Figure S$1

A

USP7 with FT827

100 150 ® FP(MBRZion quant)”
— ® )
S = DIA-NN (MBR)

2 & FP (MBR 2 ion quant) > e
s % 100 &
5 & DIA-NN (MBR) 8 .
T 50 o .
N 8
o £ 5
o
0 1 ] 1 1 0
-4 -2 0 2 0 50 100 150
Log FT827 [uM] Actual Y
R
£ 1004
Z2Z
5=
S o * 0.2uMFT827
m A o eolD o .°|:|ou o 1uMFT827
gé 0490 O, u -QIE'ODO.U‘DD.OD.QUO .Ou..nou‘ o0 om0 [ 8
£ = .0 " =, weBf " . .o "] = 5uMFT827
n
8 o 25 pM FT827
s °
ow
£ -1004 < .
E °
] L] T 1 ] ] L] 1 ] ] ] 1 1 ] L] 1 1 ] ]
G I R R N . O O & o o NN
Q7 L7 N o R R R RPN N N oY oV gV Y oY o™ LR
S NG F F&f LR L L R SRR LR SN
& 6‘00 FSEFIF I P FFFESFSFSFFSFEFFSSEL
USP7 with PR619 USP7 with FT827
50 50
3 n
n
E 4 E * e FP (MBR 2 t
= i L ]
E 04 .."'.".""i ........... .1 ............... ¢ FP(MBR Zion quant) E 0 ...-. ....... ..‘! .............. ( ion quant)
3 e = DIA-NN (MBR) 2 . m  DIA-NN (MBR)
14 ] o
50 Trrrrrrres TrrrrrrrrT 1 S0 Trrrrrrrrs Trrrrrrores 1
0 50 100 150 50 100 150
Predicted Y Predicted Y

Supplementary Figure S1. A) USP7 ICso curve showing reduction of USP7 intensity with increasing
FT827 concentrations, collected as either DIA data analysed with DIA-NN MBR* or DDA data
Fragpipe data 2 ion quant MBR* fit to Y=100/(1+107((X-LoglCso))). *MBR as part of a larger
dataset with other inhibitors. B) Predicted vs actual Y values of the ICsp curve shown in A. C.
Difference plot of common DUBs identified by both DIA-NN MBR and Fragpipe 2 ion quant MBR with
DIA-NN % activity subtracted from Fragpipe % activity at various FT827 concentrations. Values in

red are attributed to missing



values and not as a result of inhibition differences due to their reduction not occurring in a
concentration dependent manner with increasing inhibitor concentration. D) Residual vs predicted Y
for USP7 with PR619 ICs, fit. E) Residual vs predicted Y for USP7 with FT827 ICs, fit.



Supplementary Table 1

Start m/z End m/z Start 1/k0 End 1/k0
400 425 0.6 0.834
425 450 0.6 0.858
450 475 0.6 0.883
475 500 0.6 0.908
500 525 0.6 0.932
525 550 0.6 0.957
550 575 0.6 0.982
575 600 0.6 1.005
600 625 0.835 1.031
625 650 0.858 1.055
650 675 0.884 1.079
675 700 0.909 1.105
700 725 0.934 1.129
725 750 0.958 1.153
750 775 0.983 1.179
775 800 1.006 1.202
800 825 1.032 1.638
825 850 1.056 1.638
850 875 1.08 1.638
875 900 1.106 1.638
900 925 1.13 1.638
925 950 1.154 1.638
S50 975 1.18 1.638
975 1000 1.204 1.638

Supplementary Table 1

DIA-PASEF windows for data in Figures 1, 2 ,3C- E + 4.



Supplementary Table 2

Start m/z End m/z Start 1/k0 End 1/k0
475 500 0.85 0.89
500 525 0.85 0.91
525 550 0.85 0.93
550 575 0.85 0.95
575 600 0.85 0.97
600 625 0.85 0.99
625 650 0.85 1.01
650 675 0.87 1.03
675 700 0.89 1.04
700 725 0.91 1.06
725 750 0.93 1.08
750 775 0.95 1.1
775 800 0.97 1.12
800 825 0.99 1.14
825 850 1.01 1.16
850 875 1.03 1.18
875 900 1.05 1.2
900 925 1.07 1.22
925 950 1.08 1.24
950 975 1.1 1.26
975 1000 1.12 1.27

Supplementary Table 2

DIA-PASEF windows for data in Figures 3A + B.




