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Abstract: Prostate cancer (PCa) is one of the most common cancers in men. The main risk factors
associated with the disease include older age, family history of the disease, smoking, alcohol and
race. Vitamin D is a pleiotropic hormone whose low levels are associated with several diseases
and a risk of cancer. Here, we undertook microarray analysis in order to identify the genes
involved in PCa. We analyzed three PCa microarray datasets, overlapped all genes significantly
up-regulated, and subsequently intersected the common genes identified with the down-regulated
genes transcriptome of LNCaP cells treated with 1«,25(0OH),D3, in order to identify the common
genes involved in PCa and potentially modulated by Vitamin D. The analysis yielded 43 genes
potentially involved in PCa and significantly modulated by Vitamin D. Noteworthy, our analysis
showed that six genes (PRSS8, SOX4, SMYD2, MCCC2, CCNG2 and CD2AP) were significantly
modulated. A Pearson correlation analysis showed that five genes out of six (SOX4 was independent),
were statistically correlated with the gene expression levels of KLK3, and with the tumor percentage.
From the outcome of our investigation, it is possible to conclude that the genes identified by our
analysis are associated with the PCa and are potentially modulated by the Vitamin D.
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1. Introduction

Vitamin D is synthesized in the body through a complex series of steps beginning in the skin, under
the influence of ultraviolet light, where a cholesterol precursor molecule (7-dehydrocholesterol) is
transformed into the Vitamin D hormone precursor, cholecalciferol (also known as Vitamin D3). Vitamin
D3 is subsequently hydroxylated in the liver by the 25-hydroxycholecalciferol and transformed in
calcidiol or calcifediol (25(OH)D3 or 25D3), and this latter is subjected, in the kidney, to an hydroxylation,
to yield the most active hormone form of these compounds, calcitriol (1,25-dihydroxycholecalciferol
or 1,25(0OH),;D;3 or 1,25D3) [1]. The three main stages in Vitamin D metabolism, 25-hydroxylation,
la-hydroxylation and 24-hydroxylation, are all performed by cytochrome P450 mixed-function
oxidases (CYPs).
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These enzymes are distributed either in the endoplasmic reticulum (ER) (CYP2R1) or in the
mitochondria (CYP27A1, CYP27B1 and CYP24A1). The 24-hydroxylase (CYP24A1) and 1-hydroxylase
(CYP27B1) enzymes are considered to be pivotal determinants of the local concentration of active
vitamin D. When Vitamin D3 is transferred to the liver, it is hydroxylated (by CYP27A1) and then
converted to 25-hydroxyvitamin D3, which is the major form of vitamin D present in the blood. In this
form it is also hydroxylated in other tissues, predominantly the kidney, through 1-a hydroxylase
(CYP27B1), which is then converted to 1,25-dihydroxyvitamin D3. This form is able to bind to vitamin
D-binding proteins (VBP) in the bloodstream and modulate the transcription of its target gene through
binding to the vitamin D receptor (VDR) in tissues. The last steps of Vitamin D3 catabolism are
played by the catalytic enzyme, 24-hydroxylase, encoded by CYP24A1 and responsible for vitamin D
catabolism, which is then metabolized to calcitroic acid, a bile secretion [2].

Serum 25(OH)D3 is the barometer for Vitamin D status. Serum calcitriol provides no information
about Vitamin D status, and it is often at physiological or even elevated due to secondary
hyperparathyroidism associated with Vitamin D deficiency.

The Vitamin D plays a relevant role in bone formation, activates the immune cells [3-5], regulates
the host defense against microbial and virus infections [6-8], inhibits several tumor pathways, such as
the proliferation and angiogenesis [9] and it has been hypothesized that it is able to reduce prostate
cancer (PCa) risk [10]. In this regard, it has been shown that a “U’ shaped relationship may exist
between Vitamin D status (cholecalciferol, calcidiol, calcitriol and calcitroic acid) and PCa, and that the
optimal range of circulating 25(OH)Dj3 for PCa prevention may be narrow [11].

Prostate cancer (PCa) is one of the most common causes of morbidity and mortality in men. Several
factors have been linked to the incidence of PCa and its aggressiveness. Among these, age, race and
family history are some of the strongest [12]. The incidence rate is high in men 65-74 years of age with
amedian age at diagnosis of 66. The percent of PCa deaths is highest among men between 75 to 84 years
old with a median age at death of 80 [13] Epidemiologic studies regarding PCa showed that there are
significant differences in geographical distribution and race. The African-American race, for example,
experiences an incidence rate of 60% compared to Caucasian men, other than more aggressive forms
and worse treatment management, leading to increased mortality [14]. Interestingly, one of the
major correlations between Vitamin D levels and PCa is based on studies on African-American men.
In these individuals, 25(OH)Dj3 levels are often low (probably for the effect of skin pigmentation on the
synthesis of Vitamin D), and PCa risks are clearly higher than those of Caucasian men. Nowadays,
the mechanisms for this association are still unclear.

There are a large number of epidemiologic studies linking Vitamin D and prostate cancer risk
and outcomes. The high serum vitamin D3 levels, estimated by measuring 25(0OH)Dj3, play important
roles in the prevention of various forms of cancer, including prostate cancer [15]. An in vitro study
using prostate cancer LNCaP cells reported that a potent analog of 1,25(0OH),D3; (EB108928) plays
an inhibitory role on the growth of cancer cells [16]. In another study in immortalized human prostate
cell lines (PZ-HPV-7 cells), 10nM of 25(OH)D3 was reported to have growth inhibitory activity [16].
In 2018, a meta-analysis study, composed of seven eligible cohort studies with 7808 participants,
suggested that higher 25(OH)Dj3 level was associated with a reduction of mortality in prostate cancer
patients, suggesting that Vitamin D can be considered an important protective factor in the progression
and prognosis of prostate cancer [17]. Recently, it has been shown that dietary Vitamin D causes
a dose-dependent increase in serum 25(OH)Dj3 levels and a reduction in the percentage of mice with
adenocarcinoma, but it did not improve bone mass. In contrast, high calcium did suppress serum
1,25(0OH),D; levels, leading to an increased incidence of adenocarcinoma and improved bone mass.
These data support the hypothesis that the loss of Vitamin D signaling accelerates the early stages of
prostate carcinogenesis [18]. Furthermore, it is important to note that several factors could influence
the anticancer action played by Vitamin D on PCa, such as the polymorphism of its receptor (VDR) [19]
or the expression of the enzymes (CYP24A1 and CYP27B1) that regulate its metabolism [20].



Appl. Sci. 2019, 9, 4923 30f18

The aim of this study was to find new target genes of PCa, and those potentially modulated by the
action of Vitamin D (1,25D3 and 25D3). We explored several microarray datasets in order to investigate
and identify possible cancer gene pathways hypothetically modulated by the action of Vitamin D.

2. Materials and Methods

2.1. Dataset Selection

In our analysis, we have selected several microarray datasets based on mRNA expression profiling
available on the NCBI GEODataset (https://www.ncbinlm.nih.gov/gds/). Mesh terms “Prostate cancer”
and “Vitamin D” were used to identify potential datasets of interest. We sorted the obtained datasets by
the number of samples (High to Low) and for clinical data made available by the authors. Three dataset
of PCa and two of the LNCaP cell line were selected: GSE70770 [21,22], GSE62872 [23], GSE6919 [24,25],
GSE64657, and GSE107438 [26].

The GSE70770 (platform GPL10558), was composed by 293 prostate biopsies samples obtained by 74
matched benign tissue (indicated as healthy) and 219 patients subjected to robotic radical prostatectomy
(RRP) surgery. As regards the GSE62872 (platform GPL19370), the overall design included 160 normal
prostate tissue samples from the Health Professionals Follow-up Study (indicated as healthy) and 264
with a prostate tumor. In the GSE6919 (platform GPL8300), we selected 18 adjacent normal prostate
tissue biopsies free of any pathological alteration (indicated as healthy) and 65 primary prostate tumor
biopsies from patients subjected to prostatectomy. Furthermore, our study included a further one
dataset (GSE64657, platform GPL4133) of an in-vitro model of the PCa cell line (LNCaP) after 24 h
treatment with different nuclear receptor ligands, and with time-matching control. We have decided to
consider only the data coming from the LNCaP treatment with Vitamin D (100 nM 1,25D; for 24 h),
the natural ligand for VDR. There is no publication available for this dataset. The experimental details
are recoverable on the following link (https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE64657).
In order to verify the gene pathways modulation by Vitamin D in prostate cancer, we analyzed the
GSE107438 dataset, composed by LNCaP cells line transfected with control siRNA (siCT), siRNA
for CYP27B1 (siCYP27B1) or siRNA for VDR (siVDR) followed by 100 nM of 25(OH)D3 (25D3) or
1,25(0OH),D3 (1,25D3) treatment for another 24 h. Complete experimental details are available in the
following publication [26].

Complete demographic data of patients and healthy controls can be obtained from the relative
publication cited above.

2.2. Data Processing

To process and identify significant differentially expressed genes (SDEG) in data sets, we used
the MultiExperiment Viewer (MeV) software (The Institute for Genomic Research (TIGR), J. Craig
Venter Institute, Rockville, MD, USA). In cases where multiple genes probes have insisted on the same
GenelD NCBI, we have used those with the highest variance. The significance threshold level for all
data sets was p < 0.05. The genes with p < 0.05 were selected for further analysis. For all datasets
we performed a statistical analysis with GEO2R, applying a Benjamini & Hochberg (False discovery
rate) to adjust p values for multiple comparisons [27-29]. From GSE70770, we identified, respectively,
2279 and 9785 genes that were significantly up-regulated and down-regulated, comparing the prostate
biopsies samples of healthy vs. tumor patients. Regarding GSE62872, we obtained a total of 2312 and
1060, respectively, of significantly up-regulated and down-regulated genes, comparing the prostate
biopsies samples of healthy vs. tumor patients. The analysis of GSE6919 produced 1747 and 1060 genes,
respectively, that were significantly up-regulated and down-regulated in prostate biopsies samples of
healthy vs. tumor patients. Furthermore, the analysis of GSE64657 produced 995 up-regulated and
2196 down-regulated and significantly expressed genes, comparing the LNCaP cells line treated with
vehicle (ethanol) and 1,25D3 (100 nM) for 24 h. All data analysis are available in Table S1.
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In order to identify genes commonly modulated between the four GSEs, we performed a Venn diagram
analysis, using the web-based utility Venn Diagram Generator (http://bioinformatics.psb.ugent.be/webtools/
Venn/). To analyze a 2 X 2 contingency table, a chi-square with Yates correction was performed by GraphPad
Prism software (http://graphpad.com/quickcalcs/contingencyl.cfm). The association between rows (groups)
and columns (outcomes) with p < 0.01 was considered to be statistically significant.

The genes Ontology analysis was performed using the web utility GeneMANIA (http://genemania.
org/, http://genemania.org/) [30] and the GATHER (Gene Annotation Tool to Help Explain Relationships)
(http://changlab.uth.tmc.edu/gather/) [31]. The GeneMANIA was also used for built the weighted gene
networks commonly modulated. GeneMANIA searches publicly-available genomics and proteomics
data, including data from gene and protein expression profiling studies and primary and curated
molecular interaction networks and pathways, to find related genes. The network weighting method
is ‘Gene-Ontology (GO)-based weighting, Biological Process-based’. This weighting method assumes
the input gene list is related in terms of biological processes (as defined by GO).

GHATER (Gene Annotation Tool to Help Explain Relationships) (http://changlab.uth.tmc.edu/
gather/) is an online tool that explains the function of a group of genes, such as a cluster of co-regulated
genes from microarrays. The tool is a comprehensive system that combines gene function, ontology,
pathways and statistical tools that enable researchers to analyze large-scale, genome-wide data from
sequencing, proteomics or gene expression experiments. The analysis of gene ontology is based
on the Bayes factor. This is a measure of the strength of the evidence supporting an association of
an annotation with your gene list. Higher Bayes factors indicate stronger evidence that the annotation
is relevant to your genes. The p value restituted during the analysis is calculated based on the
probability of seeing a Bayes factor of a particular magnitude in a query. Complete explanation of
the online tool can be retrieved in the following publication [31] and in the following online website
(http://changlab.uth.tmc.edu/gather/FAQ.html).

2.3. The Immunohistochemistry (IHC) Analysis by the Human Atlas Project

The analysis of the data from the microarray provided results about the mRNA expression
levels. To confirm these results, we decided to use the web utility “The Human Protein Atlas”
(https://www.proteinatlas.org/) [32-34]. This web site is licensed under the Creative Commons
Attribution-ShareAlike 3.0 International License (https://creativecommons.org/licenses/by-sa/3.0/) for
all copyrightable parts (https://wiki.creativecommons.org/wiki/Data) of the database. We selected the
immunohistochemistry analysis available on the web site. For each antibody, the observed staining has
been assigned a validation score. The validation score is based on the result of two different validations
that are separately evaluated. The different levels of validation score are Supported, Approved
or Uncertain (https://www.proteinatlas.org/about/antibody+validation#ifv). Annotation parameters
include an evaluation of staining intensity (SI) (negative, weak, moderate or strong), fraction of stained
cells (rare, <25%, 25-75% or >75%) and subcellular localization (nuclear and/or cytoplasmic/membranous).
The reliability scores are based on the following criteria:

Supportive: Two independent antibodies yielding similar or partly similar staining patterns;
two independent antibodies yielding dissimilar staining patterns, both supported by experimental
gene/protein characterization data; one antibody yielding a staining pattern supported by experimental
gene/protein characterization data; one antibody yielding a staining pattern with no available
experimental gene/protein characterization data, but supported by other assay within the protein
atlas; one or more independent antibodies yielding staining patterns not consistent with experimental
gene/protein characterization data, but supported by siRNA assay.

Uncertain: Two independent antibodies yielding partly similar staining patterns, but not
consistent with experimental protein/gene characterization data; two independent antibodies yielding
dissimilar staining patterns with no available, or partly supportive/partly conflicting, experimental
gene/protein characterization data; one antibody yielding a staining pattern with no available, or partly
supportive/partly conflicting experimental gene/protein characterization data.
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Details of analysis performed are available in Table S1.

2.4. Statistical Analysis

For statistical analysis, Prism 7 software (GraphPad Software, San Diego, California, USA) was used.
Based on the Shapiro-Wilk test, almost all data were skewed, so nonparametric tests were used. Significant
differences between groups were assessed using the Mann-Whitney U test, and a Kruskal-Wallis test
was performed to compare data between all groups followed by Dunn’s post hoc test. Correlations were
determined using Spearman’s g correlation. All tests were two-sided and significance was determined at
p <0.05. To analyze a 2 x 2 contingency table, a Chi-square with Yates correction was performed
by GraphPad Prism software (http://graphpad.com/quickcalcs/contingencyl.cfm). The association

between rows (groups) and columns (outcomes) with p < 0.0001 was considered to be extremely
statistically significant.

The analysis of microarray data by Z-score transformation was used in order to allow the
comparison of microarray data independent of the original hybridization intensities [35].

3. Results

3.1. The Vitamin D Is Able to Modulate 43 Key Genes in PCa

The comparison of the three human PCa datasets (GSE70770, GSE62872 and GSE6919) produced
276 common significantly up-regulated genes (458 down-regulated genes) (Figure 1A) (Table S1).
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Figure 1. Venn diagram analysis of PCa transcriptome. (A) The three PCa datasets (GSE70770,

GSE62872 and GSE6919) overlapping produced 276 common significantly up-regulated key genes.
The overlapping between GSE70770 (2279 SUG) vs. GSE62872 (2312 SUG) showed 1010 genes in
common (the sum of 276 and 734). As regard GSE6919 (1747 SUG) vs. GSE70770 overlapping, we
identified 411 genes. Similar results were obtained when we compared GSE6919 vs. GSE62872 (444
genes in common). (B) The analysis of the intersection between the transcriptome of genes common
up-regulated in the three PCa datasets (276) and the transcriptome of the down-regulated genes in
LNCaP cell line treated with Vitamin D for 24 h (2196 SUG), showed 43 (almost 15%) significantly
common regulated (chi-squared, p < 0.0001). (C) When we loaded the 43 genes in the GATHER browser,
we showed that the biological process most significantly regulated by these genes were organogenesis,
organ development, skeletal development, chromatin assembly, morphogenesis and cell migration.
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These common regulated key genes were compared to significantly down-regulated genes in
GSE64657, composed by the transcriptome of the LNCaP cell line, treated for 24 h with 100 nM of 1,25D3
(Figure 1B). The data overlapping produced 43 genes significantly in common between the dataset
(chi-square p < 0.0001), namely meaning being virtually modulated by the action of Vitamin D in PCa.
Gene Ontology (GO) analysis of the 43 genes belonging to the common group modulated by Vitamin
D identified six main molecular functions as statistically significant: organogenesis (GO:0009887)(neg
In(p value) = 6.37); organ development (GO:0048513)(neg In(p value) = 6.37); skeletal development
(GO:0001501)(neg In(p value) = 5.43); regulation of chromatin assembly or disassembly (GO:0001501)(neg
In(p value) = 5.06); morphogenesis (GO:0009653)(neg In(p value) = 4.95); cell migration (GO:0016477)(neg
In(p value) = 4.41) (Figure 1C). Complete annotation, significance and genes involved are available in
Table S1, section Gather Analysis.

We also overlapped the common down-regulated key genes in PCas obtained by the Venn analysis
of the three datasets, with the significantly up-regulated genes in GSE64657. The overlap produced 41
genes significantly in common between the dataset (chi-square p < 0.0001), also modulated by Vitamin
D (Table S1).

In this study, we decided to focus our analysis only to the 43 key genes in common obtained
overlapping the up-regulated genes in cancer and the genes down-regulated by the Vitamin D. We used

these 43 genes to generate a network analysis by GeneMania web utility software (Figure 2A).
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Figure 2. Network and GO analysis by GeneMania. (A) The 43 key genes up-regulated in PCa biopsies
and down-regulated in the LNCaP cell line treated with Vitamin D (100 nM for 24 h) were loaded into
GeneMania, in order to generate a GO and a Regulatory molecular network. Red circle genes represent
the six most significantly up-regulated in PCa and down-regulated by the action of Vitamin D in our
LNCaP cell line (B). The analysis showed that 92.30% of genes resulted co-expressed, 4.61% belonging
to the same pathways, 1.97% present a genetic interaction, 0.82% were co-localizated and 0.30% shared
the same protein domains.

The 92.30% of genes resulted co-expressed, 4.61% belonging to the same pathways, 1.97% present
a genetic interaction, 0.82% were co-localizated and 0.30% shared the same protein domains (Figure 2B).
Complete data report is available in Table S2. Belonging to among the 43 key genes, we selected the
six most significantly up-regulated in PCa and down-regulated by the action of Vitamin D in LNCaP
cell line: serine protease 8 (PRSS8); SRY-box 4 (SOX4); SET and MYND domain containing 2 (SMYD2);
methylcrotonoyl-CoA carboxylase 2 (MCCC2); cyclin G2 (CCNG2); CD?2 associated protein (CD2AP).
We decided to perform a Z-score transformation in order to allow the comparison of microarray data
independent of the original hybridization intensities.
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The three microarray dataset clustering (GSE70770, GSE62872 and GSE6919) allowed us to obtain
a large number of samples (251 healthy control and 548 PCa samples). Complete demographic data
of patients and healthy controls can be retrieved from the relative publication and in the Table S1.
The samples were homogeneous for the age (Table S1). We showed that all genes increased significantly
with respect to the single dataset (Figure 3A) (Figure S1).

A
) 6
ek dek
kkd = .
44 hiif il Fkkk I
g Fk Ak & ; ek
dkekk
E - .
3 L] L]
‘e b ; :
§
g
% o] TORE.. ... g8 g . 3n.. S .. R 4R S
.24 v
H : ¢ H
A L] 3 = L . L]
4 ' ! | .
-F” £ = i i o S S i el o i R R
A AT P N ST I A A A a4
< R < & S & @
H: healthy=251 sample PC: Prostate cancer=548 sample
B) C) GSE70770

L
+ PRSS8: p<0.0001;r=0.3246
MCCC2: p=0.0003;r=0.2449
4 PC-SMYD2: p=0.0056;r=0.1712 + SOX4: p=0.0045,r=0.1922
PC-MCCC2: p<0.0001;r=0.3667 a5 . v CCNG2: p<0.0001;r=0.3734
+ PC-CCNG2; p<0.0002;7=0.3530 4 o, 471+ SMYD2: p<0.0001;r=0.3030
> PC-CDIAP: peo.0oo1ir=0.2039 | .t o CD2AP: p<0.0001:r=0.3162
(@ KLK3: p=0.0309;r=0.1479

* PC-PRS58: p<0.0001,1=0.3094 |
= PC-SOX4:ns

Figure 3. Selection of six key genes modulated in PCa. (A) In order to allow the comparison of
microarray datasets independent of the original hybridization intensities, we decided to apply a Z score
transformation. The normalization allowed us to applicate a Z test for the six genes most significantly
up-regulated in PCa and down-regulated by the action of Vitamin D in the LNCaP cell line. We obtained
251 healthy subjects and 548 PCa samples. All genes selected (KLK3, PRSS8, SOX4, SMYD2, MCCC2,
CCNG2 and CD2AP) resulted significantly up-regulated in PCa biopsies compared to prostate biopsies
of healthy subject (p < 0.0001) (B). A significantly positive correlation was observed between all six key
genes selected and KLK3 expression levels. (C) Similar results were obtained when we analyze the
correlation between the six genes’ z-score expression levels and the tumor percent. Data are expressed
as z-score intensity expression levels and presented as vertical scatter dot plots. p values < 0.05 were
considered to be statistically significant **** p < 0.00005).

In order to verify a possible correlation between the selected genes and the PCa tumor progression,
we correlate the z-score intensity expression levels of all six genes highlighted with the genes expression
of kallikrein related peptidase 3 (KLK3). The KLK3 is a serine protease produced by epithelial cells in
the prostate and its protein is also known as PSA (prostate specific antigen). It is largely demonstrated
that the serum levels of PSA increase in the presence of cancer [36]. We showed a significantly positive
correlation between all genes and KLK3 gene expression (Figure 3B). SOX4 was an exception (Table S1).
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Interesting data were obtained when we decided to analyze the correlation between the z-score
expression levels of the six genes and the histological parameter of tumor percent, available in the
datasets. We showed that all genes were significantly positively correlated to the tumor % (p < 0.0001
with r = 0.3246 for PRSSS; p = 0.0003 with r = 0.2449 for MCCC2; p = 0.0045 with r = 0.1922 for SOX4;
p < 0.0001 with r = 0.3734 for CCNG2; p < 0.0001 with r = 0.3030 for SMYD2; p < 0.0001 with r = 0.3162
for CD2AP) (Figure 3C) (Table S1), particularly, we identified that CCNG2 was the most correlated to
the tumor %.

Furthermore, we also hypothesized that the genes involved in the production and inactivation
of Vitamin D could be modulated in PCa patients. The expression levels analysis of the cytochrome
P450 family 27 subfamily B member 1 (CYP27B1), the cytochrome P450 family 24 subfamily A member 1
(CYP24A1), the cathelicidin antimicrobial peptide (CAMP) and the vitamin D receptor (VDR) showed
interesting results (Figure 4).
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Figure 4. The Vitamin D metabolism genes modulated in PCa patients. (A) The expressions of CYP24A1,
CAMP and VDR were significantly down-regulated in PCa patients compared to healthy controls
subjects. Also, the expression levels of VDR and CYP24A1 were correlated negatively with KLK3 in
healthy (B) and in PCa patients (C). Data are expressed as expression levels and presented as vertical
bars. p values < 0.05 were considered to be statistically significant (** p < 0.005; **** p < 0.00005).

All genes, except CYP27B1 (p = ns), were downregulated in PCa patients compared to healthy
controls subjects (CYP24A1 p < 0.0001; CAMP p < 0.0001; VDR p< 0.0001) (Figure 4A). In addition,
we showed that the expression levels of VDR and CYP24A1 were negatively correlated with KLK3 in
healthy (CYP24A1 with r = —0.1513 and p = 0.0164; VDR with r = —0.1616 and p = 0.0103) (Figure 4B)
and in PCa patients (CYP24A1 with r = —0.1975 and p < 0.0001; VDR with r = —0.2651 and p < 0.0001)
(Figure 4C).
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3.2. PCa Related Genes Were Modulated by Vitamin D in LNCaP Cell Line

In the LNCaP cell line, the 1,25D3 played significant modulatory effect on the expression levels of
PRSS8 (p = 0.0006), SOX4 (p = 0.0004), SMYD2 (p = 0.0049), MCCC2 (p = 0.0002), CCNG2 (p = 0.0074)
and CD2AP (p = 0.0048). Indeed, all genes were significantly down-regulated by the 1,25D5 (100 nM
for 24 h) (Figure 5A).

GSE64657 50000+ - GSEB4657
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Figure 5. The Vitamin D-modulated PCa related genes. (A) The expression of PRSS8, SOX4, SMYD?2,
MCCC2, CCNG2 and CD2AP were significantly down-regulated in this LNCaP cell line at 24 h after
exposition to 100 nM of 1,25D3. (B) In addiction, the expression levels of Vitamin D metabolism genes
were significantly modulated in LNCaP cells line under 1,25D3 exposition (no significant modulation
was observed for CYP27B1) (Data are expressed as expression levels and presented as vertical bars.
p values < 0.05 were considered to be statistically significant ** p < 0.005; *** p < 0.0005; **** p < 0.00005).

Noteworthy, we investigated the expression levels of Vitamin D target genes such as CYP27B1,
CYP24A1, VDR and CAMP, and we showed that CYP24A1 (p < 0.0001) and CAMP (p = 0.0015) were
significantly up-regulated in LNCaP cells treated with 1,25D3 for 24 h (no significantly modulation
was observed for CYP27B1, p = 0.8430) (Figure 5B). Conversely, the VDR gene expression levels were
significantly downregulated by 1,25D; treatment (p = 0.0012) (Figure 5B).

3.3. The Vitamin D Regulatory Mechanism on the Six PCa Genes Selected

In order to explain how Vitamin D plays a role in the modulation of the marker genes highlighted
in our study, we analyzed a new dataset (GSE107438) composed of LNCaP cells transfected with control
siRNA (siCT), siRNA for CYP27B1 (siCYP27B1) or siRNA for VDR (siVDR), followed by 100 nM of
25D5 or 1,25D; treatment for a further 24 h. The analysis of genes belonging to the Vitamin D pathway
such as CAMP, VDR, CYP27B1 and CYP24A1 demonstrated that in this LNCaP cell line, the 1,25D5
reduced the expression levels of CYP27B1 and CAMP, and on the contrary, increased the expression
levels of CYP24A1. No variation was observed for VDR expression levels (Figure 6A,B).

These results showed accordance with the analysis previously effectuated (Figure 5, GSE64657).
In addition, the 25D3 LNCaP cell treatment strongly increases CAMP and CYP24A1 expression levels.
The siCYP27B1 and siVDR LNCaP cells treatment have demonstrated that CYP24A1 and CAMP
are regulated principally by 25D3 in LNCaP cells via CYP27B1 and VDR. As regards the PCa genes
highlighted in our analysis, we have demonstrated that all genes were sensitive to the effect of 1,25D3
and 25Dj at the dose of 100 nM for 24 h (were an exception the expression levels of MCC2) (Figure 6C,D).
Furthermore, the siCYP27B1 and siVDR LNCaP cells treatment showed that the downregulation of
KLK3 depends strictly on the CYP27B1 gene transcription. More mildly, the PRSS8 and SMYD2 genes
expression also depends on the transcription of the CYP27B1 gene. Co-silencing of the CYP27B1
and VDR genes was determinant in the transcription of the CCNG2, PRSS8, SMYD2 and SOX4
genes (Figure 6C,D).
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Figure 6. PCa-related genes modulated in the LNCaP cell line under 1,25D3 and 25D; treatment.
(A) In the LNCaP cell line the 1,25D3 reduced the expression levels of CYP27B1 and CAMP, and on
the contrary increased the expression levels of CYP24A1. An exception were VDR expression levels.
(B) The CYP24A1 and CAMP expression levels are regulated by 25D3 in LNCaP cells via CYP27B1
and VDR. (C) All PCa related genes were sensitive to the effect of 1,25D3 and 25D3 (an exception was
MCC2). (D) The siCYP27B1 and siVDR LNCaP cells treatment showed a strong modulation of KLK3
gene transcription.

We showed that all selected genes were modulated by 1,25D3 and its precursor 25D5. In addition,
25D3 downregulates KLK3 and SMYD3 genes expression with CYP27B1 activity. Furthermore,
25D3 modulates the expression levels of CCNG2, CD2AP, PRSS8, SMYD2 and SOX4 via VDR
transcription (Figure 6).

3.4. Immunohistochemistry Analysis of the Six PCa Genes Selected

In order to evaluate the protein expression levels of PRSS8, SOX4, SMYD2, MCCC2, CCNG2 and
CD2AP in heathy subjects and PCa patients, we explored the Human Atlas project portal. Aware that
the number of biopsies available on The Human Protein Atlas database was small (Table 1), taking into
consideration the limits related to this, but in order to verify our hypothesis, we decided to proceed
by analyzing the histological biopsies of healthy and pathological tissue with protein staining of the
six genes that were the object of our study. For all protein detected, we found a potentially increased
staining in prostate adenocarcinoma with High grade compared to healthy prostate tissue biopsies,
except for SMYD2 which did not present changes in intensity between the healthy and pathological
prostate tissue (Figure 7).
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Figure 7. IHC of the six PCa-selected genes. Immunostaining for PRSS8 (A), SOX4 (B), SMYD2 (C),
MCCC2 (D), CCNG2 (E) and CD2AP (F) in Prostate Adenocarcinoma High grade compared to normal
prostate tissue (Control) (see the text for the details). The images downloaded from the Human Atlas
Project (https://www.proteinatlas.org/) have been re-adapted using CorelDraw. The original files web
site links are available as well as the complete analyzes, in Table 1 and Table S1.

Particularly, MCCC2, CD2AP and SOX4 presented an higher intensity staining in adenocarcinoma
with High grade compared to healthy prostate tissue biopsies (Figure 7B,D,F) (Table 1).

The immunostaining details are reported in Table 1 and in Table S1. However, as regards CD2AP
and MCCC2, the protein expression levels seemed quite high in normal epithelium; the higher staining
observed in cancer is probably due to the higher number of epithelial cells in cancer tissue.


https://www.proteinatlas.org/
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Table 1. Inmunostaining details recovered from The Human Atlas Project.

12 of 18

Protein State Antibody Staining Intensity Quantity Localization Cells Biopsies Patient ID
PRSSS Healthy HIPA030436 Low Moderate <25% Cytoplasmic/membranous Glandular cells 3 2472
HGPAC Medium Moderate 75%—25% Cytoplasmic/membranous Tumor cells 4 3563
SOX4 Healthy HPA029901 Low Weak 75%—25% Nuclear Glandular cells 3 2472
HGPAC Medium Moderate >75% Cytoplasmic/membranous/nuclear Tumor cells 7 3570
SMYD2 Healthy HPA029023 Medium Moderate >75% Cytoplasmic/membranous Glandular cells 3 2472
HGPAC Low Weak 75%—25% Cytoplasmic/membranous Tumor cells 1 2825
MCCC2 Healthy HPAO61546 High Strong >75% Cytoplasmic/membranous Glandular cells 3 2472
HGPAC High Strong >75% Cytoplasmic/membranous Tumor cells 12 2816
CCONG2 Healthy HPAO34684 Low Moderate <25% Cytoplasmic/membranous Glandular cells 3 2472
HGPAC Medium Moderate >75% Cytoplasmic/membranous Tumor cells 2 3978
CD2AP Healthy HPA003267 High Strong >75% Cytoplasmic/membranous Glandular cells 3 2053
HGPAC High Strong >75% Cytoplasmic/membranous Tumor cells 15 250

HGPAC: High grade prostatic adenocarcinoma. Healthy: normal prostate tissue biopsies. The % indicates the fraction of stained cells (rare, <25%, 25-75% or >75%).
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4. Discussion

In this paper, we undertook an analysis to identify the key genes involved in PCa. We analyzed
three PCa microarray datasets (GSE70770, GSE62872 and GSE6919), merged all the genes significantly
up-regulated and subsequently, intersected the common genes identified (n = 276) with the
transcriptome of genes down-regulated in the LNCaP cell line treated with Vitamin D, in order
to identify the common key genes involved in PCa and potentially modulated by the action of Vitamin
D. The analysis yielded 43 genes involved in PCa significantly modulated by Vitamin D. These genes
were involved in different molecular processes, among which the most interesting were organogenesis,
morphogenesis and cell migration, all mechanisms involved in the genesis and in the tumor progression.
Noteworthy, our analysis showed that six genes (PRSS8, SOX4, SMYD2, MCCC2, CCNG2 and CD2AP)
were significantly modulated in both PCa biopsies and in the LNCaP cell line treated with Vitamin D.
A literature investigation showed that all these genes were involved in different tumor progressions.
Furthermore, a Z-score transformation of all datasets allowed us to group all the healthy prostate
samples (n = 251) and PCa (n = 548), thus significantly increasing the court of subjects included in
the study. A Spearman’s g correlation analysis showed that five genes out of six (PRSS8, SMYD?2,
MCCC2, CCNG2 and CD2AP), were positively and statistically correlated with the gene expression
levels of KLK3 and with the tumor %. Contrary note, SOX4 expression levels were positively correlated
only with the tumor %, but not with KLK3 gene expression levels. Furthermore, the analysis of the
data deriving from GSE107438, the treatment of LNCaP cell line with siCYP27B1 and siVDR, showed
that a downregulation of KLK3 expression levels depends strictly on the CYP27B1 gene transcription.
More mildly, the PRSS8 and SMYD?2 genes expression also depends on the transcription of the CYP27B1
gene. Co-silencing of the CYP27B1 and VDR genes was determinant in the transcription of the CCNG2,
PRSS8, SMYD2 and SOX4 genes. Our results have been in part confirmed by the immunostaining
obtained by the Human Atlas Project portal. The immunohistochemistry analysis showed that five
genes (PRSS8, SOX4, MCCC2, CCNG2 and CD2AP) out of six appeared more expressed in PCa biopsies
compared to healthy prostate tissue. No difference was observed for SYMD2.

Prostasin (PRSS8) is a serine protease, mainly expressed in normal prostate epithelia, the prostate
gland and in seminal fluid [37]. This protein is implicated in epithelial sodium channel regulation
and essential for terminal epithelial differentiation [38]. Nowadays, the role played by this molecule
in cancer is unclear. It was shown that it may be related to tumor promoter mechanisms [39] as
well as tumor suppression [40—42]. In several studies it has been shown that PRSS8 plays a role as
a tumor suppressor in various malignancies, such as in hepatocellular carcinoma [43]. In 2016 Tamir
et al. showed that abundant amounts of secreted prostasin found in the sera of early stage ovarian
cancer (OVC) can potentially be used as a minimally invasive screening biomarker for early stage
OVC [44]. As regarding the role of PRSS8 and PCa, there is no large bibliography. Noteworthy, in 2003,
Takahashi and colleagues demonstrated that in 54 patients (Japanese), the PRSS8 mRNA expression
levels, measured by northern blot analysis, were not correlated with the clinical stage of human PCa.
Furthermore, almost in all cases of metastatic and hormone-refractory cancers, these demonstrated
a down-regulation of prostasin expression. The authors at the end of their manuscript suggested that
prostasin cannot be regarded as a prognostic indicator for human PCa, although it may be a useful
marker for tumor differentiation [45]. In light of this, our results are totally contrasting with the results
obtained by Takahashi in 2003. It must be kept in mind that the samples analyzed in this study come
from different ethnic groups, and there was also a difference in the number of the subjects recruited
(54 with respect the 548 present in our analysis) and the control samples, healthy, were subjects with
benign prostatic hyperplasia (BPH). This difference could be the basis for the different results obtained
in the study.

In any case, the increase in mRNA levels in prostate tumor biopsies, their positive correlation with
the tumor percentage and the messenger of KLK3 and their modulation by Vitamin D, need further
confirmation from an in vitro experimental point of view.
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As regard SOX4, in our analysis we showed that the expression levels were increased in PCa
patients’ biopsies compared to the healthy prostate subjects. These results are totally in agreement
with the recent bibliography [46,47]. SOX4 is a transcription factor involved in the regulation of
embryonic development. SOX4 is highly expressed in several human cancers of epithelial origin and
is associated with a poor clinical outcome. It has been related with the loss of epithelial features
and the gain of mesenchymal traits, including cell migration and invasion [48]. SOX4 knockdown
repressed the cell proliferation and migration ability. Moreover, inhibition of SOX4 could reverse the
epithelial-mesenchymal transition processes through up-regulation of adhesion molecules such as
E-cadherin and the down-regulation of vimentin [47]. In our analysis we showed that Vitamin D was
able to reduce significantly the expression of SOX4 in the LNCaP cell line. Noteworthy, it has been
shown that the Vitamin D is able to induce E-cadherin expression in breast cancer cells by promoter
demethylation [49]. Taking all of this into consideration, the Vitamin D could be able to reduce
the tumor cell migration and invasion, via SOX4 down-regulation and consequently up-regulation
of E-Cadherin.

SMYD2 (SET and MYND domain-containing protein 2) is a histone lysine methyltransferase
enzyme, belonging to the family that contains five enzymes that share two highly conserved domains
(the catalytic SET domain and the MYND domain) [50]. This enzyme is highly expressed in a variety
of cancers [51,52]. Recently, it has been shown that SMYD?2 inhibits tumor suppressor proteins p53 [53]
and PTEN [54]. However, to date, there has been no report on the clinical and prognostic significance
of SMYD2 in patients with PCa. In our analysis, we showed that mRNA of SYMD? is over-expressed
in PCa and the treatment of the LNCaP cell line with Vitamin D reduces the expression levels, but this
result was not confirmed by the PCa biopsies observation. Consequently, the Vitamin D could increase
PTEN expression via a down-regulation of SYMD2, and inhibit cell proliferation in PCa. In support of
this hypothesis, it has been shown that the Vitamin D plays an inhibitory effect on the hepatocellular
carcinoma cells proliferation through the down-regulation of HDAC2 and up-regulation of PTEN [55].

The expression analysis of MCCC2 in PCa biopsies, showed an over-expression on mRNA and
a positive correlation with KLK3 gene expression levels and tumor %. This enzyme catalyzes the
carboxylation of 3-methylcrotonyl-CoA to form 3-methylglutaconyl-CoA. There is evidence that
mutations of this gene is associated with 3-Methylcrotonylglycinuria, an autosomal recessive disorder
of leucine catabolism [56]. As regards its role in cancer, there exist only two reports that bind it to tumor
development. These two reports identified MCCC2 over-expression linked to LNM PCa tissues [57]
and to low-grade PCa [58]. Our results could be a good start to investigate the role of MCCC2 in cancer.

In our analysis, another interesting molecule identified as potentially a marker of PCa was
CCNG2. This molecule belongs to the cyclin family, and its expression is significantly higher in cell
cycle-arrest [59]. The current literature suggests that CCNG2 plays an important inhibitory role in
cancer initiation and progression [60]. It has been shown that CCNG2 dysregulation is related to cancer
progression and could play an important role in cell transformation and the early stages of cancer
development [60,61]. Seemingly, our findings would seem to contrast with the role played by CCNG2
in cancer. Recently, Canovas et al. demonstrated that primary prostate tumors show a significantly
higher expression of PTOV1, CCNG2 and MYC compared to benign tissue [62]. Furthermore, in this
set of tumors, the expression of CCNG2 significantly correlates with prostate tumor aggressiveness.
The authors concluded their study, hypothesizing that CCNG?2 is as potential markers of metastasis
and bad prognosis when detected in primary prostate tumors. These results are in good agreement
with our finding. Moreover, it has been shown that the Vitamin D plays an anti-proliferative effect in
the LNCaP cell line reducing the cyclin-dependent kinase 2 activity [63].

The CD2AP is a protein closely associated with the cytoskeleton structure. This protein interacts
with the filamentous actin and a variety of cell membrane proteins. Its expression is involved in
kidney diseases, including nephrin and polycystin-2 [64]. Although several studies have indicated that
CD2AP regulates cell shape and movements, little attention has been paid to the cancer [65]. To date,
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there has been no report on CD2AP expression levels in PCa. To our knowledge, this is the first study
which suggests the role of CD2AP in PCa.

5. Conclusions

Investigating the target genes, significantly up-regulated in the present analysis and down-
regulated by the Vitamin D action, may help to discover the molecular mechanisms involved in PCa
progression. The large cohort of our analysis allowed us to improve the diagnostic meaning of our
results. Further IHC analysis on a much broader court than the one analyzed in our study could
further confirm our results. From the outcome of our investigation, it is possible to conclude that the
mechanism involved during the PCa progression could be modulated by Vitamin D. Further research
on the role played by the Vitamin D on PCa key genes is necessary to extend our results and to try
an answer to the several questions which still remain to be addressed.

Supplementary Materials: The following are available online at http://www.mdpi.com/2076-3417/9/22/4923/s1.
Figure S1: The six key genes expression levels in GSE70770, GSE62872 and GSE6919. Table S1: Contains the
complete analyzes used for the realization of this manuscript. Table S2: The GeneMania-report of the 43 key
genes selected.
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