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Method QC Acceptance Criteria

Calibration Curve: use Blank (matrix processed without analyte and internal standard), Zero Blank/Method Blank (matrix processed without analyte but with internal standard), 7 non-zero samples (matrix, analyte, and IS) covering range from LLOQ to ULOQ. LLOQ is > to concentration with 5-10x response compared to blank.
Acceptance criteria:
· accuracy w/in 20% (30% LLOQ) of nominal concentration and precision should not exceed 15% (20% LLOQ) for CV 
· 75% of non-zero standards must meet the accuracy and precision criteria
· Correlation coefficient of > 0.99 
Accuracy and Precision Assessment (QC Samples):
· accuracy w/in 20% (30% LLOQ) of nominal concentration and precision should not exceed 15% (20% LLOQ) for CV
Selectivity Assessment: 
· Blank Matrix Response < LOD
· Matrix Blank Response < LOD
Overview of Sample Prep: 
1. Add 300 µL of the ISTD 1% formic acid in acetonitrile solution to 100 µL of sample, vortex for ~15 seconds. 
2. Transfer entire volume to Phree plate and filter by centrifuge or positive pressure
3. Transfer filtrate to LC vial for analysis (analysis for both the parent and metabolite compound).

Note - Refer to the worksheets “Supplies and Equipment”, “Reagents”, and “Stock Materials” of file 20170910 Intracellular Study - DEX .xlsx for descriptions of these items.

20170910 Intracellular Study 

1. Calibration & QC Standards 

Refer to worksheet Calibration Standards with IS in Excel file 20170910 Intracellular Study -TST.xlsx

a. Prepare Solutions
i. Mixed Intermediate Standard – 1. Prepare Mixed Intermediate Standard – 1 (MIS-1) at ~ 100 µM for each analyte by diluting stocks with acetonitrile.
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ii. Mixed Intermediate Standard – 2. Prepare MIS-2 at ~ 10 µM for each analyte by diluting 100 µL MIS-1 to 1000 µL with acetonitrile.

iii. IS Mixed Intermediate Standard-1. Prepare IS Mixed Intermediate Standard-1 (ISMIS-1) labeled stocks by dilution with 1 % FA in acetonitrile.
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Note – use the formic acid to prepare the 10 mL of 1% FA in ACN used for the blank in the selectivity Assessment.
 
iv. Cal. Std. Spiking Solutions. Prepare 8 Calibration Standard Spiking Solutions by diluting the MIS-1 and MIS-2 with acetonitrile in 500 µL tubes. The spiking solutions are used to deliver a constant amount of acetonitrile during the preparation of the matrix matched standards. 

[bookmark: _GoBack]Note – the 250 nM, 750 nM, and 2 µM Cal Std Spiking solutions are used to prepare QC standards as well.
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b. Prepare Matrix Matched Standards

i. Aliquot 75 µL of the matrix to 500 µL centrifuge tubes
ii. Add 300 µL of ISMIS-2 
iii. Prepare Matrix Matched Calibration Standards for analysis by adding 25 µL of the individual Calibration Standard Spiking Solutions. Prepare 4 replicates at the 250 nM, 750 nM, and 2 µM levels and 1 replicate at all others.
iv. Vortex for ~15 seconds then centrifuge at 14000 RPM and 4°C for 10 minutes
v. Transfer to Phree plate.

2. Selectivity Assessment 

Refer to worksheet Selectivity Assessment in Excel file 20170910 Intracellular Study-TST.xls

a. Prepare 1 Method Blanks and 1 Blank Matrix by adding 100 µL of matrix to 500 µL tubes.
b. Prepare 1% FA in ACN by adding 50 µL FA to 5 mL acetonitrile in a tube.
c. Prepare the Method Blank for analysis
i. Add 300 µL of IS Mixed Intermediate Standard-1
ii. Vortex for ~15 seconds then centrifuge at 14000 RPM and 4°C for 10 minutes
iii. Transfer to Phree plate
d. Prepare the Blank Matrix for analysis 
i. Add 300 µL of 1% FA in acetonitrile and Vortex for ~15 seconds then centrifuge at 14000 RPM and 4°C for 10 minutes
ii. Transfer to Phree plate


3. Metabolite Sample Preparation

a. Transfer 100 µL of sample to 500 µL centrifuge tube (if volume is > 100 µL)
b. Add 300 µL of IS Mixed Intermediate Standard-1
c. Vortex for ~15 seconds then centrifuge at 14000 RPM and 4°C for 10 minutes
d. Transfer to Phree plate


4. Phree Filtration
a. Filter by positive pressure
i. Place the Phree 96-Well Plate on top of a collection plate
ii. Apply 2-5 psi using a positive pressure manifold.
b. Filter by centrifuge (alternativel to + pressure)
i. Place the PhreeTM 96-Well Plate on top of a collection plate and centrifuge at
ii. 500 g for 5 minutes or until filtrate is collected
c. Transfer ~250 µL aliquot to LC vial for analysis

5. Substrate Sample Preparation

Refer to worksheet Sample Dilutions in Excel file 20170910 Intracellular Study - TST.xlsx

a. Dilute 7.5 mL of ISMS-1 with 2.5 mL of water for ISMIS-2
b. Dilute the sample extracts in LC vials with ISMIS-2 
c. Vortex to mix
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QAPP Title: Retrofit Strategies for Incorporating Xenobiotic Metabolism into High-Throughput Screening Assays

Total Vol Stocks (µL) 137

Prepared By: Adam Swank

Total VolACN (µL) 863

Stocks Mixed Intermediate Standard-1 in ACN

Compound

MW

Stock Concentration 

(ng/µL)

Stock Concentration 

(mM)

Amt Dil (µL) final Vol (µL)

Conc. 

(ng/µl)

Conc. (µM)

Testosterone 288.42 1000 3.47 12 1000 12.00 41.61

6 Beta Hydroxytestosterone 304.42 100 0.33 125 1000 12.50 41.06
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Stocks IS Mixed Intermediate Standard-2

Compound

MW

Stock Concentration 

(ng/µL)

Stock Concentration 

(mM)

Amt Dil (µL) final Vol (µL)

Conc. 

(ng/mL)

Conc. (µM)

Testosterone-2,3,4-13C3 291.40 100 0.34 100 50000 200.00 0.69

6 Beta Hydroxytestosterone-D3 307.44 100 0.33 104 50000 208.00 0.68

49796 µL ACN
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Calibration Standard MIS  Vol MIS (µL) Vol ACN (µL) Amount  MIS-2 used (µ)

100 nM Std  2 10 90 275

250 nM Std  2 40 160

500 nM Std 2 50 50

750 nM Std 2 150 50

1 µM Std 2 25 NA Amount  MIS-1 used (µ)

2 µM Std 1 40 160 215

5 µM Std 1 50 50

10 µM Std 1 25 NA
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Substrate Sample Conc (µM) Amt Dil (µL) Final Vol (µL) Extract Conc (µM) Amt Dil (µL) Final Vol (µL) Vial Conc (µM)

Testosterone (TST) 200 100 400 50 5 100 2.5


