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Abstracts

Liquid biopsies are a minimally invasive sampling approach to overcome the heterogeneity of tumors and represent a valuable source of circulating tumor DNA (ctDNA) for oncological biomarker analysis. ctDNA measurements require a highly sensitive and reliable detection technology to quantify often low-level genetic aberrations within a high background of
wild-type sequences. Digital PCR has emerged as a powerful technology for the next-generation analysis of liquid biopsies. Stilla Technologies’ 6-color naica® system is an ultrasensitive, easy-to-use digital PCR platform capable of simultaneously and precisely quantifying high numbers of biomarkers in a single reaction. Non-small cell lung cancer (NSCLC) is a
leading cause of cancer mortality worldwide. Epidermal growth factor receptor (EGFR) is frequently mutated in NSCLC. A handful of anti-EGFR Tyrosine Kinase Inhibitor therapies are approved by the FDA; however, most patients develop resistance overtime to these treatments. Both monitoring primary EGFR mutations to predict treatment response and
precociously detecting resistance mutations to adapt treatments promptly through ctDNA analysis stand to improve the effectiveness of NSCLC patient management.

Stilla has developed a highly multiplexed 6-color Crystal Digital PCR™ EGFR kit detecting more than 90% of EGFR mutations described in NSCLC from ctDNA. The assay detects 32 common and rare somatic EGFR mutations in exons 18, 19, 20, and 21, including both activating and resistant mutations. In this work, we evaluated the sensitivity, precision and
specificity of the EGFR 6-color Crystal Digital PCR™ assay and analyzed ctDNAs from NSCLC clinical samples. We showed that the EGFR 6-color Crystal Digital PCR™ assay is highly specific and sensitive for the detection of EGFR mutations, with a Limit of Detection in a high background of wild-type DNA ranging from 0.30 to 0.46 cp/uL (with observed MAFs
ranging from 0.06 to 0.09%). Moreover, a high concordance was observed between those EGFR results obtained for NSCLC ctDNA samples using 6-color Crystal Digital PCR™ and other technologies. With a rapid time to results and straightforward ctDNA analysis workflow, Crystal Digital PCR™ on the naica® system promises ultrasensitive, highly multiplexed
6-color mutation detection, maximizing the information obtained from precious samples.

Introduction The EGFR 6-color Crystal Digital PCR™ kit is optimized for ultrasensitive detection The EGFR 6-color Crystal Digital PCR™ kit is
A liquid biopsy is the sampling and analysis of a non-solid biological specimen, for example blood. Liquid biopsies on the naica® system optimized for ultrasensitive and high|y specific
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Stilla® Technologies’ 6-color naica® system is an ultrasensitive digital PCR technology capable of simultaneously target (Table 2). In addition, the EGFR 6-color Crystal Digital PCR™ kit showed high specificity, with no
and precisely quantifying high numbers of biomarkers in a single sample, simplifying the detection process, o . _ _ L _ _ false positives obtained (Table 3).
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P ET4G PTSOSINSVS 02237 2257delinsTCT  COSMI8427 alleles. In the presence of a wild-type allele, both the Analysis of a mutated NSCLC clinical samples using the EGFR 6-color Crystal Digital PCR™ kit on the naica® system
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p.L747-A750delinsP c.2239 2248delinsC COSM12382

p.L747-A750delinsP  ¢.2238_2248delinsGC  COSM12422 their targets, leading to a double positive population
p.L747-T751del c.2240 2254del COSM12369

The analysis template provided with the EGFR 6-color Crystal Digital PCR™ kit combined with Crystal Miner software allow for the straightforward generation of 2D-plots (Figure 5) and the rapid obtention of highly concordant results.
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Figure 1: EGFR 6-color Crystal Digital PCR™ kit detection design. insertion Exon 20 positive cfDNA samples (D). The x- and y-axis * The EGFR 6-color Crystal Digital PCR™ kit reliably detects 32 common, rare, activating, and resistant somatic EGFR mutations in a single assay.
TagMan™ probe positions on each exon and fluorescent color code are correspond to the fluorescence units of the indicated color
noted. channel. » The EGFR 6-color Crystal Digital PCR™ kit is optimized for ultrasensitive and highly robust EGFR mutation detection on the naica® system with LoDs ranging from 0.30 to 0.46 cp/uL, dependin
J

on the target using Sapphire chips.
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