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Where might ctDNA have a role in CRC care?

* Early detection

* ctDNA-guided adjuvant therapy
* Treatment de-escalation
* Treatment escalation

* Risk stratification for neoadjuvant therapy
* Monitoring biomarker during (palliative) therapy
* Dynamic biomarker assessment
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ctDNA-guided adjuvant therapy:
What’s wrong with the status quo?

“High-risk” Stage 2 Stage 3

100 100
Surgery + No benefit from
/ChemO adjuvant chemo
Surgery + 30% No benefit from
. 5 Cured by surgery 80 chemo adjuvant chemo
/ + chemotherapy /
Surgery
alone
o 60 20% Cured by surgery
/ + chemotherapy
N Surgery
E/L) alone
40 Already cured by a 40
surgery
Already cured by
i 20 surgery
0 T T T 1 0 T T T 1
0 1 2 3 4 5 0 ! 2 3 ‘ °



ctDNA-guided adjuvant therapy: DYNAMIC

* Phase Il RCT, non-inferiority

ctDNA-Guided Standard-

Management Group
N=153

* Stage |l colon or rectal (no neoadj Rx)

* Randomisation 2:1
* ctDNA-guided vs SOC
* Chemo regimen: physician’s choice

Clinicopathological Criteria

e Tumour-informed ctDNA — .
* 4 and 7 weeks post-op \ ’ @ @
° 10 endpoint: RFS at 2yrS ctDN(;\SIRI:uIts ctDNeEZ:avsilts

* Key 2°endpoint: Rx with adj chemo

Tie et al. NEJM, 2022



Percentage of Patients

ctDNA-guided adjuvant de-escalation: DYNAMIC

2-Year Recurrence-free Survival

Absolute difference, 1.1 percentage points; 95% Cl, —4.1 to 6.2 i i
iy 4 y Adjuvant Chemotherapy Received

Noninferiority margin, -8.5 percentage points 100
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93.5 92.4 Relative risk, 1.82; 95% Cl, 1.25 to 2.65
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Tie et al. NEJM, 2022



Table 2. Treatment Delivery and Adherence.*

ctDNA-guided adjuvant de-escalation: DYNAMIC

Standard ctDNA-Guided
Management =~ Management Relative Risk

Treatment Characteristic (N=147) (N=294) (95% ClI)
Adjuvant chemotherapy received — no. (%)

No 106 (72) 249 (85)

Yes 41 (28) 45 (15)  1.82 (1.25-2.65)
Chemotherapy regimen received — no./total no. (%)

Oxaliplatin-based doublet 4/41 (10) 28/45 (62)

Single-agent fluoropyrimidine 37/41 (90) 17/45 (38)  2.39 (1.62-3.52)
Median time from surgery to start of chemotherapy (IQR) — days 53 (49-61) 83 (76-89)
Median treatment duration (IQR) — wk 24 (21-24) 24 (19-24)
Reason for stopping chemotherapy — no./total no. (%)

Completion of planned treatment 32/41 (78) 38/45 (34)

Disease relapse 1/41 (2) 0/45 (0)

Patient request 1/41 (2) 1/45 (2)

Toxic effects 7/41 (17) 6/45 (13)
Percentage of full dose delivered

Mean 77+26 74124

Median (IQR) 84 (64-100) 78 (56-100)

Tie et al. NEJM, 2022



Stage Il “high-risk disease”

ctDNA-guided adjuvant de-escalation: DYNAMIC

ctDNA-Guided Patients

= pPMMR and >1:

pT4

Poor tumour
differentiation

Lymph node yield <12
Lymphovascular invasion

Tumour perforation, or
bowel obstruction

Recurrence-free survival

100%-

90%-

80%-

70%

60%

50%

—:‘L':‘_I 97.4% 96.7%
e o & 1
89.7%
b 86.4%
S 85.1% -
HR (95% CI)
=~ negative ctDNA & Low clinical risk 1
negative ctDNA & High clinical risk 3.04 (1.26, 7.34)
-~ positive ctDNA 3.69 (1.39, 9.87)
6 é ' 1I2 I 1'8 I 214 3l0 3[6 l 4'2 I 418
Follow-up time (months)
Numbers at risk
156 154 150 149 142 109 90 64 34
45 45 42 39 36 36 22 16 9

Tie et al. NEJM, 2022



ctDNA-guided adjuvant de-escalation: TRACC

High risk stage I11/111 CRC (pathological)
N=1620

TRACC Part C Consent

Randomisation 1:1 * Phase lll non-inferiority RCT

« Tumour-naive ctDNA at 4-8 weeks

| sustifcation - post-op (Guardant Reveal®)

[ Standard of care } o APy T (A CLDNA guided

Arm (n=810) us left col um \ Arm (n=810) ) 0 o .

* 1° endpoint: 3yr DFS
v ¥

/

Capecitab L J { }

for 6 month ctDNA negative ctDNA positive

CAPOX for 3
months
De-escalate treatment, Adjuvant treatment

escalate/start if ctDNA becomes
K / positive at month 3




ctDNA adjuvant trial designs

Dobbin et al. J Immunotherapy of Cancer, 2016



ctDNA-guided adjuvant escalation: PEGASUS

ADJUVANT PHASE POST-ADJUVANT PHASE

LB
/ CtDNA +/+

FOLFIRI

6 months®

LB R CAPOX / CAPE 1 cycle
CtDNA + 3 months / /
\ CAPE 4d ) ‘.
(7] ctDNA +I- 3 cycles
%) :
E : Post- Adjuva nt LB @ @
L i atC1D1CAPE
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= c H LB after 1 cycle of from #3 or at the
< (10} Post Surgery LB H treatment, end of treatment?!
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= <
=9
% 3
© O i . CAPOX
S i CtDNA -/+ 6 months!
) to
N=140 LB —_ CAPE 3 weeks turn-around
CtDNA - 6 months 5

- - — i Post- Adjuvant
1. Oratinterruption due to unacceptable toxicity LB after 1 cycle of :
treatment

IoN .:, 2 4
oY e —— 5

o Collection for Prospective Analysis (Just-In-Time)
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Lonardi et al. ESMO Congress, 2023
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ctDNA-guided adjuvant escalation: PEGASUS

Median follow-up:
24.2 months

Post FOLFIRI

E
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Lonardi et al. ESMO Congress, 2023



(PEGASUS additional learning point)

22 relapses: 10 in ctDNA negative and 12 in ctDNA positive patients

10— Bl ctDNA not detected
9+ Bl CctDNA detected
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Lonardi et al. ESMO Congress, 2023



ctDNA-guided adjuvant escalation: ERASE-CRC

*pending results of ct-DNA analysis,
up to 2 cycles of FOLFOX/CAPOX are
allowed to start the adjuvant
treatment within 8-10 weeks after

surgery

Positive
ct-DNA

Resected stage
11l or high-risk

#

ct-DNA
assessment

Part1*
Adjuvant phase Il randomized trial

(N=150)
FOLFOX (12 cycles)
or
CAPOX (8 cycles)

(N=150)
FOLFOXIRI
(12 cycles)

ct-DNA
assessment

\( Follow up

Adjuvant non-randomized cohort

1

Resected stage Il or high-risk
stage Il colon cancer

FOLFOX/CAPOX
(3 to 6 months)

L

ct-DNA assessment

¥

" 4

Positive
ct-DNA

4
-

stage Il colon

cancer

jo ased u|

HER2+/RAS wt

=

i\, Translational analyses
b 4

FOLFOX + Trastuzumab+
Tucatinib (12 cycles)

Target-driven Part 1 *
Adjuvant phase Il single-arm trial

Follow up/adjuvant tx | \(

at investigator’s choice

ct-DNA
assessment

Part 2

Post-adjuvant phase Il randomized trial

Tumour-informed:
F1 Tracker®

ARM A

o
)
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(VELE)
Observation

(N=106)
FTD/TPI »
(6 cycles)

ct-DNA
assessment

Follow up

/7
\

=

Conca et al. ASCO Annual Meeting, 2024

Follow up l \r

Part 1
v’ Stratification factors:

stage Ill vs high-risk stage Il

» High risk stage Ill vs low-risk

Part 2

v’ Stratification factors:
* Previous adjuvant therapy (FOLFOX/CAPOX vs FOLFOXIRI)

» High risk stage Ill vs low-risk stage Il vs high-risk stage Il




ctDNA-guided adjuvant escalation: CIRCULATE

* Multinational ctDNA-based trials using Signatera® tumour-
Informed assay

* GALAXY (observational study within CIRCULATE-Japan) first to
publish

MRD window
F- ) _P < 0.0001
1.00 - 160

T CtDNA (-) 73
2 075 —
2 8
Q (%]
D 050~ £ 5o 1,540
T o
@ ©
o o
S 025+ 25
£
2 ] HR=11.99(10.02-14.35); P < 0.0001

T T T T T T T T T O -

0 6 12 18 24 30 36 42 48 CtDNA(-) CtDNA(+)

Time from landmark timepoint (months) No recurrence
Number at risk [l Recurrence

ctDNA (-)1,773 1,701 1,379 1,057 625 353 131 1 0

DNA (+
ct (+) 336 161 95 60 36 21 10 v 0 Nakamura et al. Nat Med, 2024



ctDNA risk stratification at baseline

FOXTROT 1: Neoadjuvant chemo vs STS
Abs diff 3yr DFS in pMMR subgroup = 5.3%

2-Year
50 - Recurrence
Events/N
'8 Control 63/286
= — NAC 99/581
3 RR (95% CI) 0.69 (0.50 to 0.97)
[<b} P=.032
o 30
= 24
E 25 |
= 23
@
o
|
=]
A 18
0 1 | | ) I
0 1 2 3 4 b
Time to Recurrence (years)
No. at risk:
Control 286 243 185 138 81 49
NAC 581 523 446 317 192 121

Morton et al. JCO, 2023

Risk stratification for neoadjuvant

SACT in colon cancer

* Nodal sampling not possible

 PET-CT and MRI not helpful

* CT staging currently used to
estimate pathological staging

Strategies to improve risk
stratification:
 CT-specificrisk factors
* TILs quantification

« 7ctDNA




ctDNA risk stratification at baseline

Pathologic responses in NICHE-2

Pathologic response in 98% of 111 patients in efficacy analysis
»  Major pathologic response (<10% residual viable tumor): 95%
 Pathologic complete response: 68%

The NEW ENGLAND

Risk stratification for neoadjuvant

JOURNAL o MEDICINE

JUNE 6, 2024

Neoadjuvant Immunotherapy in Locally Advanced
Mismatch Repair-Deficient Colon Cancer
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Chalabi et al. NEJM, 2024

SACT in colon cancer

* Nodal sampling not possible

 PET CT and MRI not helpful

* CT staging currently used to
estimate pathological staging

Strategies to improve risk
stratification:
 CT-specificrisk factors
 TILs quantification

« 7ctDNA




ctDNA risk stratification at
baseline: PLATFORM-B

* Obs study of ctDNA alterations
during 15t line chemo+anti-EGFR

* Quantifying ctDNA: “trunk_ctDNA”

* VAF of most abundant variant =
?proxy for overall tumour burden

(Tumour-naive assay)

Paert 03
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BL c3 1stCT PD c3
Patiert 12
BL c3 1stCT PD BL
c3 1stCT PD

=

——

BL
Putiert 07
BL

<

>

Patint 0B

Pationt 13
BL c3 1stCT PD
BL c3 1stCT PD

P
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Variant mutations

B «ras [l nras [l srar | ecrr [l Tess [l arc [ other

- Vidal et al. Clin Can Res, 2023




ctDNA: dynamic biomarker assessment in CITRIC

multicenter, randomized, open-label, phase Il study

Cetuximab + irinotecan

Tissue-RAS wt mCRC 6 ctDNA molecular screening®
« ECOG PS 0-1 RAS. BRAF (500 mg/m2/iv Q2W) (180 mg/m2/iv Q2W)
. Qacgz;re;cli- :esistance to anti-EGFR EGFR-ECD ctDNA wild-type 9 "
. P - : assessed by central molecular testing | . .
PD to 2L anti-EGFR-free regimen J |nvestlgatorls cho'ce

Stratification factors:
tumor location (left vs. right)
metastatic sites (1-2 vs. 23)

Primary endpoint: ORR (investigator assessed)
Secondary endpoints: DCR, DDC, TTF, PFS, OS, safety

(excluding anti-EGFR agents)

&

On-treatment ctDNA* EOT ctDNA*

Statistical considerations:
» Designed to detect a difference of 27% between cetuximab arm (30%) and

investigator’s choice arm (3%)
» Accepting an alpha risk of 0.10 and a beta risk of 0.2 in a two-sided Fisher’s

exact test, 28 patients per arm need to be included

Santos et al. ESMO Congress, 2024



ctDNA: dynamic biomarker assessment in CTIRIC

Molecular screening*

11:|1 pts
84 pts (74%) 30 pts (26%)
RAS/BRAF/EGFR- Molecular
ECD wt Screening Failure
26 pts excluded
2 withdrew consent
1 death before enroliment ==
21 did not meet eligibility criteria
2 other
I |
27 pts 31 pts
Investigator's choice ~ Cetuximab + irinotecan

!
L Investigator's choice ~ 2.24 months (95% Cl, 0.79 - 3.68)
77] — Cetuximab + irinotecan  4.41 months (95% ClI, 2.89 - 5.93)
v "L__ HR =0.717 (95% ClI, 0.403 - 1.276)
s 4 p-value = 0.255
= 1
‘3 0.4 "l[l
[
-
0 .
Time (months)
Inv. Choice arm 27 16 7 3 3 1 1 1
Cetux arm K} 26 17 9 5 2 1 1

Santos et al. ESMO Congress, 2024



Future challenges

e VValidation

* Integration with existing and
novel biomarkers

* Differing assays

* Evolving technology

* Cost-effectiveness analyses
* “Pre-early uptake”

* Funding of NICE approvals
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