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Supplementary Figure 1. L18-MDP-induced IL-1f secretion is not dependent upon
NLRP3.

Immortalized bone marrow-derived macrophages (iBMDMs) were seeded at 4x10" mL ™!
prior to priming with LPS (100 ng mL ') for 3 h. Media was removed 60 min prior to
challenge and replaced with serum-free media containing ADS032 (3.5-350 uM) as indicated,
or DMSO control (0.8% v/v). Macrophages were stimulated with either Nigericin (6 uM) or
silica (250 ug mL ') as indicated for 120 or 360 min, respectively. Cellular supernatants were
analyzed for secreted IL-1p by ELISA. Data shown is representative of three independent
experiments carried out in triplicate and presented as the mean + SEM.
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Supplementary Figure 2. Photoactivatable ADS032 analogs also inhibit NLPR3
inflammasome activity.

(IBMDMs) were seeded at 4)(105 mL ! prior to priming with LPS (100 ng mL ') for 3 h.
Media was removed 60 min prior to challenge and replaced with serum-free media containing
ADSO032 (3.5-350 uM) as indicated, or DMSO control (0.8% v/v). Macrophages were
stimulated with Nigericin (3 uM) for 120 min. Cellular supernatants were analyzed for
secreted IL-1P by ELISA. Result shown is representative of three independent experiments
and presented as the mean + SEM.
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Supplementary Figure 3. Photoactivatable ADS165 specifically binds NLRP1 and
NLRP3. (a) iBMDM cells stably expressing NLRP3-Flag were treated for 30 min with
ADS165 (1 mM) or MCC950 (50 uM) for 30 min and irradiated with UV 365 nm for 30 min.
Cells were lysed with buffer and immunoprecipitation (IP) of NLRP3 performed with a-Flag
(M2)-Sepharose beads. Levels of precipitated (IP) and total cellular lysate of NLRP3 were
determined by immunoblotting with a-NLRP3 (Cryo-2) antibody. (b) Recombinant NLRP1
NLRP3 and INFART1 extracellular domain (ECD) (2 ng) were coincubated where indicated
with ADS165 for 20 min and then irradiated with UV 365 nm for a further 20 min. Proteins
was separated by SDS-PAGE and stained with Commassie Blue stain for total protein (lower
panel) or transferred to PVDF membrane and immunoblotted (IB) with anti-PEG to visualize
ADS165-linked protein (upper panel). Results presented are representative of three
independent experiments.
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Supplementary Figure 4. Primary human bronchial epithelial cells constitutively
express pro-1L-1p.

Bronchial epithelial cells obtained from normal patients were treated or not with LPS (100 ng
mL 1) for 3 h prior. Cell lysates were examined for IL-1B expression by immunoblot with o-
IL-1p antibody. B-Actin staining was conducted to demonstrate protein loading. Data shown

is representative of 2 experimental replicates.
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Supplementary Figure 5. ADS132 inhibits NLRP3 inflammasome activity.

(a) Immortalized bone marrow-derived macrophages (iBMDMs) were seeded at 4x105 mL !
prior to priming with LPS (100 ng mL ') for 3 h. Macrophages were treated with a range of
ADSO032 concentrations for 60 min prior to challenge with Nigericin for 120 min. Cellular
supernatants were analyzed for secreted IL-13 by ELISA. Data shown are pooled data of
three independent experiments carried out in triplicate and presented as the mean = SEM.
Non-linear regression analysis was performed, and the curve of the log [M] ADS032 versus
the normalized response (variable slope) is presented. (b) BMDMs derived from WT mice
were primed with LPS (100 ng mL ™) for three hours prior to treatment with ADS132 (350-
100 uM) or MCC950 (5 uM) where indicated for 60 mins. Macrophages were then
challenged with nigericin (6 mM) for 2 h. Supernatants were separated by 4-12% SDS-PAGE
and immunoblotted (IB) with indicated antibodies. Results shown are representative of two
independent experiments.



