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Supplementary Figure 1.

(RHbed

YPet-TRIF,, ., -;!]1];[2
RHIMmMut
YPet-TRIF, ,,,mut
601 712

mCherry-RIPK3,,, .., (EaH=E

Ub-TRIF,

Ub-TRIF, mut

s

601 712

601 712

601-712

601-712

mCherry-RIPK1,,, ... m'ﬂ I

497583

Figure S1. Schematic representation of fusion protein constructs used in this study. RHIM-contain-
ing protein domains of the indicated length, with wild type or RHIMmut AAAA core tetrad se-
quence, were expressed with a His-tagged ubiquitin or His-tagged fluorescent partner domain.
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Figure S2. Concentration-dependence of assembly formation by Ub-TRIF RHIM constructs. In all
cases, error bars indicate one standard deviation. A. Concentration dependence of ThT fluorescence
over time for Ub-TRIFen1-712 and Ub-TRIFen-71zmut. Concentrations used are 0.625-5 uM, as indi-
cated. B. Concentration dependence of assembly size over time for Ub-TRIFe01-712 and Ub-TRIFso1-
7izmut as determined by static light scattering. Concentrations used are 0.625-5 uM, as indicated.
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Figure S3. Complete list of sequences identified by mass spectrometry from the YPet-TRIFeo1-712
RHIM core. Alignment of peptides identified by mass spectrometry, including posttranslational
modifications. The oxidation of methionine likely resulted from the process of electrospray ionisa-
tion during mass spectrometry experiments. Residue series are coloured according to their preva-

lence.
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Supplementary Figure 4.

Figure S4. Morphological detail of TRIF-RIPK3 hetero-assemblies analysed by negative stain trans-
mission electron microscopy. TRIF and RIPK3 form dense fibrillar bundles or clusters when co-as-
sembled at 1 uM and individual fibrils emanate from the surface of the clusters. Boxed areas indicate
zoom regions of the larger image. Black arrowheads indicate fibrillar material visible within or ex-
tending from the dense clusters. All scale bars represent 500 nm.
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Supplementary Figure 5.
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Figure S5. Widefield fluorescence microscopy of TRIF-RIPK3 hetero-assemblies co-stained with
ThT. RHIM-containing proteins (as indicated above) from urea-containing monomeric stocks were
diluted to 2.5 pM in assembly-permissive buffer containing 40 uM ThT. Protein assemblies were
imaged using a Cytation 3 Imager (BioTek). CFP, GFP and Texas Red filter sets were used to detect
ThT fluorescence, YPet and mCherry respectively. Scale bars indicate 20 um.



