Figure S1. Assay of inhibition of human TOP3B relaxation of negatively supercoiled DNA.
Puchased hits from virtual screening were tested at concentrations of 200, 100 and 50 uM.
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Figure S2. Structure, chemical formula and molecular weight of 2710 series of compounds tested
in this study.
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Figure S3. Assay of inhibition of human TOP3B relaxation of negatively supercoiled DNA by compounds in the 2710 series. The
compounds were tested at concentration of (a) 200 uM (b) 125 and 62.5 uM. Each panel shows reactions analyzed on the same gel.
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Figure S4. LC/MS of identified compounds 2710 series with strongest TOP3B inhibition and NMR data of

representative compound 2710-19.
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HRMS data of active compounds:

2710-31: MH+:332.1959, [M+Na]: 354.1799

2710-33-343: MH+:344.2008, [M+Na]: 366.1854

2710-33-467: [M+Na]: 490.2842

2710-34-357: MH+:358.2187, [M+Na]: 380.2025

2710-34-481: MH+:482.3159, [M+Na]: 504.2998

NMR data of 2-acetamido-3-(4-((5-amino-1-valyl-1H-1,2,4-triazol-3-yl) amino)phenyl)propenamide (2710-19):
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IH NMR (400 MHz, DMSO) & 8.82 (s, 1H), 8.38 (s, 2H), 8.20 (s, 2H), 8.00- 7.93 (m, 1H) 7.81 (s, 1H), 7.39 (d, J = 8.0 Hz, 2H), 6.55
(s, 2H), 7.06 (d, J = 8.0 Hz, 2H), 3.80- 3.74 (m, 1H), 2.90 (dd, J = 16.0, 4 Hz, 1H), 2.68-2.60 (m, 2H), 2.17-2.14 (m, 1H), 1.77 (s, 3H),
0.98 (M, 6H): *C NMR (100 MHz, DMSO) § 173.89, 173.40, 170.1, 169.42, 129.67, 116.82, 116.16, 58.90, 54.55, 54.58, 37.50, 29.53,
23.01, 19.22, 19.22, 18.45, 17.39.
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