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1.0 PURPOSE

ThisstudyisdesignedtoquantitativelydeterminetheextentofabsorptionofPFOS and various
metabolitesincynomolgus monkeys orallyadministeredPFOS.

2.0 REGULATORY COMPLIANCE

Thisstudywillbe conductedinaccordancewiththeEPA Good LaboratoryPracticeregulations
40 CFR part792 and applicablecurrentEnvironmentalTesting& SafetyServices(ET&SS)
SOP's and methods (seesections8.0 and 9.OforspecificSOP's and methodsrelatedtothis
protocoo.

3.0 TEST MATERIALS

3.1 Test,Control,and Reference Substances and Matrices
3.1.1 AnalyticalReference Substance: PerfluorooctaneSulfonicAcid Potassium Salt

(C8F,7SO3-K@ (PFOS, T-6295))
3.1.2 AnalyticalReference Substance Matrix: Cynomolgus monkey serum and liver

tissue
3.1.3 AnalyticalControl Substance Matrix: Cynomolgus monkey serum and liver

tissue(Controltissue,105346).

3.2 Source ofMaterials
3.2.1 AnalyticalReference Substance: 3M ICP/PCP Division
3.2.2 AnalyticalReference Substance Matrix: Covance ResearchProducts(The

sourceofthemonkeys willbe documented intheraw data)
3.2.3 AnalyticalControl Substance Matrix: Covance ResearchProducts.The tissue

was from a controlanimal,105346.

3.3 Number ofTest and Control Samples
3.3.1 Test samples

Number Dose Level
Group & Route PFOS Collections'

Sex (mWWday)
1 2 Male Orallyby 0 0 Blood predose(-6daysfrom dosing),and

(Control) 2 Female gelcapsules on Days 2, 7,14,and29.
0 Livertissueon Day 29.

2 3 Male Orallyby 0.02 0 Bloodpredose(-6daysfromdosing),and
(low-dose) 3 Female gelcapsules on Days 2,7

'
14,and29.

0 -LivertissueonDay 29.
3 1Male Orallyby 2.0 0 Bloodpredose(-6daysfromdosing),and

(high-dose)1Female gelcapsules on Days 2,7,14,and29
1 1 0 Livertissueon Day 29.

1-Bloodcollectedfromanimalswillbe centrifugedbyCovance,serumharvested,andserumshippedto3M ET&SS foranalysis

3.4 Identificationof Test and Control Samples. Test samples willbe identifiedby
Covance atthetimeofcollection.
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3.5 PurityandIdentityofMaterials.Characterizationofthetestmaterialsisthe
responsibilityoftheSponsor.

3.6 StabilityofReferenceMateriaL Testingforthestabilityofthetestmaterialunderthe
conditionsofadministrationistheresponsibilityoftheSponsor.

3.7 Storage ConditionsforTest Materials.Analyticalreferencesubstancewillbe storedat
ambienttemperature.Analyticalreferencematriceswillbe storedatorbelow
approximately-20*C,untilextraction.Allextractswillbe storednominallyat4'C until
analyzed.Testand ControlsampleswillbereceivedaccordingtoAMDT-S-10.

3.8 DispositionofSpecimens. Biologicaltissuesand fluidswillberetainedfortherequired
timeperiodasperGLP regulation40 CFR part792.195forstudieslongerthan28 days.

3.9 SafetyPrecautions.RefertotheMaterialSafetyData Sheetsforthesubstancesused for
associatedsafetyinformation.Exercisecautionwhen handlingknivesforcuttingthe
sample matrices.Safetyglasses,protectiveclothingand appropriatehand protection
shouldalwaysbe wom when workingintheEnvironmentalLaboratory.

4.0 EXPERIMENTAL - Overview
Animals wereadministeredgelcapsulesorally,daily(7days/week)for28 days.Dose levelsof
PFOS inthecapsulevaried(0,0.02,and 2.0mg/kg) betweengroups(control,low-dose,and
high-d,oserespectively).Blood sampleswerecollectedatregularintervals(see3.3.1).Liver
tissuesampleswere collectedatthetimeofsacrifice(Day 29). Seraand livertissuewere
shippedto3M ET&SS fortheanalyticalportionofthisstudy.See Covance Study#CHW 6329-
222 forinformationregardingthein-lifeportionofthestudy.
The seraand livertissuewillbe extractedviaan ionpairingmethod,orothermethod as
appropriate,and thenanalyzedviaElectrosprayIonization/MassSpectrometry(Tandem Mass
Spectrometry)ESI/MS(MS), orotherappropriatetechnique,forPFOS and otherfluorochemical
metabolites.

5.0 EXPERIMENTAL- AnalyticalMethods
Livertissueand serawillbetargetedforanalysis.Methods areavailableforextractionand
analysisoffluorochemicalsfrom seraand livertissuevariousanimalmatrices(seeattachments).
The methodswillbe validatedforcynomolgusmonkey matricespriortoorconcurrentlywith
sample analysis.

6.0 DATA ANALYSIS

Datawillbe reportedasthemilligrams(mg) ofPFOS ormetaboliteperunitoftissue,orasa
concentrationoffluoridepertissue,orinotherclearlydefinedunits,asappropriate.Quantitation
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willbe performedusingcalibrationcurves.These curveswillbe determinedusinglinear
regressionanalysis.Statisticsused,atthediscretionofthePrincipalInvestigator,may include
averagesand standarddeviationsofconcentrationsfordifferentdosegroups.Ifnecessary,
simplestatisticaltestssuchasStudent'st-testmay be appliedtodeterminestatisticaldifference.

No finalreportwillbe preparedforthisstudy.A datapackagewillbe providedtoCovance for
inclusionintheirfinalreportforCHW 6329-222.

7.0 MAINTENANCE OF RAw DATA AND RiEcoRDs

7.1 The followingraw dataandrecordswillbe retainedinthestudyfolderinthearchives
accordingtoAMDT-S-8.
7.1.1 Approved protocoland amendments
7.1.2 Study correspondence
7.1.3 Shippingrecords
7.1.4 Raw data
7.1.5 Approved finalreport(originalsignedcopy)
7.1.6 Electroniccopiesofdata

7.2 Supportingrecordstobe retainedseparatelyfrom thestudyfolderinthearchivesaccording
toAMDT-S-8 willinclude,butnotnecessarilybe limitedto,thefollowing:

7.2.1 Trainingrecords
7.2.2 Calibrationrecords
7.2.3 Instrumentmaintenancelogs
7.2.4 StandardOperatingProcedures,Equipment Procedures,and Methods
7.2.5 Appropriatespecimens

8.0 REFERENCES

8.1 AMDT-S-1, ChemicalTracking
8.2 AMDT-S-2, Solutionsand StandardsMaking
8.3 AMDT-S-3, PersonnelTraining
8.4 AMDT-S-4, GeneralLab DocumentationSystems
8.5 AMDT-S-5, GLP-relatedDocumentationSystems
8.6 ANOT-S-6, GeneralLab Records
8.7 ANMT-S-7, GLP-relatedRecords
8.8 AMDT-S-8, Archives
8.9 AMDT-S-9, GLP Program andResponsibilities
8.10 AMDT-S- 10,Sample TrackingSystem
8.11 AMDT-S- 12,AnalyticalMethod Validation
8.12 AMDT-S- 15,LaboratoryPracticesand Data Management
8.13 AMDT-S-16, QualityAssuranceUnit
8.14 AMDT-S-17, AnalyticalEquipmentSystemsDocumentation
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8.15 AMDT-S-18, RoutineCalibrationChecksofBalances
8.16 AMDT-S-20, DailyCalibrationChecks ofAutomaticPipettors
8.17 AMDT-S-21, Annual CalibrationChecksofAutomaticPipettors

9.0 ATTACHMENTS

9.1FACT-M-1.0 ExtractionofPFOS orOtherAnionicFluorochemicalSurfactantsfrom Liver
Using AnalysisUsing HPLC ElectrosprayMass Spectrometry

9.2FACT-M-2.0 AnalysisofFluorochemicalsinLiverExtractsusingHPLC Electrospray/Mass
Spectrometry

9.3FACT-M-3.0 ExtractionofPFOS orOtherAnionicFluorochemicalSurfactantsfrom Serum
Using AnalysisUsing HPLC ElectrosprayMass Spectrometry

9.4FACT-M-4.0 AnalysisofFluorochemicalsinSerum ExtractsusingBPLC Electrospray/Mass
Spectrometry
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