .

Protocel —~ Page 6 of-l‘
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HAZLETON (A80RATORES AMERICA. INC.
00T WUNSMAM BLYTL. = PO BOX 7845 o MADISON, W SI0G2 o B0 414471 « TLX 703056 MAZAAL MOS LD

Protocol Be. 1

22-Davy Sedchronfic Percutaneces Toxdcity with B0723-01

Doc. Req. %o.: BSETS 4628
Study Neo. 6114--119

Spoasor )
The Proctar & CGamdle Coopany

11520 Reed Bartmao Righesy

Cloctmmari OR 435241

Divisiooal Texfcolowist

9. Erece Ciiheas

Contxmc Rt

fiazletom lLaberatrories America, Inc. .
Life Sclences Divisien
33X Ximsman Boulevard
Madisom UL 53704

Stofy rectar.

'an.w

Amendwent Ne. X

S UKD P ] 2ffective: Jaly 23, 1984

This aseadment wodifies the followisg porrioco of the protocel.

1) 7?age 5 of 16, VecTopsv, paragraph 1, seotence 3. To accommodare the
terx?2amml sacrifice of the auimals, substitnte cthe vaderlined delow for,

“threwe (™.

A1 suimels will Be sacrificed vithfm four (L) days sfter cosplecios

- af dostng.

AMENDMENT APPROVAL

Ve SN 7% S
T. Brace Gibsca T
Divisiomal Toxicologlst

The Procter & Gamble Cocpany
Tavoe A. “adisoo : z <

Study Director, Acute Towxicologe
fazleton lLaboratories Aserica, Ine.

A :
Dfana Z. Swalizzkv’
Iasveczor, Quality Assarance Wnic
Hazleton labdoratories Awmerica, Inc.

Flzc/of

Date

RA-RY

Date

r-7-3¥

sClea Chemical & BioMeocal Sciences Dwisson

¥

P
§
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Xdderdun No. 1
DR & BSHTS 862S
Bazlets: $oady ¢ 6114-119

Protocol Ko, C11
. 2.8—932 Percrranegus Toxicity

Tesr Material BO723-01

Based on a prelixinary susmery of the histopathology date conwveyed

to W.B.Gibson by Mr. Hayne Madison (per phone convesrsatiom of I1/29/84
and mailing of draft tables 11/30/84) we request that an independent
review of the liver slides be made by Dr. William Field (Boaxd Certified
Pathologist). This review will be conducted by Dr. FielZ without his

‘priox knowledge of amimal oumber, group designacios and rslative ox

absolute liver weightx. A written susmary of this revies will be
appended to the stady report.

mmmmmmmhﬂmmm:m
Company b=

- ,.; “ %zl ~ 4 % / .

4. Broce Gibson, Pa.D.’

Anexica, Xoc. bys
¢ dhre O )—);;j.:.\ 2/:17 /55
Date -
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