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Abstract: Targeting tumor cell motility and proliferation is an extremely important challenge in the
prevention of metastasis and improving the effectiveness of cancer treatment. We recently published
data revealing that DMU-214, the metabolite of firmly cytotoxic resveratrol analogue DMU-212, exerted
significantly higher biological activity than the parent compound in ovarian cancer cells. The aim of the
present study was to assess the molecular mechanism of the potential anti-migration and anti-proliferative
effect of DMU-214 in ovarian cancer cell line SKOV-3. We showed that DMU-214 reduced the migratory
capacity of SKOV-3 cells. The microarray analysis indicated ontology groups of genes involved in
processes of negative regulation of cell motility and proliferation. Furthermore, we found DMU-214
triggered changes in expression of several migration- and proliferation-related genes (SMAD7, THBS1,
IGFBP3, KLF4, Il6, ILA, SOX4, IL15, SRF, RGCC, GPR56) and proteins (GPR56, RGCC, SRF, SMAD7,
THBS1), which have been shown to interact to each other to reduce cell proliferation and motility.
Our study showed for the first time that DMU-214 displayed anti-migratory and anti-proliferative
activity in SKOV-3 ovarian cancer cells. On the basis of whole transcriptome analysis of these cells,
we provide new insight into the role of DMU-214 in inhibition of processes related to metastasis.
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1. Introduction

Metastasis is the leading cause of death for patients diagnosed with cancer. Tumor invasiveness
is known to be enhanced by epithelial-mesenchymal transition (EMT), which confers metastatic
properties upon cancer cells by increasing their migration [1,2]. Therefore, targeting tumor cell motility
is an extremely important and meaningful challenge in the prevention of metastasis and improving the
effectiveness of cancer treatment.
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Among the gynecological malignancies—those affecting the ovaries, uterus, and cervix—ovarian
cancer displays the highest mortality rates. The overall five-year survival rate for patients with
ovarian carcinoma is ~47%, which is mainly due to late diagnosis at an advanced stage with extensive
metastasis in the peritoneal cavity. Ovarian cancer metastasizes either via direct extension from the
primary tumor to surrounding tissue or when cancer cells detach from the extracellular matrix [3,4].

Resveratrol (3,4′,5-trans-trihydroxystilbene) is a phytoalexin produced in a variety of plants
(e.g., grapes, peanuts, cranberries) as a result of pathogen attack or other environmental stressors [5].
The anti-migration and anti-proliferative effects of resveratrol has been shown in many cancer
models [6–8]. Although resveratrol exerts strong anti-cancer activity, its clinical application is limited
due to rapid biotransformation and elimination from the bloodstream [9]. The methylated resveratrol
analogues have been revealed to show higher bioavailability and stronger cytotoxic effects as compared
to the prototype compound [10–13].

Among several methoxystilbenes studied, 3,4,5,4′-tetramethoxystilbene (DMU-212) seems to be one of
the most potent drivers of cytotoxicity and apoptosis. DMU-212 has been shown to exert pro-apoptotic activity
in several cancer cell lines, including transformed fibroblasts, liver, colon, hypopharynx, breast, prostate,
and ovarian ones [14–23]. Biotransformation studies of DMU-212 have revealed its conversion to five
metabolites: 3′-hydroxy-3,4,5,4′-tetramethoxystilbene (DMU-214), 4′-hydroxy-3,4,5-trimethoxystilbene
(DMU-281), 4-hydroxy-3,5,4′-trimethoxystilbene (DMU-291), 4,4′-dihydroxy-3,5-dimethoxystilbene
(DMU-295) and 3-hydroxy-4,5,4′-trimethoxystilbene (DMU-807) [17], (Figure 1). The cytotoxic activity of
DMU-214 has been found to be significantly higher than that of the parent compound in ovarian cancer cells.
Furthermore, DMU-214 has been shown to trigger G2/M cell cycle arrest and receptor-mediated apoptosis
in the SKOV-3 ovarian cancer cell line lacking p53 [24].

Figure 1. The chemical structures of resveratrol (the prototype compound), methylated resveratrol
analogue (DMU-212) and its metabolites (DMU-214, DMU-291, DMU-281, DMU-807).
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The SKOV-3 cell line has been revealed to be resistant to many chemotherapeutics used routinely
in ovarian cancer therapy [25,26]. Accordingly, our recently published results have shown lower
cytotoxicity of DMU-214 in the SKOV-3 cell line as compared to other ovarian cancer cells [24]. However,
the cytotoxic effect of this compound towards SKOV-3 was found to be similar, and even slightly higher
than that of cisplatin [24,25]. Hence, DMU-214 might be suggested to inhibit the proliferation and
dissemination of chemotherapy-resistant ovarian cancer cells.

The aim of this study was to evaluate the molecular mechanism of the potential anti-metastatic
activity of DMU-214 in human ovarian cancer cell line SKOV-3. The inhibition of cell motility was
assayed by chemotaxis cell migration assay, RNA microarrays and the expression of proliferation-
as well as motility- related genes and proteins.

2. Results

2.1. Effect of DMU-214 on Cell Migration

The effect on cell migration was investigated after 12h and 24 h treatment of SKOV-3 cell line
with DMU-214 (concentrations range 0.00–0.125 µM). As shown in Figure 2, treatment with the
highest dose of DMU-214 (0.125 µM) for 12 and 24 h inhibited cell migration by ~45% and ~35%,
respectively. Surprisingly, the decrease in cell motility by ~35% in a time-independent manner was
found when SKOV-3 cells were treated with the compound tested at the concentration of 0.06 µM.
We also observed the slightly reduced migratory capacity of SKOV-3 cells (~15%) when DMU-214 was
applied at a concentration of 0.03 µM for 24 h.

Figure 2. The cell migration after 12- and 24 h treatment of SKOV-3 cell line with DMU-214 at
concentrations range 0.00–0.125 µM. The relative cell migration was determined by comparing to the
control cells. The data are the mean ± SD.

2.2. Microarray Analysis

In the current study, we used GeneChip Human Genome U219 microarray for simultaneous
examination of the 19.285 human genes expression. The transcriptome study was performed 24 h after
DMU-214 administration (0.125 µM) to the culture medium. The transcriptome profile was compared
with the untreated (control) cells. The general profile of transcriptome regulation is shown in Figure 3
as a scatter plot.

Differentially expressed genes (DEGs) were determined using the following selection criteria:
an expression fold difference > absolute 1.5 and an adjusted p-value ≤ 0.05. In accordance with these
criteria, 467 genes were down-regulated, and 357 were up-regulated as a consequence of DMU-214
action. The remaining 18459 genes did not meet the selection assumptions and were considered as
unchanged genes.
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Figure 3. Total gene expression profile of the SKOV-3 cell line after 24 h incubation with DMU-214
(0.125 µM). Each dot represents a mean value of the single gene expression (n = 3/sample). Dotted lines
indicate cut-off values (1.5-fold change in expression). The grey dots represent the genes below the
cut-off limit (fold = 1.5 adjusted p-value < 0.05) considered as unchanged (n = 19228). The green colour
marked the stimulated genes (n = 194) while the red ones inhibited by DMU-214 (n = 267). Ten genes
with the highest and the lowest fold change values were labelled with the appropriate gene symbols.

In order to determine the biological processes regulated by DMU-214, we conducted an analysis
of differentially expressed genes (DEGs) participation in specific ontological groups from the GO BP
Direct database. The whole set of DEG consisting of 824 genes (467 down and 357 up-regulated) was
functionally annotated and clustered using Database for Annotation, Visualization, and Integrated
Discovery (DAVID) bioinformatics tools. The result of such analysis was shown as a bubble plot
(Figure 4), in which only the ontological groups that met the following selection criteria were presented:
p values below 0.05 and a minimum number of genes per group >5.

Figure 4. Bubble plot of overrepresented gene sets from DAVID GO BP DIRECT database. The graphs
show only the GO groups above the established cut-off criteria (p with correction <0.05, a minimal
number of genes per group >5). The size of each bubble reflects the number of differentially expressed
genes assigned to the GO terms. The transparency of the bubbles displays the p-values (more transparent
is closer to the border of p = 0.05).
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In total, we identified 12 ontological groups formed by DEGs. They were involved in regulation
of proliferation (n = 5), regulation of transcription (n = 5), and angiogenesis and heart development
(n = 2). The detailed characteristics of the abovementioned ontological groups were as follows:
“GO:0051726~regulation of cell cycle” (n = 19, adj. p value = 0.004), “GO:0051301~cell division” (n = 41, adj.
p value = 3.59× 10−5), “GO:0051091~positive regulation of sequence-specific DNA binding transcription
factor activity” (n = 16, adj. p value = 0.01), “GO:0045944~positive regulation of transcription from
RNA polymerase II promoter” (n = 70, adj. p value = 0.02), “GO:0045892~negative regulation of
transcription, DNA-templated” (n = 46, adj. p value = 0.002), “GO:0007507~heart development” (n = 21,
adj. p value = 0.04), “GO:0007080~mitotic metaphase plate congression” (n = 9, adj. p value = 0.04),
“GO:0006270~DNA replication initiation” (n = 9, adj. p value = 0.02), “GO:0001525~angiogenesis” (n = 28,
adj. p value = 0.001), “GO:0000122~negative regulation of transcription from RNA polymerase II promoter”
(n = 58, adj. p value = 0.004), “GO:0030336~negative regulation of cell migration“ (n = 25, adj. p value = 0.04),
“GO:0008285~negative regulation of cell proliferation“ (n = 48, adj. p value = 0.04). Genes belonging to two
ontological groups: “negative regulation of cell migration” and “negative regulation of cell proliferation”
were clustered and visualised as heatmaps (Figures 5 and 6, respectively).

These groups include among others the following genes: serum response factor (c-fos serum response
element-binding transcription factor)—SRF (fold= −1.8, p = 0.03); SMAD family member 7—SMAD7
(fold= 1.7, p = 0.01); G protein-coupled receptor 56—GPR56 (fold= −2.7, p = 0.005); insulin-like growth
factor binding protein 3—IGFBP3 (fold = 1.5, p= 0.02); Kruppel-like factor 4—KLF4 (fold = 1.8, p = 0.02);
interleukin 6—IL6 (fold = 1.8, p = 0.01); interleukin 1, alpha—IL1A (fold= −2.6, p = 0.02); interleukin
15—IL15 (fold = −1.5, p= 0.02); regulator of cell cycle—RGCC (fold= −1.62, p = 0.02); SRY (sex determining
region Y)-box 4—SOX4 (fold= −2, p = 0.008), thrombospondin 1—THBS1 (fold = 1.6, p = 0.01).

Gene set enrichment analysis (GSEA) confirms that DMU-214 is involved in the negative regulation
of proliferation. We received two clusters of GSEA terms named “mitotic nuclear division” (n = 9) and
“microtubule organisation mitosis” (n = 3), (Figure 7A). Three of GSEA terms that are related to mitotic
cell division are presented as enrichment plot in Figure 7B. The majority of genes forming GSEA terms
are negatively correlated suggesting their depletion under the influence of DMU-214.
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Figure 5. Heat map graph of differentially expressed genes belonging to “negative regulation of cell
migration” GO BP term. Arbitrary signal intensity acquired from the microarray analysis is represented
by colours (green—higher; red—lower expression in relation to control). Log2 signal intensity values for
any single gene were resized to the Row Z-score scale. Gene symbols and gene names of differentially
expressed genes were shown.
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Figure 6. Heat map graph of differentially expressed genes belonging to “negative regulation of
cell proliferation” GO BP term. Arbitrary signal intensity acquired from the microarray analysis is
represented by colours (green—higher; red—lower expression in relation to control). Log2 signal
intensity values for any single gene were resized to Row Z-score scale. Gene symbols and gene names
of differentially expressed genes were shown.

Figure 7. Cont.
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Figure 7. Gene set enrichment analysis. (A) Enrichment map of gene sets that were inhibited by
DMU-214, from the Reactome database. The thickness of the connecting line corresponds to the level of
gene matching to individual terms. (B) Enrichment plot of “Mitotic nuclear division”, “Mitotic spindle
organization”, “Chromosome segregation”. Each of the graphs shows the value of the enrichment score
(ES) indicating the depletion of genes forming these processes under the influence of DMU-214.

2.3. mRNA and Protein Expression Analysis

The data obtained by means of the RNA microarray method were validated by RT-qPCR and
Western blot for selected genes (Figure 8A) and proteins (Figure 8B), respectively. DMU-214 induced
a marked up-regulation of mRNA expression of SMAD7, THBS1 and IGFBP3 in SKOV-3 cells ~6-,
5- and 3.5- fold, respectively (Figure 8A). A twofold increase in the expression of KLF4 and IL6 was
also observed. Concurrently, DMU-214 decreased IL1A, IL15 and SOX4 transcripts level by ~50%.
The most significant DMU-214-triggered effect was the down-regulation in mRNA expression of SRF,
GPR56 and RGCC (~60–75%↓).

Figure 8. Effect of DMU-214 on migration- and proliferation-related genes and proteins in SKOV-3
cells. (A) Expression changes of SMAD7, THBS1, IGFBP3, KLF4, IL6, IL1A, SOX-4, IL15, SRF, RGCC
and GPR56 genes in cells treated for 24 h with a vehicle or DMU-214 (0.125 µM). RT-qPCR validation of
microarray results, presented in a form of a bar graph. Fold Change was presented in its logarithmic
form to provide clear comparability of the results. Results of three replicates are presented as mean
± SD. ***p < 0.001, **p < 0.01 and *p < 0.05. (B) Changes of GPR56, RGCC, SRF, THBS1 and SMAD7
proteins level after treated cells for 24 h with a vehicle or DMU-214 (0.125 µM). Western blot was
performed to validate microarray and RT-qPCR analysis.
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As demonstrated in Western-blot analysis (Figure 8B), the levels of SRF, GPR56 and RGCC
proteins expression paralleled those in transcripts. Exposure of SKOV-3 cells to DMU-214 resulted in
an increased SMAD7 and THBS1 protein levels. However, the up-regulation of these proteins was less
pronounced as compared to SMAD7 and THBS1 mRNA expression.

3. Discussion

The parent compound DMU-212 has been suggested to evoke anti-angiogenesis activity in vascular
endothelial cell lines via the regulation of the migration- and angiogenesis-related genes expression
pattern, however, the mechanism of action has not been clarified [27]. In the present study, we showed
for the first time that DMU-214, the metabolite of DMU-212, inhibited the migratory capacity of SKOV-3
ovarian cancer cells. The compound tested was found to decrease the number of migrating cells
significantly. Furthermore, the results of the microarray analysis pointed at the ontology group of
genes involved in the negative regulation of cell motility and proliferation. Serum response factor
(SRF) is a master regulator of several cellular processes including cancer cell growth, migration and
angiogenesis [28]. We showed that DMU-214 down-regulated SRF mRNA and protein levels in
the SKOV-3 ovarian cancer cell line. Chai et al. (2004) reported that knockdown of SRF protein in
human and rat endothelial cells inhibited angiogenesis as well as impaired endothelial cell motility
and proliferation [29]. These findings are consistent with our results since the down-regulation of
SRF expression triggered by DMU-214 is accompanied by the decreased migration of SKOV-3 cells.
Camoretti-Mercado et al. found that SRF interacts with SMAD 7, which is also known to inhibit
cancer growth and metastasis [30]. The microarray analysis applied in the present study showed that
DMU-214 increased SMAD 7 transcript level parallel to the protein level. Hence, the obtained results
revealed the contribution of SMAD 7 and SRF in anti-migratory as well as anti-proliferative effects
of the compound tested in the SKOV-3 ovarian cancer cell line. Furthermore, several other genes
of negative regulation of cell motility pathway triggered by the compound tested – THBS1, GPR56,
IGFBP3 and KLF4- have been revealed to be under transcriptional control of SRF [31–34].

THBS1, which is a member of the thrombospondin family, has been shown to be a natural inhibitor
of proliferation, angiogenesis, and migration [35]. Traap et al. demonstrated the anti-migratory effects
of resveratrol mediated by increased THBS1 transcript expression [36]. We confirmed these observations
since the methylated resveratrol analogue DMU-214 caused an up-regulation of THBS1 mRNA and
protein levels in SKOV-3 cells. Secord et al. showed lower expression of THBS1 in p53 mutant/null
ovarian cancer cells, which have also been suggested to be less prone to chemotherapeutics [24,25,35].
Furthermore, the loss of wild-type (wt) p53 function in clinical cancer specimens of prostate, melanoma
and ovary has been revealed to be manifested by the lower level of THBS1 expression and enhanced
tumor dissemination [36]. Regardless of the reported relationship between decreased expression of
THBS1, lack of p53 and increased metastasis, we showed in the current study the ability of DMU-214
to increase the expression of THBS1 followed by the inhibition of migration of SKOV-3 cells, which are
commonly known to be deprived of wt p53. Hence, DMU-214 might be suggested to prevent ovarian
cancer invasiveness and proliferation irrespective of the native level of p53. It seems to strengthen our
previously reported findings that the lack of p53 protein in SKOV-3 cells did not abolish the anti-cancer
activity of the compound tested [24].

GPR56, a member of the orphan G protein-coupled receptors (GPCRs) family, has been shown to
be an oncogene in various types of cancer. Several studies have revealed that GPR56 overexpression
promoted the invasion of cancer cells, whereas depletion of GPR56 remarkably inhibited cell
proliferation, migration, and metastasis [37]. Our results are in agreement with the other authors’
findings since we showed that decreased expression of GPR56 triggered by DMU-214 was accompanied
by suppression of motility of SKOV-3 cells. As more than 30% of anticancer drugs currently target
GPCRs [37], the inhibition of GPR56 expression by DMU-214 seems to provide a promising approach
to the treatment of cancer.
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It is known that tumor invasiveness depends on the migratory and proliferative properties of
cancer cells. We suggest that DMU-214 might effectively impair tumor dissemination since the results of
microarray analysis also showed its effects on genes responsible for the negative regulation of SKOV-3
cells proliferation. We found that DMU-214 caused a significant increase in mRNA expression of IGFBP3
and KLF4, which have been reported to inhibit cancer cell migration as well as proliferation [33,38].
Interleukins (ILs) are commonly known to play a crucial role in many important to cancer biological
processes, including cell proliferation. Rosenzweig et al. revealed that KLF4 modulates the expression
of IL6, which has been found to inhibit breast cancer cell proliferation [39,40]. Our results are consistent
with the previously reported role of KLF-4 since we observed that DMU-214 increased KLF4 as
well as IL6 transcripts level in SKOV-3 ovarian cancer cells. Furthermore, our study showed the
DMU-214-triggered decrease in the expression of IL1A and IL15, which are involved in enhancing
cancer cell proliferation [41,42].

Our results of gene set enrichment analysis pointed at two clusters “mitotic nuclear division” and
“microtubule organisation mitosis”, which confirmed the participation of DMU-214 in the negative
regulation of cell proliferation. Cell proliferation is a strictly organized process that involves cell
growth and cell division [43]. Regulator of Cell Cycle (RGCC) plays an important role in cell cycle
regulation due to its ability to drive the G2/M phase transition [44]. Our previously published results
indicated that DMU-214 caused a dramatic increase in the number of cells at G2/M [24]. Accordingly,
in the present study, we found that DMU-214 decreased significantly RGCC mRNA and protein levels.
It is in agreement with other authors’ findings showing that the cell cycle arrest at the G2/M phase in
RGCC silenced cells has been linked with impaired proliferation [41]. Therefore, DMU-214 is suggested
to exert anti-proliferative effects through the down-regulation of RGCC expression, which might be
associated with the block of the cell cycle transition at the G2/M phase in SKOV-3 cell line shown in
our previous study [24].

RGCC protein has been revealed to interact with SOX family transcription factors, which are
involved in many biological processes, including proliferation. Some studies have reported that the
principal role of SOX4 is related to the promotion of cancer cell proliferation [45]. In the present study,
we observed a significantly decreased level of SOX4 mRNA in SKOV-3 cells treated with DMU-214.
Hence, we suggest that the inhibited expression of both SOX4 and RGCC triggered by DMU-214 might
also be involved in the mechanism of its anti-proliferative activity.

It is well known that one of the main events involved in cancer invasion is cell migration as well as
proliferation. Our study showed for the first time that DMU-214, the metabolite of DMU-212, displayed
anti-migratory and anti-proliferative activity in SKOV-3 ovarian cancer cells lacking p53. Based on
the whole transcriptome analysis of these cells, we provide new insight into the role of DMU-214 in
regulation of processes related to metastasis.

4. Materials and Methods

4.1. Chemicals and Reagents

DMU-214 was synthesized as described elsewhere [21]. The identity and purity of each compound
were confirmed by NMR and GC-mass spectroscopy. The QCM Chemotaxis Migration Assay was
purchased from Merck (Darmstadt, Germany). The Affymetrix® Human Genome U219 Array Strip
was provided by Affymetrix (Santa Clara, CA, USA).

4.2. Cell Culture and Cell Migration Assays

SKOV-3 human ovarian cancer cell line was purchased from the European Type Culture Collection
(Merck, Darmstadt, Germany), and maintained in phenol red-free DMEM medium Sigma-Aldrich Co.
(St Louis, MO, USA) supplemented with 10% foetal bovine serum (FBS), 2 mM glutamine, penicillin
(100 U/mL), and streptomycin (0.1 mg/mL) (Sigma-Aldrich Co., St. Louis, MO, USA). SKOV-3 cells
were cultivated under standard conditions at 37 ◦C in a humidified atmosphere containing 5% CO2 and
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95% air. To evaluate the effect of DMU-214 on SKOV-3 cells motility, the Chemotaxis Migration Assay
(QCM), Merck (Darmstadt, Germany) was used according to the manufacturer’s protocol. Briefly,
after incubation cells in a starving medium for 24 h, they were detached using the trypsin-EDTA
solution and seeded (0.4 × 106 cells/well in 250 µL of chemo-attractant-free medium containing 0.5%
BSA) in inserts with different concentrations of DMU-214 that were placed into the lower chambers
containing DMEM with 0.5% BSA. After 24 h incubation, inserts were transferred into new wells
containing 400 µL of cell stain. Cotton swabs were used to remove any non-migratory cells from the
interior of the inserts. Next, inserts were placed into clean wells containing 200 µL of extraction buffer.
The optical density was measured at 560 nm using a BioTek reader (Winooski, VT, USA).

4.3. RNA Isolation

Total RNA isolation was performed using the modified Chomczynski method with the use
of TRI Reagent (Sigma, St Louis, MO, USA) and RNeasy Mini Elute Cleanup Kit (Qiagen, Hilden,
Germany), according to the manufacturer’s guidelines. The concentration of the total RNA was
assessed spectrophotometrically by measuring absorbance (260 nm). The purity of the isolated
RNA was determined by applying the 260/280 nm absorption ratio, which was equal or >1.8, as
assumed (NanoDrop spectrophotometer, Thermo Scientific, Waltham, MA, USA). The quality and
integrity of RNA were also verified in a Bioanalyzer 2100 (Agilent Technologies, Inc., Santa Clara,
CA, USA). The resulting RNA integrity numbers (RINs) ranged from 8.5 to 10, with a mean of 9.2
(Agilent Technologies, Inc., Santa Clara, CA, USA). Each RNA sample was diluted to a concentration
of 100 ng/µL.

4.4. Microarray Expression Analysis

4.4.1. Microarray Expression Experiment

The microarray study was carried out according to the procedure described earlier [46–49].
The previously isolated total RNA was pooled into four samples per each analysed groups,
consisting of control and DMU-214 treated cells. The protocol involving transcription in vitro, biotin
labelling and cDNA fragmentation for further hybridization was carried out using the Affymetrix
GeneChip IVT Express Kit (Affymetrix). Obtained biotin-labelled fragments were hybridized with
Affymterix GeneChip Human Genome U219 microarrays together with control cDNA and oligo B2.
The hybridization process was conducted with the use of the AccuBlockTM Digital Dry Bath (Labnet
International, Inc., Edison, NJ, USA) hybridization oven at 45 ◦C for 16 h. Then the microarrays were
washed and stained according to the technical protocol using the Affymetrix GeneAtlas Fluidics Station.
The array strips were scanned by the Imaging Station of GeneAtlas System. Preliminary analysis of the
scanned chips was performed using Affymetrix GeneAtlasTM Operating Software. The quality of gene
expression data was verified using the quality control criteria established by the software. Obtained
CEL files were imported into downstream data analysis.

4.4.2. Microarray Data Analysis

All analyses were performed using BioConductor software with the relevant Bioconductor
libraries, based on the statistical R programming language. The Robust Multiarray Average (RMA)
normalization algorithm implemented in the “Affy” library was used for normalization, background
correction, and calculation of the expression values of all of the examined genes [50]. The obtained
p-value was corrected for multiple comparisons using the Benjamini and Hochberg false discovery
rate. Biological annotation was taken from BioConductor “oligo” package where the annotated data
frame object was merged with the normalized data set, leading to a complete gene data table [51].
Differential expression and statistical assessment were determined by applying the linear models for
microarray data implemented in the “limma” library [52]. The selection criteria of a significantly
changed gene expression were based on fold difference higher than absolute 1.5 and adjusted p-value
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<0.05. The result of such a selection was presented as a scatter plot, showing the total number of up-
and down-regulated genes.

4.4.3. Assignment of Differentially Expressed Genes to Relevant Gene Ontology Biological Process
(GO BP) Terms

The whole set of differentially expressed genes (DEGs) were subjected to functional annotation
and clusterization using the Database for Annotation, Visualization, and Integrated Discovery (DAVID)
bioinformatics tool [53]. Gene symbols of differentially expressed genes were uploaded to DAVID
by the “RDAVIDWebService” BioConductor library [54], where DEGs were assigned to relevant GO
terms, with subsequent selection of significantly enriched GO terms from GO BP Direct database.
The p-values of selected GO terms were corrected using the Benjamini-Hochberg correction described as
adjusted p-values. Relevant GO ontological groups with adjusted p-values below 0.05 and N per group
>5 were visualized using a bubble plot. Gene expression values belonging to “negative regulation of
cell migration” and “negative regulation of cell proliferation” ontological groups were subjected to
hierarchical clustering and presented as heatmaps.

4.4.4. Gene Set Enrichment Analysis (GSEA)

Gene Set Enrichment Analysis was used to determine enrichment or depletion in genes expression
between two compared biological groups within a priori defined gene sets (GO terms, pathways).
The method uses Kolmogorov–Smirnov (K-S) statistical test for the identification of significantly
enriched or depleted groups of genes [55]. GSEA analysis has been conducted using GSEA Java Desktop
Application from the Broad Institute (http://software.broadinstitute.org/gsea/index.jsp). Normalized
data from all of the genes were transformed to an appropriate format and imported to application.
Then, the predefined gene sets from the Reactome database (from the Molecular Signatures Database)
were selected [56,57]. Genes belonging to the selected set were ranked according to the difference in
their expression level using signal-to-noise ratio with 1000 times permutation. By walking down the
ranked list of genes, the enrichment score (ES) was calculated for each selected gene set [58]. ESs were
normalized by their gene set size, and false positives were corrected by FDR. Gene sets with adjusted
p below 0.05 were exported to Cytoscape (ver. 3.7.2) [59], to generate links between significantly
enriched processes in the form of Enrichment Map [60]. Enriched terms were clustered and annotated
using the AutoAnnotate v1.3.2 Cytoscape plugin [61].

4.5. RT-qPCR

The expression levels of several selected genes were also validated with the aid of RT-qPCR
(LightCycler® Instrument 480 MultiwellPlate 96, Roche, Mannheim, Germany). Using specific primers
and probes, the LightCycler® 480 Probes Master kit was applied according to the manufacturer’s
instructions. Specification of the reaction products was checked by determining the melting points
(0.1◦C/s transition rate).

4.6. Sodium Dodecyl Sulphate-Polyacrylamide Gel Electrophoresis (SDS-PAGE) and Western Blotting Analysis

SKOV-3 cells were treated with RIPA lysis buffer. Next, 30 µg of protein was resuspended in
sample buffer and separated on 10% Tris-glycine gel using SDS-PAGE. Gel proteins were transferred to
nitrocellulose, which was blocked with 5% milk in Tris-buffered saline/Tween. Immunodetection was
performed with rabbit monoclonal anti-SRF Ab (#5147, Cell Signaling, Danvars, MA, USA), rabbit
polyclonal anti-SMAD7 Ab (ab90086, Abcam, Cambridge, UK), rabbit polyclonal anti-THBS1 (ab85762,
Abcam), rabbit polyclonal anti-GPR56 Ab (ab172361, Abcam) and rabbit polyclonal anti-RGC32 Ab
(sc-84222, Santa Cruz Biotechnology Inc., Santa Cruz, CA, USA) followed by incubation with goat
anti-rabbit HRP-conjugated Ab (#7074S, Cell Signaling). The membranes were also incubated with
anti-actin HRP conjugated Ab (sc- 47778) to ensure equal protein loading of the lanes. Bands were
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revealed using SuperSignal West Femto maximum sensitivity substrate Pierce Biotechnology Inc.
(Rockford, IL, USA).

4.7. Statistical Analyses

Data were expressed as means ± SD for three independent experiments. Statistical analysis was
performed with one-way analysis of variance ANOVA followed by a Student-Newman-Keuls test.
p values less than 0.05 were considered statistically significant.

5. Conclusions

It is well known that one of the main events involved in cancer invasion is cell migration as well as
proliferation. Our study showed for the first time that DMU-214, the metabolite of DMU-212, displayed
anti-migratory and anti-proliferative activity in SKOV-3 ovarian cancer cells lacking p53. Based on
the whole transcriptome analysis of these cells, we provide new insight into the role of DMU-214 in
regulation of processes related to metastasis.
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24. Piotrowska-Kempisty, H.; Ruciński, M.; Borys, S.; Kucińska, M.; Kaczmarek, M.; Zawierucha, P.;
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