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Supplementary Fig. 5
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Supplementary Fig. 9
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Supplementary Fig.10

Enzyme Ky (#M) |Substrates References for Ky

Usp14-26S 11|Ub-AMC This study

Bap1 7|Ub-AMC Personal communication, K. Wilkinson

IsoT 1.4|Ub-AMC Dang et al (1998) Biochemistry, 37: 1868

Uch37 12.7|Ub-AMC Yao et al (2006) Nat Cell Biol, 8: 994

Uch-L1 0.041|Ub-AMC Liu et al (2003) Chem Biol, 10: 837

Uch-L3 0.039|Ub-AMC Dang et al (1998) Biochemistry, 37: 1868

Usp2 CD 0.554 |Ub-AMC Hassiepen et al (2007) Anal Biochem, 371: 201

Usp7 CD 44.2|Ub-AMC Fernandez-Montalvan et al (2007) FEBS J, 274: 4256
Usp15 2.98[Ub-AMC This study




% DUB activi

Supplementary Fig. 11

120 r
o100 b [IU1C] mO uM W17 uM
80 I ® Usp14 120
A IsoT |IU1C
60 + W Uch37 £ 100
40 | ®Usp14 B 80
Also?r ]IU1 g
20 - D 60
0 T AR R TTT AR R T BT FEERRTIT SRR O
< 40
102 10" 1 10 102 10® 104 S
[1U1] or [IU1C] (uM) 20
o_
c EEGao329%
——— 1 Iu1C o £2 5T T a2 a
oM
[ T, 5L 2 8585
o I
o
n
-]



a
+ Usp14 (20x)
Compound DMSO IU1C U1
(M) 30 60 30 60
Usp14
*

Supplementary Fig. 12

o

+ Usp14 (2x)

O
2 2 -
E D> > Compound
*
—




Ub-AMC hydrolysis (RFU)

% Usp14 activity

Supplementary Fig. 13

Cc

M Before ultrafiltration

100 o 120
M After 1x ultrafiltration
5000 -1U1 M After 3x ultrafiltration g' 100
> 80 2 g0
U1 £ &
4000 ! = S e
f e L] g 60 ‘ﬂ'_
+1U1 < a 40
RIEE T 40 % 20
(2] o
s EN
2000 * 20 30min| 2 hr | 5 hr | 8 hr
1000 : . . ) 0 Usp14-Ptsm
0 15 30 45 60 DMSO U1
Time (min)
e
Microcon-YM3 filter Centrispin
120 m DMSO
& g N I I
100 mIiu1 oS & X 9
o & L& SO o & >
LN N N NI &
O & LN LS o .N SN
80 s Lo &o &8 &8
. oF T§F <§F *g <
(@) O (©) O O
D 9D 9D D D
~N N ~N N ~N
40 TSI ST &893

20

Before gel| After gel |Before gel|After gel [Before gel|After gel
filtration [filtration | filtration |[filtration | filtration |filtration

1hr 5hr 8 hr

eameeee O®ew g



Supplementary Fig. 14a -14c
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Supplementary Fig. 17
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Supplementary Fig. 18
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Supplementary Fig. 19
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