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INTRODUCTION MATERIALS & METHODS

Cell-free DNA (cfDNA) derived from plasma combined with next- For this study, libraries were generated using 20 ng input, unless noted. Input was derived from Analysis
generation sequencing (NGS) is an emerging tool for non-invasive patient cfDNA, commercially available cfDNA reference standards, cfDNA-like contrived sample | .
evaluation of biomarkers in cancer. Genomic variants that arise in (variants from cfDNA reference standard diluted in cfDNA), and nucleosome preparations lllumina Cell-Free , & _oun =t iﬂgifepa” Ea,
tissues are typically present at very low abundance in cfDNA and (npDNA) from cell lines. Following library preparation, libraries were enriched with panels of DNA Prep with o Ligate UMI adapters o |
require detection methods with high analytical sensitivity and different sizes and formats and sequenced on the NovaSeq™ 6000, NextSeq™ 2000 and Enrichment kit i UD! e [S)E‘:Aog‘éa,\ﬁ'Ma%?'ffﬁNfoVgN APrep
specificity. lllumina cfDNA Prep with Enrichment is a novel and NextSeq™ 550 instruments and analyzed with the DRAGEN™ for ILMN cfDNA Prep with ™ e ~ adapters by PCR with Enrichment Analysis
flexible custom enrichment library preparation assay with Enrichment App on BaseSpace™ Seqguence Hub. Assay analytical sensitivity was evaluated s * N 4= Available on cloud, on-premises
integrated analysis pipeline that leverages lllumina NGS platforms with different panels for different variant types diluting targeted variants to at least 3 desired VAF — — - and NovaSeq 6000Dx in RUO
for detection of low frequency single nucleotide variants (SNV), levels or fold change (FC). 20 ng libraries were prepared by two operators using two lots of .+ Fast hybridization and mode
insertions and deletions (Indels), copy-number variations (CNV) reagents and sequenced on two instruments for a total of 24 observations per variant per level. =~ . Amplity eniched libraries - ovaoed ™ X” - « Small DNA Variants
and gene fusions. The integrated workflow is compatible with user- Specificity for small DNA variants was established from 120 libraries of 20ng input prepared Z o= No‘éaseq 6000, NovaSeq™ 6000Dx (RUO e Gene Amplifications and Deletions
defined range of custom enrichment panels with high analytical from cfDNA from healthy donors using two different custom panels (80bp-ssDNA 55 Kb and | mwf = . K"O ) ™ e Gene Rearrangements

e g : . . . : : ¢ 20 ng cfDNA input ___Library Normalization: extSeq ™ 2000
sensitivity and specificity from as little as 10 ng cfDNA inpult. 2000 Kb). The assay precision was evaluated by testing a panel of samples with targeted « Custom panels (sSDNA or B —T= . Manual (Qubit™ quantification) . NextSeq™ 550, NextSeq™ 550Dx (RUO mode)

variant types across multiple operators, reagent lots, and sequencing instruments. dsDNA probes) * Bead based “Coming soon

Figure 1. lllumina cell-free DNA Prep with Enrichment workflow
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VAFE FDNA ref tandard Together these results demonstrate that lllumina cfDNA Prep with Enrichment coupled with DRAGEN™ for [ILMN cfDNA Prep with Enrichment calls (PNC). PPC calculations Gene Fusions! =~ A ety (92.98%, 98.67%) P N (96.78%, 97.84%)
o or C re e(r)ence standar Analysis achieve >90% analytical sensitivity for SNVs at 0.2% VAF, and >95% to 0.5% SNVs, Indels and gene rearrangements. High analytical used a pre-defined list of targeted °
with variants at 0.5% VAF. sensitivity for low abundance gene amplifications and gene deletions was also demonstrated. The assay is a versatile custom enrichment solution variants per sample, whereas for  gene fusions precision not evaluated with ®
Libraries were enriched with optimized for low input cfDNA and shows high concordance for variant detection between 1-plex and 4-plex enrichment formats. lllumina cfDNA Prep PNC it was defined as (1- ~ panel®. I l I I I l I I I a
panels described in A with Enrichment supports a range of panel sizes and is compatible with probe formats from Illumina or third-party providers. FP/Negative) where FP is defined
| o as total identified variants.
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