WO 2021/175829 PCT/EP2021/055142

1/19

DMSO

Plitidepsin

LPS I DMSO

» Plitidepsin
Poli I:C I mﬁ{}

Plitidepsin

T+ Plitidepsin
Control I [b!?:;ﬁ

RQ I Plitidepsin

0 10 20 30 40 50 60 70 80 90 100
Luciferase fold increase

FIG. 1a

’ Plitidepsin
RQ I DMSO

== Plitidepsin
LPsT " pmso
Plitidepsi
PolilCT  pmsot
Plitidepsin
TNFL‘EI DMS0O

== Plitidepsin
Control DMSO

S P P & & @

Viability (%)

FIG. 1b

SUBSTITUTE SHEET (RULE 26)



PCT/EP2021/055142

WO 2021/175829

2/19

w/6d
0061 0001

opmm OObN

¢ 9Old

00§ 0

OSNd -

usdepyyg L 1

-OSNd

EE

ﬁHHAN —

[V 222222

- usdepid
W usdapiid

[ 9110d

- OSWQ Tsa

y ——1Z

[
DANL

Tw/Bd

o@v oom oom

G usdopid

FOSND T oy

(P)

001 0

]
OSId

usdapyyg L P10
0SN0 Ty

ujsdapiild
T 911

- OSIQ
T sd1
- Usdapiid

- OSNQ

ok _HAN o

el

- Usdapid
T oy

- 0SNG
(a)

- Usdapiid

w/bd
000z 008} 000! 008 0
0SNG
isdoppyg L P9
" 7+ 0SNG
— - s 1N
w [V 2 0SHG .
L gz, s L™
w [V 2 0SNG
L 0 \sSepyd Lsd
xx V —/ L2248 0SNG
L 2 usoond Loy
8-l on
w/6d
O@@ 1 i 1 Oo‘—ﬂ 1 1 1 O@N 1 ] 1 ﬁ_V
0SINa
isdapyyg L P10
0SINa
uisdepd I
e V—1y 7+ 0SNa .
L uisdaphid Lottec
w [V OSWG
L uisdspiid Lsd
e [V L 2 0SNa
L - usdepid Lo
d1-1 (e)

SUBSTITUTE SHEET (RULE 26)



WO 2021/175829

plitidepsin
1 mg/kg, single bolus iv

\/\’ A
/5& 12 hours

Cremophor:Ethanol:Water
single bolus iv

\/\’ \
/‘-& 12 hours

T+LPS
6 hours

PCT/EP2021/055142

3/19

+ PS
15 pg/mL

Supernatant:
IL-6

/ IL-10

TNFa
3or6h

\Q@”ﬁ

Flow cytometry

BAL —Cells

-LPS

+PS
15 pg/mL

BAL ——Cells

LPS
FIG. 3A

IL-6

Plitidepsin iv. 1.0 mg/kg

+PS 4

EACEW

| -LPS
T+LPS

-LPS %

+ PS4
| -LPSH

3 hours

2]

1

0

T+LPS

6 hours LPS

45 6
Fold increase

TNF-a

2 3 7

Pltidepsin i.v. 1.0 mg/kg
ZZACEW

+ PS4

| -LPS~

T+PS

3 hours LPS

+ PSS

| LPS+

I 1 ¥

0 1

2 3 4 5 6

Fold increase

FIG. 3B

SUBSTITUTE SHEET (RULE 26)



PCT/EP2021/055142

WO 2021/175829

4/19

IL-10

tidespin i.v. 1.0 mg/kg

Fold increase

o NN\

1PS 4PS

MY

1PS +LPS

100
90
80

(%) +S¥a0

%////////////////,/////////////////////ﬂ/%%f

-LP

-LPS +PS

6 hours

3 hours

7//////////&%#

(%) sebeydosoepy

(72
[ 18
—1

6 hours

FIG. 3B (Continued)
SUBSTITUTE SHEET (RULE 26)

3 hours



WO 2021/175829

e

LPS (20 pg; ip)
Plitidepsin (1 mg/kg, SB iv)

-

Plltldepsm (1 mg/kg, SB iv)

LPS (20 pg; ip)
% CEW (SB iv)

-

CEW (SB iv})

!‘ }

SUBSTITUTE SHEET (RULE 26)

PCT/EP2021/055142
3 hours Cells:
BAL
Flow cytometry
FIG. 4A



WO 2021/175829 PCT/EP2021/055142

CEW
LPS- LPS+
= 30K F4_80+ = 30K F4_80+
&3 3,22 &
=5 10(] =5 10(]
O BRI o o B LLL B RLALLL BN | 0 LRLARELE O o BLNULILLLLL LA LLL BN |
040 104 100 106 040 104 109 100
Comp-FL7-A: F4_80 K0525-A Comp-FL7-A: F4_80 K0525-A
Plitidepsin
LPS- LPS+
= 30K F4_80+ = 3067 F4_80+
2 2 0,70
20K = 20K f
5 101 = 10(] O
0 AL L o LR AL | LELRLLLL IR LLL. | O ALLARLILELEN o b LI LLL | RERLRLLLL BELILRLLL |
A0 0 104 105 106 404 0 104 10% 108
Comp-FL7-A: F4_80 K0525-A Comp-FL7-A: F4_80 K0525-A
Plitidepsin i.v. 1.0 mg/kg
100 16
90 1 CEW
80 ~
— 70 3\_/ 12
= 60 2 10
& 50 s 8
& 40 g 6
© 30 g8 4
20 = X
18 T 1 “ % O 1 T %_m—
APS 4PS  PS 4PS APS 4PS  -IPS +LPS

FIG. 4B

SUBSTITUTE SHEET (RULE 26)



WO 2021/175829 PCT/EP2021/055142

3/8/2020

FIG. 5b

SUBSTITUTE SHEET (RULE 26)



WO 2021/175829 PCT/EP2021/055142

4/8/2020

Unil:{erarpneu

FIG. 6a

SUBSTITUTE SHEET (RULE 26)



WO 2021/175829 PCT/EP2021/055142

9/8/2020

wement, bilateral pneumonia in evolution

FIG. 6¢

SUBSTITUTE SHEET (RULE 26)



WO 2021/175829 PCT/EP2021/055142

1 e T

0:87 0:86

0.5 g

Day 1 Day 2 Day3 Day 4 Day 5 Day6 Day7 Day 15

FIG. 7a

SUBSTITUTE SHEET (RULE 26)



WO 2021/175829 PCT/EP2021/055142

11/19

C-reactive protein (mg/dl)
50 [ S
45 el 62
40
35
30
25
20

15
13,21
1@ m@wg&@
8,66 W%%.a

0 ; -.0.41

Day 1 Day 2 Day 3 Day 4 Day 5 Day & Day 7 Day 15

FIG. 7b

C-reactive protein (mg/dl)

120

100

20

60

40

20

0 e
Basal Day 1 Day 2 Day 3 Day 4 Day 5 Day 6 Day7 Dayi15

FIG. 7c

SUBSTITUTE SHEET (RULE 26)



pg/m

pg/m

WO 2021/175829

12/19

pg/m

IL-6
25007 .
2000- o
@
1500+ ®
® 00
1000 2 o
500 A ©
0z
Qg) QQ" G%\ QQSO (3\\\ Qc*b
O & A o
S F® &
%‘b Q‘b %’~\ Q’.&)
FIG. 8a
iL-1a
40 ns
30- @
®
° 7Y ©
X’ o
10_

0"—@ T # T @ T
%Q) < Q’)Q qub (§\\ QQib
SRR
&% \@,&%\& &\&,

%“3 be’& y{o %,;:)@
FIG. 8c

pg/m

PCT/EP2021/055142

MCP-1 (CCL2)
1500- 0
ns
®
o
1000+
-4 - o
500
° &
O'W T ? T :ED T
N <§J<§55~Qfgb*§;$ €§éb
S & D L&
R
NN N
FIG. 8b
IFNy
800- -
600 ®
4004
200:_ 3.'
50+
40 o
307 0 %o
20+ . 2 o
i 757
18 éég e o go

© © O ©
NN

Qﬁ?® %QQ’Q’.{Q& \ ©
FIG. 8d

SUBSTITUTE SHEET (RULE 26)



WO 2021/175829

PCT/EP2021/055142

13/19

TNF-a
150+

100+

pg/ml
%lee

50

SUBSTITUTE SHEET (RULE 26)



WO 2021/175829 PCT/EP2021/055142

14/19

1500+
1000+

500+

300

IL6 (pg/mL)

200+

100+

control RQ-2.5 RQ-5

mEm Control = APL (1nM) APL (10nM) =1 APL(50 nM)

FIG. 9a

8000+

6000+

4000+

IL8 (pg/mL)

2000+

co n'tro | RQ-2.5 RQ-5

mE Control E3 APL (1 nM) 1 APL (10 nM) APL (50 nM)

FIG. 9b

250+
200+
150~

100+

IL1B (pg/mL)

50+

control RQ-2.5 RQ-5

EE@ Control Em APL (1 nM) APL (10 nM) 1 APL (50 nM)

FIG. 9¢c

SUBSTITUTE SHEET (RULE 26)



WO 2021/175829 PCT/EP2021/055142

15/19

(<1
g

F-Y
g

:

TNFa (pg/mlL)
8

control RQ-2.5 RQ-5

8 Control APL (1 nM)

APL (10 nM) £ APL (50 nv)

FIG. 9d

3 Control BB APL (1 nM) 3 APL (10 nM)

APL (50 nM)

- -
(el N
9

o
<

Viability (%control)
8 8

20+

control RQ-2.5 RQ-5

FIG. 9e

SUBSTITUTE SHEET (RULE 26)



WO 2021/175829 PCT/EP2021/055142

16/19

g O3 Non-simulated
g 1004 =x= B3 LPS-BS stimulated
< BB | PS5BS stimulated from
= plitidepsin-treated mice
©
2 50+
c
-
L
S oty
L)
6 Hours
FIG. 10a
100 o
o - ; ; £ Non-simulated
T 80- T B8 LPS-BS stimulated
b BB LPS-B5 stimulated from
S g0 plitidepsin-treated mice
&
ﬁ 4’3-
n:
O 954
=
Ok ! {
3 Hours 6 Hours
FIG. 10b
A IL-6
6
[ Non-simulated
o ] LPS-B5 stimulated
- — @8 LPS-B5 sfimulated from
L — plitidepsin-treated mice
£
T 5
22
D
0t
6 Hours
FIG. 10c

SUBSTITUTE SHEET (RULE 26)



WO 2021/175829 PCT/EP2021/055142

IL-10

2 Non-simulated

B3 LPS-B5 stimulated

Bl LPS-B5 stimulated from
pliidepsin-treated mice

Fold increase

3 Hours 6 Hours

FIG. 10d

] Non-simulated

[ LPS-B5 stimulated

BB LPS-B5 stimulated from
pliidepsin-treated mice

Fold increase
£
[

3 Hours 6 Hours

FIG. 10e

SUBSTITUTE SHEET (RULE 26)



WO 2021/175829 PCT/EP2021/055142

18/19

TNFa (pg/ml)

dedede

3 CEW

BB CEW+ Resiguimod
3 Aplidin

£ Aplidin+Resquimod

TNFa (pg/iml)

th 3h
Time after intranasal administration

FIG. 11
1 mg/kg, single bolus iv (MTD)
10000 O Plasma (ng/mL)
1000 Ehu - O Lung (ng/g)
O
. a
£100 =
7
o
S 10
S
0.1
70—
0 8 16 24 32 40 48
Time (h)
FIG. 12a

SUBSTITUTE SHEET (RULE 26)



WO 2021/175829 PCT/EP2021/055142

0.2 mg/kg, single bolus iv (MTD); 4C,-plitidepsin
10000 O Plasma (ng-eg/mL)
es i
1000 o4 O Lung (ng-eq/g)

0

-

o

o
O

[plitidepsin]
~ o

e —. e E—e e amE e Ee e Gme GEE S Eme e G Gme EE SEE Ee MmC e e mms amE Emn Eme mme wme oo o T ;e
0.1
0.01+—+———1—r—rr e
0 8 16 24 32 40 48
Time (h)
FIG. 12b
0.2 mg/kg, single bolus iv
10000 H O Plasma (ng/mL)
i
1000 T O O Lung (ng/g)

. N
o
(@]

[plitidepsin]
o

1
0.1
.01 ———
0 8 16 24 32 40 48
Time (h)
FIG. 12¢

SUBSTITUTE SHEET (RULE 26)



