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Figure 4. Training (O&F) and test (AV) reference standards were created

BACKGROUND

A) EGFR Variants in the training and test set C) Tagged reference mutations were introduced in the context of the surrounding
: . . . . . . . _ reference sequence

e We are developing a cfDNA-based next-generation sequencing assay for patients with non-small cell lung cancer (NSCLC) that has improved accuracy for the detection of low frequency variants A A AT T G

e Assay validation requires reference standards for optimization/familiarization (O&F) and analytical validation (AV) that conform to the intended use of the assay Training e ‘ e e oy GCAAAGATGAg i zgzs\zggg‘é ol (i?TZZSGCAAGATGGGAAGTAGGATAGGAAGGGGTCTGTCTGGGAGGCTTCCTCACATAGAAGCCTGGGGCTG

* Here, we describe the results from our assay prototype and a collaboration to develop reference standards that enable O&F and AV I e
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 Conventional cfDNA cloning methods rely on PCR, which requires the attachment of adapters to both strands of the cfDNA. This implies that only 16% to 25% of input cfDNA molecules

are carried forward into sequencing. Figure 5. The Salish NSCLC assay was used to show that all 67 mutations in the training reference set are present at uniform VAF
* |n the Salish method, every cfDNA strand ligated to an adapter is amplified and carried forward. This implies that at least one cfDNA strand from 64% to 75% of input cfDNA molecules is
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