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Abstract: The detection of driver oncogenic variants and the recent identification of tumor-agnostic
genomic biomarkers has driven the use of comprehensive genomic profiling (CGP) for disease diag-
nosis, prognosis, and treatment selection. The Oncomine™ Comprehensive Assay Plus (OCA+) panel
uses DNA and RNA to detect single nucleotide variants (SNVs), small insertions/deletions (Indels),
and structural variants (SVs) across 501 genes. Moreover, microsatellite instability (MSI), tumor
mutational burden (TMB), and homologous recombination deficiency (HRD) status are assessed in a
single workflow. Herein, we present the analytical validation and clinical utilization of OCA+. By
using commercial reference materials, we found good analytical sensitivity, specificity, and precision
for all biomarkers analyzed. The limit of detection (LoD) was validated for SNVs and Indels at 4%,
except for Indels located in homopolymeric regions, where the LoD was 10%. An additional set of
81 tumor samples, including cytology smears, were sequenced to assess the clinical utility of the
OCA+ across different tumor types. Among the clinical cohort, OCA+ demonstrated 100% accuracy,
sensitivity, and specificity for all biomarkers analyzed, except for MSI assessment of endometrial
cancer cases, where 83% accuracy and 67% sensitivity were achieved, compared to PCR and IHC. The
validation of accuracy and robustness of this assay supports the OCA+’s utility for solid tumor CGP.

Keywords: targeted NGS; Oncomine Comprehensive Assay Plus; comprehensive genomic profiling;
microsatellite instability; tumor mutational burden; homologous recombination deficiency

1. Introduction

The detection of genomic alterations using next-generation sequencing (NGS) technol-
ogy in solid tumors has shown great clinical utility in the management of oncology patients.
NGS testing is currently being used for prognosis as well as making treatment decisions
involving molecular targeted therapies based on genomic information [1,2]. Moreover,
NGS testing allows oncologists to better match patients with enrollment in available clinical
trials [3]. As new molecular targeted therapies become available in clinical practice, detec-
tion of actionable gene variants and genomic signatures is becoming increasingly important
in driving therapeutic decisions. In addition to detecting discrete oncogenic alterations,
such as nucleotide variants (SNVs), small insertions and deletions (Indels), and structural
variants (SVs), including copy-number variants (CNVs), gene deletions and/or duplica-
tions (Del/Dup), and gene fusions, comprehensive genomic profiling (CGP) allows the
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detection of integrative genomic signatures with documented prediction of drug response.
Genomic signatures such as microsatellite instability (MSI) [4], tumor mutational burden
(TMB) [5], or homologous recombination DNA-repair (HRR) deficiency (HRD) are increas-
ingly being used in routine clinical management of patients with different cancer types.
The use of HRD status to direct treatment in ovarian cancer patients has shown significant
progression-free survival benefits in the PAOLA-1 clinical trial [6]. In addition, HRD status
has also been shown to predict response to treatment in other cancer types. Metastatic
prostate cancer patients harboring somatic HRR gene mutations (e.g., BRCA1, BRCA2, ATM,
PALB2, FANCA, RAD51D, CHEK2, and CDK12) have been shown to benefit from inhibitors
of DNA repair pathways, such as poly(ADP-ribose) polymerase inhibitors (PARPi) [7].
Likewise, comprehensive genomic testing that includes microsatellite instability (MSI), tu-
mor mutational burden (TMB), BRCA1/2, HRD status [8], BRAF, RET fusions [9], and NTRK
fusions has shown clinical utility in advanced and/or recurrent ovarian, fallopian tube, and
peritoneal cancers. Results from the phase II KEYNOTE-158 study demonstrated a clinical
benefit of anti-programmed death-1 therapy with pembrolizumab among patients with
endometrial, gastric, cholangiocarcinoma, and pancreatic cancers whose tumors exhibit an
MSI-high (MSI-H) [10] or TMB-high (TMB-H) (≥10 mut/Mb) phenotype [11].

TMB can be measured by using different NGS approaches, including whole-genome
sequencing (WGS), whole exome sequencing (WES), or targeted panel sequencing. WES is
the “gold standard” for measuring TMB, allowing for the calculation of somatic coding
mutations (nonsynonymous) per 1,000,000 bases (1 Mb). While TMB can be accurately
measured by WES, this approach is currently not practical in clinical settings due to its
high cost, relatively long turnaround time, and the need for sufficient tissue sample. It
is now accepted that gene panels designed to cover at least 0.80 Mb of coding sequence
can be utilized for accurate TMB estimation [12]. The Oncomine™ Comprehensive Assay
Plus (OCA+) covers 501 cancer-associated genes over 1.4 Mb of coding sequence, including
49 driver genes in over 1300 different inter- and intragenic fusions, detected from RNA
paired samples. OCA+ also allows for the evaluation of MSI, TMB, and HRD status through
genomic loss of heterozygosity (gLOH), telomeric allelic imbalance (TAI), and large-scale
state transitions (LST) assessment in a single assay for an efficient workflow.

Formalin-fixed, paraffin-embedded (FFPE) tissue is commonly used in clinical settings
due to its stability for long-term storage and versatility in terms of testing platforms that
can be applied to this sample type. With the advent of fine-needle aspiration (FNA), the
sample size for biomarker testing is typically small and the FFPE block is often exhausted
before molecular testing can be attempted. Other sample types derived from the FNA
procedure, such as cytology smears, have been shown to be suitable for molecular testing
when FFPE blocks are exhausted [13–15].

Here, we present the analytical validation and clinical utility of OCA+ for performing
CGP on a variety of solid tumor types. The assessment of SNVs, Indels, SVs, MSI, TMB,
and HRD in a single assay, using up to 20 ng DNA and RNA, provides clinically relevant
information on actionable biomarkers relevant to pathologists and oncologists in the
management of cancer patients.

2. Materials and Methods
2.1. Sample Selection

To assess the analytical performance of the assay, reference materials (RM) and con-
trived samples, as well as previously tested patient samples with different assays in our
laboratory or by other accredited reference laboratories, were analyzed. The orthogonal
methods used for the detection of genomic variants on these samples include fluorescence
in situ hybridization (FISH), allele-specific PCR (AS-PCR), and other NGS-based assays.
Thus, the HapMap DNA NA12878 and NA19240 samples (Coriell Institute, Camden, NJ,
USA), several different Seraseq® RM for DNA mutations, RNA Fusions, TMB and HRD
(SeraCare®, LGC Clinical Diagnostics, Milford, MA, USA), as well as a positive control
sample were tested using OCA+. The positive control sample consists of a mix of DNA
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isolated from FFPE blocks harboring DNA variants (SNVs and small Indels) at different
variant allele frequencies (VAF) and includes variants a low VAF. In addition, we tested
22 tumor samples (10 MSI-stable (MSS) and 12 MSI-H), whose MSI status had been pre-
viously established in our laboratory by PCR using the MSI Analysis System, Version 1.2
(Promega, Madison, WI, USA) for accuracy. To evaluate the assay’s performance in clinical
specimens, we tested 81 tumor samples (77 FFPE and 4 cytology smears) from various
tumor types, with tumor content ranging from 5% to 90% as assessed by board-certified
surgical pathologists (Supplementary Table S1), previously tested by different assays in our
laboratory or in other accredited reference laboratories. This cohort was comprised of 36
(44%) biopsy specimens and 45 (56%) surgical excision specimens. For samples previously
tested by other laboratories, a different FFPE block was used for nucleic acid extraction,
since the original block was either exhausted or not available. Clinical patient samples
included non-small cell lung cancer (NSCLC), colorectal cancer (CRC), endometrial cancer,
ovarian cancer, breast cancer, prostate cancer, soft tissue sarcoma, bladder cancer, cervi-
cal cancer, gastric cancer, glioma, mammary analogue secretory carcinoma (MASC), and
melanoma cases.

2.2. Nucleic Acid Isolation

All samples were reviewed by a pathologist in order to estimate the percent tumor
nuclei and for macrodissection, if needed. Genomic DNA (gDNA) and total RNA were con-
comitantly isolated from each sample using the commercial MagMAX™ FFPE DNA/RNA
Ultra Kit (Applied BiosystemsTM, Thermo Fisher Scientific, Waltham, MA, USA) in a semi-
automated fashion on a KingFisher™ Duo Prime magnetic particle processor (Thermo
Fisher Scientific, Waltham, MA, USA). Double-stranded DNA (dsDNA) was quantitated
by fluorometry, as a measure of amplifiable DNA, as recommended by the manufacturer,
using a Qubit Fluorometer with Qubit dsDNA HS Assay kit (InvitrogenTM, Thermo Fisher
Scientific, Waltham, MA, USA). Similarly, RNA was quantitated using the Qubit RNA HS
Assay kit (InvitrogenTM, Thermo Fisher Scientific, Waltham, MA, USA). All specimens in-
cluded in this study yield measurable amounts of nucleic acids. Samples with less than the
recommended 3 ng/µL of RNA and 2 ng/µL of DNA concentration were also considered.

2.3. Library Preparation and Next-Generation Sequencing

OCA+ is available as research use only (RUO) primer pools to be used for library
preparation, which was performed in an automatic fashion using the Ion ChefTM (Thermo
Fisher Scientific, Waltham, MA, USA) liquid handler according to manufacturer’s instruc-
tions MAN0018490 (Revision D.0). The Ion AmpliSeq™ Sample ID Panel (Thermo Fisher
Scientific, Waltham, MA, USA), which is a human SNP genotyping panel, is included in
OCA+ to track samples and possibly identify misassignment or mix up between samples
and barcodes in a sequencing run. In general, multiplex PCR amplification was conducted
using a nucleic acid concentration of approximately 20 ng as input. Deamination reac-
tion was conducted using Uracil-DNA Glycosylase-heat labile (Thermo Fisher Scientific,
Waltham, MA, USA) prior to polymerase chain reaction (PCR) amplification. For sequenc-
ing, prepared libraries were loaded according to manufacturer’s instructions, Ion 550™
Kit-Chef, MAN0017275 (Revision C.0) onto Ion 550™ Chips (Thermo Fisher Scientific,
Waltham, MA, USA) using the Ion Chef™ liquid handler. Sequencing was performed on
the Ion S5™XL Sequencer (Thermo Fisher Scientific, Waltham, MA, USA).

2.4. Bioinformatics Pipeline and Statistical Analyses

The data were mapped to the human genome assembly 19, as the standard reference
genome. Coverage analysis reports from the Torrent Suite 5.16.1 software providing mea-
surements of mapped reads, mean depth, uniformity of coverage, and alignment over
a target region were used as quality assessment of the sequencing. We used the Ion Re-
porter™ Software (Thermo Fisher Scientific, Waltham, MA, USA) (v5.18), unless otherwise
specified, with the Oncomine Comprehensive Plus-w2.3-DNA and Fusions-Single Sample
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analysis workflow for variant calling identification. Basically, variants with the following
effects: missense, non-frameshift insertion, non-frameshift deletion, non-frameshift block
substitution, nonsense, stop loss, frameshift insertion, frameshift deletion, frameshift block
substitution, splice site 5′ or splice site 3′ location, and classified by ClinVar database (latest
version 20201121) as pathogenic, likely pathogenic, risk factor, conflicting interpretations
of pathogenicity, or other were filtered in. Tumor samples were not analyzed with paired-
normal samples. Thus, potential germline variants were inferred and filtered out using
the following parameters: in UCSC Common SNPs database [16], minor allele frequency
(MAF) ≥ 10−6, 5000 exomes global MAF ≥ 10−6, and ExAC global population allele fre-
quency (GAF) ≥ 10−6. Variants were ultimately classified using the tier-based system
defined by a joint consensus recommendation of the Association for Molecular Pathology,
American Society of Clinical Oncology, and College of American Pathologists [17]. MSI was
assessed by covering 76 different markers, including the mononucleotides BAT25, BAT26,
CAT25, MON27, NR21, NR22, NR24, and NR27. TMB was calculated by detecting somatic
mutations only, in exonic regions, including SNVs, Indels, multiple nucleotide variants
(MNVs) that cause missense, frameshift deletion, frameshift insertion, non-frameshift dele-
tion, non-frameshift insertion, or nonsense mutations. HRD status was calculated using an
algorithm that includes gLOH, TAI, and LST measurements. Pearson correlation analysis
was performed for the correlation between two continuous datasets.

3. Results
3.1. Sequencing Performance

A typical sequencing run of the OCA+ assay performed on the S5 XL sequencer,
consists of four samples per Ion 550TM chip. In order to establish sequencing quality control
(QC) metrics, a total of 12 samples were sequenced in three separate runs/chips (four
samples per chip). Four critical sequencing QC parameters per sample were recorded as
follows: the mapped reads > 10 million, mean depth > 1000X, on-target coverage > 95%,
and uniformity of coverage > 92% (Figure 1).
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Figure 1. OCA+ sequencing QC metrics include mapped reads, mean depth, on-target coverage, and
uniformity of coverage.

3.2. Accuracy
3.2.1. SNVs and Indels

Accuracy was determined by sequencing well-characterized samples, including the
HapMap DNA NA12878 and NA19240 samples, and comparing the VCF files obtained
from the publicly available source, the Genetic Testing Reference Materials (GeT-RM)
(https://www.cdc.gov/labquality/get-rm/index.html) browser at NCBI (accessed on
1 February 2022). Of the 1,424,145 bases covered by OCA+, 148,245 bases aligned to
exonic regions where variants have been reported for these two reference samples, as
found by whole-genome sequencing (WES). Thus, we found 1408 exonic variants for the
NA12878 sample, which has 1407 variants in those regions according to GeT-RM, with
one artifact detected by OCA+, corresponding to a sensitivity of 100.0% (95% CI 99.7% to
100.0%) and a specificity of 100.0% (95% CI 100.0% to 100.0%). For the NA19240 sample,

https://www.cdc.gov/labquality/get-rm/index.html
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we found 1477 exonic variants; the NA19240 sample has 1473 variants in those regions
according to GeT-RM. Thus, OCA+ identified two false positive variants and two artifacts,
corresponding to a sensitivity of 100.0% (95% CI 99.8% to 100.0%) and a specificity of 100.0%
(95% CI 100.0% to 100.0%). Our results showed error rates of 0.001% and 0.003% for the
HapMap NA12878 and NA19240 DNA samples, respectively.

Several replicates of the positive control sample corresponding to DNA mixes isolated
from FFPE blocks harboring DNA variants (SNVs and small Indels) were tested using
OCA+, obtaining 100% accuracy and excellent correlation (ρ = 0.995) with previously
obtained values on a different NGS-based assay performed in our laboratory (Table 1).

Table 1. Accuracy study using the FFPE positive control sample.

Gene (Variant) Expected VAF (%) OCA+ VAF (%)

EGFR (p.E746_A750delELREA) 25.0 ± 1.6 23.8 ± 4.7
KRAS (p.A146T) 4.3 ± 0.6 3.4 ± 0.7
KRAS (p.G12C) 6.2 ± 0.8 6.7 ± 1.4

PIK3CA (p.E542K) 4.1 ± 0.7 3.8 ± 0.5

3.2.2. Gene Fusions

Accuracy for the detection of gene fusions was determined by sequencing the Seraseq®

Fusion RNA Mix v4 (SeraCare®, LGC Clinical Diagnostics, Milford, MA, USA) material
(Table 2). All 18 gene fusions present in the Seraseq® Fusion RNA Mix were detected,
resulting in an accuracy of 100%.

Table 2. Accuracy study using the Seraseq® Fusion RNA Mix v4 sample.

Gene Fusion OCA+ (Read Counts)

KIF5B::RET 64,018
ETV6::NTRK3 49,745
TPM3::NTRK1 49,052

EML4::ALK 46,932
TMPRSS2::ERG 42,573
LMNA::NTRK1 35,393
PAX8::PPARG 34,650
TFG::NTRK1 38,610

SLC34A2::ROS1 28,861
CD74::ROS1 25,762

MET Exon 14 Skipping 29,684
FGFR3::TACC3 29,571
NCOA4::RET 17,646

EGFR::SEPT14 14,389
SLC45A3::BRAF 15,719

FGFR3::BAIAP2L1 15,502
CCDC6::RET 7894

EGFRvIII 5336

3.2.3. CNVs

Accuracy of copy number variants (CNVs) detection by OCA+ was assessed by
comparing the ERBB2 gene fold (×) obtained from three breast cancer samples previously
tested by FISH in reference laboratories (Table 3).
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Table 3. CNV accuracy on FFPE breast cancer samples.

Sample ID
FISH Results OCA+ Result

Average HER2 CN 1 per Cell HER2/chr 17 Ratio ERBB2 CNV (×)

BHL_F13 5.38 1.31 6.1
BHL_F15 23.70 6.58 22.9
BHL_F16 15.70 10.83 10.8

1 CN: copy number.

3.2.4. MSI

MSI status based on the OCA+ MSI score was used to classify samples as MSI-H or
MSS. Accuracy of the OCA+ MSI score was assessed by running 12 MSI-H and 10 MSS
samples, as previously assessed by PCR, and by immunohistochemistry (IHC) for mismatch
repair (MMR) deficiency (dMMR) or proficiency (pMMR). The samples included 10 gas-
trointestinal (GI) tumors samples (one gastric cancer + nine CRC) and 12 endometrial cancer
(EC) specimens. The MSI scores were significantly different between MSI-H/dMMR and
MSS/pMMR cases, but a significant difference (one-sided p-value = 0.0042) was observed
between different MSI-H tumor types; with GI cases showing much higher MSI scores than
MSI-H EC cases (Figure 2) (numerical data included in Supplementary Table S1).
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Thus, different MSI score cutoff values were established. Cutoff values of 19 and 11
were established for GI and EC tumors, respectively.

3.2.5. TMB and HRD

Accuracy for TMB and HRD scores was assessed by running several replicates of the
Seraseq® Reference Materials (RM) for both genomic signature biomarkers, obtaining highly
correlated values (ρ > 0.9) (Table 4). The Seraseq® FFPE HRD RM samples are annotated
with a genomic instability score (GIS) calculated by the Myriad Genetics algorithm, as
licensed by SeraCare® Life Sciences.
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Table 4. Accuracy study using Seraseq® Reference Materials.

Seraseq® RM Expected Score OCA+ Score

gDNA TMB Mix Score 7 7.2 ± 0.2 7.7 ± 0.0
gDNA TMB Mix Score 26 25.8 ± 0.5 20.3 ± 0.4

FFPE HRD Negative 31 ± 2 35 ± 6
FFPE HRD Low-Positive 54 ± 2 54 ± 2
FFPE HRD High-Positive 72 ± 3 68 ± 4

3.3. Limit of Detection
3.3.1. SNVs and Indels

The Seraseq™ Solid Tumor Mutation Ladder-II (SeraCare®, LGC Clinical Diagnostics,
Milford, MA, USA) was sequenced to assess the capacity of OCA+ for detecting variants at
low VAF. The SeraseqTM Solid Tumor Mutation Ladder-II includes 36 variants, including
11 Indels and 25 SNVs, of which 5 occur in homopolymeric (HP) regions at low VAF
(Table 5). OCA+ was able to call variants down to 4% allelic fraction. However, of the
36 variants, 2 (5.6%) Indels from HP regions were not called by OCA+, resulting in a limit
of detection (LoD) of 4% for SNVs and small Indels, except when located in HP regions,
where the LoD is 10%.

3.3.2. Gene Fusions

Unlike the DNA variants, assessment of LoD for RNA variants can be challenging. To
address this, we performed serial dilutions of the Seraseq® Fusion RNA Mix v4 in total
RNA isolated from a normal sample (i.e., no containing fusions) and tested each dilution in
triplicate. All 18 fusions were detected at each dilution point. The dilutions, in percentage,
were correlated with the number of read counts measured by OCA+. The linearity illustrates
the overall robustness of the assay for identification of fusions in specimens that may harbor
a wide linear range of fusion transcripts. Notably, the fusion with the lower number of
reads in the mix, the intragenic EGFR fusion corresponding the EGFRvIII isoform, showed
the poorest linearity compared to those with higher read counts (Figure 3).
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Table 5. SNVs and Indels LoD.

Gene Variant Type Mutation Target VAF (%) OCA+ VAF (%)

MPL SNV p.W515L 10.0 6.8
AKT1 SNV p.E17K 10.0 9.8
APC SNV p.R1450* 10.0 10.3

GNA11 SNV p.Q209L 10.0 10.4
GNAQ SNV in HP 3N p.Q209P 10.0 11.4

KIT SNV p.D816V 10.0 11.4
PIK3CA SNV p.E545K 10.0 12.1

PDGFRA SNV p.D842V 10.0 13.6
EGFR DEL p.E746_A750delELREA 10.0 4.5
EGFR INS p.D770_N771insG 10.0 4.5

SMAD4 INS p.A466fs*28 10.0 11.7
APC INS in HP 7N p.T1556fs*3 10.0 6.3

ERBB2 INS p.A775_G776insYVMA 10.0 9.9
JAK2 SNV in HP 3N p.V617F 7.0 4.1
TP53 SNV p.R248Q 7.0 7.0
EGFR SNV p.L858R 7.0 7.1
TP53 SNV p.R175H 7.0 7.3
TP53 SNV p.R273H 7.0 7.6
KRAS SNV p.G12D 7.0 7.7

CTNNB1 SNV p.T41A 7.0 7.8
NRAS SNV p.Q61R 7.0 7.9
GNAS SNV p.R201C 7.0 8.9
PTEN DEL 6N > 5N p.K267fs*9 7.0 Not Called
TP53 DEL p.C242fs*5 7.0 8.0
PTEN INS p.P248fs*5 7.0 7.6
RET SNV p.M918T 4.0 3.9

EGFR SNV p.T790M 4.0 4.2
IDH1 SNV p.R132C 4.0 4.2

FOXL2 SNV p.C134W 4.0 4.5
BRAF SNV p.V600E 4.0 4.8
FLT3 SNV p.D835Y 4.0 5.5

PIK3CA SNV p.H1047R 4.0 5.9
FGFR3 SNV p.S249C 4.0 6.7
ATM DEL p.C353fs*5 4.0 9.6
TP53 DEL 5N > 4N p.S90fs*33 4.0 Not Called

PDGFRA INS p.S566fs*6 4.0 6.1

“fs*#”, indicates a frame shift where "*#" refers to the codon position the new reading frame ends in a stop codon (*).

3.4. Precision
3.4.1. SNVs and Indels

Repeatability (intra-assay variation) for DNA variants was assessed by sequencing
three technical replicates (i.e., same library) of the FFPE DNA positive control in separate
chips. Reproducibility (inter-assay variation) was assessed by preparing libraries and
sequencing the FFPE DNA positive control on three separate days (Table 6).

3.4.2. Gene Fusions

Similarly, repeatability of RNA fusion detection was assessed by sequencing three
technical replicates (i.e., same library) of the Seraseq™ Fusion RNA Mix v4 material
in separate chips, obtaining coefficients of variation (CVs) ranging from 2.1 to 10.4%.
Reproducibility was assessed by preparing libraries and sequencing the Seraseq™ Fusion
RNA Mix v4 material on three separate days, obtaining CVs ranging from 6.5 to 52.5%
(Supplementary Table S2).
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Table 6. Precision for SNVs and Indels.

Gene (Variant)
Library Prep. Day 1 Day 2 Day 3 Intra-Run Inter-Run

Expected VAF (%) Chip 1.1 Chip 1.2 Chip 1.3 Chip 2 Chip 3 CV (%) 1 CV (%)

EGFR (p.E746_
A750delELREA) 25.0 19.7 20.9 23.0 23.9 31.6 7.9 19.5

KRAS (p.A146T) 4.3 4.2 3.5 3.9 2.6 2.6 9.1 21.9
KRAS (p.G12C) 6.2 5.4 7.7 7.5 7.8 5.0 18.6 20.4
MET (p.T1010I) 6.2 7.1 7.0 7.2 7.0 8.2 1.4 7.0

PIK3CA
(p.E542K) 4.1 4.0 4.2 4.0 3.0 4.0 2.8 12.4

1 CV (%): percent coefficient of variation.

3.4.3. CNVs and Genomic Signatures

Repeatability for CNVs and genomic signatures, such as TMB, MSI, and HRD, was
assessed by sequencing nine patient samples harboring CNVs, MSI, TMB, and LOH at dif-
ferent levels in triplicate within the same chip. Reproducibility was assessed by preparing
libraries and sequencing the same nine patient samples on three separate days by different
medical technologists (Table 7).

Table 7. Precision for CNVs and genomic signatures.

Sample
ID

Library Prep. Day 1 (Tech. 1) Day 2 Day 3 Intra-Run Inter-Run

Gene/Signature
(Unit) Replicate 1 Replicate 2 Replicate 3 Tech. 2 Tech. 3 CV (%) 1 CV (%)

BHL_C03 IL7R Gain (×) 10.8 10.0 9.6 11.4 7.3 6.0 16.0
BHL_C61 MDM2 Gain (×) 18.3 13.4 12.70 16.0 17.9 20.6 16.3
BHL_F03 ERBB2 Gain (×) 64.9 58.7 61.1 62.9 33.4 5.1 23.0
BHL_C11 MSS (MSI Score) 8.2 8.1 8.5 5.2 4.3 2.3 28.2
BHL_C40 MSI-H (MSI Score) 25.3 18.7 18.25 16.7 31.4 19.3 28.1
BHL_C66 MSI-H (MSI Score) 78.7 73.3 81.1 48.6 84.8 5.1 19.6
BHL_C03 TMB-L (mut/Mb) 2 4.8 4.8 4.8 6.7 4.8 0.5 16.3
BHL_C40 TMB-H (mut/Mb) 17.1 19.0 17.1 20.1 19.2 6.2 7.1
BHL_C66 TMB-H (mut/Mb) 40.5 37.7 40.3 39.9 41.6 4.0 3.6
BHL_C05 gLOH (%) 4.9 1.8 5.5 4.2 4.1 48.8 34.2
BHL_C10 gLOH (%) 13.9 14.5 16.9 9.6 14.2 10.5 19.1
BHL_C55 gLOH (%) 25.5 26.0 25.7 26.5 26.5 1.0 1.8

1 CV (%): percent coefficient of variation; Tech.: medical technologist; 2 mut/Mb: mutations per megabase.

3.5. Performance on Clinical Specimens
3.5.1. SNVs and Indels

Thirty-three different tumor samples (30 FFPE and 3 cytology smears) corresponding
to melanoma, soft tissue sarcoma, NSCLC, CRC, ovarian, bladder, cervical, gastric, and
prostate cancer specimens, with tumor content ranging from 5% to 80%, were analyzed.
We detected 127 DNA sequence variants (96 SNVs and 31 Indels) in 58 different genes.
The OCA+ VAFs were compared to those obtained by reference laboratories (most of
them performed on different tissue blocks), when reported, or those found by orthogonal
methods in our laboratory. Thus, we observed a good correlation (ρ = 0.921) and a linear
relationship between VAF values obtained with OCA+ and the reference methods, with
a slope and y-intercept of 1.03 (95% CI 0.94 to 1.12) and −0.23 (95% CI −3.34 to 2.88),
respectively (Figure 4). It is worth noting that, even though a good correlation was observed
in VAF values (ρ > 0.9), a lower proportion of variance (R2 = 0.849) was observed, which
could be due to tissue and tumor histologic heterogeneity in different specimen aliquots.
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Figure 4. Pearson correlation between OCA+ VAFs and those obtained by reference laboratories
and/or orthogonal methods.

Based on the results obtained from these clinical specimens, we determined that OCA+
performs with 100.0% accuracy (95% CI, 97.3% to 100.0%), 100.0% sensitivity (95% CI, 95.8%
to 100.0%), and 100.0% specificity (95% CI, 92.5% to 100.0%) for the detection of SNVs.

Likewise, OCA+ performs with 100.0% accuracy (95% CI, 95.7% to 100.0%), 100.0%
sensitivity (95% CI, 85.8% to 100.0%), and 100.0% specificity (95% CI, 94.0% to 100.0%) for
the detection of small Indels.

3.5.2. CNVs

Sixteen different tumor FFPE samples corresponding to glioma, soft tissue sarcoma,
NSCLC, CRC, breast, ovarian, and bladder cancer specimens, with tumor content ranging
from 50% to 90%, were analyzed. We detected 34 CNVs (18 gains and 16 losses) on
18 different genes and 3 chromosome/arms. The OCA+ CNV folds (×) were compared
to those obtained by reference laboratories, which ranged from 3× to 40× for gains and
from 0× to 1× for losses, as assessed by either NGS-based assays or FISH testing. Notably,
blocks older than 5 years showed extremely high CNVs for ERBB2 by OCA+ compared to
Her2 FISH results. This may be due to highly degraded DNA from archived specimens as
reflected by the median of the absolute values of all pairwise differences (MAPD) metric.
MAPD is an estimate of coverage variability between adjacent amplicons and it is used as a
quality control (QC) criteria to assess CNV call confidence. Thus, we had established a cutoff
of MAPD ≤ 0.3, and samples showing an MAPD above this value should be interpreted
with lower confidence. Those samples are indicated with an asterisk in Figure 5.

Even though these samples had MAPD > 0.3, the ERBB2 gene amplification was clearly
visible in the copy number profile for chromosome 17 (Figure 6a) in these cases. Interest-
ingly, OCA+ was able to detect the hemizygous deletion on chromosomes 1p and 19q in an
oligodendroglioma sample (Figure 6b), which had been previously detected by FISH. That
sample also harbored IDH1 p.R132H and CIC p.R201W somatic mutations, which have
been reported to be an intrinsic abnormality in the majority of oligodendrogliomas [18].
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Figure 5. Comparison of OCA+ CNV folds (×) with those obtained by reference laboratories and/or
orthogonal methods per gene/sample. Asterisks indicate highly degraded samples.
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Based on the results obtained from these clinical specimens, we determined that OCA+
performs with 100.0% accuracy (95% CI, 96.0% to 100.0%), 100.0% sensitivity (95% CI, 89.7%
to 100.0%), and 100.0% specificity (95% CI, 93.6% to 100.0%) for the detection of CNVs.
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3.5.3. Gene Fusions

Twenty different tumor samples (19 FFPE and 1 cytology smear) corresponding to
MASC, NSCLC, and prostate cancer specimens, with tumor content ranging from 5%
to 85%, were analyzed. These samples had previously been tested for the presence of
gene fusions by either FISH or NGS-based assays in reference laboratories and/or in our
laboratory using a different NGS-based assay. OCA+ was able to correctly detect the
gene fusions in this cohort, including in small samples and those with low tumor content
(Table 8).

Table 8. OCA+ gene fusion detection in clinical specimens.

Sample ID Tumor Type Tumor Content (%) Expected Fusion (Exon
Junctions)

OCA+ Result
(Exon Junctions)

BHL_C09 Prostate Cancer 25 TMPRSS2::ERG 1 TMPRSS2::ERG (T1E2)
BHL_C13 MASC 85 ETV6-Fusion 1 ETV6::NTRK3 (E5N15)
BHL_C14 NSCLC 30 FGFR3::TACC3 (F17T8) FGFR3::TACC3 (F17T8)
BHL_C15 Prostate Cancer 30 TMPRSS2::ERG (T1E4) TMPRSS2::ERG (T1E4)
BHL_C16 NSCLC 50 FGFR3::TACC3 (F17T8) FGFR3::TACC3 (F17T8)
BHL_C17 NSCLC 70 METex14 (M13M15) 2 METex14 (M13M15)
BHL_C18 NSCLC 70 KIF5B::RET (K15R12) KIF5B::RET (K15R12)
BHL_C19 NSCLC 70 ETV6::NTRK3 (E5N15) ETV6::NTRK3 (E5N15)
BHL_C20 NSCLC 5 EML4::ALK (E6A19) EML4::ALK (E6A19)
BHL_C21 NSCLC 50 CCDC6::RET (C1R12) CCDC6::RET (C1R12)
BHL_C22 NSCLC 20 EML4::ALK (E13A20) EML4::ALK (E13A20)
BHL_C23 NSCLC 50 EML4::ALK (E20A20) EML4::ALK (E20A20)
BHL_C24 NSCLC 5 CD74::ROS1 (C6R34) CD74::ROS1 (C6R34)
BHL_C25 Prostate Cancer 50 TMPRSS2::ERG (T2E4) TMPRSS2::ERG (T2E4)
BHL_C26 NSCLC 30 EML4::ALK (E2A20) EML4::ALK (E2A20)
BHL_C27 NSCLC 10 METex14 (M13M15) METex14 (M13M15)
BHL_C28 NSCLC 40 KIF5B::RET (K15R12) KIF5B::RET (K15R12)
BHL_C29 NSCLC 10 METex14 (M13M15) METex14 (M13M15)
BHL_C30 NSCLC 10 METex14 (M13M15) METex14 (M13M15)
BHL_C31 NSCLC 50 EML4::ALK (E6ALK20) EML4::ALK (E6ALK20)

1 Fusions detected by FISH, where gene partner or exon junctions were not reported; 2 METex14: MET exon
14 skipping.

Based on the results obtained from these clinical specimens, we determined that OCA+
performs with 100.0% accuracy (95% CI, 95.4% to 100.0%), 100.0% sensitivity (95% CI, 79.4%
to 100.0%), and 100.0% specificity (95% CI, 94.2% to 100.0%) for the detection of CNVs.

3.5.4. TMB and MSI

Fifteen different tumor FFPE samples corresponding to NSCLC, CRC, soft tissue
sarcoma, prostate, bladder, ovarian, and cervical cancer specimens, with tumor content
ranging from 25% to 80%, were analyzed. These samples had previously been tested
for TMB by reference laboratories and were classified as TMB-L (nine cases) or TMB-H
(six cases). The OCA+ TMB scores were compared to those obtained by these reference
laboratories on different tissue blocks from the same tumor sample. Thus, we observed a
good correlation (ρ = 0.911) between TMB scores obtained with OCA+ and those reported
by reference laboratories. Moreover, using a cutoff of 10 mut/Mb, the samples were
assigned to the same class (TMB-L or TMB-H) by OCA+ (Figure 7). It is worth noting that,
even though a good correlation was observed in TMB values (ρ > 0.9), a lower proportion
of variance (R2 = 0.829) was observed, which could be due to tissue and tumor histologic
heterogeneity in different specimen aliquots.



J. Mol. Pathol. 2023, 4 121

J. Mol. Pathol. 2023, 4, FOR PEER REVIEW 13 
 

 

BHL_C24 NSCLC 5 CD74::ROS1 (C6R34) CD74::ROS1 (C6R34) 
BHL_C25 Prostate Cancer 50 TMPRSS2::ERG (T2E4) TMPRSS2::ERG (T2E4) 
BHL_C26 NSCLC 30 EML4::ALK (E2A20) EML4::ALK (E2A20) 
BHL_C27 NSCLC 10 METex14 (M13M15) METex14 (M13M15) 
BHL_C28 NSCLC 40 KIF5B::RET (K15R12) KIF5B::RET (K15R12) 
BHL_C29 NSCLC 10 METex14 (M13M15) METex14 (M13M15) 
BHL_C30 NSCLC 10 METex14 (M13M15) METex14 (M13M15) 
BHL_C31 NSCLC 50 EML4::ALK (E6ALK20) EML4::ALK (E6ALK20) 

1 Fusions detected by FISH, where gene partner or exon junctions were not reported; 2 METex14: 
MET exon 14 skipping. 

Based on the results obtained from these clinical specimens, we determined that 
OCA+ performs with 100.0% accuracy (95% CI, 95.4% to 100.0%), 100.0% sensitivity 
(95%CI, 79.4% to 100.0%), and 100.0% specificity (95% CI, 94.2% to 100.0%) for the detec-
tion of CNVs. 

3.5.4. TMB and MSI 
Fifteen different tumor FFPE samples corresponding to NSCLC, CRC, soft tissue sar-

coma, prostate, bladder, ovarian, and cervical cancer specimens, with tumor content rang-
ing from 25% to 80%, were analyzed. These samples had previously been tested for TMB 
by reference laboratories and were classified as TMB-L (nine cases) or TMB-H (six cases). 
The OCA+ TMB scores were compared to those obtained by these reference laboratories 
on different tissue blocks from the same tumor sample. Thus, we observed a good corre-
lation (ρ = 0.911) between TMB scores obtained with OCA+ and those reported by refer-
ence laboratories. Moreover, using a cutoff of 10 mut/Mb, the samples were assigned to 
the same class (TMB-L or TMB-H) by OCA+ (Figure 7). It is worth noting that, even though 
a good correlation was observed in TMB values (ρ > 0.9), a lower proportion of variance 
(R2 = 0.829) was observed, which could be due to tissue and tumor histologic heterogeneity 
in different specimen aliquots. 

 
Figure 7. Pearson correlation between OCA+ TMB score and those obtained by reference laborato-
ries. The cutoff value of 10 mut/Mb is indicated by vertical and horizontal red lines. 
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It has been previously reported that the vast majority (83%) of MSI-H tumors also
have high TMB, and 97% of them have TMB ≥ 10 mut/Mb, even though the converse is
not true [19]. Therefore, we analyzed the 22 samples with known MSI status previously
described (Section 3.2.4), and we observed a significant (one-sided p < 0.0001) difference in
TMB scores between MSI-H and MSS cases (Figure 8).
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Figure 8. OCA+ TMB score distribution compared to MSI status by PCR. Microsatellite Instability
High (MSI-H; black dots) and Microsatellite Stable (MSS; white dots) cases are plotted.

In addition, we observed that the correlation between TMB values and MSI scores
varied among different tumor types, gastrointestinal (GI), endometrial, and ovarian cancers
being the most correlated and lung adenocarcinoma the least correlated (Figure 9).
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Figure 9. OCA+ TMB and MSI score correlation among different tumor types. Pearson’s ρ correlation
coefficients are shown.

Based on the results obtained on these clinical specimens, we determined that OCA+
performs with 100.0% accuracy (95% CI, 75.3% to 100.0%), 100.0% sensitivity (95% CI, 47.8%
to 100.0%), and 100.0% specificity (95% CI, 63.1% to 100.0%) for TMB assessment.

On the other hand, we observed that the distribution of MSI scores varied depending
on the tumor type. Thus, OCA+ performs with 100.0% accuracy (95% CI, 83.9% to 100.0%),
100.0% sensitivity (95% CI, 63.1% to 100.0%), and 100.0% specificity (95% CI, 75.3% to
100.0%) for MSI assessment for GI tumors; whereas it performs with 83.3% accuracy
(95% CI, 51.6% to 97.9%), 66.7% sensitivity (95% CI, 22.3% to 95.7%), and 100.0% specificity
(95% CI, 54.1% to 100.0%) for MSI assessment for EC tumors.

3.5.5. HRD

Twenty different tumor FFPE samples corresponding to CRC, bladder, ovarian, and
cervical cancer specimens, with tumor content ranging from 30% to 80%, were analyzed.
Eleven of those samples had previously been tested for HRD status by reference laboratories
on different tissue blocks, using different approaches. Some laboratories assessed HRD
status by %LOH, using a cutoff of 16% [20]; others used the presence of BRCA1/2 gene
mutations and/or a genomic instability score (GIS) equal or greater than 42 [21] to classify a
sample as HRD-positive (HRD-POS), as opposed to HRD-negative (HRD-NEG). It is worth
noting that mutations found in some HRR DNA repair pathway genes (e.g., ATM, ATR,
FANC/A/D2/M/G, and PALB2) may not necessarily yield high HRD scores [22]. In order
to calculate an HRD score, the gLOH, TAI, and LST parameters were normalized by the

average copy number (
−

CN
2 ) of the sample. In order to be able to compare these parameters

to those obtained by reference laboratories, the Seraseq HRD-High RM, with a GIS = 72,
was used as a reference. Thus, we compared the OCA+ normalized gLOH (nLOH) or the
OCA+ calculated HRD score to those reported by reference laboratories, obtaining a good
correlation overall (ρ = 0.965) (Table 9).
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Table 9. HRD classification of clinical specimens.

Sample ID HRD Class HRR Mutated
Gene

Reference
Score Type

Reference
Score

OCA+ Score
Type

OCA+
Score

BHL_C04 HRD-NEG ATM %LOH 1 nLOH 6
BHL_C12 HRD-NEG FANCG %LOH 0 nLOH 1
BHL_C67 HRD-NEG None %LOH 9 nLOH 5
BHL_C73 HRD-NEG None %LOH 0 nLOH 2
BHL_C68 HRD-NEG None GIS 1 HRD 2
BHL_C69 HRD-NEG None GIS 12 HRD 24
BHL_C70 HRD-NEG None GIS 3 HRD 7
BHL_C71 HRD-NEG None GIS 19 HRD 29
BHL_C72 HRD-POS BRCA2 GIS 64 HRD 53
BHL_C74 HRD-POS BRCA1 GIS 75 HRD 58
BHL_C06 HRD-POS BRCA2 GIS + 1 HRD 71

1 GIS value not provided.

In addition, a new version of the bioinformatics pipeline in the Ion Reporter™ Software
(v5.20) calculates a genomic instability metric (GIM) with a cutoff ≥ 16 to classify a sample
as HRD-POS. GIM values showed a good correlation with calculated HRD scores (ρ = 0.958)
(Table 10).

Table 10. HRD score correlation with genomic instability metric (GIM).

Sample ID HRD Class HRD
Score (v5.18)

OCA+
GIM (v5.20)

BHL_C08 HRD-NEG 1 0
BHL_C73 HRD-NEG 2 0
BHL_C68 HRD-NEG 2 0
BHL_C09 HRD-NEG 6 0
BHL_C70 HRD-NEG 7 0
BHL_C12 HRD-NEG 12 0
BHL_C11 HRD-NEG 13 0
BHL_C05 HRD-NEG 17 3
BHL_C04 HRD-NEG 20 1
BHL_C67 HRD-NEG 23 4
BHL_C69 HRD-NEG 24 7
BHL_C03 HRD-NEG 26 5
BHL_C71 HRD-NEG 29 4
BHL_C07 HRD-NEG 32 15
BHL_C01 HRD-NEG 38 10
BHL_C02 HRD-NEG 40 13
BHL_C72 HRD-POS 53 16
BHL_C10 HRD-POS 56 16
BHL_C74 HRD-POS 58 19
BHL_C06 HRD-POS 71 24

Based on the results obtained from these clinical specimens, we determined that OCA+
performs with 100.0% accuracy (95% CI, 83.2% to 100.0%), 100.0% sensitivity (95% CI, 39.8%
to 100.0%), and 100.0% specificity (95% CI, 79.4% to 100.0%) for HRD assessment.

4. Discussion

Molecular targeted therapies, immune checkpoint inhibitors, and poly(ADP-ribose)
polymerase inhibitors are increasingly being used in oncology, resulting in improved
survival rates in patients with various cancer types. NGS-based testing to guide therapeutic
decisions is now standard-of-care in the management of oncology patients and it may also
assist in treatment selection by identifying additional biomarkers when there are few or
no options for them [23]. In the past decade, NGS assays with a variety of numbers of
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genes for tumor profiling have been introduced, intended for the detection of actionable
variants to an ever-growing list of targeted therapies. As newer treatment approaches
emerge and less invasive procedures yield smaller tissue samples for pathological analyses,
complex genomic biomarkers have become clinically relevant, calling for genomic testing
to be performed in a single test. In order to be clinically effective, comprehensive genomic
profiling (CGP) should allow for the detection of DNA variants, including structural
variants such as gene fusions, which can be better assessed using RNA-based testing [24],
as well as genomic signatures, such as microsatellite instability (MSI), tumor mutational
burden (TMB), and homologous recombination deficiency (HRD) [25]. In a previous study
by Vestergaard et al., the implementation and validation of OCA+ was performed on a
limited number of FFPE samples and tumor types and it was conducted as a comparison
against a previous version of the assay, the Oncomine™ Comprehensive Assay v3 (OCAv3).
In that report, the validation of MSI, TMB, and HRD was not addressed [26].

In this study, the performance characteristics of a CGP test, the Oncomine™ Compre-
hensive Assay Plus (OCA+), were validated by using reference materials and comparing
patient sample results to those obtained by reference laboratories and orthogonal methods.
In clinical settings, NGS-based testing is usually performed on diagnostic samples, which
may include small core biopsy or FNA samples. The latter often lead to a sizeable rate
of quantity not sufficient (QNS) results, varying from 18% [27] to 30% [28], mostly for
lung cancer specimens. Thus, we included FFPE tissue blocks as well as cytology smears
made from FNA samples in our validation. Of the 81 clinical specimens analyzed, 14%
had less than the recommended nucleic acid concentration for sequencing and 9% had a
tumor content less than 20% but were still considered for the study. OCA+ QC metrics
for these small samples were acceptable and the variant results were in agreement with
those obtained by reference laboratories and/or orthogonal methods. Thus, OCA+ enables
the detection of actionable variants in low-quality/low-quantity DNA samples as well as
low tumor content specimens. Accordingly, the limit of detection was found to be 4% for
SNVs and small Indels (other than those found in homopolymeric regions, which was 10%).
From our clinical sample cohort, OCA+ was able to detect CNV gains as low as 3× and
gene fusions in samples containing as little as 5% neoplastic nuclei.

Besides clinically relevant variants, OCA+ is able to detect actionable genomic biomark-
ers, such as MSI, TMB, and HRD. Both MSI and TMB are genomic instability biomarkers
predictive of response to immune checkpoint inhibitors (ICI) in a tumor-agnostic fash-
ion. [29,30]. In agreement with previously published studies [18], we observed a good
correlation between MSI-H tumors and TMB-H status; however, that correlation varied
among different tumor types, GI, EC, and ovarian tumors being the most correlated and
NSCLC tumors the least correlated, as has been previously reported [31].

OCA+ demonstrated a 100% accuracy, sensitivity, and specificity for MSI classification
for GI cases, which showed 100% agreement between OCA+ and PCR, as well as MMR by
IHC results. On the other hand, MSI classification for EC cases showed 83% accuracy and
67% sensitivity. This is in agreement with previously reported differences in MSI profiles
between CRC and EC specimens, where the number of nucleotide (nt) shifts observed in
MSI-H EC cases is 1–3 nt, as opposed to 6 nt in CRC cases [32]. Historically, testing for
MSI by PCR or NGS-based assays has been validated for GI tumors in general and CRC in
particular [33,34]. While IHC has shown 100% sensitivity in detecting dMMR CRC and EC
cases, molecular methods have been reported to have a decreased sensitivity (from 58%
to 75%, depending on the methodology) for EC compared to CRC [35]. Thus, OCA+ is
performing as expected for this particular biomarker. Therefore, we conclude that dMMR
detection in EC would benefit from a combination of IHC and molecular testing.

From our clinical sample cohort, OCA+ was able to classify samples as TMB-H or
TMB-L with 100% accuracy when compared to reference laboratories using different NGS-
based assays. The use of reference materials also allowed us to confirm that the assay
renders comparable TMB values. This is crucial when using a cutoff value, i.e., 10 mut/Mb,
to determine TMB status for pembrolizumab treatment in cancer patients [11].
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PARPi have been recognized as an effective therapy for the treatment and maintenance
of BRCA-mutated cancers and/or HRD-positive ovarian cancer, regardless of germline or
somatic BRCA1/2 gene mutation status. HRD classification depends on different genomic
instability cutoff values for markers, such as %LOH [20], or a GIS arising from gLOH,
TAI, and LST [21], as developed by different reference laboratories. From our clinical
samples cohort, OCA+ was able to classify samples as positive or negative for HRD with
100% accuracy when compared to reference laboratories, either by normalized gLOH
(nLOH) or by a calculated HRD score, in samples containing 30% or more neoplastic nuclei.
The use of reference materials allowed us to confirm that OCA+-calculated HRD score is
comparable to Myriad’s myChoice® GIS (Myriad Genetics Inc., Salt Lake City, UT, USA). In
addition, the genomic instability metric (GIM) obtained with the bioinformatics pipeline
v5.20 also resulted in 100% concordance in HRD classification with the calculated HRD
score using the bioinformatics pipeline v5.18.

In summary, our results show that OCA+ offers an optimal and labor-efficient work-
flow that combines DNA/RNA gene variant and fusion detection with MSI, TMB, and
HRD assessment in a single semi-automated assay. These features are even more important
when small biopsy samples or cytology smears are submitted for comprehensive genomic
profiling in clinical settings.
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