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Date: 9/12/2017
Entry By: Adam Swank

Aliquots of stocks were removed from -20°C storage and equilibrated to room temperature, refer the worksheets “Reagents” and “Stock Materials” in file 20170910 Intracellular Study - CZX.xlsx. Media at 4°C provided by S. Simons was equilibrated to room temperature. Blanks, matrix matched calibration standards, and QC samples were prepared as described in 20170910 Intracellular Study - CZX.docx and 20170910 Intracellular Study - CZX.xlsx. The samples were stored at -20°C.

Date: 9/14/2017
Entry By: Adam Swank

Standards and non-diluted samples were run by instrument method Multianalyte V11-ESI 20170721 CZZ.dam as batch file 20170914-01 CZX.dab on the LC/MSMS in D278 (Agilent 1100 LC, Sciex API 3000 triple quadrapole mass spectrometer S/N D9470109) using Sciex Analyst 1.4.2 software on Dell Optiplex 745 (S/N 6B3SXC1). The mobile phases were 0.1 % formic acid in 5% acetonitrile and water and 0.1 % formic acid in 5% water and acetonitrile. The column was Kinetex, 100x2.1, C18, 2.6 µm, 100 å (Phenomenex, P/N 00D-4725-AN, S/N H17-087542). Refer to worksheets “20170914-01 CZX Batch” in 20170910 Intracellular Study – CZX.xlsx.

Date: 9/15/2017
Entry By: Adam Swank

Processing method 20170721 CZX.qmf used to process data from batch 20170914-01 CZX.dab. The results were saved as 20170914-01 6-OH CZX Results.rdb and exported to Excel as 20170914-01 6-OH CZX Results.xlsx. In Excel the data was sorted, summarized, and reviewed.   

The batch was evaluated as follows:
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Refer to worksheet “6-OH CZX Batch Results” in file 20170914-01 6-OH CZX Results.xlsx for complete data set. Sample results outside of the calibration range were noted. Sample results were transferred to the worksheet “6-OH CZX Sample Results” and results below the LOD were changed to ND (not detected). Sample 114 and 354 were above the ULOQ value will be obtained from the diluted sample.

Date: 9/16/2017
Entry By: Adam Swank

Standards and diluted samples were run by instrument method Multianalyte V11-ESI 20170721 CZZ.dam as batch file 20170916-01 CZX.dab on the LC/MSMS in D278 (Agilent 1100 LC, Sciex API 3000 triple quadrapole mass spectrometer S/N D9470109) using Sciex Analyst 1.4.2 software on Dell Optiplex 745 (S/N 6B3SXC1). The mobile phases were 0.1 % formic acid in 5% acetonitrile and water and 0.1 % formic acid in 5% water and acetonitrile. The column was Kinetex, 100x2.1, C18, 2.6 µm, 100 å (Phenomenex, P/N 00D-4725-AN, S/N H17-087542). Refer to worksheets “20170916-01 CZX Batch” in 20170910 Intracellular Study – CZX.xlsx.

Date: 9/18/2017
Entry By: Adam Swank

Processing method 20170721 CZX.qmf used to process data from batch 20170916-01 CZX.dab. The results were saved as 20170916-01 CZX Results.rdb and exported to Excel as 20170916-01 CZX Results.xlsx. In Excel the data was sorted, summarized, and reviewed. The results for CZX samples were above the ULOQ. The samples were all diluted 1:1 with the ISMIS-3. The standards and diluted samples were run by instrument method Multianalyte V11-ESI 20170721 CZZ.dam as batch file 20170918 CZX.dab on the LC/MSMS in D278.

The batch was evaluated for 6-OH CZX as follows:
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Refer to worksheet “6-OH CZX Batch Results” in file 20170916-01 CZX Results.xlsx for complete data set. Only results for samples 114 and 354 were used. Sample results were transferred to the worksheet “6-OH CZX Sample Results”

Date: 9/20/2017
Entry By: Adam Swank

Processing method 20170721 CZX.qmf used to process data from batch 20170918 CZX.dab. The results were saved as 20170918 CZX Results.rdb and exported to Excel as 20170918 CZX Results.xlsx. In Excel the data was sorted, summarized, and reviewed. The batch was evaluated for CZX as follows:
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Results for CZX samples were with calibration range. 

Sample results for CZX and 6-OH CZX were transferred from 20170914-01 6-OH CZX Results.xlsx,  20170916-01 CZX Results.xlsx, and 20170918 CZX Results.xlsx to the worksheets “CZX Results” and “6-OH CZX Results” of file 20170910 Intracellular Study Results Summary.xlsx for final reporting. 
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Quality Control Report  - Results Accepted

Batch:  6-OH CZX Batch

File: 20170914-01 6-OH CZX Results.xlsx

Analyte 

ESI (+/-)

Calibration Range

 Limit of Detection (nM)

6-OH Chlorzoxazone 184.0 / 119.8 - 250 nm - 10 µm 28

QC Criteria Y/N Notes

Correlation coefficient of > 0.99 Y 0.9997

minimum of 7 Cal Stds Used Y

Std & QC Accuracy < 20% (30% LLOQ) N Note - 1, 750 nM QC sample reported back at 64% Accuracy

Std & QC Precision < 15% (20% LLOQ) for CV (N=3) Y

> 67% of all Std & QC satisfy Accuracy Criteria Y

Final QC Accuracy < 20% (30% LLOQ) Y

Reagent Blank free of Anlyte Y

Blank Matrix free of Anlyte Y

Method Blank < LOD (28 nM) Y
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Quality Control Report  - Results Accepted

Batch:  6-OH CZX Batch

File: 20170916-01 CZX Results.xlsx

Analyte 

ESI (+/-)

Calibration Range

 Limit of Detection (nM)

6-OH Chlorzoxazone 184.0 / 119.8 - 250 nm - 10 µm 28

QC Criteria Y/N Notes

Correlation coefficient of > 0.99 Y 0.9997

minimum of 7 Cal Stds Used Y

Std & QC Accuracy < 20% (30% LLOQ) N Note - 1, 750 nM QC sample reported back at 64% Accuracy and the 100 nM Cal Std was not used

Std & QC Precision < 15% (20% LLOQ) for CV (N=3) Y

> 67% of all Std & QC satisfy Accuracy Criteria Y

Final QC Accuracy < 20% (30% LLOQ) Y

Reagent Blank free of Anlyte Y

Blank Matrix free of Anlyte Y

Method Blank < LOD (28 nM) Y
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Quality Control Report - Batch Results Accepted

Batch: 20170916 CZX.dab

File: 20170918 CZX Results.xlsx

Analyte 

ESI (+/-)

Calibration Range

 Limit of Detection (nM)

Chlorzoxazone 168.0 / 131.8 - 250 nm - 10 µm 36

QC Criteria Y/N Notes

Correlation coefficient of > 0.99 Y r^2 = 0.9922, the 100 nM standard was dropped b/c of low response

minimum of 7 Cal Stds Used Y

Std & QC Accuracy < 20% (30% LLOQ) N  15/18 Std & QC samples were with the +/- 20% criteria

Std & QC Precision < 15% (20% LLOQ) for CV (N=3) Y

> 67% of all Std & QC satisfy Accuracy Criteria Y

Final QC Accuracy < 20% (30% LLOQ) Y

Reagent Blank free of Anlyte Y

Blank Matrix free of Anlyte Y

Method Blank < LOD (36 nM) Y


