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Figure S1: HTLA-230 cells viability evaluation.

HTLA3-230 cells viability was evaluated through MTT assay, treating the cells with increasing concentrations
of STIRUR 41 (from 1 to 100 uM) for 24 and 48 hours. The obtained results are showed in the histogram, where
each bar represents the mean Optical Density (i.e., OD) of 3 experiments reported with the relative standard
deviation. As can be observed, none of STIRUR 41 concentrations induced cytotoxicity on the cell line at both
the experimental times.
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Figure S2: Western Blots Densitometric analysis.
Densitometric analysis of the Western Blots in Figure 2A and 2B, for USP-7 (A) PES1 (B) and NXF1 (C).
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Figure S3: T-LiP-MRM pilot experiment.

(A) List of USP-7 tryptic peptides selected through PeptideAtlas and SRMAtlas and analyzed on HTLA-230
tryptic digest. Each peptide is reported with its precursor ion m/z value (i.e., Q1_mz), it best fragment ion m/z
value (i.e.,, Q3_mz), and the related amino acids numbering (i.e., ID) and retention time. (B) USP-7 sequence
shown with adjacent tryptic peptides in black and red for visualization purposes. Panel A peptides mapped
on the protein sequence are highlighted in yellow (62% sequence coverage).
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Figure S4: USP-7 activity assay on GeGe-3 and P02277.

Evaluation of USP-7 inhibition by (A) GeGe-3, a close STIRUR 41 structural analog and by (B) the USP-7 known
inhibitor P02277.
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Figure S5: Evaluation of USP-7 expression in HTLA-230 cells treated with increasing amounts of P02277.
HTLA-230 cells were treated with increasing concentrations of P02277 and the lysates submitted to Western

Blotting analysis. As observable, the molecule induces a decrement of USP-7 protein levels starting from 1.5
M.
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Figure S6: USP-7 C-terminal domain.
Structure of USP-7 C-terminal domain. The locations of the two putative binding sites are showed. Fragments
identified by t-LiP-MRM are colored in green.

Table S1. Size and residues lining the selected putative binding sites.

Size (A2) | Residues

Catalitic | 110 TYR224, PHE291, MET292, GLN293, HIS294, ASP295, VAL296, GLN297, GLU298S,
site GLN351, GLN405, LEU406, MET407, ARG408, PHE409, MET410, ASN418, LYS420,

HIS456, ASP459, ASN460, HIS461, TYR465, TYR514

Site 2 124 ILE569, VAL570, ALA571, GLU572, ASP573, GLNb574, CYS576, LYS590, TYR591,

THR592, MET613, PHE615, PHE661, LEU662, GLU663, THR664, VAL665, ASP666,

PRO667, LEU669, THR675, LEU676, PRO677, TYR701, CYS702, GLY703, HIS704,

ILE705, TYR706, ARG723

Site 4 102 ARG697, GLU779, LEU780, PRO781, GLU785, ARG788, ASP789, HIS792, ARG793,

THRS812, LEU813, SER814, ARG816, MET817, GLN821, LYS824, THR825, GLN&828




