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BACKGROUND

Suboptimal treatment outcomes with 5-fluorouracil (5FU) and folate, the
backbone chemotherapy for colorectal cancer (CRC), have sparked interest in
optimising folate-based therapy?. Arfolitixorin ([6R]-5,10-methylene-
tetrahydrofolate) is a direct-acting folate in development that may enhance
treatment outcomes in patients with metastatic CRC (mCRC) by bypassing the
multi-step metabolic activation required by leucovorin (LV), the most commonly
used folate agent (Figure 1)-3.

In a Phase 3 study (ClinicalTrials.gov: NCT03750786), ARFOX (arfolitixorin, 5FU,
oxaliplatin, bevacizumab) demonstrated efficacy comparable to standard
mFOLFOX6 (LV, 5FU, oxaliplatin, bevacizumab), but did not achieve the primary
endpoint of superiority, potentially due to a suboptimal arfolitixorin dose for a
clinical responsel. Recent preclinical studies have indeed shown a clear dose—
response relationship, with increased arfolitixorin activity at higher doses*>.
These findings support the need to re-explore the optimal dosing of arfolitixorin
in combination with 5FU-based regimens.

This new Phase 1b/2 study (ClinicalTrials.gov: NCT06922383; EU Clinical Trials:
2024-516802-43-00) is therefore investigating the safety and maximum tolerated
dose (MTD) of arfolitixorin at doses 2120 mg/m? with a new optimized sequence
within the ARFOX and bevacizumab regimen, with the aim of later assessing
efficacy.

Figure 1: Multi-step metabolic activation and activity of folates
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*Folates (such as leucovorin or arfolitixorin) have no intrinsic anti-tumoural effect on their own but enhance the cytotoxic activity of 5FU.3 5FU, 5-
fluorouracil; DNA, deoxyribonucleic acid; MTHFD, methylenetetrahydrofolate dehydrogenase; MTHFS, methenyl tetrahydrofolate synthetase; THF,
tetrahydrofolate; TS, thymidylate synthase.

TRIAL DESIGN

This open-label, Phase 1b/2 study is being conducted in Germany.

Phase 1b dose optimisation (N=20): Arfolitixorin dose escalation begins at

120 mg/m? and proceeds through 200, 300, 400, and up to 500 mg/m?.
Approximately 1-3 patients will be enrolled per dose level (maximum 6) until the
MTD is identified by the Safety Review Committee, with dose adjustments made
at their discretion

Phase 2 randomisation and dosing (N=40): Patients will be randomised (1:1) to
receive either the MTD of arfolitixorin identified in Phase 1b or a dose level
below the MTD (Figure 2).

Patients undergo baseline assessments within 28 days prior to initiating
treatment. All eligible patients (Table 1) receive ARFOX and bevacizumab every
14 days (+7 days) until disease progression or clinical deterioration per
investigator judgement.

Imaging using computed tomography (CT) or magnetic resonance imaging (MRI)
occur after 6 and 12 weeks, and every 12 weeks thereafter while on study
treatment. Key endpoints include safety, tolerability, efficacy outcomes, and
pharmacokinetics. A full summary of study objectives and endpoints is provided
in Table 2.

Table 1: Eligibility criteria

Key inclusion criteria Key exclusion criteria

Adults (218 years) with histologically
confirmed RAS mutant, MSS/pMMR
metastatic colorectal adenocarcinoma
eligible for first-line treatment with 5FU,
oxaliplatin,

and bevacizumab

Availability of tumour tissue sample
Measurable disease per RECIST v1.1

ECOG performance status 0—1 and life
expectancy >12 weeks

Adequate cardiac, hematologic, hepatic,
and renal function

Effective contraception required for
patients of reproductive potential (per
protocol-specific guidelines)

Indication for mCRC surgery or anti-cancer
treatment other than study treatment

Concomitant malignancies (exceptions apply)

Prior treatment with arfolitixorin, or prior 5FU,
oxaliplatin, or bevacizumab for mCRC

Central nervous system metastases or significant
comorbidities

Recent major surgery or trauma (within
8 weeks)

Hypersensitivity to study drugs or known
DPD deficiency

Pregnancy, lactation, or inadequate contraception

Any condition that may interfere with study
participation or safety

5FU, 5-fluorouracil; DPD, dihydropyrimidine dehydrogenase; ECOG, Eastern Cooperative Oncology Group; mCRC, metastatic colorectal cancer;
MSS, microsatellite stable; pMMR, proficient mismatch repair; RECIST, Response Evaluation Criteria in Solid Tumours

Figure 2: Study design and dose allocation

Phase 1b: dose escalation by BOIN (N=20)

Cohort A

Patients with RAS-
mut, MSS/pMMR,
1L mCRC

~1-3 patients per
dose level (max 6
patients)*

Dose level 5:
ARF 500 mg/m2

Dose level 4:
ARF 400 mg/ m?

Dose level 3:
ARF 300 mg/m?

Dose level 2: -I
ARF 200 mg/m?

Dose level 1: J
ARF 120 mg/m?

Phase 2: dose optimisation (N=40)

Cohort B

Patients with RAS-
mut, MSS/pMMR,
1L mCRC

Two doses selected ~40
from phase 1b for
optimisation

Dose level A:
ARF (MTD)
Dose level B:

ARF (a dose
level below)

[

patients

*Treatment administered until disease progression, undue toxicity, or any other protocol-defined stopping criterion.
AREF, arfolitixorin; BOIN, Bayesian optimal interval; mCRC, metastatic colorectal cancer; MSS, microsatellite stable; MTD, maximum tolerated dose;

PMMR, proficient mismatch repair.

Table 2: Study objectives and endpoints

Objectives Endpoints

Incidence and severity of AEs and

Primary: To evaluate safety and lab abnormalities

tolerability of ARFOX + bevacizumab
Determination of MTD

ORR (per RECIST v1.1)
PFS and OS

Secondary: To assess anti-tumour
activity (ORR, PFS, OS)

Phase 1b

Plasma concentration of
arfolitixorin

Secondary: Determine
pharmacokinetics of arfolitixorin

Primary: To evaluate safety and
tolerability of two arfolitixorin dose
levels (MTD and one level below MTD)

Incidence of AEs and lab PFS and
OS abnormalities

Primary: To assess anti-tumour activity ORR (per RECIST v1.1)

Secondary: To assess anti-tumour
activity

OS and PFS

Key exploratory endpoints include TTR, DOR, DCR, DpR, expression of folate
pathway and DNA repair genes, comprehensive genomic and transcriptomic
profiling, and plasma concentration of arfolitixorin

AE, adverse event; ARFOX, arfolitixorin, 5-fluorouracil, oxaliplatin; DCR, disease control rate; DNA, deoxyribonucleic acid; DOR, duration of response; DpR,
depth of response; MTD, maximum tolerated dose; ORR, objective response rate; OS, overall survival; PFS, progression-free survival; RECIST, Response
Evaluation Criteria in Solid Tumours; TTR, time to response.

STUDY SITES, CONTACTS & STATUS

Patient enrolment is ongoing

o
® GERMANY

e Active site: Phase 1b
e Planned sites: Phase 2

The last patient’s last visit is
anticipated by Q1 2028

Principal Investigator: Prof. Sebastian Stintzing (sebastian.stintzing@charite.de).

For more information, please visit www.ClinicalTrials.gov (NCT06922383),
https://euclinicaltrials.eu/ (EUCT Number: 2024-516802-43-00) or contact
Dr Roger Tell, Chief Medical Officer (Tel: +46760293911; roger.tell@isofolmedical.com).
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