OPN (x100)
PDGF-BB

T

A

[DNA] (ng/ml)

Total Cells (n/blister)

Young
72h

Aged
24h  72h

24h

TNF-q
IL-1p
IL-6
CXCL1
CXCL5
CXCL8
ccL2
ccL3
ccL4
ccLr
ccLs
M-CSF

IL-10

107

-
o
>

-
o
o

-
o
=

I I I I
24h  72h  24h  T72h

1500
25+

20—
1000

154

500 104

Migrated Cells
(fold change compared to -ve Ctrl)

MPs (n/blister)

* %k
* ok ok K
—
103 * %k k .
el = B
® . —_
=) o -.. . ...
Q102 & L .
o i .
©
° . .
=)
=
w
1014 T T
24h 72h

oy

103 108
102
1024 &4
101

TNF-a (pg/ml)
IL-1B (pg/ml)

101 100

24h

72h

ns

ns

nsI nsl

.

]

I I I
72h  24h  72h

0.5656

0.8157

0.1378 0.0775

i

B

L P
X ®

104

CXCR1 (gMFI RFU)

108

(2 3

"=

24h

<
»
Z
=
o

<

CXCR2 (gMFI RFU)

%k % %k % %k %k %k %
1009 T | ' |
E 80+ s .
> s . s
£ 604 w o
= . et
g 40 o v L
S T t e
&, 204 : -
0 . .
24h 72h
L)
¢ - g
L | 2
Tr ®
: =
L]
72h 24h  72h
0.2159
0.8994
107 I I
0.0057 0.1680
108 |
105
104
10

10°

104

102

24h 72h 24h 72h



CD16 —AF700

.102 -

2
109

3938 5.44

102-

o g

g

oA Ty Y Y T
1) 103 104 105

Annexin V — PE

1004

o ©
2

Apoptotic
S

(%Annexin V*)

N
o
1

o
1

Apoptotic (% PMNs)

Live
10— 0.0101
00 $e3.0 . I .
s a1l H H
90 H -
80— .
70
60—
50 T T
Young Aged
20— 0.0076
15+ "
10— . :
5_
0

-&- Young Viability

Time (h)
-e— Young Apoptosis - Aged Apoptosis
-¥- Aged Viability

r 100
X
3
35
55
wZ
c
(0]
<

L/D — Zombie NIR

% Live PMNs

“iYoung | 0.1330
104' .ﬁ
57 [ ]
—~ 4 =
3.87 % b
e T =
105'Aged 1.35 o 3 . "
104 E\o./ = = =
oS 2 —_
3
o ®
e 1 °0 1
o0
(4 n
0- o Hm
Young Aged

E 0.0015

LDH Activity
(U/mg protein)
[ )

[ )

[ )

n .mrl n
n n

L]
IR
o ®
L]
L]
1
Young Aged

1004

-- Young
-®- Young + TNF-o. -®- Aged + TNF-a



Fig 3

r=0.3418

r=0.5687

Overlay

DAPI CD14

C BF

p=0.1793
n=17

B

p =0.0071
n=21

A

15+

°
0

(01X U) SNNAV

15+

(401X U) SNINDV

24h MPs (n x10°)

24h MPs (n x10°)

*ok
#

H =

ACOLB LB

*kkk K

) 1
o o

)
o
o ©

120+

©

(% pasilewIoN) dNl ,BiHed

L

0.6799

ﬁl@

100+

g dW 0V

1 L L 1 \\
8 8 ¢ & °
(%) dIN , OV leutsiuj
b@OW\
ko)
«\\»04
| 1 1 1 1 1
X &8 © g2 w »°
(,OV 40 %)
SOV palayia) yim sdiy
Po
<,
@
°,

100+

ro< 10 %)
O< 91093 |eusdlu|

| e |




Internal Score >0
(% of AC* MPs)

-40
*kkok
n\
s
[l
-+ -+
+ +

8 R 8 B i
L 1 1 1 Hr '
A TOFE g g 1
_ 8 8 § ]’ B
[ t T (lw/Bd) g-491 <3
T T T T T ¥
o o o Q (S
o) N~ © 0 4_”
(%) SdW ,OV 5

0-

1000+ 0.0176 0.3176
S

© © o o
o o o o
[se) © < N
0, (Jw/Bd) g-491
2 5 E
(N4¥ 14A6) $-NIL ~
o
e 5 o
> o %
. 9 S~ mw
RIS\ SN\ o
= | & WW ﬁ.v ﬁ.v <
3 g 88 B
F L (nd¥14n6) 2400
B + o+
Mﬁ lll -Jr- [ 1] [ ] \OQQW\ M_ *r .ﬂ. +"
e * o*.oo OM\\V _.T A... «® N /.I n.u % PSu
- 1Y (sag pesiewioN) <
o o
=] = uonjeoojsuel] £1v1S-d
(N4Y 14N6) ML18N L
. o %m_ﬂ C
_ E— ol
E3 x L3 1 +
. M m_m o
< 2R 2 2 © ogg
o : (sag pesijewionN)

T < O uopeoosuel] god



Exon I Exon I Ti d4
1 2
-4.8Kb ‘I:I : +1.1 kb —— tm
» |

Site 2 TSS Site 3
300 300
5. 00183 P P
104 51
. 102 103
2 s * = -
73 ° =
@ 100 8 101 3% 5 S
i 5 ° S o £ 102
3 8 "" 86 <5
~ [ e f= N T
< 102 3 0.5 C’-|_|C_| ¥ €
: g o W
s S e T 5 10
[ o 2
i b
101 0.04+————"7 =
Young Aged Young Aged 100

Site 2 Site 3 Site 2 Site 3

MPs

101

— Young Aged
= )
o i G
4 x 100— 06157
L £ —
2 100 2 o 804
o) s ©
m ~
Q < Q e
o o O 60—
Z +
o [o0]
= 150) -
s = a 40 -
102 05 L
Young Aged Young Aged S 204
.
0_
Young Aged

I
(.
A

-u- Efferocytosis

- - *
61 s ¥ 20 10- T Cons
c LPS + Py
S Los = = 5! *
o D 44 e [ @
o5 2 o £ 8.
S = < c S >k
X O I~ O X
o) o N = w
< 2 5 = X C 5 2
1 © 2 | @
= I O T £
— < E g 1
S
0- - Zo
| e p— - r _r T
L] ln! |I‘ ]n§
24 48 72 lps  + o+ o+
- Los - + +
Time (h) TIM-4 — PE/Cy7 p300i - -+

- -
o o

+OV % PasijewIoN

e
o



Fig 6

BI

ood

Blood

Losmapimod
(15mg BID/PO)

v v vy _ ¥
> Pre-study >> -72>> -48>> -24>> 0 24
f |

screening
5. 00156 0.8349
—~ | 102 I !
E =
S 41 £
= e
3 3
= L 10"
=7 .
S 1 3
o) 2
w m
0- 100
Pre Post Ctrl Los
F ns ns * 0.0517
15 T T 1 T |
— o |-
> . -
g2 | -
< 2 . 0 A
2 L A
o g 5 o0 = i :
) L i i ° ATa
~ ! L A
0 | |
24h 72h
G
o
k>
S
(2]
Z
=
o
<
A nu
_2 ] |

Consent and

24h MPs (n x10%)

10

\ 4

>
(Hours)

\

y

Topical : .
cantharidin Blister harvesting
(0.1%)
D E 0.0234
105 0.1733 20+ I_|
>~
] £ A 15
104 " < O 15
< S =y
s ~ g9
= 103 L =L 3 10-
= <‘|: © s
P <))
o 102 .\ e 8 :(-_)/ 54
Q R —
O ' " " T i -
10" o 0O+—T—"—
Ctrl Los Annexin V - PE Ctrl Los
G H
104+ 104-: 07622
i 0.0028 ] :
] c I I
[ e
o - Xl
S | S
: ; . g ; '\
o S
S 193 / Sz 10°
< = . % v S %
=2 o
— h 3]
= ] s
1024+——apr— 1024——7—
Ctrl Los Ctrl Los
J K
1035 0.0055 2000- 0.0109
& = ‘
n D ~
O L o))
s ., e"
r p X 10% — 1000
0.9592 0.0098 § 3 L
~ O
0.1900 0.6243 8 500 {
0.7522 0.0076
101 +——vr— o—TF—T—
Ctrl Los Ctrl Los

—— Young -= Aged —+ Losmapimod



Supplementary Fig 1
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Supplementary 3
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Supplementary Fig 4
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Supplementary Fig 5

TNFR1 (gMFI)

A
100

»n 80

é d

o 60 - - Young

g -=- Young + FAS

5 40 -

O - QOld

= .0 -=- Old +FAS

0 i
S &
103+ 103+ 104+ 1
) ns ) ns

1 ~ —
L =
= TR
2 =
N 2
e n
T o
= L
|_

102- 102- 103-
\\O \\O 40




Supplementary Fig 6
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Supplementary Fig 7
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Supplementary Fig 8
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Supplementary Fig 9
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Supplementary Fig 10
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Supplementary Fig 11
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