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Abstract: Melanoma is characterized by high metastatic potential favored by the epithelial-to-
mesenchymal transition (EMT), leading melanoma cells to exhibit a spectrum of typical EMT markers.
This study aimed to analyze the expression of EMT markers in A375 and BLM melanoma cell lines
cultured in 2D monolayers and 3D spheroids using morphological and molecular methods. The
expression of EMT markers was strongly affected by 3D arrangement and revealed a hybrid pheno-
type for the two cell lines. Indeed, although E-cadherin was almost undetectable in both A375 and
BLM cells, cortical actin was detected in A375 2D monolayers and 3D spheroids and was strongly
expressed in BLM 3D spheroids. The mesenchymal marker N-cadherin was significantly up-regulated
in A375 3D spheroids while undetectable in BLM cells, but vimentin was similarly expressed in
both cell lines at the gene and protein levels. This pattern suggests that A375 cells exhibit a more
undifferentiated/mesenchymal phenotype, while BLM cells have more melanocytic/differentiated
characteristics. Accordingly, the Zeb1 and 2, Slug, Snail and Twist gene expression analyses showed
that they were differentially expressed in 2D monolayers compared to 3D spheroids, supporting this
view. Furthermore, A375 cells are characterized by a greater invasive potential, strongly influenced by
3D arrangement, compared to the BLM cell line, as evaluated by SDS-zymography and TIMPs gene
expression analysis. Finally, TGF-β1, a master controller of EMT, and lysyl oxidase (LOX), involved
in melanoma progression, were strongly up-regulated by 3D arrangement in the metastatic BLM
cells alone, likely playing a role in the metastatic phases of melanoma progression. Overall, these
findings suggest that A375 and BLM cells possess a hybrid/intermediate phenotype in relation to the
expression of EMT markers. The former is characterized by a more mesenchymal/undifferentiated
phenotype, while the latter shows a more melanocytic/differentiated phenotype. Our results con-
tribute to the characterization of the role of EMT in melanoma cells and confirm that a 3D cell culture
model could provide deeper insight into our understanding of the biology of melanoma.

Keywords: melanoma; 3D spheroids; epithelial-to-mesenchymal transition; E-cadherin; MMPs; LOX

1. Introduction

Cutaneous malignant melanoma is a skin cancer originating not only from highly
proliferating differentiated adult melanocytes, but also from melanocyte stem cells (MSCs).
Although it accounts for only 5% of cutaneous tumors, it still represents the cause of about
75% of skin cancer-related deaths [1]. The five-year survival rate is higher than 90% for the
early stages, supporting the acquisition of a metastatic phenotype [2,3].
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The development and progression of melanoma includes two phases: the radial and
the vertical growth phase. In the radial phase (melanoma in situ), neoplastic melanocytes
spread radially within the basal epidermis. In the vertical phase (tumorigenic melanoma),
transformed cells grow vertically, degrading the basement membrane and invading deeper
tissues, thus becoming metastatic [4].

Similar to carcinomas, melanoma’s progression is a complex process including dif-
ferent steps, such as invasion of the adjacent tissue, transendothelial migration into blood
vessels, survival in the circulation, extravasation and colonization of secondary tumor sites.

In this progression, the “epithelial-to-mesenchymal transition” (EMT) leads epithelial
cancer cells to lose their typical histologic features and to acquire a mesenchymal-like
phenotype able to support their migratory and invasive potential [5,6]. EMT transition is
characterized by the loss of epithelial markers, such as E-cadherin, claudins, and cytok-
eratins, and the up-regulation of mesenchymal markers, such as N-cadherin, vimentin,
fibronectin, and alpha-smooth muscle actin (αSMA) [5,7–9].

Although melanoma cells are not of epithelial origin, they exhibit a spectrum of typical
EMT markers and undergo an EMT-like process similar to that observed in carcinomas [10].
This includes the so-called “cadherin switch” characterized by E-cadherin down-regulation
and N-cadherin expression [11]. Interestingly, this EMT-like process is driven by complex
transcriptional pathways that mimic the formation and migration of melanocytes from the
neural crest to the epidermis during embryogenesis [4,12–14].

The EMT molecular events are finely orchestrated by several transcription factors, such
as Twist, Zeb, Snail/SNAI1 and Slug/SNAI2, which play key roles especially in E-cadherin
down-regulation and the acquisition of the mesenchymal phenotype [9,15–17]. The overall
EMT process is influenced by transforming growth factor-β1 (TGF-β1), which is also able
to control tumor cell motility and invasive behavior [18,19].

Although, during EMT, a complete conversion of epithelial into mesenchymal cells
can occur, cancer cells often undergo an incomplete or partial EMT, resulting in the ac-
quisition of a hybrid phenotype with the concomitant expression of both epithelial and
mesenchymal markers [7,8]. Similar to the epithelial context, melanomas are also associated
with different cellular phenotypes, leading to high tumor heterogeneity. Indeed, up to
seven different melanoma phenotypic states have been described so far [20–22], charac-
terized by rapid proliferation and lower invasion (proliferative or melanocytic state) or
by slow proliferation and high invasion (invasive/mesenchymal-like or undifferentiated
state) [10,23]. The epithelial—hybrid—mesenchymal transition develops on a vertical
phenotypic gradient from the upper to the deeper part of invasive melanoma. Cells
exhibiting melanocytic/differentiated states are more superficial, while less differenti-
ated/mesenchymal cells are located deep in the invasive front of the tumor [24].

The expression of matrix metalloproteinases (MMPs) and their inhibitors (TIMPs)
also plays a key role during melanoma’s progression, contributing to the extracellular
matrix (ECM) remodeling needed for tumor invasion, migration, and metastasis. MMP-2
and MMP-9 are overexpressed in melanoma cells and positively correlated with highly
metastatic tumor behavior [4], while their endogenous inhibitors, TIMP-1 and -2, are down-
regulated in melanoma cells, exhibiting aggressive potential [25,26]. In line with this, the
TIMP/MMP axis is now considered a promising molecular target for the treatment of
melanoma patients [27].

Recent evidence also highlights the role of lysyl oxidase (LOX) and the LOX family
members in melanoma’s progression and metastasis for their involvement in collagen
maturation, and, therefore, for their influence on the ability of cancer cells to remodel the
ECM during the invasion process [28–30].

More recently, a growing body of evidence has demonstrated that 3D culture systems
better recapitulate the complex biological and molecular features of tumor tissues by mim-
icking the tumor architecture, including cell—cell and cell—microenvironment interactions.
The 3D cell cultures also contribute to achieving a better insight into the mechanisms
responsible for therapeutic escape and drug resistance, representing an effective tool to
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bridge the gap between the 2D in vitro and in vivo experimental models [31–33]. So far,
advantages of the 3D cell systems over the “classical” 2D cultures have been reported for
different cancer cells, including melanoma [34–39]. These studies have generated infor-
mation about the metabolism and the response to drugs of melanoma cells, but a detailed
characterization of EMT-related pathways in melanoma 3D cell cultures is still lacking.

In this study, we aimed to analyze the effect of the 3D arrangement on the morpholog-
ical features and expression of some peculiar key EMT markers in two different melanoma
cells lines: A375 (BRAF V600E-mutant, the predominant BRAF mutation occurring in
about 50% of cases), isolated from a primary melanoma, and BLM (NRAS-mutant, a mu-
tation present in about 30% of patients), isolated from a lung metastasis. The mutant
NRAS protein constitutively activates the mitogen activated protein kinase (MAPK), phos-
phoinositide 3-kinase (PI3K)/AKT/mTOR, and Ral pathways, which favor uncontrolled
cell proliferation and survival, eventually influencing the tumor’s clinical and prognostic
behavior as well as its sensitivity to therapies [40].

Our results show that both cell lines possess a hybrid phenotype with regard to the ex-
pression of EMT markers exhibiting intermediate phenotypic states. These results support
the advantage of the application of 3D spheroid culture techniques in the understanding of
melanoma biology.

2. Materials and Methods
2.1. Cell Cultures

The human melanoma cancer cell line A375 was purchased from American Type
Culture Collection (ATCC, Manassas, VA, USA). The BLM human melanoma cell line was
kindly provided by Dr. G.N. van Muijen from Radboud University Nijmegen Medical Cen-
ter (Department of Pathology, Nijmegen, The Netherlands). Cells were cultured at 37 ◦C
in a humidified atmosphere containing 5% CO2 in Dulbecco’s modified eagle’s medium
(DMEM) and 10% heat-inactivated fetal bovine serum (FBS), 2 mM glutamine, antibiotics
(100 U/mL penicillin, 0.1 mg/mL streptomycin), and 0.25 µg/mL amphotericin B. Cells
were cultured in T25 flasks, and their viability was determined using Trypan blue staining.

Melanoma 2Dmonolayers were cultured in duplicate for each cell line (two copies of
the same sample) in T25 flasks (Euroclone, Pero, Milan, Italy). Melanoma 3D spheroids
were obtained in low-attachment conditions after seeding cells (5 × 103 cells) in 1% agarose
coated 24-well plates (1 spheroid in each well). Spheroid formation was evident after 3 days,
and integrity was verified by phase-contrast microscopy. According to the protocol stan-
dardized in our laboratory [36], spheroids were harvested 7 days after seeding for morpho-
logical and molecular evaluations before. Then, 3D spheroids cultured in 24-well plates
were pooled to obtain duplicate samples for each cell line (for each duplicate sample ap-
proximately 120 spheroids were pooled to obtain two independent samples for each cell
line). Biological duplicates were analyzed separately.

2.2. Real Time PCR

After harvesting melanoma 2D monolayers and 3D spheroids, total RNA was ex-
tracted (Tri-Reagent, Sigma-Aldrich, Milan, Italy) and reverse-transcribed (Biorad, Segrate,
Milan, Italy). The gene expression of E-cadherin, N-cadherin, vimentin, Zeb1, Zeb2,
Twist, Snail, Slug, TIMP-1, TIMP-2, TGF-β1 and LOX was analyzed by real-time RT-
PCR. Two independent copies of each sample were analyzed. Each sample was run in
triplicate (each sample was loaded in three wells of a 96-well PCR plate) in each amplifica-
tion, and each amplification was repeated three times in 96-well plates. Glyceraldehyde
3-phosphate dehydrogenase (GAPDH) served as the housekeeping gene for data normal-
ization. The primers sequences were the following: GAPDH: forward CCCTTCATTGAC-
CTCAACTACATG, reverse TGGGATTTCCATTGATGACAAGC; E-cadherin: forward
GAACGCATTGCCACATACAC; GAATTCGGGCTTGTTGTCAT; N-cadherin: forward
TGTTTGACTATGAAGGCAGTGG, reverse TCAGTCATCACCTCCACCAT; vimentin for-
ward TGGTCCTACCCACGCAGATT, reverse GGCCAACCCAGAAGTTGGAA; Zeb1: for-
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ward GCCAATAAGCAAACGATTCTG; reverse TTTGGCTGGATCACTTTCAAG; Zeb2:
forward GCTACACGTTTTGCCTACCGC; reverse CGATTACCTGCTCCTTTGGGTT; Twist:
forward TGAGCAAGATTCAGACCCTCA, reverse ATCCTCCAGACCGAGAAGG; Snail:
forward CTTCCAGCAGCCCTACGAC, reverse CGGTGGGGTTGAGGATCT; Slug: for-
ward TGTTTGCAAGATCTGCGGC, reverse TGCAGTCAGGGCAAGAAAAA; TIMP-1:
GGCTTCTGGCATCCTGTTGTTG, reverse AAGGTGGTCTGGTTGACTTCTGG; TIMP-2:
forward TGGAAACGACATTTATGGCAACCC, reverse CTCCAACGTCCAGCGAGACC;
TGF-β1: forward GTGCGGCAGTGGTTGAGC; reverse GGTAGTGAACCCGTTGATGTCC;
LOX: forward GGATACGGCACTGGCTACTT; REVERSEGACGCCTGGATGTAGTAGGG.
Amplifications were performed in a Bioer LineGene 9600 thermal cycler (Bioer, Hangzhou,
China). Gene expression levels relative to that of GAPDH were calculated using the
∆CT method.

2.3. Immunofluorescence

Confocal microscopy was used to assess the expression and localization of E-cadherin,
N-cadherin, and vimentin, as well as actin cytoskeleton organization, in three independent
experiments. Then, 2D monolayers of melanoma cells were cultured on rounded coverslips
12 mm in diameter while 3D spheroids were kept free-floating to be processed for the
immunofluorescence procedures. After washing in phosphate-buffered saline (PBS), 2D
monolayers and 3D spheroids were fixed in 4% paraformaldehyde in PBS-containing 2%
sucrose for 10 and 30 min, respectively, at room temperature, post-fixed in 70% ethanol and
stored at −20 ◦C until use. Samples were incubated with the primary antibodies: mouse
anti-E-cadherin (1:2500, Becton Dickinson, Milan, Italy), rabbit anti-N-cadherin (1:200, Santa
Cruz Biotechnology Inc., Dallas, TX, USA), and mouse anti-vimentin (1:200, Novocastra,
Leica Microsystems, Milan, Italy). Alexa 488-conjugated secondary antibodies (1:500,
Molecular Probes, Invitrogen, Monza, Italy) were incubated for 1 hr at room temperature in
PBS. Samples which were incubated with the primary antibody omitted served as negative
controls. The actin cytoskeleton was analyzed using 25 µM rhodamine-phalloidin (Sigma-
Aldrich, Milan, Italy) added to the secondary antibody. Finally, nuclei were stained using
4′,6-diamidine-2′-phenylindole dihydrochloride (DAPI) (1:100,000, Sigma-Aldrich, Milan,
Italy), the samples were mounted on glass slides using mowiol and observed using a laser
scanning confocal microscope Leica TCS SP8 X (Leica Microsystems GmbH, Mannheim,
Germany) equipped with the Leica LAS X rel. 3.1.1.15751 software (Leica Microsystems
GmbH, Mannheim, Germany) to digitalize the images.

2.4. Western Blot

Whole cell lysates were obtained in RIPA buffer as previously described [37]. Briefly,
samples were lysed on ice for 30 min and centrifuged at 14,000× g for 15 min at 4 ◦C to
remove cell debris. Cell lysates (20 µg of total proteins), diluted in Sample buffer (Bio-Rad
Laboratories, Segrate, MI, Italy), were run using polyacrylamide gel (SDS-PAGE) under
reducing and denaturing conditions and transferred onto nitrocellulose membranes. Mem-
branes were blocked and incubated with the primary antibodies: E-cadherin (1:2500, Becton
Dickinson, Milan, Italy), N-cadherin (1:1000, Cell Signaling Technology Inc., Danvers, MA,
USA), and vimentin (1:1000, Leica-Microsystems, Milan, Italy). Immunoreactive bands
were detected after incubation with horseradish peroxidase-conjugated secondary anti-
bodies (Cell Signaling Technology Inc.) and enhanced chemiluminescence Westar Eta C
Ultra 2.0 reagents (Cyanagen, Bologna, Italy). Membranes were reprobed with α-tubulin
(1:2000, Sigma-Aldrich, Milan, Italy) which was used for normalization. Each experiment
was repeated three times.

2.5. SDS-Zymography

Serum-free cell culture media obtained from cells cultured in 2D monolayers and 3D
spheroids (two independent copies of the same cell line grown in 2D or 3D) were mixed
3:1 with a sample buffer (containing 10% SDS). Samples (5 µg of total proteins) were run
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at 4 ◦C under non-reducing conditions on 10% SDS-PAGE co-polymerized with 1 mg/mL
of type I gelatin. After electrophoresis, the gels were washed in 2.5% Triton X-100 (2 washes
for 30 min each), and incubated overnight in an incubation buffer (Tris-HCl 50 mM, CaCl2
5 mM, 0.02% NaN3, pH 7.5) at 37 ◦C. Gels were stained with Coomassie brilliant blue R250
to reveal MMPs’ gelatinolytic activity which appeared as clear bands on a blue background,
and were quantified by densitometric analysis (UVBand, Eppendorf, Milan, Italy). Each
experiment was repeated three times.

2.6. Statistical Analysis

Data were analyzed using GraphPad Prism v 9.3 software (GraphPad Software Inc.,
La Jolla, CA, USA). Data were expressed as mean ± standard deviation (SD). One-way
ANOVA was used to compare the experimental groups. The p values lower than 0.05 were
considered significant.

3. Results
3.1. Characterization of Melanoma Cell Morphology and EMT-Related Phenotype in 2D and
3D Cultures

According to the ATCC description (https://www.atcc.org/products/crl-1619,
accessed on 20 October 2023), A375 cells derive from a primary melanoma of the skin
and exhibit an epithelial phenotype, with cells having a polygonal shape and growing
tightly apposed when cultured in 2D monolayers. The BLM cell line, obtained from lung
metastases (https://www.cellosaurus.org/CVCL_7035, accessed on 20 October 2023), grew
tightly apposed similarly to A375 cells when cultured in 2D monolayers. When cultured in
3D spheroids, A375 cells formed less compact and bigger 3D aggregates containing loosely
apposed cells when compared to BLM cells. By contrast, BLM 3D spheroids were densely
and tightly packed (Figure 1).

Figure 1. Representative micrographs from a phase contrast microscope showing cell morphology of
A375 and BLM melanoma cells grown in 2D monolayers and 3D spheroids. While BLM cells formed
spheroids containing densely packed cells, A375 cells formed less densely packed spheroids. Original
magnification 10×. Scale bar: 200 µm.

To characterize the EMT-related phenotype of A375 and BLM cells, the expression
of adhering cell junctions, E-cadherin and N-cadherin, at the mRNA and protein level
was investigated.

E-cadherin mRNA was almost undetectable in A375 and BLM 2D monolayers. Albeit
being expressed at very low levels, E-cadherin mRNA was significantly increased in their
3D counterparts and in BLM compared to A375 3D spheroids (p < 0.01 and p < 0.001,
respectively) (Figure 2A). According to the gene expression analysis, confocal microscopy
analysis confirmed that E-cadherin was expressed at a very low extent both in 2D and 3D
cultures; however, few immunoreactive cells in BLM 3D spheroids were detectable. Notably,
E-cadherin positivity remained at the cytoplasmic level and not at the cell boundary in the
plasmalemma, indicating that the cell junctions are nonfunctional (Figure 2B).

https://www.atcc.org/products/crl-1619
https://www.cellosaurus.org/CVCL_7035
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Figure 2. Bar graphs showing E-cadherin (A) and N-cadherin (C) mRNA levels in A375 and BLM
melanoma cells. Data are expressed as means ± SD. Representative micrographs of confocal mi-
croscopy showing E-cadherin (B), N-cadherin (D), and actin cytoskeleton (B,D) in A375 and BLM
cells cultured in 2D monolayers and 3D spheroids. The insets show the pattern of expression at higher
magnification. The mesenchymal phenotype-related N-cadherin is expressed at cell boundaries only
in A375 cells. However, cortical actin was evident in BLM 3D spheroids, suggesting that this epithelial
feature is influenced by the 3D arrangement. Green: E-cadherin (B) and N-cadherin (D); red: actin;
blue: DAPI. Original magnification: 40×. Scale bar: 25 µm. (E) Representative Western blot analysis
of whole cell lysates showing E-cadherin and N-cadherin protein levels. Duplicate samples for each
cell line and experimental condition were run. Each experiment was repeated three times. ** p < 0.01;
*** p < 0.001.

A different N-cadherin gene expression pattern was observed, showing undetectable
mRNA levels in BLM cells. However, a significant N-cadherin up-regulation was induced
by 3D arrangement in A375 cells (p < 0.001) (Figure 2C). Confocal microscopy analysis
confirmed the molecular data. N-cadherin immunoreactivity was more evident in A375 3D
spheroids compared to 2D monolayers, while it was undetectable in BLM. In A375 cells,
in both 2D and 3D cultures, N-cadherin was localized at the plasma membrane revealing
that N-cadherin-containing cell junctions are functional in these cells (Figure 2D). Gene
expression and confocal microscopy results were consistent with Western blot analysis
for N-cadherin, while the E-cadherin immunoreactive bands were very faint and almost
undetectable (Figure 2E).

Confocal microscopy analysis of actin cytoskeleton arrangement revealed that cortical
actin, typical of epithelial cells, was detected in both cell lines. A low immunoreactivity
was observed in A375 2D monolayers and 3D spheroids, and in BLM 2D monolayers as
well, but it was strongly expressed in BLM 3D spheroids, indicating that both of these cell
lines exhibit epithelial-related characteristics that become more evident in BLM cells when
cultured in 3D (Figure 2B,D).

Vimentin gene expression tended to increase in A375 (p ns) and BLM 3D spheroids
(p < 0.01) compared to 2D monolayers. Moreover, vimentin gene expression was strongly
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and significantly increased in BLM compared to A375 3D spheroids (p < 0.05) (Figure 3A).
By contrast, Western blot analysis revealed a non-significant and similar fold increase in
vimentin protein levels in A375 and BLM 3D cells compared to their 2D monolayer coun-
terparts. This expression level was similar in the two cell lines cultured in 3D (Figure 3B).

Figure 3. Bar graphs showing the mesenchymal marker vimentin mRNA levels in A375 and BLM
melanoma cells (A). Data are expressed as means ± SD. (B) Representative Western blot analysis for
vimentin expression in whole cell lysates showing its up-regulation in BLM 3D spheroids compared to
2D monolayers. (C) Representative micrographs of confocal microscopy showing vimentin expression
in A375 and BLM cultured in different experimental settings. Green: vimentin; blue: DAPI. Original
magnification: 40×. Scale bar: 25 µm. Duplicate samples for each cell line and experimental condition
were run. Each experiment was repeated three times. * p < 0.05; ** p < 0.01.

Vimentin confocal microscopy analysis, which showed immunoreactivity to be de-
tectable in both A375 and BLM cells, and more evident in 3D spheroids, was consistent
with Western blot data (Figure 3C).

3.2. Zeb1, Zeb2, Twist, Snail and e Slug Expression

Zeb1 mRNA levels were similarly expressed in A375 and BLM melanoma cells. In both
cell lines, Zeb1 was strongly up-regulated in 3D spheroids compared to 2D monolayers
(p < 0.001) (Figure 4A). Zeb 2 exhibited a similar pattern since it was undetectable in 2D
monolayers but up-regulated in 3D spheroids (p ns and p < 0.01, respectively, for A375
and BLM). A significant up-regulation was evident in 3D BLM compared to 3D A375
(p < 0.005) (Figure 4B).

The Twist and Snail gene expressions were similar, revealing an opposite trend when
compared to Zeb. They were expressed to higher extents in A375 compared to BLM cells
(p < 0.001 for A375 2D vs. BLM 2D), and, although unaffected by 3D arrangement in BLM
cells, the Snail mRNA levels were significantly lower in A375 3D spheroids compared to
A375 2D monolayers (p < 0.01) (Figure 4C,D). No evident differences were detected for
Slug gene expression (Figure 4E).
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Figure 4. Bar graphs showing Zeb1 (A), Zeb2 (B), Twist (C), Snail (D) and Slug (E) gene expression
in A375 and BLM melanoma cells grown in 2D monolayers and 3D spheroids assessed by real-time
PCR. Data were normalized by GAPDH gene expression and are expressed as mean ± SD. Duplicate
samples for each cell line and experimental condition were run. Each experiment was repeated three
times. * p < 0.05; ** p < 0.01; *** p < 0.001.

3.3. Invasive Potential

The invasive potential of melanoma cells was assessed by analyzing MMP-2 and -9
activity in cell culture supernatants using SDS-zymography. Zymograms showed a different
pattern of MMP levels in A375 and BLM cells. Indeed, A375 cells have high levels of
both MMP-2 and MMP-9 (Figure 5A), while in BLM cells MMP-9 is almost undetectable
(Figure 5B). A densitometric analysis of MMP-2 lytic bands revealed a similar activity of this
gelatinase in A375 cells cultured in 2D monolayer and 3D spheroids. By contrast, MMP-2
activity was significantly decreased in BLM 3D spheroids compared to 2D monolayers
(p < 0.01), as well as compared to A375 3D spheroids (p < 0.05) (Figure 5C). Different MMP-9
expression was also detectable in the two considered cell lines. Indeed, very evident and
similar MMP-9 lytic bands were detected in 2D and 3D A375 cells. By contrast, MMP-9 was
almost undetectable in BLM cell supernatants. Densitometric analysis showed a significant
down-regulation of MMP-9 in 2D BLM compared to A375 2D monolayers (p < 0.001), as
well as in BLM 3D spheroids compared to A375 3D spheroids (p < 0.001) (Figure 5D).

Gene expression for TIMP-1, the main inhibitor of MMP-9 [41], was significantly
up-regulated in A375 spheroids compared to 2D monolayers (p < 0.001), but was expressed
to a lower, but similar, extent in both 2D and 3D BLM cells (Figure 5E). A different pattern
was detected for TIMP-2, the main inhibitor of MMP-2 [41], which was significantly up-
regulated in 3D compared to 2D BLM cells (p < 0.001), while it remained expressed to a
lower extent in both 2D and A375 cells (Figure 5F). Although the TIMP gene expression
pattern was different in A375 and BLM cells, it was strongly affected by 3D arrangement in
both of the cell lines. The MMP-2/TIMP-2, MMP-9, and TIMP-1 ratio was lower in BLM
compared to A375 cells (Figures 5G and 5H, respectively).
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Figure 5. Representative SDS-zymography showing MMP-2 and MMP-9 activity assayed in serum-
free cell supernatants of A375 (A) and BLM (B) cells. Bar graphs showing MMP-2 (C) and MMP-9
(D) activity after densitometric analysis of lytic bands. TIMP-1 (E) and TIMP-2 (F) gene expression
analyzed by real-time PCR. Data are expressed as means ± SD. (G) MMP-2/TIMP-2 ratio and
(H) MMP-9/TIMP-1 ratio are shown to predict the effective ECM degradation. Duplicate samples
for each cell line and experimental condition were run. Each experiment was repeated three times.
* p < 0.05, ** p < 0.01, *** p < 0.001.

3.4. TGF-β1 and LOX Gene Expression

TGF-β1 is a master controller of EMT, able to influence the gene expression of EMT
markers [5,8]. Its gene expression pattern was affected by the 3D arrangement, inducing
a significant TGF-β1 up-regulation in 3D BLM compared to 2D monolayers. Conversely,
TGF-β1 expression was similar in both 2D and 3D A375 cells. However, higher TGF-β1
mRNA levels were detected in 3D BLM compared to 3D A375 cells (Figure 6A).

Since LOX and the LOX family members (LOXL 1-4) are expressed and up-regulated
in melanoma [28], we investigated LOX gene expression in our experimental models. LOX
mRNA levels mirrored TGF-β1 gene expression and were significantly up-regulated in BLM
3D spheroids compared with 2D monolayers, while undetectable in A375 cells (Figure 6B).

The heatmap, summarizing the overall results, shows that the two cell lines exhib-
ited different EMT-related profiles, according to their different origins, and that the 3D
arrangement impacted on EMT-related markers, as well as the invasive potential and the
expression of TGF-β1 and LOX (Figure 7).
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Figure 6. Bar graphs showing TGF-β1 (A) and LOX (B) mRNA levels in A375 and BLM cells analyzed
by real-time PCR. Data are expressed as mean ± SD. Duplicate samples for each cell line and
experimental condition were run. Each experiment was repeated three times. * p < 0.05, ** p < 0.01.

Figure 7. Heatmap summarizing the phenotypic profile of A375 and BLM cells cultured in 2D
monolayers and 3D spheroids. The effect of 3D arrangement on cell phenotype related to the
expression of the different considered markers was evident in both cell lines.

4. Discussion

Melanomagenesis is driven by a complex transcriptional program resembling those
occurring during melanocyte development, and melanocytes undergo an EMT program char-
acterized by the progressive acquisition of different phenotypic states [42,43] Interestingly,
melanomagenesis is driven by a complex transcriptional program resembling those occur-
ring during melanocyte development, characterized by substantial genetic variability [44,45].
To date, up to seven different melanoma cell phenotypes have been described [20–22,46,47],
ranging from the proliferative (melanocytic) and the invasive/mesenchymal-like to the
undifferentiated states [23].

In the present study, we aimed to characterize the morphological and molecular
features of melanoma cell lines derived from a primary tumor (A375) or a metastatic lesion
(BLM) in order to investigate their phenotype in relation to the expression of the main EMT
markers, and whether these markers can be affected by the 3D arrangement.

Although melanoma cells are not of epithelial origin, they exhibit a spectrum of typical
EMT markers and undergo an EMT-like process mirroring the classical EMT program
observed in carcinomas [10]. This also includes the so-called “cadherin switch” [11], gen-
erally associated with a worse clinical stage and a poor prognosis in cancer patients [48],
and the acquisition of a mesenchymal metastatic phenotype in cancer cells that leave the
epidermal layer [49,50]. Indeed, N-cadherin expression was suggested to facilitate the
escape of tumor cells from the control of resident keratinocytes in the epidermis [51–53],
providing them an invasive behavior favored by the homophilic interactions with fibrob-
lasts or endothelial cells in the tumor microenvironment [51,54], and also promoting cell
survival and migration [55].
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Herein, we show that E-cadherin gene expression was undetectable in A375 and
BLM cell 2D monolayers, while very low levels were detected in 3D spheroids, with a
significant up-regulation in BLM compared to A375 spheroids. Although the epithelial
marker, E-cadherin was expressed at low levels, cortical actin, typical of epithelial cells,
was detected in both A375 and BLM cells grown in 3D spheroids, with BLM revealing more
intense immunoreactivity at the cell plasma membrane.

Conversely, mRNA for the mesenchymal marker N-cadherin was expressed only
in A375 cells and up-regulated in 3D compared to 2D cell cultures. These findings are
consistent with the reported E-cadherin down-regulation in melanoma tumor tissue com-
pared with benign melanocytes and melanocytic nevi [56,57], suggesting a more mesenchy-
mal/dedifferentiated phenotype for A375 cells that also retain some epithelial characteristics.

A high degree of heterogeneity of N- and E-cadherin expression was previously
observed in melanoma cells, and a high percentage of cutaneous melanomas displayed
a strong E-cadherin expression, even in advanced and invasive stages [58,59]. This is
consistent with hybrid phenotypic states for melanoma cells [10,60].

In melanoma, elevated levels of vimentin, a mesenchymal EMT marker, are associated
with the high invasive and migratory potential of cancer cells [61,62] and with a poor
clinical outcome [63]. Our results show that vimentin is expressed in both A375 and
BLM cells, but with a different pattern of expression. Indeed, it was up-regulated in 3D
spheroids compared to 2D monolayers and was similarly expressed in A375 and BLM
cells. Interestingly, the expression of vimentin was not paralleled by the expression of the
mesenchymal marker N-cadherin, that was detected only in A375 cells.

These findings suggest that both A375 and BLM cells exhibit hybrid phenotypes,
characterized by the concomitant expression of epithelial and mesenchymal markers but
to different extents; more importantly, they indicate that 3D arrangement strongly affects
their expression pattern.

Since the E-cadherin, cortical actin, N-cadherin, and vimentin expression are not suffi-
cient to clearly define whether the hybrid phenotype is more melanocytic/differentiated
or more dedifferentiated/mesenchymal, we also analyzed the expression of the main
transcription factors driving the EMT process [8,13,14,24].

The EMT transcription factor Snail/SNAI1, undetectable in primary human
melanocytes, plays a role during the phenotypic transition leading to malignant melanomas,
and its expression is considered a characteristic of the undifferentiated/mesenchymal state
of melanoma [8,10,64,65]. Our results show that Snail was significantly down-regulated
in A375 spheroids compared to 2D monolayers, while it was similarly expressed in BLM
cells in both experimental conditions, revealing very low Snail mRNA levels. Interestingly,
Snail and E-cadherin expression was inversely related, as previously observed in bladder,
colorectal, and pancreatic carcinomas [66,67]. In our experimental setting, Snail gene ex-
pression was mirrored by Twist1 mRNA levels, which were significantly down-regulated in
A375 3D spheroids. The inverse relationship between Snail and vimentin gene expression
was evident in A375 cells, supporting the hypothesis of a hybrid/intermediate phenotype
for this cell line.

While Slug/SNAI2 promotes a mesenchymal state in epithelial tumors, it is a
melanocytic marker [68], but it also acts as an activator of Zeb1 transcription, leading
to the downregulation of E-cadherin [69]. Therefore, the role of Slug in melanoma pro-
gression still needs to be clarified [70]. Here, we did not observe significant differences in
Slug expression in A375 or BLM cells in either experimental setting. However, an inverse
relationship between Slug and Snail expression was evident in A375 cells, confirming their
divergent roles in melanoma cells.

Zeb1 and Zeb2, both mesenchymal markers in the epithelial context, are inversely
related in melanoma [10]. Indeed, similarly to carcinomas, Zeb1 is a repressor of E-cadherin
expression and promotes dedifferentiation [71,72]. A high expression in tumor tissues of
Zeb1, and also of Twist, was found to positively correlate with tumor progression and
a significantly reduced metastasis-free survival [72]. By contrast, Zeb2 is a marker of
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melanocytic differentiation and, interestingly, does not promote invasion [73,74]. In line
with these observations, our findings revealed higher Zeb1 compared to Zeb2 mRNA
levels in A375 and BLM cells, which are both cancer cells, and demonstrated that these
transcription factors were both up-regulated by a 3D arrangement. Interestingly, Zeb2
was significantly increased in 3D BLM compared to 3D A375 cells, and 3D arrangement
significantly affected Zeb2 expression only in BLM cells. Considering the role of Zeb2 as a
melanocytic differentiation marker, this finding leads to the hypothesis that BLM cells are
more “melanocytic” than A375 cells. This hypothesis is consistent with the EMT markers,
which suggested for A375 a more mesenchymal/undifferentiated phenotype.

Cells undergoing EMT are characterized by an increased invasive potential based on
MMP-2 and MMP-9 activity [75], leading to distant metastases [76,77] and the formation of
microvascular channels [78]. High levels of MMP-2 were associated with poor prognosis in
melanoma patients [79], as well as in BLM xenografts with a significant correlation with
the increased malignancy [80]. Our results show high MMP-2 activity in melanoma cells,
as previously described [80], that was not affected by the 3D arrangement in A375 cells.
By contrast, a significant down-regulation was evident in BLM 3D spheroids compared
to 2D monolayers but also compared to A375 3D spheroids, indicating the more invasive
potential of A375 cells. This hypothesis is also supported by the significantly higher
MMP-9 activity in A375 compared to BLM cell supernatants, both in 2D monolayers and
3D spheroids. Indeed, high levels of MMP-9 have been described in melanoma patients
and its expression has been suggested to be a tumor progression marker [77]. Although the
role of MMP-9 in melanoma is not completely clear, our results which show a lower level of
MMP-9 activity in BLM cells obtained from melanoma lung metastases, are consistent with
previous observations of its higher expression in human melanoma cells in the radial growth
phase of primary melanoma, suggesting a role in early phases of melanoma invasion [81].
Interestingly, MMP-9 could exert proangiogenic activity by favoring the release of matrix-
sequestered angiogenic factors in the early stages of tumor development [82].

To better speculate about A375 and BLM invasive potential, the MMPs/TIMPs balance
is predictive of the overall MMPs activity and cell behavior [83]. We found that A375 and
BLM cells also differ in the opposite patterns of TIMP-1 and TIMP-2, also differently affected
by the 3D arrangement, with a significant up-regulation of TIMP-1 in A375 cells and of
TIMP-2 in BLM. This pattern, considered in relation to MMP-2 and -9 activity, may suggest
that TIMP-1 expression could likely strengthen the lower gelatinolytic activity in BLM cells.
By contrast, these gelatinases could be strongly inhibited by TIMP-2 in both A375 and BLM
3D spheroids, and the MMP-2/TIMP-2 balance likely suggests a lower invasive potential in
the metastatic BLM cell line. In this complex scenario, confirming the different phenotypes
of A375 and BLM cells in relation to their invasive potential, is important to consider that
TIMPs not only inhibit MMPs activity, but also are involved in cancer cell proliferation and
tumor growth [84]. Moreover, TIMP-2 exerts a dual and opposite regulation on MMP-2
since it acts as key player in MMP-2 activation by MT-MMP-1 [85,86].

TGF-β1 acts as a master controller of EMT, thus promoting the distinctive EMT-related
phenotypic changes [12,13,24,74,87], but it is also a promotor of melanoma progression
independently of EMT [88], also favoring the immune escape of melanoma cells in vitro
and in vivo [89]. As a consequence, TGF-β gene expression could be unrelated to the
expression of EMT markers in melanoma cells, as observed in our experimental setting.
According to this suggestion, we observed a TGF-β1 up-regulation in BLM cells, which
were metastatic, grown in 3D spheroids.

LOX and the LOX family members (LOXL 1-4) are up-regulated in several melanoma
cell lines while their down-regulation or inhibition reduces the invasion of melanoma
cells [28,90]. While undetectable in melanocytes and primary melanoma cells, LOX up-
regulation was described in metastatic BLM cells and in the vertical growth phase of the
WM793 melanoma cell line [28]. In our study, we investigated the LOX gene expression in
relation to the EMT-related phenotype and differentiation state of melanoma cells for the
first time. Our results confirm that the highest gene expression of LOX was found in the
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metastatic and less dedifferentiated BLM cells that were isolated from lung metastases com-
pared to A375 cells, which revealed an almost undetectable expression. Interestingly, LOX
was strongly affected by the 3D arrangement, which induced a significant up-regulation
in BLM 3D spheroids compared to BLM 2D monolayer and A375 3D spheroids as well.
Moreover, the up-regulation of LOX in BLM 3D spheroids was paralleled by TGF-β1 gene
expression, which was able to induce LOX and LOX family gene expression [91].

5. Conclusions

Overall, our results show that A375 and BLM melanoma cells grown in 2D mono-
layers and 3D spheroids exhibit a differential expression of EMT-related markers, which
is strongly affected by the 3D arrangement. Our results show that both of these cells dis-
played intermediate/hybrid phenotypes with the concomitant expression of both epithelial
and mesenchymal characteristics. However, A375 cells, which were highly malignant
cells derived from a primary melanoma, exhibited a less epithelial/more mesenchymal
phenotype that could favor the progression of melanoma in the early phases, requiring a
more dedifferentiated phenotype; by contrast, BLM cells, which were obtained from lung
metastases, had more melanocytic/fewer mesenchymal characteristics, which is consistent
with growth of the metastasis at a distance (Figure 8). These phenotypic differences, to-
gether with the different signaling pathways activated by the BRAF and NRAS mutations,
could be responsible for the different behavior of A375 and BLM cells.

Figure 8. Diagram summarizing the different phases of melanoma progression and the phenotypic
states of melanoma cells ranging from melanocytic to dedifferentiated phenotypes [10,24]. In the early
phases, during the radial growth of melanoma, cells remain in the epidermal layer (1). With vertical
growth, melanoma cells invade the connective tissue (2). Finally, melanoma cells are disseminated
through the blood and lymphatic circulation (3) to form distant metastases (4). In this vertical gradi-
ent, from the upper to the deeper part of invasive melanoma, an epithelial—hybrid—mesenchymal
axis can be described, characterized by up to seven phenotypic states of melanoma cells. In the
intermediate/hybrid states, both epithelial and mesenchymal markers can be detected in melanoma
cells. Our results lead to the hypothesis that A375 cells, isolated from a primary tumor, are char-
acterized by a more dedifferentiated phenotype to favor tumor invasion in the early phases of
progression (step 1). By contrast, BLM cells, which were isolated from a lung metastasis, have a more
epithelial/differentiated phenotype to favor colonization of the metastases (steps 3–4).

These findings contribute new knowledge of the phenotypes of two different melanoma
cell lines and support the importance of studying the characteristics and behavior of
melanoma cells in 3D spheroids, which might represent an in vitro pre-clinical model able
to identify tumor markers and study new therapeutic tools in melanoma, as previously
demonstrated in other tumors [36,38,92,93].
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