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Supplementary Figure S1

a
40-
- —e— Rnf8 ULP IC59= 1.0 uM
c —=— Traf6 ULP ICsp= 2.3 uM
Q -
e ° o~ Chfr ULP ICsp= 1.9 uM
2
2 20
£
= 4o
c
S 0
[+H]
0 g0
100
T T T T T 1
65 60 55 50 45 40
[Log], M
b
80-
w0 e RNf8 ULP ICsg= 3.7 uM
c 0. —= Traf6 ULP ICso= 7.5 uM
2 2 4 Chfr ULP IC50= 9.4 M
2
= 0
= 20
S 40
o
5 60 i
& o
100
T T T T T 1
65 60 55 50 45 40
[Log], M
C
40-
—e— RNf8 ULP ICsp= 2.4 uM
204 r'y i
< —= Traf6 ULP ICso= 9.9 uM
04
= o~ Chfr ULP ICgo= 8.3 uM
2
2 20
£
= 40
<
S 0
@
o o
100

65 60 55 50 45 4.0
[Logl, M

Supplementary Figure S1. Examples of compounds with different selectivity profiles.
Dose-response curves for (a) a deprioritized compound lacking preferential inhibition of the
Rnf8 ULP assay, (b) a compound exhibiting selectivity for Rnf8 ULP assay less than 0.5
log units and (¢) a compound exceeding our minimal selectivity threshold of 0.5 log units
against Rnf8 ULP assay (n=5).
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Supplementary Figure S2. Non-specific effect of compound-2. (a) Compound lacking
preferential inhibition of Rnf8 in the ULP assays (n=5). (b) Compound-2 exhibits non-
selective inhibition of the majority of indicated ubiquitylation cascades in vitro (n=2).



Supplementary Table S1. Details of PCR primers used in this study.

Primer | Description Primer sequence

9 Sgfl RNF8 5' GACCGCGATCGCCATGGGGGAGCCCGGCTTCTT

10 Pmel RNF8 3' GTCGGTTTAAACTCAGAACAATCTCTTTGCTTTTCGTTCCC

25 Sgfl 3XUIM-7TA 5 | CACCGCGATCGCCATGACAGAGGAGGAACAGTTCGCCCTTG

26 Pmel 3XUIM-7A 3' | CTTGGTTTAAACCTAGGAAGGCCTACAGGAATTCAGGGATTCTGC
37 RNF8 t1207a FW | TGTGCTAGAGAATGAGCTCCAAAGTATTATTTGTTCAGAATACTTC
38 RNF8 t1207a RV | GAAGTATTCTGAACAAATAATACTTTGGAGCTCATTCTCTAGCACA
62 Sgfl-CHFR &' CACGGCGATCGCCATGGAGCGGCCCGAGGAAGGC

63 Pmel-CHFR 3' TTCTGTTTAAACTTAGTTTTTGAACCTTGTCTGTTCACAGAT

121 Sgfl-TRAF6 5' TTGTGCGATCGCCATGAGTCTGCTAAACTGTGAA

122 Pmel-TRAF6 3' GGGGGTTTAAACTCATACCCCTGCATCAGTACTT

172 TRAF6 R88A FW | ACGCCATGCGGCCATGCGTTCTGCAAAGCCTG

173 TRAF6 R88A RV | CAGGCTTTGCAGAACGCATGGCCGCATGGCGT

182 FW CHFR W240A | CTTGCTACTCGGGCGCGATGGAGCGCTCGT

183 RV CHFR W240A | ACGAGCGCTCCATCGCGCCCGAGTAGCAAG

Supplementary Table S2. Details of constructs used in this study.

Construct name Vector Backbone Insert Description

pTM4 pFN11A Sgfl-Pmel RNF8

pTM10 pFN10A Sgfl-Pmel TUBEs
pTM20 pFN11A Sgfl-Pmel RNF8 C403S
pTM40 pFN11A Sgfl-Pmel CHFR

pTM48 pFN11A Sgfl-Pmel TRAF6
pTM61 pFN11A Sgfl-Pmel CHFR W240A
pTM63 pFN11A Sgfl-Pmel TRAF6 R88A
pBIND pFN11A Empty control vector




pACT

pFN10A

Empty control vector

Reporter Vector

pGL4.31

Firefly Luciferase
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