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Supplementary Figure 1. Characterization of ASC PYD in solution. A) Scheme of PYD*
labelling procedure with Maleimide-activated DyLight Fluor 488 dye. The PYD(E97C) domain
of ASC is expressed in inclusion bodies. After a first step of purification under denaturing
condition using a Ni-NTA affinity resin the Maleimide-activated Dylight Fluor 488 is conjugated
irreversibly to the single cysteine residue on ASC PYD in an overnight reaction. A final size
exclusion step of purification leads to the required protein homogeneity. B) Gel filtration profiles
of PYD domains of ASC protein and PYD* using 50 mM glycine buffer (pH 3.7), 150 mM NacCl.
Recombinant wild-type and labelled PYD domain of ASC eluted as monomeric fractions. C)
Purity of PYD samples monitored by Coomassie-stained SDS-PAGE. Lane S: Recombinant
PYD* sample after gel filtration purification. Lane P: Protein pellet occurring during incubating

of PYD overnight with 5-fold excess of DyLight Fluor 488 dye.



Library CataloglD  Name Score ScoreSD
PCI Prestw-1196  Topolecan 076 0080
PPl 0526-1202 FO526-1202 nar 0076
S06 1028 4 B-hus{ Fhydroxypropyl)-12-ootyl-8, 1 2-dibydrobenzald, 12 Tnaphthynding

34,5 6k mnjacndn-3a2(4H)-yhum tetrafluchorate 159 0025
806 1131 4 8 1 24ns{ Hhydroegpropy -8 12-dihydrabenza 8 ]2, 7]

naphibyndingld A4 5 6-kimnjacndin-3aZ(4H)-vium tetrafluooborate 138 012
SCC WASIS 9-{Z B-dimethaxyphenyl)- 10-hydroey-1 8-dimethoxy-9, 10-dibwdroacndin-S-vhum tetriafuorcborate 100 0 00E6
SCC WAIEa 4.8 12 npropyl 8,12 dihydro 44 benzof1 B2 fnaphthynidima]

3.4 5 B Kmnjzcndimn-Ja2-vium lelrallucroborate 0.72 0.13

B
1.2
OMS0 Compunds cone (ol 100 571 32 7 187 107 61,35 20 NaCl

+ a0
Mean

d

« Jis
Moan
-\',| 3

o WATIG

0.05 4 ® Walka
05261202
® Prostw-1196

g | F= 06T
I I I | I I 1
0 al 100 150 200 250 300 350 A0

well number

c
o
i bOMSO Compunds conc (uh) 100 57 1,327 187 107 61 35 20 NaCl
06
05
044
L ]
FA 03
07 o WAZZGd
- @ = ® WAEa
01 LI " ™ - [R26-1202
® . ® Prostw-1196
3 @9’ F ' 4
rﬁ LTSI i e s S R e e ﬁ
01 T T T T T T T !
0 5 100 150 200 250 300 50 AD0

well number
Supplementary Figure 2. Results from high throughput screening. A) Summary of the six

potential hits from primary screening. The screening of the compounds was performed in
duplicate and the normalized scores were calculated as average + standard deviation (SD). The Z’
factors are above 0.5 for all plates. B) Dose-response assay for the four non-cytotoxic active
compounds. Compound effects were tested at 8 different concentrations (uM): 100, 57.1, 32.7,
18.7, 10.7, 6.1, 3.5, 2.0 with 2 replicates per concentration. The Z’-factor determination for plate
validation is calculated using the fluorescence anisotropy signals of the controls and reference
compound wells. The solid lines represent the mean fluorescence anisotropy value for controls

and compounds measurements, the dashed lines denote the average + 3 SD of the



negative and the positive controls, respectively. C) Interference assay for the four non-
cytotoxic selected compounds from primary screening. Compound effects were tested at 8
different concentrations (uM): 100, 57.1, 32.7, 18.7, 10.7, 6.1, 3.5, 2.0 with 2 replicates per

concentration.



