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Supplementary Figure S1. Composite omit maps of NEMO-EEAA and NEMO-I65M. Models of
NEMO, shown as sticks, overlaid to the composite omit map 2F -F , calculated with PHENIX omitting

10% of the atoms at a time, contoured at 10. (a) NEMO-EEAA in blue. (b) NEMO-165M in orange. A
zoom region is indicated.



Supplementary Figure S2. Conformational change of Phe97. NEMO-EEAA in blue, overlaid to NEMO in
the IKKB complex (PDB: 3BRV) in grey, using chains A of NEMO-EEAA and B of 3BRV. The
conformational change experienced by Phe97 is highlighted. The electron density map for Phe97 is
contoured at 10.



Supplementary Figure S3. Binding pockets identified by CASTp on NEMO-EEAA. Pockets are labeled as
Il and Il as in the text. The pocket surface is colored by hydrophobicity (red = hydrophobic, white = polar).
NEMO is displayed as a blue ribbon in the region 52-108.



Supplementary Table S1 Sequences of the NEMO constructs. In italic the coiled-coil adaptors
sequences. Mutations are underlined.

Construct Sequence

NEMO(51-112): LORCLEENQELRDAIRQSNQILRERCEELLHFQASQREEKEFLMCKFQEARKLV
wild type ERLGLEKL

NEMO-CC: GSWSVKELEDKNEELLSEIAHLKNEVARLKKLLQRCLEENQELRDAIRQSNQIL
double coiled-coil, | RERAEELLHFQASQREEKEFLMSKFQEARKLVERLGLEKLELEDKNEELLSEIA
C76A, C95S HLKNEVARLKKLVGER

mutant

NEMO-EEAA: GSWSVKELEDKNEELLSEIAHLKNEVARLKKLLQRCLAANQELRDAIRQSNQIL
double coiled-coil, | RERAEELLHFQASQREEKEFLMSKFQEARKLVERLGLEKLELEDKNEELLSEIA
C76A, C95S, HLKNEVARLKKLVGER

E56A, E57A mutant

NEMO- 165M: GSWSVKELEDKNEELLSEIAHLKNEVARLKKLLQRCLAANQELRDAMRQSNQIL
double coiled-coil, | RERAEELLHFQASQREEKEFLMSKFQEARKLVERLGLEKLELEDKNEELLSEIA
C76A, C95S, HLKNEVARLKKLVGER

ES6A, E57A, I65M
mutant

Supplementary Table S2 Coiled-coil prediction by PairCoils2
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Supplementary Table S3 Mutagenesis primers

- Al - — r
C76A Primers 5 CAG ATT CTG CGG GAG CGC GCC GAG GAG CTT CTG CAT TTC 3
3' - GAA ATG CAG AAG CTC CTC GGC GCG CTC CCG CAG AAT CTG - 5’
C95S Primers 5' - GAG AAG GAG TTC CTC ATG AGC AAG TTC CAG GAG GCC AGG -3’
3' - CCT GGC CTC CTG GAA CTT GCT CAT GAG GAA CTC CTT CTC -5’
r — — r
E56A E57A 5 CTC CAG CGC TGC CTG GCG GCG AAT CAA GAG CTC CGA GAT GCC 3
Primers 3’7 - GGC ATC TCG GAG CTC TTG ATT CGC CGC CAG GCA GCG CTG GAG - 5’
165M Primers 5’ - GCG AAT CAA GAG CTC CGA GAT GCC ATG CGG CAG AGC AAC CAG ATT CTG CGG - 3’
3’ - CCG CAG AAT CTG GTT GCT CTG CCG CAT GGC ATC TCG GAG CTC TTG ATT CGC - 5’




