File: 20170910 Intracellular Study-DEX Notebook Entries.docx
Location: (A.Swank) M:\Work Documents\Stryner-NERL\DeGroot - 201607 Metabolism\Experiments\ 2017910 Intracellular Study
Project: DeGroot - 201607 Metabolism, (CSS project- task HTT 10.3.2.)
QA Track ID:   A-IO-0030767
QAPP Title: Retrofit Strategies for Incorporating Xenobiotic Metabolism into High-Throughput Screening Assays
Prepared By: Adam Swank

Instrument data collected to Dell Optiplex 745 in D278, D:\Analyst data\Project\Degroot-Metabolism\Data\201709
Project files stored (A.Swank)M:\Work Documents\Stryner-NERL\DeGroot - 201607 Metabolism

Date: 9/10/2017
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 - DEX.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 - DEX.docx and 20170910 Intracellular Study - DEX.xlsx. The samples were stored at -20°C.

Date: 9/13/2017
Entry By: Adam Swank

Standards and non-diluted samples were run by instrument method Multianalyte V12 20170720 DEX.dam as batch file 20170913-01 DEX.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 “20170913-01 DEX Batch” in 20170910 Intracellular Study – DEX.xlsx.

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

Processing method 20170721 DEX.qmf used to process data from batch 20170913-01 DEX.dab. The results were saved as 20170913-01 Dextrorphan Results.rdb and exported to Excel as 20170913-01 Dextrorphan Results.xlsx. In Excel the data was sorted, summarized, and reviewed.   

The batch was evaluated as follows:
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Refer to worksheet “Dextrorphan Batch Results” in file 20170913-01 Dextrorphan Results.xlsx for complete data set. Sample results outside of the calibration range were noted. Sample results were transferred to the worksheet “Dextrorphan Sample Results” and results below the LOD were changed to ND (not detected).

Standards and diluted samples were run by instrument method 20170914 DEX.dam as batch file 20170915 DEX.dab on the LC/MSMS in D484-A (Agilent 1100 LC, Sciex API 4000 triple quadrapole mass spectrometer S/N V2480308) using Sciex Analyst 1.6.2 software on Dell Optiplex XE2 (S/N 9DH4HD2). 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 H17-087545). Refer to worksheets “20170915 DEX Batch” in 20170910 Intracellular Study – DEX.xlsx.

Date: 9/19/2017
Entry By: Adam Swank

Processing method 20170915 DEX.qmf used to process data from batch 20170915 DEX.dab. The results were saved as 20170915-01 Dextrormethophan Results.rdb and exported to Excel as 20170915-01 Dextrormethophan Results.xlsx. In Excel the data was sorted, summarized, and reviewed. The batch was evaluated as follows:
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Sample results were transferred to the worksheet “Dextrormethophan Sample Results”. The results for samples 32, 110, 230, 309, and 350 suggested possible improper dilution. Dilutions of these samples were prepared again as described in 20170910 Intracellular Study - DEX.docx, the LC sample vial for 309 was empty (likely due to evaporation), not rerun was possible for 309. The standards and diluted samples were run by instrument method 20170914 DEX.dam as batch file 20170919 DEX.dab on the LC/MSMS in D484-A.

Processing method 20170721 DEX.qmf used to process data from batch 20170919 DEX.dab. The results were saved as 20170919 Dextrormethophan Results.rdb and exported to Excel as 20170919 Dextrormethophan Results.xlsx. In Excel the data was sorted, summarized, and reviewed.   

The batch was evaluated as follows:
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[bookmark: _GoBack]Refer to worksheet “Dextrormethophan Batch Results” in file 20170919 Dextrormethophan Results.xlsx.xlsx for complete data set. Sample results were transferred to the worksheet “Dextrormethophan Sample Results”. It was noted that the result for sample 350 reported back at an even lower concentration that the previous analysis of the sample, the original value will be use.

Sample results for Dextromethorphan and Dextrorphan were transferred from 20170913-01 Dextrorphan Results.xlsx, 20170915-01 Dextrormethophan Results.xlsx, and 20170919 Dextrormethophan Results.xlsx to the worksheets “Dextromethorphan Results” and “Dextrorphan” of file 20170910 Intracellular Study Results Summary.xlsx for final reporting. 
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Quality Control Report - Batch Results Accepted

Batch: 20170913-01 DEX.dab

File: 20170913-01 Dextrorphan Results.xlsx

Analyte 

ESI (+/-)

Calibration Range

 Limit of Detection (nM)

Dextrorphan 258.2 / 157.2 + 100 nm - 10 µm 14

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 The 1 µM Std report back at 66% and 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 (14 nM) Y
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Quality Control Report -Batch Results Accepted

Batch:

File:

Analyte 

ESI (+/-)

Calibration Range

 Limit of Detection (nM)

Detromethorphan 272.3 / 147.2 + 100 nm - 10 µm 10

QC Criteria Y/N Notes

Correlation coefficient of > 0.99 Y 0.9995

minimum of 7 Cal Stds Used Y

Std & QC Accuracy < 20% (30% LLOQ) N The 1 µM Std reported back at 64% and was not included in the calibration

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 (10 nM) Y
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Quality Control Report -Batch Results Accepted

Batch: 20170919 DEX.dab 

File: 20170919 Dextrormethophan Results.xlsx

Analyte 

ESI (+/-)

Calibration Range

 Limit of Detection (nM)

Detromethorphan 272.3 / 147.2 + 100 nm - 10 µm 10

QC Criteria Y/N Notes

Correlation coefficient of > 0.99 Y 0.9993

minimum of 7 Cal Stds Used Y

Std & QC Accuracy < 20% (30% LLOQ) N The 1 µM Std reported back at 64% and was not included in the calibration

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 (10 nM) Y


