WO 2025/114609 PCT/EP2024/084353

1/186

Figure 1

_ Retrospective cohort

1082 FFPE
breast tumors

o , ESR1+/ PGR-

Subtype 1: Subtype 2:
ESR1+ / PGR+ ERBB2+

. RNA-FISH
quantification :

i L
Tissue / cell segmentation and quantification




WO 2025/114609 PCT/EP2024/084353

21186

Figure 1 (cont.)
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Figure 1 (cont.)
b ROC Curve for RNA-Seq (Training date)
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Figure 2
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Figure 2 (cont.)
a (cont.)
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Figure 2 (cont.)
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Figure 2 (cont.)
b (cont.)
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Figure 2 (cont.)
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Figure 2 (cont.)
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Figure 2 (cont.)
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Figure 2 (cont.)
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Figure 2 (cont.)

g (cont.)
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Figure 2 (cont.)
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Figure 2 (cont.)
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Figure 2 (cont.)
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Figure 3
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Figure 3 (cont.)

DAPI
ER (Opal 620)
HER2 (Opal 520) §
PR (Opal 690)

Autoflourescence

DAPI
ER (Opal 620)
HER2 (Opal 520)
PR (Opal 690)
Autoflourescence



WO 2025/114609 PCT/EP2024/084353

21/186

Figure 3 (cont.
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Figure 4 (cont.)
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Figure 4 (cont.)
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Figure 4 (cont.)
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Figure 4 (cont.)
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Figure 4 (cont.)

a (cont.)
Pathway Her2
z-score of vst B ABC transport | Immune
ADC target I Lysosome
I cbkare Membrane transport
I Celicycle PARP
Cell type marker PBK
Chemotherapies _ Proliferation
! DNA repair | | TME o
Endocytosis 1| Topoisomerase inhibitors
Enzymatic cleavage Transcription factor
Il Estrogen { Trop2
><
(=
=2
5 -
= o~
FLS3BOBBTS LORENEZR=T2 ek
S i it = S LN S et 2 S e
|




PCT/EP2024/084353

29 /186

WO 2025/114609

0g d.

N

_ 055 qoL=
(10°0+14) OLBOI LOIN  HI™ L9

) SNN
= W
S Y
_— d Mo 1S3 ubiH B
e N MO MO jeipauiaiyl ajejpalliaiu 218
@ Auiesy ybiH ubiH ubIH ybiH | g
= OHI ¥d 1997MSIY  0ZINID MSI  XqedAloouQ MSi HON 0SWYd MSIN  vogNL odlygng  gngnl edfigng
o
i
|ELLION [EUWLION SENL 0g
qun quinT | guin i gun 05
yuin ywni | ywin ywn | 6o Iy |
YA ] cioH YALIS] Ci8H j|0i0s oSl N
[eseg B2 leseg @ ol jeseg B Auyiesy WOTEE g0z Ayyesy

0SNvd adfigns sV edfyang  xaw adfigns  Hueqolq adfygng Wo1 leaung  Adessyl [euouniol-puy

N

a(cont.)

oiqsy B
Adesayy pejebiey Adessyjowsys uojjeipey SISEISEIS|y SNJels SpON  9ZIS Jouwin} apeisy ubuo juegolg



PCT/EP2024/084353

WO 2025/114609

30/186

Figure 4 (cont.)
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Figure 4 (cont.)
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Figure 4 (cont.)
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Figure 5 (cont.)
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Figure 5 (cont.)
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Figure 5 (cont.)
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Figure 6 (cont.)

*
* g
x x
* o
I I i I i |
(=] (= < [« o (=)
[T < o o~ =
(WdL) volpiw sad sydisosues)
H o
T
* oo
* &
f [ i i
Ly = w0 Q
o (=] (=]
oS o o o
Ajisuajul 8ouassaI0ON|} PIZI|BWLION

(

*

*

*

*

[ i | 1
o < [ o
= 2 ®
INd 1) uoljjiw 1ad syduosues)
*

*

*

*

i i i I I I
[ Te] [} [T} (=] [Te]) o
N & - = o oS
L=} (=} (=] =] o [~

3Jul 82UB2SVION|} POZI[RWLION

ERIHC

ERIHC



WO 2025/114609

_..
-
I

o
i

log10 normalized fluorescence intensity
R IR
| |

PCT/EP2024/084353

43 /186

Figure 6 (cont. )
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Figure 7
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Figure 7 (cont.)
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Figure 7 (cont.)
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Figure 7 (cont.)
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Figure 8
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Figure 8 (cont.)
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Figure 8 (cont.)
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Figure 8 (cont.)
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Figure 9
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Figure 9 (cont.)
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Figure 9 (cont.)

IHC surrogate

100

- Wéf&%wm&%

ﬁﬂ%@}w@% i

Ui
R

Probability of Survival
1
(=]

X° = 10.20
p =0.0014
0 T 1 ] 1
0 50 100 150 200
Overall survival (months)
.......... - L u m A
“ LumB
—— HER2
—— TNBC/Basal-like
— Normal-like
mFISHSeq
100
= ]
2 ] .
z ) %83
- - )
© 50+
2 ]
) ]
P 1 x*=18.72
2 1 p<0.000f
0 ] I T 1
0 50 100 150 200

Overall survival (months)



WO 2025/114609 PCT/EP2024/084353

56 /186
Figure 9 (cont.)
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Figure 9 (cont.)
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Figure 9 (cont.)
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Figure 9 (cont.)
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Figure 9 (cont.)
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Figure 9 (cont.)
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Figure 9 (cont.)
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Figure 10
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Figure 10 (cont.)
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Figure 10 (cont.)
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Figure 10 (cont.)
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Figure 10 (cont.
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Figure 10 (cont.

d (cont.
AIMS PAMS0 New consensus
LumB LumB (n=42) subtype
No unique
samples

> ) O w T o
N~ i

? O ¢ 2 6 =

S & 9 5 5 <

g W x O 9 o

8 © uE.

e

O
LumA
LumB
Her2
Basal-like

Normal-like




WO 2025/114609 PCT/EP2024/084353

69 /186
Figure 10 (cont.)
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Figure 10 (cont.)
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Figure 10 (cont.
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Figure 10 (cont.)
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Figure 10 (cont.
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Figure 11
a
Unique Normal for each classifier_OS (all)
100 —

w : K. MWL} . .

.2 " ﬁ&mwmm&ﬂ

f ] ‘ —

- -

(7)) -

; 50_5 —— Normal-like All

% . ~+ AIMS_unique Normal-like
S ] —— PAM50_unique Normal-
e like

o .

0 | { | i
0 50 100 150 200
Overall survival (months)
b
Low Intermediate High Unavailable
Consensus IHC Surrogate mFISHseq
Normal (n=12) Normal Normal
No unique No unique
samples samples

I

inica

X o
a = 9
o W o
c5 85
= n'd
8 O
e
O



WO 2025/114609 PCT/EP2024/084353

76 /186
Figure 11 (cont.
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Figure 12 (cont.)
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Figure 12 (cont.)
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Figure 13
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Figure 13 (cont.)
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Figure 13 (cont.)
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Figure 13 (cont.)
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Figure 13 (cont.)
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Figure 14
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Figure 14 (cont.)

Unique high risk samples

100- —— High (all)

\ —— High (Multigene)
= —— High (Clinical risk)

LI N - —]

0 . i i H i
0 50 100 150 200
Progression free
survival (months)

Probability of Survival
3
t

Unique intermediate risk samples

100—:~- — Intermediate (all)

- Intermediate (Multigene)

Probability of Survival
(3]
2

0 : i i i 1
0 50 100 150 200
Progression free
survival (months)



WO 2025/114609 PCT/EP2024/084353
94 /186
Figure 14 (cont.)
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Figure 14 (cont.)
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Figure 15 (cont.)
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Figure 15 (cont.)
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Figure 15 (cont.)
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Figure 16

looo> (z9% 951
10000> (670c1°0)520
000> (701 10 €0}
1000> (91 ‘772) 08¢
100'0> (087 '98°1) €87
100°0> (077} '98°8) 07’2

87|

il i il

¥000  (99°0°10) L20

$0000  (16°0°09°0) %20
7000 (952 '8r1)6ee
¥00°0 (49766} 067
€000 (es7 7T h8L r
2000 (@01 10W 10

€000 (98¢ 'ec) @Nm

000
1000
000
1000
1250

)
2000 (8896192
980150990
0L 0k z0)
190°210) 20
§9°0 51 0) 150
L'170) €80
90uBJeloY
1000> (15767108
000> (5576210181
1000> (£2€'9¢'1)607
1000> (6le'set) 07

( )
)

(
(
(
8
(¢
(
£00°0 Mgm 9l eg)
(9
(
(
(
(9

10000> (067 9} 06¢

o e ——————————————————————

.

f

}

e R — s — e R e e e

i_

E - —

mmwi.ov (8/c7182) 118

onel piezeq

887 . . _ Joid L eInpojy
e — 89¢ Ywng (GiNVd PloJjusd 0] uochejpuo) xwvc_ leuiwn? emcmw —
897 21095 40N 0SIYd S| S
887 91008 0/INID S|P
oo aineubis sisAjohin
887 [EAAING DENL zdod) Bis oljogejey
e 166C _ms_oz&g&;_@_obcmﬂoﬁcw_ﬁ_mtooxemcow
66¢ 881008 ¢} HIVL
668 siydosineN
665 Rinnisusg quedejo
66¢ £0wsyo Tpeosu saseuny ono Sdvw
66¢ 81008 ¥gadAi00u0 YSIY
66¢ $l89 onpueq
66¢ LINXOA
668 0/3NT9 MSIY
66¢ edl=
66¢ 81008 HOY 0SINVd MSI| 3
e |6E  YUWNT OGSV PIOAUSD 0] UONB[BLIOY XSpUl [BUIWNT NjBUSS) >
= 781 Mo
87} ®lelpausiyl
BLL UBIH 97Oy} eippauLelu(TIvL g0 e ouesedg T qedfoouy Sl
66¢ IH104
66¢ 91008 199 YSIY
665 uonesefijoid ¢9ze6v.L QN
668 Bisqy uonouny Jo” ssoj Aemuied euojsejqounsy
66 Jloid L LeInpoly

81008 0/3INID MSI
EEIEN




PCT/EP2024/084353

WO 2025/114609

101/186
Figure 16 (cont.)
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Figure 17
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Figure 17 (cont.)
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Figure 17 (cont.)
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Figure 17 (cont.)
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Figure 18
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Figure 18 (cont.)
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Figure 18 (cont.)
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Figure 18 (cont.)
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Figure 18 (cont.)
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Figure 18 (cont.)
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Figure 18 (cont.)
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Figure 18 (cont.)
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Figure 19
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Figure 19 (cont.)
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Figure 19 (cont.)
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Figure 19 (cont.)
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Figure 19 (cont.)
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Figure 19 (cont.)
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Figure 19 (cont.)
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Figure 19 (cont.)
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Figure 20
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Figure 20 (cont.)
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Figure 20 (cont.)
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Figure 20 (cont.)
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Figure 20 (cont.)
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Figure 21
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Figure 21 (cont.)
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Figure 21 (cont.)
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Figure 21 (cont.)
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Figure 21 (cont.)
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Figure 21 (cont.)
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Figure 22 (cont.)
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Figure 22 (cont.)
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Figure 22 (cont.)
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Figure 22 (cont.)

» 0 -0
..m.
) i -00¢
m, 00¢ » .
o = -00v U
9 . -00Y =
a . -009
< L
2 %ok %k 009 % -008
o ok % %k 3k %k sk %k sk ok sk sk
ATV 3ISNOdSIY d9d 1S3

NIDOYLST MIVINTIVH VIASHO
sioylew usbouis3



PCT/EP2024/084353

WO 2025/114609

145/ 186
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Figure 22 (cont.)
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Figure 23
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Figure 23 (cont.)
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Figure 23 (cont.)
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Figure 23 (cont.)
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Figure 23 (cont.)
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Figure 23 (cont.)
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Figure 24
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Figure 24 (cont.)
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Figure 24 (cont.)
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Figure 24 (cont.)
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Figure 24 (cont.)
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Figure 25
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Figure 25 (cont.)
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Figure 25 (cont.)
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Figure 25 (cont.)
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Figure 25 (cont.)
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Figure 25 (cont.)
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Figure 26
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Figure 26 (cont.)
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Figure 26 (cont.)
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Figure 27 (cont.)
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Figure 27 (cont.)
b (cont)
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Figure 27 (cont.)
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Figure 27 (cont.)
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Figure 27 (cont.)
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Figure 27 (cont.)
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Figure 28 (cont.)
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Figure 28 (cont.)
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b Figure 29 (cont.)
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Figure 29 (cont.)
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Figure 30
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b Figure 30 (cont.)
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Figure 31
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Figure 31 (cont.)
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Figure 31 (cont.)
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