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Background

Prognostic impact of circulating tumor DNA (ctDNA) positivity on colon cancer disease relapse after radical resection and adjuvant
chemotherapy has been previously demonstrated. Here we present the final analysis on the primary endpoint of the PEGASUS trial, designed
to investigate the feasibility of using liquid biopsy (LB) to guide the post-surgical and post-adjuvant clinical management of Stage Il and
T4NO Stage Il colon cancer patients (pts).

Methods

LB was performed using Guardant Reveal assay (v L1.2). In the post-surgical phase, LB+ pts received 3 months of CAPOX and LB- pts 6
months of CAPE. To mitigate the risk of false negatives, after one cycle of CAPE a second LB was performed and if positive the treatment was
escalated to CAPOX. At the end of the adjuvant treatment, LB was repeated: CAPOX-treated patients were switched to FOLFIRI if LB+ or de-
escalated to CAPE if LB-; CAPE-treated patients received CAPOX if LB+ or standard follow-up if LB-. Primary objective was feasibility of the
LB-based strategy, defined as the rate of pts free of disease at 2 years among those with two consecutive post-surgical LB- results. With
one-sided a=0.05 and 80% power, <14 relapses among 134 LB- pts were required to exclude H0=85% in favor of H1=92%. A matched
comparison with TOSCA Trial pts was planned as a secondary endpoint.

Results

From July 2020 to July 2022, 135 pts (100 LB-, 35 LB+) were included from 11 clinical cancer centers in Italy and Spain. At a median follow-
up of 33.5 months, 12 relapses occurred among LB- pts, yielding a 2-year NED rate of 88% (90% Cl, 81-93). The predefined threshold was
not met, but the point estimate exceeded 85% and the confidence interval extended beyond 92%, indicating promise but statistical
uncertainty. Within the 35 LB+ pts, 13 (37%) relapses were observed. 2-years time-to-relapse rate was 87.6% in LB- and 61.5% in LB+ (HR
3.22,95% Cl 1.20-7.96, p=0.0013).

Conclusions

PEGASUS showed the operational feasibility of ctDNA-guided treatment in stage Ill and high-risk stage Il resected colon cancer. This
approach has the potential to reduce unnecessary toxicity by tailoring adjuvant therapy to molecular risk. A historical comparative analysis
with pts from the TOSCA trial is ongoing as per-protocol key secondary endpoint.
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