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ABSTRACT:

Analytical Method Numbar D9801 was developed to determine the residuss of BAS 125 W in
Peanut RAC (nutmeat and hay) and Peanut Process Fractions [meal and retined oil), by GC-MS, Method
development and validation were camied out at BASF Corporation, Rassarch Triangle Park, NC, using
representative control peanut. Parent BAS 125 W is axtracted from the pesnut matrices by using an
acetonitdile/1.5 M H S0, solution (9:1 viv). Allquots of the extracts are purified by mini-isoluta ENV +™
column, the eluant is methylated with MaOH/ H,50, and refluxed for 30 minutes. The purification stap
is achieved by mini-Isolute ENV + ™ column chromatography. A gas chromatography system with a
selectlve mass detector is used for the tinal determination. This study has shown that (he Analyticsl
Mathods Nurmber D9601 is suitable for measuring residues of BAS 125 W in peanut and its process
fractions down to a quantitation limit of 0.05 ppm. The average recoverias for all matrices were 81 2
12% {n=232). The Analytical Method Number DS801 showed specificity for datermination of BAS 125
W in pasnut and its process fractions. Thiz method has also demonstrated to give a good accountability
of incurred radioactive residues. Determination of the parant compound (BAS 125 W) by this method of
a nutmest gample was comparsble to the residue isvels idantifled in the matabelism study
(Reference 1),
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i Introduction and Summary o i
1.1 Scopa and Source of the Mathod
. ™~ -
1.1.1  Scopa . : - .

BAS 12BW (proh'exadione) is a plant growth regulator active in 3 vaﬁely of crops.
This report describes the analytical method developed by BASF to datermine residues
of BAS 125 W in peanut. The parent compound has been determined to be the ma]or
residue of concern from a paanut metabohsm study,
1.1.2 Sourca - '

This 'mslhodl\ivns develb;;ad at tha BASF Agticylwural Products Center in Ressarch
Triangle Park, North Carolina,

1.2 Test Substance

1.2.1  Activa ingredisnt

- Common Narme: _ Prohexadions calcium .
BAS Number: BW 9054-CA or BX-112
Chemical Name: . Calcium 3-oxido-4-propionyl-5-oxo-3-cycichexens carboxylate
CAS Name: 127277-53-8
Empirical Formula: €M ,,0.Ca
Molaecular Welghr: 250.268 g/mole
Malting point: Greater than 300°C

T Li—ma—m‘ o
L‘M J

Soiubility in organic solvent at 20°C

Methanol 1.1 mgiL.

Hexane Less than 0.003 mg/L
Acetone 0.038 mg/L

Toluens . 0.004 mg/L

Solubifity in water at 20°C

pH =15 1802 ma/L
pH = 7 785.7 mgiL
pH = 9 665.4 mg/L
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1.2.2  Eorification Compound

Common Name: Prohexadiona carboxylic acid

B8AS Number: BAS 125 W or BAS 9054 W or Ki-2817

Chemical Name: 3-uxido—4-propionyl-S—oxo-S—cyclohexene carboxylic acig

Lot Number: L 43-271

Empirical Formula: CioHy1204
N Molecular Waight: 212.2g/mole .

LH
[N .
¥
C—CH,~CH,
o‘l o ‘
OH
1.3 Stendard Analvtes
. : Comman Nama: Methyl prohexadione carboxylate .

BAS Numbaer: BW 3054-M7 or 8X-112-M7

Chemical Nemae: Methyl 3,5-dioxo-4-propionyl-1~cyclohexeno carboxylate

Lot Number: 4

Empiricat Formula: C,;H1‘0,
Moiecular Waight: 226.2g/moie

1.4 Principie of the Mathod

Prohaxadione (BAS 125 W} Is extracted from the homogenized peanut matrices using
an acatonitriie/1.5 M H1SQ, solution (9:1 vivl. This solvent mixture was

After filtration to remove solid material, an aliquot is purified by migi-isoelute ENV 1™
column; the eluant is Mmethylated by MeQH/H,S0,, mixed with water and appllad to a
second minkisoslute ENV + ™ column. The eluent from tha column (acetona-0.01 %
oxalic acid} is injected directly into GC-MSD for determination of BAS 125 W.
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2. MATERIALS
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2.1 Equipment-Suggested Sizes/Manufacturar

[

Fat-bottomn flask, 24/40 50, 125, 250, 600 mL

Buchner funnel . - . 11 cm diameter-
Funnel, long stem . G 76 mm diameter, 150 mm stam
Funnel, “short stem . © 75 mm diameter, 75 mm stemn
Volumatric fiask 10-500 mL
Velumetdic pipette PR 0.5-10, 20 end 50 mL
Erlenmeyer flask 250 and 500 mL
Fllter flask 500 mb
Glass SPE column 8 mL " J.T. Baker, tem No. 7328-06
Giass Reservoir for SPE, 80 mL Burdick & Jackson
Filter paper . Whatman No. 2, 4and 6
Filter paper frits for glass colurnns . VWR, Grade 417 cat. No. 28313-067
Pasteur pipets, disposabla 23 em long
Autosampler viels 1.5 mL . Sun Brokers, Inc. or aquivalent
Autcsampler caps 11 mm “Sun Brokers, Inc, or aquivalent
: (snap caps}
Giass wool e.g. stedle
Vortex mixer Fisher Scientific or equivalent
Ultrasonic bath - Branson 1200 or equivalent
Nitrogen stream evaporator . N-Evap Qrganomation Associstes,
. . [ ©+ 7" Inc. or equivalent
Stirring hot plate Corning or equivalant
Balance {with at least f Mettiar or equivalant
one-tenth of a gram capablhty
Balance {with 0.0001 g) : “ Mettier or aquivalent
Polytron homogenizer Brinkmann Instruments or equivalent
SPE manifold Supalco, Inc. or equivalent
Rotary svaporator ' Buchi or &quivalent
Rotary evaporator traps, 100 mL Fishar Scientific, part number
. - K520210-0124 or equivalent
Water bath P Buchi or equivalent
Vacuum system for rotavap Elnik Systems IPM Inc. or aquivaleﬂt

Note: Equivaient equipmant may be used.

2.2 Reagants and Chemicals - Source/Praparation

Acetone, Toluene, Methanol ' -~ - Distilled, high purity
) Acetonitrile, | T {Burdick& Jackson}
. Ulitra pure water . . , . Miflipare water, purification
{18 Meguhrn «cm raslstlvlty} © system ar equivalent
A Distilled, high purity <
o, isosiute EN\H-“' 7 7 Jones Chromatography,
’ Tel.{800)B74-6244, part #£9915-0100
._ : Note: Do not use other types or suppiiers of ENV +™ sorbent materials.
Sulfuric acid, Sodium acetate Fisher Scientific
Oxatic acid Aldrich Chemical.

Potassium Hydroxida, 509% {(w/iv} Fisher Scientific, Certified ACS
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. Nota: Equivalent feagants and chemicals from ather suppliers may ba used

2.2 mmaﬂman&%

B Note: Thesg standard concentrations are suggested. A different Concentration schema may
be used and additional Standards may he Preparad as neaded,

Page 11

Amber bottles should be used ag storage containers for the Standerd soiutiong. Any
standard stock solutions {mada from the soiid analyte) with a Coneeniration of 1
mg/mL or greater should be stored for 3 maximum of three montks. Any standard
solutions Prepared from the Stock solution should be stored for a maximum of one

manth.
a} Prepare 1,0 ma/ml stock solutien of BAS 126 W by welghing an 3ppropriate amoynt

of standard into a volumetric flask, Dissolve with mathanol ang dilute to the mark,
' For example, to preparg 25 mL stock aslutions, dissolve 25.0 Mg of BAS 125 w in 25
' mL volumetric flask, Dilute to the mark with mathanoi,

by P
1

. Hask). Dilute 1o the mark with methanai. Other serial dilution ©an be made in a simifar

2.2.2 SMSQMM_ADM .

Note: These standard concentrations are Suggested, A different concéntration schema may
be used ang additiona! standards may ba prapared ag neaded, .

Amber bottlas shouid be Lged as storage containers for the Standard solytions, Any

standard stoek solution with g cencentration of 1 mg/mL or graater Can be stored for
a maximum of three months, Any standard solution prepeared from the stock solution
shouid be storaq for a maximum of ona month,

The facommendsd standard solutions for GC-MSD are: 1.876, 3.78, 7.5 and 15 ng/mL
tor BW 80547 {methyt prohexadione carboxyiata), Other cancentrations may be
used ag appropriate.

NGte: Da'norinjec:-highooncmmnom;m of Bw sosmﬁm‘?
may be obsarva in the following @iecﬂon(s).“"’***—-—___-__ /

a) Prapare 1.0 mg/mi stock solution of Bw 9054-M7 by weighing an approgriate amount

oxalic acid (why} and difute to the mark, For exampla, dissolve 25.0 ™g of BW g054.
MZina 25 mL volumetric flask, Dilute to the mark with acetone containing 0,01 9%

oxalic acig )
. b) Prepare a 50 HE/ML standarg solution by transferring an appropriate amount of the
1.0 mg/m solution from 58D 2.2.2.8 with a volumetric pipat 0 2 volumetrie

flagk (ry, ty 5 tnl of the 1.0 mg/mL stock solutions into 100 mL volumetrie flagk).
Diute to the mark with acatone containing 0.01% oxaic acid. Other serig| dilutions
can be made in a similer manner,
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Note: The presenco of 0.01% oxalic acid as additive 1o all solutlons improve tha peak shape
in the GC-MS.

B .

3 Analytical Progedure . C - ' ' '
The following procedurs is for peanut (nutrmeat and~ hay) aﬁd it3process fractiors
{meal and refined oill. A Flow chart for‘thg analytical methed is presented in Figure 1,

v

- 34 Er.a.naalmn.ni.ﬁamms \

Homogenize the samplea thoroughly before subgampling and weighing.
32 Extraction

+

3.2.1 Panput Nutmest: Meal And. Hay

1 - -
1o+

)
‘Nota: The gisssware should ba clean with ro Inside scratches to rnlnimlza the possibilities of
sampla losses. .

1. Weigh 25 g (to 2 g} of the homogenized nutmeat or meal samplas {10 g hay) into a
=500 mL glass beaker or other wide mouth container. Fartify controls to be used as
procedural recovery samplas with appropriate concentrations of the standards of BAS
125 W la.g. for .05 ppm add 1.26 pg/mL of the standard into 26 grams nutmeat).

2. Add 120 mL of acetonitrile-1.5M H,50, (9:1, vivl to the beaker and macerate the
sample for 1-2 minutes with a polytron. Decant into a Buchner Turne! {leave the solid
in the container) contzining @ shaet of Whatrnan No. 2 filter paper cavered with a thin
layer of celita (about 5 g, weight is not crucial, but also should not be excessive) into
a 500 mL fiiter flask, '

3. Repeat extraction from step 3.2.1.2

4, Add 70 mL of NaOAC [(0.05M} and macsrate for 1-2 min {third extraction). Vaouum
filter the extract through a Buchner funnel. Wash the mare with water.
-
Nots: Use & forceps to clean the polytron genarator from the matrix if necessary.{lfg»

‘ma cefite, becomes hard, use a spatula; caruful!v,m stir,the mixture so.that the
-, mm'nplc wwillifilter”.

5. Rinse the polytron biade with deionized water (sbout 6O mb). Collect the rinses in tha
beaker and tiker through the Buchner funnel as bafore.

8. Transfar the filtrate to a 500 mL volwmtﬁc flul: Adiust 1o the mark by adding
dalonlzed water.

Note: For filzaion, use one shest of fiter paper (No. 2) To cover tha base of the Buchner

' funnel and a thin layer of celits to prevent the small parﬂdll ﬂ'om clogging the filter
PR papér.

3.2.2 Bafined Qil X .

V. 1 Waigh 10 g {£0.2 g} of the refinad oil in a beaker, add 80 mL ol‘ hsxane to the beaker

: and transfer the solution “from the.beaker into a 250 mL oeplrmory funnel. Fortify

controis 1o be used as procedural recovary samplss with sppropriate concentrations of

fage 13




BASF Registration Documant No.96/5223 . Fage 13
BASF Mathod Numbar D9601 ' .

the standards of BAS 125 W {for example for 0.05 ppm sdd 0.5 mg/mL of tha
standard into 10 g). '

-Add 120 mi of acetonitrile-1.8M H.50, (9:1, v 1o separatory funne!, shake for

about one minute. Separate &nd discard the hexane layer {top layer). Wash the
acetonitriie-1.5M H;SO, sxtract with an additional 80 mL of hexane using the
gseparatory funnel, then trangfer the acetonitrile-1.5M H,50, selution into a 200 mL
volumetric flask.

Mare than two layers may be observed during tha saparation, discard only the top
layer (hexane}.

Adjust 1o the mark by adding deionized water,
Adter addition of water, o hexane layer may saparate at the top of the volumetric -

flagk. Bring the acetonitrile-1.5M H,S80Q, layar to the mark and discard the hexane
iayer by pipeting it out.

3.3 . Mini-lsolute ENV +™ Colymn Chromatography No. 1

Nota:

L

'i

A mini-isclute ENV +™ cohumn clean-up step will be used before the methylation step.
The following procedurs is usad for the ENV + ™ ¢leanup:

Cnlumn.E:ennmﬁnn

Weigh out 0.80 g = 0.05 gram ENV + sorbent. Transfer the sorbant into an 1 8 mL
glass column with 2 filtar paper {rits, {grade 417 from' VWR Cat_-NG..28313-067) at
the bottom and placa a glass wool plug (about 0.05 g; the weight is not cruclal, but
also should not be excessive) at the top of the ENV +™ sorbent.

- 2
For tha glass columns, use two filter paper frits (grads 417 from VWR Cat. No.

28313-057) that fit the bottom of the glass columns. ‘The correct size of the filter

paparg could ba mads by hola punchar.

Note:

a.

Note:

3.2.2

Use an SPE vacuum menifold (aspirator) to perform all the ataps for ENV + ™ column.
A solvent flow rate between 30- 35 mi/min is usually adequate.

The flow rate may changs depending on the typs of matrix. !n this casa kesp the
solvent flow a5 closeas; possible to; 30 mUimin. Maniold should be able to hold four
125 mi flai-bottom flasks for highest efficiency in sample processing.

Condition the minl- ENV + ™ column by eluting § mL acetonitrile-1.5 M H,'SO4 (9:1,
viv), then 6 mL of methanol, followed by 10 mL water, withaut aflowing the column
to go dry.

Glass raservolr (80 mL) may be used at the top of tha glass cqlumn.

Samole Losd

Quantitatively remove 3% (a.g. take 16 mL from 600 mL} of the nutmeat {or meal}
extract from step 3.2.1 (8% for hay, e.g. 40 mL from 500 mL, and 8% for oil, a.g. 18
mL from 200 mL) and place into an approximataly 500 mL flask or containar. Add

deionized water {200 mi. for oil or meat ot mael and 350 mL for hay}. Date, label and
store tha rsmmning extract,

ARty
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Swirl the flask to cissolve any residuss left on the wall of the sample flask. Transfer

this solution to the conditioned mini-ENV +™ cofumn. Collect the eluant in a waste
., container (for example, 500 mL: beakerl."v@ithout'allowinqthe columnito goTdiy™

s stored extract canibe stabia; o atllees A8

Note: Depending on tha sénsitiviry of the GC-MSD detector, and the in'iecticn volume,
different aliguwot sizes may be used as needed
' Lo N |

3.3.3 Column Wash - o

hoursatroom|temperature.

Wash the sampie container with 35 mL of deionized water, add 1o the column, and
dry for about * minute. Then wash the coiumn with 2 mL of mathanol and dry it for
about 5 minutes. Collact the eluant in the wasta container. .

Note: It is very imponaﬁt to ;Iry the colurnn well before elution r‘u minirmnize the water
‘content before methylation. Strong vacuum {(~20 mm/Hg} may be esed to dry the
column. PR B e .
3.3.4, Analvie Ejution . N N
Elute BAS 125 W with 256 mL of mathanol. The voluma of methanol may cb{ange
depending on the lot number of the ENV+™ sorbent. Elution profiles must be
established for each lot of ENV +™ sorbent, Collect the elution solvent in a 125 mL
- flat bottom flask. : ..

34 Methation Using MeQH/ Conc, 4,50, -

Add 100uL concentrated H,SO, to the reaction ﬂask from the previous step 3.3.4,
attach a reflex condenser and reflex for 30 minutes. Boiling stones may be used.

i D N
«Note: it is,not recommended,to usa a stirring‘jp_a_ribecauuathemna_!vlg;mavistlek?’bnlit.’h

35 'Mmmmm_mm_cnmummmm_m

A miniHsoluts ENV +™ column clean-up step will bes used before the final 'GC'_

datermination. Tha foliowing procedurs is used for the ENV + cleanup:

3.6.1 Column Preparation -+ .. i
1. Weigh out 0.50 g- =+ 0.05 gram ENV +™ sorbent. Tranafer the sorbant inte an 8 mL
. glass column with 2 fitter paper. frita'(ﬁradq_d-_j;?‘j_romwial(:at!No.. 28313-057) at
the bottom and place a glass wool plug {about 0.06 g; the weight is not cruclal, but

also should not be excessivel at the top of the ENV +™ sorbent.

Note: Fm-' the giass columns;
128313:-:067),that)fit;the
papers could|ba mads by, holelpuncher.
2. Use an $PE vacuum manifold {aspirator) to parform all the staps for ENV + ™ column.

A solvent flow rata between 30- 35 ml/min is adequate.

Nﬁte: The flow rata may change depe'nding on the typa of matrix. In this case keep the
salvent flow closelto130Imlmin® Manifotd shouid be able to held four 125 mL flat-
bottom flasks lor highest efficiency in sample processing..
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Note:

3.5.2

ER

3.53

Note:

354

Note:

3.5.8

MNota:

Condition tha mini-ENV + column by passing acetone-0.01% oxalic acid {v/w), and
methenol [5 mL aach) fellowed by 10 mL water through, without allowing the column

to ga dry.

Glass reservoir {80 mL} may be used at the tep of the glass column.
Sampla Load

The sample flask from step 3.4 is taken directty from methylation 1o this step. Swirl
the flask to dissolve any residues left on the wall of the sample flask. Add 100 mlL of
water to the reaction flask. Transfer this solution to the conditioned mini-ENV +
column. Collect the eluant in 8 waste container (for exampila 200 ml beaker}.

Column Wash

Wash the sample container with 35 mlL of water, add to the culumn. and dry for
about 1 minuta. Then wash the column with 2 mL of mathanol and dry it for about 5
minutes. Collect tha eluant in the waste sontainer.

It is very important to dry the column well before elution. Strong vacuum (~20
mm/Hg) may ba uged to dry the calumn

Anaivie Eluti .

Elute 8W 9054-M7 with 10 mL of acetons-0.01% oxalic acid (viw). The voluma of
the acetone-0.01% oxalic acid solution may change depending on the lot number of
the ENV +™ sorbent. Eution profiles must ba established {or each lot of ENV +™
sorbent. Callect the elution solvent in a 10 mL volumetric Hlask. Compilete the volume
to 10 ml by adding acetone-0.01% oxalic acid [wiw).

Tha ENV+™ scrbem.may be used multiple times if properly cleanad and regenerated.

An elution protila does nut have ta be re-established if regenarated material is being
used. -

Place the ENV + material into a beaker.(ENV + should not fill more than 1/4 of the

* beaker) and cover with MeOH, stir with magnetic stirer and heat at about 80°C for

10 minutes. Decant the MeCH solution and add THF to cover the ENV + material,
Heat and stir for 10 rninutes. Rapest washing with DCM and filter into a Bucher
tunnel with & shaet of fiter paper (No. 2. Placa ENV + materal In a pan o dry
thoroughly (in tha hood). -

ENV + ™ matarials can be rg-Janerated more than once. Consistent performance of
the ENV +™ gorbent has been observed after 5 re-generation cycles.

3.6.6 Praparati

The solutions from the lest step 3.5.4 are ready for injection into the gas
chromatograph/Mess Spectrometer (GC-MS). The 10 mL diution s adsquate for
samples ranging from LOQ (0.08 ppm} to 0.2 ppm. Samples with residues axceeding
0.2 ppm will require appropriate diluticns, if all other sampls weight, dllutmns and
sliquot volumes were observed.
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3.6 GCMSD Insyumentation |

3.8.1

Instrument:

Note:

3.6.2

v
. i

Different equipment and parameters than those listed below may be substituted into
the method 2s long as interpretable chromatography resu'ts,

A madel 5970 mass selective detector from Hewlett Packard. The instrument is

.automatically and manally -tuned for maximum sensitivity. (for ion mfz 218) usmg

perfluorotributytamine. Detection by selected ion monitoring. (SIM) at m/z 226 m*.
The dwell time is S00 msec. The gas chromatography (model 5890 series 11 from
Hewlett Packard} is connected to the M3SD with a capiliary interface kept|a1‘250°C‘
The GC ¢olumn is Stabilwax from Restek (30 m, 0.25 mm D, 0.25 um film
thickness), or J & W DB-FFAP {nitroterephthalic acid modified polyathlena glycol).

* Different GC columns have been tried e.g. DB-1, DB-6, DB-17, DB-1701, but DB-FFAP

or Stabilwax were the most efficient columns for separation with good peak shape.
Qperating Conditions —-
The carrier gas is ultra-high purity He {99.939%), the head pressura is 15 psi, flow
rata is 1.5 mUmin and velocity is 45 cm/Sec. .+ .

Cven Program: Start at 80°C hold 1.Q minute, program to 220°C at 70°C/minute,
hold for 3 minutes, Then hested ta 250°C at 70°C/minute, hold for 3 minutes.
Interface kept at 26Q °C.

<

t :A glass insert from Restek (dmm Godsah.éck';ﬁlitlass sleave part number 20799 is

used, Splitless injection with solencid valve opens after 1 minute, septum purge is 2-
3 mLimin. Infector temperature is 180°C, flow. of 1.5 mL/min. Injection volume
depands on the senamvnty of the GC-MS (typical lnjecﬂon volumeis Ao 5iptly

Note; Electronic pressure renu%mor rnay be used, (suggesmd condttlnns are: pulsed splitiess,
50 psi for 0.6 min, then 15 psl for 20 min). Other glass inserts and injection
. ,  conditiong with similar performanca can also be used. .. .
Datector Parametars: ' .
' MSD in tha "SIM" mods to monitor the motecular jon at m/z 226, (M™" of BW
9054-M7). - -
. .Notes: 1. , The GC parameters may be vnrled depending on required peak resolution or

"specd’ ic separation probiems. itis highly recommerided that the temperature
ramps not be shortaned or deleted.
2.  Condition the GC system by injecting a control and two standerds

L

e
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3.7

3.7.1  Calbration Procecures

Calculation of results is based on pesk area meesurements using a calibration curve.
To obtain a standard curve, 4 pL of st least three different standard concentrations,
for exampie 1.875, 3.75 and 15 ngimb of a BW 9054-M7 are injected. These
correspond 1o 7.5, 16 and 60 pg/4pl, respectivedy. The peak area (signa! counts} is
plotted versus tha amount of Injacted standard {pg).

3.7.2 Apalyte in Sample
3.7.2.1 Bripgiple

Calculetion of results Is based on psak area measyrements. The smount of BW
85064-M7 in injectad samples is determined fram the calibcation curve and tha
equation described in 3.7.2.2 is utiizad for tha determination of the residus (R},
Calculation can also be made by a suitable computer program.

At leaat one fortification and one untreated sample (control} are run with sach set of
samplea. Tha amount ot BW 9054-M7 for fortification trials should be on the order of

magnitude of the expacted residue. The recovery is determined from the fortification
axperimants {sen 3.7.2,2}.

. . 3.7.2.2 Calulntion of Becovarios

Residua

(ppm) = ng Analvte Found x Molecular Weight Conversion Factor :MWCF]
mg Sample Injected

Sampls Weight
Injected {mg) = g Sampla x ul Injected x Afiguot %
Dilutinn Voluma (mL) 100
ng Analyte found = Amount of enalyte raad from cailbration curve in ng
g-Sampla-. . =-Waight in gram:of sample extractsd:  t—J
L‘_m. Injected _ = .= it Injectad into GC-MS
Aliquot’ % “=Aliquot in % taken from mpl- emct through the method
Dilution Volume.____=.Rnal volume after all dilution steps (mL}
MWCF = 0.938 for BW 9064-M7 10 BAS 125

Recovery %= npm.Found In Fonified Sample - pom Faund in Controf x 100
ppm Addéd to Fortlfied Sampla-~

Note: Corraction of fontHication TFecoveries for control residues is optional. Treated sample are not
corrected for control contributions,

3.7.2.3 Calculation of Residues

. Residus

{ppm} = pg Analyta Found _ x Moleoular Waight Conversion Factor (MWCF)
mg Sample injectad
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Sample Weight
Injected (mg) = x Al
Dilution Volume (mL) 100
ng Anatyte found = Amount of analyte read from cafibration curve in ng
g Sample = Weight in gram of sample extracted
pL Injected = pl Injscted into GC-MS )
Aliquot % = Ajlquot in % taken from sampie extract through the method
Dilution Valume = Final volume after all dilution steps {mL}
MWCF = 0.938 for BW 3054-M7 to BAS 125

Note: ‘Treated samgles should not correct for contral contributions. ‘
3.8  |ntariarapces

It interfering peakis) from the matrix occur in the chromatogram, alter the GC oven
program or column fow rate. Other types of GC columns may be used.

3.8.1 Sampla Matdoas’
None observad to date. i
3.8.2 (uher Sources B A

Solvents: None observed to date.
Lab Ware: - None obsarved ta date.

O1ther Pasticides:

In order to datermine the spacificity for this analytical method, the compounds
registerad for use on peanut, apple, meat and milk were examined. Of 189
compounds that have tha tolerances established (Table 4), 174 compounds were
injected inte GC-MS. Standard solutions of the pesticides {as a mixture) were prepared
in methanol _or other proper solvents at a concentration equal to or highar than the
wolerance. Serial dilutions in solvents were mada from each standard solution, such
that the theoretical amount run through ths method, was squivelent to or greater than
tha tolerance. Tha pesticides that were not volatile enough for GC analysis (for
example matals and inorganic salts) were not analyzed. All the standard mixtura
solutions were taken through the methylation procedure. Each of the standarg
mixtures was methylated with MeOH/H,S0,. then sluted through the mini-ENV +™
column as described in the method. Tha elution from the ENV +™ column was
injected inte GC-MS under the conditions used for parent ester (BW 9054-M7) with
retention time 1 0.1 min. There wers intarfecences from mixture #1 (20 compounds).
This mixture was divided into three mixtures: & 11 (7 compournds), #12 (7
compounds), and #13 {8 compounds}. These pesticidas mixtlres were again run
through the methylation and mini-ENV +™ clean up step. After injection inte GC-MS,
mixture #13 (6 compounds) was fourdd to interfere with BW 9084-M7. Each
individual pesticide in mixture #13 {a-naphthaleneacstic acid, dioxathion, dodine,
ethion, tetradifon and ethoxyquint was spiked into 25 grams of apple and run through

' the method. After injection into GC-AS thers were no pesticides that interfered with
the determination of parent mathyl ester {BW 9084-M7). Running the pesticides
through the whole method la tha resson for the disappearance of the interference from
the pesticides.




BAS? Registration Document Wo.96/5123 Pagao 1%
BASF Method Number DS601

. Note Soma pesticides wers not injected into GC-MS (see Tabie 4) because they were nat
availeble (10 compounds} from suppliers [Axact and ChemSarv) or they waere not GC
compatible (15 compounds) 8.g. metals, inorganic salt.

3.9  Confirmatory Techniquea

GC-MS is used as a confirmatory technique to confirm the residua of BW 9054~

M7 by monloring three jons at m/z 226 {M™), 195 and 165 (base peak). The reiativa
abundance of thess ions are: 100%, 10% and 58% for m/z 186, 195 and 228
respectively (Figura 21). A different column, DB-5 or DB-1 or OB-17 (30 m, 0.32 mm,
0.5 mm), can be used as an alternative column for BAS 125 residua analysis.

3.10 Time Required for Analvais
The time required for a sot of 5 samplas, 2 recoveries end 1 controf is 8 hours, plus

GC analysis and calculstion times that can be automated and unatiended, provided
that no special problems arise.

it is recommended thet the work-up be campleted in ong day, without any stopping
points. If It is recessary to stop the set, complete the mathylation reactien, and keep
the reaction flasks in the fraezer {~20°C}.

3.11  Potential Problams

P —— _—::.
a}~"" During large anslytical sets, tha duteclor sansuivity can vary due to ma!rix
. . effects. < is recommended to condition:the  column by injecting. matrx

~ extract tollowed b! fwo o standards befora starting to inject samplu..‘-;:::
$b)~ i Make column’ cuts\fur Both mini-ENV + ™ ctiufmn conditions for each fisw lot
number recejved: " e’
ey Bafore analyts elution ffom'the first mini- ENV+“' column, mnke sura, thl J—
- columnis:dry. The presence of\water- mav Tatfectiths vie .ylold "Gfithe’ methvlation
_._step. "
d)— Betore-analyis stution fom the second Tink-ENV +™ commn
. eotumn is dry. _The prasenca af water may_hydrolyze the ester.iniha. imectlon
port __ -

.12 14C Accountahility

The accountability of this mathod for incurred residues was damonstrated using a
peanut nutmest ampls (BASF Sample No: 828-68-25) from 8 *°C psanut
metabolism swudy (Reference 1). The sampis was harvested on October 26, 1993,
The metabolism study concluded that BAS 125 W was the major residug accounting
for 34% of the TAA. The radiovalidation gave very similar results, accounting for
40% of tha TRR as BAS 125W by GC-MS. A summary ot Indlvidual recovary
measurements is given in Tabla 5. A comparison of the radloactive distribution
between the accountability and metabolism work is shown in Tabls 8. Tha detalied
recovery of radionctivity In each method step is shown in Table 7.

Sample Praonration and Extraction .

. Sample no.: 828-88-25 was homogenized using a polytron with liguid nitrogen ss
tha saivent. After homogenization, the nitrogen was allowed to svaporate in BASF
Freazar # 723. The specific activity of this sample was 63,400 dpmipg. A 3.5g
aliquot of the peanut nutmeat wes taken to be analyzed by BASF Dratt Method
D9B801. The extraction procedurs consisted of two extractions with 120 mL of

\\:_(_/
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- ‘acetonitrile/1.6M Hy50, {9:1, Vi), followed by 70 mL of NaOAC (C.05M). The
filtrate was then brought to 500 mL prior to taking two 3% afiquots. In addition to
the radioactive peanst nutmeat, control nutmeat and fonified control nutmeat wers
analyzed. The fortification samplas were fortified at the 0.05 and 1.0 ppm levels
with uniabeled (coldl BAS 126 W. Extraction and analyses ware performad on

- 10-14-96.
Radioassays for the total radioactive residues (TRR} in the starting material as well
as the nonextractable residues (RAR] remaining in the marc atter exwraction werg
determined by combustion using an oxidizer and courting the evolved CO, with a
liquid scintillation counter {LSC}. The combustion analysis of the starting material
was 281,953 dpm/gram {4.43 ppm). The extraction yielded 82% of TRR. The
RRR {marc) incorporated 25% bound radioactivity for the veated sampie. In order
to datarmine the distribution of radicactivity, aliquots were taken at various stages
of the method. The dpme counted and the parcentage TRR at each step are
summarized in Figure 2.

* + Mini-lspalute ENV+™ Column #1.

The sampies wars applisd 1o 600 mg ENV + mini-columns that had been washad
with Acstonitrila-1.5M H,50, {8:1, V:V], methanol, and water prior to loading with
tha samples. After loading the samples, the columns were washad with water and
mathanol. The columns were eiuted with 26 mL of methanol, Most of the
radicactivity added.to the column.was accounted for in sither the load/wash, or the
eluats. For both samples the main aluate fraction contained 45% of the TRA.

tox

The elution fram tha previous step was refluxed in presence of concentrated H,S0,
. for 30 minutes.. Recoveries from both samplas indicated that there is no losses of
radioactivity through methylaticn, The TRR was 46% for both samples after
. methylation. . v

Mini-lsosluta ENY + ™ Calumn #2

The ssmples wers applisd to 500 mg ENV + mini-columns that had been washed
with acetone, methanol, and water prior to loading with the samples. After loading
the samples, the celumns ware washed with watsr and e small quantity of
q mathanol. The columns were eluted-with acetona-0.01% Oxalic Acid. Most of the
. . radioactivity added to tha column was accounted for in the stuta. For both samples
i the slute contained 40% of the TRR. At this stage the samples are ready for GC
- . Injection, no additional handling is required.: - -

[ . Lo . . B

St ac Injaction

Tha samples were injected on a GC-MS using the reported conditiona. Dus to the
ingreased Mass-to-Charge Ratio of '*C \abeled BW 9054-M7, the treated samples
waere analyzed at an m/z of 228 whila the controf and fortified samples were
quantitated at the m/z of 228. Tha rasidus of '“C labeled BAS 125 W in peanut
nutmeat was 1,48 ppm {average of 2 samples!, which is in agresmant with the
1.43 ppm concantration reportad in the Metabolism Study {Referance 1). The
recoverias for the procedural splkes (cold BAS 125 W) were 94 % for 0.05 ppm and
81% for 1.0 ppm. Raw dota wes recorded on Master Sheet No. AS5184-02.
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4 BESULTS AND DISCUSSION

4.1

4.2

4.3

4.4

Nutmeat samples wera homogenized with a Urschel food cutter. Hay samples were
homeogenized with a Stephan vertical cutter/mixer with dry ice.. Samples were storad
in suitable containers with bar coded labels containing the same information as the
ariginal label, : , o

Subsamples of control peanut nutmeat, hay, meal and refined oit were fortified at
leveis of 0.05 ppm and 1.0 ppm with BAS 126 W and were analyzed by Method
D9601. The maan racoveries for nutmeat were: 87212% (n=8), hay: 87+17%
{ri=8), meal: 7746% {n =8} and refined oil: 74+7% (n=8).- The average racoverias of
all matrices at all lavels were 81212 (n =32}, A summary of tha results is given in
Table 1. Individual recovery data Is shown in Table 2, and standard responses are
shown in Table 3. Example chromatograms are shown in the Appendix 8.

The quantitation fimit for BAS 125 W residues in peanut matrices using Method
D9601 is 0.05 ppm. - At this level, control sampies are relatively clean and geod
recoveries are obtainable. This is the lowest level which Is proven by Tecovery data.
The limit of detectieon {LODI for this method is 0.025 ppm, based on the lowest
standard to which response could be detected,

Buggednesa Testing

Two analysts executed eight analysis sets of peanut and its process fractions. Two
sample sets wera run for sach matrix, £ach.contained a control and duplicate
analyses of control fortifed with test substance at 0.05 and 1.0 ppm levels. This
mathod algo has been used for determination of residugs in peanuts (Refarance 21 and
peanut process fractions (Referance 3). Independent lab validation {Refersnca 4) of
thia mathod has been done successfully from the first trial.

Limhations

None known (o date.

5 SAFETY AND HEALTH CONSIDERATIONS

5.1

5.2

General

Use parsonal protactive equipment such as iab coats, satety glasses and gloves
{nitrile/latex gloves are recommended] when performing the operations described In
this method. Conduct all fllitrations, nitrogen-stream avaporations and SPE procedures
in a well-ventilated hood. Guard vacuum equipment, such as rotovaps, to minimize
the possibility of injury ceused by flying broken glass. Dispose of hazardous wastes in
an environmentslly acceptable manner, in compliance with appliceble iaws and
regulations.

Solvants and Reagents

Review the Material Safety Data Shests MSDSs) for all sofvents and reagents used in
this method.
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6 CONCLUSIONS

This study has shown that ;Anulvtlul Mathod Number DSG01 Is suitable for measuring
residues of prohexadione {BAS 125 W) in peanut RAC {nutmeat and hay} and peanut

- process fractions (meal and.refined oill.down to a quantitative imit of 0.05 ppm. The

average recoveries in all matrices wers 81+12% in=232). The analytical method number
D960 showed specificity for detarmination of prohexadiona {BAS 126 W] in the presenca
of other pasnc:da havmg tolerances in paunuta, apples, animal tissues and milk.

1
This method has bean demons:rated to give good accountabiiity of Incurred residues.
A nutmeat sample taken from a peanut metabolism study gave camparable results {1.43

vs 1.48 ppm) to the rnetabo[ism mdv!whan analyzed by Mathed DS601.

. Corporation Agricultural Products Center. Archives.

.

Y‘"r\ 4 -

‘Staﬂstlcal treatment of the validation data indudad datermmatlon of an average

and standard deviation, Garnrally, goad racoveries were obtalned for the fortified crop
matrices at the 0.05 and 1.0 ppm lavels.

The raw data and final method pena.inlng to this study are maintained in the BASF

~

«

- 1
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25 g Nutmaeat/Msal or 10 g Hay or Rafined Ol —I
7

1. Two Extraction ACN/H,S0,, polytron, 1-2 min., decant
{one extraction for oll, wash with haxana)

2. NaQAC extraction {not for aitl

3. Filtration/wash with water

{ Marc, blscard

1. Take 3% of thes extract for meat or maal

and 8% for hay or oil. .
2- Add water, Min-ENV + column, elute with MeOH
3. Add H S0, reflux for 30 min.
4. Add watar to the fask
B. MInl-ENV + column, eluts with acetone-oxalic acid
8. Injset into GCAMSD

GC-MSD Detection

figure 1: Flow Chart for BAS 125 W Method for Peanut and Peanut PF
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Nutmeat Sample

886,834 dpm/3.5 g, 100%

Dage 2&

Extraction ACN-1.5 M H,50,

Marc Extract |
245,924 dppm 806,615 dpm
25% 83%
: ]
2 Aliquots, 3% each
Samgple #1 ' Sample #2
! | 24,198 dpm)| 24,198 ¢pm
B82% 82%
ENV + column #1 ENV + column #1
Load/Wash Elute Load/Wash Eluts
8,262 dpm 13,4683 dpm 7,889 dpm 13,190dpm
28% 45% , 27% 45%
Mathylation Methyiation
13,458 dpm " [1a3.872 dom
48% 46%
ENV + column # 2 ENV + column #2
Load/Wash Elute Load/Wash Elute
€11 dpm 11,535 dpm 971 dpm| 11,530 dpm
2% 40% 3% © A%
GC-MS GC-MS
1.24 ppm 1.87 pm
The avarage residue in the treated nutmeat = 1.48 ppm
Matabolism parant residue

[

- 1.43 ppm

Figure 2. Accountability of 14C-Prohexadione Treated Peanut Nutmsat
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Sample Number 9512102, Vial Number 7 of Contral Peanut Nutmeat Fortified with 0.05 ppm
of BAS 125 W from Master Sheet B95164-05.

BWA054-M7 (pq) interpolated from standard curve:

Standard curve: pg (BW8054-M7) = Pank Haight - Intercent

Slope
Peak haight: - 37848
Slope: - 22200
Intercept: - B530

pg (EWS054-M7) 317646 - 6530 = 14.014 pg (BWS0Q54-M7)
22200

= 0.01401 ng (BWICS4-MT)

Resldue ippent = BWI0S4-M7 fram Curve {ng) x _ Final Dilution Vol (mL) x 100 x MWCE
Sampla Weight (g} Injection Vel (ml) x Aliquot

MWCF " = 0.93B from BWI054-M7 1o BAS 126 W

Recovery % = - i
Amount Fortified {ppm}

BW 5054-M7 from Curve - 14014
Sample Weight - 25¢g
Final Ditution Volume = 10 mL
Injection Volume - 4L
Allquot [%} - 3%
Amount Fortified - 0.05
Raszidue in Control - 0.00

BW 9054-M7 Residue (ppm)

= 0.0438 ppm
2509 x 4pt x3

Figure 3. Typical Residue Calculation for GC-MS Quantitation

"
. i
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Sample Number 92166-15, vial Number 9 of Control Peanut Meal Fortifiad with 1.0 ppm of
BAS 126 W from Master Sheat B35164-09

BW 9054-M7 (pg) interpolated from standarg curve;

Standard curve: pg (BW 9064-M7) = Paak Ares - intercapt

Slope
Peak Area : = 286251
Slope: - 11200

Intercept: - 1480

pg {BW 9054-M7) - = 25,43 pg IBW 9054-M7)
11200

= 0,02543 ng (BW 8054-M7)}

Aesidus (ppmi = BW 9054-M7 from Curve (ngl x _ Final Diution Yol (mi} x 100 x MWCF

Sample Waight {g) Injactlon Vol {mL} x Aliquot
MWCF = 0.93B from BW 9054-M7 to BAS 125 W
Recovery % -

Amount Fortified {ppm}

BW 9054-M7 from Curve - 25.43pg ! -
Sampla Weight - ®Bg
Final Dilution Volume - 100 mL
Injeztion Volume - 4 puL
Aliquot (%) = A% N
Amount Fortified - 0.05
- 0.00 ’ '

Rasidue in Controi

BW 9054-M7 Residue (ppm) = 0.02543 09 x 100ml x100 x0.938 = 0.795 ppm
2509 x 4ub x3

Recovery % = 0,795 ppm - 0.00 x 100 = 80%
1.0 ppm

Use tull computar/calcutator pracision a any intermadiate calculations. Round only the final value.

Fgure 4. Typical Recovery Calculation for GC-MS Quantltation
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Tabie 1. Summary of Recovery Data of Fortified Samples Using GC-MS
{

Matrix Fortification Level ppm ] Individuat Racovery {%) Avergget SD (n=4}
KNutmaat 0.05 78, 100, 88, 108 93112
1.0 75,72, 85, 30 3148
Hay 0.05 108, 113, 78, 92 57+18
1.0 88, 90, 61, 78 78213
Meal 0.05 82, 86, 66, 74 7816
1.0 78, 86, 89, 69 777
Refined Qit 0.05 66, 74, 78, 78 7418
1.0 70, 66, 77, 8BS 74+9

Qverall Recovery 81212 (n=32)
Nutmeat Q0.5 94
(Accountabillty) 1.0 EL 93+2 (n= 2}
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Tablae 2. Individual Recovary Data of the Fortified BAS 125 W in Peanut matrices using GC-MS
Fortified Level ppm. Master Sheet Extract, [njection Final Peak Area Residus | Recovery
+ . Matrix Number Date - Date Volume {Count ppm %
(Vial Number)' 235184-% tmiy? x10%*
*_Control, hav, {8 02 A0~ | — 334 [~ 0042 | e —
- 0,09, Hay {7) 02 10 73.1 0.083 105
0.05, Hay (8} 02 9-10-98 9.14-56 - 10 76.2 0.057 113
1.0, Hay (9] 02 100 56.9 0.883 B8
1.0, Hay {10} 02 100 69.9 0.902 90
control nutmest (11) 03 10 ND <0.05 -
.08, Nutmast (12) 03 10 30.8 0.033 78
" 0.05, Nutmeat [13) 03 - 9-10-98 9-16-98 10 39.4 0.050 100
1.0, Nutmeat {14} Jik 100 58.9 0.750 75
1.0, Nutmeat {15} - 03 - 100 58.8 0.723 72
control nutmeat (8] 05 10 ND «0.05 L
0,05, Nutrwat (7). 05 . 0 .8 G4 B8
0.05, Nutmeat (B} 05 5-11-96 8-13.88 10 38. 053 1068
1.0, Nutmeat (5) 05 100 80, B8O as
1.0, Nutmeat (10} o8 100 °° 54, 903 .80
control refined oll (11) Q7 10 ND <0.05 -
C.05, refined oil (12) o7 10 12.8 033 as
0.05, reficed oll {13} 07 91196 9-16-36 10 14.1 037 74
1.0, retined ol (14} 07 100 26.9 703 70
1.0, refined oil (18} a7 100 24.9 0685 85
Control, hay, (8} o8 10 ND <0.05 -
0.05, hay (N 0a 10 3.9 .038 78
0.05, hay (B} []] 9-11.98 318-96 i) 7.0 .048 92
1.0, hay (9} o8 100 22.9 0.814 &1
1.0, hay {10} 08 100 18.7 780 78
Control, mest, {8} Qg9 10 NO <0.05 -
0.05, mast (7} 0g 10 14.8 041 82
0.05, mesl (B} Q9 8-17-08 8-17-98 10 15.2 043 88
1.0, meal (9} 09 100 28.8 782 18
1.0, meal {10} [ 100 30.0 .B18 B2
Congrod, rafined ofl, {11) 10 i0 ND <0.05 -
0.05, retinad ol {12) 10 10 14, 038 78
0.05, retined oil {13] 10 9-17-88 3-17-98 10 14, .039 78
1.0, rafined oil {14} 19 100 29. 787 77
1.0, rafined ofl {16} 10 100 324 851 [:1]
Control, maeal, {11} 11 10 ND «<0.08 -
.05, mesl (7} 11 10 10.0 .033 68
0.08, mesl (8) 11 9-28-98 9-26-98 10 11.3 037 74
1.0, maal {9} 11 100 20.8 887 a9
1.0, maal{10} 11 100 20.8 885 69
Control, meal, (8} . | A85184-02 10 14 <0.05 -
B (0.014)
0.05. nutmast (7 A95184-02 10-14-08 10-14-98 10 41.0 0.047 84
1.0, nutrmisat (8} Ag6184-02 : 100 61.2 0.809 21
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FOOTNOTES

"ial numbers were assigred to distinguish between separate analyses of the same RCN, but different
sample number, within the sample set.

*Master sheat number identifies specific analysis sets and consists of Phase number {A or B), BASF
study (95164} tollowed by a sequentiai analysis sat number )

3Final dilution volume, . g

‘Peak area from GC-MS. Values in parenthesas are below the limit of Detection (LOD) of 0.025 ppm.
If no signal was detacted “ND" is listed in the tabla, .

5Sea Figure & for an example calculation of the residue. The valie of BAS 125 W is as parent
aquivalent. : ,

The following values were canstant for all analyses:

a) Sample size 25.0 g for nutmeat, meal ’

10.0 g for hay and refined oil

4uL

3% for nutmear, meal

= 8% fcr hay and refined oil

b} Injection volume
¢} Aliquot

E |
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Table 3, Summary of the Standard Data tor BAS 9064-M7 in Peanut Matrices Using GC-MS. o
. Master’ . Poak Aren . Calibration Curve Data®
- Sheet No. . (Count x.10%/Injection ‘
B95164- 7.5 pa 15 pg 30 pg 80 pg _.Slope x 10" | Intercept x10°
[F] 18.2, 18.7 | 38.4, 39.4 68.0, b7.3 147.8, 124.7 2,22 1.13
03 18.8, 20.8 | 37.0, 34.3 74.0, 72.3 . 145.5, 145.3 - 2,45 0.267
05 17.0, 18.0 | 32.7, 34.4 68.3, 68.4 134.8, 133.1 2.2 0.663
07 9.4, 84 16.4, 16.1 34.2, 33.7 §7.9, 86.4 . Q.148
Q8 70.7.8 16.9, 16.3 33.8, 33.0 68.0, 87.2 . .. . 0,538
[+] 8.4, B.4 18.4, 18.1 34.2, 33.7 57.9, 868.4 1.1 -0.979
10 8.2, 8.4 15.7, 17.0 33.7, 33.5 58.9, 88.8 1.11 0.124
11 8.0, 8.1 15.5, 16.5 32.2, 31, 63.4, 63.2 0.949 -0.0014
AQ35184-02 16.7, 16.1 30.2, 31.3 82.3, 65.0 121.1,122.0 1,98 2.28

B

"Master sheat numbers consist of the BASF study nurﬁbar {941 5‘71 followed by a sequential analysis
set number. Injection dates for each Master Sheet are shown in Table 2.
*The standard curves were constructed using the following squation:

(pg} BW 9054-M7 = Peak Area - Intercept
Slope

£

L sy
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Table 4. Pesticides Used for Specificity Study
ME— — ——
40 CFR CHEMICAL TOLERANCE Statys of
180 Peanut Appls Meat Mik Pasticide
o— a
.102__| SESONE 5.0 - - . ac
163 | CAFTAN - 28.0 0.05 - GC
108 DIJADN - 1.0 1. - GC
108 | ACEPHATE 0.2 . X (X ([
05| CHLORBENZILATE . 3 X - Ge
110 | MANEB T 7, - Z ac
11| MALATHION 8.0 EX 4.0 p GC
113 __| ALLETHRIN . [x A . ac
114 FERBAM 7.0 7.0 - - GC
115 ZINEB 7.0 2.0 - - [
116__| ZRAM 70 7.0 < - NGC
118__| DICHLONE - 3.0 - - GC -
"130 ] METHOXYCHLOR 14.0 14.0 30 < GC
[ 121__| PARATHION 1.0 1.0 P - GC
123__{ METHYL HAOMIDE - ] - - NGE
124 BLYODIN . 5.0 . - GC
127 PIPERONYL BUTOXIDE 8.0 8.0 0.1 - [+
128 PYRETHRINS 1.0 1.Q [ %] - C
123 | G-PHENYLPHENGL - 75.0 . - A
.130 HYDROKIEN CYANIDE 23.0 - . NGT
133 THIRAM, - 70 - - NA
133 LINDANE B 1.0 7.0 s GC
14 : . EX:) 7.0 0.1 GC
143 DIPROPYL ISOCINCHOMERONATE - -~ Q.9 0.004 GC
44| CYHEXATIN - - K 0.6 - NG
[ 145 __| CAYoU 7.0 ) p - NGC
15 DALAPON - 3.0 [ [ GG
3 DIAZINON 10.0 K] 0.7 - GC
154 AZINPHOSME FHYL 5 2.0 0. 304 GC
-185 o NAPTHALENEACETIC ACID - 0 - P ac
87 | MERINPHOS - X P ; dac
161 | MANGAROUS DIMETHYL . 7.0 T B NGC
DITHICCARBAMATE
163 __| DICOFOL P 5.0 p P ac
167__| NICOTINE COMPOUNDS - 7.0 p - [
BLE CARBARTL - 100 p 1.0 0.3 GC
5 DIOXATHIGN B 50 T ) ac
173 TODINE - K] . . GC
173 ETHION - .| 2.8 = GC
374 TETRADIFON - i = - <
174 MANCOZED 0.5 K 0.5 - C
178 | ETHOXYQUIN B 3. B 3 C
EL1] CIFC - 3 6.08 .06 ac
.182 ENDOSULFAN - 2.0 0.2 - [+
183 | DISULFOTON X3 f - 3 GC
T84 | UINURON S . 1.0 - GC
188 | AMS s 5.0 . . - GC
185 __| COUMAPHOS - . 7.0 N [+
NI INE < 100 - - G
191 __| FOLPET . . 25.0 T . ac
197 _| DBcP [NEMAGON p T - 18 T
198 __ | TRICHLORFOM 4.0 - %} G.01 GC
[ 34| DAMETHOATE - 2.0 0.02 0.002__1 GC
305 | PARAQUAT 05 0.08 0,05 0.01 ac
208 | PHORATE . 03 . 0.58 0.02 aC
[~ %07 | TAIFURALIN 3.08 . - - (<]
,208 | BENEFIN 0.05 . . - GG
TERBACH, . - 0.1 0.1 0.1 [T
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Table 4. Pesticides Used for Specifictty Study [Continued)

e -4l S T—

AOCFR CHEMICAL TOLERANCE Status of
180 Paanut Appla Meat Milk Pesticide
FIL PROPACHLOA - . o.02 RS
213 SIMAZINE - 0.26 0,02 0.02 | GC
214 FENTHION - - 0. .01 | GC
215 NALED - - 0.08 .06 | GG
217 METIRAM 0.5 FX3] . - NaC
219 TBA - .08 - - GC
220 ALTRAZINE = - 0.02 0.02 | GC
221 FONOFOS_ ©.1 . . p GC

D GIBSERELLINS - 0.9 - - ac

| 226 ALUMINUM PHOSPHIDE 0.1 + 0.01 Q.01 [ NA

,226 DIQUAT DIBROMIDE - - Q.02 0.02 | GC

227 DICAMBA - - 1.5 0.3 | 6C

333G __ | DIPHENAMID 2.0 0.1 0.05 401 | 6C

. DICHLOBENIL - £.18 - . GC

. FAMPHUR - - 0.1 - GC

-235 | DICHLORVOS - . 0.02 0.02 | GC
.23 FENTIN HYDOHOXIDE 0.08 . 0.05 - G

.23 JOSPHAMIDON - 1.0 - - GC

.24 VERNCLATE 0.1 B - , [

—.24 THIABENDAZOLE - 10.0 0.1 D4_[ac

246 CEMINDZIDE 4.0 1.6 - . 3

245 ALACHLOR 3.0 - 0.02 0.0Z | GC

253 TERACHLORVINPHOS - 10.0 1.5 - GC

[ 953 METHOMYL 0.1 1.0 - - Gc

354 CARBOFURAN 40 - 0.05 01| GC
257 CHLOACNEB - - 0.2 0.05_| GC
259 PRCPARGITE 16.0 3.0 [N 0.08 | GE
I PHOSMET - 10.0 0.2 N C
.262__| ETHOPROP 9,02 - - - GC

©.283 PHOSALONE - 10.0 0.28 - GC
.266 CHLORAMBEN 0.3 + - + GC

[ 267 | CAPTAFOL 0.05 0.5 - . |ac
.269 ALDICARB 0.05 - 0.01 2,002 GC
272 BEF - - .61 0.003] GG
274 PROPANIL - - Q.1 [*X GC
278 CHLOROTHALONIL 0.3 - - . [
276 " | FORMETANATE HYDROCHLORIDE . 3.0 - - GC
280 CRGTOXYPHOS - - 0.02 0.02 { GC
287 AMITRAZ - - 0.1 0.03 | GG
291 PCHE 14 - - - GC
,292_. | FICLORAM - - 5.0 0.08 | GC
"334 | BENOMIYL 15.0 7.0 0.1 0.1 _| GC
298 MONUCROTOPHOS 0.08 p - - ac
297 NAPTALAM 0.1 - - . GC
298 METHIDATHION - - 0.05 0.03 | GC
.300 ETHERPHON - 5.0 [N] 0.1 GC
301 CARBOXN 0.2 - 0.1 0.0% | BT
.303 OxAMYL 2.0 10 - - ac
| 308 | a NAFTHALENE-ACETAMIDE - 61 . . GC

—311 CACODYLIC ACID = - 1.4 - NGC
316__| PYRAZON - - - 01 { GG
, PRONAMIDE . 0.1 0.2 0,02 | GC
. PROPH, - - 0.0% 0.06 | GC
.3 PHENOTHIAZINE - - 2.0 - GC
32 SEC -BUTYLAMINE < - 3.0 0.7% [ GC
822 CHLORFENVINPHOS - s 0.2 :

324 BROMOXYNIL . - - 9.1 - [<]4
R—
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Table 4. Pasticides Used for Specificity Study {Continued)
40CF CHEMICAL TQLERANCE Status of
R )
180 Paanut Apple Meat Milk Pasticide
328 | 24mCHLOROPHENOXYIPROPICNICACID - - 0.5 . [
326 __| DIALFOR - 1.5 0185 B c
327 _| DINITRAMINE 0.05 - p . T
[ 330 | OXYDEMENTONMETHYL - 1.0 G.0% 6.01 | GC
[ 3 ; 0.2 Z - - GC
.332__| METAIBUZ - - 6.7 0.05 | 6C
338 | oXYTHIOQUINDX - 0.0% 0.05 0.01 [ GC
[ 333 [ mcPa_ - - 0.1 [N GC
341__| DINGCAP . 1 . A [
342__| CHLORPYRIFOS 6.2 3 0.3 001 | 6C
344__| DROC p 5.02 . p GC
AL ETHOFUMESATE - s .65 - ac
3 HADIAZON [ - 0.01 - GC
34 TerPP, - 0.01 - - at
345 | FENAMIPHOS 0.02 0.28 [N 0.1 | ac
3% NITRAPYRIN - - 0.05 . ac
380 | BENTAZON 3. - 0.6 6.02 ' &C
35 NORELURAZON X [ [N o.t_{Gac
K METHOPRENE 2. - N 03| GC
38 PENDIMETHALIN (K] B - . C
7302 | HEXAKIS. - 15.0 0.5 - C
303 ] HALIN 0.08 . - B C
364__| GLYPHOSATE 0.5 . 0.5 - 3
368 | METOLACHLOR 30.0 - 0.2 0,02 | ¢
38D __| DIFENZOQUAT - - 0.08 . 5C
370 | TEARAZOLE (Etridiazolo] . B 0.1 G.05 | GC
371 | THIOPHANATE METHYL 6.0 70 FE3 T.0_ | 6C
374 | MERDAFOX {Sulprotoml - - 9.1 0.01 | GC
378__| MAGNESIUM PHOSPHIDE 0.1 P p 0.01_| NGC
378 | E-BENZYLADENINE - 9.5 - - <
377 __| DIFLUBENZURON . . 0.08 308 | 6C
378 | PERMETHRIN - 055 30 0.25 | GG
[ 378 | FENVALERATE 8.02 FX:) 1.5 93| GG
381__| OXYFLUORFEN - . 3.08 0.08 | GC
3 i - T.01 - - GC
383 __| ACIFLUORFEN 0.1 - 0.02 0.02 | GC
354 | N,NDIMETHYLPIPERIDINIOMCHLORIDE T B (X 9.5% | NGC
[Mepiquat Chioridal
387__| ISOFENFHOS - - 0.02 | GC
390 __| TEBUTHILURON P s 03 16
388 | HEXAZINONE - - X X [
399 | IPRODIONE 150 - 3 G5 (GG
400 | FLUCYTHRAINATE P 7.0 K] 0. ac
THIOBENCARE - - 0.2 05 |G
- THIAZUAGH - - 0.2 0.06 | GC
.404__| PAOFENGFOS B - .08 01| GG
408__| CHLD s B 0.3 0.1 | GC
408 | DIMETHIPN - - 0.0Z - [
AGE_| METALAXYL 0.0 02 0.4 0.02 | GC
[ 400 | PIRIMIPROSMETHYL N 5 2.0 | ac
410__| TRIADIMEFON T 7.0 0 0.04 | GC
A U - - 5,08 0.05 | GC
K SETHOXYOM 760 . 5.2 0.06 | GC
X TMAZALIL - ) 0.8 0.01 | ¢
4 ETHALFURALIN _ 0.0% B 0.05 0.08 | GC
X TRICLOFYR - N 0.5 X 13
419 | CLORPYAIFOSME THYL - - 0.5 .05 | Gc
e ——
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._ Table 4. Pesticides Used for Specificity Study {Continued) .
40CF CHEMICAL ’ TOLERANCE Status of
R
180 . . Paanut Appla - Maat Milk Pasticide
D —
420 FLURIDONE - - a.1 0.05] GC
431 FENARIMOL - 0.1 0.1 0.00] Gc
423 FENRIDAZONE POTASSIUM . - 1.0 D.05] NA
427 FLUVALINATE - - 5.01 0.01{ GC
AZ0 METSULFURONMETHYL . . 0.0 0.05 [ GC
. 429 CHLORIMURON ETHYIL 0.02 . -~ - . GC
430 FENOXAPROP-ETHYL 005 .f. - . 0.08 021 GC
.431 CLOPYFALID KN - . . 12.0 0.1. | GC
434 OPICONAZOLE 20.0 - .. 20 0.05| GC
| 438 CYFLUTHRIN - - 0.4 0.01] GC
438 LAMBDA-CYHALOTHAIN - - 0.02 .. 0.01]1 GC
A4} QUIZALOFOP ETHYL - . - 0.02 0.01] GC
N 442 _BIFENTHRIN - - 0.5 0.02] GC
. AT MYCLOBUTANIL . - 0.5 . 0.3 0.05] GC
448 CLOFENTEZINE - - Q.4 3.01] GC
447 IMAZETHAFYR 0.1 - - - GG
.449 AVERMECTIN ] . - 0.02 .00} HA
480 TRIADIMENOL . . . - 0.1 0.01] GC
1] PRIMISULFURON METHYL - - G.1 0.02| NA,
.45 CLETHODIM - _ - - . 3.2 Q.05] NA
48 TRIASULFURON i . - 0.2 0.02| GC
462 FYRIDATE . N 0.03 - - - GC
483 QUINCLORAC - - 0.05 0.06] GC
. 472 IMIDACLOPAID - 0.5 0.3 0.1 | GC
. RXE] GLUFOSINATE AMMONIUM - - 0.06 - - NA
474 TELRICONAZOLE - 0.1 - . - NA
47 DIFENOCONAZOLE - . .05 0.01] GC
A7 TRIFLUMIZOLE ~ S 0.5 .08 0.08| GC
.47 HALOSULFURDN - - 0.1 - NA
Total GC G his = 174 dl NA, NGC .= 25
188 ¢::;mpoam_dI .

NGC = Pesticide that is not GC compatiable
NA = Posticides that were not available
GC = Pesticides that are competible with GC.
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Table & Individual Radioactivity Massuremeant in Accountability Phasa, Master Sheet number:
. A95164-02
Ave, Sample
Mathod Stepa’ Sample Sample 1D Total Alig" domin | domin | wt g Total dpm
Number® Number? Amount Alig Alig /Step in Samgle*
Extraction 1127-35-9 1127-36-7 500 mL 1 mbL - 1813 3.5 808,815
1127-38-24 0.1812g | 13067.8
1127-38-25 0.1848 g | 1345.3
Marc 1127-38-11 1127-38-28 3419 (01473 g | 1037.9] 1178.8 0.1835 245,924
1127-38-27 0.1488 g | 10683.2
1127-36-28 0.1578 g | 1140.2
ENV = Col £1 Semple #1 1127-38-12 248 mL 2 mL — 88.8 0.105 275,067
Load/ Wash Sample ¥2 1127-38-14 247 mL 2 mL - B__3.9 0.105 282,987
ENV + Col #1 Sampile #1 1127-381 24.5 mi 0.2 mL - 109.9 0.105 448,787
Ehute Sampie #2 1127-38-1 25.86 mL 0.2 ml, - 103.1 0.105 439,687
Muathyiation Sampis #1 $127-38-1 121 mL T mL - 111.B 0.106 448,500
Sample #2 1127.38-20 122 mbL 1 mL - 111.8 0.105 483,733
ENV + Col #2 Sampte #1 1127-389-18 158 mL 2mL - T.74 0.105 20,387
Load/waah Samgple #2 1127-38-19 158 mlL 2mi ot _IZ._‘ZT 9,108 32,387
ENV + Col #2 Sample #1 1127-39-21 10 mL 0.2 mbL - 230.7 0.10% 384,500
Eluta Sample #2 1127.38-22 10 mL 0.2 mL — 230.8 0.106 384,333

'Stops involved In the analytical methed

Sampla number is indicatad by notebook #, followed by page and line numbers le.g. 1127-36-11).
’Aliquot takan for radioactivity count by LSC

“Total radioactivity in the sampls can be calculated as in tha following examples::

. Extraction Step: Radioactivity = 806.815 dpm
Weigh: =359
Total dpm = BOGGIEX 3,59 = 806,616 dpm
3.6g

ENV + Column #1 Radicactivity = 13483 X 35 g = 448,787 dppm
(Efution Sampla #1} 0.106 g
Mathylation Radicactivity = 13612 X 35¢g = 453,733 dppm
{Sample #2) 0.106 g
ENV+ Column #2 Radioactivity = 11638 X35¢g = 384,333 dppm
{Elution Sample #1} C.105 ¢
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Table 8: Radipactivity Distribution in Accountability and in Mu:abollgm Study
Stap Accountability Step Mataholisr Resuits'
Rosults N
ppm %THR N ppm .~ %TRR
Start Material 4.15 100 + Start Matarial 4.15 100
Extraction 3.44 83 _Extraction 2.82 83
Marc 1.04 25 - " Mare 1.73 42
ENV+ 1 CH,Cl, Partition
Methylatien 1.68 40 Hexane/ether 1.43 a4
ENV + #2 NaQH Hydrolysis
GC-MS ~ 1.48 40 HPLC 1.43 34
Quantitation™ Quantitation®

'Values from Referance 1

Iaverage of duplicate samplas

*Quantitation of the parent acld {BAS 125} was dona by HPLC for the metebollsm study, while its
methyl eater (BW 9054-M7] was determinad in the accountability phase by GC-MS!

[

1 i
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Table 7 "C-Prohaxadione Treated Peanut
@ -
Steps of the Method % TRR'
(Date Pertormed) {dpm)
Extraction Extract 82%
(806,815)
{10-14-96) Marc 25%
{245,824}
The Aliquots used tor Sample 1 and Sample number 2 are 3% of the Initial Extrect
Steps of the Mathod Sample numbar t Sample number 2
{Data Performed) % TRR Recovery % TRR Recovery
{dpm} /Srep? (dprm) /Step®
ENV + #1 Load fWash 28% 4% 27% 33%
' {8,252} 178891
[10-14-385) Elution 45% 568% 45% 55%
{13,463} {13,180}
Methylation Post 45% 100% 46% 103%
{10-14-88) Methylation 113.485) (13,612}
ENV + #2 Load/ Wash 2% 5% 3% 7%
1811) 1971)
{10-14-96) Elution 40% 88% 40% B5%
{11,535) [11,530)
"The starting TRR = 988,834 dpm/3.5 g is based on tha combustion analysis of ths peanut
. nuimeat, The dpm values are corrected for the aliquot taken in the pravicus step.

The %TRR was calculated as follows:

Starting TRR

The corrsct dpm was calculated as follows:

Volume Measured - Volums taken for LSC (previous step)

The step recovery was calculated as follow:

Meeasured dpm in previous step
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APPENDIX A
changes ta Protocol Number 95164
During the course of the study, several changes to the protocol were docurmanted.

Amendroants

1. Define the study phases as: Phase A is the eccountability, Phase B is the methad validation
and Phase C is the method specificity.
Reason: To incraase the scope of the study.
2. The study Title was changed to include peanut, apple animal tissues and milk.
Reason: To increase the scope of the study,
3. The study Title was changed to method for peanut and its pmcess. fractions.
Reason: To increase the afficiency of the analysis by focusing on the analysia of the
peanut and its process fractions.
Amandmeants 1o Phage A
1. The accountability phase will be done to determine '*C-prohexadine carboxyile acid in
nuumeat and not for animal kidney,
Reason: To increase the ef!iéiencv of the analysis by focusing on the enalysis of the
peanut.
2, The sample size will not be limited to 2 grams and will be mixed with cald control nutmeat, ,

total waeight will ba 26 grams.

Reason: The trested *“C nutmeat sample became available to use a (arger semple size,

Nutmeat cold sample was added to *C sampie 1o eliminata the need to
adjust aliquot sizes. '

Amandment ta Phasa B
1. Method validation will determine the residus of BAS 125 W in psanut and its process
fractions.
Reason: To increass the efficiency of the analysis by focusing on the analysis of the
peanut and its process fractions.
2. Addition of peantt meal sample {ACN 92166)
fimazon: Tha original meal sample was rot snough ta complets the validation of the
mathod,

Thesa changes had no adverse impact on the stwudy.
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Figure 1

Figure 2
Figure 3
Figure 4
Figure 6
Figure 6

Figure 7

Figure 3

Figure 9
Figure 10

Figure 11

Figure 12
Figure 13
Fgure 14

Figure 15

Description
Typical GC-MS parameters fram mastar sheet number AS5164-02,

Typical chromatogram of a 7.5 pg standard of BW 9054-M7 from master sheet
number A95184-02, Data from this standard can be found in Table 3,

Typical chromatogram of a 15 pg standard of BW 9054-M7 from master sheet number
A95164-02, Data from this standard gan be found in Table 3

Typical chromatagram of a 30 pg standard of BW 9054-M7 from master sheet number
A85184-02. Data from this stendard can be found in Table 3

Typical chromatogram of a 60 pg stangard of BW 9054-M7 from master sheet number
A95184-02. Data from this standard can be found in Table 3

Typical standard Curve for 7.5, 15, 30 and 60 pg amounts of BW 9054-M7 from
master sheet number A95184-02. Data from these standards ¢an be found in Table 3

Typical chromatogram of a control nutmeat sampla. Sample numbar $5115-02, vial
number 11 from master sheet nurmber B95164-03. Data for this sample can be found
in Table 2,

Typical chromatogram of a control nutmest sample fortified with 0.05 ppm
[quentitation limit) of BAS 125 W. Sample number 95115.02, vial number 12 from
mastar shast number 895164-03, Data for this sampie can bs found in Table 2.
Racovery 100%. )

Typical chromatogram of a controf nutmeat sample fortified with 1.0 ppm of BAS 125
W. Sample number 96115-02, visl number 14 from master sheet numbar Ba5164-
03. Data tor this sample can be found in Table 2. Recovery 75%.

Typical chromatogram of & controd hay sample. Sampls number 951 1_9-06. vial
number 6 from master shaet numbar B95164-08, Data for this sample can be found in
Table 2.

Typical chromategram of a control hay sampls fortified with 0.05 ppm {guantitation
limith of BAS 125 W. Sample number 95119-08, vial number 8 from master shest
number B36184-08. Data for this sample can be found in Table 2. Racovery 92%.

Typical chromatogram of & contral hay sample fortified with 1.0 ppm of BAS 125 W.
Sample number 95119-06, vial number 10 from master sheet number B95184-08
Data for thls sample cen be found in Table 2. Recovery 76%.

Typical chromatogram of a control meal sample. Sample number 92168-15, vial

number 6 from master sheet number B95164-09. Data for this sample can be found
in Table 2. .

Typical chromatogram of a control maal sample fortified with 0.05 ppm {quantitation
limit} of BAS 125 W. Sampls number 92188-16, vial numbsar 8 from master sheet
number 835184-09, Data for this sample can bs found in Table 2. Recovery 88%.

Typical chromatogram of a control meal sample fortified with 1.0 ppm of BAS 125 W.
Sampls number 92166-15, vial number 10 from master sheat number B35184-09.
Data for this sample can be found in Table 2. Recovery B82%,
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. Figure 18

Figure 17

Figure 18

Figure 19

Figure 20

Figure 21
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Typical chromatogram of a control refined oil samp'e. Sample number 94208-23, vial
number 11 from master sheet number B35164-10, Dats for this anmnla can be found
in Tabla 2.

Typical chromatogram of a control refined oil sample fortified with Q.05 ppm
Iquantitation Himit) of BAS 125 W. Sample number 84208-23, vial number 12 from
master sheet number B35164-10. Data for this sample can ba found in Table 2.
Recovery T789%.

Typical clwomatogram of a contral refined oil sample fortified with 1.0 ppm of BAS
126 W, Sample number 94208-23, vial number 15 from master sheat number
BS5164-10. Data for this sample can bs found in Table 2, Recovery 86%.

Typical chromatogram of a '‘C-treated nutmeat sample number 1127-35-9, vial
number 9 from master sheat number A95164-02. Data for this sample can be found in
Tables 5 and 6. Raesidue of BW 9064-M7 = 1.46 ppm.

Typical chromatogram of a specificity mixture number 10 [contains 5 gormpounds), vial
number 12 from master sheet number 95184-02. Data for this sampie can ba found
in Table 4. . | .

Typical GC-MS (scan) chromatogeam/mass spectrum of 5 ng standard of

BW 9054-M7.

L TR
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. {
Figure 1 Typical GC-MS parametem from  master sheat number A95184-02.
f . it
TOPLEVEL EARMMETERS .. o

Method Information For: C:\HPCHZM\1\METHCDB\F101496.M
Method Secticns To Run:

Save Copy of Method Wich Data
Pra-Run Omd/Macro = !
Daca Acquisition !
) Dara Analywis ]
] Pogt-Run Crd/Macro = .

{
{

ix
[

BZZ

i

Aethod Commentcs: .
SPLITLESS INJECTION POR PARENT M7; GOMSD & 11

EKD ©F TOPLEVEL PARAMETZRS

joo o7 o, o

General Inforwaction_

Inlat + GC . - -
Tune File : 091296.0 |- -
Acquisition Mode : 8im

MS Information

Solvent Delay : 4.00 min !
EM Absclute 1 False y
EMV Offget : 400.90 1 .
Resulting Voltage : 2400.0 |
1
‘I8im Paramatezs) l
GROUP 1
Group ID : Group 1

Dwall Per Ion : 500 meec. I
Low Resclucion : Yes

Group Starxt Time : 4.00 .
Ions In Group 1236.00

[Real Time Plot Paramaters]

Mathod: PLOL496.K Tua OCt 15 06:45:48 1996 Yage: 1




Figure 1

BASF Method Number D9405
BASF Study Number 94129

Time Window : 15 min

Iconize Real Time Display : False
Flot 1 type + Total ion
Scale minimum 0

Scale maximum : 200000

Plot 2 type : Ko plot

GC Inlet Information

[Inlet.A Temperature Pfogram Information}

Oven Track : Off
initial Temp. : 180 C
Initial Time 480.00 min

Level Race {C/nin) Tinal Temp. [C)
1 [+]

Total Program Time: 480.0C min

[Inlet 8 Temperature Program Information)

Oven Track ¢ om

{Inlet A Pressure Program Information)

Constant Flow : Off f
Inicial Pres. : 50.0 psi
Initial Time 0.50 mia

Lavel Rate(psi/min) Pinal Pres. (psi)
1 99.00 15.0
2 99.00 10.0
.2 b
Total Program Time: 26.90 min
Pressure Units : pai

(Inlet A Flow Settingsl

Column length : 30,00 m
Column diameter r 0.250 mnm
Gas 1 Ha

Vacuum compensation : On
Pressurs S0.0 pal
Flow 3.7 ml/min
Linear velocity 74.2 cm/sec

[Inlet 3 Preasure Program Information]
Constant Flow : Off

Initia) Pres. : 0.0 pai
Initial Time 30.00 min

Mechod: P101496.M

Typical GC-MS paramsters from master sheet number AS5164-02 {continus).

Page 46

Fidd
s

Final Time {(min}

Final Time {(min)
15.00
5.00

Tue Oct 15 06:45:48 19%6 - . Page: 2
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Figure 1 Typical GC-MS parameters from master sheet number A95164-02 (continue).
Level Rate (psi/min) Final Pres.{psi} Final Time (min) ad
1 o K]
Total Program Tims: 30.00 min : soukk
Pressure Unita : pai

(Inlet B Flow Settings)

Column length : 30,00 m
Celumn diamecer : 0.250 mm
Gas : Hea

Vacuum compensation : On
Pressure’ : 15.0 psi
Flow : 1.7 ml/min

Linear velocity : ¢7.1 ¢m/sec

(Auxiliary Channel C Information)
Coment :
Preasure Program:

Initial Pres. : 0.0 pei
Initial Time : 480.00 nin

Level Rata (pal/min) Pinal Pres. {psi)
1 Q

Total Program Time: 480.C0 min

[Auxiliary Channel D Information]

Comment :

Preasure Program:

Initial Pres. : 0.0 psi

Initial Time 4230.00 win

Level Rate{psi/min) Final Prel.(p.ti)
1 ]

Total Progras Time: 480.00 ain

[Auxilliary Channel E Information}
Comnent; :

Prassurs Program:

Initial Pree. : 0.0 psi

Initial Tima : 480.00 min

Final Pres.(psi)

Lavel Ratea(psl/min)
1 [}

Total Frogram Time: 480.00 min

Method: PLOL496.M Tue Oct 15 06

®inal Tima (min)

Pinal Time {min)

Final Time (min}

t65:48 1996 Page: 3
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Figura 1

[Auxiliary Channel F Informationj . "

Comment :
Preasure Program: -
Initia) Pres. : 0.0 pai
Initial Time : 480.00 min
i
Lavel Rate (psi/min) Final Pres.(pei) Final Time (min)
1 1]

Total Program Time: 4B0.00 win

GC Temperature Information

[G¢ Zone Temparazuraes]

Inj. A : 180 C
inj. B : 100 & OFff - T .
Det. A : 50 C Off . ’

Det. B : 250 C
Aux. 3 50 C Off

[Oven Paramaters]

Oven Equib Time : ¢.50 min
1 35

Oven Max 1 o C

Qven : On

Cryo ;. Off

Ambient 1 25 € -
Cryo Blast : Off

[Oven Programl

Initial Temp. : 80 C
Initial Tima ; 0.50 min '

Level Rate {C/min} Final Temp. {C) Pinal Time {(wmin}
1 70.00 220 3.00
2 70,00 a50 12.00
3 0.00

Next Run Time : 17.93 min

Injectoxr Information

Injection Sourca * : Aute . '

Injection Lacatlion : Front T

Sample Washes - t 1

Sampla Pumps 2

Sample Volume - 4_atopis) . .
I

Mechod: PLO14%6.M Tue Dct 15 06:45:48 1996 . Page: 4

- i .-

Typical GC-MS parameters from master sheet number A95184-02 (continue), °

#

it
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Figure 1 . Typical GC-MS parameters from mastar sheet number A95164-02 (continusl.

vipecosity Dalay 0 Bec . A‘(‘b
Solvent A Washes : 3 : el
Solvent B Washes : 2 . .

on Column : No

[Purge Informacion]

Purge A/B Init. value . on Time off Time
A o ‘1.00 .. 0.00
B off 1.00 . Q.00

Timed M3 Datector Entries

time (min) Statae (M8 onfoff)
on
14.00 off

ZND OF ACQUISITION PARAMETERS

DATA ANALYSIS PARAMETERS

AErmemmme e —aum——————— .

Method Wame: C:\EPCHEM\1\METHODS\P101496.M

Percent Report Sectings

Sort By: Signal v
Qutput Dastination
Screen: No
Printar: Yea
File: No
Integration Evencs: 0904%5.B
Generats Report During Run Method: No

3ignal Correlaticn Window: .0.020

Qualitative Report Settings

Method: P1O1496.M Tue Oct 15 06:45:48 1996 T .Page: S
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v

mester sheet number A95164-02 {continue).

Figure 1 Typical GC-MS paramatars from

4

Paak Location of Unknown: Apex ' : Jf‘

A
Libraxy o Search Minimum Quality *
C:\DATABASE\NBS75X.L [}

Integration Events: Mutolntegrata
Report Type: Summary

‘Cucput Destination
SCreen: Yes
Printer: Yea
Fila: Ne .

. -
Genarata Raport During Rum Mathoed: No

Quantitative Report Settings

Report Type: Detallad {sicgle compound 1)

Cutput Destinaticn
Scresn: No
Printer: Yesg
Pile: No

Gensrate Report During Run Method: Yes

WET POMACE TEST .
Calibration Last Updatad: Tue Oct 15 06:42:17 1996 : "

Reafarsnce Windaw: 10.00 Percent
Non-Refarence Window: 5.00 Percent
Correlation windew: 0.02 minutes
Default Multiplier: 1.00

Dafault Sample Concentxatiocn: 0,00

- Compound Infermation

1)  BASLISW M7 - () T

Ret. Tine 8.00 min., Bxtract & Integrate from 7.70 to  €.30 min.

Signal Ral Reop. Pct. Une. (zel) Integracion

Tgt 236.00 ) 090496 .E

Wl ID <Cone () Rasponse :

1A 3.7%0 115500 .- .

18 31.750 0111 |, : .

1c. 3.750 114436 . . E

an 7.500 156962 . . . - -
2 » 7,500 161033 : L

vathod: PI0L496.M Tue Oct 15 Q6€:45:48 19%6 Page: 6
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Figure 1 Typical GC-MS parameters from master shaat number ASE184-02 (continue).

2C 7.
A 18,
3B 15
4R 30
4B 30.
Sa 60,
£B &60.

Qualifier Peak

500
000

L0400
.Qeo

000
0oQ

ooo

176929
3013965
3123978
622844
680050
1211428
1220340

Analysis ON
Curve Fit: Linear

Mathod: PLOL496.M

END OF DATA ANALYSIS PARAMETERS _

Tue Oct 15 0§:45:48 1936
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- . . L N i .
Figure 2 Typical chromatogram of a 7.5 pg standard of BW 9084-M7 from master sheet’
. number AB5164-02. Data from this standard can be found in Tabla 3.

T JRIT0T T

!

o Lt L
i'ru-.a--, 500 6.00 7.00 3.90 9.00- 10160 21.00 13160 1300
n File T Qi \HPCHIMN\LA\DATAN 125w\ 1014 961,020L002.D
* Cparator :
Acquired : 13 Sct 56 S:31 pm using Acgiecrod P1CL4SE
Sarple Kame: 7.5 PG/ 4 UL M7 STANDARD
Miase Infe v - . .
. X Yial Numbwz: 2 R -
- CurrentHath: C:\HPCHEM\1\HMETHIDS\P101476 .1
Compour.d: AAS125K M7
Rat Time: §.01

Concentrarion: 5$.53
Pz i and Type: 1

gignal Ratics Limics RT  Aimits Rasp Integ Typs
Tgt | 22%.406] 100.0% 8.01 7.80 161033090496 |
qi 0.00 0.0 0.0- @.0( 0.00 to ol auts .
Q2 g.00¢ Q.0 ¢.0=- 0.0 0.00 a.20 [+] acto.
o3 0.80 0.0 p.0- o0.0f .00 o] auce

BAB12SW M7
Response
i e BT
| 1. 4084006 e
i i R B
R
- 1_ -

et caelil

‘ T T T d
. i o a0 40 €9
. N l - Arount
5 . H
L

. Rasponse = 1.95%a+004 * Ant « 1.38e+004
-Coaf of Dat (x"2) = 0.99% Curve Fit: Linear

O e LT - S wwar . .- =
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Figure 3 Typical chromatogram of 8 15 pg standard of BW 3054-M7 from master sheet number
ABE164-02. Data from this standard can be tound in Table 3
{Bucdance TIC: C30I0LIT ]
I 15000] i
i 1
!
10000 - .
|
) ; I
. 5000 ‘/_,w-—r—-"-" ;
PP |
ol
' Time--» 500 6.00 7.00 8.00 9,90 10,00 3.0 12:00 13.00 |
File : C:\HPCHEM\I\DATA\125w\10149510301613.D )
Operator +
Acquired : L4 Oc¢t 96  9:35 pn using Asgrethed PLO496
Sarple Nama: iS5 23/ & UL KT STAXOARD
Vise Info.
vial Nurber: 3
Curzen:seih: C:\HPCRZM\1\METHECDY\PLOL496. M
Cormpaund : 3AS125W M7
Rat Tioa: . . . . - . . -
Concentration: 14.3%
P 4 and Tyoe: 1
: ]
. . i ! .
i i ‘
T
|
] P H
P
N
—————
7.7 B.21 |
T
Signal Ratios Linits [T Limits Rasp Inceg Type
Tyt | 346.00] 108.0% T.98 T80 312975 | 090436
ql 0.00 0.0 o.0- 0.0l o.00 to of aute
[+ 0.00 0.0 .- 0:9| ©.00 8.39 o] aute
5] 0.00 0.0 0.0- o.0] o.00 0] auro
PR
i . BAS12IW M7
Responsa
N . [« I '
. 1.00--&00‘_{ . - i
] B |
e — — |

1
i . Lo
i I‘ = - . T T
. 0 20 @ 60
| Amcunt )
)

Response = 1.9%+004 ¢ Aot +» 2.28a+004
Conf of Dat (r“2) = 0,.99%. Curve Pic: Linear




BASF Method Number D5405 ) Paga 54
BASP Study Number %412% ) .

Figure 4

KBundanc

%

.
+ .- K] : 1

Typical chromategram of a 30 pg standard of BW 9054-M7 from master sheet number
AS5164-02, Data from this standard can be found in Tabla 3

| TICT ORUIUIL T
16466

26000

b am L PN
~

.
| (i . J-
o h . T |
l- ¢ T, T T " 1 v w | 1
imesan 5.20 6.00 T.00 4.00 $.00 10.00 11.00 12.0¢ 131.G% |
Fila t C:\EPCHEMAIN\DATAN\1Z5w\101496\0401014.D
Oparator ; .
Asquired 1 14 Dec 96 3:57 pm using AcegMethod P103496
Sample Na 30 PG/ 4 UL M7 STRANDARD
Misc Infe

vial Number: 4 - ’
CurrantHaza: C:\HICHEM\L\METHODS\P101496.¥
.

Compound : ARg125W X7
Ret Time: 7.9 7
Consencraticn: 31.45

Px A and Type: 1

— Siqnal Ratios Linits RT Limita Resp Intag Type
Tgt|;336.00| 100.0% - " KL T.80 650049 | 09049
oL ©.00 0.0 0.0-" ©0.0] o0.00 to 9| auro
Q2 |' we.00 0.0 0.9+ 0.0] ©.00 s.z20 o| auto
@ |' o.00 0.0 0.9- ©.9[ ©0.00 . of aute
i 3AS125W ¥7
| Response
| 2 L
: 1.00840064 -
| -—'——————_'_—-??'
i J o o [
ool N |
H . Y T
¢ 20 [T} 11
Amount I
. . . .
| = 1.998+004 * Amb + 2.288+001

2} = 0.999 Curve Pit: Linear - I
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Figure &

Typical chromatogram of a 80 pg standard of BW 9054- M7 from master sheet number

AS5164-02. Date from this standard can be found in Table 3

Page 55

FEunq.lnca
1

TIC: TamIvIst D

Raspor.
Coaf of Det {r°2) = p.99%

88 = 1.994+008 * Ant + I.288+00%
Curve Tit: Linsar

R N
i acoon! I I
| i : !
20000 ; ! '
\ ; 4 s
1 A
oL L j
e TR T - 'l
Time-=-» 5.0 .00 7.00 #.0C 2.00 1000 31,00 12.00 1300
File : Cr\HPCHZM\I\DATA\125w\101496\0501015.D
Cperator H _
Acgulred : 14 Oc® 96 10:1% po using AcsMethod PLOLLYE
Sacple Mame: 50 PG/ & UL M7 STANDARD
Misc Iafe
Vial Kurker:
CurreatMeth: c \HRCHEM\ L\METHODS\P 101496 . X
Compourd: BASIZES M7
Ret Tima: 7.5%8
Concentration: 60.04
P4 3 and Type:
.
: ; |
1 )
[ i
f | .
! 1 H
: [ '
o
i L
[ —
7.7% 3.3t |
4 -
Signal Ratios wimics
‘Tge] 42%.00] loo.d%
o c.00 0.0 9.0- 6.0
Q2 a.g0 0.8 0.6- 0.0
Q2 Q.00 0.0 o.o- Q.0 o.00 L] auto
h = -
i BABLISE M7 ) |
. Response !
| —_—_—_——— e e e e s e e ]
i 1.008+006 - ) !
i ' ]
| ] " . ) |
{ 1 c i !
. o9 X j
| T 0 T
. L] 20 40 L 1] !
¢ Anount |
1
.
-t
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Figure 6 Typicsl standard Curve for 7.5, 15, 30 and 50 pg amounts of BW 8054-M7 from
~master shest number A95164-02. Data from thess standards can be found in Tabla 3
Shs
{0 5%
- BAS125W M7 .
Responas - - .
1.20e+00
1.00e+006
§.00e+03Q5
"
§.00e+005
4.00e+005
2.00e«008
Q.
- " - - Amount.
Response = 1.596+004 * Amt + 2.28e+004

_Coaf of Det (xr"2) = 0.99% Curve Fit: Linear

Method Name: C:\HPCHEM\1\METHODS\PLO01l496A.M A
calibration Table Last Updated: Tue Oct 15 06:4d:17 1996
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Figure 7

i
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Typical chromatogram of & control nutmeat sample. Sample number 95115-02, vial

number 11 from master sheet number B35164-03, Data for this sample can be fournd
in Table 2.

Area Parcent Report. -- Sorted by Signal

9146

Information from Data ‘Filez

File

: C:\HPCHEM\1\DATA\125W\091696\1101004.D -
Operator B )
Required 1 16 Sep 96 5:58 pm using AcgMethod POS14960 .
Sample Name: DEP; WUTMBAT; CONTROL .
Mige Info : 95115-02
Vial Numbex: 11 °
CurrentMeth: C:\HPCHEM\1\METHODS\POIL4960.M
andance TICT LI0IUUA-D
200000\ f
=
100000 4
]
0{ T IA- R & |‘ v £ T T T T
pimu--: 6.00 7.00 8.00. 9.00 10.00 11.00 ° 12.00 13.0¢0
Retention Time Area Area * " Ratio ¥
Total Ion Chromatogram .
7.%63 545251 12.468 57.748
?.692 109592 2.510 11.607
f_458 342310 7.840 36.255 .
B.T718 1532793 3.499 .16.183
9.001 166663 3.817 17.682
10,313 281132 6.439 39.715
11.904 176154 4.034 18.657
12.866 856956 19.626 90.761 .
13.014 791311 18.123 83.809
13.831 944185 21.624 100.0400 .
~ T
1101004.D

Mon Sep 16 1B:18:06 1996

Page 1
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W - S
. " Figure 8 Typical chromatogram of a comtrol nutmeet sample fortified with 0.05 ppm .
{quantitation limit) of BAS 125 W. Sample number 96115-02, vial number 12 from

master sheet nurmber B95164-02. Data for this sample can be found in Table 2.
Racovery 100%.

P * L3 D ce TLC: 13ITI0O00.D '
1500001 i
l :|.am'.mu]'= :
‘ souoo.] q . -, e, I
. ' : . .
il 4 : A
s o -__,.}g_ L l,\ . S . N s ' .'\!\_,___J‘_
Irima--s €00  7.00 8.00  5.00 10.00 11.00. 12:00 137d0 |
rile : C:\HPCHEM\1\DATA\125w\D9 1694523010051
Opsratar ' . ) ’ t
Acquired ' : 16 Sep 96 7134 pm using AcqMerhod 20914960

L. gample Nama: DEP;NUTHEAT; CONTROL+0.Q5 B
Miasc InZe : 9%112-02 N -
Vvial Numbar: 13
- - CurraniMerh: C:\HPCHZM\L\METHODS\PI214360.M

Corpaund: BASL125% M7 )
Ret Time: 2.01 -
Coacantration: 15.C1
. #k % and Type: 17

- - - ' L. '\‘.»" \_’_'q_,r .
. . . - - I B i
. 8.82 9.24 R
Signal Ratics Limits | RT Limice Resp  Integ Type
Tgr| 336001 100.0% —¥.0L  §.8C 152430 EVENTS
) Ql o.q0] ‘0.0 0.0- D.g| 0.00 to o] auto
Q2 6.00] 0.0 0.0- 0.0| 0.00 9.26 0| autoe
Q3 0.90 0.0 g.0- 8.0 ¢.00 ) 0] .aukeo
i Y
ARG1ISH MT . |
! Respenos
T T i - - - " \
i 1.00e+006..) !
) e ]
L

iﬂ 40
- Amount

o
o

=4
- |
Q

|
< ‘ .
Response = 2.450+004 ¢ Ant » 2.678+002 . . i
Coaf of Dat (r*2] = 0.99% Curve Pit: Linear :
. i
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rage 59

Typical chromatogram of a control nutmeat sample fortified with 1.0 ppm of BAS 125
W. Sample number 95115-02, vial number 14 from master sheet number B265164-
03, Data for this sampls can be found in Table 2. Recovery 75%.

noe
: 30080

i

20000

el
I}I 10000.% !l
|

—

TIC: IRUITIU. U

|
i AR

[ Wy ; : .
- v - - . :
rima--» 5.00  7.90 8.00 9,80 106.0¢ 11.60 12.06 13.00
Fila © Cr\KPCHEM\INDRTANIZSWA\OOLE96\1402010.D
Operator H
Acgul=ed : 16 Sep 96 B:22 pm using AcqMethod PO514360°
Saxpie Hame: DEP; T; CONTROL-1.0 A
Misc Info : 95112-02

Vial Number:

1 14
CurrentMath: £:\HPCISM\1\METHODS\POS14960. 1

Coxpound ; BAS2ZSW HY
Ras Tine: 3.41
Concencration: 23,99

Pk # and Type: 1

sSignal Ratios Linica RT Limits Rasp Integ Type
Tyt| 236.00| 108.0% ¥.0L §.60 BR5344 | EVENTS
Q1 0.co 0.0 0.0- 0.0} 0,00 to ol auto
a2 o.00 0.0 0.0- 0.6 o0.00 9.18 Of auto
Q3 0.00 9.0 0.0- w0.0| o.00 0} auto
I AAN125W MT |
! Responsa
\ 1 1 '
1. 1.00e+006.} \
' ! pl |
| A R !
9
: ! 2 !
H 04 - T T
E Q 20 20 60 |
Amcrtaat -
‘ , !
i Rasponse = 2.488+004 * + 2,670+003
i Cosf of Dec {r"2) = §.%99 Curve Pit: Linear
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Figure 10 Typical chromatogram of a control hay sample, Sample number 95119-08, vial

number 6 from master sheat number 585164.08. Data for this sampis ¢an be found in
Table 2.

"

. ' 9-1-
Area Percent Repert -- Sorted by Signal '

Information from Data File:

Pile : Q:\HPCHEM\1\DATA\ 1254\ 08169640601005.1 -

Oparator H

Acquired : 1é Bep 56 S104 pm using AcqgMethod POS1396H .
Sampla Name: DP; HAY; CONTROL

Misc Info . .

vial Number:

& .
CurrentMeth: C;\HPCHEM\L\METHODS\P091396H.M

rﬁ:- TIC: 06010050

210

. = JL Jh.ﬁ,”:

Ratention Time Azon Arsa % Ratio %
Total lon Chromatogram i

8.05% 1170246 20.627 39.410
8.247 . 44507 0.784 1.49%
§.584 - 2969393 52.339 1900.000
9.19% 997540 17.583 33.59%4
9.42% 155524 2.741 5.238
9.519 ' 236556 4.179 7.966
9.790 ~- . 99611 1.786 3.358 .

0601005 .D - Tue Sep 17 07:08:26 1996 Page 1
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Figure 11

Typical chromatogram of a control hay sample fortified with 0,05 ppm {quantitation
limit} of BAS 125 W. Sampls number 95119-08, vial number 8 from master shaet
nurmber B35164-08, Data for this sample can be found in Teble 2. Recovery 92%.

fBrdance -3 )
150000 . |
100000 - i
: LES
: | 10
b
| = e
i ! Rl ezedn 487 i s am
T 1 T T g
Pile ¢ C:\KPCHZ¥\1\DATA\125W\091656\0801010.D
Operacor )

Acquired t 16 Sep 96 €:41 pm using AcgMethed PO9S13963
Sample Nama: D#; HAY,; 0.05FPPM B
Misc Infe
Vial XNumber:

a
curreatMeth: C:\HPCEEM\1\MZTHODS\POFiI96E.H

Compound : 126 W
Ret Tima: 9.87
Concentration: 15.43 FG
7k # and Typs: 1

Target

Signal Ratios Linits AT Limits Renp Intag Tvpe
Tge | 3ZE.006] 100.6V T.57 7.68 T%5966]09130%
Qr 0.90 0.0 0.0- 0.0 0.00 to 0091396
Qz 0.00 8.0 0.0- 0.0] o.00 2.10 01091356
3 0.00 0.0 0.0- ©.0| 0.00 olas139s
f

) 125 W

Rasponse

5.00a+005- -

o __

<o

&0

o f=
w
o
-
o

Rosponae s 1.138+004 * Amt - 5.368+003
| Cogt of Der (r°2) = ¢.99% Curve Fic: Linsar
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P

Figure 12 Typical chromatogram of a control hay sarhpl fortified with 1.0 ppm ot BAS 125 W,
’ Sample number 96118-06, vial number 10 from master sheet number BS51684-08
Data for this sample can be found in Table 2. Recovery 76%.

File + Ci\FPCHEM\1\DATA\I125W\C9169611001015.D
Cperacor |
Actguired 1 16 Sep 56 8:18 pa using Acqvathod POSLISERH
Sample Nams: DP BAY; 1.0PDM B 3
Mige fafo
Vial Number: L&
Currantieth: C:\HPCHEM\1\METEODS\POJ1ISEH. M
Compound; 125 W
et Tice; a.ed

Concentratioc: 26.07 PG
Pk ¥ and Type: 1

Signal Ratios Raxp Integ Type

Tge| 236.00} 100.0% 2870111091396
- Q1 0.00 9.0 0091396
. Q2 0.00 0.0 0|09131%4
Q3 0.00 6.0 0| 09139%.
1
128 & i
Response

LB nt‘ln_(msj

Responta s 1.12€+004 * Amt - $.366+003
- - . Coef of Det (r"2) = 0.959 Curve Fit: Linear-
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Figure 13

Typical chromatogram of a control meal sample. Sample number 92166-15, vial
number 6 from master sheet number B95184-09. Data for this sample can be found
in Tabte 2.

G GACHXDLD

]

1 1

L o . . ) 1
P ¥ |
i ] "_I [ _Jka-.'-.n-..v'\-rw!\__:_._r"l.!\..ﬂr ‘ -~-—.»\i
& - |
! l

File 1 G \MPCHTM\1\DATA\125W\091796\0691002.D |
Operator
Accuired ¢ L7 Bap 96 6121 = uming AcqMathod J091796L
Saxple date: DN, MEAL, CONTROL
Misc Infa
Vial Bumbar: 6
CurrentMeth: C:\HPCHEM\1\MSTACDS\FPOI173&L.M B
Coopound : 128 m
Rel Tioe:,
Concenrraticas

Pk # and Type: 1
Fieie NOT FOUND vad

A b
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Figure 14
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Page 64

Typical chromatogram of a control mea! sample fortified with .05 ppm (quantitation

imit) of BAS 125 W. Sample number 92166-15, vial number 8 from master sheet
number B951684-09. Data for this sample can be found in Tabie 2. Recovery B4%.

TG 00100 D

Pile
Operaror t
Acquired
Sample Nama:
Mizc Info
Vial Number:
Currercidath:

Coanpound :
Ret Tirvw:

Carcentration:

Pk % and

Signal

i 17 Sep 96

1 C:\HPCZEM\1\DATA\1ZSW\091796\0801007.D

7:1% pa

. using Acg¥athod POILTHEL
DW, MEAL, '0.05PPM B .

8
€ \HPCHEM\ L\MBTHODS\PO91796L . M

1235 W

B.86 N
13.63 PG

Type: L

Ratios Limics Limits Reap

Integ TYpe

Tge
Q1L
Q2
Q3

216.00
0.00
9.08%
b.og

14C.0% 96 8.é 151337

c.Q-
0.0+
Q.q-

[]

Q. o
g.00 .10
c.00

ooa
aoo
o0Q

091396
091396
0913194
0913586

Response

! 5.00m+005-

WS K

Respones = 1.18a+004 * Amt
' Cosf of Dex (k1) - 0.995

= 9.793+00%

Curva Fic;: Linear
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Figure 15

Page &5

Typical chromatogram ot a control meal sample fortified with 1.0 pom of BAS 1256 W.
Sample number 92166-15, vial number 10 from master sheet number 995164-09
Data for this sample can be found in Table 2. Recuvary 84%.

s - T T
H {m{ .

File 2 G \HPCHEM\I\DATAN125W\08179641001021.0
OpeTator
Acquized 17 Sep 96 a:5¢8 ;n using AcqMathod FO91796L
Sarple Nama: DW, MZAL, 1.09pM
Hisec Iafo
vial Mumba 0
CurraniMech: C:\EPCHEM\1\METHODS\PO¥1T796L .M
Compound ¢ 128 W
Aet Time: 8.28

Concentration: 25.15 0§
7k # and Type:; 1

E gat
Signal Ratioa Limics RT Liwics Rasp integ Type
Tgt | 2d%.06] 100.0% —§.88 [N { 233730001354
Qi Q.00 0.0 0.0- 0.0} ©.00 to a/091296
Q2 a.00 0.0 0.0- 0.0 eo.00 9.10 0}091396
-5 0.00 0.0 o.0-  ¢.0] 0.00 olo9iasg
’ —
| s W
sSasponse i
s.ooi.ousj ///_a—" l
| o g T .
0 20 40 60 |
| Azount

SponAw = 1.1388+004 * Ant - 3.7%e+003 »
Coef ol Cer (r°2) = 0.9%%5 Curve Fit: Linsar

g
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Figure 16 Typical

chromatogram of a cantrol refined oil sample. Sample number 54208-23, vial

number 11 from master sheet number B35164-10. Data for this sample can be found
in Table 2,

rsﬁﬁﬂ? TIiC TIWIED I

Pile 1 C:\HPCHIMALA\DATA\ 125K\ 09175611101026.D
Operazor H

Acqu. ' %7 Sep %6 10:3}3 pa using AgqMethod PO%iI79EQ
Sample Mame: DW, OIL. CONTROL .

Mise Infa

vial Xumber: 11 -
’ CurrentMath: C:\XPCHZM\1\METHODS\PA517560.M
Compourd: - 128 W
Ret Tiese:
Concentration:

Pk # and Type: 1
evute NOT FOUKD 4o+
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Figure 17 Typical chromatogram of a control refined oll sample fortified with 0.05 ppm
. tquantitation limit) of BAS 125 W. Samgls numbar $4208-23, vial number 12 from

master sheet number B95164-10. Data for this sample can be found in Table 2.
Racovery 78%.

Fﬁ . TG TImA D *
.j 2000
[ 2o .
15000, i
10000 ¥ ! am
} 'La 1
= i i i
° - — - |
Pile 1 C:\HPCHIM\J\DATA\L25KW\ 0917961201024 ,D
Operacor :
Acquired 17 Sep %6 11:12 pm using AcgMerhod POS17940
Sampie Nana: DW, OIL, 0.05PF™ A
Hisc Info :

Vial Xurnbar:

12
C1\HPCEEM\ 1 \MITEODS\POS1 760, M

Coxpound: 135 W
Ret Tine: 5.89%
Concantration: 13.35 PG
7k ¢ and Type: 1

Target
Signal Raties Limits RT Limite Rasp Integ TyDe
0] 100.3% 5.85% L]
[+:8 6.00 0.4 8.0- o.¢| o0.00 to
Q2 0.00 0.0 0.0~ Q.0 0.00 $.10
Q3 0.00 0.9 0.0~ -] 9.00
1as W
Respanss
b .
5.00a+005- !
] o o - a*

. AI 1 T
Q o ) 40 50
Aoount;
Responne = 1.11e+004 ¢ Apt + 1.24e+003
Coef of Det (r*2) = 0,599 Curve Fit: Linear

pEs A
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Figure 18 Typical chromatogram of a control refinad oil sample foctified with 1.0 ppm of BAS

125 W. Sample number 94208-23, vial number 15 from master sheet number
B95164-10, Data for this sample can be found in Table 2. Racovery 85%.

TEuncirew TR R
mwll

Pile 1 € \HPCHEM\1\DATA\1254\091796\1501024.D
Oparator 1 '
Acguired : 18 Sap 96° 1:08 am using AcgMethod PO%17960
Sample Name: DA, OIL, 1.0F7PX 3
Misc Info ’
vial Number: 1%
CurrencMeth: &:\IPCHSM\1\VETZODS\POFL7960. M

Compound 125 W

Re: Tine: B.91

Concentration: 29.02 #Q
Pk # and Type: 1

l ‘l 1
: iargt:
Signal Rakios ‘Limits RT ' Limits Resp Ilnteg Type'
Tgt | Zi6.0508] 104.0% LI W68 EFR LA RN PRI
ol a.00f  a.0 0.0- 0.0 £2.00 Lo . 0|092396
o2 0.00] 0.9 a.a- o.0] 0.00  3.10 o{os1396
a3 g.60] 0.0 ¢.a- 0.0] 0.00 n|as139%
’
125 a1

Response
5.00e+00 3

Rosponss = 1.11e+004 * Amt + 1.34e+303
Coef of Dot (r“2} = 0.99% : Curve Fit: Linear
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Figure 19 Typical chromatogram of a '*C-trested nutmeat sample number 1127-35-9, via
number 9 from master sheet number A95164-02. Data for this sample can be found in
Tables 5 and 6. BW 90B4-M7 residug = 1.48 ppm.

Frnaance I USUINrY T I
H 40000001 H
| ! i
1000000\i t
| 2000000 . ! |
i D |
B | 1000000 :I
.1 " T ‘I:. T > I‘ T . [ T |

Time- - 5.00 £.00 7.00 4.00 .90 10.9¢° 1,00 12.00 13.00 j

file t C:\HPCHEM\L\DATA\125W\101496\0991009.D

Cperator :

Acquized | 14 Oct 96 8:06 pm uming AcgMathod RDOL31494

Sarple Numc: SAB Cl4-TRTD NUGTMEAT #1

Visc Info : ACCOUNTABILITY

vial Murber: 9

CurreartMeth: C:\HPTAEM\iI\METHODS\AD101496.M

CoTpound: BAS125W M7 .
Ret Time; 8.03
Concentzation: 74.88

?k & ard Type: 1

Respouse = 1.99e+004 * Amt «+ 2.28e+00¢

| Amount
i .
I Coef of Dat (z*3) = 0.9%5 Curve Pic: Linasar '

7.73 5.31
TETGET
Sigral Ratioa Limitis RT Limits Rasp
v Tqr | 23R.BA] 160,08 T.0% T 1si5ez28
31 ¢.0¢ 0.0 0.0- o0.0| o©.00 to ¢
gz 0.00 0.0 0.0- o.0] o0.00 8.20 0
Q 0.00 0.0 0.0- 0.0 o.00 0
; INSLISH MY
Responsa L
| T T T T T T T T e e — T |
' o H
e £ ¢
- 1
: LA | I
® o -
) T T
o 20 %0 50 l
i

i ehitiabr
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Figure 20 Typical chromatogram of a sﬁecificitv'mixture number 10 (contains 5 compounds), vial

number 12 from master sheet number 95164-02, Darta for this sample can be found
in Table 4.

. buJ
' “7-35-N
Area Parcent Report --'Sorted by Sigral

Informacion from Data File:

File : C:\HPCHEM\1\DATA\C62796G\1201012.D .-
Cprerator - 1 ' -
Acquired : 19 Jul 96 2154 pn using AcqMethod PO719$6

Sample Hame: DW MIXTURE #10 SPECIFICITY
Mimc Info 1
Vial Mumbar: 12

CurrentMeth: ¢1\HPCHEM\1\METHODS\P071396.M

undance TIC: LZ0INIZ.T
150000 R
109000
50000
° A /
. T L) . 1 T v LIy L] ]
ime-=> .. 6.00 7.400 8.00 9.00 16.00 11.09 12,00 13.00
- . -
Retenticn Time Araa Araa ¥ Ratioc ¥

1201012.D

. Fri Jul 19 15:12:58 1936 Page 1
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Typical GC-MS (¢can) chromatogram/mass spectrum of 5 ng standard of

BW 8054-M7.

Figure 21
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EPA ADDENDUM
PP#8F04941
BASF Method D8601 on Peanut Nutmeat
for BAS 125 W Residues
and

BASF Method D9608 on Apples
and Kidneys for BAS 125 W Residues

ACB successfully used teflon frits on the bottom and top of the glass columns for
mini-isclute ENV + ™ column chromatography in place of the 417 grade paper frits and
glass wool cited in the analytical methods. If the petitioner wishes, this substitution can
be added to the method as an alternate to the paper frits.

ACB used a Restek 4mm cyclo double gooseneck glass insert (cat. # 20896) in
the GC inlet for all analyses. The [LV made this same substitution and noted that it
increased their sensitivity to the BW 125-M7 analyte. Even with this substitution, ACB
found that it was stiill necessary to use 4 uL injection volumes to achieve adequate
sensitivity for the lowest fortification levels while monitoring three ions. ACB also
extended the GC run times to prevent late eluting sample co-extractives from being
carried over into subsequent injections.

ACB monitored three ions during the MSD analysis of all samples; m/z 226 (M+
of BW 125-M7, quantitation ion), 195 and 165 (base peak). lon ratios were then
caiculated (m/z 226 response / m/z 165 response and m/z 195 response / m/z 165
response) for confirmation of BW 125-M7 residues by comparison of calibration
standard ion ratios to fortified sample ion ratios. ACB could not “confirm” residues of
BW 125-M7 in beef kidney since ion ratios in these samples did not match expected ion
ratios from calibration standards due to chromatographic interferences. The unfortified
kidney control samples contained similar interferences in the BW 125-M7 retention time
window for both m/z 195 and 165 ions. No interferences were detected in the m/z 226
ton, however, which enabled the analy’ﬂcal quantitation of BW 125-M7 residues in beef
Mdney



