S1 Fig.

A - 12345 B
25 b - Nsp1-2A
20 s w we w | Nsp1 Time M1 K6 K11 K29 K33 K48 K63
(min)g NP0 PP PP VP NP NP O
37
10- e PLpro
N --------*--- Ub4
sp2A o o -
Coomassie-stained
15 - Ub2
1 OIS
2@ eEEmEsan———
] 10 por ub1
4 @Ry /@ PLpro Silver-stained
5@ GIaeeEEnee /e
C PLpro (uM) D
o)
SNINDTES
R ~ ~ Nsp1 171 RELMRELNGG!- - - - - - - - 180
wu|PLpro Nsp2 629 TNNTFTLKGG:- - - - - - - - 638
o5 Nsp3 1936 VTTK I ALKGG:- - - - - - - - 1945
S| = - Nsp1-2\ Ubiquitin 67 LHLVLRLRGG:- - - - - - - - 76
Nsp1 pro-ISG15 148 VFMNLRLRGG:GTEPGGRS 165
Coomassie-stained
PLpro Nsp3ecre
E F Probe: + - + - +
Time WT  C856A Time(hn: - 0 1 0 1
(min): 0 10 60 10 60 :
250 s | Nsp3ere-Nsp1-HALO
25| e GE® | Ubs 150
100 -_ Nspscore
75
15 — —-— Ub2
101 50 — — W | HALO-Nsp1-prg
Ub1 37
Silver-stained PLpro
Coomassie-stained
Cov-2 PLpro Cov-2 Nsp3e°r
0.6 0.6
g !
€ 0.4+ E 0.4=
= K =29.39 uM = K, =17.79 uM
% Vimax = 0.66 M*min” g Vinax = 0.62 pM*min’’
= 0.2 -
= _ . L 0.2+
3 Keat = 22 min g Keat = 20.6 min™’
£ €
0.0 T T T T 1 0.0 I T T T 1
0 20 40 60 80 100

0 20 40 60 80 100

[substrate, uM] [substrate, uM]



