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ABSTRACT

The purpose of this study was to demonstrate that BASF Analytical Method D1705/01 “Method for the
Determination of S(Br-OH)-8007 (Reg. No. 5959595), AB-Oxa (Reg. No. 5959600), and MFBA (Reg.
No. 6088668) in Surface and Drinking Water by LC-MS/MS”, can be performed with acceptable
recoveries at an outside facility without having any prior experience with the method.

Principle of the method. For the determination of the residues of S(Br-OH)-8007 (Reg. No. 5959595),
AB-Oxa (Reg. No. 5959600), and MFBA (Reg. No. 6088668) in surface and drinking water, 10 mL
methanol is added to a 10 mL water sample and mixed. After filtration, the sample is ready for analysis
by LC-MS/MS. Drinking water samples were analyzed using solvent based standards whereas matrix
matched calibration standards were used to compensate the matrix effect of surface water.

Test conditions. For validation, untreated water samples were fortified with S(Br-OH)-8007 (Reg. No.
5959595), AB-Oxa (Reg. No. 5959600), and MFBA (Reg. No. 6088668) and analyzed according to the
established method validation guidelines. The analytical sets for each matrix typically consisted of a
reagent blank, two control samples, five replicates fortified with each analyte at the method limit of
guantitation of 25 ppt (LOQ) and five replicates fortified at 250 ppt (10xLOQ). The transitions for S(Br-
OH)-8007 at m/z 601 — 256 and at m/z 601 — 581 were monitored in positive mode for primary and
confirmation quantification, respectively. The transitions for AB-Oxa at m/z 583 — 444 and at m/z 583 —
494 were monitored in positive mode for primary and confirmation quantification, respectively. The
transition for MFBA at m/z 274 — 254 was monitored in positive mode for primary quantification. A
secondary chromatographic technigque using a different stationary phase was used for MFBA confirmatory
technique.

Limit of Quantification (LOQ) and Limit of Detection (LOD). The LOQ of the method was set at 25
ng/L (25 ppt) in water for S(Br-OH)-8007, AB-Oxa, and MFBA which was lower than the lowest
relevant endpoint in water ecotoxicology(NOEC is 6.3 ng/L for the parent, BAS 450 I) and also defined
as the lowest fortification level for each analyte. The limit of detection (LOD) in water was set at 5 ng/L
which was 20% of the defined LOQ. The LOD for each analyte was shown to be detectable as the
absolute amount of analyte injected.

Selectivity. The method determines residues of S(Br-OH)-8007 and AB-Oxa in water by LC-MS/MS
using two transitions. MFBA was determined with two different columns as only one frigment was strong
enough for determination. No interfering peaks were found at the retention times for all analytes.

Linearity. Acceptable linearity was observed for the solvent-based and matrix-matched standard range.
The method-detector response was linear over the 0.0025-0.25 ng/mL range for S(Br-OH)-8007, AB-Oxa
and MFBA, in water analysis.

Standard Stability Standards, stock and fortification solutions of S(Br-OH)-8007, AB-Oxa, and MFBA
are prepared in acetonitrile, and calibration standard solutions were prepared by serial dilution of the
intermediate standard solutions using 50/50 methanol/water (v:v). Matrix-matched standard solutions
were prepared in 50/50 methanol/ surface water (v:v). During the course of this study, the test/reference
substance solutions were stored at temperature of 2°C - 6°C and all solutions were used within the
demonstrated time period of stability.

All analytes were shown to be stable in stock and fortifcation solutions prepared in acetonitrile for at least
65 days when stored under refrigeration. Each analyte was shown to be stable in calibration standard
solutions prepared by serial dilution of the intermediate standard solutions with 50/50 methanol/water
(v:v) and held under refrigeration for at least 62 days for all analytes.
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Extract Stability.
Water extracts have been shown to be stable, when stored under refrigeration, for at least 7 days for all

anlytes.

Recovery and Repeatability. The independent laboratory validation (ILV) was performed successfully
for each water matrix using both primary and secondary quantiataion techniques available for the method,
using solvent-based and matrix-matched standards. using both primary and secondary quantiataion
techniques

Apparent residues of S(Br-OH)-8007, AB-Oxa, and MFBA were below the method limit of detection in
all of the control water samples.
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1. INTRODUCTION
1.1  Scope of the Method

BASF Analytical Method No. D1705/01 was developed to determine the residues of S(Br-OH)-8007,
AB-Oxa and MFBA in surface and drinking water matrices by LC-MS/MS at BASF Crop Protection in
Research Triangle Park, North Carolina. This method was validated at BASF Crop Protection in
Research Triangle Park, North Carolina (Reference 1) and was independently validated at Primera
Analytical Solution Corp.

The independent lab validation was conducted using two fortification levels: limit of quantitation (LOQ)
25 ng/L (25 ppt) and 250 ng/L (250 ppt) in water for S(Br-OH)-8007, AB-Oxa, and MFBA.

For each fortification level and matrix, five replicates were analyzed. Additionally, one reagent blank
and two replicates of unfortified samples were examined.

1.2 Principle of the Method

The samples (10 mL) fortified with the compounds and then extracted with 10 mL methanol. The
extracts were then filtered and analyzed with LC-MS/MS.

1.3  Specificity

To demonstrate the specificity of the analytical method, one additional mass transition (m/z 601 — 581)
was monitored simultaneously to the primary quantitation transition (m/z 601 — 256) for analysis of
S(Br-OH)-8007. One additional mass transition (m/z 583 — 494) was monitored simultaneously to the
primary quantitation transition (m/z 583 — 444) for analysis of AB-Oxa. For MFBA, a secondary
chromatographic technique using a different stationary phase was included for verification. The method
was able to accurately determine residues of S(Br-OH)-8007, AB-Oxa and MFBA. No interference was
observed at the retention times of the analyte peaks.

2. REFERENCE SUBSTANCE AND SAMPLING HISTORY
2.1 Test Systems

The test systems considered in this study were surface water and drinking water. The water matrices
were characterized by AGVISE Laboratories. A copy of the characterization data is provided in
Appendix D.

The control samples were provided by BASF. The samples were received on June 8, 2017. Upon arrival
at the laboratory, the samples were opened, inspected, and checked against enclosed shipping forms and
assigned a unique laboratory analysis code

(e.g.,170744-1).

The test systems were received frozen and were stored under frozen conditions at all times until sample
analysis.



BASF Study Number 838398
BASF Reg. Doc. Number 2017/7012334

2.2 Test and Reference Substances
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The standard substance was stored at room temperature. BASF has retained a reserve sample of this
chemical, and has documentation specifying the location of the synthesis and characterization

information available at BASF Crop Protection, Research Triangle Park, North Carolina.

S(Br-OH)-8007 (Lot N0.296-012-016-1), AB-Oxa (Lot No. 296-012-012-1) and MFBA (Lot No.
N4145911-146), reference substances were provided by the sponsor and received on June 8, 2017. The
certificates of analysis of all substances are presented in Appendix A. A detailed summary of the
reference substances is presented below.

BAS Code Name

None

Common Name

S(Br-OH)-8007

Chemical Name

2-fluoro-N-[2-hydroxy-4-
(perfluoropropan-2-yl)-6-
(trifluoromethyl)phenyl]-3-(N-
methylbenzamido) benzamide

BASF Reg. No. 5959595

CAS-No. None

Molecular Formula C25H15F11N203
Molecular Weight 600.4

Lot Number 296-012-016-1

Purity 98.38

Expiration Date June 28, 2017

Storage Condition Room T, light-protection

Common Name

AB-Oxa

Chemical Name

N-{2-fluoro-3-[6-perfluoropropan-
2-yl)-4-(trifluoromethyl)-1,3-
benzooxazol-2-yl]phenyl}-N-
methylbenzamide

BASF Reg. No. 5959600
CAS-No. None

Molecular Formula C24H13F11N202
Molecular Weight 582.4

Common Name AB-Oxa

Lot # 296-012-012-1
Purity 98.89%

Expiration Date

June 28, 2017

Storage Condition

Room T, light-protection
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Common Name MFBA
. 2-fluoro-3-(N-methylbenzamido)
Chemical Name benzoic acid
BASF Reg. No. 6088668 1 i
CAS-No. None N
Molecular Formula C15H12FNO3 OH
Molecular Weight 273.26 o)
Common Name MFBA
Lot Number N4145911-146
Purity 99.87%
Expiration Date Oct 11, 2019
Storage Condition Room T, light-protection

3. ANALYTICAL METHOD

BASF Analytical Method D1705/01 of “Method for the Determination of S(Br-OH)-8007 (Reg. No.
5959595), AB-Oxa (Reg. No. 5959600), and MFBA (Reg. No. 6088668) in Surface and Drinking Water
by LC-MS/MS” was used for sample analysis for this study.

The primary (quantitative) and secondary (confirmatory) transition ions monitored are presented below:

Transition L . .
lonization Retention Time
Analyte (m/2) Mode (min)
Primary Secondary
S(Br-OH)-8007 601 —256 601 —581 Positive 2.6
AB-Oxa 583 —444 583 —494 Positive 3.3
274 —254 N/A Positive 1.9
MFBA "
274 —254 N/A Positive 1.4*

*with a different column in confirmation method
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5. SUMMARY OF METHOD
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Type of Method LC-MS/MS

Test Systems

Selected mass transitions (m/z)

Analytical Procedure

Confirmatory Technique

Method of Quantitation

LOQ

LOD

Levels of Fortification

Time Required

Justification of lons

Surface water and drinking water

Quantitation Confirmation
S(Br-OH)-8007 601 —256 601 —581
AB-Oxa 583 —444 583 —»494
MFBA 274 —254

BASF Analytical Method D1705/01 of “Method for the
Determination of S(Br-OH)-8007 (Reg. No. 5959595), AB-
Oxa (Reg. No. 5959600), and MFBA (Reg. No. 6088668) in
Surface and Drinking Water by LC-MS/MS” was used for
sample analysis for this study.

A secondary MRM transition for S(Br-OH)-8007 at m/z 601
—581 and at 583 —494 for AB-Oxa in positive mode
monitored for confirmation quantification. For MFBA, a
secondary chromatographic technique using a different
stationary phase was included for verification.

The quantitation is based on the monitoring of two mass
transitions for S(Br-OH)-8007, AB-Oxa and one transition for
MFBA. Recovery data was reported for each mass transition
considered.

25 ng/L (25 ppt) in water for S(Br-OH)-8007, AB-Oxa and
MFBA.

5 ng/L in water for S(Br-OH)-8007, AB-Oxa and MFBA.

25 ppt and 250 ppt for S(Br-OH)-8007, AB-Oxa and MFBA in
surface and drinking water.

A set of 13 samples requires approximately 4 hours of work
(calculation of the results included).

The ions used to conduct the ILV were determined in the
validation (Reference 1) and are shown in Appendix C.
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7. RECOMMENDATIONS/ CONCLUSIONS FROM ILV

This independent laboratory validation was successfully completed on the second try at Primera
Analytical Solution Corp for both surface water and drinking water due to analyst error. In the ILV
normal standards were used for drinking water while matrix matched standards were used for surface
water. Recovery results and statistical data demonstrate BASF Analytical Method D1705/01 can be
performed successfully for quantitation of S(Br-OH)-8007 (Reg. No. 5959595), AB-Oxa (Reg. No.
5959600), and MFBA (Reg. No. 6088668) in surface and drinking water.

The method is well-written and contains a fair amount of comments to guide the analyst through the
procedure for the first time.There are no recommendations for BASF method D1705/01.

8. PROTOCOL, AMENDMENTS, AND DEVIATIONS

No amendments or deviations were made during the ILV study.

9. COMMUNICATION

Communications between the Study Director and the BASF study monitor and personnel are documented.
At no time during the course of the study was anyone from BASF allowed to visit the testing facility.

The study monitor was informed of the successful completion of the study on 08/11/2017

10. REFERENCE

1. Delinsky, D. (2017) “Validation of Method D1705/01: Method for the Determination of S(Br-
OH)-8007 (Reg. No. 5959595), AB-Oxa (Reg. No. 5959600), and MFBA (Reg. No. 6088668) in
Surface and Drinking Water by LC-MS/MS” BASF Study Number 838397. BASF Reg. Doc. No.
2017/7012333.
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Table 14 Instrumentation and Conditions for S(Br-OH)-8007, AB-Oxa, and MFBA
Parameter

Chromatographic System Waters Acquity
Analytical-column XBridge BEH Phenyl 2.5um, 2.1x100mm
Column Temperature 50°C
Injection Volume 30 pL
Mobile Phase A Water / formic acid, 1000/1, viv
Mobile Phase B Methanol / formic acid, 1000/1, viv
Flow Rate 600 pL/min
Gradient (including wash and Time (min) Phase A Phase B
equilibration) 0.00 70 30

0.10 70 30

1.10 45 55

1.20 30 70

3.20 5 95

4.20 5 95

4.25 70 30

5.00 70 30
Detection System Sciex 6500
lonisation Electrospray (ESI)
lonisation Temperature 700 °C
Analyte Transitions (m/z) Polarity Expected Retention

Time

S(Br-OH)-8007 601 — 256* . .
(Reg. No.5959595) 501 — 581 positive approx. 2.6 min
AB-Oxa 583 — 444* i ;
(Reg. No. 5959600) 583 — 494 positive approx. 3.3 min
MFBA * ositive approx. 1.9 min
(Reg. No. 6088668) 2714 — 254 P pprox. L.

* proposed as quantification transition. Any of these transitions could be used for quantitation in case interference
is observed at the same retention time
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Table 15 Confirmatory Instrumentation and Conditions for MFBA
Parameter

Chromatographic System Waters Acquity

Analytical-column XBridge BEH C18 1.7um, 2.1x50mm

Column Temperature 50°C

Injection Volume 30 uL

Mobile Phase A Water / formic acid, 1000/1, viv

Mobile Phase B Methanol / formic acid, 1000/1, viv

Flow Rate 600 pL/min

Gradient (including wash and Time (min) Phase A Phase B

equilibration) 0.00 90 10
0.10 70 30
1.10 45 55
1.30 5 95
1.90 5 95
2.00 90 10
2.50 90 10

Detection System Sciex 6500

lonisation Electrospray (ESI)

lonisation Temperature 700 °C

Analyte Transitions (m/z) Polarity Expected . Retention

Time
MFBA o .
(Reg. No. 6088668) 274 — 254* positive approx. 1.4 min

* proposed as quantification transition. Any of these transitions could be used for quantitation in case interference
is observed at the same retention time

Note:

Instruments with similar specifications may substitute the equipment listed above. The instruments used are
applicable for analysis if the recoveries of the fortification experiments are in the acceptable range.

A divert valve can be used to reduce the matrix load on the detection system.

Instrument conditions, e.g. injection volume, column, gradient steps may be modified; however, changes must be
documented in the raw data. Changes are acceptable, if the recoveries of the fortification experiments are in the
acceptable range of the required guidelines.

If the use of different analytical columns (different stationary phase) is required, then methodology must be
validated by analyzing at least five replicates of fortified samples prepared at e.g. LOQ and 10xLOQ. Assessment of
matrix impact by preparation of at least one concentration level of a matrix matched standard is also required.

The same applies to different mass transitions used: Validation of the methodology is required as described above
(fortification and assessment of matrix effect).

Other parameters, such as ion source gas flows and voltages, are highly specific of the equipment used and therefore
not listed. Those parameters may need to be adapted to the actual instrument.
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Table 16 Typical Analytical Standards Dilutions and Use Record
Final
Standard Amount Dilutio Final Pre
Solution 1D Analyte (Lot #) / Parent | Weighed / n Conc Solvent? Datgé
Solution ID Volume Vol. '
(mL)
Stock solutions
$20170627-1 AB-Oxa 296-012-012-1 | 10.017 mg 10 1.0 mg/ml Acetonitrile |  06/27/17
$20170627-2 [S(Br-OH)-8007 | 296-012-016-1 19.930 mg 20 0.9965 mg/ml Acetonitrile |  06/27/17
$20170627-3 MFBA N4145911-146 20.00 mg 20 1.0 mg/ml Acetonitrile |  06/27/17
Serial dilutions
$20170627-1 500 uL
F20170627-1 Mix $20170627-2 500 uL 10 50 pg/mL Acetonitrile |  06/27/17
$20170627-3 500 uL
F20170627-2 Mix F20170627-1 50 uL 50 0.050 pg/mL Acetonitrile |  06/27/17
F20170627-3 Mix F20170627-2 5000 uL 50 0.005 pg/mL Acetonitrile |  06/27/17
Calibration
C20170627-1 Mix F20170627-3 5.0 50 0.50 ng/mL FV1 06/27/17
C20170627-2 Mix C20170627-1 5.0 50 0.05 ng/mL FV1 06/27/17
C20170627-3 Mix C20170627-2 125 25 0.025 ng/mL FVv1 06/27/17
C20170627-4 Mix C20170627-2 6.25 25 0.0125 ng/mL FV1 06/27/17
C20170627-5 Mix C20170627-2 25 25 0.005 ng/mL FV1 06/27/17
C20170627-6 Mix C20170627-2 1.25 25 0.0025 ng/mL FV1 06/27/17
Fortification
Sample Data Fortification Data .
Vol of Final
Surface water Vol. ppt Analvte Sta%d:r d Standard Standard Volume
sample (mL) | Fortified y Used Conc. Number (mL)
CM16-016 10 Control None NA NA NA 20
S(Br-OH)-8007, AB-
CM16-016 10 25 Oxa, MFBA 50 pL 5.0 ng/mL F20170808-3 20
i S(Br-OH)-8007, AB- i
CM16-016 10 250 Oxa, MFBA 50 pL 50 ng/mL F20170808-2 20
1. Mix= S(Br-OH)-8007, AB-Oxa and MFBA
2. FV1=50% Methanol and 50% water.

3. Stock solutions are stored for up to 3 months. Fortification and Calibration solutions are stored for up to 4 weeks.
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Figure 73 Calculation Formula and Example.

Sample Description: surface water LOQ-1-Fortified surface water (Results File: 20170808-surface
water.rdb)

peak area — intercept

Concentration of Analyte (Cp)(ng/mL) = slope

Concentration of Analyte (Cg)(ppt) = Cx * dilution factor * 1000 (dilution factor = 2)

Analyte S(Br-OH)-8007 AB-Oxa MFBA
Peak Area = 14000 1490 13100
Intercept = 1460 =77 2820
Slope = 948000 134000 989000
Ca (ng/mL) = 0.0132 0.0116 0.0104
Ca (ppt) = 26.4 23.4 20.8

NOTE: Slight rounding differences with analyst® data may be noted when using a hand
calculator. Full computer/calculator precision was used for any intermediate calculations. Only
the final value was rounded.
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3.4 Preparation for Measurement

Add 10 mL methanol to all samples and shake for 30 minutes at 300 rpm on a mechanical
shaker to ensure homogeneity. Syringe filter all samples using 0.45um PTFE syringe filters
directly into HPLC injection vials, passing the first approximately 0.2 — 0.3 mL to waste.
Samples are ready for injection.

High fortification and high residue samples - further dilute with FV1 (methanol-water, 50:50, v/v)
as necessary, to fit in the calibration curve.

3.5 Influence of matrix effects on analysis

During method validation, it was demonstrated that the matrix load in the samples from the water
matrices had no significant influence on the analysis (i.e., matrix effects < 20%). Therefore,
samples can be analyzed using calibration standard solutions prepared in solvent FV1 (see
2.4.3).

3.6  Stability of Extracts / Final Volumes

Each analyte has been shown to be stable in extracts for at least the time period tested, 7 days
for all analytes in surface water.

4 QUANTIFICATION AND CALCULATION

4.1 Set-up of the analytical run

A sequence for measurement generally consists of:
o Calibration standards

o Control samples

o Procedural recovery samples

o Unknown samples

o Instrument recovery sample

Reagent Blanks or blanks can also be injected if necessary. Each injection set should begin and
end with an injection of a calibration standard. Standards should be interspersed with samples.
Each calibration standard should be at least injected twice. At least 5 calibration levels need to
be injected.

Method D1705/01 Working Procedure Page 12 of 17
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	Chemical Name 
	Chemical Name 
	2-fluoro-N-[2-hydroxy-4- (perfluoropropan-2-yl)-6- (trifluoromethyl)phenyl]-3-(N-methylbenzamido) benzamide 

	BASF Reg. No. 
	BASF Reg. No. 
	5959595 

	CAS-No.
	CAS-No.
	 None 

	Molecular Formula 
	Molecular Formula 
	C25H15F11N2O3 

	Molecular Weight 
	Molecular Weight 
	600.4 

	Lot Number 
	Lot Number 
	296-012-016-1 

	Purity 
	Purity 
	98.38 

	Expiration Date 
	Expiration Date 
	June 28, 2017 

	Storage Condition 
	Storage Condition 
	Room T, light-protection 


	Common Name 
	Common Name 
	Common Name 
	AB-Oxa 
	N O 
	F 
	O N F 
	F F F 
	F F F F F F 

	Chemical Name 
	Chemical Name 
	N-{2-fluoro-3-[6-perfluoropropan2-yl)-4-(trifluoromethyl)-1,3benzooxazol-2-yl]phenyl}-Nmethylbenzamide 
	-
	-
	-


	BASF Reg. No. 
	BASF Reg. No. 
	5959600 

	CAS-No. 
	CAS-No. 
	None 

	Molecular Formula 
	Molecular Formula 
	C24H13F11N2O2 

	Molecular Weight 
	Molecular Weight 
	582.4 

	Common Name 
	Common Name 
	AB-Oxa 

	Lot # 
	Lot # 
	296-012-012-1 

	Purity 
	Purity 
	98.89% 

	Expiration Date 
	Expiration Date 
	June 28, 2017 

	Storage Condition 
	Storage Condition 
	Room T, light-protection 
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	Common Name 
	Common Name 
	Common Name 
	MFBA 
	N O 
	F 
	O OH 

	Chemical Name 
	Chemical Name 
	2-fluoro-3-(N-methylbenzamido) benzoic acid 

	BASF Reg. No. 
	BASF Reg. No. 
	6088668 

	CAS-No. 
	CAS-No. 
	None 

	Molecular Formula 
	Molecular Formula 
	C15H12FNO3 

	Molecular Weight 
	Molecular Weight 
	273.26 

	Common Name 
	Common Name 
	MFBA 

	Lot Number 
	Lot Number 
	N4145911-146 

	Purity 
	Purity 
	99.87% 

	Expiration Date 
	Expiration Date 
	Oct 11, 2019 

	Storage Condition 
	Storage Condition 
	Room T, light-protection 




	3. ANALYTICAL METHOD 
	3. ANALYTICAL METHOD 
	BASF Analytical Method D1705/01 of “Method for the Determination of S(Br-OH)-8007 (Reg. No. 5959595), AB-Oxa (Reg. No. 5959600), and MFBA (Reg. No. 6088668) in Surface and Drinking Water by LC-MS/MS”  was used for sample analysis for this study. 
	The primary (quantitative) and secondary (confirmatory) transition ions monitored are presented below: 
	Analyte 
	Analyte 
	Analyte 
	Transition (m/z) 
	Ionization Mode 
	Retention Time (min)

	Primary
	Primary
	 Secondary 

	S(Br-OH)-8007 
	S(Br-OH)-8007 
	601 →256 
	601 →581 
	Positive 
	2.6 

	AB-Oxa
	AB-Oxa
	 583 →444 
	583 →494 
	Positive 
	3.3 

	MFBA 
	MFBA 
	274 →254 
	N/A 
	Positive 
	1.9 

	274 →254 
	274 →254 
	N/A 
	Positive 
	1.4* 


	*with a different column in confirmation method 
	Figure
	Figure

	5. SUMMARY OF METHOD 
	5. SUMMARY OF METHOD 
	Type of Method Test Systems Selected mass transitions (m/z) 
	Analytical Procedure 
	Confirmatory Technique 
	Method of Quantitation 
	LOQ 
	LOD Levels of Fortification Time Required Justification of Ions 
	LC-MS/MS Surface water and drinking water 
	Quantitation 
	Quantitation 
	Quantitation 
	    Confirmation 

	S(Br-OH)-8007 
	S(Br-OH)-8007 
	601 →256 
	601 →581 

	AB-Oxa 
	AB-Oxa 
	583 →444 
	583 →494 

	MFBA
	MFBA
	 274 →254 


	BASF Analytical Method D1705/01 of “Method for the Determination of S(Br-OH)-8007 (Reg. No. 5959595), AB-Oxa (Reg. No. 5959600), and MFBA (Reg. No. 6088668) in Surface and Drinking Water by LC-MS/MS”  was used for sample analysis for this study. 
	A secondary MRM transition for S(Br-OH)-8007 at m/z 601 
	→581 and at 583 →494 for AB-Oxa in positive mode monitored for confirmation quantification. For MFBA, a secondary chromatographic technique using a different stationary phase was included for verification.  
	The quantitation is based on the monitoring of two mass transitions for S(Br-OH)-8007, AB-Oxa and one transition for MFBA. Recovery data was reported for each mass transition considered. 
	25 ng/L (25 ppt) in water for S(Br-OH)-8007, AB-Oxa and MFBA. 
	5 ng/L in water for S(Br-OH)-8007, AB-Oxa and MFBA. 
	25 ppt and 250 ppt for S(Br-OH)-8007, AB-Oxa and MFBA in surface and drinking water. 
	A set of 13 samples requires approximately 4 hours of work (calculation of the results included). 
	The ions used to conduct the ILV were determined in the validation (Reference 1) and are shown in Appendix C.  
	Figure
	Figure
	Table 14 Instrumentation and Conditions for S(Br-OH)-8007, AB-Oxa, and MFBA 
	Table 14 Instrumentation and Conditions for S(Br-OH)-8007, AB-Oxa, and MFBA 
	Table 14 Instrumentation and Conditions for S(Br-OH)-8007, AB-Oxa, and MFBA 

	TR
	Parameter 

	Chromatographic System 
	Chromatographic System 
	Waters Acquity 

	Analytical-column 
	Analytical-column 
	XBridge BEH Phenyl 2.5µm, 2.1x100mm 

	Column Temperature 
	Column Temperature 
	50°C 

	Injection Volume 
	Injection Volume 
	30 µL 

	Mobile Phase A Mobile Phase B 
	Mobile Phase A Mobile Phase B 
	Water / formic acid, 1000/1, v/v Methanol / formic acid, 1000/1, v/v 

	Flow Rate 
	Flow Rate 
	600 µL/min 

	Gradient (including wash and equilibration) 
	Gradient (including wash and equilibration) 
	Time (min) 
	Phase A 
	Phase B 

	0.00 0.10 1.10 1.20 3.20 4.20 4.25 5.00 
	0.00 0.10 1.10 1.20 3.20 4.20 4.25 5.00 
	70 70 45 30 5 5 70 70 
	30 30 55 70 95 95 30 30 

	Detection System 
	Detection System 
	Sciex 6500 

	Ionisation
	Ionisation
	 Electrospray (ESI) 

	Ionisation Temperature 
	Ionisation Temperature 
	700 °C 

	Analyte 
	Analyte 
	Transitions (m/z) 
	Polarity 
	Expected Retention Time 

	S(Br-OH)-8007 (Reg. No.5959595) 
	S(Br-OH)-8007 (Reg. No.5959595) 
	601 → 256* 601 → 581 
	positive 
	approx. 2.6 min 

	AB-Oxa (Reg. No. 5959600) 
	AB-Oxa (Reg. No. 5959600) 
	583 → 444* 583 → 494 
	positive 
	approx. 3.3 min 

	MFBA (Reg. No. 6088668) 
	MFBA (Reg. No. 6088668) 
	274 → 254* 
	positive 
	approx. 1.9 min 


	* 
	* 
	* 
	proposed as quantification transition. Any of these transitions could be used for quantitation in case interference is observed at the same retention time 

	* 
	* 
	proposed as quantification transition. Any of these transitions could be used for quantitation in case interference is observed at the same retention time 
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	Table 15 Confirmatory Instrumentation and Conditions for MFBA 
	Table 15 Confirmatory Instrumentation and Conditions for MFBA 
	Table 15 Confirmatory Instrumentation and Conditions for MFBA 

	TR
	Parameter 

	Chromatographic System 
	Chromatographic System 
	Waters Acquity 

	Analytical-column 
	Analytical-column 
	XBridge BEH C18 1.7µm, 2.1x50mm 

	Column Temperature 
	Column Temperature 
	50°C 

	Injection Volume 
	Injection Volume 
	30 µL 

	Mobile Phase A Mobile Phase B 
	Mobile Phase A Mobile Phase B 
	Water / formic acid, Methanol / formic acid, 
	1000/1, v/v 1000/1, v/v 

	Flow Rate 
	Flow Rate 
	600 µL/min 

	Gradient (including wash and equilibration) 
	Gradient (including wash and equilibration) 
	Time (min) 
	Phase A 
	Phase B 

	0.00 0.10 1.10 1.30 1.90 2.00 2.50 
	0.00 0.10 1.10 1.30 1.90 2.00 2.50 
	90 70 45 5 5 90 90 
	10 30 55 95 95 10 10 

	Detection System 
	Detection System 
	Sciex 6500 

	Ionisation
	Ionisation
	 Electrospray (ESI) 

	Ionisation Temperature 
	Ionisation Temperature 
	700 °C 

	Analyte 
	Analyte 
	Transitions (m/z) 
	Polarity 
	Expected Retention Time 

	MFBA (Reg. No. 6088668) 
	MFBA (Reg. No. 6088668) 
	274 → 254* 
	positive 
	approx. 1.4 min 


	Note: 
	Note: 
	Instruments with similar specifications may substitute the equipment listed above. The instruments used are applicable for analysis if the recoveries of the fortification experiments are in the acceptable range. A divert valve can be used to reduce the matrix load on the detection system. Instrument conditions, e.g. injection volume, column, gradient steps may be modified; however, changes must be documented in the raw data. Changes are acceptable, if the recoveries of the fortification experiments are in t
	Figure
	Table 16 Typical Analytical Standards Dilutions and Use Record 
	Solution ID 
	Solution ID 
	Solution ID 
	Analyte1 
	Standard (Lot #) / Parent Solution ID 
	Amount Weighed / Volume 
	Final Dilutio n Vol. (mL) 
	Final Conc. 
	Solvent2 
	Prep. Date3 

	Stock solutions 
	Stock solutions 

	S20170627-1 
	S20170627-1 
	AB-Oxa 
	296-012-012-1 
	10.017 mg 
	10 
	1.0 mg/ml 
	Acetonitrile 
	06/27/17 

	S20170627-2 
	S20170627-2 
	S(Br-OH)-8007 
	296-012-016-1 
	19.930 mg 
	20 
	0.9965 mg/ml 
	Acetonitrile 
	06/27/17 

	S20170627-3 
	S20170627-3 
	MFBA 
	N4145911-146 
	20.00 mg 
	20 
	1.0 mg/ml 
	Acetonitrile 
	06/27/17 

	Serial dilutions 
	Serial dilutions 

	F20170627-1 
	F20170627-1 
	Mix 
	S20170627-1 S20170627-2 S20170627-3 
	500 uL 500 uL 500 uL 
	10 
	50 µg/mL 
	Acetonitrile 
	06/27/17 

	F20170627-2 
	F20170627-2 
	Mix 
	F20170627-1 
	50 uL 
	50 
	0.050 µg/mL 
	Acetonitrile 
	06/27/17 

	F20170627-3 
	F20170627-3 
	Mix 
	F20170627-2 
	5000 uL 
	50 
	0.005 µg/mL 
	Acetonitrile 
	06/27/17 

	Calibration 
	Calibration 

	C20170627-1 
	C20170627-1 
	Mix 
	F20170627-3 
	5.0 
	50 
	0.50 ng/mL 
	FV1 
	06/27/17 

	C20170627-2 
	C20170627-2 
	Mix 
	C20170627-1 
	5.0 
	50 
	0.05 ng/mL 
	FV1 
	06/27/17 

	C20170627-3 
	C20170627-3 
	Mix 
	C20170627-2 
	12.5 
	25 
	0.025 ng/mL 
	FV1 
	06/27/17 

	C20170627-4 
	C20170627-4 
	Mix 
	C20170627-2 
	6.25 
	25 
	0.0125 ng/mL 
	FV1 
	06/27/17 

	C20170627-5 
	C20170627-5 
	Mix 
	C20170627-2 
	2.5 
	25 
	0.005 ng/mL 
	FV1 
	06/27/17 

	C20170627-6 
	C20170627-6 
	Mix 
	C20170627-2 
	1.25 
	25 
	0.0025 ng/mL 
	FV1 
	06/27/17

	  Fortification 
	  Fortification 

	Sample Data 
	Sample Data 
	Fortification Data 
	Final Volume (mL) 

	Surface water sample 
	Surface water sample 
	Vol. (mL) 
	ppt Fortified 
	Analyte 
	Vol. of Standard Used 
	Standard Conc. 
	Standard Number 

	CM16-016 
	CM16-016 
	10 
	Control 
	None 
	NA 
	NA 
	NA 
	20 

	CM16-016 
	CM16-016 
	10 
	25 
	S(Br-OH)-8007, AB-Oxa, MFBA 
	50 µL 
	5.0 ng/mL 
	F20170808-3 
	20 

	CM16-016 
	CM16-016 
	10 
	250 
	S(Br-OH)-8007, AB-Oxa, MFBA 
	50 µL 
	50 ng/mL 
	F20170808-2 
	20 


	1. 
	1. 
	1. 
	Mix= S(Br-OH)-8007, AB-Oxa and MFBA 

	2. 
	2. 
	FV1 = 50% Methanol and 50% water. 

	3. 
	3. 
	Stock solutions are stored for up to 3 months. Fortification and Calibration solutions are stored for up to 4 weeks. 


	Figure
	Figure 73 Calculation Formula and Example. 
	Sample Description: surface water LOQ-1-Fortified surface water (Results File: 20170808-surface water.rdb) 
	peak.area  intercept 
	peak.area  intercept 
	 

	Concentration of.Analyte. Cng⁄mL 
	StyleSpan


	slope Concentration of.Analyte. Cppt C∗ dilution.factor ∗ 1000  (dilution factor = 2) 
	StyleSpan
	 

	Analyte 
	Analyte 
	Analyte 
	S(Br-OH)-8007
	 AB-Oxa 
	MFBA 

	Peak Area = 
	Peak Area = 
	14000
	 1490 
	13100 

	Intercept = 
	Intercept = 
	1460 
	-77 
	2820 

	Slope = 
	Slope = 
	948000 
	134000 
	989000 

	CA (ng/mL) = 
	CA (ng/mL) = 
	0.0132 
	0.0116 
	0.0104 

	CA (ppt) = 
	CA (ppt) = 
	26.4 
	23.4 
	20.8 


	NOTE: Slight rounding differences with analystdata may be noted when using a hand calculator. Full computer/calculator precision was used for any intermediate calculations. Only the final value was rounded. 
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