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PD-1 blockade represents a promising treatment in patients with head and neck
squamous cell carcinoma (HNSCC). We analyzed results of a neoadjuvant randomized
window-of-opportunity trial of nivolumab plus/minus tadalafil to investigate whether
immunotherapy-mediated treatment effects vary by site of involvement (primary tumor,
lymph nodes) and determine how radiographic tumor shrinkage correlates with pathologic
treatment effect.

Patients and Methods: Forty-four patients enrolled in trial NCT03238365 were treated
with nivolumab 240 mg intravenously on days 1 and 15 with or without oral tadalafil, as
determined by random assignment, followed by surgery on day 31. Radiographic
volumetric response (RVR) was defined as percent change in tumor volume from
pretreatment to posttreatment CT scan. Responders were defined as those with a
10% reduction in the volume of the primary tumor or lymph nodes (LN). Pathologic
treatment effect (PTE) was defined as the area showing fibrosis or lymphohistiocytic
inflammation divided by total tumor area.

Results: Sixteen of 32 patients (50%) with pathologic evidence of LN involvement exhibited
discordant PTE between primary sites and LN. In four patients with widely discordant
adjacent LN, increased PTE was associated with increased infiltration of tumor CD8+ T
cells and CD163+macrophages, whereas stromal regulatory T cells were associated with low
nodal PTE. RVR correlatedwith PTE at both primary tumor (slope = 0.55, p < 0.001) and in LN
(slope = 0.62, p < 0.05). 89% (16/18) of radiographic non-responders with T1–T3 primary
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sites had no (n = 7) or minimal PTE (n = 9), whereas 15/17 (88%) of radiographic responders
had moderate (n = 12) or complete (n = 3) PTE.

Conclusion: Nivolumab often induces discordant treatment effects between primary tumor
sites and metastatic lymph nodes within subjects. This treatment discordance was also
demonstrated in adjacent lymph nodes, which may correlate with local immune cell makeup.
Finally, although thesedataweregeneratedbya relatively small populationsize,ourdatasupport
the use of early radiographic response to assess immunotherapy treatment effect in HNSCC.
Keywords: squamous cell carcinoma of head and neck, nivolumab, immunotherapy, lymph nodes, computed
tomography imaging
INTRODUCTION

Immunotherapy with the use of checkpoint inhibitors targeting
PD-1 has demonstrated survival benefit in the first-line and
second-line treatment of recurrent/metastatic head and neck
squamous cell carcinoma (HNSCC) (1–3). Unfortunately,
however, to date these advances have failed to generate
sustained responses in the majority of patients.

The rapidly-growing interest in PD-1/PD-L1 inhibition for
HNSCC and the use of neoadjuvant therapy underscores the
unmet need for validated methods to accurately assess treatment
response. The gold standard method to evaluate treatment
efficacy remains surgical resection and pathologic examination
of tumor. An ideal surrogate measure would correlate with
pathologic treatment effect, be minimally invasive, permit
rapid and inexpensive tumor evaluation, and be compatible
with longitudinal tracking of tumor response. The Response
Evaluation Criteria in Solid Tumors (RECIST) have been
developed to provide a uniform methodology to assess tumor
response to therapy relying primarily on imaging modalities (4).

For immunotherapeutic agents, including PD-1/PD-L1
inhibitors, a standardized set of consensus guidelines called
“iRECIST” has been specifically designed (5). As the iRECIST
consensus guidelines are not specific to HNSCC, studies relating
radiographic imaging to pathology are needed. Indeed, in 2019
the Society for Immunotherapy of Cancer failed to reach
consensus on the most appropriate radiographic method for
quantifying HNSCC treatment response (6). Moreover, the 2019
iRECIST guidelines recommend “response assessment every 6–
12 weeks”, which falls outside the timeframe of many window-
of-opportunity trials (WOT), including the one investigated here
(5). In this study, we follow individual lesions over a short course
of immunotherapy by CT, and then compare CT results to the
treatment effect demonstrated by pathological examination of
resected tumor tissues. By comparing treatment effects within a
patient, this format attempts to limit the challenges to treatment
response assessment created by tumor heterogeneity and patient
variability. Indeed, this approach has been validated for HPV+

HNSCC treated with traditional platinum-based chemotherapies
prior to definitive resection (7).

We conducted an analysis of our results from a prospective
preoperative window-of-opportunity trial (WOT) of nivolumab
with or without tadalafil to examine whether response differs
2

between different tumor sites and whether radiographic response
correlates with pathology findings. The primary endpoint and
main results of the clinical study, including biomarker analysis,
will be reported separately.
METHODS

Patients
Following approval by the Institutional Review Boards of
participating institutions, 44 patients with newly diagnosed,
resectable HNSCC were enrolled in a WOT (NCT03238365) and
had evaluable imaging and pathology for analysis. Within 28 days of
enrollment patients had undergone baseline pretreatment and CT
scan, as well as a biopsy of their primary tumor. Following 4 weeks
of treatment, patients underwent a second CT, followed by same-
day surgical resection of the primary tumor and lymph node
dissection. Patient demographics and tumor details are listed in
Supplementary Table 1 (S1). All patient data were pooled,
regardless of treatment status with tadalafil.

Treatment
All patients enrolled in the study received nivolumab 240 mg
intravenously every 2 weeks for 2 doses (Opdivo, Bristol-Myers
Squibb, NY, USA). To assess the effects of PDE5 inhibition on
nivolomab efficacy, on day 0 patients were randomly assigned 1:1
to receive either nivolumab alone or nivolumab plus the PDE5
inhibitor tadalafil (Cialis, Eli Lilly, IN, USA), 10 mg orally once
per day.

Pathologic Evaluation
Following surgical resection of primary site and lymph nodes on
day 31, specimens were processed and analyzed by two head and
neck pathologists. The primary specimen and all abnormal
lymph nodes were sectioned in their entirety, and all slides
containing tumor were included in the analysis. Pathologic
treatment effect (PTE) was defined as the area of tissue
exhibiting predefined histologic criteria of tumor response as a
percentage of total tumor area (S2) (8). Tumors with PTE of
≥20% were defined as “moderate” responders, while those with
PTE <20% were defined as “minimal” responders. LN with 0 or
100% PTE were defined as pathologic “non-responders” or
“complete responders”, respectively. Histologic analysis of
December 2020 | Volume 10 | Article 566315
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primary tumor (Figures 1A, B) and lymph nodes (Figures 1B, C)
reveal the criteria used to define the pathologic treatment effect. For
example, Figure 1C demonstrates a LN with a 100% PTE, with no
evidence of tumor and robust markers of inflammation,
macrophage reaction, multinucleated giant cells, and granulomas.
In contrast, Figure 1D shows an adjacent LN from the same patient
with 0% PTE, with visible nests of tumor still present and no
evidence of fibrosis or chronic inflammation.

Immunohistochemistry
To investigate potential differences in the tumor microenvironment
(TME) between adjacent lymph nodes with disparate treatment
effects, surgical specimens were stained using antibodies to PD-L1
(clone E1L3N 1:50, Cell Signaling, MA, USA), CD8 (clone SP57
prediluted, Roche, Switzerland) CD163 (clone MRQ-26 prediluted,
Roche) or FoxP3 (clone SP97 1:100, Spring Bioscience, CA, USA) to
determine the number of positive cells per high-powered field. For
each tumor assessed, image analysis was performed at three different
regions of interest (ROI) (tumor-stromal interface, tumor, and
stroma). For each ROI, three separate areas representing the
highest concentrations of target cell population were analyzed per
slide. Quantitative analysis of CD8, CD163, and FoxP3 was
performed using Visiopharm (Visiopharm, Denmark), utilizing a
linear type Bayesian classification to determine cell positivity. PD-L1
expression was performed semi-quantitatively, with cell counts
determined by pathologist interpretation (<1, 1–20, and >20%
TPS score). Importantly, patients receiving tadalafil were excluded
from all TME analysis, in order to avoid potential confounding
effects of tadalafil on TME.

Radiographic Evaluation
Pretreatment CT scans (CTi) and posttreatment CT scans (day of
surgery) (CTf) were compared to determine radiographic
volumetric response (RVR). Both the primary tumor site as well
as any lymph nodes identified as abnormal on the pretreatment
scan were categorized as tumors and were measured using a
modified radiographic evaluation to account for the short course
of the neoadjuvant treatment. For each tumor, diameter was
measured in three dimensions to calculate tumor volume (V),
using the equation V = 4

3 p(x axis * y axis * z axis) : RVR of both
primary site (RVRPS) and lymph node(s) (RVRLN) was calculated
as the percent change between pretreatment volume (Vi) and
posttreatment volume (Vf) using the equation RVR =

Vf −Vi

Vi
.

Patients with n abnormal lymph nodes received an aggregate
lymph node RVR (RVRLN ) calculated as a weighted average
according to the equation:

RVRLN =
(RVR1*Vi1) + (RVR2*Vi2) +⋯ (RVRn*Vin)

Vi1 + Vi2 +⋯Vin
*100%

Primary site tumors that decreased in volume by at least 10%
(RVRPS ≥ 10%) were categorized as “Decreased”, while primary
site tumors that increased in size by at least 10% (RVRPS ≤ -10%)
were categorized as “Increased”; all other primary site tumors
were categorized as “Stable”. These same cutoffs were also used to
categorize each patient’s nodal response as “Decreased”, “Stable”,
or “Increased”. These measures were combined to describe
Frontiers in Oncology | www.frontiersin.org 3
overall volumetric response (Figures 4A, B). Additionally,
treatment response of individual primary tumors and lymph
nodes were quantified and correlated to their pathologic findings
(Figures 4C, D).

Statistical Analysis
The association of RVR and pathologic TE correlation was
evaluated using linear regression analysis for primary tumor
data and using mixed effects linear regression for LN data to
account for correlation among multiple observations from some
subjects. RVR and PTE were transformed using logit
transformation prior to analysis. Values of 100% were set to
99.9% and values of 0% were set to 0.1% prior to applying the
logit transformation. All RVR demonstrating tumor growth were
coded as RVR = 0%. The slope of the linear regression line on the
logit-transformed data was the estimate of association. For
plotting, the estimated curve was back-transformed to the
percentage scale. Average PTE between primary site and
lymph nodes were compared by unpaired, two-tailed t-test.
Regression analysis was performed using SAS 9.4 and SAS/
STAT 15.2 (SAS Institute, Cary, NC, USA). Graphs were
designed using Graphpad Prism 7 software (GraphPad
Software, CA, USA).
RESULTS

Discordant TE Between Primary Site
and Lymph Nodes Suggests Increased
Therapeutic Response at Lymph Nodes
Compared to Primary Tumor
Of the 44 patients evaluated in this study, 32 presented with
disease in the lymph nodes in addition to the primary site. To
determine whether nivolumab differentially affects tumor
regression at the primary tumor site compared to lymph
nodes, we compared matched pathologic TE by site within
patients. Interestingly, half (16/32, 50%) of patients with
regional disease exhibited discordant TE, defined by a
difference in PTE of at least 20% (Figure 2A). Moreover, this
discordance was driven by an increased TE in LN (average TE
+/- SEM: 42.2 +/-6.8 %) compared to primary site (average TE
+/- SEM: 26.3 +/- 5.1%) (p = 0.05). In support of this, 14 of the 40
lymph nodes analyzed (35%) had a higher TE than their matched
primary site, while only 5 of 40 (12.5%) nodes had lower TE than
their matched primary site (Figure 2B). Chi square analysis
demonstrated that tadalafil did not significantly alter the rate of
discordant TE compared to patients receiving placebo (44%
discordance in tadalafil-treated group versus 60% discordance
in placebo group, p = 0.373).

Comparison of Tumor Microenvironment
Between Matched Lymph Nodes With
Widely Discordant Pathologic TE
Interestingly, analysis of patients not receiving tadalafil revealed
a small cohort of four patients exhibiting widely disparate PTE
between adjacent lymph nodes, including one patient with
December 2020 | Volume 10 | Article 566315
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A

B

D

C

FIGURE 1 | 57 y/o M with P16+, cT2N2 oropharyngeal SCC. (A) CT imaging was performed on day 0 (pretreatment) and day 31 (posttreatment) to determine
radiographic treatment effect; representative coronal imaging demonstrates the primary tumor (box), lymph node A (short arrow), and lymph node B (long arrow).
(B) Low magnification (left) and high magnification (right) imaging demonstrates a tumor with partial (52%) pathologic treatment effect. In the high magnification
image, a nest of viable tumor cells (dashed line) is bordered by lymphocytic infiltration (short arrow), macrophages (long arrow), and fibrosis (arrowhead). (C) Lymph
node A demonstrated 100% pathologic TE, with no tumor cells evident in the node. High-powered magnification (right) reveals a poorly-formed granuloma (arrow)
and extensive fibrosis (arrowhead), leading to distortion of the normal LN architecture. A residual germinal center is also present (dashed lines). (D) Lymph node B
exhibited 0% pathologic TE, as seen in the high-magnification image (right). The normal lymph node architecture is preserved (long arrow), and a nest of malignant
cells confirms tumor invasion (short arrow).
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complete resolution of tumor in one node and absence of any TE
in an adjacent node (Figure 3A). To determine whether this was
due to differences in the immune microenvironment, CD8+

cytotoxic T cells, FoxP3+ Treg cells, and CD163+ macrophages
were quantified in the tumor and surrounding stroma of the LNs
of interest (Figures 3B–H). Although this cohort is too small to
draw conclusions, comparison of immune infiltrates in these
matched nodes revealed a trend toward increased CD8+ T cells
(Figure 3C) and CD163+ macrophages (Figure 3D) in tumors of
nodes with increased TE, while increased stromal Tregs (FoxP3+)
were associated with nodes demonstrating reduced TE (Figure
3H). Interestingly, there did not appear to be any relationship
between PD-L1 staining intensity and TE (Figure 3B).

Radiographic Volumetric Response
Correlates With Pathologic TE
We next sought to determine whether changes in tumor size
quantified by CT accurately reflected true treatment efficacy in
Frontiers in Oncology | www.frontiersin.org 5
eliminating tumor cells. To do this, we first categorized each
patient as a radiographic responder or non-responder based on
the change in size of both the primary tumor as well as any
abnormal lymph nodes (Figure 4A). We then compared these
results to the patient’s PTE, the gold standard of treatment effect
determination. Interestingly, all eight patients with T4 primary
tumors were categorized as radiographic non-responders, despite
the fact that 38% (3/8) of T4 tumors demonstrated moderate
PTE. Conversely, only 11% (2/18) of “radiographic non-responder”
patients with T1-T3 primary tumors exhibited moderate pathologic
treatment effect. Among T1-T3 “radiographic responder”
patients, 88% (15/17) exhibited moderate (> 20% PTE) or
complete PTE. This suggests that radiographic quantification of
treatment response may not be effective in patients with T4
primary tumors.

Quantitative analysis of individual tumor sites demonstrated
a significant correlation between RVR and pathologic treatment
effect. This correlation between RVR and PTE was significant
A

B

FIGURE 2 | Analysis of individual patients reveals frequent discordance between pathologic TE and primary site and lymph nodes. (A) Of the 44 patients analyzed,
32 had lymph nodes positive in addition to primary site; 16 of the 32 (50%) patients exhibited discordant PTE. (B) Discordant TE is driven primarily by an increased
PTE at LN relative to primary site. Of the 40 nodes analyzed, only 5 (12.5%) (red lines) had higher PTE than their primary site; conversely, 14 (35%) (green lines)
nodes had higher PTE than their matched primary site. Nodes with concordant PTE at primary site are depicted in black.
December 2020 | Volume 10 | Article 566315
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both at the primary tumor site (Figure 4C) (slope = 0.55; 95% CI
0.25, 0.85; p < 0.001) as well as at metastatic lymph nodes (Figure
4D) (slope = 0.65; 95% CI 0.22, 1.09; p < 0.05).

One patient had newly enlarged lymph nodes without
necrosis or abnormal shape on the posttreatment CT and the
final pathology revealed these lymph nodes to be benign.
DISCUSSION

Our study investigated HNSCC patients treated with a brief
course of neoadjuvant nivolumab prior to surgical resection and
evaluated treatment effect by CT imaging as well as by pathology.
Because most patients included in this study had multiple sites of
malignancy [primary and lymph node(s)], we had the
opportunity to compare treatment effect of nivolumab within
individual patients. This analysis revealed that patients with
multiple sites of disease frequently exhibit discordant
responses, demonstrating that even within a patient the tissue
subtype and tumor microenvironment (TME) plays a substantial
role in nivolumab efficacy. Moreover, our finding that pathologic
lymph nodes frequently displayed more favorable treatment
effect than the primary site suggests that immune cell
Frontiers in Oncology | www.frontiersin.org 6
concentration and/or cytokine makeup could influence the
efficacy of nivolumab; future studies are needed to determine
whether this is the case. Indeed, a 2017 study of the TME by
Jimenez-Sanchez et al. revealed that the TME may influence
tumor progression between metastases within a patient (9). This
is hinted by the comparison of nodes with discordant treatment
effects, which demonstrated an increased number of tumor-
infiltrating CD8 T cells and CD163+ macrophages and
decreased stromal FoxP3+ Tregs in nodes with 100% TE. This
hypothesis-generating study suggests that further interrogation
and comparison of the TME between responding and
nonresponding tumor sites within a patient may provide
valuable insight into the mechanisms of tumor resistance to
checkpoint inhibition. Further investigation of the TME is
necessary to understand the mechanism underlying these
findings and determine whether they play a role in resistance
to immunotherapies such as nivolumab.

We also demonstrate that in 4 weeks of treatment, RVR for
individual tumors correlates with pathologic TE, both at primary
sites (slope = 0.55) as well as at metastatic lymph nodes (slope =
0.65). Moreover, we describe a radiographic algorithm that
detected minimal or no pathologic response to nivolumab
(defined by pathologic TE <20%) with a negative predictive
A B

D E

F G H

C

FIGURE 3 | Comparison of the tumor microenvironment in matched lymph nodes of four patients with highly discordant PTE. (A) List of matched lymph node PTE.
(B) PD-L1 expression did not appear to influence PTE between discordant LNs. (C) Histologic analysis of tumor-infiltrating immune cells demonstrated a trend
toward increased CD8 T cells and (D) increased CD163+ macrophages in LN with maximal PTE; (E) no detectable trend was detected in tumor-infiltrating FoxP3+

Tregs. (F) No detectable relationship was found between stromal CD8 T cells and PTE, but (G) stromal CD163+ macrophages were increased in LN with maximal
TE. (H) 75% of the max TE LN contained no stromal FoxP3+ Tregs, in sharp contrast to their matched min TE LN.
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value (NPV) of 81% (21/26); excluding patients with T4 primary
tumors increased this NPV to 89% (16/18). Conversely, the
algorithm detected moderate or complete pathologic treatment
response (pathologic TE ≥20%) with a positive predictive value
75% (15/20) or 88% (15/17) if T4 tumors are excluded. One
possible explanation for these findings is that the burden of
disease in T4 tumors may slow immune cell infiltration and
macrophage debris clearance, delaying radiographic evidence of
tumor involution to beyond the window of time investigated.
Additionally, pretreatment CT scans were performed up to 28
days prior to first nivolumab dose. While this has could result in
underreporting of RVR across all tumors, additional tumor
growth during this time may have been more prominent in
larger, more aggressive T4 tumors. While this algorithm was
generated retrospectively and therefore requires validation with
additional patient populations to confirm its utility, it provides a
valuable starting point by which future HNSCC tumors can be
monitored over brief window trials.

By demonstrating the discordant treatment effects between
primary sites and adjacent nodes, this study achieves several
ends. First, it supports the findings of other studies
demonstrating similar discordance in other solid malignancies,
such as lung cancer (10, 11). Importantly, however, unlike the
aforementioned studies, this research utilizes the gold standard
of tumor progression, histopathology, to compare true treatment
Frontiers in Oncology | www.frontiersin.org 7
effect to that which is demonstrated by CT imaging. This has
several important consequences. First, it highlights the potential
confounder of pseudoprogression, by confirming that tumor
growth on CT does not necessarily equate to expansion of
malignant cells. Second, this study demonstrates that this
pseudoprogression may be particularly prominent in large,
bulky disease with T4 primary lesions. This is of particular
importance in head and neck cancer window trials, since many
window trials do provide a long enough window of time to follow
tumors until pseudoprogression can be confirmed by CT
imaging. Finally, it confirms discordance at adjacent sites by
histopathology shortly after administration of checkpoint
inhibition, which is not possible by CT imaging alone, due to
the need for repeat imaging to rule out pseudoprogression.

Landmark studies by Ferris et al. in 2016 (3) and Cohen et al. in
2019 (2) showed that treatment with PD-1 inhibitors (nivolumab or
pembrolizumab) increased overall survival in patients with platinum-
refractory recurrent or metastatic HNSCC. More recently, the results
of KEYONOTE-048 established pembrolizumab +/- chemotherapy
as the standard of care in the first-line treatment of recurrent or
metastatic HNSCC. However, only a small fraction of patients with
HNSCC derives benefit from immunotherapy. (2) With a multitude
of new studies expected in the near future, this work underscores the
importance of understanding response patterns in HNSCC and that
developing and validating early non-invasive assessment of response
A

B

D

C

FIGURE 4 | Correlation of radiographic volumetric response and pathologic treatment effect. (A) Assignment of patients to radiographic volumetric response groups,
based on the percent change in volume of both the primary tumor and the combined volume of all abnormal lymph nodes. (B) All 8 patients with T4 primary tumors
(red outlines) were characterized as radiographic non-responders. 18 patients with T1–T3 primary sites were designated radiographic non-responders (solid red);
89% (16/18) exhibited no pathologic treatment effect (n = 7) or minimal PTE (n = 9). Of the 17 patients designated radiographic responders (blue), 15 (88%)
demonstrated moderate (n = 12) or complete (n = 3) treatment effect. (C) Quantitative analysis of primary sites demonstrates a strong positive correlation between
RVR and pathologic TE (slope = 0.55, p < 0.001) of individual tumors, despite the failure of T4 primary tumors (red outlined circles) to demonstrate any RVR.
(D) Analysis of abnormal nodes demonstrates a significant correlation (slope = 0.65, p < 0.05). For (D), each data point represents a single node.
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may inform treatment decision-making as well as assist in the
evaluation of immunotherapy efficacy.

There are several limitations to this study. First, the algorithm
utilized to categorize patients as radiographic responders/non-
responders was generated after patient data were collected. The
efficacy of this algorithm to detect patients with treatment failure
will need to be validated by applying the algorithm in a
prospective trial. Second, the sample size of 44 individuals
analyzed is relatively low, limiting the ability to extrapolate
these findings across patient populations. The small cohort of
four patients with discordant LN TE prevents quantitative
assessment of the data generated, limiting the findings to
qualitative trends. Finally, although tadalafil was not found to
significantly alter the rate of discordant TE at different tumor
sites, this does not definitively eliminate the possibility of
treatment-mediated confounding effects. Despite these
limitations, our observations add important context to the
growing body of literature describing HNSCC treated with
immunotherapy, and lays the foundation for future studies
that can build off of these findings. We plan to further
correlate both CT as well pathologic TE findings with immune
biomarkers from blood and tissue.

Because of its design as a window-of-opportunity trial, the
duration of pharmacologic treatment (4 weeks) is significantly less
than the treatment settings in which RECIST are commonly
applied. (5) However, window trials represent an important tool
in evaluating the efficacy of novel HNSCC treatment regimens,
allowing patients access to novel therapies without delaying
definitive surgical therapy. Indeed, numerous window trials for
HNSCC exist in the literature, including neoadjuvant treatment
with EGFR inhibition (12–15) and/or immunotherapy (16, 17). A
recent study by Sadeghi et al. (7) demonstrated a correlation
between pathologic and radiographic responses in HPV+
oropharyngeal cancers in the context of a window-of-opportunity
trial with neoadjuvant cisplatin/docetaxel. Our study advances this
work by providing additional data on a broader range of HNSCC
subtypes, and to our knowledge is the first such analysis of patients
treated with an immune checkpoint inhibitor.

In conclusion, we demonstrated discordant responses between
primary tumor and regional metastatic lymph nodes after brief
neoadjuvant preoperative nivolumab therapy in HNSCC. We
suggest that this may correlate with variations in local immune
response. Moreover, our study demonstrated that neoadjuvant
immunotherapy can induce rapid, quantifiable changes in tumor
volumes assessed by CT scan. We applied novel radiographic
volumetric response criteria and showed that radiographic
response correlates with pathologic treatment effect. We propose
that future neoadjuvant window of opportunity trials with
immune checkpoint inhibitors incorporate and further validate
these radiographic response criteria.
DATA AVAILABILITY STATEMENT

The raw data supporting the conclusions of this article will be
made available by the authors, without undue reservation.
Frontiers in Oncology | www.frontiersin.org 8
ETHICS STATEMENT

The studies involving human participants were reviewed and
approved by the Institutional Review Board at Thomas
Jefferson University Hospital and Institutional Review Board at
Vanderbilt University Medical Center. The patients/participants
provided their written informed consent to participate in
this study.
AUTHOR CONTRIBUTIONS

DM took part in the formal analysis, visualization, writing the
original draft, and writing reviewing, and editing the
manuscript. JJ was involved in the conceptualization,
investigation, formal analysis, and writing, reviewing, and
editing the manuscript. MT took part in the formal analysis,
data curation, and writing, reviewing, and editing the
manuscript. SG was involved in the formal analysis, data
curation, and writing, reviewing, and editing the manuscript.
RS was in charge of the formal analysis, data curation, and
writing, reviewing, and editing the manuscript. LH took part in
the formal analysis, and writing, reviewing, and editing the
manuscript. BL was in charge of the formal analysis, software,
validation, and writing, reviewing, and editing the manuscript.
AF was in charge of the data curation, formal analysis, software,
and writing, reviewing, and editing the manuscript. RZ took
part in the formal analysis, and writing, reviewing, and editing
the manuscript. RA took part in the formal analysis, and
writing, reviewing, and editing the manuscript. JC was in
charge of the resources, data curation, and writing, reviewing,
and editing the manuscript. DC was in charge of the resources,
data curation, and writing, reviewing, and editing the
manuscript. KM was in charge of the resources, data
curation, and writing, reviewing, and editing the manuscript.
YK was in charge of the resources, data curation, writing,
reviewing, and editing the manuscript, funding acquisition.
UR was involved in the conceptualization, methodology,
writing, reviewing, and editing the manuscript, funding
acquisition. AA took part in the investigation and writing,
reviewing, and editing the manuscript. AL was in charge of
the project administration, supervision, methodology,
conceptualization, resources, formal analysis, and writing,
reviewing, and editing the manuscript. All authors
contributed to the article and approved the submitted version.
FUNDING

This work was supported by the National Institutes of Health
(R01DE027749, R01CA178613 to YK), the Department of
Defense (W81XWH-16-1-0679 to UR) and CDMRP
Breakthrough Award to YK, Bristol Myers Squibb, and the
Thomas Jefferson Deans Grant (to the Jefferson Squamous Cell
Working Group).
December 2020 | Volume 10 | Article 566315

https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles


Merlino et al. HNSCC Nivolumab: CT vs Pathology
ACKNOWLEDGMENTS

YK is supported by Barry and Amy Baker Endowment, NIH R01
CA178613, R01 DE027749, Dept. of Defense CDMRP
Breakthrough Award, Rowen Fund.
Frontiers in Oncology | www.frontiersin.org 9
SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online
at: https://www.frontiersin.org/articles/10.3389/fonc.2020.
566315/full#supplementary-material
REFERENCES
1. Burtness B, Harrington KJ, Greil R, Soulières D, Tahara M, de Castro G,

et al. Pembrolizumab alone or with chemotherapy versus cetuximab with
chemotherapy for recurrent or metastatic squamous cell carcinoma of the
head and neck (KEYNOTE-048): a randomised, open-label, phase 3
study. Lancet (2019) 394(10212):1915–28. doi: 10.1016/S0140-6736(19)
32591-7

2. Cohen EEW, Soulieres D, Le Tourneau C, Dinis J, Licitra L, Ahn MJ, et al.
Pembrolizumab versus methotrexate, docetaxel, or cetuximab for recurrent or
metastatic head-and-neck squamous cell carcinoma (KEYNOTE-040): a
randomised, open-label, phase 3 study. Lancet (2019) 393(10167):156–67.
doi: 10.1016/S0140-6736(18)31999-8

3. Ferris RL, Blumenschein GJr., Fayette J, Guigay J, Colevas AD, Licitra L,
et al. Nivolumab for Recurrent Squamous-Cell Carcinoma of the Head and
Neck. New Engl J Med (2016) 375(19):1856–67. doi: 10.1056/
NEJMoa1602252

4. Therasse P, Arbuck SG, Eisenhauer EA, Wanders J, Kaplan RS, Rubinstein L,
et al. New guidelines to evaluate the response to treatment in solid tumors.
European Organization for Research and Treatment of Cancer, National
Cancer Institute of the United States, National Cancer Institute of Canada.
J Natl Cancer Inst (2000) 92(3):205–16. doi: 10.1093/jnci/92.3.205

5. Seymour L, Bogaerts J, Perrone A, Ford R, Schwartz LH, Mandrekar S, et al.
iRECIST: guidelines for response criteria for use in trials testing
immunotherapeutics. Lancet Oncol (2017) 18(3):e143–e52. doi: 10.1016/
S1470-2045(17)30074-8

6. Cohen EEW, Bell RB, Bifulco CB, Burtness B, Gillison ML, Harrington KJ,
et al. The Society for Immunotherapy of Cancer consensus statement on
immunotherapy for the treatment of squamous cell carcinoma of the head
and neck (HNSCC). J Immunother Cancer (2019) 7(1):184. doi: 10.1186/
s40425-019-0662-5

7. Sadeghi N, Khalife S, Mascarella MA, Ramanakumar AV, Richardson K, Joshi
AS, et al. Pathologic response to neoadjuvant chemotherapy in HPV-
associated oropharynx cancer. Head Neck (2020) 42(3):417–25.
doi: 10.1002/hed.26022

8. Uppaluri R, Campbell KM, Egloff AM, Zolkind P, Skidmore ZL, Nussenbaum
B, et al. Neoadjuvant and Adjuvant Pembrolizumab in Resectable Locally
Advanced, Human Papillomavirus-Unrelated Head and Neck Cancer: A
Multicenter, Phase II Trial. Clin Cancer Res (2020) 26(19):5140–52.
doi: 10.1158/1078-0432.CCR-20-1695

9. Jimenez-Sanchez A, Memon D, Pourpe S, Veeraraghavan H, Li Y, Vargas HA,
et al. Heterogeneous Tumor-Immune Microenvironments among
Differentially Growing Metastases in an Ovarian Cancer Patient. Cell
(2017) 170(5):927–38 e20. doi: 10.1016/j.cell.2017.07.025

10. Tazdait M, Mezquita L, Lahmar J, Ferrara R, Bidault F, Ammari S, et al.
Patterns of responses in metastatic NSCLC during PD-1 or PDL-1 inhibitor
therapy: Comparison of RECIST 1.1, irRECIST and iRECIST criteria. Eur J
Cancer (2018) 88:38–47. doi: 10.1016/j.ejca.2017.10.017
11. Tozuka T, Kitazono S, Sakamoto H, Yoshida H, Amino Y, Uematsu S, et al.
Dissociated responses at initial computed tomography evaluation is a good
prognostic factor in non-small cell lung cancer patients treated with anti-
programmed cell death-1/ligand 1 inhibitors. BMC Cancer (2020) 20(1):207.
doi: 10.1186/s12885-020-6704-z

12. Machiels JP, Bossi P, Menis J, Lia M, Fortpied C, Liu Y, et al. Activity and
safety of afatinib in a window preoperative EORTC study in patients with
squamous cell carcinoma of the head and neck (SCCHN). Ann Oncol (2018)
29(4):985–91. doi: 10.1093/annonc/mdy013

13. Bauman JE, Duvvuri U, Gooding WE, Rath TJ, Gross ND, Song J, et al.
Randomized, placebo-controlled window trial of EGFR, Src, or combined
blockade in head and neck cancer. JCI Insight (2017) 2(6):e90449.
doi: 10.1172/jci.insight.90449

14. Srivastava RM, Trivedi S, Concha-Benavente F, Hyun-Bae J, Wang L, Seethala
RR, et al. STAT1-Induced HLA Class I Upregulation Enhances
Immunogenicity and Clinical Response to Anti-EGFR mAb Cetuximab
Therapy in HNC Patients. Cancer Immunol Res (2015) 3(8):936–45.
doi: 10.1158/2326-6066.CIR-15-0053

15. Gross ND, Bauman JE, Gooding WE, Denq W, Thomas SM, Wang L, et al.
Erlotinib, erlotinib-sulindac versus placebo: a randomized, double-blind,
placebo-controlled window trial in operable head and neck cancer. Clin
Cancer Res (2014) 20(12):3289–98. doi: 10.1158/1078-0432.CCR-13-3360

16. Wolf GT, Fee WE Jr., Dolan RW, Moyer JS, Kaplan MJ, Spring PM, et al. Novel
neoadjuvant immunotherapy regimen safety and survival in head and neck
squamous cell cancer. Head Neck (2011) 33(12):1666–74. doi: 10.1002/hed.21660

17. Shayan G, Kansy BA, Gibson SP, Srivastava RM, Bryan JK, Bauman JE, et al. Phase
Ib Study of Immune Biomarker Modulation with Neoadjuvant Cetuximab and
TLR8 Stimulation in Head and Neck Cancer to Overcome Suppressive Myeloid
Signals. Clin Cancer Res (2018) 24(1):62–72. doi: 10.1158/1078-0432.CCR-17-0357

Conflict of Interest: UR serves on Scientific Advisory Board of Akrevia/Xilio. YK
serves on the Scientific Advisory Board for the following companies: Aduro,
Sanofi, Takeda, Mersanna, and Dracen. Additionally, Bristol Myers Squibb
contributed funding to this study, but did not participate in data collection,
analysis, or patient recruitment.

The remaining authors declare that the research was conducted in the absence of
any commercial or financial relationships that could be construed as a potential
conflict of interest.

Copyright © 2020 Merlino, Johnson, Tuluc, Gargano, Stapp, Harshyne, Leiby,
Flanders, Zinner, Axelrod, Curry, Cognetti, Mannion, Kim, Rodeck, Argiris and
Luginbuhl. This is an open-access article distributed under the terms of the Creative
Commons Attribution License (CC BY). The use, distribution or reproduction in other
forums is permitted, provided the original author(s) and the copyright owner(s) are
credited and that the original publication in this journal is cited, in accordance with
accepted academic practice. No use, distribution or reproduction is permitted which
does not comply with these terms.
December 2020 | Volume 10 | Article 566315

https://www.frontiersin.org/articles/10.3389/fonc.2020.566315/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fonc.2020.566315/full#supplementary-material
https://doi.org/10.1016/S0140-6736(19)32591-7
https://doi.org/10.1016/S0140-6736(19)32591-7
https://doi.org/10.1016/S0140-6736(18)31999-8
https://doi.org/10.1056/NEJMoa1602252
https://doi.org/10.1056/NEJMoa1602252
https://doi.org/10.1093/jnci/92.3.205
https://doi.org/10.1016/S1470-2045(17)30074-8
https://doi.org/10.1016/S1470-2045(17)30074-8
https://doi.org/10.1186/s40425-019-0662-5
https://doi.org/10.1186/s40425-019-0662-5
https://doi.org/10.1002/hed.26022
https://doi.org/10.1158/1078-0432.CCR-20-1695
https://doi.org/10.1016/j.cell.2017.07.025
https://doi.org/10.1016/j.ejca.2017.10.017
https://doi.org/10.1186/s12885-020-6704-z
https://doi.org/10.1093/annonc/mdy013
https://doi.org/10.1172/jci.insight.90449
https://doi.org/10.1158/2326-6066.CIR-15-0053
https://doi.org/10.1158/1078-0432.CCR-13-3360
https://doi.org/10.1002/hed.21660
https://doi.org/10.1158/1078-0432.CCR-17-0357
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

	Discordant Responses Between Primary Head and Neck Tumors and Nodal Metastases Treated With Neoadjuvant Nivolumab: Correlation of Radiographic and Pathologic Treatment Effect
	Introduction
	Methods
	Patients
	Treatment
	Pathologic Evaluation
	Immunohistochemistry
	Radiographic Evaluation
	Statistical Analysis

	Results
	Discordant TE Between Primary Site and Lymph Nodes Suggests Increased Therapeutic Response at Lymph Nodes Compared to Primary Tumor
	Comparison of Tumor Microenvironment Between Matched Lymph Nodes With Widely Discordant Pathologic TE
	Radiographic Volumetric Response Correlates With Pathologic TE

	Discussion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


