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Figure S1. MS2 Spectra of TRAF6 phosphorylation sites only seen in presence of IKKe. Representative
spectra for the sites (A) S129, (B) S188, (C) 5268, (D) S279 and (E) S324 are shown. For 5188 (B) and

additional spectrum without missed cleavage and acquired by MSA (multi-stage activation) is shown.
The phosphosites are shown in red.
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Figure S2. (A) 293 TLR4 cells were transfected with the vector px459-TRAF6 which directs the synthesis
of Cas9 and a sgRNA targeting the first exon of TRAF6. Transfected cells were selected by puromycin
treatment and surviving clones were grown to colonies. A fraction of the indicated cell clones was lysed
and equal amounts of protein were tested by immunoblotting for expression levels of TRAF6, Cas9 and
Tubulin with specific antibodies. (B) TRAF6-deficient cells were tested for the occurrence of genetic
changes by PCR and sequencing. The underlined areas were deleted and the G was inserted as shown,
leading to frame-shifts and defect TRAF6 expression.
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Figure S3. HeLa cells were exposed for the indicated periods to EBSS medium and analyzed
by Western blotting for expression of the indicated proteins.
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Figure S4. The indicated cell lines were incubated with EBSS medium for 5 h as shown and
simultaneously treated with increasing amounts of the proteasome inhibitor Lactacystin (5, 10 pM). Cell
extracts were prepared and analyzed for expression of the indicated proteins by Western blotting.
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Figure S5. The Venn diagrams show the number of phosphopeptides measured under the indicated
conditions in the various cells. The numbers in the brackets indicate (all P-peptides; unique P-peptides).
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Figure S6. Protein Ids mapping to the unique groups of deregulated phosphopeptides shown were
further used to perform an overrepresentation (ORA) analysis using Metascape. The enriched
pathway terms are indicated, the grey fields visualize lack of enrichment.

Figure S7. HEK293 cells expressing Flag-IKKe alone or along with Hiss-ubiquitin and the indicated
TRAF6 variants (C70A: defective in E3 ligase function; K124R: defective in autoubiquitination; R88A
and R88A/F122A: defective in dimerization) were lysed under denaturing conditions. One aliquot was
used for the input sample, while the remaining material was used to enrich Hiss-ubiquitinated proteins
on Ni-NTA beads. The eluted samples were analyzed by Western blotting to detect IKKe ubiquitination
using anti-IKKe antibodies.



o

- — — ——

1A

(¥ ol
- -

1B

— — — —

1C

———— — —



1D



e e e - e

L e —
- —— e — —
ba hﬂ“-h
- D D TS . —_——— e

3A

vdugeded | | Siom oo WS

——— G ———

3B



O e ———

3C

G E—— — — —
— S —— —
L — -

— e e — — —

T, — — — — ——

4A



5A

—— e g — T —— — —

— — — —_— P =
E

—————- - - - -

. ——

—-— = — e — —

5B



5C



P —

. N x _

-
-—

6A

Figure S8. Whole Western Blots

Table S1. Antibodies and plasmids.

Primary antibody (clone) | Species Supplier
anti-TRAF6 (EP591Y) rabbit mAb | Abcam
anti-IKKe (72B587) mouse mAb | Abcam
anti-Vinculin (V9131) mouse mAb | Sigma
anti-HA (3F10) rat mAb Sigma
anti-Flag (M2) mouse mAb | Sigma
anti-Myc (9E10) mouse mAb | Sigma
anti-p62 (D3) mouse mAb | Santa Cruz
anti-phospho p65 rabbit mAb | Cell signaling
(Ser536) (93H1)

anti-phospho IeBe (14D4) | rabbit mAb | Cell signaling
anti-phospho p38 (#9211) | rabbit pAb | Cell signaling
anti-phospho JNK (81E11) | rabbit mAb | Cell signaling
anti-Myc (9E10) mouse mAb | Sigma
anti-B-Tubulin (Tub2.1) mouse mAb | Sigma




anti-3-Actin rabbit pAb Abcam

IgG control mouse pAb | Santa Cruz

IgG control rabbit pAb | Santa Cruz

Secondary antibody (clone) | Conjugated to | Supplier
goat-anti-mouse IgG HRP Dianova
goat-anti-rabbit IgG HRP Dianova
goat-anti-rat IgG HRP Dianova
Plasmid Origin Reference
Myc-IKKe Dr. Chariot, Liege PMID: 12133833 [1]
Flag-IKKe WT Schmitz lab PMID: 20507904 [2]
Flag-IKKe KD Schmitz lab PMID: 20507904 [2]
Flag-TRAF6 and mutants Dr. Darnay, Houston PMID: 17135271 [3]
Hise-HA-ubiquitin R. Baer, New York PMID: 15166217 [4]
(HA)-TRAF6 WT this study
(HA)2-TRAF6 P-def this study
(HA)2-TRAF6 P-mim this study
(HA)-TRAF6 C70A this study
px459 Dr. Feng Zhang lab Addgene
px459-TRAF6 this study
Oligo name Sequence (5" to 3")
px459-TRAF6-f caccgtggetggaactgccageacg
px459-TRAF6-r aaaccgtgctggcagttccacccac
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