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REASON FOR SUPPLEMENT NUMBER 1

‘This supplement contains the resultsofthe analysesofplasma samples collected at terminal
sacrifice and analyzed for the presence. oN,
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SUMMARY

A 28-day dermal toxicology study was conducted with male Crl:CD®(SD)IGS BR rats. Ten rats
‘per group were exposed dermally for 6 hours/dayfor a totalof28 consecutive days to dosages of
0,5, 50, or 500 mg/kg/day H-25509. The groundtestmaterial was mixed with mineral oil,
applied to the shaved, intact skinofthe rats, and covered with occlusive dressings for the
durationofthe daily exposure. All ratswere sacrificed at the endofthe exposure period. Under
the conditionsofthe study, the NOEL for toxicity was 50 mg/kg/day, based on decreased
cholesterol at 500 mg/kg/day.

In addition to assessments for toxicology endpoints, blood was collected for analyses at the end
ofthe exposure period. Whole blood was collected on study day 27 and retained for analysis of
total fluorine. The whole blood was analyzed by use ofa Wickbold torch combustion method
and an ion selective electrode. The limitofdetection (LOD) for the method is 0.5 ppm
(500 ppb).

At the 28-day sacrifice, blood was collected, centrifuged, and plasma retained for
ysQscxiracted from plasma by protein

precipitation in acetonitrile. The compound was quantified by liquid chromafography/tandem
mass spectrometry (LC/MS/MS) analysis using selected reaction monitoring (SRM),
Quantification was performed using extracted calibration standards containing an internal

~ standard. The lower limitof quantitation (LLOQ) for this method is 10 ppb. Resultsofthese
‘analyses are presented in this supplemental report

One sample eachofthe stock mineral oil and stock dressing material used to occlude the test
sample application was also analyzed for the presenceof total fluorine. The Wickbold torch
combustion method was used for this analysis.

Thelfffllleveis inplasmawere 61.4 ppb, 155.5 ppb, 1315.9 ppb, and 14176 ppb for dosages of
0,5,'50, and 500 mg/kg/day, respectively. The total fluorine levels in blood were 1075 ppb,
1470 ppb, and 9316 ppb for dosages of 0, 50, 500 mg/kg/day, respectively. All total fluorine
levels at § mg/kg/day were below the limit of detection. There was 500 ppbfluorinein the stock
‘mineral oil and 1760 ppb fluorine in the stock bandage material.

‘The resultsofthe analysis ofiiiffJffare summarized in Table 1 (based on Appendix A, Table Il
of Exygen report). The resultsofthe analysisoftotal fluorine in the mineral oil dressing material
are in Table 1. The analysesoftotal fluorine were in the originalreport andhavebeen included
in Table 1 for comparative purposes. The detailsofthe analysesFF ‘which were
conducted by Exygen Research, are reported in Appendix A.
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TABLE |

MEASURED CONCENTRATION (ppb)
Blood Analyses

WHOLE BLOOD FLUORINE* prasva(|
Dosage

(mg/kg/day) MEAN SD. n _ MEAN SD. n

0 1075 7000 5 614 229 10
5 <500* 00 5 1555 255 10

50 1470 3086 5 13159 4823 10
500 9316 S245 14176 45340 10

Number of samples -—
S.D. = Standard deviation
* All values below limitofdetection.
a LOD = 500 ppb
b LLOQ=10ppb

—_~

SAMPLE ANALYSIS

SAMPLE TOTAL FLUORINE (ppb)
Mineral Oil 500

Bandage Material 1760

‘CompanySaniized.Dossnotcontain TSCACBI—_— RY eG.Do Or ie sca=



1.25505: Repested-DaoseDermal Toxicity Dupont1176325-Day StudyinMale Rats Supplement Number

—

APPENDIX APs
Analytical Report

—_

CompanySanhized.Dossnotcontain TSCACBI

-_—



Pr——— Dupone 11763
25.Day SudyinMleRats Supplement umber

STUDYTITLE

52505: RepssdDoseDecaToxsiy2DaySyin ile Rs.

RATAREQUIREMENTS

Anyi Method Recurmts

STUDY DIRECTOR

Cari Flny

ANALYTICALPHASECOMPLETEDON

——

'BERFORMINGLABORATORY/TESTINGFACILITY

—- EugenResa3050 Rea Dive
Sut Coleg, PA 16601Phone 18272103
STUDYSPONSOR

£.1ds Port e Nemo ad Compeny D3)FoorNews DE 197400 USA

PROJECT

S—Ye:Dupon1765
Tow page 72

BompanySaniized. Doosnotcontain TSCA cer
To



1.25505: Repeated-Dose Dem Toriciy Duont 1176328-Day Sudy in Male Ras Supplement Number |ZDuySudyinMaeRas  SwplemenNumberl

GOODLABORATORYPRACTICECOMPLIANCESTATEMENT

Av————.“F-25509: Repesied:Dose Dermal Toricity 25-n : forDust,wasperformed incompliance with USEPATSCA (40 CFRpar752) byExypenResarch.

plnx Bud
FacipalExpRescue

1. bet 1003
Carol Fiaey DueStudyDirector
Dupont

5 pry 9-0cr- 2003
Vick Reonady Bue

‘SponsorReprsemaive
Dupont

Exypn Research Pez

LompanySanitized.DossnotcontainTSCA CBISC———————G—G......i.oooittt.siiiisi..omsior



1.25509: Repeated-Dose Dermal Toxicity DuPon 1176328-Day Study in Male Rats Supplement Nunber 1

QUALITYASSURANCESTATEMENT

Exygen Reseac's Quality Ui secntld, “2505, Repesosbos Deana Tory lc Raphaseswer reviowe for conduct accordingto ExygenResearch'sStandardOperatingProcedures, he StayProc, and allsplat GooLaborseyPraciceSanatAlfindingswer repr to the StudyDnetor nd10 managimen

DueReposDie DueRepoedto toByma DusReporedious osiel Pool| Mus SulDioramsi SeovseManagemen
Lofesinnd 30 Sed osnams woeEni
2 mwDmaDan mmm wm ovis canons
‘ReportReview

SRwDasTal om ome oom oanAnyicaiRepatRein
-

a J Lid) otlaslo
La DaeQuai AsrnceAudie

[—— Pesan

PP.

EompanySaniized. Doss notcontainTscacar—_—
Te



RT Spay Aa —r
-

CERTIFICATIONOFAUTHENTICITY

er, AI cmsrovactionTere
p— GopmieNTSmet
Prien

gigi ge0Sri
rt—

—~ Ade) bkSL 5ni—
iyDi ee

14. 6c 3RAM pdt Moety=

SmeeResi, es
- JetEea

Somes .

—
CompanySanitized.Doestotcontain TSCA CBI

i



25509: Repeated-DoseDermalToricty Dupont1176328-Day StudyinMle Ras Supplement NumberZDySubymMieRas  SwplemewNumberl

STUDYIDENTIFICATION

1.25509 RepetedDoseDermal Toiiy 28.Day Srdy inMle Rats

SPONSOR STUDY NUMBER: Duo11763

TYPRORSTUDY: Resitue
SAMPLEMATRIX: RatPlan
TEST SUBSTANCE: LJ

sponsor: EL do Pont de Nemourssnd CompanyP.0.80x50
NewarkDE 19714050Phone: (002) 365.5255

STUDYDIRECTOR Coro Finley—_
Dubont

TESTING FACILITY: ExygnResearch3038 Resear DriveSte College Jest

ANALYTICAL PASE sueyninDe tinaTIMETABLE: ‘AnayaSrDae: ormAnaly Teminaion Dies 073103Aviva Report Compleion De: 1310x

Bove Rant san

Company Sanitized. Does not contain TSCA CBIre——————————————ATH



AE, ——iReo Sopoye0 sept

~ ——

[PROJECTPERSONNEL

ThestyiircetmsteyelonreikiSo HEA
-~ me

SO Totti
oy er Som
kets mi
ikme I

~

— near

-
{EupanySaniized.Doesnot contain TSCA CB

-



25505: Repestd-Dose Dermal Tricky Dupont 176328.DaySucyinMle Rats Supplement NumberZDuSudymMaeRas Splut

TABLEOFCONTENTS
Page

GOODLABORATORYPRACTICECOMPLIANCESTATEMENT ~~~" 2QUALITYASSURANCESTATEMENT. comer

60DESCRIPTIONOFANALYHEALMEFROD rh]
62Prperionof Sarssnd ForiesionSoon 11

A ———6.5DescripionofImen 5dOprsingConon 13~ 66Quenitason 0d Exile Aluncoerereere
80 RESULTS...50 CIRCUMSTANCESTHATMAYHAVEAFFECTEDTi GUALITYOFINTEGRITYOFTHEDATA corre ceceecrrerormre 15
110 RETENTION OFDATAANDSAMPLES _._crsorrrr 15

LISTOFTABLES
Page

TableL SummaryoN (ng/mL)in RatPlasmaControl Samples... 17

Table. SummaryofRecovericsOfQE)inRatPIasmaSEmpIES cee18.

Tele. SummaryofResid Found ocARERR inRa las Sele 19
‘TableIV. SummaryofResidueFoundfol (ng/mL) inRe-ExtractedRat

EyeResch Pron

—
Eompany ‘Sanitized. Does not contain TSCA CBIAeees————————————————Te



Er |

~ —

LISTOFFIGURES neEoara ptSr mr—
hoepaot es

of born 28ore.PA
5 aga ofCA———

Port. Copp eieeesce lil
ofA5

LISTOFAPPENDICES~ i.
tiaAERSI e——
AppendixB

ob

SN rota

CompanySanitized.DoesnotcontainTSCACBI

-nnn



125509 RepeatDeDc Toit ——ale Spema®

- S—
1.0 SUMMARY

Bxygen Reseach(Ecygen)analyzedsamplesof rat plasma forresiduesofQE—protocol DuPont-11763 (Appendix A) using the ‘analyticalmethodSNre
ellste rs tis 0 wih ot Btthemethodvalidationstudy EER .

ResiduesofQnthera plasmssumplesrangedfom 19:3 nga.to 26000 g/l.
Theaveragerecovery standarddeviationfor SRB fortifiedratplasmasampleswas.iting *

20 OBJECTIVE
Teciteof i isevst lesg idExygen using themethod GRENMN cuilcd “MethodofAnalysis for theDeterminationof(EN Scr. byLC/MS/MS"

— 3.0 INTRODUCTION

"Thisreportdetailsthe results oftheanalysisof atplasmasamplesfor@MMsingthe‘analyticalmethod(RENEE .
‘ThestudyDuPoat-11763wasinitistedon November22,2002,whenthestudydirectorEoae A Neer220 wl tty deemeem i

40 TESTSYSTEM

1h co rm cs ele dryotcin gsLT! ks rorcam ridiema Bee en 4oeSip on nd hin o oy iocn fr reso ceST ty loricms fdnto pceTySeteoie Con

Simo rsa
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50 REFERENCEMATERIAL
Toeways andar recivedaExygenonQooher 5200 rm Qa roostseineSE<i iEcygenonFebruary20,2003 fromor
The aval formation fo te receace maial s list below. The aly]sind wssored esicated in gest and he cone sts as oesfrei

ilk ExpenlovenoyNo LoiNo. Purity (%) Expiration Date

Thestructure ofEES1: t:incl sundad we givenwo

ErynReh Pam 10072
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0 DESCRIPTIONOFANALYTICAL METHOD

61Etraton Procedure
1 Metre 01aL.ofspe ot mk.pend cenit bs ortye icohc2 2 cv sore nie mt wens 0035 nttin or Factovltmconesfriendir5. Coeoman 100m.© Ar iswinteLn.

62Pretest of Standards ndFutonSato
‘Thestock standardsolutionof@NFwaspreparedonMay21,2003, a aconcentrationofsprsimmcy00 fal by orogens of rin(comected forpurity) inmethanol. Thestockstandardsolution ofWEESwaspeonMach 17 315 4nroof poresSetanme 10.0 betad (cosfor po nnIoanionUBS 10 pow esr2.Ais1 00s Tmt oh patenon two arev byaking 08 moem_ gnhe vam 100wc
Asetofstandardscontaining(EE withinternal was preparedby dilutionof5100 ya.Maton038pn.GMMRmanner, Tesson wes edto eyeaeldbo
TEE ae De A

tm100 or fr oh
10.0 01 100° 001

of dyEea5,OOM:iv witivantoes snoor 8ee
Toectionsacs pcs dog hein eds, denmsThexa SensSyrsa neion Sadan atSa Sscos nin Gas umbedat

Bupa netian
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dyNSM Theforlicaonof the andar befor exactionsdonesczodingothe following (atk:
IrryrQE Von(I) Cowl BameedForifcuton Sunple (nl) CairsionSolon Standard
a
oor 0 0 2or 0 a1 5001 10 a1 1000 = ol 0—ol 0 ow aw

The xtacton scuticn waspearedby kin 0.5mLof he 098 otGHGsolutionadbeagingthvoli o 0 100mLwithsconce.Ths solutionwesed or he dito sven.
Th stockstandard solutiona al foxfcatiolcliruionstandardsoloswere scrin frgertr (4+ °C) hen ot nw. Documentationofsandad repirtion canbs oundi thervdtsoc witht report.
63 Chromatography
Quniicsion es complished by alysis ig electrospray LC MSIMS,The tenon tine ~ 20 nin. witoosgrifca nectengpes(20%ofthe LOQstand)i thconrl semis comes prin oteshayrationss
4 InstrumentSensitivity

‘Thesmallestamount of ilinectedduringthechromatographic runwasequivaletto10nginL
5DescriptionofInstrumentaad Operating Conditions
APEScexLCMSIMScoupled to»Heit PackardHPL systemwsused. Ditaacquisition snd processing weeperformed singAnalyt 1. softwarDetaled operaingconditionsse hedbelow:

Mass Speci PESCIEX APL4000BiomolecularMassAnyIefce: SCIEXTubolonSpey LiouadInrodutionHeeseTeolon Sprayempretre =350°CwithX2 st 7 inComputer: DellOpie OX15Softwa PESass Amat Version 12

Ege Reset Pe 2072
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mo HewetPct(HF)Sis 1100HPQu PupHP Vacuum DegeserHP AvcintorEPColumnComparmentHPLCColas: Genes Cy onesChromogbgy.21mmx50 mn,4.ColumnTemps 37°CMobile Phase (A 2mMAmmoniumAce inwaterNobilePas (5 Metal
Time BA %B Flow(ml/min)o © 03nw wo 03 .3s o 100 057 ° 100 0370 ° 100 03sw @ os9 aw © 0ss a © 03ww “ 03IconVols SL

onsmonitor
Mode TransitionMonitored~ Negaive 4132360Neve 41330

6QuantaionandExampleCalculation
Five microlensofspe cltraionsandwr ject notheLCMSS. Thepka wasmere an oesco ve ws ented by hetopi ng.Uxweighting of the tlsnl peaksie encpak es emo oithe conentationofsnlytlconseamion of ler rdwigAmy 12.(oreivlen)sot sem.Tho resisconcern{wa Soretfriefllovingeusions:
quan 1was sd cluethe amount fs fond inp nLbased cirioof nateplaes toimal anandpk re)wig andaroe insegesionpiss)greeted by th Assy twa prog.
‘EquationI;

Analytefound (ppb) =(Anal Pakarea1S peakares)-itocsepid) xIScon. (agin) x DETore

EonSee roe 130172

Company Saniized.Dossnotcontain TSCA CB)
-



H.25509: RepeatedDose Derma Toxic Duron. 1176325Day Say Nit Rs Supplement ember
A
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Focal idith Kvcsofely pei toxin, Eestin 2waselontepet
Bain

Recovery(%) =oi fo as Anke ctconot 00tosoewh my
aanoscetaion vin 0sc se los: spas sicBgaic 17wia
St TLSoe DDBom) 1 ganen Dom= I Skfrefreind NNDomine 2 Soous que

From quate
—_ Analytefound (pp) = [(29538/172676)-00344438]x 4.167x1er

- sets
Fromequation:Tr Bg

10ppb

-
No: Tsailion vas don igoid br and ciseyelylc esa

7.0 EXPERIMENTALDESIGN
Eachanalyticalse wasexactedscoring 0meshodQUENIIdconsid of asgtbik (cep forGREREEER co rts So oe eed

[SE —
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cones forifed known, cononrions, one field sample foified x» ownconcenraio, 10 vey Goldspe, ov ldspi ex ap

80RESULTS
Touin hecontolrt lasssaps ised inTable.
Individualrecoveries BBinth laboratoryfortified rst pls samples aredetailedinTable IL Theaverageperceatrecoveries +standanddevistionfor@ERYnthe ratPlasmasampleswat 101% £4.58
Individualresus fortheGRRinthera plasmasamplesaregiveninTableTILAttheSUS of1 pos, 60 alpla plesweFoxefocomsertioThe resultsfo here-atciod samplesar ive iy Tube TV, RitoofAR i her: psaspl range from 15.3 gf 026000ng.
Awpicalcalibrationcurve tor QE end represcatativechromatograms are given inFigures 1.5,

9CIRCUMSTANCESTHATMAYHAVEAFFECTEDTHE

herar 0know cieatances thr haveafectdth uaity ngs of he dia.
~

100 CONCLUSIONS
The atplasmasamplesweresuccessfullyanalyzedsccordingto metho NE

11.0RETENTIONOFDATAANDSAMPLES
When oe final reptis comple, all ginal pperdtpers byBegg Resch1bo hippedt he spose. This doc nk udeFyapemacyinsu logs. “Exactcopes ofall rw a, 5wel as 5Soe copy of eylytical por sd all ign cy pei rwdts,wil eins eReResearch'sarchives fortheprodof te speedin40 CFR.Par793. Resones of eerbac civ yespo

BeeReseach Pion
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Table! SummaryoMitog/mL)inRatPlasma Control Samples

Sponsor -_I") (agit)17Control 7722108 <100#17 Control 07223003 <100#18 Control 073103 <100—swCommlosibs <top

—
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Table. SummaryofRecoveriesof %)in Rat PlasmaSamples

‘Sponsor WES Amount Fortified RecoveryI") (ogimL g/m) 8)#17(LCSA)07722103 058 100 0#17 Ls By 0722s 1050 1000 105667165 (Matrix Spi) 1220 1000 108#17(LCS 4) 0772308 102 100 10207 (Los 8) o7rzi0a 1000 1000 100667185 (Matix Spi) 2070 1000 85#18(LCSA) 07/31/03 103 10 108#18 (LCS B) 0731/03 7.0 100 a7—SoTiSSQMartiSph)tet 0 esAVERAGE: 101
STODEV: as

RSD: 45

—_
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~
LampanySanitzec. Doss not containsc car

-



H-25509: Repested-Dose Dermal Toxicity DuPont-1176328-DayStudy in MaleRats Supplement Number1

—~

‘Table IIT. SummaryofResidue Found forWESMMng/mL) in Rat PlasmaSamples
Sponsor rron)Edwriesoup mearies nrrier “eorios 75ame arsarin aarm sassn aswm wssarin wramir 4sarin iwarm mnsein nanim wrin 4pat wpa 4caries iwaerios ioeeries 220eeriison 50~~ rie =sri =wiv 20amie mnaris hoarin 5one: ioaries Poarise oSaris 100earios 16100aarior Tieaioe sosore 2500car Ta600cero 1000fora 12%pies Taodors then—_— We

Bryn Rese Page 90872
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TableIV. ‘SummaryofResidue FoundforMESRng/mL)inReExtracted Rat Plasma Samples

Sponsor -4 agin)ries sazcaries ascariesoup asseerier siscaries 7scaries wsserio 3esrim 193serra sazerrs 3serirs a4—terrsae
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Figure 1. Typical Calibration CurveforG—a—
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