Toxins 2017, 9, 249; d0i:10.3390/toxins9080249 S1 of S6

Supplementary Materials: Chemical Identity of
Interaction of Protein with Reactive Metabolite of
Diosbulbin B In Vitro and In Vivo

Kai Wang, Dongju Lin, Xiucai Guo, Wenlin Huang, Ying Peng and Jiang Zheng

a 1.504 8.50 MRM: 631>169
1.4e4
1.2e4
1.0e4

8000.0

6000.0

4000.0

2000.0

0.0

sdo ‘Aisuaju]

10 20 30 40 50 60 70 80 90 100 11.0 120 130 140 150 160 17.0 180 19.0

8.50 MRM: 633>171

1.7¢4
1.6e4

1.4e4
1.2e4
1.0e4
8000.0
6000.0
4000.0
2000.0
0.0

sda ‘Ajisuajul

10 20 30 40 50 60 7.0 80 90 100 11.0 120 130 140 150 160 17.0 180 19.0
Time, min

b 169.0

4.6e5
4.4e5
4.2e5
4.0e5
3.8e5
3.6e5 293.9 5441
3.4e5
3.2e5
3.0e5
2.8e5
2.6e5
2.4e5
2.2¢5 185.1 514.2
2.0e5
1.8e5
1.6e5
1.4e5

1.2e5 31.0
1.0e5 280.0 451.9 4958

8.0e4
6.0e4 13.21 265.899.3 342.1 379.8
4.0e4
2.0e4
0.0! | | || | | 11 | | |

50 100 150 200 250 300 350 400 450 500 550
m/z, Da

sdo ‘Aysuaju|

470.1

Figure S1. DIOB was oxidized by DMDO, and the resulting mixture was reacted with Cys and then
with BBA, followed by LC-MS/MS analysis. a: Extracted ion chromatograms of MRM scans of m/z
631—169 (orange) and 633—171 (green). b: MS/MS spectrum of synthetic pyrrole 6.
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Figure S2. DIOB was oxidized by DMDO, and the resulting mixture was reacted with Lys and then with BBM,
followed by LC-MS/MS analysis. a: Extracted ion chromatograms of MRM scans of m/z 673—169 (orange)
and 675—171 (green). b: MS/MS spectrum of synthetic pyrrole 10.
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Figure S3. DIOB was oxidized by DMDO, and the resulting mixture was reacted with
microsomal protein and then with BBA, followed by complete proteolytic digestion and
LC-MS/MS analysis. a: Extracted ion chromatograms of MRM scans of m/z 631—169
(orange) and 633—171 (green). b: MS/MS spectrum of synthetic pyrrole 6.
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Figure S4. DIOB was oxidized by DMDO, and the resulting mixture was reacted with microsomal protein and
then with BBM, followed by complete proteolytic digestion and LC-MS/MS analysis. a: Extracted ion
chromatograms of MRM scans of m/z 673—169 (orange) and 675—171 (green). b: MS/MS spectrum of
synthetic pyrrole 10.
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Figure S5. DIOB was oxidized by DMDO, and the resulting mixture was reacted with Cys and Lys, followed
by LC-MS/MS analysis. a: Extracted ion chromatogram of MRM scan of m/z 592—~503. b: MS/MS spectrum of

synthetic pyrrole 12.
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Figure S6. DIOB was oxidized by DMDO, and the resulting mixture was reacted with microsomal protein,

followed by complete proteolytic digestion and LC-MS/MS analysis. a: Extracted ion chromatogram of MRM
scan of m/z 592—~503. b: MS/MS spectrum of synthetic pyrrole 12.



