E2A E2B E2C E2E2 E2F E2G1 E2G2

Nl N N N N7 N N
TRIM32 - <FW. T OFY T FY o FW L oFW
250 =
100 =
Ubiquitin 50 e
25 = === - viad
10-—— e |am=| . | ——=— -g—» Ubiquitin
250 = . ’ = ! = n B = *
B 8 3 El l ~ B 3
TRIM32 L - ”
- v o oel e :
o B T=2| CeT Se2 g ﬂ S| TRIMI
E2H E2| E2J1 E2K E2L3 E2L6 E2M

@ @ @ @ @ @ @
TRIM32 -FW o F ¥ _OFYW o FE oW oW L ord

250 =

100 =

1B 50 =
Ubiquitin

25 |

10 =
l‘ H_ E—) | — | — | —> Ubiquitin

m- B & v ol

B
TRIM32 75

=g Te”| - - == o= “=®| p.=|TRM2

50

E2Q2 E2R1 E2R2 E2S E2T E2Z

> N > N > o)
TRIM32 -OFW . OFF _FW O FW Lo FY o F

250 =
100 = .
1B 50 = “.! 'E:ﬁ'-‘
Ubiquitin | =
25 = e
10 = == === "- e | — |Jbiquitin
250 = :
B
TRIM32 75 . - ®
= - o - - =1
. | Ta- 1 St et - '._:]TRIMSZ

Figure S1. E2 conjugating enzymes showing no activity in combination of TRIM32 full-length,
ARING or AB-Box. Recombinant TRIM32 full-length (FL), ARING (AR) or AB-Box (ABB) was used as
E3 ligase in in vitro ubiquitination reactions with a panel of E2 conjugating enzymes. In each panel
the first lane is the reaction with no E3 (-). Control reactions without the addition of E2 enzymes are
shown (No E2). Proteins were resolved by SDS-PAGE and membranes incubated with anti-Ubiquitin
(top panels) or anti-TRIM32 (bottom panels). Asterisks indicate SDS-resistant high molecular weight
species likely representing TRIM32 oligomers (see text).



