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“Theconosaration of amemoniom peclurooctmonts(APFO),measurdathe
peciorooctanosts amon(PFOA), asdetezmine ibunaseresamplescollec
uring theStudyDWOS sing  seloctiv,secre, odreproducible anlyial method
developed byAdvionBiScicoes,nc. aca, NY.

Hunanserum samples(0.025mE)we extractedby liquid-liquidextraction procedire
10isolatePFOAandheinternalstdard(OF bexadecaiuoronemanoicacid,
SHLEDFNA).Following reconsttuion, sample extracts were saalyzedby rho onspay
liquidchromatographyhandenmass spectrometry (LOMSIMS)inthenegativeion mode.
Allsampleswer succesfully alyzedwithinoe oa.The lowerlitofquantitation
280.05 gf.forPFOA. Theprecisionoftis assay (CV) as determinedfrom the
alysis of quality contol (QC) samplesfor PFOA:was 4.11%.
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11. StudyDescriptionsnd Objective

‘The objectiveofthisstudy was todetermine the cenecnatonsofammonium
perflaorooctanoate(APFO),measure asth perflucroocianoieseion (PFOA), ihuman.
serumsamplescollectedduriogStudyDWO4.ThestudyIDwasgeneratedbyAdvion
‘BioSciences nc. (Advion)fo ntltracking purpose.Humanserumsampleswere
analyzed sing selective igid-iquid extraction, tbo on spray liquidchromatography!
tandemmassspectrometry(LOMS/MS)asay.Theworkdecribedinthisbiommalytcal
report wasconductedin ccordancewith Advionstandardoperating procedures (SOP).
2 METHODS |
21. Analytical Procedures)

"PFOAconceatratiouswere deeainedin human serumaccordingfo thevalidated
LC/MS/MSmethod (1). Serum samples (0.025mL)wereextracedby ligid-liquid
extraction procedure o isolatethe aly andinteraal stand (15)from mansen.

. Followingreconstitution, sampleextractswere separated byreversed-phase
chromatographyon a2. 501mm (5ja)Betas Cycola(ThecmoFypersikKeystone,
Bellefonte, PA)withanitamolephase of 45% Elueat B(90:10methanol:
2mMasomoniumaceat)and 35% Elna A (10:50methanol: 2mMammoniumacetate).
98 hexadecafluoronoaaucicaid(SF-EDFNA)waswedas theISfor PFOA. PFOA

9 concentrationsweredeleinedbytbo fonspray quidchromatographyademmass
i: spectrometry(LC/MS/MS)inthenegative ionmode.

i Following backgroundsubtraction(or calibration standards,QCsamples, nd20
samples),studysampleconceptionsweredtecninedfom a weighted (1/c),quadratic
regressionofpeakareratios(pea resofPFO/peakareaof95-HDFNA)versus| ‘Bominalconcentrationofnine calibration standards.Thenominal concbntationsofthe
calibration standardswere 0.05,01,025,0.5, 1,2,5,7.5 0d 10gal,PFOA.
“Thelqwesinitofquantitation(LLAQ)fortisassaywas0.05g/mLPFOA. Quality
control(QC)suumsamplesat threedifecatconceptions(0.15, 3, md 8 gf,
PFOA)wereanalyzedin replicate of three.

Theacceptanceciteia fo calibration standartstipulatethaatfeatthree-fourthsofthe
calibrationstandardsmustrecwiaothecalibrationcurve foreachmalical ru.| Calibration standardsmaybe rectedif theyshow deviations>15%fomtheirnominal
‘concentration(20%attheLLQ):The coofficientofdetermination ()mustbe20.98.

| Theacceptancecriteria forthe quality controlsamplesstipulated(attwo-thidsofthe| individual QC samples must be within£15% ofthenominal concentration,wdat least
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Concentration.
summaryofthe scsplemdassayinfomation forSady DYWO4isgiven Table1.
Tp las weeprepared atAdvion i advasceof he collectionof serumsepsis
Sty, Thetipblankswerpreparedbysidingcontrol humansetocallin bes.

“Thepurpose of th ip blankswas a  recasonarymeans 0moritr orpotential
contaminationof studysamplesdariogshipment.

22 Assaysie

Alsampleswereanalyzed a Advion BioSeicacs, oc, aca, NY.

23. DaaProcessing

Todatawere lected singtb fo spray LOIMS/MS ithe negativeionmode. Pes
arcswere ilggaled by theApplisd BioSystemsprogram MacCQuan,version 16, esiding
on Mcintoshcomputer.Followingpeakaa nlgraion,thFoulsablesfom
‘MacQuan wersaved a text les,whichwere useto pecforabackgroundsubtraction,| I
‘Background:sibtracteddataweresaved1s MacQuan text files andupload (0 the

I Avi Sl svewhere a weighed(11) quadratic regressionvis performedusing the
D softwarepackage Watson (v 6.1.0.03, InnaPhaseCorp.,Philadelphia,PA). Concentration

| ‘dataweredownloadedfrom Watsonwiththreesignificantfigures.Statisticswere.
downloadedfora Watsonwithtresdecimal lacesadrounded 10tresigificant
pres prioro reporting.

| 3 RESULTS

31. AssayPerformance

Theperfomanceoftheassy forPFOAssdeterminedfom th alysisofQCsamples is
| docamentedn Table2. Theintra-assayprecision (CV) ofQC samples rangedfrom 3.14

10.4.11% oxPFOA.Therewasnomnked nscuracyinth resulsfomtheseQC
‘samples;meanaccuracy(RE)rangedfrom -10.7 10 -6.33%.

Thepectormance ofdaly calfraion curves isdocumesid f Table3. Theeswas50
‘markedinscearacyintherealsfomthesestandards;mean socueacyranged ro 260
©500%.
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presectedaTable 4. The valuewas0.9958 for PFOAin humanserum.
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32. AnalyticalResultsforStudyDW04

PFOA conceni aman er omSyDVIO4 re pretedi Tae.ALoneam onrn otEO borg Te.Theoiy ks emi 1 iAmots 38003 43010

| + DATARSTRIEVAL
FO ————Evetacton 5 heaisofaio Bos.oyManNY~ petsivbemreri3

| 5. ReFmRENCES
| ES—

ValidationfortheQuantitation ofAmmoniumPerfluorooctanoate(APFO),
MeasuredasthePerflnorooctanoateAnion(PFOA,0.05to10pg/mLCommonRong) HonSam vy uno SyrayLERGSIS.

| 12July2002.
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| TbIeL: SummaryofSpl nd Asay nformatin forSeyDRAria ——| SampleCollectionaad Storage formations
Anonagl Seber NotspliceDateReceived aAdvi: 100ctbe2002Slomge TemperaturestAdvion: 3000Number of StudySeples Roaived: 65Numbecof StudySuplesAmayect.i

| Ay tori:i
- AssayPeriod: 29October2002| Ansty Pros|

AcalyticalStandart: ears ectipeborocianost,APFLoti: GnaSome: Sign-Aldich
trlSanat 9HEDRNA-~D

LotNo: Noneavailable:
|

Source: Sigma-Aldrich
CalibrationRange:|

Regresioa tod: Quiric|
WeighiogFao: ueLowerLinitofQuetition: 0.05 gt,© UbperLimkofQution: {pris
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Figure1: Selected ReactionMonitoringChromatogramsofPFOAsudthe
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(0.05 pg/mL)
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