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Myeloid malignancies are clonal disorders caused by genetic alterations in Total Reads vs Variant Calling Sensitivity: SCMM Total Reads vs Variant Calling Sensitivity: AOHC Average Fusion Reads in Seraseq® Myeloid Fusion RNA Mix
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Table 3. InDels detected in hotspot control, DNA reference standard, and Seraseq®

™ ™ i i I
ABL1 SETBP1 ASXL1 KMT2A KAT6A BAALC EIF2B1 )
AWKROZS  SFB1  BCOR  BRAF  HUGA2  MECOW Foxw2 Average Fusion Reads in Universal Human Reference RNA

MegaMix MegaMix

BRAF SMC1A CALR ABL1 KAT6B MYC PSMB2 _ _
® Non-diluted m Diluted to 10%

[ CBL SMC3 CEBPA NUP98 NTRK2 SMC1A PUM!1 S AOHC 100%  AOHC 100%  AOHC 100%  MegaMix MegaMix ,— AF BCR(14) - ABL1(2)
CSF3R SRSF2 ETV6 RARA NUP214 WT1 TRIM27 Genes P AA Change sample input sample input sampleinput AF~5% AF~5% ., o
‘ VAF 2.5% 2.5% P1CA LM (19) - ML T 1 0 ()
DDX41 U2AF1 EZH2 RUNX1 ABL2 rep1 rep2 rep3 rep1 rep2 rep1 rep2
Dr\Iill\_/ITT33A o IEiT P?flizR ° hl/__llczacl;:gf/l ABL1  15-35% p-llez93delinsM g 5ot 10.11% 7.84% 253%  2.14% 0 200 400 600 800 1000 1200 1400
o] etPrO . o] . (0] . (0] . (0] . (0] - -
GATA2 PHF6 PDGFRA MKL1 . p.Phe594 Asp6 . . . . . . . . _ _ . . _ .
HRAS PRPES FGER1 MN1 FLT3  5-15% 00dup 4.39% 4.01% 4.93% 3.37%  447%  2.88%  2.02% Fusion detection performance was evaluated using Seraseq(R) Myeloid Fusion RNA mix and Universal
IDH1 RB1 ETV6 TFE3 Human Reference (UHR) RNA. Gene fusions in the control samples were sequenced and
) o p.Ala502_Tyr50 o o o o o o o
v res_e_arch samples v Automated sample-to- v’ Annotated variant report IDH2 RUNX1 MYH11 ALK KIT SR 3dup SEee S (e 4.22% 5:45% 2:48% 3.09% characterized using the Myeloid v2 Genexus research analysis workflows. The threshold for a positive
containing whole blood, report workflow, including  with biomarkers linked to JAK2 SH2B3 MLLT10 BCL2 p.Leub76PhefsT fusion call was an absolute read count (x-axis) of = 40. Fig 4A. 10 replicates of Seraseq controls were
_ _ : KIT STAG? TCE3 CCND1 RB1 5-15% e 7.08% 7.44% 6.71% 7.05% 6.92% 2.3% 3.13% o . . o 5 : . L
peripheral blood library preparation, relevant evidence from (RAS TETo NTRK3 CGER er sequenced at 100% sample input (i.e. no _dllutlon) and 10% sgmple input (i.e. 10—f(_)ld dl|u.tI0n) and _RNA
leukocytes (PBLs), and sequencing, variant public data sources MPL TP53 ZNF384  FGFR3 (A) Multiple replicates of hotspot control with different dilutions were tested, including 3 replicates of 100% sample QC passed runs were used for the analysis. The average fusion reads across replicates is shown in the
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RESULTS Rep? 20 100% Rep? 19 95 0% Rep? 11 91 7% sample input (i.e. no dilution), 50% sample input (2-fold dilution), and 25% sample input (4-fold dilution). 9 InDels at https://www.oncomine.com/myeloid.
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the total HoT was 20 minutes. The DNA variant calling performan.ce was tested on 3 analytical con_trols, mc;ludmg Acr(_)Metrlx On(?ology | JAK? 5% p.Phe537 Lys539delinsLeu 599 279 220,
Hotspot Control (70 Oncomine variants expected), Seraseq® Myeloid Mutation DNA Mix (20 Oncomine variants -
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to filter for Oncomine variants. 10 replicates of each sample were sequenced and variants including SNVs and DISC LAI M ER
InDels (inciuding FLTBITDS) were detected. The overall Sensitivity was 98.0% among all the repiicates of all the (C) MU|t|p|e replicateS of DNA reference standard with different dilutions were tested, iﬂClUding 100% dilution (le
Sampies_ Among all repiicates of hotspot control 100% PPV was observed. no dilution), 75% Sample input (1 .33-foold dilution), and 50% Sample input (2-f0|d dllutlon) 4 InDels were S C I E N T I F I C
detected at AF as low as about 2%. For research use only.
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