Functional conservation and divergence of the helix-turn-helix of E2 ubiquitin-conjugating
enzymes
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Appendix Figure 1 — Coomassie-stained SDS-PAGE gels of proteins used in enzyme
assays.

A Coomassie-stained SDS-PAGE gel of the panel of UBE2S charge-swap variants.

B Coomassie-stained SDS-PAGE gel of UBE2S WT and its variants used in pulse-chase diUb
assays for Fig 2E and EV1B.

C Coomassie-stained SDS-PAGE gel of UBE2C WT and K157E used in Fig 2F, 6C, and EV5B.
D Coomassie-stained SDS-PAGE gel of UBE2D2 WT and its variants used in Fig 2G and 6D.
E Coomassie-stained SDS-PAGE gel of UBE2R2 WT and its variants used in Fig 2-4.

F Coomassie-stained SDS-PAGE gel of the UBE2S UBC WT and its variants used in pulse-
chase lysine assays for Fig 3C and Fig EV3A.

G Full Coomassie-stained SDS-PAGE gels of UBE2S-mediated diUb synthesis and
automodification presented in Fig 1D.

H, | Coomassie-stained SDS-PAGE gels of APC/C (G) and the Platform subcomplexes (H)
containing substitutions in APC2 used in Fig 7B-D.



G134 @ J41

WT ® .G108

WT+Ub g

G67 @
110 o1 @ais6 e
N L) T2 °
¥ 54 o :
—~ @530 g R °
G49° o 93 ® SO "6 ? g ° & ©
E @ Hilg c11s L138
o K100 _Eq06 55
. S127 el
(o} 1 15 NE7 N140 E142: o 9@ 3.3 é&w‘ze L151  jqp4 .
~ @ 46 g, 38" N130.4 14 @ .
L115114L136K76 22 539”1 ©-L5 104
N124 o A 1331130 150154 g . ®

vzao\ Y7B T1 1 3V33

120 4 4% ¢~

5 o
1109 v4s, ‘. . 148143 101 °L107
@ R11'g '47°N36°A145 . %13§H Q.R
L6 8
F79® R61 ®. .. . i ) L150V112 A2s 12
164 aeo A “@;, Eg € 2
1 25 M62 @ £3 13‘ q hA ‘\A128 hss
i P ?
180 @ est GDL ) Dss K32 E153 Lﬂi” A
v14® 36 P @ a2 @0%
W103e 4 Q QFB4
A72
130 - ®

9
TH (ppm)

Appendix Figure S2 - HSQC spectra with the residue assignments of UBE2S WT in the
presence and absence of Ub.
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Appendix Figure S3 - HSQC spectra with the residue assignments of the UBE2S E139R
variant in the presence and absence of Ub.
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Appendix Figure S4 - HSQC spectra with the residue assignments of the UBE2S E143R
variant in the presence and absence of Ub.
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Appendix Figure S5 - HSQC spectra with the residue assignments of UBE2S ER/ER
variant in the presence and absence of Ub.




