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genes with oncogenic potential. Robust performance with
minimal DNA input and limited neoplastic material was
central to the experimental design. Monitoring the Performance of the Positive Control
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METHODS
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Accuracy, precision, reproducibility and sensitivity were
assessed using 110 patient samples and 15 controls. The
assay was challenged with total DNA input of 2-3ng
obtained from tumors with 10-20% of neoplastic cells. The
variant allelic fractions of the samples interrogated ranged
from 2.5% to >80%. Specificity was checked using GIAB
NA12878. Quality Control was monitored using a
engineered control with multiple targeted variants having
VAF ranging from 4% - 15%. For each run, up to 24 samples
were normalized, pooled and run using the MiSeq reagent 6000
kit V2 (lllumina). Data analysis including sequence
alignment, variant calling and annotation was performed
using FASTQ files, with the Pillar Variant Analysis Toolkit
(PiVAT).
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Quality Control for monitoring of 23 clinically relevant variants, including
indels at VAF(%) in the Positive Control close to the lower limit of detection
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Genes in Targeted Panel

Schematic of SLIMamp technology: Increased specificity is
obtained by inhibition of amplification of the stem-loop structure. Coverage Distribution across 221 amplicons present in the assay. The graph represents the average + standard deviation for 225 samples in 11 runs

CONCLUSIONS RESULTS
J Interrogation of variants in solid tumors using the * All samples that were previously reported in clinically validated assays
SLIMamp technology for identification actionable showed concordant results in the NGS assay using SLIMamp™ technology

alterations, including missense variants and indels
in tumors with minimal amount of neoplastic tissue
showed robust analytical performance.

» Total DNA input for library preparation ranged from 1ng = 60 ng. The
accuracy (PPV and NPV) for determination of variants was 100%

* The mutant allele fraction (MAF) percentage in the samples tested,
. Assays that use the technology can reliably detect ranged from 3% to 80%.

variants with 2.5% VAF in samples with low input

DNA * The average coverage obtained across all specimens tested was >10,000X.

(Range of coverage = 1639X —=25,970X)

J The easy workflow of a single-vial library
preparation coupled with a rapid turn-around-time
of 3-4 days from sample to answer, allows for viable * The accuracy for determination of well-characterized NA12878 variants
implementation of SLIMamp technology in was excellent
molecular laboratories.

* The “on target” percentage of the assay was >99%

* The standard deviation for Precision and reproducibility studies ranged
J Single-vial technology reduces workflow errors. from 0.3-0.6

* Sensitivity studies demonstrated that missense variants and indels with
VAF of 2.5% or more were reliably detected at 2.5 ng input DNA.

J Variant analysis using PiVAT software provides
rapid annotation and interpretation of genomic
alterations.




