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Fig. S1. AT7519 overrides the survival effects qfoteichoic acid (LTA) and
peptidoglycan (PepG). (A) Human neutrophils wereltuced with increasing
concentrations of lipoteichoic acid (LTA) for 8higr to determination of viability,
apoptosis and necrosis by flow cytometric analygian{//Pl binding) (n=4 separate
donors). (B) Neutrophils cultured with increasirancentrations of peptidoglycan (PepG)
for 20h prior to assessment of apoptosis (AnnV/Rh:4 separate donors). (C)
Neutrophils cultured for 8h with control media, AIR (1uM), LTA (30pg/ml), PepG
(10pg/ml) or combinations prior to assessment afpémsis (AnnV/Pl) (B3 separate
donors). Representative cyto-centrifuge preparat{@000 magnification) of (D) LTA,
(E) LTA and AT7519, (F) PepG and (G) PepG and AT7&#&ated neutrophils after 8h
of culture demonstrating enhanced appearance ofapduls with apoptotic morphology
in AT7519 treated groups. *p<0.05, **p<0.01, **p<D1 compared to control and
###p<0.001 compared to survival factor (LTA or Pgp®ne.



Fig. S2
A Oh Control B: 8h Control C: 8h AT7519
100 100 100
80— 80 80
Apoptotic .
0 ] %.59% 00 ] Apoptotic D Apoptotic
< — < 10.9% c 20.1%
>S5 =} — 5 P
Q w4 Q4 Qo]
O O O
204 20+ 20+
0 T T T 0 T \"/\IJ\ 0 T T |j\\J|
10 101 102 103 104 10 101 102 10 104 1ElU 101 1[!2 1[!3 104
FL-2 FL-2 FL-2
D:
3 Control
[0 Wl AT7519 N o = N
n B zVAD = > 3 >
S 0D AT7519 o) — o =
> ~ > ~
8— & zVAD = a = al
o <} © <3 ©
< e o 2
2 Mcl-1 \ . ; A

fb

* © 9
Time (hours)

P

Lucas CD et al.

Fig. S2. AT7519 induces caspase-dependent apoptodislown-regulates the key
survival protein Mcl-1 in mouse bone marrow-deriveeutrophils. (A-D) Bone
marrow-derived mouse neutrophils were incubated2fo4, 6, 8 or 20h in either
control media, AT7519 (1uM), zVAD (100uM) or combth&T7519 and zVAD
prior to assessment of apoptosis by flow cytometnialysis of DNA fragmentation
(hypodiploid peak). Representative flow cytometrptpl (FL-2 histogram) are
shown for (A) freshly isolated, (B) 8h control a(d) 8h AT7519 treated (1uM)
bone marrow-derived neutrophils with cumulative adgh=4 separate animals)
shown in (D). (E) Mouse bone marrow-derived neutiigpvere aged for either 2h
or 4h with and without AT7519 (1uM), prior to lysied western blotting for Mcl-1
(40kDa) andp-actin (42kDa). Blot representative of two separaxperiments.
**p<0.01, ***p<0.001 compared to control, #p<0.06@mpared to AT7519 alone.
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Fig. S3 Lucas CD et al.

Fig. S3. Mcl-1 down-regulation by either AT7519 siRNA drives death by caspase-
dependent apoptosis in HL-60 cells. (A) HL-60 cellsre cultured with increasing
concentrations of AT7519 (0.1uM-10uM) with or withiathe broad spectrum caspase
inhibitor Q-VD (10uM) for 6 and 24h prior to apopts assessment by flow cytometry
(hypodiploid peak; n=4), demonstrating time, concamn and caspase-dependent
induction of apoptosis. ***p<0.001 compared to gohtand ### p<0.001 compared to
1uM AT7519 treated sample. (B) HL-60 cells weretunéld for 6h in control media,
AT7519 (1pM), Q-VD (10uM) or combined AT7519 and\W® prior to lysis and
western blotting for Mcl-1 (40kDa) anfFactin (42kDa). (C) Apoptosis assessed by
hypodiploid peak at 6, 24 and 48h post transfedbpmucleofector with either control or
Mcl-1 siRNA (n=5) with representative flow cytomegtplots (FL-2 histogram) at 24h
post transfection shown for (D) control and (E) McEiRNA transfected cells, with
apoptotic nuclei appearing as a broad hypodiploidAOj¢ak below the narrow peak of
nuclei with a normal (diploid) DNA content. (F) Clomation of Mcl-1 knockdown
preceding apoptotic cell death by western blot. 98, **p<0.01, ***p<0.001
compared to control siRNA transfected cells. (G-Hansfection of HL-60 cells by
nucleofector with either control or Mcl-1 siRNA foWed by culture in either control
media or media containing 10uM of the caspase wanilQ-VD prior to assessment of
apoptosis (G) (n=4) and Mcl-1 levels (H) at 6h @4dh. *p<0.05, **p<0.01, **p<0.001
compared to control media, ###p<0.001 comparedntral SIRNA in control media.



Fig. S4 Lucas CD et al.
@A. o i
S 2.01 O LTA/PepG — S ]
e, o
< -+ +AT7519 X 1 51 e t&p}/sgfg = 1 LTAPepG
€ 1.57 2 2 > | Ml +AT7519
2 €10 g2
O 1.0 o L = S
3 5 g9
© 0.57 .. D 0.57 = . T
— * c 1) *
5 00 < = o3 ] -
m . T T T T OG T T T 9 T T T T
0 12 24 36 48 m 0 12 24 36 48 6 24 32 48
Time (hours) Time (hours) F Time (hours)
w ~
o 3 % 407 } i) 32h Control i) 32h AT7519
o3 [ LTA/PepG S [ LTA/PepG P=0.05 , \
29 5| M +AT7519 X S o~ 30{ M +AT7519 a3 s
c 2 g 8) , Q
o +
o 8 41 IS T 201 » :
—_ o — Y 1
[&] T o
@ 9 8 Q ‘@ @ .
S22 S 2 10 v a%
s |z & [HNNZg [0 |
= G T T T T < E G T T T T
= 6 24 32 48 o 6 24 32 48
Time (hours) Time (hours)
400.0 1500 = 250 200
- O LTA/PepG O LTA/PepG % O LTA/PepG O LTA/PepG
E 3000 ® +AT7519 o * +AT7519 g 200 ® +AT7519 * T 150 * +AT7519 .
E %, 1000 < 150 =
2000 2o 5 £ 100
'-? Q500 S w0 E.')
Z 1000 = Y 50 - 50
= 4
Q
0+ T T T 7 o+ . y - O 0+ T T T T 0+ T T T T
0 12 24 36 48 0 12 24 36 48 0 12 24 36 48 0 12 24 36 48

Counts

Time (hours)

32h LTA/PepG
‘ oo

°

Time (hours) Time (hours) Time (hours)

32h LTA/PepG + AT7519

10000-
N Bk LTA/PepG
s 8000
of | + AT7519 >
b h £ 60001 I
i 1 <
: 1 L 4000
oo =
, 4 2000-
/ =
L Bt | T T T = c T
o 10 1 []3 10 10 O q
AnnexinV R &/\‘o\'
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Fig. S4. AT7519 accelerates resolution of estabtishpoteichoic acid/peptidoglycan
(LTA/PepG) mediated lung inflammation. 24h after atiministration of combined LTA
(150pg) and PepG (50ug) mice received AT7519 (30gngfk) or vehicle control. (A)
BAL inflammatory cells, (B) BAL total neutrophils(C) apoptotic neutrophils, (D)
macrophages containing apoptotic bodies and (B} tnbnocytes/macrophages at each
time point is shown. (F) Representative morpholof§BAL neutrophils at 32h post LPS
(x1000 magnification) show (i) normal neutrophil mpbology in the LTA/PepG alone
group and (ii) neutrophils with apoptotic morphofdgllowing AT7519 treatment. BAL
fluid (G) TNF-, (H) IL-6, (I) CCI-2/MCP-1 and (J) IL-10 are showung sections are
shown at 32h after LTA/PepG in (K) control and (LYA19 treated animals (x400
magnification). (M-N) Analysis of BAL fluid cells #h apoptosis of neutrophils
(Ly6G™v€¢/F4/80'¢ cells) analysed by Annexin V (AnnV) binding. (M) Resentative
AnnV histogram for neutrophils from control and ATEb treated animals and (N)
cumulative data of AnnV mean fluorescence inten@itil) of neutrophils. n=5 mice per
group at each time point, *p<0.05, **p<0.01, **p<dW1 compared to control.





