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inhibitor RXCO004 and development of a complimentary ctDNA liquid biopsy assay for patient screening

M. Bingham?, I. Bhamra?, R. Armer?, B. Thompson?, S. Woodcock?, A. Thomason?, C. Phillips!, H. McKeever?, J. Bradford?, B. Chaffey3, L. Little3, G. Clack®
1Redx Pharma Plc, Manchester, UK, 2Department of Oncology and Metabolism, University of Sheffield, UK, 3Bioscience Building, NewGene Ltd , Newcastle Upon Tyne, UK, *Faculty of Medicine, University of Sheffield, UK.

CT 2017-000720-98: A Modular, Multi-arm, Multi-part, Phase 1/2a, Adaptive Design
Study to Evaluate the Safety and Tolerability of RXC004, Alone and in Combination
with Anti-cancer Treatments, in Patients with Advanced Malignancies

Introduction Development of an RNF43 ctDNA liquid biopsy Assay transfer to UltraSEEK® chemistry and technical validation

Identifying patients with tumours containing RNF43 mutations for recruitment to clinical trials requires an effective Clinical Trial
Assay (CTA), combining high sensitivity and specificity for mutations of interest with rapid turn-around-times, analysis of
readily obtained sample material and low per-sample cost. A CTA which analyses circulating tumour DNA (ctDNA) isolated from
stabilised whole peripheral blood can satisfy all these requirements.

Following development of the iPLEX® assays, transfer to UltraSEEK® chemistry was carried out. As illustrated in Figure 33,
this method incorporates a biotin-streptavidin capture and clean-up step, enhancing assay sensitivity to well below 1% VAF,
making it particularly suitable for detection for rare molecular species such as ctDNA.

RXCO004 is a potent small molecule inhibitor of the membrane bound O-
acyl transferase (MBOAT) Porcupine (PORCN). PORCN is required for
and dedicated to post-translational modification of all known Wnt
ligand isoforms, a necessary step in the initiation of canonical Wnt
signalling (figure 1).1
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A PORCN inhibitor has the potential to benefit patients with cancers in
which Wnt signalling is implicated. RXCO04 demonstrates potent Wnt
inhibitory activity in a cellular reporter gene assay and antiproliferative
activity in Wnt pathway dependant pancreatic cancer cell lines bearing
loss of function mutations in RNF43, a negative regulator of canonical
Wnt signalling.*
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Figure 3: Outline of RXC004 modular clinical phase 1/2a study. The minimally biologically active dose (MBAD) of RXC004 is defined as: Biologically relevant PK
exposure (i.e. dose predicted to sustain free plasma concentration >IC50) And/ or Biomarker (AXIN2) or clinical evidence of target engagement in either normal or
tumour tissue.
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RXC004 is efficacious in RNF43 mutant tumours

Figure 4a: The MassARRAY® UltraSEEK™ analytical process

Figure 1: canonical WNT pathway

MassARRAY® Analysis
To support the RXC004 trial Redx Pharma Plc. and NewGene Ltd. have developed a CTA using the
Agena Bioscience MassARRAY® instrument, particularly highly-sensitive UltraSEEK™ detection v
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disease control rate (DCR), to provide a monotherapy ‘proof of concept’ [PoC].

studies (CT 2017-000720-98).

The MassARRAY® system utilises highly robust and specific oligonucleotide primer extension and
termination technology to probe for base pair alterations which are characteristic of the mutations of
interest. This is combined with a biotin-streptavidin capture / clean-up step to selectively enrich the
pool of reaction products for those which are positive for the assay target. Read-out is via

e RXC004 demonstrates tumour growth inhibition in a human gastric cancer PDX model. Figure 6¢c and 7d; RXC004 dosed at 5mg
QD in this model caused significant TGl at day 11 (TGl = 49%, p <0.05)
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* Subjects who have any history of other malignancy (except non-melanoma skin carcinoma and carcinoma-in-situ of the uterine
cervix) within 5 years of study entry

e Subjects with metastasis limited to the bone only; however, patients with current metastasis limited to the bone only and with a
history of locally advanced disease or distant metastasis are eligible.

Contact details: m.bingham@redxpharma.com
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Figure 5: Example MassARRAY® iPLEX® RNF43 p.G659fs*41 assay results
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