1. Specificity
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Figure S1. Typical chromatograms of acetaminophen in rat microsomes. A: blank microsomes; B:
blank microsomes spiked with acetaminophen and IS(6f3-hydroxytestosterone); C: microsomes

incubated with phenacetin.
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Figure S2. Typical chromatograms of 6-hydroxychlorzoxazone in rat microsomes. A: blank

microsomes; B:

blank microsomes

hydroxytolbutamide); C: microsomes incubated with chlorzoxazone.

spiked with 6-hydroxychlorzoxazone

and IS(4'-
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Figure S3. Typical chromatograms of hydroxybupropion in rat microsomes. A: blank microsomes; B:
blank microsomes spiked with hydroxybupropion and IS(acetaminophen); C: microsomes incubated

with bupropion.
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Figure S4. Typical chromatograms of 4’-hydroxytolbutamide in rat microsomes. A: blank
microsomes; B: blank microsomes spiked with 4’-hydroxytolbutamide and IS (6-
hydroxychlorzoxazone); C: microsomes incubated with tolbutamide.



18000-
15000-

212000-

[

€ 9000-

£

= 6000/
3000-

Time (min)

A

18000
15000
12000

9000

Intensity

[=2]
[=1
=3
=1

3000

Time (min)
B

18000+
15000+
12000+
9000+
6000+

Intensity

3000

4 6 8 10
Time (min)
C

Figure S5. Typical chromatograms of 6f-hydroxytestosterone in rat microsomes. A: blank
microsomes; B: blank microsomes spiked with acetaminophen and IS(acetaminophen); C:

microsomes incubated with testosterone.
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Figure S6. Typical chromatograms of 12-hydroxylauric acid in rat microsomes. A: blank microsomes;
B: blank microsomes spiked with acetaminophen and IS (6-hydroxychlorzoxazone); C: microsomes

incubated with lauric acid.

2. Calibration curves, accuracy and the precision

The linear ranges of the 6 metabolites mentioned in the manuscript were 0.16 pM-10 uM, 0.47

puM-30 uM, 0.94 uM-30 puM, 0.19 uM-2 uM,, 0.10 pM-3.20 uM and 0.78 pM-50 pM, respectively. The
linear equation of calibration curves, accuracy and the precision of the metabolites were presented in

Table S1.



Table S1. Calibration curves, accuracy and precision for the tested metabolites (n=6),.

Intra-Assay/%  Inter-Assay/%

Metabolit Calibration C C/uM

etaboite alibration Curves - QC/u RSD  Accurary RSD Accurary
0.32 111 95.6+106 3.2 103.2+3.3

Y=131. 7
Acetaminophen oL 125 63 990862 27 96426
' 10.0 7.7 99.6+7.7 59 105.1+6.2
0.94 6.9 96.6+6.7 39 97.8+3.8

Y=1561.0x+11.
6-hydroxychlorzoxazone 526_ 0 (3;; 9 > 3.75 27  97.6x2.6 23 98.6+2.3
' 30.0 4.6 99.3+4.6 1.8 96.2+1.7
0.38 139 112.8+5.7 6.1 102.3%6.2
4’-hydroxytolbutamide Y—izl_()(.)8;;25.2 1.50 6.5 102166 54  99.6+5.4
' 12.00 3.1 1092+#47 7.7  97.3+7.5
0.94 123 96.0£11.8 6.5 95.1+6.2
6p-hydroxytestosterone Y—éi26_9(.)59x 9_2'43 3.75 115 101.2+11.6 53  99.8+5.3
' 30.00 70 104.3+7.3 42 103.2+4.3
0.20 6.8 91.4+6.3 51 93.6+4.8

Y=18.29X-12.94
Hydroxybupropion ;92_?) 999 g 0.80 3.8 105.0+4.0 2.0 102.6x2.1
' 3.20 2.3 98.1+2.2 14 103.6+14
1.56 57 1132+64 2.0 100.1+2.0
12-hydroxylauric acid Y—17123_2 ‘013367 32 625 72 100372 34 1045:3.6
' 50.0 3.0 91.4+2.7 3.7 103.8+3.8




