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Supplemental Table 1. In Vitro DDI potential for OAT1/3 inhibition for Probenecid and Pfizer NCE1. 
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Supplemental Table 2. Standard curve results from three accuracy and precision batches.
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Supplemental Table 3. Accuracy and precision batch results.
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Supplemental Table 4. Parallelism results.
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Supplemental Table 5. Room-temperature and freeze/thaw stability results.
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Matrix:  Native Human Plasma

Compound: 4-Pyridoxic Acid

QC Treatment: 24 hours room temperature

QC-Low            

(7.90 ng/mL)

QC-High 

(65.4 ng/mL)

Analysis Date: Run ID:

16-Jul-2020

PDA Hilic Characterization (Day 2) 6.81 69.3

6.93 69.8

7.14 72.7

7.82 68.2

7.13 68.6

7.60 70.2

N: 6 6

Theoretical Concentration: 7.90 65.4

Mean: 7.24 69.8

S.D.: 0.392 1.60

RE -9.1% 6.3%

% C.V.: 5.4% 2.3%

Matrix:  Native Human Plasma

Compound: 4-Pyridoxic Acid

QC Treatment: 6 freeze/thaw cycles (-20°C/room temp)

QC-Low    QC-High 

Analysis Date: Run ID:

20-Jul-2020 PDA Hilic Characterization (Day 3) 6.89 62.4

7.30 66.2

7.44 64.5

7.94 65.9

7.63 61.1

5.47 59.4

N: 6 6

Theoretical Concentration: 7.90 65.4

Mean: 7.11 63.3

S.D.: 0.877 2.74

RE -11.1% -3.4%

% C.V.: 12.3% 4.3%

Concentration (ng/mL)

Concentration (ng/mL)

Freeze/Thaw Stability

Room Temperature Stability
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Matrix: 3X Charcoal Stripped Human Plasma  

Compound: 4-Pyridoxic Acid

STD-1           

(1.00 ng/mL)

STD-2           

(2.00 ng/mL)

STD-3           

(5.00 ng/mL)

STD-4           

(10.0 ng/mL)

STD-5           

(20.0 ng/mL)

STD-6           

(40.0 ng/mL)

STD-7            

(60 ng/mL)

STD-8            

(80 ng/mL)

STD-9            

(100 ng/mL)

Analysis Date: Run ID:

13-Jul-2020

PDA Hilic Characterization (Day 1) 0.945 2.28 4.80 10.3 18.9 42.0 66.8 85.2 106

0.995 2.04 4.75 9.83 20.2 36.4 58.2 71.5 96.9

16-Jul-2020

PDA Hilic Characterization (Day 2) 1.06 1.97 4.60 9.61 18.9 38.8 61.6 81.4 105

0.983 1.95 4.83 10.2 19.6 43.3 62.0 80.9 101

20-Jul-2020

PDA Hilic Characterization (Day 3) 0.928 2.09 4.34 9.87 20.0 39.8 64.2 79.7 108

1.07 2.04 4.91 10.3 19.7 38.0 60.5 81.0 96.8

N: 6 6 6 6 6 6 6 6 6

Theoretical Concentration: 1 2 5 10 20 40 60 80 100

Mean: 0.997 2.06 4.71 10.0 19.6 39.7 62.2 80.0 102

S.D.: 0.0582 0.119 0.206 0.288 0.547 2.56 2.98 4.54 4.79

RE -0.3% 3.0% -6.3% 0.2% -2.3% -0.7% 3.6% -0.1% 2.2%

% C.V.: 5.84% 5.75% 4.39% 2.88% 2.80% 6.45% 4.79% 5.68% 4.68%

Concentration (ng/mL)
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Matrix:  Native Human Plasma

Compound: 4-Pyridoxic Acid

QC-Low               

(7.90 ng/mL)

QC-Mid              

(27.7 ng/mL)

QC-High           

(65.4 ng/mL)

Analysis Date: Run ID:

13-Jul-2020

PDA Hilic Characterization (Day 1) 6.97 28.0 63.4

7.96 29.3 68.1

8.19 28.0 63.3

8.27 26.2 64.6

8.42 25.8 64.9

7.58 28.8 68.1

16-Jul-2020

PDA Hilic Characterization (Day 2) 6.96 28.5 59.1

6.74 27.2 63.0

7.31 27.3 57.3

7.34 26.9 63.3

7.53 26.0 63.9

6.93 27.2 63.8

20-Jul-2020

PDA Hilic Characterization (Day 3) 6.68 24.7 75.3

7.26 26.7 72.9

7.63 27.0 74.0

6.76 25.7 71.4

6.96 26.1 75.2

6.98 27.3 74.0

13-Jul-2020

N: 6 6 6

Theoretical Concentration: 5.00 25.0 65.0

Mean: 7.90 27.7 65.4

S.D.: 0.541 1.40 2.19

RE 36.7% 9.7% 0.6%

% C.V.: 6.8% 5.1% 3.3%

16-Jul-2020

N: 6 6 6

Theoretical Concentration: 7.90 27.7 65.4

Mean: 7.14 27.2 61.7

S.D.: 0.302 0.804 2.81

RE -10.7% -1.8% -5.9%

% C.V.: 4.2% 3.0% 4.6%

20-Jul-2020

N: 6 6 6

Theoretical Concentration: 7.90 27.7 65.4

Mean: 7.05 26.3 73.8

S.D.: 0.351 0.959 1.47

RE -12.1% -5.5% 11.4%

% C.V.: 5.0% 3.7% 2.0%

N: 18 18 18

Theoretical Concentration: 7.90 27.7 65.4

Mean: 7.36 27.0 67.0

S.D.: 0.552 1.19 5.60

RE -7.3% -2.4% 2.4%

% C.V.: 7.5% 4.4% 8.4%



Intra-Assay Precision

Inter-Assay Precision
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Compound: 4-Pyridoxic Acid

Analysis Date: Run ID: Matrix:

13-Jul-2020

PDA Hilic Characterization (Day 1) 3X Charcoal Stripped Human Plasma 0.125 0.338 0.740 1.61 2.99 6.67 10.6 13.6 16.8

13-Jul-2020

PDA Hilic Characterization (Day 1) Native Human Plasma 0.525 0.739 1.18 2.00 3.56 7.15 11.0 14.1 17.3
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Slope: 0.17090 Slope: 0.17161

RPD: -0.00415 RPD: 0.00415

x-Intercept: 0.568 x-Intercept: -1.93

3X Charcoal Stripped Human Plasma Native Human Plasma

Response Ratio (Analyte/IS)

STD-1               

(1.00 ng/mL)

STD-2           

(2.00 ng/mL)

STD-3           

(5.00 ng/mL)

STD-4           

(10.0 ng/mL)

STD-5           

(20.0 ng/mL)

STD-6           

(40.0 ng/mL)

STD-7            

(60.0 ng/mL)

STD-8            

(80.0 ng/mL)

STD-9            

(100 ng/mL)

y = 0.17161x + 0.33131

R² = 0.99929

y = 0.17090x -0.09714

R² = 0.99887
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