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Figure S1. Inhibition of kallikreins by selected coumarin derivatives after 15 min
incubation at 37°C. Inhibition of KLK5 (A) and KLK7 (B) by compound 4d, KLK5 by
compound 63 (C), KLK7 by compound 35 (D), KLK5 (E) and KLK7 (F) by compound 49.
[KLK5]o = 0.6 nM; [Boc-VPR-AMCJo = 100 uM; [KLK7]o = 7.6 nM; [Succ-LLVY-AMC]o = 40
uM. Experimental points were fitted to equation 1. Page S2

Figure S2.  Determination of the mechanism of inhibition of compound 63 on KLKS.

Lineweaver and Burk plot with [I]o = [J, 50 uM; W, 20 uM; O, 10 uM; @, 0 uM. F.U =
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Figure legends

Figure 1S. Inhibition of kallikreins by selected coumarin derivatives after 15 min
incubation at pH 8.0 and 37°C. Inhibition of KLK5 (A) and KLK7 (B) by compound 4d
and KLK5 by compound 56 (C). [KLK5]o = 0.6 nM; [Boc-VPR-AMC]o = 100 puM; [KLK7]o =
7.6 nM; [Succ-LLVY-AMC]o = 40 uM. Experimental points were fitted to equation 2.
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Figure 2S. Mechanism of inhibition of KLKS5 by compound 56. Lineweaver and Burk plot
obtained at pH 8.0 and 37 °C. [E]yp = 0.6 nM; [I]o= 50 uM (J); 20 uM (H); 10 uM (O); 0
(@). F.U. = arbitrary fluorescence unit.
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Human samples

For experiments using human samples, we obtained written informed consent from
healthy donors in the context of a protocol approved by the local CPP Ile de France VI
committee (N° 2013-A00275-40).

Molecular docking specification

The binding of selected bioactive molecules within the enzyme active sites were carried out
using the docking engine CLC Drug Discovery Workbench version 1.0.2. The enzyme
structures were retrieved from PDB (file 2PSX for KLKS5', file 2QXH for KLK7* and file
1EAX for matriptase®). In all cases, ligands structures (leupeptin for KLK5, succinyl-Ala-Ala-
Pro-Phe-chloromethylketone for KLK7 and benzamidine for matriptase), and heteroatoms
were removed from the crystal. Hydrogen atoms were added. The binding pocket around the
catalytic triad residues was calculated by 'Find Binding Pockets' tool (CLC Drug Discovery
Workbench 1.0.2). The scoring function PLANTSpp search algorithm was used.* The
coumarin three-dimensional structures were generated by Balloon program’ and flexible
docking calculations were performed (100 iterations for each ligand). Up to 50 poses were
subsequently analyzed. Figures were prepared with Pymol (DeLano Scientific LLC, San
Carlos, CA, USA).
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