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Immunotherapy
in all CRC?
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Mutations per tumor

Mismatch-repair proficient colon cancers

Liquid Tumors
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MSI causes high immunogenicity

« Large local tumors

* Proximal localization

* Low frequency of distant metastases

« Dense infiltration with activated

cytotoxic lymphocytes

 Lymph follicles surrounding

the tumor (Crohn‘s like reaction)

B | POCDILG2
B HAVCR2

] PDCD1
B B B LAG3

ICOS

Buckowitz et al., Br J Cancer 2005, Marisa et al., J Natl/ Cancer Inst 2018

« Expression signatures indicative of

immune cell activation

Heidelberg University Hospital | 2024 | Matthias Kloor



Pembrolizumab in MMRd: Keynote 028
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Name of trial Phase Drug and dose Objective Disease control
of trial response rate >12weeks
rate indMMR indMMR
KEYNOTE 028 Phase Il  Pembrolizumab 40% 90%
Le etal.?8 10mg/kg every

14days

Le et al., Science 357, 409-413 (2017)
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KEYNOTE-164 Data

Key patient inclusion criteria
Locally advanced,
unresectable or
metastatic CRC
dMMR/MSI-H CRC by Pembrolizumab

Treatment for
approximately 2
years (35 cycles) or
until PD/toxicity/
withdrawal

IHC/PCR 200 mg q3w
21 prior line of therapy
ECOGPSOor1

(n=63) Primary Endpoint Secondary Endpoints
* ORR * DoR, PFS, OS, safety

Prior lines of therapy

Additional efficacy outcomes
mDoR = NR

mPFS =4.1 mo

12-mo PFS =41%

Change from baselre %

Median duration of follow-up
12.6 months (range 0.1-15.4)

UNIVERSIDAD AUTONOMA

Le D, et al. Ann Oncol. 2018:29(suppl 5). Abstract 0-021.
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Contrasting Pembrolizumab With Standard
Later-Line Therapies

CORRECT Triall@] RECOURSE Trial®  KEYNOTE-164lc
WEWEE) (N = 800) (N =63)
Regorafenib Placebo TAS-102 Placebo ,
S (i=500)  dn=253] (n=53a] [n=266) o onoizuman
ORR, % 1.0 0.4 1.6 0.4 32
mPFS, mo 1.9 W 2.0 1.7 4.1
mQOS, mo 6.4 5.0 7 L 5.3 NR*

*12.6 median duration of follow-up; 12-month OS rate was 76%.

a. Grothey A, et al. Lancet. 2013;381(9863):303-312.
b. Mayer RJ, et al. N Engl J Med. 2015;372(20):1909-1919.
c. Le D, et al. Ann Oncol. 2018:29(suppl! 5). Abstract 0-021.
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KEYNOTE-177 Study Design ncTo2563002

Kev Eligibility Criteria

*Confirmed MSI-H/
dMMR Stage IV CRC

*Treatment naive
*ECOGPSOor1
*Measurable disease

Pembrolizumab 200 mg Q3W

for up to 35 cycles

Investigator-Choice
Chemotherapya

MFOLFOX6 IV Q2W
OR mFOLFOX6 + BevacizumabP® IV
Q2W OR mFOLFOX6 + Cetuximab¢
IV Q2W
OR FOLFIRI IV Q2W

@
L

OR FOLFIRI + Bevacizumab 1V Q2W

OR FOLFIRI + Cetuximab 1V Q2W

e NEW ENGLAND
JOURNAL o MEDICINE

DECIMELE ¥ 20X

Pembrolizumab in Microsatellite-Instability-High Advanced
Colerectal Cancer

. 1. Ee
|, e

Until )
unacceptable Safety
_ \ toxicity, disease and
Optional crossover progression,or 4+ survival
ZtSOpem %g{/‘ﬂmab patient/physician follow-
mg or up -
to 35 cycles for Wcllt:COil;?%al —ted

patients with . I J
centrally verified PD

by RECIST v1.1,

central review /

* Co-primary endpoints: PFS per RECIST v1.1 by blinded independent central review (BICR) and OS

* Secondary endpoints: ORR per RECIST v1.1 by BICR, safety

* Tumor response assessed at week 9 and Q9W thereafter per RECIST v1.1 by BICR

André T et al; N Eng J Med 2020
Diaz L, et al Lancet Oncol 2022
Shiu KK et al; LBA32; Ann of Oncol 2023



Progression-free Survival, %

KEYNOTE-177: PFS and OS (5 year Follow up)

PFS
Events Median, mo HR
n/N (%) {95% CI) (95% CI)
Pembrolizumab 94/153 16.5
100 (61.4%:) (5.4-38.1) 0.60
90 Chemotherapy ~ 122/154 8.2 (0.45-0.79)
(79.2%) (6.2-10.3)
80
707 ! J-yr rate .
60 L 42.7% \ 5-yr rate
e i 13.4% | 34.0%
j 1 7.6%
40 a i
30 - E !
20 i
10 - | :
: : |I.I_I_I_.
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Overall Survival, %

100
90 —
80 —
70 —
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50 —
40 —
30 —
20 —

10

OS
Events Median, mo HR
niN (%) (95% Cl) (95% Cl)
Pembrolizumab 721153 115
(47.1%) (49.2-NR) 0.73
Chemotherapy  90/154 36.7 (0.53-0.99)
(58.4%) (27.6-65.3)
1 §-yr rate
i 54.8%

4 8 12

| | I | | | | | | | I | | | I I | | I I |
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Shiu KK et al; LBA32; Ann of Oncol 2023



MSHHAMMR mCCR: Single or Double checkpont innibitiont ?

. ﬁ
Anti-PDL1 alone 4
‘ .'ﬂ'., Anti-PDL1 and anti-CTL4
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CheckMate-142 Nivolumab-Ipilimumab
Combination Results

Previously treated ,
Nivolumab
metastatic or recurrent PreViou5|y treated
CRC Nivolumab + ipilimumab
MSI-H/dMMR per local
First line
Nivolumab + ipilimumab

laboratory
Nivolumab + ipilimumab

Histologically confirmed

Endpoint (N = 119)
ORR, % 55
12-wk DCR, % 80
mDoR, mo NR
6-mo DoR, % 83%
. A
diaz [

Overman MJ, et al. J Clin Oncol. 2018;36(8):773-779.



Nivolumab + ipilimumab vs chemo as first-line for MSI-
H/dAMMR mCRC: CheckMate 8HW study

Key eligibility criteria:

» Histologically confirmed
unresectable or metastatic CRC

* MSI-H/dMMR status by local
testing

» ECOGPSQor1

Stratification factors:
* Prior lines of treatment
{Ovs 1vs 2z 2)

* Primary tumor location
{right vs left)

Dual primary endpoints in patients with
centrally confirmed MSI-H/dMMR
statusd:

» PFS by BICR® (NIVO + IPI vs chemo in
the 1L setting)

NIVO 240 mg Q2W for 6 doses,

followed by NIVO 480 mg Q4wP

NIVO 240 mg + IPI 1 mg/kg Q3W for 4 doses, - PFS by BICR® (NIVO + IPI vs
followed by NIVO 480 mg Q4wb NIVO across all lines)
1L setting:
n = 202 I I e . ! Other select endpoints:
nvestigator’s choice chemo
gl  (MFOLFOX6 or FOLFIRI £ bevacizumab or
1L setting; cetuximab) « 0S; ORR by BICRe; PFS2 by BICRe; PROs

n =101

Treatment until disease progression,
unacceptable toxicity, withdrawal of consent
(all arms), or a maximum treatment duration of
2 years (NIVO and NIVO + [Pl arms only)

Andre T et al. Gastrointestinal Cancers Symposium 2024;Abst LBA768.
Lenz T et Al. ASCO 2024; Abst 3503



15t line for MSI-H/dMMR mCRC CheckMate 8HW: PFS

1L centrally confirmed NIVO + IPI Chemo
MSI-H/dMMR (n=171) (n =84)
Median PFS,2P mo NR 59
95% ClI 38.4-NE 44-78
= 100 HR (97.91% CI) 0.21 (0.13-0.35)
. 0 . . =
& 90 - 12-month rate
7; 80 - 24-month rate P value <0.0001
T 70 - —
- '_l—l
2 60 4 72%
o 50 NIVO + IPI
o
= 40 1
o
‘30 4
17, ]
20 - 14%
g” a0 &
a 10 - Chemo
0
0 3 6 9 12 15 18 21 24 27 30 33 36 39 42 45 48
No. at risk
NIVO +IPI 171 144 132 122 108 a5 92 77 64 53 42 37 22 10 9 1 0
Chemo 84 53 29 20 10 6 5 5 3 2 0 0 0 0 0 1] 0

< PFS benefit with NIVO + IPI vs chemo was robust and consistent across the sensitivity and supportive analyses, including
PFS by BICR in 1L all randomized patients (HR, 0.32; 95% Cl, 0.23-0.46)

Andre T et al. Gastrointestinal Cancers Symposium 2024;Abst LBA768. Lenz T et Al. ASCO 2024; Abst 3503
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Nivolumab Plus Ipilimumab in DNA MMRd/MSI-H in mCRC
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https://doi.org/10.1200/JC0O.2017.76.9901



First results of the CheckMate 8HW study

PFS subgroup analysis

Median PFS,*mo

Category (1L centrally : ¢ Unstratified
confirmed MSI-H/dMMR) Subgroup ‘ NIVO « IPI HR Unstratified HR (95% Cl)
Overall (N = 255) NR 5.9 0.21 o !
Age, years <65 (n = 138) NR 5.7 0.19 L 2 -
> 65 (n = 117) NR 5.9 0.24 —— )
Sex male (n = 117) NR 5.9 0.19 . S \
Female (n = 138) MR 6.2 0.22 —— -
Region US/Canada/Europe (n = 167) NR 5.7 0.27 7 :
Asia (n = 28) NR 7.4 0.03 « ¢ '.
Rest of world (n = 60) NR 6.2 0.16 & :
ECOG PS 0 (n=142) NR 9.0 0.22 —_—— E
z21(n=113) NR 4.2 0.20 — |
Tumor sidedness Left (n = 70) NR 4.4 0.22 & )
Right (n = 185) NR 7.1 0.21 & !
Il.iver metastases® Yes (n = 87) NR 5.9 0.1 L 2 ;
No (n = 166) NR 5.4 0.28 —— I ]
Lung metastases+ Yes (n = 53) 13.2 4.9 0.40 ———— |
No (n = 200) NR 6.2 0.16 —— :
Peritoneal metastases® Yes (n = 115) NR 4.4 0.19 — :
No (n = 138) NR 7.4 0.23 ———— :
Tumor cell PD-L1 expression = 1% (n = 55) NR 3.4 0.11 * |
<1% (n= 191) NR 6.5 0.22 s P - E
BRAF/KRAS/NRAS mutation BRAF/KRAS/NRAS all wild type (n = 58) 34.3 5.4 0.08 * |
status BRAF mutant (n = 72) NR 9.2 0.37 * |
KRAS or NRAS mutant (n = 45) NR 5.7 0.24 * :
Unknown (n = 74) NR 4.9 0.17 * :
Lynch syndrome Yes (n = 31) NR 7.4 0.28 * E
No (n = 152) NR 6.2 0.25 —— \
Unknown {n = 66) NR 5.5 0.13 L 2 '

*Per BICR. 002 003 006 013 02 050 1,0 '

8
ig

NIVO + 1Pl 4— Chem



Liver metastases in CRC

e Liveris the most common metastatic site

CRC liver mets are high in
for CRC immunosuppressive macrophages
* >50% of pts develop liver mets and neutrophils
LM LM LM
high high high
. . . . SPP1* . MRC1+* CCL18*
* Liver mets associated with worse prognosis g  meeropages Nediopnls g macrophages
. B 3 2
and non-response to current 10 regimens  § 3 X g .
Y 1 g o
§ 00 0 g 0 g &
. . . . o \0(\ O-AQ} & \0(\ 0-4‘?} \/%\ d'f 0\0(\ '\\AQ} V.
* Immune evasion associated with liver mets  * & ¥ & &5 G
& S & L& S :
poorly understood S A

Wu et al, Cancer Discov 2022



Improved antigenicity with neoadjuvant 10

Praposed raticnale for adjuvant immunatherapy

B« larger amount of antigens

* Tumor draining lymph nodes in situ

,, * Larger pool of tumor-reactive T cells +
o6 expansion of more tumor-resident T
cell clones

Versluis et al, Nat Med 2020; Blank et al, Nat Med, 2018



How the NICHE study started

dMMR: MMR deficient
pMMR: MMR proficient

First cycle

Nivolumab 3 mg/kg +
ipilimumab 1mg/kg

Tissue, plasma +
PBMC

Chalabi et al, Nat Med 2020, ESMO 2022

Second cycle
Nivolumab 3mg/kg

Y
Plasma + PBMC

A
Tissue, plasma +
PBMC

Window of opportunity study

Exploratory

Use TR to improve 10 for CRC

Will it work..?

v
Plasma + PBMC
(follow-up)

Nivolumab = anti-PD1
Ipilimumab = anti-CTLA4



Histopathological tumor regression (%)

First results NICHE dMMR + pMMR cohorts

Nivolumahb Ipilimumab + nivolumab

LA S

w % -
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=100
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EEE BN Em “Celecoxib

O1 W2
w304
Il Not available

Tumor subtype
B dMMR
B pMMR

QE,ILS,I;EMMMW medicine

W) Check for updates

Neoadjuvant immunotherapy leads to pathological
responses in MMR-proficient and MMR-deficient
early-stage colon cancers

Myriam Chalabi®"23%, Lorenzo F. Fanchi**7, Krijn K. Dijkstra?>*", José G. Van den Berg>",

Arend G. Aalbers®, Karolina Sikorska’, Marta Lopez-Yurda’, Cecile Grootscholten', Geerard L. Beets%,
Petur Snaebjornsson >3, Monique Maas'®, Marjolijn Mertz", Vivien Veninga?#, Gergana Bounova**,
Annegien Broeks', Regina G. Beets-Tan®'°, Thomas R. de Wijkerslooth', Anja U. van Lent,

Hendrik A. Marsman', Elvira Nuijten’, Niels F. Kok®, Maria Kuiper', Wieke H. Verbeek’,

Marleen Kok 3%, Monique E. Van Leerdam’, Ton N. Schumacher®2#4, Emile E. Voest 24175

and John B. Haanen 237

« dMMR cohort (n=21): 100%

pathologic responses and 60%
pathologic complete responses

 pPMMR cohort (n=15): 27% (4/15)

pathologic responses



NICHE-2: Biomarker driven neoadjuvant IO
In locally advanced MMR-deficient

colon cancers

*  95% MPR; 67% pCR

Tizzue, plasma Plasma + PEMC Tizzue, plasma + Plasma + PEMC

PEMC PEMC {lellow-up}

~ 07

=)

P
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o

o

O -40-
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Only 3 patients received adjuvant chemotherapy.

Chalabi et al, ESMO 2022 MPR = major pathologic response = < 10% residual viable tumor At the time Of presentation’ media n fO”OW-Up Of 13

months and O recurrences.



Neoadjuvant anti-PD1 in dMMR rectal cancer

Residual o s
disease urgery
: > Residual ChemoRT
Radiologic S Clinical
and . complete
> endoscc?plc response
evaluation
Clinical v
complete .| Non-operative follow
response up every 4 months

Cercek et al, NEIJM 2022, JSMO 2023



Neoadjuvant anti-PD1 in dMMR rectal cancer

-100% cCR with 6 months of dostarlimab
monotherapy
- 0% underwent RT, CRTx and/or surgery

= 0-al 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19 20 21 22 23
o
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= =29
)

@

c -50-
2

m 2 -
o -7
=

c

o -100-

Cercek et al, NEIJM 2023, JSMO 2023



What’s next for dMMR tumors?

Testing new combinations within NICHE trial

NICHE MMR deficient tumors Ongoing translational research

Circulating tumor DNA dynamics
Response assessment using PET
NIVO + RELA Future organ preservation?

(NICHE-3) strategies
Interrogate responses in dMMR subsets
(BRAFmt, Lynch vs non-Lynch, type of dMMR)

Accrual complete Accruing Organ-sparing study
2x combination in preparation
4 weekly dose

8 weeks to surgery




NICHE-3: neoadjuvant nivo + rela in dMMR colon cancers

Nivolumab 480mg +

Relatlimab 480mg

mm
Tissue, Plasma, Tissue, Plasma,
Plasma, PMBC Plasma, PMBC
PMBC PMBC

Compared to NICHE-2 with nivo/ipi: difference in treatment doses, scheduling and timing of surgery
Only 5% grade 3 irAE, yet 21% endocrinopathies requiring long-term supplementation

Nature Medicine | Volume 30 | November 2024 | 3284—-3290



Neoadjuvant nivolumab and relatlimab nature medicine
inlocally advanced MMR-deficient colon
cancer: aphase2trial

. . i B Complete response [] Partial response
Lymph node status [l Negative [l Positive Pathologic response, P P P

primary tumor B Major response [l No response

0% U
H Pathologic response (RVT) Full cohortn=59
-20%
Yes (<50%) 57 (97%)
-40% Major (<10%) 54 (92%)
60% Complete (0%) 40 (68%)
- Partial (11-50%) 3(5%)
-80% o
_______ - No (>50%) 2 (3%)
-100%
1.0 4 Hr—wbn_ L i : c 1.0 H T ———————H -
E“ 0.8 - 0.8
= [4]
bl >
30 =
>
g 0.6 S 0.6
0 2
T 0.4- ® 0.4
1] Pt
§ 2
2 02 © 02
(]
0 - 0 |
0 2 4 6 8 10 12 14 0 2 4 6 8 10 12 14
- - TAIW
Months since surqgery Months since enrollment {!—. izt Fundacion UNIVERSIIDJ:\DA[A%JTONO\M
Nature Medicine | Volume 30 | November 2024 | 3284-3290 JB Jiménez Diaz [RegP ey




-~ More insights in MSI-H?
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Mismatch recognition and repair

(a) Mismatch recognition

MutS MutSB

Nascent Nascent

Parental Parental
Base-base mispair 1-bp IDL
1-bp IDL l 2-4 bp IDL

MutS Homolog: MSH
MutL Homolog: MLH

(b) Recruitment of MLH1-PMS2

LA
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Differential Responses to Immune Checkpoint Inhibitors
are Governed by Diverse Mismatch Repair Gene

Alterations
1.0 _
—— CRC MutS Co-Loss : 32
= CRC MutL Co-Loss : 184
0.8-
MutS
——Ht MutS: Recognition
0.6- MutL: Repair
MutL
0.4- 1 1 | A 1 1
= ¥ W 1
Start of ICl Treatment = Last contact
0.2. CRC MutS Co-Loss vs. MutL Co-Loss
HR =0.378 (95% Cl: 0.174-0.821), P =0.011
mOS: inf days (MutS) vs. 1,079 days (MutlL)
0.0 : r r - :
0 500 1,000 1,500 2,000 LA -
m—
s e, e el ey hospital P .! :'."J
vime s A oo
Clin Cancer Res 2024:30:1906—15 URILEIY




pPCR in dMMR tumors: TMB and B2M

pCR not associated with TMB Responses/pCR in B2Mmt dMMR tumors
A B
) G
All Patients
g 100- g 100- G
g § 0.64
= = 2
- 207 = 504 ;
0.2
0 0 0.0 : '
(N=107) Non-pCR bCR B2t B2V

(N=34) (N=73)

Chalabi et al, NEJM 2024



MMR deficiency and antigen presentation defects
The role of gamma delta T cells

Article

cancerswith HLA class I defects

YO T cells are effectors ofimmunotherapyin

https://doi.org/10.1038/s41586-022-05593-1
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M Check for updates

vd T cells
P=0.016
125= m
1004 P=0.032
L [ p— |
£ 754 =
)
o 50+
&)
25-
0 Ll
Pre-ICB Post-ICB

DNAmismatch repair-deficient (MMR-d) cancers presentan abundance of

neoantigens thatis thought to explain their exceptional responsiveness to immune
checkpoint hlockade (ICBY". Here, in contrast to other cancer types'”, we observed

De Vries, Van de Haar, Veninga, Chalabi et. al, Nature 2023

PDTO-1 WT PDTO-1 B2M-KO
MSI CRC IFNy* ] IFNy*
organoids/cell lines = 1.40
B2M knockout +/-
* Ratio 1:1 LAC I~ M7 i 7 Lt eI 7 T B
* . i-PD-1
X + anti PDTO-2 WT PDTO-2 B2M-KO
X ) IFNy* ‘ Ny
R0 0.33 2.90
[, ] N .
PD-1* y6 T cells
(isolated from MSI tumors)
CD56* NK cells CD4* T cells CD8* T cells
N P=0.69 P=0.15 P=0.69
200 [ 1500+ ™~ 2000+ I 1
1504 1500+
1000=
1004 fo8d P=0.55 1000+
o 500 P=0.42
= u =0.
o
O | ] 1 C ] | |
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RAS™t MSI-H CRC Tumors are Less Inflamed
than RAS“tTumors

RAST

100% - RAGT 100% -
1)) (1))
T 80%- = 80%-
Q QO
. 60%- e 60%- p=0.014
) £)
< 40% © 0%
o\o 0 o\o 0 1

20% -

20% 1 ‘
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TATR
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% Prevalence

Association Between KRAS%12C tumor mutational
burden-high

60 -

40 -

1) =

- KRASnOD-G12C

Bl KRAS®'*C
- KRAS-WT

TMB-High MSI-

* % %
* % %

igh PD-L1-Positive

Salem ME. et al. JCO Precis Oncol.2022
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| What happen In
- Polymerase-6/c mutant?
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POL-¢ & POL-5

Pol ¢

Pol
Fidelity

leading strand

Proofreading

Damage
B)&Pass. lagging strand ™S
or mepalir
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Immune checkpoint inhibitors for POLE or POLD1
proofreading-deficient metastatic colorectal cancer
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PFS (%)

Immune checkpoint inhibitors for POLE or POLD1
proofreading-deficient metastatic colorectal cancer

Strata == dMMR/MS|=H == POLE/D1pd E Strata == dMMR/MS|=H =$= POLE/D1pd
1.00- 1.00-
| POLE/D1 pOLE/D1
0.75- 0.754
W MSI-H MSI-H
'y <
0.501 HR 0.24 (95% CI 0.08-0.74) ~°-m' 0.501 HR 0.38 (95% CI 0.12-1.18)
P=0.01 8 P=0.09
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= Any option in CRC MSS?
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New CTLA-4 & PD-L1 inhibitors: Botensilimab + Balstilimab

BOT + BAL (all treated patients) Prior regorafenib, n (%) 30 (20)
10r 2 mg kg™ BOT + BAL orior trifluridine/tioiracil. 1 (% o4 (16
n =148 rior trifluridine/tipiracil, n (%) (16)
Prior regorafenib as well as trifluridine/ 43 (29)
tipiracil, n (%)
Prior bevacizumab, n (%) 120 (81)
Prior bevacizumab/trifluridine/ 14 (9)
tipiracil, n (%)
Response evaluable Secondary expansion Prior radiotherapy, n (%) 64 (43)
>6 months follow-up <6 months follow-up Multiple metastatic sites, n (%) 100 (68)
n =101 n=4j Peritoneal disease, n (%) 62 (42)
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nature medicine
New CTLA-4 & PD-L1 inhibitors: Botensilimab + Balstilimab
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nature medicine
New CTLA-4 & PD-L1 inhibitors: Botensilimab + Balstilimab
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nature medicine
New CTLA-4 & PD-L1 inhibitors: Botensilimab + Balstilimab
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ATEZOTRIBE:
FOLFOXIRI + Beva + Atezo

Patients enrolled and randomly assigned

(N =218)
Assigned to the control group Assigned to the experimental group
(n=173) (n = 145)
Never treated __| | Never treated (n=1)
(n=1) Died before treatment (n=2)
Received first-line FOLFOXIRI plus bev Received first-line FOLFOXIRI plus bev and atezo
(n=72) (n =142)
Immunoscore IC MMR
analysis population analysis population
(n =57) (n=142)
TMB
analysis population
(n=90)
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ATEZOTRIBE: FOLFOXIRI + Beva + Atezo
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Group

- — = Control Immunoscore IC low

HR (95% CI)

Reference

Events/Total

1.00 (0.48 to 2.08) 10/16

25/36

Experimental Immunoscore IC high 0.42 (0.21 to 0.85) 11/31

— — — Experimental Immunoscore IC low 0.99 (0.60 to 1.62) 42/64

Median (95% Cl)
25.7 (9.8 to NE)
29.2 (19.9to 36.8)
NR (33.0 to NE)
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ATEZOTRIBE: FOLFOXIRI + Beva + Atezo
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Group HR (95% ClI) Events/Total
—_— Control Immunoscore IC high 1.06 (0.56 to 2.04) 13/16
- —— Control Immunoscore IC low Reference 31/36
Experimental Inmunoscore IC high 0.54 (0.31 to 0.94) 21/31
— — — Experimental Immunoscore IC low 1.09 (0.70 to 1.69) 56/64

Log-rank P value: .041
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Pembrolizumab + Binimetinib + Bevacizumab
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Pembrolizumab + Binimetinib + Bevacizumab

Risk:

Subjects At Risk for Tumor Progression
50 28 12 5 3 2 1 1 1 0
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Risk:

Subjects At Risk for Death
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Anti-P D-1 (Sintilimab) L H DACi (Chidamide) Characteristics Total (n=48) Sintilimab  Sintilimab

+chidamide +chidamide

+ Bevacizumab in MSS CRC T
Primary site, n (%)
Right half 13 (271) 7(30.4) 6 (24.0)
Left half 35(72.9) 16 (69.6) 19 (76.0)
Metastatic lesions, n (%)
Liver 26 (54.2) 12(52.2) 14 (56.0)
48 patients randomized
Lung 33(68.8) 16 (69.6) 17(68.0)
Lymph node 26 (54.2) 13 (56.5) 13(52.0)
1 l Bone 7(146) 2(87) 5(20.0)
Others 17 (35.4) 10(43.5) 7(28.0)
23 assigned to 25 assigned to sintilimab RAS/BRAF status, n (%)
sintilimab + chidamide group + chidamide + bevacizumab group RAS/BRAF% wild-type 24(50.0) 12(52.2) 12 (48.0)
RAS mutant 20 (41.7) 9(39.1) 11(44.0)
BRAFY5%% mutant 1(21) 1(4.3) 0(0.0)
Prior therapeutic agents, n (%)
Fluoropyrimidine 48 (100.0) 23(100.0) 25 (100.0)
Oxaliplatin 45 (93.8) 21(91.3) 24 (96.0)
Irinotecan 45(93.8) 23(100.0) 22(88.0)
Bevacizumab 40 (83.3) 22 (95.7) 18 (72.0)
Cetuximab 22(45.8) 13 (56.5) 9(36.0)
Regorafenib 6(12.5) 3(13.0) 3(12.0)
Fruguintinib 6(12.5) 3(13.0) 3(12.0)
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Anti-PD-1 (Sintilimab) + HDACIi (Chidamide)
+ Bevacizumab in MSS CRC

Progression-free survival

Subgroup mPFS (months) Unstratified HR (95%Cl) P for interaction
Triplet Doublet
Overall (n = 48) 7.3 1.5 0.43 (0.23 - 0.80) - 0.083
Age, years 0.265
<55 (n = 23) 10.1 16 0.29 (0.11 - 0.78) -
=55 (n = 25) 6.7 15 0.68 (0.30 - 1.57) ——
Gender 0.034
1.00 - == Doublet Male (n = 32) 6.0 37 0.64 (0.30 - 1.40) ——
. Female (n = 16) 97 1.4 0.08 (0.01 - 0.62) —a—
== Triplet ECOG 0.352
P 0 _ 0(n=11) 87 42 0.67 (0.18 - 2.51) —a—
Hazard ratio: 0.43 (95% CI, 0.23-0.80) =37 > . 035 (017 - 0.73) iy
0.75 P =0.006 Primary site 0.003
Right half (n = 13) NR 1.4 0.08 (0.01 - 0.70) —
Left half (n = 35) 51 3.1 0.66 (0.32 - 1.35) -
Liver metastases 0.154
0.50 - Yes (n = 26) 7.3 1.4 0.24 (0.09 - 0.59) -
No (n = 22) 8.7 3.7 0.52 (0.20 - 1.39) —a—
Lung metastases 0.278
Yes (n = 33) 8.0 15 0.35(0.16 - 0.78) .
No (n = 15) 29 1.5 0.85 (0.28 - 2.56) —a—
0.25 4 Lymph node metastases 0.396
= Zorh Yes (n = 26) 8.4 1.5 0.32(0.13 - 0.79) -
No (n = 22) 39 20 0.59 (0.24 - 1.44) -
RAS status® 0.381
| I— RAS wild-type (n = 25) 5.1 2.1 0.58 (0.24 - 1.42) ——
0 RAS mutant (n = 20) 8.8 15 0.20 (0.07 - 0.59) i
T T T T T T T T T Bevacizumab previously used 0.989
0 3 6 9 12 15 18 21 24 Yes (1 = 40) 8.4 15 0.39 (0.20 - 0.79) ]
No (n = 8) 35 15 0.38 (0.03 - 4.28) —a—
Previous treatment lines 0.407
<3 (n=25) 6.7 1.5 0.56 (0.23 - 1.35) -
>3 (n = 23) 7.9 1.6 0.24 (0.09 - 0.65) -
001 010 100 10
Favor Triplet Favor Doublet
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Phase Il trial of TGFR Type | Receptor Inhibitor,
Galunisertib plus Neoadjuvant CHT-RT in LARC
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Phase Il trial of TGFR Type | Receptor Inhibitor,
Galunisertib plus Neoadjuvant CHT-RT in LARC

Neoadjuvant therapy ¢CR —— mFOLFOX6 HLl—)

1 15 30 43 57 Response
galunisertib galunisertib assessment
7y 2-4 wKks later,
ChemcRT. 50.4-54Gy + 5-FU or then g3m x 2y,
Day 0: -
B_ﬁl::';:a?y capecitahine (Day 15-57) assef:rr;se?]t <cCR —> gquI;ery then g6m
Day 15: 5-9 wks later
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Phase Il trial of TGFR Type | Receptor Inhibitor,
Galunisertib plus Neoadjuvant CHT-RT in LARC
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_.And in Homologous Recombination
Deficiency (HRD)?
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DNA repair-dependent immunogenic liabilities in mCRC: HRD

Immunogenic
cell death and
autophagy
| Stim.Mo: -
Cancer cells :;:er?'tig(r:ecells | Stimulatory \( CTLA-4 - cGAS
monocytes ——
Sup.Mo: "'l
Mature X P
CD8+ T cells dendritic cells Suppressive E - Chemotherapy STING
monocytes &
Momiary Regulatory T cells PD-1 Q ATR inhibitor 2 Phospho IRF3
CD8+ T cells 9 Y : (P} P
CD4+ T cells ?;fst'"g naturat killer W( PD-L1 @ Fareinhibitor 9 g;‘r"‘fl‘;'"g
v8 T cells :ecltlglated BRRrelkkon ]{ LAG-3 Radiotherapy ® Lr:g:g}:ry
TILS

Me: Macrophages *. MHC class | gfé’ ICB Autophagosome

Modulation of
immune
checkpoints

Neoantigen
generation

[I' L. | eps Fundacion m
Jiménez Diaz U EEn

v

British Journal of Cancer (2024) 131:1576-1590



Median signature scores

70 =

60 - LOH: loss of heterozygosity
50 HRD LST: large-scale state transitions
TAIl: telomeric allelic imbalance
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. «.New 10 directions in CRC
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CEA-CD3 bispecific antibody cibisatamab
with or without atezolizumab in patients
with CEA-positive solid tumours
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CEA-CD3 bispecific antibody cibisatamab
with or without atezolizumab in patients
with CEA-positive solid tumours

a

All MSS-

CRC (n=187)
ORR, n (%) 13 (7.0)
90% CI [4.2,10.8)
CR, n (%) 0 <
90% CI [0.0, 1.6] ¥
PR, n (%) 13 (7.0) =
90% CI [4.2,10.8] =
SD, n (%) 68 (36.4) E
90% CI [30.5, 42.6] u
PD, n (%) 88 (47.1)
90% ClI [40.9, 53.3]
NE, n (%) 18 (9.6)
DCR, n (%) 81 (43.3)
90% ClI [37.2, 49.6]

Nature Communications | ( 2024) 15:4091
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JAMA Oncology | Original Investigation

Chimeric Antigen Receptor T Cells Targeting CD19 and GCC
in Metastatic Colorectal Cancer
A Nonrandomized Clinical Trial

Mediators:
Actions:

Guanylate Cyclase-C
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JAMA Oncology | Original Investigation

Chimeric Antigen Receptor T Cells Targeting CD19 and GCC

in Metastatic Colorectal Cancer 25 Patients with mCRC screened
A Nonrandomized Clinical Trial

10 Patients ineligible
> 3 Negative for GCC
7 Did not meet the inclusion criteria

A\

15 Patients enrolled and underwent leukapheresis

v

15 Patients underwent lymphodepleting chemotherapy

« Fludarabine, 30 mg, per square meter of body
surface area

¢ Cyclophosphamide, 300 mg, per square meter
of body surface area

v

15 Patients treated with GCC19CART
8 Treated with GCC19CART (1 x 10 cells/kg)
7 Treated with GCC19CART (2 x 108 cells/kg)
* |npatient hospitalization

* Prophylactic treatment with pegylated
granulocyte colony-stimulating factor

v

Evaluation period
o Week 2 (x2d)

e Weelkd (x3d)

* Month 2 (+1 wk)
* Month 3 (+1 wk)

y

Long-term follow-up period
* Every 3 mo (+ 2 wk) until month 18

¢ Every 6 mo (+ 1 mo) from month 24
to month 60

JAMA Oncol. doi:10.1001/jamaoncol.2024.3891
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JAMA Oncology | Original Investigation

Chimeric Antigen Receptor T Cells Targeting CD19 and GCC
in Metastatic Colorectal Cancer
A Nonrandomized Clinical Trial

A | Progression-free survival B | Overall survival
100 100
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Individualized, heterologous chimpanzee
adenovirus and self-amplifying mRNA neoantigen
vaccine for advanced metastatic solid tumors:

phase 1 trial interim results
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Individualized, heterologous chimpanzee
adenovirus and self-amplifying mRNA neoantigen
vaccine for advanced metastatic solid tumors:
phase 1 trial interim results

nature.,
medicine
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Lymph-node-targeted, mKRAS-specific

nature medicine

amphiphile vaccine in pancreatic and

colorectal cancer:the phasel

AMPLIFY-201 trial
Prior Therapy Screening Period
i mKRAS+
P
. G12R+ or
Locoregional G12D+
Therapy: LT\
Surgery # NED 3
* | Imaging Negative |
Neoadjuvant /
Adjuvant MRD+
Chemotherapy ctDNA+or B
serum
biomarker+

Nature Medicine | Volume 30 | February 2024 | 531-542

@ Amph-Peptides 2P 1.4 mg + 0.1, 0.5, 2.5, 5 or 10 mg Amph-CpG-7909
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Immunization

No Dosing Booster Follow-up

Period Immunization Period
... x ] I
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unveshars Fundacion ]—m@_
). Jiménez Diaz | UNIVERSIDAD AUTONOMA

Dose

Y




Lymph-node-targeted, mKRAS-specific nature medicine
amphiphile vaccine in pancreatic and

colorectal cancer:the phasel

AMPLIFY-201 trial

. Cohort 1: 0.1 mg

. Cohort 2: 0.5 mg
Cohort 3: 2.5 mg

. Cohort 4: 5.0 mg
. Cohort 5: 10.0 mg

Best overall biomarker response
(% of baseline)

T
1 2 3 4 6 17 7 25 8 23 9 24 5 10 1M 13 14 12 15 18 22 16 20 19 21

TumortypePPPPPPPPPPPPPPPPPPPP P |PDAC e} CRC
D D |D

R D |G12D R |GI2R

KRAS (D (D (D |D (D |D (D |R|R|D|(D|D|(D|D|D|D|R|D|R|D|D

Nature Medicine

Volume 30 | February 2024 | 531-542
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Lymph-node-targeted, mKRAS-specific nature medicine
amphiphile vaccine in pancreatic and

colorectal cancer:the phasel
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- mCRC MSI-H:

e anti-PD-1 (Pembrolizumab)

 anti-PD-1 (Nivolumab) + anti-CTLA4 (Ipilimumab)
— Rectal carcinoma MSI-H: anti-PD-1 +/- anti-LAG-3

| e MSS
i — Not enough evidences yet
@ '_ e POLE/D1
) — Significant benefit of 10
. % e HRD:
2 . . . - Potential benefit of 10
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