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ABSTRACT:

Analytical Method Number D3608 was developed for the analysis of BAS 125 W and its
despropanoyt metabolite BAS 126-5376 in Animal Tissues (Liver, Kidney, Fat and Muscie), Milk, and
Apple Cammoditias. Mathod developmaent was carried out at BASF Corporation, Research Trangle
Park, NC, using represerttative control animet and plant tissues. Independent Laboratory Validation
was carried out at Maxim Technologies, Inc., Middiaport, NY, using nspresentative control cow
kidney and milk samples. MMM:#Mummmeammrﬂa

Prohexadione {BAS 125 W) and Hs degpropanoyl metabotite (BW 125-5378) are extracted from
the animal tissues, appls and milk using an acetonitrile/1.5 M H,80, solution {9:1 v/ v). This
solvent mixture was demonstrated to effectively extract wasthored residues through
radiovalidation work. After filtration to removs salid matarials, an afiquot is taken either through
the parent mathod to detarmine concentration of BAS 125 W or through the metabolite method to
determine the concemtration of BW 125-6378.

A 3 % aliquot (8 % for Milk) taken for tha detarmination of BAS 125 W la purified by mini-scelute
ENV + ™ column; the eluant is methyiated by MaOMH/M,S0,, mixed with water end applied to a
sacond minksosluts ENV +™ solumn.  The etusnt from the column {aoatone-0.01% oxafic acid] ls
jected directly into GC-MSD for determination of BW 125-M7.

Daspropancyl (s only analyzed in liver and kidney matrix; it is not a significant metabolite In other
matrices. A 10 % aliquot is evaporsted to remove the acetonitrils and then hydrolyzad in the

final purification step is achieved by minHsoluts ENV +™ coiumn chropnatography. The sluent &
avaporated and redissolved in delonized water. A high pressure Bquid ehromatography (HPLC)
system with oolurmn switching and an ultraviolst (UV) detactor is used for the finat determination.
The vatidation studies have shown that the Anatytical Method Number DS80S Is suitabla far
measuring residuss of BAS 1258 W In Animal Tissues (Liver, Kidney, Fat and Muacle), MIK, and
Appla Commodities down to a quantitation kmit of 0.05 ppm. The averege recovery of BAS 126
W in all matricies was 51 & 8% (n=668). DIG0A Is suitable for measuring residues of BW 126~

5376 in Animal Tlssues {Liver. Kidnay, Fat and Mussia) down to a quantitation llmitof 0.05 ppm.

The average rocovery of BW 128-5378 in all matricies was 111 £ 16% (n=16}).

Pages of Report: 127
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Intreduction and Summary

1.

1.1

1.1

1.2

1.2.1

£cops and Source of the Mathad
Scopa

Page §

BAS 125 W (prohexadione) is a plant growth regulator active in & variety of crops. This
repart describes the analytical method developed by BASF to determine residuas of BAS
125 W and its metabolits BW 125-6378 in animal tissues {liver, kidney, fat and musclel,
milk and apple commodities, The parent compound has besn detarmined to be the major
residue of concern (metabolite BW 125-56378 is a minor component in kidney} from a

lactating goat metabolism study. .

Source

This mathod was developed at the BASF Agricultural Products Canter in Resaarch Triangle
Park, Narth Carofina. It is a modification of BASF mathod DS601:for. Prohexadiona 'in

£ Péaruta’ (Referenca 1),
Test/ Fortification Substance
Yast Substance
Common Name: Prohaxadlone calclum

BAS Number: BW 126-CA {or BW S0B4-CA or BX-112)

Chemical Name: Calcitmm 3-oxido-4-propionyl-B-oxo-3-cyciohexane carbaxyiate

CAS Name: 127277-83-6
Empirical Formula: CigH1405Ca
Molecudar Weight: 250.268 g/mols

Melting point: Greater than 300°C
>
"
a P
Saotubility in organic solvent at 20°C
Mathanol 1.1 mgt.
Hexane Less than 0.003 mg/L
Acetone 0.038 mg.
Toluens 0.004 mg/L

Sclubllity in watar at 20°C

pH = B 1602 mgt.
pH = 7 788.7 mgi.
pH=9 £66.4 mgiL
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1.2.2 Forification Substances

Common Name:
BAS Number:
Chemical Name:
Empirical Forrmuia:
Moleculnr Weight:

Common Name:
BAS Number:
Chemicel Name:
Ermpirical Formula:
Molecular Weight:

1.3 Standard Anaivies

Common Nama:
BAS Number: . -
Chemical Name!
Empirical Formuia:
Molscular Weight:

Pags 10

Prohexadione carboxylic acid

BAS 125 W {or BAS 9064 W or KI-2817)
3-oxido-4-propicnyl-6-oxo-3-cyclohexene carboxylic acid
CroHh0y

212.2 gimola

O'H_ o .-
&—Gl,-—CH,. -

]

Despropanoy! prohexadlione carboxylic acid

8W 125-6376 lor BW S064-6376)
3-hydroxy-5-oxo-3-cyciohexane- 1-carboxylic acid
CrHaO4 . :

156.1 g/mole

Methyl carboxyiats

BW 125-M7 {or BW 9054-M7 or BX-112-M7)

Mathyt 3,5-dioxo-4-propionyl-1-cyciohexsns carboxylats
Cy2Hy40y

226.2 gimeols
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Common Nama: Daspropanoy! prohaxadione carboxyfic acid

BAS Number: BW 12B-5376 {or BW 5054-5375)

Chemical Nama: 3-hydroxy-5-oxe-3-cyclohaxene-1-carboxylic acid
Empirical Formula: CiHgO,

Molecular Weight: 166.1 g/mole

1.4  Principle of the Methad

The axtraction step for the analysis of BAS 126 W and for tha analysis of BW 126-5376
is tha same. However, the subsequant purification steps ars unique to the two methods,
The final detarmination of the parent {(BAS 125 W) will be done by GC-MSD while the final
determination of tha matsbolite {(BW 125 - 5376} will be done by HPLC. Prohexedione
{BAS 125 W) and its despropanoyl matabolite {BW 125-6378} are axtracted from the
animal tissues, opple end milk using on acetonitdle/1.6 M H;50, solution (9:1 v/ v). This
solvent mixture was damonstrated to effectively extract weathered residuea through
radiovalidaton work. After filtration to remove solid materials, an aliquot is taken either
through the parent method to determine concentration of BAS 125 W ar through the
metabolite mathod t determine the concentration of BW 125-5376.

Tha afliquot taken for tha determination of BAS 126 W is purified by mini-isoetute ENV +™'
column; the eluent is mathylated by MaOH/ H,50,, mixed with water and applied to a
sooond mink-isoelute ENV +™ calumn, The eluent from the column (acetone-0.01% oxalic
acld) is injected directly imo GC-MSD for determination of BW 126-M7. A conversion
facror will ba used to convert back to parent acid concentrations {BAS 126 W).

To analyze for despropanoyl (BW 1256-6378] a new extract can be made (same procedurs
as parent} or 8 second allquot can be taken from the initiai extraction. Despropanoyl will
only be analyzed in Rvsr and kidney matricles. Tha aliquot i evaporated to remove the
-acetonitrile and then hydrolyzed in the presence of HCI to free any bound residues,
Purification is dore by mini-BAX, followad by mink-Carbopack B columns. Thae final
purification stap is achieved by mini<soluts ENV +™ calumn chromatography. The eluent
is evaporated and redizsolved in deicnized water. A high pressure liquid chromatography
{HPLC) gystem with a ultraviolet (UV) detector [s used for the final determination.
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2. MATERIALS

2.1

-

Equipment-Suggested Sizes/Manufactuxar

Rat-botiom flask, 24540
Buchner funnel

Funnael, long stem
Funnel, short stam
Volumetric flagk

. Volumatric pipetts

Erlenmayer flask
Filter flask
Glass SPE coturmn 8 ml

‘Glass, or Plaatic Reservolr.for SPE, B0 mL

Filter paper

Filier paper frita for glass columns
Pastsur pipsattes, disposable
Auytosampler vials 1.6 mL

Autosampler caps 11 mm

Glass wool ' .,

Vortex mixer -
Ultrasonic bath

Nitrogen stream evaporator
Stirring hot plats

Balance {with at laast
ane-tenth of a gram capability
Balance {with 0.0001 g}
Polytron homogenizer

SPE manifold )

Rotary evaporator .

Rotary evaporator traps, 100 mb

1

Water bath

' Vecwum systern for rotavap -

Refiox Condensers

Equivalent equipment may be used

Ultra pure water
{18 Megohm-om ragistivity)

isoelute ENV +™
LC-8AX
Carbopack B*

50, 125, 250, 500 mL
11 em diameter
756 mm diameter, 150 mm stom
75 mm diamater, 75 mm stam
10-500 mL
0.5-10, 20 and 50 mL
250 and 500 mL
500 mL
J.T. Baker, iteam No. 7328-08
Burdick & Jackson or equivaient
Whatman No, 2 or squivalent
VWA, Grade 417 cat. No, 28313,057
23 em loang - "
Sun Brokers, Inc. or equivalant

" Sun Broksrs, inc. or equlvaient
{snap capa)
e.9. sterile
Figher Sciantific or equivalent

. Branson 1200 or aquivalent

N-Evap Organomation Asscciatea,
Ing. or equivalent
Cornirg or equivalant

_Merttier or equivalent

Mettier or equi'val.m

Brinkmann Instruments or equivalent

Supeico, tnc. or equivalent

Buohi or equivaent

Fisher Scientifio, part rambar

K520210-0124 or equivalent

Buohi or equivalent

Elnik Systerns [PM Inc, or equivalent
{Kortes; or,cquivaiem

Source/Prenamafion
Distilted, high purity
{Burdick& Jackson)
Millipors water purification
system or equivaient
Digtilled, high purity
Jones Chromatography,
part #9815-0100

Supelco Chromatography
Praducts, Cat. # 6-7203
Supeloo Chromatography
Products, Custom # 4526
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Note:

2.2

222

*Acid or neutral washed Carbopack B was usad,

1,3-Cyclohexanadions Fluka, Cat.# 29059
g Hydrochloric Acid Aldrich'Chernicai Ca.,. Inc.
Sulfuric acid Fisher Scientific
COxalic acid Aldrich Chemical Co., Inc.
(Celite® 545 CJ.T. Baker, Cat:# 3371:06 2>

Equivalent reagents and chemicals from other suppliers may be used

SHandard Solutions for Fortifications

Note:

These standard concertrations are suggested. A different concentration schemes may be
used and additional standards may be prepared as needed.

Standerd solutions should be stored in amber bottles. Any standard stock solutions {made
from the solid analyte} with a concentration of 1 mg/ mL or greatar should be stored for a
maxirmyum of three months. Any standard salutions prepared from ths stock soiution
should ba stored for a maximum of one month.

BAS 125 W (Parent Ackd)

h)

Prapare 1.0 myg/ ml stock solution of BAS 125 W by weighing an appropriate amount of
standard into a volumetrio flagk. Dissolve with mathanol and diluste to the mark. For
example, to prepare 25 mL stock solutions, disscive 25.0 mg of BAS 126 W in 25 m
volumetric flask. Diute to the mark with methanol. .

Prepare a 100 pgf mé. standard solution by transferring an appropeiate amount of the 1.0
mg/ mL stock solution from the previous step with a volumetric pipet 10 a volumetric fiask
(typically & mlL of sach of the 1.0 mg/ mL stock salution into 50 mL volumatric flask),
Difurte to the mark with methanol. Other serial dilution can be made in a similar manner.

EW. 126-6378 (Metabofita)

b}

Frepare 1.0 mg/ mL stock solution of BW 125-5376 by waighing an appropriate amount
of standard imto 8 velumetric flask. Dizscive with methanol and diluts to the mark. For
example, to prepare 10 mL stock solutions, dissolve 10.0 mg of BW 125-56376 ina 10 mi,
volumetric flask. Diluts to the mark with methanol,

Prepara a 100 g/ ml. stendard solution by trensferring an appropriate amount of tha 1.0
mg/ mi stock salution from the previous step with a volumetric pipet to a voilumetric flask
(typically 6 mL of each of tha 1.0 mg/ mi. stock solution Inta 50 mL volumetric flask}.
Dilute to the mark with methanol. Other serial dilution can be made in a simitar manner.

RYY 125-M7 Standard Solutions for GC/ M5 Analveis

Note:

Note:

These standard concentrations are suggestad. A different concentration schame may be
used and additional standards may be prepared as needed.

Amber bottiss shoutd be used as storage containers for the standard solutions. Any
standard stock solution with & concentration of 1 mg/ mL or graater can be stored for a
maximum of three months. Any standard sohutlon prepared from the stock solution should
be stored for & maximum of ane month,
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Note: The recommended standard solutions for GC-MSD with BW:125-M7: {parent nm!lf&”_g_m:
1.875, 3.75, 7.5 and 15 ng/ mL. Othar'concentiations may be vsed'8s Bppropate = The
tpresencaof 001 % oxalic ackd a5 an additiveito-all solutions Is:tobe Lsed '6f i GEMS o
dmprove the peakishape™ .

aj} Prapera 1.0 mg/mi stock solution of BW 125-M7 by weighing an appropeiate amount of
the standard imto & volumetric flask. Dissolve with acetons and dilute to the mark. For
example, dissolve 25.0 mg of BW 125-M7 In a 25 mi volumetric flask. Diluts to the mark
with acetone containing 0.01% oxalic acid.

b Prepars a B0 pg/ mb standard GC solution by transfeming an sppropriate amount of the
1.0 mg/ mL stock solution from the previous step with a volumetric pipet to a volumaetric
flask (typicatty & mL of the 1.0 mg/ mL stack solutions irmto 100 mL valumetric flask).
Dilute 1o tha mark with acetone cortaining 0.01% oxalic acid. Subssquent serial diutions
can be made in a similar manner.

Note: Thesa standard concentrations are suggested. A different concentration scheme may be
used and additional standards may be prepared as nesded.

Note: The recommended standard solutions for HPLC with BW 126-637@ (matabolite method)
are: 5, 10, 20, and 50 ng/ mL. Othar concentrations may be used as appropriate. The
standard solutiona are diluted in mobile phase (1% acetic acid In deiontzed watar.

a) Prepare 1.0 mg/ ml stock solution of BW 125-56376 by weighing an appropriata amount
af the standard into a volumetric flask. Dissolve with mobs phass and diluta to ths
mark. For axample, dissolve 10.0 mg of BW 126-5376 In a 10 mL volumetrio flesk. Dilute
to the mark with mobile phase.

b} Prepars a 50 ng/ mL HPLC standard solution by transferring en appropriate smount of the
1.0 mg/mL stock soluticn from tha pravious step with a volumnetric pipet to & volumetric
flask (rypically & mb of the 1.0 mg/ ml stock solutions into 100 mL volumetrio flask).
Dtlmmmmmmbﬂowm.wudﬂuﬂommmmmﬁmmh
standard.

ANALYTICAL FROCEDURE

The following procedures ane for animal tissues (kidney, liver, fat and musocle), milk, and
appls commodities. Fow cherts for the anelytical method are presentad In Figures 1-3.
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3.1  Parent Method for Kidney. Liver. Muscles: Fat, and Mk
3.1.1 Preparation of Ssmples

Homogenize the somples thoroughly before subsampling and weighing.
3.1.2 Exuaction

o} Kidney, Liver, Muacies, and Fat

Note: Tha glassware should bs clean with no inside serarches.

1. Weigh 25 g {£0.2 g} of tho homogenized tissue sample into 8 400 mL glass beaker of
other wids mouth container, Fortify contrals to be used as procedural recovery samples
with eppropriate concentrations of the standards of BAS 125 W, and BW 125-5378 for )
kidney and liver {s.g. for 0.0 ppm add 1mL of 1.25 pg/mi of the standard into 25 grams

muscle}.

Note: = No conversion of BAS:125'W.t0:BW:125:6378 has bean obsarved dirng extracton.

2. Add 120 mL of acetonitrile/ 1.6M H,;S0, (8:1, v/ v} to the beaker and macerate the
sample for approximataly 1 minutes with 2 polytron. Decant the extracted solution into a
vacuum filter with & Buchner funnsl containing a sheet of Whatman No. 2 filter paper
covarsd with 8 thin layer of calite (about 6 g, waight is not crucial, but also should nat bu
axcessive) into s 500 ml filter Hiask,

Nots: Usas one sheat of filter paper (No. 2) to cover the base of the Buchner funnel, (weatted
with about 3-6 mL of water) and a layer of celfite to pravent the small particles from
clogging the fitter paper. If the calite becomas hard, a spetula may be used to stir the
mixture so that the sample will filter,

Note: Depending on tha sensitivity of the GC-MSD detactor and the GC Injection voluma,
different aliquat sizes may be used as nesded to datarmine BAS 128-M7.

3. Rin=a the polytren blade with water. Callect the rinses in the beakar.
Nots: Use forceps 1o clean the polytron generstor from the matrix, if necessary.
4, Repoat extraction from stap 3.1.2.2

G, Rinaa the polytron blade with water. Collect the rinsea in the buaker and filter through
the Bughner funnel as befors.

6. Tranafer the filtrete to & 500 mL volumetric flask, Adjust to the mark by adding water.
7. Go to section 3.1.3 .
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b) Milkt Cream

1, Weigh 50 g {+£0.5 g) of the milk or cream into a 400 mL glass beaker or ather wide
mouth container. Fortity controls to be used as procedural recovery samples with
appropriate concentrations of tha standards of BAS 125 W {e.g. for 0.01 ppm add 0.5
g/ml of the standard into 50 g milk).

2. Add 120 mL of acetonitrite/ 1.5 M HaS0, {9:1, v/ v) 10 the beaker and macerate the
sample for approximately one minute with a polytron. Filter the solution into a vacuum
filter with a Buchner funnal containing a sheet of Whatman No. 2 filter paper covered with
alayer of cefite (about 5 g, weight is not crucial, but also should not be excessivel into a
500 mL volumatric flask,

3. - Rinse the celite with 120 mL acetonitrile/ 1.6 M M50, (9:1, v/ v). Collect the rinses with
’ the ariginal extract.
4, Transfer the filtrate to a 500 mL volumetric flask. Adiust to the mark by adding

water.

5. Go to section 3.1.3.
'3.1.3 Minklsglute ENV+™ Column Chromatography No. 1

. A minldsclute ENV +™ colurnn clean-up step will be used before the mathylation step. The
following procedure is used for the ENV +™ cleanup:

mm—r—wm oy
-Note. Elution wlproflles for, ENV+ ™50 sorbom material'should ba done, in the presenna of matrix ta
‘mate the conditions;of{ugs]as closely.as posaxblo‘. It\wouldlalso help 10°use 8 hlgh_J

concentration OfBAS BASH126:WmUsing s sanyilaTspiked .wlth|5r ppm of;BAS TZ5 W there
ﬂéﬁgq@""" ‘%E‘S'Iﬁ-'\';';'wim detoction orinterterende! (rom Tenatx R

T al ‘cnhmmmnﬂnn

1. Woeigh out 0.60 g £0.05 gram ENV +™ gorbent. Transfer the sorbent into an 8 mt.
glass column with 2 filter paper frits, (grade 417 from VVR) at the bottom and place a
glass wool plug (about 0.0G g; the weight is not crucial, but ulso should not be
oxcessive] at tha top of the ENV + ™ sorbent. -

v For. thn glaua column:‘tuu two filter, papqr_&fﬂuktqrada 417 fmm VWR Cat No 28313-
i that fitith hb gluu coiumns‘mThaTéomct size  of -the filter T papers’

2. Use an SPE vacuum rnanifold {asplrator) to perform abl the steps for ENV +™ golumn. A

vacuum reading of about 15 inches Hg Is adequate {solvent fiow rats is about 15 mL/min).

Note: The flow rate may changs depending on the type of matrix. In this case keep the solvent
flow 8o close as possible to 18 mL/ min, Manifold shouid ba able to hold four 125 mb
flat-bottom flasks for highest efficiency in sample processing.

. 3. Condition the minl- ENV +™ colurn by passing 5 ml acetonitrile-1.6 M H,S0, (8:1, v/ V),
then & mL of mathanoi, followed by 10 mL water, without allowing the column to go dry.

Note: A reservolr may be used with the mini-column,
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b} Sampie Load

The sample [oad is differant for milk/ crearm and animal tissuas.

For animal tissues: Pipette 15 mL of the extract from step 3.4.2.a.6 and place in a 500
mL flask. Add 200 mL of water. Date, labal and stora the remaining extract. This exrract
may be used for metabolite determination in ardmal tissues {Section 3.2). Swirl the
aliquot fiask to dissafve any residues left on the wall of the sample flask. Transter this
solution to the conditionsd min-ENV +™ column. Coliect the eluant in a wasts container
(e.g. 500 mL beaker). Do not allow the column 10 go to dryness.

For milk/ cream: Pipette (or use & graduated cylinder) 40 mt, of the extract from step
3.1.2.b.4 and place in a 500 mL flask. Add 350 mL of water. Date, Jabel and stare the
remeining extract. Swir the aliquot flask to dissolve any residues left on the wall of the
sample flask. Transler this solution to the conditioned mini-ENV +™ column. Collect the
eluantin a waste container (e.g. 500 mL beaken.

¢} Lolurnn Wazh

Wash the sample container with 35 ml. of deionized water, add 1o the colurnn, snd dry for
about 1 minute. Then wash the columea with 1 mL of methanol and dry it for sbout 5
minutss. Collact tha sluant in the waste container,

It is very important to dry tha column well before elutlon to minimize the water content
bafore methylaton. Strong vacuum {~20 mnv Hg) may be used to dry the column. One
way to dry the column is to apply a vacuum for 1-2 min. Then opsn to atmospheric |
pressura. Then rsapply the vacuum. Repeating this process for 2-3 time should dry the
column sufficiently,

d} Anatvte Elution

Note:

Elute BAS 126 W with 25 mL of methanol. Collact the slution sotvent in a 128 mt flat
bottom flask.

mwhnuofnwﬂumlmavchangadependlngmﬂnlmnumbuoiﬂnfw+ﬂ
sorbent. Eiution profiles must be established for sach lot of ENV + sarbant.

3.1.4 Methyiation Using MeOH/ Cane, H S0,

Add 100 pl concentrated Hz80, to the reaction flaak from the previous step 3.1.3.d,
meharuﬂu.ucundcnwnnduﬂuxfanOmMuonahmplm. Bolling stones may be
uzed, Awmmm.msmhmwmmlwmmumbefomgdm
to step 3.1.5.

3.1.5 Minksolute ENV+™ Column Chromatagraghy No. 2

A minl-isotute ENV + ™ golumn clean-up step will ba used befors the final GC
datermination. The following procedure is used for the ENV +™ claanup:

£ Wobe:  Elutin Gofles for ENV 4 SoHsart materlal s5idd 5 4506 1 the presance of mtrx tof
L___._rnmmme canditions of usa as clessly as possibia.. it would also:heip to use a high b
C}mcetmﬁun of BW 125-M7. Using a control sampta that has basn run through all prior

Emm'und is'spiked with'5 Dpm 6f BW 126-M7, thare ehould be no problems with /
detection or, interfarence.from matrix. ...
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a) Column Preparation

1.

Note:

Weigh out 0.50 g £0.05 gram ENV +™ sorbent. Transfer the sorbent into an 8 mL
glass column with 2 filter paper frits, {grade 417 from VWRY) . at the battom and place a
glass wool plug {(about .05 g; the weight is hot crucial, but also should not be
excessive) at the top of the ENV + ™ sorbent.

v . . .
. . Use an SPE vacuum mianifold {aspiratar) to perform all the steps for ENV +™ column. A
vacuum reading of 15 inches Hg is adequate {sclvent flow rate is about 15 mL/ min).

" Condition the mini-ENV+™ column by pasiing acotuna;o 01% oxalic acid (viw}, and

methanol {6 mL each) followed by 10 mL water thmugh without allowlng the column to
go dry.

A reservoir may ba used with the mini-column. i '

b) Sampleload .

The sample flask from step 3.1.4 is taken directly from methylation to this step, Swirl the .
., flask to dissolve any residues left on the wall of the sample flask.: Add 100 mt. of water

to the reaction flagk. Transfer this solution to tha conditioned minl-ENV +™ golumn, -
ColIcct the efuant in a waste container (for axample, a 200 rnL beakar]

¢ Column Wash

. Note:

d]. Anaivte Elution

Nots:

Wash the sample container with 35 mL of water, add to the column, and dry for about 1
minute. Then wash the cotumn with 1 mL of methanol and dry it for about B minutes.

" 'Caltect the aluant in the wasta container.

It is very important to dry the column well before elution. Strong vacuum {~20 mm/Hg)
may be used to dry the column. One way to dry the column is to apply a vacuum for 1-2
min. Then open to attnospheric pressurs. Then rezpply the vecuum. Repeating this
process for 2-3 time should dry the column w!ﬂcianﬂy. :

-Eiute BW 125-M7 with 10 mL of acetone-0.01% oxafcacid {v/ wl. The volume of the

acetone-0.01% oxalit acid solution may changs depending on the lot number of the

ENV +™ sorbent. Elution profiles muat be establishad for each lot of ENV +™ sorbant.
Collect the elution solvent in.a 10 mb volumatric flask. Complete the volurme to 10 mL by
adding acatone-0,01% oxalic acid v/ w).

Regenerated ENV +™ may be used, An elu'ﬁorl profile does not have to be established
i only cna lot is used for regeneration, Ses appandix B for regeneration tachniqua.

i
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3.1.8

The sciuticns of the cantrol and 0.05 ppm fortification samples from the last step of
3.1.5.d are ready for injection into the gas chromatograph/mass spectrometer (GC-MSD}.
Further dilution is required for the 1.0 ppm fortifted sampls (e.g. 1/ 10 ditution from the
elution solution).

Naote: Different equipmant and paramaters than those kisted below may be substituted into
the mathod as long as intarpretable chromatography resulta.

a) Description of Equlpment

Detector: HP 5970 MSD
Gas Chromatograph: HP 5890 series (| GC

Column: Stabiwax-DA from:Restack
: {30 m, 0.26 e ID, 0.25 um film thickneas)

The instrument is automatically and manually tuned far maximum ssnstivity (for lon mvz
219} using perflucrotributylamine. Detection by selected lon monitaring (SIM) at m/ z 228
{M**). Tha dwall tima is 500 msee. Tha gas chromatograph is connected to the MSD
with a capillary intartace kept at 250°C.

Nota: A J&W DB-FFAP column (nitraterephthallc acid modified polyethlene glycoll may be

. used a3 an altemative to the Stebltwax, if resolution is nut echieved using tha Stabilwax
colurnn.

b} Qpamsing Condltions
. Column Pammaters;
ultra-high purity He {99.999%)

- 80

70 220
{220 _ . . .l20 . 280 . .. __]A1 Y |
Note: [The GC to.MS Interface is kept at 250 °C.
Injection Parametan:

Ammnmm(mmmmmtmmmm
uted. Spltess injection with solencid valve opens after 1 minute, saptum purge is 2-
3 mL/ min. Injector tampersturs is 180°C, flow of 1.8 mi/ min. Injection velume

deperxis on the sensitivity of the GC-M3 (typicel injection volume is 1 1o & pL).

. Note: Elscronic prossure regulstor may be used, (suggestad conciitions are: pulsad splitiess,
50 psi for 0.8 min, then 16 psi for 20 min), Other glass inserts and irlbcﬂm
conditions with simfer parformance can also be used,

Detector Pammeters:
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MSD In the *SIM* mods to monitor tha molecular ion at miz 226, (M*" of BW
125-M7).

Notes: 1. The GC parameters may be varied depanding on required peak resolition or
specific separation problems., It is highly recommded that the temperature
rampa not be shortened or deletod

2, Condition the GC system by injecting 2 matrix samp]a and two standards
3.1.7 Msathod of Calculstion for parent (BAS 128 W)
* .
8} Calbration Procedures . B

Calcutation of results is based on peak amlfﬁb_gght measurements using a calibration
curve. To obtain a standard curve, 4 gL of at lesst Threa different standard
concentrations, for exampls 1.875, 3.75, 7.6 and 15 ng/ mL of a BW 125-M7 are
injectad. These correspond to 7.6, 15, 30 and 60 pg/ dul, respectively, ' The peak area or
height {signal counts) is piottad versus the amount of injected standard (pgh.

' b)AnaMn.iu._Samnln
1. -Prnciple’

Calcutation of rasults is based on peak area or height measurements. Ths amount of BW
126-M7 in injected samples is datermined from tha calibratdon ¢urve and the equation
describad in 3.1.7.0.3 iz uttiized for the determination of the residue (R). Calculation can
also be made by a suitable comwiur program.

At least one fortification and ona untreeted sample {control) &re run with each set of
samples. The emourt of BW 128-M7 for fortification wials should ba an the arder of
magnitude of the sxpected residue. The recovery is determined from the fontification
axperiments {see 3.1.7.b.2).

2. Calcuiation af Residuea

Residus
(ppm) = ng Anatvte Found  x Mclecular Waight Conversion Facter (MWCF)
mg Sampile Injected

Sample Weight N
Infected (mg) = g Sampla x ul, injected x Afiguot %
Ditution Volume (ml) . 100
ng Anetyte found = Amourt of enalyts raad from callbration ourve in ng
g Sample : = Waight in gram of sample extractad
pL Injectad = ul Injected into GC-MS |
Adiquot % = Aliquot in % taken from sample axtract through ths mathod
Dihttion Vohurne = Final voluma after all dilution steps {md)
MWCF = (.938 for BW 125-M7 w0 BAS 126

Nots: Troatsd sampies should not comect for comirl contributions.
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3. Calcylation of Recoveries

Residus

{ppm) = pg Analvte Found x Molecufar Weight Conversion Factor (MWCF)
mg Sample Injected

Sample Weight

Injected (mg) = g Sarmmla x yb njected x Afiguot %
Dilution Volume (mL) 100
ng Analyta found = Amount of analyte read from callbration curve in ng
g Sample = Weight in gram of sample sxuacted
ul Injected = pl Injected into GC-MS
Aliquot % = Aliquot In % taken from sample exoact through the method
Dilution Volume = Final volume after all dilution steps [mi}
MWCF = (0.938 for BW 126-M7 10 BAS 125
Recovery % = x 100

pPm Added to Fortified Sample

Note: Cotregtion of fortification recoveries for control residues is optional. Treated sample are not
corrected for cortrol contributions.

3. 1:8=Inter{erences
_ Iirterfaring peak(s} from;the matrix ccur in the: chromatogram;-alter- the GC-ovan program or
column flow rate— Other types of GC Columns: may. be used. R
Ca)——Samole Matrices
T None observed.to_dats.
bl Other.Sourges
' Solvents: Nona Glizerved to date:
Lah Ware: Nona'cbsérved to date, -
Qther Pesticides; Refar to:sectlon 3.8 'of BASE. Registration. Document

No.96/:5223 {or.the determination of Interférences
with compotiria registered for use on'peanut, apple,
meat and milk. .

3.1.9 Confirmatory Technigues

GC-MS is used as a confirmatory technique to confirm the residua of BW 125-M7 by monitoring
threa ions at my/z 226 (M*), 1986 and 165 {bass peak}. The reiative abundance of thesa ions sre:
100%, 10% and 58% for m/z 165, 185 and 228 respactively (Figure 21}). A different oolumn,
D8-6 or DB-1 or OB-17 (30 m, 0.32 mm, 0.5 mm), can be used as an altemative column for BAS
126 W residue analysis.

3.1.10 Time Beouiced for Analyais

I
. . Thaﬂlmraqdrcdforamnfﬁsampln.zmcovmiuand1oontralithm.plusGCanalysh
and calculation timea that can be autornated and unattended, providad that no spacial problems
ariga.’
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it is recommended that the work-up be completed in one day, without any stopping points. If it is
necessary to stop the set, complete the rne\hv{at:on reaction, and keep tha raaction flasks in the
i freezer (~ -20°C)

3.1.11 Potents! Problems ‘ § o

b}

c)

d)

During large anaiytical sets, the detector sansitivity can vary due to matrix effects. it is
~recarmmended to candition the column by infecting matrix extract followed by two

standards befora atardng to infect samples.

Make column cuts for both mmini ENV+T“ colurmn conditions for each naw lot aumber

’ recerved

Beforn analyte elutlcn from the first mini-ENV +™ column, make sure the column is dry.
The presence of water may affect tha vield of the methvlamn step.

Before analyte elution from the second mini-ENV +™ column, make sure the column is
dry. The prasenca of water may hydmlvze the esler in thu injection port.

) . . ¢ Tk
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3.2 Despropanoyi Method for Kidney and Liver
3.2.1 Preparation of the Ssmole

Homogenize the samples thoroughly before subsampling and weighing.

3.2.2 Extraction of Kidney and Liver

Note:

Note;

Nate:
aj

b)

4]
d)
Note:

e}

f

Note:

The glassware should be clean with no inside scratchaes,

The extract from step 3.1.2.2.6 may be usad if it has not been stored for more than a
few hours at room temperature, The extraction of kidnay {or liver) to determine BAS
125 W or despropanoyi Is Identical. Therefore, after extraction of the kidney (or liver)
two different aliquots can be taken to different methods. Ons for the parent method
(BAS 125 W} and the other for the despropanayi method {BW 125-5378).

No conversion of BAS 125 W ta BW 125-6376 has been obsarved during extraction.
Waigh 26 g {+0.2 g} of the homogenized tissue sample into 400 mlL gtass beaker or
other wide mouth container. Fortify controls to be used as procedural recovery samples
with appropriats concentration of the standards of BW 126-6378 for kidney and liver
{e.g. for 0.05 ppm add TmL of the 1.25 pg/ mL standard into 25 g kidney).

Add 120 mlL of acetonitrite/ 1.5 M HS04 (9:1, v/ vi to the beaker and macerate the |

. sarple for approximately 1 minutes with a polytron, Decant the extracted solution
" (leave the solid behind} into vacuum filter with a Buchner funnel containing a sheat of

Whatman No. 2 filter papsr covarad with a layer of celite {about & g, weight is not
crucial, but also should not be excessive) into a 530 mL filtar flagk.

Rinse the polytron blade with deionized water. Callect the rinses in the beaker..
Repeat axtraction step 3.2,2.b
Use forceps to clean the polytron generator from the matrix if nacessary.

Ringe the polytron blade with deionized water, Collact the ringes in the beaker and fliter
through the Buchner funna! as bofore.

Transfer the filtrate to a 500 mL volumatric flask. Adjust to the mark by adding
deloinized water.

Use one gheet of filter paper (No. 2} to cover the base of the Buchner funnel, (wettad
with about 3-5 mL of water) and a layer of celite to prevent the smal) particies from
clogging the filter paper. If the cefite clogs during extraction, a spatula can ba used to
stir up the mare.

Quantitatively remove 50 mL of the animal matrices extract from the pravious step and
placs nto a 125 mi, 24/ 40 standard fiat-bottomn flask. Date, label and stors the
remaining extrect.

Reduce the aliquot voiume to less than 10 mL by using rotary Evaporetor.

Depending on the sensitivity of the HPLC-UV dstector and tha injection volume,
diffarent aliquot sizes may be Used as naeded.
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3.2.3 Acid Hydrolvsia . Wom

s 1 . . P '

Add 100 gL 6N -HCI to the solution from step 3.2,2.h, heat at 80° C for 30 minutes on

a water bath or on a hot plate. After hydrolysis, the samp!e is aliowed to cool 10 room
Lemperature before proceedmg wrr.h nexr step

3.2.4 MmJ.SAx_Cnm:nn

* w1 Note:

a) Column Praparation
o

>

Note:

Hoh:

+

could ba rpade bv a hole punehar

A migi8AX eolumn clean-up step will be used: befom the Mini-Carbopack B Column,
The following procadure is used for the SAX clean-up: '

[Elurtion profiles for SAX sorbent material should be done in the | presenca of matrix to

+ match the conditions of use as closely as possible, It would afso help to use a high

concentration of BW 125-5378, Usmg a control sample spiked that has been run through
all prior steps and spiking with 6 ppm of BW 125-5376 there should be no problems with
detection or interfersnce from matrix. -

ML o TN
Y “

Waigh out 1.0 g £ 0. 05 gram of SAX sorbent. Transfar the sorbent into an B mi
glass calumn with two fiiter paper frits {grade 417" VWR} at the bottom. Place s

- glass weoal plug (sbout '0.05 g; the weight is not crucial, but also should not be

B

axcessive) on top of the SAX gorbent.

:

Use an SPE vacuum manifold (aspirator] to perfarm all the steps for the mini-SAX

" column. ATow vacuum should beusod for elution (solvent flow rate < & mL/ min}.

Condition the minl-SAX colurmn by passing § mL of methanol followed by 20 mL of
PH =2 water/adjusted,with1HCliwithout allowing tha column to ga dry.

For the glass columns, use two filter paper frits (grade 417 from VWR Cat. No 28313-
057) that {it the bottom of the glass columns. The comect size of the fiiter paper frits

R f Sl

Areservoil'maybamdmthﬂwnﬁ-column.

b) Samples Load Hnd Wash ) K '. . . R . -

* Note:
1.
&'

2

P

-

BW'128-5376 will be in the load and water wash, =

Transfer the solution from the hydrotysis step 3.2. 3 to the conditioned mini-SAX column
* with a law vacuum (solvent flow rata < 6 mt/ min}; Coflect the eluant in an
appmpnute container {o g. 125 mL ﬂat bottom fiask or 150 rnL beaker),

Wash tha remaining Bw 125-5378 off the rnlnI-SAx oolurnn with 20 mL of pH=2 water
adjusted with HQ.. Collect the eluant in the same nommmr. A strong vacuum { 20 mm
Hg) mav be uud t0 remove the rurnulnlng water )
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3.2.5 Mini-Carhopack 8 Colurnn Chrofmatogmnhy

A minl-Carbopack B golumn clean-up step will be used after the mini-SAX slean-up step,
'The following procedure is used for the Carbopack B cleanup:

Note: Bution profiles for Carbopack B sorbant matenial should be done in the presence of matrix
to mateh the conditions of use as closely as possible. It would elso halp to use a high
concentration of BW 125-5378. Using a control sample 5piked thet has been run through
el prior stups and spiking with 5 ppm of W 125-5376, thara thould be no problems with
datection or interference from matrix,

a) Column Pragaration

1. Waigh out 1.0 g + 0.06 gram of Carbopack B sorbent. Transfer the sorbent into an 8
mi glass column with two fiiter paper frits (grade 417 from VWR) a1 the bottom. Place
s glasa woof plug {(about 0.05 g; the weight is not crucist, but siso shoutd not be
excesgiva) on top of the Carbon Black sorbant.

2. UJge an SPE vacuum manifold {aspirator) to parform all the steps for mini-Carbopack B
calumn,

Note: The flow rate may change depanding on the typa of matrix. In this case keap tha flow
rate of 4-8 mi/ min, The manifold shouki be able to hold four 125 mL fiat-bottom
. flssks for highest sfficlancy In sample processing.

3. Condition the mini-Carbopack B column by passing & mL of 0.1 N NaOH, 5 mL of
methanol followed by 10 miL water, without allowing the column to go dry.

Note: For the glass columns, use two filter paper frits {grade 417 from the VWR Cat. No.
28313-067) that fit the bottom of the glass columns, The correct size of the filter
paper frits could be made by a hola puncher.

Note: Manitold should be abis to hold four 125 mL flat-bottom flasks for highest afficisncy in
sample processing. .

Note: A reservoir may bs usad with the mink-colurnn.
b} Sampla Load

Transfer the eluant from step 3.2.4.b to the conditioned mini-Carbopack B column with
NO VACUUM. Collect the eluant in » waste container {8.g. 500 mL beskerl. Dry the
column using ss SPE vacuum manifald (aspiretor).

Nots: Dry the column well before elution. A strong vacuum ( 20 mnv Hg) should be used to
dry the colymn. One way to dry the column is to apply 2 strong vacuum for several
minutas. Reiezsa the vecuum, aflowing the prezsure to increass to atmospheric pressure,
Then reapply the strong vacuum. Rapesting this procedure 2-3 times shoutd dry the
column sufficienty.

() o) Anatvta Eiution

Bute BW 125-6376 with 20 mL of 0,1 N NaOH, s solvent flow rats of 4-8 mL/ min
should be used for elution. Tha voluma of 0.1 N NsOH may change depending on the
lot number of the Carbopack B sorbent. Elution profiles must be established for each ot
of Carbopack B sorbent. The elution profile should ba made in ths presence of matrix *
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Note:

80 that the profile conditions match the conditions of the column. Collect the slution
solvant in an eppropriate sized flask or beaker.

Carbopack B particles may leak from the column into tha elution solvent. This is not a
problam. [f it happens, load tha solution (including Carbopack B) onto the next mini-
ENV + ™ column. .

3.2.6 Minl-Isghure ENV+™ Cojumn Chromatography

.Nnta:

1.

Note:

Nota:

Nota:

Note:

A mini-Isolute ENV +™ column clean-up step will ba used before the final HPLC
determination. Tha following procedura is used for the ENV +™ cleariup:

Elution profiles for ENV + ™ sorbent material should be dona in the presence of matrix to
match the conditions of use as closaly as possible. It woutd also help to use a high
concentration of BW 125-6378. Using a control sampla spiked that has been run through
all prior steps and spiking with 5 ppm of BW 125-8376, there should be no problems with
datection or interference from matrix,

al Column Preparation "

Weigh out 0.50'g =0.05 gram ENV'+™ sorbent. Transfer the scrbent into an B miL
glass column with 2 filter paper {rits, (grade 417 from VVR}  at the bottom and pIaca a
glass woal piug (about Q.06 g; the wmght is not crucial, but also should not be
excessiva) at the top of tha ENV + ™ sorbent.

For the glass columns, use two fitter paper frits (gradn 417 grom VWR Cat. No. 28313-
057] that fit the bottom of the glasa columna. Tho correct size of the filter papers
could be miade by hole puncher.

Manifold shouid be able to hald four 126 mL, flat-bottom fasks for highest afficlancy in

_ sample processing.

Ull. an SPE vacuum manifold {sspirator} to perform all the steps for ENV +™ column.

Condition the mini-ENV + ™ column by passing acetone and mathanol {5 mL each), 20
ml of 0.04% 1,3-cyclohexanedione (w:v in pH=2 water adjusted with HCl} followed by
10 mL water without allowirg the column to go dry.

A resarvoir may be tised with the mink-column.
1,3 Cyclohexanedione Is an analog for BW 125-5378. 1t is used to cover the active
sites in the ENV +™ sorbent.

.
f . .

b) Samplelosd -

- The mmplo flagk from step 3 2. 5 ¢ la taken hum mini-Carbopack B clsan-up, 100 ul of

H,50, is added to reduce the pH < 2, and the sample is ready to load onto the ENV+™
mini-column. Swird the flask to dissolve any residues left on tha wail of the sample
flask. Transfer this solution to the conditioned mini-ENV +™ column. No vacuum
should be used, Collect the shuant in a weste container (e.g. 200 mL beaker).
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e Column Wash

Wash the container 35 mL of water, add to the column. No vacuum should be used to
load ths wash. Dry the column under vacuum for about 5 minutas. Collect the eluant
in the waste containsr.

Nots: A strong vacuum { 20mm/Hg} should be used to dry the column. Cne way to dry the
column is to apply & vacuum for 1-2 min. Then open to stmospheric pressure. Then
reapply the vacuum. Repeating this procass for 2-3 times shouid dry the column
sufficlenty,

d) Analyte Elution

Elute BW 126-5376 with 10 mL of acetons. Tha volume of the acstons solvent may
change depending on the kot number of the ENV +™ sorbent. Elution profiles must be
established for each lot of ENV +™ sorbent. Collect the eiution solvent in » flat bottom
flask {s.g. 50 mL}. A moderate vacuum may be used. A flow rate of about 5 mL/ min
is typical, .

Note: Regenerated ENV +™ may be usad (see appendix B),
<)

327

The solutions from step 3.2.8.4 are evaporatad by rotary evaporator at 45 +5°C to near
dryness. Apply N; stream until sample is completely dry. Add 10 rL deionized water,
thia dilution is adequate for samples ranging form the LOG (0.05 ppm) to 0.2 ppm.
Samples with residues exceeding 0.2 ppm will require sppropriate dilutions.

2) Deascrigtion of HML.C tnstrymentstion

A model 1050 High Parformance Liquid Clwomatography (HPLC) from Hewlett Packard
is used. The instrument includes an autosarnpler, a UV dstecter from Appiied
Biosystems, and & Column Switching Port from Rheodyne. Two colurmns are used for
column switching. The first column is a Hypersil C18, 3 mioron, 100 X 4.8 mm from
Phenomenex. The Anilytical Column is a ODS-AQ, & micron, 120 A pore size , 250 X
4.8 mm from YMC. The HPLC conditions are as followinga:

Eirgt Column: 100 X 4.8 mm, Hypersi? C18, 3 micron
{Phencmenex: 0OD-0146-E0}
Firgt Column Row: 1.0 mL/ min .
Moblle Phage: - 89:1 Water/Acatie Acid
Injection Voluma: 500 ul
Column Cut: 2 min, from 7 to 9 minutes
Sacond Column: 250 X 4.8 mm, ODS-AQ, 6 mlcron
120 A pore siza
{YMC: AQ125062648WT}
Second Column Flaw: 1.0 mi/ min
Mobile Phass: 3:98:1 Acetonitrila/Water/HOAC
Wavelength: - 265 nm . .
Retantion time: - ~18 min N

Typicat Caltbration Standards: 5, 10, 20, 50 ng/ mL
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_alﬁaﬁhmﬁnn_&mndumn ,

The first column is flushed with acetonitrile and re-equmbrated with the mobile phase
during each injection.. This occurs after the column cut {7-9 min), when the analyte is
switched from the first to the second calumn, Here is.a description of thet procedure:

After the anatyte is switched omu the second column and the column switching
b window is closed, the first coiurmin is washed with 100% ACN for 4 minutes at
. flow rate of 2 ml/ min. Then the first colunw is flushed with 99:1 water/
_HOAC for an additional 4 minutes at flow rate of 2 mL/ min. The column fow
rate is then changed ta 1 mi/ min to equilibrate the Bow and pressure prior to
the next injection. 4
This column flushing procedure helps reduce column drift on the first column and
carryovur of late ulutmg compounds onto !he second column

1

bJSnmnla_mmnm

Bafore injecting a naw set into HPLC, the colurmna should be washed with Acetonitrile
{ACN} and conditioned with Mobile Phase. Tum both colurnns around and flush the
columns with 100% ACN for at laast haif an hour. Turn the columns back to the
normal positions and conditions the columns with mobile phase for at least a half hour.
Inject a standard to check the precclumn window. After columns conditioned, the
HPL.C system is ready for enalyzing samples.

- - 3

s LA

Calculation of results is based on peak area or. helght or height measurements using a

calibration curve. To obtain a standard curve, 500 pt of at least three differant standard

concentrations, for exampie 5, 10, 20-and 50 ng/ mL of BW 125-6378 are injectad.

These correspond to 2.5, 5, 10 and 25 ngs 500 pL, respectively. The peak area or height
- {signal counts} is plottad versus the armmt ur injected standard {ug).

bt Anﬂhdn.in.&uﬂa
1. Principls

PR
Calculation of results is based on peak arsa or helght measurements. The amount of
BW 126-6376 In Injocted samples is determined from the-calibration curve and the
equation described in 3.2.8.5.3 is utifized for the detsmlnatlon of the rasidue GRJ
Calculation can also be mads bv a suitabie computer pmgram
it is m;ornmended that at Ieast one fortification and one untrented sample {control) are
Lrun with sach:set of samples.. The amount of BW 125-6376 fer fortification trial should
be on the order of magnituda of the expected residue. The recovery is datermined from

- the fortification experiments (see 3.2.8.5.2),

. A -

~— i - '
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2. Calculation of Residues

Residue

{ppm} = g Analvte Found
mg Sample Injectad

Sample Weight

Injected {mg) = g Sample x mL Iniscted x
’ Dilution Volurne L) 100

ng Analyte found = Amount of analyte read from calibration curve in ng

g Sample = Waight in gram of sample extracted

ml. Injacted = ml injectsd into the HPLC

Aliquot % = Aliquot in % taken from sample extract through the meathod
Dilution Volume = Final volume after all dilution steps (mlL)

Note: Traated samples should not be corrected for rasidues in the cantrol,
3 Calcylation gf Recoveries

Residus (ppm} = ng Analyte Found
™y Sample Injected
. Sample Weight 9.Sampla x mi. Injegted x Afiquat %
[njacted(mg) = Dilution Volume {mi} 100
ng Analyte found = Amount of analyts read from calibretion curve In ng
g Sample = Waeight in gram of sampls extractad
mL injected = mL Injected into HPLC-UV
. Aliquot % = Aliquot in % taken frem sampla sxtract thfnuqh the method
! Dilution Volume = Finsl volume atter ail dilution steps {mL)
Flgoovgry % = pum Found in Fortifled 5§

PRm Addad to Fortified Sampis.

Hote: Correction of fortification recoveriea for control residues is optional. Treated sample are
not corrected for control residues.

3.2.9 |Interfarences

If intecfering peakis) from tha matrix oocur in the chromatogram, alter the type of
HPLC columns used,

a) Sampils Matrices
None obsarved to date.
b Other Sources

. Solvants: None obsarved to date, v
Lab Ware: None observed to date.,

Other Pesticides:
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The pesticides that ams currently registered for use on meat {kidney and liver) are
potentlally present in these tissuss. Standard solutions of these pesticides werae praparad
in methano! at 2 concentration equal or higher than the tolarance. All tha standards were
hydrolyzed with 2N HCI for 30 minutes, followed by elution from SAX, Carbo-Pack and
ENV +™ mini-isoluta columns, as described in the mathod. The slutions from the ENV +™
min-isolute columns ware evaporated and redissolved in deionized water. Injections into a
HPLC-UV were done under the conditions usad for despropinoyf analysis to determine if
any of the compounds interfere with the detgnﬂination of the analytes (retention time +
0.2 min). None of the pesticides interfered with BW 125-5376 (see Table 13).

R . - .
3.2.70 Confirmatary Techniquas -~
. ., KR
o .+ . AHPLC-MS confirmatory techniqus has been developad. It is outlined in Appendix D.
3.2.11 Hme Required tor Analysis . .
B . + ) 1
The tirme required for a sat of 5 samples, 2 recovaries and 1 control iz 8 hours, plus

HPLC analysis and calculation timas that can be automatad and unattended, provided
that no special problams arige. :

“ . -

~

it is recommanded that the work-up be completed in one day, without any stopping
, points. If necasgary to stop the set, elute from rnini-Carbopack B column, and keep tha
y o l

slution in the freezer { -20°C). .
. 3.2.12 Potantial Problemg .
a) ; Th-a HPLC column cut window may shift. It s recommended to establish the windew

for the column cut by injecting atandard befors injecting the whole set. Condition the
.system by injecting matrix extract followed by two smndardq before $tarting to inject
samples. - i ' '

b} -:  Make column cuts for SAX, Carbopack B (in matrix), and mini-ENV +™ colurnns for each
new lot number.received. . The profile conditions should match the conditions of the
columns. )

SN
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3.3 Parent Method for Apple
3.3.1 Preparation of Samples

Homogenize the samplas thoroughly before subsampling and weighing.
.3.3.2 EBxtraction
a} Agcle and Wer Pornace

Note:

Note:

Note:

The glassware should be clean with no inside scratches.

Weigh 25 g {+0.2 g} of the homagenized apple {or wet pomace) into a 400 mL glass
beakar of other wide mouth containar. Fortify controls t¢ be used na procadural
recovery samples with appropriate concentrations of the standard into 25 g wet pomace
applel

Add 120 mL of ecetonitrle/ 1.5 M H;50, {9:1, v/ v} to the basaker and macerate the
sample for approximataly  minutes with a paiytron. Decant the axtracted solution fnto
a vacuum filter with a Buchner funne! containing a sheet of Whatman No. 2 filter paper.

Cover with a layer of celite {about § g, weight is not crucial, but alse should not be
excessive) into a 500 mL filter flask.

-Use forceps to clean matrix from the polytron genecator, if necessery.
Rinse the polytron blade with water. Collect the rinsas in the beaker.
Repeat extraction step 3.3.2.8.2.

Rinse the polytron blade with water, Collect the rinsea in the beaker and filter through
the Buchner funnel as before.

Trensfer the filtrate to 8 500 ml volumetric flask. Adjust to the mark by adding water.

Use one sheat of filter paper (Whatman No. 2) 1o cover the base of the Buchner funnsl,
{wetted with about 3-6 mL of acetonitrile/ 1.5 M H S0, )} and a layer of celite to
provent small particlas from clogging tha filter paper.

.

b} Apple Juice

Weigh 28 g {(£0.2 g) of the apple juice into 400 mL glass beaker or other wida

mouth container. Fortify controls to ba used as procedural recovery samples with
appropriates concentration of the standards of BAS 126 W Io g. for 0.05 pprm add 1mbL
of 1.25 wg/mL of the standard inta 25g of julea).

Add 120 mL of acetonitrile/ 1.5 M H,50, {8:1, v/ v} to the baaker and mix the semple
for approximately 0.5 minute with a stirring rod. Riter the solution inta a vacuum filter
with a Buchner funnal containing a sheet of Whatman No. 2 fiiter paper caverad with a
layer of celite {about § g, weight is not cruclal, but also shoutd not be excossive} Into a
BOOmL fliter flask.

Ringe the celits with 120 mL acetonitrile/ 1.6 M H,;S0, [9:1, v/ v). Collact the rinses
with the original axtract.
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4. Transfer the filtrate 1o a 500 mL volumetric flask. Adjust to the mark by adding water.
3.3.3 MinlIsolute ENV +™ Column Chrormatgranhy No. 1 .

A mini-isplute ENV +™ column clean-up will be used befora the methylation step. The
following procudure is used for tha ENV +™ cleanup:

'Nute:EElGiionIpmffiﬁfoTENV & Msorhent material should; ba,done. in,the prasence of matrix t
r_r‘i'atch the/conditions,of{useasclosely/asTpossible Y It iwouid also help,tolusela “high,
concentration, of{8ASH 25 W Using[alsampls]spiked jwith|&/ppmof] BASH 25\Wlth

. ,  shouldibalno;problemsiwith detection, or interfarencs) from matx

& Colymn Pregaration - -

1. Weight out 0.50 g £0.05 gram ENV +™ sorbant. Transfer the sarbent into an 8 mL
- giass column with 2 filter paper frits, {grada 417 from VWR) at the bottom and place a
glass wool plug (sbout 0.05 g; tha weight is not grucial, but alao should not ba
. axcassive] at the top of tha ENV +™ sorbem.

Note: For the glass columns, uss two filter paper frits tgrade 417 fram VWR Cat. No. 28313-
067) that fit the bottom of the glass columns, The correct size of the filter papars
could be made by hole puncher.

. 2. Use an SPE vacuum manifold (aspirator) 1o perforrn all the steps for ENV+™ column. A
" solvent flow rate batween 30 - 35 mL/ min is usually adequate.

Note: The flow rate may change dependlng on the type of matrix. In thls caso keep the
sotvent flow as close as possible to 30 mi/ min. Manifold should be able to hold four
126 mL flat-bottom flasks for highest sificiency in sampis processing.

fots: A reasrvoir may be usad with the mini-column.

3. | Condition the ENV +™ mini-golumn by passing 5 mL ACN-1.5 M H,S0, @:1, v/ vh 8
mL of methanol followed by 10 mL water through, without allowing tha column to go
dry. {

b} Sampte Load

Quantitatively remove 15 mL of ths apple axtract from tha pravious steg and place Inte
an spproximately 500 mL flask or container. Add 200 mlL water. Date, label and store
the remaining extract. .

Swirl the flask to dissolve any residues left on the wall of tha sample flask. Transfer
this- solution to the conditioned mini-ENV+™ column. Callact the sluant fr & wasta
conuimr (c g8 500 rnL beaker), .
o Note: Dspending on thu serurﬂvlty of ‘the GC-MSD detector, and the injeation volume,
.k ’ ) different sliguot sizas may be usad as needed.
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Note:

d}

Wash the container with 35 mL of watar. Transfer the wash to the colwnn, Then
thoroughiy dry the column. Collect the eluant in the waste container.

A strong vacuum { 20mm/ Hg} should be used to dry the colimn. One way to dry the
column is to apply @ vacuum for 1-2 min. Then open to atmospheric pressure. Then
reapply the vacuum. Repeating this process for 2-3 times should dry the calumn
sufficiently.

Analvis Ejution

Elute BAS 126 W with 26 mL of methanol. The valume of methanol may change
depending on the lot number of the ENV +™ sorbent. Elution profiles must ba
established for each lot of ENV +™ sorbent. Coilect the elution solvent in s 125 mt flat
bottom flask.

3.3.4 Maethylation Using MeQH/ Conc, H,80,

. 3.3.5

Notar

.' Note:

Add 1004 H;80, to tha reaction flask from the pravious step 3.3.3.d, attach a
condenser and reflux for §0 minutes on a hot plate. Bolling stones may be used, After
mathyiation, the sampie is allowed to c00l to room temperature. Proceed with the next
stap.

™

An ENV+™ mini-column will be used for additional clean-up after the methylaﬁo;\ step.
The following procedu'a ts used for the ENV +™ claan—up-

mhmecmdmomofmucbsdyaspowmo. it.would. also help.to use a high '—,
concentration of BW 125-M7. Using a control sample that has been run through atl prior,
steps and spiked with 5. ppm of BW 125-M7, mmubempmuemmmdetmn
[ of interferanca from matrix. _)

Column Preparation
Waigh out 0.60 g £0.05 gram ENV +™ sorbent. Transfer the sorbent into an 8 mL
glass column with 2 fiiter paper frits, (grade 417 from VWR) at the bottom and place a

glass wool piug {about .05 g; the weight Is not crucial, but also should not be
axuessive) at the top of tha ENV + ™ sorbent.

For the glass calumns, use two fiter papar frits (grade 417 from VWR Cat. No, 28313-
057) that fit the bottomn of the glase columns, The corrsct :I:a of the filter papers
could be made by hole puncher.

Use an SPE vacuum manifold {aspirator) to perform all the steps for ENV +™ culumn. A
solvent flow rate between 30 - 35 mL/ min ias usualy adsquats.

The flow rate may change depsnding on the typs of matrix. In this case keep the
solvent flow aa close as poasible to 30 mL/ min. Manifold should be abla to hold four
128 mL flat-bottom flasks for highest effisiency in sampla procesaing.
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3. Condition the mini-ENV +™ column by passing acetone-0.01% oxalic scid tv/w), and
te - -methanol {5 mL each) followed bv 0 mi water through. without allowing the column 10
godry., . |

-b)

. 338

Nota:- A reservoir may be used with the mini-column.*

To the sample from step 3.2.4 is added 100 mL of deionized water. Swirl the flask to
dissolve any residues left on the wall of the sample flask. Transfer this soluticn to the
conditionad ENV +™ mini-column. Cellect the eluant In a wam container (e.g. 200 mL
beaker}. : . - -

.4

o) .. ColumnWash - : .

Wash the container with 35 mL of water, add to the column, and dry for about &
minutes. A strong vacuum (-20 mm/Hg} may be used to dry the column.” Collsct the
alyant in the waste container.

*,

'

9 Anavie Elution
Elute B\"v 126-M7 wfth 10 mb of acetone-0.01% oxalic acld {v/w). The volume of the
acetone-0.01% oxalic acid solution may changa depending on the lot number of the
ENV +™ sarbent. Elution profiles must ba established for each lot of ENV +™ sorbent.

Caliect the efution solvent in 2 10 mlL measuring ﬂask. Complota the volume to 10 m!
by adding acetons-0.01% oxalic. acid (v/w), - '

’

MNote: Regenerated ENV+™ may be used. An elution profila does not have to be estabiished if
only one lot is used for regeneration. {See apperxiix B},

The solutions of the control and 0.05 ppm fortification samples from the last step of
33.6mmdyfwirdocﬂonmmmahwmmmwﬂn spactromatar (GC-MSD],
Further dilution is raquired for the 1.0 ppmforﬁﬁadtunphhg. 1/ 10 dilution from the
elution solution).

Note: Different equipment and mmm‘ﬁmmwwwmhmm
the method as long ag interpratable chromatography results.

a} Description of Equipment
Datector: - HP 5870 MBD . r

Gas Chromatograph: HP G890 seriea 1l GC
Column: Stabilwax-DA from Resteck

{30 m, 0.26 mm ID, OZEumﬁlmmlckmnP
mmhamwmmvwmmmummm
219} using perfiucrotributytamine. Detection by selected jon monitoring {SIM) at m/z 228
(M*). The dwell time is 500 mseo. mqummomphhmmedwmmsn
Mmacapllnwinmfaeakeptnm"c

Mote: A J&W DB-FFAP column {nitrotaraphthallc acid modified polyethiens glycol) may be
used as an alternative to the Stabilwax, if resolution is not echieved using the Stabilwax
column.

[T P

: mvaﬁ‘

—
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b} Qpemting Conditiona

GC Ovm Program.

Colum Pararneters:

Carrier Gas: ultra-high purity He (99.999%)
Head Pressure: 16 pd

Flow Rate: 1.5 ml/ min

Velocity: 45 cm/a

- 1
180 70 220 3
220 70 250 3

Note:—The GC to MS jnterface Is kept at 250 2C.)

3.3.7-

Notas:

A glass insert from Restek (4mm Gooseneck splitless slesve part number 20799) is used.
Sphitless injection with solancid valve opens after 1 minute, septum purge is 2-3 mLJ min,
Injector temperature is 180°C, flow of 1.5 mL/ min, Injsction voluma depends on the
sensitivity of tha GC-MS (typical injestion volume is 1 to B ul).

Elactronic pressurs reguiator may ba used, (suggestad conditions are: pulgsed splmess

50 psi for 0.5 min, then 15 psi for 20 min). Other giags inserts and injection

conditions with similar performance can also ba used.

DQetector Parameters:

MSD in the "SIM" mode to monitor the malscular lon at m/ z 226, (M*' of BW 125-M7).

1. The GC parametsrs may be varied depending on required peak resolution or
specific separation probiems. It is highly recommended that the temperature
ramps not be shortanad or delated,

2, Condition the GC system by injecting a control and two standards

METHODE OF CALCULATION

a) Lafibeation Procedums

Calculation of rasults is besed on peak area or helght maasurements using a calibration
curve. To obtain a stendard curve, 4 ul of at lsast thres different standard
concantrations, for example 1.876, 3.76 and 15 ng/ mL of a BW 125-M7 are injactad,
Thess correspond 1o 7.6, 15 and 80 pg/ 4uL, respectively. The peak area or height
{signal counts) is plotted versus the amount of injsctad standard {pg).

bl Analyta in Sample

1. -

Calmﬂonofrumuhbuedonpeakmorheiﬂnmmnm The amount of BW
126-M7 in injactad samples is dstarminad from the calibration curve and the equation
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described in 3.3.8.b.3 is utilized for the datermination of the residue {R). Calcuiation can

also be made by a suitable computer program. s
At least one:fortification and one untreated sample {control) are run with each set of
sampfes. The amount of BW 125-M7. for fortification trials should be on the order of
magnitude of the expacted residue. Thu recovery is determined from the fortification
experiments (sea 3.3.8.b.2). -En v

CoE Residus ] o y
[P . {ppm)- = gq_Am_m_p_uﬂu_ X Mutscular Welght Curwerslon Facror IMWCF) i

. . - mg Sample Injected

¥:

Sample Weight

Injected (mg} = g Sample x ul Injected x Aliquot %
. .. . Dikstion Volume (ml} 100 |
* 3 - - " " .. .
- ":‘_ ° ng A.na!yte found = Amount of analyte read from calibration curve in ng
e g Sample ©, = Weight in gram ¢f sampie ex‘r.racted
pl Injected = L Injacted into GC-MS
_ Aliquot % . = Aliquot in %. taken from sample extract through the
k 1 " method _
7 Diution Volume 0 = Flnal volm after all d'luuon steps (mb)
MWCF = 0.938 for BW 125-M7 1o B:A_S !257 -
. .  MNote: Treated samples should not correst for contral contributiong.  «
L . . . 'L . i -
Qalmmun_o.f_ﬂsnmm . s L -
Residus "

ppm} = ng Anatvie Found. x Moleciilar Weight Convwsion Factor {MWCF)
mg Sample Imecud R .

Sarrlplu Weight +

{njected img) = g Samoin x ub. injected x Aliquat % ~ .
Diution Velume (ml) 100 °

ng Analyte found = Amount of analyte read from calibration curve in ng

g Sampla } = Welght in gram of sample exiracted

pl Injected = pl Injected into GC-MS

Allquot % .. -= Aliquot in % taken trom sample oxtract through the

mathod
* _ Dilstion Volume = Flnal volume after all dllutmn Mps {rnL)
bl - " . & "

MWCF = 0.338 for BW 125-M7 to BAS 126

- Nota: Cormmionofforﬂﬁcaﬂunmcweﬂesforonnud rasldue‘lln jonal, T d L
: ars not corrected forcomolconu‘ibuﬂons b *

-3
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8)

b}

3.3.9

Intarferences

Hf interfering peakis} from the matrix cccur in the chromatogram, alter the GC oven progrem or
column flow rata. Other types of GC columns may be used.

Sample Matriges
None observed to date.
CQrher Sources
Solvents: None cbserved to date.
Lab Ware: None obaarved 1o date.
Cther Pesticides: Refer to section 3.8 of BASF Registration Documnt
No. 96/8223 for the datennination of interferences
with compounds registered for use on peanut, apple,
meat and mitk,
Confiqnatory Techniguas -

GC-MS is used as o confirmatory tachnique to confinm the residue of BW 125-M7 by monitoring
thrae ions at m/z 228 (M*}, 186 and 165 (basa peak). The relative abundance of thesa ions are:
100%, 10% and 58% for m/z 165, 195 and 226 respectively (Figure 21). A different column,
DB-6 or DB-1 or DB-17 {30 e, 0.32 mm, 0.6 mm}, can be usad a8 an altsmative column for BAS
125 W residue analysis.

s

3.3.10 Tire.Required for Aoalysia

3.3.11

The time required for a set of 6 samples, 2 recoveries and 1 controf ia 8 hours, plus GC anaiysis
and caiculation times that can be automated and unattanded, provided that no special problems
arise.

It is recommended that ths work-up ba complsted in ona day, without any stopping points. Hitis
necsssary to stop the set, completa the mathylatdon reaction, andkupﬂ!ereacﬁonﬂask.shm
freszer {~ -20°C).

Potentiaf Problema

&)  During lerge anaiytical sety, the detactr seiveltivity oan vary due to matrlx offects. It Is
recommendad to sondition the column bywmmﬁxmhlbmdbym
standards before starting 1o inject samplas,

bl' Maka coiumn cuts for both ENV+™ mink-column conditions for sach naw lot number
received. .

c) Befors analyta shution from the first ENV +™ mini-colunm, make surs the cofumn Is dry.
The presance of water may affect the yield of the methyiation atep.

& Bafors snalyts elution from the second ENV + ™ minkgalumn, makas sure the column is
dry. The presence of water mey hydrolyze the ester in the injeation port.
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The accountability of this methed for incurred resldues wes demonstrated using a goat
kidnay sample (BASF Sample No: 1153-2-12) from a “C lactating goat metabolism
study (Reference 3). The sample was harvested on July 19, 1994,

The metabolism work by Battelle Labs included a profile of the goat kidney sample at 2
different times. The first extraction conducted as part of the metabolism study
(Reference 3) was within 2 months of harvest of the kidnay sample. it demonstrated
32% TRR as prohexadions and 21% TRR as the despropanoy] metabolite. The second

., T extraction and profile conducted under the accountability protocol was conducted after

+ 28 manths of frozen storage, around the time of the accountability study. A significant
- decrease in the amount of prohexadione was observed after 28 months of storage,

down 7% TRA. The firat profile served to identify parent and despropanoy! as the major
residues in fresh kidney, whils the second profile quantitates the parem for companson
to the accountabillty study. . .

.+ The apple method ia very similar to the peanut method raported in BASF Mathod No.

- ;09601 (Reference t). An accountability of the methed for peanuts is reported there, so

o 1.no further accountablllty work was done for apples, .

The accountability cxpanmem consisted of analyzing the gosat kidney sampla by BASF
. Method DBBO8, A surmnary of individual recovery measurements is given in Teblg 8.
A comparison of tha radioactive distribution between the accountabillity and metabolism
work is shown in Tables 9 and 10. The detailsd ies of radi ivity in each
.~ ¢ -~ 'method step is shown in Tables 11 and 12. . .

3.4.2 Samcle Preparation and Extraction

Kidney sarmple # 1-83-098-00 from the goat metabolism study. was harmagenized using
a polytron with liquid nitrogen as the solvent. After homogenization, the nitrogen was
allowed to svaporate in BASF Freezer # 723. The specific activity of the "¢
prohexadions used as test substance was 29,300 dpm/pg. Threa sets of gamples were
extractad; two using 10 gram aliquots of kidney and ane using a 16 gram aliquat of
kidnay. The extraction procedure consisted of two sxtractions with 120 mi of
L. . acetonitrile/1.6M Hy3G, {&:1, V:V), The filtrate was then brought to 500 ml prior to
. ., taking two 3% aliguots for the determination of BAS 125 W residues and two 10%
aliquots for the determination of BW 126-5376 residuss. In addition to the radicactiva
' goat kidney, control cow kidney and fortified control cow kidney were also analyzed.
. .. Tha fortification samplas were fortifiad at the 0.2.and 3.0 ppm lavels with unlabeled
{coid} BAS 125 W for the determination of prohexadione In the 10 gram sample
expariment and 0.06 and 1.0 ppm In the 15 gram sample expariment sample. The
. fortification samples were fortified at the 0.2 and 1.0 ppm levals with unlabeled {cald)
BW 125-5378 for the determination of the despropanayl rnetaboll‘ta in tha 10 gram
sampis experiment and 0.1 and 1.0 ppm in the 156 gram ‘c sample experiment,

i Extraction and analysas wara performed on January 15,.1997 for the two 10 g/ sample

Radioassays for the total radicactive residues (TRR) in the starting material ag well as
the nonextractable residuas (RAR) ramaining in the marc after extraction were
determined by combustion using an oxkilzer and caunting the evolved CO, with a liquid
scintillation counter {LSC). The combustion analysis of the starting material was
82,782 dpm/gram {2.83 ppm}. The axtraction yielded 69 % of TRR. The RRR {marc)
incorporated 38 % bound radicactivity for the treated sample. These results correiated

. .- experimants and on January 20, 1997 for the 15 gram sample experiment,

. — e .- -+
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well with the results of the mataboilsm experiment by Battalle that was done after 28
months of storags. n this case the axtraction yisided 83 % TRR and the post
axtragtion solids yielded 41 % bound radicactivity for the RAR of the traatad sampla.

in order to determine the distribution of radicactivity, aliquots were taken at various
stages of the method. The dpms counted et sach step ars sumrmarized in Tables 11
and 12. The TRR at aach step |s reported in Tables 9 and 10,

3.4.3 Determination of resicues for BAS 125 W (Master Sheet # 98135-24}

Note: Only Master Sheet # 96135-24 wos usaed for TRR calculation. Master sheats &
98135-24, -16, and -28 wers used far ppm detarmination.

Minit ENV+T« Col ¢

The samplas were applisd to 500 mg ENV + mini-columns that had been washed with
Acetonitrile-1.5M H;80, (9:1, V:iV), methanol, and water prior to loading with tha
samples. After ioading the samples, tha columns wers washed with watar and
methanol. The columns were eluted with 26 mL of methanol. Most of the mdioactivity

‘added to tha column was accounad for in sither the load/wash, or the slusate.

Averaging the three extractions, the load/ wash contained 44 % of the TRR and the
eluate contained 19 % of tha TAA.

bl Mathviation

K
Tha elution from the previous step was refluxed in pressnca of concentrated H,S0, for
30 minutes. Recoveriss from both samples indicated that there is no losses of
radicactivity through methylation. The TRR was an averags of 19 % for tha sampies
after mathylation. . .

Mini-dsoelute ENV +™ Column #2

The samples were applied to 300 mg ENV +™ mini-columns that had baan washad with
acstone, mathanol, and water prior to loading with the samples. After loading the
samples, the columna ware washed with water and & small quantity of methanol. The
columns wera eluted with acetone-0.01% Oxaflc Acld. Most of the redloactivity added
ta ths column was accountad for in the sluats. The siusts contained 14 % of the TRR.
Atw:mamwammmccw,mmmmm
required.

d) GCInisction

The samples were injactad on 8 GC-MS using the reported conditions. Dus to tha
incroased Mass-to-Charge Retio of '*C labated BW 8054-MZ. the treated sampies were
anatyzed ot an m/z of 228 whila tha control and fortified samples were quantitated st
the m/z of 228. The recoveries for the procedurs! spikes {cold BAS 125 W} were 56 %
£ 20 {z0e Tabie 8 for detoils). Tha residue of **C labeled BAS 126 W in goet kidney
was calculated to be 0.132 ppm (4.5% TRR). An additional quantilation of the sample
wa3 also dons by the HPLC/ P~ram.

After 28 months of storage, the goat kidney had been re-sxtraoted to chack for
degradation of the test by Battaile lab substance. BAS 126 W was found to account
for 7 % of the TRR. A similar extraction had bsen done at BASF. This extraction
accounted for 10 % of the TRR as BAS 125 W by radiometric detection using HPLC and
a f-ram detsctor,
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. . ' K ‘
3.4.4 Determination of residyas for BVY 125-5376 (Master Sheat § 26138-25, -27)

RESULTS AND DISCUSSION ‘ e

4.1

‘a)

bl

)]

d)

-

Note: Master Sheet # 96135-26 and -27 were used for TRA calcutation and ppm
determination. :

R ) T i

Aliquots were taken from the sample extracts of the gaat kidney and ratoevaporatad to
less than 10 mL. This minimized the concentretion of erganic solvent in the samples.
Then 100 uL of 6N HCI was added to each sampis and then they were heated at 60° C
{or 30 minutes. After hydrolysis, the sampla waere allowed ta cool to room temperaturs
befare they were applied anto 8 SAX mini-column. . LSC reading showed no lossas
during these steps (68 % TRRI.

SAX mini-colurmn. . . -
The samples were applied 10 1.0 g 3AX mini-columns that had been prepared with
mathanol and pH=2 water prior to sampla lcading. The sampies were lcaded at a flow
rate of less than 6 mL/ min. The aamples were then eluted with 20 mL of pH =2 water.
All of the radioactivity added to the column was accournted for in the load/ elute. The
load/ #iute contained 83 % of the TRR.

Carbon bisck mini-column
The sampies wera applied to 1.0 g carbon black mini:dolumns that had been prepared
with 5 mbL of 0.1 N NaOH, 5 mL of methanot, followed by 10 mL of water. The samples

were loaded with no vacuum befors drying under a strong vacuum. The samples wera

then sluated with 20 mL of 0.1 N NaOH. The elute contained 41 % of the TRR.

ENV +™ mini-column R
The samples wors applied to soo'mq ENV +™ mini-columns that had been washed with
6 mL of acetone, 5 mL of methanol, 20 mL of 0.04 % 1.3-cyciohaxanedions, followed
by 10 ml of watar. The samples ware than washed with 35 mL of water before drying
the columns under vacyum. The samples ware then elutad with 10 mL of acetone.

_ The eluste contained 26 % of the TRR. This compares favorably with the 21 % TRR

.a)

Accuracy and Pregision of Validation Resuits

found in the Mstabolism Study (Battelle Study no. NOD2583A). The samples were then
rotoavaporated to near dryness befors drying completely under a stream of nitrogen. At
this stage the sampies are redlssolved in moble phase and injected on a HPLC.

HPLC Injdeti

The samplas ware injected on a HPLC/ UV using the reported conditions. The residue of
¢ tsbeied BW 125-6378 In goat kidney was 0.22 & 0,03 ppm (n= 4}, compaled to
the 0.843 ppm concentration reported in the metabolism study. The discrepancy Is
probably due to the 28 manth storage interval between the matabolism work and the
accountabllity work, There had not bean engugh sampla mamaining to reanalyse for BAS
125 W and for EW 125-5378 dagredation, so reanalysis for degredation was dons onty
for parent {BAS 128 W). Tha recoveries for the procedural spikes (cold BW 125-63708)
ware 119 £ 3 % (sea Tabls B for details). s
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4.2

4.3

4.4

Subsamples of control liver, kidney, fat, muscie, milk, and apple commodities were
fortified et levels of 0.05 ppm and 0.5 pprn with BAS 125 W and BW 125-5378 and wers
analyzed by Methaod D9E08.

The mean recoveries for BAS 125 W were: liver: BO + 6% (n=8), kidney: 87 +£ 5% (n= 8},
fat: 8O £ 7% (n=8), muscle: 79 £ 3% (n=8}, milk: 89 £ 5% (n=8), wet pomace: 78 +
79% (n=8), and apple juice: 77 + 6% {n=8}. The aversge recoveries of BAS 125 W in all
matrices at all levels were B1 + 8% (n=56). A summary of the BAS 125 W recovery data
is given in Table 1. Indlvidual recovery data for BAS 125 W is shown in Tables 3 and 4,
and standard responsss are shown in Tabfe 8. Exampie chromatagrams are shown in
Appendix A,

The mean recoverios for BW 125-5376€ were for iVer: 112 1 16% {n=7} and kidney: 110
£ 14% {n=8). Thoe average recoveries of BW 125-5378 In all matricies and at ail lavets
were 110 1 13% (n=16). A summary of the BW 125-5378 recovery data Is given in
Tabis 2. Individual recovery data for BW 125-5378 is shown in Table 5, and standard
responses are schown In Table 7. Exampile chrornatograms are shown in Appandix A.

Quantitation Limit

The quantitation limit for BAS 125 W residuss in anima! tissues,. and appls commodities
using Mathod DSEO0S s 0.05 ppm. The quantitation limit for BAS 125 W residues in milk
is 0.01 ppm. At these levels, control samplas are relatively clean and good recoveries are
obtainable. These are the lowsst [evels which ars supported by racovery dsta. The limit
of detection {LOD) for BAS 125 W in animal tssues and in apple commodities is 0.02
ppm, based on the lowest standard to which response could ba detectad. The Emit of
detaction (LOD) for BAS 126 W in milk is 0.004 ppm.

The quantitation imit for BW 125-5378 residues In liver and kidney using Mathod D908
is 0.05 ppm. At this level, contrel samples ars relatively clezn and good recoveries are
obtainable. This is the lowest level which is supported by recovery data. The fimit of
detection (LOD) for BW 125-5378 in (iver and kidney is 0.02 ppm, based on the lowest
standard to which response could be detected.

Bugaedness Tasting

Five anaiysts axscuted 14 analysis sets of Animal Tizszues (Liver, Kidney, Fat, and
Muscie), Milk and Apple Commodities for BAS 125 W residues . The analysts exacuted 4
analysis sats of Gver and kidney for BW 125-5376 residues. At least two semple sats
were run for eech matrix. Each matrix other than milk contsined & control and duplicats
analysas of control fortifad with test subatence at 0.05 and 1.0 ppm levels. Milk was
fortified at the 0.01 ppm and tha 1.0 ppm lavels of BAS 128 W, The rasults of thess
analyses are reported in Section 4.1. An independent lab validation (Raference 2} of this
method has baen dona successtully in the firat trial for both kidney and milk.

Limitationy
None known to date.

8. SAFETY AND HEALTH CONSIDERATIONS

6.1

General
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. Msthad DSS06 - :
Use personal protective equipment such as lab coats, safety glasses and gloves

" (nitrilelatax gloves are recommended) when performing the operations described in thia
method. Conduct all filtrations, nitrogen-stream evaporations and SPE procedurés in a
well-vendtated hood. Guard vacuum squipment, such as rotavaps, to minimize the
possibility ot injury caused by flying broken giass. Dispose of Hazardous wastes in an
snvironmentally acceptable manner, in compliance with applicabls lawa and reguiations.

5.2 Sotvents and Rnagents

Review the Maturlul Safaty Dau Sheets (MSDSs) for all solvents and reagents used in this
mathod. )
6. CONCLUSIONS X A i
I This study has shown that Analytical Method Numiber D9BOB ia suitable for measuring

. - residues of BAS 128 W {prohexadions) in animal'tissuss and in apple commodities down
to 0.05 ppm. The method measures residues of BAS 126 W (prohexadione) in milk down

' t0 0.01 ppm. The avernga racoveries in all matrices were 81 £ 8% {(n=66). Tha
analytical mathed number D80S for BAS 125 W is a QC/MS method and is highby
specific for the determination of prohexadione {(BAS 125 W, HId

e, ' Analytical Method Number 09608 is sukable for measuring residues of BW 125-5376
. (despropanoyl} in fver and kidney down to 0.06 ppm. Tha average recoverles In thess - *
. matrices were 111 £ 15% (n=15}. The analytical method number DIGO8 for BW 125--
. ’ 65378 is a HPLC method and is speclﬁc for the determinaﬂnn of dcspmpamvl {BW 1256-
L © 6378). : 1

Statisticsl reatment of the validation dsta included detsmination of en avernge and
standard deviation. Good recovesdias wece obtained for BAS 126 W for the fortified
rmatrices at the 0.05 and 1.0 ppm levels in animal tissues and in appls commodities.
Good recoveries were abtained for the fortified milk matrix a1t the C.01 and the 1.0 ppm
lovels, Genarslly, good recoveries for BW 125-56378 were obtained for the fortified
-n'mtl'lmanthOSand 1 Opprnlmlsinlddmymdﬁw

ﬂnmwdmurdﬁmlnmhodpermﬂngmthbsndvmmahuhndhdm%?
Corporation Agricidtural Products Canter Aschives.
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2% g Liver/Kidnay/Fat/Muscis or 50 g Milk

1. Two Extraction ACN/M;S0,, polytron, 1-2
min., decant
2. Fitration/wash with water

e #*ﬁ;f;ﬁﬁww*HﬁL?q ——

. I Mare, Discardl | . ) ACN Extract J

. Take 3% of the extract (8% for milk} o
Add water, ENV +™ minkcolumn, '
elute with MeOH

Add H,80,, reftux tor 30 min,

Add water to tha Hask

ENV +™ mini-column, eiuts with

acetone-oxabo ackd

. injact into GC/MSD

» opw po

GC-MSD Detsction

Figure 1: Flow Chart for BAS 125 W Parent Methed for Xkiney, Liver, Fat, Muscle and Milk.




BASF Registration Docurnent 977 5034
Meathod D9SO8

Page 46 .

25 g Liver or Kidnevi

1. Two Extraction ACN/H,S0,, potytron, 1-2
min., decant
_2. Filtration/wash with water

lMarc, Discard ]

ACN Extract

. Take 10% of the extract, evaporate to <10mL
. Add 6N HCI, heat at 60° C for 30'min.

SAX mini-column, collact load & H;O wash
Carbopack B mint-column, elute with NaOH

. Agidify with H,80, to pH <2

. ENV+™ mini-¢olumn, elute with acetone

. Evaparate to dryness, dissolve in water

Inject into HPLC-UV

PNoaAwP

¥

" HPLC-UV Datection

flgure 2: Flow Chart for BW 125-5378 Mataboiits Method for Kidney and Liver.

g




BASF Reglstration Document 977 5034 Pago 47
Methad DISOB L

L 25 g Apple or Apple Process Fractior+

1. Two Extraction ACN/H,S0,, polytron, 1-2
min., decant
2. Filtration/wash with water

| Marc, Discard l ACN Extract I

1. Take 3% of the extract

2. Add water, ENV +™ mini-column,
elute with MeOH

. Add H;S0, reflux for 60 min.

. Add water to the flask

. ENV +™ mini-column, elute with
acetone-oxallzs agid

. Inject into GC/MSD

Wb

[ o

GC-MSD Detection

Fgure 3: Fow Chart for BAS 125 W Parent Masthod for Appie and its Procesa Fractions.

s 8
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Figure 4. Sample celculations for ¢antrol kidney fortified with-1.0 ppm of BAS 125 W.

Sample number 967184-3122 {vial number 9} from master sheet 968135-11.
- . . - - —

L

8W ' 125-M7 [pg} inte

rpolated from standard curve:

Standard curve: pg (BW 125-M7) = Peak arem or height - [ntercent

{ Peak Area :
+ SBlope:
Intercept:

pg (BW 125.M7}

Residue (ppm}- =

v

MWCF

Reg:overv%‘u .

BW 128-M7 from Curve

Sample Weight

Final Dilution Volume
Injection Volurme
Aliquot (%)

Amaount Fortifisd
Residua in Controf

Slope
= 723788 o
= 2.33 x10* o
= 4.89 x 10* ' -
= - = 28.97 pg = 0.02697 ng {8W 126-M7)
23300 ___ ..
x __Final Diytion Vol iml) x 100 ., x MWGCF

Sample Weight (g} Injection Vol {pl) x Aliquot

" = 0,938 from BW 126-M7 1o BAS 126 W

+. Amount Fortiflad {ppm}

0.02897 ng

25g - K
1090mL . .
4u

3%

1.0

0.00

wnnnwn

BW 125-M7  Residue (ppm} = 0.028971ng x 100mL x 100 x0.038 = 0.906 ppm

Recovery 9%

Use full computer/calculater precision in any intermaediate calculatio

26009 . x 4pl x3

= 0908 pom - 0,00 x 100 = 90.6%
1.0 ppm

ns. Round only the final valus.

- col .0




HBASF Registration Document 97/ 5034 Page 49
Mathod D608

Figure 5. Sample calculations for control kidney fortified with 0.05 ppm of BW 125-6376.
Sampie number 96184-3122 {vial numbaer 4) from master sheet 96135-09.

BW 12B6-5376 {ng] intarpolated from standard curve:

Standard curve: ng {(BW 125-5376} = Poak Height - Interceot

Slope
Peak Height : = 1026
Stope: = 1.17032x 107
Intercept: = -9.82348

ng (BW 125-5376)

_uzza_f_a.ﬂz#.a = 8.851 ng (BW 125-5376)
117032 x 1 N _

Resldue (ppm) = BW 128-5376 from Curvaing) x ___Bnat Dilution Vol imll x 100
Sampls Weight {g} Injection Vol mL} x Aliquot x 1000
Recovery % -

Amount Fortified {ppb}

BW 125-5378 from Curve - B.B51 ng

Sample Weight = 25 g

Final Dilution Volume = 10omL

Injection Volurne = 500 ubl

Aliquot (96) = 10%

Amount Fortified - 0.06

Residue in Control = 0.00624

BW 126-5376 Residue (ppm) = _8.861ng x 10 ml.x 100 = 0.070806 ppm
25.0 9 x0.5mL x 10 x 1,000

Racovery % - = 120%

0.05 ppm

Use full computar/calculator precision in any intarmediate calculations. Rourxd only the final vatue.
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Table 1. Summary of Recovery Data of Fartifisd Parent Samples Using GC-MS
Matrix Fortification Level Individuat Averaget SO | Averaget SDf
{pprm) Recovary (%) {n=4) Matrix {n=4}
Fat .05 76,88,67,78 78x7 807
1.0 77.81,93,80 837
Muscle 0.06 78.91,77,80 8216 76+3
1.0 72,73.79.78 784 )
Kidney 0.06 77.88,76,92 83+8 879
1.0 90,105,86,85 91+9
Liver 0.08 75,78,72,80 JE4 80x6
1.0 88,88.82,77 B4+6
Milk 0.01 84,81,89,85 Box4 L EY)
. 1.0 93,83,85,83 Bax6
Waet Pomace 0.06 . 72,70,78,80 TExE 787
1.0 79,71,89,86 81x8
Appie Juice 0.06 72,76,76,72 Ta+2 J7£86
. : 1.0 71,82,80,87 BOx7
Oversll Recovery (n=58) 818
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Table 2. Summary of Recovery Data of Fortified Despropanayl Samples Using HPLC
Matrix Fortification Level | Individual Recovery Average+ SD Avaraget 5D/
ppm (%} n=4) Matrix (n=4)
Kidney 0.05 129,123, 91, 100 117+18 110x14
1.0 120, 122, 100, 100 111+12
Liver 0.05 124, 125, 102 117+13 ‘112+18
f 1.0 123, 126, 84, 100 108+ 20
Overall Recovary (n=15 110x 18
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Table 3. Individual Recovery Data of the Fortified BAS 125 W in Animal matrices vsing GC-MS.
Lt LA - TV . Yo, Lt .
Fortifiad Level ppm, Master | Extract. | Injection Final | Paait Area | Residua.| Recovery
7 " Matrix .. | - Sheat | .Date Dote’ | Volme | (Count ppm® %

{Vial Numbar)'® Number R L 3 [ o i :

) =7 . 7] ‘sezs? | ) . :

Cantral, Fat, {(8) 03 o - 10 ND <0.05 -
0,08, Fat (7] 03 . 10 7.08_ | -0.038 | .76
(.08, Fat (8) 03 | 12-3-96_ 12-3-56 10 8.38 0.035 68
1.0, Fat(3) 03| - [100 14.78__| 0772 |' 77
1.0, Fat(10) 03 C “ 100 15.52 | 0.809 81

Control Muscle (16) 05 70 1.64 | 0.008 | . -
0.05, Muscla {17} [ .10 8,72 0.039 | 78%
0.08, Muscle (18) 05 12-3-96 | 12-3-96 10 10.98 | 0.046 | 91%
7.0, Muscie (19) 06 100 15.26 | 0.718 | 72% |
1.0, Muscis{20) 05 100 1663 1 0.730 | 73%
Control Kidney (6] 11 10 ND <0.06 -
6.68, Kadney (7} 11 10 3364 | 0038 | 77%
0.05, Kidney {8} 11 12-15-98 | 12-1596 |__10 37.84 | 0.043 | 88%

1.0, Kidney (9} 11 100 72.37 | Q.003 | 90%

1.0, Kidnay {10} 11 100 8310 | 1.048 | 106%

Control Liver(11) 12 10 . ND <0.05 =
0.05, Liver{12) 12 : 10 33.18 | 0.037 | 75%
0.05, Liver (13) 12 12-15-86 | 121598 10 34.35 | 0.089 | 78%

1.0, Liver {14} 12 100 71.42 | 0.876 | 88%
1.0, Liver (15} 12 100 72.70¢_ | 0.883 | B9%

i e e .,

Control, Kidney (8) 13 . 10 ND <0.05 -
0.05, Kidnay (7} 13 : 10 7.16 0.038 | 76%
0,05, Kidney (8 13 12-1698 | 121698 | 10 8.54 0.046 | 92%
1.0, Kidney (9! 13 . 100 165.94 | 0.847 | B5%
7.8, Kidnay{10) 13 - 100 16,06 | 0.853 | 85%
Controi, Liver , (6} 14 10 ND <0.05 -

0.06, Liver {7) it ' 10 30.88 | 0.038 | 72%
.06 Liver (81 14 12-18-98 | 12-16-96 [ 10 33.50 | 0.040 | 80%
1.0, Liver () 14 100 | . 8420 | 0.820 | B2%
1.0, Liver {10) 14 160 6042 | 0.768 77%

Control, Fat, {6} 17 10 ND <0.06 —
0.06, Fat (7). 17 10 8.85 0.043 | 87/%
0.08, tat (B) 17 12-17-968 { 12-17-98 [ 10 8.00 0.039 | 78%
1.0, Fet {91 17 . 100 | 18.87 | 0.827 | 93%
1.0, Fat{10) 17 100 16.30__| 0.800 80%

Control,Muscle , (8} 18 10 ND <0.05 -
0.05, Muscla(7} 13 10 31863 | 0.038 | 7%
0.06. Muscie (8) 18 1217-98 | 12-17:98{ 10 32.79 | 0.040 | 80% |
1.0, Muscle (8] 18 100 6038 | 0768 | 79% |
$.0, Muscle {10} i) : 100 §9.9%5 | 0.782 | 78%
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Continuation .
of Table 3.  individual Recovery Data of the Fortified BAS 125 W in Animal matrices using GC-MS.

Fortified Level ppm, Master Extract. | Injection Final | Peak Area | Residus | Recovery
Matrix Sheat Dats Dats | Volume i [Count ppm® %
(Vial Number)'’ . Number (ml) x104*
N 86135~
Controt, Milk, {8) 21 10 ND <0.01 -
0.01, Milk(7) 21 10 35.10 0.008 84%
0.01, Milk (8} 21 12-18-96 | 12-18-96 [ 10 38.10 0.008 91%
1.0, Midk(2} 21 | ET) 74.37 0.528 93% |
1.0, MiEk(10] 21 100 68,98 0.830 83%
Control, Milk, (8) 22 10 ND <0.01 -
0.01, Miik{7 22 10 5.38 0.008 B9%
0.01, Milk (8} 22 12-18-96 { 12-18-98] 10 | 6.88 0.00% 95%
1.0, Mitki9) 22 100 13.52 0.948 965%
1.0, Milk{10) 22 100 11.81 0.828 83%
FOOTNOTES

'Vis] numbers were assigned to distinguish betwesn separste analysss of the same RCN, but diffgrent " .-
sampls number, within the sample sat.
*Master sheet number identifies specific analysis sets and consists of Phass number {A or B}, BASF study
;96135) followed by a sequential analysis set number

Finat dilution volume. '
*Penk srea from GC-MS. Vahss in parentheses are below the limit of Detection (LOD) af 002 ppm. The
LOD for milk is 0.004 ppm. If no signal was detectad “ND” is listed in the table.
*Ses Figure 4 for an sxampla caloulstion of the residus. The value of BAS 126 W is as parent equivalent.

The following values ware constant for ail analysas:

a) Sampla size = 25.0 g for kidney, fiver, muscle, fat
w 50.0 g for miik

b} Injection vohuona = 4pul :

c} Allquot « 3% for kidnay, liver, muscle, fat

= 8% for milk

e
-

s §RE
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Tabla 4. Indnwdual Recovery Data of the anfad BAS 125 W in Appla matrices uslng GC-MS
Fartified u‘vel apm, | Matrix Master Extrac: tn}ocnon Final Peak -Area Rﬂslduc Recovery
Vial Number)’ Shest Date Date Volume' ppen® %
Number lrnl-.ll xm‘}‘

. 1 981382 | =

" Conitrol,Wat Ponace, {6] o1 - 10 ND <0.05 -
0.05,Wet Pomace (7) 01 12386 | 12-3-88 10 |- 24.93 .| 0.036 72%
0.05,Wet Pomace (8) (3] 10 .| 24.3% 0.035 70%

1.0,Wet Pomace (3) 01 X 100 .} 60.67 0.788 79%
1.0, Wat Pomacs I1(J_} 01 . 100 45.17 0.714 1%
Control Apple Juice{6} 02 - 10. ND <0.05- -

0.05.Apple Juice {7) 02 . - - 10 7.28 0.038 72%
0.05,Apple Juige {8} 02 12486 | 12-4-868 | .10 [ - 7.79. 0.038 76%

1.0,Apple Juice {5} 02 - . 100 14.46 | 0.711 71%

1.0.Apple Juica (10) 02 100 .| 16.66 "] 0.818 B82%
Control Wet Pomace{11} 19 10 ND <0.05 -

0.05, Wet Pomace (12) 19 10 5.95 0.039 78%

0.05, Wat Pomace 13) 19 12-18-86 | 12-18-96 10 8.11 0.040 80%:

1.0, Wet Pomace {14) 1£ 100 13.78 0.887 39%

- 1,0 Wet Pornacs, {15] 18 100 13.34 0.858 86%
Control Apple Juice (11) 20 . «. 10 ND | <0.068 -

" 0.06, Appie Juice {12} 20 . 10 | 28.60 0.038 76%
0.05, Apple Juice 13} 20 12-18-96 | 12-18-96 10 28.51 0.038 72%
1.0, Apple Juice (14} 20 100 56.52 0.804 80%
1.0, Appla Juice [15) 20 100 60.51 0.868 87%

. B i A
FOOTNOTES '

Wial numbers were assigned to distinguish batween separate analyses of tha same RCN, but different

sample number, within the sample set,
Master sheet number identifies spacific anatvds sos and conslsu of BASF studv {98135} followed by a

sequentlal analysis set number

’Hnaj dilution volume.

*Paak ares from GC-MS. Vatuulnparmﬁumnmhehwd\aﬁnﬂofnam(mmof Oozsppm
no signal was detected "ND” i3 fstad in the tabla.
*The valuo of BAS 125 W is as parant acuivalent.

Tha following values wers constant for all analyses:
= 28.0 g for apple jules, wet pomace

b} Injection volume -
= 3% for apple julce, wet pomace

a) Sampls size

¢} Allquot

»
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Tabie B, Individual Recavery Data of the Fortified BW 125-5378 in Animal matrices by HPLC
Fortified Level ppm, Master Extract. | Injection Final Paak Residus | Recovery
Matrix Sheet Data Date | Volume | Hgight' | ppm® %
{Vial Number}' Numnber {m) )
96135-°
Control, Kidney(2} 09 10 {81) <0.08 -
0.05, Kidnay{4) 09 ’ 10 1026 0.0848 IZQL
0.06, Kidney (8) 09 12-15-96 | 12-15-96 10 981 0.0815 123%
1.0, Kidney (8) 09 100 1760 1.204 120%
1.0, Kidnay (10) 09 100 1783 1.219 122%
Coetrol, Liver (2) 10 10 ND 0,05 -
0.05, Liver (4} 10 10 891 0.062 124%
0.05, Liver (8) 10 12-16-968 | 12-16-96 10 301 0.083 125%
1.0, Liver (8) 10 100 1770 1.231 123%
1.0, Liver(10) 10 100 1789 1.252 125%
Control, Kidney {3) 15 10 ND <0.06 -
0.08, Kidnay (5} 16 . 10 867 0.0453 91%
0.08, Kidnay (7} 15 12-16-96 | 12-18-9¢ 10 737 0.0502 | 100%
1.C, Kidney {9} 15 ’ 100 1460 1.0043 | 100%
1.0, Kidney (11} 15 100 1458 1.0028 | 100%
Control, Liver {3) 16 10 ND <0.06 -
0.05, Liver [5) 18 . 10 lost - -
sampls . I
0.05, Liver {7) 168 12-16-88 | 12-16-98 10 711 0.0612 | 102%
1.0, Liver (8) 16 100 . Vie7 0.8352 84%__
1.0, Liver (11) 18 100 1384 1.0006 100%
FOOTNOTES

Vial numbers wers assigned to distinguish between sepzrata analysss of the sama RCN, but different
sample number, within the sampie set.
IMagter sheet number identifies specific analysis sets and consists of BASF study {96135) followad by a
sequential analysis set number

| dilution valume.

*Peak height from HPLC. Values in parentheses ere balow the Emit of Detection (LOD) of 0.026 ppm. If

no signal was detected “ND” {3 listed in tha table.

¥Sea Figure 5 for an example caiculation of the residue.

The following values ware constant for all analyses:

a) Sampie size
b) Injection volume
¢} Aliquat

= 25.0 g for Kidney, Liver

= 500 pL
= 10% for Kidney, Livar

ol
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Table 8.

[

Commodmes by GC-MS.

. i
- 1 - -

Paga..58

Summary of the Standard Data for BW 125-M7 in Anlmal Tissues, M:II: and Apple

. ] Mastes” + . Peak Area . Calibration Curve Data®
¢ - | SteetNe. .} . . " (Count x 10*}Injection - -
- - ].'98135- . 75pg - 15pg 30 pg 80pg .- |- Slope x 10" - | Intercept x1Q
1 14.89 30.10 53.82 12231 . 1.90 2.80
“- 17.63 33.45 61.08 110.54 ... A
R A ~9.60 18.72 37.90 _|. . 0B84 [. -0.108
, LT e © 4,99 ' |- 9.21 7193 38.91° P
. . 13 | 448 871 17.58 36.09 0.617 0.453
, (4,44 -8.58 18,01 37.31 s
[ 4.88 10.42 18.88 39.33 0.64% - 0,358
L : 555 - | . 9.80 19.82 38.96 R
S, T 20.10 |. 38.90 | .74.32 139.38 2,33 4.83
. - . - |- 2180 41.78 79.11 14885 j T, .
! I 21,35 | g89.72 78.31 148.85 2,38 - 4.73
n : : 144.87 R
- = - T 408 B.60 17.29 34.82 - 0,591 . -0.081 ...
Tt ] 438 9.26 18.15 3611 | S -
. - 14 “19.88. | . 39.88 . 7456 134.76 | - 2.28 .80
- - 21.31.-} ¢ 3838 74.86 144.78 - N ERE
‘ — 17 473 | 9.48 18,02 37.38 0.633 0.081%
Lo | ass 8.80- . 19.40 38.67 :
18 19.09 38,05 70.80 136,04 2.23 4.06
20.24 35.01 - 7254 139.38 .
19 3.60 7.16 14323 28.96 0.452 0.187
) 3.30 7.52 14.72 29.82 . .
20 20,87 | 35471 64.40 126.38 188 5.44
23.38 31.87 64.70 124,037 o
’ 21 1828 | ‘38.93 | 73.50 141,08 2.26 2.86
19.10 34.81 71.94 134,88 - ;
22 — 2.34 .| 677 13.10 26,86 0.422 . 0.0140
- - 2.92 6,93 13.83 /23.03 i .

[ oot

3

'Master shest numbers consist of the BASF study number (26135} followed by a sequentml anelysis set

numher Injection dates for each Master Sheet are shown in Table 3 and 4.

*Tha standard curves wers ounstructed using the following aquaﬁun. R

Slope

{pg} BW 126-M7

-

*
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Table 7. Summary of the Standard Data for BW 125-5376 In Animal Tissuss by HPLC.
Master’ Peak Height/ njection Calibration Curve Dats®
Sheest No.
96135~ 2.5 ng 5 g 10 ng 25 ng Slopa x 10° Intercept
9 296 587 1102 2919 1.170 -9.823
301 574 1161 2932
10 3 583 1146 2892 1.147 4.334
288 582 1138 2BE5
15 307, 803 177 2949 1.151 15.27
305 585 1138 2842
18 285 589 1095 2762 1.103 4.824
278 586 1091 2788

'Master sheet numbars consist of the BASF sty numbar (38135} followsd by a sequential analysis sat

number, Injection dates for sach Master Shaet are shown In Tabla 5.
The standard curves were constructed using the following equation:

{ng} BW 125-8376

Slope

4
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Table 8. A Summary of the Individual Recavery Maasuremants from Accountability sets.
Fortification Percent Recovery ’
Compound Master Sheet Number Level : :
. ippm}
BAS 125 W 96135-24 0.2 69
3.0 69 .
BAS 126 W 968135-28 0.05 116 | 85+ 20 %
] 92 . .
BAS 125 W 96135-28 81
B8W 125-5376. 981356-25 '
R : N 118+3 %
BW 125-5376 96135-27 118
120
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Table 10: Radioactivity Distributian in Acoountability and in Metabolism. Stucly for BW 125-6376
{despropanoyl metabolite} in Kidney frorn Mastef Sheet# 98135 25,-27
. Loy
Step Accountability Step .. .Metabolism Results”
Results' ' ’ : .
ppm | %TRR | - ppm % TRR
Start Material 2.83 108 | -~ Start Material ~ .- 1", ~3.08 100
Extraction 1.95 89 Extraction’ 2,74 + B88.7
Marc 1.08 38 + _Post Extraction Solid 0.58 18.9
Rotoevap 1.92 68 ! (I - ¥ | )
Mydrolysis | ) f i ' oy g
SAX 1.95 89 CH,Cl; Partition 1.3 41.9
CaubonBlack | 118 | 41 |- 'Aqueocus 1.45 469
ENV +™ 0.71 25 ! !
Evaporation 0.68 24 - .
Pra HPLC (LSC] | 0.88 24 | i ‘ )
: HPLC ©.64 21
HPLE i — Quantitation* b t 2
Quantitation’ | 0,21 7 . i ' i
Averaou of duplicate samples. o+

*Valuss from Referance 2. ; !

3auantitation of the despropanoy! actd (BW 125-5378) ‘was dona by HPLC in tha accountability phase
after 28 months storage.

*Quantitation of the deapropanoyl acld (Bw 125-5376) was dona by HPLC for the matabolism study
after 12 months storage. '

¥
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Table 11, Individusi Radicactivity Measurement in Accountabifity Phase for Kidney, Master Shest
number: AS6135-24 .
Samphe
Method Steps’ Sampls Sample ID Total Alig? dpmin wi ig) Total dpm in
Number’ Number’ Amount Allg Step Sample*
1183-4-11 1153-8-8 500 mL 1 mL 1123.4 10 561,710
Extraction 1153-4-11 163-8-19 500 mL 1mlL 1112.2 10 571,095
153-7-14 0.2556 g | 4067.0
163.7-15 0.2689 g | 4474.5
Marc 1153-7-8 1153-7-16 18.36g | 0.2633 ¢ | 4270.2 10 300,453
. 1153-7-17 0.2986 g | 5186.9
. 1153-7-18 0.2842 g | 4170.0
Pre ENV + ™ #1 Sampla #1 11563-10-8 214 mL 2 mL 154.8 0.3 16,564
Sample #2 1153-10-20 214 mL il 160.9 .3 17,218
| ENV +™ #1 Sample #1 T163-10-10 | 248 mL 2 mL 88.9 0.3 11,024
Load/ wash Sampile #2 1163-10-21 248 mL 2 mlL 85.1 0.3 10,552
ENV+™ 1 Sample #1 1163-10-11 24 mL 1 mi, 204.8 0.3 4,808
Elute Sm_!z 1153-10-22 24 mi 1mt 179.4 0.3 4,306
Moethylation Sample #1 1153-10-12 | 47.5 ml 2 ml 208.9 0.3 4,914
Sample #2 1153-10-23 47.5 mbL 2mb 174.0 0.3 4,133
ENV + ™ #2 Sample #1 1153-10-13 152 ralL, 2 mbL 8.2 0.3 823 R
Load! wash Sample #2 11563-10-24 162 ml 2 mL 1.9 0.3 144 3
ENV +™ #2 Sampls #1 1153-10-14 10 ml- 1 ml 343.4 0.3 3,434 v
Elte _Sampie #2 | 1TE3-10-25 | TOmL Tml 306.2 03 3,087

!Steps involved in the anaiytical method

mple number is indicated by notebook &, followed by page and fine numbers {a.g. 1153-4-11}.
3Aliquat taken for radlozctivity count by LSC
“Total redicacthvity In the sample can be calculatsd 1 in tha following sxamgplas:

Extragton Step: Radioactivity a 1,123.4 dpm
Sampla Valume = BOO mL
Allquot Volums a 1mL
Total dpm -‘JJZH.M_EM_mL = 561,710 dpm
1mL
Extraction Mare: Radloactivity = 4,270.2 dpm
Sample Weight = 18.36¢g
Allquot Weight = 0.2833¢g
Radioactivity = 42702518389 = 297,763 dpm
0.2833 g
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Table 12A, individual Radioactivity Measurement in Accountlblhtv Phase for Kidney, Master Sheet

Page €2 .,

number: AS6136-25
: : Samp!-
Method Steps’ Sample Sampls ID Total Afig® | dpmin wt lg)’ Total dpm
. Num Numbaer® Amount Allg 1Stap in Sampla®
1153411 T163-68 | 600 mi TmL | 1123.4 10 §61,710
Extraction 1153411 .| 1163-6-19 | 600 mL TmL | 1142.2 10 571,095
1183.7-14 0.2558 4057.0
153715 10.2888 g | 4474.5
Mara 1153-7-8 §3.7-18 | 18.38g [ 0.2633 g | 4270.2 10 300,453
53717 0.2988 g | 5166.9
. 53-7-18 0.2642 o | 4170.0 _
- Rotoevep./ Samgle #1 11B63-6- 7.5 mL 0.t mL 782.2 1 58,864
Hydrolysts - he #2 1153-8-20 3.7 mL 0.V mL | 1428.0 1 52,837
oo SAX Sampie 11 1183-6-10 | 20.7mL | 0.6 mL | 1334.3 1 55,240
Ehuts Sample #2 1163-6-21 | 17.2mL | 0.8mL | 1538.0 52,908
. " Carbon Samgle #1 1163-8-11 | 19.8mL | 0.5mL | B47.2 33,550
*|__Black Exste | Sample ¥ 536-22 | 20mL_| 0.5mL | 761.4 30,457
. | tRv+™ Sample § 63612 | 54 mL 1L 71.8 1 3,878
Lood /Wash Sampla # 53.6-23 | B4mL Y mL B89 1 4,608
ENV 7 Sample #1 1153.8-13 8.13mL | 0.2mL 448.8 1 20,487
. [T Semple #2_| 1163624 | 8.39 mL. | 0.2mL | #410.6 1 19,252
’ Pro HPLC Sample #1 1153-6-14 10 mL 1 mi, 1810.5 1 19,105
o Sample #2 1153-8-25 10 L imL | 1718.0 1 17,180

Step: invalvad in the analyticel method

. zSamplc number is indicated by notebook £, followed by page snd lins numbers (e.g. 1153—4—11}.
1aliquot taken for radioactivity count by LSC
*Total radicactivity in the sample can be calculated as in the following examples:

Extraction Step:

Extraction Marc:

+

= 297,763 dpm

Redioactivity = 1,123.4 dpm
Sample Volume = BOOC mL
Aliguot Valyme = tml
Total dpm = 11234 x 600 i,
. 1mL
Radioactivity = 4,270.2 dpm
. Sampie Waight = 18,98 ¢
Aliquot Weight = 0.2633 ¢
Redicoctivity =
0.2833 g

= 581,710 dpm
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Table 12B: Individual Radicactivity Measuremsnt in Accountability Phase for Kidney, Master Shest.
number: A96135-27

Sample
Method Steps' Sample Sample 1D Total Alig? dpm in wt ig) Total dpm
: Number? Number® Amount Alig | /Step in S ¢
1153-13-8 1163-14-B 500 mL 1 mbL 718.6 15 858,80%
Extraction 1153-13-9 1153-14-20 | 500 mi 1 ml 1718.3 15 859,140
1153-15-18 Q,1832 g | 5185.9
1153-15-16 0.1854 g | 8038.
Marg 1153-15-6 1153-15-17 16.74g { 0.2038 g §768.3 15 49%,445
1153-15-18 0.1908 g | 5531.4
1153-15-19 J.1550 g | 4621.0
Rotoevap./ Sample # 33-14-10 5.2 mb 0.1 mL 1581.2 1.8 82,743
Hydrolysiy semple #1 -14-21 5.5 mbL 0.1 mL 1380.7 1.9 85,835
SAX Sample § J-14-11 18.8 mL 0.8 mL 248_1__-2 1.5 83,369
Elute Jampla #2 1153-14-22 | 17.9mi 0.5mL | 2658.4 1. 91,982
Carbon Sample #1 1153-14-12 18 mb 1 mL 80.0 1.6 1,080
Biack Load Sampls #2 1153-14-23 18 mL 1mi 3}0.7 1. 1,723
Carbon | _Semple #1_| 1153 14.13 | 188 mL | .8 mL [ 12730 .8 50,568
Black Ehute sampie #2 11563-14-24 | 20.1 ml 0;! ml 1243.3 1. 49,979
ENV S ie £1 1153-1414 58 mi 1 mL 171.6 1 9,608
Load AWash Sample #2 1153-14-26 55 md, 1mL 182.8 1 10,054
ENV Sampls £1 1153-14-15 | 8.74 mL 0.2 ml 708.9 1.5 31,024
Ehsta Ssmple £2 1153-14-28 | 885 mL 0.2 mL 877.7 1.5 29,588
Pra HALC Sampis £1 11563-14-18 |°& 1 mL 2564.8 1.6 2_9.646
Samplo #2 1153-14-27 10 mL 1mb 2900.7 1.5 29,007 i

'Steps involved in the analytical method

Isample number is indicatad by notebook #, followed by page and fina numbers (8.9, 1153-4-11),
?Aliquat taken for radioactivity count by LSC ,

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

Extraction Step: Radicactivity = 1,123.4 dpm
Sample Volums = 500 mL
Aliquot Volure = 1 mL
Total dpm = 11234 x S00 ml. = 561,710 dpm
Tmi
Extraction Marc: Radioactivity = 4,270.2 dpm
' Sample Weight = 18.36¢g
Aliquot Weight = 0.2833 g

Radicactivity = 4.270.2x18.38g = 207,763 dpm
0.2633 ¢
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Table 1;4: " Results from the Spacificity Expariment for BW. 126-6378 Cy
40 CFR . CHEMIGAL Tolerance in PEM of

180 . Meat (K&L} Material *
142 2,4D ] 2.0 Not Detacted
169 CARBARYL 1.0 Not Datected
206 PARAQUAT i 0.3 Not Detected
292 PICLORAM B.0 Not Datected
317 PRONAMIDE £.2 . Not Detacted
321" | SEC-BUTYLAMINE 3.0 - " Not Detected
364 GLYPHOSATE 0.5 Not Detected
.368 METOLACHLOR . 0.2 Not Dotected
371 THIOPHANATE METHYL 0.2 Not Detected
.383 ACIFLUORFEN [ 0.02 Not Detscted
.399 IPRODIONE . ] 3.0 . Not Detacted’
408 METALAXYL - 0.4 Not Datected
409 - | PIRIMIPROSMETHYL . 2.0 Not Detected
413 IMAZALIL . 0.6 Not Detected
417 TRICLOPYR . 0.5 Not Detected
420 FLURIDONE 0.1 Not Detected

. 421 FEMARIMOL 0.1 Not D d
428 METSULFURONMETHYL 0.5 Not Detectsd
431 CLOPYRALID 12.0 Not Detacted
e It 434 .. | PROPICONAZOLE 2.0 Not Detected
443 MYCLOBUTANIL 0.3 Nat Detactad
446 CLOFENTEZINE 0.4 : Nat Detscted

AL
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Amendments and Additions 1o Protocol 96135: »

1. Additian of new control samplas for the method validation with animal tissuss, Sactions were

added for the despropanoyl and the apple methods. The study title was changed to reflact these
additions.

Reason: To increase the scopé of the study.

2.

Addition of new control semple for the maethod validation of fat tissues. A typographical error
was also corrected.

Reason: To increase the scopa of the study and to corrsct a typographical error in tha protocal.

3.

Reason:

4.

Addition of new control samples for the method vaildation of milk.
To increase the scope of the study,
. [

Addition of a spécificity tast for the despropanovi m'atabolite (BW 125-5376).

Reason: No specificity had been done on the metabolits.

5.

Reason:

6.

Reasomn:

Addition of an accountability phase.
No accountability hed been done for method DSE08.

Amendment to the accountatility phase so that the '*C labeled kidney sample.could be sent back
to Battelle Labs for reanatysis,

The accountability indicated losges of BAS 126 W, The sample was reanalyzed by
Battalle to determine if the sample had degraded during storage or if method D960B was
responsible for the losses. '
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Figura 1

Figure 2

Figura 3

Figure 4

Fgure &

Figure 6

Figure 7

Figure 8

Figure 9

Figures 10

Fgure 11

FAgure 12

Desgription

Typical HPLC parameters from master sheet number 96135-08.

Typical chromatogram of a 2.6 ng standard of BW 125-.5378 from masler sheet number
96135-09. Data from this standard can be found in Table 7,

Typical chromatogram of a 5.0 ng standard of BW 125-5376 from master sheet number
9613509, Data from this standard can be found in Table 7.

Typical chromatogram of a 10 ng standard of BW 125-5376 from master sheet number
96135-09. Data from this standard can be found in Table 7.

Typical chromatogrem of & 25 ng standard of BW 125-5375 from master shaet number
96135-09. Data from this standard ¢an be found in Table 7.

Typical standard curve for 2.5, 6, 10 and 26 ng amounts of BW 128-8378 from master
sheet number 96136-08. Data from these standards can be found in Tabla 7,

Typical chromategram of a control kidney sample. Sample number 96184-3122 {vial
number 2} from master sheet number 968135-09. Data fer this sample can be found in
Table 5. '

Typical chromatogram of a control kidney sample fortified with 0.05 ppm Cqua.nthmion
limit) of BW 125-6376. Sampla number 96184-3122 (vial number 4) from master sheet
number 96135-09. Data for this sample can be found in Tabla 6. Recovery 129%.

Typical chromatogram of a control kidney sample fortifled with 1.0 ppm of BW 125-5378.
Sample number 99184-3122 (visl number 10) from master sheat number 968135-09, Data
for this sample can be found in Table 5. Recovery 122%.

Typical chromatogram of a control fiver sample. Semple number 96184-3124 (vial
number 2} from master shest number 96135-10. Data for this sample can be found in
Table 5.

Typical chromatogram of a cont.l:ul Ihvar sample fortified with 0.05 ppm (quantitation iimit)
of BW 125-5378. Sample number 98184-3124 (vial number 4} from master sheet
number 86136-10. Data for this sampla can be found in Table 5. Recavery 124%.

Typical chromatogram of a contro! liver sample fortified with 1.0 ppm of BW 125-5378.
Sample number 298184-3124 (viel number 8) from master sheet number 88135-10. Data
for this sample can be found in Table 6. Recovery 123%.
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Fgure 13 Typlcal GC-M5 parameters frorm rmaster shest atenber 96135-14%,

Fgue 14 Typical chromategram of a 7.5 pg standard of BW 125-M7 from master shest numbsr
$68135-11. Data from this starxiard can be found in Tabla 8. .

Figure 15 Typical chromatagram of a 16 pg standard of BW 125-M7 from master shest number
968135-11. Data from this standard can ba found in Table 6.

Flgure 16 Typical chromatogram of a 30 pg standard of BW 125-M7 from master sheet number
96135-11. Data from this standard can be found in Table 6.

Figure 17 Typical chromatogram of a 60 pg standard of BW 125-M7 from master shest number
986136-11. Data from this standard ¢can be found in Table &,

Figure 18 Typical standard Curve far 7.6, 16, 30, and 50 pg amounts of BW 125-M7 from master
sheet number 96138-11. Data from these standards can be found in Table 6.

Figure 19 Typical chromatogram of a control kidney sampla. Sample number 96184-3122 (via!
number 6} from master sheet number 96135-11. Data for this sample can be found in
Table 3.

Figure 20 Typicst chromatogram of a control kidney sample fortified with 0.05 FPm (quantitation
limit} of BAS 126 W, Sample number §8184-3122 (vial number 8) from master sheet
number 98136-11. Data for this sample can be found in Tabie 3. Recovery 88%. ~ vl

Figure 21 Typical chromatogram of a control kidney sample fortified with 1.0 ppm of BAS 125 W.
Sample number 98184-3122 {vial number 9) from master sheet number 96135-11. Data
for this samgla can be found in Table 3. Recovery 30%.

Figure 22 Typical chromatogram of a control fver sample. Sample number 96184-3124 (vial
number 11) from master sheet number 96135-12. Data for this sample can be found in
Table 3.

Fligure 23 Typical chromatogram of a control liver ssmpis fortified with 0.05 ppm (quantitation limit)
of BAS 125 W. Sample number 96184-3124 (vial number 13) from mastar sheet number
98138-12. Data for this sampie can be found in Table 3. Recavery 78%.

Figure 24 Tvpicalchmtogrmnofaconuutﬁ\mwmufor&ﬁodwhh1.oppmufBA5125W.
Sampla number 95184-3124 (vial number 15} from master sheet number 96135-12. Dats
for this sampla can be found in Table 3. Recovery 85%.

Figure 25 Typical chromatogram of a control fat sample. Sample number 58184-5000 (vial Aumber
8] from master sheet number 98136-3. Data for this sampls can be found In Table 3.

Figure 28 Typical chromatogram of & control fat sample fortified with 0.05 ppm {quantitation [imit}
of BAS 125 W. Sample number 98184-5000 (vial number 7) from master sheat nurnber
96135-3. Data for this sample can be found in Table 3. Recovery 76%.

Figura 27 Typical chromatogram of a control fet sample fortified with 1.0 ppm of BAS 126 W,

Samplo number B8184-6000 (vial number 10 from mester sheet number 85125-3. Dats
for this samnple can be found in Table 3. Rscovery 81%.




Figure 31

FAgure 32

Figure 33
Fgure 34
ﬁm;e 35
Fiure 36

Figure 37

Figurs 38

. Figure 38
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Figure 28 Typical chrematogram of a control muscle samphe.  Sample number 96184-3116 {vial
number 8] from master sheet number 96135-18. Data for this sample can be found in

- Table 3.
Figure 29 Typical chromatogram of a control muscle sample fortified with 0.05 ppm (quantitation
' - limit} of BAS 126 W. Sample number 96184-3116 (vial number 7) from master sheet

number 56135-18. Data for this sample can bs found in Table 3. Recovery 77%.

Figura 30 "+ Typlcal chromatogram of a control muscle sample fortified with 1.0 ppm of BAS 125 W.

Sample number 96184-3118 (vial number 10} from master sheet number 96135-18. Data
for this _sample can be found in Table 3. Recovery 78%.

Tvpk:al chromatogram of a control wet pomace sample Sampls numbar 96072-13 (vial
numbes 11} from master sheet number 98135-19. Data for this sample can be found int
Tabis 4. . ;

Typica! chromatogram of a control wet pomace samgpls fortifled with 0.05 ppm
{quantitation limit} of BAS 126 W, Sampie number 96072-13 (vial number 13} from
master sheet number 98135-19. Data for this sarnple can ba found in Table 4. Recovery
8O%.

Typical chromatogram of a control wet pomace sample fortitied with 1.0 ppm of BAS 126
W. Sampls number 968072-13 {vial number 15) from master shaet number 96136-19.
Data for this sampla can ba found in Table 4. Recovery B8%.

Typica! chromatogram of a control apple juice sample. Sample number 96072-17 (vial
number 11) fromm master sheot number 96135-20. Data for this sample can be found in
Tabls 4,

Typical chromatogram of a contral apple juice sampia fortified with 0.05 ppm (quantitation
limit) of BAS 126 W. " Sample number 98072-17 (vial numbar t2) from maater sheet
number 88135-20. Data for this sampie can be found in Table 4. Recovery 768%.

Typios! chromatogram of a control apple julce sample fortified with 1.0 ppm of BAS 125
W. Sampls number 95072-17 (vial number 15) from master sheer numbar 96135-20.
Data for this sample can be found in Tabla 4. Recovery 87%.

Typical chromatogram of a control milk sampls. Sampie number 98154-504 {vial numbar
6) from master sheet number 868135-21. Daﬁfof‘!t_l_l_:wmhcmbsfm in Table 3.

Typlcal chromatogram of 8 control milk sempie fortified with 0.01 ppm {quantitation [limit)
of BAS 126 W. Sample number 86184-504 (vial number 8} from master shaet number
96136-21. Data for this sample can be found in Table 3. Recovery 91%.

Typical chromatogram of a-control milk sample fortifled with 1.0 ppm of BAS 125 W,
Sample number 36184-604 (vial number 9) from master shest number 98135-21. Data
for this semple can be found in Tabls 3. Recovery 93%.
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Fgure 1. Typlcal HPLC paramaters from master sheet number 96135-09,

Inetrument Parameters HPLC

Daw: 4.5 {7 Inittais: DY,
Sude Mo g, ¢ Maxter Sheet No: 905 579
HELC Syxram inforoation:

tngtrument No: 1231

Eguipment: ©  HP 1050 HPLS, Vartan 2510 HPLC Purmp, Rheodyna Column Switching Volve, and
. Applisd Blotyrtems 765 A Detsotor,

Datector Typa: UV-Vis - Wavaleagth: 268nm
T Py

Injection Volme: B0G ul

Paga T

Procalumn: 100 x 4.8 mm, Hypevsll C18, miaron
(Phenomency QOD-0148-E0)
Seffoh Not 188414
Precclumn Flowe 1.0 mL/min
Mobia Phase: 09:1 Water/Aoetio Ackd
Calurnn Cut: 2 min, from 7 t 9 minutes
Anatyticel Cojuron: 250 x 4.9 i, O0S-AQ
(vuC: AQ125052848WT
Serdal No: 180910002
Anslytical Caolurn Flow: 1.0 miAuin .
Moblle Ftece: 081 AcstoniaOa/WetorHOAC
Betention tow: —18 oin
Al conditons a0 L, afver the ook vinciows s clasad the procokon

Is washed with 100% ACN for 4 mirtas st fiaw rte of 2 miimin. Then the precolumn [y fivshad
with 8911 watar/HOAC for an adfitionsl 4 minutes st fiow rate of 2 mlinin. The column fow rete

:mﬁ|wumhmmmwummm This Is done

e A
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Figure 2, Typical chromatogram of & 2.5 ng standard of BW 125—5316 from masur
showt
number 96135-09. Data fram this standard can be found In Tabia 7.,
" i

Y
(96096] 11 121596,1,1 (W Y
‘Reported-on 13-JAN-1597 at 14116 3

Acquired on 15-DEC-1996 at 18:49

104 40

b

y 6D
P

Intens!

An.n.‘l.y:r. Hame : Etophan =
1
%
Mathod Title : 125-537¢
Hama : 2.5 NG/.SML STD
le 14 T . )
Bavple Typs .: Standard Amountel.00000
: 1 '

18.471 295 5206 100.00 2.6008 125-5376

Totalp —_—
Unknowns ) L] Q.00 H/A
295% 5206 100.00 2.600S, .
298 5206 100.00 2.6008
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Fgure 3 Typical chromatogram of a 6.0 ng standard of BW 128-63786 from master shoet

number 96135-09. Data from this ctandard can be found in Table 7.

e
(96096] 11 121596,3,1 [ ¥
Reported on 13-JAN-1997 &t 14:1§ .

Acquired on 15-DEC-1986 at 19:40

13555

Incinatt
B
ST

Analywt Hsme : Stephan

Lipgs Id 1

Cowsant. [

Mathod Title : uz?;‘m om

Barple 1§ . N
Barpls Id ]

Saspls Type : Standard Amoaintwi, 0000
Bottle Ho + 1

im.288 7 18731 100.00 S.1028 135-5376
. Totals
iknowns [ : [] 9.00 B/A
587 10731  106.00 5.1028
. sat 180731 100.00 S.1020 | .-

LR
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Figure 4, Tvpiul chromatogram of a 10 ng standard of BW 9054:6378 from maxzter sheat
* mumber 95135-09. Data from this stendard can be found In Tabla 7.

(96086) 11 121596,5,1 e
Reportad on 13-JAM-1997 at 14:16 . iR

H
H
13
Hethod Titla : 125-5376
Ssxple Name : 10 BQ/.SML 8TD
Slwll: o } standard’ '
Type : Amountal . 00000
Bottle [ § - .
REAK_JHPORMATION
Rrpina Boht uy Ares uVs Area ¥ poh Penk pame .
18.204 1102 20485  100.00 3.5017 ' 128-5376
%&u ] L] 0.00 (7Y
1102 20485 100,00 9.5017

1102 20488 100.00 9.8017

o
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Figure 5. Typical chromatogram of a 25 ng standard of BW 125-6378 from master shoet
number 56136-09. Data from this standard can be found in Tabls 7.

[96096] 11 131596,13,1 S“‘:
Reported on 13-JAN-1997 at 14:17 . v
Acquired on 15-DEC-1996 at 23:93
1048
a
Analyst Name 1 Stophan
Lims I& H
Commant ]
Nethod Title : 135-53176
Sample T 28 H0/.SKL 8TD
Saxple IA t
Saxple Type : Standard Amcuntel.00000
Bottle Mo t 1
PEAK_INVORNATION
-Rimins pobt qv  Ares uVe Axea &  pob Peak paws
18.173 2512 S4728 100.00 28.13Mm 125-5376
Iotals
Unknowns 0 ] 0.00 H/A
2912 54738 100.00 25.1331
2932 547328 100.00 28,1333
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Figure 6.
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Typleal standard curve for 2.8, 5, 10, 25 ng amounts of BW 125-5376 fram master
sheot number 96735-09, Data from these standards can bo found n Table 7.

P e, - Ul TIoeo
Calentukow Mol CEOBEL 14 AN
5376gw

Peak : 125~5376 Calibration isvel plot

-
F
-
F
rone | i L s L
1.0 [X] 9.0 2.0 ine 0.4 21.0 FIE]
Azgunt. (ped)
Constent : -8.82348 Curve fit . Linear
tst degres : 1, 57032642 Correlation coefficlent : 9.99975
. Standard error © 1 2.66235E+¢

feparted on §3-JAN-1997 at 1415

[IT ]
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chr togram of & trol oy somple. Sample number 96184-3122
IWY:!% 2) from master shoot munber 96135-09. Data for this sampls can

be found In Table 6.

sla
[9609€) 11 121596,2,1 1%
Reported on 13-JAN-1997 at 14:16

Acquired on 15.DEC-199%¢ at 19:1%

BABF CORP. ~ VAX WOLTICHROM

Apalynt Wams : Stephan
Id 2

t ]

Mothod Titla : 125-5376

Hame g:g“ Kidney (96184-3122)

Rogovery Amounte-1.00000
1

i

fit

Bottla

1p.440 | 38 1451 100.00 €.3413 13%-527¢

ml [ 0 0.00 H/A

" 1483 100.00 6.2413
a1 1451 100,00 6.2413
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Figure B.
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Typical chromatogram of a control kidnoy fortified with 0.05 ppm {quantitation Emit}
of BW 125-5376. Sample number 96184-3122 (vial number 4) from miaster shect number
9513509, Data far this sample can be found in Table 6. Recovery 129%.

6
(96096) 11 121596,%,1 L3
Raported on 13-JAN-1927 at l4:16 | t. )

Acquired on 15-DRC-1998 at 'Z0:05

125-9378

ﬁlll?lrr?lllfll[*lsl*lll.-;

Anslyst Hamoe : Gtophan
Lims 1d T .
t E
Nethod Title : 125-8376
Sanple Hams : 0.05 ppa Fort #1° P
Bample Id + 96164 . - : ,
o 1 Recovery Abctbtwl.00000Q
Bottle Mo ' . .
EERE_INPORMNAIION
BLaming Hoht uV _ Azca uve Arcs & oob Poak oo o e
18.204 1026 18214 100.04 70.8382  135-5376
Al
g%m- ) .00 /A
. 1026 18214 100.00 70.8382
¢ 1026 16214 100,00 70.8382 -

. fl&
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Figurs 9.

Typloal chromatogram of a control kidney sample fortified with 1.0 ppm of BW 125.

6376. Sample number 99184-3122 {vial number 101 from mastar shast number
96135-09. Data for this sample con be found In Table 6. Hecovery 122%.

[96096) 11 1215%6,10,1
Reported on 13-JAN-1997 at 14416 151 5 4

Acquired on 1L5-DBC-1596 at 22:37

[ovecsis
3 g
PPTTY lll‘ll1?lll?lll,lil?|ll

BASF CORF. - VAR WOULTICHROM ' .
Analyst Name : Stephan
Limw xd 1

Cocment t
Sarolo Bans ; 1.0 pom Port
a s 1.0 | -}
Bup{- 14 ' nu?-
8 ] Apcunt=1.00800
S e | oo e

18.170 1703 12658 100.00 1225.6183  125-517¢
%ﬂ [] [] Q.00 LT
1783 32656 100.00 1218.6361 - -
1783 32658 100.00 1135.6361

Paga 79



BAST Roglstration Dooument 97/ 6034 ’ ;

Mothod 09608 .

Figura 10. . Typical chromatogram of a éonﬂ;ﬂ Gver sample. Sample number 96184-3124 (vial
number 2} from master shest number 96135-10. Data for this sampls can ba found In
Tabia 6. :

, Paga 80- %

[S6096} 11 121596A.2,1
Reported on 13-JAN-1597 at n:adPse
Modiffed on 13-JAN-1997 at 11:30

Acquired on 16-DEC-1996 at 00:44

10648

y bl
£

BW 125-5376

[ntensit
2

8

Analyst Mome : Stephan

Lima Id : o

Counant H

Mathod Title : 135-537¢

Sample Mame : SAD Liver {96184-1124)

Sample Id 1 96184 -

Hepple Type : Recovery Amountel.00004

Battle X5 v 1 ‘.
EPEAK IHFORMATION
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Fgure 11 Wmﬂ-mmwmmmomwmmnﬁmmm
© of BW 126-8376. Sampls number 56184-3124 (via! aumber 4} from mastor sheet
aumber 9613510, Data for this sample can be found [n Table 5. Recovery 124%.

{96096] 11 121398A.4¢.1 ) -
ed on 13-JAR-1987 at 13::4'128
ified on 13-JAN-1997 at 11:30

Acquired on 16-DEC-1956 at 91:34

lovensity !
-]

8
1255304

2 L 3 3 N ]

Apalyst Hame 1 Gtepbhan

Line 1d 3

Compant t

Method Title : 135~-537¢ .

Sanple Hame : 0.05 ppm Fort #1

Sample Id 1 96164 .
aaopla :+ Reocvery Amcuntwl,00000
Bottle Ho T 1

PEAK INFORMATION .
Arwigs Hght u¥ Area uVe Aren% pob  Pogk name ...
18.151 891 144851 100.00 61.8759 128-53176
Totala -
Onknowns [] Q 0.00 N/A
[: 133 14451 100.00 51.875%

691 144%1 100.00 61.875%
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" Figure 12, ; Typical cheomatogram of & control fiver sampls fortified with 1.0 ppm of BW 125-5376.
T ‘.. Sample number 83184-3124 (vial number B) from master sheot number 96135-10. Data
oo " for this sample can be found I Table 6. Recovery 123%.

1960961 11 121596A,8,1 - .
Reportaed on 13-JAN-1997 at 13:35 D=4
modified on 13-JAN-1$97 at 11:3

Acquired on 16-DEC-1996 at 03:15 ~

— S
108 ok ."(».L
. PR ,
! ildi
=

, S

- 162

© 18,383 1770 31811 100.00  1231.7i04  123-5176
Cnknowng [) ] 0.00 R/A
. 17170, 31811 100.00  1331.7106
1770’ 31811 100,00  1231.7104
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Fgure 13, Typleal GC-MS paramaters from master cheat numbor 96135-11.

121

¥athod Information For: C.:\HPCHEM\L\METHODS\F12)}596V.N
‘Method Sections To Run:

( ) Save Copy of Method With Data

( } Pre-Run Omd/Macro =

(X) Data Acquisition

(X} Data Analysis 4
( } Post-Run Cmd/Macro =

Method Comments:
SPLITLESS INJECTION FOR PARENT M7; GCMSD & 11

OF TOPLEVEL PARAMETERS

ACQUISITION PARAMETERS

aeral Information #ee
< Inlet . : gC
Tuns File 1 110696.0
Acquisition Moda : Sim

Solvent Delay '3 4.00 min
EM Absolute 1 False
ENV Offgat 1 400.0
Ragulting Valtage i1 2400.0

[Bin Parumeters]

GROUP 1 .
ID T 1
SR IR
[

Method: P121596V.M Mo Dac 16 06:50:04 1996 - Page: 1
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Figure 13. Typlc.nl GC-MS paramstars from master sheet number S6135-11. “Continued™

. Time Window - 1 15 min

- Plot 1 cyps.
£ o frale minimum
ale maximum

Plot 2 type

PR

. Iconiza Rea}l Time Display : Enll-

“ocal ion.-

o
200000, -
Ho plot

T

e

RN

]2~{a4c
YO

GC Inlet Information

[Inlet & 'rempe:'n:ure Prog’m Information]
i
‘ oven Track  : off '
Initial Temp. : 180 C
Initial Time : 480.00 min

Leval  Rate (C/min} Final Temp. (C) Final Time (min)
1

Q
Total Frogram Time: 460.00 min '

- -[Inlet B.Tewperatura Program Informatioa]
Cven Track 1 on

e
. fTolet A Pressura Program Informetioen] . .. e

Constant Flow : OFff '
Initial Pres. : 50.0 pal .
Initial Time : 0.80 min e

Level Rate(psi/min) Pinal Pres.i{psi) Ploal Time (min)
1 95.00 10.0 15.00
2 33.00 100 5.00

'I'.‘ntl.l P:ogrml‘inm 20.90 min o
Pregsure Dolte 1 psi .

. (Indet A Flow gettings) ' . o
column length 1 30.00 @ R
Column diameter t 0.260 wm . . .

Gas : He -
Vacuum compensation : On . e '
Preggure 1l -
3
3,
Nl

Flow
Livaar velocity

™nlet B Preswure Progrem information] ' .

Constant Flow : Off - - - -
initial Pres. 1 0.0 pal A -
Initial Time : 30.00 min - ;

E . .o Tt Methdd: RPi21696V.M Won Doc 16 06150104 1996 Elgol 2

- L P— Ve - . - L A e Co . . A iaa
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Typical GC-MS paramotars from master shoot number 96135-11. "Continued™

Lavel Race (pad/min) Final Pres.(psi) Final Time (min}
b a
Total Program Tima: 30.00 min
Preasurs Units : pai lz-14G
' v
[Inlet B Plow Sactings)
Colunn length : 30.00 m
Colunn dizmater : 0,250 o
Gas : He
Vacuun ocompengation : On
Pressure 1 15.0 pei
Flow : 1.7 ml/min
Linear velocity : 47.1 cm/sec

(Auxiliary Channsl C Informationl

ot :

Prasoura Programi

Initial Pres. : 0.0 pei

Initial Time : 480.00 :I:Ln

Level Ran(pai/ni.nl Floal Pres.(pei) PFinal Time (min)

'J.‘ot.al Program Tm: 480.00 min

{Auxiliary Charmel D Inforxwation]
Commant s

Pregsure Program)

Initial Pres. : 0.0 psi

Initial Time 31 400.00 win

I'.ICVIJ.:. hu(pll.llﬂ.n}_ Fioal Pres. (pel) Pioal Tiws (mind
9

Total Program Time: 480.00 min

{Auxiliary Channel B Information]

Cosmant

Taitial Press s 0.0 pei

Inficial Tiowm 1 450.00 min R
l’ml nu(uu-inl Fioal P’l’“ {pad) Pioel Time (min}
Total Progran 'rm- 480.00 ain

Mathod: P121896V.M Hon Dec 16 061850104 1996 Page: 3
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. Typlcal GC-MS paramotars from master shest number 96135-11. “Continued”

[Auss liary Channal, P !ntomﬂoﬂl
Comment : - {2_-11:-‘?6-
Yo

2apure Program: -
Initial Pres. : 0.Q pei

Initial Time : 480.00 min

tavel Rata(psi/min)  Final Pres.{psi} Pinal Time (min)
1 o :

Total Program Time: 480.00 min

GC Temparature Information

[GC Zona Terperztures]

Inj. A = 180 ¢

Inj. B : 100 C Off

.Det. A ; 50 C oOff ;

Det. B : 250 C

Rux. @ 50 C Off . !

[Oven Parameters] ' .
an Equib Time : 0.50 min Lo e

Oven Max : 4650 C

Oven .1 on .

Cryo 1 OfF

Ambient t 35 €

Cxyo Blast 1 Off .

foven Program) -

Initial Temp. s 80 ¢ -
Initial Time : 0.50 min

Level Rate (C/min) Final Temp. (C) PFipal Time (ain)
1. -70.00 220 4.
1 20.00 as0 A 11.00

3 9.00
Hext Run Tima t 19.00 nin

Injector Information

Tjection Source - : Auto o
Jection Location t Pront -

supia Wnohes i 1

Sample Pumps 3

Sample Volume : 4 stop(e)

Mathod: PLIIS96V.M Mon Dea 16 06:50:04 1996 Page: 4




Figure 13,

BASF Roglstration Document 97/ 5034
Method DBEQS

Page 87

Typleal GC-MS parameters from rmaster sheet number 96136-11. ~Continuod®

Vigcesicy belay : 0 mec

Solvent A Waghes : 3

Solvent B Washes : 2
: No

on Column

[Furge Information)

Purge A/B Init. Value On Time
. A v Off 1.00
B off 1.00

Timed MS Detector Euntries

tima {(min) State (M3 on/off)
. on
14.00 Ot

{1l -9

‘ Yo
OFf Time
G.00
0.0

END GF ACQUISITION PARAMETERS

DATA AMALYSIS PARAMBTERS

Method Name: C:\HPCHEM\I\NETHCDS\P1215%6V.M

Percent Report Setrtings

" Scxrt By: Signal

Output Destinacion
dcresn: Mo
Printer: Yes
FMlle: Bo
Integration Bvents: 090496.E
Generute Report During Run Hethod: o
8ignal Correlation Window: 0.020

Qualicative Raport Settings

Mothod: PLI1SIEV.M

Mon Dec 16 06:50:04 1996

Page: §
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Method DISCE
' Figura 13.

Page ‘88

Typical GO-MS parameters from mastec sh.eot number 96136-11. “Continuod™

Peak Location of Unknown: Apex

Library to Search Minimum Qdality {?‘-”ﬂ‘q“
. \DATABASE\NBS75K.L o N

Integration Events: Rutolntegrate
b_.eéort Typa: Summary

Gutput Desgtination
Screen: Yes
Priptex: Yes
File: Na .

] AT

Generate Report During Run Method: No
. 4.

. .
Quantitative Report Settings

Report Type: Detailed (single compound 1)

Cutput Destination
Screen: Ko
Printer: Yes
File: Mo

Fanarate Report During Run Mathod: Yes

- -

Calibration Last Updated: Mon Dec 16 06:149:08 1996

Refarance Window: 10.00 Percent ..
Non-Ratf Window: 5.00 B

Correlation Window: ¢.02 wminutes

pafault Multiplier: 1.00. .

Default Sample Concentratiom: 0.00 -

Cowpound Information '

A —————— e—————— . .

1} BAS1250 N7 o - ()

Bet., Time 6.90.min., Extract & Integrate from 6.72 to 9.0 min.

Signnl Rel Resp. .. Pot. Unc.(rel) . Integration
. Tgt 225.00 N ) N 090496.8
T+l ID Cona (PG} Response .
7.500 . 200997 . .
18 7.500 218933 " . .
A 15.000 ° 388994
2B 15.000 . 417817 -
3 . 30.000 743166 . . .
lhl:hoé.: P121596V.M Mon Dec 16 06:50:04 1596 page: 6
- - - s w - v e s - ~
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Fgure 13. Typical GC-MS p ters from master shest number 96135-11. “Continued*

38 30.000 791083

43 60.000 13593773

<8 €0.000 1486524 [2-ttaCLa
11ifier Peak Analyais OFP ’ ’ ) b7 =

Curve Fit: Linear .

Hathod: P121B96V.M - Mon Deo 16 06:50104 1996 Page: 7
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BASF Raglytration
. Mathod 09608 . .
Fgure 14, Typical chromatogram of & 7.5 pg standard of BW 125-M7 from master sheat
number 96135-11. Data from this standard can be found in Table 6.

¢ sl v

12-1l Qs

rila . ¢ C:\HPCHEN\ 1\DATAVLISWA\ 121596103 01003.0 . Vo
Jperator :
Acqguired 15 Dec 8§ 4121 pa uning AogMothod PLILESEY
fample Mome: 7.8 PG/ 4 UL N7 STAKDARD
Misc Info
vial Mumber: 1
CurrantMath: C:\HPCHRM\L\NETHODE\P1215%6V. X
Coaotnd ; BAS1ISW MT
2ot Tima: ..923
toncentratian: €.76 MG
Pk § and Type: 1
. Signal Ratiow Tdmits BT Limits Rawp Integ TYpe
¥3%.00] 100.0% w9z £.¢ (1L -
Q1 a. 9.0 0 @.0] o.¢8 o o] auto
oz 6.00 a.0 0.6- 0.0 a.t0 #.12 a| aato
o 9.00 0.0 o~  0.0]| .00 auto
BAFL2SN N7
Rasponng
1.00e+006]
£ B
- T " T T
o o 40 (1]
Ampunt
Responsa = 2.33a+004 * Aat + 40904004
Coaf of Dat (r*2) = ¢.#84 Curve Fit: Linesxr

—TICT UiUIOT.Y

16049
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Fgure 15, Typleal chromatogram of a 15 pg standard of BW 125447 from master shoet
aumber 96135-11. Data from this standard can he found in Table 6.

. VERS
G
Pile 1 C:\RPCHEM\1\DATA\125W\121586\0201004 .0 Ittt
Iparater 1 w
Aoquired r 15 Dec 36 4:44 pm uming AcqHethod PLILEIGV
fanple Mama: 15 $3/ 4 DL M7 STAMDARD
Hige Info
vial Numbor: 2
CurtentMeth: O:\RPCHEM\1\MATHODSAP1Ii58V N
Conpautd : BAS125W M?
Rat Tine: $.93
Concentration: Ll4.57 PG
Pk & and Typa: 1
Sigoal Ratice Limits BT Limite Raop Intag Type
Tyt [TT5L.66] 100.0% .5 0. 38 58
-8 9.00 9.0 a.0- a.0 0.00 ta 0| asuto .
a2 &.00 8.0 a.0- °.0 Q.00 4.1 0] sutas
Qi g.00 o0 @.0- 2.0 0.00 9| auto

RESpOnSS = 2.33a4004 * Jmt + 4.050+004
Coaf of Det (r*2) « 0.99¢ Curve Pit: Lisaar 1

°
rlme--» $.08  £.00 7T.50  §.00  9.00 10.00 1100 12100 1300
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Typical ctiromatogram of a 30 pg standard of BW 126-M7 from master shoet
nuwmber 96135-11. Data from this standard can be found in Table &,

e Y

: Qi\HPCHEM\ L\DATA\L25#\121594,0301007.D

5153 po ueing Aogiethod FLILSIEV
NT STANDARD

z 3
: Q: \HPCHEM\ L \NETHODS\ P121596V. M

esey

2.370+006 * ARG + 4.83a4004

Codf of Det (:“;3

CQurve Pit) Linaar

TITT UIOI0UT.IF

700 8.00 9,00 10.60 13-00 12.00 u_!oo i
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. Method D280S

Figure 17. Typlcal chromatogram of & 60 pg standard of BW 125-M7 from mastor sheet
number 96735-11. Data from this standard can ba found in Tahla .
- |-t 4L,
Fila i Q1 \MPCREWAL\DATA\LISKA1215 5610401002 D YD

Aoqul ;15 Dec 96 6139 pm using Aoghcchod P1215%6V
Sample Hamo: €0 PG/ 4 UL M7 STANDARD

Vial Humber: 4

CurrantMeth: Ci\HICHENL\METHODE\PLI1526V. B
Coopournd ¢ RARIISW NT
Rat Tima: 8.93

Concentryation: 57.61 PG
Pk N apd Type: "1

[} an 40 [ 2]
Arant

‘Respotss = 1.3304004 ¢ ABL + 48384004
l Coef of Dat ("2} « ¢.99¢ Cuxwe Flts Linear

10000

20000

10000

Fima--» 3,00 6,00 7.00 0.00 39.00 10.00 11.00 11.00 13.00

Pega 93.
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Mothod DEE08 :

' -Flguru 18. Typical standard curve for 7.6, 16, 30, und 60 nh amounts of BW 125-M7 from
master sheet number 96135-11. Data from theso standards can be found In Tabla 6.

.

: ’ _ ) b (z-!(rq(o

BAS125W MT

Response

1
1.40e+005_]

1. zo;*oos'.j
1. DOe‘ODS;
a. 0094—005_‘
6.0054005: .
' 4 .00&0005_-

2.00u+005

o 20 40 ! &0

Regponge = 2.3384004 * ket + &.B9e+004
. Coof of Dat (r*2) = 0.996 curve Fit: Lineaxr

Method Name: C:\HPCHEN\1\METHODS\F121596V.M
Calibration Tabla Last Updated: Mon Dec 16 06:49:08 1396

‘ -
i

< s v
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Mathod DIBAS .

Flgure 19, Typlcal clromatogram of & control kidney sampla. Sample numbor 96184-3122
' {vial numbor 6} from master sheot humber 95136-11. Data for this sample can be

found In Table 3.

230
)

Fils ¢ O3 \HPCHENA\ 1\DATANLZSW, 1218 #61,2460100%. 1
perator

red 1 15 Dac ¥ $:07 po using AcgMethod P121538V
Sample Kame: ORITROL KIDKEY $€184-3122 °
Misoc Info
vial Mumbsr: €
CurreatMorh: ©:\HPCHER,1\MITHODI\P12159§V.

Compound : BAD1ZSW M7
Rat Tioe:

Copcentrationt:

R and Type: 1

shurd JOT POUND Sasa

00eg ~TICT teTToUSST
3800 BW 125-M7
10000 ‘

11.00 12,00 13.80

R !
=2 .90 €807 790 6.6b 3.bo 10700
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FAgura 20.

1 ' : rtifiac with 0.05 ppm ~

chromategram of a control kidasy sample fortiflad with
{mﬁon Er:tlti of BAS 125 W. Sample number 98184-3122 {vial numbaer 8)
from master sheot number 26136-11. Data for this sample con be found In

Table 3. Recavery B8%.

'
. {z- gL
rile + C1\HPCREW\I\DATA\128M\12159610801020.0 ¥ 0
JPRCALAY H H »
Acquired + 1S Dac P 7103 pm ucing AcgMsthod P1215%4V
Sarple Mama: 0.0S) PPM KID $€184-3122 '
Hiss Info : rI308-DtD Gviiean -4
Vial thember: &
CurrentMath: € \HPCARM\1\METHODS\PII1S36V M -

Oompeund : BAS12SW MT

Ret Timm: 0”n -
Concentration: 14.03 PG

Pk # ond Typa: 1

Sismal Ratios

Tge | Z3¢-00] 160.0%
a1 0.0 g.0 a.0=
o2 0.00 -]
Q.| - 0.00},. O

RecDonee k) . B0
Cosf of Dot {£"2) = 0.#96 Cutve Fic: Linsar

& X.3)a4004 ¢ Amt + &

TICT TEITIT. T
£0000

40000 Bw l 2$-M7

20000

-3 550 .55 750 4.00 3.00 10.00 11.¢0 13!00 1340

- © Puge 8§ - -

Dbk T
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Frgure 21.

Poge 97

Typical chromatogram of a control kidnoy sample fortified with 1.0 ppm of
BAS 125 W. Sampie number 96184-3122 (vial number 9) from master shoet
number 96135-11. Data for this sarmple can be found in Tabls 3. Recovery 90%.

12-1aA0
File 1 C:\RPCREM\1\DATA\125W\121596\0801012.D . Yo
Jperater .
Acquired 31 15 Dac 986 Trd® pm ueing AogHethod PLILSSEV
Sowpla Mame: 1.0A PPN KID $6184-3122
Misc Info
Vial Mumbar: %
currentMeths C:\EPCHEM\1\METHODS\FLZ1SFEV.H
Compoursd : BAS125W WY
Ret Tioe: 8.31
Concantration: 20.%1 MO
Pk § and Typa:
Sigoal Ratice Limits Raar Istag TYDa
Tt |"I3N. 58] 150.0% % T ] YOTHE e
a1 o.00 9.0 9.0- ¢.0 0.00 L] q auto &
[+ ] a4.00 4.0 0.0- %.0 9.00 .12 ] auto
a3 .09 8.0 0.0- [ ] 0.00 @] autoe
BAFLITN M7
Responoa
F
1.00e4+006
[ L
T T T
L] 20 40 (2]
Amount
Rosponse = 1.330+004 ¢ Amt + 4.0004004
Cosf of Det (¥*2} = 0.988 Curve Pit: Linear

TIET YTV D

BW 125-M7 —» oo

L—---° S.00 6.00 7.00 6.00 9,80 15.00 11.08 13.40 1300 -

. 'm‘u&ﬁ?
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. Mothod D9808 .
. Figure 22, ' feal ormmtogram of a control Gver sampls. Sampla number 96184-3124 {vial
' ::ﬁterﬂ)ﬁmnunudmmsﬂas-ﬂ. Data for this sample ¢2t be found In

Table 3.

Fila + €+ \WPCHEM\1\DATA\LZSH\L21596\1101017.D ) {2=lwql,

5 i
Aoquired : 15 Dac 36  3:43 pm uming AogMethod P111386V k)
Saople Kama: CONTROL LIV 9€184-3124
Mios Info
¥ial thcber: 11
CurrentMeth: C:\UPCHEM\1\METROCS\P12LE96V. M

Compound : RASLISH MT
Ret Tige:
Concentration: .

Pk ¥ and Type: 1
¢umdd HOT FOUND #uxw

TICT: IITIOLT.D

30000

oy s

. . 10000
L_“,o, "800 490 7.00 4.00 3.90 10,00 21,00 1300 13.00

P - —T . 1 f

[
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Meathod D9E0S
Figure 23.

Ical chromatogram of a contro! Rver sample fortified with 0.05 ppm {quantitation fimit}
’ I:pms 125 W. Sample number 961843124 (vial number 13) from master sheot number
96135-12. Data for this sample can bo found In Table 3. Recovery T8%.

File 3 Ca\RPCHEM\1\DATA\125W\121596\1301022.D ]L_‘t’;;" .

Acquiced : 13 Dec 3§ 11:18 pm ualng AcgMothod P121596V
Somple Mame: 0,058 PPN LIV 9618&-1124

Misc lnfo .

Vvial Numbar: 13

CurrantNeth: C:\HFCHEM\L\METHODS\P1IZI1596V.M

Lt : DAS125W M7
Ret Time: 8.88

Concentration:
#k I and Type:

12.45 #3
I

Respouse = 1.38a+004 * AnT + 4.T734+00&
Coof of Det (x*2) = 6.#98 Curve Fits Linear

——

1
L—--- 5.0 €06 7.0 4.00  $.00. 10100 11190 13'%c 13137
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" ' Poga 100 ‘-
TYPh;ll'ehmmtogﬁ'm of & control dver samgple foztmgd‘ 'withr y .
oa 1.0 ppm of BAS 125 W
Soample number 96184-3124 {vial number 15} from nem ]
! master sheet R
for this samole can ha found In Tahls 2 Danmuwa. S ber 96135-12. Data
11, : ] .
n:m::“: : c=\nm\1\mﬂ\1zsﬂ§1:1so¢\1rsoxogs 5 ' {21640
Acyu,; 3 1 H MogMathod TABREY
Sompis Name: 108 PEN LIV 36100-3i00 riase o
Miee Info
Vial Kumber: 1% . ‘
CurrentMeth: Ci\HPCHEM\1\METHRODE\P123 596V . M
Coapound BAS125KW MY
Ret Tima:
<oncentration:
Pk % and Type:
o
H
H
i
Rashonse = 2.38a:004 s At ¢ 4.TIeR00L !
Coesf of Bat (£*2) = 0.988 _Curve Fit: . }
- . - . .
TICT SEUIOIE. U “
20000 4
15000
4
10000 2.
“
*— 5000 . - i
T EAT AT AT M R M AT M NSO DY)
) T R TT oW tew s Aetd e
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Fgure 25. Typica! chromatogram of a control fat sample. Samgple aumber 98184-5000 (vial numbar
8} from master sheet number 96135-2. Data for this sampile can ba found la Table 3.

o
bt
File 3 Cr\HPCERM\ LADATANIISH\ 1206960601004 .0
Iperator H *
Aoquirad : G Dog 96 10:12 #m using AogMcthod P1205%4
Saxple Hame: OONTROL FAT
Misc Info
vial Humbwi: 6
QurrencMoth: C:\KPCHEN1\METHODS\ #1105%6 .4
Campoana ; BAS9OS4 NT
Rat Tima: 7.66

Concentration, lé.li
Pk # and Typa: 1

r\ LU ST

[ R Y

L 1L
R
Target
. sigaal patios Lizics RT  Liptts Resp  Incteg Type

Tgt | "TITGA T53-0F L 3T .
a1 0.00 : - 0.0 0,00 o xuto .
az o.ca| a.0 0.9~ o0.0| g.c0 KT 4| anto

Qs o.c0| oo - o.¢|] ol auto

Raspooss = €.170s003 * kat - 4.5les001
Coaf of Det (r"1) = 0.9%% Curve Fit: Linsar
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. Figure 28.

Pagu 102 -
Typlcal chromatogram of a control fat sample fortified wlth 0,05 ppm (quartitation fimit)
of BAS 125 W. Sample number 96184-6000 {vial number 7} from master chast number
96135-3. Data for this sample can ba found in Tahls 3. Recovery 76%.

ofé
. . a
Pila ;G \RBCHEMY L\ DATRY 12541 L2069610701007 .1 at .
:

Jpezator
ired 1 & Doo %% 1l:1) am usi Acguachod FL20596
Sarple Hahw: 0.05A FPW FAT - ™
Misc Info
Vial Kumbar: 7
CurrentMeth: C:\HPCHEM\1\KETHODS\PLI0596 .0

BAGSOSL MY
7.7

Compound ;
Ret Time: .
Conceoccration: 12.12
Pk # and Typa: 1

Respocse = §.172+003 ¢ Amt - 4.53a+003
Coaf of Det {r~1) = 0.99% Curve Fit: Linear
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Rgure 27. Typical ch rgrem of a ! fat sample fortified with 1.0 ppin of BAS 125 .

Sempio number 85184-5000 (vial numbor 10) from master sheet number 96135-3. Data
for this sampie can be found In Tabls 3. Recovery B81%.

1]
".l\'“'
, File 1 Cr\HPCHEM\1\DATA\12SWH\ 120696\1001013 .0
] ‘parator t N

Acquired v & Dec 96 1:17 p® uGing AogMethod P110S9¢
Sample Name: 1.0B PEM FAY
Miga Info
Vial ¥cxber: 10
CUITAntMath C: \RPCEDM, 1\KETHCDG\PLZOSI6 . M

Conponirsd BASPOSE W7

Eat. Tima: 7.8

Concentracion: 15.49

Px & and Typa: 1

Lra 7 T ez | )
TAIGEL
. 8ignal Racios Linjew IT Lisdts Resp Iatag Type
Tge | T 00 150, 0% 8. T.5¢ 155 T
o 9.00 0.8 - 0.49] Q.00 ta 0] auto
Q2 0.00 Q.0 0.0+ 0.0 0.00 7.94 ¢] auts
Q3 9.00 9.0 - 0.0 .00 [] ato
g RARYQSe MW7
Regpongy

T.00a

Raspocse 6.178+003 * Amt - 4.539+003
Cout of DAt (£*3) = 0 399 Cures Pii: Linear

prrT-5



BASF Registration Document 87/ 5034 - ) Pege 104 _°
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Figure 28 Typical chrorr of a trol muscle le. Somple number 94101-2860 (vial

number 16} from “mastor cheet number 96135—5 Data for this sample can be found In
Table 3.

. el
rils 1 i \EPCHEM\L\DATAN I 25W\120486\2£01031.D

Aogquired 1 3 Dec 34 3102 am using AogHethod PLI049%6M
Samplo Mamae: CONTROL MUSCLE $4101-2840

Mige Info i

vial Mumber t

CurrentHath: G:\NPGHEM,1\KETHODS\P120436H . X
Compound : BAESOS4 M7
Rat Tioa: .04
Cunm:rm:l.au 2,00
¥ and Type: 1'
. 3
8igmal Ratios Limite BT Idmits !np‘. nteg Type .
Tyt | TR OO 100, 0¥ T 6.
Rt o.06] 5.0 - 6.0 o.0¢ to ,
o .00 0.0 6.6- o.8] c.00 a.®
o o.0¢| 0.0 - o0 o.00 .
. BASS054 N7 '
Rosponsa
4. 008+005
1,008+005 :
- - ' - - +
¢ - —r T T
° 20 @ | 56
. Amounat
ROTPOCAE = €. 4404001 ¢ Ame + 35804003 o
CouE of Dat {r"a) = 0.999 Curve Fit: Cinsar
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Fgure 29, Typical chromatagrem of a controf muscle sample fortiffed with 0.05 ppn {quantitation
Emit) of BAS 125 W. Sample number 94101-2860 (vial number 17) from master shast
number 96135-5. Data for this sampio can be found In Table 3. Recovery 78%.

&
) $F
File ¢ € \MPOHEM\LADATAN1Z5W112049411741034 .0 D
XETELEOT t
Aoquired : Dac 96 4:00 an using Acgdothod PLI049GM
Saople Name: O, esa PPN MUSCLE 94101-2860
Nime Ipfo
al amber
CurTencHach: c:wpmnru\nrmooswnoum.n
IMIOSG MT
Rar Ting:
Concentration: 14 5‘
x # and Type: 1
I P
TREQEE
. Sigtal Ratios Limits RT Limitse Rasp Integ Type @
e[ 2. 00 100.0% .34 .00 ] oF : Ve
at a.00 0.0 9.0- 0.0] 0.00 to aura
[} 0.80 4.0 0.9- 0.8 &4.00 -53 o] auto
[+ ] .50 9.0 6.0~ 0.0 9.0 auto
RRSOS4 N7
A 008005~
2.004+005
- 1,
¥+ T T
L] 20 40 [
w
Regpongs = £.448+003 * M + 1.50a+003
Coet of Det (f:n w 0.99% Curvo-Fite

]

BW 125-M7

w2 it
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- ©' Mathod D958 } . -
. " Agure30.  Tydlcal chromatogram of a Gontrol musclo sample fortified with 1.0 ppm of BAS 125 W.
o ’ Somple number 94101-2860 (vial numbac 20} from master shest number 96135-6. Data
far this sample ¢an be found in Tabie 3. Recovery 73%.

' ¥
' . . . L R F
R R 'v,‘_“\'ﬂ
File. ¢ 'O VEPCHRMA\ I \DATAN 1259\ 1204962001040 .0
Iparatoy v
Acquired : S Dac 96 $:57 an using AogNethod PL20496M -
Sample Nama: 1.08B PPM MOSCLE 34101-2860 i .
Migc Info - b
vial Number: 20
QurrentHathi C)\HPCHEN\L\METHODE\F110454N . H R
Compound BAS9054 N7
Ret Time: £.38
Concentrakion: 13.55
Pl # and Type: 1

.

. - ~gignal Ratice Linits Litits Rasp Integ Type
Tge| 228, 00] 100.0% - " .38 1.3 CITS
o 6,00 “o.0 0.¢- 0.0 0.00 o a
: Q2 o.¢0l 0.0 0.0- 6.0 o.00 £.m o] aute
- @ |- 8,00 - 9.8 -o.8-" @.0f 0,0 i 8| aute
, ERG$O54 WY 3
€. 008+005
: 20004005 ) - '
x * H .
) " oeie ! !
i m — T T —r T
[ 20 0 [
Azoumk
< -
- .. mesponse = €.44e4003 * Aot + 1.58e+001 .
- Cosf of Dt (r"2} = 0.999 CQuxve Fit: s
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Fgure 31. Typical chromatogram of 8 control wet pomace sampla, Samplo number 8607213 {vial
number 11) from master shoot manber 86135-18. Oata for this sample can be found in
Tabla 4. :
—-—-'-"'-_-_——
128w = -
g;.ﬁ : C \HOCIEN 1\DATAN 125, 1218941,1101018 .0 :l‘"‘ . 2 A
i L r ;
Snole Mame: DIB EEE poMACE, Brraps"T AcwMethod FzLeaeN | DRV 19 B (Y
Migt Info = i
. vial dMurbar: 13 L e
CurrentMachr € \RPCHEN,1\MITECDS\F1218960.2 A

Compoursd : BARSOS4 HT
Rat Tioe: 1.38
Concantration: -0.52

ek § and Type: 1

Razp Ioteg Type

o) - =< -
a 9.0 o| aute
az .00 0.0 0.0~ 9 asto
2] 9.0 L] sute
ReEDOTISS
2.000+005-]

o ] 40 (1]
Amcuat .

Resposs « 4.526+4003 ¢ Mw - 1.078+003
Couf of Dat {l.;’ = 4.999 Carve Pit: Uinear

TSRS

BW 125-M7

® o
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Figure 32.

Paga 108 -

Typical chromatogram of a control wet pomace sample fortifled with 0.05 ppm
{quantitation Emit) of BAS 126 W. Sanmle number 96072-13 (vial aumber 13} from
master shoet number §6136-19. Data for this sample ¢can be found In ‘_l‘nbln 4. Recovery
_ 80%.

e —— -1

135w ™ \

: 5
rila b Q) \HPCUEMAADATAVL 26K 121 096\ L30L022.D t DEC 191896 !
'

' b " !
Acquired 1% Doc P6  12:15 am using AcgMatnhod P121496) 'w‘ﬂ .
Sample Hame: DEB; WET POMACE; Sosemes N 2
Kigc Infs
Vial Mumbor: 13
CurrentHath: Ci\HPCHEN\1\METHODS\F121856W.H

Compotind | BAESAS4 M7
Hat Tioa: 0.30
Coacentraticoy 13.80

Pk # and Type: 1

-T: “ZIT.05] 100,08 §.35 3.1 [ £ (13

b+ 0.00 9.0 0.9+ 0.0 4,00 e . @] auto
o« .00 0.0 0.0~ 9.0] o.00 .53 0] aute
8] 0.00 0.0 0.0- 0.0} o©.00 © 0] suto

BAESOS4 WY

. RoSpanse = 4.32w+00) ¢ Amk - 1.8To+003
Cosfof Dot {r*1) = C. 999 Curwo Pit:

_— g
Bw IZS«M‘.I\>II
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Figure 33.

Data for this sample can be faound In Table 4. Recovery B6%,

1asw -
I;:l.a N : i \RPCHEM\I\GATA\125W\ 121 9$6\1501026.0 DEC 19 995
aTaALOT i
Aocruizred : 12 Daa 94 1133 am ulinq AcgHethod PLIIANN
Sarpla Name: DSB; WET POMACE; 1. &
Hiee Info
Vial Wurbaer;
CurTentMath: c \MPCHEM\ LAMETBODS\ PLI1OZGU. N
Composand R W!054 7
Ret Yime.

Concentration: :n 41'
Pk ¥ and Typa:

Racios Linica T  Limits Rasp Integ Type

Sigual

Page 109

Exgponse = 224003 * Jow - I.074400)
mnlotnet(r“!)-o’” Cuxve Fit: Linear

BW l25-M7‘

Typlcal oha gram of a | wot ¢ e fortified with 1.0 ppm of BAS 125
W. Sample number 56072-33 (vial number 15) from master sheot number 96135-19.

“w




BASF flegistration Documant 97/ 5034 . o Page 110 -

Mathod 09008
Fgure 34.

r

Typlcdctummwunnfamhollpmﬂmm. Sampio number 86072-17 (vial
numbee 11} from master shaet number §8135-20. Data for this sampla can be found In
Tahle &.

o v

rile : Cr\NPCHEM\1\DATA\12Sw\12183#11101015.D 1T
oparator i .
rod : 19 Dao 36 12:28 an using AogHothod PLILNPET
Sample Wame: CONTROL A.J. $6072-17
Misc Info H
Vial Number: 11
CurrentMath: C:\KPCHEM\) \NETHOOS\PLILA96T .M

Cempourd 3 BAS125H W7
Rat Tive:

Concentcraticn,

Pk £ and Typa: 1

anésve NOT POLRD ctal'.

TICT TIUTOTY Y

BW 125-M7

10000

L—--: .00 .04 7.00 600 $.B50 10.09 .11.00 13.00 11.00
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Fgure 35.

Bocumont 977 6334 fago 111

‘Typical chromatagram of & control apple juice sampls fortifiad with 0.65 ppm (quantitation
Emit) of BAS 125 W. Sample number S6072-17 {vial numbar 12) from master chaat
number 96135-20. Data for this sample can be faund th Table 4. Recovery 76%.

Vet
Fila 1 G \HPCHEM\1\DATA\L25W\121896\1201022.D 12 41-F
perator 1
Acquired : 1P Dac 9% 1:18 am using AcgMethed Pli1836d
Sample Hame: O.05A PPM AJ 96072-17
Misc Info -

Vial Number: 12
CurrentMath: C:\HPCHEM\L\HETHODS\D1218967.M

Compound - BAS125W M7
Ret Tine: a.8%
Concentration: 12.16 PG
PXx # ond Type: 1

Tgt{"3¢ 00| 100.0%
o o.0¢ 0.0
a2 e.00[ 0.0
4 0.00 0.0

Raoponse e 1.996+004 ¢ Awt + 5. 4404004
Coof of Det (r*2) = 0.998 Curve Pit: Cinoar

TICT 10T

BW 125-M7.

10060

L.:-.' AT MEATME AT AT MR TI I Og ey
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Figure 36,

'

-

Typical chromatogeam of & control apple julce sample fortified with 1.0 ppm of BAS 125

. o

. i

*

Page 1712
e

W. Sample number 96072-17 {vial number 15} from master shest numbor 98735-20.

Data for this sampl¢ can be found in Table 4. Recovery 87%.

[P . gt - - T
Fila 3 c:\ng{ﬂl‘\x\m‘n\\nh\uulﬁ\}scmn.n

jperator’

ired : 15 Dac 36

Gamplse Hama: 1.0B PPM AT 96072-1

Mige lafa -
Vial Humber:

~ W F

s B
CurrentMeth: C:\HPCHEM\L1\MBTHOOS\P121896J.N

Compound :
Ret Time:
Concentration:
Pk ¥ and Typae:

1

BASL25W M7
§.84

27.70 PG

4:20 am using Aegeathod PL2LISES

wer
Fiig-e

: 8. 9.11
.. Signat mtl.lo- Limits ET Liaito
» Tgt| THe.00] L0G.0% - TR
- v.00|. 0.0 0.0~ 0.8 0.00 o
Q1 0.00f 0.0 ¢.0- o.¢]- o.00 9.30| -
a3 o.00] o.0.. o.0- 0.0 c.00 ..
BAS12EW M7 -

Reapotios = 1.390+0
|-~ Coef of Dat (r*2) = 0.994-

04 * At ¢ 5.4404004
~Curva Fit: Linesr

15000
10000

[ ]
rimn - =a

LR

£
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Typlesl chromataogram of & conttral milk sampls. Sampie number 86184604 (vial number
6} from master sheet numbor 96135-21. Data for this samplo oan be found in Table 3.

e,

. 7
Flle : C1\HPCKEM\1\DATA\123w\1Z1896\0603008. . e
H

Acguired + 10 Daa #&.  7:03 pm uaing AogMothod F12I4P6M
Sample Nams: CONTROL NILK M184-504

£
QurrentWeth: Cr \HPCHEN\1\MITHODS\F1I1288M.M

Codapmand : BASIZSH NT

Rec Time

Congencration: X '
Px f and Typa: 1

wetre NOT FOOQUD svev

e .
TICT URUIOOE.TF

150000
1¢90090
BW 125-M7
50000
LR d Tl -

--p Ts.ba £.00 T.50 §.00 S.680 10.00 11.00 13.60 13.88 !

"
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Figuro 38.  Typical chromatogram af a cantrol milk somple fortifie with 0,01 ppm (quantitation fmit)

of BAS 125 W. Sample numbar 96184-604 (vial number 8) from master sheet numbor
86135-21. Data for this sample can be found in Table 3. Recovery 91%.

. ©er
Flle * i Co\HBCHEM\I\DATA\125w\12:896\,0801010.D 12194,
Jperator H

Aequired ew #6  B:59 pm using AogMethod PLIIRFEM
Sarple Hone: “4O¥D- PPH NILK 95104 -504

risc Info @ osi8

vial Wymber: @

CurzentMeth: C;\HPCHEN\L\MSTHODE\P1Z1896K.X

BABLISW MT
4.950

Comgpound :
Ret Time: .9
Concentration: 15.57 ¥G
Px & and Type: 2

Ecsponse = 1.260+004 * Amt + 2.0Ge+004
Coof of Dat (r*3) = 0.#37 Curve FiC: Linsax

e TIC: UBULTIT. -
«ogca
40060 BW 125-M7
20000

Iﬂ-—-so “TiX% 4.00 7,08 $.00 3.06 10160 13,60 iz g0 1166 -




RASF Registration Documont 97/ 5034 Page 118
Method D802
Figura 35, Typicel chromatogram of a control mik sample forttflad with 1.0 ppm of BAS 128 W.

Sample number 96184-504 {vial number 91 from mastar sheet nianber 96135.21. Data
for this sampla ean be found In Table 3. Racovery 93%.
e
rilo .+ €1\NPGEDNI\DATA\IZ9wAL11096\0801012.D ’ 2P
Raquirved : 18 Dec 3§ 4% poa usring AcqMethod PLIISPEN
Sampla Mame: L1.0A PPM MILX 96184-5D4
Nisg Info
Vial Rumbar: #
CurrantMath: C:\HPCHEN\I\METRODE\P1210364.M

HAS12%5W M7

Compound :

Rot Tima: .8y
Concentration: J1.59 §Q
Fk # and Typa: 1

Rexp Integ TYDE

E73 RANULT]
6| auto
0| auts
o| auta
1.0084006
fom S Sl b l— — -
o . ! .
Y T ¥
[ 20 40 [
Amcnmt
Ssapones = 2.28e+004 ¢ At « 2,86a+004
Cosf of Det (r*l1) = §.#97 Curve Pit: Linear
REEIESCE TICT UFIIUTT.
20000 BW 125-M7 ~y ’
15000
10000
m‘ J— Pt
°
Time- - $.00 €90 7T.%0 .50 #.90 10/60 1100 12/00 13 00

Laritina



-

BASF Re

glstration
« Mathod D960

Dosumeant 97/ 6034
]

Appendix G-

’

Page 118




. BASF Registration Document 577 5034

Mathod D360S

Nota:

Page 117

Ftace the used ENV +™ into a beaker (ENV +™ should not fill mora than 1/4 of the
beaker) and add MeOH to cover the sorbent. Heat the mixturs at 80°C for 10 minutes
with stirring, Decant the MeOH and raplace with THF, Heat and stir the THF mixture
for 10 minutes. Decant the THF. Reduce the temperature to near ambient. Add DCM
to cover the sorbent. Allow the mixture to stir for 10 min befors tranafarring to a
Bucher funnesl with & shaat of filter papar (No. 2). Vacuum filter and rinse the marc

theroughly with DCM. Then place the cleanad ENV +™ sorbent in a pan {in the haod)
until complataly dry.

ENV+™ material can be re-generatad more than once. Consistant performances of the
ENV +*™ sarhent has been observed aftsr 5§ regeneration cycles,

FXWL ¥
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BASF

Analytical Services Report - ASRPS97014

Study Name : Confirmation of BW 1.25-5376

Submitted by : . Stephan Baumann

Date of Submission : 3/1/87

Experimental End Date : 9/25/97 _

Date of Report: 9/209/97 .

Analyst(s) : G. Waltt )-13 woat tfitlty

Roviewedby: Bt ¢ Mlomus it
. Description of Mass Spoectral Study

Developement of LC/MS/MS methed with deteotion limit of Bpg/u.

Summary of Results

Callbration curve was obtained with 2, 5, 10, 20 pg/ul.
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Instruments
Mass Spectrometer Used : Chromato h Used :
SCIEXAPIUl+  BASF#i1015 |[X] P4000 BASF# 0041
SCIEX AP1300#1 BASF# 789 . Theemo Ssparations, San Josa, CA
SCIEX API 30042 BASF# 784 |[] Varan 8010 - BASF# 119
Sclax Corp, Thomhil, ON, Canada . varian Walnut Creeds, CA,
[] #nniganica B8ASFe 1082 | [] - Shimadzu Dual LC-10AD / SPD-10A
) BASFY 583, #584, €312
] Finnigan GCQ ] Shimadzu Duat LC-10AD / SPD-10A
. ' . . DABF#S588, £588, £313
Fanlgan-MAT, San Jose, CA Shimaciny Sclentiic, Colusrtia, MD
[0 HP-GC/AED ]
Hewiolt Packard, Avorcdale, PA
Autosampler Used :° Raﬂm@ Eatactor Used
. asaoc0 BASFE# 192 (] . INUS f-Rlam #1 BASF#
ThemoSeparetions, Sandose CA | (] INUS g-Ram £2 BASF# 465
PE Setles 20081 BASFE 1308 NS Sysioms, Tampa AL -
PE Serfes 200#2 BASF# 1300
Péridn-Elmat, Norwkch CT -~ T -~
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nlet Type : .
HPLC: [ FIA "Flow Injection Analysis* (]
infusion [] GC (] Direct Proba [}
HP-GC/AED Anelysis:

Elements Monitored:
“cO “@O NOoOsOFDOHQO Sther]
lonization Type Used :
‘APl lonSpray g Jd lg_]

APl Turba lonSpray ) Temperature; 450
. AP/CI Heated Nebulizer (] Temporature: C

ElectroSpray ]
Mass Spec Mode of Opemation :

Full Scan Range: -

SiM tons Monttorad :

MSMS [
Product Range: saa msuila
Preoursor Range:
Constant Neutral Loss [] Range: _ ___

MRM: [

Transitiona Monitored : 166 - 111

Page 121
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HPLC Parameters
Injection Volume : 26 pl
Column : MataChem Mstasil Basic 3u 50 mm X 2 mm

Column Serial # : 9527521

Mobile Phase : - -
Buffar A: 5 mM Ammonlum Acstate; 0. 3% Formilc acid in
100% water
Butfer B: 5 mM Ammonium Acetate 0.1% Formic acid in
10% water: 80% Methanol
Gradient: T
Time . , Porcant B
0 Q
1 30
- B 30
5.1 0
10 0

LC Datector: N/A
Flow Rate : 300 pL/min

Spiit { YN) : No :
Comments

Conclusions
A confirmation method was developed with required sensitivity.

Attatched are chmmatograms (2. 5, 10, 20 pg/ul), caflbration curve, and

resuit table.
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MacCkn, version 19 Pagh Gl §
Pt Aon, Bap 29, (RIT OIS
Calbmton Pis: CalliFie SAR
Comumenit: Mg comments
BW 125-5376
No latorral
185.0-»111.0
Linga'
inarcept = -202.018
Blope = 13.403
Comrciatiea: Coeft. = 0.00%
| Ut Arwa ‘
Eloryps  SaTCES Kane Cong. Ot Conc, Haight Ateg

TOSZ4208 Sandars  20p0Vuc 300.000 97,084 1380 [=TTS
APTORZACY Slandsnd  t0pgad 257.800 Liid Hos
ARTOSZLELO Sbdad  Epinel 116,028 43 1263
ANTOR2AR11 Samtard  Zpghel 3007 104 420
ARTOAZAR1R ank Cormral 0.0 nra

ale aia

Wik b sk
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HacQumn, varsion 1.5 T Pegetet
Printed: Mon, Sop 209, 1997 040 . . 7

Cafibration File: Cali:File SAR Patic BH:MS DATAXGLP Dalar1997:09-60pl- 1987002457

Comments: No comments

By 125-53768 155.0->111.0 No intomal Standary

Lincar e
intarcept c -202.015 .
Slops = 13,403 - i
Corralation Coefl. = 0.933

Aren
6000

5000

40001

30007

20001

0.0 " 106.00 | 200.00 | 20000  400.00  £00.00
Cono.
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WacCuimn, version 1.8

Peinlad: Mon, Gop 20, 1007 da4
Cailbration File: Catibiie GAD Patty: QIS OATASGLP Oatar1#97:00-8004-1907092407:

Commants: Ho commants

Pagm 136

Page 1oy

ARTOURE2ON 20pgrut
Mo Comment
8:01 o ¢ poriod

No Intesmakl Standand
Usa Areg
£ 419 MRALL $9G coars
188.0-»111.0

Thres. 4.0
Quant Thres. o
M. Widh L]
Mull. Width
Base. Wiith 100

Ama can3

Helght 1300

8iart Tine M
Bnd Tl xts
intagration WG o1tz
Aatention Tine 208

ASTORZA20D 10pgiut

501 In t patod
125-53T8

Mo el Stendan

Ve Alea

1: 400 WFAL 553 scans

165.0-»511.0

Notss Thwok. 4.0

Cumnt Thros. =0

An, Yaanh- [ ]

WAL, ¥h ]

ﬁl?l.u ;go

Smooth

Expociad RT £00

Avos, CI.O.I.

Ott Tiow

Bt Tima

Wad, Sop 2€, 1997 12204

Wed, Sep 24, 1907 1214

IOO"

[ L,
a
T
a0
L1,
401
Ll
=N

frugnady: 1400 cgs

intaoeity: 1430 ope
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MacCusr, version 1.6

. Pagetola
Printod: Mon, Bap 20, 1997 04:24 ) ) o
Cafbration Fe: CtbRls GAD Pufy BE:MS DATAGLP Dotk (97 00-Sapt- 1057 092497:
Comments: No commants .
L
ASTORZ4Z10 Epgiul Wed, Sep 24, 1097 12225
Ho Comment
» 501 1 t penod
oW 125-5378
No fatemal Standad tatansity: 1400 cps
2 1004 : .
1: 5:00 MRK. 590 scana
166.0-»111.0
Nofse Thres 4,0
Cugert Thres, 2.0
Min. Width 4
Wult. Witth 2
Base. WiEh 100
RT Win. (sec} a0
Bmaoth 3
Bxpocied AT 300
Arpa 1288
Height - 283
Start Timo . =02
Crel Tiwe E1 )
Intogradion Width ang.1
Hotersion Tine ' =09

AUTOIRARIY tpglul Wed, 8ep 2, 1097 12230
No Comment

501 In 1 poriod
W 1E5-68

Mo eyl Stwdard
U Arca

“..-.-..__-.-.'.;;ﬂq‘;:}
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AQTORZAZIE Control Wed, Sop 34, 1997 314
No Qomenant

501 In 1 panad
BW 123-63T8
No intemal $landard
Use Arsa 100, 1

: 500 MAM, 036 scans 90
05.0->111,0
Nelsa

1115
ﬁga

:

gi
X

£33

i

40
20
o000 9]

i

g
i

E

lntagrasion Width 0:00.0
Thne &00.0
Kitegration Type

. ﬂmi“’aﬂ“ Ffu/e)
J

Inignely: (400 gpe

; ol

LtdR )



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



