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Immune checkpoint blockade with programmed cell death (PD-1)/programmed death-ligand 1 (PD-L1) inhibitors has resulted in
significant progress in the treatment of various cancer types. However, not all patients respond to PD-1/PD-L1 blockade, underscoring
the importance of identifying new potential targets forimmunotherapy. One promising target is the immune system modulator Siglec-
15. In this study, we assess Siglec-15 expression in solid tumors, with a focus on lung, breast, head and neck squamous and bladder
cancers. Using quantitative immunofluorescence (QIF) with a previously validated antibody, we found increased Siglec-15 expression
in both tumor and immune cells in all the four cancer types. Siglec-15 was seen to be predominantly expressed by the stromal immune
cells (83% in lung, 70.1% in breast, 95.2% in head and neck squamous cell and 89% in bladder cancers). Considerable intra-tumoral
heterogeneity was noted across cancer types. As previously described for non-small cell lung cancer (NSCLC), Siglec-15 expression was
seen to be mutually exclusive to PD-L1 in all the four cancer types, although this differential expression was maintained but somewhat
diminished in head and neck squamous cell carcinoma (HNSCC). Siglec-15 was not prognostic either for overall survival (OS) or
progression-free survival (PFS). In summary, we show broad expression of this potential immune modulatory target in a wide range of
cancer types. These data suggest potential future clinical trials in these tumor types.
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INTRODUCTION

Immune checkpoint inhibition has revolutionized therapeutic
approaches for the treatment of advanced solid cancers and has
become the new standard-of-care for advanced cancer patients
after progression on conventional therapy, or in some cases,
instead of conventional therapy. However, targeting programmed
cell death 1 (PD-1)/programmed death-ligand (PD-L1) benefits onl
about 30% of the non-small cell lung cancer (NSCLC) patients'~,
around 5% of triple negative breast cancers (TNBC)*™®, ~13-18% of
head and neck squamous cell carcinoma (HNSCC)'®'® and
~15-29% of urothelial cancers'®?°. The limited response with
PD-1/PD-L1 therapy has underscored the importance of identifying
new potential immunotherapeutic targets.

Siglec-15 is a member of the sialic-acid binding immunoglobulin
type lectins, a membrane protein, that is normally expressed by cells
of the myeloid lineage. Structurally, it consists of a V-set
immunoglobulin (Ig) domain containing the sialic acid-binding site
and an extracellular region with one or more C2-set Ig domains'~3,
Importantly, Siglec-15 exhibits high structural homology with B7
family proteins, notably with PD-L1. Unlike other members of the
Siglec family, Siglec-15 lacks the immune receptor tyrosine-based
inhibition motifs (ITIMs) in its cytoplasmic domain. Instead, it exerts
its downstream effects through interactions with signaling adaptor
DNAX-activating protein of 12 kDa (DAP12) and DAP10 that contain
an immunoreceptor tyrosine-based activation motif (ITAM)®. A
recent study conducted by Wang et al. highlighted the role of

Siglec-15 as a critical immune suppressor as well as emphasized its
upregulation across various cancer types. Siglec-15 was shown to be
induced by macrophage colony-stimulating factor while interferon-
gamma (IFN-y) released from tumor-infiltrating T-lymphocytes
downregulated it. Interestingly, IFN-y has the opposite effect on
PD-L1 expression in tumor micro-environment (TME), causing its
upregulation. These unique molecular features and a possible link
with PD-L1 highlight the crucial role of Siglec-15 in immune evasion
in various cancers, through mechanisms that seem to be
independent of PD-1/PD-L1 pathway.

Hence, blockade of Siglec-15 may provide a solution for the
emerging need for new strategies for patients resistant to PD-1/
PD-L1 inhibition?. Currently, a phase Il clinical trial is ongoing to
test the effectiveness of a monoclonal antibody against Siglec-15
in NSCLC (NC318). Here, we used quantitative immunofluores-
cence (QIF) to evaluate the patterns of expression and distribution
of Siglec-15 across four cancer types including lung, breast, head
and neck squamous cell, and bladder cancers. We also assess its
correlation with different clinicopathologic characteristics, PD-L1
expression and outcome.

MATERIALS AND METHODS

Patient cohorts, tissue procurements, and TMA construction
We used retrospective serial collections of formalin fixed paraffin
embedded specimens from Yale University. A multi-tumor tissue
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microarray (YTMA 395) with 210 patient samples from 13 different tumor
types was assessed to determine the frequency of Siglec-15 protein
expression in a range of tumor types. Retrospective cohorts for lung,
breast, bladder and HNSCC were collected and prepared for assessment as
tissue microarrays. Table 1 shows the brief overview of the various cohorts
used in our study. Details of the baseline characteristics of each cohort can
be found in the Supplementary (T1 to T10).

Quantitative immunofluorescence protocol for Siglec-15 and

PD-L1

Slides were heated in an oven at 60 °C, de-paraffinized in xylenes twice (20
min each time), then rehydrated with graded ethanol (100% 1 min; 100% 1

min, 70% 1 min) and washed in tap water for 5 min. Antigen was retrieved
using ethylene-diamine-tetra-acetic acid (EDTA-0.74 mg in 2 liters of dist.
water, pH=28) at 97°C for 20 min in a Lab Vision PT Module (Thermo
Scientific, Waltham, MA, USA). Endogenous peroxidases were blocked with
2.5% hydrogen peroxide in methanol for 30 min, followed by additional 30
min of incubation with 0.3% bovine serum albumin with 0.05% Tween-20
blocking solution. For Siglec-15, we used a rabbit monoclonal antibody
(1F7, NextCure Inc.) against the cytoplasmic domain, rigorously validated
by our group previously, using the guidelines for pillars of validation®*~%".
Siglec-15 antibody validation in cell lines was done using a TMA (YTMA
403) which had both cell lines as well as tumor cores with varying
expressions of Siglec-15. The cell lines included were non-transfected
human embryonic kidney derived cell lines (HEK/293T) as negative controls
for Siglec-15, human amelanotic melanoma cell lines (LOX-IMVI),
endogenously high expressing Burkitt lymphoma cell lines (RAJI as well
as RAJI transfected with Siglec-15, RAJI.S15) and primary-glioblastoma cell
line (U87) cell lines which all acted as positive controls. We found the signal
to noise ratio to be optimal at a concentration of 0.1 ug/ml for Siglec-15.
We stained serial sections of all TMA slides for PD-L1 (clone ETL3N, optimal
concentration 1.1 pg/ml) for all our experiments using a staining protocol
described previously®.

Automated quantitative analysis (AQUA) and fluorescent
signal quantification

For both target proteins (Siglec-15 and PD-L1), we analyzed the fluorescent
images obtained after scanning on PM-2000 platform (Navigate Bio-
pharma, Carlsbad, CA, USA), as previously described?’. AQUA™ method of
image acquisition and protein quantification measures the target within
two molecular compartments: (1) tumor, compartment generated by the
cytokeratin (CK) area; and (2) stroma, a compartment created by removing
the tumor compartment from the nuclear 4/,6-diamidino-2-phenylindole
(DAPI) mask after appropriate dilation. QIF scores obtained represent
fluorescent signal intensity divided by the compartment pixel area. Spots
with inadequate tumor (<2% of the compartment area) or staining artifacts
were excluded from further analyses after careful visual inspection. For
each of the cohort, we stained two different blocks with cores from
different areas of the tumor (twofold redundant) in independent
experiments and the QIF scores presented here are the average values
of the two blocks for each case.

Statistical analysis

Pearson correlation coefficient was used to analyze the linear association
between two continuous variables. The t test or one-way analysis of
variance was used to compare the means and chi-square test for
proportions between two or more groups, respectively. For the survival
analysis, tumors were split into high and low according to Siglec-15
expression using the median as a cutoff. We also searched for optimal cut-
points using the the X-tiles software (https://medicine.yale.edu/lab/rimm/

Table 1. Overview of the cohorts of patients used in this study.
Cohort Number (N) Collection date range Histology
YTMA 423 250 2011-2016 NSCLC
YTMA 310 120 2007-2015 NSCLC
YTMA 489 245 2011-2012 Breast
YTMA 465 70 2015-2020 HNSCC
YTMA 497 38 2015-2020 Bladder
YTMA 507 68 2015-2020 Bladder
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research/software/), but none were discovered. Survival curves were
estimated using the median with the Kaplan-Meier product-limit method
and the log-rank test was used for comparisons. Statistical analysis was
performed using GraphPad Prism 8 software (GraphPad Software, La Jolla,
CA, USA). A p value of <0.05 was considered significant.

RESULTS

Expression of Siglec-15 in different cancer types

After an extensive validation of the new Siglec-15 antibody
(previously described?’, in press) we tested the validated antibody
clone (1F7) on a multi-tumor tissue array (YTMA 395). Siglec-15
expression was seen both in tumor (predominantly membranous)
as well as the stromal compartment (cytoplasmic expression in
stromal cells). Stromal cell expression is more prevalent across all
tumor types. Figure 1A, B illustrates the quantitative expression
levels (represented as QIF scores) of Siglec-15 in tumor and stroma
respectively across a range of different cancer types. Since this
data shows high expression in NSCLC, breast, bladder and HNSCC,
we focused on expression of Siglec-15 in these cancer histologies
in larger cohorts towards the goal of identifying tumor types that
may be good targets for anti-Siglec —15 therapy. Figure 1C, E, G, |
show representative fluorescent images of high Siglec-15 expres-
sion noted in tumor while Fig. 1D, F, H, J shows high Siglec-15 in
stroma for NSCLC, breast, HNSCC, and bladder cancers
respectively.

Expression pattern and distribution of Siglec-15 in NSCLC
Next, we assessed the expression pattern and distribution of
Siglec-15 in a larger lung cohort of 250 NSCLC cases (YTMA 423).
Siglec-15 showed a wide dynamic range of expression both in
tumor and stroma, depicted as continuous QIF scores (Fig. 2A, B).
After careful evaluation of each spot, we defined the visual cut-
point as the lowest expression with a discernable signal, above the
non-specific background noise (limit of detection). Siglec-15
showed membranous or cytoplasmic staining pattern with more
stromal cell expression (83% positive) than tumor cell expression
(40.1%). Figure 2C, D shows representative images of Siglec-15
positivity in tumor and stromal compartments respectively. A
considerable intra-tumoral heterogeneity was observed (R? = 0.32
between two blocks in tumor and R* = 0.22 between two blocks
for stroma) (Fig. 2E, F). However, we noted excellent concordance
for Siglec-15 between serial sections, both for tumor and stroma
(R*=0.93 in tumor and R?=0.90 for stroma) (Fig. 2G, H). Some
correlation between tumor and stromal expression was seen as
well (R*=0.54), although it was lower, partly due to lower
expression in tumor compared to stroma (Fig. 2I).

Since Siglec-15 expression in NSCLC has been described to be
somewhat mutually exclusive to PD-L1, we compared the
expression of both proteins in our cohort in stained serial sections.
The mutually exclusive pattern of expression of Siglec-15 and PD-
L1 was validated in our cohort as depicted by the weak correlation
between the two (R*>=0.11 in tumor and R>=0.35 in stroma).
Majority of our cases showed a lack of both the markers in tumor
(54.4% negative in tumor) (Fig. 2N), while only about 6.1% were
double positive (Fig. 2N). When we measured Siglec-15 and PD-L1
in the stromal compartment, we noticed a substantially higher
number of cases to be positive for both the markers (48.8%),
although not necessarily in the same cells. Whether this signifies
co-expression by the same cells or by different population of
stromal cells will be assessed in the future. Figure 2J-M shows
representative images of Siglec-15 and PD-L1 in NSCLC.

Next, we proceeded to examine the prognostic significance of
Siglec-15 and using median as a cutoff for the continuous QIF
values, we separated our cohort into high and low expressors of
Siglec-15. Siglec-15 expression in tumor did not significantly
predict overall survival (OS) (p =0.19) or progression-free survival
(PFS) (p = 0.24). Similarly, neither did stromal Siglec-15 expression

Laboratory Investigation (2022) 102:1143 - 1149
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Fig. 1 Expression of Siglec-15 in different cancers by immunofluorescence (YTMA 395). A QIF score for Siglec-15 in the tumor
compartment for the various tumor types. B QIF score for Siglec-15 in the stromal compartment for the various tumor types. C-J.
Representative fluorescence images for Siglec-15 expression in tumor compartment for lung (C), breast (E), HNSCC (G) and bladder (I) and in

stroma for the same (D), (F), (H), and (J).
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Fig. 2 Pattern of expression and distribution of Siglec-15 in NSCLC (YTMA 423). A Dynamic range of Siglec-15 expression in tumor.
B Dynamic range of Siglec-15 expression in stroma. C Representative images of Siglec-15 tumor mask. D Representative images of Siglec-15
stromal mask. E, F Regressions between different blocks (tumoral heterogeneity) in tumor (E) and stroma (F). G, H Regressions between serial
sections in tumor (G) and stroma (H). I Correlation of Siglec-15 between tumor and stroma. Association of Siglec-15 with PD-L1 expression in
NSCLC. J-M Representative images of Siglec-15 expression on the left and PD-L1 on the right. N, O Correlation between Siglec-15 and PD-L1

in tumor (N) and stroma (O).

lower in patients with clinical stage | (p=0.05). No other

have any significant favorable prognosis for OS (p = 0.69) or PFS
significant association between tumor or stromal expression of

(p = 0.94) (see Supplementary Fig. S1).

Next, we proceeded to evaluate the association of Siglec-15
expression with the clinical characteristics and pathologic features
of NSCLC. Siglec-15 in the tumor compartment was significantly

Laboratory Investigation (2022) 102:1143-1149

Siglec-15 and disease stage, age, gender, histology, or smoking
status was noted (Supplementary T1, T2). Neither tumor nor
stromal expression of Siglec-15 demonstrated significant
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associations with epidermal growth factor receptor (EGFR) or KRAS
mutation status in NSCLC patients (Supplementary Fig. S6) or with
tumor-infiltrating lymphocytes (TIL) (Supplementary Tables T11,
T12).

Expression of Siglec-15 in breast cancer and its correlation
with PD-L1

Based on our preliminary data showing high expression for Siglec-
15 in a multi-tumor array, we explored expression levels in a larger
breast cancer cohort (YTMA 489). Consistent with our results in
NSCLC, we found a broad dynamic range of expression in both
tumor and stroma, predominant in the latter. Again, employing
the visual positivity cutoff, about 30.1% cases were seen to have
Siglec-15 expression in tumor, while nearly double (70.1%) the
cases showed stromal Siglec-15 positivity. Like in NSCLC, Siglec-15
showed a characteristic membrane or cytoplasmic localization
(Fig. 3). Some intra-tumoral heterogeneity was also noticed, more
in stromal expression as expected, than in tumor (R?=0.27
between two blocks in tumor and R>=0.17 between two blocks
for stroma) (Fig. 3E, F). However, as in NSCLC, breast cancers
showed excellent correlation (R = 0.82 in tumor and R*> = 0.77 for
stroma) in serial sections while the tumoral and stromal Siglec-15
expression was only weakly correlated (R? = 0.45).

We further examined the association of Siglec-15 and PD-L1 in
our breast cancer cohort. Compared to NSCLC, only few breast
cancers showed both Siglec-15 and PD-L1 expression in the tumor
compartment (0.5% in breast cancers vs. 6.1% in NSCLC) as well as
stromal compartment (11% in breast cancers vs. 48.8% in NSCLC)
(Fig. 3). This is consistent with generally lower levels of expression
of PD-L1 in breast cancer. Survival analyses showed that Siglec-15
expression was not associated with favorable prognosis either in
OS (p value = 0.92 in tumor and 0.89 in stroma) or in PFS (p value
=0.32 in tumor or 0.69 in stroma) (Supplementary S2). There was
also no association between tumor or stromal S15 and stroma TIL
(Supplementary Tables T13, T14).

Expression pattern and distribution of Siglec-15 in HNSCC

Next, we assessed Siglec-15 expression in a HNSCC cohort and
noticed a similar pattern of expression as in NSCLC and breast
cancer, with a wide dynamic range and a characteristic
membranous or cytoplasmic staining in both tumor and stromal
compartments. However, there was a much higher stromal
positivity (95.2%) than seen in NSCLC and breast. (95.2% stromal
Siglec-15 positive in HNSCC vs. 83% stromal Siglec-15 positive in

Siglec-15 in tumor Siglee-15 in stroma

70.1% positive

TMA Spot number

QIF scores

0 2000 4000 6000 8000 10000 12000

NSCLC and 70.1% stromal Siglec-15 in breast) (Fig. 4). Tumor cells
expressed Siglec-15 in only about 17.6% (Fig. 4A).

Some intra-tumoral heterogeneity was observed (R*=0.56
between two blocks in tumor and R“ = 0.29 between two blocks
for stroma), but it was less pronounced in tumor when compared
with NSCLC and breast cancer (R* = 0.56 vs. R*> = 0.32 in NSCLC vs.
R? =0.27 in breast). However, we noted excellent concordance for
Siglec-15 between serial sections, both for tumor and stroma
(R*> = 0.95 in tumor and R? = 0.91 for stroma). Tumoral and stromal
expression showed a weak correlation (R* = 0.25) (Fig. 4E-I).

Serial sections stained with PD-L1 maintained the mutual
exclusivity with Siglec-15 in the tumor compartment, consistent
with our results for HNSCC and breast cancers. However, it was far
less striking than in breast and NSCLC, as a higher number of
patients showed both Siglec-15 and PD-L1 in the tumor (8.2% in
HNSCC vs. 0.7% in breast vs. 6.1% in NSCLC) (Fig. 4). Siglec-15
expression, either in tumor or stroma, showed no prognostic
significance as seen in the overall survival (OS) (p = 0.54 in tumor
and p =0.42 in stroma) curves (Supplementary S3).

Expression of Siglec-15 in bladder cancer

As with other cancer types in this study, Siglec-15 showed
cytoplasmic and membranous localization in bladder cancers
predominantly in stroma, but also in tumor (89% stromal, 5% in
tumor) (Fig. 5). Serial sections showed excellent concordance both
for tumor and stroma (R* = 0.74 in tumor and R = 0.65 in stroma).
Tumoral and stromal expression demonstrated a weak correlation
(R*=0.55) (Fig. 5G). Only a few bladder cancers had both Siglec-
15 and PD-L1 in the stromal compartment (4%), while an even
lower number had both markers in the tumor (1%), thereby
validating the mutually exclusive pattern of expression between
the two markers.

DISCUSSION

Previously established for its role in osteoporosis, Siglec-15 has
recently been described as an important immune-regulatory
target in human solid tumors by Wang et al.**. Its upregulation in
various cancers has been documented at the mRNA level but here
we examine protein expression by QIF to comprehensively
characterize Siglec-15 expression with a detailed focus on lung,
breast, HNSCC and bladder cancers**~2, Using an antibody that
was rigorously validated in our previous work (Shafi et al. in press),
we developed an immunofluorescence panel to detect Siglec-15
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and quantify protein levels with molecular compartments. We
found Siglec-15 to be expressed both in the tumor (defined by co-
localization with cytokeratin) and stroma (not co-localized with
cytokeratin), with stromal expression being predominant across
various cancer types. Siglec-15 exhibited a heterogenous pattern of
expression, with some areas demonstrating high expression and
others low, or even negative within the same tumor. Tumoral Siglec-
15 staining was consistent among different cores of the same
tumor, with stromal staining less so. Significantly high Siglec-15
expression in tumor was seen in poorly differentiated invasive
ductal breast cancers. No association is found between Siglec-15
expression and clinicopathologic characteristics or outcome.

In their study, Wang et al. highlighted the somewhat mutually
exclusive pattern of expression of Siglec-15 and PD-L1 and they
found co-expression of both the markers in a very small number of
the 218 NSCLC patients they examined (3.2%)>*. While our study
validated this mutual exclusivity of Siglec-15 and PD-L1 in breast,
bladder and HNSCC in addition to previously described NSCLC, we
identified a higher percentage of patients expressing both Siglec-
15 and PD-L1 across all cancer types studied (6.1% in tumor and
48.8% in stroma in NSCLC, 0.5% in tumor and 11% in stroma in
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) and stroma (M).

breast cancers, 8.2% in tumor and 60.2% in stroma in HNSCC and
1% in tumor and 4% in stroma in bladder cancers). This could be
due to a much higher affinity, novel antibody used in this study.
Previously we used a commercially available polyclonal antibody
since for this discovery work monoclonals were not yet available.
As seen previously, we also found Siglec-15 expression both in
tumor and stromal immune cells in all the four cancer types. In
contrast to the initial data in NSCLC, we found Siglec-15 to be
more abundantly expressed by stromal immune cells rather than
by tumor cells (22.8% in tumor and 13.3% in stroma vs. 40.1% in
tumor and 83% in stroma in our study) in our lung cancer
cohort*®. The higher percentage of both tumor and stromal
positivity in our study of NSCLC could be due to higher affinity of
our rabbit monoclonal antibody clone and the optimized assay. It
is notable that the mutual exclusivity noted is predominantly in
tumor staining. The stromal or immune cell staining shows more
co-expression of both PD-L1 and S15. This may suggest different
mechanism of expression in the tumor cells compared to immune
cells. Note also that since S15 and PD-L1 were not multiplexed, it
could be that different stromal immune cells are expressing the
respective proteins.
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Another important finding in our study has been the demonstra-
tion of new potential candidates for anti-Siglec-15 immunotherapy,
other than NSCLC. We found elevated Siglec-15 expression in lung,
breast, bladder, HNSCC, colon, liver, pancreatic and renal cancers in
our study. This is in agreement with the results published by Wang
et al. that showed upregulation of Siglec-15 at the mRNA level using
TCGA data in bladder, colon, endometrioid, renal, liver and thyroid
cancers®*, Currently, a Phase Il trial to test the effect of a humanized
mAb to Siglec-15 in NSCLC (NC318) is ongoing. While it is too early
to assess response, our results show that besides NSCLC, breast,
HNSCC and bladder cancers may be other suitable candidates for
anti-Siglec-15 therapy.

Our study has several limitations. First, this broad screening study
was done entirely on tissue microarrays. While TMAs are a useful
tool, further validation with whole tissue sections is required for final
assay development of clinical evaluation of patients. Secondly, our
NSCLC cohort is comprised mostly of early-stage patients with
surgically resectable disease, thus future studies are required for the
evaluation of distribution and prognostic significance of this marker
in advanced-stage NSCLC. Finally, this work was done on retro-
spective collection of tissue without standardization of treatment.
While Siglec 15 was not associated with outcome in any organ
system assessed here, we recognize the limitations of retrospective,
variable treatment, cohorts.

To conclude, we show the landscape of expression of Siglec-15
in lung, breast, head and neck and bladder cancers as well as
highlight its association with PD-L1 by QIF using a validated, high-
affinity monoclonal antibody. This work lays the groundwork for
design of future single agent or combinatorial clinical trials with
Siglec-15 inhibitors in a range of epithelial cancers.
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