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Simple Summary: We hypothesize that proangiogenic factors such as angiopoietin-1 (ANG-1)
and angiopoietin-2 (ANG-2), two targetable cytokines, may play a role in tumor development in
uveal melanoma. We determined the expression of these cytokines in both uveal melanoma tissue
as well as in aqueous humor, which provides a unique combination of data. We observed that
ANG-2, in contrast to ANG-1, showed more expression in high-risk tumors and was associated
with the development of metastases. Its presence in aqueous humor correlated with expression in
tumor tissue. Knowledge about the expression of these cytokines may help to identify targets for
personalized treatment.
Abstract: Uveal melanoma (UM) metastasize haematogeneously, and tumor blood vessel density is
an important prognostic factor. We hypothesized that proangiogenic factors such as angiopoietin-1
(ANG-1) and angiopoietin-2 (ANG-2), two targetable cytokines, might play a role in tumor development and metastatic behavior. mRNA levels of ANG-1 and ANG-2 were determined in 64 tumors
using an Illumina HT-12 v4 mRNA chip and compared to clinical, pathologic, and genetic tumor
parameters. Tissue expression was also determined by immunohistochemistry (IHC). Samples of
aqueous humor were collected from 83 UM-containing enucleated eyes and protein levels that were
determined in a multiplex proximity extension assay. High tissue gene expression of ANG-2, but not
of ANG-1, was associated with high tumor thickness, high largest basal diameter, involvement of the
ciliary body, and with UM-related death (ANG-2 mRNA p < 0.001; ANG-2 aqueous protein p < 0.001).
The presence of the ANG-2 protein in aqueous humor correlated with its mRNA expression in the
tumor (r = 0.309, p = 0.03). IHC showed that ANG-2 was expressed in macrophages as well as tumor
cells. The presence of ANG-2 in the tumor and in aqueous humor, especially in high-risk tumors,
make ANG-2 a potential targetable cytokine in uveal melanoma.
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1. Introduction
Uveal melanoma (UM) is a rare type of cancer, but it is the most common primary
tumor of the eye, with an estimated incidence rate of 5–9 per 1.000.000 person–years [1].
Despite successful treatment of the primary tumor, about 50% of all patients develop
metastases [2,3]. Metastases can occur even up to 15 years after the initial diagnosis,
suggesting the existence of micro-metastases at the time of primary treatment [2,4]. Once
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metastatic disease has developed, survival is short, with a median survival rate of only
6 months [2,5]. Because of this poor prognosis and lack of improvement over time, it is of
great importance to identify novel targets for the effective treatment of metastatic UM or
for the prevention of metastatic outgrowth.
As UM metastasizes only through hematogenous dissemination [6], the presence of
blood vessels is crucial for UM to progress and metastasize [7]. Two recent studies from
our laboratory demonstrated that tumor angiogenesis is related to the genetic profile of
prognostically bad UM [8,9]. The identification of relevant proangiogenic factors may
provide an opportunity to develop new therapeutic targets. We already know that several
proangiogenic factors are associated with an increased malignancy of UM, such as vascular
endothelial growth factor A (VEGF-A) and hepatocyte growth factor (HGF) [10–13]. Tumorinfiltrating leukocytes may be a source of proangiogenic cytokines, and, in UM, the presence
of an inflammatory phenotype is associated with a bad prognosis. This inflammatory
phenotype is characterized by an increased expression of human leukocyte antigens (HLA)
class I and II, and infiltration with both lymphocytes as well as macrophages [14–17]. The
main type of infiltrating macrophage was found to be the M2 macrophage, which has
angiogenic and tumor-promoting capacities; in UM, a high density of M2 macrophages has
been associated with an increased vessel density and a bad prognosis [18–20].
Angiopoietin-1 (ANG-1) and angiopoietin-2 (ANG-2) are proangiogenic factors that
exert a crucial role in the angiogenic switch, which is associated with tumor progression through interaction with the transmembrane tyrosine protein kinase angiopoietin
(Tie2) receptor. This Tie2 receptor is expressed by endothelial cells and tumor-associated
macrophages (TAMs) [21,22]. ANG-1 plays an essential role in vessel maturation and
regulates the migration, adhesion, and survival of endothelial cells. ANG-2, which is a
competitive antagonist of ANG-1, reduces the stabilization of vessels by stimulating the
dissociation of pericytes from pre-existing vessels. This leads to an increased vascular
permeability, which facilitates the infiltration of cytokines, proteases, and proangiogenic
cells [21,23]. Following the example of VEGF, studies have analyzed the effects of monoclonal antibodies directed against these molecules. In a recent study in an experimental
colon carcinoma model, tumor-bearing mice received irradiation together with ANG-2blocking antibodies [24]. The addition of anti-ANG2 antibodies to whole body irradiation
improved tumor inhibition, reduced blood vessel density, and led to higher numbers of
infiltrating T cells and monocytes than after irradiation alone. A combined treatment with
a T cell enhancer, anti-CD40, further promoted the effect of the anti-vascular antibodies,
and led to infiltration with CD8+ T cells, considered important for tumor cell killing [25].
Various studies have investigated the function of ANG-1 and ANG-2 in tumor growth
and in eye diseases [26,27]. Experimental upregulation of ANG-1 expression provokes
tumor growth in various tumor models [27–29]. However, an evident correlation between
ANG-1 expression and tumor malignancy has never been found [27]. ANG-2 expression is upregulated in tumor-associated vessel endothelium, and high serum ANG-2
concentrations are associated with increased malignancy in several types of cancer, such
as hepatocellular cancer, lung cancer, glioblastoma, and cutaneous melanoma [30–36].
Moreover, an induced expression of ANG-2 has been described as promoting the development of metastases, while specific blockade of ANG-2 inhibited metastasis formation
in tumor models in mice [37]. One study investigated the role of ANG-2 in ocular angiogenesis: expression levels of ANG-2 were much higher in the vitreous fluid of eyes with
proliferative diabetic retinopathy (PDR), suggesting an association between ANG-2 and
retinal angiogenic activity [38]. A recent study in UM from our own group showed that
an increased mRNA expression of ANG-2 is related to an increased vessel density and
genetic tumor progression [8]. Combining angiogenesis inhibitors and immune checkpoint
inhibitors or immune stimulators such as CD40 might be an option for the treatment of
UM metastases. The angiopoietin/Tie2 pathway may similarly be an attractive target
to prevent metastases. The aim of the current study was to analyze ANG-1 and ANG-2
protein and gene expression in UM tissue and aqueous humor to gain an insight into the
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potential value of these proteins as therapeutic targets in UM. Furthermore, we determined
whether aqueous humor sampling could potentially provide a method to identify which
UM patients could be candidates for treatment.
2. Materials and Methods
2.1. Study Population
Tumor tissue samples were obtained from 64 eyes and samples of aqueous humor
from 83 eyes that had undergone primary enucleation for UM between 1999 and 2017
at the Leiden University Medical Center (Leiden, The Netherlands). Tumor tissues and
aqueous humor were made available for medical research following pathological evaluation
of the tumor-containing eye. The clinical data and survival information of all patients
participating in this retrospective cohort study were updated in November 2019. All
medical records were analyzed for clinical information (age at enucleation, development of
metastases) and pathology reports were used to obtain histopathological characteristics,
including tumor size (including both largest basal diameter and prominence), ciliary
body involvement, cell type, tumor node metastasis (TNM)/American Joint Committee of
Cancer (AJCC) Edition 8 stage and chromosome status [39]. Clinical and histopathologic
characteristics of the group are shown in Tables 1 and 2.
Table 1. Comparison of clinical, histopathological, and genetic characteristics of UM with a low or high mRNA gene
expression of ANG-1 and ANG-2. The groups were separated according to the median.
Patients, No. (%) *
Variables

Low Gene
Expression of
ANG-1 (n = 32)

p-Value

Patients, No. (%) *
Low Gene
Expression of
ANG-2 (n = 32)

High Gene
Expression of
ANG-1 (n = 32)

High Gene
Expression of
ANG-2 (n = 32)

0.32 ‡

Sex

p-Value

0.32 ‡

Male

14 (44%)

18 (56%)

18 (56%)

14 (44%)

Female

18 (56%)

14 (44%)

14 (44%)

18 (56%)

Age at enucleation, median
(range), years

57.8
(33.4–88.4)

65.9
(12.8–84.8)

0.36 §

56.4
(12.8–84.8)

69.1
(33.4–88.4)

0.04 §

Largest basal diameter,
median (range), mm

14.0
(9.0–20.0)

13.0
(8.0–30.0)

0.18 §

12.0
(8.0–18.0)

15.0
(9.0–30.0)

0.01 §

Thickness, median (range),
mm

8.5
(2.0–12.0)

7.5
(2.0–12.0)

0.24 §

7.0
(2.0–12.0)

8.5
(4.0–12.0)

0.09 §

0.002 ‡

Ciliary body involvement
No

34 (81%)

20 (49%)

Yes

8 (19%)

21 (51%)

Cell type

0.08

0.12 ‡
23 (72%)

17 (53%)

9 (28%)

15 (47%)

‡

0.04 ‡

Spindle

18 (43%)

10 (24%)

15 (47%)

7 (22%)

Mixed or
epithelioid

24 (57%)

31 (76%)

17 (53%)

25 (78%)

0.001 ‡

AJCC staging
I-IIB

35 (83%)

19 (46%)

IIIA-IIIC

7 (17%)

22 (54%)

Metastases

0.21

No

11 (34%)

16 (50%)

Yes

22 (66%)

16 (50%)

Chromosome 3 status

0.19

0.02 ‡
25 (78%)

16 (50%)

7 (22%)

16 (50%)

‡

‡

0.001 ‡
20 (63%)

7 (22%)

12 (38%)

25 (78%)
0.004 ‡
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Table 1. Cont.
Patients, No. (%) *

p-Value

Patients, No. (%) *

Variables

Low Gene
Expression of
ANG-1 (n = 32)

High Gene
Expression of
ANG-1 (n = 32)

Low Gene
Expression of
ANG-2 (n = 32)

High Gene
Expression of
ANG-2 (n = 32)

Disomy 3

9 (28%)

14 (44%)

17 (53%)

6 (19%)

Monosomy 3

23 (72%)

18 (56%)

15 (47%)

26 (81%)

Chromosome 8 status

0.78

‡

p-Value

0.06 ‡

Normal

9 (28%)

10 (31%)

13 (41%)

6 (19%)

Gain of 8q

23 (72%)

22 (69%)

19 (59%)

26 (81%)

* Percentages are rounded and may therefore not total 100, ‡ Pearson’s chi-squared test, § Mann–Whitney U test.

Table 2. Comparison of clinical, histopathological, and genetic characteristics of UM with a low or high protein expression
of ANG-1 and ANG-2 in the aqueous. The groups were separated according to the median.
Patients, No. (%) *
Variables

Low Protein
Expression of
ANG-1 (n = 42)

p-Value

High Protein
Expression of
ANG-1 (n = 41)

Patients, No. (%) *
Low Protein
Expression of
ANG-2 (n = 42)

High Protein
Expression of
ANG-2 (n = 41)

0.51 ‡

Sex

p-Value

0.92 ‡

Male

21 (50%)

24 (59%)

23 (55%)

22 (54%)

Female

21 (50%)

17 (42%)

19 (45%)

19 (46%)

Age at enucleation, median
(range), years

59.8
(12.8–77.1)

62.3
(32.2–92.7)

0.43 §

54.6
(12.8–77.1)

68.3 (34.8–92.7)

0.002 §

Largest basal diameter,
median (range), mm

12.0
(8.0–20.0)

13.0
(9.0–20.0)

0.10 §

12.0 (8.0–18.0)

13.0 (9.0–20.0)

0.04 §

Thickness, median (range),
mm

7.0
(2.0–12.0)

9.0
(2.0–12.0)

0.08 §

7.0 (2.0–12.0)

9.0 (2.0–12.0)

< 0.001 §

0.50 ‡

Ciliary body involvement

0.002 ‡

No

29 (69%)

25 (61%)

34 (81%)

20 (49%)

Yes

13 (31%)

16 (39%)

8 (19%)

21 (51%)

0.70 ‡

Cell type

0.08 ‡

Spindle

15 (36%)

13 (32%)

18 (43%)

10 (24%)

Mixed or
epithelioid

27 (65%)

28 (68%)

24 (57%)

31 (76%)

0.76 ‡

AJCC staging
I-IIB

28 (67%)

26 (63%)

IIIA-IIIC

14 (33%)

15 (37%)

Metastases

0.23

No

24 (57%)

19 (46%)

Yes

18 (43%)

22 (54%)

Chromosome 3 status

0.21

<0.001 ‡
35 (83%)

19 (46%)

7 (17%)

22 (54%)

‡

0.04 ‡
26 (62%)

16 (39%)

16 (38%)

25 (62%)

‡

0.42 ‡

Disomy 3

20 (48%)

14 (34%)

19 (45%)

15 (37%)

Monosomy 3

21 (50%)

26 (63%)

22 (52%)

25 (61%)

Failed analyses

1 (2%)

1 (2%)

1 (2%)

1 (2%)
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Table 2. Cont.
Patients, No. (%) *
Variables

Low Protein
Expression of
ANG-1 (n = 42)

p-Value

Patients, No. (%) *
Low Protein
Expression of
ANG-2 (n = 42)

High Protein
Expression of
ANG-1 (n = 41)

High Protein
Expression of
ANG-2 (n = 41)

0.68 ‡

Chromosome 8 status

p-Value

0.37 ‡

Normal

13 (31%)

11 (27%)

14 (33%)

10 (24%)

Gain of 8q

28 (67%)

29 (71%)

27 (64%)

30 (73%)

Failed analyses

1 (2%)

1 (2%)

1 (2%)

1 (2%)

* Percentages are rounded and may therefore not total 100, ‡ Pearson’s chi-squared test, § Mann–Whitney U test.

The follow-up time was either the time from enucleation until date of death, or until
the last date of follow-up, in cases where the patient was still alive. The mean follow-up
period at the time of statistical analysis was 71 months (median, 52, range 2–230 months).
During the follow-up period, 46 of the 64 patients of the mRNA study and 57 of the
83 patients in the aqueous humor cohort died, of whom 33 and 40, respectively, died due
to metastatic UM. No patients were lost to follow-up.
2.2. Immunohistochemical Staining
Immunohistochemical staining (IHC) was performed using the ANG-2 (F-1) antibody
from Santa Cruz Biotechnology (Product# SC-74403 via Bio-connect, life sciences, Huissen,
The Netherlands). For CD3 staining, we used as primary antibody rabbit monoclonal antiCD3 (clone: 2GV6, catalog#: 790-4341, Ventana Medical Systems, Inc., Ventana, Rotkreuz,
Switzerland). For staining of CD163, the primary antibody of Roche tissue diagnostics
(clone: MRQ-26) was used (catalog# 760-4437, Roche diagnostics, Rotkreuz, Switzerland).
The UltraView Universal Alkaline Phosphatase Red detection kit (Ventana Ref 760-501,
Arizona, United States) was used in combination with target amplification (Ventana Ref
760-080, Arizona, United States). The slides were counterstained with haematoxylin II for
8 min, followed by an additional counterstaining with bluing reagent (Ventana Medical
Systems, Inc., Arizona, United States).
2.3. Gene Expression Analysis
mRNA for gene expression profiling was obtained from 64 tumors, using the RNAeasy mini kit (Qiagen, Venlo, The Netherlands). ANG-1 and ANG-2 mRNA expression was
determined with the Illumina HumanHT-12 v4 chip (Illumina, San Diego, CA, USA), using
probes ILMN_1677723 and ILMN_3250067, respectively. For the correlation analysis with
proinflammatory proteins, we determined the mRNA expression of CD3 and CD8 lymphocytes, as well as of CD68 macrophages, using probes ILMN_2261416, ILMN_2353732, and
ILMN_1714861, respectively, since these probes were found to be the most accurate based
on prior validation studies (GEO dataset GSE84976) [40].
2.4. Protein Expression Analysis in Aqueous Humor
Protein expression of ANG-1 and ANG-2 in aqueous humor was analyzed using a
multiplex proximity extension assay, as previously described (Olink Bioscience, Uppsala,
Sweden) [41,42]. During the process, 1 µL of each sample of aqueous humor was incubated
with corresponding antibody pairs. Each antibody was linked to a DNA-tag of which the
DNA-tags for an antibody pair were complementary. Once the two antibodies were bound
to the same and correct target protein, the DNA-tags hybridized and created a doublestranded DNA template. This DNA template was thereafter amplified using a regular PCR.
Subsequently, real time PCR was used for quantification of the DNA barcodes (BioMark™
HD System, Fluidigm Corporation, South San Francisco, CA, USA). The generated signal
directly corresponded with protein concentration.
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Protein expression data were provided as normalized data to minimize the variation
within and between different runs as normalized protein expression (NPX). A difference of
one in NPX corresponds to a two-fold difference in protein concentration.
2.5. Statistical Analysis
All statistical analyses were performed with the statistical software program SPSS
(SPSS Inc., Chicago, IL, USA). The protein and gene expression of ANG-1 and ANG-2 in
aqueous humor and tumor material were dichotomized into low and high by using the
median as cut-off. All clinical, histopathological, and genetic parameters were compared
between both groups. For all the categorical prognostic parameters, the Pearson’s chisquared test was performed and, to compare the continuous prognostic parameters, the
Mann–Whitney U test was used. Kaplan–Meier survival analyses, combined with the
log-rank test, were performed to analyze disease-specific survival. In these analyses, death
due to metastatic UM was considered an event. Apart from the Kaplan–Meier analyses, we
performed a univariate survival analysis using a Cox proportional hazard model to identify
individual prognostic factors. Subsequently, we performed a multivariate Cox regression
analysis to determine independent prognostic parameters. Correlation analyses were
performed with Spearman’s rank order correlation. For all statistical tests, a p-value < 0.05
was considered statistically significant.
3. Results
3.1. Distribution of ANG-1 and ANG-2 Gene Expression in UM Tissue
Our lab previously reported a correlation between a high microvascular density and a
high expression of ANG-2 in a set of 64 UM tissues [8]. Such a correlation suggests that
angiopoietins may be treatment targets in primary and metastatic UM. We used the ANG-1
and ANG-2 gene expression data from the same 64-case cohort to compare expression
with clinical, histological, and genetic tumor characteristics [8]. For this, we compared
tumors with a low and high gene expression of ANG-1 and ANG-2, split at the median.
The median gene expression of ANG-1 was 6.57 Illumina units (mean 6.59, range 6.23–7.04),
and the median gene expression of ANG-2 was 6.46 Illumina units (mean 6.53, range
6.12–8.19). Compared to tumors with a low ANG-1 expression (Table 1), the tumors in the
high ANG-1 expression group more often showed ciliary body involvement (51% versus
19%, p = 0.002), and AJCC-stage III (54% versus 17%, p = 0.001), while there was no relation
with metastasis formation. With regard to ANG-2 expression, a high gene expression was
related to the presence of several high-risk factors: a comparison of the high ANG-2 group
versus the low ANG-2 group showed significant differences with regard to age (69.1 versus
56.4 years, p = 0.04), largest basal diameter (15 versus 12 mm, p = 0.01), mixed or epithelioid
cell type (78% versus 53%, p = 0.04), AJCC-stage III (50% versus 22%, p = 0.02), the presence
of monosomy 3 (81% versus 47%, p = 0.004), and the occurrence of metastases (78% versus
38%, p = 0.001).
When comparing Kaplan–Meier survival curves, we did not find an association between ANG-1 gene expression and disease-specific survival (mean survival of 139 months
(high gene expression) versus 97 months (low gene expression), p = 0.1) (Figure 1A). However, the group of patients with a high ANG-2 mRNA expression in the tumor had a worse
UM-related survival compared to the group with a low ANG-2 gene expression (mean
survival 65 versus 169 months, p = 0.001) (Figure 1B).
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Paracentesis of aqueous humor allows easy access and we recently observed that
of aqueous
humor
easy
access
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ANG-1 Paracentesis
and ANG-2 can
be present
in theallows
aqueous
humor
ofand
a UM-containing
eye [42]. that ANG1 and ANG-2
the aqueous
humor of a UM-containing
eye [42].
Therefore,
we setcan
outbetopresent
analyzeinwhether
the concentration
of ANG-1 and ANG-2
in Therefore,
aqueous
humor
is higherwhether
in high-risk
cases. Concentrations
were
by a
we set out
to analyze
the concentration
of ANG-1
anddetermined
ANG-2 in aqueous
humor
multiplex
proximity
extension
assay
in
83
aqueous
humor
samples
from
eyes
enucleated
is higher in high-risk cases. Concentrations were determined by a multiplex proximity
forextension
UM. The assay
median
of the patients
at samples
enucleation
was
60.0enucleated
years, and 54%
of the
inage
83 aqueous
humor
from
eyes
for UM.
The median
patients
were
men.
The
concentration
of
ANG-1
and
ANG-2
was
dichotomized,
using
the men. The
age of the patients at enucleation was 60.0 years, and 54% of the patients were
median as a cut-off point (the median concentration of ANG-1 protein was 1.31 NPX
concentration of ANG-1 and ANG-2 was dichotomized, using the median as a cut-off point
(range 0.45–4.29 NPX), the median concentration of ANG-2 was 0.73 NPX (range −0.71–
(the median concentration of ANG-1 protein was 1.31 NPX (range 0.45–4.29 NPX), the
8.39 NPX).
median
concentration of ANG-2 was 0.73 NPX (range −0.71–8.39 NPX).
Clinical and histopathologic features were compared between the low and high
ANG-1 and ANG-2 group, and no association with ANG-1 was observed. A high
concentration of ANG-2 in aqueous humor, on the other hand, was associated with a
higher age (with a median of 68 years versus 55 years, p = 0.002), a larger basal diameter
(with a median of 13 versus 12 mm, p = 0.04), a greater prominence (with a median of 9
mm versus 7 mm, p < 0.001), involvement of the ciliary body (51% versus 19%, p = 0.002),
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of 14
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76 versus 142 months, p = 0.002) (Figure 2B).
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(n = 83,
Log Rank p < 0.001).
survival
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according to the median of ANG-2 expression levels in the aqueous humor

(n = 83, Log Rank p < 0.001).

3.3. Correlation of Protein and Gene Expression
We subsequently determined whether the concentrations of ANG-1 and ANG-2 in
the aqueous humor resembled the gene expression in the tumor tissue. To make both
groups comparable, we transformed the protein expression data, which were originally
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angiopoietins has been investigated in other types of cancer, especially in hepatocellular
carcinoma and lung cancer [30,34–36]. Our findings confirm the important role of ANG-2
in tumor malignancy for UM. Based on the vascular stabilizing effects of ANG-2 inhibition
on delaying tumor progression and enhancing immune responses, ANG-2 could be a
potential target for (combination) therapy in primary and perhaps metastatic UM. Currently,
there are several ongoing clinical trials which test combination therapies with multiple
drugs targeting the ANG2/TIE2 pathway. These trials include patients with (metastatic)
melanoma, glioma, ovarian cancer, renal cell carcinoma, glioblastoma, metastatic colorectal
cancer, and other solid tumors [45,46]. Naturally, the complex function of ANG-2 in the
TIE-2 pathway and its interplay with ANG-1 requires more research for the development
of drugs against UM.
A study on ANG-2 in human gliomas found overexpression of ANG-2 in the invasive
areas of the brain, accompanied by matrix metalloprotease-2 (MMP-2) and increased
angiogenesis. Recombinant ANG-2 in glioma cell lines activated MMP-2 expression in
tumor cells and promoted invasiveness, leading to the conclusion that ANG-2 plays a
critical role in tumor cell infiltration by activating MMP-2 [47]. A study on hepatocellular
carcinoma (HCC) found that ANG-2-expressing cells promoted the rapid development
of human HCC and produced hemorrhages within tumors in mice, suggesting a role for
ANG-2 in neovascularization [48].
It is known from previous studies that, next to proangiogenic factors, an inflammatory
phenotype in UM is associated with decreased survival [17,19]. As ANG-2 levels are also
associated with a poor prognosis, we wondered whether inflammatory cell infiltration
may be the source of ANG-2. We performed IHC staining on ten UM samples and indeed
observed expression in M2 macrophages and T cells, but also in tumor cells.
We specifically observed an association between increased levels of ANG-2 in aqueous
humor and tumor tissue with the chromosome status of the tumor, and therefore consider
ANG-2 as a marker of tumor progression. ANG-2 has been identified as a disturber in
the stabilization of developing vessels and promotes proinflammatory and proangiogenic
cytokine production and vascular leakage [35,36]. This identifies ANG-2 as an interesting
target for therapeutic intervention. The impact of blocking ANG-2 should first be explored
in animal models of UM to determine whether this could lead to an effective therapy,
especially for (the prevention of) metastatic disease. Recent studies have shown that
inhibition of ANG-2 may be used as treatment of diabetic retinopathy and age-related
macular degeneration [49]. It would be interesting to determine the presence of this
cytokine post-irradiation and consider it a target in radiation retinopathy.
A limitation of the current study is that we used a predetermined cut-off value for the
protein and gene expression of ANG-1 and ANG-2 by using the median to discriminate
patients with high and low protein and gene expression. As these measurements are not
standardized, the used cut-off values of protein and gene expression may not be suitable
for other analytic methods. In addition, this study only investigated tumors which were
primary enucleated, and these tumors tend to be the large ones, as primary enucleation
is, in general, the first choice of treatment for tumors which are too large for radiotherapy.
These results require verification in smaller tumors to determine their applicability.
5. Conclusions
This study found a positive association between the high expression of ANG-2 (but
not of ANG-1) and high-risk primary UM. ANG-2 gene expression was associated with the
development of metastases and the presence of monosomy 3. Our findings make ANG-2
an attractive target for the potential treatment of UM.
Author Contributions: Conceptualization, methodology, software and validation: A.M.W.t.V.,
A.P.A.W., M.J.J.; formal analysis: A.M.W.t.V., A.P.A.W.; investigation: A.M.W.t.V., A.P.A.W.; resources:
M.J.J., P.A.v.d.V.; data curation: A.P.A.W., M.J.J.; writing—original draft preparation: A.M.W.t.V.,
A.P.A.W., M.J.J.; writing—review and editing: all authors; visualization: A.M.W.t.V., A.P.A.W.; su-

Cancers 2021, 13, 3986

12 of 14

pervision: M.J.J., R.M.V., G.P.M.L. All authors have read and agreed to the published version of
the manuscript.
Funding: A.P.A.W., P.A.v.d.V., R.J.N. and M.J.J. were the recipients of a Horizon2020 CURE UM grant
(667787) from the European Community.
Institutional Review Board Statement: The study was conducted according to the guidelines of
the Declaration of Helsinki, and approved by the Ethics Committee of the Biobank from the LUMC
(Leiden Ophthalmic Oncology Biobank (B14.003/DH/sh), protocols Uveamelanoomlab-2019-4, May
2019 and B20.026).
Informed Consent Statement: Informed consent was obtained from all subjects involved in the study.
Data Availability Statement: Part of the data are available at GEO dataset GSE84976) [40], and
additional data can be provided by the authors on request.
Acknowledgments: Supported by the European Commission, through Horizon 2020 Grant Cure
UM (667787). We thank Thierry P.P. van den Bosch for his assistance in performing the IHC staining.
Conflicts of Interest: The authors declare no conflict of interest.

References
1.
2.

3.
4.
5.

6.
7.
8.

9.
10.
11.
12.
13.
14.
15.
16.
17.
18.

Singh, A.D.; Turell, M.E.; Topham, A.K. Uveal melanoma: Trends in incidence, treatment, and survival. Ophthalmology 2011,
118, 1881–1885. [CrossRef]
Diener-West, M.; Reynolds, S.M.; Agugliaro, D.J.; Caldwell, R.; Cumming, K.; Earle, J.D.; Hawkins, B.S.; Hayman, J.A.; Jaiyesimi, I.;
Jampol, L.M.; et al. Development of metastatic disease after enrollment in the COMS trials for treatment of choroidal melanoma:
Collaborative Ocular Melanoma Study Group Report No. 26. Arch. Ophthalmol. 2005, 123, 1639–1643. [PubMed]
Kaliki, S.; Shields, C.L.; Shields, J.A. Uveal melanoma: Estimating prognosis. Indian J. Ophthalmol. 2015, 63, 93–102. [CrossRef]
[PubMed]
Eskelin, S.; Pyrhonen, S.; Summanen, P.; Hahka-Kemppinen, M.; Kivela, T. Tumor doubling times in metastatic malignant
melanoma of the uvea: Tumor progression before after treatment. Ophthalmology 2000, 107, 1443–1449. [CrossRef]
Diener-West, M.; Hawkins, B.S.; Markowitz, J.A.; Schachat, A.P. A review of mortality from choroidal melanoma II A metaanalysis of 5-year mortality rates following enucleation, 1966 through 1988. Arch. Ophthalmol. 1992, 110, 245–250. [CrossRef]
[PubMed]
Missotten, G.S.; Notting, I.C.; Schlingemann, R.O.; Zijlmans, H.J.; Lau, C.; Eilers, P.H.; Keunen, J.E.; Jager, M.J. Vascular endothelial
growth factor a in eyes with uveal melanoma. Arch. Ophthalmol. 2006, 124, 1428–1434. [CrossRef]
Amaro, A.; Gangemi, R.; Piaggio, F.; Angelini, G.; Barisione, G.; Ferrini, S.; Pfeffer, U. The biology of uveal melanoma. Cancer
Metastasis Rev. 2017, 36, 109–140. [CrossRef] [PubMed]
Brouwer, N.J.; Gezgin, G.; Wierenga, A.P.A.; Bronkhorst, I.H.G.; Marinkovic, M.; Luyten, G.P.M.; Versluis, M.; Kroes, W.G.M.;
van der Velden, P.A.; Verdijk, R.M.; et al. Tumour Angiogenesis Uveal Melanoma Is Relat. Genet. Evolution. Cancers 2019, 11, 979.
[CrossRef]
Brouwer, N.J.; Wierenga, A.P.A.; Gezgin, G.; Marinkovic, M.; Luyten, G.P.M.; Kroes, W.G.M.; Versluis, M.; van der Velden, P.A.;
Verdijk, R.M.; Jager, M.J. Ischemia Is Related to Tumour Genetics in Uveal Melanoma. Cancers 2019, 11, 1004. [CrossRef]
Sheidow, T.G.; Hooper, P.L.; Crukley, C.; Young, J.; Heathcote, J.G. Expression of vascular endothelial growth factor in uveal
melanoma and its correlation with metastasis. Br. J. Ophthalmol. 2000, 84, 750–756. [CrossRef]
Mallikarjuna, K.; Pushparaj, V.; Biswas, J.; Krishnakumar, S. Expression of epidermal growth factor receptor, ezrin, hepatocyte
growth factor, and c-Met in uveal melanoma: An immunohistochemical study. Curr. Eye Res. 2007, 32, 281–290. [CrossRef]
Barak, V.; Pe’er, J.; Kalickman, I.; Frenkel, S. VEGF as a biomarker for metastatic uveal melanoma in humans. Curr. Eye Res. 2011,
36, 386–390. [CrossRef] [PubMed]
El Filali, M.; Missotten, G.S.; Maat, W.; Ly, L.V.; Luyten, G.P.; van der Velden, P.A.; Jager, M.J. Regulation of VEGF-A in uveal
melanoma. Invest. Ophthalmol. Vis. Sci. 2010, 51, 2329–2337. [CrossRef]
Blom, D.J.; Luyten, G.P.; Mooy, C.; Kerkvliet, S.; Zwinderman, A.H.; Jager, M.J. Human leukocyte antigen class I expression.
Marker Poor Progn Uveal Melanoma. Invest. Ophthalmol. Vis. Sci. 1997, 38, 1865–1872. [PubMed]
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. Invest. Ophthalmol. Vis. Sci. 2001, 42, 2153–2156.
De la Cruz, P.O., Jr.; Specht, C.S.; McLean, I.W. Lymphocytic infiltration in uveal malignant melanoma. Cancers 1990, 65, 112–115.
[CrossRef]
Makitie, T.; Summanen, P.; Tarkkanen, A.; Kivela, T. Tumor-infiltrating macrophages (CD68(+) cells) and prognosis in malignant
uveal melanoma. Invest. Ophthalmol. Vis. Sci. 2001, 42, 1414–1421. [PubMed]
Guruvayoorappan, C. Tumor versus tumor-associated macrophages: How hot is the link? Integr. Cancer Ther. 2008, 7, 90–95.
[CrossRef] [PubMed]

Cancers 2021, 13, 3986

19.
20.
21.
22.

23.
24.

25.

26.
27.
28.
29.
30.
31.
32.

33.
34.
35.
36.

37.

38.

39.

40.

41.

42.

13 of 14

Maat, W.; Ly, L.V.; Jordanova, E.S.; de Wolff-Rouendaal, D.; Schalij-Delfos, N.E.; Jager, M.J. Monosomy of chromosome 3 and an
inflammatory phenotype occur together in uveal melanoma. Invest. Ophthalmol. Vis. Sci. 2008, 49, 505–510. [CrossRef] [PubMed]
Bronkhorst, I.H.; Ly, L.V.; Jordanova, E.S.; Vrolijk, J.; Versluis, M.; Luyten, G.P.; Jager, M.J. Detection of M2-macrophages in uveal
melanoma and relation with survival. Invest. Ophthalmol. Vis. Sci. 2011, 52, 643–650. [CrossRef]
Fagiani, E.; Christofori, G. Angiopoietins in angiogenesis. Cancer Lett. 2013, 328, 18–26. [CrossRef]
Fantin, A.; Vieira, J.M.; Gestri, G.; Denti, L.; Schwarz, Q.; Prykhozhij, S.; Peri, F.; Wilson, S.W.; Ruhrberg, C. Tissue macrophages
act as cellular chaperones for vascular anastomosis downstream of VEGF-mediated endothelial tip cell induction. Blood 2010,
116, 829–840. [CrossRef]
Holash, J.; Maisonpierre, P.C.; Compton, D.; Boland, P.; Alexander, C.R.; Zagzag, D.; Yancopoulos, G.D.; Wiegand, S.J. Vessel
cooption, regression, and growth in tumors mediated by angiopoietins and VEGF. Science 1999, 284, 1994–1998. [CrossRef]
Kallio, P.; Jokinen, E.; Högström, J.; Das, S.; Heino, S.; Lähde, M.; Brodkin, J.; Korhonen, E.A.; Alitalo, K. Blocking Angiopoietin-2
promotes vascular damage and growth inhibition in mouse tumors treated with small doses of radiation. Cancer Res. 2020,
80, 2639–2650. [CrossRef]
Kashyap, A.S.; Schmittnaegel, M.; Rigamonti, N.; Pais-Ferreira, D.; Mueller, P.; Buchi, M.; Ooi, C.H.; Kreuzaler, M.; Hirschmann, P.;
Guichard, A.; et al. Optimized antiangiogenic reprogramming of the tumor microenvironment potentiates CD40 immunotherapy.
Proc. Natl. Acad. Sci. USA 2020, 117, 541–551. [CrossRef] [PubMed]
Thomas, M.; Augustin, H.G. The role of the Angiopoietins in vascular morphogenesis. Angiogenesis 2009, 12, 125–137. [CrossRef]
Bach, F.; Uddin, F.J.; Burke, D. Angiopoietins in malignancy. Eur. J. Surg. Oncol. 2007, 33, 7–15. [CrossRef]
Machein, M.R.; Knedla, A.; Knoth, R.; Wagner, S.; Neuschl, E.; Plate, K.H. Angiopoietin-1 promotes tumor angiogenesis in a rat
glioma model. Amer. J. Pathol. 2004, 165, 1557–1570. [CrossRef]
Nakayama, T.; Yao, L.; Tosato, G. Mast cell-derived angiopoietin-1 plays a critical role in the growth of plasma cell tumors. J. Clin.
Invest. 2004, 114, 1317–1325. [CrossRef] [PubMed]
Chen, Y.; Wu, Y.; Zhang, X.; Zeng, H.; Liu, Y.; Wu, Q.; Chen, Y.; Zhu, G.; Pan, Q.; Jin, L.; et al. Angiopoietin-2 (Ang-2) is a useful
serum tumor marker for liver cancer in the Chinese population. Clin. Chim. Acta 2018, 478, 18–27. [CrossRef] [PubMed]
Stratmann, A.; Risau, W.; Plate, K.H. Cell type-specific expression of angiopoietin-1 and angiopoietin-2 suggests a role in
glioblastoma angiogenesis. Am. J. Pathol. 1998, 153, 1459–1466. [CrossRef]
Lee, O.H.; Xu, J.; Fueyo, J.; Fuller, G.N.; Aldape, K.D.; Alonso, M.M.; Piao, Y.; Liu, T.J.; Lang, F.F.; Bekele, B.N.; et al. Expression of
the receptor tyrosine kinase Tie2 in neoplastic glial cells is associated with integrin beta1-dependent adhesion to the extracellular
matrix. Mol. Cancer Res. 2006, 4, 915–926. [CrossRef]
Helfrich, I.; Edler, L.; Sucker, A.; Thomas, M.; Christian, S.; Schadendorf, D.; Augustin, H.G. Angiopoietin-2 levels are associated
with disease progression in metastatic malignant melanoma. Clin. Cancer Res. 2009, 15, 1384–1392. [CrossRef]
Park, J.H.; Park, K.J.; Kim, Y.S.; Sheen, S.S.; Lee, K.S.; Lee, H.N.; Oh, Y.J.; Hwang, S.C. Serum angiopoietin-2 as a clinical marker
for lung cancer. Chest 2007, 132, 200–206. [CrossRef]
Dong, Z.; Chen, J.; Yang, X.; Zheng, W.; Wang, L.; Fang, M.; Wu, M.; Yao, M.; Yao, D. Ang-2 promotes lung cancer metastasis by
increasing epithelial-mesenchymal transition. Oncotarget 2018, 9, 12705–12717. [CrossRef]
Diaz-Sanchez, A.; Matilla, A.; Nunez, O.; Lorente, R.; Fernandez, A.; Rincón, D.; Campos, R.; Bañares, R.; Clemente, G. Serum
angiopoietin-2 level as a predictor of tumor invasiveness in patients with hepatocellular carcinoma. Scand. J. Gastroenterol. 2013,
48, 334–343. [CrossRef] [PubMed]
Holopainen, T.; Saharinen, P.; D’Amico, G.; Lampinen, A.; Eklund, L.; Sormunen, R.; Anisimov, A.; Zarkada, G.; Lohela, M.;
Heloterä, H.; et al. Effects of angiopoietin-2-blocking antibody on endothelial cell-cell junctions and lung metastasis. J Nat. Cancer
Inst. 2012, 104, 461–475. [CrossRef] [PubMed]
Watanabe, D.; Suzuma, K.; Suzuma, I.; Ohashi, H.; Ojima, T.; Kurimoto, M.; Murakami, T.; Kimura, T.; Takagi, H. Vitreous levels
of angiopoietin 2 and vascular endothelial growth factor in patients with proliferative diabetic retinopathy. Am. J. Ophthalmol.
2005, 139, 476–481. [CrossRef] [PubMed]
Kivela, T.; Simpson, E.R.; Grossniklaus, H.E.; Jager, M.J.; Singh, A.D.; Caminal, J.M.; Pavlick, A.C.; Kujala, E.; Coupland, S.E.;
Finger, P.T. Uveal Melanoma. In AJCC Cancer Staging Manual, 8th ed.; Amin, M.B., Edge, S., Greene, F., Byrd, D.R., Brookland,
R.K., Washington, M.K., Gershenwald, J.E., Compton, C.C., Hess, K.R., Sullivan, D.C., et al., Eds.; Springer Publishing Company:
New York, NY, USA, 2017; pp. 805–817.
Gezgin, G.; Dogrusoz, M.; van Essen, T.H.; Kroes, W.G.M.; Luyten, G.P.M.; van der Velden, P.A.; Walter, V.; Verdijk, R.M.; 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]
Assarsson, E.; Lundberg, M.; Holmquist, G.; Björkesten, J.; Thorsen, S.B.; Ekman, D.; Eriksson, A.; Rennel Dickens, E.; Ohlsson, S.;
Edfeldt, G.; et al. Homogenous 96-plex PEA immunoassay exhibiting high sensitivity, specificity, and excellent scalability. PLoS
ONE 2014, 9, e95192. [CrossRef]
Wierenga, A.P.A.; Cao, J.; Mouthaan, H.; van Weeghel, C.; Verdijk, R.M.; van Duinen, S.G.; Kroes, W.G.M.; Dogrusöz, M.;
Marinkovic, M.; van der Burg, S.S.H.; et al. Aqueous Humor Biomarkers Identify Three Prognostic Groups in Uveal Melanoma.
Invest. Ophthalmol. Vis. Sci 2019, 60, 4740–4747. [CrossRef] [PubMed]

Cancers 2021, 13, 3986

43.

44.

45.

46.
47.

48.
49.

14 of 14

Nell, R.J.; Menger, N.V.; Versluis, M.; Luyten, G.P.M.; Verdijk, R.M.; Madigan, M.C.; Jager, M.J.; van der Velden, P.A. Involvement
of mutant and wild-type CYSLTR2 in the development and progression of uveal nevi and melanoma. BMC Cancer 2021, 21, 164.
[CrossRef] [PubMed]
Durante, M.A.; Rodriguez, D.A.; Kurtenbach, S.; Kuznetsov, J.N.; Sanchez, M.I.; Decatur, C.L.; Snyder, H.; Feun, L.G.; Livingstone,
A.S.; Harbour, J.W. Single-cell analysis reveals new evolutionary complexity in uveal melanoma. Nat. Comm. 2020, 11, 496.
[CrossRef]
Wu, X.; Giobbie-Hurder, A.; Liao, X.; Connelly, C.; Connolly, E.M.; Li, J.; Manos, M.P.; Lawrence, D.; McDermott, D.; Severgnini,
M.; et al. Angiopoietin-2 as a Biomarker and Target for Immune Checkpoint Therapy. Cancer Immunol. Res. 2017, 5, 17–28.
[CrossRef]
Leong, A.; Kim, M. The Angiopoietin-2 and TIE Pathway as a Therapeutic Target for Enhancing Antiangiogenic Therapy and
Immunotherapy in Patients with Advanced Cancer. Int. J. Mol. Sci. 2020, 21, 8689. [CrossRef] [PubMed]
Hu, B.; Guo, P.; Fang, Q.; Tao, H.Q.; Wang, D.; Nagane, M.; Huang, H.J.; Gunji, Y.; Nishikawa, R.; Alitalo, K.; et al. Angiopoietin2 induces human glioma invasion through the activation of matrix metalloprotease-2. Proc. Natl. Acad. Sci. USA 2003,
100, 8904–8909. [CrossRef] [PubMed]
Tanaka, S.; Mori, M.; Sakamoto, Y.; Makuuchi, M.; Sugimachi, K.; Wands, J.R. Biologic significance of angiopoietin-2 expression in
human hepatocellular carcinoma. J. Clin. Investig. 1999, 103, 341–345. [CrossRef]
Khan, M.; Aziz, A.A.; Shafi, N.A.; Abbas, T.; Khanani, A.M. Targeting Angiopoietin in Retinal Vascular Diseases, A Literature
Review and Summary of Clinical Trials Involving Faricimab. Cells 2020, 9, 1869. [CrossRef]

