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FIG. 10 continued
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FIG. 11 continued
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FIG. 12 continued

©)

Viability (%)

Colo-205
300
100
¢ 1 I
&
s~ @ e
§
=
g 50 cop APR FES {Sontmi
=
10¢ 1g8 107 109 168 104
BEZ235 Concentration, M
RNV = = £.Y vaw QAR APA o FBS
(D)
Colo-205
250,
1004
z 280 \\
R
e
g
504 N CAP AFA FBS (Control:
o . — . 55 oy
109 108 17 10°% 10~ W0
Mitomycin C Concentration, M
e PPA e CAP -APA - FBS

20/33




WO 2020/197505 PCT/SG2020/050177
FIG. 13

(A)

BE PCOBAs (PPA)
NN PC248 As (CAP)

Adigogenests 4

NN\

raTOROY signaliing o

TG bets sigaaling o

MM

7

Inflanwnatony msponse o

HA-GARK-STATS signaliing 4

Interferon Ripha reuponse A

AMMHIIITMIM

8.0 &8 ERY 135

Nommalised Ennchment Soare (NES)

PPRA Cap APA

FC383 As PC243 As PC310 A

P
IR

N

125 24 IS -
whi W\\:

uhd BN

; FSTETS o
iRetatve to DMS O carich)

21/33



(A)

£I) sours
Q

1
3

(B)

(©)

WO 2020/197505

Modified peritoneat cancer index (PO

T size
NG visibie OaurosnopEe temoaw
< mmnodule
45 mm 8

> & mupphumeyr ar 2 18 goduies in one region

Colo-205 + 5% PCO085 As (PPA)

Total PCI score

20+

18+

PCT/SG2020/050177
FIG. 14

Regions Ongsos
4] Central abdamen ¥idneys, pancress, contral petonmim
1 Right sipper Right fobe of livar, soht diaphragm, vight uppar parifonsesm
2 Unper sentral Pedian tohe of §ves, upper venival parionsum
3 Lol gaper Lot iobe foten of fiver, teft disphragrs, et uppey pentoneym
£ Lol fank el ovary, fank perfonsum
$ Leftiowsr Left iower peritaneus
8 Peliis Fatlopian isbes, werus, birdder. ganadal fal, peivic peritonaum
7 Fight lowar perfionsum
8 Right ovary, right fark pevtionaum
2 S fproxirial fejunuee Slomach, guodenum, pricins) jeiuman and masemisry
¢ Distal ipjunum st japaen and Masentery
11 foum Feum and mesentery
12 Cotan Coton and ractm

Colo-205 + 5% PC249 As (CAP) Colo-205 + 10% FBS

KR

ns

&

wldn

% ; v
PCOBSAs  PC249 As FBS
(PPA) (CAP}  (Control)

22/33



WO 2020/197505 PCT/SG2020/050177
FIG. 15

(A)

Colo-205 + 5% PCO085 ascites

1% DMSO (i.p.)

1 mM TM5441 (i.p.) 2 mM TM5441 (i.p.) 2 mM TM5441 (oral)

ns

TkXE

114
e |
an

Total PCl Score
a3

1% DMBO 1mM  2mM 2 mM
TMB441 TM5441 TMS441

Lp. oral

23/33



WO 2020/197505 PCT/SG2020/050177
FIG. 16

(A)

PC383 PDADX PC249 PDADX

(B)

HM&E CK2Q CK7 CDX2

PC383
POADX B

PCZa%
PDADX

24/33



WO 2020/197505 PCT/SG2020/050177

FIG. 17
(A)
ns
0.64
> ns
::: * ns
g § ...‘3,“\
£ _{.
= * . D
Q.24
0.6
Treatment PRSI POADX RC248 PDADXK
&% PG383 As + + - - - - - .
5% PC248 As - - - - + + . .
10% FBS - - + + - - + +
1% DMSGC + + + + + + + ¥
2 mi ThS441 - + - * - + . *
(B)
ns s
B N
- e
o)
]
g
£ 0.2
N
\“\%\“
0.0
Treatment PG249 PDADXK
5% PC248 As ¥ + - -
5% PCIB3 As - R + ¥
1% DMSD + + ¥ +
2 i TRB441 - + - £

25/33



WO 2020/197505 PCT/SG2020/050177
FIG. 18

Maodel of paracrine perturbation

£ cvtoicoes
smtracsdistar stgnatfing @ ~~

AR R
S B

markers

&§ Rerapior

S . .

&\\§ )mactwe :ytokfnes/ ’
intvacetular signalfing
markers

N

B iactivation of cytokine
& Biochemical intaraction

) Peaurhation of d
paracrine signatling

Transeriptional segtanion ; Call death
Survival i Suscaptible to
Chemoresistant | paracrine inhitisio

26/33



WO 2020/197505

(A)

FIG. 19

PCT/SG2020/050177

STAT3-related
genes
(n=1455)

Secreted
proteins

(n=162)

Targets

(n=35)

Validation on
ELISA

(n=10)

-~

* Genes involved in
STAT3 pathways
identified using KEGG
database

~

.

/

Non-secreted intracellnlar
and membrane-spanning
genes are excluded

Extracellular genes
identified through
combination of NCBI's
BioSystems database and
proteins identified in
ascites by mass

A.

Transcriptomics
comparison
(n=155)

~

2 datasets were used:

Correlation between
STAT3 with other genes
in TCGA COADREAD
cohort (n = 20531)

. Upregulated and

downregulated genes
upon treatment with

-

« Systematic paired
correlation analysis

N

~

« Predicted to have good
correlation with STAT3
based on Luminex assay

« Importance in cancer
pathogenesis based on
literature review

spectrometry TM5441 in PPA ascites- « Literature review
treated cells (n = 34684)
- AN AN N\ AN J
(B)
Priority list TCGA COADREAD TM 5441 Microarray No. of genes Chosen Gene names of selected candidates
1 Top 1% (+) correlated with STAT3 Top 1% downregulated 0 0 -
2 Top 1% (+) correlated with STAT3 Top 1% upregulated 1 1 LUM
3 Top 25% (+) correlated with STAT3 Top 1% downregulated 2 2 ANGPT1, IL1B
4 Top 25% (+) correlated with STAT3 Top 1% upregulated 0 0 -
5 Top 1% (+) correlated with STAT3 Top 25% downregulated 4 2 POSTN, TNC
6 Top 1% (+) correlated with STAT3 Top 25% upregulated 8 4 MMP9, MMP2, TIMP3, DCN
7 Top 25% (+) correlated with STAT3 Top 25% downregulated 13 5 VSIG4, CXCL5, CD36, ANGPT2, SERPINB3
8 Top 25% (+) correlated with STAT3 Top 25% upregulated 19 6 IL6, CCL2, LEP, VCAMI, CCL8, ITGAM
9 Top 1% (+) correlated with STAT3 Others 16 5 THBS1, FN1, COL5A1, MXRAS, C3
10 Top 25% (+) correlated with STAT3 Others 46 7 SJ)EKJSCI;;K& ;l:(ii];/[léfn44’ TIM3, TNFSF13B,
11 Others Top 1% downregulated 0 0 -
12 Others Top 25% downregulated 15 3 IL10, IL3, IL.22
13 Others Top 25% upregulated 19 0 -
14 Others Others 2 0 -
135 Top 25% (-) correlated with STAT3 Others 7 0 -
16 Top 25% (-) correlated with STAT3 Top 25% upregulated 1 0 -
Total 155 35

27/33



-10

PCT/SG2020/050177

FIG. 20

28/33

WO 2020/197505

x 0, 1
0 4
mm M [ 3 I 4
a £ 1
-3 LS r v-
® o «
b
g - 2 Lo
= . o pr 2
o % u
+ . B
. P
™~ 5 F R~
- Xy
B ¢
“ o 19 &
o Be 9 ’ E
g % 5
= P
. . v = ’ &
» & = P 1
or
” v T « > o
P x |98 p o
% P 5] #
z ° “ 25 “ < m
5 o
“ 3 » © . 5
& L % PR (2
4 %
% P K
% k4 7
“ %
%
PR 1 <
r P S P [ N A A A A A IR
8 g g % 3 3 e § g @8 g8 8 88=F
4 g % 2 8 # & & ¢
(B} Uone o0 (11 { R BLY QOHERIOLIOT §-NVY
& e £, o
F Ry &% i
& O (-SSR
¥ o« <t &
i
b b
- L
¢ ® o el
% 8 gy
P "o o & &
% ~ 5 @ i q @ o
Pt . - wow VT -
< S @
£ ‘ o
# L2 # “ ] “ =
2 .
& © les o
7 [y - @ i ]
L g h e ,Tl 2
[ ol [ s =
Cs 5 5
4 73S ; o > M
< 4 ” =y “w
190 53] % P
% S % g o]
% 2 Mm \\ 5 -
- » # 4 » i <
%, . . “ ]
o | e
E=]
@ 2
' o Y o & ) o <z ) ) o <«
& g & © 0 5 bl @ 1] - ¥

(R} LOREIRIE0T &Y

{ufd) Behe BUSSUOS Z-100

(U Bd) LOIRIUDOIOS |- dONY

p-STATE OD4E0

&

Colo-20



(B)

WO 2020/197505 . PCT/SG2020/050177
FIG. 20 continued
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FIG. 20 continued
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Cut-off values for PPA/CAP > 997 pg/mL > 15 pg/mL >450 pg/mL >3 ng/mL
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L6 80% 95% 92.86%
IL10 60% 88.33% 84.29%
1
CCL2 30% 95% 85.71%
MMP9 70% 48.33% 51.43%
IL6, TL10 100% 86.67% 88.57%
IL6, CCL2 90% 91.67% 91.43% 2 Oor 1(+)
biomarkers biomarker
IL10, CCL2 70% 85% 82.86%
2
L6, MMP9 50% 98.33% 91.43%
IL10, MMP9 50% 95% 88.57% Lor2® 4 () biomarker
biomarkers
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IL6, IL10, CCL2 60% 96.67% 91.43%
; IL6, IL10, MMP9 80% 93.33% 91.43% 203 (4) Oor1(+)
IL6, CCL2, MMP9 70% 96.67% 92.86% biomarkers  biomarker
IL10, CCL2, MMP9 50% 93.33% 87.14%
4 IL6, IL10, CCL2, MMP9 90% 93.33% 92.86% dord(h  0orl,or2(r)
biomarkers biomarker
(E)
Biomarkers PAI-1 p-STAT3 (Y705) IL-6 IL-10 CCL-2 MMP-9
concentration 0OD450 concentration concentration concentration concentration
Cut-off values 20 ng/mL 0.2 997 pg/mL 15 pg/mL 450 pg/mL 3 ng/mL

Range

+=5%
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FIG. 21 continued
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FIG. 21 continued
(C) TGFB1, POSTN, VSIGA, CD44, CXCL1D
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No. of .
. p-STAT3 surrogate biomarker AUC P-value
biomarker
TGFB1 0.720 0.018
POSTN 0.766 0.005
VSIG4 0.719 0.020
1
CD44 0.579 0.393
CXCL10 0.552 0.577
IL6 0.911 <0.0001
5 TGFB1, POSTN, VSIG4, CD44, CXCL10 0.830 0.001
6 IL6, TGFB1, POSTN, VSIG4, CD44, CXCL10 0.980 <0.0001
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