Validation of a Rapid Targeted Next Generation Sequencing Oncology Panel
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Introduction Results
Problematic: Prompt identification of oncogenic drivers is crucial Establishing input criteria 2 2.5ng DNA and mapping MSK-REACT results correlate well to MSK-IMPACT ® and MSK-ACCESS®
for clinical management, particularly targeted therapies and rate 2 99% correctly removes 95% of FPs
clinical trials, yet traditional next-generation sequencing (NGS) 100 , SNV Indel
assa_ys_ have Iong. turnaround times, and current rapid methods 73 EPs in 18 samples \f:sgg IType oy Precision 100% (4/4) 100% (4/4)
are limited by their low throughput. VAF 2.0 - 4.35% * SNV S Reproducibility 100% (14/14)  100% (4/4)
Objective: Validate a rapid targeted DNA-based NGS oncology (including input limit testing 80 '
panel to detect single nucleotide variants (SNVs) and indels of 19 and replicates) 2 false negatives
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MSK-REACT (Rapid Evaluation of Actionable Cancer Targets) is a > (Mapping Rate < 99% and % AML - Blood FLT3 ' du?) 0 29.90 36 bp ITD mutation
targeted amplicon based NGS assay using Pillar oncoReveal™ Input = 2.5ng DNA) Z
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4 “false positives” (not clinically reported with calling criteria)

regions of 19 cancer-related genes. 9 FPs in 2 samples 3 Tumor type— cDNA Observed Reference PN
> (Mapping Rate = 99% and g1 -2 Sample type change VAF VAF
MSK-REACT panel Input < 2.5ng DNA) . ;Jte"ne |
] 0 20 40 60 80 100 ndometrioi o
(subpanel) (subpanel) 4 FPs in 3 samples . . FFPE

(Mapping Rate = 99% and 914 Clinical variants: AML -Bone | o, o 58CST 381 0 Non-hotspot, VAF <5%,

Input = 2.5ng DNA) - 715 SNVs Marrow ' ' input 100ng
- 199 Indels (1 — 52bp) Glioblastoma — | H3-3A | ¢.58C>T 2.84 0 Non-hotspot, VAF <5%
912 Concordant variants (99.8%) FFPE H3-3A | ¢.86G>C 3.66 0 Non-hotspot, VAF <5%

Conclusions

Material and Methods

Validation cohort - Validated rapid, DNA-based NGS oncology panel
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= Bone Marrow
Criteria for Positive Calls = Bone n = 1 Cervix n=1 = Histiocytosis n = 1 List of abbreviations:
_ oo . _ i SR A Myeloma n = 1 AML, acute myeloid leukemia; cfDNA, cell-free DNA; CNS, central
Mapping Rate % _ First-Tier “Hotspot™ Events Second-Tier Events FFPE m Testis n = 1 CUPn =2 MDS n =2 nervous system; CRC, colorectal cancer; CUP, cancer of unknown

Depth = 20 Depth = 50 n =99 Ovary n = 2 ® Thyroid n = 2 mMDS/MPN n =6 primary; FFPE, formalin-fixed paraffin-embedded; FP, false positive;

2 99% Variant Reads 2 10 Variant Reads 2 10 ;t‘;ﬁ;{‘e;zn -5 E'r‘j‘e‘;‘if;”:f = B-cell Lymphoma n = 10 MDS, myelodysplastic syndrome; MPN, myeloproliferative neoplasm;
VAF = 2% | VAF = 5% Skinn =8 mCRCn =10 mMPNn =15 NGS, next-generation sequencing; PPV, positive predictive value; SNV,

< 99% Depth = 50, Variant Reads = 10, VAF = 5% :Ernz "2 1522 = Uterus n =13 =AML n=16 single nucleotide variant; VAF, variant allele frequency.




