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Abstract Results: LOD, LOB and Linearity Results: Precision and Reproducibility

Background: The use of large scale hybridization panels in early stages of clinical trials for novel To assess the LoD and linearity of our small target-capture panel assays, contrived samples were assayed Libraries were generated by 2 operators on 2 days and were run on 2 different instruments. In total, 24
therapies elicits a plethora of information for targeted biomarkers. However, as therapeutic using a target-capture panel covering 3 genes and 4 expected variants. replicates each of 5%, 2%, 1%, and 0.5% (DNA:DNA) contrived samples were run.
EITEIEES fa\re.further charactgrlzed large panels generate an over.ly broad set of data, compromising Linearity data is graphed in Figure 1. Each expected variant is graphed separately; and displays data from For reproducibility, the acceptance criterion was set so no more than two 1% contrived samples were
sensitivity in the selected biomarker subset. Therefore, once biomarker targets are identified, the DNA:DNA% with 3 replicates for 25% and 10% and 4 replicates for 5%, 2%, 1%, and 0.5%. Equations for line undetected. All contrived samples >1% DNA:DNA test positive for all 4 expected mutations, demonstrating
use of §mallgr hybr|fj|zat|on pz.;mels can fauhtzatg .specn‘|c variant detection by analyzing specific of fit and R2? values are listed on each graph. R2 values are significant, ranging from 0.994 to 0.998. excellent reproducibility of this assay.
genomic regions of interest with greater sensitivity than larger gene panels and greater breadth . . .
than that available via PCR-based assays. Modifications of laboratory methods for small scale LoD was established at 0.5% ('!)'able 1). Of partlcular mteres’F, wg note that. Expected SNV 4 is reliably at PreC|§|on analysis .observed %CV of variant aIIeIe.frequency (\./AF)., w!th the goal of this metric to be <30%.
oanels allow for the maintenance of high analytic quality with finely targeted panels. Our small detected at a lower VAF of 0.25% (due to variable representation in the contrived sample). Data is presented in Table 2, and all expected variants pass this criterion.
panels (~10 kb) focus on 1-4 genes, allowing for high-multiplexing of samples on sequencers, and No expected mutations were detected in 100% background DNA samples (N=2), LoB was established for Day-to-day, operator-to-operator, and instrument-to-instrument variation analysis is presented in Figure 2.
reduced costs/processing times without compromising accuracy. each expected variant as the background variant rate + 5*stdev. Overall there is very little variance, most of which is from variations in DNA:DNA% and random (residual)
Aims: To assess the sensitivity, linearity, and agreement of small NGS target capture panels with . . . . Sl
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Methods: Two separate next generation sequencing-target capture assays were developed with 257 VAF 12.59 VAF Table 2: %CV of VAFs for all expected variants are below the cutoff of 30% for precision validation.
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proprlgtary software developed by !nvwoscnbe. Eight AML cllnlcal.samples were testgd for FLT3 Expocted VAR Expocted VAF . —
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detect mutations down to 0.5% variant allele frequencies. Assay linearity for FLT3/TKD detection . |
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respectively). Average sequencing coverage was high, ranging from 5,265x to 7,680x. Comparison Expected VAF Expected VAF
of FLT3 analysis of the small panel to amplicon based NGS assay and CE, FLT3-ITD showed a strong Table 1: LoD is established at 0.5%, and all expected mutations are observed at that VAF. Variance Components Variance Components
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Results: Small Target Capture Panel is Well Correlated With Other Assays for FLT3-ITD

FLT3-ITD results from our
small panel target capture Table 3: ITD calls are consistent
Materials and Methods panel.were compared to other among the 3 assays tested Figure 3: VAF is highly correlated among assays Figure 4: Insert size is highly correlated among assays
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Contrived Samples: 5 cell lines were used to generate contrived mixes of DNA with 4 expected found 100% a.gr.eement among| AML-03 - - - % 0o % oe-1 g - %E .
variants against background DNA. Contrived mixes containing 25%, 10%, 5%, 2%, 1%, and 0.5% panels for 8 clinical samples | AML-04 | + * LA = O Loq o ) =8 )
variant DNA were diluted in background DNA (DNA:DNA). Prior to dilution, input cell lines had tested for the FLT3-ITD AML-05 | + + LA g ] 8 - = o g
expected mutations with variant allele frequencies (VAF) of 1 (Insertion 1), 0.5 (SNV 2), 0.5 (SNV insertion (Table 3). AML-08 - - - 027 o . 2&1] o . | . I
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1%, and 0.5% DNA:DNA dilutions, and 2 replicates of background DNA were sequenced. the CE assay and the MRD AML-58 i i i
Precision and Reproducibility: 24 replicates of 5%, 2%, 1%, and 0.5% DNA:DNA dilution contrived assay are highly correlated
samples were run through the 3-gene assay by 2 operators on 2 different days on 2 different (Figures 3 and 4, respectively).
iInstruments.
Comparison of Small Scale Hybridization Panel Results to Capillary Electrophoresis and FLT3-ITD- C()ncl usions
MRD Results: DNA from 8 subjects that had been previously analyzed by other methods were
SSIEE u5|r.1g our smal.l-panel hybr|d|zat|o!ﬁ 255 (Al DIV SEmTRIIES ) Erentiously [96es Small hybridization panels are cost effective in detecting low-frequency variants from smaller subsets of genes while using far less DNA than individual PCR-based biomarker assays. Small hybridization assays focus on the
analyzed using our capillary electrophoresis (CE) FLT3-ITD assay and FLT3-ITD-MRD assay. Assay . . L . . L . s . .
most pertinent genes for a targeted therapy and have the potential to greatly assist in understanding the molecular backgrounds of therapeutic monitoring. These panel based assays have high sensitivity and give highly
results were compared for agreement.
comparable results to other NGS and CE based assays.

Data was generated for Research Purposes only.
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