HIGH-RESOLUTION MELTING ASSAY FOR RAPID SIMULTANEOUS DETECTION OF JAK2, MPL AND CALR [g]
VARIANTS IN PATIENTS WITH CLINICAL SUSPICION FOR MYELOPROLIFERATIVE NEOPLASMS
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° Pe“pheral bIOOd or bone marrow asplrates Figure 3: A. For each target, variant (left) and wild-type (right) patterns on HRM, represented by difference plots (top row), and Sanger sequencing (bottom row)
Figure 2. A. Tested specimens consisted of 90% peripheral blood (PB) and 10% bone were identified among the submitted patient samples. For each test, a 5% mutant sample was run as a point of comparison, allowing for accurate identification
: marrow (BM) samples with variant allele frequencies (VAF) ranging from <5-95%. B. of variants, occasionally even at levels below 5% variant allele fractions (VAF). Overall, mutations were identified in each of the 5 targeted domains: JAK?2
StUdy DeS'gn 1043 specimens were initially received for testing on the basis of clinical concern for exons 12, 13, and 14; CALR exon 9, and MPL exon 10. B. Among samples with mutations, the distribution was consistent with those reported in non-CML MPNSs
o 11 i i MPN, 982 of which were suitable for testing. All 982 samples underwent successful with the majority consisting of JAK2 exon 14 (V617F) mutations and fewer MPL and CALR mutations. Variants included 114 single nucleotide variants, 3
::n Itlall _DNAtextraCttlc;nfwats pte_rformed central ly with HRM testing, of which 955 specimens had successful Sanger sequencing at all targets. insertions (5 bp), 21 deletions (3-52 bp), and 1 deletion-insertion.
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Figure 1: Workflow for sample processing and testing by HRM and Sanger sequencing. JAK?2 V617F 94/96 (98%) SenSitiVity, and SpeCifiCity of the Hem eScreen®
HemeScreen® MPN Assay MPL W515L/S |8/9 (89%) MPN Assay in detecting genetic variants observed
e Quantstudio™ 3 Real Time PCR System CALR in/del  |19/19 (100%) in MPN.

 Analyzed with HRM v3.1 software (Thermo Fisher)
 The multiplex design with HRM technology offers
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 ABI 3730XL DNA Analyzer (Life Technologies) o~ 2 ybe . == simplified workflow for laboratories while
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* Analyzed with Sequencher™ 5.4.6 software (Gene Overall Clinical Performance JAK2 exon 14/c.1849G>T; p.V617F | 0.5 | SNV | Disease Associated providing a quick turnaround time and accurate
Codes Corp) Sensitvity 96,70 JAK2 exon 12| ¢.1641+6T>C; p.? | 0.5 |Intronic|Non-Disease Associated results.
Sigz:f:\é:ty 98.70/0 JAK2 exon 12| ¢.1641+6T>C; p.? | 0.5 |Intronic|Non-Disease Associated
Statistical Analysis PPV Y 92'30/2 JAKZ exon 13|¢c.1711G>A; p.G571S5| 0.5 | SNV VUS * Overall, these data demonstrate the capability of
- Analytical and clinical performance calculated NPV 99'5% JAKZ2 exon 14|c.1849G>T,; p.V61/7/F| 0.1 | SNV Disease Associated HRM-based multiplex assays to serve as powerful,
* Sanger Sequencing served as the gOId standard Figure 4. A. Overall, HRM and Sanger sequencing had an analytical concordance of 99.4% with HRM detecting 133/139 (96%) variants confirmed by Sanger C!lnlcally-appllcable platforms f_or rapld_, :
e Disease-associlated (DA) and variants of uncertain sequencing (9/10 MPL, 25/25 CALR, 99/104 JAK2). B. The HRM-based assay identified known disease-associated (DA) variants (89%), variants of undetermined simultaneous molecular detection of CllnlCa”y'
significance (2%), and non-DA variants (9%) with a positive predictive value (PPV) of 92.3% and negative predictive value (NPV) of 99.5%. Non-DA variants were relevant. somatic disease variants.

Sign Ificance (VUS) considered clinical |y relevant predominantly benign 3 or 9 bp CALR deletions. Among JAK2 V617F cases, 94/96 (98%) were detected by the HRM assay.



