CONFIDENTIAL: RES:02:009

BASF Agro Research
Residue Sciences Section
P.O. Box 400
Princeton; New Jersey 08543-0400

Recomimended Method:of Analysis - M 3503

BASS560F (CL. 375839); LC/MS Determinative an
Method for Determination of BAS 560 F and CL 37
and Surface: Water

/MS/MS Confirmatory
‘Residues'in, Dnnkmg Water

A,  PRINCIPLE

Residues. of BAS 560, F are extracted: from’ waterisample usmghquld-hquld
:partmonmg Residues: of CL 375816 are exi ‘water sample using liquids
liquid partitioning: and SAX:. sohd-phase exu'actxon-‘techmques ‘Quantitation:of
BAS:560 F.and CL 375816 residues are-accomplished by liguid chrom_a_tography
‘with mass spectrometric. detection. Resultsidre. calculated as BAS:560 F and CL
375816 by the direct.compafison of the, peak fesp onses of the satfiple to those of
‘externial standards. The:validated:sensitivity (LOQ, Limit of Quanntatxon) of'the
‘method, is 0,050 ppb for each:compoind and the limit'o “detection (LOD) is:0.010
ppb.

B.  SAFETY PRECAUTIONS

"Precautions are.to be taken to restrict exposure to all chemicals specified i ‘this
‘method. The proper use of appropnate safety glasses/ \ggles .gloves, laboratory.
coat, ventilation, and’ handlmg techniques aré.to.be ed. Appropnate Material
‘Data Handhng Sheets are to be reviewed. for:all.ch ed in the method prior to
. -starting work. The current MSDS information- for BASS60°F and CL 375816 are
-obtainable from BASF Corporation, BASE. Agro ‘Research, P O Box 400, Princeton,,
New Jetsey 08543-0400.

© 2002 BASF. All nghts reserved.
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RES02-009

€.  REAGENTS

(Items from manufacturers other:than those listed may be.used 1f proven‘to be
functionally equivalent.) ' ‘

Agalmcal §tandards Analyucal grade, known punty, obtamed frorn BASF

Molecular Formula: C;gH,;BrOs ‘MW, =409.3
b. CL 375816: 2-methyl-3-bromo-6-methoxy-benzoic acid

O-CH; o

Molecular Formula C3HgBrOy MW =245 i0

Method M 3503 Page 2 of 40
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ity Water: Millipore. Milli-Q UV.Plus:System; Millipore, Inc.

3. Solvents: B & J Brand High Purity. Solvcnts, Baxter, ‘Burdick and. Jackson,
‘Muskegon, MI

a. Methanol
b. Dichloromethane

4. Chemiicals:

N 4. Acetic Acid (99.7%),. E.M. Sciences;-A;:C.S: Reagent, Catalog Number-

AX-0073-6, Gibbstown, NJ.

.  Formic acid (~98%), Catalog No. 06440, Fluka Chcmxka, ‘Ronkonkoma,
NY.

c. Ammonium’ Hydroxxde (28-30%), Catalog Nurnber AX 1303-13, EM
Sciences, Gibbstown, NJ.

d. .Ammonium Acetate. (~100%), EM. Sclences, ACS. Reagent; Catalog
‘Nurriber AX-1220-1, Gibbstown; NJ;

5. Solutions;

a  ‘Solution A (50% Methanol mn Water) Add 500 mL of méthanol o500 mlL
of Milli- Q water-and mix. well,

b.  Solution B (30% Methanol: 69%Water: 1%Acetic Acid ): Add 300 mL of
methanol to 690 mL of Milli-Q water, ther: add 10.mL.ofacetic acid and
mix well.

¢.  Solution-C (1% Fermic Acid in ‘Methanol); Add 1.0 mL of formic. acxd to
'99 mL of methanol and mix well.

d:  Mobile Phase A (0:05% Acetic Acidiin, Watet): Add 0°5 mL. of acetic: acxd
10999 S mL of Milli- Q water and mix well- _

e  Mobile Phase B (10.mM -mM Ammomum. Acctate wn: Methano!) Add 0 77 g of
ammonium acetaté to 1000 mL-of. méthanol and mix:well - (Alr

acetate must be freshly opened).

Method M 3503 Page:3 of40:

Page 59

BASF Reg. Doc. # 2002/7005048  Page 59 of 99




CONFIDENTIAL 'RES 02-009

APPARATUS

(Items from. other ‘manuficturers may be used ifthey are-proven to be: functionally
equwa]ent)

;- Sartorius R200D:Balance, réadablé to 0.00001 g,

. 15 x 40. mm, Cat. No. 662101,

'thaton, Mlllvﬂle NI

3. -Amber Glass Bottles: VWR TraceClean, PC:series, 125-mL.capacity,
‘Cat. No. 15900-136, VWR Scientific Products, ‘South: Plamﬁeld NI.

General Laboratory Glassware: . Assorted volumetric flasks, volumetric pipettes,
jmxxmg cylinder, filténing flasks; evaporation: flasks, Buchner funnels and’
separatory funnels.

5. RotaryEvaporator: ‘Buchler Instruments Model PF-10. DN, or-equivalent,

‘equipped with a heated water bath' maintaiiied at: approximately 35°C'in which
the evaporation flasks canbe: pamally submerged

‘Station: VacMastcr, Cat,'No. 121-1010, with. PTFE.

:v-stopcocks, Cat. No 121-0009, distiibuted ‘by Jones: Chromatography, Lakewood,
CO.

Soli ridge: ISOLUTE SAX cartndge, 1 g/6 mL, Catalog
,Numbcr 500-0100-C, Jones: Chromatography, Lakewood, CO.

8. Disposable Scintillation Vial: 20. mL, Catalog No. 74516-20, Kimble Glass,
Vmcland NJ.

"Mimi:Vap Evaporator/Coricentrator For connectionito a dry nitrogen .source,
‘Supelco Catalog No -2-2971, Supelco, Inc, Bellefonte, PA

10 Somcator BRANSONIC Ultrasonic Cleaner Model 1210, Branson-ULtrasomc:
Corporauon Danbury, CT.

Method M 3503 Page 4:6£40
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11 Disposable Pipets: SAMCO Transfer pipets, Catalog ‘Number 202, Samico
Scientific Corporation, San Francisco, CA.

. Autosampler Vials: -Aniber; with cap; Catalog NumberHP-5182-0556, VWR,
Sclentlﬁc Products, South Plainfield, NI.

13, Glass: Microfibre Filters: 9.0 cm, GF/B Grade; Catalog Number28497-492,
VWR: Scwntlﬁc Products, South. Plamﬁcld NJ.

14. LE/MS Instrumentation:

ter: Finnigan MAT.LCQ Deca.

b. LC/MS Interface: Finnigan MAT atmospheric pressure-ionization (API)
.Systein operated inithe. APCI mode.

Liquid Chromat: h: Hewlett Packard Series 1100 LC pump.and:an HP
Sencs 1 100 Alito Injcctor controlled by an’HP:Senes'1100-Systern
‘Controller.

d. LC-Columns: 10:cmx 4:6-mm ID, 2 jimy pamcle size; TSK-GEL Super-:
ODS; Catalog Number:18197, ‘TosoHaas, Mongomeryville, PA.

. -e.. Guard Filter and Holder:'Guard Filter:Holder, Catalog Number. 18206, and
Guard Filter, Catalog Number 18207, TosoHaas, Monigomeryville, PA.

PREPARATION OF STANDARD SOLUTIONS

All stock, fortification and cahbratxon standard-solutions: should be stored
refngerated in amber bottles at, apptoxlmately 4°C: and are:stable for 2 weeks, pastthe

preparation date of the stock solutions Standardsolutions:should be brought to room
temperature prior to use.

Method M:3503 Page:5:0f40
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1. ‘Stock Standard:Solutions:.

a. .BAS560°F: Weigh:accuratelya known amount (~5,0 ing) 6f BAS :560 F-into
a.50-mL volumetnc flask. Dilute to the mark with:methanol and mix well.
Calculate and record-the exact concentration after'comecting for standard

purity.

IIOO-mL volumetnc flask, an‘appropriste‘amount ,\each stock solutlon to
. deliver 100 pg of each compournd. Diluite:to:thié:inark with siethanol and mix
well,

mlxed fortification standard (E 2 a) mto . 100 mL volﬁmetnc ﬂask dxlute to,
the mark with Solution.A (C.5:a )-and mix-well’

b 2:5-ng/mL Calibration Staridard Solution.. Pipette’25 mL of'the:5-0.ng/mL:
calibration standard (E 3; a) into a 50-mL volumetnc. ﬂask dilute to'the fark
with Solution A:(C.S:a)) and rmx-well;

Méthod M:3503 Page 6:0f40
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~ ion Pxpeue 25:mL of the 2.5 ng/mL
cahbrahon standard (E: 3 .Y mto a SO-mL volumetiic flask; ditute to'the.mark
with Solition A (€.5.a.) and mix well.

Use the 5.0,2.5 and 1.25 ng/mL calibration:standard solutions for the linearity
check (see section G). Use the2:5 ng/rnL calibration standard solution as'the
- bracketing stanidard.

*ﬂask, dllute 10; the mark w1th SolutmnﬂB:(C Seb,)fand mik well

b. : Pipette 25, mL of the
10 ng/mL calibration standard (E 4 a50:mL volumetric: ﬂask diluteto
the mark with-Solution B (C:5 b.): and'mix-well.

C.

,-mxxed cahbratlon standard (E 4-"b§.') mto' -mL volumetnc ﬂask dllute to
the matk with SolutionB. (C"-.Sib;) andmix well.

Use the 10, 5.0 and 2:5 ng/mL calibration staridard sclutions for the linearity
check (see section.G). Use the 5.0 ng/mL calibration standard solution as the
bracketmg standard.

LC/MS CONDITIONS AND:SETUFP

Operating conditions-described below are provided fot use as-a'guide in establishing
actual operating conditions. ‘These conditions are spec1ﬁ for-the instrument on.
which:they were deterniinied and shiculd be. adjusted ashecessary.to giveadequate
:sensmvnty and resolution Prior:to.the: analysxs, the mass: ‘spectrometer. should be
turied usifig an appropnate réference matenal to give proper resolution and peak
shape and the data system should be calibrated:,

1 "LC/MS Instrumentation; (Items from other manufacturers may be used provided
1-they.are’;provenrto: be functionally equivalent:to-those histed’)

Meihod M3503 Page:7 6F40
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a. Mass:Spectrometer: ‘Finnigan MAT LCQ Deca.

b. LC/MS Interface: Finnigan MAT atmosplieric: pressure-1onization (API)

system opetated in'the APCI'mode..

. Liquid Chromatograph: Hewlett Packard: Series 1100 LC ‘pump-and; an HP
Series 1100 Aute Injector ‘controlled by:dn'HP: Sen,ﬂ 1100 System :
Controller:

. LC Columns: '10:cmx:4:6:mm ID, 2'um. particle: size, TSK-GEL Super-f
oDS, Catalog Nuriber 18197, TosoHaas; Mongomeryvxlle PA.

rd Fi ter and ‘old Guard FﬁterHolder Catalog Number 18206 and

a. I-IPLC
Gradlent Tune (mm) % Mobxle Phase; A % Mobile Phase.B

0.0 70 30
6.0 0 100
8.0 o : 100
9.0 70 30
10:0 70 30:

Post Run Time:.

Injection Voluine:

Flow Rate:

‘Rf'eteptldn “Tme

Mettiod M 3503 Page 8.0f:40
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Grachent Tlme (mm) % Moblle Phase A % Mobile Phase B
0.0 70 30
50 45 55
6.0 0 100
9:0 . 0 100
10.0 70. 30
12.0 70. 30
Post-Run Time:
Injection Volume:

- F low LRaite:
Rétention Time:

Divert Valvc l

Tonization Mode:.
~Caplllary ’I‘emperature
VaporizZer Tcmpcramrc‘:
Sheith Gas Flow: '80 mL/mmn
Auxiliary Gas Flow: *20 mL/min
Source Voltage: 6kV
‘Source Current: '
Capillary Voltage:
Tubeé Lens Offset:
‘Ottapole 1 Offset:
Octapole 2 Offset:
InterOctapole Lense:
‘Entrance Lens:
’Dynode Voltage
Electronic Multiplier Violtage:
AGC: S
Injection Waveforms Off
Scan'Range: : MS Full'Scan'Mode, m/z200°-500"
SIM Scan Mode m/z411°, IsoW =1 0

Method M 3503 Page 9:0f40
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Maximum Ion Injectiori Tiine: ~ 200ms.

Microscan: 3 per scan.

ttings For CL 375816

Divert Valve: O 0 mm ‘to waste, 3.5 mun to source,
: 6 5 mm to waste

Tonization Mode:
Capxllary Tcmperature
Vaponzer Temperature::
Sheath Gas Flow:
Auxﬂxary ‘Gas Flow:
Source: Voltage
Source Currént:
‘Capillary Voltage:
‘Tube Lens Offset:
‘Octapole 1 Offset:
Octapole:2 Offset:
. InterOctapole Lense:
Entrance Lens;
.Dynode Voltage
Electronic Multiplier Voltage:
.AGC

Scan Range 'MS Full'Scan Mode: m/z 180°-250"
SIMScan Mode: m/z 243, IsoW =1.0

‘Maximum Ion Injection Time: 200 ms;

Microscan: ‘ 3. pérscan

4 MS Detector Setup:

a. Determine the:mass centroids of the:(M+H) 10ns:using: the:conditions;detailed
n'F3. for BAS 560 F (nominal m/z of 411) by makin 100-uL injections of
:the 10 pg/mL prepared as described in section E2@ but diluted with
:Solution A (C 5 a.) See:Figures 1 forexample’ofthie mass.centroid
determmation of BAS:560:F

Method M 3503 Page 100£40’
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b. Determine the mass-centroidsiof the (M-H) ions using the conditions detailed
inF.3. for CL 375816 (nominal m/z of243) by making 100-uL injections.of
the 1.0.ug/mL prepared as described.in'section B.2.a but:diluted with-
Solution B: (C:5by). ‘See Figures:6.for example of theimass: centrold
determination of CL.:375816.

(% iDunng dataprocessing; display the- (M+H), lons’n ""‘BAS 560°F and (M-H)
ions for CL 375816 with:a range of only 1;massunit,

LINEARITY CHECK

"The linearity of response of the LC/MS system 'should beconfirmed whenever a new
column:or instrument is used, following: -any-instrument:n odlﬁcanon, orif: there isa
slgmﬁcant alteration‘of the chromatographxc cot d,ij'_s,;;:;’ﬁhe‘?zliheaﬁ’ty of: responSe,pf
each. compound should also be confirmed by injec duplicate injections: of all

three:Calibration Standards. (E 3. for BAS'560 F arid E.4. for CL 375816)1 prior to
injéction of each set of’ samples-analyzed.

1 Instrument sensitivity-should be set:so:that 4250 p;
;(100 pL ofthe 2. 5 ng/mL; orkmg Standard E'~ ;

‘injection of BAS'560'F
or’ 500 4 mjecuon of

sumla.r sxgnal to noxse ratlo as. shown in Flgure 60"
(for CL.375816). Injectxons of the Wotkinig; Standard should be made urml a
reasonably constant response is obtained.

2. Make 100-pL mjections’ of the1.25,2.5 and 5.0 ng/mL Calibration’ Standards

(E: 3.) for BAS'560 F ¢r.2'5,’5:0:and 10 nglmL Calibration: Standards (E 4)
’ for CL 375816..

3. For €ach compound, dctermmc the response. factor:(ratio).for:all injections by
dividing the' peak response by:the: amount:(pice injected. Calculate the
average response factor, the correlation coefficient (¢) for the lmear
relationshiip between:the nominal standard: concentrationsiand the actual
response’ A deviation:of s any. standard. response by more than' 20% from the
averageora correlation coefficienit of €0.99 indicates strumental.
difficulties or incorréct standard preparation which-must be corrected before

-proceeding with the analyses.

Method: M 3503 Page 1.1 of 40

Page 67

BASF Reg. Doc. # 2002/7005048 Page 67 of 99




'CONFIDENTIAL. RES 02:009

SAMPLE PREPARATION

Allow frozen water samplés to thaw: completely.at room- temperamre and then mix or
shake well to achieve a homogenous sample. Surfa

ace water sample should be
filtered before use Filter an. adequate amount er\sample through double layers,

of glass- microfibre filter paper: ﬁmng into-a‘9-émBuchrier funnél placing over the.
top ofa, 500-mL: ﬁltermg flask usinga: filter support- collar:

RECOVERY TEST

‘The validity of the procedure should always:be emonstrated‘by recovery tests-before
analysis of unknown samples is: attemptcd A one:concurrent fortified control
‘sample:must be run:with each set of six samples red.. These fortifications
should:cover: the range: of expected residue,values: ya smgle fortified: control
samipléis run, ‘it shiould be at'the- validated sensitiv ‘_'(LOQ) of the. method. The
vblume: of the fortification standard should be keptto:a minimurn.

I Accurately measure.100 il of water intoa;500:mL separatory funnel,

2. Add, by pipette, the volumeof the Mixed Fortification Standard appropnate to
the fomﬁcanon levelto'betested. The fomﬁcauon volume:should be 1.0 mL.
Suggested volunies of the Mixed Fortification Standards (E.2:) that will yield
various levels of fortification in'a 100-mL water: sample are. listed as follows:

Amount of Concentration Volume,of
Fortificahon  Analyté Required.  6f Fortification Fortification.
Level (ppb)  per 100-mL Sample’ Standard Used. Standard Used
0.050 0.0050 pg/mL 0:0050-pg/ml. 1.0'mL.
050 0:050 pg/mL 0:050 pg/mL 1.6:mL-

3. Continue with the sample arialysis steps beginning with step-J.2
PARTITIONING CLEANUP

1 Using a 100-mL graduated: cyhnder, accurately measure; 100 mL of water sample
and-tfansfer into a'500-mL.separatory funnel:

Page68
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2. Add 1 mL of ammionium hydroxlde to water sample‘in the separatory-funnel.
-Add 100 mL of dicliloromethane; stopper, shake:vigorously for 60 seconds.
(releasmg the: pressure’ formed as necessary) and the phases completely
sepafate (Note Frreshly: opened amnonivm: hydroxide must be: used)

for 15 seconda NAdd 1.0 mL of Mllh Q waterh_ i
and sh 0. mix well Transfer intoan, autosamp er: v_v__
pxpette, for LG/MS. analysns of BAS S60F:

X vaporatlon ﬂask, cap
,usinga disposable.

5. Add 4 mlL of acetic.acid to the agueous phasé lcﬁ iri the'separatory: finnel from
step 1:3. Add 100 mL of dichloromethane; stopper; shake- v1gorously for
60:seconds (releasing the pressure:formed as necess { ,
complete]y separate. Draw the'lower: dlchlommethane phase: contammg

CL.375816 residues.into a.500-mL cvaporatxon flask.

6. Repeat the partitioning step with another 100-mL dliquét;of dichloromethane and
draw the lower dichloromethane phase.contairing CL: 375816 residues.into the.
same. 500:mL evaporation flask from step J.5: Evaporate to dryness.or as dry as
:posslble ‘using:a‘rotary evaporator. and a hedted'water:bath-maintamed at
:approximately 35°C.

1. eAdd approxxmately 5 mL of methanol to the: 500-mLf<_:yaporanon ﬂask-fand '

SOLID PHASE EXTRACTION (SPE). CLEANUP FOR:CL 375816
Note: For thesteps involving the solid phase extraction: (SPB) cartndge do.not.
allow the cartnidge sorbent to-go dry dunng, pre-condxttomng, sainpletloading,

Method M 3503 Page13:0f 40
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or-washing. If the cartridges inadvertently go dfy during pre-conditioning, start over
with the'pre-washing steps:

1. "Usmg a VacMaster sample processing: statlon, prepare-a SAX cartridge
(1 g/6:mL)-by pre-washmg with one cartndge volume* of meéthanol, follow by one.
cartridge volunies of 50% methanol in water, (*A “c artndge volime” feans; the-
canndge ‘barrel bemg filled tothe top With:the' I;‘g/écc cartndge, this volume 1s
approximately'S'mL.y A

2. Add 2L of methanol to the S00:mL evaporatxon flask: from. step: 37, stopper,:
‘soicate for' 15 seconds. Add 2 mL of Milli-Q waterto the:same:500-mL:
evaporation flask; swirl to mix well'and transfer this Solution to.the cartridge
barrel. Using low vacuum:if necessary, draw thé sample through the cartridge at
the rate of approximately: 1 drop per: second:and discard the eluate..

add to the cartndge Usmg 1oW Vacuin 1f oot
the.cartridge at the rate: of approximately'1.drop:pet- second and dlscard the:
eluate.

4. Wash the cartridge with one cartridge volume of meth
hecessary, atthe rate of 2:3 drops per second. Do ¢
dry.

anol, using low vacuumif
‘allow the cartndge to fun

5. Turn the vacuum off and remove the top-of the vacuum processing station. Place-
ascintillation-vial inside the vacuur ptoccssmg station:under the. stopcock
needle then replace the top. of the vacuum processing station.

6. Elute the residues from the SAX: cartndge with ione’ cartndge volure of
Solution C (C.5.¢.); using; low -vacuum if: necessﬂ , at the rate of 1-2 ¢ rops per
second. ‘Colléct the eluste in the scintillation:vial. Tum the vacuum:
the top of the vacuum;processiig station and carefully remove:the scint 1llatxon
vial from the'vacuum processing station.

7' Evaporate the'gluant in the:scintillation vial to dryness usIng; the: Mim-Vap

‘evaporator/concentrator with a mtrogen Stream. and temperaturc sétting at.about
40°C.

‘Method. M 3503 Page 14 0f 40
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8 Add1.0mL of Solution B (C:5.b.) to the scniillation vial, cap tightly and
‘sonicate for 15. seconds. . Transfer into-an; autosampler v1al using a: dxsposable
pipette, for LCMS analysxs of CL 375816

LC/MS ANALYSIS

1

2. Bstabnshthehneantyofresponseasdetauedeecuon G.

3. An 1n3ect10n of the. Workmg Sta.ndard isto be: made: aﬁer at least every two:
sample-injections. Use the. average analyte résponise.of the standards injected.
before aiid after the samiple injection: (bracketmg standards). for the.calculation:

4. If an analyte response exceeds the linear range; dilute:an aliquot of the sample to.
an appropriate volume with Solution A (C:5:4.) for the: analysis of BAS 560.F or
Solution B (C.5.b.)- for the analysis-of CL 375816, then fake-an dliquot of this
diluted sample for re-injection.

5. If the response of the Working: Staridard decreases toan- unacceptable level
during the analysis; instrumental paranieters should be adjusted.to restore
adequate sensitivity. If siich adjustments. are: made,, inject duplicate aliquots ‘of
the Working Standard to deteiniine the'new résp es of thie standard,

6. The peak tesponse variation between two:bracketing's tandards mustniot exceed.
20%.. If the variation. exceeds:20%; instruitiental-parameétersishould be adjsted,
to restore adequate sensitivity If such adJustments are: mad mject; duplxcate ‘
aliquots of the Working:Standard to determineithe new: respons -values-of the
standard. ‘The samples ‘which were bracketed when ;thls;>20/o vanation occurred
‘must then be re-inj ected

Method ‘M: 3503 Page 15 of 40
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Calculate'the- apparent residues (in ppb) of each compound inthe'i iny ected samples
froi the:sample peak tesporise:and the average peak résponsé of the bracketing

fstandards

Whiere:
R(SAMP) =
R(STD) =
W=

Vi=
V2=
V3=

V4=

V=

C(STD) =

vk FC X 1000/w‘ PP ADDED

Peak response of sanmple

Average peak response of bracketing standards.

Total ‘vol_jlfmeof extraction solvent :mw;.lhlxtp,rs (use 1 for

calculation)

Allquot «of extract taken for analysis.in mlliliters. (use’1 :for
cal¢uilation)- :

‘Final voliie solution for analysis in-milliliters

(2 mL for BAS 560 F or 1. mL: for CL 375816)

Volume of samplé injected in-microliters (100 uL)

Volume of Workmg Standard wmjected in microliters

(100,uL)

‘Concentration of Workmg Standard mjccted m p.g/mL
;(2 5 ng/mL 00025 pg/ml :

5 0'ng/mL = 0-0050 pg/m
Method M 3503 Page:16 040
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DF=  Dilution Factor (1 unlessfurther dilution-is needed)
FV'= Fortification volume inmilliliters.
FC= Fortification Solution‘concentration in pg/mL
1000 = A'conmr_snpo_n_:.ifaqtor~5fr,,om.‘g;gjé§p;.qug~; .

Typxcal ‘mass.spectra:for the mass: centroid. detenmnatxon from the LC/MS analysis.
6f-BAS 560.F are shown ini Fxgures 1. Typlc chromatograms for the: LO/MS
determinative analysis of BAS 560 F i ‘watef aré stiown in Figures:2 through 5.

Typical inass spectra for the: mass-céntroid determination from the LC/MS analysis
of CL 375816 are shown in Flgures 6. Typical chromatograms forthe LC/MS
‘determinative analysis. of CL.- 375816 iri water aré:shown:in Figurés 7 through. 10..

LC/MS/MS CONFIRMATORY METHOD,CONDITIONS AND SETUP

" The LC/MS conditions:and setup as detailed in Section'F are to beused for the
LC/MS/MS confirmatory; qualitative analysis with the followmg changes:

1 LC/M /MS Conditions:

‘a. Settings For BAS 560F

Divért Valve: zO O‘mxn to waste, 5 0'min to'source, .

Ionization Modé:
Capxllary Temperature;
Vaporizer Temperamre: -
Sheath Gas'Flow:
Auxiliary Gas Flow
Source Voltage:
Source Current.
Caplllary Voltage
Tube:Lens Offset.
Octapole 1 Offset
Octapole 2 Offset
InterOctapole Lense

Metliod M'3503 Page 17:6f40
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Entrance Lens:
Dynode: Voltage

‘Electtonic Multiplier Voltage:
AGC:

Injection Waveforms;
ParentTon; v
Activation Amplitude:
Q

Activation Time:

Scan R{ange;: |
Maxinium Ion Injection Titne:
Microscan:

Settings For.CL 375816

Divert Valve:

Ionization Mode: .
Capillary Temperature;
Viaporizer Temperature*
Sheath Gas Flow:
Auxiliary Gas Flow:

‘Soufce Voltage:
Source:Current:
‘Capillary Voltage:
‘Tube Lens Offset:

Octapole I Offset:

‘Octapole 2 Offsét:
.InterOctapole Lense:
Entrance Lens:

Dynode Voltage:,

Electrome Multipher Voltage:
AGC:

Injection Waveforms.

‘Parent Ton

Activation Amphitude:

Q:

"m/z 411 Isow =1.5

20%

0.2§

30.ms

MS/MS Fuil, Scan Mode:m/z 150°450"
200 ms;

3.perscan

Negatwe APCI
150 °C.
400°C,
80'mL/min.

20 mL/mm

S kV

Wz 243, Is6W =1 0
20%
025
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Activation Time:
Scan Range:

Maxitmum Ton Injection Time:
Microscan:

MS Detector Setup:

‘. For BAS 560 F; change the scan: miodeto MS/MS: Set the inass centroid of
the: (M+H) ion of BAS 560:F (nomma 1 as the parent mass'with:an
isolation width of 1.5 arid an:activation: amphtude of 20%: Set tie MS/MS
full s¢an range to. m/z 150-450'to monitor- for the. product ionis (nominal m/z
0f 209.1 and m/z 229, 1)

b. For CL 375816, change the scan'mode:to MS/MS: Set the mass centroid of
the (M-Hy ion of CL 375816 (nommal m/z 0f 243) as the: parent mass with an
isolation width of 1.0.and an activation amplitude of20%. Setthe MS/MS
full scan'range to- m/z:180-220.to' monutorfor the:product 1on (nomunal m/z.of

198.8).
<. During data processing; display the full scan:mass spectrum.of product 1ons.
LC/MS/MS CONFIRMATORY ANALYSIS

In-general, one coritrol and three fortified-control samplesiat LQQ (0: 050 ppb) from
each type of water sample are qualitatively-analyzed | for .confirmatory analysis.

1. Using the conditions. detaxled inSection N:1:a.for BAS 560 F orN:1.b. for
CL 375816, make a 100-uL:. injections:of the: ng/mL‘Workmg Standard for.
BAS 560 F or 5.0:ng/mL. Working Standaid for’CL 375816 until a reasonably
constant response:is achieved

‘9 For the analyses, make: 100-iL njections of the Working Standard and
samples, with a Working Standard injection bemg ‘made-afterat least every
two sample injections.
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1se.ofthe lecreas: an:tinacceptable level
_,dunng the: analysxs instrumental’ parameters should €. ad_;ixsted to restore
adeq\Jate sensxtmty If'such adjustments:are:mac ct-duplicate-ahiquots
of the Workang Standard to-determing the: new:t se values of the
standard.

4. The sample 1s confirmed-as: contammg of etherBAS 560 F-or:CL 375816
residues When:

a. The retention time:of the presumied analyte in'the sample is wathin. 10-seconds
-of the: average retention:time of the: analyte: peak in:the: bracketmg standards.

b. The spectrum of presumed analytes:inithe: samples: correspond to thoseof
‘bracketing standards:
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