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Improved methods of disease status monitoring with detection of low-level variants are essential for early ~ Highly uniform UMI coverage across targeted regions Detection of SNVs, indels and FLT3-ITD using Myeloid Reference DNA Standard

therapeutic interventions and to potentially prevent disease recurrence. High depth and uniformity of coverage was achieved for all targeted genes and genomic regions allowing  SureSeq Myeloid MRD Complete NGS
for confident detection of low frequency gene specific variants. Workflow Solution V2 in combination
with OGT’s Interpret NGS Analysis
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in sequencing cost and improved accuracy NGS can now be used in monitoring. (Figure 23\”_) ]\z?cluﬁmg difficult FLT3-ITD. Figure 3: Example of a SNV detection FLT3 ¢.2503 G>T (p.Asp835Tyr).
to target: ex 11.

At present, two different types of methods are used for detection of measurable residual disease (MRD):
immunophenotypic based on multiparameter flow cytometry (MFC), and molecular methods which include Uniform coverage is essential to
real-time quantitative polymerase chain reaction (RQ-PCR), digital droplet PCR (ddPCR) or next-generation enable reliable variant detection )
sequencing (NGS). Each of these methods differ in their applicability, specificity and sensitivity to detect MRD. across all targets. High ‘ H H I|

uniformity is demonstrated

Figure 2: IGV plot showing coverage profile of target regions in the Myeloid MRD panel.

In this study we aimed to evaluate OGT’s SureSeq™ Myeloid MRD Complete NGS Workflow Solution V2 for
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suitability with deep sequencing and rare variant detection required for investigation of MRD monitoring. Gene HGVSC HGVSp Position (hgag) | Reference Alternative
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SF3B1 .2219G>A p.Gly740Glu chr2:197401989 C T 34347 0.10 0 100 26186 0 1 0
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> ; dla presermnte ere are Irom researcn sampiles that were processed using tne sureseq Iviyelol FLT3 .2503G>T p.Asp835Tyr chr13:28018505 C A 40292 0.08 0 100 31161 0 1 0
Workflow o)c()ff/) (\)/Rg o Complete NGS Workflow Solution V2 in combination with OGT’s Interpret NGS Analysis Software. IDH2 c 515GsA oArgi7elys | chrl590088606 | C ! 32067 003 | o | e 25426 0 1 0
Lib ) d usi ™ . IN v ' TP53 c722C>T p.Ser241Phe chrl7:7674241 G A 29041 0.07 0 100 21565 0 1 0
IDIarles were ggnerate usIng OGT"s Universa G.S Table 2 lists the range of SNVs detected in the 29 research samples. These include SNVs in key genes CSF3R, SV ISR S I ———— ¢ | crers 13052 005 _ _ — 0
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and Unique Molecular Identifiers (UMIs). CSFIR c2047G>A PGly683Arg chr1:36466902 7 18859 c T 0085 00022 LEEE Table 4: Detected SNVs, indels and ITD in Myeloid Reference DNA Standard (Horizon Discovery).
FLT3 €.2503G>T P-ASp835Tyr chr13:28018505 20/24 18097 c A 0.072 <le-16 100.00 ‘P-value and Rank metrics allow for improved variant filtering at sites with high background, as only variants with a P-value < 0.05 and a Rank > 95% will be considered.
Panel v IDHT C.395G>A p.Argl32His chr2:208248388 4/10 12347 C T 0.146 0.0005 99.33
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Solution V2 offers accurate detection of a range of RUNXT C486G>T p.Arglé2Ser chr21:34880579 5/9 14968 C A 0.114 <le-16 99.33 content and length (Up to 300 bp)
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Allele Frequency (VAF) Samol SF3B1 c.2098A>G p.Lys700Glu chr2:197402110 15/25 16019 T C 0.050 <1e-16 100.00 accurate detection and quantlflcatlon of FLT3- Table 5: FLT3-ITD detection: Data generated using the SureSeq
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Table 1. The SureSeq Myeloid MRD Panel targets SNVs, 300 bp FLT3-ITD. DNA samples were diluted to Table 2: SNV detection: Data generated using the SureSeq Myeloid MRD Panel in combination with the OGT's Universal NGS - : E— ‘ : = ‘ = .I

indels and FLT3-ITDs in 46 hotspot exons across 13
genes relevant to AML research.

create arange of frequencies down to 0.05% variant Workflow Solution V2 and OGT's Interpret NGS Analysis Software. Rank and Pval relate to local and global background error.

allele frequency (VAF). Table 3 lists the range of Indels detected in the 29 research samples. These include 6 NPM1 type A insertion PN panel A shows the output from OGT's Interpret NGS Analysis Software for a low-frequency 57bp FLT3-ITD at 0.78%;
Sequencing and other genes TP53, CEBPA, RUNX1 (Table 3). EE): panel B shows a subset of the supporting clipped reads.
SequenCing was CondUCted U‘Sing 2 X 150 bp ]feadS Oon an qumina Netheq 550 ngh OU'tPUt® VZ 300 Gene HGVSc HGVSp Position (hg38) Exon # Total read depth Reference allele Alternative allele % VAF
NPMT1 ¢.860_863dup p.Trp288CysfsTerl2 chr5:171410539 11/11 23029 € TCTG 0.035
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B l l f t u l u NPMT c.860_863dup pTrp288CysfsTerl2 chr5:171410539 11/11 19603 C TCTG 0.020 Co n c l,u S I o n S
I o I n o r I l . a I c l \n a ys I S NPMT c.860_863dup pTrp288CysfsTerl2 chr5:171410539 11/11 14517 C TCTG 0.028

. NPMT c860_863dup PTP28ECysfsTerl2 chr5:171410539 1/ 16778 c TCTG 0018 - High depth and uniformity of coverage was achieved for all targeted genes and genomic regions allowing

Sequencing data analysis was performed using OGT’s proprietary cloud-based Interpret NGS Analysis NeM1 ¢860_863dup b Trp288CysfeTerl2 chr5:171410539 /1 16629 c TeTG 0036 i i '
q g y p & prop y p y for confident detection of low frequency variants
Software which includes a specific MRD hotspot analysis pipeline. This pipeline has been fine-tuned to the NPMI ¢:860_863dup pTrp288CysfsTer12 chr5171410540 /11 21049 T TCTG 0100 have d 4 that th l0id MRD Panel hinati th th ) . |
SureSeq Myeloid MRD Complete NGS Workflow Solution V2 to achieve optimal sensitivity and specificity 7Po3 co78ael SR chri7 7674952 o/ 20923 AT A 0038 + We have demonstrated that the 5 ure§ eq Myeloid MRD Parel in combination with the OGT's Universa
by adding extra modules to OGT’s standard somatic pipeline. These additions include: improved base error - eoeEoIeAeh Pyt i 7 o ° ! oo NGS Workflow Solution V2 and OGT's Interpret NGS Analysis Software can be reliably used to detect
Cz)]rrect'og (UMI processi g) UMI-based QC tri P pl b 1 d local del f Sli\IV 115 ned RUNXT ¢720_733del pHis242AlafsTerl4 chr21:34834481 7/9 23943 EEEETICEE EETEn @ 0.058 AML relevant gene specific variants SNVs, indels and FLT3-ITDs down to a possible 0.01% VAF
ion ssing), -base metrics, global and local error models for calling aime _ _ N
at reducing false-positives, improvements to our ITD detection algorithm, and sample specific monitoring Table 3: Indel detection: Data generated using the SureSeq Myeloid MRD Panel in combination with the OGT's Universal . O_Ul’ approach provides Fesearchers Wlth the .capablhty tp use capture-based NGS technology to
NGS Workflow Solution V2 and OGT's Interpret NGS Analysis Software. simultaneously characterize AML gene variants in MRD monitoring.

plots in the user interface.

contact@ogt.com | ogt.com | Oxford Gene Technology Ltd., Unit 5, Oxford Technology Park, 4A Technology Drive, Kidlington, Oxfordshire, OX5 1GN, UK

SureSeq: For Research Use Only; Not for Diagnostic Procedures. © Oxford Gene Technology IP Limited - 2025.

990373 04/25


mailto:contact%40ogt.com?subject=
http://ogt.com

