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Abstract

Purpose: Perineural invasion (PNI) is associated with aggressive tumor behavior, recurrence, and
metastasis, and can influence the administration of adjuvant treatment. However, standard
histopathological examination has limited sensitivity in detecting PNI and does not provide
insights into its mechanistic underpinnings.

Experimental Design: A multi-variate Cox regression was performed to validate associations
between PNI and survival in 2029 patients across 12 cancer types. Differential expression and
gene set enrichment analysis were used to learn PNI-associated programs. Machine learning
models were applied to build a PNI gene expression classifier. A blinded re-review of H&E slides
by a board-certified pathologist helped determine whether the classifier could improve occult
histopathological detection of PNI.

Results: PNI associated with both poor OS (hazard ratio, 1.73; 95% CI, 1.27-2.36; P < 0.001)
and DFS (hazard ratio, 1.79; 95% ClI, 1.38-2.32; P < 0.001). Neural-like, pro-survival, and
invasive programs were enriched in PNI-positive tumors (P,gj < 0.001). Although PNI-associated
features likely reflect in part the increased presence of nerves, many differentially-expressed genes
mapped specifically to malignant cells from single-cell atlases. A PNI gene expression classifier
was derived using random forest and evaluated as a tool for occult histopathological detection. On
a blinded H&E re-review of sections initially described as PNI-negative, more specimens were re-
annotated as PNI-positive in the high classifier score cohort compared to the low-scoring cohort (P
= 0.03, Fisher’s exact test).

Conclusions: This study provides salient biological insights regarding PNI and demonstrates a

role for gene expression classifiers to augment detection of histopathological features.

Keywords
Perineural invasion; cancer; occult detection; machine learning; transcriptomic classifier

Introduction

While hematogenous and lymphatic routes have long been recognized as conduits for tumor
dissemination, the complicity of nerves in promoting malignant phenotypes has come into
focus more recently (1-4). It is now known that tumor initiation and development are often
accompanied by an increase in intra- and peri-tumoral nerve density and that disruption of
crosstalk between nerves and cancer cells can impede tumor progression and extend overall
survival in animal models (3,5). Perineural invasion (PNI) is a manifestation of this dynamic
interplay, defined by a reciprocal tropism that results in neoplastic infiltration in, around, or
through nerve bundles (6). Its presence has been noted during routine histological
examination in numerous cancers, including head & neck, pancreatic, colorectal, prostate,
and breast, suggesting that PNI may be a conserved phenomenon with benefits to tumor
fitness. Indeed, prior literature has shown that PNI in many cancer types is associated with
aggressive tumor behavior, higher rates of post-treatment recurrence, metastases, pain, and
reduced survival (6).
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Despite these clinical ramifications, biological mechanisms contributing to and resulting
from PNI are incompletely understood, hindering the rational development of therapeutic
interventions. Prior studies exploring PNI-associated genes in pancreatic and prostate cancer
(7-10) have pinpointed those encoding neurotrophic factors (e.g. BONF, GDNF, NT1/2,
NGF) and chemokines (e.g. CX3CL1, SEMA3A, CXCL16), among others, but many of
these studies were underpowered by small patient cohorts of individual cancer types.
Moreover, PNI is often overlooked during histopathological analyses due to tissue sampling
bias, suboptimal staining techniques, and lack of standardized reporting guidelines for
certain cancer types (6,11,12). The high frequency of occult cases has been demonstrated in
prior studies; for example, review of head & neck cancer specimens using nerve-specific
antibodies instead of H&E increased the number of PNI positive cases by nearly three-fold
(6,12). While nerve-specific stains may be helpful, they depend on antigen availability and
the sensitivity and specificity of the antibodies used. In addition, it would be resource-
intensive to perform the multitude of antigen-specific assays that would be necessary to
extensively profile the various tumor features that are clinically relevant. In light of these
challenges, global mRNA profiling through RNA-seq or microarray technologies should
have a versatile role in clinical oncology within the next decade (13,14) and may guide the
development of personalized therapeutics, drive real-time clinical decision making, and
assist with the identification of histological features or micrometastatic lesions that are
otherwise difficult to detect by visual inspection alone.

We created a custom cohort of 2029 patients across 12 cancer types from The Cancer
Genome Atlas (TCGA) and leveraged surgical pathology reports and bulk transcriptomic
data to identify the fundamental gene expression programs that associate with, differentiate,
and predict PNI, irrespective of tumor origin. We found numerous genes and gene sets up- or
down-regulated in patients with PNI, many of which had not been previously identified. We
then overlaid these genes onto single-cell atlases of 29 patients with head & neck and
colorectal cancers (15,16) to identify their likely cellular sources. Furthermore, to determine
the utility of differentially-expressed genes for prediction of PNI status, we leveraged
machine learning approaches to develop a novel gene expression classifier. We performed a
blinded re-review of tissue sections initially annotated as PNI-negative and found that our
classifier could indeed improve the detection of occult cases. Taken together, these findings
may inform clinically-deployable diagnostic strategies and also guide therapeutic
approaches targeted at PNI.

Materials and Methods

Data collection and usage

Data on PNI and LVI, gene expression, demographics and survival from a total of 2029
patients across 12 cancer sites (bile duct, bladder, breast, colorectal, esophageal, head &
neck, liver, pancreas, prostate, stomach, thyroid, uterus) were collected. PNI and LVI
annotations were extracted from surgical pathology reports provided by The Cancer Genome
Atlas (TCGA) provisional studies on cBioPortal (17,18), while data on patient
characteristics (age, cancer type, race, sex), clinical outcomes (disease-free survival from
initial treatment [DFS], overall survival from diagnosis [OS]), and bulk transcriptomics
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(HTSeg-Counts) were collected from the National Cancer Institute’s GDC Data Portal.
Single-cell RNA-seq data of head & neck and colorectal cancer (15,16) were obtained using
accession 1Ds GSE103322 and GSE81861, respectively. The data used were formerly
obtained with written and informed consent from patients; those studies had been approved
by an institutional review board and conducted in accordance with ethical guidelines (U.S.
Common Rule).

Patients with missing OS or DFS data were excluded from univariate and multivariate
survival analyses. Patients were included in the differential expression analyses only if they
had both PNI annotations and RNA-sequencing data. All patients with annotated PNI
statuses and RNA-sequencing, irrespective of survival data availability, were included for
classifier development. Classifier scores were additionally generated for patients with RNA-
seq data but without PNI annotations. No data imputation was performed.

Differential gene expression analyses

Differential gene expression analyses using DESeq2 (Bioconductor) were performed on the
following subsets of patients: PNI-positive vs. PNI-negative and PNI*LVI~ vs. PNITLVIY,
while adjusting for age, sex, race, and cancer type. Trimmed means were used to account for
outliers. Each gene from DEseq2 was assigned a logofold change value as well as a ~-value
adjusted by a Benjamini-Hochberg correction to account for the false discovery rate. Genes
with an adjusted P-value of less than 0.001 for PNI-positive vs. PNI-negative and less than
0.005 for PNI*LVI™ vs. PNITLVI* were inputted into the Molecular Signatures Database
(MSigDB) v7.1 for gene set enrichment analyses (GSEA) using an FDR g-value threshold of
0.05.

Single-cell analysis

Single cell expression of genes for head & neck cancer was quantified as £; j=log(TPM; ;/
10+1), in accord with the prior study (15), in which 7PM,; jrepresents transcripts-per-million
for gene /7in sample /as calculated by RSEM. Fragments per kilobase of transcript, per
million mapped reads (FPKM) was used as the normalization method for colorectal cancer,
in accord with the original study (16). Cell type assignments were maintained from the prior
studies. A gene was considered specific to a cell type if its expression in that cell type was at
least one standard deviation higher than its average expression across all cell types.
Minimum cutoffs of 0.1 for £;;and 1 for FPKM were used to preclude cell type assignments
for insignificantly expressed genes.

Machine learning classification of perineural invasion

The expression (transcripts per million) of significant genes (Fqj < 0.001, 1030 features)
identified by DESeq2 was used in a grid search workflow to screen eight different models
(random forest [RF], logistic regression, XGBoost, decision tree, k-nearest neighbors, extra
random trees, support vector machine, stochastic gradient descent) and various
hyperparameters for their performance on PNI classification, as determined by the area
under the curve (AUC) of the receiver operating characteristic (ROC). We tuned the number
of trees, maximum depth of tree, and minimum samples per leaf for RF; the parameter ‘C’
(regularization constant) for logistic regression; the maximum depth of tree, learning rate,
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and L2 regularization magnitude for XGBoost; maximum depth for decision tree; the
parameter ‘C’ (regularization constant) for support vector machine; ‘alpha’ (regularization
constant) for stochastic gradient descent; number of neighbors for k-nearest neighbors; and
the number of trees, maximum depth of tree, and minimum samples per leaf for extra
random trees. The RF model was further tuned following the initial grid search. We also
iterated on the adjusted p-value cutoff from DESeq?2 to determine if including a greater
number of differentially-expressed genes (P,gj > 0.001) could improve classification. A
random 80-20 split of our patient dataset was used for training and validation, respectively,
when generating the RF classifier. To validate that the initial model generated from a random
split was representative, 10 additional train-test splits were performed and assessed. A cutoff
score for differentiating between PNI-positive and PNI-negative predictions was determined
by optimizing for the maximum F4 score.

Detection of occult perineural invasion

To assess the ability of our PNI random forest classifier to identify occult cases among the
PNI-negative subset, we performed a power calculation to estimate the required sample size
using (1-p) = 0.9 and a = 0.05. Recall and precision parameters were used to compute
occult rates while assuming large sample size to estimate prevalence. Approximations for
expected histopathological review “true positive” rates in the high classifier score group
were extracted from relevant literature. A review “false positive” rate of 10% was assumed
for the low classifier score group to provide a conservative sample size estimate.

Following estimation of the required sample size, PNI scores were assigned to all Gl
(colorectal, esophageal, pancreatic, gastric) cancer patients initially annotated as PNI-
negative. Scores were generated by outputting the probability of PNI as predicted by the
random forest classifier. The 33 lowest-scoring patients with at least two tissue sections were
selected to comprise the low-scoring group (scores < 0.4), and conversely, the 33 highest-
scoring patients with at least two tissue slides were selected to comprise the high-scoring
group (scores > 0.6).

Finally, raw, unprocessed tissue slide images from the 66 GI cancer patients were re-
reviewed by a board-certified Gl pathologist blinded to the PNI scores (range 0-1). This was
performed by systematically reviewing each scanned slide in a grid-like fashion at high
magnification and focusing on the pancreatic parenchyma, peripancreatic soft tissue and the
bowel wall. In the bowel wall, the pathologist focused on the submucosa and the myenteric
plexus between two layers of muscularis propria to assess for PNI. Within these foci and
other foci, PNI was deemed to be present if neoplastic glands were found to be in direct
contact with the neural axons (i.e., within the perineurium, or if there was any intraneural
invasion). If there were any stromal fibroblasts between the nerve and tumor cells, those foci
were not regarded as PNI.

Statistical analyses

Multivariate Cox proportional hazards models were used to estimate the associations
between PNI with OS and DFS, stratifying by cancer type and including age, sex, and race
as co-variates. We conducted one-way ANOVA followed by Tukey’s HSD post-hoc

Clin Cancer Res. Author manuscript; available in PMC 2021 November 15.



1duosnuen Joyiny 1duosnuey Joyiny 1duosnue Joyiny

1duosnuen Joyiny

Guo et al.

Results

Page 6

comparisons on RF classifier scores — defined as the probability that the classifier would
assign a given patient as PNI-positive — for unannotated, histologically-negative, and
histologically-positive patients. For analysis of the blinded histological re-review, a two-
sided Fisher’s exact test was used to evaluate statistical differences in the proportion of
patients in the high-scoring group vs. the low-scoring group with occult PNI.

Perineural invasion portends poor survival

PNI has been associated with reduced survival in many, but not all, cancer types (6,19,20).
To confirm the prognostic significance of PNI in our cohort, we first performed a pan-cancer
multivariate Cox regression analysis of patients with and without PNI for overall survival
(OS) and disease-free survival (DFS), adjusting for age, sex, cancer type, and race as
covariates. Of the 1334 PNI-annotated patients examined, 1320 had accessible data on OS
and 1174 had accessible data on DFS (Table 1; Fig. 1). As expected, PNI-positive patients
exhibited lower OS and DFS (Supplementary Fig. 1). To account for the possibility that PNI
may have cancer-type-dependent prognostic ramifications, we additionally performed
univariate and multivariate survival analyses of individual cancer types and of pooled
neoplasms within an anatomical system (Supplementary Table 1, Supplementary Fig. 2),
though many of these analyses were markedly less powered than that performed across the
pan-cancer cohort. Nonetheless, these subset analyses revealed associations (log-rank P <
0.05) between PNI-positivity and poorer OS in bladder, head & neck, and genitourinary
cancers, as well as PNI-positivity and poorer DFS in bladder, esophageal, head & neck,
stomach, gastrointestinal, and genitourinary cancers (Supplementary Table 1), even after
adjustments for co-variates.

Characterization of gene expression programs for perineural invasion

To elucidate the fundamental genetic underpinnings of PNI across numerous cancer types,
we performed differential gene expression analyses on RNA-seq data comparing 845 PNI-
positive to 489 PNI-negative patients (Fqj < 0.001) (Fig. 2A). We next performed gene set
enrichment analyses (GSEA) of significant features to extract recurring biological pathways,
yielding significant overlap with signatures for synapses, glioblastoma subtypes, cell
projection organization, and transcription factor activity (e.g., SOX6) (Fig. 2B), as well as
others such as cell motility and matrisomal interactions that are consistent with known
contributors to invasion (21). In addition to GSEA, we examined individual genes within our
differential expression results to facilitate biological interpretation. Interestingly, we
identified pathways associated with epithelial-mesenchymal transition (EMT) (e.g., VIM,
MET, MEST), heat shock molecular chaperones (e.g., HSPD1, DNAJB11, HSPAS), and
neurogenesis/axon guidance (e.g., GDNF, NEUROG3, ROBO3, SEMA4B). However, many
of these PNI-associated genes are not exclusive to one cell type, and it is unknown how their
expression is distributed among malignant cells and accompanying cells in the
microenvironment. Indeed, these findings could derive in part from greater nerve density —
and thus Schwann cell density — in PNI-positive tumors. Furthermore, it is unclear whether
these associated programs are specific to PNI or also present in LVI, an orthogonal route of
tumor spread.

Clin Cancer Res. Author manuscript; available in PMC 2021 November 15.
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PNI can occur without vascular or lymphatic invasion, and is thought to represent the initial
steps for one distinct route of metastasis (6). To identify genes that differentiate PNI from
LVI, we performed a differential expression analysis between PNI*LVI~ and LVITPNI~
patients, unveiling 228 and 1755 genes uniquely associated with PNI and LVI, respectively
(Padj < 0.005) (Fig. 2C). PNITLVI~ tumors were enriched in neural-like signatures such as
synaptic signaling, neuron differentiation, neurogenesis, post-synaptic response, as well as
cytoskeletal organization, while LVI*PNI~ tumors were enriched in gene signatures for
secretion, response to oxygen, interleukin production, and ion transport (Fig. 2D), reflecting
the existence of biological programs unique to each of PNI and LVI.

We additionally identified differentially expressed genes for select individual cancer types (7
> 10 for each group) in our cohort (Supplementary Fig. 3), given that PNI may be driven by
or result in distinct pathobiological mechanisms at different neoplastic sites. Notably,

AVEN, a negative regulator of cell death, is the most upregulated gene (Pygj = 1.73 X 1076)
in PNI-positive prostate cancer and is consistent with prior studies that have similarly
reported enrichment of anti-apoptotic genes in co-cultures of mouse dorsal root ganglia and
human cancer cells (8,9). In head & neck cancer, we note overlaps with gene ontology terms
for apoptosis-related (GO: apoptotic process, Pygj = 2.86 x 1078) and metabolic processes
(GO: macromolecule catabolic process, proteolysis, organophosphate biosynthetic process;
Pagj < 1077 for all), suggesting there may be alterations to survival and metabolic capabilities
associated with PNI. To further power our differential expression results for cancers with
smaller sample sizes (/7< 10 in either the PNI-positive or PNI-negative category), we also
repeated these analyses for separately pooled gastrointestinal (GI) cancers and genitourinary
(GU) cancers (Supplementary Fig. 3).

Neoplastic programs may drive perineural invasion in concert with other cell
compartments

Many differentially-expressed genes and gene programs from our PNI-positive vs. PNI-
negative analysis are neural-like, but it is unclear which cell types express them. To address
the range of possibilities, we first examined these genes in the context of atlases that contain
cell-type-specific information. As such, we evaluated the proportion of genes that were
specific to various cell types captured by single-cell RNA-seq studies of head & neck
squamous cell carcinoma and colorectal cancer (Fig. 2E) (15,16), two representative
neoplasms that contain moderate to high levels of PNI within the broader otolaryngologic
and gastrointestinal systems, respectively. In head & neck cancer, the proportions of
differentially-expressed genes that were assigned to a specific cell type were as follows:
16.2% malignant cells, 6.3% myocytes, 4.8% endothelial cells, 4.2% fibroblasts, 4.0%
dendritic cells, 3.0% macrophages, 2.8% B cells, 2.5% T cells, and 1.3% mast cells (Fig.
2E). However, the majority of differentially-expressed genes were either expressed in more
than one cell type (30.7%) or were not detected in the single-cell RNA-seq data / could not
be mapped to a cell type (24.2%) (Fig. 2E). Comparable proportions were observed in
colorectal cancer (Fig. 2E). Importantly, more genes mapped to malignant cells than to any
other cell type, suggesting a central role for neoplastic-intrinsic transcriptional programs in
facilitating PNI. However, our data also reflect that an ensemble of cells in the
microenvironment may participate in this invasive process.

Clin Cancer Res. Author manuscript; available in PMC 2021 November 15.
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Although mapping genes in our PNI signature to prior atlases may suggest plausible cell
types of origin, it still does not fully elucidate whether the observed cell-type-specific
expression patterns actively contribute to PNI, non-functionally demarcate cell populations
in PNI-positive tumors, or exist as mere artifacts of the analysis. Indeed, it is possible they
encapsulate contributions from alternative processes that are associated with but nonetheless
distinct from PNI, such as heightened intra-tumoral nerve/glial-cell density and/or
neurogenic programs in reactive stroma. To address this outstanding question, we cross-
referenced our PNI signature against previously described expression profiles from dorsal
root ganglia/cancer cell co-cultures and protein-level validation studies of perineural
malignant cells (8,9,22). Interestingly, this revealed shared upregulation (e.qg., pro-survival,
anti-apoptotic) and downregulation (e.g. mitochondrial-ribosomal, prostaglandin-associated)
of genes in related pathways. Furthermore, in concordance with a study (9) of human
prostate specimens that had identified upregulation of NF-xB in perineural malignant cells,
we also found upregulation of NFKBI (Pyqj = 0.003), suggesting that many components of
our signature describe de facto PNI biology.

Machine learning of gene expression data enables classification of histological outcomes

We next sought to determine whether differentially-expressed genes from the pan-cancer
PNI-positive vs. PNI-negative analysis could predict histological outcomes. To this end, we
conducted a grid search of eight machine learning classification models and found that the
random forest (RF) approach was the best performing (Fig. 3A). Among the features
weighted most strongly by the model (=90™ percentile), we noted associations with the NF-
kB pathway (e.g., APOBEC3B, SRGN, PDLIMZ, NOS2) that are congruent with
observations from prior /in vitro studies (9). In addition, the model considered genes involved
in axon guidance (e.g., SEMA4B) and p75 neurotrophin receptor-mediated signaling (e.g.,
FAM13A) to be of high importance (=90t percentile), which may reflect neuro-epithelial
crosstalk that facilitates PNI or enhanced nerve density in PNI-positive tumors.

Our PNI-RF model exhibited an area under the curve (AUC) of 0.80 (Fig. 3B). To confirm
that the model derived from a randomly generated 80% training/20% validation data split
was representative of overall RF performance on the dataset, we performed 10 additional
random splits that yielded a mean AUC of 0.78 £ 0.02. Recall exceeded precision by a
notable margin (91% vs. 72%) when using a PNI cutoff score (0.48) that optimized for Fq
(0.80), revealing that the classifier identified ‘true positive’ cases with high accuracy but also
called a substantial number of ‘false positives.” While this result may reflect limitations of
our classifier, we posit that the prevalence of ‘false positives’ may actually represent the
presence of histologically occult cases. This possibility is consistent with previous findings
that PNI is often overlooked during H&E examination (11,12). We similarly generated and
evaluated system-specific classification models (Supplementary Fig. 4).

Gene expression classifiers improve occult histopathological detection

We then examined whether our PNI-RF classifier could enhance histopathological detection
of occult cases, given that low detection sensitivity remains a unique challenge for PNI due
to suboptimal identification with routine histological staining and a lack of standardized
guidelines for synoptic reporting in many cancer types. We designed a blinded review of

Clin Cancer Res. Author manuscript; available in PMC 2021 November 15.



1duosnuen Joyiny 1duosnuey Joyiny 1duosnue Joyiny

1duosnuen Joyiny

Guo et al.

Page 9

tissue sections from patients initially determined to be histologically PNI-negative, split into
two equal cohorts with high (>0.6) or low (<0.4) classifier scores. Based on a recall of 91%
and precision of 72%, the occult PNI rate in our cohort was estimated to be 15%. In a prior
study examining pancreatic cancer sections for PNI, 19 of 59 specimens were initially
annotated as PNI* based on H&E (23). The number of PNI* cases increased to 33 on H&E
review and further increased to 49 after S100 nerve-specific staining. Taking S100 staining
as the histological “gold standard,” there were 30 occult PNI* cases after initial H&E
examination. H&E review correctly overturned 14 of these 30 occult cases (change from
PNI-negative to PNI-positive), which corresponds to a true positive rate of 0.47. Assuming
all our high classifier score specimens harbor occult PNI, we estimated that H&E review
will detect these cases at a rate of 0.47. The low classifier score cohort should have a low
probability of occult PNI so we conservatively estimated a detection rate of 0.1 on H&E
review. Taking the difference between these rates in the high and low classifier score groups
yielded an estimated effect size of 0.37. For a two-sided Fisher’s exact test with a power of
90% and a = 0.05, the total sample size requirement is approximately 66 specimens (33 high
PNI score, 33 low PNI score). In addition, since patients with prostate cancer comprised a
sizeable portion (43.8%) of our PNI-positive cohort, we specifically evaluated whether our
pan-cancer classifier provides value for non-prostatic malignancies. We therefore selected 66
patients with GI cancers (colorectal, esophageal, pancreatic, gastric) who were initially
annotated as PNI-negative; of these, patients were evenly split by whether our PNI classifier
predicted them to be PNI-positive (mean score = 0.69, standard deviation = 0.046, range =
0.61-0.77) or -negative (mean score = 0.30, standard deviation = 0.042, range = 0.21-0.36).
On average, there were three slides available for review per patient in both the high- and
low-scoring cohorts. A board-certified Gl pathologist (S.S.) blinded to the PNI classifier
scores then reviewed the slides. The pathologist overturned significantly more high-scoring
cases (15 of 33, 45.4%) than low-scoring ones (6 of 33, 18.1%) (Fisher’s exact test, P=
0.0332) (Fig. 3C), suggesting that our gene expression classifier facilitates occult
histopathological detection and thereby addresses some of the challenges of H&E
evaluation. From the pathology review, we were able to identify various patterns of occult
PNI including total encirclement in which the malignant cells wrap themselves around the
entire circumference of the nerve sheath, partial encirclement (>33% of the circumference of
the nerve sheath), and intraneural ductal formation wherein the malignant cells form
aberrant duct-like structures within one of the three layers of the nerve sheath (Fig. 3D).
Overall, however, we did not observe any marked associations between the pattern of
invasion and PNI score, suggesting that our classifier likely distinguishes between presence
and absence of PNI, irrespective of how it manifests histologically.

Unannotated patients may represent a mixture of true negatives and occult cases

Despite the poor clinical outcomes associated with PNI, there is a lack of standardized
guidelines for reporting in many cancer types, leading to underreporting in certain contexts.
For example, there are a considerable number of patients without PNI annotations in
neoplasms such as non-small cell lung cancer even though the prevalence of neural invasion
has been reported to be over 25% (24). Alternatively, we posit that PNI was likely not
observed if a pathologist did not provide a specific annotation. To assess the hypothesis that
unannotated patients represent a combination of occult and true negative cases, we compared
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PNI classifier scores across unannotated, histologically-negative, and histologically-positive
patients. Indeed, we found significant differences among each of the three groups: the
histologically-positive cohort had the highest mean PNI score, followed by the unannotated
and then the histologically-negative cohorts (one-way ANOVA, P< 0.01; Tukey’s HSD, P<
0.01) (Fig. 3E). We anticipate that our pan-cancer PNI classifier may help nominate
additional cancer types that have a sufficient burden of occult PNI to warrant routine
annotation.

Discussion

Although nerve- and tumor-specific stains can be used to enhance histological identification
of PNI, antibody-based strategies are limited by sensitivity, specificity, and scalability.
Conversely, as full transcriptome technologies near widespread clinical adoption within the
next decade (13,25,26), it will be feasible to obtain detailed molecular portraits of tumors
and perform focused /n silico analyses (e.g., prediction of PNI) based on subsets of relevant
genes therein. Indeed, in this study, we provide a proof-of-principle demonstration that
RNA-seq gene expression data can serve as a valuable adjunct to histopathology.
Importantly, we underscore that our gene expression classifier should not be used as a
substitute for histopathological inspection, but as a potential way to nominate previously-
annotated, PNI-negative cases that could be re-reviewed for occult PNI. One strength of our
classifier in this regard is that it is optimized for high sensitivity and is thereby well-suited
for flagging false-negative cases. However, as with other machine learning methods that
maximize model performance, the random forest approach used in this study runs the risk of
overfitting the data. It may therefore be useful for subsequent investigations to first evaluate
the PNI-RF model against another large, independent multi-cancer dataset with both PNI
annotations and mMRNA information prior to adoption as a histopathological assistive tool. In
light of tissue sampling bias, future work with this model would additionally benefit from
exploring the optimal number of re-reviewed sections needed for occult detection, which
was not feasible in our current study given the limited number of tissue slide images per
patient. Moreover, further investigation aimed at quantifying the extent and morphological
subtypes of PNI may prove to be more clinically impactful than a binary separation of
tumors into PNI-positive vs. -negative categories.

Beyond clinicopathological applications, the PNI classifier provides biological insights into
this specific invasive phenotype as we were able to both capture genes previously reported
for PNI in individual cancers (e.g., CXCL16, NFKBI) (9,10) and nominate new candidate
genes for functional investigation. Interestingly, genes differentially expressed in PNI-
positive tumors overlapped a gene set for the mesenchymal subtype of glioblastoma, which
is associated with the EMT phenotype and the tumor necrosis factor (TNF) pathway (27).
Concordantly, our PNI classifier included a number of EMT-related (e.g., VIM, MET,
MEST) and TNF-induced genes (e.g., TNFAIPS8L2, TNFAIP3), which could be functionally
explored in future studies. Prior to doing so, it will be crucial to validate that a tissue of
interest expresses a given signature gene, given that the signatures were derived from a pan-
cancer cohort. Furthermore, it will be necessary to identify the cell type of origin for each
gene, as PNI is known to involve crosstalk among numerous cell types (3,7) and primary
analyses were performed on bulk RNA-seq data. We addressed this challenge by

Clin Cancer Res. Author manuscript; available in PMC 2021 November 15.



1duosnuen Joyiny 1duosnuey Joyiny 1duosnue Joyiny

1duosnuen Joyiny

Guo et al.

Page 11

demonstrating the utility of mapping salient signature genes onto single-cell RNA-seq data,
which revealed that more genes mapped to malignant cells than to any other cell type. This

finding indicated that cancer cell-intrinsic transcriptional programs likely play a critical role
in promoting PNI in collaboration with other cell types in the microenvironment.

It is worth noting some of the underlying limitations of the study datasets and discussing
future directions that can help overcome them. First, in light of the predicted abundance of
occult PNI cases (estimated at 15%), one may deduce that the PNI-negative group is
fundamentally impure and would therefore weaken the survival, gene signature, and
classifier analyses. Next, transcriptomic profiling by RNA-seq or other bulk-level
dissociative techniques neither provide information about each gene’s cell-of-origin nor
preserve the spatial context of nerves and Schwann cells relative to malignant and other
stromal cells. As a result, it remains necessary to validate that each component of the
signature identified is central to PNI and not a byproduct of an associative artifact of PNI-
positive tumors (e.g., reactive stroma, alternative mechanisms along the neuro-epithelial
interaction spectrum). Further insights into the underlying molecular mechanisms driving
PNI should therefore be explored using either spatial transcriptomics or higher-plex protein-
based assays, particularly because foci of PNI often do not occupy the majority of tumor
volume but associate with poor clinical outcomes nonetheless. These approaches could also
be beneficial for elucidating whether distinct mechanisms underlie the various patterns of
PNI. Finally, functional validation of a subset of PNI classifier genes would provide a novel
opportunity to therapeutically intervene upon this pervasive avenue of tumor invasion and
dissemination.
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Statement of Translational Relevance

Perineural invasion (PNI) is a pervasive mechanism of cancer invasion, recurrence, and
metastasis but the underlying mechanisms are poorly understood, and standard
histopathological examination has limited detection sensitivity. Using a custom cohort of
2029 patients across 12 cancer types with bulk transcriptomic data and surgical pathology
annotation, we identified the fundamental gene expression programs associated with PNI.
Single-cell RNA-seq atlases were leveraged to infer the cell type sources of these
differentially-expressed genes, which provides a timely blueprint for functional
investigations aimed at elucidating and therapeutically disrupting aberrant tumor-nerve
crosstalk. We then harnessed machine learning approaches to develop a novel gene
expression classifier that predicts the presence of PNI. A blinded pathology review of
tissue sections demonstrated that the PNI classifier facilitates the detection of occult
cases.
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TCGA patients assessed for study (n = 2029)
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Figure 1. Study design flow diagram.
Ovals denote data inputs for analyses, while rectangles denote analyses conducted.
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Figure 2. Distinct genes and gene programs associate with PNI, which receive contributions from
multiple cell compartments.

A, Volcano plot of genes enriched and depleted in PNI-positive patients with select genes
highlighted from the PNI classifier. B, Gene set enrichment analysis of features in PNI-
positive patients. C, Volcano plot of genes enriched in PNI*LVI™ relative to PNITLVI*
patients, or vice versa, with select genes labeled. D, Gene set enrichment analysis of features
in PNI*LVI™ patients. E, Left-sided stacked barplots show proportions of differentially-
expressed genes in PNI that are specific to zero, one, or more than one cell type identified in
the single-cell atlases of head and neck cancer and colorectal cancer. Right-sided stacked
barplots show the proportion of signature genes that mapped exclusively to one cell type.
Heat maps depict select genes that are specific to different cell types identified from single-
cell RNA-seq studies of head and neck cancer and colorectal cancer.
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Figure 3. Gene expression classifier s derived using machine learning algorithms predict PNI and
improve occult histopathological detection.

A, Bar plot of performance (F1, accuracy, AUC) of various machine learning models using a
grid search workflow. B, ROC curve of optimized RF classifier for PNI, with an AUC of
0.80. C, Bar plot representing the proportion of GI cancer patients with occult PNI in the
high-scoring group vs. the low-scoring group, as determined by blinded histological re-
review of H&E slides. * £=0.0332. D, Four representative H&E examples of various
patterns of occult PNI for GI cancers that were missed on initial review, with green masks
denoting the malignant glands or ducts and purple masks denoting nerves. Top left shows
complete encirclement as well as intraneural glandular formation; bottom left shows
complete encirclement by malignant ducts; top and bottom right show malignant ducts in the
perineural space. E, Comparison of classifier scores among patients who were unannotated,
histologically-negative, or histologically-positive for PNI. Error bars represent range of
scores. * P<0.01.
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Demographics and clinicopathological characteristics of TCGA patient cohort used in
study.

Sex, age, race, PNI status, LV1 status, and survival information for study cohort across 12 cancer types.

BLCA  BRCA COAD ESCA HNSC LIHC PAAD PRAD STAD ucs
(n= (n= CHOL (n= (n= n= (n= n= (n= (n= THCA (n=
103) 290) (n=27 177) 75) 366) 100) 163) 461) 144) (n=70) 53)
Sex
Men 78 3 1 84 66 271 65 90 462 107 23 NA
Women 25 287 16 91 9 95 35 73 NA 37 47 53
Age y 68 (10) 57(12) 63(14) 64(14) 59(11) 61(2) 58 (15) 65(11) 61(7) 67 (10) 50 (15) Zfo)
Race
White 85 181 22 123 38 309 53 144 387 81 52 41
BIAA 7 96 2 52 2 35 7 5 45 9 7 9
Asian 8 8 3 0 33 8 36 11 11 41 9 3
AI/AN 0 1 0 0 0 1 0 0 1 0 1 0
NH/PI 0 0 0 0 0 0 0 0 0 1 0 0
PNI
Yes 36 6 7 39 12 175 1 134 370 62 3 0
No 33 1 7 107 15 160 20 25 46 65 0 0
LVI
Yes 54 88 7 60 23 129 32 99 102 101 23 34
No 49 126 18 102 50 195 67 53 321 42 46 19
Survival data
0s 103 215 27 175 75 364 99 154 461 144 70 53
DFS 84 207 24 157 65 284 88 128 460 127 70 26

Abbreviations: BLCA = bladder cancer, BRCA = breast cancer, CHOL = bile duct cancer, COAD = colon cancer, ESCA = esophageal cancer,
HNSC = head and neck cancer, LIHC = liver cancer, PAAD = pancreas cancer, PRAD = prostate cancer, STAD = stomach cancer, THCA = thyroid
cancer, UCS = uterus cancer, B/AA = Black or African American, AI/AN = American Indian or Alaska native, NH/PI = Native Hawaiian or other
Pacific Islander, PNI = perineural invasion, LV = lymphovascular invasion, OS = overall survival, DFS = disease free survival, NA = not applicable
Categorical data presented as n, continuous data as mean (SD).
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