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Simple Summary: Uveal melanoma (UM) is a rare aggressive eye cancer. Although treatment of
the eye tumour is successful, about 50% of UM patients develop a relapse of their cancer in the liver.
At present, such advanced disease is not curable. A better understanding of the metastatic UM
(mUM) in the liver is essential to improve patient survival. This study examines both the response
of immune cells within the liver to the UM secondaries (metastases), as well as the expression of
various proteins by the UM cells. Our study demonstrates that there is a limited immune response
to the mUM, but reveals that a certain type of reactive immune cell: a protumourigenic subset of
macrophage is dominant within the mUM. Our research also reveals novel proteins within the mUM,
which are specific to these cells and therefore may be targetable in future therapies.

Abstract: Metastatic uveal melanoma (mUM) to the liver is incurable. Transcriptome profiling of 40
formalin-fixed paraffin-embedded mUM liver resections and 6 control liver specimens was undertaken.
mUMs were assessed for morphology, nuclear BAP1 (nBAP1) expression, and their tumour
microenvironments (TME) using an “immunoscore” (absent/altered/high) for tumour-infiltrating
lymphocytes (TILs) and macrophages (TAMs). Transcriptomes were compared between mUM and
control liver; intersegmental and intratumoural analyses were also undertaken. Most mUM were
epithelioid cell-type (75%), amelanotic (55%), and nBAP1-ve (70%). They had intermediate (68%) or
absent (15%) immunoscores for TILs and intermediate (53%) or high (45%) immunoscores for TAMs.
M2-TAMs were dominant in the mUM-TME, with upregulated expression of ANXA1, CD74, CXCR4,
MIF, STAT3, PLA2G6, and TGFB1. Compared to control liver, mUM showed significant (p < 0.01)
upregulation of 10 genes: DUSP4, PRAME, CD44, IRF4/MUM]1, BCL2, CD146/MCAM/MUCIS, IGFIR,
PNMA1, MFGES8/lactadherin, and LGALS3/Galectin-3. Protein expression of DUSP4, CD44, IRF4, BCL-2,
CD146, and IGF1R was validated in all mUMs, whereas protein expression of PRAME was validated
in 10% cases; LGALS3 stained TAMs, and MFGEFS highlighted bile ducts only. Intersegmental mUMs
show differing transcriptomes, whereas those within a single mUM were similar. Our results show
that M2-TAMs dominate mUM-TME with upregulation of genes contributing to immunosuppression.
mUM significantly overexpress genes with targetable signalling pathways, and yet these may differ
between intersegmental lesions.
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1. Introduction

Uveal melanoma (UM) is an aggressive primary intraocular malignancy with ~50% of UM patients
developing metastatic disease, usually in the liver, during the first decade after primary treatment [1-5].
UM is distinct from skin melanoma and characterized by certain genetic alterations that are unique
to this tumour [1,2,6-10]. Strong genetic prognosticators for increased metastatic risk in UM include
monosomy 3 (M3), polysomy 8q, inactivating somatic mutations of BAP1, and somatic mutations in
SF3B1/SRSF2 [2,6,9-19].

Current treatments for metastatic UM (mUM) to the liver include metastasectomy, liver lobe
resection, systemic chemotherapy, or isolated liver perfusion, as well as radiofrequency ablation.
However, none of these therapies are curative [2,4,20,21]. Consequently, there is an urgent need to
improve current treatments for established mUM and to develop neoadjuvant therapies when mUM
tumour volumes are low or even clinically imperceptible [22].

In contrast to metastatic skin melanoma where immunotherapy using immune check point
inhibitors (ICIs) has significantly improved patient outcomes [23], ICIs in mUM have demonstrated
only marginal success [24]. Intriguingly, UM has relatively low immunogenicity in both the eye and
its metastatic sites. The underlying characteristics of the tumour microenvironment (TME) of mUM
resulting in its ability for “immune escape” are poorly understood, but have become the subject of
intensive investigation [25,26].

Our previous morphological analyses demonstrated that the main reactive cells within mUM
are CD163+ tumour-associated macrophages (TAMs) [25], i.e., protumourigenic M2 phenotype.
Any tumour infiltrating lymphocytes (TILs) present in mUM were CD8+ T-cells with low expression
of cytotoxic markers, such as Granzyme B, and they were typically “excluded” from the tumour
core [25]. These results, which were supported by others and suggest CD8+ T-cell exhaustion [27,28],
were corroborated by our earlier study using NanoString analyses of six hepatic mUM by Figueiredo
et al. 2020 [26]. We showed that within mUM, conventional immune checkpoint regulators (CTLA-4,
PD1 and PD-L1) were low and that immune suppressive genes (e.g., HLA-DRA, CD38, CD74, LGALS3)
were increased [26].

Herein, we build upon our preliminary findings by undertaking a NanoString-based transcriptome
analysis of a larger and separate cohort of hepatic mUM, examining not only the gene expression
profile of the mUM but also the TME in and around the lesions. We reveal the expression of novel
markers, which are specific to mUM (i.e., not expressed by adjacent hepatic tissue) and thereby may be
the focus of targeted therapy.

2. Results

2.1. Patients and Samples

Detailed clinical, pathological, and genetic data for a smaller cohort of the mUM cases have been
previously published by our group [25,29]. For the current study, a total of 40 resected hepatic mUM
from 27 patients (Table S1) and six control liver specimens were included. The cases were from 15 men
and 12 women, with a median age of 54 years (range 32-78 years) at primary management (Table S1).

Morphologically, the mUM showed a nodular growth pattern in 31/40 (77.5%) samples,
with 21 (52%) demonstrating complete fibrous encapsulation. The mUMs were of epithelioid cell type
in 30/40 (75%), and the degree of pigmentation ranged from amelanotic in 22/40 (55%), i.e., partial in
11 (27.5%), moderate in three (7.5%), and heavy in four tumours (10%). Fourteen of the 40 (35%) mUM
had necrotic foci of varying sizes. The majority of mUM (72.5%) were nBAP1-ve; however, 11/40 (27.5%)
mUM showed clear nuclear expression for this marker (Table S1). Interestingly, one patient (R4, R34,
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and R35) had two metastasectomies, 6 years apart—with the first lesion (R4) demonstrating nBAP1-
and the second scattered across two lobes (R34 and 35) being nBAP1+.

With respect to the immunoscore, most mUMs showed either “low” (6/40; 15%) or “intermediate”
(27/40; 67.5%) scores for the TILs, whereas they demonstrated either “intermediate” (18/40; 45%) or
“high” (21/40; 52.5%) scores for the TAMs. Interestingly, 23/27 mUMs with TILs of “intermediate”
scores displayed the “altered excluded” pattern.

2.2. Transcriptomic Analyses of mUM Samples

The dominant cell type expressed within the mUM was M2 macrophages (Figure 1A). Some genes
associated with M2 macrophages were highly upregulated in mUM when compared to control liver and
included: ANXAI (Annexin A1), CD74/NT5E (ecto-5"-nucleotidase), CXCR4 (C-X-C motif chemokine
receptor-4), MIF (macrophage migration inhibitory factor), STAT3 (signal transducer and activator of
transcription-3), PLA2G6 (phospholipase A2 group-6), and TGFBI1 (transforming growth factor beta-1)
(Figure S1).

CD4+ cell-related genes were also highly expressed; however, taking into consideration that
the T-cell genes showed comparatively low expression (Figure 1A), the elevated levels of CD4 were
attributed to its expression by macrophages [30]. Genes related to dendritic cells (DCs), plasma cells,
and exhausted T-cells were the next most highly expressed markers (Figure 1A). When analysing
gene profiles according to cell functions, the most highly expressed were those related to macrophage
function and phagocytosis, as well as immunosuppression (Figure 1B). Of the immune checkpoint
regulators (ICR), the majority of these genes showed low expression (e.g., CTLA4 and PDCD1).
Interestingly, however, CD276/B7-H3, HMGB1 (high mobility group box 1), and CD73/NT5E were
found to be highly expressed in both mUM and control liver specimens (Figure S2B).
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Figure 1. Heatmaps generated from normalized data post-NanoString analysis of gene expression.
All metastatic uveal melanoma (mUM) cases were sorted by nuclear BAP1(nBAP1) status and total
immunoscore (previously described, where total immunoscore of “0-3" i.e., “cold” tumours are shown
as “-” and “4-6" i.e., “"hot” tumours are marked “+.”) (A) Analysis of the relative participation of
immune cell types/cell type profiling within the mUM tumour microenvironment. (B) Analysis of the
gene profiles characteristic for the indicated cell functions. Key: [ indicates tumours from the same
patient. *R4, R34, and R35 were samples from the same patient, with a 6-year difference between the two
metastasectomies. CL1 is control liver samples pool 1 and CL2 is control liver samples pool 2. (Lists of
genes included in each category for (A) and (B) are available in Figure S3A,B, respectively (as defined
by NanoString, Figueiredo et al. [26] and Waks et al. [31])).
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The differential expression (DE) analysis of the mUM partitioned on the basis of their total
immunoscores showed a range of gene alterations in immune “hot” mUM relative to their immune
“cold” counterparts. For instance, ITGB4 (integrin f34; CD104) expression was 16 times lower
(logy-fold change: 4) (Figure 2A) in mUM with high total immunoscores compared to those
with low immunoscores (adjusted p < 0.01). Upregulation of gene markers of cytotoxic cells,
macrophages, DCs, and exhausted CD8+ T-cells was observed, although they did not reach statistical
significance (Table S2A). When comparing the DE of the mUM on the basis of their macrophage
score (high versus altered), those mUM with high scores showed upregulation of chemokine
ligands, e.g., CCL4 (also known as macrophage inflammatory protein (MIP)-1f3) (adjusted p < 0.01),
CCL3 (also known as MIP-1-«) (adjusted p < 0.01), CCL3L1 (adjusted p < 0.01), as well as the activation
marker CD83 (adjusted p < 0.01) (Figure 2B). Genes for antigen processing, transporter functions,
complement and other cytokines were also significantly upregulated but <2 log?2 fold change (Table S2B).
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Figure 2. Differential gene expression profiles presented as volcano plots for: (A) total immunoscore
of “high” versus “low” for all mUM, as previously defined, (B) tumour-associated macrophages
(TAMs) immunoscore for all mUM illustrating “high” versus “altered,” the tumour infiltrating
lymphocytes (TILs) immunoscore for all mUM showing (C) “altered/intermediate” versus “absent/cold,”
and (D) “high/hot” versus “absent/cold.” For each volcano plot, the log, fold changes with cutoffs for
adjusted p-values are shown. The genes of interest (marked fold changes and statistically significant)
are highlighted (red outline and inset table). (Table S2A-D gives more detailed output for each gene).

The abovementioned decrease in ITGB4 expression was also observed in the comparison of mUM
with “altered versus absent” TIL scores (adjusted p < 0.01) (Figure 2C) and “high versus absent” TIL
scores (adjusted p < 0.01) (Figure 2D). Other genes that were downregulated in the TIL “high” mUM
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were PLA2G6, SAA1, and CD99 (adjusted p < 0.05 for all), whereas CD25/IL2RA (Treg marker) was
upregulated (adjusted p < 0.05) (Figure 2C,D and Table 52C,D).

When undertaking DE analysis comparing the mUM with control liver, 11 genes had significantly
increased expression (adjusted p < 0.01), ten of which had a log, fold-change greater than 2. (Figure 3A;
Table S3A). These included: DUSP4 (dual specificity phosphatase 4), PRAME (Preferentially Expressed
Antigen in Melanoma; Cancer-Testis (CT) antigen), CD44, IRF4 (Interferon Regulatory Factor 4,
also known as Multiple Myeloma Oncogene 1 [MUM1]), MFGES8/lactadherin, BCL2 (B-cell lymphoma 2),
CD146/MCAM (Melanoma Cell Adhesion Molecule)/MUC1S; IGFIR (insulin-like growth factor 1
receptor), PNMAI (paraneoplastic Ma antigen protein family; CT antigen); and LGALS3/Galectin-3
(Figure 3A, Table S3A, and Figure S2A).
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Figure 3. Differential gene expression profiles presented as volcano plots for: (A) all mUM versus
control liver and (B) nBAP+ve mUM versus nBAP-ve mUM. The log2 fold changes with cut-offs for
adjusted p-values are shown. The genes of interest (marked fold changes and statistically significant)
are highlighted (red outline and inset table). (Table S3 gives more detailed output for each gene).

Furthermore, DE analysis comparing nBAP1-ve versus nBAP1+ve mUM revealed significant
downregulation of AKT3 (adjusted p < 0.05) (Figure 3B and Table S3B). A number of other antigen
processing-related, cytokine, chemokine, T-cell and NK-cell function related genes were downregulated
in nBAP1-ve mUM but did not reach statistical significance (Figure 3B and Table S3B).

The pairwise comparisons of Intersegmental mUM from the same patient (representative scatter plot
in Figure 4A) showed that there was significant variability of all immune-related genes between the
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different mUM lesions for each case. The genes consistently highly expressed in mUM from different
liver segments included: HLA-A, HLA-B, HLA-C (major histocompatibility class I), and HLA-DRB3
(major histocompatibility class II); CD63 and CD44; APOE; RPS6 (ribosomal protein S6); and AMBP
(Alpha-1-Microglobulin). This contrasted the pairwise ratio analyses of the intratumoural mUM,
comparing microdissected areas of the same mUM lesion from the same patient—the representative
scatter plot in Figure 4B shows a high correlation between the NanoString expression profiles.
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Figure 4. Pairwise ratio comparisons of normalized data demonstrating: (A) intersegmental heterogeneity
for hepatic mUM taken from the same patient where marked difference in a number of immune-related
genes was noted and (B) between two histomorphologically distinct areas within the same tumour
deposit (intratumoural analysis) showing lack of transcriptomic variability. All results are presented as
scattered plots with the “R%” coefficients given for each of the comparisons. Genes consistently highly
expressed between samples are highlighted.
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2.3. Immunohistochemical Studies

IHC stains were undertaken where possible for: (a) the inflammatory markers of note that
were upregulated by at least a logy fold change of 2 in the DE analysis between mUM of differing
immunoscores (i.e., CCL4) or substantially downregulated (i.e., ITGB4) and (b) for the genes highlighted
in the DE analysis of mUM versus hepatocytes, as well as in the intersegmental and intratumoural
analyses (i.e., DUSP4, PRAME, CD44, MUM1/IRF4, MFGES, BCL-2, CD146/MCAM/MUC1, IGF1R,
PNMA, and LGALS3). The results are seen in Figure 5 and summarized in Table S4.

w3
MUM1/IRF4 ." ‘e
= e

)

Lo L S

Figure 5. Inmunohistochemistry (IHC) results showing the staining pattern and spatial distribution of
positive cells for antibodies against the proteins encoded by genes of interest identified from NanoString
analyses (scale bar: 100 um for CCL4, ITGNB4, and DUSP4. All other IHC panels scale bar: 50 um).
(Table S4 summarizes the key findings).

CCL4 was highly expressed (75-100% of positive staining cells) by both tumour cells and TAMs
in TAM-high mUM. In contrast, ITGB4 demonstrated positivity only in bile ducts and ductules
(Figure 5 and Table S4). Its downregulation in the mUM samples was associated with the destruction
of these structures within or at the edge of the mUM and associated inflammation or necrosis.

Marked overexpression of DUSP4, CD44, MUM1/IRF4, BCL-2, CD146/MUC18, IGF1R, and AKT3
was observed in the tumour cells in all mUM, compared to the background hepatocytes (Figure 5 and
Table S4). PRAME expression was observed in 75-100% of the tumour cells of two mUM only. There
was no difference in the expression of the above proteins between nBAP+ve or nBAP1-ve mUM.

LGALS3 protein expression was consistently seen in the macrophages within the mUM
(Figure 6 and Table S4). Nuclear IRF4/MUM1 expression was also seen in some mUM with
scattered plasma cells (not shown), typically in areas of desmoplasia and necrosis. MFGE8 was not
expressed by the melanoma cells, rather it was expressed variably by the hepatocytes, with those
directly adjacent to the mUM showing strong expression of this protein. Interestingly, the bile ducts
within the metastases and the normal parenchyma were also strongly positive for MFGES8 with some
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mUM showing a proliferation of bile ducts in the tumour within areas of desmoplasia (Figure 5 and
Table 54). Despite repeated attempts, PNMA protein expression could not be demonstrated in FFPE
using any of the commercially available antibodies.

Figure 6. Grading of tumour immunoscore. H&E photomicrographs demonstrating: (A) “absent/cold”
tumour with no TILs or TAMSs within the tumour (Tu) or at the tumour-normal liver interface, given a
“low” immunoscore (scale bar: 200 um). The “intermediate/altered” categories: (B) “altered excluded,”
where TILs or TAMs infiltrates were low at the tumour centre (Tu) and high at the margin (scale bar: 200 um);
“altered immunosuppressive,” a low scattered pattern of TILS/TAMS (not shown here). (C) “High/hot,”
with marked TILs or TAMs infiltration throughout the metastatic deposit (scale bar: 50 pm). (D-F) CD8+
TILs for each of the categories, respectively (scale bar: 100 and 200 pm, respectively). CD163+ TAMs
for the categories: (G) “altered excluded,” (scale bar: 100 um) (H) “altered immunosuppressed” and
(I) “high” (scale bar: 50 pm).

3. Discussion

Our study is the first to undertake NanoString transcriptome profiling on a large cohort of
hepatic mUM, which were clinically and morphologically phenotyped and also defined by applying a
modified immunoscore classifier, with the results subsequently being validated using IHC. Further,
we interrogated our mUM cohort for inter- and intratumoural transcriptome heterogeneity, because of
its potential therapeutic relevance. Our data reveal new biomarkers expressed by mUM and their TME,
which are worthy of further pursuit in the search for targeted therapies in this fatal disease.

With respect to the immune profile of the mUM, we confirm our previous results [25,26] that the
main “reactive inflammatory” cell within these metastatic tumours is the M2 macrophage with an
expression of CD68, CD163, and CD4. Although considered to be bystander cells, these TAMs are likely
to actively contribute to the immunosuppressive environment within the mUM. Our current study
demonstrated that the M2 TAMs were characterized by an upregulation of ANXA1, CD74, CXCR4,
MIF, STAT3, PLA2G6, and TGFB1 (Figure S1), all of which are involved in anti-inflammatory activity.
We also noted high expression of LGALS3 (Figure 4A) and HLA-DRA (not shown) and gene markers
for immunosuppression (Figure 2B), as has been previously shown in primary UM [26].

Interestingly, those mUM with a high TAM immunoscore expressed high levels of several
chemokines, namely, CCL4 (MIP-1§3), CCL3 (MIP-1c), and CCL3L1 (involved in the CCR5 macrophage
pathway), some of which are released by activated hepatic stellate cells (HSC) [32], suggesting that
there may be crosstalk between the two cell populations, ultimately promoting tumour angiogenesis
and fibrosis. The importance of a bidirectional crosstalk between mUM cells and HSC in promoting
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mUM colonization and preventing inflammatory cell infiltration has been previously described by
ourselves and others [33-36] and may prove useful as a strategy in the development of mUM therapies.

Other “players” in the immune profile of the mUM were DCs followed by CD8+ T-lymphocytes,
B-cells, plasma cells, and NK cells. DCs have been previously described in mUM [27,37,38]; indeed,
it was hoped that as antigen-presenting cells, they could activate antigen-specific T-cells directed
against mUM and, therefore, result in anti-tumour immune activity. This formed the basis of some DC
vaccination trials, which showed a response in ~30% of patients [39]. However, UM cells can inhibit
DC immunostimulatory function, and it would appear that DCs in the context of high tumour volume
mUM are incapable of stimulating an effective immune response [40]. Hence, trials were established to
treat high-risk UM patients (identified by monosomy 3 of the primary tumour) with DC vaccinations
in an adjuvant setting after resection of the primary tumour [41,42]. A slight improvement in overall
survival rates was achieved in patients with a detectable tumour antigen-specific immune response
after DC vaccination.

As previously described [25,27,28,43], the predominant lymphocyte population present
within most mUM were exhausted CD8+ TILs (82.5%) showing either an “altered excluded”
or “altered immunosuppressed” pattern, corresponding to a low or intermediate immunoscore,
respectively. Interestingly, those mUM with a “high” TIL immunoscore had upregulation of the
CD25/ILR2A, corresponding to regulatory T-cells (Tregs), and thereby creating a TME characterized
by immunosuppression directed against tumour antigen-specific effector T cells, B cells, and plasma
cells, ultimately leading to immune exhaustion and/or anergy [44-47]. Indeed, in this study, very few
mUMs contained B-cells and plasma cells. The latter cell type was seen particularly in those mUM
that had undergone necrosis and were associated with a desmoplastic reaction (Figure 6). Plasma and
CD20+ B-cells have been described in primary UM, albeit as focal aggregates in small quantities, and in
some cases associated with necrosis [26,48-50]. Our observations may thus explain the relatively poor
responses to trialled adoptive transfer of autologous TIL-based therapies in patients with mUM [51]
and emphasise the urgent need to refine T-cell therapy in this setting [52].

Corroborating previous literature, our analyses also confirm low expression of many ICRs in mUM
(e.g., CTLA4 and PD1) [24,26,52] and provide an explanation as to why current immunotherapies are
ineffective in mUM [22,52]. Interestingly, however, we did note upregulation of CD276/B7-H3, HMGBI,
and CD73/NT5E in mUM, but these were also seen in the control liver, making them inappropriate to
pursue as therapeutic targets in hepatic mUM (Supplementary Figure S5B). This is in contrast to other
human malignancies, including cutaneous melanoma, where these 3 alternate ICRs are preferentially
expressed on tumour cells and are currently in phase I clinical trials [53-55]. Our results importantly
highlight yet again the differences between mUM and metastatic skin melanoma and the urgent need
to look for alternate targets and receptors in mUM [44-47], which may be specifically found on the
tumour cells rather than within the TME, as discussed below.

Compared to background liver, mUM significantly increased expression of 11 genes (adjusted p < 0.01),
of which 10 had a log) fold-change greater than 2 in our transcriptomic analyses. Some of these genes have
not been previously described, and they may serve as new directions for targeted therapy in mUM.

The most highly expressed gene in mUM was DUSP4, also known as mitogen-activated protein
kinase phosphatases 2 (MKP2), located on chromosome 8p12-p11 [56]. It belongs to the DUSP family,
which is responsible for dephosphorylation and inactivation of mitogen-activated protein kinase
(MAPK) family members [57,58]. DUSPs exhibit substrate specificity towards particular MAPKSs,
with DUSP4 regulating ERK1, ERK2, p38, and c-Jun N-terminal kinase [59], which makes it potentially
associated with three of the four main MAPK signalling pathways [60]. Although DUSP4 expression
has been reported previously in skin melanomas, and as a potential biomarker for patient response
to MEK inhibition with its upregulation correlating with a positive response [61,62], it has not been
described previously in UM. Analysis of the publicly available TCGA dataset reveals that DUSP4
mRNA was overexpressed in 4% of the cases (3 out of 80 cases) [63—65]. The fact that DUSP4 may not
commonly be overexpressed in primary UM may suggest that its enhanced expression is specific for
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mUM, as in other cancers [66]; however, this requires further investigation. Although there are no
trials targeting DUSP4, siRNA depletion of DUSP4 sensitizes cancer cell lines to drugs to which they
were otherwise resistant [67,68], a strategy that may be of value in mUM.

Another novel finding of our study was the overexpression of IRF4/MUM]1 in mUM. The IRF4
gene (chr 6p25.3) belongs to a family of transcription factors for interferons; therefore, they are involved
in the regulation of the immune system and oncogenesis [69]. IRF4 is involved in the differentiation
and maturation of B-cells, plasma cells, as well as memory T-cells, and hence, most clinical trials
targeting this molecule are associated with lymphomas or plasma cell neoplasms. Interestingly,
and perhaps relevant for the M2-rich mUM, IRF4 together with IRF8 promotes differentiation of the
myeloid progenitor cells to macrophages [70]. IRF4 is also associated with the macrophage polarization
process: together with upstream JMJD3 (Jumonji domain-containing protein D3), it is responsible for
controlling M2 macrophage marker expression [71]. Although IRF4 expression has been described
in skin melanoma [72-74], it has not been previously reported in either primary or metastatic UM.
Our interrogation of TCGA data set (Firehose Legacy) reveals that IRF4 is not only amplified in 10% of
the samples but also overexpressed at the mRNA level in 14% of the samples [63-65]. Considering
that the IRF4 gene is localized on chromosome 6p, which is usually associated with a good prognosis,
correlation of IRF4/MUMI1 protein expression in primary UM and the tumour cell copy number
variations may be of value for future use in diagnostic laboratories.

Paraneoplastic Mal (PNMA1) is amember of an expanding family of “brain/testis” proteins thought
to be involved in an autoimmune disorder defined as paraneoplastic neurological syndrome. However,
the biological and clinical significance of PNMA1 in tumours is poorly understood. Although increased
PNMA1 expression and its protein levels have been shown to be proapoptotic in neurons [75], they have
been found to play a prosurvival and antiapoptotic role in pancreatic [76], gastric [77], and breast
cancers [78]. Till date, there is no literature on the role of PNMA1 in melanoma or UM. Although
clearly upregulated in mUM at the transcriptome level, disappointingly, we were not able to validate
this at the protein level using the currently available antibodies using IHC.

Our data also corroborated results of previous studies. For example, mUM demonstrated
significant overexpression of PRAME at the mRNA level. PRAME expression has been previously
described in primary and mUM [79-81]. Interestingly, however, PRAME expression using IHC was
not strong with only 2/19 samples demonstrating focal immunoreactivity. PRAME (chr. 22q11.22) is
a CT antigen not expressed on normal tissues and is a transcriptional repressor of the retinoic acid
receptor; it thereby inhibits retinoic acid induced proliferation arrest and apoptosis, which gives cancer
cells survival and growth advantages [82]. Given its preferential expression in cancer cells, PRAME
attracted a lot of interest as a potential immunotherapy target. Two main therapeutic approaches in
PRAME-targeted therapy include cancer vaccines and adoptive T cell therapy. The status of finished
and ongoing clinical trials targeting PRAME has been recently reviewed [83]. This includes a phase 1/2
dose-finding and -expansion trial for mUM patients that commenced in 2017 whereby participants’
T-cells are modified to recognize and target PRAME (https://clinicaltrials.gov/ct2/show/NCT027436117?
term=PRAME&draw=2&rank=1).

CD44 (chr 11p13) demonstrated similar levels of mRNA overexpression as PRAME in the mUM
and is involved in a wide variety of cellular functions. It encodes a cell-surface glycoprotein involved
in cell—cell interactions, cell adhesions, and migration. CD44’s main ligand is hyaluronic acid, which is
an abundant component of extracellular matrix, and its binding results in induced cell proliferation,
increased cell survival, and enhanced cell motility [84]. High expression of CD44, including some of
its alternatively spliced variants, is seen in cancer stem cells and is thought to play a role in cancer
development and progression [85]. CD44 expression has been noted in three UM cell lines and primary
UM [86,87], however, to date has not been reported in mUM. The distinctive and strong expression
of CD44 in mUM cells could place it as a candidate for the detection of circulating mUM cells in
patient sera. CD44, particularly its hyaluronan receptor [88], has attracted a lot of interest as a potential
therapeutic target for many solid tumours; however, no trials at present are being undertaken in mUM.
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Distinctive and strong expression of CD146/MCAM/MUC18 was noted at both the mRNA and
protein level in our cohort of mUM. Localized on chromosome 11q23.3, CD146 codes for a cell adhesion
protein, which belongs to the immunoglobin family, with its main role being the facilitation of cell
adhesion through binding with neighbouring cells or with the extracellular matrix [89]. Our data
support those of previous groups, who have demonstrated strong CD146 expression on primary
and mUM [90,91], as well as on circulating UM cells [92-94]. Interestingly, CD146 is the major
galectin-3-binding ligand and colocalizes with galectin-3 on endothelial cell surfaces, inducing AKT
activation and thereby leading to cell survival, growth, proliferation, cell migration, and angiogenesis,
as well as the secretion of metastasis-promoting cytokines [95]. Our preliminary studies on UM cell
lines also show that galectin 3 colocalizes with CD146 on their cell membranes, and that introduction of
exogenous galectin-3 to these cultured cells induces a dose-dependent increase of AKT phosphorylation
(Prof. Lugang Yu, University of Liverpool, unpublished results). Recent developments in the production
of galectin 3 inhibitors [96] could, therefore, hold promise for the treatment of mUM.

The BCL2 gene (chr. 18q21.33) encodes for BCL-2, the first protein to be described in the BCL-2
family, which regulate cell death by either inhibiting (antiapoptotic) or inducing (proapoptotic)
apoptosis [97]. BCL-2 is antiapoptotic and its overexpression has been described in most primary
UM [98-102]. However, no particular correlation with histomorphological or genetic features of the
tumours nor with clinical outcome have been reported. Although not previously investigated in such
a large patient mUM cohort until the current study, BCL2 has been the subject of studies to improve
the cytotoxic effect of different chemotherapeutics against UM cells in preclinical settings [103-106].
Indeed, Decaudin et al. performed a comprehensive preclinical screening of a panel of 5 different BCL2
protein family inhibitors and assessed their synergy with PI3K/AKT/mTOR, p53, and MAPK/ERK
inhibitors against both primary and metastatic UM cell lines. Several combinations showed a synergetic
effect, and the most promising combinations were further assessed in patient-derived xenograft (PDX)
models. The BCL-2/XL/W inhibitor (ABT263) combined with MDM2 inhibitor (HDM201) showed a
trend for a synergistic effect in the PDX models [106]. However, further studies employing BCL-2 in
the context of mUM are required considering data that suggest high galectin-3 expression, as seen in
mUM, may mediate resistance to BCL-2 targeted therapies [107].

IGFIR was strongly and distinctively overexpressed at both the transcriptome and protein
levels in mUM in our study. This confirms previous observations in primary UM cell lines and
UM samples [108-111] as well as in mUM [112]. Insulin-like growth factor-1 is a strong mitogen,
which on stimulating IGF-1R signalling plays an important role in UM development and spread [113].
Hence, targeting IGF signalling has been considered a promising approach to inhibit the process
of metastatic UM cells, e.g., recent studies have looked at this pathway using single [113] and a
combinatory targeted approach [114].

With respect to tumour heterogeneity with mUM, there was little variation in the transcriptomic
expression profiles for immune-related and tumour-cell-related genes within a single UM metastasis.
In contrast, however, there were significant transcriptome differences between mUM lesions within
the same patient with respect to immune-related genes. These data correlated with the respective
morphological findings where inflammatory infiltrates within and surrounding mUM were dependent
on the presence/absence of necrosis, haemorrhage, and desmoplasia. Our data (particularly those of
mUMs R4, R34, and R35 which arose from the same patient) support those of previous researchers
suggesting that there may be differing clones within unusual cases of UM and that there could be
evolution of genetic alterations in mUM with time [29,115]. These findings suggest that heterogeneity
of the TME associated to mUM lesions could affect the response to therapies.

4. Materials and Methods

The study was approved by the Health Research Authority (REC Ref 11/NW/0759) and conducted
in accordance with the Declaration of Helsinki. All samples were provided by the Ocular Oncology
Biobank (REC Ref 16/NW/0380) and the Liverpool Bio-Innovation Hub Biobank following local approval.
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4.1. Specimen

Archival formalin-fixed paraffin embedded (FFPE) mUM specimens (n = 40) were obtained from
27 consented patients who had undergone resection of their liver metastases at Aintree University
Hospital, Liverpool between 2003 and 2017. All samples were assessed by Y.K., A.AS.,, HK., and S.E.C,,
and the hepatic metastases classified for the following: dominant cell type growth pattern [43],
cell morphology, degree of pigmentation, presence/absence of necrosis, and nuclear BAP1 (nBAP1)
immunoreactivity. Information on chromosome 3 status of the primary UM [3,10,116,117] for each
patient was taken from previous data where available. Noted also were the presence/absence of fibrous
encapsulation of mUM, the degree of intratumoural fibrosis within the metastatic deposit, as well as
the presence/absence of intertumoural “bridging” fibrosis (Figure S4). The degree of inflammation
associated with each mUM sample was defined by an “immunoscore,” as previously described by
Galon et al. [118-120] (Figure 6), and is outlined in detail under “Immunohistochemistry” below.
The normal tissue blocks associated with the liver resections of six UM patients, confirmed to be devoid
of tumour cells by both H&E and immunohistochemistry (IHC), were pooled and included as controls
(CL1 and CL2: each containing 3 control livers).

4.2. RNA Isolation, Quantification, and Quality Assessment

Four fresh 5 um sections cut from the FFPE hepatic mUM were deparaffinized using xylene,
homogenized through vortexing, and incubated at 56 °C for 2 h and then 80 °C for 15 min on a
ThermoMixer® C (Eppendorf UK Ltd., Stevenage, UK). Total RNA was prepared using the RNeasy
FFPE Kit (QIAGEN Ltd., Manchester, UK) as per the manufacturer’s protocol. For the 0.6 mm
core punches taken for the third experimental arm (see below), a further homogenization step was
undertaken during deparaffinization using tissue grinder pestles. Total RNA purity and quantity
were assessed by Nanodrop spectrophotometry (Thermo Fisher Scientific, Life Technologies Ltd.
Paisley, UK) and with the Qubit® RNA Broad-Range Assay Kit and fluorometer (Molecular Probes,
Life Technologies Ltd. Paisley, UK), respectively.

4.3. Transcriptome Analyses

Gene expression profiling was performed using the nCounter® PanCancer Immune Profiling
Panel Kit (NanoString Technologies, Seattle, WA, USA). The transcriptomic analyses were divided into
three separate components:

(1) mUM versus control liver—all 40 mUM specimens (R1 to R40; Table S1) with 6 control liver samples
(which had been pooled to create 2 representative controls (CL1 and CL2: each containing 3
control livers) were used across all cartridges;

(2)  Intersegmental mUM analysis—comparison of mUM resections from two different liver segments
of the same patient (n = 5 patients, giving a total of 10 different mUM samples (Table S1));

(3) Intratumour mUM analysis—two different areas within the same hepatic mUM nodule (n = 10
mUM resections (Table S1)) were taken using 0.6 mm core punches (2 mm X 0.6 mm diameter
from each region of interest; n = 20 regions of interest) (Figure S5).

In each study component, 250 ng total RNA for each specimen was hybridized with the Immune Profiling
nCounter® CodeSet (reporter and capture probes) as per the manufacturer’s instructions. The CodeSet
included 730 immune-related genes (immune cell types markers, checkpoint inhibitors, cancer-testis antigens,
and genes involved in adaptive and innate immune responses) and 40 house-keeping genes. The expression
of each of these 770 genes was interrogated within each of the samples. The CodeSet also included six
positive and six negative controls. After hybridization, samples were loaded onto the nCounter® FLEX
System prep station (NanoString Technologies) for cartridge processing, and cartridges were then scanned
by the multichannel epifluorescence nCounter® Digital Analyser (NanoString Technologies) following the
manufacturer’s recommendations. The latter utilizes digital detection of direct fluorescent molecular barcodes.
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4.4. Data Analysis and Bioinformatics

Comprehensive transcriptomic data mining was performed using the nSolver™ 4.0 data analysis
software withnCounter Advanced Analysis Module 2.0 (NanoString Technologies). Briefly, quality control
(QC; binding density, image quality, assay efficiency, assay linearity, and limit of detection) was done for
each sample, and any samples raising a QC flag were excluded. For mUM versus control liver, QC flags
were raised in three of the mUM and these RNA samples were excluded from the analyses: R15 and R31
(normalization flags) and R38 (binding density flag). There were no QC flags raised in the intra- and
intertumoural study components.

For mUM versus control, data were normalized using the widely accepted in-built geNorm
algorithm. Sample R18 was found to be an outlier after geNorm normalization and was excluded
(R18 was profiled independently and was not an outlier in the other study components). All statistical
analyses were completed using R scripts available within the nCounter Advanced Analysis Module.
Multivariate regression analyses were performed within the Advanced Analysis Module with
Benjamini-Hochberg p-value adjustment, and results were presented as differential expression volcano
plots showing log, fold changes in gene expression in the mUM versus control liver. Genes of interest
(Figure S3) were also examined using heatmaps (presented individually and also as the sum of
normalized expression for each functional category).

For intersegmental and intratumour mUM comparisons, two-step normalization using the positive
control and house-keeping genes followed by background thresholding against the geometric mean of
negative controls was undertaken prior to analysis with the nSolver software. Normalized data were
represented as a series of scatter plots on which genes of interest and “R?” coefficients were indicated.

4.5. Immunohistochemical Validation of NanoString Transcriptome Analyses

Sections were cut at 4 pm from the FFPE blocks of hepatic mUM used in the NanoString analyses
onto X-tra™ adhesive slides (Leica) where sufficient tissue was remaining (n = 19) and processed
for IHC as previously described [25,29]. Briefly, antigen retrieval and IHC were performed using
the Bond RXm Automated Stainer with the Bond polymer refine detection systems in either red or
brown, according to the manufacturers’ recommendations (Leica Biosystems UK Ltd., Milton Keynes,
UK). Primary antibodies (Abs) against the genes of interest (statistically significant log, fold-changes
at least >2) revealed through the NanoString analysis—i.e., DUSP4, PRAME, CD44, IRF4&/MUM]1,
BCL2, CD146/MCAM/MUCI1S8, IGF1R, PNMA1, MFGES, LGAL3/Galectin-3, ITGB4, CD25/IL2RA,
and AKT3—were examined using IHC (Table S5). Positive and negative controls for each of the
primary antibodies were included in each assay. Slides were mounted with a resin-based mountant.
Previous IHC performed as part of the routine clinical work-up for mUM was also re-evaluated and
included: MelanA, BAP1, CD3, CD4, CD8, CD68, CD163, and CD20 (as previously described) [25,121].

4.6. Grading of Inflammation

All mUM samples were assessed for the density, spatial and cellular distribution of CD3+/CD8+
TILs and CD68+/CD163+ TAMs, and an immunoscore grading given, as previously described by
Galon et al. [118-120]. Briefly, infiltration of TILs and TAMs differentiated the mUM TME into four
distinct inflammatory response phenotypes: “absent/cold,” where the metastasis was devoid of these
cells; “altered excluded,” where TILs or TAMs infiltrates were low at the tumour centre and high at the
peritumoural margin; “altered immunosuppressive,” where mUM displayed a low scattered pattern
of inflammatory cell infiltrate; or “high/hot,” with marked TILs or TAMs infiltration throughout the
metastatic deposit (Figure 6). These inflammatory response phenotypes were given an immunoscore
of “low (absent) (0),” “intermediate (altered category) (1),” or “high (2)”, respectively [120], for both
TILS and TAMS. A total immunoscore for each mUM was generated by summing the two values; the
score range of “0-3” was denoted a “low” total immunoscore, and the range of “4-6" was indicated a
“high” total immunoscore.
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5. Conclusions

In summary, we have confirmed the M2 macrophage being the dominant cell type within mUM
with most of these metastases having low or intermediate immunoscores for T-cells. The TAMs are
characterized by the upregulation of a transcriptomic signature, which enhance an immunosuppressed
environment. We have also demonstrated the expression of novel markers in mUM, some of which are
specifically and highly expressed in the tumour cells only and thereby, could potentially represent
possible targets for single and/or combinatory therapy:.

Supplementary Materials: The following are available online at http://www.mdpi.com/2072-6694/12/10/2832/s1,
Figure S1: Heatmap highlighting the relative expression of gene markers for M2 TAMs in mUM versus control;
Figure S2: Heatmaps showing relative gene expression within mUM versus control for: (A) cancer-testis antigens
and (B) immune checkpoint inhibitors; Figure S3: Venn diagrams showing the list of genes used for immune cell
type profiling (A) and cell function profiling (B); Figure S4: Increasing stages of fibrosis, and necrosis; Figure S5:
Macroslide image of a hepatic mUM demonstrating how cores were taken for intratumoural heterogeneity analysis.
Table S1: Clinical and histomorphological information for all the hepatic mUM samples; Table S2: NanoString
differential expression output data for mUM for: (A) Total immunoscore, (B) TAMs immunoscore, (C) TILs “altered
versus absent,” and (D) TILs “high versus absent;” Table S3: NanoString differential expression output data for
mUM for: (A) all mUM versus control liver and (B) nBAP1 status in mUM; Table S4: Summary of IHC results;
Table S5: Details of the antibodies used for IHC.
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