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Cancer Cell B7-H3 Expression Is
More Prevalent in the Pancreato-
Biliary Subtype of Ampullary Cancer
Than in Pancreatic Cancer

Emma E. Geerdes’, Kostandinos Sideras "2, M. Hosein Aziz?, Casper H. van Eijck?,
Marco J. Bruno', Dave Sprengers’, Patrick P. C. Boor" and Jaap Kwekkeboom """

" Department of Gastroenterology and Hepatology, Erasmus MC-University Medical Center, Rotterdam, Netherlands,
2 Department of Surgery, Erasmus MC-University Medical Center, Rotterdam, Netherlands

B7-H3 is an immunomodulatory member of the B7-superfamily with limited expression in
normal tissues, but overexpression in several types of cancer. Therefore it is currently
being explored as a potential target for cancer immunotherapy. The biological relevance of
B7-H3 expression in pancreatic cancer is unclear, while there are no data on B7-H3
expression in ampullary cancer. We aimed to compare intra-tumoral B7-H3 expression
between these two closely related cancer types and analyze its association with post-
surgical disease course. B7-H3 expression levels were determined by
immunohistochemistry in tissue microarrays of resected tumors of 137 pancreatic
cancer patients and 83 patients with ampullary cancer of the pancreato-biliary subtype.
B7-H3 was more frequently expressed in cancer cells of ampullary cancer patients
compared to pancreatic cancer patients (51% versus 21%; p< 0.001). In ampullary
cancer patients, but not in pancreatic cancer patients, B7-H3 cancer cell expression was
associated with longer disease-free survival and patient survival. However, the prognostic
value of B7-H3 was lost upon adjustment for CA19-9 levels. The frequencies of B7-H3
expression in tumor stroma did not differ between the two types of cancer (66% versus
63%). In both cancer types, stromal B7-H3 expression was not associated with post-
surgical disease course. Compared to pancreatic cancer, B7-H3 is more frequently
expressed in cancer cells of patients with the pancreato-biliary subtype of ampullary
cancer. These data suggest that B7-H3 may represent an interesting potential target for
immunotherapy in ampullary cancer rather than in pancreatic cancer.

Keywords: cancer immunotherapy, CD276, B7H3, immune checkpoint, pancreas

INTRODUCTION

Pancreatic carcinoma is a highly fatal form of cancer (1). Due to its asymptomatic early stage, 80 to 85%
of patients present with late, non-resectable disease and have a dismal prognosis (2). While newer
chemotherapeutic treatments have somewhat improved the median survival of patients with pancreatic
adenocarcinoma, both in the locally advanced (3), and metastatic setting (4, 5), overall prognosis remains
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dismal. Moreover, pancreatic adenocarcinoma is one of the few
malignancies whose age-adjusted population mortality is increasing
(https://www.cancer.org/research/cancer-facts-statistics.html) (2).
Patients who are eligible for surgical resection have a longer, but
still limited, life expectancy compared to other cancers, with a 5-year
survival rate of 39% (https://www.cancer.org/research/cancer-facts-
statistics.html) and that is despite improvements in modern
adjuvant chemotherapeutic treatments for early pancreatic cancer
(6). Ampullary cancer is a more uncommon cancer type, which
originates from the Ampulla of Vater (7). The resectability rate of
ampullary cancer is much higher (88%) (8), but the majority of
patients eventually die due to disease recurrence. Two different
histological subtypes of ampullary adenocarcinomas, intestinal and
pancreato-biliary, are distinguished based on their epithelium of
origin (9). The pancreato-biliary subtype often grows into the
pancreas, is histologically similar to pancreatic cancer, and has the
worst prognosis (5 year survival rate of 20%) (10, 11). Ampullary
cancers are highly resistant to current chemotherapeutic and radio-
therapeutic treatments (12). Therefore, there is an urgent need for
more effective treatment strategies for both types of cancer.

Immunotherapy using antibodies that block interactions
between inhibitory immune checkpoint receptors on T cells and
their ligands on tumor cells and/or immune cells, such as binding of
CTLA-4 to B7-1 and/or B7-2, and binding of PD1 to PD-LI,
thereby unleashing inhibition of anti-tumor T-cells, has shown
considerable clinical benefits in several types of solid cancers (13).
Whereas immune checkpoint antibody therapy has not yet been
studied in ampullary cancer, anti-PD-L1 antibodies and anti-
CTLA-4 antibodies have been found to be clinically ineffective in
pancreatic cancer (14, 15). Therefore, it is important to identify
other molecular targets for the development of immunotherapeutic
strategies against this type of cancer.

B7-H3 (CD276) is a member of the B7 superfamily member
that is expressed by monocytes and dendritic cells. When initially
discovered, B7-H3 was thought to be co-stimulatory for T cells
(16), but later studies showed that B7-H3 generally serves as a co-
inhibitory immune checkpoint for T-cells (17-20). The receptor
of B7-H3 is still unknown (21, 22). Despite broad mRNA
expression, B7-H3 has limited protein expression in healthy
human tissues, suggesting tight post-transcriptional regulation.
In contrast, B7-H3 is overexpressed by cancer cells of many solid
cancer types (22), probably due to down-regulation of
microRNA-29 in tumors (23). B7-H3 is considered as an
attractive target for cancer immunotherapy due to its broad
overexpression across multiple tumor types and low expression
in healthy tissues. In several mouse tumor models, including
pancreatic cancer (24, 25), antibody blockade of B7-H3 inhibits
tumor growth and enhances tumor-specific CD8+ T-cell
responses and CD8+ T-cell infiltration into tumors (26, 27). In
addition to blockade of its T-cell co-inhibitory function, B7-H3
has also potential as a tumor-specific target for direct induction
of tumor cell death. An Fc-optimized anti-B7-H3 antibody
exhibited potent anti-tumor activity in mouse tumor models
through antibody-dependent cell-mediated cytotoxicity (ADCC)
(28). This antibody is currently being evaluated in patients with
diverse types of solid cancers (29). In addition, an anti-B7-H3

antibody-cytotoxic drug conjugate (30) and chimeric antigen
receptor (CAR)-transfected T cells targeting B7-H3 (31) showed
anti-tumor activity in different experimental animal tumor
models without evident toxicity. More recently, B7-H3 was
found to be overexpressed on tumor-associated vasculature
and stromal fibroblasts in several cancer types, including
pancreatic cancer (30-33), which suggests that B7-H3-directed
antibodies or CAR-T cells may be able to target not only cancer
cells, but also tumor stroma and vasculature, both of which can
have tumor-promoting functions (34, 35).

B7-H3 expression has been studied in many solid cancer types,
including pancreatic cancer (24, 32, 36-42), but not in ampullary
cancer. Moreover, whether and how B7-H3 expression in pancreatic
cancer cells is associated with prognosis is a matter of controversy.
One study concluded that tumoral B7-H3 expression in pancreatic
cancer patients is associated with improved patient survival (36),
whereas other studies found that it is associated with a worse
survival (32, 39, 40, 42) or found that there is no association with
patient survival (41). Moreover, only few studies have investigated
B7-H3 expression in tumor stroma in pancreatic cancer separately,
and none of them analyzed whether stromal B7-H3 expression is
associated with prognosis (30-32).

Therefore, the aims of this study are to compare the
frequencies of B7-H3 protein expression in cancer cells and
tumor stroma of pancreatic and ampullary cancer patients, and
to study their association with baseline clinicopathologic factors
and patient outcome. For ampullary cancer, we focused on the
pancreato-biliary subtype because of its similarities with
pancreatic cancer.

PATIENTS AND METHODS

Patient Population and Tissue Samples

This study was performed using tissue micro-arrays (TMA)
containing five 1-mm cores from formalin fixed paraffin-
embedded tumor tissues of 220 patients who underwent resection
of pancreatic cancer (n=137) or pancreato-biliary subtype of
ampullary cancer (n=83) at the Erasmus University Medical
Center (Erasmus MC) between December 2000 and December
2018. Further details on TMA construction can be found in a
previous paper (43). Baseline clinicopathologic characteristics were
retrospectively collected from electronic patient records. All patients
were treatment-naive before tumor resection. Follow-up
information was updated until December 31, 2018. Patients who
died from postoperative complications were excluded from survival
analysis. The median follow-up duration of pancreatic cancer
patients was 16 months (range: 0.2 — 156) and of ampullary
cancer patients 21 months (range 0.1-177). The study protocol
was approved by the Medical Ethical Committee of Erasmus MC.
Clinicopathologic information of the patients is shown in Table 1.

B7H3 Immunohistochemistry

B7-H3 was immunohistochemically stained using a specific
rabbit monoclonal antibody (clone SP206) obtained from
Sigma-Aldrich Chemie N.V., Zwijndrecht, Netherlands, which
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TABLE 1 | Cancer cell expression of B7-H3 and baseline characteristics of pancreatic cancer and ampullary cancer patients.

Total (n=220) Pancreas cancer (n=137)

Ampullary cancer (n=83)

Tumor cell expression: B7-H3 Negative B7-H3 Positive P Value B7-H3 Negative B7-H3 Positive P Value®
(n=108) (n=29) (n=41) (n=42) 0.000

Age in years' 69.3 (33.4-81.4) 65.0 (35.5-79.2) 0.116 67.5 (43.8 - 80.0) 69.6 (42.2 - 85.2) 0.483

male (n=132) 58 (76.3%) 18 (23.7%) 0.529 30 (53.6%) 26 (46.4%) 0.350

Female (n=88) 50 (82.0%) 11 (18%) 11 (40.7%) 16 (59.3%)

Positive margins?

No (n=140) 52 (76.5%) 16 (23.5%) 0.676 33 (45.8%) 39 (564.2%) 0.116

Yes (n=79) 55 (80.9%) 13 (19.1%) 8 (72.7%) 3 (27.3%)

Lymph nodes metastasis

No (n=81) 32 (71.1%) 13 (28.9%) 0.181 16 (44.4%) 20 (55.6%) 0.509

Yes (n=139) 76 (82.6%) 16 (17.4%) 25 (563.2%) 22 (46.8%)

CA-19.9 (kU/)'2 94.0 (1 - 6556) 61.0 (1 —998) 0.318 77 (1 -2242) 38 (1-718) 0.052

Differentiation

Good (n=18) 7 (77.8%) 2 (22.2%) 1.000 4 (44.4%) 5 (55.6%) 0.764

Moderate (n=131) 65 (79.3%) 17 (20.7%) 23 (46.9%) 26 (563.1%)

Poor (n=71) 36 (78.3%) 10 (21.7%) 14 (56.0%) 11 (44.0%)

T-stage (8" edition AJCC/UICC

2016)

T1 (n=40) 21 (91.3%) 2 (8.7%) 0.222 5 (29.4%) 12 (70.6%) 0.296

T2 (n=118) 72 (74.2%) 25 (25.8%) 12 (57.1%) 9 (42.9%)

T3 (n=58) 14 (87.5%) 2 (12.5%) 22 (52.4%) 20 (47.6%)

T4 (n=4) 1 (100%) 0 (0%) 2 (66.7%) 1(33.3%)

Any post-operative chemotherapy

No (n=120) 47 (78.3%) 13 (21.7%) 1.000 28 (46.7%) 32 (563.3%) 0.469

Yes (n=100) 61 (79.2%) 16 (20.8%) 13 (66.5%) 10 (43.5%)

Adjuvant therapy*

No (n=71) 56 (78.9%) 15 (21.1%) 1.000 32 (47.8%) 35 (562.2%) 0.569

Yes (n=62) 49 (79.0%) 13 (21.0%) 9 (60.0%) 6 (40.0%)

"Median (range).
2Margin status of 1 pancreas cancer patient is unknown.
SLast pre-surgical value.

“Adjuvant therapy of 4 pancreas cancer patients and of 1 ampullary cancer patient are unknown.

SAfter Bonferroni correction, a p-value < 0.05/9=0.006 is considered as significant.
Age and CA-19.9 Mann Whitney U-test, others Fischer’s exact test (2-sided).

has been used in two previous studies (33, 44). TMA sections
were deparaffinized followed by antigen retrieval in 10 mM
sodium citrate buffer (pH 6.0) in a microwave for 10 minutes.
Endogenous peroxidase activity was blocked in 0.3% H,O, for 15
minutes. After using goat serum for blocking, primary anti-B7-
H3 antibody was applied at 4°C overnight. HRP-conjugated goat
anti-mouse IgG polymer secondary antibody (EnvisionTM,
DAKO) was then applied for 1 hour at room temperature,
followed by DAB as chromogen. The slides were counter-
stained with hematoxylin. Omission of the primary antibody
served as negative control stains, while TMA’s containing
healthy human tissue cores were used to validate the specificity
and determine the optimal dilution of the primary antibody. The
slides were scanned using a Hamamatsu NanoZoomer 2.0HT,
and visualized by NDP-viewer version 2 software. Staining
intensity of B7-H3 in cancer cells and in tumor stroma was
scored separately, for each core, as absent, low, intermediate or
strong by two independent investigators (EG and PPCB) blinded
to clinical outcome. Differences between individual scores were
resolved by mutual agreement. In 11% of patients B7-H3
expression levels in cancer cells showed differences between
individual tumor tissue cores, and in 28% of patients B7-H3
expression levels in stromal cells varied between individual
tumor tissue cores, reflecting heterogeneity in expression levels

between different parts of the tumors. In these cases, median
scores from the 5 tumor cores were used for further analysis.

Statistical Analysis

Differences between tumor types and associations between clinic-
pathologic characteristics and B7-H3 expression were examined
using the Fischer’s exact test or the Kruskal-Wallis test as
appropriate. Survival curves were estimated by the Kaplan-Meier
method, and the log-rank test was used to evaluate differences
between survival curves of different groups. Cancer-specific survival
and recurrence-free survival were calculated from the date of
surgery to the date of event (death from cancer or recurrence of
cancer, respectively). The Cox proportional hazard regression
analysis was used for multivariable analysis. The statistical
analysis was performed using the SPSS® 25 software.

RESULTS

B7-H3 Expression in Cancer Cells

and Tumor Stroma of Pancreatic

and Ampullary Cancer

Specificity of B7-H3 immunohistochemistry was established
by evaluation of the staining of healthy human tissue
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cores in TMA’s. In accordance with published B7-H3
immunohistochemistry data, we observed variable membrane
and cytoplasmic B7-H3 expression in tubular epithelium of
kidney (45), no or at most very low expression in healthy liver
(30), and weak expression (mainly membranous) in epithelial
cells of prostate (30, 31, 46) (Figure 1A).

In agreement with previous studies (24, 31, 36-38, 40, 41), B7-
H3 expression in cancer cells of pancreatic and ampullary cancer
patients was predominantly visible in the cytoplasm. In some cases
additional membrane expression was observed, but in most tumors
membrane expression was difficult to distinguish from cytoplasmic
expression (Figures 1B, C). We never saw membrane expression
without cytoplasmic expression in cancer cells. In stromal cells, B7-
H3 expression was more often localized at the cell membrane. To
prevent under-estimation of B7-H3 expression, we assessed B7-H3
expression in as absent, weak, intermediate and strong without
distinguishing membrane and cytoplasmic expression (Figure 1B).
In 29 of 137 (21%) pancreatic cancer patients we observed weak
(17.5%) to intermediate (3.7%) B7-H3 expression in cancer cells,
whereas in 63% of these patients weak (46%) to intermediate (17%)
B7-H3 expression in tumor stroma was found. Strong B7-H3
expression was not observed in pancreatic cancer. Thus, a
minority of pancreatic cancers have weak to intermediate B7-H3
expression in cancer cells, whereas a majority show weak to
intermediate expression of B7-H3 in tumoral stroma.

Cancer cell B7-H3 expression was more frequently observed
in ampullary cancer patients (42 of 83 patients (51%), versus 21%
of pancreatic cancer patients; p< 0,001), with 1 of these patients
even showing strong B7-H3 expression in tumor cells. However,
frequencies of patients with B7-H3 expression in tumor stroma

Kidney Liver Prostate
a1 o —

)

Expression level

Negative

Weak

Intermediate

Strong
cancer
cells

expression in cancer cells of both cancer types is shown.

did not differ between the two types of cancer (66% of ampullary
tumors versus 63% of pancreatic tumors; p=0.664). Nevertheless,
compared to pancreatic tumors, more ampullary tumors showed
intermediate to strong stromal B7-H3 expression (23% of
ampullary tumors versus 17% of pancreatic tumors; p= 0.04).

The frequency of B7-H3 expression is much lower than that
of PD-L1 expression in cancer cells of these patients. Previously,
we reported that 90% of patients of this cohort express at least
some level of PD-L1 in their cancer cells (43). Similar to B7-H3,
PD-L1 expression was mainly found in the cytoplasm of cancer
cells (Figure 1D).

Associations Between B7-H3 Expression
and Baseline Clinicopathologic
Characteristics and Post-

Surgical Outcome

After Bonferroni correction for testing of 9 variables, no
significant associations were observed between B7-H3
expression in cancer cells or tumor stroma and baseline
clinicopathologic characteristics (all p-values > p=0.05/9 =
0.006; Tables 1 and 2). In the full cohort, expression of B7-H3
in cancer cells was significantly associated with less cancer
recurrence and improved post-operative cancer-specific patient
survival (Figures 2A, B). When analyzing the two cancer types
separately, cancer cell B7-H3 expression was positively
associated with recurrence and survival in ampullary cancer
patients (Figures 2C, D), but not in pancreatic cancer patients
(Figures 2E, F). No significant associations were observed
between stromal B7-H3 expression and post-surgical disease
course (data not shown).

Pancreas cancer cells Pancreas tumor stroma  Ampullary cancer cells

ETD A : ‘(/ 49,

gl

Ampullary tumor stroma
788

FIGURE 1 | B7-H3 expression in pancreas cancer, ampullary cancer and healthy tissues. (A) B7-H3 expression in human kidney, prostate and liver, as determined
by immunohistochemistry using the SP206 monoclonal antibody. For kidney, the tissue with the highest expression in our TMA is shown. (B) B7-H3 expression
levels in cancer cells and in tumor stroma were scored separately, as negative, weak, intermediate, or strong. B7-H3 expression in cancer cells was predominantly
visible in the cytoplasm, but in some cases (e.g. in the pancreatic cancer with intermediate level of B7-H3 expression in cancer cells) additional membrane
expression was observed. In stromal cells, B7-H3 expression was more often localized at the cell membrane. There were no pancreatic tumors with high B7-H3
expression in cancer cells or in stroma. Percentages depicted in the pictures are percentages of tumors with the level of expression shown in the respective pictures.
(C) Two additional examples of distinctive B7-H3 membrane expression in cancer cells of pancreatic cancer patients. (D) For comparison, examples of PD-L1
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TABLE 2 | Tumor stroma expression of B7-H3 and baseline characteristics of pancreatic cancer and ampullary cancer patients.

Total (n=220)

Pancreas cancer (n=137)

Ampullary cancer (n=83)

Tumor stroma expression B7H3 Negative B7HS3 Positive P Value B7H3 Negative B7HS3 Positive P Value®
(n=51) (n=86) (n=28) (n=55) 0.664

Age in years' 65.7 (40.0-79.2) 69.0 (33.4-81.4) 0.289 67.5 (42.2 -83.9) 68.2 (43.8 - 85.2) 0.931

Gender

male (n=132) 25 (32.9%) 51 (67.1%) 0.287 21 (37.5%) 35 (62.5%) 0.333

Female (n=88) 26 (42.6%) 35 (57.4%) 7 (25.9%) 20 (74.1%)

Positive margins?

No (n=140) 26 (38.2%) 42 (67.8%) 1.000 21 (29.2%) 51 (70.8%) 0.038

Yes (n=79) 25 (36.8%) 43 (63.2%) 7 (63.6%) 4 (36.4%)

Lymph nodes metastasis

No (n=81) 19 (42.2%) 26 (57.8%) 0.453 15 (41.7%) 21 (568.3%) 0.242

Yes (n=139) 32 (34.8%) 60 (65.2%) 13 (27.7%) 34 (72.3%)

CA-19.9 (kuU/)'2 76.5 (1 — 2699) 86.0 (1-6556) 0.207 44.0 (1 -2242) 47.0 (1-737) 0.836

Differentiation

Good (n=18) 3 (33.3%) 6 (66.7%) 0.280 7 (77.8%) 2 (22.2%) 0.013

Moderate (n=131) 35 (42.7%) 47 (57.3%) 15 (30.6%) 34 (69.4%)

Poor (n=71) 13 (28.3%) 33 (71.7%) 6 (24.0%) 19 (76.0%)

T-stage (8™ edition AJCC/UICC

2016)

T1 (n=40) 11 (47.8%) 12 (52.2%) 0.119 8 (47.1%) 9 (52.9%) 0.257

T2 (n=118) 31 (32.0%) 66 (68.0%) 5 (23.8%) 16 (76.2%)

T3 (n=58) 9 (56.3%) 7 (43.8%) 13 (31.0%) 29 (69.0%)

T4 (n=4) 0 (0%) 1 (100%) 2 (66.7%) 1(33.3%)

Any post-operative chemotherapy

No (n=120) 26 (43.3%) 34 (56.7%) 0.215 20 (33.3%) 40 (66.7%) 1.000

Yes (n=100) 25 (32.5%) 52 (67.5%) 8 (34.8%) 15 (65.2)

Adjuvant therapy*

No (n=71) 28 (39.4%) 43 (60.6%) 0.590 22 (32.8%) 45 (67.2%) 1.000

Yes (n=62) 21 (33.9%) 41 (66.1%) 5 (33.3%) 10 (66.7%)

"Median (range).
2Margin status of 1 pancreas cancer patient is unknown.
3 Last pre-surgical value.

“Adjuvant therapy of 4 pancreas cancer patients and of 1 ampullary cancer patient are unknown.

SAfter Bonferroni correction, a p-value < 0.05/9=0.006 is considered as significant.
Age and CA-19.9 Mann Whitney U-test, others Fischer’s exact test (2-sided).

In univariable analysis, B7-H3 expression in cancer cells and
moderate-versus-poor tumor differentiation were significantly
associated with better post-surgical ampullary cancer patient
survival as well as disease-free survival (Hazard ratio’s <1),
while higher T-stage, presence of lymph node metastases, and
CA-19-9 levels above median values were associated with worse
post-surgical outcomes (Hazard ratio’s >1) (Tables 3A, 4A). In
multivariable analysis moderate-versus-poor tumor
differentiation, presence of lymph node metastases, and high
CA19-9 levels remained independent predictors of patient
survival and disease-free survival, but B7-H3 cancer cell
expression did not (Tables 3A and 4A). We did a second set
of regression analyses in which the association between B7-H3
cancer cell expression and disease course was analyzed together
with each of the independent prognostic clinicopathologic
characteristics separately (Tables 3B and 4B). These analyses
revealed that the observed association between B7-H3 cancer cell
expression and better post-surgical outcomes remained
significant when adjusted for the tumor characteristics
differentiation grade and lymph node metastases. In contrast,
the association between B7-H3 cancer cell expression and
postsurgical outcome disappeared when adjusted for serum
biomarker CA19-9. Indeed, patients with B7-H3 expression in

cancer cells tended to have lower CA19-9 levels than patients
without, although not statistically significant (Table 1). This
suggests that tumor cells that express B7-H3 secrete less CA19-9.
Together, these data show that B7-H3 expression by cancer cells
in ampullary cancer patients is associated with better post-
surgical disease course independent of tumor characteristics,
but should not be used as a prognostic biomarker because
CA19-9 levels have a better prognostic value.

DISCUSSION

This study is the first to show that 50% of patients with the
pancreatico-biliary subtype of ampullary cancer express B7-H3
in their cancer cells, whereas two-thirds of these patients express
B7-H3 in their tumoral stroma. Interestingly, cancer cell
expression, but not stromal expression, of B7-H3 in these
patients was associated with delayed cancer recurrence and
improved patient survival. However, this association was lost
upon adjustment for CA19-9 serum levels, probably because
there was a trend of lower CA19-9 levels in patients with B7-H3
cancer cell expression. Cancer cell expression of B7-H3 was
observed in only 20% of pancreatic cancer patients, and was not
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predominantly localized at the cell membrane, in cancer cells
B7-H3 was mainly visible in the cytoplasm. In many tumors it
was impossible to distinguish membrane expression from
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FIGURE 2 | Associations of B7-H3 expression on cancer cells with patient survival and tumor recurrence (A, B). Full cohort. Kaplan Meier plots showing recurrence-
free survival time (A) and cancer-specific patient survival (B) after resection of tumors with or without B7-H3 expression in cancer cells. (C, D) Ampullary cancer
patients. Kaplan Meier plots showing recurrence-free survival time (C) and cancer-specific patient survival (D) of patients after resection of tumors with or without B7-
H3 expression in cancer cells. (E, F) Pancreatic cancer patients. Kaplan Meier plots showing recurrence-free survival time (E) and cancer-specific patient survival

(F) of patients after resection of tumors with or without B7-H3 expression in cancer cells.

cytoplasmic expression. The phenomenon of dominant
cytoplasmic B7-H3 expression in cancer cells has not only
been observed in pancreatic cancer (as mentioned in the
Results section), but many cancer types, such as non-small cell
lung cancer (25, 47), colorectal cancer (48) and central nervous
system tumors (44). It has been concluded that B7-H3 is
expressed both on the membrane and in the cytoplasm of
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TABLE 3 | Cox proportional hazard regression analysis of cancer-specific patient survival in ampullary cancer patients.

Table 3A | Cancer cell B7-H3 expression and clinico-pathological variables.

Variables Univariable Analysis Multivariable analysis
P HR (95% CI) P HR (95% CI)

B7H3-expression in cancer cells 0.031 0.525 0.293 - 0.942 0.368 0.747 0.395 -1.410
T-stage (T2, T3, T4 vs T1) 0.033 2.787 1.087 - 7.145 0.694 0.811 0.286 - 2.300
Tumor differentiation

Moderate vs poor 0.000 0.269 0.141 - 0.512 0.000 0.263 0.128 - 0.540
Well-differentiated vs poor 0.258 0.582 0.288 - 1.486 0.437 0.668 0.242 - 1.848
Lymph node metastases (yes/no) 0.001 3.149 1.625 - 6.105 0.000 3.696 1.780 - 7.671
CA19-9 (>45 vs <45 KU/L)? 0.016 2.084 1.145 - 3.792 0.028 2.052 1.083 - 3.890
Positive margins 0.100 1.905 0.884 - 4.104
Any post-operative chemotherapy 0.271 1.401 0.768 — 2.556
Adjuvant therapy 0.988 0.994 0.492 - 2.010
Age, yrs 0.805 0.996 0.968 - 1.026
'8 edition.

245 kU/L is median value.
Bold means that those values are statistically significant.

TABLE 3B | Cancer cell B7-H3 expression and tumor differentiation or Lymph node metastasis or CA19-9.

Variables Univariable Analysis Multivariable analysis
P HR (95% CI) P HR (95% ClI)

B7H3-expression in cancer cells 0.031 0.525 0.293 - 0.942 0.029 0.505 0.273 - 0.931
Tumor differentiation

Moderate vs poor 0.000 0.269 0.141 - 0.512 0.000 0.279 0.146 - 0.533
B7H3-expression in cancer cells 0.031 0.525 0.293 - 0.942 0.015 0.479 0.266 - 0.865
Lymph node metastasis (yes/no) 0.001 3.149 1.625 - 6.105 0.000 3.349 1.720 - 6.520
B7H3-expression in cancer cells 0.031 0.525 0.293 - 0.942 0.196 0.675 0.372 -1.225
CA19-9 (>45 vs <45 kU/L) 0.016 2.084 1.145 - 3.792 0.019 2.054 1.127 - 3.744

Bold means that those values are statistically significant.

TABLE 4 | Cox proportional hazard regression analysis of time to cancer recurrence in ampullary cancer patients.

Table 4A | Cancer cell B7-H3 expression and clinico-pathological variables.

Variables Univariable Analysis Multivariable analysis
P HR (95% CI) P HR (95% CI)

B7H3-expression in cancer cells 0.022 0.505 0.281 - 0.907 0.418 0.767 0.404 - 1.457
T-stage (T2, T3, T4 vs T1)’ 0.035 2.739 1.076 - 6.970 0.603 0.757 0.265 - 2.164
Tumor differentiation

Moderate vs poor 0.000 0.261 0.134 - 0.507 0.000 0.230 0.110 - 0.480
Well-differentiated vs poor 0.242 0.568 0.220 - 1.466 0.351 0.616 0.222 -1.708
Lymph node metastases (yes/no) 0.001 3.117 1.607 - 6.045 0.001 3.700 1.770 - 7.734
CA19-9 (>45 vs <45 KU/L)? 0.047 1.850 1.009 - 3.390 0.013 2.293 1.190 - 4.420
Positive margins 0.091 1.936 0.900 - 4.165
Any post-operative chemotherapy 0.111 1.621 0.895 — 2.936
Adjuvant therapy 0.997 0.999 0.494 - 2.019
Age, yrs 0.837 0.997 0.967 - 1.027
8" edition.

245 KU/L is median value.
Bold means that those values are statistically significant.

cancer cells (22, 49). Therefore, we did not distinguish between
membrane expression and cytoplasmic expression in our
assessment of B7-H3 expression. Similarly, we have not
discriminated between membrane and cytoplasmic expression

of PD-L1, Galectin-9, HVEM and HHLA2 in our previous
studies in the same patient cohort (43, 50). Whether
cytoplasmic B7-H3 staining reflects the presence of alternative
splice variants that lack the transmembrane region but are
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TABLE 4B | Cancer cell B7-H3 expression and tumor differentiation or Lymph node metastasis or CA19-9.

Variables Univariable Analysis Multivariable analysis
P HR (95% Cl) P HR (95% Cl)

B7H3-expression in cancer cells 0.022 0.505 0.281 - 0.907 0.025 0.488 0.261 - 0.913
Tumor differentiation

Moderate vs poor 0.000 0.261 0.134 - 0.507 0.000 0.278 0.142 - 0.544
B7H3-expression in cancer cells 0.022 0.505 0.281 - 0.907 0.010 0.459 0.254 - 0.832
Lymph node metastasis (yes/no) 0.001 3.117 1.607 - 6.045 0.000 3.335 1.709 - 6.508
B7H3-expression in cancer cells 0.022 0.505 0.281 - 0.907 0.181 0.661 0.361 -1.212
CA19-9 (>45 vs <45 kU/L) 0.047 1.850 1.009 - 3.390 0.050 1.835 1.000 - 3.369

Bold means that those values are statistically significant.

functionally intact, as has been demonstrated for cytoplasmic
PD-L1 (51), is currently unknown.

Previous studies reported large differences in frequencies of
B7-H3 expression in tumors of pancreatic cancer patients,
ranging from 41% to 94% of all patients. We observed a
lower frequency of patients with cancer cell B7-H3
expression. Several differences between individual studies may
contribute to the reported variation in proportions of
pancreatic patients that express B7-H3 in their tumors.
Firstly, differences in ethnicity may play a role. While we
studied a Caucasian patient cohort, whereas most previous
studies investigated Asian patient cohorts (24, 32, 37-42).
The lowest previously reported frequency of B7-H3
expressing cancer cells in pancreatic cancer patients (41%)
was observed in a patient cohort from the USA, which
probably also consisted largely of Caucasian patients (30).
Secondly, whereas we carefully discriminated expression in
cancer cells from stromal expression, it is unclear whether
expression in these two cell types was distinguished in several
previous studies (37, 39, 40, 42). Thirdly, the use of different
anti-B7-H3 antibodies and immunohistochemistry protocols
might account for differences in reported expression rates. We
used antibody clone SP206, which has been generated by
immunization with a synthetic peptide derived from the C-
terminus of B7-H3, which is present in both B7-H3 isoforms,
2Ig-B7-H3 and 4Ig-B7-H3. Therefore, this antibody recognizes
both isoforms. The specificity of this antibody has been
established previously in two independent studies (33, 44),
and we validated our immunohistochemistry protocol by
staining of several healthy tissues. In contrast, most
previously published studies on B7-H3 expression in
pancreatic cancer do not show any data on validation of their
B7-H3 immunohistochemistry protocol (24, 36-38, 40-42),
and/or do not even mention the anti-B7-H3 antibody clone
used (37, 40, 42). It is therefore difficult to judge the accuracy of
the data reported by these studies. Our data reliably show that
B7-H3 is infrequently expressed in cancer cells of Caucasian
pancreatic carcinoma patients, while expression in tumor
stroma is more common.

The conflicting results regarding associations between
tumoral B7-H3 expression and prognosis of pancreatic
cancer patients reported by previous studies may also be
related to the same technical issues and/or differences

between patient cohorts. Although our pancreatic cancer
patient cohort was much larger (137 patients) than most of
the previous cohorts in which association between B7-H3
expression and prognosis was investigated (36, 39-42), we
found no association between B7-H3 expression in cancer
cells or in tumor stroma with cancer recurrence or patient
survival. The only other study that included a patient cohort of
similar size (150 patients) (32) showed that B7-H3 expression
on tumor cells was associated with worse survival, but the
patients were of Asian origin.

Even though pancreatic cancer and ampullary cancer of the
pancreato-biliary subtype are histologically almost
indistinguishable, we found that B7-H3 is more frequently
expressed in cancer cells of ampullary cancer patients
compared to pancreatic cancer patients. Similarly, we have
previously reported that cancer cell expression of the co-
inhibitory immune checkpoint molecules PDL-1 and HHLA-2
is more prevalent in ampullary cancer patients than in pancreatic
cancer patients (p=0.043) (50). These data indicate that
ampullary tumors differ from pancreatic tumors in terms of
higher expression rate of at least three different co-inhibitory
molecules of the B7 superfamily in their cancer cells.

While an inverse association between cancer cell expression of
a co-inhibitory molecule and patient prognosis is counter-
intuitive, such association may be explained by the phenomenon
of adaptive immune resistance. This means that tumor cells up-
regulate expression of inhibitory immune checkpoint molecules in
response to T-cell infiltration in order to evade immune attack (52,
53). Thereby, inhibitory immune checkpoint expression on cancer
cells is a sign of anti-tumor immune pressure. Indeed, expression
of the well-studied co-inhibitory B7 family member PD-L1 has
been found to be associated with better patient outcome in several
cancer types, including pancreatic cancer (43, 52, 54).
Mechanistically, this phenomenon is caused by induction of PD-
L1 expression on tumor cells by cytokines such as IFN-vy that are
secreted by tumor-infiltrating T cells (55). Similarly, IFN-y has
been shown to enhance B7-H3 expression on pancreatic cancer
cell lines, and B7-H3 mRNA and IFN-y mRNA levels were found
to correlate positively in pancreatic cancer (36).

The majority of pancreatic tumors and ampullary tumors
show prominent B7-H3 expression on tumor stroma. A previous
study revealed that B7-H3 in pancreatic cancer is expressed by
tumor vasculature (30), while in breast cancer and ovarian
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cancer B7-H3 was shown to be expressed by tumor-associated
fibroblasts (33, 56). It is beyond the scope of the present study to
investigate whether in ampullary cancer B7-H3 is expressed in
endothelial cells, fibroblasts, or both. Nevertheless, the possibility
of eradicating tumor stroma by targeting B7-H3 can be
advantageous, as tumor stroma can promote tumor growth
(34, 35).

In conclusion, B7-H3 may represent an interesting potential
immunotherapeutic target for ampullary cancer of the
pancreato-biliary subtype, because it is expressed in cancer
cells of about half of the patients, and in about two-thirds of
patients in tumoral stroma. In contrast, in pancreatic cancer
patients, B7-H3 is less frequently expressed in cancer cells and its
expression in tumor stroma is lower. Together, these data are in
favor of exploiting therapeutic targeting of B7-H3 in ampullary
cancer rather than in pancreatic cancer.

DATA AVAILABILITY STATEMENT

The raw data supporting the conclusions of this article will be
made available by the authors, without undue reservation.

REFERENCES

. Mizrahi JD, Surana R, Valle JW, Shroff RT. Pancreatic cancer. Lancet (2020)
395:2008-20. doi: 10.1016/s0140-6736(20)30974-0
2. Siegel RL, Miller KD, Jemal A. Cancer statistics, 2018. CA Cancer ] Clin (2018)
68:7-30. doi: 10.3322/caac.21442
3. Suker M, Beumer BR, Sadot E, Marthey L, Faris JE, Mellon EA, et al.
FOLFIRINOX for locally advanced pancreatic cancer: a systematic review
and patient-level meta-analysis. Lancet Oncol (2016) 17:801-10. doi: 10.1016/
$1470-2045(16)00172-8
4. Conroy T, Desseigne F, Ychou M, Bouché O, Guimbaud R, Bécouarn Y, et al.
FOLFIRINOX versus gemcitabine for metastatic pancreatic cancer. N Engl |
Med (2011) 364:1817-25. doi: 10.1056/NEJMoal011923
5. Von Hoff DD, Ervin T, Arena FP, Chiorean EG, Infante J, Moore M, et al.
Increased survival in pancreatic cancer with nab-paclitaxel plus gemcitabine.
N Engl ] Med (2013) 369:1691-703. doi: 10.1056/NEJMoal304369
6. Conroy T, Hammel P, Hebbar M, Ben Abdelghani M, Wei AC, Raoul JL, et al.
FOLFIRINOX or Gemcitabine as Adjuvant Therapy for Pancreatic Cancer. N
Engl ] Med (2018) 379:2395-406. doi: 10.1056/NEJMoal809775
7. Rostain F, Hamza S, Drouillard A, Faivre J, Bouvier AM, Lepage C. Trends in
incidence and management of cancer of the ampulla of Vater. World |
Gastroenterol (2014) 20:10144-50. doi: 10.3748/wjg.v20.i29.10144
8. Talamini MA, Moesinger RC, Pitt HA, Sohn TA, Hruban RH, Lillemoe KD,
et al. Adenocarcinoma of the ampulla of Vater. A 28-year experience. Ann
Surg (1997) 225:590-9; discussion 9-600. doi: 10.1097/00000658-199705000-
00015
9. Kimura W, Futakawa N, Yamagata S, Wada Y, Kuroda A, Muto T, et al.
Different clinicopathologic findings in two histologic types of carcinoma of
papilla of Vater. Jpn ] Cancer Res (1994) 85:161-6. doi: 10.1111/j.1349-
7006.1994.tb02077.x
10. Westgaard A, Tafjord S, Farstad IN, Cvancarova M, Eide TJ, Mathisen O, et al.
Pancreatobiliary versus intestinal histologic type of differentiation is an
independent prognostic factor in resected periampullary adenocarcinoma.
BMC Cancer (2008) 8:170. doi: 10.1186/1471-2407-8-170
11. Carter JT, Grenert JP, Rubenstein L, Stewart L, Way LW. Tumors of the
ampulla of vater: histopathologic classification and predictors of survival.
J Am Coll Surg (2008) 207:210-8. doi: 10.1016/j.jamcollsurg.2008.01.028

—

ETHICS STATEMENT

The studies involving human participants were reviewed and
approved by METC Erasmus Medical Center Rotterdam. The
patients/participants provided their written informed consent to
participate in this study.

AUTHOR CONTRIBUTIONS

KS, DS, MB, PB, and JK contributed to the design and conduct.
EG, KS, MA, and PB contributed to the acquisition of the data.
EG, MA, KS, and PB contributed to the analysis. CV contributed
to material support. PB and JK supervised the study. All authors
contributed substantial to the interpretation of data and were
involved in drafting and revising the manuscript. All authors
contributed to the article and approved the submitted version.

FUNDING

The study was funded by Erasmus MC, Rotterdam.

12. Sikora SS, Balachandran P, Dimri K, Rastogi N, Kumar A, Saxena R, et al.
Adjuvant chemo-radiotherapy in ampullary cancers. Eur ] Surg Oncol (2005)
31:158-63. doi: 10.1016/j.ejs0.2004.08.013

13. Ribas A, Wolchok JD. Cancer immunotherapy using checkpoint blockade.
Science (2018) 359:1350-5. doi: 10.1126/science.aar4060

14. Brahmer JR, Tykodi SS, Chow LQ, Hwu W], Topalian SL, Hwu P, et al. Safety
and activity of anti-PD-L1 antibody in patients with advanced cancer. N Engl J
Med (2012) 366:2455-65. doi: 10.1056/NEJMoal200694

15. Royal RE, Levy C, Turner K, Mathur A, Hughes M, Kammula US, et al. Phase
2 trial of single agent Ipilimumab (anti-CTLA-4) for locally advanced or
metastatic pancreatic adenocarcinoma. J Immunother (2010) 33:828-33.
doi: 10.1097/CJ1.0b013e3181eecl4c

16. Chapoval AL Ni J, Lau JS, Wilcox RA, Flies DB, Liu D, et al. B7-H3: a
costimulatory molecule for T cell activation and IFN-gamma production. Nat
Immunol (2001) 2:269-74. doi: 10.1038/85339

17. Suh WK, Gajewska BU, Okada H, Gronski MA, Bertram EM, Dawicki W, et al.
The B7 family member B7-H3 preferentially down-regulates T helper type 1-
mediated immune responses. Nat Immunol (2003) 4:899-906. doi: 10.1038/ni967

18. Prasad DV, Nguyen T, Li Z, Yang Y, Duong J, Wang Y, et al. Murine B7-H3 is
a negative regulator of T cells. ] Immunol (2004) 173:2500-6. doi: 10.4049/
jimmunol.173.4.2500

19. Leitner J, Klauser C, Pickl WF, Stockl J, Majdic O, Bardet AF, et al. B7-H3 is a
potent inhibitor of human T-cell activation: No evidence for B7-H3 and
TREML2 interaction. Eur ] Immunol (2009) 39:1754-64. doi: 10.1002/
€j.200839028

20. Yoon BR, Chung YH, Yoo §J, Kawara K, Kim J, Yoo IS, et al. Preferential
Induction of the T Cell Auxiliary Signaling Molecule B7-H3 on Synovial
Monocytes in Rheumatoid Arthritis. J Biol Chem (2016) 291:4048-57.
doi: 10.1074/jbc.M115.680298

21. Vigdorovich V, Ramagopal UA, Lazar-Molnar E, Sylvestre E, Lee JS,
Hofmeyer KA, et al. Structure and T cell inhibition properties of B7 family
member, B7-H3. Structure (2013) 21:707-17. doi: 10.1016/j.str.2013.03.003

22. Picarda E, Ohaegbulam KC, Zang X. Molecular Pathways: Targeting B7-H3
(CD276) for Human Cancer Immunotherapy. Clin Cancer Res (2016)
22:3425-31. doi: 10.1158/1078-0432.Ccr-15-2428

23. Xu H, Cheung IY, Guo HF, Cheung NK. MicroRNA miR-29 modulates
expression of immunoinhibitory molecule B7-H3: potential implications for

Frontiers in Oncology | www.frontiersin.org

April 2021 | Volume 11 | Article 615691


https://doi.org/10.1016/s0140-6736(20)30974-0
https://doi.org/10.3322/caac.21442
https://doi.org/10.1016/s1470-2045(16)00172-8
https://doi.org/10.1016/s1470-2045(16)00172-8
https://doi.org/10.1056/NEJMoa1011923
https://doi.org/10.1056/NEJMoa1304369
https://doi.org/10.1056/NEJMoa1809775
https://doi.org/10.3748/wjg.v20.i29.10144
https://doi.org/10.1097/00000658-199705000-00015
https://doi.org/10.1097/00000658-199705000-00015
https://doi.org/10.1111/j.1349-7006.1994.tb02077.x
https://doi.org/10.1111/j.1349-7006.1994.tb02077.x
https://doi.org/10.1186/1471-2407-8-170
https://doi.org/10.1016/j.jamcollsurg.2008.01.028
https://doi.org/10.1016/j.ejso.2004.08.013
https://doi.org/10.1126/science.aar4060
https://doi.org/10.1056/NEJMoa1200694
https://doi.org/10.1097/CJI.0b013e3181eec14c
https://doi.org/10.1038/85339
https://doi.org/10.1038/ni967
https://doi.org/10.4049/jimmunol.173.4.2500
https://doi.org/10.4049/jimmunol.173.4.2500
https://doi.org/10.1002/eji.200839028
https://doi.org/10.1002/eji.200839028
https://doi.org/10.1074/jbc.M115.680298
https://doi.org/10.1016/j.str.2013.03.003
https://doi.org/10.1158/1078-0432.Ccr-15-2428
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

Geerdes et al.

B7-H3 in Pancreatic/Ampullary Cancer

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34,

35.

36.

37.

38.

39.

40.

41.

42,

immune based therapy of human solid tumors. Cancer Res (2009) 69:6275-81.
doi: 10.1158/0008-5472.Can-08-4517

Yamato I, Sho M, Nomi T, Akahori T, Shimada K, Hotta K, et al. Clinical
importance of B7-H3 expression in human pancreatic cancer. Br ] Cancer
(2009) 101:1709-16. doi: 10.1038/sj.bjc.6605375

Yonesaka K, Haratani K, Takamura S, Sakai H, Kato R, Takegawa N, et al. B7-
H3 Negatively Modulates CTL-Mediated Cancer Immunity. Clin Cancer Res
(2018) 24:2653-64. doi: 10.1158/1078-0432.Ccr-17-2852

Chen C, Shen Y, Qu QX, Chen XQ, Zhang XG, Huang JA. Induced expression
of B7-H3 on the lung cancer cells and macrophages suppresses T-cell
mediating anti-tumor immune response. Exp Cell Res (2013) 319:96-102.
doi: 10.1016/j.yexcr.2012.09.006

Lee YH, Martin-Orozco N, Zheng P, Li J, Zhang P, Tan H, et al. Inhibition of
the B7-H3 immune checkpoint limits tumor growth by enhancing cytotoxic
lymphocyte function. Cell Res (2017) 27:1034-45. doi: 10.1038/cr.2017.90
Loo D, Alderson RF, Chen FZ, Huang L, Zhang W, Gorlatov S, et al.
Development of an Fc-enhanced anti-B7-H3 monoclonal antibody with
potent antitumor activity. Clin Cancer Res (2012) 18:3834-45. doi: 10.1158/
1078-0432.Ccr-12-0715

Flem-Karlsen K, Fodstad @, Tan M, Nunes-Xavier CE. B7-H3 in Cancer -
Beyond Immune Regulation. Trends Cancer (2018) 4:401-4. doi: 10.1016/
j-trecan.2018.03.010

Seaman S, Zhu Z, Saha S, Zhang XM, Yang MY, Hilton MB, et al. Eradication
of Tumors through Simultaneous Ablation of CD276/B7-H3-Positive Tumor
Cells and Tumor Vasculature. Cancer Cell (2017) 31:501-15.€8. doi: 10.1016/
j.ccell.2017.03.005

Du H, Hirabayashi K, Ahn S, Kren NP, Montgomery SA, Wang X, et al.
Antitumor Responses in the Absence of Toxicity in Solid Tumors by
Targeting B7-H3 via Chimeric Antigen Receptor T Cells. Cancer Cell (2019)
35:221-37.e8. doi: 10.1016/j.ccell.2019.01.002

Inamura K, Takazawa Y, Inoue Y, Yokouchi Y, Kobayashi M, Saiura A, et al.
Tumor B7-H3 (CD276) Expression and Survival in Pancreatic Cancer. ] Clin
Med (2018) 7:172-87. doi: 10.3390/jcm7070172

MacGregor HL, Sayad A, Elia A, Wang BX, Katz SR, Shaw PA, et al. High
expression of B7-H3 on stromal cells defines tumor and stromal compartments in
epithelial ovarian cancer and is associated with limited immune activation.
J Immunother Cancer (2019) 7:357. doi: 10.1186/s40425-019-0816-5

Kerbel RS. Tumor angiogenesis. N Engl ] Med (2008) 358:2039-49.
doi: 10.1056/NEJMra0706596

Kalluri R. The biology and function of fibroblasts in cancer. Nat Rev Cancer
(2016) 16:582-98. doi: 10.1038/nrc.2016.73

Loos M, Hedderich DM, Ottenhausen M, Giese NA, Laschinger M, Esposito I,
et al. Expression of the costimulatory molecule B7-H3 is associated with
prolonged survival in human pancreatic cancer. BMC Cancer (2009) 9:463.
doi: 10.1186/1471-2407-9-463

Zhao X, Li DC, Zhu XG, Gan WJ, Li Z, Xiong F, et al. B7-H3 overexpression in
pancreatic cancer promotes tumor progression. Int ] Mol Med (2013) 31:283-
91. doi: 10.3892/ijmm.2012.1212

Xu H, Chen X, Tao M, Chen K, Chen C, Xu G, et al. B7-H3 and B7-H4 are
independent predictors of a poor prognosis in patients with pancreatic cancer.
Oncol Lett (2016) 11:1841-6. doi: 10.3892/01.2016.4128

Zhao ], Meng Z, Xie C, Yang C, Liu Z, Wu S, et al. B7-H3 is regulated by BRD4
and promotes TLR4 expression in pancreatic ductal adenocarcinoma. Int |
Biochem Cell Biol (2019) 108:84-91. doi: 10.1016/j.biocel.2019.01.011

Li D, Wang ], Zhou J, Zhan S, Huang Y, Wang F, et al. B7-H3 combats
apoptosis induced by chemotherapy by delivering signals to pancreatic cancer
cells. Oncotarget (2017) 8:74856-68. doi: 10.18632/oncotarget.20421

Chen Y, Sun J, Zhao H, Zhu D, Zhi Q, Song S, et al. The coexpression and clinical
significance of costimulatory molecules B7-H1, B7-H3, and B7-H4 in human
pancreatic cancer. Onco Targets Ther (2014) 7:1465-72. doi: 10.2147/0tt.566809
Xu L, Ding X, Tan H, Qian J. Correlation between B7-H3 expression and
matrix metalloproteinases 2 expression in pancreatic cancer. Cancer Cell Int
(2013) 13:81. doi: 10.1186/1475-2867-13-81

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

Sideras K, Biermann K, Yap K, Mancham S, Boor PPC, Hansen BE, et al.
Tumor cell expression of immune inhibitory molecules and tumor-infiltrating
lymphocyte count predict cancer-specific survival in pancreatic and ampullary
cancer. Int J Cancer (2017) 141:572-82. doi: 10.1002/ijc.30760

Maachani UB, Tosi U, Pisapia DJ, Mukherjee S, Marnell CS, Voronina J, et al.
B7-H3 as a Prognostic Biomarker and Therapeutic Target in Pediatric central
nervous system Tumors. Transl Oncol (2020) 13:365-71. doi: 10.1016/
jtranon.2019.11.006

Zhang X, JiJ, Zhang G, Fang C, Jiang F, Ma S, et al. Expression and ignificance
of B7-H3 and Tie-2 in the tumor vasculature of clear cell renal carcinoma.
Onco Targets Ther (2017) 10:5417-24. doi: 10.2147/0tt.5147041

Roth TJ, Sheinin Y, Lohse CM, Kuntz SM, Frigola X, Inman BA, et al. B7-H3
ligand expression by prostate cancer: a novel marker of prognosis and
potential target for therapy. Cancer Res (2007) 67:7893-900. doi: 10.1158/
0008-5472.Can-07-1068

Altan M, Pelekanou V, Schalper KA, Toki M, Gaule P, Syrigos K, et al. B7-H3
Expression in NSCLC and Its Association with B7-H4, PD-L1 and Tumor-
Infiltrating Lymphocytes. Clin Cancer Res (2017) 23:5202-9. doi: 10.1158/
1078-0432.Ccr-16-3107

Ingebrigtsen VA, Boye K, Nesland JM, Nesbakken A, Flatmark K, Fodstad @.
B7-H3 expression in colorectal cancer: associations with clinicopathological
parameters and patient outcome. BMC Cancer (2014) 14:602. doi: 10.1186/
1471-2407-14-602

Janakiram M, Shah UA, Liu W, Zhao A, Schoenberg MP, Zang X. The third
group of the B7-CD28 immune checkpoint family: HHLA2, TMIGD2, B7x,
and B7-H3. Immunol Rev (2017) 276:26-39. doi: 10.1111/imr.12521

Boor PPC, Sideras K, Biermann K, Hosein Aziz M, Levink IJM, Mancham S,
et al. HHLA2 is expressed in pancreatic and ampullary cancers and increased
expression is associated with better post-surgical prognosis. Br ] Cancer (2020)
122:1211-8. doi: 10.1038/s41416-020-0755-4

Gong B, Kiyotani K, Sakata S, Nagano S, Kumehara S, Baba S, et al. Secreted
PD-L1 variants mediate resistance to PD-L1 blockade therapy in non-small
cell lung cancer. J Exp Med (2019) 216:982-1000. doi: 10.1084/jem.20180870
Taube JM, Anders RA, Young GD, Xu H, Sharma R, McMiller TL, et al.
Colocalization of inflammatory response with B7-hl expression in human
melanocytic lesions supports an adaptive resistance mechanism of immune
escape. Sci Transl Med (2012) 4:127ra37. doi: 10.1126/scitranslmed.3003689
Spranger S, Spaapen RM, Zha Y, Williams J, Meng Y, Ha TT, et al. Up-
regulation of PD-L1, IDO, and T(regs) in the melanoma tumor
microenvironment is driven by CD8(+) T cells. Sci Transl Med (2013)
5:200ral16. doi: 10.1126/scitranslmed.3006504

Sideras K, Biermann K, Verheij ], Takkenberg BR, Mancham S, Hansen BE,
et al. PD-L1, Galectin-9 and CD8(+) tumor-infiltrating lymphocytes are
associated with survival in hepatocellular carcinoma. Oncoimmunology
(2017) 6:€1273309. doi: 10.1080/2162402x.2016.1273309

Ribas A, Hu-Lieskovan S. What does PD-L1 positive or negative mean? ] Exp
Med (2016) 213:2835-40. doi: 10.1084/jem.20161462

Costa A, Kieffer Y, Scholer-Dahirel A, Pelon F, Bourachot B, Cardon M, et al.
Fibroblast Heterogeneity and Immunosuppressive Environment in Human
Breast Cancer. Cancer Cell (2018) 33:463-79.e10. doi: 10.1016/
j.ccell.2018.01.011

Conflict of Interest: The 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 © 2021 Geerdes, Sideras, Aziz, van Eijck, Bruno, Sprengers, Boor and
Kwekkeboom. 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.

Frontiers in Oncology | www.frontiersin.org

April 2021 | Volume 11 | Article 615691


https://doi.org/10.1158/0008-5472.Can-08-4517
https://doi.org/10.1038/sj.bjc.6605375
https://doi.org/10.1158/1078-0432.Ccr-17-2852
https://doi.org/10.1016/j.yexcr.2012.09.006
https://doi.org/10.1038/cr.2017.90
https://doi.org/10.1158/1078-0432.Ccr-12-0715
https://doi.org/10.1158/1078-0432.Ccr-12-0715
https://doi.org/10.1016/j.trecan.2018.03.010
https://doi.org/10.1016/j.trecan.2018.03.010
https://doi.org/10.1016/j.ccell.2017.03.005
https://doi.org/10.1016/j.ccell.2017.03.005
https://doi.org/10.1016/j.ccell.2019.01.002
https://doi.org/10.3390/jcm7070172
https://doi.org/10.1186/s40425-019-0816-5
https://doi.org/10.1056/NEJMra0706596
https://doi.org/10.1038/nrc.2016.73
https://doi.org/10.1186/1471-2407-9-463
https://doi.org/10.3892/ijmm.2012.1212
https://doi.org/10.3892/ol.2016.4128
https://doi.org/10.1016/j.biocel.2019.01.011
https://doi.org/10.18632/oncotarget.20421
https://doi.org/10.2147/ott.S66809
https://doi.org/10.1186/1475-2867-13-81
https://doi.org/10.1002/ijc.30760
https://doi.org/10.1016/j.tranon.2019.11.006
https://doi.org/10.1016/j.tranon.2019.11.006
https://doi.org/10.2147/ott.S147041
https://doi.org/10.1158/0008-5472.Can-07-1068
https://doi.org/10.1158/0008-5472.Can-07-1068
https://doi.org/10.1158/1078-0432.Ccr-16-3107
https://doi.org/10.1158/1078-0432.Ccr-16-3107
https://doi.org/10.1186/1471-2407-14-602
https://doi.org/10.1186/1471-2407-14-602
https://doi.org/10.1111/imr.12521
https://doi.org/10.1038/s41416-020-0755-4
https://doi.org/10.1084/jem.20180870
https://doi.org/10.1126/scitranslmed.3003689
https://doi.org/10.1126/scitranslmed.3006504
https://doi.org/10.1080/2162402x.2016.1273309
https://doi.org/10.1084/jem.20161462
https://doi.org/10.1016/j.ccell.2018.01.011
https://doi.org/10.1016/j.ccell.2018.01.011
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

	Cancer Cell B7-H3 Expression Is More Prevalent in the Pancreato-Biliary Subtype of Ampullary Cancer Than in Pancreatic Cancer
	Introduction
	Patients and Methods
	Patient Population and Tissue Samples
	B7H3 Immunohistochemistry
	Statistical Analysis

	Results
	B7-H3 Expression in Cancer Cells and Tumor Stroma of Pancreatic and Ampullary Cancer
	Associations Between B7-H3 Expression and Baseline Clinicopathologic Characteristics and Post-Surgical Outcome

	Discussion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	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


