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About this guide

IMPORTANT! Before using this product, read and understand the information in the “Safety” appendix
in this document.

Purpose of this guide

This user guide describes the intended use, theory of operation, and performance characteristics of the
Oncomine™ Dx Target Test when used on the lon PGM™ Dx System. This guide also includes a list of
DNA variants and fusion isoforms targeted by the test for companion diagnostic (CDx) claims, as well
as variants that show evidence of clinical significance.

Oncomine™ Dx Target Test Kit user guides

This user guide is part of a five-guide set.

Oncomine™ Dx Target Test Part I: Test Description and Performance Characteristics User Guide
Oncomine™ Dx Target Test Part Il: Sample and Library Preparation User Guide

Oncomine™ Dx Target Test Part lll: Template Preparation User Guide

Oncomine™ Dx Target Test Part IV: Sequencing and Results Reports User Guide

Oncomine™ Dx Target Test Part V: Torrent Suite™ Dx Software 5.12.5 Reference User Guide

All five guides are required to complete the entire Oncomine™ Dx Target Test workflow.

Note: The procedures in these guides supersede the instructions in the lon PGM™ Dx System User
Guide when using the lon PGM™ Dx System with the Oncomine™ Dx Target Test.
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Product information

Oncomine™ Dx Target Test

The Oncomine™ Dx Target Test is an in vitro diagnostic next-generation sequencing test to detect
somatic changes in human DNA and RNA isolated from non-small cell lung cancer (NSCLC), cholangio-
carcinoma (CC), and thyroid cancer (TC) tumor specimens in formalin-fixed, paraffin-embedded (FFPE)
tissue samples. Detection of these variants is performed using the lon PGM™ Dx System.

The Oncomine™ Dx Target Test (Cat. No. A49755) provides a set of primers in two panels that target key
regions of 23 genes related to NSCLC and TC, and one related to CC.

Intended use

The Oncomine™ Dx Target Test is a qualitative in vitro diagnostic test that uses targeted high-
throughput, parallel-sequencing technology to detect single nucleotide variants (SNVs), deletions, and
insertions in 23 genes from DNA and fusions in ROS1 and RET from RNA isolated from formalin-fixed
paraffin-embedded (FFPE) tumor tissue samples from patients with non-small cell lung cancer (NSCLC),
IDH1 SNVs from FFPE tumor tissue samples from patients with cholangiocarcinoma (CC), RET SNVs,
MNVs, and deletions from DNA isolated from FFPE tumor samples from patients with medullary thyroid
cancer (MTC), and RET fusions from RNA isolated from FFPE tumor tissue samples from patients with
thyroid cancer (TC) using the lon PGM™ Dx System.

The test is indicated as a companion diagnostic to aid in selecting NSCLC, CC, MTC, and TC patients
for treatment with the targeted therapies listed in Table 1 in accordance with the approved therapeutic
product labeling.

Table 1 List of variants for therapeutic use

Tissue type Gene Variant Targeted therapy

TAFINLAR® (dabrafenib)
BRAF BRAF V600E mutations in combination with MEKINIST®
(trametinib)

EGFR L858R mutation,

EGFR EGFR exon 19 deletions

IRESSA® (gefitinib)

NSCLC EXKIVITY™ (mobocertinib)

EGFR EGFR exon 20 insertions
RYBREVANT™ (amivantamab-vmjw)

ERBB2/HER2 activating
ERBB2/HER2 | mutations
(SNVs and exon 20 insertions)

ENHERTU® (fam-trastuzumab
deruxtecan-nxki)

Oncomine™ Dx Target Test Part I: Test Description and Performance Characteristics User Guide 7
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Table 1 List of variants for therapeutic use (continued)

Tissue type Gene Variant Targeted therapy
GAVRETO™ (pralsetinib)
RET RET fusions
NSCLC RETEVMO® (selpercatinib)
ROS1 ROS1 fusions XALKORI® (crizotinib)
IDH1 R132C, IDH1 R132G,
CC IDH1 IDH1 R132H, IDH1 R132L, and | TIBSOVO® (ivosidenib)
IDH1 R132S
MTC RET RET mutations (SNVs, MNVS, | pereyno® (selpercatinib)
and deletions)
TC RET RET fusions RETEVMO® (selpercatinib)

Safe and effective use has not been established for selecting therapies using this device for the variants
listed in tissue types other than those in Table 1.

Results other than those listed in Table 1 are indicated for use only in patients who have already been
considered for all appropriate therapies (including those listed in Table 1). Analytical performance using
NSCLC specimens has been established for the variants listed in Table 2.

Table 2 List of variants with established analytical performance only in NSCLC

Gene Variant ID/type Amino acid change Nucleotide change
KRAS COSM512 p.Gly12Phe c.34_35delGGinsTT
KRAS COSM516 p.Gly12Cys c.34G>T
MET COSM707 p.Thr1010lle c.3029C>T
PIK3CA COSM754 p.-Asn345Lys c.1035T>A

The test is not indicated to be used for standalone diagnostic purposes, screening, monitoring, risk
assessment, or prognosis.

Theory of operation

Overview

DNA and RNA are isolated from tumor tissue samples prepared as FFPE sections on slides. The
amounts of DNA and RNA in a sample are quantified, and if they meet the minimum required amounts
for the test, cDNA is prepared from the RNA. The DNA and cDNA are made into amplicon libraries using
the lon PGM™ Dx Library Kit and the Oncomine™ Dx Target Test DNA and RNA Panel, which target the
variants and gene fusions of interest for the test. No-template libraries and control libraries specific to
the test are also prepared.

Each amplicon library is templated onto lon PGM™ Dx lon Sphere™ Particles (ISPs), loaded onto an lon
318™ Dx Chip, and sequenced using the lon PGM™ Dx Sequencer.
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Theory of operation

The signal generated by the sequencing reaction is translated into base calls and then reads, which
are mapped to a reference sequence. Using parameters in the specific Assay Definition File designed
for a particular set of targets and therapies, Torrent Suite™ Dx Software generates reports containing a
summary of the samples, test results, and any recommended therapies associated with the detected
variants and gene fusions.

Sample and library preparation

The system has been validated with DNA and RNA isolated from FFPE tissue samples using the

lon Torrent Dx FFPE Sample Preparation Kit. Samples are prepared as slide-mounted 5-micron FFPE
sections, which are deparaffinized before use. The samples must be macrodissected and enriched for
tumor content if the tumor content is less than 20% and the tumor content in the region of interest is
greater than or equal to 10%, or if the tissue is highly necrotic. The samples are digested, then the DNA
and RNA are isolated and quantified. The minimum concentration and R2 values that are required for
library preparation are shown in Table 3.

Table 3 Required sample concentrations and R? values from the linear regression of the standards

Sample type Required concentration Required R? value
DNA >0.83 ng/uL >0.99
RNA >1.43 ng/uL >0.98

The RNA is transcribed into cDNA using the lon Torrent Dx cDNA Synthesis Kit, and sample and control
amplicon libraries are prepared from the cDNA and DNA using primers and reagents in the Oncomine™
Dx Target Test, Controls, and Diluent Kit and lon PGM™ Dx Library Kit. Libraries created using these
kits have a distinguishing nucleic acid sequence barcode that is incorporated into each amplicon.
Information about each sample and its resulting libraries are entered into Torrent Suite™ Dx Software,
which tracks the progress of the sample from library preparation through analysis. The specific Assay
Definition File for a particular set of targets and therapies defines the sample and library information
required and tracked by the software.

Template preparation and sequencing

Using the lon OneTouch™ Dx Instrument and the process of emulsion PCR, the library molecules are
bound to lon PGM™ Dx ISPs and each nucleic acid sequence is clonally amplified over the ISP surface.
The templated ISPs are enriched and collected using the lon OneTouch™ ES Dx Instrument. Sequencing
primer is annealed to the single-stranded template, sequencing enzyme is added, and the ISPs are
loaded onto the lon 318™ Dx Chip. Chip loading occurs through use of the lon PGM™ Dx Chip Minifuge.
The chip is then placed onto the lon PGM™ Dx Sequencer, where the DNA sequencing reaction occurs.

As the lon PGM™ Dx Sequencer flows nucleotides over the chip surface, bases are incorporated into
the strands on the bead in each well, resulting in the release of protons and a concomitant pH change
in the well. The change in pH is detected by sensors at the base of each well on the chip. This initial
electrical signal is processed for each well and transmitted to the lon Torrent™ Server associated with
the system.

Throughout this procedure, as the sample is prepared and processed by each instrument, sample and
reagent information are recorded and tracked by Torrent Suite™ Dx Software.
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Data analysis

Results

On the lon Torrent™ Server, the initial signals are processed, and bases are called. These calls are
assembled into files representing the reads, which are strings of nucleotide bases in the order found in
the original library molecules. The reads are then mapped to the reference files provided with the test.
Finally, Torrent Suite™ Dx Software assesses the mapped reads at specific nucleotide locations and
looks for variation from the sequence information in the human reference sequence.

Using parameters in the specific Assay Definition File designed for a particular set of targets and
therapies, Torrent Suite™ Dx Software generates the following electronic results and reports for each
sequenced sample and its associated controls.

Table 4 Electronic results and reports generated by the software

Results/report Description

View Result screen Contains QC and reference information, detailed sequencing analytics,

and all variant and gene fusion calls.

Test Report A clinical report that lists the variants associated with the cancer type

and detected in the sample that are screened by the Oncomine™ Dx
Target Test, and any recommended therapies.

Laboratory Report Contains all the information in the Test Report, as well as sequencing

run details and QC evaluation metrics for the sample and controls.

These reports are subject to approval by a lab manager or administrator via electronic signature.

Assay warnings and limitations

10

Use of this product must be limited to personnel trained in the techniques of PCR, NGS, and the
use of the Oncomine™ Dx Target Test and the lon PGM™ Dx System.

The Oncomine™ Dx Target Test has only been validated for use with FFPE tumor slide specimens.
The use of fine needle aspirates for thyroid cancer (TC) specimens has not been validated.

The Oncomine™ Dx Target Test has been validated to detect the following somatic mutations:
single-nucleotide variations (SNVs), multi-nucleotide variations (MNVs), deletions of 3, 6, 9, 12, 15,
and 18 base pairs, and insertions of 3, 6, 9, and 12 base pairs in DNA, and fusions in RNA.

The Oncomine™ Dx Target Test is only validated for use with the lon PGM™ Dx System and the
Veriti™ Dx 96-well Thermal Cycler, 0.2 mL.

The Oncomine™ Dx Target Test is only validated for use with 10 ng each of DNA and RNA per
sample. Input amounts lower or higher than 10 ng are not recommended.

Both the DNA and RNA from a single sample extraction must meet the concentration requirements
specified in the procedure. Do not use DNA from one extraction with RNA from a different
extraction.

The effects of potential variations in FFPE specimen fixation have not been evaluated.

Extraction from FFPE sample curls has not been evaluated.
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* A potential source of contamination in the procedure is nucleic acid from previous sample
processing steps. Follow good laboratory practices and all precautions and guidelines in these
user guides to avoid cross-contamination between samples.

* The Oncomine™ Dx Target Test is a qualitative test. The test is not for quantitative measurements of
percent mutation.

* The Oncomine™ Dx Target Test has not been validated for the detection of RET insertions.

® Users are cautioned that DNA variant-positive calls in the RET genomic region have been observed
to produce multiple variant calls, even when only one variant is present. These RET variants are all
activating and do not change the patient’s clinical appropriateness for selpercatinib.

¢ High variation in fusion reads can be observed with fusion-positive samples. A decrease in fusion
reads over time has been observed when testing slides from TC tissue under storage.

® For NSCLC, the Oncomine™ Dx Target Test assay definition file includes prevalent but not all rare
or newly identified RET isoforms, ROS1 isoforms, EGFR exon 20 insertions, and ERBB2/HER2
activating mutations. The Oncomine™ Dx Target Test may miss rare or newly identified:
— RET isoforms carried by a subset of patients who may derive benefit from pralsetinib or
selpercatinib

— ROS1 isoforms carried by a subset of patients who may derive benefit from crizotinib
— EGFR exon 20 insertions carried by a subset of patients who may derive benefit from
mobocertinib or amivantamab-vmjw

— ERBB2/HER2 activating mutations carried by a subset of patients who may derive benefit from
fam-trastuzumab deruxtecan-nxki

* The safe and effective use of the variants reported in Table 2 has not been established for selecting
therapy using this device. The variants for KRAS (COSM512/p.Gly12Phe/c.34_35delGGinsTT
and COSM516/p.Gly12Cys/c.34G>T), MET (COSM707/p.Thr1010lle/c.3029C>T) and PIK3CA
(COSM754/p.Asn345Lys/c.1035T>A) have been analytically validated. Performance of all other
variants identified by the test, other than the clinically validated therapeutic variants and analytically
validated variants, has not been directly demonstrated.

A CAUTION! U.S. Federal law restricts this device to sale by or on the order of a physician.

Software compatibility and requirements

The procedures in this guide are designed for use with Torrent Suite™ Dx Software version 5.12.5 or
later. To view the current software version, sign in to the software as an Administrator, click the Settings
(%F) tab, select Configuration, then click the Software Updates tab. Version-specific information is
provided in the software release notes for the version of the software you are using.

Torrent Suite™ Dx Software is supported on Google Chrome™ browser version 64 and later and is best
viewed with 1440 x 900 screen resolution. It has not been tested with other browsers.

The lon Torrent™ Server operating system is Ubuntu™ 18.04 LTS.
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Materials provided

Oncomine™ Dx Target Test Kit

The Oncomine™ Dx Target Test Kit (Cat. No. A51695) includes the following subkits.

IMPORTANT! Refer to the product label for the storage conditions and expiration dates of individual
modules and components.

4 Subkit Part No.
Oncomine™ Dx Target Test, Controls, and Diluent Kit A49756
lon Torrent Dx FFPE Sample Preparation Kit A32445
lon PGM™ Dx Library Kit A49758
lon OneTouch™ Dx Template Kit A49759
lon PGM™ Dx Sequencing Kit A49760
lon 318™ Dx Chip Kit A18937
Oncomine™ Dx Target Test User Guides and Assay Definition File A52639

12 Oncomine™ Dx Target Test Part I: Test Description and Performance Characteristics User Guide
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Oncomine™ Dx Target Test system diagram ||

Oncomine™ Dx Target Test system diagram
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Pass/fail criteria and repeat strategy

Quality control pass/fail criteria

Metric Criteria
Run QC

CF-1 Mean AQ20 Read Length (bp) >131
CF-1 Percent Reads (%) =0.03
DNA NTC Hotspot calls = 0
RNA NTC Total fusion calls = 0
RNA NTC Mappable Reads <4999

DNA Library
Mean AQ20 Read Length (bp) >90
Percent Reads (%) >0.7

RNA Library
Mappable Fusion Reads >5000

DNA Control
COSM476_AF Variant called and AF =0.05
COSM521_AF Variant called and AF =0.05
COSM6223_AF Variant called and AF =0.05
COSM6224_AF Variant called and AF =0.05
COSM760_AF Variant called and AF =0.05
COSM28747_AF Variant called and AF =0.05
COSM12558_AF Variant called and AF =0.05
Mean AQ20 Read Length (bp) >98
Percent Reads (%) >0.7

14 Oncomine™ Dx Target Test Part I: Test Description and Performance Characteristics User Guide
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Quality control pass/fail criteria
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(continued)
Metric Criteria
RNA Control
Mappable Reads >18164
ROS1 Fusion Reads Variant called and fusion reads =349

Oncomine™ Dx Target Test Part I: Test Description and Performance Characteristics User Guide 15
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Pass/fail specifications and repeat strategy

In general, if you experience a run or sample failure, you can repeat the run or sample preparation at the
workflow step in which the failure occurred. The number of libraries that can be made from an extracted
sample for repeat testing depends on the quantity of DNA and RNA from the extraction, which varies

from sample to sample.

Based on quality control results, you can determine whether a library requires repeat testing. Refer to
the following flowchart and table to determine the best course of action.

©)

Extraction Pass/Fail specs
* DNA 20.83 ng/pL
* RNA 21.43 ng/pL

Extraction/Quantification

P
|

F » Use DNA/RNA when both pass

* Re-extract both DNA/RNA with
increased tissue input if possible

Run Pass/Fail specs \> F - Repeat templating/sequencing
+ CF-1 AQ20 read length 2131 bp or remake libraries
* CF-1 % reads = 0.03 P
* DNA NTC: Hotspot calls = 0
* RNA NTC: Total fusion calls = 0
* RNA NTC: Mappable reads <4999
@ DNA/RNA @
All RNA Libraries Libraries All DNA Libraries
RNA Control Pass/Fail specs « Re-make all .IK/INA ngggl Pa;TIFa:Ligzcs N F °Re-makeall
- Mappable reads 218164 RNA libraries ean readlength =38 bp P DNA libraries

P

* RNA control variants called
and fusion reads pass specs

Individual RNA

Libraries

RNA Sample Pass/Fail specs P F * Run alone or with
+ Mappable fusion reads =5000 fewer samples, or
1 re-make the library

Variants

Fusion

Fusion Call specs
* >40 Fusion reads

PRESENT/ABSENT

16

* % reads 20.7

* DNA control variants called and
allele frequencies pass spec

Individual DNA

Libraries

DNA Sample Pass/Fail specs
» Mean AQ20 read length 290 bp
* DNA % reads 20.7

P F - Re-make library

|

SNVs/Deletions/Insertions

Hotspot Call specs
» SNV/Deletion/Insertion
coverage 2347X
* Other filtering metrics

No Call

» See the following
table for No Call
repeat strategies

POSITIVE/NEGATIVE
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Pass/fail specifications and repeat strategy

Point of failure Tissue type Recommended repeat strategy
1 RUNs NSCLC, CC, |Repeat templating and sequencing or remake the libraries.
MTC, and TC
2 DNA Library NSCLC, CC, Remake all DNA libraries.
MTC, and TC
3 RNA library NSCLC and TC | Remake all RNA libraries.

CC and MTC | Unnecessary to remake cholangiocarcinoma and medullary thyroid
cancer sample libraries, because RNA fusion variants are not
reported for these samples.

Point of Specification . o
failure o Passing criteria Repeat strategy
1 Extraction/ The following minimum concentrations for | If the minimum concentration requirement
Quantification DNA and RNA are required: is not met for either DNA or RNA,
¢ DNA >0.83 ng/pL. the samples must be re-extracted with
. increased tissue input. Use the set
RNA 21.43 ng/uL. of extracted samples where both the
DNA and RNA meet the minimum
concentration requirement for the test.
1 Run A run must pass the following If either CF-1 specification fails,
specifications to have reportable results | the operator may repeat the
for any sample within the run: templating/sequencing run with the same
¢ CF-1 Mean AQ20 Read Length (bp) library pool, or re-pool the libraries if a
must be >131. pooling error is suspected. If the issue
persists on the repeat run, remake the
® CF-1 Percent Reads must be =0.03. i ;
ibraries.
1 No Template A run must pass the following NTC If only the DNA NTC fails, remake all

Control (NTC)

specifications to have reportable results
for any samples within the run:

* DNA No Template Control (DNA NTC)

—Total "Hotspot Calls" must equal
zero (0).

* RNA No Template Control (RNA NTC)
—Mappable Reads must be <4999
and "Total Fusion Calls" must be zero

).

of the DNA controls and DNA sample
libraries, and re-pool with previously
made RNA controls and RNA sample
libraries.

If only the RNA NTC fails, remake all
of the RNA controls and RNA sample
libraries, and re-pool with previously
made DNA controls and DNA sample
libraries.

If both the DNA NTC and RNA NTC fail,
remake all of the DNA and RNA controls
and sample libraries.

Oncomine™ Dx Target Test Part I: Test Description and Performance Characteristics User Guide
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Pass/fail specifications and repeat strategy

(continued)
Point of Specification . S
failure type Passing criteria Repeat strategy

2 DNA Control The DNA control must pass the following | If any of these specifications fail, the
specifications in order for any DNA operator must remake all DNA control and
samples within the run to have any DNA sampile libraries.
reportable results:

*  AQ20 Mean Read Length (bp) must
be =98.

® Percent Reads must be =0.7%.

e All variants within the DNA control
sample must be called "Present" and
pass the allelic frequency range for
each variant as specified in the assay
definition file.

3 RNA Control The RNA control must pass the following | If either of these specifications fails, the
specifications for any RNA samples within | operator must remake all the RNA control
the run to have any reportable results: and RNA sample libraries.

* Mappable Reads must meet the
minimum threshold required of
>18164 reads.

® All variants within the RNA control
sample must be called "Present" and
pass the threshold metric set for total
fusion reads required for each variant
as specified in the assay definition
file.

2 Library DNA Any individual DNA sample library must Run the DNA sample library alone,

Sample meet the following specifications to have |or with fewer DNA sample libraries. If
reportable results for the DNA sample the DNA sample library still fails these
library: specifications, remake the library using

¢ Mean AQ20 Read Length (bp) >90. the same (previously extracted) DNA,

. if there is sufficient quantity. If not,
Percent Reads 20.7. re-extract using more tissue input, if

possible. The repeat libraries must be
prepared and run with new DNA controls.
Note: Use the original passing RNA
control and DNA and RNA sample
libraries as placeholders when needed,
and re-pool the libraries accordingly in the
repeat runs. Any data resulting from the
placeholder libraries must be ignored in
the repeat run.
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(continued)

Chapter 2 Pass/fail criteria and repeat strategy

%

7

Pass/fail specifications and repeat strategy

Point of
failure

Specification
type

Passing criteria

Repeat strategy

3

Library RNA
Sample

Any individual RNA sample library must
have =5000 Mappable Fusion Reads
to have reportable results for the RNA
sample library.

Run the RNA sample library alone, or with
fewer RNA sample libraries. If the RNA
sample library still fails this specification,
re-make the library using the same
(previously extracted) RNA, if there is
sufficient quantity. If not, re-extract using
more tissue input, if possible. The repeat
libraries must be prepared and run with
new RNA controls.

Note: Use the original passing DNA
control and DNA and RNA sample
libraries as placeholders when needed,
and repool the libraries accordingly in the
repeat runs. Any data resulting from the
placeholder libraries must be ignored in
the repeat run.

SNV, Deletion,
and Insertion
Variant
Specifications

All Single Nucleotide Variants (SNVs),
Deletions (Dels), and Insertions (Ins) must
have coverage =347 reads and pass all
Variant Caller filtering metrics in order to
have a reportable result for the variant.

Any SNVs, deletions, and insertions that
do not meet the coverage criteria will
result in a "No Call" for the variant. The
operator may run the sample alone or
with fewer samples to obtain reportable
results for the variant. If the repeat run
fails to meet the minimum coverage
requirement, the operator may remake the
library to obtain reportable results for the
variant.
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No Call repeat strategies

\ /7~ |

No Call repeat strategies

Point of Observation Reasonl?l Repeat strate
failure (Example FR tag)!! P 9y

2 MINCOV<347, PosCov<2, NegCov<2* | Coverage Repeat the run with fewer samples per
chip may improve coverage.

2 NODATA No data Repeating the run with fewer samples
per chip may improve coverage.

2 QualityScore<8 Quiality score Remake the DNA and/or RNA libraries
starting from nucleic acid sample to
improve the quality score if the quality
score is due to low coverage.

2 STDBIAS0.99034>0.96, Strand bias Remake the DNA and/or RNA libraries

STDBIASPVAL 0.299<=1 starting from nucleic acid sample to
improve strand coverage.

' The reason for a No Call can be determined by examining the value of the FR tag for a given variant, listed in the output VCF file.

[ While presence of ALL of the reasons for No Call is not necessary for a No Call assignment, more than one condition may occur
simultaneously. In cases where multiple reasons are observed, such that one recommends repeat while the other does not, repeating sample
from library preparation is recommended.

Pass/fail specifications and repeat strategy—mixed runs

If you combine different tissue types (for example, NSCLC and CC samples) in a single Oncomine™ Dx
Target Test run and experience a run or sample failure, follow the repeat strategy recommendations
according to the tissue type of the samples that require retesting that are listed in “Pass/fail
specifications and repeat strategy” on page 16.

For example, if the RNA Control fails in a mixed run, it is not necessary to remake CC sample libraries,
because RNA fusion variants are not reported for these samples.
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Performance characteristics

Cholangiocarcinoma (CC)—Analytical studies

Tissue input study

Fifteen (15) slide-mounted FFPE samples were analyzed to determine if samples extracted using the lon
Torrent Dx Total Nucleic Acid Isolation Kit yield DNA and RNA at the concentrations that are required

by the Oncomine™ Dx Target Test when tissue input requirements are met. The test requires DNA at a
concentration of =0.83 ng/uL and RNA at a concentration of =1.43 ng/pL.

Five (5) resection samples with =20% tumor content were prepared without macrodissection,

5 resection samples with <20% to =10% tumor cell content were macrodissected, and 5 samples
were collected by core needle biopsy (CNB). For the resection samples with =100 mm? surface area,

1 x 5 ym section was used per extraction. For resection samples with <100 mm?, 4 x 5 um sections
were used per extraction. For CNBs, all of which had a surface area <30 mm2, 9 x 5 um sections were
used per extraction. DNA and RNA concentrations were determined using the lon Torrent Dx DNA and
RNA Quantification Kits, respectively. No sequencing was performed on the extracted samples.

Of the 15 samples tested, 93.3% (14/15) had a DNA concentration of =0.83 ng/pL and an RNA
concentration of >1.43 ng/uL. One CNB sample failed the minimum DNA and RNA concentration
specifications, with values of 0.72 ng/uL and 0.81 ng/pL respectively. The low concentrations were
likely caused by insufficient tissue input as the sample only had a single core biopsy per slide.

Guard band testing study

Guard band testing was performed to evaluate the tolerance levels of the Proteinase K digestion and
inactivation steps during FFPE sample preparation when using the Oncomine™ Dx Target Test with CC
samples.

The tolerance level for each test condition (volume, temperature, and time for digestion and inactivation)
was evaluated by comparing DNA and RNA concentrations across 3 test levels: Low, Standard
Operating Protocol (SOP)/Nominal, and High. For each test condition and level, DNA and RNA were
extracted from 1 IDH1 variant-positive FFPE CC sample and an FFPE BRAF V600E cell-line (in triplicate)
and sequenced using the Oncomine™ Dx Target Test.

No statistically significant difference was observed between the levels for all 3 test conditions for the
samples tested.
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FFPE block stability study

Stability of CC FFPE tissue blocks at room temperature was established when tested with the
Oncomine™ Dx Target Test.

Three (3) IDH1 (2 R132G and 1 R132C) variant-positive clinical sample blocks were tested in duplicate
at baseline, 3 months + 2 weeks, 6 months + 2 weeks, and 12 months + 2 weeks’ time points.

Linear regression analyses and stability estimates from each sample across the timepoints
demonstrated that CC FFPE tissue blocks were stable for up to 12 months.

FFPE slide stability study

Stability of paraffin dipped and un-dipped FFPE CC tissue sections mounted on slides was established
when using the Oncomine™ Dx Target Test.

Three (3) IDH1 (2 R132C and 1 R132G) variant-positive clinical samples from dipped and un-dipped
FFPE CC tissue sections were tested at baseline, 3 months + 1 week, 6 months + 1 week, 9 months +
1 week, and 12 months + 1 week time points.

Linear regression analyses and stability estimates from each sample across the timepoints
demonstrated that CC FFPE tissue sections mounted on slides were stable for up to 12 months.

Sample processing reproducibility study

22

The reproducibility and repeatability of IDH1 R132 variant detection using the Oncomine™ Dx Target
Test were evaluated with 2 IDH1 WT samples and 4 IDH1 R132 (2 R132C and 2 R132G) variant-positive
samples at a single test site. The site had 2 lon PGM™ Dx instrument systems and 2 operators.

Each sample was tested 6 times by each operator, for a total of 12 replicates per sample. After repeat
testing, there was a single invalid reaction (1/72 or 1.39%).

The negative call rate, positive call rate, and within-run repeatability were calculated for each IDH1 R132
variant-positive sample at the expected IDH1 R132 variant location. The results are shown in Table 5.

Including no calls the negative call rate for the IDH1 WT sample was 100% at all IDH1 R132 variant
locations. Including no calls the positive call rate from the expected IDH1 R132 positive variants was
100%.
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Interfering substances study

Two (2) potentially interfering substances that may be found in CC FFPE tissue samples, hemoglobin
and bile acids, were evaluated using the Oncomine™ Dx Target Test on the lon PGM™ Dx System.

The guidelines for testing are defined in section 7.1 of CLSI EP07A2E, which describes testing
substances at a relatively high concentration as an interference screen. One potentially interfering

endogenous substance, hemoglobin, was tested at twice the concentration recommended in CLSI
EPO7A2E, Appendix D.

Table 6 Interfering substances and amounts

Potential interfering Step Amount of substance
substance
Hemoglobin After deparaffinization, hemoglobin was added to the 4 mg/mL
Digestion Buffer used to pre-wet the tissue section.
Bile acids After deparaffinization, bile acids were added to the 30 nmol/mL
Digestion Buffer used to pre-wet the tissue section.

Three (3) IDH1 R132 (1 R132G and 2 R132C) variant-positive and 1 WT FFPE CC clinical samples

(2 replicates each) were extracted in the presence and absence of the excess endogenous substance
and processed through the entire assay workflow. The concordance between variant calls in samples
with and without interfering substances was calculated for each substance under investigation.

With no calls excluded, the results of testing with hemoglobin and bile acids showed 100%
concordance with the control condition for both the IDH1 R132 variant-positive and WT FFPE CC
samples. This data supports the claim that hemoglobin, and bile acids do not impact Oncomine™ Dx
Target Test assay performance at the level tested.

Limit of Detection (LoD) study

The LoD was evaluated for all 5 IDH1 R132 variants that are detected by the Oncomine™ Dx Target Test
in clinical samples. The LoD is the lowest allelic frequency (AF) of the IDH1 R132 variants that can be
detected at least 95% of the time. DNA from variant-containing samples or cell lines were blended with
DNA from WT FFPE CC samples at multiple levels and used as input DNA for the test. A minimum of
120 data points was generated for each IDH1 R132 variant by testing 6 titration levels, 2 reagent lots,
and 10 replicates (per level per lot).

24
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The LoD of the 5 IDH1 R132 variants ranged from 3.7-5.5% AF.

Table 7 LoD of clinical IDH1 variants

Variant ID Sample type Estimated LoD (AF)
R132C COSM28747 Clinical sample 4.9%
R132G COSM28749 Clinical sample 5.5%
R132H COSM28746 Cell line 4.4%
R132L COSM28750 Cell line 3.7%
R132S COSM28748 Cell line 3.9%

Assay reproducibility study

The reproducibility and repeatability of IDH1 R132 variant detection using the Oncomine™ Dx Target
Test were assessed with 1 IDH1 WT sample and 3 IDH1 R132 variant-positive samples at 2 allelic
frequency (AF) levels. Testing was performed at 4 testing sites, each site had 2 lon PGM™ Dx instrument
systems, 2 operators, and completed testing using 4 lots of reagents.

Thirty-six (36) replicates per sample were tested across all sites. Overall, there were 72 sequencing
events per variant and samples were run in duplicate for repeatability analysis. After repeat testing,
there was a single invalid reaction (1/252 or 0.4%).

The negative call rate, positive call rate, and within-run repeatability were calculated for each IDH1 R132
variant-positive sample at the expected IDH1 R132 variant location. The results are shown in Table 8.

The overall positive call rate for the IDH1 R132 variants was 92.6% when including no calls and 97.1%
when excluding no calls. The negative call rate for the IDH1 WT sample was 100% at all IDH1 R132
variant locations.
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Cholangiocarcinoma (CC)—Clinical studies

IDH1 clinical study

IDH1 study—concordance evaluation

A total of 383 samples were obtained for this study. Both slides cut from FFPE blocks and extracted
DNA were used. Of these, 187 were identified by the enrolling clinical trial assay (CTA) as IDH1
variant-positive, 187 were identified as IDH1 variant-negative, and 9 samples were invalid based on
the enrolling CTA.

The 187 IDH1 variant-positive samples set were previously enrolled into the AG-120-C-005 clinical
study. The IDH1 variant-negative samples were randomly selected from the CTA patient population that
had yielded a valid negative result on the CTA assay. The IDH1 invalid samples were randomly selected
from the CTA patient population that yielded invalid results.

Of the 187 IDH1 variant-positive samples from the CTA testing, 174 were positive on Oncomine™ Dx
Target Test. Of the 174 samples IDH1 positive by Oncomine™ Dx Target Test, 172 were IDH1 positive
from the NDA population as 2 samples tested by the CTA were not part of the efficacy population. Of
the 187 IDH1 CTA positive samples in the bridging population, 1 sample was called negative, 6 samples
were invalid, 6 samples were cancelled due to failure to meet test input requirements due to low or
insufficient sample availability.

Of the 187 IDH1 variant-negative samples tested, 0 were identified as IDH1 variant-positive by the
Oncomine™ Dx Target Test, 14 were invalid, 5 yielded no calls, and 2 were not tested due to insufficient
sample availability, leaving 166 confirmed IDH1 variant-negative samples by the Oncomine™ Dx Target
Test.

Of the 9 CTA invalid samples tested, 3 yielded Oncomine™ Dx Target Test positive results, 3 yielded
negative results, 2 were confirmed invalid, and 1 was not tested due to insufficient sample availability.

In summary, 9 samples were cancelled (not tested), 22 had invalid Oncomine™ Dx Target Test results,
5 samples were no calls, 177 were IDH1 variant-positive, and 170 were IDH1 variant-negative by the
Oncomine™ Dx Target Test.

The PPA was defined as the proportion of IDH1 variant-positive specimens as called by the CTA

assay that were also IDH1 variant-positive by the Oncomine™ Dx Target Test. The NPA was defined

as the proportion of IDH1 variant-negative specimens as called by the CTA assay that were also IDH1
variant-negative by the Oncomine™ Dx Target Test. The unadjusted concordances by variant and overall
concordance (OPA) are shown in Table 9.

Table 9 IDH1—Bridging concordance results (unadjusted)

Parameter Agreed Total Agreement Exact 95% Cls
PPA exclude UNK 174 175 99.4% 96.9%, 100.0%
NPA exclude UNK 166 166 100.0% 97.8%, 100.0%
OPA exclude UNK 340 341 99.7% 98.4%, 100.0%
PPA include UNK 174 181 96.1% 92.2%, 98.4%
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Table 9 IDH1—Bridging concordance results (unadjusted) (continued)

Parameter Agreed Total Agreement Exact 95% Cls
NPA include UNK 166 185 89.7% 84.4%, 93.7%
OPA include UNK 340 366 92.9% 89.8%, 95.3%

Of the enrolled samples, 349 samples were analyzed using the Oncomine™ Dx Target Test to
demonstrate positive percent agreement (PPA) and negative percent agreement (NPA) concordance
with a validated reference detection method (Sanger assay).

One hundred and sixty-eight (168) specimens from patients that tested positive using the Sanger assay
were analyzed using the Oncomine™ Dx Target Test. In addition, 181 specimens that tested negative
using the Sanger assay were analyzed using the Oncomine™ Dx Target Test.

Of the IDH1 variant-positive samples, 164 generated valid results from the Oncomine™ Dx Target Test.
Three samples had invalid results due to failed QC metrics for the sequencing runs, and one generated
a no call due to insufficient coverage.

Of the IDH1 variant-negative samples, 170 generated valid results from the Oncomine™ Dx Target Test.
Ten samples had invalid results due to failed QC metrics for the sequencing runs, and one sample
generated a no call due to insufficient coverage.

The PPA was defined as the proportion of IDH1 variant-positive specimens as called by the Sanger
assay that were also IDH1 variant-positive as called by the Oncomine™ Dx Target Test, and the NPA
was defined as the proportion of IDH1 variant-negative specimens as called by the Sanger assay that
were also IDH1 variant-negative as called by the Oncomine™ Dx Target Test. The concordances and
overall concordance (OPA; overall percent agreement) are shown in Table 10.

Table 10 IDH1—Accuracy concordance results

Agreement Excluding invalids and no calls Including invalids and no calls
measure Percent agreement 95% ClI Percent agreement 95% Cl
PPA 99.4% (163/164) (96.7%, 100.0%) 97.0% (163/168) (93.2%, 99.0%)
NPA 96.5% (164/170) (92.5%, 98.7%) 90.6% (164/181) (85.4%, 94.4%)
OPA 97.9% (327/334) ['] (95.7%, 99.2%) 93.7% (327/349) (90.6%, 96.0%)

[ Seven samples were found to be discordant in this analysis, where one was called a false negative and six were called false positives
with the Oncomine™ Dx Target Test.

IDH1 study—clinical effectiveness

The clinical effectiveness of the Oncomine™ Dx Target Test was evaluated by measuring progression-
free survival (PFS) for patients with CC who tested positive for IDH1 R132 variants (R132C, R132G,
R132H, R132L, and R132S) by both the Clinical Trial Assay (CTA) and the Oncomine™ Dx Target Test.
Progression-free survival and hazard ratio were calculated for patients who were selected for treatment
with ivosidenib.

The primary efficacy outcome measurements between treatment and control arms (including PFS,
hazard ratio, and overall survival) were examined in the AG120-C-005 study, based on the evaluable
Oncomine™ Dx Target Test results (confirmed positive by the Oncomine™ Dx Target Test; 172 total
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patients) and the study population (185 total patients) that included samples not confirmed with the
Oncomine™ Dx Target Test.

The clinical efficacy (represented by PFS) determined in the Oncomine™ Dx Target Test positive
population (N=115 treatment vs. 57 placebo) showed a HR=0.37 with 95% CI of (0.25, 0.55), and is
similar to the Oncomine™ Dx Target Test positive plus unevaluable population (N=123 treatment vs.
61 placebo; HR=0.38; 95% ClI: 0.26, 0.55) and the overall CTA+ population (primary endpoint of the
AG120-C-005 study) (N=124 treatment vs. 61 placebo; HR = 0.37; 95% CI: 0.25, 0.54). These results
suggest that no efficacy bias was introduced into the Oncomine™ Dx Target Test positive population.

Refer to the Drugs@FDA database for the most recent therapeutic product labeling.

Non-small cell lung cancer (NSCLC)—Analytical studies

Limit of blank studies
Limit of Blank (LoB)—Study |

To ensure that a variant-free ("blank") sample does not generate an analytical signal that might be
classified as a mutation, wild-type (WT) samples were evaluated at each variant location that can be
detected by the Oncomine™ Dx Target Test. Samples that are WT at all locations should produce a
"variant not detected" call at each location. By definition (EP17-A2), the 95th percentile of test results
on blank samples equals zero.

Operators extracted and sequenced nucleic acid from 5 WT cell lines prepared as FFPE sections
on slides. The cell lines have well-characterized genomes and contain no known cancer biomarker
sequences.

The study was conducted using two different lots of the Oncomine™ Dx Target Test Kit. For each

lot, each cell-line sample was extracted once and made into 6 DNA and 6 RNA libraries. Operators
sequenced each library in duplicate, generating 24 different sets of results across the two reagent lots
per sample.

For all 5 samples, there were no positive calls at any of the variant locations analyzed by the test. The
false positive rate was therefore zero.

Additionally, operators extracted and sequenced nucleic acid from 3 FFPE clinical samples prepared
on slides. Each sample was tested using 24 replicates and 2 reagent lots of the Oncomine™ Dx Target
Test Kit, resulting in 144 sequencing replicates each for DNA and RNA. For all replicates, there were no
positive calls at any of the variant locations. The false positive rate was therefore zero, and the LoB of
the test was determined to be zero.

Finally, nucleic acid from three WT FFPE clinical samples was processed from sample preparation
through sequencing using the updated Oncomine™ Dx Target Test Kit RNA workflow. The study was
conducted using 2 different lot combinations of kits. Each clinical sample generated 48 different
replicates across the 2 reagent lot combinations, for a total of 144 replicates for the entire study. The
false positive rate of the test was determined to be zero for the ROS1 fusion target, demonstrating that
the LoB of the test was zero when tested with clinical samples.
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Limit of Blank (LoB)— Study Il

A second study was performed to test the frequency of false positive calls for EGFR exon 20 insertion
variants detected by the Oncomine™ Dx Target Test in wild-type samples. In this study, nucleic acid
was extracted from 4 wild-type (WT) FFPE NSCLC clinical samples and carried through from library
preparation to sequencing. Samples that are WT at all EGFR locations should produce a "variant not
detected" call at each location. By definition (EP17-A2), the 95th percentile of test results on blank
samples equals zero.

Operators extracted and sequenced nucleic acid from the 4 WT samples prepared as FFPE sections
on slides. The study was conducted using two different lots of the Oncomine™ Dx Target Test Kit.
Operators made 18 library replicates for each sample and kit lot, giving a total of 4 samples x

18 replicates x 2 lots = 144 libraries sequenced.

The result at each variant location for each sample was tabulated. For all 4 samples, there were no
positive calls at any of the EGFR exon 20 insertion variant locations analyzed by the test. The false
positive rate was therefore zero.

Limit of Blank (LoB)—Study Il

A further study was performed to test the frequency of false positive calls for EGFR exon 20 insertions
detected by the Oncomine™ Dx Target Test in wild-type samples. In this study, operators used pre
extracted DNA from 4 WT FFPE NSCLC clinical samples and carried it through from library preparation
to sequencing. Samples that are WT at all EGFR locations should produce a "variant not detected" call
at each location. By definition (EP17-A2), the 95th percentile of test results on blank samples equals
zero.

The study was conducted using two different lots of the Oncomine™ Dx Target Test Kit. Operators made
18 library replicates for each sample and kit lot, giving a total of 4 samples x 18 replicates x 2 lots =
144 libraries sequenced.

The result at each variant location for each sample was tabulated. For all 4 samples, there were no
positive calls at any of the variant locations analyzed by the test. The false positive rate was therefore
Zero.

Limit of Blank (LoB)— Study IV

A study was performed to test the frequency of false positive calls for ERBB2/HER2 exon 20 insertions
detected by the Oncomine™ Dx Target Test in wild-type samples. In this study, operators used pre
extracted DNA from 4 WT FFPE NSCLC clinical samples and carried it through from library preparation
to sequencing. Samples that are WT at all ERBB2/HER2 locations should produce a "variant not
detected" call at each location. By definition (EP17-A2), the 95th percentile of test results on blank
samples equals zero.

The study was conducted using two different lots of the Oncomine™ Dx Target Test Kit. Operators made
18 library replicates for each sample and kit lot, giving a total of 4 samples x 18 replicates x 2 lots =
144 libraries sequenced.

The result at each variant location for each sample was tabulated. For all 4 samples, there were no
positive calls at any of the variant locations analyzed by the test. The false positive rate was therefore
zero.
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Limit of Blank (LoB)—Study V

A study was performed to test the frequency of false positive calls for ERBB2/HER2 SNVs detected

by the Oncomine™ Dx Target Test in wild-type samples. In this study, operators used DNA extracted
from 4 WT FFPE NSCLC clinical samples and carried it through from library preparation to sequencing.
Samples that are WT at all ERBB2/HER2 locations should produce a "variant not detected" call at each
location. By definition (EP17-A2), the 95th percentile of test results on blank samples equals zero.

The study was conducted using two different lots of the Oncomine™ Dx Target Test Kit. Operators made
18 library replicates for each sample and kit lot, giving a total of 4 samples x 18 replicates x 2 lots =
144 libraries sequenced.

The result at each variant location for each sample was tabulated. For all 4 samples, there were no
positive calls at any of the variant locations analyzed by the test. The false positive rate was therefore
zero.

Tissue input study

Sixty slide-mounted FFPE samples were analyzed to determine if samples extracted using the lon
Torrent Dx Total Nucleic Acid Isolation Kit yield DNA and RNA at the concentrations required by
the Oncomine™ Dx Target Test when tissue input requirements are met. The test requires DNA at a
concentration of =0.83 ng/uL and RNA at a concentration of =1.43 ng/pL.

Thirty resection samples with =20% tumor content were prepared without macrodissection,

15 resection samples with <20% to >10% tumor cell content were macrodissected, and 15 samples
were collected by core needle biopsy (CNB). For the resection samples, 2 x 5 ym sections were used
per extraction. For CNBs, 9 x 5 pym sections were used per extraction. DNA and RNA concentrations
were determined using the lon Torrent Dx DNA and RNA Quantification Kits, respectively. No
sequencing was performed on the extracted samples.

Of the 60 samples tested, 98.3% (59/60) had a DNA concentration of =0.83 ng/pL and an RNA
concentration of =1.43 ng/uL. One CNB sample failed the minimum DNA and RNA concentration
specifications, with values of 0.52 ng/pL and 1.23 ng/pL respectively. The low concentrations were
likely caused by the small tissue size and low tumor content (5%).

Seven slide-mounted FFPE fine needle aspirate (FNA) samples were analyzed to determine if samples
extracted using the lon Torrent Dx Total Nucleic Acid Isolation Kit yield DNA and RNA at the
concentrations required by the Oncomine™ Dx Target Test when tissue input requirements are met.

For FNAs, 7 x 5 um sections were used per extraction. DNA and RNA concentrations were determined
using the lon Torrent Dx DNA and RNA Quantification Kits, respectively. 100% of the 7 FNA samples
extracted using the lon Torrent Dx FFPE Sample Preparation Kit yielded DNA at a concentration of
>0.83 ng/pL and RNA at a concentration of =1.43 ng/uL.
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Guard band testing studies

32

Guard band testing—initial studies

The tolerances encompassing the workflow steps in library preparation, template preparation, and
sequencing were assessed in 20 separate studies corresponding to the most critical workflow steps of
the test which could lead to assay failure. Each study included 3 test points, which included testing

in low condition, nominal condition as defined by the user guide, and high condition. The guard band
testing range for each experiment was designed such that the maximum and minimum test points
challenged the system, while still being within operational error range. Each study was conducted
across multiple runs, utilizing multiple operators and instrument systems. For each study, 6 independent
libraries were prepared per condition. Libraries were pooled into 3 sets of pools with one pool tested at
the low condition, one at the high condition, and the remaining samples tested at the nominal condition.
Each pool was tested in a single system run, resulting in a total of 3 pools tested in 3 runs, with 3 or

6 replicates per condition.

Of the 20 studies, one study, Thermal Cycling Temperature Offset, showed a significant difference in
performance when the temperature deviation in the PCR thermocycler during all thermocycling steps
was increased by either +0.8°C or +1°C, which resulted in the samples failing the test QC parameters.
The acceptable tolerance was therefore defined as —1°C to +0.5°C of the specified temperature. Of

the remaining studies, 8 showed no significant difference in results, while 11 showed a statistically
significant difference. However, it is recommended that each step in assay preparation and sequencing
be followed according to the user guide.

Guard band testing—Study Il

Guard band testing was performed to define Oncomine™ Dx Target Test tolerances by testing critical
assay steps at key points of the NSCLC workflow, from library preparation through sequencing, using a
blend of variants with EGFR exon 20 insertions.

Tolerances were tested across 11 test conditions across 3 test levels: Low, Standard Operating Protocol
(SOP)/Nominal, and High. A DNA blend of nucleic acids isolated from clinical FFPE samples with the
EFGR insertion was used in 10 test conditions related to volumes, temperature, and time, while a

DNA control was used in a test condition related to DNA control volume. For a test condition to be
considered acceptable, 6 library replicates must pass sample validity metrics (Sample AQ20 mean

read length and % reads), and the EGFR variant within the clinical blended sample must be called
present using the Oncomine™ Dx Target Test. Following initial testing, narrower acceptable ranges were
established for EtOH (1-1.75 pL) and thermal cycling temperature offset (-1.0°C to +0.5°C).

The study demonstrated acceptable performance of the test at tolerance ranges that are significant
deviations from the SOP-defined condition.

Guard band testing— Study llI

Guard band testing was performed to define Oncomine™ Dx Target Test tolerances by testing critical
assay steps at key points of the NSCLC workflow, from library preparation through sequencing, using
one ERBB2/HER2 exon 20 insertion variant blend.

Tolerances were tested across 11 test conditions across 3 test levels: Low, Standard Operating Protocol
(SOP)/Nominal, and High. A DNA blend of nucleic acids isolated from clinical FFPE samples with the
ERBB2/HER2 exon 20 insertion was used in 10 test conditions related to volumes, temperature, and
time, while a DNA control was used in a test condition related to DNA control volume. For a test
condition to be considered acceptable, 6 library replicates must pass sample validity metrics (Sample
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AQ20 mean read length and % reads), and the ERBB2/HER2 exon 20 insertion variant within the clinical
blended sample must be called present using the Oncomine™ Dx Target Test. Following initial testing,

a narrower acceptable range was established for EtOH (1.0-1.75 pL) and thermal cycling temperature
offset (-1.0°C to +0.5°C).

The study demonstrated acceptable performance of the test at tolerance ranges that are significant
deviations from the SOP-defined condition.

Guard band testing— Study IV

Guard band testing was performed to define Oncomine™ Dx Target Test tolerances by testing critical
assay steps at key points of the NSCLC workflow, from library preparation through sequencing, using
two ERBB2/HER2 SNV variant blends.

Tolerances were tested across 4 test conditions across 3 test levels: Low, Standard Operating Protocol
(SOP)/Nominal, and High. DNA blends of nucleic acids isolated from clinical FFPE samples with the
ERBB2/HER2 SNV were used in 4 test conditions: the volume of DNA panel, the volume of LIB HiFi Mix,
the residual volume of ethanol and the temperature offset for the thermal cycler. For a test condition

to be considered acceptable, 6 library replicates must meet assay performance requirements (MAPD
and allelic frequency of ERBB2/HER2 SNVs), and the ERBB2/HER2 variant within the clinical blended
sample must be called present using the Oncomine™ Dx Target Test. Following initial testing, a narrower
acceptable range was established for EtOH (0-1.0 pL).

The study demonstrated acceptable performance of the test at tolerance ranges that are significant
deviations from the SOP-defined condition.

Stability of assay intermediates studies

Stability of assay intermediates—Study |

The workflow for the Oncomine™ Dx Target Test incorporates several optional stopping points to hold
assay intermediates. The stability of the intermediate products was evaluated by incorporating all of

the 13 optional extended hold times specified in the user guide. A total of 3 samples (2 FFPE clinical
samples and 1 FFPE cell line sample) were included in this study. The SNV, deletions, and fusion variant
types were represented by samples which contained EGFR L858R, EGFR exon 19 deletion, BRAF
V600E, a ROS1 fusion, and other representative variants. Each sample was tested under 3 different test
conditions.

® Nominal (no-hold)
® Library hold—30-day hold of eluted libraries at -30°C to -10°C

* Combo hold—remaining stopping points in library preparation, template preparation, and
sequencing, tested at the maximum hold time specified in the user guide

For DNA, allelic frequency and the log-transformed median absolute pairwise difference [log(MAPD)]
were used as metrics to evaluate stability. For RNA, the log-transformed fusion reads and the log-
transformed normalized read ratio [for example, log(fusion reads/total mapped reads)] were used as
metrics to evaluate stability. In all of the evaluations, the results of the test conditions with the
incorporated hold times were compared to the samples tested without the hold times. The study results
support the conclusion that the 30-day library hold and combo hold conditions did not result in a
decrease in Oncomine™ Dx Target Test performance relative to the nominal test condition.

Oncomine™ Dx Target Test Part I: Test Description and Performance Characteristics User Guide 33


https://1.0�1.75

34

Appendix A Performance characteristics
Non-small cell lung cancer (NSCLC)—Analytical studies

Stability of assay intermediates—Study Il

The stability of assay intermediates study was performed to test whether hold times in stopping

points specified in the Oncomine™ Dx Target Test user guides affect test performance. The study

was conducted in two separate parts that had the same study design and acceptance criteria. DNA
corresponding to one of two EGFR exon 20 insertion variants, COSM1238030 (3 bp insertion), and
COSM26720 (12 bp insertion), at mean allelic frequency (AF) of 2.5X LoD (1.9X to 3.5X LoD, 10%

to 18% AF, respectively) was used in each part of the study to test assay performance at baseline,
then compare it to performance after the stopping point holds that are specified in the Oncomine™ Dx
Target Test user guides are included in the workflow. The Oncomine™ Dx Target Test library preparation
workflow allows a total of 9 stopping points, each with a maximum hold time. The no-hold/hold
performance was tested in three conditions:

* Nominal (no-hold)
® Library hold—30-day hold of eluted libraries at -30°C to -10°C

* Combo hold—8 remaining stopping points in library preparation, tested at the hold time specified in
the user guide

The study demonstrated that the assay intermediates are stable after pre-defined hold times and
Oncomine™ Dx Target Test performance was not affected by the hold times. Both EGFR exon 20
insertion variants (3 and 12 bp) were called correctly 100% of the time in the clinical sample blends
across both hold conditions and the control condition. A T-Test was also performed to compare the
mean AFs observed across the sample blends tested in each test hold condition compared with

the no-hold condition. The p value for each test was >0.05, and together the p values showed no
statistically significant differences in the mean variant AF between the hold and the no-hold conditions.

Stability of assay intermediates— Study Il

The stability of assay intermediates study was performed to test whether hold times in stopping

points specified in the Oncomine™ Dx Target Test user guides affect test performance. The study was
conducted in two separate parts that had the same study design and acceptance criteria. One clinical
ERBB2/HER2 exon 20 insertion-positive (COSM20959, 12-bp insertion) DNA blend was prepared at
target allele frequency levels of 2-3X the limit of detection for testing was used in each part of the
study to test assay performance at baseline, then compare it to performance after the stopping point
holds that are specified in the Oncomine™ Dx Target Test user guides are included in the workflow. The
Oncomine™ Dx Target Test library preparation workflow allows a total of 9 stopping points, each with a
maximum hold time. The no-hold/hold performance was tested in three conditions:

* Nominal (no-hold)

® Library hold—30-day hold of eluted libraries at -30°C to -10°C

* Combo hold—8 remaining stopping points in library preparation, tested at the hold time specified in
the user guide

The study demonstrated that the assay intermediates are stable after pre-defined hold times and
Oncomine™ Dx Target Test performance was not affected by the hold times. The ERBB2/HER2 exon 20
insertion-positive variant was called correctly 100% of the time in the clinical sample blend across both
hold conditions and the control condition.
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Stability of assay intermediates—Study IV

The stability of assay intermediates study was performed to test whether hold times in stopping points
specified in the Oncomine™ Dx Target Test user guides affect test performance. Two dual variant
ERBB2/HER2 SNV-positive DNA blends were prepared at target allele frequency levels of 1.5-3X the
limit of detection for testing. Both DNA blends were used in each part of the study to test assay
performance at baseline, then compare it to performance after the stopping point holds that are
specified in the Oncomine™ Dx Target Test user guides are included in the workflow. The Oncomine™
Dx Target Test library preparation workflow allows a total of 9 stopping points, each with a maximum
hold time. The no-hold/hold performance was tested in three conditions:

* Nominal (no-hold)
® Library hold—30-day hold of eluted libraries at -30°C to -10°C

* Combo hold—8 remaining stopping points in library preparation, tested at the hold time specified in
the user guide

The study demonstrated that the assay intermediates were stable after pre-defined hold times and
Oncomine™ Dx Target Test performance was not affected by the hold times. All ERBB2/HER2 SNV-
positive variants were called correctly 100% of the time in the clinical sample blends across both hold
conditions and the control condition.

DNA and RNA input studies
DNA and RNA input—Study |

Eight cell-line samples were prepared as FFPE sections, and DNA and RNA were extracted and
quantified from multiple sections from each cell line for blending and testing. Sample blends were
prepared with known variants at various DNA and RNA input-level combinations within the range of
5-15 ng. The DNA and RNA blends had a target allele frequency of 15% for SNVs and deletions and
target fusion reads of 300—600 for the ROS1 variant. A total of 540 individual DNA and RNA libraries
were tested, including positive controls and NTC controls, with 6 replicate libraries each for DNA and
RNA per test condition.

The study demonstrated a 100% positive variant call rate within the input range tested, supporting the
specified input amount of 10 ng each for DNA and RNA for the Oncomine™ Dx Target Test.

The negative variant call rate was >95% for all except 4 sample and DNA/RNA input-level
combinations. All cases with a negative variant call rate of <95% were due to no calls, 3 of which
occurred with a DNA or RNA input amount of 5 ng and 1 of which occurred in a single sample with DNA
and RNA inputs of 10 ng each. There were no false-positive calls.

Additionally, 4 clinical samples prepared as FFPE sections were tested: two samples containing DNA
variants and two containing the CD74-ROS1 fusion.

The DNA variant samples were paired with wild-type RNA from the same sample at various input
combinations within the range of 5-15 ng, and the RNA variant samples were paired with wild-type DNA
at input combinations within the same range.

The study demonstrated positive and negative call rates of >95% for the DNA variants at all input
combinations, and 100% for one of the CD74-R0OS1 fusions at all input combinations. The second
CD74-R0OS1 clinical sample showed 100% negative call rates for all test conditions, and 100% positive
call rates except for Test Condition 4 (8.5 ng RNA/15 ng DNA), where the call rate was 83%, and Test
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Condition 6 (15 ng RNA/15 ng DNA), where the call rate was 50%. The false negatives for these test
conditions were possibly due to operator error during library preparation, since the remaining replicates
in these test conditions had both high total mappable reads and fusion reads, but the cause was not
definitively determined.

The results support the DNA and RNA 10-ng input requirement for the Oncomine™ Dx Target Test.

DNA and RNA input—Study Il

Two EGFR exon 20 insertion-positive variant DNA blends at allele frequency levels 2-3X the limit of
detection were prepared for testing. A total of 96 libraries at various DNA input-level combinations
within the range of 5-15 ng were tested, including positive controls and NTC controls, with 6 replicate
libraries each test condition.

The study demonstrated a 100% positive variant call rate within the input range tested, supporting the
specified input amount of 10 ng each for DNA for the Oncomine™ Dx Target Test.

The results support the DNA and RNA 10-ng input requirement for the Oncomine™ Dx Target Test.

DNA input—Study Il

Two ERBB2/HER2 exon 20 insertion-positive DNA blends were prepared at target allele frequency
levels of 2-3X the limit of detection for testing. A total of 96 libraries at various DNA input-levels
(5-15 ng) were tested, including positive controls and NTC controls, with 6 replicate libraries for each
test condition.

The study demonstrated a 100% positive variant call rate within the input range tested. The results
support the DNA 10-ng input requirement for the Oncomine™ Dx Target Test.

DNA input—Study IV

Two dual variant ERBB2/HER2 SNV-positive DNA blends were prepared at target allele frequency
levels of 1.5-3X the limit of detection for testing. A total of 88 libraries at various DNA input-levels
(5-15 ng) were tested, including positive controls and NTC controls, with 6 replicate libraries for each
test condition.

The study demonstrated a 100% positive variant call rate within the input range tested. The results
support the DNA 10-ng input requirement for the Oncomine™ Dx Target Test.

In silico specificity study

36

An in silico cross-reactivity analysis was performed that evaluated the 832 primers in the Oncomine™
Dx Target Test Kit DNA and RNA panels to determine the specificity of the primers to their targeted
sequences. The primers were checked for specificity to the human genome, the human transcriptome,
and genomes from representative bacteria, fungi, and viruses frequently found in human tissue and lung
specimens.

Any unintended amplification products were required to have =2 base-pair (bp) mismatches to intended
amplification product sequences generated by the panels, because mismatches of =2 bp prevent
mapping to the same location on the genome due to a low mapping score.

For the DNA panel primers, in silico analysis predicted 20 unintended potential amplicon-generating
primer pairings against the human genome. Nineteen of these had unintended amplification products
with =2 bp mismatches, and therefore would have low mapping scores and not cause false results.
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One unintended primer pairing was predicted to amplify regions identical to an intended product, and
therefore would detect the same WT and variant locations and not cause false results.

For the RNA panel primers, analysis predicted 63 unintended primer pairings against the human
genome and 7 unintended primer pairings against the human transcriptome. All of these predicted
amplicons had mismatches of =42 bp to intended amplicons, and therefore would not cause false
results.

Analysis of representative bacterial, fungi, and viral genomes resulted in one predicted unintended
primer pairing with a mismatch of =61 bp to intended amplicons, which would not cause false results.

Based on these results, the primers in the Oncomine™ Dx Target Test Kit DNA and RNA panels were
deemed specific.

Cross-contamination study

A total of 8 FFPE cell line samples were evaluated to determine the percentage of false positive results
caused by cross-contamination (contamination from one sample to another within the same sequencing
run) and carryover contamination (contamination from a previous run on the same instrument system).
Samples that were WT and variant were tested in consecutive runs on the same instruments, and

5 DNA variant locations and 2 RNA variant locations that were expected to be WT for a sample were
evaluated for contamination.

Out of 100 DNA and 80 RNA data points analyzed, no false positive results were reported in the DNA
variants, and 1 false positive result was reported in a ROS1 fusion. The false positive was likely caused
by sample cross-contamination from an adjacent well. Therefore, the false-positive rate at DNA variant
locations was 0% (0/100) and the false-positive rate at RNA variant locations was 1.25% (1/80).

Tissue fixation study

A study was performed to evaluate the effect of 10% neutral buffered formalin (NBF) fixation times on
cytosine deamination events at the hotspot locations targeted by the Oncomine™ Dx Target Test, and
any effect these potential events would have on assay performance. Pellets from the wild-type cell line
GM24385 were fixed with 10% NBF for 12, 24, 48, 72, and 84 hours. Sections from each block were
cut, mounted on slides, and tested with the Oncomine™ Dx Target Test. These results were compared to
results from cell line GM24385 that had not undergone any fixation with 10% NBF.

The average allelic frequency (AF) observed at each of the 103 cytosine deamination-susceptible
hotspots was determined for each fixation time tested. The results showed 2 G>A deamination events
as a result of the fixation process, one at a 24-hour fixation time for COSM232755 (AF 0.050%) and
the other at a 48-hour fixation time for COSM181063 (AF 0.073%). Each resulted in a "no call". DNA
and RNA sequencing quality was evaluated by measuring percent reads, no calls, and total mappable
reads for each condition tested. Both DNA and RNA demonstrated valid sequencing results with all
NBEF fixation times tested in this study. Therefore, it was determined that NBF fixation times did not
cause deamination events that negatively impacted sequencing results.
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Sample processing reproducibility studies

Sample processing reproducibility —Study |

The reproducibility and repeatability of variant detection using the Oncomine™ Dx Target Test were
assessed with 2 WT samples and 10 variant-positive samples at 4 testing sites. Each site had 4 lon
PGM™ Dx instrument systems and 4 operators.

Each sample was tested 8 times at each site, for a total of 32 replicates per sample. After repeat testing,
the final number of invalid reactions was 15/768 (1.95%), possibly due to low sample quality or lack of
sample, though the cause was not definitively determined.

The call rate, no call rate, positive call rate, negative call rate, and within-run repeatability were
computed at each variant location of interest. Including no calls and excluding known positive variant
locations, the negative call rate at each clinical variant location for all samples was 100%.

The results at positive variant locations are shown in Table 11. Including no calls, all positive call rates
from positive variant locations were >84%.

Excluding no calls and combining data across all study samples, the estimate of repeatability was
100% for DNA variants and 87.5% for the RNA variant. The lower limit of the 95% two-sided
confidence interval (Cl) for repeatability exceeded 96% at all variant locations.

Including no calls from the data, the estimate of repeatability was 100% at 218 out of 605 variant
locations, 94-99.9% at 175 out of 605 variant locations, and 71.6-93.9% at 212 out of 605 variant
locations. Including no calls, the lower limit of the 95% two-sided confidence interval for repeatability
exceeded 64.6% at all variant locations.
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Sample processing reproducibility — Study Il

The reproducibility and repeatability of variant detection using the Oncomine™ Dx Target Test were
assessed with 2 WT samples and 2 EGFR exon 20 insertion variant-positive samples at 3 testing sites.
Each sample was extracted two times and tested using 3 lots of reagents at each site, for a total of

18 replicates per sample. Each site had 2 lon PGM™ Dx instrument systems and 2 operators.

The call rate, no call rate, positive call rate, negative call rate, and within-run repeatability were
computed for each EGFR exon 20 insertion variant. Including no calls and excluding known positive
variant locations, the negative call rate at each clinical variant location for all samples was 100%.

The results at positive variant locations are shown in Table 12. Including no calls, all positive call rates
from positive variant locations were 100%.

Excluding no calls and combining data across all study samples, the estimate of repeatability was
100% for both EGFR exon 20 insertion variants. The lower limit of the 95% two-sided confidence
interval (Cl) for repeatability exceeded 100% at all variant locations.

Including no calls from the data, the estimate of repeatability was 100% at all EGFR exon 20 insertion
variant locations. Including no calls, the lower limit of the 95% two-sided confidence interval for
repeatability exceeded 81.5% at all variant locations.
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Interfering substances studies

Interfering substances—Study |

Six potentially interfering substances that can be found in FFPE tissue samples or carried over from the
deparaffinization and nucleic acid extraction process were evaluated using the Oncomine™ Dx Target
Test on the lon PGM™ Dx System.

The guidelines used at the time of testing are defined in section 7.1 of CLSI EPO7A2E, which describes
testing substances at a relatively high concentration as an interference screen. One potentially

interfering endogenous substance, hemoglobin, was tested at twice the concentration recommended in
CLSI EPO7A2E, Appendix D.

Table 13 Interfering substances and amounts

Potential interfering

protocol, without the addition of any potentially
interfering substances.

Step Amount of substance
substance

Paraffin At the deparaffinization step, extra paraffin was added to | 4X of normally expected levels
the xylene bath that contained 250 mL of xylene.

Xylene Extra xylene was added into the ethanol bath that 6X of normally expected residual
contained 250 mL of ethanol. volume

Ethanol Extra ethanol was added into the Protease digestion step | >4X of normally expected
before digestion. residual volume

Hemoglobin After deparaffinization, hemoglobin was added to the 4 mg/mL
Digestion Buffer used to pre-wet the tissue section.

Protease Extra Protease was added into the reaction after the >10X of expected residual
digestion step and before column purification. Protease after the heat-kill step

Wash buffer Wash buffer used to isolate DNA and RNA from 1% wash buffer (equivalent to
deparaffinized and digested samples was added into ~10% wash buffer carried over
an aliquot of Dilution Solution, which was later used to into eluate)
dilute the RNA and DNA to the appropriate concentration
before library preparation.

Control Tissue sections were processed using the standard N/A

A total of 6 FFPE samples (1 WT and 5 variants) with 6 replicates each were processed through the
entire assay workflow. The variant samples included variants from all variant categories that can be
detected by the test. The samples were spiked with additional concentrations or amounts of the listed
substances at the relevant processing step, as shown in the table. Replicates of a control sample with
no spiked substances were also analyzed. The concordance between variant calls in samples with and
without interfering substances was computed for each substance under investigation.

With no calls excluded, for each potential interferent used in sample extraction, the positive and
negative concordance with the control condition across all samples was 100%, and the overall
concordance with the control condition across all samples was 100%.
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With no calls excluded, the results of testing with hemoglobin showed positive concordance with the
control condition of 100% (only samples with a positive control condition were analyzed), negative
concordance of 99.99%, and overall concordance of 99.99%.

Interfering substances— Study I

The interfering substances study was repeated with the updated RNA workflow to demonstrate that the
performance of the Oncomine™ Dx Target Test is not affected by the presence of potentially interfering
substances.

The impact on assay performance of the listed interferents (Table 13) was evaluated in this study and
the results were compared to the control (no interferents) condition. For the 6 interferents tested, both
the positive concordance (no calls excluded) and the overall concordance (no calls excluded) for all
samples was 100%. These data support the claim that paraffin, xylene, ethanol, hemoglobin, protease,
or wash buffer do not affect assay performance at the level tested.

Interfering substances— Study llI

A study was performed to demonstrate that the performance of the Oncomine™ Dx Target Test in
detecting RET fusions is not affected by the presence of potentially interfering substances.

A total of 3 FFPE samples (2 RET fusion-positive, and 1 WT) with 3 replicates each were used to
evaluate the impact of the listed interferents (Table 13) on assay performance, and the results were
compared to the control (no interferents) condition. For the 6 interferents tested, both the positive
concordance and the overall concordance for all samples was 100%. These data support the claim that
paraffin, xylene, ethanol, hemoglobin, protease, or wash buffer do not affect assay performance at the
level tested in detection of the RET fusions.

Interfering substances— Study IV

A study was performed to demonstrate that the performance of the Oncomine™ Dx Target Test in
detecting EGFR exon 20 insertion-positive variants is not affected by the presence of potentially
interfering substances.

A total of 3 FFPE samples (2 EGFR exon 20 insertion-positive, and 1 WT) with 2 replicates each were
used to evaluate the impact of the listed interferents (Table 13) on assay performance, and the results
were compared to the control (no interferents) condition. For the 6 interferents tested, both the positive
concordance and the overall concordance for all samples was 100%. These data support the claim that
paraffin, xylene, ethanol, hemoglobin, protease, or wash buffer do not affect assay performance at the
level tested in detection of EGFR exon 20 insertion-positive variants.

Interfering substances—Study V

A study was performed to demonstrate that the performance of the Oncomine™ Dx Target Test in
detecting ERBB2/HER2 exon 20 insertion-positive variants is not affected by the presence of potentially
interfering substances.

One ERBB2/HER2 exon 20 insertion-positive and one variant negative (WT) FFPE samples with

2 replicates each were used to evaluate the impact of the listed interferents (Table 13) on assay
performance, and the results were compared to the control (no interferents) condition. For the

6 interferents tested, the positive, negative, and the overall concordance for all samples was 100%.
These data support the claim that paraffin, xylene, ethanol, hemoglobin, protease, or wash buffer do
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not affect assay performance at the level tested in detection of ERBB2/HER2 exon 20 insertion-positive
variants.

Interfering substances—Study VI

A study was performed to demonstrate that the performance of the Oncomine™ Dx Target Test in
detecting ERBB2/HER2 SNV-positive variants is not affected by the presence of potentially interfering
substances.

Three ERBB2/HER2 SNV-positive and one variant negative (WT) FFPE samples with 2 replicates each
were used to evaluate the impact of 6 interferents (Table 13) on assay performance, and the results
were compared to the control (no interferents) condition. For the interferents tested, the positive,
negative, and the overall concordance for all samples was 100%. These data support the claim that
paraffin, xylene, ethanol, protease, or wash buffer do not affect assay performance at the level tested in
detection of ERBB2/HER2 SNVs.

Limit of Detection (LoD) studies

Limit of Detection (LoD)—Study |

The LoD was evaluated for 14 representative DNA variants detected by the Oncomine™ Dx Target Test
in clinical samples. The LoD is the lowest AF of SNV, MNV, or deletion variants that can be detected at
least 95% of the time. Variant-containing samples were blended with WT samples at multiple levels and
used as the input DNA for the test.

Due to the large number of variants detected by the Oncomine™ Dx Target Test and the rarity of some of
the variants, the LoD was established using a representative variant approach. Variants were selected in
the following categories:

* Simple SNVs

* Complex SNVs and MNVs (SNVs in di- or tri-nucleotide repeat regions, SNVs in high-GC (>60%) or
low-GC (<40%) content regions, and MNVs)

® Deletions (including deletions of 6, 9, 15, and 18 bp)

Clinical specimens were tested for all variants for which clinical claims are being sought. Seven variants
for which analytical claims are being sought were unavailable in clinical specimens, and so plasmid
constructs were substituted.

A minimum of 120 data points were generated for each representative variant by testing 6 or more
titration levels, 2 reagent lots, and 10 replicates (per level per lot). The claimed LoD for all but 1 variant
is the maximum of the LoD obtained from testing each of the 2 lots in this study.

Based on 14 representative DNA variants in 6 genes assessed in clinical samples, the LoDs for DNA
variants tested in clinical samples (supported by the results from the assay reproducibility study) were
determined to have allelic frequencies (AFs) of 6-8%.

Limit of Detection (LoD)—Study I

The LoD of the Oncomine™ Dx Target Test was calculated by testing 2 clinical ROS1 fusion-positive
specimens using the updated Oncomine™ Dx Target Test RNA workflow.

RNA extracted from fusion-positive clinical FFPE specimens was blended with RNA extracted from
wild-type (WT) clinical FFPE specimens to achieve 6 dilution levels. For each ROS1 fusion isoform,
10 replicates per 6 dilution levels were tested with 2 reagent lots, giving a total of 120 data points. The
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LoD of the assay for ROS1 fusion detection was determined to be 516 fusion reads (higher of the LoD
observed for the 2 isoforms tested).

Limit of Detection (LoD)—Study llI

The LoD of the Oncomine™ Dx Target Test was calculated by testing 2 clinical RET fusion-positive
specimens using the updated Oncomine™ Dx Target Test RNA workflow.

RNA extracted from fusion-positive clinical FFPE specimens was blended with RNA extracted from
wild-type (WT) clinical FFPE specimens to achieve 6 dilution levels. For each RET fusion isoform,

10 replicates per dilution level were tested with 2 reagent lots, giving a total of 120 data points. The
LoD of the assay for RET fusion detection was determined to be 405 fusion reads (higher of the LoD
observed for the 2 isoforms tested).

Limit of Detection (LoD)—Study IV

The LoD of the Oncomine™ Dx Target Test was calculated by testing 2 clinical EGFR exon 20 insertion-
positive specimens using the Oncomine™ Dx Target Test DNA workflow.

DNA extracted from EGFR exon 20 insertion-positive clinical FFPE specimens was blended with DNA
extracted from WT clinical FFPE specimens to achieve 6 dilution levels. For each EGFR exon 20
insertion variant, 10 replicates per dilution level were tested with 2 reagent lots, giving a total of

120 data points. The LoD of the assay for EGFR exon 20 insertion detection was determined to be
4.8-5.2% allelic frequency.

Limit of Detection (LoD)—Study V

The LoD of the Oncomine™ Dx Target Test was calculated by testing 2 clinical ERBB2/HER2 exon 20
insertion-positive specimens using the Oncomine™ Dx Target Test DNA workflow.

DNA extracted from ERBB2/HER2 exon 20 insertion-positive clinical FFPE specimens was blended with
DNA extracted from WT clinical FFPE specimens to achieve 6 dilution levels. For each ERBB2/HER2
exon 20 insertion variant, 10 replicates per dilution level were tested with 2 reagent lots, giving a total of
120 data points. The LoD of the assay for ERBB2/HER2 exon 20 insertion detection was determined to
be 4.8-5.0% allelic frequency.

Limit of Detection (LoD)—Study VI

The LoD of the Oncomine™ Dx Target Test was calculated by testing 3 clinical ERBB2/HER2 SNV-
positive specimens containing 4 different ERBB2/HER2 SNVs across 4 different exons using the
Oncomine™ Dx Target Test DNA workflow.

DNA extracted from ERBB2/HER2 SNV-positive clinical FFPE specimens was blended with DNA
extracted from WT clinical FFPE specimens to achieve 6 dilution levels. For each ERBB2/HER2 SNV
variant, 20 replicates per dilution level were tested with 2 reagent lots, giving a total of 120 data points.
The LoD of the assay for the 4 clinical ERBB2/HER2 SNVs was determined to be 4.5-5.8% allelic
frequency.
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Tumor content studies

Tumor content—Study |

To determine the minimum tumor cell content required in FFPE samples used as input material, 55
pre-characterized clinical samples were analyzed using the Oncomine™ Dx Target Test. They contained
SNVs, deletions, and fusions confirmed by validated reference methods. The tumor cell content of each
specimen and region of interest was estimated before the study by an external pathology lab.

The samples were analyzed with and without macrodissection. Fifty-four samples contained DNA
variants and 1 contained an RNA variant. Three samples contained 2 SNV or deletion variants, for
a total of 58 variants analyzed. The observed tumor content had the following distribution:

* 10 samples with tumor content <10%
* 16 samples with tumor content 10-19%
* 13 samples with tumor content 20-29%
® 9 samples with tumor content 30-39%
® 3 samples with tumor content 40-49%
® 4 samples with tumor content 50-60%
In the samples without macrodissection, all 58 variants were detected (called positive) by the

Oncomine™ Dx Target Test. In the macrodissected samples, there was one "no call" in a BRAF V600E
variant sample with a tumor content of 16%.

Additional studies were performed to validate that the minimum tumor cell content required in FFPE
input samples is greater than or equal to 20% when using the updated RNA library preparation
workflow. As part of the ROS1 study, 9 ROS1-positive samples were identified by both methods. The
observed tumor content in the studies ranged from 20-90%, and had the following distribution:

Table 14 Tumor content range in ROS1-positive samples used in clinical studies

ROS1-positive samples Tumor-content range
1 20-29%
1 30-39%
0 40-49%
7 50-90%

There was no statistically significant association between tumor content and test results. The results
confirm that the minimum tumor cell content in FFPE samples used as input material for the Oncomine™
Dx Target Test is greater than or equal to 20%.
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Tumor content—Study I

The minimum tumor cell content that is required in FFPE samples used as input material was

calculated for 71 pre-characterized FFPE clinical samples. The samples were analyzed using the
updated Oncomine™ Dx Target Test RNA workflow. The tumor cell content of each specimen and region
of interest was estimated before the study by an external pathology lab. The samples were analyzed
with and without macrodissection.

A total of 9 ROS1 positive and 62 ROS1 negative samples were included in the study analysis. All
samples gave valid results for both the Oncomine™ Dx Target Test (passing Run, RNA Control, and
RNA Sample QC criteria) and the reference method test. These valid samples were used for the tumor
content study analysis. The observed tumor content had the following distribution:

* 0 samples with tumor content <20%

¢ 18 samples with tumor content 20-29%
® 8 samples with tumor content 30-39%
* 10 samples with tumor content 40-49%
* 14 samples with tumor content 50-69%

e 21 samples with tumor content 70-90%

Table 15 Tumor content range in ROS1-positive samples used in clinical studies

ROS1-positive samples Tumor-content range
0 <20%
1 20-29%
1 30-39%
0 40-49%
4 50-69%
3 70-90%

The corresponding 95% Clopper Pearson Exact Cls of the PPA, NPA, and OPA overlapped between
tumor content levels. This shows that the ROS1 fusion detection performance of the Oncomine™ Dx
Target Test was similar at all ranges of tumor content level. The tumor content level of the clinical
samples had no impact on the performance of the Oncomine™ Dx Target Test.

Tumor content—Study llI

In a further study, the tumor cell content in FFPE samples used as input material was calculated

for 149 FFPE clinical samples. The tumor cell content of each specimen and region of interest was
estimated before the study by an external pathology lab. The samples were analyzed with and without
macrodissection.

A total of 54 EGFR exon 20 insertion-positive and 95 EGFR exon 20 insertion-negative samples were
included in the study analysis. All samples gave valid results for both the Oncomine™ Dx Target Test
(passing Run, DNA Control, and DNA Sample QC criteria) and the reference method test. These valid
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samples were used for the tumor content study analysis. The observed tumor content had the following
distribution:

e 21 samples with tumor content <20%

* 41 samples with tumor content 20-29%
* 26 samples with tumor content 30-39%
e 27 samples with tumor content 40-59%
® 34 samples with tumor content 60-100%

Table 16 Tumor content range in EGFR exon 20 insertion-positive samples used in clinical studies

EGFR exon 20 insertion-positive samples Tumor-content range
10 <20%
20 20-29%
6 30-39%
9 40-59%
9 60-100%

The corresponding 95% Clopper Pearson Exact Cls of the PPA, NPA, and OPA overlapped between
tumor content levels. This shows that the EGFR exon 20 insertion detection performance of the
Oncomine™ Dx Target Test was equivalent at all ranges of tumor content level. The tumor content
level of the clinical samples had no impact on the performance of the Oncomine™ Dx Target Test.

Tumor content—Study IV

To determine the minimum tumor cell content required in FFPE samples used as input material,

127 pre-characterized clinical samples were analyzed using the Oncomine™ Dx Target Test. The tumor
cell content of each specimen and region of interest was estimated before the study by an external
pathology lab.

A total of 61 EGFR exon 20 insertion-positive and 66 EGFR exon 20 insertion-negative samples were
included in the study analysis. All samples gave valid results for both the Oncomine™ Dx Target Test

and the reference method test. These valid samples were used for the tumor content study analysis.

The observed tumor content had the following distribution:

® 33 samples with tumor content >0-30%

* 10 samples with tumor content =30-40%
® 32 samples with tumor content =40-60%
® 52 samples with tumor content =60-100%
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Table 17 Tumor content range in EGFR exon 20 insertion-positive samples used in clinical studies

22 >0-30%
5 =30-40%
10 =40-60%

24 =60-100%

The corresponding two-sided 95% Cls of the PPA, NPA, and OPA overlapped between tumor content
levels. This shows that the EGFR exon 20 insertion detection performance of the Oncomine™ Dx Target
Test was similar at all ranges of tumor content level. The tumor content level of the clinical samples

had no impact on the performance of the Oncomine™ Dx Target Test, all samples were accurately called
100% of the time.

Tumor content—Study V

In a further study, the tumor cell content in FFPE samples used as input material was calculated

for 147 FFPE clinical samples. The tumor cell content of each specimen and region of interest was
estimated before the study by an external pathology lab. The samples were analyzed with and without
macrodissection.

A total of 38 ERBB2/HER2 exon 20 insertion-positive or ERBB2/HER2 SNV-positive samples and

109 ERBB2/HER2 variant-negative samples were included in the study analysis. All samples gave valid
results for both the Oncomine™ Dx Target Test (passing Run, DNA Control, and DNA Sample QC
criteria) and the reference method test. These valid samples were used for the tumor content study
analysis. The observed tumor content had the following distribution:

* 2 samples with tumor content <20%

® 9 samples with tumor content 20-29%

* 15 samples with tumor content 30-39%
® 44 samples with tumor content 40-59%
® 77 samples with tumor content 60-100%

Table 18 Tumor content range in ERBB2/HER2 exon 20 insertion-positive and SNV-positive
samples used in clinical studies

ERBB2/HER2 exon 20 insertion-positive or SNV-
" Tumor-content range
positive samples
0 <20%
5 20-29%
4 30-39%
9 40-59%
20 60-100%
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The corresponding 95% Clopper Pearson Exact Cls of the PPA, NPA, and OPA overlapped between
tumor content levels. This shows that the ERBB2/HER2 SNV and exon 20 insertion detection
performance of the Oncomine™ Dx Target Test was equivalent at all ranges of tumor content level.

The tumor content level of the clinical samples had no impact on the performance of the Oncomine™ Dx
Target Test.

Tumor content—Study VI

In a further study, the tumor cell content in FFPE samples used as input material was calculated
for 216 FFPE clinical samples. The tumor cell content of each specimen and region of interest was
estimated before the study by an external pathology lab.

A total of 91 RET fusion-positive and 125 RET fusion-negative samples were included in the study
analysis. All samples gave valid results for both the Oncomine™ Dx Target Test (Passing Run, RNA
Control, and RNA Sample QC criteria) and the reference method test. These valid samples were used
for the tumor content study analysis. The observed tumor content had the following distribution:

® 78 samples with tumor content <30%
® 47 samples with tumor content 30-39%
* 39 samples with tumor content 40-59%

* 52 samples with tumor content 60-100%

Table 19 Tumor content range in RET fusion-positive samples used in clinical studies

RET fusion-positive samples Tumor-content range
34 <30%
14 30-39%
18 40-59%
25 60-100%

The corresponding 95% Clopper Pearson Exact Cls of the PPA, NPA, and OPA overlapped between
tumor content levels. This shows that the RET fusion detection performance of the Oncomine™ Dx
Target Test was equivalent at all ranges of tumor content level. The tumor content level of the clinical
samples had no impact on the performance of the Oncomine™ Dx Target Test.
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Assay reproducibility studies

Assay reproducibility — Study |

The reproducibility and repeatability of the Oncomine™ Dx Target Test was evaluated for
30 representative variants from 18 DNA samples.

The study was designed to evaluate within-run precision performance (repeatability) and variability
across sites, operators, and instrument platforms (reproducibility). Six of the 18 DNA samples were
mixtures of plasmid and clinical DNA. Seven of the 12 deletion variants were represented by these
plasmid blends. All other variant types were represented by clinical sample DNA.

Due to the large number of variants detected by the test and the rarity of some of the variants, a
representative variant approach was used. Variants were selected in the following categories:

Table 20 Representative variant approach—Study |

Variant category No. of plasmid blends used No. of clinical specimens used
6-bp deletion 6 0
9-bp deletion 4 2
15-bp deletion 2 4
18-bp deletion 2 4
Simple SNV 0 8
Complex SNVs!'l and MNVs 0 6

[ Including SNVs in di- or tri-nucleotide repeat regions and SNVs in high-GC (>60%) or low-GC (<40%) content regions

Two of the 18 DNA samples were WT at all locations, and the remaining 16 contained DNA from one
or more DNA variants. Each pre-extracted DNA sample was sequenced at 4 sites by 4 operators on
2 systems at each site.

At each site, operators were grouped into 2 pairs, with each pair assigned to 2 instrument systems and
responsible for testing 9 DNA samples. Samples were run in duplicate using 2 different reagent lots at
3 of the study sites and on all 3 reagent lots at one study site. The design resulted in a total of 72 test
determinations per DNA sample, and all variant locations were assessed for each sample.

The reproducibility results are summarized in the following table.

Table 21 Reproducibility results—Study |
Variants Call rate excluding no calls!'l| Call rate including no calls!']
Description evaluated across
the samples Mean Median Mean Median
Variant positive DNA (positive 46 96.6% 97.1% 94.5% 95.8%
calls)
WT DNA (negative calls) 872 96.1% 95.0% 96.1% 95.0%

' Analysis includes invalid results.
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Excluding no calls, the estimate of repeatability at each DNA variant location across all the samples was
>98.8% (95% Cl lower limit of =97.5%). The coefficient of variation (CV) across all DNA clinical variants
ranged from 9.8% to 39%. The highest CVs (24.9-39.2%) were observed for the BRAF V600E variant.
The higher percent CV for this sample was possibly due to poor sample quality, but the cause was not
definitively determined. The CVs for the EGFR L858R variant ranged from 9.8% to 11.3%, and the CVs
for the EGFR deletion variants ranged from 11.2% to 25.5%.

Assay reproducibility — Study Il

An additional study was performed to evaluate the reproducibility and repeatability of the Oncomine™
Dx Target Test for 6 representative variants from 11 DNA samples and 4 RNA samples. All 11 DNA
samples and 4 RNA samples were clinical sample blends. In addition, 1 WT DNA sample and 4 WT
RNA samples were included in the study.

The study was designed to evaluate within-run precision performance (repeatability) and variability
across sites, operators, and instrument platforms (reproducibility). The updated Oncomine™ Dx Target
Test RNA workflow was used.

Due to the large number of variants detected by the test and the rarity of some variants, a
representative variant approach was used. Variants were selected in the following categories:

Table 22 Representative variant approach—Study Il

Variant category No. of cIinLcsa::pecimens No. of levels tested!'] No. of samples tested
15-bp deletion 1 2 7121
Simple SNV 3 2
Complex SNVE! and MNV 2 2 4
Fusion 2 2 4
WT RNA 2 N/A 414
WT DNA 1 N/A 1

' The number of sample blends with different levels of allele frequency that were tested.

Pl Includes one sample that contained both a 15-bp deletion and a simple SNV, one sample that contained a 15-bp deletion, and three samples
that were simple SNVs.

B Including SNVs in di- or tri-nucleotide repeat regions and SNVs in high-GC (>60%) or low-GC (<40%) content regions
' Each WT RNA sample was tested twice.

One DNA sample was WT at all locations, 1 DNA sample had 2 DNA variants, and the remaining DNA
samples had 1 variant each. Four RNA samples were WT for the ROS1 fusion. Each pre-extracted DNA
or RNA sample was sequenced at 3 sites by 2 operators on 2 systems at each site.

At each site, 2 operators were assigned to 2 instrument systems and were responsible for testing

12 DNA samples (11 with variants and 1 WT) and 8 RNA samples (4 with variants and 4 WT). Samples
were run in duplicate using 3 different reagent lots at all study sites. The study design resulted in a total
of 36 test determinations per DNA or RNA sample.

The reproducibility results are summarized in the following table.
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Table 23 Reproducibility results (DNA variants)— Study Il

Variants Call rate excluding no calls!'!| Call rate including no calls!']
Description evaluated across
the samples Mean Median Mean Median
Variant positive DNA 12 99% 100% 98% 99%
(positive calls)
WT DNA (negative calls) 367 100% 100% 99% 100%

1 Analysis includes invalid results.

Excluding no calls, the estimate of repeatability at each DNA variant location across all the samples was
>94.4% (95% CI lower limit of =72.7%). The CVs across all DNA clinical variants ranged from 9.1% to
22.6%. The CVs for the BRAF V600E variant ranged from 13.1% to 19%, the CVs for the EGFR L858R
variant ranged from 11% to 17.6%, and the CVs for the EGFR deletion variants ranged from 10.1% to

15.9%.
Table 24 Reproducibility results (ROS1 fusion)—Study Il
- Isoforms evaluated Call rate excluding or including unknowns!']
Description th |
across the samples Mean Median

ROS1 fusion-positive RNA 100% 100%
(positive calls)

WT RNA (negative calls) 99% 100%

" Unknowns are defined as invalid or no result using the Oncomine™ Dx Target Test.

The estimate of repeatability at each RNA clinical variant location was 100%. One wild-type sample was
found to be contaminated with RNA control during the study, resulting in an NPA estimate of 94.4%. No
specific sequencer performed differently between three lots of Oncomine™ Dx Target Test reagents for

this sample. The CV across both RNA locations ranged from 47.8% to 76.6%.

Assay reproducibility —Study Il

A study was performed to evaluate the reproducibility and repeatability of the Oncomine™ Dx Target
Test for detection of RET fusions using FFPE RNA from 4 RET fusion-positive samples (blended with
WT clinical samples) and 2 RET fusion-negative (WT) samples.

Table 25 Sample description—Study lll

RET fusion No. of chn:::sa:;pemmens No. of levels tested No. of samples tested
KIF5B-RET.K15R12 1 2 2
CCDC6-RET.C1R12 1 2 2

RET-negative/WT RNA 2 N/A 2
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The study was designed to evaluate within-run precision performance (repeatability) and variability
across sites, operators, and instrument platforms (reproducibility). The updated RNA library preparation
workflow was used.

Six pre-extracted RNA sample blends (4 fusion positive blends and 2 WT specimens) and placeholder
DNA libraries were sequenced at 3 sites by 6 operators. At each site, 2 operators were assigned to 2
instrument systems and were responsible for testing the 6 RNA sample blends. Samples were run in
duplicate using 3 different reagent lots at all study sites. The study design resulted in a total of 36 test
determinations per sample blend tested.

The reproducibility results are summarized in the following table.

Table 26 Reproducibility results (RET fusion)—Study lll

- Isoforms evaluated Call rate excluding or including unknowns!']
Description th |
across the samples Mean Median
RET fusion-positive RNA 4 99% 100%
(positive calls)
WT RNA (negative calls) 2 100% 100%

' Unknowns are defined as invalid or no result using the Oncomine™ Dx Target Test.

Estimates of the repeatability were reported to be 100% for the CCDC6-RET.C1R12 isoform, and
98.1% for the KIF5B-RET.K15R12 isoform. The CV across both RNA locations ranged from 46.8% to
62.7%.

Assay reproducibility — Study IV

A study was performed to evaluate the reproducibility and repeatability of the Oncomine™ Dx Target
Test for detection of EGFR exon 20 insertion variants using FFPE DNA from 2 EGFR variant-positive
samples (blended with WT clinical samples) and 2 EGFR variant-negative (WT) samples.

Table 27 Sample description—Study IV

EGFR exon 20 insertion No. of chn:::::;pemmens No. of levels tested No. of samples tested
COSM1238028 1 2 2
COSM12376 1 2 2
EGFR-negative/WT DNA 2 N/A 2

The study was designed to evaluate within-run precision performance (repeatability) and variability
across sites, operators, and instrument platforms (reproducibility).

Six pre-extracted DNA sample blends (4 insertion positive blends and 2 WT specimens) and
placeholder RNA libraries were sequenced at 3 sites by 6 operators. At each site, 2 operators were
assigned to 2 instrument systems and were responsible for testing the 6 DNA sample blends. Samples
were run in duplicate using 2 different reagent lots at all study sites. The study design resulted in a total
of 24 test determinations per sample blend tested.

The reproducibility results are summarized in the following table.
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Table 28 Reproducibility results (EGFR exon 20 insertions)—Study IV

Variants Call rate excluding no calls!'] Call rate including no calls!'!
L evaluated
Description
across the Mean Median Mean Median
samples
EGFR exon 20 2 100% 100% 99.7% 100%
insertion-positive
DNA (positive calls)
WT DNA 2 100% 100% 100% 100%
(negative calls)

' Analysis includes invalid results.

Estimates of the repeatability were reported to be 100% for both COSM1238028 and COSM12376
(excluding no calls). The CV across both DNA locations ranged from 11.3% to 16.7%.

Assay reproducibility —Study V

A study was performed to evaluate the reproducibility and repeatability of the Oncomine™ Dx Target
Test for detection of ERBB2/HER2 exon 20 insertion variants using FFPE DNA from 2 ERBB2/HER2
variant-positive samples (blended with WT clinical samples) and 2 ERBB2/HER2 variant-negative (WT)
samples.

Table 29 Sample description—Study V
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ERBB2/HER2 exon 20 insertion

No. of clinical specimens used

No. of samples tested

COSM20959 1 2
COSM12552 1 2
ERBB2/HER2-negative/WT DNA 2 2

The study was designed to evaluate within-run precision performance (repeatability) and variability
across sites, operators, and instrument platforms (reproducibility).

Six pre-extracted DNA sample blends (4 insertion positive blends and 2 WT specimens) and
placeholder RNA libraries were sequenced at 3 sites by 6 operators. At each site, 2 operators were
assigned to 2 instrument systems and were responsible for testing the 6 DNA sample blends. Samples
were run in duplicate using 2 different reagent lots at all study sites. The study design resulted in a total
of 72 test determinations per sample blend tested.

The reproducibility results are summarized in the following table.
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Table 30 Reproducibility results (ERBB2/HER2 exon 20 insertions)—Study V

Variants Call rate excluding no calls!'] Call rate including no calls!'!
L evaluated
Description
across the Mean Median Mean Median
samples
ERBB2/HER2 2 100% 100% 98.6% 100%
exon 20 insertion-
positive DNA
(positive calls)
WT DNA 2 100% 100% 100% 100%
(negative calls)

' Analysis includes invalid resullts.

Estimates of the repeatability were reported to be 100% for both COSM20959 and COSM12552
(excluding no calls). The CV across both DNA locations ranged from 9.8% to 19.2%.

Assay reproducibility — Study VI

A study was performed to evaluate the reproducibility and repeatability of the Oncomine™ Dx Target
Test for detection of ERBB2/HER2 SNVs using FFPE DNA from 3 ERBB2/HER2 SNV-positive samples
(blended with WT clinical samples) and 4 ERBB2/HER2 variant-negative (WT) samples.

Table 31 Sample description—Study VI

ERBB2/HER2 SNV No. of clinical specimens used No. of samples tested
COSM14060 and 1 5
COSM48358
COSM18609 1 2
COSM436498 1 2
ERBB2/HER2-negative/WT DNA 4 4

The study was designed to evaluate within-run precision performance (repeatability) and variability
across sites, operators, and instrument platforms (reproducibility).

Seven pre-extracted DNA sample blends (3 SNV positive specimens and 4 WT specimens) and
placeholder RNA libraries were sequenced at 3 sites by 6 operators. At each site, 2 operators were
assigned to 2 instrument systems and were responsible for testing the 6 DNA sample blends. Samples
were run in duplicate using 2 different reagent lots at all study sites. The study design resulted in a total
of 72 test determinations per sample blend tested.

The reproducibility results are summarized in the following table.
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Table 32 Reproducibility results (ERBB2/HER2 SNVs)—Study VI

Variants Call rate excluding no calls!'] Call rate including no calls!'!
L evaluated
Description
across the Mean Median Mean Median
samples
ERBB2/HER2 SNV- 4 100% 100% 100% 100%
positive DNA
(positive calls)
WT DNA 4 100% 100% 98.3% 98.4%
(negative calls)

' Analysis includes invalid results.

Estimates of the repeatability were reported to be 100% for all 4 ERBB2/HER2 SNVs. The CV across all
DNA locations ranged from 9.3% to 18.6%.

Panel accuracy study

To evaluate the ability of the Oncomine™ Dx Target Test DNA and RNA panels to identify somatic
variants in human specimens, 290 FFPE tumor samples were analyzed using the Oncomine™ Dx
Target Test to demonstrate positive percent agreement (PPA) and negative percent agreement (NPA)
concordance with validated reference detection methods.
The following reference detection methods were used:

* Avalidated NGS assay, to detect SNV and deletion hotspot variants

* A ROS1 FISH reference test, to detect ROS1 fusions
Variants detected by the Oncomine™ Dx Target Test that were not covered by the reference methods
were not included in the PPA/NPA concordance calculation. Variants detected by the Oncomine™ test
for which the reference method testing failed and did not yield a valid result were not included in the
PPA/NPA calculation.
Accuracy data was analyzed by the following:

e Each variant location

* Bins (or categories) of variants: RNA fusions, simple SNVs, complex SNVs, and deletions

* Each FFPE sample

The results are shown in the following tables.

Table 33 PPA results

Excluding no calls Including no calls

PPA measure
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Percent agreement 95% ClI Percent agreement 95% ClI
Variant 98.5% (195/198) (95.6%, 99.7%) 98.5% (195/198) (95.6%, 99.7%)
Bin 97.2% (176/181) (93.7%, 99.1%) 97.2% (176/181) (93.7%, 99.1%)
Sample 96.9% (158/163) (93.0%, 99.0%) 96.9% (158/163) (93.0%, 99.0%)
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Table 34 NPA results

NPA measure

Excluding no calls

Including no calls

Percent agreement 95% ClI Percent agreement 95% ClI
Variant 100.0% (99.99%,100.0%) 96.8% (96.7%, 96.9%)
(118,155/118,159) (118,155/122,012)
Bin 99.8% (942/944) (99.2%, 100.0%) 70.0% (657/939) (66.9%, 72.9%)
Sample 98.4% (124/126) (94.4%, 99.8%) 23.4% (29/124) (16.3%, 31.8%)

Table 35 OPA results

OPA measure

Excluding no calls

Including no calls

Percent agreement 95% ClI Percent agreement 95% ClI
Variant 100.0% (99.99%, 100.0%) 96.8% (96.74%, 96.94%)
(118,350/118,357) (118,350/122,210)
Bin 99.4% (1,118/1,125) | (98.72%,99.75%) | 74.4% (833/1,120) | (71.71%, 76.91%)
Sample 97.6% (282/289) (95.07%,99.02%) 65.2% (187/287) (59.34%, 70.66%)
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BRAF clinical study
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BRAF study—concordance evaluation

A method comparison evaluated the accuracy of the Oncomine™ Dx Target Test compared to the
NSCLC BRAF V600E PCR Assay for the detection of the BRAF V600E mutation in NSCLC samples.
Patient samples from the NSCLC BRF113928 clinical trial and an acquired set of negative samples were
measured by both assays.

There were a total of 230 samples available for analysis. Of these, 181 samples (67 + 114) provided
valid results for both the BRAF V600E PCR assay and the Oncomine™ test. All valid results correlated.
Of the remaining samples, 27 samples had invalid results with the Oncomine™ test due to failed control
or library QC metrics for the sequencing runs, 9 samples had no calls due to insufficient coverage at the
BRAF variant location, and 13 samples were not tested due to insufficient DNA concentration.

The positive percent agreement (PPA) was defined as the proportion of BRAF-positive samples called
by the BRAF VB00E PCR Assay that were also called by the Oncomine™ Dx Target Test, and the
negative percent agreement (NPA) was defined as the proportion of BRAF-negative samples called by
the PCR assay that were also identified by the Oncomine™ Dx Target Test. The 95% two-sided exact
Cls were determined for PPA, NPA and overall percent agreement (OPA), and the results are shown in
the following table:

Table 36 Concordance between the NSCLC BRAF V600E PCR Assay and the Oncomine™ Dx Target
Test

Agreement Excluding no calls Including no calls
measure Percent agreement 95% CIl' Percent agreement 95% CIl
PPA 100.0% (67/67) | (94.6%, 100.0%) 91.8%(67/73) (83.0%, 96.9%)
NPA 100% (114/114) | (96.7%, 100.0%) | 97.4%(114/117) (92.7%, 99.5%)
OPA 100.0% (181/181) | (97.9%, 100.0%) | 95.3%(181/190) (91.2%, 97.8%)

' The 95% Cl was calculated using the Pearson-Clopper Exact method.

BRAF study—clinical effectiveness

The clinical effectiveness of the Oncomine™ Dx Target Test was evaluated by measuring the objective
response rate (ORR) for patients with stage IV NSCLC who tested positive for the BRAF V600E mutation
by both the Local Laboratory Tests (LLTs) and the Oncomine™ test. The ORR was calculated for patients
in two cohorts (B and C) who were selected for treatment with TAFINLAR® (dabrafenib) administered in
combination with MEKINIST® (trametinib).

The ORR for Cohort B was 68.2% (15/22), which is similar to the 63.2% ORR (36/57) observed in the
overall population tested as positive by LLTs. The ORR for Cohort C was 60.9% (14/23), which is similar
to the 61.1% ORR (22/36) observed in the overall population tested as positive by LLT.

Oncomine™ Dx Target Test Part I: Test Description and Performance Characteristics User Guide



Appendix A Performance characteristics
Non-small cell lung cancer (NSCLC)— Clinical studies

A secondary objective of the bridging study was to determine the clinical effectiveness of the
Oncomine™ Dx Target Test in selecting NSCLC patients for treatment with dabrafenib administered as a
single agent and in combination with trametinib by evaluating progression-free survival (PFS), duration
of response (DoR), and overall survival (OS) by both investigator assessment and independent review.

For the 15 Cohort B patients with a confirmed tumor response based on independent assessment,
the median DoR was not estimable, with an event rate less than 50%. The median DoR for the

overall LLT(+) population was 12.6 months. PFS was similar between the Oncomine™ Dx Target
Test(+)/LLT(+) population (N = 22) and the total LLT(+) population (N = 57) for both independent and
investigator review. Also, the ORR observed by independent assessment was similar to that observed
by investigator assessment. The median follow-up time for Cohort B was 16.6 months.

For the 14 Cohort C patients with a confirmed tumor response based on independent assessment, the
median DoR was not estimable with an event rate less than 50%. The median DoR for the overall LLT(+)
was also not estimable with an event rate less than 50%. PFS was similar between the Oncomine™ Dx
Target Test(+)/LLT(+) population (N = 23) and the total LLT(+) population (N = 36) for both independent
and investigator review. Also, the ORR observed by independent assessment was similar to that
observed by investigator assessment. The median follow-up time for Cohort C was 10.4 months.

Refer to the Drugs@FDA database for the most recent therapeutic product labeling.

EGFR L858R and exon 19 deletions clinical study

To evaluate the ability of the Oncomine™ Dx Target Test to identify the EGFR biomarker in FFPE NSCLC
tumor specimens, 92 specimens from patients that tested positive using the QIAGEN™ therascreen
EGFR RGQ PCR Kit were analyzed using the Oncomine™ Dx Target Test. In addition, 142 specimens
that tested negative using the Qiagen EGFR PCR assay were analyzed using the Oncomine™ Dx Target
Test.

Of the EGFR-positive samples, 72 generated valid results from both the Qiagen EGFR PCR assay and
the Oncomine™ Dx Target Test. Twenty samples had invalid results due to failed control or library QC
metrics for the sequencing runs, or generated no calls due to insufficient coverage.

Of the EGFR-negative samples, 121 generated valid results from both the Qiagen assay and the
Oncomine™ test, while 12 had invalid results due to failed QC metrics for the sequencing runs or
generated no calls due to insufficient coverage.

In all, 193 samples were used to evaluate concordance between the Oncomine™ test as an
investigational method and the Qiagen EGFR PCR assay as the reference method. A total of
70 samples were excluded, and 32 samples were invalid or generated no calls.

The PPA was defined as the proportion of EGFR-positive specimens as called by the EGFR PCR assay
that were also EGFR-positive as called by the Oncomine™ Dx Target Test, and the NPA was defined
as the proportion of EGFR-negative specimens as called by the EGFR PCR assay that were also
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EGFR-negative as called by the Oncomine™ test. The concordances by variant and overall concordance

are shown in the following tables:

Table 37 Exon 19 deletion—Concordance

Agreement Excluding no calls Including no calls
measure Percent agreement 95% ClI Percent agreement 95% ClI
PPA 97.6% (41/42) (87.43%, 99.94%) 74.5% (41/55) (61.00%, 85.33%)
NPA 99.3% (147/148) (96.29%, 99.98%) 94.2% (147/156) (89.33%, 97.33%)
OPA 99.0% (188/190) ['] (96.25%, 99.87%) 89.1% (188/211) (84.09%, 92.96%)

1 Two samples were found to be discordant in this analysis, where one was called a false negative and the other a false positive with
the Oncomine™ test.

Table 38 EGFR L858R—Concordance

Excluding no calls

Including no calls

Agreement
measure Percent agreement 95% ClI Percent agreement 95% ClI
PPA 100% (30/30) (88.43%, 100%) 93.8% (30/32) (79.19%, 99.23%)
NPA 100% (167/167) (97.82%, 100%) 93.3% (167/179) (88.58%, 96.49%)
OPA 100% (197/197) (98.14%, 100%) 93.4% (197/211) (89.12%, 96.33%)

Table 39 Overall concordance

Excluding no calls

Including no calls

Agreement
MeasUre | percent agreement 95% Cl Percent agreement 95% Cl
PPA 98.6% (71/72) (92.5%, 100.0%) 81.6% (71/87) (71.86%, 89.11%)
NPA 99.2% (120/121) (95.5%, 100.0%) 96.8% (120/124) (91.95%, 99.11%)
OPA 99.0% (191/193) | (96.31%,99.87%) | 90.5% (191/211) | (85.74%, 94.11%)
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EGFR exon 20 insertions clinical study

EGFR exon 20 insertions concordance evaluation—Study |

To evaluate the ability of the Oncomine™ Dx Target Test to identify the EGFR exon 20 insertion
biomarker in FFPE NSCLC tumor specimens, 87 specimens from patients that tested positive using
local laboratory tests (LLT) were analyzed using the Oncomine™ Dx Target Test and a validated
reference NGS assay (henceforth referred to as the reference assay). In addition, 110 samples screened
as EGFR exon 20 insertion-negative were analyzed with the Oncomine™ Dx Target Test and the
reference assay.

Of the 87 EGFR exon 20 insertion variant-positive samples, 63 were positive by the Oncomine™ Dx
Target Test, 12 samples were negative, 6 samples yielded an invalid result, and 6 samples generated
no calls. For the reference assay, 55 out the 87 samples were positive, 13 samples were negative, and
19 samples yielded an invalid result.

Of the 110 CTA-screened expected negative samples, 89 yielded negative calls with the Oncomine™ Dx
Target Test, 19 samples yielded an invalid result, and 2 samples generated no calls. For the reference
assay, 92 out of the 110 samples were negative, and 18 yielded invalid results.

In all, 160 samples were used to evaluate concordance between the Oncomine™ Dx Target Test as an
investigational method and the reference assay. A total of 37 samples were excluded due insufficient
material and invalid results between the two tests.

The PPA was defined as the proportion of EGFR-positive specimens as called by the reference assay
that were also EGFR-positive as called by the Oncomine™ Dx Target Test, and the NPA was defined
as the proportion of EGFR-negative specimens as called by the reference assay that were also EGFR-
negative as called by the Oncomine™ Dx Target Test. The concordance between the Oncomine™ Dx
Target Test and the reference assay is shown in the following table.

Table 40 EGFR exon 20 insertions—Concordance

Agreement Excluding unknowns!'! Including unknowns!'l
measure Percent agreement 95% ClI Percent agreement 95% ClI
PPA 100% (54/54) (93.4%, 100%) 98.2% (54/55) (90.3%, 100%)
NPA 100% (95/95) (96.2%, 100%) 90.5% (95/105) (83.2.0%, 95.3%)
OPA 100% (149/149) (97.6%, 100%) 93.1% (149/160) (88.0%, 96.5%)

[ Unknowns are defined as values due to insufficient sample, or sample QC sequencing failure resulting in an invalid result or No Call
for the variant.

EGFR exon 20 insertions clinical effectiveness—Study |

The clinical effectiveness of the Oncomine™ Dx Target Test was evaluated by measuring the overall
response rate (ORR; complete response or partial response) and duration of response (DOR) for
patients with NSCLC that tested positive for EGFR exon 20 insertion variants by the Oncomine™ Dx
Target Test. The ORR and DOR were calculated for 102 patients with prior platinum treatment selected
for treatment with mobocertinib in the AP32788-15-101 trial, 27 of whom were responders.

The ORR was 26.7% (95% Cl: 16.1, 39.7) in the patient population testing positive for EGFR exon 20
insertions with the Oncomine™ Dx Target Test (16/60) in comparison to 18.2% (95% CI: 2.3, 51.8) in the
patient population testing negative for EGFR exon 20 insertions (2/11). The 2 samples from responding
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patients that tested negative with the Oncomine™ Dx Target Test also tested negative with the reference
assay, suggesting that the samples harbored novel variants that are not currently reported by either
test.

The 26.7% ORR was similar to the ORR of 26.5% (95% CI: 18.2, 36.1) for the entire CDx or Oncomine™
Dx Target Test population (27/102) due to a large number of samples (n=10) that were unavailable for
testing, of which 4 were from patients that showed partial response. The 26.7% ORR was consistent
with the response rate of the LLT-positive population.

The median DOR by the Kaplan-Meier (KM) method was 11.07 months (95% CI: 9.13, 16.59) in the
patient population testing positive for EGFR exon 20 insertions with the Oncomine™ Dx Target Test

(n = 16), in comparison to 13.83 months (95% CI: 11.07, 16.59) for samples testing negative for EGFR
exon 20 insertions (n = 2).

In total, 60 Oncomine™ Dx Target Test EGFR exon 20 insertion-positive, prior platinum-treated patients
were included in the drug efficacy evaluation, 52 of which were concordant with the reference assay
and LLT results, and 8 with only the LLT results available (reference assay unknown).

Refer to the Drugs@FDA database for the most recent therapeutic product labeling.

EGFR exon 20 insertions concordance evaluation—Study Il

To evaluate the ability of the Oncomine™ Dx Target Test to identify the EGFR exon 20 insertion
biomarker in FFPE NSCLC tumor specimens, 55 specimens from patients that tested positive using
the clinical trial assay (CTA) were analyzed using the Oncomine™ Dx Target Test and a validated
reference NGS assay. In addition, 103 commercially sourced samples screened as EGFR exon 20
insertion-negative were analyzed with the Oncomine™ Dx Target Test and the reference NGS assay.

Of the EGFR exon 20 insertion-positive samples, 46 generated valid results from both the reference
NGS assay and the Oncomine™ Dx Target Test. One sample had invalid results due to sample QC failure
with both assays.

Of the CTA screened expected negative samples, 60 generated valid results from both the Oncomine™
Dx Target Test and the reference NGS assay. The Oncomine™ Dx Target Test had 6 invalid results and
the reference NGS assay had 2 invalid results.

An additional cohort of 23 samples that tested positive for EGFR exon 20 insertions with the CTA was
included in the analysis, from which 5 samples were excluded because of insufficient material or invalid
results. In both the Oncomine™ Dx Target Test and the reference NGS assay, 15 samples were positive,
and 3 samples were EGFR exon 20 insertion-negative. Two of the 3 samples were found to be positive
for a novel EGFR exon 20 insertion variant.

In all, 135 samples were used to evaluate concordance between the Oncomine™ Dx Target Test as
an investigational method and the reference NGS assay. A total of 83 samples were excluded due to
insufficient material, invalid results, or no calls by both assays.

The PPA was defined as the proportion of EGFR exon 20 insertion-positive specimens as called by the
reference NGS assay that were also EGFR exon 20 insertion-positive as called by the Oncomine™ Dx
Target Test. The NPA was defined as the proportion of EGFR exon 20 insertion-negative specimens as
called by the reference NGS assay that were also EGFR exon 20 insertion-negative as called by the
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Oncomine™ Dx Target Test. The concordances by variant and overall concordance are shown in the
following table:

Table 41 EGFR exon 20 insertion—Concordance

e Excluding unknowns!'! Including unknowns!'l
measure Percent agreement 95% ClI Percent agreement 95% ClI
PPA 100% (61/61) (94.1%, 100%) 98.4% (61/62) (91.3%, 100%)
NPA 100% (67/67) (94.6%, 100%) 91.8% (67/73) (83.0%, 96.9%)
OPA 100% (128/128) (97.2%, 100%) 94.8% (128/135) (89.6%, 97.9%)

' Unknowns are defined as values due to insufficient sample, or sample QC sequencing failure resulting in an invalid result or No Call
for the variant.

EGFR exon 20 insertion clinical effectiveness—Study Il

The clinical effectiveness of the Oncomine™ Dx Target Test was evaluated by measuring the overall
response rate (ORR) for patients with NSCLC that tested positive for a EGFR exon 20 insertion variant
by both the CTA and the Oncomine™ Dx Target Test. The ORR was calculated for patients selected

for treatment with RYBREVANT™ (amivantamab-vmjw), with prior platinum treatment, and with no prior
systemic treatment.

In the efficacy population, the ORR for the NSCLC patients with prior platinum treatment was 51.6%
(95% CI: 38.6, 64.5).

Refer to the Drugs@FDA database for the most recent therapeutic product labeling.

ERBB2/HER2 clinical study

ERBB2/HER2 concordance evaluation—Study |

To evaluate the ability of the Oncomine™ Dx Target Test to identify activating ERBB2/HER2 SNV and
exon 20 insertion biomarkers (ERBB2/HER2 activating mutation) in FFPE NSCLC tumor specimens,
101 specimens that tested positive using local laboratory tests (LLT) were analyzed using the
Oncomine™ Dx Target Test and a validated reference NGS assay (henceforth referred to as the
reference assay). In addition, 119 samples screened as ERBB2/HER2-negative were analyzed with the
Oncomine™ Dx Target Test and the reference assay.

Of the 101 samples from the ERBB2/HER2 activating mutation-positive cohort that were tested, 38
samples were positive by both the Oncomine™ Dx Target Test and reference assay. Three samples were
ERBB2/HER2-negative by both the Oncomine™ Dx Target Test and reference assay. One sample was
discordant, giving a ERBB2/HER2-negative result on the reference assay, and a ERBB2/HER2-positive
result on the Oncomine™ Dx Target Test (false positive). One ERBB2/HER2 activating mutation-positive
and 1 ERBB2/HER2-negative sample by the reference assay were called unknown by the Oncomine™
Dx Target Test. One sample called ERBB2/HER2-positive by the Oncomine™ Dx Target Test was
unknown by the reference assay.

Of the 119 samples from the ERBB2/HER2-negative cohort that were tested, 108 samples were
negative by both the Oncomine™ Dx Target Test and reference assay. One sample was ERBB2/HER2-
negative by the Oncomine™ Dx Target Test but produced unknown results by the reference assay.

Oncomine™ Dx Target Test Part I: Test Description and Performance Characteristics User Guide 65



66

Appendix A Performance characteristics
Non-small cell lung cancer (NSCLC)— Clinical studies

Seven samples that were unknown by the Oncomine™ Dx Target Test were ERBB2/HER2-negative by
the reference assay.

In all, 159 samples were used to evaluate concordance between the Oncomine™ Dx Target Test as an
investigational method and the reference assay. A total of 61 samples were excluded due insufficient
material between the two tests.

The PPA was defined as the proportion of ERBB2/HER?2 activating mutation-positive specimens as
called by the reference assay that were also ERBB2/HER2-positive as called by the Oncomine™ Dx
Target Test, and the NPA was defined as the proportion of ERBB2/HER2-negative specimens as called
by the reference assay that were also ERBB2/HER2-negative as called by the Oncomine™ Dx Target
Test. The concordances by variant and overall concordance are shown in the following table linearly.

Table 42 ERBB2/HER2 SNV and exon 20 insertions—concordance

Agreement Excluding unknowns!'! Including unknowns!'!
measure Percent agreement 95% CI Percent agreement 95% CI
PPA 100% (38/38) (90.8%, 100%) 97.4% (38/39) (86.5%, 99.9%)
NPA 99.1% (108/109) (95.0%, 100%) 92.3% (108/117) (85.9%, 96.4%)
OPA 99.3% (146/147) (96.3%, 100%) 93.6% (146/156) (88.5%, 96.9%)

' Unknowns are defined as values due to insufficient sample, or sample QC sequencing failure resulting in an invalid result or No Call
for the variant.

ERBB2/HER2 clinical effectiveness—Study |

The efficacy of fam-trastuzumab deruxtecan-nxki[ENHERTU®) was evaluated in Daiichi Sankyo
DS8201-A-U204 (DESTINY Lung 01, n=91) and DS8201-A-U206 (DESTINY Lung 02, n=52) studies.
Demographic and baseline disease characteristics were similar for patients in both the DESTINY-Lung
01 and DESTINY-Lung 02 studies. Also, the response rates were consistent across the evaluated dose
levels (5.4 mg/kg and 6.4 mg/kg). The efficacy of ENHERTU® (fam-trastuzumab deruxtecan-nxki) in
both study populations (DESTINY Lung 01 and DESTINY Lung 02) and in those subjects positive for
ERBB2 activating mutations (SNVs and exon 20 insertions) by the Oncomine™ Dx Target Test was
comparable.

The safety and effectiveness of the Oncomine™ Dx Target Test for selecting NSCLC subjects who

may benefit from treatment with ENHERTU® (fam-trastuzumab deruxtecan-nxki) was demonstrated
through testing of DNA in tissue specimens from patients enrolled into one of two Daiichi Sankyo
Studies DS8201-A-U204 (DESTINY Lung 01; NCT03505710) used to support the efficacy of ENHERTU®
(fam-trastuzumab deruxtecan-nxki). The clinical effectiveness of the Oncomine™ Dx Target Test was
evaluated by measuring the objective response rate (ORR; complete response or partial response) and
duration of response (DOR) for patients with NSCLC that tested positive for ERBB2/HER2 activating
mutations (SNVs or exon 20 insertions) by the Oncomine™ Dx Target Test. The ORR and DOR were
calculated for 91 patients selected for treatment with ENHERTU® in the DS8201-A-U204 trial. The ORR
was 58.3% (95% Cl: 43.2, 72.4) in the patient population testing positive for ERBB2/HER2 SNVs or
exon 20 insertions with the Oncomine™ Dx Target Test (28/48) in comparison to 52.4% (95% CI: 36.4,
68.0) in the patient population unevaluable by the Oncomine™ Dx Target Test (22/42). One sample from
responding patients that tested negative with the Oncomine™ Dx Target Test also tested negative with
the reference assay.

Oncomine™ Dx Target Test Part I: Test Description and Performance Characteristics User Guide




Appendix A Performance characteristics
Non-small cell lung cancer (NSCLC)— Clinical studies

The efficacy in the Oncomine™ Dx Target Test CDx cohort (ORR 58.3%, 95% CI: 43.2, 72.4), was
clinically meaningful, given the patient population, and supported the efficacy observed as reported in
the drug label (ORR 57.7%, 95% CI 43.2, 71.3) trial (DS8201-A-U206).

The median DOR in subjects that were Oncomine™ Dx Target Test+/CTA+ was 12 months (95% CI
5.5, 18.2), compared to 9.3 months (95% CI 5.7, 14.7) for the CTA+ Cohort 2 population. The DOR for
DESTINY Lung 02 was 8.7 months (95% CI 7.1, NE).

Refer to the Drugs@FDA database for the most recent therapeutic product labeling.

RET clinical studies

RET concordance evaluation—Study |

To evaluate the ability of the Oncomine™ Dx Target Test RNA panel to identify RET fusions in

human specimens, 238 FFPE tumor samples were analyzed using the Oncomine™ Dx Target Test to
demonstrate positive percent agreement (PPA) and negative percent agreement (NPA) with a validated
reference detection method (Archer assay).

Of the 238 samples were evaluated in the study, 133 were identified by the enrolling LLTs as RET
fusion-positive in the BLU-667-1101 trial, and 105 were stage-matched commercially sourced NSCLC
samples, screened with either a local laboratory-validated RET FISH assay, or an NGS-based screening
assay. After screening 105 NSCLC samples, 2 were identified as RET fusion-positive by the LLTs

and were grouped with the clinical trial samples, resulting in 105 LLT-positive and 103 LLT-negative
samples.

Of the 135 RET fusion-positive samples by the LLTs, 54 were cancelled before sequencing by
Oncomine™ Dx Target Test due to failure to meet test input requirements —22 samples had insufficient
tissue available,1 sample had an insufficient number of slides, 8 samples did not meet the tumor
content requirement, and 23 samples failed the RNA concentration cutoff. Of the remaining 81 samples,
56 were positive by the Oncomine™ Dx Target Test, 24 samples were called negative, and 1 sample
yielded an invalid result.

Of the 103 RET fusion-negative samples (by LLT) available for testing, 102 samples were called negative
by the Oncomine™ Dx Target Test, and 1 sample yielded an invalid result.

For testing with the Archer assay, of the 135 RET fusion-positive samples by the LLTs, in addition to
the 54 cancelled for the Oncomine™ Dx Target Test, 11 more samples were cancelled due to insufficient
RNA concentration, and 4 samples were not tested on the Archer Assay. Of the remaining 66 samples,
43 were positive by the Archer assay, 17 samples were called negative, and 6 samples yielded an
invalid result. Of the 103 RET fusion-negative samples (by LLT), 1 sample had insufficient RNA volume
for testing, 93 were negative, 1 was positive, and 8 were invalid by the Archer assay.

The PPA was defined as the proportion of RET fusion-positive specimens as called by the Archer
assay that were also RET fusion-positive as called by the Oncomine™ Dx Target Test, and the NPA
was defined as the proportion of RET fusion-negative specimens as called by the Archer assay that
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were also RET fusion-negative as called by the Oncomine™ Dx Target Test. Concordance between the
Oncomine™ Dx Target Test and the Archer assay is shown in Table 43.

Table 43 Concordance between the Archer assay and the Oncomine™ Dx Target Test

e Excluding unknowns Including unknowns!'l
measure Percent agreement 95% ClI Percent agreement 95% ClI
PPA 90.9% (40/44) (78.3%, 97.5%) 90.9% (40/44) (78.3%, 97.5%)
NPA 91.8% (101/110) (85.0%, 96.2%) 91.8% (101/110) (85.0%, 96.2%)
OPA 91.6% (141/154) [ (86.0%, 95.4%) 91.6% (141/154) (86.0%, 95.4%)

' The results including and excluding unknowns were identical. Unknowns are defined as invalid or no result using the Oncomine™ Dx
Target Test.

I Thirteen samples were found to be discordant in this analysis, where four were false negatives and nine were false positives with the
Oncomine™ Dx Target Test.

RET clinical effectiveness—Study |

The clinical effectiveness of the Oncomine™ Dx Target Test was evaluated by measuring the overall
response rate (ORR) for patients with NSCLC that tested positive for a RET fusion by both the LLTs
and the Oncomine™ Dx Target Test. The ORR was calculated for patients selected for treatment with
the RET inhibitor pralsetinib, with prior platinum treatment, and with no prior systemic treatment. The
disease control rate (DCR) and clinical benefit rate (CBR) were also calculated for these patients.

In the efficacy population, the ORR for the NSCLC patients with prior platinum treatment was 70.6%
(95% ClI: 52.5, 84.9). The ORR for NSCLC patients with no prior systemic treatment was 85.7% (95%
Cl:57.2, 98.2).

In the efficacy population, the DCR was 100.0% (95% CI: 91.6, 100.0) for patients with prior platinum
treatment, with 34 patients having complete response (CR), partial response (PR), or stable disease
(SD). The DCR was 92.9% (95% CI: 66.1, 99.8) for patients with no prior systemic treatment, with

13 patients having complete response (CR), partial response (PR), or stable disease (SD).

In the efficacy population, the CBR was 82.4% for patients with prior platinum treatment, with

28 patients having CR, PR, or SD for at least 16 weeks with 28 days in a cycle. The CBR was 85.7% for
patients with no prior systemic treatment, with 12 patients having CR, PR, or SD for at least 16 weeks
with 28 days in a cycle.

Refer to the Drugs@FDA database for the most recent therapeutic product labeling.

RET concordance evaluation—Study Il

To evaluate the ability of the Oncomine™ Dx Target Test to identify the RET fusion biomarker in FFPE
NSCLC tumor specimens, 203 specimens that tested positive using local laboratory tests (LLT) were
analyzed using the Oncomine™ Dx Target Test. A subset of these samples (123) were also tested with

a validated next generation sequencing (NGS) assay, henceforth referred to as the reference assay. In
addition, 124 samples screened by a representative LLT as RET fusion-negative were analyzed with the
Oncomine™ Dx Target Test and the reference assay.

Of the 203 RET fusion-positive samples, 161 were positive by the Oncomine™ Dx Target Test,
30 samples were negative, and 12 samples yielded an invalid result. For the reference assay,
92 samples were positive, 12 samples were negative, and 19 samples yielded an invalid result. Eighty
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samples were not part of the analytical accuracy sample set and/or were not tested by the reference
method.

Of the 124 LLT-negative samples, 118 yielded negative calls with the Oncomine™ Dx Target Test,

5 samples yielded an invalid result, and 1 sample was not tested due to insufficient RNA quantity. For
the reference assay, 114 out of the 124 samples were negative, 9 yielded invalid results, and 1 sample
was not tested due to insufficient material.

In all, 217 samples were used to evaluate concordance between the Oncomine™ Dx Target Test as an
investigational method and the reference assay.

The PPA was defined as the proportion of RET fusion-positive specimens as called by the reference
assay that were also RET-positive as called by the Oncomine™ Dx Target Test, and the NPA was defined
as the proportion of RET fusion-negative specimens as called by the reference assay that were also
RET fusion-negative as called by the Oncomine™ Dx Target Test. Concordance between the Oncomine™
Dx Target Test and the reference assay is shown in Table 44.

Table 44 Concordance between the Oncomine™ Dx Target Test and the reference assay

Agreement Excluding unknowns!'l Including unknownsl']
measure Percent agreement 95% ClI Percent agreement 95% ClI
PPA 92.3% (84/91) (84.8%, 96.9%) 92.3% (84/91) (84.8%, 96.9%)
NPA 96.8% (121/125) (92.0%, 99.1%) 96.0% (121/126) (91.0%, 98.7%)
OPA 94.9% (205/216) (91.1%, 97.4%) 94.5% (205/217) (90.5%, 97.1%)

' Unknowns are defined as invalid or no result using the Oncomine™ Dx Target Test.

RET clinical effectiveness— Study Il

The clinical effectiveness of the Oncomine™ Dx Target Test was evaluated by measuring the overall
response rate (ORR) for patients with NSCLC that tested positive for a RET fusion by both LLTs and
the Oncomine™ Dx Target Test. The ORR was calculated for patients selected for treatment with the
RET inhibitor selpercatinib, with prior platinum treatment, and with no prior systemic treatment. The
disease control rate (DCR; proportion of patients who have a complete response, partial response, or
stable disease) and clinical benefit rate (CBR; proportion of patients who have a complete response,
partial response, or stable disease for =16 weeks) were also calculated for these patients. In total,
77 Oncomine™ Dx Target Test RET fusion-positive patients from the LIBRETTO-001 clinical study
(58 from the prior platinum treatment cohort, 19 from a treatment-naive cohort) were included in the
evaluation. The ORR for patients testing positive for RET fusions with the Oncomine™ Dx Target Test
was compared with the ORR for patients in the full drug efficacy population (LLT-positive; n = 144).

* ORR for the Oncomine™ Dx Target Test RET fusion-positive NSCLC patients with prior platinum
treatment (n = 58) was 67.2% (95% ClI: 53.7%, 79.0%) with 39 patients having achieved best
confirmed response of CR or PR.

For the same population,
- DCRwas 91.4% (95% CI: 81.0%, 97.1%)
— CBR was 84.5% (95% Cl: 72.6%, 92.7%)

* ORR for the Oncomine™ Dx Target Test RET fusion-positive NSCLC patients in the treatment-naive
cohort (n = 19) was 78.9% (95% ClI: 54.4%, 93.95%) with 15 patients having achieved best
confirmed response of CR or PR.
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For the same population,
— DCR was 89.5% (95% Cl: 66.9%, 98.7%)
— CBR was 89.5% (95% CI: 66.9%, 98.7%)

* ORR for Oncomine™ Dx Target Test RET fusion-positive NSCLC patients combined across prior
treatment and treatment-naive cohorts (n = 77) was 70.1% (95% CI: 58.6%, 80.0%) with 54
patients having achieved best confirmed response of CR or PR.

For the same population,
— DCR was 90.9% (95% CI: 82.2%, 96.3%)
— CBRwas 85.7% (95% CI: 75.9%, 92.7%)
For comparison, the results for the primary efficacy endpoint of ORR observed in the corresponding
drug efficacy set (LLT RET fusion-positive) of the prior platinum treatment cohort was 63.8% (95% CI:
53.9%, 73.0%), and for the treatment-naive cohort was 84.6% (95% CI: 69.5%, 94.1%). Across both
cohorts, the ORR observed in the combined drug efficacy analysis sets was 69.4% (95% ClI: 61.2%,
76.8%), with 100 patients having achieved best confirmed response of CR or PR.
For the same population,
* DCR was 93.1% (95% CI: 87.6%, 96.6%)
* CBR was 87.5% (95% CI: 81.0%, 92.4%)

Refer to the Drugs@FDA database for the most recent therapeutic product labeling.

ROS1 clinical studies

70

ROS1 concordance evaluation—Study |

To evaluate the ability of the Oncomine™ Dx Target Test to identify the ROS1 biomarker in NSCLC tumor
samples, 19 specimens from patients in the Phase 1 Pfizer Study A8081001 that tested positive using

a ROS1 FISH assay were used, together with 13 archival specimens that also tested positive. These 32
positive specimens and 126 archival specimens that tested negative using the ROS1 FISH assay were
analyzed using the Oncomine™ Dx Target Test.

Of the ROS1-positive samples, 25 generated valid results from both the FISH assay and the Oncomine™
Dx Target Test. Of the remaining samples, 4 generated invalid sequencing results due to a control or
library QC failure, 2 generated insufficient material for FISH assay analysis, and 1 was subsequently
determined to be a false positive for ROS1.

Of the ROS1-negative samples, 119 generated valid results from both the FISH assay and the test,
while 7 generated invalid sequencing results due to a control or library QC failure. A total of 144
samples were used to evaluate concordance between the assay and the test. Of these, 139 were FFPE
specimens and 5 were extracted RNA samples.

The PPA was defined as the proportion of ROS1-positive specimens called by the ROS1 FISH assay
that were also called by the Oncomine™ Dx Target Test, and the NPA was defined as the proportion of
ROS1-negative specimens called by the ROS1 FISH assay that were also called by the test. The OPA
was defined as the number of calls where the ROS1 FISH assay and the Oncomine™ Dx Target Test
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agreed, divided by the total number of calls made. The 95% Cls were determined for PPA, NPA, and
OPA, and the results are shown in the following table:

Table 45 Concordance between the ROS1 FISH assay and the Oncomine™ Dx Target Test

Agreement measure Percent agreement 95% CI
PPA 80.0% (20/25) 59.3%, 93.2%
NPA 100% (119/119) 96.9%, 100%
OPA 96.5% (139/144) 92.08%,98.86%

Of the 20 concordant ROS1-positive samples, 17 were from FFPE tissue samples and 3 were from RNA
extracts. For FFPE specimens alone, excluding invalids, the PPA was 85.0% (17/20) and the NPA was
100% (119/119). For the extracted RNA specimens alone, excluding invalids, the PPA was 60.0% (3/5)
and the NPA was not evaluable because all specimens were ROS1 positive. The results from the 5 RNA
extraction specimens should be interpreted with caution due to the limited sample size.

All 5 discordant samples were positive for the FISH assay and negative for the test. Three of these also
tested negative using a probe hybridization fusion detection method.

ROS1 concordance evaluation—Study Il

An additional concordance study was performed using the updated Oncomine™ Dx Target Test RNA
library preparation workflow, to verify that the protocol changes did not impact the effectiveness of the
test. In this study, results from the updated test workflow were compared to results from the Kreatech™
ROS1 FISH Assay and to results from the original test workflow.

Of the ROS1-positive samples, 9 generated valid results (excluding unknowns) from both the ROS1
FISH assay and the updated Oncomine™ Dx Target Test workflow. Of the ROS1-negative samples,

62 generated valid results from both, for a total of 71 samples with valid results used to evaluate
concordance between the test as an investigational method and the ROS1 FISH assay as the reference
method.

Of the ROS1-positive samples, 7 generated valid results (excluding unknowns) from both the ROS1
FISH assay and the original Oncomine™ Dx Target Test workflow. Of the ROS1-negative samples,

59 generated valid results from both, for a total of 67 samples with valid results used to evaluate
concordance between the test as an investigational method and the ROS1 FISH assay as the reference
method.

Table 46 Overall concordance between the ROS1 FISH assay replicates and the updated
Oncomine™ Dx Target Test RNA library preparation workflow

Agreement Excluding unknowns!!! Including unknowns
measure Percent agreement 95% CI Percent agreement 95% CI
PPA 100% (9/9) 66.4%, 100.0% 90% (9/10) 55.5%, 99.8%
NPA 100% (62/62) 94.2%, 100.0% 89% (62/70) 78.7%, 94.9%
OPA 100% (71/71) 94.9%, 100.0% 89% (71/80) 79.7%,94.7%

' Unknowns are defined as invalid or no result using the Oncomine™ Dx Target Test
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Excluding unknowns, the updated Oncomine™ Dx Target Test workflow showed a 100% PPA, NPA, and
OPA with the ROS1 FISH assay.

Table 47 Overall concordance between the updated Oncomine™ Dx Target Test vs original
Oncomine™ Dx Target Test workflow

Agreement Excluding unknowns!'] Including unknowns
measure Percent agreement 95% Cl Percent agreement 95% ClI
PPA 100% 71.5%, 100.0% 100% 71.5%, 100.0%
NPA 98% 92.0%, 99.7% 98% 92.0%, 99.7%
OPA 98% 92.9%, 99.8% 98% 92.9%, 99.8%

' Unknowns are defined as invalid or no result using the Oncomine™ Dx Target Test

Excluding unknowns, the updated Oncomine™ Dx Target Test workflow showed a 100% PPA, 98%
NPA, and 98% OPA agreement with the original Oncomine™ Dx Target Test workflow.

ROS1 study—clinical outcomes evaluation

As part of the Study | concordance evaluation described above, clinical outcomes as measured

by objective response rate (ORR) and duration of response (DOR) with XALKORI® (crizotinib) were
evaluated for 11 patients whose tumors were designated as ROS1-positive by the ROS1 FISH assay
and whose tumors were evaluable by the Oncomine™ Dx Target Test. Of these, 6 samples tested
positive by both tests.

The ORR for patients with tumor specimens determined to be ROS1-positive using both tests was
83.3% (5/6) (95% ClI: 35.88%, 99.58%).

The mean DOR (N=5) was 17.5 months (95% CI: 10.9, 24.1).

Refer to the Drugs@FDA database for the most recent therapeutic product labeling.
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Medullary thyroid cancer and thyroid cancer—Analytical
studies

Limit of Blank (LoB) study

A study was performed to test the frequency of false positive calls for RET DNA variants and RET

RNA fusions detected by the Oncomine™ Dx Target Test in wild-type (WT) clinical samples. For DNA, a
previously tested set of negative FFPE clinical non-small cell lung cancer (NSCLC) samples known to
be WT for RET DNA variant locations was reanalyzed to evaluate the false positive rate and verify that
the LoB = 0. For RNA, a set of negative FFPE clinical thyroid cancer (TC) samples known to be WT for
RET fusion isoforms was tested to evaluate the false positive rate and similarly verify that the LoB = 0.
Samples that are WT at all RET locations are expected to produce a negative or absent call at each
location. By definition (EP17-A2 guidelines), the 95th percentile of test results on blank samples equals
zero.

The study was conducted using two different lots of the Oncomine™ Dx Target Test Kit. Operators made
18 library replicates for each of 8 unique samples (4 NSCLC and 4 TC) and kit lot, giving a total of

8 samples x 18 replicates x 2 lots = 288 libraries sequenced. The updated Oncomine™ Dx Target Test
Kit RNA workflow was used for RNA library preparation.

The result at each variant location for each sample was tabulated. For all 8 samples, there were no
positive calls at any of the variant locations analyzed by the test. The false positive rate was therefore
zero.

Tissue input study

A study was performed to determine if thyroid cancer samples extracted using the lon Torrent Dx Total
Nucleic Acid Isolation Kit yield DNA and RNA at the concentrations that are required by the Oncomine™
Dx Target Test when tissue input requirements are met. The test requires DNA at a concentration of
>0.83 ng/pL and RNA at a concentration of =1.43 ng/pL. A total of 25 FFPE thyroid samples were
analyzed, including 15 resection, 5 core needle biopsy (CNB), and 5 fine needle aspirate (FNA) samples.

Fourteen resection samples with =20% tumor content were prepared without macrodissection,

1 resection sample with <20% to =10% tumor cell content was macrodissected, and the 5 CNB and

5 FNA samples were prepared without macrodissection. For resection samples with >20% tumor cell
content, 1-2 x 5 pym sections were used per extraction. For the resection sample with <20% tumor

cell content and =10% tumor cell content that was macrodissected, 2 x 5 pm sections were used in
the extraction. For CNBs, 9 x 5 pym sections were used per extraction. For FNAs, 7 x 5 um sections
were used per extraction. DNA and RNA concentrations were determined using the lon Torrent Dx DNA
Quantification Kit and lon Torrent Dx RNA Quantification Kit, respectively.

Of the samples tested, 100% (25/25) yielded a DNA concentration of =0.83 ng/uL and an RNA
concentration of =1.43 ng/pL, meeting the minimum concentration requirements.
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Guard band testing study

Guard band testing was performed to define Oncomine™ Dx Target Test tolerances by testing critical
assay steps at key points of the TC sample preparation and cDNA preparation and target amplification
workflows. One clinical sample that was positive for a RET DNA variant (COSM965), and one clinical
sample that was positive for a RET RNA fusion (CCDC6-RET.C1R12.COSF1271) were used in the
study.

For DNA, the study included one condition to test the tolerance of Proteinase K enzyme volume in the
digestion step in FFPE sample preparation using the RET DNA variant-positive clinical sample.

For RNA, the study included 7 conditions to test the tolerance of critical components and steps

during FFPE sample preparation through cDNA target amplification using the RET RNA fusion-positive
clinical sample. Conditions included Proteinase K volume, DNase volume, DNase incubation time,
cDNA synthesis 10X Enzyme Mix volume, cDNA synthesis 5X Reaction Mix volume, Oncomine™ Dx
Target Test—RNA panel volume, and LIB HiFi Mix enzyme volume.

For each test condition, 3 levels were tested to determine the tolerance range for each condition: Low,
Standard Operating Protocol (SOP-Nominal), and High. The Low and High levels were set at 25% below
and 25% above the SOP-Nominal volume or time, respectively. A total of 17 runs were performed to
generate 9 DNA data points and 63 RNA data points for analysis (3 replicates per condition and level).

All conditions tested (9/9 RET DNA variant-positive samples and 63/63 RET RNA fusion-positive
samples) yielded positive calls. All DNA and RNA yields were within a maximum mean difference of
less than 50%.

The study showed acceptable performance of the test at tolerance ranges that are significant deviations
from the SOP-defined condition.

RNA input study

74

A study was performed to compare RET fusion reads over a range of RNA:DNA input ratios to
determine the sensitivity of fusion reads to input ratio. RNA was prepared from RET fusion-positive

and wild-type RET fusion-negative thyroid cancer FFPE clinical samples and blended to fusion read
levels of approximately 1-1.5X LoD. A DNA blend composed of two common RET variants was used to
prepare a DNA library to function as a filler library in Oncomine™ Dx Target Test runs.

Sample RNA and DNA libraries were prepared with input Table 48 RNA:DNA input ratio
ratios corresponding to the range of levels shown in
Table 48. Six replicates of each input ratio were run, and RNA:DNA input (ng) | /Verage log fusion
the RET fusion reads were tabulated. The results showed a reads

100% call rate for RET fusions across the RNA:DNA input 10:10 (SOP) 239

ratios tested, and further showed that mapped reads and
log of fusion reads were not impacted by varying the input 5:15 2.63
ratio from the standard RNA:DNA ratio of 10 ng:10 ng.

6.5:15 2.62
The results support the DNA and RNA 10-ng input
requirement for the Oncomine™ Dx Target Test. 8.5:15 2.60
10:15 2.39
15:15 2.53
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FFPE tissue slide stability study

A study was performed to evaluate the stability of FFPE slide sections as a tissue source for

the detection of RET variants in medullary thyroid cancer (MTC) and thyroid cancer (TC) with the
Oncomine™ Dx Target Test. FFPE sections from 4 clinical samples, each containing a unique RET DNA
variant or RNA fusion, were tested with the Oncomine™ Dx Target Test workflow at baseline (TQ) and

4 time points after slide preparation: 3 months, 6 months, 9 months, and 12 months. The RET variant
samples tested in the study, which represent prevalent DNA variants and RNA fusions found in MTC
and TC, are listed in Table 49. Slide-mounted 5-puM tissue sections (non-paraffin dipped) from each
sample were prepared from FFPE tissue blocks at the start of the study and stored at room temperature
(15°C to 30°C) during the study.

Table 49 Samples tested

Tissue type Variant type RET variant ID Varian;haar:;neo acid
MTC SNV COSM965 p.M918T
MTC Deletion COSM962 p.D898_E901del

TC Fusion CCDC6-RET.C1R12.COSF1271 N/A
TC Fusion NCOA4-RET.N7R12 N/A

At each time point, 2 replicate nucleic acid extractions were performed for all clinical samples using the
lon Torrent Dx Total Nucleic Acid Isolation Kit. Each extraction used 1-2 slides per sample. Samples
were quantified, carried through the library and template preparation workflow steps, then sequenced
using Oncomine™ Dx Target Test kit components.

The mean allelic frequency (AF) of the SNV and deletion in the DNA samples, and the mean log10-
fusion reads in the RNA samples were determined by results analysis with Torrent Suite™ Dx Software.
Study results are shown in Table 50 and Table 51.

Table 50 DNA variants

Mean allelic frequency
RET variant ID thl;:;::)rld
TO baseline 3 mo. 6 mo. 9 mo. 12 mo. (0.7 x TO
baseline)
COSM965 0.467 0.463 0.435 0.440 0.449 0.327
COSM962 0.713 0.652 0.710 0.656 0.680 0.499
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Table 51 RNA fusions

Mean log10 fusion reads
RET variant ID Lower
varian
. threshold
TO baseline 3 mo. 6 mo. 9 mo. 12 mo. (0.6 x TO
baseline)
CCDC6- 3.298 2.903 2.488 2.873 2.865 1.979
RET.C1R12.COSF1271
NCOA4-RET.N7R12 3.664 3.348 3.149 3.258 3.309 2.198

Overall, 100% of both DNA and RNA samples yielded positive calls. For RET DNA mutations, the AF
was not significantly different for every time point up to and including 12 months, and no statistically
significant difference in percent AF was observed in any resulting RET DNA mutation data. For RET
RNA fusions, while the percent positive calls are 100% across all timepoints, a significant decrease

in actual fusion reads (>50%) for samples with both CCDC6-RET and NCOA4 -RET variants were
observed after three months, and the trend is maintained for all the later timepoints. Since the RNA
Control QC metrics displayed a similar trend in both total mappable read and control variant fusion
reads as seen with the clinical samples, the decrease in fusion reads can be traced to amplifiability
differences and higher performing replicates in the run conducted at baseline (TO0) relative to each
subsequent timepoint through 12 months. Potential factors that may have contributed to the higher
baseline performance include but are not limited to the quality of library preparation and recovery,
variance in library pooling, templating and sequencing efficiency disparity, and variance in chip loading.
These data indicated that the observed difference between baseline and subsequent timepoints is not
correlated with RET fusions, TC tissue samples, or TC FFPE slide samples stored for up to 12 months.

Extracted RNA stability study
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A study was performed to test the storage and freeze-thaw stability of RNA extracted from medullary
thyroid cancer (MTC) FFPE samples. Testing was conducted to establish stability data for up to

12 months when extracted RNA is prepared using the lon Torrent Dx FFPE Sample Preparation Kit
for use with the Oncomine™ Dx Target Test.

Two RNA sample blends were prepared and tested with the Oncomine™ Dx Target Test, each including
a RET fusion at fusion read levels 1.0- 1.5x above the limit of detection (LoD) of the test. Clinical
specimens used to create the RNA sample blends included the 2 RET RNA fusion isoforms with the
highest clinical prevalence in TC (CCDC6-RET.C1R12.COSF1271 and NCOA4-RET.N7R12). Each RNA
sample blend was taken through the Oncomine™ Dx Target Test workflow at baseline (T0), and then

at 3 months, 6 months, 9 months, and 12 months to demonstrate the stability of extracted RNA when
stored at —90°C to —60°C. Testing up to 2 weeks beyond the required stability timepoint (date) was
allowed to provide sufficient time to take the RNA sample blends through the entire workflow.

Two aliquots of each RNA sample blend were tested at each timepoint to evaluate the effect of
freeze-thaw cycles on the ability to obtain valid sequencing results using the Oncomine™ Dx Target Test.
One aliquot (Aliquot R1) was tested after going through a single freeze-thaw cycle where the frozen
sample was allowed to thaw at room temperature until no ice crystals were present, then kept on ice
until use. A second aliquot (Aliquot R2) was tested after going through 3 freeze-thaw cycles. In this
case, a freeze-thaw cycle was defined as the frozen sample being thawed at room temperature until

no ice crystals were present, kept on ice for one hour, then returned to the freezer for a minimum of
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24 hours before beginning another freeze-thaw cycle. At each time point, 3 replicates of Aliquot R1 and
3 replicates of Aliquot R2 were tested in a single run for each RNA sample blend (2 total runs per time
point). Sequencing results from each timepoint were compared to baseline results for each RNA sample
blend.

As shown in Table 52, the percent positive calls are 100% across all timepoints for both RNA sample
blends, and no statistically significant difference in percent fusion reads was observed in any resulting
RET RNA fusion data.

Table 52 Extracted RNA stability

Mean log10 fusion reads
Freeze-
Sample . Lower
blend RET variant ID thaw To threshold
cycles baseline 3 mo. 6 mo. 9 mo. 12 mo. (0.6 x TO
baseline)
CCDC6- 1 2.305 2.232 2.325 2.155 1.987 1.383
Smpl1 RET.C1R12.
COSF1271 3 2.262 2.399 2.289 2.213 2.454 1.357
Smp2 NCOA4- 1 2.451 2.354 2.121 2.202 2.147 1.471
RET.N7R12 3 2.437 2521 2.065 2 431 2.394 1.462

Sample processing reproducibility

The reproducibility and repeatability of variant detection using the Oncomine™ Dx Target Test were
assessed with 2 RET DNA variant-positive medullary thyroid cancer (MTC) FFPE samples, and 2 RET
fusion-positive thyroid cancer (TC) FFPE samples at 1 testing site. In addition, 2 WT TC FFPE samples
were included in the study. Each sample was extracted 12 times (3 FFPE extraction kit lots x

4 replicates per kit lot) at one internal test site with 2 operators, for a total of 12 replicates per sample.
The testing site used 2 lon PGM™ Dx instrument systems.

The call rate, no call rate, positive call rate, negative call rate, and within-run repeatability were
computed for each RET variant and WT sample. Including no calls and excluding known positive variant
locations, the negative call rate at each clinical variant location for the 4 RET variant samples was
100%. Including no calls, the negative call rate at each clinical variant location for the two WT samples
was 100% and 95.8%.

The results at positive variant locations are shown in Table 53. Including no calls, all positive call rates
from positive variant locations were 100%.

When combining data across all study samples, excluding or including no calls, the estimate of
repeatability was 100% for the tested RET DNA variant locations and RET RNA fusions. The lower limit
of the 95% two-sided confidence interval (Cl) for repeatability exceeded 54% at all variant locations.
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Interfering substances study

A study was performed to evaluate the performance of the Oncomine™ Dx Target Test in detecting
RET DNA variants and RET RNA fusions in thyroid cancer (TC) FFPE samples in the presence of two
potentially interfering substances that are known to be high in TC specimens: hemoglobin and colloid.

A total of 4 TC FFPE clinical samples (2 RET DNA variant-positive and 2 RET RNA fusion-positive)

were used to evaluate the impact of hemoglobin and colloid on assay performance, and the results
were compared to the control (no interferents) condition. Two wild-type TC samples with high colloid
content were used for blending with RET DNA variant and RET RNA fusion samples to achieve a higher
colloid content. In total, 72 data points were generated using 4 TC FFPE samples with the 2 interferent
conditions (hemoglobin at 4 mg/ml, colloid at >40%), and control to evaluate the impact on Oncomine™
Dx Target Test performance.

For the 2 interferents tested, both the positive concordance and the overall concordance with control
for all samples was 100%. These data support the claim that hemoglobin and colloid do not affect
assay performance at the level tested in detection of the RET DNA variants and RET RNA fusions.

Limit of Detection (LoD) study

The LoD was evaluated for 4 representative RET DNA variants and 2 RET RNA fusion isoforms detected
by the Oncomine™ Dx Target Test in clinical TC samples. For RET DNA variants, the LoD is the lowest
allelic frequency of SNV, MNV, or deletion variants that can be detected at least 95% of the time. For
RET RNA fusions, the LoD is the lowest fusion reads that can be detected at least 95% of the time.
Variant-positive samples were blended with WT samples and used as the input DNA and RNA for