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The BEADIEnvironmental Chemistry Lab has performed an Environmental Chemistry 
Method Evaluation (ECME) on CGA 302371 (metabolite of CGA 184927) in soil using the 
method, "Method of Analysis for the Determination of CGA 302371 (UE Metabolite) in soil by 
LCIMS". 

The attached method evaluation report includes three parts: 

Part I: Summary and Conclusions 

In this section any problems encountered with the method and how they were 
handled are discussed. ECLYs opinion of how well the method performed is also 
presented. 

Part 11: Analytical Results 

In this section the individual results of each sample at each spiking level of each 
analyte is listed. The arithmetical means and descriptive statistics for each spiking level 
are also presented here. 
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Part 111: Experimental Details 

In this section any modification(s) that were made to the method, along with 
instrument parameters, spiking levels, example calculations, representative samples and 
standard chromatograms and standard curves are listed andlor discussed. 

If you have questions concerning this report, please contact Bob Maxey at (228) 688-1225 or 
Aubry Dupuy at (228) 688-3212. 

cc: Christian Byrne, QA Officer 
BEADIECL 

Robert Maxey 
BEADIECL 
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SECTION 1.0 

SUMMARY AND CONCLUSIONS 

This report describes testing of a Registrant's method (MRID# 446461-02) for the 

determination of CGA-302371 in soil. The laboratory evaluation, major difficulties, 

experimental conclusions and comments are presented in this section. 

1.1 LABORATORY EVALUATION 

CGA-302371 recoveries ranged from 78.0% to 79.6% with a mean recovery of 78.7% 

a relative standard deviation (RSD) of 0.9% for samples fortified at 0.005 ppm (LOQ). For 

samples fortified at 0.05 ppm (IOxLOQ), the recoveries ranged from 82.4% to 85.5% with a 

mean recovery of 83.8% and an RSD of 1.6%. The instrument response to CGA-302371 in 

samples fortified at the method detection limit (LOD) exceeded noise by a factor greater th 

nine (S/N = 16.5). The LOD for CGA-302371 was 0.001 ppm. 

and 

In 

No peaks were found in the retention time window of CGA-302371 in either the reagent 

blank or the matrix blank. The calibration data for the target analyte in samples were  linear^ 
weighted (l/x) over the range of 0.000989 to 0.198 pg/mL (mean calibration factor RSD wab 

5.9% for the analyte, Appendix A). The calibration curve produced a correlation coefficient of 

0.9988. The concentrations of the target analyte in the sample extracts were calculated using the 

response factors from the calibration curve. The retention times for the initial calibration ~ 
I 

standards and for all fortified samples ranged from 8.94 to 9.55 minutes for CGA-302371. ~ 
I 

Representative chromatograms are included in Appendix B. I 

The data presented in the Status Report 1 (Appendix C) was calculated based on th 4 
linear regression curve generated from the calibration data instead of response factors. The nal P 
report contains results from data calculated based on response factors as indicated in the I 

method. 
I 

1.2 MAJOR DIFFICULTIES 

Lab preparation activities or sample analysis did not present any problems. ~ 
I 
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I 
I Mean recoveries for soil samples fortified with CGA-302371 met acceptance criteria 

U A 

(70% to 120%) at both the LOQ and lOxLOQ fortification levels. The recovery RSD values were 
*"I 

less than 20% for the analyte. Mean recovery values obtained by RTI for CGA-302371 were , ai 
comparable to the values reported by the Registrant. Recovery RSD values reported by RTI 

i ": 
were much lower than the values reported by the Registrant. The Registrant's data are 

1~ I 

presented below for comparison. 

Reported Recovery and Precision From 
Method Validation Results in Soils 

Recovery Range Mean RSD 
Level Analyte (%) (Yo) (Yo) n 

10XLOQ2 CGA-302371 72.0 to 96.0 80.0 12 5 
'0.005 pg/g in soil, from Table 1 on page 15 of MRID# 446461-02. 
20.05 pg/g-in soil, from Table 1 on page 15 of MRID# 446461-02. 

1.4 COMMENTS 

The time required for preparation of calibration and fortification standards was 

approximately 2 hours. The samples were extracted in sets with about 30 minutes difference 

between the start of each. One set included a matrix blank, solvent blank, and four fortified 

matrix samples (10xLOQ LOQ or LOD). The entire extraction took about 7 hours. Samples can 

be analyzed overnight and data reduced the following day, which makes a total of 

approximately 3 working days to complete the project. 
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SECTION 2.0 

ANALYTICAL RESULTS 

This section presents method testing results. Summary tables are presented along with 

individual results from each sample at each spiking level. 

2.1 DATA SUMMARY 
- -- 

Accuracy and Precision Data 

Spike Level (pg/g) Mean SD1 RSV 

LOD (0.001) CGA-302371 83.4 3.4 4.1 

LOQ (0.005) CGA-302371 78.7 0.7 0.91 

10xLOQ (0.05) CGA-302371 83.8 1.3 1.6 
'SD = Standard Deviation 
'RSD = Relative Standard Deviation 

2.2 ANALYTICAL SPIKE INFORMATION 
- - -- 

Concentration of Amount Concentration Sample Sample 
Spike Spiking Solution Spiked in Sample W/ 
Level 

v: 
(pg/mL) ( W g )  (8) (mLS 

LOD 0.198 0.100 0.000989 20.0 7.00 
I 

10xLOQ 9.89 0.100 0.0495 20.0 7.00; 
lWi = Initial Sample Weight 
'V, = Final Sample Volume 
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2.3 NDMDUAL RESULTS AT THE LOD (0.000989 pg/g) 

Retention Concentration Conc. Fortified 
Sample Name Time (min) Found (pg/g) Sample (I%/ g) 

2-CGA-LOD1 8.94 0.000806 0.000989 

2-CGA-LOD2 8.97 0.000793 0.000989 

2-CGA-LOD3 8.95 0.000870 0.000989 

2-CGA-LOD4 8.96 0.000831 0.000989 

2.4 INDNIDUAL RESULTS AT THE LOQ (0.00495 pg/g) 

Retention Concentration Conc. Fortified Percent 
Sample Name Time (rnin) FoLlnd (~zg/g) Sample ( ~ g / g )  Recovery 

2-CGA-LOQ1 8.96 0.00386 0.00495 78.0 

2.5 INDIVIDUAL RESULTS AT THE lOXLOQ (0.0495 pg/g) 

Retention Concentration Conc. Fortified Percent 
Sample Name Time (min) F~l lnd  (~zg/g) Sample ( ~ g / g )  Recovery 

2-CGA-1OLOQ1 8.95 0.0408 0.0495 82.4 
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SECTION 3.0 

EXPERTMENTAL DETAILS 

A brief summary of the analytical methods as performed by RTI and example 

calculations are presented in this section. 

3.1 METHOD SUMMARY 

A soil matrix was fortified with CGA-302371 at three different concentrations 

corresponding to the LOD, the LOQ, and ten times the LOQ. The fortification levels were: 0.001 

ppm, 0.005 ppm, and 0.05 ppm, respectively. Four replicates at each concentration were 

prepared and analyzed according to the specified procedure. A linear regression (weighted 

fl/x) was used to characterize the relationship between standards of known concentrations and 

the detector response for the compound. The concentrations of the analyte in the sample 

extracts were calculated using the response factors of the calibration curve. The method 

protocol is described briefly below. 

3.1.1 Sample Preparation 

A 20 g aliquot of soil was weighed into a 250 mL polypropylene centrifuge bottle. Soil 

samples were fortified at this point with 100 pL of the appropriate fortification standard and 

allowed to evaporate and equilibrate for about 15 minutes. Twenty mL of 1:l acetone/water, 

pH 3 solution was added to the soil and shaken via a platform shaker for about 30 minutes. I 

The samples were shaken by hand and placed in a sonic bath for 10 minutes. The samples wkre 

centrifuged for at least 5 minutes at about 5000 RPM until separated. A 14.0 mL aliquot was 

removed and placed into a 16 mL test tube. The extract was concentrated to less than 7.0 mL 1 

using a nitrogen evaporator. The final volume was adjusted to 7.0 mL with water. Samples 

were filtered through 0.45 pm filters before transferring to HPLC vials for LC/MS/MS analybis. 
I 

3.1.2 Analvsis Method 
I 

The soil samples were analyzed by liquid chromatography/mass spectrometry using /a 
Perkin Elmer Series 200 Micro LC with an PE-Sciex API 365 triple quadrupole mass I 

spectrometer. Operating conditions are listed below. 
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Instrumentation 

Liquid Chromatograph Series 200 Micro (Perkin Elmer) (s/n 291N7013102) 

Autoinjector Series 200 (Perkin Elmer) (s/n 293N8032704) 

Data System MassChrom 1.1 Software (PE-Sciex) 

Operating Conditions 

Column Symmetry C18,5 pm, 250 x 4.6 mm i.d. (Waters) 

Mobile Phase A Water with 0.2% acetic acid 

Mobile Phase B Acetonitrile with 0.2% acetic acid 

Mode Linear gradient 

Program 0% B to 50% B in 10 rnin; then 50% B to 100% B in 5 minutes 

How Rate 0.9 mL/rnin 

Injection Volume 100 pL 

Mass Spectrometer API 365 triple quadrupole (PE-Sciex) (s/n C064300980) 

Heated Nebulizer Interface 

Nebulizer Temperature 475 "C 

Auxiliary Flow "4" setting 

Nebulizer Gas nitrogen, 70 psi 

Detection Mode positive ion Electrospray 

Interface Parameters 

Curtain Gas "7" setting 

Ring Potential 100 V 

Orifice 30 V 

Collision Gas nitrogen, " 0  setting 

Detection Mode Selected Ion Monitoring (SIM) 

Ions Monitored (m/z) Quantitation Ion 148 - 
Qualifier Ion 150 I 
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Standard Information: CGA-302371 

Novartis Crop Protection, Inc. 

DAH-XXIV-80 

Neat, 99.1% Pure 

Received: 1 /20/00 

Prepared: 1/31/00 

Matrix Information: - Soil 

Provided by Iowa Soil, Boone Co. Webster 

Lot 2 

Collected 9/16/98 

Received 11 /4/98 

3.2 CALCULATIONS 
i Example calculations are presented for response factors, concentration, and percent , 
I 

recovery. The examples are taken from the analysis of CGA-302371 in a soil sample (replicate 

1) fortified at 0.0495 ppm. I 

3.2.1 Response Factor (RF) I 

~ 
Concentration of Standard (pprn) RF = 

Peak Area of Standard 

For calibration curve point 0.198 ppm, the peak area = 173988.453 
* 

3.2.2 Concentration (pvm) of Analyte in Soil 

(Peak Area x Mean RF) x FV 
AF Conc. (pprn) = 

g.Extracted 



where: 
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Conc. (pprn) = Concentration of analyte in pg/g (pprn) 

FV = Final sample volume (mL) 

g.Extracted = initial grams of sample extracted (wet weight) 

Extraction volume (mL) - 20 mL 
AF = Aliquot Factor = --  

Aliquot 14 mL 

Mean RF = Mean of response factor from calibration curve 

NOTE: Residues are calculated based on the wet weight of soil and are not corrected for 

moisture content. 

For replicate 1 of the 10xLOQ sample, the peak area = 65995.25, Mean RF = 1.2351E-06, 

FV = 7 mL, g.Extracted = 20 g. 

(65995.25 x 1.2352E-06) x 7 20 
Conc. (ppm) = x - 

20 14 

Conc. (ppm) = 0.0408 

3.2.3 % Recoverv 

Recovery Level (pprn) 
% Recovery = 

Fortification Level (pprn) 

Recovery Level = the recovery found in the spiked control (pprn) 

For replicate 1 (IOxLOQ), recovery level = 0.0408 pprn and fortification level = 0.0495 ppm. 

0.0408 
% Recovery = - 

0.0495 

% Recovery = 82.4 
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3.3 CHEMICAL STRUCTURE DIAGRAMS OF CGA-302371 

Chemical Name: 5-Chloro-3-fluoro-1.H.pyridin-2-one 

CAS #: Not Available 

Source: Novartis Crop Protection 
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APPENDIX A - CALIBRATION DATA 

A.1 Initial Eight-Point Calibration Data for CGA-302371 

n Concentration (pg/mL) Area Counts RF 

1 0.000989 763.364 1.2956e-06 

8 0.198 173988.453 1.1380e-06 
Mean Response Factor = 1.2352e-06 

Standard Deviation = 7.2547e-08 

Relative Standard Deviation = 5.9 
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APPENDIX B - REPRESENTATIVE CHROMATOGRAMS 

This section contains representative chromatograms of the reagent blank, matrix blank, 

calibration standards, and spiked samples at each fortification level in the following order: 

Matrix blank 

Reagent blank 

Samples at the LOD (0.000989 ppm) 

Samples at the LOQ (0.00495 ppm) 

Samples at the lOxLOQ (0.0495 ppm) 

Calibration Standards 

Signal/noise response 



MacQuan, version 1.6 
Printed: Thu. Feb 24. 2000 1 I :I 3 Page 1 ot 9 

Calibration File: CAL223SOLVEM Path: Macintosh HD: MassChrom 1.1: Project Files:nora: 
Commenk SOLVENT STD WANITATION 

75704.72 -001 =Id Wed. Fob 23, 2000 17~62 
No Commenl 7670-4-74 .WZ6 ST0 Wod. Feb 23,2000 18:28 

No corrmm~ 

~ase .  wI;Hi, TOO 
AT win. (wcs) 20 
Smwlh 0 
EllpWed RT 8.95 
Area 811.776 
H~lpk t  270 
Start Tlmm 
End Time 
Integration width 0.16 
Relention Tim. 
Inlegration Type M 

ems. Wh 100 
RT Wm. (wa) 20 
Smooth 0 
Eip.d.d flT 8.95 
Are0 2400.181 
Haighl 727 

3Lf' 
Inlpvmllon Wldth 0.15 
Rmnlbn T i m  8.09 
Inlmgrah Typm M 

7670-4-73 a+m-wu~oo w d .  ~ m b  29,2000 18:09 
NO comme~ Matrix Blank 7670-4-7s NG~DBLK LOO wd,  % a, 2000 ie:a Reagent Blank 

NoCamnl 
14.83 in 1 phi 

M6MBlON 14.- h 1 prrbd 
No Inlernal Slantlard bllmrl(~: 158 cp8 MOr15m 

No lnrrmd Slndud U w  Area V H h  
1: 14.64 MRM. 4285 ruu 

@ 

148.0->129.9 
NPi6mThn.. 10.0 148.0-+129.@ 

Ouanl Thres. 2.0 NduThm. 10.0 
Min. Wl lh 6 &n( Thru. 2.0 
Mull Wldth 2 

Mh. Widlh 8 
Mull. Width 2 

0.w. widm 100 
RT Win. (law) 20 Bu*. mdlh 100 

RT win. (uol) 20 

Lpecled RT 0.95 
Arm. 0.0 

ENpWad IiT 8.96 
h a  0.0 Heighl 0 

Stmrl T h *  Hmighl 0 
Sw Tim* End l ime EndTinu 

R*lenUon Tlma 
Inlegralbn Twe Inl*gratbn Typa 
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Calibration File: C A L 2 2 3 S O L V E N T  Path: Macintosh HD: MassChrom 1.1: Project Fi1es:nora: 

Comments: SOLVENT STD QUANITATION 

7570-4-80 2-CGA-LOD4 Wed. Feb 23.2000 M:10 
No Comment 

14.63 in 1 m r h . 4  

7570-4-82 KQA-MBLK LOO Wed. Feb 23.2000'2015 
No Colnmenl Matr ix Blank 

7570-4-80 2-CGA-LOD4 Wed. Feb 23.2000 M:10 
No Comment 7570-4-82 KQA-MBLK LOO Wed. Feb 23. 2000 2015 

NO Cammerot Matr ix Blank 
14.63 in 1 m r h . 4  - 
h!mGm 
No Internal Standard 
Uee Area 

1: 14.64 MRM, 4285 scans 
148.0-,129.9 
Noise Thres. 10.0 
Quad Three. 2.0 
Min. Widh 6 
~ u t t . w i t h  2 
Base, Width 100 
AT Win. (secs) 20  
Smooth n 
w t ~ ~  RT i.95 
Area 1345.104 
Height 358 
Stan Time 8.88 
End T h e  8.03 
Integration Width 0.15 
Retention Time a.96 
Integration Type M 

' intensity: 365 cps ' 9  6 r  

8 ,  

7570-4-81 .01 STD Wed. Feb 23. MOO 20:27 
No Commant 

14.63 in 1 period 
M S M S a  
No Internal Stmdard 
Use Area 

1: 14.84 MRM. 4285 same 
148.0-al29.9 
Ndse Thres. 10.0 
&ant Thns. 2.0 
Win. Width 6 
MUM. Width 2 
Baae.WidIh 100 
AT Win. (sew.) 20  
Smooth 0 
Expected RT 8.95 
Area 0.0 
Height 0 
Start Time 0.00 
End lime 0.00 
Integration Width 0.00 
Ralen!bn T i m  0.00 
IntegraUon Type 

intensity: 274 cps 

7570-4-83 KOA-SBLK LOO Wed. Fab 23. 2000 21:02 ~~~~~~f ~ l ~ ~ k  
No Comment 

14.63 in 1 period 
- 

W M  intensity: el95 cps 
14.63 h 1 pariod 

No Internal Standard MSMSW No In1em.l Standard 
intensity: 198 cps 

Use Area 

Own1 Thres. 2.0 
Min. Width 6 Chant Thres. 2.0 
~ u l t ,  warn 2 Mim. Widlh 6 

a 0.0 
Helght 2172 
S m  Ttme Height 0 

r N -  
0. * 8 3 4  

% o o O  
3 
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Calibration File: C A W 3 S O L V E N T  Pam: Macintosh HD: MassChrorn 1.1: Project Files:nora: 
Comments: SOLVENT STD QUANITATION 
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7670-4-84 .05 STD Wed. Feb 23. 2000 21:19 7670-4-86 Z-CGA-LOCIZ wed. ~ e b  n. 2000 2154 
No Commed No Comment 

14.63 in 1 period 
MSMSlON 
No lnlemal Slandard 
Use Area 

1: 14.64 MRM. 4285 scans 
148.0-,129.9 
Noise Thres. 10.0 
Quanl Three. 2.0 
Min. Wdth 6 
Mull. Width 2 
Base. with roo 
RT Win. (seu) 20 
Smooth 0 
Expected RT 8.95 
Area 44834.969 
Height 11285 
Slarl Time 8.89 
End Time 9.22 
Inlegration Widlh 0.33 
Relention Time 8.97 
lnlegrallon Type M 

7570-4-85 2-CGA-LOO1 Wad, Feb 23, 2000 21:37 
No Comment 

14.63 in 1 period 
MSMSKN 
No lnlernd Slandard 
use Area 

1: 14.64 MRM. 4285 scans 
148.0->129.9 
Noise mres. i 0.0 
Ouanl Thres. 2.0 
Min. Wldlh 6 
MUIL w i t h  2 
Base. Wi th  100 
RT wll. (SeC6) 20 
Smoolh 0 
Expecled RT 8.95 
Area 8246.476 
Heiphl 1575 
Slan Time 8.91 
End Time 9.08 
Integralion Widlh 0.18 
Retenlion Time 8.96 
Inlegralion Type M 

intensily: 11268 cps 
!6 

3702 
3001 3601 SCM 
10.26 12.31 Tlme 

2.05 4.10 8.15 8.20 10.25 12.31 Time 

1: 14.64 MRM. 4285 rum 
148.0-,129.9 
~ d ~ e r n r ~ .  10.0 
OUanIThres. 2.0 
Mim. W i  6 
Mull. Width 2 
Base. Widlh 100 
RTWm. (sees) 20 
S m t h  0 
EmecIedRT 8.95 
Ares 6325.168 
Helghl 1856 
Slarl Time 8.89 
End The  9.06 
Integration Wkllh 0.17 
R e t * n h  Time 8.96 
lnlegralion Typo M 

7670-4-87 2-CGA-LOQ3 Wed. Feb 23, MOO 22:ll 
No Comment 

14.63 in 1 period 
WASION 
No lnlamd Slandard 
VI. h a  

1: 14.64 MRM. 4286 mms 
148.0->129.0 
No*. Three. 10.0 
Ouml T h r ~ .  2.0 
Min. Widlh 8 
Mull. WMh 2 
ease. WMlh 100 
RT Win. (ssn) 20 
smoolh 0 
Exp.otndRT 8.95 
Area 6378.1 40 
Heighl 1875 
Slarl Time 6.69 
End Time 9.02 
Inlagralkm Widlh 0.13 
Relention Tlme 8.97 
Intepraliw, Type M 
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7570-4-88 2-CQA-LOW Wed. Feb 23. 2000 22:29 
No Comment 7670-4-UO W G M B L K  10 LOa Wed. ~ e b  23, 2000 2.303 

No Conwnent 
14.63 in 1 period 

Matrix Blank 
MSMSm 14.83 In 1 period 
No Internal Standard 
Uae Area 

MSMsloN 
No lntamd Standud Intensity: 404 cps 
k Area 

Mull. Width 2 
Base. Width 100 Mult Width 2 
RT Win. (sees) 20 Base. Wdth too 

RTWIn. (-8) 20 

Area 6275.394 
Height 1590 Area 0.0 
Start Time Height 0 

Stm Tima 

7570-4-89 .1 STD Wed, Feb 23.2000 22:48 
No Comment 

14.63 in 1 period 
MSMSION 
No hlernal Standard 
Use Area 

1: 14.64 MRM. 4285 wan. 
148.0-,129.9 
Noise Three. 1 o:o 
Quant Thre~. 2.0 
Min. Width 6 
MulL Wath 2 
Base. Wldth 100 
RT Wln. (sees) 20 
Smooth o 
Expected RT 8.95 
Area 90129.083 
Height 22139 
Start Time 
End T h e  

8.89 
9.22 

ln tegreh Mdth 0.33 
Retention Time 197 
Integration Type M 

intensity: 22139 cps 
26,26 

7670-4-gl 2COkSBLKLW Wad. Feb 23, 2000 2321 ~~~~~t ~ l ~ ~ k  
No Comment 

14.83 in 1 period 
Mmm 
No Internal S t ~ d v d  
Use Ama 100, 4:g 

. 
Quant Throa. 2.0 
Mill. W i i  6 
Mull Width 2 
Baw. Wdh 100 
RT Win. (seu) 20 
Smooth 0 
Expactad RT 8.95 
Area 0.0 
Hslghl 0 
Slan Tlrne 
End n n ~  
Int*gralbn Width 0.00 
Retention Time 0.00 
Integration Type 
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Comments: SOLVENT STD QUANITATION 
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7570-4-92 1 5  ST0 Wed. Feb 23. 2000 2338 
No Comment 

14.63 in 1 period 
MSMSlON 
No Internal Standard 
Use h a  

Area 140003.438 
Height 33464 
Slan Time 8.87 
End Tkne 9 . 1  
Integration Wdlh 0.38 
RetenUon Time 8.97 
integralion Typa M 

7570-4-99 z-CGA-~OLOQ~ wed. F~LI n. 2000 2 3 : ~  
No Comment 

14.63 in 1 period 
MSMSlON 
No Internal Standard 

1: 14.64 MRM. 4285 scans 
148.0-,129.9 
Noise Three. 10.0 
Ouanl Three. 2.0 
Min. Wdlh 6 
Mull. Widlh 2 
Base. WMlh 100 
RT Win. ( a m )  20 
smoolh 0 
Exps*ed RT 8.95 
Area 65995.250 
Height 16726 
stan Time 8.82 
End Tima 9.11 
Integration WMlh 0.29 
Retention l ime 8.95 
Integralion Type M 

intendty: 33465 cpe 
4 

3085 
3001 k6bl Scan 
10.26 12.31 Time 

intensity: 16737 cps 
0 

3080 3810 
b001 3601 SCM 
10.25 12.31 Time 

7570-4-94 2-CGA-1OLW1 Thu, Fob 24,2000 00:13 
No Comment 

U8e Area 

1: 14.64 MRM, 4285 rcaru 
148.0-,129.9 
Nd.. Thres. 10.0 
Q U M ~ ~ ~ O S .  2.0 
M h . W M  6 
Muk Wi&h 2 
Bare. Width 100 
RT Wm. (w) 20 
Smooth 0 
ExpNedRT 8.95 
Area 68744.703 
Heiml 15631 
Start Time 8.88 
End Time 9.16 
Intagretion W i i  0.28 
RetenSon Time 8.96 
integralion Type M 

7670-4-DS 2-CGA-lOLO93 Thu. Feb 24. 2000 00:30 
No Comment 

14.63 in 1 period 
MSMSION 
No lnlnnai Slud.rd 
use Area l Oq 

intensity: 15983 CPS 
2824 

I 
1: 14.64 MRM, 4285 s c m  

9 0  

148.0->129.8 8 0  
Noise Thmr. 10.0 
Quanl Three. 2.0 7 0  
Min. W i i  8 
MuR. Widlh 2 6 0  
ease. Width 100 5 0  
RT Win. ( 8 ~ )  20 
Smwlh . 0 4 0  
ExpeasdRT 8.% 
Area 87357.375 

3 0  

Heighl 15973 2 0  
Start Time 8 . 6  
End lime 9'31 
Integralion WMh 0 46 401 876 193s 

Retenlkm ~ i m e  8197 O' ' 's icT iioi ihi i 4 o i  j i o i  ksbi ' 'scan 
IntapUon Typa M 2.05 4.10 6.15 8.20 10.25 12.31 lime 
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MacQuan, version 1.6 
Printed: Thu. Feb 24. 2000 11:13 
Calibration File: CAL223SOLVENT Pam: Madntosh HD: MassChrom 1.1: Project File8:nora: 
Comments: SOLVENT ST0 QUANITATION 

Page 7 of 9 

7570-4-96 ~-COA-~OLOW T ~ U .  ~ e b  24. 2000 o w 7  7~70-4-00a .mi STD wed, ~ e b  n. 2000 1&49 
No Comment No Comment 

14.83 in 1 period 14.63 in 1 p.riod 
w m  Inlenoily: 16756 cp. MS)*SK*I inlendty: 290 cps 

No Internal Slandard No I n m a l  Slanbrd 
Use Area U.sAma 

1: 14.64 MRM. 4285 rana 1: 14.84 MUM. 4285 exmu 
148.0-2128.9 148.0->129.9 

N o h  m ~ .  10.0 Nok. Thres. 10.0 
Quant Thrw. 2.0 QUMtThrn. 2.0 
Min. Width 6 Min. Wi& 6 

Mull. Widlh 2 Mult WMUl 2 
Base. Wldlh 100 BaM. WIW, 100 
RT Win. (secs) 20 R T W .  (W) 20 

Expecled RT 8.96 Expscled FIT 8.95 
Area 763.364 A r e  68545.094 

Height 16762 Height 270 

Smrl Time Slerl Time 
End Time ~ n d  Integration ~ i i  Width 
Retanlion Time Relenhn Time 
integration Type M 

7070-447 P STD Thu, Feb 24. 2000 01:05 
No Comment 

7 7 0 - 4 0 0 4  .026 STD Wed. Feb 23. 2000 16:07 
No Common1 

14.63 in 1 period 14.63 in 1 period 
inlen8ily: 48205 ops MSMSK*( inknmily: 830 cpr, 

MSMSm 
No internal Slandmd 2627 No lnlemal S W P r d  

2651 
U u  Area 

1: 14.04 MRM. 4285 loans 
148.0->12@.9 
No*. Thm. 10.0 
OusnlThrw. 2.0 
Min.WrWl 8 
Mull. Width 2 
ma.  width loo 
AT Win. (sacs) 20 

ExpsW RT 6.95 
Area 2220.530 
Height 820 
Start Time 
End Time 

Use Area 100- 

9 0  
1: 14.64 MRM. 4285 r e n t  
146.0-,129.9 8 0  
None Thrms. 10.0 7 0. Ouonl Thrsr. 2.0 
Min. WidUl 6 6 0  
Mull. Width 2 
Base. Wid* 100 5 0  
RT Win. (seer) 20 
Smwlh 0 4 0  
ExpsciedRT 8.95 3 0  
Area 194965.600 
Heipht 48261 2 0  
Slarl Tima 0.80 
End Time 9.26 10. 
Integration Widlh 0.38 
Retenlion Time 8.90 O+ ' '661. i i ~ i  i e o i  i i o i  ' j o o i  j s o i  ' "h RalenGon Time 
lntegrelbn Type M 2.05 4.10 6.15 8.20 10.26 12.31 lnlegrauMl Type M 

705 1328 



MacQuan, version 1.6 Page 9 of 9 
Printed: Thu, Feb 24, 2000 11:13 
Calibration Rle: CAcZ2350LVENT PaUx Macintosh HD: MassChm 1.1: Project Flles:nora: 
Comment% SOLVENT STD QUANITATION 

7670-4.080 .IS STD Wed, Feb 23, 2000 16:33 
No Commenl 

14.63 in 1 period 
MSMSW 
No Internal Slsnrkvd 
Uae Area Oq 

1: 14.64 MRM, 4286 scam 
148.0-~128.9 
T h r s  0 . 0  

, . , . . 

Ouanl Thrsr. 2.0 
Min. Widlh 6 
Mull. Wdh 2 
Base. Widh loo 
RT Wm. (sscs) 20 
Smooth 0 4 
Expscled AT 8.95 
Area 121908.133 3 
Height 30769 
Start Time 

2 
8.91 

End Time 9.17 1 
IntegraUon Wklh 0.27 497 1022 
Retenllon Time 8.99 
Inlngrslion Type M 

801 1201 1801 1 
2.05 4.10 6.15 

7570-4-070 2 STD Wed. Feb 23. 2000 la50 
No Commenl 

14.63 in 1 period 
MsMSlON 
No InWnsl Slandud 
use Are. 

1: 14.64 MRM, 4285 scans 
148.0-r129.9 
M a e  lhrea. 10.0 
OuaM Thns. 2.0 
Min. W i i  6 
Mull. Wih  2 
Base. WMlh 100 
FIT Win.(ascs) 20 
Smooth 0 
E x p ~ ~ l e d  RT 8.95 
Area 173088.453 
Height 42773 
Slsrt Time 8.89 
End Tbnr 9.10 
Inlognlbn Width O.M 
R a l e n h  Time 8.08 
lnbgntion Type M 

IntmnalQ: 30782 cpa 
2632 
I 



MultlView 1.4 Wednesday, February 23, 2000 1433 page 1 of 1 
7570-4-062 
Period 1. Expt. 1; Dwell: 200.0 ms; Pause: 5.0 ms 
Acq. Time: Wed, Feb 23, 2000 at 14:16:00; Exp. Comment CGA 147.0 MRM Experiment 

( TIC of +MRM (1481130): from 7570-4-082 0.2502 CpS 
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APPENDD( C - STATUS REPORT 1 



STATUS REPORT No. 1 

Method: Method of Analysis of the Determination of CGA 302371 (UE Metabolite) 

in Soil by LC/MS 

Analyte: CGA-302371 

Date: 3/1/00 

MRID No.: 446461-02 

ECM No.: ECM0162S1 

Status Report No.: 1 

RTI Chemist Nora P. Castillo 

Purpose 

The purpose of this document is to report the results of the laboratory evaluation fior 

the method ECM0162Sl. 

Results from Evaluation 

CGA-302371 recoveries ranged from 80.0 to 83.1% with a mean recovery of 81.4% and a 

relative standard deviation of 1.6% (N=4) for samples fortified at 0.0495 pg/ml (ppm) 

(10xLOQ). For samples fortified at 0.00495 pg/ml (LOQ), the recoveries ranged from 76.8 lo 

78.4% with a mean recovery of 77.5% and a relative standard deviation of 0.9% (N=4). For 

samples fortified at 0.000989 pg/ml (LOD), the recoveries ranged from 83.9 to 91.4% with a 

mean recovery of 87.0% and a relative standard deviation of 3.8% (N=4). See Table 1 for all 

recoveries. 

The calibration data for the target compound was linear over the range of 0.00098$I to 

0.198 pg/ml, with r = 0.9988. Operating conditions are shown in Table 2. 
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Problems Encountered 

Lab preparation activities or sample analysis did not present any problems. 
Rnnn 

I 

Critical Review of the Method 

The method was extracted in three sets with about 30 minutes difference between the 
pn'm 

start of each. One set included a matrix blank, solvent blank, and four fortified matrix samples 

(lOxLOQ, LOQ or LOD). The entire extraction took about 7 hours. 

U 1 , '  

Time Frame 
-v 

1 
I 

i 111 

These experiments may be prepared in one day and analyzed the following day with a 

maximum time of three days. 
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Table 1. Results from Evaluation 

Nominal Fortif. Found Found Method 
Sample ID MS File ID Level (ppm) Conc. Conc. Recovery 

( ~ g / m l )  ( P P ~ )  Yo 

2-CGA-MBLK-LOD 7570-4-73 0 0 0 0 

2-CGA-LOD4 75750-4-80 0.00989 0.001732 0.000866 87.6 
.--------------------------------------------------------------------------------------&----- 

Mean * SD 87.0 + 3.32 

Recov. Range 83.9 - 91.4 -------------- --------------------- 

Mean * SD 77.5 + .70 
(RSD) (0.91 ? 

Recov. Range 76.8 - 78.4 ------- --------- ---- -------- ------- 
2-CGA-MBLK-1OLOQ 7570-4-90 0 0 0 0 ' 

2-CGA-10LOQ4 7570-4-96 0.0495 0.08226 0.0411 83.1, .-------------------------------------------------------------------------------------------- 
Mean + SD 81.4 * 1.31 

r 
(RSD) (1.61 

Recov. Range 80.0 - 83.1 
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Table 2. Instrumental Parameters 

Instrumentation 

Liquid Chromatograph Series 200 Micro (Perkin Elmer) (s/n 291N7013102) 

Autoinjector Series 200 (Perkin Elmer) (s/n 293N8032704) 

Data System MassChrom 1.1 Software (PE-Sciex) 

Operating Conditions 

Column 

Mobile Phase A 

Mobile Phase B 

Mode 

Program 

Flow Rate 

Injection Volume 

Mass Spectrometer 

Heated Nebulizer Interface 

Nebulizer Temperature 

Auxiliary Flow 

Nebulizer Gas 

Detection Mode 

Symmetry C18,5 pm, 250 x 4.6 rnrn i.d. (Waters) 

Water with 0.2% acetic acid 

Acetonitrile with 0.2% acetic acid 

Linear gradient 

0% B to 50% B in 10 min; then 50% B to 100% B in 5 minutes 

0.9 mL/min 

100 pL 

API 365 triple quadrupole (PE-Sciex) (s/n C064300980) 

475 "C 

" 4  setting 

Nitrogen, 70 psi 

Positive ion Electrospray 

Interface Parameters 

Curtain Gas "7" setting 

Ring Potential 100 V 

Orifice 30 V 

Collision Gas Nitrogen, "0" setting 

Detection Mode Selected Ion Monitoring (SIM) 

Ions Monitored (m/z) Quantitation Ion 148 

Qualifier Ion 150 


