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MethOdS TMP3-NTRK1 and EML4-ALK containing indicated (text) flanking exons are depicted as RNAseq amplicons. Each ssRNA IS
has four unique base changes (circles) to allow ThermoFisher’s lon Reporter bioinformatic pipeline to separate IS reads Figure 4. Normalized Fusion Reads of Three Control Samples. RNAffrom thlree contr]?ll FF:E san;p(ljesdwere spiked with SZIAQTM—SIiQ RNA mixture (x-axis, copies per sample), sequenced using Onc;omine
™ " - - i - - - - - Comprehensive Assay v3, processed through lon Reporter using a fusion alignment file that included IS sequences. Read counts for EML4-ALK.E13A20, MET-MET.M13M15, TPM3-NTRK1.T7N10 fusions were
SNAQ -SEQ SSRNA Internal Standards (IS) were deSIQned for EM L4- Z;:ng Jrc\s:\r:ea:iir:?lias’icsn(I:l)jlr;e;isncll.we ratio between native fusion and Internal standard fusion reads is used! to normalized to 1 million total reads (y-axis) for both native (NT) and internal standard (IS) and exported for analysis.
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either ELM4-ALK, MET-EX14, or IRF2BP2-NTRK1 fusions, and a

NT fusion reads converted into fusion

Patient sample fusion read count not
abundance

affected by IS addition

IS added to

| Qe e C RNA at RT FUSION ABUNDANCE
NTC, sequenced using the Oncomine™ Comprehensive Assay v3 torm et Ll oeparatmiaton L\' Ko T 1o R PATIENT SAMPLE FUSION READ COUNT +/- IS
panel (Thermo Fisher Scientific), with fusion reads extracted using a 10um sections of FFPE .  Mineral Oil PK digestion in lysis TPM3-NTRKLTINIO
modified analysis workflow of lon Reporter™ software (version 5.16). — — Deparaiinzation  — OREEn 1o 3 T m=—m—m—m
IS reads were used to determine if SNAQ™-SEQ approach could i Cager [ R oocostnn o 4 1000 U o —
provide a useful limit control and NT:IS ratio was used to demonstrate RNA at RT 2 a S added ta
NT fusion abundance. Reverse Total nucleic acid 5100 = No IS added RNA at RT
transcription purification (Qiagen De-crosslinking ‘%’3 E ~ —
Results R S 10 o
All IS fusions were detected in each sample, the ELM4-ALK, MET- ' 1 I = &@ &@
EX14 NT reads were 10-fold greater. No TMP3-NTRK1 NT reads + ’ : BED files I 3 o -
indicate less than 110 starting copies. NT:IS ratio estimated EML4-ALK \ preparation (e [ ey | omended 0 _ .
and MET-EX14 abundance as 7800 and 16,000 copies, respectively. o | fusonassy) S G equences 10 | 550 | 110 | 550 | 110 | 550 MET-Ex14
With one exception, SNAQ™ estimated all other native fusions had = P S ‘ ALK MET  NTRK FUSIOR
SUb 1 Copy abundance (median 07, I’ange 0003'05) Wthh SuggeStS Figure 5. NTabunc.:Iance.in control samples. Samples labeled ALK, MET, NTRK were !:igure 6. Patient.samplefusion read.c.ountwith and V\{ith_out IS added. Three
these are background noise. MET-EX14 fusion in the EML4-ALK P . Figure 2. Schemati showing th standard NGS workflow fo detecting gene fusions from FFPEtissue — R0Eeet 0 o e egond) was calulated using the NTIS  were processec with (o) and without 15 () added to the RNA at AT tep (110
sample had 14 COpIES, similar to LOD levels found in other quant|tat|ve ‘ E(l;lﬁr:;ztsfig?;geel;)).st(ecr;-l rfBe)xlgefixrx:{n#e;tlf3&2?!23&?35&2riRONr/iopi%f?Z,nRFT’U(EZSZZZnT(rg:@??pZ2/:)”,E'Ute ;ite'getr'\:‘aetstti;eeligf::ii?r:g\iglc(gx;; ui?hogaSriglceogll\leAs-)and represent the fusion templates ;:Szge:)écﬁjl\ln(t)\éﬁcfzczrl]ycseu?d.d not indicate a significant read normalized MET Ex14

nucleic acid detection technologies.
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« Routine incorporation of IS added at RT step into the workflow for fusion detection.
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Note that no IS reads were recovered when the IS was added at the PK step.



