R Title: TSO500 Customer Release Notes
I I I u m l na” DocumentNumber: 1000000072787 Version: 03 1of4
Effective Date: 26-Sep-2025 12:43 to UP (NONE)

TSO500 Local App Software

Release Notes

vV2.0.0

For TruSight Oncology 500 Assay

September 29, 2025



Title: TSO500 CustomerRelease Notes

I | u m I n a Document Number: 1000000072787 Version: 03

Effective Date: 26-Sep-2025 12:43 to UP (NONE)

Introduction

These Release Notes detail the key features and known limitations to software components for the
Local TSO500 App v2.0.0

This software isintended for use with the TruSight Oncology 500 Assay.

Software Version: 2.0.0
Docker Image ID: 826b3e42373d

The software package includes:

trusight-oncology-500-ruo-2.0.0.70.zip

NEW FEATURES:

Support of RNA Variant Calling (Splice and Fusion Variants)
Support of Gene Amplification Calling

Algorithmic Improvements for DNA Small Variants
Combined Variant Output - Paired RNA and DNA variants
Update to FASTQ Generation (BCL Converter)

DEFECT REPAIRS:

None

KNOWN ISSUES:

Indel Realignment and Read Stitching algorithm can produce output stitched BAMfiles that vary
by as many as 5 reads due to a reproducibility issue with sorting order, which canlead to
variationin DNA QC Metrics less than .01%

Across multiple analyses onthe same compute environment, the phased variantalgorithm can
produce different variant calls forvariants with equal levels of supporting evidence within EGFR
exon 19 region (seeninlessthan 1/100 samples)

Local app may use additional available hardware/compute resources, recommendation is to not
run multiple local appinstances on a single node

Performance not verified using read lengths otherthan 2 x 101

The NextSeqinstrument software memory consumption may preventthe TSO500 Local Run
Manager module from starting. An error message in the module logs beginning “Failed to start
the virtual machine...” indicates thisissue (located in the directory “{Run_ID} \Analysis_N
\YYYYMMDD_HHMMSS \Module_Logs”). Afterencounteringthe issue, please perform the
following steps.
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o Use the “Exitto Windows” command to shutdown the instrument software.
o Restartthe NextSeq Control Software.
o Re-queuetherun.

PRODUCT LIMITATIONS:

Unmappedlonginsertionsare notlikely to occur on shorterindels because there is sufficient
reference-matching sequenceinthe reads. Product claimsonlyindels up to 25 base pairs.
Complexvariants are specifically output only foraspecificregion of the EGFR gene, component
and phased variants would both be contained in the output

Incorrect calculation of variantallele frequency can occur in variants near the start and end of
genomicreads, butvariationin read start and end positionsinanenrichmentassay is sufficient
to make incorrectvariantallele frequency in output variants alow-probability situation.
Germline estimation using high tumor purity (>70%) can impact estimation, due to somaticand
germline variants appearing with similarvariant allele frequency.

Germline estimation uses latest publicly available population dataand estimated to be
representative of targeted population, the impact of rare germline mutationsis expected to be
limited

Poorquality wild type reads may align as chimericand be miscalled during RNA analysis

Manta will not call fusions where both breakpoints map to the same gene transcript: FIP1L1-
PDGFRA (when both breakpoints overlap Ensembltranscript ENSTO0000507166) and GOPC-
ROS1 (when both breakpoints overlap Ensembl transcript ENST00000467125).

Manta may not always call fusionsin the following situations, which have been exclusively
observedin syntheticcommercial controls:

o Multiple fusion breakpoints from asingle fusion gene pair with breakpoints within
approximately 150 base pairs of each other (observed with ETV6-ABL1and ETV6-NTRK3
fusions).

o Multiple fusions from two different gene pairs with breakpoints within approximately
150 base pairs of each other (observed with IRF2BP2-NTRK1, TFG-NTRK1, SQSTM1-
NTRK1 fusions).

o Breakpoint(s)are locatedinregion(s)with high homology (observed with fusions with
breakpoints on SEPT14 exon 10).

Variant reporting is limited by a manifest file and a block list file. The manifest file
excludes regions where the probe set does not effectively capture targets, and the
block list file excludes specific positions from variant calling. TSO 500 probes target
at least 97% of the CDS of 474 genes. Please contact your local Illumina
representative for more information if needed.

Release History

Version ER# Author Description of Change
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Description of Change

Updates for version 2.0.0
- RNA Support
- CNV Support
- Algorithm Updates
- Combined Variant Output

Guidance for restarting NextSeq
control software to prevent

memory consumption issues.

Addition of RNA fusion calling
limitations.

Added disclaiming language for
gene cowerage.
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