Clinical Validation of Cell-free DNA (cfDNA) Extraction from Whole Blood Plasma using the nRichDX® Revolution Max 20 Kit and Sample Prep System
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« Circulating cell-free DNA (cfDNA) is a valuable biomarker for various cancer types, as it often contains

1. Extraction specificity controls for quality control assessment of cfDNA extraction process

5. Assessment of cfDNA stability in blood samples stored at room temperature (RT) for up to 48 hours
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Figure 2: Sample collection, processing, cfDNA extraction and quantification: Blood samples from cancer patients were collected in 10 mL
K2EDTA tubes, where cfDNA remains stable for up to 24 hours at 2-10°C. Plasma separation was completed within 1-4 hours of collection via
centrifugation at 2,000 x g for 10 minutes at 4-10°C. Separated plasma was stored at -80°C until cfDNA extraction. Once batched (>6 samples),
plasma samples were thawed on ice and centrifuged again at 16,000 x g for 10 minutes at 4-10°C to clear residual cell debris. cfDNA extraction was
performed using the nRichDX Revolution System with Max 20 and Max 20XL Prep Kits. Post-extraction, all samples were quantified using
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Figure 6: Quality control in cfDNA sequencing V\;orkflow using cfDNA ScreenTape analysis. Figuresm(A) - (D) Final library of a cfDNA
sequencing workflow analyzed with the cfDNA ScreenTape assay. The electropherogram shows a peak with a maximum at ~350bp, within the
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« Developing reliable and non-invasive tests using liquid biopsies holds significant potential for

early detection, intervention, and improved outcomes in cancer patients.
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acceptable size range of 200 - 700bp. Figures (A) & (B) — clinical samples, (C) proficiency testing sample, (D) & (E) SeraSeq ctDNA reference
material (F) NTC — No template control.
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