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Supplementary Figure 7: iBMDM inhibition using GW4869 (A) Experimental paradigm showcasing in-vitro EV inhibition followed by inflammasome activation of iBMDM (B) Representative, cropped western blots showing bands of 42 kDa for CASP-1, ~50 kDa for full-length GSDMD and ~30 kDa for cleaved GSDMD and 37 kDa for GAPDH reference protein, in iBMDM lysates (C) EV concentration measured using NTA in the supernatant of iBMDM with GW4869 compared to DMSO control post LPS/ATP stimulation, showing a reduction in EV number but no significant change (p>0.05,N=4) (D) Total EV IL-1β release from iBMDM post LPS/ATP stimulation, as measured by ELISA (p<0.05, N=4).


1

image1.png
A) Experimental paradigm

Bone marrow-derived macrophages (BMDM)
GWA4869 EV inhibition

GW48E9 | ps  ATP

—
0 4 hr 8 hr 8.5hr

Collection
time point
EV isolation and characterisation
Westerns, IL-13 ELISA

C) iBMDM EV concentration (LPS/ATP)

= 1.5%x10°
£
—
h
K
o
e
9
g 010" et
_J'J'J'J'J'ﬂf-’fff:
= R
© Eomnm
= R
b e,
S 5.0%x108 o
o Eomnm
e

SRR
e e e e e e e ]

DMSO GW4869
LPS/ATP LPS/ATP

0.0

B) Immunoblot (LPS/ATP stimulation)

Untreated DMSO GW4869
LPS/ATP LPS/ATP LPS/ATP

50 kDa| NG S— #Se | GSDMD

full length

GSDMD
25 kDa cleaved
50 kDa

GAPDH
25 kDa

D) iBMDM EV IL-18 ELISA
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