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Abstract: Melanoma remains incurable skin cancer, and targeting heat shock protein 90 (HSP90) is a
promising therapeutic approach. In this study, we investigate the effect of 17-aminogeldanamycin,
a potent HSP90 inhibitor, on nuclear factor-kappa B (NF-kB) activity in BRAFV0F and NRASQOIR
patient-derived melanoma cell lines. We performed time-lapse microscopy and flow cytometry
to monitor changes in cell confluence and viability. The NF-kB activity was determined by
immunodetection of phospho-p65 and assessment of expression of NF-kB-dependent genes by
quantitative real-time polymerase chain reaction (QRT-PCR), Western blotting, and enzyme-linked
immunosorbent assay (ELISA). Constitutive activity of p65/NF-kB was evident in all melanoma
cell lines. Differences in its level might be associated with genetic alterations in CHUK, IL1B,
MAP3K14, NFKBIE, RIPK1, and TLR4, while differences in transcript levels of NF-«kB-inducible
genes revealed by PCR array might result from the contribution of other regulatory mechanisms.
17-Aminogeldanamycin markedly diminished the level of phospho-p65, but the total p65 protein
level was unaltered, indicating that 17-aminogeldanamycin inhibited activation of p65/NF-«B.
This conclusion was supported by significantly reduced expression of selected NF-kB-dependent
genes: cyclin D1 (CCND1), C-X-C motif chemokine ligand 8 (CXCLS), and vascular endothelial
growth factor (VEGF), as shown at transcript and protein levels, as well as secretion of IL-8 and VEGE.
Our study indicates that 17-aminogeldanamycin can be used for efficient inhibition of NF-«B activity
and the simultaneous diminution of IL-8 and VEGEF levels in the extracellular milieu of melanoma.

Keywords: 17-aminogeldanamycin; BCL-X;; BRAF; cyclin D1; HSP90 inhibitor; IL-8; melanoma;
NRAS; p65/NF-«B; VEGF

1. Introduction

Melanoma is one of the most aggressive human cancers, posing a serious clinical problem
worldwide due to an increasing incidence and limited therapeutic regimens for the advanced stage of
the disease [1,2]. The majority of melanomas harbor mutations in either BRAF or RAS or NF1 that result
in hyperactivation of the RAS/RAF/MEK/ERK (hereafter MAPK) signaling pathway [3]. Although
this has propelled the development of targeted therapeutics, the treatment with BRAFV6% inhibitors
such as vemurafenib [4,5] or dabrafenib [6,7] almost inevitably results in drug-resistant disease despite
an initially potent response [8,9]. The combination of BRAF and MEK inhibitors has been proven to
be advantageous compared to monotherapy [10,11], and a novel drug combination of encorafenib
(inhibitor of BRAF™"!) and binimetinib (inhibitor of MEK1/2) has been approved for the treatment of

Int. ]. Mol. Sci. 2020, 21, 3749; d0i:10.3390/ijms21113749 www.mdpi.com/journal/ijms


http://www.mdpi.com/journal/ijms
http://www.mdpi.com
https://orcid.org/0000-0002-2231-3740
https://orcid.org/0000-0003-2251-8647
https://orcid.org/0000-0002-8279-4742
http://dx.doi.org/10.3390/ijms21113749
http://www.mdpi.com/journal/ijms
https://www.mdpi.com/1422-0067/21/11/3749?type=check_update&version=2

Int. ]. Mol. Sci. 2020, 21, 3749 20f 21

patients with unresectable or metastatic melanoma [12]. However, available preclinical and clinical
observations indicate that drug resistance and disease progression still occur despite the synergistic
action of BRAF and MEK inhibitors [13,14], suggesting that vertical targeting of the MAPK signaling
pathway may be insulfficient to achieve a durable response. In addition, 41-81% melanoma patients do
not respond to immunotherapy, which is another treatment option currently used in the clinics [14].
This indicates that alternative or complementary drug targets are needed.

A heat shock protein 90 (HSP90) is upregulated in melanoma, and its level increases with
disease progression [15]. HSP90 is required for folding of a number of oncoproteins relevant to
melanoma, including BRAFV®F but not a wild-type variant of BRAF, and components of the
phosphatidylinositol 3-kinase (PI3K)/AKT, wingless-type (WNT)/{3-catenin, unfolded protein response
(UPR), and nuclear factor-kappa B (NF-«B) signaling pathways [16-18]. As a consequence, several
inhibitors of HSP90 have been investigated in melanoma, demonstrating that these agents can be
effective either as a single or complementary therapeutic strategy [18,19]. We have recently shown that
17-aminogeldanamycin, an inhibitor of HSP90, is more potent against melanoma cells than its parent
compound, geldanamycin [20,21]. Asreported for N-terminal HSP90 inhibitors, 17-aminogeldanamycin
induces a compensatory response involving the upregulation of HSP70 expression, but this effect is
transient and followed by the induction of cell death [21]. In addition, 17-aminogeldanamycin acts
cooperatively with either vemurafenib or trametinib in the induction of apoptosis in BRAFV6%F and
NRASQIR melanoma cells [21]. The effect of 17-aminogeldanamycin on the NF-kB signaling has not
been investigated so far.

To evaluate the effects of 17-aminogeldanamycin on the p65/NF-«kB program in melanoma, we
used six patient-derived cell lines, representing different genetic subtypes, either BRAFV6E (DMBC11,
DMBC12, DMBC21, DMBC28, and DMBC29) or NRASRIR (DMBC22) subtypes. These cell lines have
already been extensively characterized, considering cell morphology, activities of melanoma-associated
signaling pathways, and genetic alterations [21-27].

2. Results

2.1. Patient-Derived Melanoma Cell Lines Differently Execute the p65/NF-xB-Dependent Program

Three cell lines, DMBC11, DMBC12, and DMBC21, were initially chosen to investigate the activity
of NF-kB. As shown in Figure 1A, these cell lines slightly differed in the levels of p65 and its active
form, p-p65, with the DMBC11 cell line exerting the lowest level. Next, we used a Profiler PCR array
to more extensively analyze the p65/NF-kB-dependent program by comparing the expression of 84
NF-«kB target genes. Gene expression was calculated relative to DMBC11 cells. We found a number of
genes downregulated in DMBC21 cells compared with the DMBC11 cell line (Figure 1B). When the
cut-off was set as a 2-fold change, 13 and 30 genes were downregulated in DMBC12 and DMBC21
cells, respectively (Figure 1C and Table 1). DMBC21 cells largely differed from DMBC11 cell line,
and 7 out of 30 downregulated genes exceeded a 5-fold lower level than in DMBC11 cells, including
IL1A, TNFRSF1B, CCL22, CCR5, PLAU, CD80, and PTGS2 (Figure 1C and Table 1). In turn, 12 and 18
genes were upregulated in DMBC12 and DMBC21 cells, respectively, compared with DMBC11 cells
(Figure 1C and Table 1). Genes encoding chemokines and interleukins (CXCL1, CXCL2, CXCLS, CCL2,
and IL1B), antiapoptotic proteins (BCL2A1 and BCL2L1) and coagulation factor VIII (F§) were among
those differentially expressed. In addition, higher expression of C3, AGT, and ICAM1 was found in
DMBC21 cells than in DMBC11 cells (Figure 1C and Table 1).
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Figure 1. Diverse execution of nuclear factor-kappa B (NF-«kB)-dependent program in melanoma
cell lines. (A) Levels of phosphorylated (p-p65) and total p65 were determined by Western blotting.
Glyceraldehyde-3-phosphate dehydrogenase (GAPDH) was used as a loading control. The mean
relative level of p-p65 versus GAPDH is shown (n = 3). (B) Heatmaps were prepared to visualize
differentially expressed NF-kB-dependent genes. The relative mRNA levels in DMBC12 and DMBC21
cells were obtained by normalization to their levels in DMBC11 cells. Each fold-change (FC) value was
logy-transformed. The array layout is shown in Table S1. The genes selected for further experiments are
white framed. (C) Scatter plots were obtained by log;y normalization of gene expression. Upper and
lower bounds were set for a 2-fold change in mRNA levels. Upregulated genes are shown in red, and
downregulated genes are shown in green. Detailed data are shown in Table 1. (D) The basal transcript
levels of C-X-C motif chemokine ligand 8 (CXCLS3), cyclin D1 (CCND1), and BCL-2-like 1 (BCL2L1) in
different melanoma cell lines of both BRAFV00F and NRASXCR subtypes were assessed by quantitative
real-time polymerase chain reaction (QRT-PCR) and expressed relative to the median values in all six
cell lines. (E) Color-coded diagram of mutations in genes assigned to the NF-«B signaling (based on
the KEGG PATHWAY database). Only indels and point mutations with damaging PolyPhen-2-based
predictions are shown. Each triangle represents a single allele. Detailed data and non-mutated genes
are included in Table S2.

For the following experiments, we have chosen three representative genes, C-X-C motif chemokine
ligand 8 (CXCLS), cyclin D1 (CCND1), and BCL-2-like 1 (BCL2L1), as they (i) encode proteins involved
in different cellular processes, i.e., invasion/migration and angiogenesis, proliferation and survival,
respectively, and (ii) are characterized as relevant to melanoma. We did not choose BCL2A1, although
its basal expression was highly upregulated in DMBC21 compared with DMBC11 cells, as BCL2A1 is
also a target of microphthalmia-associated transcription factor (MITF), which is a melanoma-specific
protein [28]. In agreement, we have previously demonstrated substantial upregulation of BCL2A1
expression in MITFgh melanoma cells [29-32].
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Table 1. Genes over- and underexpressed in DMBC12 and DMBC21 cell lines compared to DMBC11
cells. The cut-off fold change was set as 2.

Genes Overexpressed in DMBC12 vs. DMBC11 Genes Underexpressed in DMBC12 vs. DMBC11

Gene Symbol Fold Regulation Gene Symbol Fold Regulation
CXCL8 42.64 ICAM1 —5.60
CXCL1 25.41 TNFSF10 —4.50
CXCL2 13.27 IL6 -3.74
BIRC3 12.79 114 -3.68

CCL2 5.28 IL12B -3.02
BCL2A1 4.88 NQO1 -3.00
IL1A 4.65 CD69 -3.11
EGFR 4.38 IL2RA -2.52
IL1B 4.09 CCL11 —-2.38
F8 2.53 PLAU -2.38
NFKBIA 2.23 FASLG -2.27
NFKB1 2.10 ILIRN -2.17
STAT3 -2.05

Genes Overexpressed in DMBC21 vs. DMBC11 Genes Underexpressed in DMBC21 vs. DMBC11
Gene Symbol Fold Regulation Gene Symbol Fold Regulation

BCL2A1 70.48 IL1A —43.81
CCL2 64.05 TNFRSF1B -15.27
CXCL1 46.70 CCL22 -10.14
CXCL2 26.45 CCR5 -7.35
F8 2212 PLAU —6.88
C3 19.83 CD80 —6.39
AGT 15.05 PTGS2 -5.34
CXCL8 13.33 IL12B —4.77
IL1B 7.03 IL2RA —4.72
ICAM1 6.19 FASLG -4.69
NR4A2 5.18 CSF3 —4.60
ADM 443 MAP2K6 —4.25
IL15 3.39 SNAP25 —4.24
BCL2L1 2.61 EGFR —4.12
SOD2 2.57 BIRC3 -3.68
CD83 2.56 NFKB2 -3.48
CDKN1A 2.44 CCL11 -3.34
STAT1 2.35 SELE -3.32
LTA -3.27

CSF1 -3.09

GADD45B -3.02

CSF2 -2.78

ILIRN -2.73

F3 -2.54

IFNBI1 -2.53

ALDH3A2 -2.33

SELP -2.21

INS -2.17

CXCL9 -2.16

BIRC2 -2.11

We assessed mRNA levels of selected genes in six melanoma cell lines assigned to the BRAFV60E
or NRASQCIR subtype. The expression of CCND1 and BCL2L1 at the transcript level was very close, as
shown in relation to the median values, except for their expression in DMBC28 and DMBC22 that was
substantially higher (Figure 1D). CXCL8 mRNA levels varied among different cell lines with the lowest
in DMBC11 cells and the highest in DMBC28 and DMBC22 cells (Figure 1D). Using the whole-exome
sequencing data [24], we have also determined the alterations in genes encoding proteins related to the
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NF-«kB signaling pathway. We have found a number of variants leading to amino acid substitutions
in interleukin-1p (IL-1B) (Figure 1E and Table S2). Heterozygous I«B kinase alpha (IKKa3¢4%) and
toll-like receptor 4 (TLR4"2%2T) variants were found exclusively in DMBC22 cells, whilst only these
cells harbored NFKBIE (encoding IkBe) as a wild-type. In addition, a homozygous frameshift variant
of nuclear factor-kappa B-inducing kinase (NIK) was found in all cell lines (Figure 1E and Table S2).

2.2. 17-Aminogeldanamycin (AG) Reduces Viable Cell Number in Melanoma Cell Lines, which is Associated
with Induction of Apoptosis

To investigate the effect of 17-aminogeldanamycin (AG), we monitored changes in viable cell
numbers using time-lapse imaging. AG at 0.4 uM efficiently reduced cell confluence in all six cell
lines (Figure 2A) assigned to either BRAF or NRAS subtypes, and growth inhibition reached about
50% of control after 72 h. Growth inhibition was additionally confirmed by the assessment of acid
phosphatase activity in DMBC11 (Figure S1A) and other cell lines [21]. This was associated with
induction of apoptosis as melanoma cell lines exposed to AG at 0.4 uM exhibited (i) a time-dependent
increase in the percentages of annexin-V-positive cells, (ii) elevated percentages of cells with active
caspase-3/7, and (iii) increased level of cleaved poly-(ADP-ribose) polymerase (PARP). These cellular
and molecular effects are collectively shown in Figure 2B.
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Figure 2. The effect of 17-aminogeldanamycin (AG) on cell viability in BRAFV®%F and NRASQ6IR
melanoma cell lines. (A) Melanoma cells were exposed to AG at 0.4 uM. Cell confluence was assessed
over the course of 72 h by time-lapse imaging system IncuCyte ZOOM. Data presented are mean + SD of
a representative experiment performed in duplicate; n = 3. (B) Cell viability and induction of apoptosis
were assessed in melanoma cell cultures exposed to AG at 0.4 uM using acid phosphatase activity
(APA) assay, annexin-V/propidium iodide staining followed by flow cytometry, real-time fluorescence
microscopy (% of cells with active caspase-3/7), and Western blotting (cleaved PARP). The color-coded
summary of the results is shown at indicated time points. The percentages of annexin-V-positive cells
and cells with active caspase-3/7 in the controls did not exceed 10%. The original results for DMBC11
cells are shown in Figure S1; for other cell lines, they are published elsewhere [21].
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2.3. AG Inhibits p65/NF-kB Activity in Melanoma Cells of BRAFVE and NRASQOIR Subtypes

AG at 0.4 uM did not induce the massive cell death in melanoma cells after 24 h (Figure 2B) that
was additionally confirmed in all six cell lines by propidium iodide (PI) staining followed by flow
cytometry (Figure 3A). Therefore, we focused on molecular events at time intervals, not exceeding
this time point. AG at 0.4 uM substantially diminished constitutive activity of NF-«B already after 4
h, as assessed at the level of phosphorylated p65 (Figure 3B upper panel). This effect was enhanced
after an additional 20 h of incubation, indicating a complete attenuation of NF-«B activity in cell lines
harboring either BRAFYV6E or NRASQIR variants (Figure 3B lower panel). Notably, total p65 protein
level remained unaltered, even after 24 h of incubation with AG (Figure 3B).
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Figure 3. 17-Aminogeldanamycin (AG) inhibits the activity of p65/NF-«B in melanoma cell lines
of the BRAFVO0E or NRASQOIR subtypes before it substantially affects cell viability. (A) Cells were
incubated with AG at 0.4 uM for 24 h. Propidium iodide (PI)-negative (viable) cells were assessed by
flow cytometry and expressed relative to the control. Data presented are mean + SD;n =3 (*p < 0.05 vs.
control). (B) Levels of phosphorylated p65 (p-p65) and total p65 were determined by Western blotting
after 4 and 24 h. B-actin was used as a loading control. The relative level of p-p65 versus B-actin is
shown below the blots.

2.4. AG Diversely Affects Transcript and Proteins Levels of Different NF-xB-Dependent Genes

To validate AG-induced effects on p65/NF-kB activity, we assessed the expression of three
NEF-«B-regulated genes involved in different cellular processes: CXCLS, CCND1, and BCL2L1. AG at
0.4 uM significantly decreased the transcript level of CXCL8 after 22 h in BRAFVF and NRASQ0IR
cell lines (Figure 4A). This effect was, however, much less pronounced in DMBC11 cells compared
with other cell lines (Figure 4A) that might be associated with already the lowest initial level of the
CXCLS transcript in these cells (Figure 1D). Also, the concentration of interleukin-8 (IL-8) protein in the
medium of DMBC11 cell culture was the lowest compared with other cell lines (Figure 4B). AG at 0.4
uM significantly reduced the levels of secreted IL-8 in all melanoma cell cultures after 24 h (Figure 4B).
AG at this concentration also significantly downregulated CCND1 expression already after 6 h in the
majority of melanoma cell lines (Figure 4A). CCND1 mRNA level was further reduced to about 50% of
control (p < 0.05) after 22 h in all melanoma cell lines, or even below 50% of control as in DMBC22 cells
(Figure 4A). Accordingly, protein levels of cyclin D1 were substantially reduced in melanoma cell lines
exposed to AG (Figure 4C).
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Figure 4. The effect of 17-aminogeldanamycin (AG) on mRNA and protein levels of NF-«B-dependent
genes in melanoma cells of the BRAFV0E or NRASQCIR subtype. (A) The transcript levels of CXCL8
(IL-8), CCND1 (cyclin D1), and BCL2L1 (BCL-Xy ) were assessed by qRT-PCR after 6 and 22 h and shown
relative to the control. Data presented are mean + SD; n =3 (* p < 0.05 vs. control). (B) Samples of the
culture medium were collected after 24 h of cell incubation with 0.4 uM AG. The protein levels of IL-8
were determined by enzyme-linked immunosorbent assay (ELISA). Data presented are mean + SD; n =
3 (* p £0.05 vs. control). (C) The protein levels of cyclin D1 and BCL-X} were determined by Western
blotting after 24 h. GAPDH was used as a loading control. The relative levels of cyclin D1/BCL-X,
versus GAPDH are shown below the blots as an average of two independent experiments.

AG at 0.4 uM did not substantially affect the transcript level of BCL2L1 in most cell lines, except
for DMBC29 cells in which BCL2L1 was significantly upregulated in response to AG exposure for 22 h
(Figure 4A). At the protein level, however, no substantial changes were induced in any cell line after
exposure to AG (Figure 4C). Notably, the original geldanamycin at 0.4 uM did not affect the mRNA
levels of CXCLS, CCND1, and BCL2L1 in DMBC21 and DMBC29 cells after 22 h (Figure S2), which
indicates that observed effects could be induced only by its derivative investigated in this study.
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2.5. AG Affects Transcript Level and Secretion of VEGF

AsIL-8 can regulate different cellular programs, including invasion/migration and angiogenesis [33,
34], and AG significantly downregulated expression of CXCL8 and reduced the amount of IL-8 protein
secreted by melanoma cells, we aimed to assess the influence of AG on other regulators of these
processes. Vascular endothelial growth factor (VEGF) plays an essential role in angiogenesis [35,36],
while matrix metalloproteinase-2 (MMP-2) promotes cell invasion and migration by digesting the
extracellular matrix [37]. Both VEGF [38] and MMP2 [39,40] have been identified as NF-«B target genes.
AG at 0.4 uM significantly reduced transcript level of VEGF in BRAFV®0E and NRASQ®IR melanoma
cells (Figure 5A), and notably, it also reduced (p < 0.05) the amount of VEGF protein in the culture
medium (Figure 5B). In contrast, the MMP2 mRNA level was not substantially affected in any cell line
exposed to AG for 22 h (Figure 5A).
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Figure 5. The influence of 17-aminogeldanamycin (AG) on the expression of NF-«kB-dependent genes
that control angiogenesis and invasion. (A) The transcript levels of vascular endothelial growth factor
(VEGF) and matrix metalloproteinase-2 (MMP2) were assessed by qRT-PCR after 22 h and shown
relative to the control. Data presented are mean + SD; n =3 (* p < 0.05 vs. control). (B) Samples of the
culture medium were collected after 24 h of melanoma cell incubation with 0.4 uM AG. The levels of
VEGF protein were determined by ELISA. Data presented are mean + SD; n =3 (* p < 0.05 vs. control).

3. Discussion

In the present study, we have demonstrated that 17-aminogeldanamycin inhibits a constitutive
p65/NF-kB activity in BRAFY9F and NRASQ®!R melanoma cell lines that is evidenced by (i) attenuation
of the level of phosphorylated p65/NF-«B subunit, (ii) decrease of transcript levels of NF-kB-dependent
genes, including CCND1, CXCL8, and VEGF, (iii) diminution of the level of corresponding proteins in
melanoma cells, as well as (iv) reduced secretion of IL-8 and VEGFE.

The NF-«B signaling pathway is constitutively active in melanoma cells, where it regulates the
expression of genes that control proliferation, cell cycle, survival and apoptosis, inflammation, invasion,
and angiogenesis [41-44]. The role of NF-«B is, however, complex and largely context-dependent.
It has been demonstrated that NF-kB activity is preferentially maintained in a subpopulation of
ATP-binding cassette member B5 (ABCB5)-positive melanoma cells, which exert more metastatic
phenotype than ABCB5-deficient cells [45]. The activation of NF-«B has been implicated in acquired
resistance of melanoma cells to BRAFV®% inhibitors [46-48] and occurs at the early stage of adaptation
to treatment [49]. In addition, NF-kB is involved in the interferon-y (IFN-y)-inducible expression of
programmed death-ligand-1 (PD-L1) in melanoma cells [50,51]. In the present study, we focused on a
p65 subunit of NF-kB and its phosphorylation at Ser>®® as a readout of NF-«B activity. Phosphorylation
of p65 at this residue promotes a conformational switch that enables nuclear translocation of NF-xB
and binding to the promoter regions of NF-«kB-inducible genes [52-54]. It has been also demonstrated
that p65 as a part of p65-p50 heterodimer regulates expression of genes that contribute to the metastatic
phenotype of melanoma cells that is a consequence of the low level of KIP1 ubiquitination-promoting
complex protein 1 (KPC1) associated with limited availability of p50-p50 homodimer involved in
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suppression of NF-kB-dependent cell proliferation [55]. Patient-derived melanoma cell lines used in the
present study exhibited a constitutive activity of NF-kB that is in agreement with our previous studies
reporting substantial levels of phosphorylated p65 in cells harboring mutations in either BRAF or
RAS[22,23], and indicating that NF-«B activity is independent of extracellular growth factor stimuli [56].
We have extended characteristics of investigated cell lines by validating activity of the NF-«kB signaling
pathway at the level of (i) genetic alterations in genes encoding proteins related to the NF-«B pathway
based on the KEGG PATHWAY database, and (ii) assessment of expression of 84 NF-«kB-inducible
genes. We have found a large diversity of transcript levels between three representative melanoma cell
lines, and this was also observed when transcript levels of three selected genes were assessed in six cell
lines of either the BRAF or NRAS subtype. This diversity, particularly exemplified by mRNA levels of
CXCLS, can result from the contribution of other transcriptional regulators and/or genetic alterations in
these cells. In melanoma, CXCL8 expression can be regulated by nuclear factor of activated T-cells
1 (NFAT1) [57], signal transducer and activator of transcription 3 (STAT3) [58] and WNT signaling
pathway [59]. In addition, expression of CXCL8 can be stimulated by various cytokines that activate
NF-kB, including IL-1, interleukin-6 (IL-6), and tumor necrosis factor alpha (TNF«) [33]. In this respect,
genetic alterations diversely distributed among melanoma cell lines might determine different levels
of CXCLS8 transcript as DMBC12, DMBC21, DMBC29, and DMBC22 cell lines harbored several point
mutations in [L1B. IL-13, a product of IL1B expression, is secreted by melanoma and stroma cells and
induces NF-«B following IL-1R activation in an autocrine or paracrine manner [60-62]. In addition, we
have also demonstrated that the expression of IL1B substantially varied among melanoma cell lines.
We have found that the mRNA level of IL1B was 4.1-fold and 7-fold higher in DMBC12 and DMBC21
cell lines, respectively, when compared to its level in the DMBC11 cell line (Figure 1C and Table 1). The
lowest level of CXCL8 mRNA in DMBC11 cells, and consistently the lowest amount of IL-8 secreted by
these cells, might be associated with low expression of IL1B in these cells. Other genetic alterations
identified in our study can also putatively affect the activity of NF-kB signaling. Notably, a frameshift
variant of NIK was harbored in all cell lines, suggesting that it might contribute to the constitutive
activity of NF-«B as NIK has been identified as a regulator of NF-«B activation via both the MAPK
pathway and canonical IKK/IkB cascade in melanoma [63]. More recently, it has been shown that NIK
also modulates the non-canonical NF-kB signaling pathway and 3-catenin-dependent transcription
of genes encoding pro-survival proteins [64]. In addition, IKKaP?%4S and TLR4"2%2T variants were
harbored exclusively in DMBC22 cells that exhibited the highest level of CXCLS, CCND1, and BCL2L1
mRNA. It has also been recently reported that G34E substitution in IkBe promoted NF-kB-dependent
expression of CD83 that was associated with patient responsiveness to immunotherapy [65]. In our
study, this variant was harbored in DMBC11 and DMBC12 cells, but the expression of CD83 was the
most substantially upregulated in DMBC21 (Figure 1C and Table 1) that harbored another variant of
IxBe (S33F), also predicted as damaging according to the PolyPhen-2 software. The clinical utility of
this variant and the functional roles of other genetic alterations reported in the present study, however,
need to be determined.

The activity of NF-«kB signaling can be regulated by HSP90, which is involved in biogenesis
and activation of IKKs that liberate the NF-«B transcription factor from an inhibitory complex with
IkB proteins [66]. Accordingly, inhibition of NF-kB activity has already been demonstrated for
other HSP90 inhibitors [67,68], and we are the first to report that 17-aminogeldanamycin potently
attenuates the level of phospho-p65/NF-«kB in melanoma cells. We have also demonstrated that
17-aminogeldanamycin does not affect total levels of p65 suggesting the influence of this compound
on upstream regulators of the p65 activation. There are a few potential mechanisms. It has been
reported that Ser>®® phosphorylation is independent of IkB degradation [69], and such a mechanism
of NF-«B inhibition by geldanamycin has been demonstrated [67]. In addition, phosphorylation of
p65 at Ser®® is managed in the cytoplasm by a plethora of kinases such as TANK-binding kinase 1
(TBK1), ribosomal kinase 1 (RSK1) and AKT1, in addition to IKK [70-72]. Moreover, cyclin-dependent
kinase 6 (CDK6) phosphorylates p65 at Ser®® in the nucleus and this phosphorylation of p65 favors
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the expression of inflammatory genes [73,74]. All mentioned kinases that phosphorylate p65 at Ser>*

have already been identified as HSP90 client proteins (www.picard.ch); thus, they may play a role in
the phosphorylation of p65 at Ser®3°
17-aminogeldanamycin, we have assessed the expression of three selected genes encoding proteins that
regulate different cellular processes. The expression of CXCL8 and CCND1 was significantly diminished
in all melanoma cell lines, irrespective of their basal mRNA and protein levels that confirmed the
inhibitory effect of 17-aminogeldanamycin on NF-kB activity. Surprisingly, the level of BCL2L1
transcript remained mostly unaltered or was even significantly upregulated, as shown in DMBC29 cells.

A consistent lack of a significant decrease in the BCL-X|, transcript level in melanoma cells exposed

in melanoma. To validate the consequences of NF-kB inhibition by

to 17-aminogeldanamycin might be explained by different NF-«xB dimer compositions required for
the activation of BCL2L1 expression. This is in line with a study showing that the dimerization of
p65 with p50 did not affect BCL-X{, level while coupling p65 (RelA) with c-Rel upregulated BCL2L1
expression [75]. In addition, BCL2L1 is regulated by the paired box 3 (PAX3) transcription factor [76].
Expression of both genes has been shown to increase in melanoma [77], while siRNA-mediated PAX3
downmodulation significantly decreased the expression of BCL2L1 in several melanoma cell lines [78].
It has also been demonstrated that the BCL-Xj, level was positively correlated with the level of active
STAT3 in melanoma [79]. As the expression of BCL2L1 was markedly increased only in DMBC29
cells exposed to 17-aminogeldanamycin, these putative mechanisms might be, however, diversely
involved in the regulation of BCL-Xy, level in different melanoma cell lines. In addition, we have
recently reported that an S412C variant of enhancer of zeste homolog 2 (EZH?2) is exclusively harbored
in DMBC29 cells [24]. EZH2 is a member of polycomb repressive complex 2 (PRC2) that methylates
histone H3 at lysine 27, thus acts as a gene repressor [80]. Overexpression and gain-of-function
mutations of EZH? are typical for many cancers, including melanoma [81-83]. Moreover, EZH2 may
act in a histone methyltransferase-independent way as a partner of p65/NF-«B to increase the level
of NF-kB-inducible transcripts [84]. Notably, wild-type EZH2 is also a client protein for HSP90, and
disruption of EZH2-HSP90 interaction destabilized EZH2 and led to its degradation [85,86]. It has
also been shown that disruption of processes controlled by a wild-type EZH2 resulted in the reduction
of BCL-Xy, level [87], suggesting a role of EZH2 in the regulation of BCL2L1 expression. It should
also be considered that BCL-Xj, is substantially more stable [30,88] than either IL-8 [34] or cyclin
D1 [89], suggesting that changes in mRNA and protein levels assessed after 22-24 h might also reflect
differences in the half-lives of transcripts and proteins.

17-Aminogeldanamycin-induced changes in the expression of the NF-«B-inducible genes assessed
in the present study might have substantial consequences for the execution of different cellular
programs in melanoma (Figure 6). Downregulation of CCND1 mechanistically links the cytostatic
activity of this HSP90 inhibitor evidenced by a decreased number of viable cells shown in this study
and elsewhere [20,21]. This, however, can also be associated with the induction of cell death. Our study
suggests that apoptosis induced in melanoma cells by 17-aminogeldanamycin is not accompanied
by changes in the BCL-X, level. In turn, we have recently shown that 17-aminogeldanamycin
induces apoptotic cell death that is associated with the attenuation of cytoprotective inositol-requiring
enzyme 1 alpha (IRE-1o)/spliced X-box binding protein 1 (XBP1s) axis in response to endoplasmic
reticulum (ER) stress triggered by HSP90 inhibition [21]. In the present study, we have also
demonstrated that 17-aminogeldanamycin reduces transcript and protein levels of VEGF, in addition
to the downregulation of CXCLS expression, while it does not affect the expression of MMP2. This
suggests that HSP90 inhibition by this compound might predominantly affect molecular pathways
that promote angiogenesis.


www.picard.ch

Int. ]. Mol. Sci. 2020, 21, 3749 11 of 21

melanoma cell

11

e - ER R ce.II
homeostasis survival

BCL-XL

MMP-2

VEGF

IL-8

cyclin D1—

g

\d A\ /
[ proliferation |"| angiogenesis_|

[ invasion/migration |

Figure 6. A schematic model of AG activity in melanoma cells based on the results shown in this
study and published previously [21]. A heat shock protein 90 (HSP90) has been shown to control
the p65/NF-kB signaling pathway and endoplasmic reticulum (ER) homeostasis, among others. AG
inhibits HSP90 activity that is associated with a reduction of phospho-p65 levels and expression of
NF-«B target genes, including VEGF, CXCLS, and CCND]. In this way, AG can affect different cellular
programs. In turn, AG does not change the levels of BCL-X; and MMP-2, suggesting that regulators
other than NF-«B play a dominant role in the activation of their expression.

It has been recently demonstrated that IL-8 mediates invasion of melanoma cells and
angiogenesis in a zebrafish model of melanoma, while downregulation of CXCLS§ expression was
sufficient to counteract the invasive capability of BCL-X; M8" melanoma cells [90]. In this respect,
17-aminogeldanamycin-mediated reduction of extracellular levels of IL-8 may be sufficient to hamper
the effects of BCL-Xp, activity, even if BCL2L1 expression is not affected by this compound. Additionally,
cooperation between VEGF and IL-8 has been evidenced to expand tumor vasculature [91,92], and IL-8
can promote the expression of VEGF in an NF-kB-dependent manner in endothelial cells [93]. As a
consequence, inhibition of VEGF secretion was shown to be associated with reduced branching and
diminished formation of capillary vessels within tumors [94]. In melanoma patients, serum levels
of VEGF correlated with the stage of the disease [95]. The pro-angiogenic role of VEGF, including
VEGF-dependent formation of vessel-like structures by cancer cells known as vasculogenic mimicry
(VM), has been extensively evidenced in melanoma [96-102]. VM has been shown to modulate
the sensitivity of melanoma cells to drugs [103], but also demonstrated as an adaptive response to
VEGEF depletion in melanoma [104]. Most recently, it has been shown that elevated levels of vascular
endothelial growth factor receptor-1 (VEGFR-1) rendered resistance to vemurafenib in melanoma cells,
which additionally secreted more VEGF than their drug-sensitive counterparts [105]. In addition,
circulating VEGF has been indicated as a predictive biomarker for a response of melanoma patients to
BRAF/MEK inhibitors, and for monitoring the onset of drug resistance [106]. Notably, a mechanistic
contribution of NF-kB to VM [107,108] suggests that compounds modulating the activity of this
transcription factor may affect VM/angiogenesis in melanoma. Although further research is necessary
to more extensively delineate the cellular effects of 17-aminogeldanamycin, our study provides
molecular evidence that this HSP90 inhibitor can be used for the simultaneous diminution of IL-8 and
VEGEF levels in an extracellular milieu to reach substantial anti-melanoma effects.
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4. Materials and Methods

4.1. Cell Culture

Melanoma cell lines were derived from surgical specimens, as described previously [109]. The
study was approved by the Ethical Commission of Medical University of Lodz (identification code:
RNN/84/09/KE). Informed consent was obtained from all patients. Cell lines were named DMBC
(Department of Molecular Biology of Cancer) and maintained in the stem cell medium (SCM) consisting
of DMEM/F12 medium (Gibco, Paisley, UK), B-27 supplement (Gibco), 1 ng/mL heparin, 10 ng/mL
insulin, 10 ng/mL bFGF, 20 ng/mL EGF (BD Biosciences, San Jose, CA, USA), 100 pg/mL streptomycin,
and 100 IU/mL penicillin. Cell lines were assigned to the BRAF (DMBC11, DMBC12, DMBC21,
DMBC28, and DMBC29) or NRAS (DMBC22) subtype [24]. Specifically, a homozygous BRAFY60E
variant was harbored in DMBC11 and DMBC12 cells, whereas a heterozygous BRAFY%E was found in
DMBC21, DMBC28, and DMBC29 cells. A homozygous Q61R substitution in NRAS was harbored in
DMBC22 cells [24]. For experiments, melanoma cells were exposed to 0.4 uM 17-aminogeldanamycin
(AG) to monitor changes in cell confluence and viability up to 72 h, or collected for RNA extraction
(after 6 and 22 h), protein lysate preparation (after 4 and 24 h) and flow cytometry analysis (after 24 h).
DMBC21 and DMBC29 cells were also exposed to 0.4 uM geldanamycin for 22 h, followed by isolation
of RNA and analysis of gene expression.

4.2. Compounds

17-Aminogeldanamycin was purchased from BOC Sciences (Shirley, NY, USA), and geldanamycin
was purchased from Sigma-Aldrich (St Louis, MO, USA).

4.3. Time-Lapse Microscopy

Melanoma cells were grown in 96-well plates (8 X 10° cells/well) and exposed to AG at 0.4 uM
for 72 h. Cell confluence was monitored by using a time-lapse microscope system IncuCyte ZOOM
(IncuCyte, Essen Bioscience, Essen, Germany). Data were analyzed using the IncuCyte Zoom original
software. For apoptosis assay, IncuCyte Caspase-3/7 Apoptosis Assay Reagent at 4 uM was additionally
added into wells. Then, % of cells with active caspase-3/7 was expressed as the percentage of the
confluence of apoptotic cells divided by the percentage of the confluence of all cells.

4.4. Acid Phosphatase Activity Assay

To assess cell viability, the activity of acid phosphatase was measured colorimetrically, as described
previously [109].

4.5. Flow Cytometry

Cells were incubated with 17-aminogeldanamycin for 24 h, then collected, trypsinized, and
stained with propidium iodide (Sigma-Aldrich) for 5 min in the dark. To determine the percentages
of annexin-V-positive cells, melanoma cells were incubated with the staining solution containing
Annexin-V and propidium iodide (BD Biosciences) for 15 min. Flow cytometric data were acquired
with FACSVerse (BD Biosciences) and analyzed using the BD FACSuite software.

4.6. Cell Lysate Preparation and Western Blotting

Melanoma cells were subjected to 30-min lysis at 4 °C by using RIPA buffer (50 mmol/L Tris-HCl,
pH 8.0, 150 mmol/L NaCl, 1% Triton X-100, 0.5% sodium deoxycholate, 0.1% SDS), containing freshly
added protease and phosphatase inhibitors (Sigma-Aldrich). Then, cell lysates were centrifuged
(14,000 rpm, 15 min, 4 °C), and protein concentration was determined by using Bradford assay (BioRad,
Hercules, California, USA). Cell lysates were diluted in 2x Laemmli sample buffer (125 mmol/L Tris-HCI,
pH 6.8, 0.004% bromophenol blue, 20% glycerol, 4% SDS, and 10% {3-mercaptoethanol). Samples of 15
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ng were loaded onto 7% SDS-polyacrylamide gel, and electrophoresis was run at a constant voltage of
25V/cm. Next, the proteins were transferred to an Immobilon-P PVDF membrane (Millipore, Billerica,
Massachusetts, USA; 100 V, 1 h, 4 °C) using BioRad transfer equipment. The membrane was stained
with 0.1% Ponceau S to confirm effective protein transfer. Then, the membrane was incubated in
a blocking solution: 5% non-fat milk in PBS-Tween 0.05% or 5% phospho-BLOCKER (Cell Biolabs,
San Diego, CA, USA) in PBS-Tween 0.05% for 1 h. Primary antibodies detecting phosphorylated p65
(p-p65 Ser536), total p65, cyclin D1, BCL-Xy, (Cell Signaling Technology, Danvers, MA, USA), GAPDH,
PARP (Santa Cruz Biotechnology, Santa Cruz, California, USA), and (3-actin (Sigma-Aldrich) were used
followed by binding of the secondary HRP-conjugated anti-mouse or anti-rabbit antibodies (Santa
Cruz Biotechnology). The proteins were visualized on a medical X-ray film (Foton-Bis, Bydgoszcz,
Poland) or by using a ChemiDoc Imaging System (Biorad). Pierce ECL Western Blotting Substrate
(Pierce, Rockford, Illinois, USA) was used as a chemiluminescence reagent. The quantification of the
Western blotting data was performed by using Image] software and is shown relative to GAPDH or
[-actin.

4.7. RNA Isolation, Synthesis of cDNA and Quantitative Real-Time PCR (qRT-PCR)

Total RNA was extracted using a Total RNA Isolation Kit with a mini-column system (A&A
Biotechnology, Gdynia, Poland). RNA concentration and purity were determined by using NanoQuant
Plate Infinite M200 PRO reader (Tecan Austria GmbH, Grodig, Austria) and the corresponding software.
Total RNA (1 pg) was transcribed into cDNA using 300 ng of random primers and SuperScript I Reverse
Transcriptase (Invitrogen Life Technologies, Carlsbad, CA, USA). The evaluation of the mRNA level for
selected genes was performed by quantitative real-time polymerase chain reaction (QRT-PCR) by using
a Rotor-Gene 3000 Real-Time DNA analysis system (Corbett Research, Morklake, Australia). cDNA
was amplified with KAPA SYBR FAST qPCR Kit Universal 2x qPCR Master Mix (Kapa Biosystems,
Cape Town, South Africa). We used 200nM of each primer and 25ng cDNA template per reaction.
The annealing temperature for all transcripts was 56 °C. Primer sequences for RPS17, CXCL8, CCND1,
VEGF, MMP2, and BCL2L1 are published elsewhere [27,30,110].

4.8. Enzyme-Linked Immunosorbent Assay (ELISA)

ELISA kits Quantikine High Sensitivity Human CXCLS8/IL-8 and Human VEGF Immunoassay
(R&D Systems, Minneapolis, MN, USA) were used to determine IL-8 and VEGEF secretion by melanoma
cells to the culture medium after 24 h. The procedures were performed according to the manufacturer’s
instructions. For the quantification of IL-8, medium samples were 40x diluted. The optical density
of each well was determined using a microplate reader Infinite M200Pro (Tecan) set to 490 nm with
wavelength correction at 650 nm (for IL-8 assay) or 450 nm with wavelength correction at 540 nm
(for VEGF assay). Concentrations of IL-8 and VEGF in the medium samples were calculated using a
four-parameter logistic (4-PL) curve fit and expressed as picograms (pg) per 100,000 cells.

4.9. RT? Profiler PCR Array

RNA was extracted, and cDNA was synthesized as described in Section 4.7. A NF-«B Signaling
Targets RT? Profiler PCR array was performed according to the manufacturer protocol (Qiagen, Hilden,
Germany). In brief, cDNA solution (25 ng/uL) was dissolved in double-distilled nuclease-free water,
and mixed with Master Mix. The solution was immediately added into the wells (5 ng of cDNA per
well) of the 96-well plate containing specific primer pairs (Table S1). The plate was covered with
adhesive optical film, and raw data were acquired by using an ABI 7900HT Fast Real-Time PCR
System (Applied Biosystems). PCR array data analysis platform provided by Qiagen was used to
normalize and visualize data. Raw data were normalized to a reference gene, B2M. Heatmaps were
prepared based on the log,-transformed fold-change values to visualize differentially expressed genes
in DMBC12 and DMBC21 cells relative to transcript levels in DMBC11 cells. Scatter plots were obtained
by log1p normalization of gene expression.
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4.10. Whole-Exome Sequencing

Whole-exome sequencing was described previously [24]. In brief, DNA was extracted from
melanoma cells using a DNeasy Blood and Tissue kit (Qiagen), and DNA concentration and purity
were determined using a NanoQuant Plate Infinite M200 PRO reader (Tecan Austria GmbH). DNA
sequencing was performed by ABM Good (Richmond, Canada). DNA samples were subjected to
Nextera tagmentation, followed by index PCR by using Nextera Rapid Capture Exome (Illumina).
The amplified DNA was assessed by Agilent 2100 Bioanalyzer (Agilent Technologies) to determine size
distribution, and quantification of the library concentration was performed using KAPA SYBR FAST
gqPCR kit (Kapa Biosystems). The cluster generation and two-channel sequencing were performed
using NextSeq 500 (Illumina). Data were mapped to the reference genome (version GRCh37/hg19)
using the BWA package. Indel realignment and base recalibration were performed using GATK.
VCF files were generated to identify single nucleotide variants (SNVs) and short insertions or
deletions (indels). Raw data are freely available at ArrayExpress under the accession number
E-MTAB-6978 and European Nucleotide Archive (ENA) under the number ERP109743. The functional
consequences of amino acid substitutions were predicted in silico using the PolyPhen-2 software
available online (genetics.bwh.harvard.edu/pph2/index.shtml). The PolyPhen-2-based predictions
were classified as benign (scores 0.000-0.449), possibly damaging (scores 0.450-0.959) or probably
damaging (scores 0.960-1.000).

4.11. Statistical Analysis

Graphs are presented as mean + SD. The unpaired t-test was used to compare two samples.
The differences were considered significant if p < 0.05.

5. Conclusions

This is the first study that investigates the activity of 17-aminogeldanamycin on the p65/NF-«B
program in melanoma cell lines of genetically different subtypes, BRAF and RAS. Our report
indicates that 17-aminogeldanamycin can counteract the effects of NF-kB activity mediated by
NF-kB-dependent genes, encoding proteins involved in cell proliferation, invasion, and angiogenesis.
Thus, 17-aminogeldanamycin might be considered as a single agent or an adjuvant therapy in melanoma.

Supplementary Materials: Supplementary Materials can be found at http://www.mdpi.com/1422-0067/21/11/
3749/s1. Figure S1: Effect of 17-aminogeldanamycin (AG) at 0.4 pM on the viability of DMBC11 cells; Figure S2:
Effect of 0.4 uM geldanamycin on mRNA levels of NF-«B-dependent genes, CXCL8 (IL-8), CCND1 (cyclin D1), and
BCL2L1 (BCL-XL) in melanoma cells; Table S1: PCR array layout corresponding to Figure 1B; Table S2: Mutation
status of genes associated with the NF-«B signaling pathway.
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Abbreviations

ABCB5 ATP-binding cassette member B5

AG 17-aminogeldanamycin

BCL2L1 BCL-2-like 1

BRAF B-Raf proto-oncogene serine/threonine kinase
CCND1 cyclin D1

CDK6 cyclin-dependent kinase 6

CXCL8 C-X-C motif chemokine ligand 8

DMBC Department of Molecular Biology of Cancer
ERK1/2 extracellular signal-regulated kinase 1/2
EZH2 enhancer of zeste homolog 2

HSP90 heat shock protein 90

IFN-y interferon-gamma

IKK IkB kinase

IL-1B interleukin-1p3

IL-6 interleukin-6

IL-8 interleukin-8

MMP-2 matrix metalloproteinase-2

NF-xB nuclear factor-kappa B

NFAT nuclear factor of activated T-cells

NIK nuclear factor-kappa B-inducing kinase
NRAS neuroblastoma RAS viral oncogene homolog
PAX3 paired box 3

PD-L1 programmed death-ligand 1

RSK1 ribosomal kinase 1

STAT3 signal transducer and activator of transcription 3
TBK1 TANK-binding kinase 1

TNFo tumor necrosis factor alpha

VEGF vascular endothelial growth factor
References

1.  Miller, K.D.; Nogueira, L.; Mariotto, A.B.; Rowland, J.H.; Yabroff, K.R.; Alfano, C.M.; Jemal, A.; Kramer, J.L.;

Siegel, R.L. Cancer treatment and survivorship statistics, 2019. CA Cancer J. Clin. 2019, 69, 363-385. [CrossRef]
[PubMed]

Siegel, R.L.; Jemal, A.; Miller, K.D. Cancer statistics, 2020. CA Cancer |. Clin. 2020, 70, 7-30. [CrossRef]
[PubMed]

The Cancer Genome Atlas Network. Genomic classification of cutaneous melanoma. Cell 2015, 161,
1681-1696. [CrossRef] [PubMed]

McArthur, G.A.; Chapman, P.B.; Robert, C.; Larkin, J.; Haanen, J.B.; Dummer, R.; Ribas, A.; Hogg, D.;
Hamid, O.; Ascierto, P.A.; et al. Safety and efficacy of vemurafenib in BRAF(V600E) and BRAF(V600K)
mutation-positive melanoma (BRIM-3): Extended follow-up of a phase 3, randomised, open-label study.
Lancet Oncol. 2014, 15, 323-332. [CrossRef]

Dummer, R.; Goldinger, S.M.; Turtschi, C.P.; Eggmann, N.B.; Michielin, O.; Mitchell, L.; Veronese, L.;
Hilfiker, PR.; Felderer, L.; Rinderknecht, ].D. Vemurafenib in patients with BRAF(V600) mutation-positive
melanoma with symptomatic brain metastases: Final results of an open-label pilot study. Eur. J. Cancer 2014,
50, 611-621. [CrossRef]

Rutkowski, P; Blank, C. Dabrafenib for the treatment of BRAF V600-positive melanoma: A safety evaluation.
Expert Opin. Drug Saf. 2014, 13, 1249-1258. [CrossRef]

Hauschild, A.; Grob, J.J.; Demidov, L.V; Jouary, T.; Gutzmer, R.; Millward, M.; Rutkowski, P.; Blank, C.U.;
Miller, WH., Jr.; Kaempgen, E.; et al. Dabrafenib in BRAF-mutated metastatic melanoma: A multicentre,
open-label, phase 3 randomised controlled trial. Lancet 2012, 380, 358-365. [CrossRef]

Sullivan, R.J.; Flaherty, K.T. Resistance to BRAF-targeted therapy in melanoma. Eur. . Cancer 2013, 49,
1297-1304. [CrossRef]


http://dx.doi.org/10.3322/caac.21565
http://www.ncbi.nlm.nih.gov/pubmed/31184787
http://dx.doi.org/10.3322/caac.21590
http://www.ncbi.nlm.nih.gov/pubmed/31912902
http://dx.doi.org/10.1016/j.cell.2015.05.044
http://www.ncbi.nlm.nih.gov/pubmed/26091043
http://dx.doi.org/10.1016/S1470-2045(14)70012-9
http://dx.doi.org/10.1016/j.ejca.2013.11.002
http://dx.doi.org/10.1517/14740338.2014.939954
http://dx.doi.org/10.1016/S0140-6736(12)60868-X
http://dx.doi.org/10.1016/j.ejca.2012.11.019

Int. ]. Mol. Sci. 2020, 21, 3749 16 of 21

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

Luebker, S.A.; Koepsell, S.A. Diverse mechanisms of BRAF inhibitor resistance in melanoma identified in
clinical and preclinical studies. Front. Oncol. 2019, 9, 268. [CrossRef]

Robert, C.; Karaszewska, B.; Schachter, J.; Rutkowski, P.; Mackiewicz, A.; Stroiakovski, D.; Lichinitser, M.;
Dummer, R.; Grange, F.; Mortier, L.; et al. Improved overall survival in melanoma with combined dabrafenib
and trametinib. N. Engl. J. Med. 2015, 372, 30-39. [CrossRef]

Long, G.V,; Stroyakovskiy, D.; Gogas, H.; Levchenko, E.; de Braud, E; Larkin, J.; Garbe, C.; Jouary, T.;
Hauschild, A.; Grob, ]J.J.; et al. Combined BRAF and MEK inhibition versus BRAF inhibition alone in
melanoma. N. Engl. |. Med. 2014, 371, 1877-1888. [CrossRef] [PubMed]

Rose, A. Encorafenib and Binimetinib for the Treatment of BRAF V600E/K-Mutated Melanoma. Drugs Today
(Barc.) 2019, 55, 247-264. [CrossRef]

Welsh, S.J.; Rizos, H.; Scolyer, R.A.; Long, G.V. Resistance to combination BRAF and MEK inhibition in
metastatic melanoma: Where to next? Eur. ]. Cancer 2016, 62, 76-85. [CrossRef]

Lorusso, PM.; Schalper, K.; Sosman, J. Targeted therapy and immunotherapy: Emerging biomarkers in
metastatic melanoma. Pigment. Cell Melanoma Res. 2019. epub ahead of print. [CrossRef] [PubMed]
McCarthy, M.; Pick, E.; Kluger, Y.; Gould-Rothberg, B.; Lazova, R.; Camp, R.; Rimm, D.; Kluger, H. HSP90 as
a marker of progression in melanoma. Ann. Oncol. 2008, 19, 590-594. [CrossRef]

Dias, S.D.R;; Friedlos, E; Light, Y.; Springer, C.; Workman, P.; Marais, R. Activated B-RAF is an Hsp90 client
protein that is targeted by the anticancer drug 17-allylamino-17-demethoxygeldanamycin. Carncer Res. 2005,
65,10686-10691. [CrossRef] [PubMed]

Grbovic, O.M.; Basso, A.D.; Sawai, A.; Ye, Q.; Friedlander, P.; Solit, D.; Rosen, N. V600E B-Raf requires the
Hsp90 chaperone for stability and is degraded in response to Hsp90 inhibitors. Proc. Natl. Acad. Sci. USA
2006, 103, 57-62. [CrossRef] [PubMed]

Mielczarek-Lewandowska, A.; Hartman, M.L.; Czyz, M. Inhibitors of HSP90 in melanoma. Apoptosis 2020,
25,12-28. [CrossRef]

Shevtsov, M.; Multhoff, G.; Mikhaylova, E.; Shibata, A.; Guzhova, I.; Margulis, B. Combination of anti-cancer
drugs with molecular chaperone inhibitors. Int. J. Mol. Sci. 2019, 20, 5284. [CrossRef]

Sztiller-Sikorska, M.; Koprowska, K.; Majchrzak, K.; Hartman, M.; Czyz, M. Natural compounds’ activity
against cancer stem-like or fast-cycling melanoma cells. PLoS ONE 2014, 9, e90783. [CrossRef]
Mielczarek-Lewandowska, A.; Sztiller-Sikorska, M.; Osrodek, M.; Czyz, M., Hartman, M.L.
17-Aminogeldanamycin selectively diminishes IRE1«-XBP1s pathway activity and cooperatively induces
apoptosis with MEK1/2 and BRAFV0%F inhibitors in melanoma cells of different genetic subtypes. Apoptosis
2019, 24, 596-611. [CrossRef]

Hartman, M.L.; Talar, B.; Sztiller-Sikorska, M.; Nejc, D.; Czyz, M. Parthenolide induces MITF-M
downregulation and senescence in patient-derived MITE-MHi8" melanoma cell populations. Oncotarget 2016,
7,9026-9040. [CrossRef] [PubMed]

Hartman, M.L.; Rozanski, M.; Osrodek, M.; Zalesna, I.; Czyz, M. Vemurafenib and trametinib reduce
expression of CTGF and IL-8 in VE0OEBR AF melanoma cells. Lab. Investig. 2017, 97, 217-227. [CrossRef]
Hartman, M.L.; Sztiller-Sikorska, M.; Czyz, M. Whole-exome sequencing reveals novel genetic variants
associated with diverse phenotypes of melanoma cells. Mol. Carcinog. 2019, 58, 588-602. [CrossRef]
[PubMed]

Czyz, M.; Sztiller-Sikorska, M.; Gajos-Michniewicz, A.; Osrodek, M.; Hartman, M.L. Plasticity of drug-naive
and vemurafenib- or trametinib-resistant melanoma cells in execution of differentiation/pigmentation
program. J. Oncol. 2019, 2019, 1697913. [CrossRef] [PubMed]

Osrodek, M.; Hartman, M.L.; Czyz, M. Physiologically relevant oxygen concentration (6% O,) as an important
component of the microenvironment impacting melanoma phenotype and melanoma response to targeted
therapeutics in vitro. Int. J. Mol. Sci. 2019, 20, 4203. [CrossRef] [PubMed]

Hartman, M.L.; Sztiller-Sikorska, M.; Gajos-Michniewicz, A.; Czyz, M. Dissecting mechanisms of melanoma
resistance to BRAF and MEK inhibitors revealed genetic and non-genetic patient- and drug-specific alterations
and remarkable phenotypic plasticity. Cells 2020, 9, 142. [CrossRef] [PubMed]

Hagq, R; Yokoyama, S.; Hawryluk, E.B.; Jonsson, G.B.; Frederick, D.T.; McHenry, K.; Porter, D.; Tran, T.N.;
Love, K.T,; Langer, R.; et al. BCL2A1 is a lineage-specific antiapoptotic melanoma oncogene that confers
resistance to BRAF inhibition. Proc. Natl. Acad. Sci. USA 2013, 110, 4321-4326. [CrossRef]


http://dx.doi.org/10.3389/fonc.2019.00268
http://dx.doi.org/10.1056/NEJMoa1412690
http://dx.doi.org/10.1056/NEJMoa1406037
http://www.ncbi.nlm.nih.gov/pubmed/25265492
http://dx.doi.org/10.1358/dot.2019.55.4.2958476
http://dx.doi.org/10.1016/j.ejca.2016.04.005
http://dx.doi.org/10.1111/pcmr.12847
http://www.ncbi.nlm.nih.gov/pubmed/31705737
http://dx.doi.org/10.1093/annonc/mdm545
http://dx.doi.org/10.1158/0008-5472.CAN-05-2632
http://www.ncbi.nlm.nih.gov/pubmed/16322212
http://dx.doi.org/10.1073/pnas.0609973103
http://www.ncbi.nlm.nih.gov/pubmed/16371460
http://dx.doi.org/10.1007/s10495-019-01577-1
http://dx.doi.org/10.3390/ijms20215284
http://dx.doi.org/10.1371/journal.pone.0090783
http://dx.doi.org/10.1007/s10495-019-01542-y
http://dx.doi.org/10.18632/oncotarget.7030
http://www.ncbi.nlm.nih.gov/pubmed/26824319
http://dx.doi.org/10.1038/labinvest.2016.140
http://dx.doi.org/10.1002/mc.22953
http://www.ncbi.nlm.nih.gov/pubmed/30556601
http://dx.doi.org/10.1155/2019/1697913
http://www.ncbi.nlm.nih.gov/pubmed/31354817
http://dx.doi.org/10.3390/ijms20174203
http://www.ncbi.nlm.nih.gov/pubmed/31461993
http://dx.doi.org/10.3390/cells9010142
http://www.ncbi.nlm.nih.gov/pubmed/31936151
http://dx.doi.org/10.1073/pnas.1205575110

Int. ]. Mol. Sci. 2020, 21, 3749 17 of 21

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

Hartman, M.L.; Talar, B.; Noman, M.Z.; Gajos-Michniewicz, A.; Chouaib, S.; Czyz, M. Gene expression
profiling identifies microphthalmia-associated transcription factor (MITF) and Dickkopf-1 (DKK1) as
regulators of microenvironment-driven alterations in melanoma phenotype. PLoS ONE 2014, 9, e95157.
[CrossRef]

Hartman, M.L.; Talar, B.; Gajos-Michniewicz, A.; Czyz, M. MCL-1, BCL-X, and MITF are diversely employed
in adaptive response of melanoma cells to changes in microenvironment. PLoS ONE 2015, 10, e0128796.
[CrossRef]

Sztiller-Sikorska, M.; Hartman, M.L.; Talar, B.; Jakubowska, J.; Zalesna, I.; Czyz, M. Phenotypic diversity of
patient-derived melanoma populations in stem cell medium. Lab. Investig. 2015, 95, 672—683. [CrossRef]
Hartman, M.L.; Czyz, M. TYRP1 mRNA level is stable and MITE-M-independent in drug-naive, vemurafenib-
and trametinib-resistant BRAFV600E
[CrossRef] [PubMed]

Brat, D.J.; Bellail, A.C.; Van Meir, E.G. The role of interleukin-8 and its receptors in gliomagenesis and tumoral
angiogenesis. Neuro. Oncol. 2005, 7, 122-133. [CrossRef] [PubMed]

Villarete, L.H.; Remick, D.G. Transcriptional and post-transcriptional regulation of interleukin-8. Am. .
Pathol. 1996, 149, 1685-1693. [PubMed]

Ceci, C.; Atzori, M.G.; Lacal, PM.; Graziani, G. Role of VEGFs/VEGFR-1 Signaling and its inhibition in
modulating tumor invasion: Experimental evidence in different metastatic cancer models. Int. J. Mol. Sci.
2020, 21, 1388. [CrossRef]

Jaszai, J.; Schmidt, M.H.H. Trends and challenges in tumor anti-Angiogenic therapies. Cells 2019, 8, 1102.
[CrossRef]

Xu, X.; Wang, Y.; Chen, Z.; Sternlicht, M.D.; Hidalgo, M.; Steffensen, B. Matrix metalloproteinase-2 contributes
to cancer cell migration on collagen. Cancer Res. 2005, 65, 130-136.

Xie, T.X.; Xia, Z.; Zhang, N.; Gong, W.; Huang, S. Constitutive NF-kappaB activity regulates the expression
of VEGF and IL-8 and tumor angiogenesis of human glioblastoma. Oncol. Rep. 2010, 23, 725-732.

Philip, S.; Kundu, G.C. Osteopontin induces nuclear factor kappa B-mediated promatrix metalloproteinase-2

melanoma cells. Arch. Dermatol. Res. 2019. epub ahead of print.

activation through I kappa B alpha/IKK signaling pathways, and curcumin (diferulolylmethane)
down-regulates these pathways. J. Biol. Chem. 2003, 278, 14487-14497. [CrossRef]

Philip, S.; Bulbule, A.; Kundu, G.C. Osteopontin stimulates tumor growth and activation of promatrix
metalloproteinase-2 through nuclear factor-kappa B-mediated induction of membrane type 1 matrix
metalloproteinase in murine melanoma cells. J. Biol. Chem. 2001, 276, 44926-44935. [CrossRef]

Madonna, G.; Ullman, C.; Gentilcore, G.; Palmieri, G.; Ascierto, P. NF-kB as potential target in the treatment
of melanoma. J. Transl. Med. 2012, 10, 53. [CrossRef] [PubMed]

Hartman, M.L.; Czyz, M.E. BCL-w: Apoptotic and non-apoptotic role in health and disease. Cell Death Dis.
2020, 11, 260. [CrossRef] [PubMed]

Hartman, M.L. Non-apoptotic cell death signaling pathways in melanoma. Int. J. Mol. Sci. 2020, 21, 2980.
[CrossRef] [PubMed]

Czyz, M. HGF/c-MET signaling in melanocytes and melanoma. Int. J. Mol. Sci. 2018, 19, 3844. [CrossRef]
Wang, S.; Tang, L.; Lin, J.; Shen, Z.; Yao, Y.; Wang, W.; Tao, S.; Gu, C.; Ma, ].; Xie, Y.; et al. ABCB5 promotes
melanoma metastasis through enhancing NF-KB p65 protein stability. Biochem. Biophys. Res. Commun. 2017,
492,18-26. [CrossRef]

Smith, M.P; Sanchez-Laorden, B.; Obrien, K.; Brunton, H.; Ferguson, ].; Young, H.; Dhomen, N.; Flaherty, K.T.;
Frederick, D.T.; Cooper, Z.A.; et al. The immune microenvironment confers resistance to MAPK pathway
inhibitors through macrophage-derived TNF. Cancer Discov. 2014, 4, 1214-1229. [CrossRef]

Lehraiki, A.; Cerezo, M.; Rouaud, F.; Abbe, P.; Allegra, M.; Kluza, J.; Marchetti, P.; Imbert, V.; Cheli, Y.;
Bertolotto, C.; et al. Increased CD271 expression by the NF-KB pathway promotes melanoma cell Survival
and drives acquired resistance to BRAF inhibitor vemurafenib. Cell Discov. 2015, 1, 15030. [CrossRef]
Shao, Y.; Le, K.; Cheng, H.; Aplin, A.E. NF-KB regulation of c-FLIP promotes TNFa-mediated RAF inhibitor
resistance in melanoma. J. Investig. Dermatol. 2015, 135, 1839-1848. [CrossRef]

Su, Y.; Wei, W,; Robert, L.; Xue, M.; Tsoi, ].; Garcia-Diaz, A.; Moreno, B.H.; Kim, J.; Ng, R.H.; Lee, ] W,; et al.
Single-cell analysis resolves the cell state transition and signaling dynamics associated with melanoma
drug-induced resistance. Proc. Natl. Acad. Sci. USA 2017, 114, 13679-13684. [CrossRef]


http://dx.doi.org/10.1371/journal.pone.0095157
http://dx.doi.org/10.1371/journal.pone.0128796
http://dx.doi.org/10.1038/labinvest.2015.48
http://dx.doi.org/10.1007/s00403-019-01995-w
http://www.ncbi.nlm.nih.gov/pubmed/31624899
http://dx.doi.org/10.1215/S1152851704001061
http://www.ncbi.nlm.nih.gov/pubmed/15831231
http://www.ncbi.nlm.nih.gov/pubmed/8909257
http://dx.doi.org/10.3390/ijms21041388
http://dx.doi.org/10.3390/cells8091102
http://dx.doi.org/10.1074/jbc.M207309200
http://dx.doi.org/10.1074/jbc.M103334200
http://dx.doi.org/10.1186/1479-5876-10-53
http://www.ncbi.nlm.nih.gov/pubmed/22433222
http://dx.doi.org/10.1038/s41419-020-2417-0
http://www.ncbi.nlm.nih.gov/pubmed/32317622
http://dx.doi.org/10.3390/ijms21082980
http://www.ncbi.nlm.nih.gov/pubmed/32340261
http://dx.doi.org/10.3390/ijms19123844
http://dx.doi.org/10.1016/j.bbrc.2017.08.052
http://dx.doi.org/10.1158/2159-8290.CD-13-1007
http://dx.doi.org/10.1038/celldisc.2015.30
http://dx.doi.org/10.1038/jid.2015.91
http://dx.doi.org/10.1073/pnas.1712064115

Int. ]. Mol. Sci. 2020, 21, 3749 18 of 21

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

Gowrishankar, K.; Gunatilake, D.; Gallagher, S.J.; Tiffen, J.; Rizos, H.; Hersey, P. Inducible but not constitutive
expression of PD-L1 in human melanoma cells is dependent on activation of NF-KB. PLoS ONE 2015, 10,
€0123410. [CrossRef]

Garcia-Aranda, M.; Redondo, M. Targeting protein kinases to enhance the response to anti-PD-1/PD-L1
immunotherapy. Int. J. Mol. Sci. 2019, 20, 2296. [CrossRef] [PubMed]

Christian, F; Smith, E.; Carmody, R. The regulation of NF-KB subunits by phosphorylation. Cells 2016, 5, 12.
[CrossRef] [PubMed]

Buss, H.; Dorrie, A.; Schmitz, M.L.; Hoffmann, E.; Resch, K. Kracht, M. Constitutive and
interleukin-1-inducible phosphorylation of p65 NF-KB at serine 536 is mediated by multiple protein
kinases including IkB Kinase (IKK)-«, IKK{3, IKKe, TRAF Family Member-Associated (TANK)-binding
kinase 1 (TBK1), and an unknown kinase and couples p65 to TATA-Binding Protein-Associated Factor
[I131-mediated interleukin-8 transcription. J. Biol. Chem. 2004, 279, 55633-55643.

Sakurai, H.; Suzuki, S.; Kawasaki, N.; Nakano, H.; Okazaki, T.; Chino, A.; Doi, T.; Saiki, I. Tumor Necrosis
Factor-a-induced IKK phosphorylation of NF-KB p65 on serine 536 is mediated through the TRAF2, TRAFS5,
and TAK1 signaling pathway. J. Biol. Chem. 2003, 278, 36916-36923. [CrossRef] [PubMed]

Iida, Y.; Ciechanover, A.; Marzese, D.M.; Hata, K.; Bustos, M.; Ono, S.; Wang, J.; Salomon, M.P.; Tran, K;
Lam, S.; et al. Epigenetic regulation of KPC1 ubiquitin ligase affects the NF-KB pathway in melanoma. Clin.
Cancer Res. 2017, 23, 4831-4842. [CrossRef]

Zalesna, I.; Osrodek, M.; Hartman, M.L.; Rozanski, M.; Sztiller-Sikorska, M.; Niewinna, K.; Nejc, D.; Czyz, M.
Exogenous growth factors bFGF, EGF and HGF do not influence viability and phenotype of Y"EBRAF
melanoma cells and their response to vemurafenib and trametinib in vitro. PLoS ONE 2017, 12, e0183498.
[CrossRef]

Shoshan, E.; Braeuer, R.R.; Kamiya, T.; Mobley, A.K.; Huang, L.; Vasquez, M.E.; Velazquez-Torres, G.;
Chakravarti, N.; Ivan, C.; Prieto, V.; et al. NFAT1 directly regulates IL8 and MMP3 to promote melanoma
tumor growth and metastasis. Cancer Res. 2016, 76, 3145-3155. [CrossRef]

Oka, M.; Sakaguchi, M.; Okada, T.; Nagai, H.; Ozaki, M.; Yoshioka, T.; Inoue, H.; Mukaida, N.; Kikkawa, U.;
Nishigori, C. Signal Transducer and Activator of Transcription 3 upregulates interleukin-8 expression at the
level of transcription in human melanoma cells. Exp. Dermatol. 2009, 19, 50-55. [CrossRef]

Wilson, B.].; Saab, K.R.; Ma, J.; Schatton, T.; Putz, P.; Zhan, Q.; Murphy, G.F; Gasser, M.; Waaga-Gasser, A.M.;
Frank, N.Y,; et al. ABCB5 maintains melanoma-initiating cells through a proinflammatory cytokine signaling
circuit. Cancer Res. 2014, 74, 4196-4207. [CrossRef]

Okamoto, M.; Liu, W.; Luo, Y.; Tanaka, A.; Cai, X.; Norris, D.A.; Dinarello, C.A.; Fujita, M. Constitutively
active inflammasome in human melanoma cells mediating autoinflammation via caspase-1 processing and
secretion of interleukin-1f3. J. Biol. Chem. 2010, 285, 6477-6488. [CrossRef]

Strozyk, E.A.; Desch, A.; Poeppelmann, B.; Magnolo, N.; Wegener, J.; Huck, V.; Schneider, S.W.
Melanoma-derived IL-1 converts vascular endothelium to a proinflammatory and procoagulatory phenotype
via NF«B activation. Exp. Dermatol. 2014, 23, 670-676. [CrossRef]

Young, H.L.; Rowling, E.J.; Bugatti, M.; Giurisato, E.; Luheshi, N.; Arozarena, I.; Acosta, ].C.; Kamarashev, J.;
Frederick, D.T.; Cooper, Z.A.; et al. An adaptive signaling network in melanoma inflammatory niches confers
tolerance to MAPK signaling inhibition. J. Exp. Med. 2017, 214, 1691-1710. [CrossRef]

Dhawan, P.; Richmond, A. A novel NF-kappa B-inducing kinase-MAPK signaling pathway up-regulates
NF-kappa B activity in melanoma cells. J. Biol. Chem. 2002, 277, 7920-7928. [CrossRef]

Thu, YM.; Su, Y.; Yang, J.; Splittgerber, R.; Na, S.; Boyd, A.; Mosse, C.; Simons, C.; Richmond, A. NF-«B
inducing kinase (NIK) modulates melanoma tumorigenesis by regulating expression of pro-survival factors
through the 3-catenin pathway. Oncogene 2012, 31, 2580-2592. [CrossRef] [PubMed]

Wells, K.; Hintzsche, J.; Amato, C.M.; Tobin, R.; Vorwald, V.; Mccarter, M.; Shellman, Y.; Tan, A.C.; Robinson, W.
Abstract 5002: Investigating the role of NF-KB signaling and immune checkpoint blockade therapy in
melanoma. In Proceedings of the American Association for Cancer Research Annual Meeting, Atlanta, GA,
USA, 29 March-3 April 2019; AACR: Philadelphia, PA, USA, 2019.

Broemer, M.; Krappmann, D.; Scheidereit, C. Requirement of Hsp90 activity for IkB Kinase (IKK) biosynthesis
and for constitutive and inducible IKK and NF-KB activation. Oncogene 2004, 23, 5378-5386. [CrossRef]


http://dx.doi.org/10.1371/journal.pone.0123410
http://dx.doi.org/10.3390/ijms20092296
http://www.ncbi.nlm.nih.gov/pubmed/31075880
http://dx.doi.org/10.3390/cells5010012
http://www.ncbi.nlm.nih.gov/pubmed/26999213
http://dx.doi.org/10.1074/jbc.M301598200
http://www.ncbi.nlm.nih.gov/pubmed/12842894
http://dx.doi.org/10.1158/1078-0432.CCR-17-0146
http://dx.doi.org/10.1371/journal.pone.0183498
http://dx.doi.org/10.1158/0008-5472.CAN-15-2511
http://dx.doi.org/10.1111/j.1600-0625.2009.00972.x
http://dx.doi.org/10.1158/0008-5472.CAN-14-0582
http://dx.doi.org/10.1074/jbc.M109.064907
http://dx.doi.org/10.1111/exd.12505
http://dx.doi.org/10.1084/jem.20160855
http://dx.doi.org/10.1074/jbc.M112210200
http://dx.doi.org/10.1038/onc.2011.427
http://www.ncbi.nlm.nih.gov/pubmed/21963849
http://dx.doi.org/10.1038/sj.onc.1207705

Int. ]. Mol. Sci. 2020, 21, 3749 19 of 21

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

85.

86.

Malhotra, V.; Shanley, T.P; Pittet, ].E.; Welch, W.].; Wong, H.R. Geldanamycin inhibits NF-«B activation and
interleukin-8 gene expression in cultured human respiratory epithelium. Am. J. Respir. Cell Mol. Biol. 2001,
25,92-97. [CrossRef]

Yeramian, A.; Vea, A.; Benitez, S.; Ribera, J.; Domingo, M.; Santacana, M.; Martinez, M.; Maiques, O.; Valls, J.;
Dolcet, X.; et al. 2-Phenylethynesulphonamide (PFT-u) enhances the anticancer effect of the novel hsp90
inhibitor NVP-AUY922 in melanoma, by reducing GSH levels. Pigment. Cell Melanoma Res. 2016, 29, 352-371.
[CrossRef] [PubMed]

Sasaki, C.Y.; Barberi, T.J.; Ghosh, P.; Longo, D.L. Phosphorylation of RelA/p65 on serine 536 defines an
IkBa-independent NF-KB pathway. J. Biol. Chem. 2005, 280, 34538-34547. [CrossRef] [PubMed]

Karin, M.; Ben-Neriah, Y. Phosphorylation meets ubiquitination: The control of NF-kB activity. Annu. Rev.
Immunol. 2000, 18, 621-663. [CrossRef] [PubMed]

Viatour, P.; Merville, M.P,; Bours, V.; Chariot, A. Phosphorylation of NF-kappaB and IkappaB proteins:
Implications in cancer and inflammation. Trends Biochem. Sci. 2005, 30, 43-52. [CrossRef]

Kwon, HJ.; Choi, G.E.; Ryu, S.; Kwon, S.J.; Kim, S.C.; Booth, C.; Nichols, K.E.; Kim, H.S. Stepwise
phosphorylation of p65 promotes NF-«B activation and NK cell responses during target cell recognition. Nat.
Commun. 2016, 7, 11686. [CrossRef] [PubMed]

Handschick, K.; Beuerlein, K.; Jurida, L.; Bartkuhn, M.; Miiller, H.; Soelch, ]J.; Weber, A.; Dittrich-Breiholz, O.;
Schneider, H.; Scharfe, M.; et al. Cyclin-dependent kinase 6 is a chromatin-bound cofactor for
NF-kB-dependent gene expression. Mol. Cell 2014, 53, 193-208. [CrossRef] [PubMed]

Buss, H.; Handschick, K.; Jurrmann, N.; Pekkonen, P.; Beuerlein, K.; Miiller, H.; Wait, R.; Saklatvala, J.;
Ojala, PM.; Schmitz, M.L,; et al. Cyclin-dependent kinase 6 phosphorylates NF-kB p65 at serine 536 and
contributes to the regulation of inflammatory gene expression. PLoS ONE 2012, 7, e51847. [CrossRef]
Sarnico, I.; Lanzillotta, A.; Boroni, F.; Benarese, M.; Alghisi, M.; Schwaninger, M.; Inta, L; Battistin, L.; Spano, P;
Pizzi, M. NF-KB p50/RelA and c-Rel-containing dimers: Opposite regulators of neuron vulnerability to
ischaemia. J. Neurochem. 2009, 108, 475-485. [CrossRef] [PubMed]

Margue, C.M.; Bernasconi, M.; Barr, E.G.; Schéfer, B.W. Transcriptional modulation of the anti-apoptotic
protein BCL-XL by the paired box transcription factors PAX3 and PAX3/FKHR. Oncogene 2000, 19, 2921-2929.
[CrossRef]

Medic, S.; Rizos, H.; Ziman, M. Differential PAX3 functions in normal skin melanocytes and melanoma cells.
Biochem. Biophys. Res. Commun. 2011, 411, 832-837. [CrossRef] [PubMed]

Bartlett, D.; Boyle, G.M.; Ziman, M.; Medic, S. Mechanisms contributing to differential regulation of PAX3
downstream target genes in normal human epidermal melanocytes versus melanoma cells. PLoS ONE 2015,
10, €0124154. [CrossRef]

Zhuang, L.; Lee, C.S.; Scolyer, R.A.; Mccarthy, S.W.; Zhang, X.D.; Thompson, J.E,; Hersey, P. Mcl-1, Bcl-XL
and Stat3 expression are associated with progression of melanoma whereas Bcl-2, AP-2 and MITF levels
decrease during progression of melanoma. Mod. Pathol. 2007, 20, 416-426. [CrossRef]

Margueron, R.; Reinberg, D. The Polycomb complex PRC2 and its mark in life. Nature 2011, 469, 343-349.
[CrossRef]

Chase, A.; Cross, N.C. Aberrations of EZH2 in cancer. Clin. Cancer Res. 2011, 17, 2613-2618. [CrossRef]
Zingg, D.; Debbache, J.; Schaefer, S.M.; Tuncer, E.; Frommel, S.C.; Cheng, P.; Arenas-Ramirez, N.; Haeusel, J.;
Zhang, Y.; Bonalli, M.; et al. The epigenetic modifier EZH2 controls melanoma growth and metastasis
through silencing of distinct tumour suppressors. Nat. Commun. 2015, 6, 6051. [CrossRef]

Tiffen, J.; Gallagher, S.J.; Hersey, P. EZH2: An emerging role in melanoma biology and strategies for targeted
therapy. Pigment. Cell Melanoma Res. 2015, 28, 21-30. [CrossRef]

Lee, S.T,; Li, Z.; Wu, Z.; Aau, M.; Guan, P.; Karuturi, R.M.; Liou, Y.C.; Yu, Q. Context-specific regulation of
NF-KB target gene expression by EZH2 in breast cancers. Mol. Cell 2011, 43, 798-810. [CrossRef] [PubMed]
Huang, Q.; He, S; Tian, Y.; Gu, Y.; Chen, P; Li, C.; Huang, J.; Liu, Y,; Yu, H.; Jin, M.; et al. Hsp90 inhibition
destabilizes EZH?2 protein in alloreactive T cells and reduces graft-versus-host disease in mice. Blood 2017,
129, 2737-2748. [CrossRef] [PubMed]

Lee, Y.C.; Chang, W.W.; Chen, Y.Y,; Tsai, Y.H.; Chou, Y.H.; Tseng, H.C.; Chen, H.L.; Wu, C.C.; Chang-Chien, J.;
Lee, H.T; et al. Hsp90a mediates BMI1 expression in breast cancer stem/progenitor cells through facilitating
nuclear translocation of c-Myc and EZH2. Int. . Mol. Sci. 2017, 18, 1986. [CrossRef] [PubMed]


http://dx.doi.org/10.1165/ajrcmb.25.1.4384
http://dx.doi.org/10.1111/pcmr.12472
http://www.ncbi.nlm.nih.gov/pubmed/26988132
http://dx.doi.org/10.1074/jbc.M504943200
http://www.ncbi.nlm.nih.gov/pubmed/16105840
http://dx.doi.org/10.1146/annurev.immunol.18.1.621
http://www.ncbi.nlm.nih.gov/pubmed/10837071
http://dx.doi.org/10.1016/j.tibs.2004.11.009
http://dx.doi.org/10.1038/ncomms11686
http://www.ncbi.nlm.nih.gov/pubmed/27221592
http://dx.doi.org/10.1016/j.molcel.2013.12.002
http://www.ncbi.nlm.nih.gov/pubmed/24389100
http://dx.doi.org/10.1371/journal.pone.0051847
http://dx.doi.org/10.1111/j.1471-4159.2008.05783.x
http://www.ncbi.nlm.nih.gov/pubmed/19094066
http://dx.doi.org/10.1038/sj.onc.1203607
http://dx.doi.org/10.1016/j.bbrc.2011.07.053
http://www.ncbi.nlm.nih.gov/pubmed/21802410
http://dx.doi.org/10.1371/journal.pone.0124154
http://dx.doi.org/10.1038/modpathol.3800750
http://dx.doi.org/10.1038/nature09784
http://dx.doi.org/10.1158/1078-0432.CCR-10-2156
http://dx.doi.org/10.1038/ncomms7051
http://dx.doi.org/10.1111/pcmr.12280
http://dx.doi.org/10.1016/j.molcel.2011.08.011
http://www.ncbi.nlm.nih.gov/pubmed/21884980
http://dx.doi.org/10.1182/blood-2016-08-735886
http://www.ncbi.nlm.nih.gov/pubmed/28246193
http://dx.doi.org/10.3390/ijms18091986
http://www.ncbi.nlm.nih.gov/pubmed/28914785

Int. ]. Mol. Sci. 2020, 21, 3749 20 of 21

87.

88.

89.

90.

91.

92.

93.

94.

95.

96.

97.

98.

99.

100.

101.

102.

103.

104.

105.

Fiskus, W.; Buckley, K.; Rao, R.; Mandawat, A.; Yang, Y.; Joshi, R.; Wang, Y.; Balusu, R.; Chen, ]J.; Koul, S.; et al.
Panobinostat treatment depletes EZH2 and DNMT1 levels and enhances decitabine mediated de-repression
of JunB and loss of survival of human acute leukemia cells. Cancer Biol. Ther. 2009, 8, 939-950. [CrossRef]
Rooswinkel, R.W.; van de Kooij, B.; de Vries, E.; Paauwe, M.; Braster, R.; Verheij, M.; Borst, J. Antiapoptotic
potency of Bcl-2 proteins primarily relies on their stability, not binding selectivity. Blood 2014, 123, 2806-2815.
[CrossRef]

Miyakawa, Y.; Matsushime, H. Rapid downregulation of cyclin D1 mRNA and protein levels by ultraviolet
irradiation in murine macrophage cells. Biochem. Biophys. Res. Commun. 2001, 284, 71-76. [CrossRef]
Gabellini, C.; Gémez-Abenza, E.; Ibafiez-Molero, S.; Tupone, M.G.; Pérez-Oliva, A.B.; Oliveira, S.D.;
Bufalo, D.D.; Mulero, V. Interleukin 8 mediates Bcl-XL-induced enhancement of human melanoma cell
dissemination and angiogenesis in a zebrafish xenograft model. Int. . Cancer 2017, 142, 584-596. [CrossRef]
Chelouche-Lev, D.; Miller, C.P; Tellez, C.; Ruiz, M.; Bar-Eli, M.; Price, J.E. Different signalling pathways
regulate VEGF and IL-8 expression in breast cancer: Implications for therapy. Eur. ]. Cancer 2004, 40,
2509-2518. [CrossRef]

Lugano, R.; Ramachandran, M.; Dimberg, A. Tumor angiogenesis: Causes, consequences, challenges and
opportunities. Cell. Mol. Life Sci. 2019. epub ahead of print. [CrossRef]

Martin, D.; Galisteo, R.; Gutkind, J. CXCL8/IL8 stimulates vascular endothelial growth factor (VEGF)
expression and the autocrine activation of VEGFR2 in endothelial cells by activating NFkappaB through the
CBM (Carma3/Bcl10/Malt1) complex. J. Biol. Chem. 2009, 284, 6038-6042. [CrossRef]

Bjorndahl, M.; Cao, R.; Eriksson, A.; Cao, Y. Blockage of VEGF-induced angiogenesis by preventing VEGF
secretion. Circ. Res. 2004, 94, 1443-1450. [CrossRef] [PubMed]

Lugowska, I.; Kowalska, M.; Fuksiewicz, M.; Kotowicz, B.; Mierzejewska, E.; Kosela-Paterczyk, H.;
Szamotulska, K.; Rutkowski, P. Serum markers in early-stage and locally advanced melanoma. Tumour Biol.
2015, 36, 8277-8285. [CrossRef] [PubMed]

Ribatti, D.; Nico, B.; Floris, C.; Mangieri, D.; Piras, E; Ennas, M.G.; Vacca, A.; Sirigu, P. Microvascular density,
vascular endothelial growth factor immunoreactivity in tumor cells, vessel diameter and intussusceptive
microvascular growth in primary melanoma. Oncol. Rep. 2005, 14, 81-84. [PubMed]

Xu, X.; Zong, Y.; Gao, Y.; Sun, X.; Zhao, H.; Luo, W,; Jia, S. VEGF induce vasculogenic mimicry of choroidal
melanoma through the PI3k signal pathway. Biomed. Res. Int. 2019, 2019, 3909102. [CrossRef] [PubMed]
Zhang, X.; Zhang, J.; Zhou, H.; Fan, G.; Li, Q. Molecular mechanisms and anticancer therapeutic strategies in
vasculogenic mimicry. J. Cancer. 2019, 10, 6327-6340. [CrossRef]

Zhang, Z.; Imani, S.; Shasaltaneh, M.D.; Hosseinifard, H.; Zou, L.; Fan, Y.; Wen, Q. The role of vascular
mimicry as a biomarker in malignant melanoma: A systematic review and meta-analysis. BMC Cancer 2019,
19, 1134. [CrossRef]

Liu, Z.].; Zhou, YJ.; Ding, R.L,; Xie, F,; Fu, S.Z.; Wu, ].B,; Yang, L.L.; Wen, Q.L. In vitro and in vivo apatinib
inhibits vasculogenic mimicry in melanoma MUM-2B cells. PLoS ONE 2018, 13, e0200845. [CrossRef]
Bosserhoff, A.K.; Schneider, N.; Ellmann, L.; Heinzerling, L.; Kuphal, S. The neurotrophin Neuritin1 (cpg15)
is involved in melanoma migration, attachment independent growth, and vascular mimicry. Oncotarget 2017,
8, 1117-1131. [CrossRef]

Vartanian, A.; Stepanova, E.; Grigorieva, I.; Solomko, E.; Baryshnikov, A.; Lichinitser, M. VEGFR1 and PKCo
signaling control melanoma vasculogenic mimicry in a VEGFR?2 kinase-independent manner. Melanoma Res.
2011, 21, 91-98. [CrossRef] [PubMed]

Vartanian, A.; Baryshnikova, M.; Burova, O.; Afanasyeva, D.; Misyurin, V.; Belyavsky, A.; Shprakh, Z.
Inhibitor of vasculogenic mimicry restores sensitivity of resistant melanoma cells to DNA-damaging agents.
Melanoma Res. 2017, 27, 8-16. [CrossRef] [PubMed]

Schnegg, C.I; Yang, M.H.; Ghosh, S.K.; Hsu, M.Y. Induction of vasculogenic mimicry overrides VEGF-A
silencing and enriches stem-like cancer cells in melanoma. Cancer Res. 2015, 75, 1682-1690. [CrossRef]
[PubMed]

Atzori, M.G.; Ceci, C.; Ruffini, F; Trapani, M.; Barbaccia, M.L.; Tentori, L.; D’Atri, S.; Lacal, PM.; Graziani, G.
Role of VEGFR-1 in melanoma acquired resistance to the BRAF inhibitor vemurafenib. J. Cell. Mol. Med.
2020, 24, 465-475. [CrossRef]


http://dx.doi.org/10.4161/cbt.8.10.8213
http://dx.doi.org/10.1182/blood-2013-08-519470
http://dx.doi.org/10.1006/bbrc.2001.4950
http://dx.doi.org/10.1002/ijc.31075
http://dx.doi.org/10.1016/j.ejca.2004.05.024
http://dx.doi.org/10.1007/s00018-019-03351-7
http://dx.doi.org/10.1074/jbc.C800207200
http://dx.doi.org/10.1161/01.RES.0000129194.61747.bf
http://www.ncbi.nlm.nih.gov/pubmed/15192038
http://dx.doi.org/10.1007/s13277-015-3564-2
http://www.ncbi.nlm.nih.gov/pubmed/26002577
http://www.ncbi.nlm.nih.gov/pubmed/15944771
http://dx.doi.org/10.1155/2019/3909102
http://www.ncbi.nlm.nih.gov/pubmed/31380420
http://dx.doi.org/10.7150/jca.34171
http://dx.doi.org/10.1186/s12885-019-6350-5
http://dx.doi.org/10.1371/journal.pone.0200845
http://dx.doi.org/10.18632/oncotarget.13585
http://dx.doi.org/10.1097/CMR.0b013e328343a237
http://www.ncbi.nlm.nih.gov/pubmed/21389833
http://dx.doi.org/10.1097/CMR.0000000000000308
http://www.ncbi.nlm.nih.gov/pubmed/27776018
http://dx.doi.org/10.1158/0008-5472.CAN-14-1855
http://www.ncbi.nlm.nih.gov/pubmed/25769726
http://dx.doi.org/10.1111/jcmm.14755

Int. ]. Mol. Sci. 2020, 21, 3749 21 of 21

106.

107.

108.

109.

110.

Caporali, S.; Amaro, A.; Levati, L.; Alvino, E.; Lacal, PM.; Mastroeni, S.; Ruffini, F.; Bonmassar, L.; Antonini
Cappellini, G.C.; Felli, N; et al. miR-126-3p down-regulation contributes to dabrafenib acquired resistance
in melanoma by up-regulating ADAM9 and VEGF-A. |. Exp. Clin. Cancer Res. 2019, 38, 272. [CrossRef]
[PubMed]

Zhang, S.; Li, M,; Gu, Y,; Liu, Z.; Xu, S.; Cui, Y.; Sun, B. Thalidomide influences growth and vasculogenic
mimicry channel formation in melanoma. J. Exp. Clin. Cancer Res. 2008, 27, 60. [CrossRef]

Gong, E; Chen, M.E; Zhang, Y.Y,; Li, C.Y;; Zhou, C.X.; Hong, PZ.; Sun, S.L.; Qian, Z.]. A novel peptide
from abalone (Haliotis discus hannai) to suppress metastasis and vasculogenic mimicry of tumor cells and
enhance anti-tumor effect in vitro. Mar. Drugs 2019, 17, 244. [CrossRef]

Sztiller-Sikorska, M.; Koprowska, K.; Jakubowska, J.; Zalesna, 1.; Stasiak, M.; Duechler, M.; Czyz, M.E. Sphere
formation and self-renewal capacity of melanoma cells is affected by the microenvironment. Melanoma Res.
2012, 22, 215-224. [CrossRef]

Koprowska, K.; Hartman, M.L.; Sztiller-Sikorska, M.; Czyz, M.E. Parthenolide enhances dacarbazine activity
against melanoma cells. Anticancer Drugs 2013, 24, 835-845. [CrossRef]

@ © 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

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


http://dx.doi.org/10.1186/s13046-019-1238-4
http://www.ncbi.nlm.nih.gov/pubmed/31227006
http://dx.doi.org/10.1186/1756-9966-27-60
http://dx.doi.org/10.3390/md17040244
http://dx.doi.org/10.1097/CMR.0b013e3283531317
http://dx.doi.org/10.1097/CAD.0b013e3283635a04
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Patient-Derived Melanoma Cell Lines Differently Execute the p65/NF-B-Dependent Program 
	17-Aminogeldanamycin (AG) Reduces Viable Cell Number in Melanoma Cell Lines, which is Associated with Induction of Apoptosis 
	AG Inhibits p65/NF-B Activity in Melanoma Cells of BRAFV600E and NRASQ61R Subtypes 
	AG Diversely Affects Transcript and Proteins Levels of Different NF-B-Dependent Genes 
	AG Affects Transcript Level and Secretion of VEGF 

	Discussion 
	Materials and Methods 
	Cell Culture 
	Compounds 
	Time-Lapse Microscopy 
	Acid Phosphatase Activity Assay 
	Flow Cytometry 
	Cell Lysate Preparation and Western Blotting 
	RNA Isolation, Synthesis of cDNA and Quantitative Real-Time PCR (qRT-PCR) 
	Enzyme-Linked Immunosorbent Assay (ELISA) 
	RT2 Profiler PCR Array 
	Whole-Exome Sequencing 
	Statistical Analysis 

	Conclusions 
	References

