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Abstract: One of the characteristics of prognostically infaust uveal melanoma (UM) is an inflammatory
phenotype, which is characterized by high numbers of infiltrating T cells and macrophages, and a
high HLA Class I expression. We wondered how this inflammation is regulated, and considered
that one of the most important regulators of inflammation, the NFkB pathway, might play a role.
We analyzed 64 UM samples for expression of HLA Class I, its regulators, and of members of the NFkB
transcription family, using an [llumina HT12V4 array. HLA Class I expression and infiltrating immune
cells were also determined by immunohistochemical staining. Information was obtained regarding
chromosome status by Affymetrix Nsp array. Our analysis shows that expression of NFkB1, NFkB2
and RELB positively correlates with the level of HLA Class I expression and the number of infiltrating
T cells and macrophages, while SPP1 and PPARY are negatively correlated. Increased levels of NFkB1
and NFkB2 and decreased levels of SPP1 and PPARYy are seen in Monosomy 3/BAP1-negative tumors.
This is also the case in non-inflammatory UM, indicating that our observation not only involves
infiltrating leukocytes but the tumor cells themselves. We report that the NFkB pathway is associated
with inflammation and HLA Class I expression in UM, and is upregulated when BAP1 expression
is lost.

Keywords: uveal melanoma; inflammation; HLA Class I, NFkB pathway; BAP1; oncology

1. Introduction

Uveal melanoma (UM) is a malignancy that originates from melanocytes in the eye, and 50% of the
patients will ultimately develop metastases [1,2]. Immune cell infiltration, secretion of inflammatory
cytokines and an increase in HLA expression are frequently observed in UM, leading to an inflamed
tumor environment, inside the immune-privileged eye [3]. This inflammatory phenotype is linked
to an increased risk for metastasis [4-7], and has been associated with loss of chromosome 3 [8,9].
It was recently noticed that an extra copy of chromosome 8q in the tumor is associated with an influx
of macrophages, while loss of chromosome 3 (Monosomy 3, M3) correlates with an increased influx
of T cells [10]. M3 occurs in almost 50% of patients and is associated with a bad prognosis [11-13].
Almost all cases with M3 also show gain of chromosome 8q, but this may even occur in tumors with
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two chromosomes 3 (Disomy 3, D3); it is considered a bad prognostic sign [14-16]. Another alteration
is a gain of 6p, which occurs in 25-40% of cases, and is a sign of good prognosis [17,18].

Besides chromosomal changes, important genetic driver mutations have been identified: these
include activating mutations in GNAQ and GNA11 [19,20], which are thought to lead to the
transformation of melanocytic cells by upregulation of YAP1 [21]. These mutations are already
seen in choroidal nevi, where YAP upregulation is also present [22]. Loss of expression of a key
tumor suppressor gene, BAP1, encoding a deubiquitinating protein and located on chromosome 3,
together with the loss of the other chromosome 3, is strongly correlated with the development of
metastases [23]. Major signalling pathways such as the Rb, PI3K/Akt, MAPK and NFkB pathways are
frequently disregulated in prognostically bad UM [24-26]. This disregulation will lead to inhibition of
apoptosis and stimulation of cell proliferation, while the cells will become more invasive and tend to
migrate to other organs.

Inflammation is considered one of the hallmarks of cancer [27], but its regulation is not always
clear. Although in UM a relation is seen between M3/loss of BAP1 expression and the presence of
an inflammatory phenotype, little is known about the pathways which regulate this inflammation.
One of the major regulators of inflammation in cancer is the NFkB-signalling pathway [28]. Members
of the NFkB transcription family include RELA (p65), RELB, c-REL, NFkB1 (p105/p50), and NFkB2
(p100/p52), which are regulated by proteins such as IKK and NEMO (IkBkG). The canonical pathway,
in which NFkB1 is the main player, is involved in many different aspects of the immune system while
the non-canonical pathway, in which NFkB2 is involved, regulates specific functions of the adaptive
immune system.

During tumorigenesis, the NFkB pathway is often upregulated and leads to uncontrolled
proliferation, apoptosis resistance, angiogenesis, inhibition of senescence, invasion, metastasis and
resistance to different treatments [28]. P53 and PTEN proteins can function as negative regulators
of NFkB signalling and mutations in these genes can affect the pathway’s activity. Other oncogenic
mutations, such as amplifications and point mutations in RELA and other NFkB signalling genes, have
been identified in several lymphoid malignancies, and give rise to inflammation [29]. Stromal M2
macrophages produce various cytokines and play a major role in NFkB upregulation. In cutaneous
melanoma, the NFkB pathway is known as a molecular switch which is turned on during tumor
progression [30,31].

Both the canonical and non-canonical NFkB pathway have been shown to be active in primary
and metastatic UM and are related to progression of the disease [32-34], while inhibition of NFkB has
been shown to reduce cell proliferation. As far as we know, the relation between NFkB signalling, HLA
Class I expression and genetic tumor progression in UM has not been reported. As we observed in
our previous studies that genetic aberrations in UM are related to progression of the inflammatory
environment, we set out to investigate whether NFkB plays a role in the expression of HLA Class I and
whether the expression of NFkB itself is related to the tumor’s chromosome 3/BAP1 status.

2. Results

2.1. HLA Expression is Related to NFkB Pathway Molecules

As an increased HLA expression is one of the hallmarks of the inflammatory phenotype in UM, we
wondered whether the NFkB pathway plays a role in the expression of HLA Class I (A, B) molecules.
We investigated this by analysis of lllumina mRNA expression data. As we had several probes for the
HLA Class I markers, we compared these probes with previously acquired immunohistochemistry
data (Supplementary Table S1) [8,35,36]. Three of four mRNA probes for gene expression of HLA-A
correlated with the immunohistochemical data on HLA-A. The probe for HLA-B correlated with HC10
staining (p = 0.001). Using the three best HLA-A probes and the HLA-B probe, we determined the
relation between the NFKB pathway and HLA expression in UM (Table 1).
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Table 1. Correlation between mRNA expression levels of different NFkB pathway molecules with
mRNA expression markers of HLA-A and HLA-B. r = two-tailed Spearman correlation coefficient.
p < 0.05 is considered significant. Bonferroni correction was applied.

HLA-A Probe 1 HLA-A Probe 2 HLA-A Probe 3 HLA-B
Markers

r y r P r p r P
NFkB1 0.438  0.001 0.454  0.001 0.358 0.04 0.433  0.001
NFkB2, prl 0417 0.01 0.403 0.01 0.258 0.40 0.395 0.01
NFkB2, pr2 0.239 0.57 0.285 0.22 0.171 1 0.254 043

RELA —0.055 1 —-0.270 0.31 —0.280 0.25 —-0.147 1
RELB 0.343 0.05 0.327 0.08 0429  0.001 0.419 0.01
SPP1, prl —-0.285 0.23 —-0.303 0.15 —0.241 0.55 —-0.325 0.09
SPP1, pr2 —-0.311 0.12 —-0.335 0.07 —-0.263 0.36 —0.346 0.05
PPARY, prl —-0.325 0.09 —0.355 0.04 —-0.363 0.03 —-0.327 0.08
PPARY, pr2 —0.294 0.18 —-0.338 0.06 —-0.327 0.08 —-0.265 0.35
IkBkG 0.188 1 0.039 1 0.250 0.47 0.235 0.62

Significant positive correlations were seen between most of the NFkB markers and HLA Class I:
NFkB1, NFkB2-prl (probe 1) and RELB had a significant positive correlation with HLA-A and HLA-B.
SPP1-pr2 (probe 2) showed a negative correlation with HLA-B, while PPARy-pr1 showed a negative
correlation with HLA-A.

2.2. NFkB Pathway is Associated with HLA Class I Regulatory Factors and the Antigen-Loading Machinery

In order to further investigate the relationship between HLA Class I expression and the NFkB
pathway, we investigated a putative relation between the NFkB-signalling pathway molecules and
HLA Class I regulatory factors (Table 2). CIITA and NLRCS5 are both known as regulators of HLA Class
I expression. IRF1, IRF2 and IRF8 are all transcription factors which specifically bind to the interferon
response element and are known to play a role in the induction of HLA Class I expression in many
tissues [35]. TAP1, TAP2, Tapasin and Calreticulin all belong to the antigen-loading machinery and
play a role in the assembly of HLA Class I molecules on the cell surface [37].

NFkB1 showed a correlation with IRF1 and TAP1, while NFkB2 had positive correlations with
TAP1 and Calreticulin. RELA did not show any significant correlations while RELB showed positive
correlations with IRF1, IRF8, TAP1 and TAP2. Both probes of SPP1 showed negative correlations with
IRF1 and TAP1. Both probes of PPARY showed negative correlations with IRF1, IRF8 and TAP1.
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Table 2. Correlation between mRNA expression of NFkB pathway molecules and the antigen-presenting machinery and known regulators of HLA Class I expression,
in a cohort of 64 primary UM. r = two-tailed Spearman correlation coefficient. p < 0.05 is considered significant. Bonferroni correction was applied.

CIITA NLRC5 IRF1 IRF2 IRF2, pr2 IRF8 TAP1 TAP2 Tapasin Calreticulin
Markers
r P r P r p r P r P r P r P r P r p r P
NFkB1 0212 093 0.091 1 0.346  0.05 0.123 1 0.248 048 0236 0.61 0.396  0.01 0.086 1 0.240  0.56 0.342  0.06
NFkB2, prl 0261 0.37 0.205 1 0.327  0.08 0.143 1 0.081 1 0242 0.54 0.409 0.01 0.052 1 0.208  0.99 0.393  0.01
NFKkB2, pr2 0.290 0.20 0.191 1 0.238  0.59 0215 0.89 0.194 1 0219 0.82 0.320 0.10 0.055 1 0.326  0.09 0.344  0.05
RELA -0.249 048 -0.122 1 —-0.180 1 0.145 1 -0.010 1 -0.175 1 —-0.206 1 0.118 1 —-0.011 1 0.281 0.24
RELB 0.106 1 0262 0.37 0.449  0.001 0.122 1 0.082 1 0.439  0.001 0.440 0.001 0.444 0.001 0.267  0.33 0.134 1
SPP1, prl -0.255 042 -0.175 1 -0.394 001 -0.119 1 -0.081 1 -0305 0.14 -0439 0.001 -0258 040 -0.102 1 —0.081 1
SPP1, pr2 -0.252 045 -0.174 1 -0.406 0.01 -0.134 1 -0.067 1 -0.294 018 -0462 0.001 -0260 038 -0.107 1 -0.089 1
PPARY, prl -0.172 1 -0229 068 -0372 0.02 -0.062 1 0.058 1 -0394 001 -0443 0.001 -0299 017 -0259 0.39 0.147 1
PPARY, pr2 —-0.152 1 -0218 083 -0346 0.05 -0.082 1 -0.020 1 -0.345 005 -0.384 0.02 -0263 036 -0215 0.88 0.138 1
IkBKG 0.022 1 0215 0.87 0.167 1 0.035 1 0.266  0.34 0279 0.25 0.084 1 0298 0.17 0.209 0.98 0.067 1
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2.3. Expression of NFkB Pathway Molecules is Related to the Presence of Infiltrating Leukocytes

In order to investigate whether the NFkB pathway is involved in the regulation of leukocyte
influx, we determined whether any correlation could be found between expression of members of the
NFkB pathway and markers of infiltrate (determined by immunohistochemistry and mRNA analysis).
Since several probes for T cell and macrophage markers were available, we looked at data from a
comparison between previous immunofluorescence results and gene expression data and selected the
probes with the highest correlation [9,10,38]. We decided to use the following markers to determine
the presence of infiltrating leukocytes: CD3E and CD3D1 (part of the T-cell receptor-CD3 complex
as a marker for T cells), CD4 as a marker for T-helper cells and macrophages, CD8A as a marker for
cytotoxic T cells, and CD68 and CD163 as markers for monocytes and macrophages (Table 3).

Table 3. Correlation between mRNA expression levels of various NFkB pathway molecules with
mRNA expression markers of different types of infiltrating immune cells. = two-tailed Spearman
correlation coefficient. p < 0.05 is considered significant. Bonferroni correction was applied.

CD3E CD3D1 CD4 CD8A CDe68 CD163
Markers

r p r p r p r p r p r /4

NFkB1 0.398  0.01 0298 0.17 0227 0.71 0.365 0.03 0.172 1 0.009 1

NFKkB2, pr1 0.378  0.02 0213 091 0.195 1 0258  0.39 0375 0.02 -0.086 1

NFKkB2, pr2 0.361  0.03 0242 054 0278 0.26 0.267  0.33 0411 0.01 0.040 1

RELA 0.110 1 —-0.095 1 -0.119 1 -0.125 1 -0.062 1 —0.065 1
RELB 0.363  0.03 0.365 0.03 0.308 0.13 0.327  0.08 0.149 1 0317 0.11
SPP1, prl -0295 0.18 -0.247 049 -0337 006 -0280 025 -0442 0.001 -0.265 0.35
SPP1, pr2 -0297 017 -0251 046 -0330 008 -0281 025 -0447 0.001 -0.243 0.53
PPARY, prl -0.174 1 -0.327 0.08 -0475 0.001 -0256 041 -0221 0.79 -0399 0.01
PPARY, pr2 -0.195 1 -0.311 012 -0460 0.001 -0276 027 -0209 097 -0353 0.04
IkBkG 0.184 1 0.196 1 0233 0.64 0.188 1 —-0.009 1 0.354 0.04

Expression of NFkB1 was positively correlated with the presence of CD3 and CD8 T cells (CD3E
p =0.01, CD8A p = 0.03). Similarly, both probes for NFkB2 had a positive correlation with CD3E and
CD68. RELA did not show any significant correlation, while expression of RELB was significantly
correlated to CD3E and CD3D1. Both SPP1 probes showed a negative correlation with CD68, while
expression of PPARy (both probes) showed a negative correlation with CD4 and CD163. Expression of
IkBkG showed a positive correlation with CD163.

2.4. Confirmation of Associations Found by Heatmap and Survival

2.4.1. Distribution of NFkB Pathway and HLA Class I Gene Expression in Primary UM

We put all different analyses together in a heat map, which displays the data of 64 UM, highlighting
mRNA expression levels of relevant immune markers and tumor characteristics. According to the
heatmap (Figure 1), most D3/BAP1-positive tumors (indicated as blue in the legend) had low expression
of HLA-A, HLA-B, NFkB1, NFkB2 (indicated as blue in the expression array) and high levels of SPP1
and PPARY (indicated as yellow-orange) while most M3/BAP1-negative tumors (indicated as red in
the legend) had a high expression of HLA-A, HLA-B, NFkB1, NFkB2 (indicated as yellow-orange) and
low levels of SPP1 and PPARY (indicated as blue).
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Figure 1. Heat map of 64 UM, highlighting mRNA expression levels of inflammatory markers.
The presence of BAP1 staining, the status of chromosome 3, 6p and 8q, and the presence of GNAQ and
GNAI11 mutations are also shown. Clusters were created by unsupervised clustering of the tumors.

2.4.2. Associations between Survival in UM and Chromosome 3, BAP1 and Inflammatory Factors

Next, we investigated whether any differences could be found between survival with regard to
the level of expression of HLA Class I and NFkB pathway molecules. Different levels of expression
in HLA-A, HLAB, RELB and PPARY significantly differed in survival (Figure 2). Tumors with a low
expression of HLA-A, HLA-B and RELB led to a better overall survival (p < 0.001, p < 0.001, p < 0.001),
while tumors with a high level of PPARY correlated with better survival (p = 0.006).We also checked
survival in relation to chromosome 3 status and BAP1 staining. Patients with M3 tumors showed a
much shorter survival compared to patients with D3 tumors (p < 0.001), and those with tumors that
lacked BAP1 staining had a shorter survival compared to those with BAP1-positive tumors (p < 0.001).
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Figure 2. Kaplan—Meier survival curves based on chromosome 3 status, BAP1 staining and mRNA
expression of HLA-A, HLA-B, RELB and PPARy. A log-rank test was used for the significance analysis.

2.5. NFkB Pathway and Chromosome 3/BAP1 Status

As M3 and loss of BAP1 expression are well known risk factors for the development of metastasis
in UM, we determined whether these genetic aberrations might be associated with expression of the
NFkB-related molecules directly and, therefore, with the generation of the inflammatory environment.
First, we analysed the gene expression levels of the NFkB-related markers versus chromosome 3 status
in our cohort of 64 tumors (Figure 3a). M3 was associated with an increase in NFkB1, NFkB2, and RELB
and a decrease in SPP1 (both probes) and PPARy (both probes).

Next, we analysed a group of 55 tumors with information on BAP1 staining (Figure 3b). Levels of
NFkB1 and NFkB2 (both probes) were increased in tumors with BAP1 loss, while SPP1 (both probes)
and PPARYy (both probes) were decreased in these tumors.

2.6. NFkB Upregulation is Present in Tumor Cells

However, the positive correlations may be (partially) due to the expression of NFkB in infiltrating
lymphocytes and macrophages. In order to determine whether the association between loss of BAP1
and changes in the NFkB pathway occurs in the tumor cells themselves, we excluded the 33% of tumors
with the highest CD8 score, leaving a total of 43 tumors. Even with the decreased number of cases,
one probe for NFkB2 was still positively correlated with two HLA-A probes and with HLA-B, while
SPP1 and PPARy probes remained significantly negatively correlated to some or all of the HLA probes
(Table 4).

Most of the associations also remained significant when we performed the same comparison after
exclusion of one-third of the tumors with the highest number of macrophages (CD68) (Supplementary
Table S2).

We subsequently compared the levels of expression of NFkB pathway molecules in BAP1-positive
and -negative tumors, using the whole panel, as well as after exclusion of one-third of the tumors with
the highest CD8 scores. BAP1-negative tumors still had higher levels of NFkB2 and IkBkG, while the
negative correlations with SPP1 and PPARY remained (Table 5).
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Figure 3. Comparison of expression of factors involved in NFkB signalling pathways in (a) D3 (@ blue)
(n = 24) versus M3 (o white) (n = 40), and (b) BAP1-positive (@ blue) (n = 25) versus BAP1-negative (o
white) (n = 30) tumors. Mann—-Whitney U test, p < 0.05 is considered significant. Thick bars indicate
the means.
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Table 4. Correlation between the NFkB pathway molecules and HLA Class I expression, after exclusion
of one-third of the tumors with the highest infiltrate, based on CD8 expression (1 = 43). r = two-tailed
Spearman correlation coefficient. p < 0.05 is considered significant.

HLA-A Probe 1 HLA-A Probe 2 HLA-A Probe 3 HLA-B
Markers
r y r P r p r P

NFkB1 0.292 0.06 0.255 0.10 0.139 0.37 0.269 0.08
NFkB2, prl 0.408  0.007 0.431 0.004 0.251 0.11 0.463  0.002
NFkB2, pr2 0.212 0.17 0.257 0.10 0.113 0.47 0.281 0.07
RELA 0.095 0.55 —-0.067 0.67 —-0.153 0.33 —-0.012 0.94
RELB 0.097 0.54 0.188 0.23 0.199 0.20 0.248 0.11
SPP1, prl —-0.238 0.12 —-0.372 0.01 —-0.196 0.21 —-0.286 0.06
SPP1, pr2 —-0.289 0.06 —0.425 0.01 —0.245 0.11 —-0.331 0.03
PPARY, prl —0.354 0.02 —-0.431 0.004 -0.445  0.003 —-0.320 0.04
PPARY, pr2 —-0.341 0.03 —-0.403  0.007 —-0.421 0.005 —-0.228 0.14
IkBkG 0.001 1,0 —-0.023 0.89 0.188 0.23 0.061 0.70

Table 5. Correlation between BAP1 staining as defined by immunohistochemical staining and NFkB
pathway molecules expression in all tumors for which BAP1 staining was available (1 = 55) and again
after exclusion of one-third of the tumors with the highest infiltrate, based on CD8 expression (n = 37).
One-Way ANOVA was used to calculate the means. p < 0.05 is considered significant.

All Tumors (n = 55) Exclusion of High CD8 Tumors (1 = 37)
Markers BAP1 + BAP1 - BAP1 + BAP1 -
(Meann =25) (Mean n = 30) P (Meann =22) (Mean n =15) P

NFKB1 9.19 9.42 0.018 9.16 9.26 0.37
NFKB2-prl 6.98 7.19 0.001 6.98 7.16 0.014

NFKB2-pr2 6.94 7.14 0.003 6.94 7.15 0.01
RELA 7.13 7.05 0.12 7.14 7.09 0.47
RELB 6.68 6.73 0.23 6.66 6.70 0.48
SPP1-prl 10.97 8.56 <0.001 10.91 8.38 0.001
SPP1-pr2 10.41 7.97 <0.001 10.34 7.84 <0.001
PPARYy-prl 8.15 7.25 <0.001 8.22 7.15 0.001
PPARY-pr2 7.00 6.51 0.001 7.03 6.46 0.003
1kBkG 7.94 7.85 0.085 7.93 7.78 0.006

3. Discussion

We hypothesized that the inflammatory phenotype with an increased HLA Class I expression in
UM is linked to the activation of the NFkB pathway. Therefore, we explored the expression of some of
the most important components of the NFkB signalling pathway and investigated their association with
HLA-A and HLA-B expression and with different types of infiltrating leukocytes. In accordance with
previous studies, we noticed an association between upregulation of most of the factors involved in the
NFkB pathway with inflammatory factors [33,34]. We found that NFkB1, NFkB2 and RELB expression
were positively correlated with the expression levels of HLA-A and HLA-B, their regulators and their
antigen-loading machinery, suggesting that these NFkB pathway molecules may be positive regulators
of HLA-A and HLA-B transcription. It has been suggested that NFkB is responsible for the secretion of
several proinflammatory cytokines and chemokines and thereby guarantees the attraction, activation,
survival and differentiation of immune cells [39] which might lead to the increase of HLA Class I
expression in the tumor cells. Singh et al. [34], in a recent study, similarly observed that infiltration
increases during progression of UM and that the canonical NFkB pathway is more active in high-risk
inflamed UM. They did not report on the chromosome or BAP1 status of the tumors they studied.

We observed that M3 tumors showed higher expression levels of NFkB1, NFkB2, and RELB.
Similarly, BAP1-negative tumors showed higher levels of NFkB1 and NFkB2. We previously
demonstrated that M3/loss of BAP1 is related to increased leukocytic infiltration [8,9], and now
show an association between BAP1 loss and upregulation of the NFkB pathway. As the link between
the expression of the NFkB molecules and T cell infiltrate may also be caused by the expression of these
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molecules in the immune infiltrate itself, we repeated the analyses on the same set but now without
one-third of the tumors, which based on the expression of CD8, were highly infiltrated with T cells.
We again looked for associations between HLA and NFkB, and the genetic constitution. In this group,
we similarly observed that the tumors with M3/loss of BAP1 had an increased NFkB and HLA Class I
expression, indicating that the infiltrating leukocytes may enhance expression, but that the genetic
basis determines expression in the first place.

We also explored the presence of negative regulators of inflammation in UM: SPP1 and PPAR-y.
The SPP1/osteopontin protein is involved in different aspects of tumor biology such as cell survival and
proliferation, invasion and metastasis, and is involved in neural crest development. Kadkol et al. [40]
reported that the level of SPP1 expression was increased in the serum of patients with UM metastasis,
and that tumors with looping high-risk vasculogenic mimicry patterns had increased expression of
osteopontin. Another study [41] also looked at protein expression using a monoclonal antibody and did
not observe a relation between expression and survival. In contrast to Kadkol and Simoes, we looked
at mRNA and observed that decreased levels of SPP1 mRNA were associated with an unfavorable
prognosis in UM. Onken et al. have similarly reported a decreased expression of SPP1 mRNA in
high-risk UM [42]. It is of interest to further investigate the mechanism of SPP1 downregulation during
UM progression to determine its function.

The upregulation of the NFkB pathway upon loss of one copy of chromosome 3 could possibly
be explained by the fact that the PPAR-y gene is located on chromosome 3. The PPAR-y protein is
a negative regulator of the NFkB pathway, so it has been hypothesized that loss of chromosome 3
leads to insufficient inactivation of NFkB by PPAR-y [43]. In our study, SPP1 and PPAR-y expression
were negatively correlated to T lymphocyte and macrophage markers. As expected, we found a
positive correlation between the expression of these two factors with BAP1 expression. We previously
observed [35] that a high expression of HLA-A, HLA-B, B2M, TAP1, IRF1 and IRF8 was related to
an increase in the presence of T cells. van Essen and colleagues compared the expression levels of
these genes in primary tumors with their corresponding xenograft in immunodeficient mice, in which,
of course, no human leukocytes are present. They showed that the expression of HLA-A, HLA-B,
B2M, TAP1, TAP2, IRF1, IRFS8, CIITA and NLRC5 were all down-regulated in xenografts compared to
the primary tumors, suggesting that the increased expression depended on the presence of infiltrate.
Cytokines potentially involved in the upregulation of these genes were interferon-gamma and CCL2.
In the current study, we observed a correlation between the expression of the HLA and HLA-associated
genes, the presence of infiltrating immune cells, and the NFkB pathway, but we also see this correlation
in tumors without inflammation. From this, we conclude that the genetic basis of the tumor, i.e.,
Monosomy 3 with BAP1 loss, determines the primary upregulation of the NFkB pathway, which leads
to an increase in HLA Class I expression in the tumor cells and production of cytokines and chemokines,
which then attracts immune cells, further upregulating expression of HLA Class L. These data indicate
that absence of the deubiquitinating function of BAP1 allows the NFkB pathway to be active, potentially
by affecting the regulators of NFkB directly (Figure 4).

These findings imply that BAP1 (UCHL2) might have a similar function in UM as observed
for UCHL1 in Human papilloma virus (HPV)-infected keratinocytes. UCHL1 and UCHL2 are both
ubiquitin hydrolase enzymes which belong to the ubiquitin hydrolase family [44]. HPV-infected
keratinocytes produce increased levels of the ubiquitin protease UCHL1, which reduces tumor necrosis
factor receptor-associated factor 3 (TRAF3) K63 poly-ubiquitination, resulting in the suppression of
the production of interferon and other pro-inflammatory cytokines [45]. Higher UCHL1 expression
also resulted in increased degradation of an essential NFkB modulator, IkBkG. In this manner,
canonical NFkB signalling was reduced, thereby suppressing a potential anti-viral immune response.
HPV-infected keratinocytes with a high UCHL1 expression showed greatly decreased HLA-A and -B
levels [46]. The virus uses UCHL1 to escape from the immune system, while in UM, the presence of an
inflammatory infiltrate helps to produce blood vessels [9].



Cancers 2019, 11, 1102 11of 16

e
NFKB
e
NFKB

NFKB =

e JTITwr 11182111 1102111 [1521]

e’

—_—

e [T [T [ 111021 ]] [1221]

IKK

-IKI{ e

P
Ps2 | RELS | W)
IKKo + NIK —>-E—> . __,

e[ Twa] [ 13=2]] [T1=21] ] [2e21]

m- X
KK+ NIK _*- wetp (> (P00 Rete | —> o s

(b)

Figure 4. Schematic illustration of the potential role of BAP1 protein in (a) Canonical and (b)
non-Canonical NFkB pathway. We propose that BAP1, as a deubiquitinating enzyme, inhibits
NFkB activity.

Taken together, our data suggest that the main regulator of the NFkB pathway in uveal melanoma
is loss of chromosome 3 and BAP1: loss of chromosome 3/loss of BAP1 expression correlates with
upregulation of the NFkB pathway and affects the activity of the NFkB pathway in UM tumors,
which leads to upregulation of HLA Class I expression and attraction of infiltrating cells to the tumor
environment which is a well known factor in the development of metastasis in this disease.

4. Materials and Methods

4.1. Study Population

Tumor tissues were obtained from 64 enucleated eyes that underwent an enucleation for UM
between 1999 and 2008 at the Leiden University Medical Center (LUMC) in Leiden, The Netherlands.
In our cohort of 64 patients, 51% were male and 49% were female (see Table 6 for patient and tumor
characteristics of this cohort). The mean age at the time of enucleation was 61 years. The mean
follow-up time (defined as the time period between enucleation and death) was 77 months (range 2 to
196 months). At the end of follow-up in 2018, 58% of patients had died because of UM metastasis, 10%
because of other causes, 5% due to an unknown cause and 28% were still alive.
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Table 6. Characteristics of the cohort of uveal melanoma (UM) patients enucleated in the LUMC
between 1999 and 2008 (1 = 64).

Number of

Characteristics % of Cases or SD
Cases or Mean
Male 33 51%
Gender Female 31 49%
Age at enucleation (in years) 61 +15.7
Spindle 22 33%
Cell type Mixed/epithelioid 41 62%
. . No 40 61%
Ciliary body involvement Yes 4 369%
Disomy 24 46%
Chromosome 3 status Monosomy 40 61%
Positive 25 46%
BAP1 Staining Negative 30 55%
Unknown 9 16%
. No 31 48%
GNA11 mutation Yes 33 509
. No 36 56%
GNAQ mutation Yes 28 449,
. No 43 65%
Chromosome 6p gain Yes 21 329
. No 19 29%
Chromosome 8q gain Yes 15 8%
Metastasi No 27 42%
etastasis Yes 37 58%
Follow-up time (in months) 77 +55
Dead due to. UM 37 58%
metastasis
Vital status Dead due to other causes 6 10%
Cause of death unknown 3 5%
Alive at last follow-up date 18 28

The collection of materials and the research protocol is compliant with the tenets of the Declaration
of Helsinki (World Medical Association of Declaration 2013; ethical principles for medical research
involving human subjects). Tumor material was handled in accordance with the Dutch National Ethical
Guidelines (‘Code for Proper Secondary Use of Human Tissue”).

The Medisch Ethische Toetsingscommissie (METC) declared that it did not object to performing
this study (19/10/2016, code G16.076/NV/gk).

4.2. Immunohistochemistry and Immunofluorescence

Immunohistochemical staining was previously performed for HLA-A, HLA-B and BAP1. Mouse
monoclonal antibodies HCAZ2 (staining HLA-A heavy chains) and HC10 (staining HLA-B/C) (produced
by the Netherlands Cancer institute, Amsterdam, The Netherlands), were used [36]. Tumors were
divided into BAP1-positive or -negative based on nuclear staining [47]. An example of positive
and negative staining is shown in van Essen et al. [48]. Briefly, tissues were incubated with mouse
monoclonal antibody against human BAP1 (clone sc-28383, 1:50 dilution, Santa Cruz Biotechnology,
Dallas, TX, USA). Tumor cells positive for each marker were counted at 100X magnification and were
shown as a percentage of the total number of the tumor cells.
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Immunofluorescence staining was performed for T cell and macrophage markers as
described [9,38] with anti-CD3 (ab828; Abcam, Cambridge, MA, USA), anti-CD8 (4B11, 1gG2b;
Novocastra Valkenswaard, The Netherlands), anti-CD68 (514H12; Abcam, Cambridge, UK) and
anti-CD163 (Clone 10D6; Novocastra, Newcastle-upon-Tyne, UK). Counts were expressed as pixels
per millimeter?. Monoclonal antibodies were selected as described previously, based on correlations
between mRNA expression and immunofluorescence staining [10].

4.3. Chromosome Analysis

DNA from samples collected at the Leiden University Medical Center was purified using QIAmp
DNA Mini kit (Qiagen, Venlo, The Netherlands). Affymetrix 250K Nsp array (Affymetrix, Santa
Clara, CA, USA) was performed in order to obtain a genome-wide micro-array of single nucleotide
polymorphisms (SNPs) as described previously for chromosome 3 abnormalities [35].

4.4. Gene Expression

Gene expression profiling was performed with the Illumina HT12v4 array (Illumina, Inc., San Diego,
CA, USA) for NFkB pathway markers and regulators of the pathway (NFkB1, NFkB2, RELA, RELB,
SPP1, PPARy, IKBKG), HLA genes and its regulators (HLA-A, HLA-B, CIITA, NLRCS5, IRF1, IRF2,
IRFS8), and peptide-loading machinery molecules (TAP1, TAP2, Tapasin and Calreticulin), as described
previously [35]. Illumina probe numbers are indicated in Supplementary Table S3.

4.5. Statistical Analysis

Data were analysed with SPSS software version 22.0 (SPSS, nc., Chicago, 11, USA). Graphs were
obtained using GraphPad Prism version 5.0 for windows (GraphPad Software, La Jolla, CA, USA).
One-Way ANOVA was used to calculate the means. Spearman correlation was performed in order
to make correlations between data. Bonferroni correction was applied for multiple testing and after
correction, all p values above one were rounded to one. The Mann-Whitney U test was used to compare
non-normal groups. Kaplan-Meier survival curves were made and the log rank test was used for the
significance analysis.

5. Conclusions

This study evaluated the association between HLA Class I expression, essential components of
the NFkB signalling pathway and genetic evolution in UM. Loss of chromosome 3/loss of nuclear
BAP1 protein in UM is associated with upregulation of the main components of the NFkB pathway
(NFkB1-NFkB2 and RELB) and downregulation of two negative regulators of this pathway (SPP1
and PPARYy). It seems that under normal conditions, BAP1 helps to keep the uveal pigment cells
immunologically quiet, but that during evolution of a UM, loss of BAP1 expression results in lack of
suppression of the NFkB pathway and subsequent inflammation. Functional studies will show how
BAP1 molecularly targets the NFkB pathway.

Supplementary Materials: The following are available online at http://www.mdpi.com/2072-6694/11/8/1102/
sl, Table S1: Correlation between different probes obtained with an Illumina gene expression array with
immunohistochemical data in the Leiden cohort (1 = 28); Table S2: Correlation between NFkB signalling and HLA
mRNA expression, after exclusion of the one-third tumors with the highest macrophage infiltrate, as indicated by
CD68 mRNA levels (n = 43); Table S3. Illumina probe number of factors which have been used in this study.

Author Contributions: Conceptualization, Z.S., M.].J. and S.H.v.d.B.; methodology Z.S. and A.P.A.W.,; software
C.v.W,; formal analysis Z.S.; investigation Z.S.; resources A.PAW., PA.vd.V, AG]J, data curation ZS.;
writing—Original draft preparation Z.S.; writing—review and editing A.PAW., Cv.W,, PAv.d.V, WGMK,,
GPM.L, SHvd.B., A.GJ., M]J,; visualization, Z.S., C.v.W.; supervision, A.G.J]. and M.].].; project administration
A.PAW, M]J,; funding acquisition G.PM.L. and M.].J.

Funding: This research was funded by a grant to Z.S. from The Iranian Ministry of Science Research and
Technology and a Horizon 2020 grant from the European Community, CURE UM, nr. 667787.

Conflicts of Interest: The authors declare no conflict of interest.


http://www.mdpi.com/2072-6694/11/8/1102/s1
http://www.mdpi.com/2072-6694/11/8/1102/s1

Cancers 2019, 11, 1102 14 of 16

References

1.

10.

11.

12.

13.

14.

15.

16.

17.

Kujala, E.; Mékitie, T.; Kiveld, T. Very long-term prognosis of patients with malignant uveal melanoma.
Investig. Ophthalmol. Vis. Sci. 2003, 44, 4651-4659. [CrossRef]

Dogrusoz, M.; Jager, M.].; Damato, B. Uveal melanoma treatment and prognostication. Asia Pac. ]. Ophthalmol.
2017, 6, 186-196. [CrossRef]

De Waard-Siebinga, 1.; Hilders, C.G.; Hansen, B.E.; van Delft, J.L.; Jager, M.]. HLA expression and
tumor-infiltrating immune cells in uveal melanoma. Graefe’s Arch. Clin. Exp. Ophthalmol. 1996, 234,
34-42. [CrossRef]

Blom, D.J.; Luyten, G.P.; Mooy, C.; Kerkvliet, S.; Zwinderman, A.H.; Jager, M.]. Human leukocyte antigen
class I expression. Marker of poor prognosis in uveal melanoma. Investig. Ophthalmol. Vis. Sci. 1997, 38,
1865-1872.

Ericsson, C.; Seregard, S.; Bartolazzi, A.; Levitskaya, E.; Ferrone, S.; Kiessling, R.; Larsson, O. Association of
HLA class I and class II antigen expression and mortality in uveal melanoma. Investig. Ophthalmol. Vis. Sci.
2001, 42, 2153-2156.

Jager, M.].; Hurks, H.M.; Levitskaya, J.; Kiessling, R. HLA expression in uveal melanoma: There is no rule
without some exception. Hum. Immunol. 2002, 63, 444-451. [CrossRef]

Robertson, A.G.; Shih, J.; Yau, C.; Gibb, E.A.; Oba, J.; Mungall, K.L.; Hess, ] M.; Uzunangelov, V.; Walter, V.;
Danilova, L.; et al. Integrative analysis identifies four molecular and clinical subsets in uveal melanoma.
Cancer Cell 2017, 32, 204-220. [CrossRef]

Maat, W.; Ly, L.V,; Jordanova, E.S.; de Wolff-Rouendaal, D.; Schalij-Delfos, N.E.; Jager, M.]. Monosomy of
chromosome 3 and an inflammatory phenotype occur together in uveal melanoma. Investig. Ophthalmol.
Vis. Sci. 2008, 49, 505-510. [CrossRef]

Bronkhorst, LH.; Vu, TH.; Jordanova, E.S.; Luyten, G.P; Burg, S.H.; Jager, M.]. Different subsets of
tumor-infiltrating lymphocytes correlate with macrophage influx and monosomy 3 in uveal melanoma.
Investig. Ophthalmol. Vis. Sci. 2012, 53, 5370-5378. [CrossRef]

Gezgin, G.; Dogrusoz, M.; van Essen, T.H.; Kroes, W.G.; Luyten, G.P.; van der Velden, P.A.; Walter, V.;
Verdijk, RM.; van Hall, T.; van der Burg, S.H.; et al. Genetic evolution of uveal melanoma guides the
development of an inflammatory microenvironment. Cancer Immunol. Immunother. 2017, 66, 903-912.
[CrossRef]

Prescher, G.; Bornfeld, N.; Becher, R. Nonrandom chromosomal abnormalities in primary uveal melanoma.
J. Natl. Cancer Inst. 1990, 82, 1765-1769. [CrossRef]

Horsthemke, B.; Prescher, G.; Becher, R.; Bornfeld, N. Loss of chromosome 3 alleles and multiplication of
chromosome 8 alleles in uveal melanoma. Genes Chromosomes Cancer 1992, 4, 217-221. [CrossRef]

Scholes, A.G.; Damato, B.E.; Nunn, J.; Hiscott, P.; Grierson, I.; Field, ]. K. Monosomy 3 in uveal melanoma:
Correlation with clinical and histologic predictors of survival. Investig. Ophthalmol. Vis. Sci. 2003, 44,
1008-1011. [CrossRef]

Aalto, Y.; Eriksson, L.; Seregard, S.; Larsson, O.; Knuutila, S. Concomitant loss of chromosome 3 and whole
arm losses and gains of chromosome 1, 6, or 8 in metastasizing primary uveal melanoma. Investig. Ophthalmol.
Vis. Sci. 2001, 42, 313-317.

Cassoux, N.; Rodrigues, M.J.; Plancher, C.; Asselain, B.; Levy-Gabriel, C.; Lumbroso-Le, R.L,;
Piperno-Neumann, S.; Dendale, R.; Sastre, X.; Desjardins, L.; et al. Genome-wide profiling is a clinically
relevant and affordable prognostic test in posterior uveal melanoma. Br. J. Ophthalmol. 2014, 98, 769-774.
[CrossRef]

Versluis, M.; de Lange, M.].; van Pelt, S.I.; Ruivenkamp, C.A.; Kroes, W.G.; Cao, |.; Jager, M.].; Luyten, G.PM,;
van der Velden, P.A. Digital PCR validates 8q dosage as prognostic tool in uveal melanoma. PLoS ONE
2015, 10, e0116371. [CrossRef]

Van Gils, W.; Kilic, E.; Briiggenwirth, H.T.; Vaarwater, J.; Verbiest, M.M.; Beverloo, B.; van Til-Berg, M.E.;
Paridaens, D.; Luyten, G.P.M.; de Klein, A. Regional deletion and amplification on chromosome 6 in a
uveal melanoma case without abnormalities on chromosomes 1p, 3 and 8. Melanoma Res. 2008, 18, 10-15.
[CrossRef]


http://dx.doi.org/10.1167/iovs.03-0538
http://dx.doi.org/10.22608/APO.201734
http://dx.doi.org/10.1007/BF00186516
http://dx.doi.org/10.1016/S0198-8859(02)00389-0
http://dx.doi.org/10.1016/j.ccell.2017.07.003
http://dx.doi.org/10.1167/iovs.07-0786
http://dx.doi.org/10.1167/iovs.11-9280
http://dx.doi.org/10.1007/s00262-017-1991-1
http://dx.doi.org/10.1093/jnci/82.22.1765
http://dx.doi.org/10.1002/gcc.2870040305
http://dx.doi.org/10.1167/iovs.02-0159
http://dx.doi.org/10.1136/bjophthalmol-2013-303867
http://dx.doi.org/10.1371/journal.pone.0116371
http://dx.doi.org/10.1097/CMR.0b013e3282f1d4d9

Cancers 2019, 11, 1102 15 of 16

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.
28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

Damato, B.; Dopierala, J.; Klaasen, A.; van Dijk, M.; Sibbring, J.; Coupland, S.E. Multiplex ligation-dependent
probe amplification of uveal melanoma: Correlation with metastatic death. Investig. Ophthalmol. Vis. Sci.
2009, 50, 3048-3055. [CrossRef]

Van Raamsdonk, C.D.; Bezrookove, V.; Green Get Bauer, J.; Gaugler, L.; O’brien, ].M.; Simpson, EM.;
Barsh, G.S.; Bastian, B.C. Frequent somatic mutations of GNAQ in uveal melanoma and blue naevi. Nature
2009, 457, 599-602. [CrossRef]

Van Raamsdonk, C.D.; Griewank, K.G.; Crosby, M.B.; Garrido, M.C.; Vemula, S.; Wiesner, T.; Obenauf, A.C.;
Wackernagel, W.; Green, G.; Bouvier, N.; et al. Mutations in GNA11 in uveal melanoma. N. Engl. ]. Med.
2010, 363, 2191-2199. [CrossRef]

Yu, EX,; Luo, J.; Mo, J.S;; Liu, G.; Kim, Y.C.; Meng, Z.; Zhao, L.; Peyman, G.; Ouyang, H.; Jiang, W.; et al.
Mutant Gq/11 promote uveal melanoma tumorigenesis by activating YAP. Cancer Cell 2014, 25, 822-830.
[CrossRef]

Vader, M.J.; Madigan, M.C.; Versluis, M.; Suleiman, HM.; Gezgin, G.; Gruis, N.A.; Out-Luiting, J.J.;
Bergman, W.; Verdijk, R.M.; Jager, M.].; et al. GNAQ and GNA11 mutations and downstream YAP activation
in choroidal nevi. Brit. |. Cancer 2017, 117, 884-887. [CrossRef]

Harbour, ].W.; Onken, M.D.; Roberson, E.D.; Duan, S.; Cao, L.; Worley, L.A.; Council, M.L.; Matatall, K.A.;
Helms, C.; Bowcock, A.M. Frequent mutation of BAP1 in metastasizing uveal melanomas. Science 2010, 330,
1410-1413. [CrossRef]

Brantley, M.A.; Harbour, ].W. Inactivation of retinoblastoma protein in uveal melanoma by phosphorylation
of sites in the COOH-terminal region. Cancer Res. 2000, 60, 4320-4323.

Babchia, N.; Calipel, A.; Mouriaux, F; Faussat, A.M.; Mascarelli, F. The PI3K/Akt and mTOR/P70S6K signaling
pathways in human uveal melanoma cells: Interaction with B-Raf/ERK. Investig. Ophthalmol. Vis. Sci.
2010, 51, 421-429. [CrossRef]

Coupland, S.E; Lake, S.L.; Zeschnigk, M.; Damato, B.E. Molecular pathology of uveal melanoma. Eye 2013, 2,
230-242. [CrossRef]

Hanahan, D.; Weinberg, R.A. Hallmarks of cancer: The next generation. Cell 2011, 144, 646-674. [CrossRef]
Pires, B.R.B.; Silva, R.C.M.C.; Ferreira, G.M.; Abdelhay, E. Nf-kappab: Two sides of the same coin. Genes
2018, 9, 24. [CrossRef]

Karin, M. NF-kB as a critical link between inflammation and cancer. Cold Spring Harb. Perspect. Biol. 2009,
1,a000141. [CrossRef]

McNulty, S.; Tohidian, N.B.; Meyskens, F.L., Jr. RelA, p50 and inhibitor of kappa B alpha are elevated in
human metastatic melanoma cells and respond aberrantly to ultraviolet light B. Pigment Cell Res. 2001, 14,
456-465. [CrossRef]

Ueda, Y,; Richmond, A. NF-«B activation in melanoma. Pigment Cell Res. 2006, 19, 112-124. [CrossRef]
Meir, T.; Dror, R.; Yu, X,; Qian, J.; Simon, I; Pe’er, J.; Chowers, I. Molecular characteristics of liver metastases
from uveal melanoma. Investig. Ophthalmol. Vis. Sci. 2007, 48, 4890-4896. [CrossRef]

Dror, R.; Lederman, M.; Umezawa, K.; Barak, V.; Pe’er, J.; Chowers, I. Characterizing the Involvement of
the Nuclear Factor-kappa B (NF«B) Transcription Factor in Uveal Melanoma. Investig. Ophthalmol. Vis. Sci.
2010, 51, 1811-1816. [CrossRef]

Singh, M.K,; Singh, L.; Pushker, N.; Saini, N.; Meel, R.; Chosdol, K.; Bakhshi, S.; Sen, S.; Venkatesh, P.;
Chawla, B.; et al. Identification of canonical NFkB (C-NFkB) pathway in uveal melanoma and their relation
with patient outcome. Clin. Exp. Metastasis 2019, 36, 271-790. [CrossRef]

Van Essen, T.H.; van Pelt, S.I.; Bronkhorst, I.H.; Versluis, M.; Némati, F; Laurent, C.; Luyten, G.P.M,;
van Hall, T.; van den Elsen, PJ.; van der Velden, P.A.; et al. Upregulation of HLA expression in primary
uveal melanoma by infiltrating leukocytes. PLoS ONE 2016, 11, €0164292. [CrossRef]

Stam, N.J.; Vroom, T.M.; Peters, PJ.; Pastoors, E.B.; Ploegh, H.L. HLA-A-and HLA-B-specific monoclonal
antibodies reactive with free heavy chains in western blots, in formalin-fixed, paraffin-embedded tissue
sections and in cryo-immuno-electron microscopy. Int. Immunol. 1990, 2, 113-125. [CrossRef]
Krishnakumar, S.; Abhyankar, D.; Sundaram, A.L.; Pushparaj, V.; Shanmugam, M.P,; Biswas, ]J. Major
histocompatibility antigens and antigen-processing molecules in uveal melanoma. Clin. Cancer Res. 2003, 9,
4159-4164.


http://dx.doi.org/10.1167/iovs.08-3165
http://dx.doi.org/10.1038/nature07586
http://dx.doi.org/10.1056/NEJMoa1000584
http://dx.doi.org/10.1016/j.ccr.2014.04.017
http://dx.doi.org/10.1038/bjc.2017.259
http://dx.doi.org/10.1126/science.1194472
http://dx.doi.org/10.1167/iovs.09-3974
http://dx.doi.org/10.1038/eye.2012.255
http://dx.doi.org/10.1016/j.cell.2011.02.013
http://dx.doi.org/10.3390/genes9010024
http://dx.doi.org/10.1101/cshperspect.a000141
http://dx.doi.org/10.1034/j.1600-0749.2001.140606.x
http://dx.doi.org/10.1111/j.1600-0749.2006.00304.x
http://dx.doi.org/10.1167/iovs.07-0215
http://dx.doi.org/10.1167/iovs.09-3392
http://dx.doi.org/10.1007/s10585-019-09969-y
http://dx.doi.org/10.1371/journal.pone.0164292
http://dx.doi.org/10.1093/intimm/2.2.113

Cancers 2019, 11, 1102 16 of 16

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

Bronkhorst, LH.; Ly, L.V.; Jordanova, E.S.; Vroljjk, J.; Versluis, M.; Luyten, G.P.M.; Jager, M.J. Detection of
M2-macrophages in uveal melanoma and relation with survival. Investig. Ophthalmol. Vis. Sci. 2011, 52,
643-650. [CrossRef]

Liu, T.; Zhang, L.; Joo, D.; Sun, S. NF-kB signaling in inflammation. Signal Transduct. Target Ther. 2017, 2,
17023-17029. [CrossRef]

Kadkol, S.S.; Lin, A.Y.; Barak, V,; Kalickman, I.; Leach, L.; Valyi-Nagy, K.; Majumdar, D.; Setty, S.; Maniotis, A.J.;
Folberg, R.; et al. Osteopontin expression and serum levels in metastatic uveal melanoma: A pilot study.
Investig. Ophthalmol. Vis. Sci. 2006, 47, 802—-806. [CrossRef]

Simoées, C.C.; Call, M.K; Corréa, Z.M.; Spaulding, A.G.; Augsburger, ].J. Clinical and histopathological
features and immunoreactivity of human choroidal and ciliary melanomas as prognostic factors for metastasis
and death. Graefe’s Arch. Clin. Exp. Ophthalmol. 2011, 249, 1795-1803. [CrossRef]

Onken, M.D.; Worley, L.A_; Ehlers, J.P.; Harbour, ]. W. Gene expression profiling in uveal melanoma reveals
two molecular classes and predicts metastatic death. Cancer Res. 2004, 64, 7205-7209. [CrossRef]

Velho, T.R.; Kapiteijn, E.; Jager, M.]. New therapeutic agents in uveal melanoma. Anti-Cancer Res. 2012, 32,
2591-2598. [CrossRef]

Fang, Y.; Fu, D.; Shen, X.Z. The potential role of ubiquitin c-terminal hydrolases in oncogenesis. Biochem.
Biophys. Acta Rev. Cancer 2010, 1806, 1-6. [CrossRef]

Karim, R.; Tummers, B.; Meyers, C.; Biryukov, J.L.; Alam, S.; Backendorf, C.; Jha, V.; Offringa, R.; van
Ommen, G.J.; Melief, C.J.; et al. Human papillomavirus (HPV) upregulates the cellular deubiquitinase
UCHLL to suppress the keratinocyte’s innate immune response. PLoS Pathog. 2013, 9, e1003384. [CrossRef]
Tummers, B.; Goedemans, R.; Pelascini, L.P; Jordanova, E.S.; Van Esch, E.M.; Meyers, C.; Melief, C.J.; Boer, ].M.;
van der Burg, S.H. The interferon-related developmental regulator 1 is used by human papillomavirus to
suppress NFkB activation. Nat. Commun. 2015, 6, 6537-6549. [CrossRef]

Koopmans, A.E.; Verdijk, R.M.; Brouwer, R.W.; van Den Bosch, T.P.; van Den Berg, M.M.; Vaarwater, J.;
Kockx, C.E; Paridaens, D.; Naus, N.C.; Nellist, M.; et al. Clinical significance of immunohistochemistry for
detection of BAP1 mutations in uveal melanoma. Modern Pathol. 2014, 27, 1321-1330. [CrossRef]

Van Essen, T.H.; van Pelt, S.I.; Versluis, M.; Bronkhorst, .H.; van Duinen, S.G.; Marinkovic, M.; Kroes, W.G.;
Ruivenkamp, C.A.; Shukla, S.; De Klein, A.; et al. Prognostic parameters in uveal melanoma and their
association with BAP1 expression. Br. J. Ophthalmol. 2014, 98, 1738-1743. [CrossRef]

@ © 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1167/iovs.10-5979
http://dx.doi.org/10.1038/sigtrans.2017.23
http://dx.doi.org/10.1167/iovs.05-0422
http://dx.doi.org/10.1007/s00417-011-1769-7
http://dx.doi.org/10.1158/0008-5472.CAN-04-1750
http://dx.doi.org/10.1158/0008-5472.CAN-04-1750
http://dx.doi.org/10.1016/j.bbcan.2010.03.001
http://dx.doi.org/10.1371/journal.ppat.1003384
http://dx.doi.org/10.1038/ncomms7537
http://dx.doi.org/10.1038/modpathol.2014.43
http://dx.doi.org/10.1136/bjophthalmol-2014-305047
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	HLA Expression is Related to NFkB Pathway Molecules 
	NFkB Pathway is Associated with HLA Class I Regulatory Factors and the Antigen-Loading Machinery 
	Expression of NFkB Pathway Molecules is Related to the Presence of Infiltrating Leukocytes 
	Confirmation of Associations Found by Heatmap and Survival 
	Distribution of NFkB Pathway and HLA Class I Gene Expression in Primary UM 
	Associations between Survival in UM and Chromosome 3, BAP1 and Inflammatory Factors 

	NFkB Pathway and Chromosome 3/BAP1 Status 
	NFkB Upregulation is Present in Tumor Cells 

	Discussion 
	Materials and Methods 
	Study Population 
	Immunohistochemistry and Immunofluorescence 
	Chromosome Analysis 
	Gene Expression 
	Statistical Analysis 

	Conclusions 
	References

