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Abstract: In view of research suggesting a possible beneficial impact of vitamin D on systemic in-
flammatory response, the authors decided to investigate an influence of vitamin D supplementation
on serum levels of certain inflammatory markers in obese patients. The current study included
such biomarkers as interleukin-6 (IL-6), pituitary adenylate cyclase-activating peptide (PACAP),
advanced oxidation protein products (AOPP), C-X3-C Motif Chemokine Ligand 1 (CX3CL1), mono-
cyte chemoattractant protein-1 (MCP-1), and nitric oxide (NO). The measurements were performed
with the ELISA method before and after 3-month-long supplementation of 2000 IU of vitamin D
orally. The results showed that the therapy did not induce any statistically significant changes in
serum levels of MCP-1, IL-6, CX3CL1, and PACAP. The supplementation was related to a significant
increase in measurements of NO and AOPP levels, although the correlation analysis between vitamin
D concentration after its supplementation and the concentration of the molecular parameters did not
show significant relation. In conclusion, our study seems to contradict certain aspects of findings
available in the literature regarding the vitamin D’s impact.
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1. Introduction

Obesity is the most common risk factor for cardiovascular disorders and is directly
connected with morbidity and mortality. Scientists suggest that adipose tissue is not only an
energy deposit but that it has also a secretory function. Adipocytokines such as IL-6, TNF,
and MCP-1 are involved in inflammatory processes and belong to pathophysiological risk
factors of various cardiovascular disorders. Moreover, it has been found that they may
play an important role in cancer development and even dementia. Currently, ongoing
experiments throw a new light on the obesity-linked clinical risk factors [1].

1.1. Obesity and Inflammation

We can divide adipose tissue into three types: white, brown, and pink adipose tis-
sue. During pregnancy, as well as lactation and post-lactation periods, subcutaneous
white adipocytes convert to milk-producing glands formed by lipid-rich elements that
can be defined as pink adipocytes [2]. The brown type, although especially abundant in
newborns and hibernating mammals, remains present and metabolically active in adult
humans. Its primary function is thermoregulation. What is more, it has been proven
to be inversely corelated with BMI in adults [3]. Recent studies suggest two types of
thermogenic adipocytes with distinct developmental and anatomical features: classical
brown adipocytes and beige adipocytes. The latter have recently attracted special interest
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because of their ability to dissipate energy and potential to differentiate themselves from
white adipocytes. Numerous factors affecting the differentiation process have become
attractive therapeutic targets for treatment of obesity and obesity-related diseases (re-
viewed in [4]). White adipose tissue is known to be involved in production and regulation
of various substances involved in the inflammation and immune response. Monocytes,
macrophages, adiponectin, endothelial cells, lymphocytes, and a cross talk between them
play a crucial role in those processes. Adipose tissue can be called a double-edge sword
in the context of our physiology and health state. It produces pro- and anti-inflammatory
molecules [5]. Many clinical studies suggest that overexpression of pro-inflammatory me-
diators in obese patients is the result of adipocyte hypertrophy, which leads to hypoxia and
macrophage infiltrations [6]. Accumulation of non-esterified fatty acids (NEFA) increases
the activity of c-Jun N-terminal kinases, protein kinase R, and Toll-like receptors (TLR) [7].
Those molecules are implicated in interleukin-6 (IL-6) secretion, which leads to hepatocyte-
dependent C-reactive protein (CRP) production. This systemic inflammatory response
determines platelet and white blood cells’ release [8]. The process of chemotaxis, that is,
migration of morphological elements of the blood, is mediated through the expression of
various molecular agents. Among them are CC chemokines, a family of monocyte and
macrophage chemoattractants. The C-C chemokine receptor type 2 (CCR2) was found
to be increased in obesity [9]. Scientists from the University of Central Florida reported
that a novel zinger finger protein called MCPIP (MCP-1-induced protein) proved to have
a potential to induce adipogenesis without PPARYy participation. It has been found that
forced expression of MCPIP induces expression of the C/EBP family of transcription factors
and adipogenesis in PPARy (—/—) mouse embryonic fibroblasts [10]. All the findings may
suggest that higher MCP-1 concentration is the result of adipose tissue excess, possibly due
to macrophage infiltration. It is noteworthy that MCP-1 signaling pathways may develop
obesity by themselves [11]. Fractalkine and its receptors (CX3CL1/ CX3CR1) are known to
be essential mediators in monocyte/macrophage cell migration [12]. Nagashimada et al.
found that CX3CL1-CX3CR1 signaling participates in adipose tissue inflammation and
insulin resistance development in obese mice [13]. As another subfamily of molecular
attractants, the CXC chemokines act mainly on neutrophils and lymphocytes, whereas
the CC chemokines, such as the aforementioned MCP-1/CCL2, act majorly on monocytes
and lymphocytes without affecting neutrophils [14]. Tumor necrosis factor « (TNF«) is
highly expressed in fat tissue [15]. Its concentrations correlate with a degree of obesity. The
stromal vascular cells are mainly responsible for TNF-o secretion in humans. It should be
mentioned that there are two forms of soluble TNF « receptors: type 1 and type 2. Both
types can be found in adipose tissue; however, type 1 shows higher expression in omental
than subcutaneous adipocytes [16]. Pituitary adenylate cyclase-activating polypeptide
(PACAP) is involved in inflammatory process as well as glucose and lipid metabolism [17].
Xiao et al. showed that the Fas apoptosis inhibitory molecule (FAIM) can be a new mediator
for Akt2 pathways. What is more, PACAP may promote FAIM expression in hepatocytes,
leading to a consequent decrease in body mass. Chinese scientists proved that FAIM may
reduce adipogenesis proteins such as sterol regulatory element-binding protein 1 (SREBP1),
sterol regulatory element-binding protein 2 (SREBP2), stearoyl-CoA desaturase (SCD1),
and fatty acid synthase (Fas) [18]. SREBP1c (sterol regulatory element-binding protein 1c)
is a metabolic syndrome-associated transcription factor controlling fatty acid biosynthe-
sis related to glucose/insulin stimulation. Oxidative stress increases lipid accumulation,
which subsequently promotes the generation of reactive oxygen species (ROS). ROS may
stimulate lipid accumulation in HepG2 cells via SREBP1c activation leading to an example
of a vicious circle [19]. Based on the facts, it is possible that advanced oxidation protein
product (AOPP) constitutes an adequate marker for evaluation of such phenomena [20].
Nitric oxide (NO) is considered a free radical of limited bioactivity. Due to its half-life
of 2 ms to 42 s, the potential significance of NO action seems to be dependent on the
availability of other reacting molecules [21]. Apart from the oxidative potential, NO has
multiple biological properties leading to changes in, among others, angiogenesis, platelet



Curr. Issues Mol. Biol. 2021, 43

1608

aggregation, leukocytes interactions, synaptic transmission, and immune system signaling
on various levels [22,23]. Formerly known as endothelial-derived relaxing factor (EDRF),
nitric oxide is one of the most potent regulators of blood flow acting via soluble guanylyl
cyclase (sGC) activation and cyclic guanosine monophosphate (¢cGMP) production-related
vasodilatation [24,25]. Nitric oxide synthase (eNOS) is an enzyme involved in the synthesis
of nitric oxide. There are a few isoforms of eNOS implicated to various extents in different
processes including regulation of blood pressure, regulation on medullar and hypothala-
mus level (eNOS3), penile erection (eNOS1), microvascular circulation (both eNOS1 and
eNOS3), or inflammatory processes (eNOS2) [26-28]. There are findings showing that NO
bioavailability is decreased in obese and diabetic states. The data concern both animal mod-
els of obesity and diabetes [29,30] as well as obese and diabetic human patients [31,32]. The
disruption in balance between its generation and degradation may be caused by changes in
expression of eNOS, impairments in eNOS activity, or some influence of related factors [23].
Long-term elevation in NO levels results in mitochondrial biogenesis [33,34], directing cell
programming towards higher metabolic capacity.

1.2. Vitamin D: Structure and Function

The popularity of vitamin D increased significantly in the last decade. Supplementa-
tion of vitamin D is constantly tested, with more and more reports of its beneficial effect not
only in the calcium-phosphate turnover, but also on skeletal, immune, and cardiovascular
systems. The term “vitamin D” describes two compounds: ergocalciferol (Vitamin D2
found in plants) and cholecalciferol (vitamin D3 found in animals) [35]. The last form
is synthesized in the skin with the participation of UV-B radiation. Activity of vitamin
D2 and vitamin D3 is comparable. Vitamin D and its metabolites are soluble in fats [36].
Metabolism of vitamin D starts in the liver with the hydroxylation at C25. This reaction
results in the first metabolite: 25(OH)D3, calcifediol. The half-life of 25(OH)D3 is approx-
imately 21 days. It does not fluctuate rapidly; therefore, calcifediol is the best marker of
vitamin D supply independently of the source (skin synthesis or diet) [37]. Kidneys play
a crucial role in vitamin D metabolism. At this spot, hydroxylation at C1 takes place and
1,25(0OH)2D3 is formed. This most active type of vitamin D has a short half-life of 1 to
7 h [38]. Calcitriol is structurally related to steroids and it shows hormone-like effects. It
affects targeted cells via vitamin D receptors (VDR) in the nucleus. Those receptors are
located in many organs such as the heart, brain, blood vessels, adrenal gland, pancreas,
small and large intestines, and others [39]. Calcitriol may regulate transcription of over a
few hundred genes; thus, the presence of VDR is connected with the wide spectrum of its
action on numerous cell types. The first factor that determines the mechanism of action
of vitamin D is the binding potential to VDBP (Vitamin D-binding protein). Within the
all-natural form of vitamin D found in serum, calcifediol shows the highest affinity [40].
Overexpression of VDBP in our physiological compartments helps in many pathological
states, i.e., liver injury or nephrotic syndrome. Moreover, megalin is the receptor found
in proximal tubule, which reabsorbs both VDBP and RBP (retinol-binding protein). It has
been reported that megalin can bind the skip protein, the crucial activator of VDR. Intra-
cellular VDBP controls the transfer of 25(OH)D3 to mitochondria (IDBP3) and calcitriol
binding to the VDR (IDBP1). After binding to a ligand, VDR is able to create a complex
with retinoid X receptor: VDR/RXR [41]. The whole complex is then linked to vitamin
D responsive elements (VDRE), that is, DNA sequences found in the promoter region of
vitamin D-regulated genes [42].

1.3. Vitamin D and Inflammation

It has been reported that vitamin D may play a crucial role in the inflammatory process.
The molecular basis to that statement is the presence of VDRs in macrophages, neutrophils,
activated lymphocytes B and T, and dendritic cells [43]. Macrophages’ stimulation of
Toll-like receptors results in upregulation of VDR and CYP27B1 (the gene that encodes
the 25-hydroxy vitamin D-1o-hydroxylase) [44]. Overexpressed CYP27B1 leads to accu-
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mulation of 1,25(0OH2) D3 and subsequent target gene transcription via VDRE. What is
more, Toll-like receptor pathways can be regulated by suppression of cytokine signaling 1
protein (SOCS1) [45]. Numerous studies suggest that vitamin D inhibits IL-6 and TNF-«
production via the histone H4-dependent manner in human monocytes [46]. Other trials
showed that vitamin D may decrease MCP-1 and IL-6 release due to reduced activation
of NF-«B in macrophages. The 1,25(OH)2D3 affects differentiation of human dendritic
cells (DCs), probably linked to the limitation of their surface expression for CD40 and
CD80 [47]. Scientists from the University of Birmingham found that vitamin D inhibits
production of proinflammatory mediators such as IFN-y, IL-17, and IL-21 and promoted
the development of T-reg cells. The last ones may also stimulate vitamin D metabolism
via the aforementioned upregulations of CYP27B1 [48]. Endothelial nitric oxide synthase
(eNOS) expression was reduced in mice lacking the VDR gene. Additionally, increased
endothelin-1 (ET-1) expression and sensitivity to the angiotensin II hypertensinogenic
properties were observed in the same study [49]. Tare et al. noticed that mesenteric arteries
of rats with vitamin D deficiency were characterized by a 2-fold decrease in the ability to
relax. The mechanism of impairment has been related to NO and endothelial hyperpolariz-
ing factor (EDHF) signaling [50]. It is possible that the abovementioned effects could be
reversed by vitamin D supplementation [49]. Studies of Andrukhova et al. showed that
cholecalciferol is a direct transcriptional regulator of eNOS [51].

In view of the above, we decided to investigate the influence of vitamin D supplemen-
tation on serum levels of certain inflammatory markers in obese patients. A summary of
the proposed mechanism underlying a potential influence of vitamin D on inflammatory
markers levels is presented in Figure 1.
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Figure 1. Potential mechanisms of vitamin D’s impact on inflammatory markers. Abbreviations: TNF-«, tumor necrosis
factor «; TNFR1/2, TNF receptor-1/ TNF receptor-2; IkB-, the IkB kinase’; NF«B, nuclear factor kappa-light-chain-enhancer
of activated B cells; SREBP1c, Sterol regulatory element-binding transcription factor 1c; 1,25(0OH)2D3, calcitriol/1,25-
dihydroxycholecalciferol; 25(OH)D3, Calcifediol/ calcidiol; CYP27B1, cytochrome P450 family 27 subfamily B member 1;
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VDR, Vitamin D Receptor; VDRE, Vitamin D response element, RXR, retinoid X receptor; MCP-1, monocyte chemoattractant
protein-1; CXCL1, chemokine (C-X-C motif) ligand 1; Thl, type 1 T helper cells; Th2, type 2 T helper cells; IL-10-,
Interleukin 10; IL-6, Interleukin 6, IL-6R, Interleukin 6 receptor; PACAP, Pituitary adenylate cyclase-activating peptide;
PAC1, activated GPIIb/IIla complex; AOPP, Advanced oxidation protein products; Jak- Janus-activated kinases; PI3K/Akt,
The phosphatidylinositol 3-kinase (PI3K)/protein kinase B (AKT) signaling pathway; mTORC1, mammalian target of

rapamycin complex 1; eNOS, Endothelial Nitric Oxide Synthase; NO, nitric oxide; FAIM, Fas apoptotic inhibitory molecule 1.

2. Materials and Methods

The study group included 33 obese patients, 16 women and 17 men. Participants
signed Written, Informed Consent Form at the beginning of the study. Those patients
were assigned to a control group (Time point 0, before supplementation of vitamin D) or
intervention group (Time point 1, after 3 months of vitamin D supplementation). Inclusion
criteria were set according to anthropometric measurements such as body weight, BMI,
and age between 23-71 years old. Moreover, all participants did not supplement vitamin
D before the start of the experiment and showed vitamin D deficiency. The study design
was approved by the ethics committee of Collegium Medicum in Bydgoszcz, Nicolaus
Copernicus University, in Torun (approval number KB48/2019). The study was conducted
according to the criteria set by the declaration of Helsinki and each subject signed an
informed consent before participating in the study.

2.1. Incusion and Exclusion Citeria

Inclusion criteria for the study were age of over 18 years old and obesity (by BMI or %
body fat). Criteria excluding participation in the study were nicotinism, use of estrogen
or estrogen—progestogen-based hormone therapy, myocardial infarction or stroke within
the last year, neoplastic diseases, dialysis, liver diseases, osteoporosis, pregnant women,
possible vitamin D malabsorption (cystic fibrosis, Crohn disease), allergy to the ingredients
contained in a cholecalciferol preparation tablet intended for patients, or refusal to collect
blood for testing.

2.2. Measurements

Anthropometric characteristics were provided on an In-body device in the Department
of Pharmacology and Therapeutics, Medicine Faculty, Collegium Medicum in Bydgoszcz.
Vitamin D was administrated at a dose of 2000 IU. The concentration of vitamin D at all
stages of the experiment was measured on a Beckman Coulter DXI 800 by the chemilu-
minescence method (mini Vidas Blue 25 H Vitamin D total quantitative kit). Biomarkers
were determined with the ELISA method on a BioTek EPOCH Instrument using Elisa
Kits by SunRed for such factors as PACAP (catalog number: 201-12-1308), AOPP (catalog
number: 201-12-1267), CX3CL1 (catalog number: 201-12-2102), MCP-1 (catalog number:
201-12-0125), NO (catalog number: 201-12-1511), and Elisa Kits by DRG (catalog number
EIA-4640) for IL-6. Body mass composition was determined with an InBody Composition
270 analyzer (four-limb leads’ electrodes). Distribution of abnormal body mass stages was
determined according to WHO recommendations (Table 1).

2.3. Statistical Analysis

Quantitative results were presented as mean values with standard error of the mean
(£SEM) and additional minimum and maximum values. The compliance of the results’ dis-
tribution with the normal distribution was checked using the Shapiro-Wilk test separately
for the results obtained before (Time point 0) and after the 3-month vitamin D supplemen-
tation (Time point 1). The comparison of the results having a normal distribution for the
dependent variables was provided using the Student’s t test for the dependent variables
and, when the variables were not normally distributed, using the Wilcoxon test. The third
type of test was a multivariate regression analysis. The dependent variables (dependent,
Y) were the parameter of vitamin D concentration before supplementation and after the
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3-month supplementation. The explanatory variables (independent, x) were the parameters
of anthropometric features and the analyzed molecular markers. Multivariate regression
analyses were performed using the method of progressive stepwise introduction to the
model with the adopted testing level at the level of F > 1.0. The redundancy/ collinearity of
the variables in the model was assessed using the wedge-shaped methods (cross-correlation
table for all parameters used) and, finally, the model used a preventive algorithm in the
form of ridge regression. Statistically significant differences between the groups were
considered as a p value < 0.05. Correlated variables were considered when R value was
> 0.3 with simultaneous p value < 0.05 for the statistical test. The interpretation of the
correlation index is included in Table 1. In multiple regression models, where there was a
final model fit index r, the results of the interpretation are also presented in Table 2. All
calculations were provided via GraphPad Prism 8.0.

Table 1. Obesity classification.

BMI (kg/m?) WHO Classification
<185 Underweight
18.5-24.9 Normal weight

25.0-29.9 Overweight

30.0-34.9 Obesity I grade

35.0-39.9 Obesity II grade
>40 Obesity III grade

According to WHO recommendations, 13 patients were classified as obesity grade I, 12 patients as obesity grade
II, seven patients as obesity grade III, and one patient as overweight.

Table 2. Power of correlation.

lation F . L. .
Correlation Factor Statistical Power of Correlation

R
0.0-0.3 None
0.3-0.4 Weak
0.4-0.7 Moderate
0.7-0.9 Strong
0.9-1.0 Very strong

3. Results

The baseline characteristics include age, gender, weight, height, BMI, adipose tissue
mass, skeletal muscles mass, and visceral fat levels. Body weight and BMI values did not
differ significantly before and after the therapy (Table 3).

Table 3. Body weight and BMI values before and after therapy (Wilcoxon’s test).

Parameter Time Point N x SD Min Max p-Value
Time point 0 (before) 33 110.50 23.91 759 194.5
Body mass 0.089
Time point 1 (after) 33 110.24 25.45 75.7 195.2
Time point 0 (before) 33 36.92 6.00 26.6 55.0
BMI ) ; 0.153
Time point 1 (after) 33 36.82 6.48 27.0 55.2

According to the World Health Organization interpretation of the BMI values, all
subjects were obese to varying degrees. At the same time, this observation was also true
for the interpretation of the BMI values after the therapy. After the end of the 3 months of
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vitamin D supplementation, the value of this index did not change significantly. Among the
individuals, both before and after vitamin D supplementation, the majority were patients
with first-degree obesity (before: 39.39%; after: 36.36%) and second-degree obesity (before:
36.36%; after: 39.39%). After the therapy, the percentage of people with first-degree obesity
(39.39% vs. 36.36%, before vs. after) and third-degree (21.21% vs. 18.18%, before vs. after)
slightly decreased. With second-degree obesity (36.36% vs. 39.39%, before vs. after) and
overweight (3.03% vs. 6.06%, before vs. after) it slightly increased. The anthropometric
features assessed before and after vitamin D supplementation also included skeletal muscle
mass, adipose tissue mass, % of adipose tissue, and the level of visceral fat (Table 4).

Table 4. Descriptive and statistical analyses of the comparison of skeletal muscle mass, adipose tissue mass, % of adipose

tissue, and the level of visceral fat before and after the 3-month vitamin D supplementation (Wilcoxon’s test).

Parameter Time Point N x SD Min Max p-Value

Time point 0 (before) 33 37.18 8.34 24.6 65.5

Skeletal muscles mass (kg) 0.437
Time point 1 (after) 33 36.88 9.20 243 66.8
Time point 0 (before) 33 45.19 13.31 30.0 81.3

Adipose tissue mass (kg) 0.964
Time point 1 (after) 33 45.87 13.80 304 82.7
. . Time point 0 (before) 33 40.81 5.98 29.7 53.2

% Adipose tissue 0.297
Time point 1 (after) 33 41.42 6.53 28.4 529
Time point 0 (before) 33 17.52 2.68 11.0 20.0

Visceral fat levels - - 0.583
Time point 1 (after) 33 17.45 2.87 11.0 20.0

Results for any of the four characteristics listed (skeletal muscle mass, adipose tissue
mass, % of adipose tissue, and visceral fat levels) did not show significant differences
between the time points 0 and 1. The concentration of vitamin D 25-(OH) in all subjects
before the therapy equaled, accordingly, an average level of 18.22 £ 1.103 ng/mL, and after
the therapy it increased to the level of 29.89 & 1.160 ng/mL. The Wilcoxon pair test was
statistically significant (p < 0.001).

In Tables 5 and 6, divided results for women and men are presented. In Table 7 we
have shown Vitamin D concentration before and after the 3-month supplementation.

Table 5. Body mass composition and its changes during the therapy in women.

Skeleton

Women Body Mass BMI Muscles Mass Fat Tissue % Fat Visceral
(n =16) (kg) (kg/m?) (kg) Mass (kg) Tissue Fat Tissue
Minimum 75.90 26.60 24.60 30.00 35.40 11.00
Maximum 147.8 51.10 40.40 78.60 53.20 20.00
Before
Therapy Mean 101.0 35.92 31.73 45.23 44.48 16.81
Std. Deviation 19.07 6.103 5.241 13.56 5.795 3.124
Std. Error of Mean 4.768 1.526 1.310 3.389 1.449 0.7811
Minimum 75.70 27 24.30 30.70 35.70 11
Maximum 150.4 52 40.10 79.60 52.90 20
After
Therapy Mean 100.1 35.60 31.06 45.92 45.26 17.06
Std. Deviation 19.34 6.326 5.183 13.45 5.353 3.08

Std. Error of Mean 4.836 1.582 1.296 3.361 1.338 0.77
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Table 6. Body mass composition and its changes during the therapy in men.

Men (1 = 17) Body Mass BMI M:sl(cflztﬁass Fat Tissue % Fat Visceral
= (kg) (kg/m?) (kg) Mass (kg) Tissue Fat Tissue
Minimum 101.7 31.10 34.40 31.6 29.70 14
Maximum 194.5 55 65.50 81.3 44.70 20
Before
Therapy Mean 119.4 37.85 42.32 45.15 37.36 18.18
Std. Deviation 25.06 5.923 7.458 13.48 3.748 2.069
Std. Error of Mean 6.077 1.437 1.809 3.27 0.909 0.501
Minimum 97.60 30.40 29.90 30.4 28.40 12
Maximum 195.2 55.20 66.80 82.70 47 20
After
Therapy Mean 119.8 37.98 42.35 45.82 37.81 17.82
Std. Deviation 27.30 6.595 8.849 14.54 5.45 2.698
Std. Error of Mean 6.621 1.6 2.146 3.526 1.322 0.654

Table 7. Descriptive and statistical analyses of the Vitamin D concentration before and after the 3-month supplementation.

Parameter Time Point N x SEM Min Max p-Value
Vitamin D 25-(OH) Time point 0 (before) 33 18.22 1.106 81 28.4
<0.001
(ng/mL) Time point 1 (after) 33 29.89 1.160 19.1 52.1

In the next step of our experiment, molecular parameters involved in the inflammatory
process were determined. Our measurements included interleukin-6 (IL-6), Pituitary adeny-
late cyclase-activating peptide (PACAP), Advanced oxidation protein products (AOPP),
C-X3-C Motif Chemokine Ligand 1 (CX3CL1), Monocyte Chemoattractant Protein-1 (MCP-
1), and nitric oxide (NO). All parameters were compared between two time points (Time
point 0 vs. time point 1). MCP-1, IL-6, CX3CL1, and PACAP did not show significant
differences before and after vitamin D therapy. Results have been presented in Table 8.

Table 8. Molecular markers of inflammation: descriptive and statistical analyses (Wilcoxon’s test).

Parameter Time Point N x SEM Min Max p-Value
Time point 0 (before) 33 230.35 47.83 10.0 670.0
MCP1 (ng/mL) - - 0.157
Time point 1 (after) 33 246.41 47.80 10.0 669.0
Time point 0 (before) 33 29.67 18.68 2.3 625.9
IL-6 (pg/mL) - - 0.198
Time point 1 (after) 33 36.39 2492 24 832.7
CX3CL1 Time point 0 (before) 33 10.22 0.64 4.0 15.9
. 0.056
fraktalin (ng/mL) Time point 1 (after) 33 10.80 0.61 34 15.1
Time point 0 (before) 33 55.07 12.21 25 167.5
AOPP (nmol/mL) 0.047
Time point 1 (after) 33 58.94 12.10 25 167.2
Time point 0 (before) 33 39.19 10.96 5.0 39.19
NO (umoL/L) - - 0.021
Time point 1 (after) 33 7002 13.80 242 70.02
Time point 0 (before) 33 2.30 0.47 0.1 6.5
PACAP (ng/mL) 0.218
Time point 1 (afteR) 33 2.25 0.48 0.1 6.7

The AOPP concentration in the subjects before the therapy reached the average level
of 55.07 + 12.21 nmoL/mL, and after the therapy it increased to the level of 58.94 +
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12.10 nmoL/mL. The difference between the mean concentrations of AOPP before and
after treatment (3.87), as shown by the Wilcoxon pair test, was statistically significant
(p =0.047). The concentration of NO in all subjects before the therapy reached the av-
erage level of 39.19 £ 10.96 umoL/L, and after the therapy it increased to the level of
70.02 £ 13.80 umoL /L. The difference between the mean concentrations of NO before
and after treatment (30.83) pmoL /L), as shown by the Wilcoxon pair test, was statistically
significant (p = 0.021).

The Spearman r correlation analysis between vitamin D concentration before its
supplementation and the concentration of molecular parameters (MCP1, IL-6, NO, CX3CLl1,
AOPP, and PACAP) before Vitamin D therapy did not show any significant relations
between the studied values (Table 9).

Table 9. Correlation analysis between vitamin D supplementation and pre-therapy concentrations of biomarkers.

95% Confidence

Variables N R Interval p-Value
Vitamin D (Before) vs. MCP1 (Before) (ng/mL) 33 0.21 —0.15to0 0.52 0.23
Vitamin D (Before) vs. IL-6 (Before) (pg/mL) 33 0.01 —0.34t0 0.36 0.93
Vitamin D (Before) vs. NO (Before) (umoL /L) 33 0.13 —0.23t0 0.46 0.44
Vitamin D (Before) vs. CX3CL1 (Before) (ng/mL) 33 —0.03 —0.38 t0 0.31 0.83
Vitamin D (Before) vs. AOPP (Before) (nmol/mL) 33 0.235 —0.12to0 0.54 0.18
Vitamin D (Before) vs. PACAP (Before) (ng/mL) 33 0.151 —0.21 to 0.47 0.40

The Spearman r correlation analysis between vitamin D concentration after its sup-
plementation and the concentration of molecular parameters (MCP1, IL-6, NO, CX3CL1,
AOPP, and PACAP) after the 3-month Vitamin D therapy did not show any significant
relations between the studied values (Table 10).

Table 10. Correlation analysis between vitamin D supplementation and post-therapy concentrations of biomarkers.

95% Confidence

Variables N R Interval p-Value
Vitamin D (After) vs. MCP1 After (ng/mL) 33 0.052 —0.16 to 0.52 0.25
Vitamin D (After) vs. IL-6 After (pg/mL) 33 0.104 —0.40 t0 0.30 0.75
Vitamin D (After) vs. NO After (umoL/L) 33 —0.183 —0.02to 0.61 0.06
Vitamin D (After) vs. CX3CL1 After (ng/mL) 33 —0.148 —0.08 to 0.57 0.12
Vitamin D (After) vs. AOPP After (nmol/mL) 33 0.156 —0.11 to 0.55 0.16
Vitamin D (After) vs. PACAP After (ng/mL) 33 —0.106 —0.15t0 0.52 0.23

4. Discussion

Nitric oxide’s modulatory influence on vascular and immune function is beyond dis-
cussion. Vast experimental evidence presents NO as a potentially protective agent as well as
an unbeneficial one, related to oxidative injuries [52,53]. The nature of vitamin D’s impact
on NO signaling remains controversial. Calcitriol is known to inhibit LPS-induced immune
activation in human endothelial cells [54]. Activation of 1x-hydroxylase in macrophages
elevates the level of calcitriol, which inhibits the iNOS expression and reduces NO pro-
duction within LPS-stimulated macrophages [55]. In that case, calcitriol production by
macrophages may constitute a protective mechanism against the oxidative injuries that are
caused by the so-called NO burst. The same effect on iNOS has been observed in rat CNS
during an experimental model of allergic encephalomyelitis [56]. Conversely, according
to Andrukhova et. al., vitamin D has a potential to improve endothelial function and
health by an increase in signaling for the transcription of endothelial nitric oxide synthase
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(eNOS) [50]. Studies in mice have proven that subjects deprived of the eNOS and/or nNOS
gene exhibit metabolic syndrome, leading to possible vascular consequences [57,58].

In the current investigation, NO concentrations in the studied patients reached an
average level of 39.19 & 10.96 umoL /L prior to vitamin D supplementation. Subsequent
therapy increased its levels to 70.02 £ 13.80 umoL/L in a statistically significant manner
(p = 0.021). Previous studies have shown that vitamin D may upregulate eNOS expres-
sion and increase NO bioavailability. Vitamin D administration in the study of Abeer M.
Mahmoud et al. improved flow-induced and acetylcholine-induced dilation of arterioles
isolated from adipose and subcutaneous tissues of bariatric patients. The effects have been
connected with increased NO production in the resistance arterioles. Achieved improve-
ment in vessels’ reactivity was diminished by eNOS inhibition via NO synthase inhibitor-
N(w)-nitro-L-arginine methyl ester (L-NAME). Interestingly, researchers noted that vita-
mins D actions were more significant before the bariatric surgery and consequent weight
loss [59]. The extent of the therapeutical response to the vitamin D treatment may be related
to skin pigmentation. Due to UV ray-absorbing properties, melanin and its relatively higher
concentrations can contribute to impaired vitamin D production in adults with darker
pigmentation, placing such populations at risk for vitamin D deficiency [60-62]. Reduced
cutaneous microvascular vasodilation in response to local heating and reduced nitric oxide
(NO) contribution to that response have been observed in college-aged African Americans
(AA) compared to European American (EA) adults [63-65]. It is possible that modulation of
NO-mediated signaling can be utilized to limit the discrepancies. Wolf, S. T. et al. reported
a mitigation of such differences after 4 weeks of 2000 IU/day oral vitamin D supplemen-
tation. They achieved significant improvement in serum 25(OH)D concentrations of AA
(from 17.93 £ 5.24 to 26.07 £ 3.73 ng/mL, p = 0.04; g = 1.66) but not of EA (p = 0.16). Vita-
min D supplementation increased the NO contribution to the local heating-induced vessel
dilation in AA (from pre- to post-supplementation (29.83 & 13.70 vs. 46.79 + 21.93% max,
p =0.01; g = 0.89)), abolishing the difference between groups (p = 0.47). Its assessment was
possible thanks to L-NAME administration and subsequent NO-dependent vasodilation
(%NO) quantification [66]. The report of Harris et al. seems to be consistent in terms of
vascular effect. Sixteen-week-long supplementation of 60,000 IU monthly oral vitamin
D3 (~2000 IU/day) proved to be effective at improving vascular endothelial function
in AA adults [67]. Although the observed increase in NO concentrations appears to be
statistically significant in the present study, the Spearman r correlation analysis did not
show any significant relations between the values of NO and vitamin D concentration after
its supplementation. A similar neutral effect on nitric oxide has been observed in PCOS
women. The condition makes the suffering prone to multiple metabolic disorders [68-70].
A meta-analysis of Akbari et al. concluded that vitamin D supplementation resulted in a
significant decrease in hs-CRP, but did not affect NO levels [71].

The second parameter in which significant increase might be observe is AOPP. The
difference between the mean concentrations of AOPP before and after treatment (3.87), as
shown by the Wilcoxon pair test, was statistically relevant (p = 0.047). Characterized for
the first time by Witko-Sarsat et al. [72], advanced oxidation protein products (AOPPs) are
considered adequate markers of oxidative stress and related tissue injury. Increased AOPP
levels have been reported in both obesity and diabetes [73,74]. Kogak et al. demonstrated
that serum AOPP levels were significantly elevated in obese and diabetic women compared
to healthy control. In all cases, AOPP levels have been positively correlated with blood
glucose concentration and age [75]. A simultaneous relative increase in IL-6 levels could
be observed, which supports previous findings associating women'’s obesity and IL-6
elevation [76,77]. In the study of Oliveira et al. assessing AOPP, they showed a relation
between oxidative and nitrosative stresses and vitamin D deficiency in multiple sclerosis
patients. Researchers observed decreased levels of AOOP in patients with 25(OH)D
concentrations lower than 20 ng/mL than in those with >20 ng/mL (133.83 + 58.95
vs. 164.99 £ 91.40, p = 0.046). However, after further analysis, it remained statistically
irrelevant [78]. Gradinaru et al. found significantly negative associations between vitamin
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D status and the susceptibility of LDL to oxidation, the AOPPs, and certain cardiovascular
risk biochemical markers like AGEs and nitric oxide metabolic pathway products (NOx) in
the elderly, mostly obese patients with IFG and/or T2DM [79]. After correlation analysis in
our own study, there was no relation between vitamin D supplementation and post-therapy
concentrations of AOPP.

For the first time, a report on a potentially advantageous impact of a sufficient vitamin
D level on inflammatory status in humans was presented by Jablonski et al. [80]. They
found that vascular endothelial cell expression of the p65 subunit of NF«kB, being a major
pro-inflammatory nuclear transcription factor, and IL-6, a pro-inflammatory cytokine and
downstream target of NF«B, was higher in 25(OH)D deficient patients when compared to
middle-aged/older adults who were sufficient in that manner. In the study of our own,
measurements of MCP-1, IL-6, PACAP, and CX3CL1 concentrations did not show signifi-
cant differences before and after vitamin D therapy. Ni et. al., in their research conducted
on diabetic rats, demonstrated that vitamin D treatment decreases significantly hepatic
expression of pro-inflammatory mediators such as NF-«B and MCP-1 [49]. Wamberg et al.,
in a series of studies, reported that incubation with 1,25(OH)2D decreased the expression
of MCP-1, IL-6, and IL-8 and reduced IL-8 protein secretion in human adipose tissue
(AT) fragments [81]. In the follow-up evaluation, supplementation with a daily dose of
7000 IU of vit. D for 26 weeks did not affect the expression of the inflammatory markers
in AT or the concentration of circulating inflammatory markers [82]. Similar discrepan-
cies have been observed in numerous studies. On one hand, treatment for 3 years with
700 IU vitamin D plus 500 mg of calcium daily showed no effect of on circulating levels
of IL-6 or CRP in healthy adults [83]. Similarly, in the research of Jorde et al. in obese
human patients, a 1-year-long treatment with a weekly dose of 40,000 IU of cholecalcif-
erol had no effect on hsCRP, MCP-1, or several other markers of systemic inflammation
such as IL-2, IL-4, IL-5, IL-10, IL-12IL-13, IL-17, intercellular adhesion molecule-1, and
interferon-gamma [84]. Furthermore, Calton et al. found a lack of benefit with vitamin D
supplementation on inflammatory cytokines such as CRP and IL-6 [85]. On the other hand,
vitamin D supplementation with 3332 IU daily for 1 year during a weight loss trial of obese
subjects enhanced the decrease in TNF« but not CRP or IL-6, compared to placebo [86].
The strongest conclusions regarding the issue can be drawn on the basis of Jamka et al.’s
metanalysis, including data from 13 randomized, controlled trials and 1955 overweight
and obese subjects [87]. The vitamin D supplementation did not have an influence on CRP
(std. mean differences —0.11; 95% CI —0.27-0.04; p = 0.15), TNF-« (std. mean differences
—0.13; 95% CI —0.38-0.12; p = 0.31), and IL-6 concentrations (std. mean differences 0.1;
95% CI —0.43-0.63; p = 0.71). In the metanalysis, IL-6 concentrations were evaluated in
eight studies. At baseline, in vitamin D groups, the average plasma concentrations of
IL-6 varied between 1.00 and 8.90 pg/mL. There was no statistical significance of vitamin
D supplementation on plasma concentrations of IL-6 (std. mean differences 0.1; 95% CI
—0.43-0.63; p = 0.71). The authors brought to attention that reported results might have
been affected by differences in ethnicity, advanced age, and sex age [87,88].

Fractalkine is expressed in adipocytes and has been shown to promote monocyte
adhesion in adipose tissue from obese patients [89]. It takes part in the regulation of
pancreatic islet 3 cell function and insulin secretion [90]. There is vast evidence that
fractalkine/CX3CLl1 is actively involved in many states related to inflammation such as
atherosclerosis, HIV infection, or cancer [14]. Recent studies prove that serum fractalkine
levels may constitute a potent diagnostic marker of childhood onset of SLE, independently
of stage of lupus-related nephritis [91]. In the studies of Shinzari et al., subgroups of
obese patients presented impaired reactivity to nitric oxide-dependent vasodilator stimuli
and enhanced ETA-dependent vasoconstrictor tone when increased circulating fractalkine
levels were observed. The authors noted that vascular function impairment may be
directly linked to increased plasma concentrations of atherogenic substances including
fractalkine [92,93]. Thus, increased LDL-cholesterol or reduced HDL-cholesterol have been
reported to elevate fractalkine’s levels. They proposed the presence of lipid abnormalities
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as a potential key factor in the underlying mechanism of its influence [94-96]. In the study
of Yegorov et al., 21 cytokines were measured in serum at baseline and after 6 months of
vitamin D supplementation in deficient children. Vitamin D deficiency was linked to the
reduction of such chemokines as MIP-1« (CCL3) and IL-8 (CXCLS). This relation was not
observed with fractalkine. The median blood 25(OH)D concentration at baseline was 13.7
nmol/L (IQR = 10.0-21.7). Supplementation tripled blood 25(OH)D levels (p < 0.001) [97].
Another similar trial, conducted by Davaasambuu et al., also in children, showed no
statistically significant elevation of various cytokines (IL-1b, 2, 4, 5, 6, 7, 8, 10, 12p70, 13,
17a, 21, 23, GM-CSF, IFN-y, TNF-«, ITAC, Fractalkine, MIP1a, MIP1b, MIP3a) except the
levels of granulocyte-macrophage colony-stimulating factor (GM-CSF) following vitamin
D oral supplementation [98].

Unfortunately, data available in literature regarding vitamin’s D influence on PACAP
are limited. Nevertheless, PACAP relation with inflammatory processes and obesity-related
metabolic changes has been previously described [99,100]. It is expressed both in the
peripheral and central nervous systems. The cells of the mediobasal hypothalamus (MBH)
contain PACAP in the ventromedial hypothalamic nucleus (VMN), which serves a key
role in modulating sympathetic nervous system activation to regulate glucose metabolism,
energy expenditure, thermogenesis, and satiety [99]. The study of Green et al. showed
that 14 days of treatment with the PACAP receptor antagonist had an unbeneficial effect
on glucose tolerance and insulin sensitivity in obese diabetic ob/ob mice [101]. Although
details of PACAP’s influence remain unclear, it has been proven that PACAP mediates
sympathetic effects of leptin in a tissue-specific manner. The data brought by Tanida et al.
suggest that PACAP signaling is connected to leptin’s control of feeding patterns and
lipocatabolic sympathetic outflow. What is interesting is that the renal sympathetic traffic
appears to be spared and not affected [102].

Despite many reports regarding the abovementioned markers and therapies, the pri-
mary outcomes remain the most important issues for clinical practitioners. There are many
findings implying the efficacy of vitamin D supplementation in diseases and processes
related to inflammation (reviewed in [103]). Levels of vitamin D higher than 50 mmol/L
were connected with reduced risk of prostate and colorectal cancer by 30-50% [104,105].
Martineau et al., in their metanalysis, presented evidence on a possible protective effect of
vitamin D against acute renal injury [106]. Some recent studies have presented data about
differences in vitamin D dosages and their influence on the course of COVID-19 and the risk
of developing severe acute respiratory syndrome coronavirus-2 (SARS-CoV-2) [107,108].
Vitamin D deficiency may be related to other inflammatory-based diseases such as allergies.
Negative correlation between low concentrations of 25(OH)D and IgE in the serum of
studied children have been observed [109]. What is more, antenatal supplementation of
vitamin D preparation has been shown to decrease a risk of food allergies in infants with
GT/TT genotype [110].

Our study has some potential limitations, within which our findings should be inter-
preted carefully. First, as in much quantitative research, was a relatively modest sample
size and lack of probability sampling due to a strong regional focus of the studied pop-
ulation. Second, body mass composition was determined with the use of an impedance
body composition analyzer rather than utilizing techniques based on magnetic resonance,
computer tomography, or even near infrared spectroscopy. Although certain inclusion
and exclusion criteria were applied, there were factors with the potential impact, such as
medications other that hormonal treatment, that did not affect the qualification process.
All the above remarks need to be taken into consideration in the follow-up studies in this
field, which, hopefully, will be free from restrictions resulting from the pandemic period
and related limitations in the collection of data.

5. Conclusions

The data presented in this paper throw some light on relations of vitamins D and
certain indirect systemic responses related to inflammation. Three months of vitamin
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D therapy did not induce any statistically significant changes in serum levels of MCP-1,
IL-6, CX3CL1, and PACAP. The supplementation was related to a significant increase
in measurements of NO and AOPP levels. The correlation analysis between vitamin D
concentration after its supplementation and the concentration of molecular parameters
did not show any significant relations after the 3-month vitamin D therapy. A summary of
information from literature remains inconclusive. Our own findings, in some aspects, are
consistent with data already published. On the other hand, a lack of statistical significance
or correlation between the vitamin D supplementation and changes observed in levels
of the markers may reflect the limitations of the present study, as well as being related
to methodological differences between this trial and those mentioned in the discussion.
Additional studies are essential to verify the efficacy of vitamin D supplementation on
modifying certain inflammatory markers and related clinical consequences. Subsequent
moderation of inflammatory processes, vascular reactivity, and free radicals’ creation, if
proven to modify certain outcomes, may be utilized to treat obesity-related conditions
when concomitant vitamin D deficiency is being diagnosed.

Author Contributions: M.W., EW.,, and B.M. contributed to data analysis, interpretation of findings,
and drafting the article. M.O., KK., and S.W.O. participated in data collection, critical revision
of the article, and final approval. All authors have read and agreed to the published version of
the manuscript.

Funding: The present work was supported by the Department of Pharmacology and Therapeu-
tics, Faculty of Medicine, Collegium Medicum in Bydgoszcz, Nicolaus Copernicus University,
Toru 'n, Poland.

Institutional Review Board Statement: The study was conducted according to the guidelines of the
Declaration of Helsinki, and approved by the Institutional Ethics Committee of Nicolaus Copernicus
University Collegium Medicum (approval number KB48/2019 of 29.01.2019).

Informed Consent Statement: Informed consent was obtained from all subjects involved in the study.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.

10.

11.

Zakharova, I; Klimov, L.; Kuryaninova, V.; Nikitina, I.; Malyavskaya, S.; Dolbnya, S.; Kasyanova, A.; Atanesyan, R.; Stoyan, M.;
Todieva, A.; et al. Vitamin D Insufficiency in Overweight and Obese Children and Adolescents. Front. Endocrinol. 2019, 10, 103.
[CrossRef]

Cinti, S. Pink adipocytes. Trends Endocrinol. Metab. 2018, 29, 651-666. [CrossRef] [PubMed]

Wang, Q.; Zhang, M.; Xu, M.; Gu, W,; Xi, Y; Qi, L.; Li, B.; Wang, W. Brown adipose tissue activation is inversely related to central
obesity and metabolic parameters in adult human. PLoS ONE 2015, 20, 10. [CrossRef]

Lizcano, E,; Vargas, D. Biology of beige adipocyte and possible therapy for type 2 diabetes and obesity. Int. ]. Endocrinol. 2016.
[CrossRef] [PubMed]

Corréa, L.H.; Heyn, G.S.; Magalhaes, K.G. The Impact of the Adipose Organ Plasticity on Inflammation and Cancer Progression.
Cells 2019, 8, 662. [CrossRef]

Alsaggar, M.; Bdour, S.; Ababneh, Q.; El-Elimat, T.; Qinna, N.; Alzoubi, K.H. Silibinin attenuates adipose tissue inflammation
and reverses obesity and its complications in diet-induced obesity model in mice. BMC Pharm. Toxicol 2020, 21, 8. [CrossRef]
[PubMed]

Rogero, M.M.; Calder, P.C. Obesity, Inflammation, Toll-Like Receptor 4 and Fatty Acids. Nutrients 2018, 10, 432. [CrossRef]

Del Campo, J.A.; Gallego, P.; Grande, L. Role of inflammatory response in liver diseases: Therapeutic strategies. World ]. Hepatol.
2018, 10, 1. [CrossRef]

Panee, ]. Monocyte Chemoattractant Protein 1 (MCP-1) in obesity and diabetes. Cytokine 2012, 60, 1-12. [CrossRef]

Younce, C.W.; Azfer, A.; Kolattukudy, P.E. MCP-1 (monocyte chemotactic protein-1)-induced protein, a recently identified zinc
finger protein, induces adipogenesis in 3T3-L1 pre-adipocytes without peroxisome proliferator-activated receptor gamma. J. Biol.
Chem. 2009, 284, 27620-27628. [CrossRef]

Kolattukudy, P.E.; Niu, J. Inflammation, endoplasmic reticulum stress, autophagy, and the monocyte chemoattractant protein-
1/CCR2 pathway. Circ. Res. 2012, 110, 174-189. [CrossRef] [PubMed]


http://doi.org/10.3389/fendo.2019.00103
http://doi.org/10.1016/j.tem.2018.05.007
http://www.ncbi.nlm.nih.gov/pubmed/30017740
http://doi.org/10.1371/journal.pone.0123795
http://doi.org/10.1155/2016/9542061
http://www.ncbi.nlm.nih.gov/pubmed/27528872
http://doi.org/10.3390/cells8070662
http://doi.org/10.1186/s40360-020-0385-8
http://www.ncbi.nlm.nih.gov/pubmed/31973745
http://doi.org/10.3390/nu10040432
http://doi.org/10.4254/wjh.v10.i1.1
http://doi.org/10.1016/j.cyto.2012.06.018
http://doi.org/10.1074/jbc.M109.025320
http://doi.org/10.1161/CIRCRESAHA.111.243212
http://www.ncbi.nlm.nih.gov/pubmed/22223213

Curr. Issues Mol. Biol. 2021, 43 1619

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

Ishida, Y.; Kimura, A.; Nosaka, M.; Kuninaka, Y.; Hemmi, H.; Sasaki, I.; Kaisho, T.; Mukaida, N.; Kondo, T. Essential involvement
of the CX3CL1-CX3CR1 axis in bleomycin-induced pulmonary fibrosis via regulation of fibrocyte and M2 macrophage migration.
Sci. Rep. 2017, 7, 16833. [CrossRef]

Nagashimada, M.; Sawamoto, K.; Ni, Y.; Kitade, H.; Nagata, N.; Xu, L.; Kobori, M.; Mukaida, N.; Yamashita, T.; Kaneko,
S.; et al. CX3CL1-CX3CR1 signalling deficiency exacerbates obesity-induced inflammation and insulin resistance in male mice.
Endocrinology 2021, 162, bqab064. [CrossRef] [PubMed]

Jones, B.A.; Beamer, M.; Ahmed, S. Fractalkine/CX3CL1: A potential new target for inflammatory diseases. Mol. Interv. 2010,
10, 263. [CrossRef] [PubMed]

Kern, P.A.; Di Gregorio, G.B.; Lu, T.; Rassouli, N.; Ranganathan, G. Adiponectin expression from human adipose tissue: Relation
to obesity, insulin resistance, and tumor necrosis factor-alpha expression. Diabetes 2003, 52, 1779-1785. [CrossRef]

Neirynck, N.; Glorieux, G.; Schepers, E.; Verbeke, F.; Vanholder, R. Soluble tumor necrosis factor receptor 1 and 2 predict outcomes
in advanced chronic kidney disease: A prospective cohort study. PLoS ONE 2015, 10, 0122073. [CrossRef] [PubMed]

Fang, Y;; Ren, R; Shi, H.; Huang, L.; Lenahan, C.; Lu, Q.; Tang, L.; Huang, Y.; Tang, J.; Zhang, J.; et al. Pituitary Adenylate
Cyclase-Activating Polypeptide: A Promising Neuroprotective Peptide in Stroke. Aging Dis. 2020, 11, 1496-1512. [CrossRef]
[PubMed]

Xiao, X.; Qiu, P; Gong, H.Z.; Chen, X.M; Sun, Y.; Hong, A.; Ma, Y. PACAP ameliorates hepatic metabolism and inflammation
through up-regulating FAIM in obesity. J. Cell. Mol. Med. 2019, 23, 5970-5980. [CrossRef]

Sekiya, M.; Hiraishi, A.; Touyama, M.; Sakamoto, K. Oxidative stress induced lipid accumulation via SREBP1c activation in
HepG2 cells. Biochem. Biophys. Res. Commun. 2008, 375, 602-607. [CrossRef]

Krzystek-Korpacka, M.; Patryn, E.; Boehm, D.; Berdowska, I.; Zielinski, B.; Noczynska, A. Advanced oxidation protein products
(AOPPs) in juvenile overweight and obesity prior to and following weight reduction. Clin. Biochem. 2008, 41, 943-949. [CrossRef]
Halliwell, B.; Gutteridge, ].M.C. Free Radicals in Biology and Medicine; Oxford University Press: Oxford, UK, 1998.

Forstermann, U.; Sessa, W.C. Nitric oxide synthases: Regulation and function. Eur. Heart J. 2012, 33, 829-837. [CrossRef]
Sansbury, B.E.; Hill, B.G. Regulation of obesity and insulin resistance by nitric oxide. Free Radic. Biol. Med. 2014, 73, 383-399.
[CrossRef]

Forstermann, U.; Mulsch, A.; Bohme, E.; Busse, R. Stimulation of soluble guanylate cyclase by an acetylcholine-induced
endothelium-derived factor from rabbit and canine arteries. Circ. Res. 1986, 58, 531-538. [CrossRef] [PubMed]

Rajfer, J.; Aronson, W.J.; Bush, PA.; Dorey, EJ.; Ignarro, L.J. Nitric oxide as a mediator of relaxation of the corpus cavernosum in
response to nonadrenergic, noncholinergic neurotransmission. N. Engl. J. Med. 1992, 326, 90-94. [CrossRef] [PubMed]
Melikian, N.; Seddon, M.D.; Casadei, B.; Chowienczyk, PJ.; Shah, A.M. Neuronal nitric oxide synthase and human vascular
regulation. Trends Cardiovas. Med. 2009, 19, 256-262. [CrossRef]

Togashi, H.; Sakuma, I.; Yoshioka, M.; Kobayashi, T.; Yasuda, H.; Kitabatake, A.; Saito, H.; Gross, S.S.; Levi, R. A central nervous
system action of nitric oxide in blood pressure regulation. J. Pharmacol. Exp. Ther. 1992, 262, 343-347.

Kim, N.; Azadzoi, K.M.; Goldstein, I.; Saenz de Tejada, I. A nitric oxide-like factor mediates nonadrenergic-noncholinergic
neurogenic relaxation of penile corpus cavernosum smooth muscle. J. Clin. Investig. 1991, 88, 112-118. [CrossRef]

Bender, S.B.; Herrick, E.K.; Lott, N.D.; Klabunde, R.E. Diet-induced obesity and diabetes reduce coronary responses to nitric
oxide due to reduced bioavailability in isolated mouse hearts. Diabetes Obes. Metab. 2007, 9, 688-696. [CrossRef] [PubMed]
Kim, F; Pham, M.; Maloney, E.; Rizzo, N.O.; Morton, G.J.; Wisse, B.E.; Kirk, E.A.; Chait, A.; Schwartz, M.W. Vascular inflammation,
insulin resistance, and reduced nitric oxide production precede the onset of peripheral insulin resistance. Arter. Thromb. Vasc. Biol.
2008, 28, 1982-1988. [CrossRef] [PubMed]

Higashi, Y.; Sasaki, S.; Nakagawa, K.; Matsuura, H.; Chayama, K.; Oshima, T. Effect of obesity on endothelium-dependent, nitric
oxide-mediated vasodilation in normotensive individuals and patients with essential hypertension. Am. J. Hypertens. 2001, 14,
1038-1045. [CrossRef]

Gruber, H.J.; Mayer, C.; Mangge, H.; Fauler, G.; Grandits, N.; Wilders-Truschnig, M. Obesity reduces the bioavailability of nitric
oxide in juveniles. Int. J. Obes. 2008, 32, 826-831. [CrossRef]

Nisoli, E.; Clementi, E.; Paolucci, C.; Cozzi, V.; Tonello, C.; Sciorati, C.; Bracale, R.; Valerio, A.; Francolini, M.; Moncada, S.; et al.
Mitochondrial biogenesis in mammals: The role of endogenous nitric oxide. Science 2003, 299, 896-899. [CrossRef]

Nisoli, E.; Falcone, S.; Tonello, C.; Cozzi, V.; Palomba, L.; Fiorani, M.; Pisconti, A.; Brunelli, S.; Cardile, A.; Francolini, M.; et al.
Mitochondrial biogenesis by NO yields functionally active mitochondria in mammals. Proc. Natl. Acad. Sci. USA 2004, 101,
16507-16512. [CrossRef]

Bikle, D.; Christakos, S. New aspects of vitamin D metabolism and action—Addressing the skin as source and target. Nat. Rev.
Endocrinol. 2020, 16, 234-252. [CrossRef]

Park, C.Y,; Shin, Y.; Kim, ].H.; Zhu, S.; Jung, Y.S.; Han, S.N. Effects of high fat diet-induced obesity on vitamin D metabolism and
tissue distribution in vitamin D deficient or supplemented mice. Nutr. Metab. 2020, 17, 44. [CrossRef] [PubMed]

Cesareo, R.; Falchetti, A.; Attanasio, R.; Tabacco, G.; Naciu, A.M.; Palermo, A. Hypovitaminosis D: Is It Time to Consider the Use
of Calcifediol? Nutrients 2019, 11, 1016. [CrossRef]

Chang, S.W.; Lee, H.C. Vitamin D and health—The missing vitamin in humans. Pediatr. Neonatol. 2019, 60, 237-244. [CrossRef]
[PubMed]


http://doi.org/10.1038/s41598-017-17007-8
http://doi.org/10.1210/endocr/bqab064
http://www.ncbi.nlm.nih.gov/pubmed/33765141
http://doi.org/10.1124/mi.10.5.3
http://www.ncbi.nlm.nih.gov/pubmed/21045240
http://doi.org/10.2337/diabetes.52.7.1779
http://doi.org/10.1371/journal.pone.0122073
http://www.ncbi.nlm.nih.gov/pubmed/25823004
http://doi.org/10.14336/AD.2020.0626
http://www.ncbi.nlm.nih.gov/pubmed/33269103
http://doi.org/10.1111/jcmm.14453
http://doi.org/10.1016/j.bbrc.2008.08.068
http://doi.org/10.1016/j.clinbiochem.2008.04.024
http://doi.org/10.1093/eurheartj/ehr304
http://doi.org/10.1016/j.freeradbiomed.2014.05.016
http://doi.org/10.1161/01.RES.58.4.531
http://www.ncbi.nlm.nih.gov/pubmed/2870826
http://doi.org/10.1056/NEJM199201093260203
http://www.ncbi.nlm.nih.gov/pubmed/1309211
http://doi.org/10.1016/j.tcm.2010.02.007
http://doi.org/10.1172/JCI115266
http://doi.org/10.1111/j.1463-1326.2006.00650.x
http://www.ncbi.nlm.nih.gov/pubmed/17697061
http://doi.org/10.1161/ATVBAHA.108.169722
http://www.ncbi.nlm.nih.gov/pubmed/18772497
http://doi.org/10.1016/S0895-7061(01)02191-4
http://doi.org/10.1038/sj.ijo.0803795
http://doi.org/10.1126/science.1079368
http://doi.org/10.1073/pnas.0405432101
http://doi.org/10.1038/s41574-019-0312-5
http://doi.org/10.1186/s12986-020-00463-x
http://www.ncbi.nlm.nih.gov/pubmed/32549901
http://doi.org/10.3390/nu11051016
http://doi.org/10.1016/j.pedneo.2019.04.007
http://www.ncbi.nlm.nih.gov/pubmed/31101452

Curr. Issues Mol. Biol. 2021, 43 1620

39.

40.

41.

42.
43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

Kongsbak, M.; Levring, T.B.; Geisler, C.; von Essen, M.R. The vitamin d receptor and T cell function. Front. Immunol. 2013, 4, 148.
[CrossRef] [PubMed]

Rozmus, D.; Ciesielska, A.; Ptominski, J.; Grzybowski, R.; Fiedorowicz, E.; Kordulewska, N.; Savelkoul, H.; Kostyra, E.; Ciesliniska,
A. Vitamin D Binding Protein (VDBP) and Its Gene Polymorphisms-The Risk of Malignant Tumors and Other Diseases. Int. ].
Mol. Sci. 2020, 21, 7822, PMCID: PMC7659952. [CrossRef] [PubMed]

Orlov, I; Rochel, N.; Moras, D.; Klaholz, B.P. Structure of the full human RXR/VDR nuclear receptor heterodimer complex with
its DR3 target DNA. EMBO J. 2012, 31, 291-300. [CrossRef] [PubMed]

Carlberg, C.; Seuter, S. A genomic perspective on vitamin D signaling. Anticancer Res. 2009, 29, 3485-3493.

Di Rosa, M.; Malaguarnera, M.; Nicoletti, F.; Malaguarnera, L. Vitamin D3: A helpful immuno-modulator. Immunology 2011, 134,
123-139. [CrossRef] [PubMed]

Small, A.G.; Harvey, S.; Kaur, J.J.; Putty, T.; Quach, A.; Munawara, U.; Perveen, K.; McPhee, A.; Hii, C.S.; Ferrante, A. Vitamin D
upregulates the macrophage complement receptor immunoglobulin in innate immunity to microbial pathogens. Commun. Biol.
2021, 4, 401. [CrossRef]

Sharma, J.; Larkin, J., III. Therapeutic Implication of SOCS1 Modulation in the Treatment of Autoimmunity and Cancer. Front.
Pharmacol. 2019, 10, 324. [CrossRef]

Zhang, Y.; Leung, D.Y,; Richers, B.N.; Liu, Y.; Remigio, L.K.; Riches, D.W.; Goleva, E. Vitamin D inhibits monocyte/macrophage
proinflammatory cytokine production by targeting MAPK phosphatase-1. J. Immunol. 2012, 188, 2127-2135. [CrossRef] [PubMed]
Liu, W,; Zhang, L.; Xu, H.-J; Li, Y.; Hu, C.-M,; Yang, ].-Y.; Sun, M.-Y. The Anti-Inflammatory Effects of Vitamin D in Tumorigenesis.
Int. ]. Mol. Sci. 2018, 19, 2736. [CrossRef]

Bishop, E.; Ismailova, A.; Dimeloe, S.K.; Hewison, M.; White, ]. H. Vitamin D and immune regulation: Antibacterial, antiviral,
anti-inflammatory. JBMR Plus 2020, 5, 10405.

Ni, W.,; Watts, SSW.; Ng, M.; Chen, S.; Glenn, D.J.; Gardner, D.G. Elimination of vitamin D receptor in vascular endothelial cells
alters vascular function. Hypertension 2014, 64, 1290-1298. [CrossRef]

Tare, M.; Emmett, S.J.; Coleman, H.A.; Skordilis, C.; Eyles, D.W.; Morley, R.; Parkington, H.C. Vitamin D insufficiency is associated
with impaired vascular endothelial and smooth muscle function and hypertension in young rats. J. Physiol. 2011, 589, 4777-4786.
[CrossRef] [PubMed]

Andrukhova, O.; Slavic, S.; Zeitz, U.; Riesen, S.C.; Heppelmann, M.S.; Ambrisko, T.D.; Markovic, M.; Kuebler, W.M.; Erben,
R.G. Vitamin D is a regulator of endothelial nitric oxide synthase and arterial stiffness in mice. Mol. Endocrinol. 2014, 28, 53—-64.
[CrossRef]

Lind, M.; Hayes, A.; Caprnda, M.; Petrovic, D.; Rodrigo, L.; Kruzliak, P.; Zulli, A. Inducible nitric oxide synthase: Good or bad?
Biomed. Pharmacother. 2017, 93, 370-375. [CrossRef]

Mirzaei, F.; Khazaei, M. Role of nitric oxide in biological systems: A systematic review. . Maz. Univ. Med Sci. 2017, 27, 192-222.
Garcion, E.; Nataf, S.; Berod, A.; Darcy, F,; Brachet, P. 1,25-Dihydroxyvitamin D3 inhibits the expression of inducible nitric oxide
synthase in rat central nervous system during experimental allergic encephalomyelitis. Brain Res. Mol. Brain Res. 1997, 45,
255-267. [CrossRef]

Chang, ].M.; Kuo, M.C.; Kuo, H.T.; Hwang, S.J.; Tsai, J.C.; Chen, H.C.; Lai, Y.H. H. 1-,25-Dihydroxyvitamin D3 regulates
inducible nitric oxide synthase messenger RNA expression and nitric oxide release in macrophage-like RAW264.7 cells. ]. Lab.
Clin. Med. 2004, 143, 14-22. [CrossRef]

Equils, O.; Naiki, Y.; Shapiro, AM.; Michelsen, K.; Lu, D.; Adams, J.; Jordan, S. 1,25-Dihydroxyvitamin D3 inhibits
lipopolysaccharide-induced immune activation in human endothelial cells. Clin. Exp. Immunol. 2006, 143, 58—64. [CrossRef]
Cook, S.; Hugli, O.; Egli, M.; Menard, B.; Thalmann, S.; Sartori, C.; Perrin, C.; Nicod, P.; Thorens, B.; Vollenweider, P; et al. Partial
gene deletion of endothelial nitric oxide synthase predisposes to exaggerated high-fat diet-induced insulin resistance and arterial
hypertension. Diabetes 2004, 53, 2067-2072. [CrossRef] [PubMed]

Jelinic, M.; Tran, V.; De Silva, T.M.; Sobey, C.G.; Lim, ].K.; Drummond, G.R.; Vinh, A. The vascular consequences of metabolic
syndrome: Rodent models, endothelial dysfunction and current therapies. Front. Pharmacol. 2020, 11, 148.

Mahmoud, A.M.; Szczurek, M.; Hassan, C.; Masrur, M.; Gangemi, A.; Phillips, S.A. Vitamin D Improves Nitric Oxide-Dependent
Vasodilation in Adipose Tissue Arterioles from Bariatric Surgery Patients. Nutrients 2019, 11, 2521. [CrossRef]

Libon, E; Cavalier, E.; Nikkels, A.F. Skin color is relevant to vitamin D synthesis. Dermatology 2013, 227, 250-254. [CrossRef]
[PubMed]

Young, A.R.; Morgan, K.A.; Ho, TW.; Ojimba, N.; Harrison, G.I.; Lawrence, K.P; Jakharia-Shah, N.; Wulf, H.C.; Cruickshank, J.K,;
Philipsen, P.A. Melanin has a Small Inhibitory Effect on Cutaneous Vitamin D Synthesis: A Comparison of Extreme Phenotypes.
J. Investig. Dermatol. 2020, 140, 1418-1426. [CrossRef]

Parva, N.R.; Tadepalli, S.; Singh, P.; Qian, A.; Joshi, R.; Kandala, H.; Nookala, V.K.; Cheriyath, P. Prevalence of Vitamin D
Deficiency and Associated Risk Factors in the US Population (2011-2012). Cureus 2018, 10, 2741. [CrossRef] [PubMed]

Hurr, C,; Patik, J.C.; Kim, K.; Christmas, K.M.; Brothers, R.M. Tempol augments the blunted cutaneous microvascular thermal
reactivity in healthy young African Americans. Exp. Physiol. 2018, 103, 343-349. [CrossRef] [PubMed]

Kim, K.; Hurr, C,; Patik, J.C.; Brothers, M.R. Attenuated cutaneous microvascular function in healthy young African Americans:
Role of intradermal l-arginine supplementation. Microvasc. Res. 2018, 118, 1-6. [CrossRef] [PubMed]


http://doi.org/10.3389/fimmu.2013.00148
http://www.ncbi.nlm.nih.gov/pubmed/23785369
http://doi.org/10.3390/ijms21217822
http://www.ncbi.nlm.nih.gov/pubmed/33105665
http://doi.org/10.1038/emboj.2011.445
http://www.ncbi.nlm.nih.gov/pubmed/22179700
http://doi.org/10.1111/j.1365-2567.2011.03482.x
http://www.ncbi.nlm.nih.gov/pubmed/21896008
http://doi.org/10.1038/s42003-021-01943-3
http://doi.org/10.3389/fphar.2019.00324
http://doi.org/10.4049/jimmunol.1102412
http://www.ncbi.nlm.nih.gov/pubmed/22301548
http://doi.org/10.3390/ijms19092736
http://doi.org/10.1161/HYPERTENSIONAHA.114.03971
http://doi.org/10.1113/jphysiol.2011.214726
http://www.ncbi.nlm.nih.gov/pubmed/21807617
http://doi.org/10.1210/me.2013-1252
http://doi.org/10.1016/j.biopha.2017.06.036
http://doi.org/10.1016/S0169-328X(96)00260-4
http://doi.org/10.1016/j.lab.2003.08.002
http://doi.org/10.1111/j.1365-2249.2005.02961.x
http://doi.org/10.2337/diabetes.53.8.2067
http://www.ncbi.nlm.nih.gov/pubmed/15277387
http://doi.org/10.3390/nu11102521
http://doi.org/10.1159/000354750
http://www.ncbi.nlm.nih.gov/pubmed/24134867
http://doi.org/10.1016/j.jid.2019.11.019
http://doi.org/10.7759/cureus.2741
http://www.ncbi.nlm.nih.gov/pubmed/30087817
http://doi.org/10.1113/EP086776
http://www.ncbi.nlm.nih.gov/pubmed/29271085
http://doi.org/10.1016/j.mvr.2018.02.001
http://www.ncbi.nlm.nih.gov/pubmed/29408444

Curr. Issues Mol. Biol. 2021, 43 1621

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

85.

86.

87.

Patik, J.C.; Curtis, B.M.; Nasirian, A.; Vranish, ].R.; Fadel, P].; Brothers, R.M. Sex differences in the mechanisms mediating blunted
cutaneous microvascular function in young black men and women. Am. J. Physiol. Heart Circ. Physiol. 2018, 315, H1063-H1071.
[CrossRef]

Wolf, S.T.; Jablonski, N.G.; Ferguson, S.B.; Alexander, L.M.; Kenney, W.L. Four weeks of vitamin D supplementation improves
nitric oxide-mediated microvascular function in college-aged African Americans. Am. J. Physiol. Heart Circ. Physiol. 2020, 319,
H906-H914. [CrossRef]

Harris, R.A.; Pedersen-White, J.; Guo, D.H.; Stallmann-Jorgensen, 1.S.; Keeton, D.; Huang, Y.; Dong, Y. Vitamin D3 supplementa-
tion for 16 weeks improves flow-mediated dilation in overweight African-American adults. Am. |. Hypertens. 2011, 24, 557-562.
[CrossRef]

Azadi-Yazdi, M.; Nadjarzadeh, A.; Khosravi-Boroujeni, H.; Salehi-Abargouei, A. The effect of vitamin D supplementation on the
androgenic profile in patients with polycystic ovary syndrome: A systematic review and meta-analysis of clinical trials. Horm.
Metab. Res. 2017, 49, 174-179. [CrossRef]

Rezvan, N.; Moini, A.; Janani, L.; Mohammad, K.; Saedisomeolia, A.; Nourbakhsh, M.; Gorgani-Firuzjaee, S.; Mazaherioun,
M.; Hosseinzadeh-Attar, M.]. Effects of quercetin on adiponectin-mediated insulin sensitivity in polycystic ovary syndrome: A
randomized placebo-controlled double-blind clinical trial. Horm. Metab. Res. 2017, 49, 115-121. [CrossRef]

Abruzzese, G.A; Cerrrone, G.E.; Gamez, ].M.; Graffigna, M.N.; Belli, S.; Lioy, G.; Mormandi, E.; Otero, P; Levalle, O.A.; Motta,
A. Motta AB. Lipid accumulation (LAP) and visceral adiposity index (vai) as markers of insulin and metabolic associated
disturbances in young argentine women with polycystic ovary syndrome. Horm. Metab. Res. 2017, 49, 23-29. [PubMed]
Akbari, M.; Ostadmohammadi, V.; Lankarani, K.B.; Tabrizi, R.; Kolahdooz, F.; Heydari, S.T.; Asemi, Z. The effects of vitamin
D supplementation on biomarkers of inflammation and oxidative stress among women with polycystic ovary syndrome: A
systematic review and meta-analysis of randomized controlled trials. Horm. Metab. Res. 2018, 50, 271-279. [CrossRef] [PubMed]
Witko-Sarsat, V.; Friedlander, M.; Capeiller-Blandin, C. AOPP as a novel marker of oxidative stress in uremia. Kidney Int. 1996, 49,
1304-1313. [CrossRef]

Kaluosava, M.; Skrha, J.; Zima, T. Advanced glycation end-products and advanced oxidation protein products in patients with
diabetes mellitus. Physiol. Res. 2002, 51, 597-604.

Atabek, M.E.; Keskin, M.; Yazici, C.; Kendirci, M.; Hatipoglu, N.; Kokluy, E.; Kurtoglu, S. Protein oxidation in obesity and insulin
resistance. Eur. |. Pediatr. 2006, 165, 753-756. [CrossRef] [PubMed]

Kogak, H.; C)ner-Iyidogan, Y,; Giirdol, F; Oner, P; Siizme, R.; Esin, D.; Issever, H. Advanced oxidation protein products in obese
women: Its relation to insulin resistance and resistin. Clin. Exp. Med. 2007, 7, 173-178. [CrossRef] [PubMed]

Yudkin, J.S.; Kumari, M.; Humpries, S.E.; Mohammed-Ali, V. Inflammation, obesity, stress and coronary heart disease: Is
interleukin-6 the link? Atherosclerosis 2000, 148, 209-214. [CrossRef]

Tuttle, H.A.; Davis-Gorman, G.; Goldman, S.; Copeland, J.G.; McDonagh, P.E. Proinflammatory cytokines are increased in type 2
diabetic women with cardiovascular disease. J. Diabetes Complicat. 2004, 18, 343-351. [CrossRef]

Oliveira, S.R.; Simao, A.N.C.; Alfieri, D.E; Flauzino, T.; Kallaur, A.P.; Mezzaroba, L.; Reiche, EM.V. Vitamin D deficiency is
associated with disability and disease progression in multiple sclerosis patients independently of oxidative and nitrosative stress.
J. Neurol. Sci. 2017, 381, 213-219. [CrossRef]

Gradinaru, D.; Borsa, C.; Ionescu, C.; Margina, D.; Prada, G.I; Jansen, E. Vitamin D status and oxidative stress markers in the
elderly with impaired fasting glucose and type 2 diabetes mellitus. Aging Clin. Exp. Res. 2012, 24, 595-602.

Jablonski, K.L.; Chonchol, M.; Pierce, G.L.; Walker, A.E.; Seals, D.R. 25-Hydroxyvitamin D deficiency is associated with
inflammation-linked vascular endothelial dysfunction in middle-aged and older adults. Hypertension 2011, 57, 63-69. [CrossRef]
Wamberg, L.; Pedersen, S.B.; Rejnmark, L.; Richelsen, B. Causes of vitamin D deficiency and effect of vitamin D supplementation
on metabolic complications in obesity: A review. Curr. Obes. Rep. 2015, 4, 429-440. [CrossRef] [PubMed]

Wamberg, L.; Cullberg, K.B.; Rejnmark, L.; Richelsen, B.; Pedersen, S.B. Investigations of the anti-inflammatory effects of vitamin
D in adipose tissue: Results from an in vitro study and a randomized controlled trial. Horm. Metab. Res. 2013, 45, 456—462.
[CrossRef]

Pittas, A.G.; Harris, S.S.; Stark, P.C.; Dawson-Hughes, B. The effects of calcium and vitamin D supplementation on blood glucose
and markers of inflammation in nondiabetic adults. Diabetes Care 2007, 30, 980-986. [CrossRef]

Jorde, R.; Sneve, M.; Torjesen, P.A.; Figenschau, Y.; Goransson, L.G.; Omdal, R. No effect of supplementation with cholecalciferol
on cytokines and markers of inflammation in overweight and obese subjects. Cytokine 2010, 50, 175-180. [CrossRef] [PubMed]
Calton, E.K.; Keane, K.N.; Newsholme, P.; Zhao, Y.; Soares, M.]. The impact of cholecalciferol supplementation on the systemic
inflammatory profile: A systematic review and meta-analysis of high-quality randomized controlled trials. Eur. J. Clin. Nutr.
2017, 71, 931-943. [CrossRef]

Zittermann, A.; Frisch, S.; Berthold, H.K.; Gétting, C.; Kuhn, J.; Kleesiek, K.; Stehle, P.; Koertke, H.; Koerfer, R. Vitamin D
supplementation enhances the beneficial effects of weight loss on cardiovascular disease risk markers. Am. J. Clin. Nutr. 2009, 89,
1321-1327. [CrossRef] [PubMed]

Jamka, M.; Wozniewicz, M.; Walkowiak, J.; Bogdariski, P.; Jeszka, J.; Stelmach-Mardas, M. The effect of vitamin D supplementation
on selected inflammatory biomarkers in obese and overweight subjects: A systematic review with meta-analysis. Eur. ]. Nutr.
2016, 55, 2163-2176. [CrossRef]


http://doi.org/10.1152/ajpheart.00142.2018
http://doi.org/10.1152/ajpheart.00631.2020
http://doi.org/10.1038/ajh.2011.12
http://doi.org/10.1055/s-0043-103573
http://doi.org/10.1055/s-0042-118705
http://www.ncbi.nlm.nih.gov/pubmed/27571188
http://doi.org/10.1055/s-0043-125148
http://www.ncbi.nlm.nih.gov/pubmed/29475212
http://doi.org/10.1038/ki.1996.186
http://doi.org/10.1007/s00431-006-0165-5
http://www.ncbi.nlm.nih.gov/pubmed/16710733
http://doi.org/10.1007/s10238-007-0143-x
http://www.ncbi.nlm.nih.gov/pubmed/18188531
http://doi.org/10.1016/S0021-9150(99)00463-3
http://doi.org/10.1016/S1056-8727(03)00088-6
http://doi.org/10.1016/j.jns.2017.07.046
http://doi.org/10.1161/HYPERTENSIONAHA.110.160929
http://doi.org/10.1007/s13679-015-0176-5
http://www.ncbi.nlm.nih.gov/pubmed/26353882
http://doi.org/10.1055/s-0032-1331746
http://doi.org/10.2337/dc06-1994
http://doi.org/10.1016/j.cyto.2009.12.006
http://www.ncbi.nlm.nih.gov/pubmed/20122848
http://doi.org/10.1038/ejcn.2017.67
http://doi.org/10.3945/ajcn.2008.27004
http://www.ncbi.nlm.nih.gov/pubmed/19321573
http://doi.org/10.1007/s00394-015-1089-5

Curr. Issues Mol. Biol. 2021, 43 1622

88.

89.

90.

91.

92.

93.

94.

95.

96.

97.

98.

99.

100.

101.

102.

103.

104.

105.

106.

107.

108.

109.

110.

Caballero, A.E.; Bousquet-Santos, K.; Robles-Osorio, L.; Montagnani, V.; Soodini, G.; Porramatikul, S.; Hamdy, O.; Nobrega,
A.C.1; Horton, E.S. Overweight Latino children and adolescents have marked endothelial dysfunction and subclinical vascular
inflammation in association with excess body fat and insulin resistance. Diabetes Care 2008, 31, 576-582. [CrossRef]

Shah, R.; Hinkle, C.C.; Ferguson, J.F.; Mehta, N.N.; Li, M.; Qu, L.; Lu, Y.; Putt, M.E.; Ahima, R.S.; Reilly, M.P. Fractalkine is a novel
human adipochemokine associated with type 2 diabetes, Diabetes. Diabetes 2011, 60, 1512-1518. [CrossRef] [PubMed]

Lee, Y.S.; Morinaga, H.; Kim, ].].; Lagakos, W.; Taylor, S.; Keshwani, M.; Perkins, G.; Dong, H.; Kayali, A.G.; Sweet, LR; et al. The
fractalkine/CX3CR1 system regulates (3 cell function and insulin secretion. Cell 2013, 153, 413-425. [CrossRef]

Ahmed, A.A.; Hassan, E.H.; Elsayed, H.; Alhussiny, A.M. Fractalkine (CX3CL1) as a Diagnostic Marker for Childhood Onset
Systemic Lupus Erythematosus. Eur. J. Mol. Clin. Med. 2021, 8, 2453-2463.

Schinzari, F,; Iantorno, M.; Campia, U.; Mores, N.; Rovella, V.; Tesauro, M.; Di Daniele, N.; Cardillo, C. Vasodilator responses and
endothelin-dependent vasoconstriction in metabolically healthy obesity and the metabolic syndrome. Am. J. Physiol. Endocrinol.
Metab. 2015, 309, E787-E792. [CrossRef] [PubMed]

Schinzari, E; Tesauro, M.; Campia, U.; Cardillo, C. Increased fractalkine and vascular dysfunction in obesity and in type 2
diabetes. Effects of oral antidiabetic treatment. Vasc. Pharmacol. 2020, 128, 106676. [CrossRef] [PubMed ]

Franco, L.; Williams, EM.; Trofimov, S.; Surdulescu, G.; Spector, T.; Livshits, G. Elevated plasma fractalkine levels are associated
with higher levels of IL-6, Apo-B, LDL-C and insulin, but not with body composition in a large female twin sample. Metabolism
2013, 62, 1081-1087. [CrossRef]

Bursill, C.A.; Castro, M.L.; Beattie, D.T.; Nakhla, S.; van der Vorst, E.; Heather, A.K.; Barter, PJ.; Rye, K.A. High-density
lipoproteins suppress chemokines and chemokine receptors in vitro and in vivo. Arterioscler. Thromb. Vasc. Biol. 2010, 30,
1773-1778. [CrossRef] [PubMed]

Van der Vorst, E.P; Vanags, L.Z.; Dunn, L.L.; Prosser, H.C.; Rye, K.A.; Bursill, C.A. Highdensity lipoproteins suppress chemokine
expression and proliferation in human vascular smooth muscle cells. FASEB |. 2013, 27, 1413-1425. [CrossRef]

Yegorov, S.; Bromage, S.; Boldbaatar, N.; Ganmaa, D. Effects of vitamin D supplementation and seasonality on circulating
cytokines in adolescents: Analysis of data from a feasibility trial in mongolia. Front. Nutr. 2019, 6, 166. [CrossRef] [PubMed]
Davaasambuu, G.; Enkhbold, Y.; Boldbaatar, N.; Furtado, J. Serum cytokine levels in healthy Mongolian school-age children
randomized to either vitamin D or placebo. FASEB ]. 2015, 29, 729.8. [CrossRef]

Bozadjieva-Kramer, N.; Ross, R.A.; Johnson, D.Q.; Fenselau, H.; Haggerty, D.L.; Atwood, B.; Flak, ].N. The Role of Mediobasal
Hypothalamic PACAP in the Control of Body Weight and Metabolism. Endocrinology 2021, 162. [CrossRef]

Ohtaki, H.; Shioda, S. PACAP regulation of inflammatory and free radical networks in neuronal and nonneuronal diseases. In
Pituitary Adenylate Cyclase Activating Polypeptide—PACAP; Springer: Cham, Switzerland, 2016; pp. 671-690.

Green, B.D,; Irwin, N.; Cassidy, R.S.; Gault, V.A.; Flatt, P.R. Long-term administration of PACAP receptor antagonist, PACAP
(6-27), impairs glucose tolerance and insulin sensitivity in obese diabetic ob/ob mice. Peptides 2006, 27, 2343-2349. [CrossRef]
Tanida, M.; Hayata, A.; Shintani, N.; Yamamoto, N.; Kurata, Y.; Shibamoto, T.; Hashimoto, H. Central PACAP mediates the
sympathetic effects of leptin in a tissue-specific manner. Neuroscience 2013, 238, 297-304. [CrossRef]

Kowaléwka, M.; Gtéwka, A K.; Karazniewicz-Lada, M.; Kosewski, G. Clinical significance of analysis of vitamin D status in
various diseases. Nutrients 2020, 12, 2788. [CrossRef] [PubMed]

Holick, M.F. Sunlight and vitamin D for bone health and prevention of autoimmune diseases, cancers, and cardiovascular disease.
Am. . Clin. Nutr. 2004, 80, 16785-1688S. [CrossRef] [PubMed]

Zhang, R.; Naughton, D.P. Vitamin D in health and disease: Current perspectives. Nutr. J. 2010, 9, 65. [CrossRef] [PubMed]
Martineau, A.R.; Jolliffe, D.A.; Hooper, R.L.; Greenberg, L.; Aloia, J.F.; Bergman, P.; Dubnov-Raz, G.; Esposito, S.; Ganmaa, D.;
Ginde, A.A.; et al. Vitamin D supplementation to prevent acute respiratory tract infections: Systematic review and meta-analysis
of individual participant data. BM]J 2017, 356, 6583. [CrossRef] [PubMed]

Arboleda, J.E,; Urcuqui-Inchima, S. Vitamin D supplementation: A potential approach for Coronavirus/COVID-19 therapeutics?
Front. Immunol. 2020, 11, 1523. [CrossRef] [PubMed]

Grant, W.B.; Lahore, H.; McDonnell, S.L.; Baggerly, C.A.; French, C.B.; Aliano, J.L.; Bhattoa, H.P. Evidence that vitamin D
supplementation could reduce risk of influenza and COVID-19 infections and deaths. Nutrients 2020, 12, 988. [CrossRef]
Hassanein, B.E.D.M.; Soliman, D.R.; Fayed, S.M.A E.; Suleiman, M.M.M. Serum levels of 25-(OH) vitamin D and immunoglobulin
E in infants with bronchiolitis. Eqypt. Pediatr. Assoc. Gaz. 2016, 64, 86-90. [CrossRef]

Koplin, J.J.; Suaini, N.H.A.; Vuillermin, P; Ellis, J.A.; Panjari, M.; Ponsonby, A.-L.; Peters, R.L.; Matheson, M.C.; Martino, D.;
Dang, T.; et al. Polymorphisms affecting vitamin D-binding protein modify the relationship between serum vitamin D (25[OH]D3)
and food allergy. J. Allergy Clin. Immunol. 2016, 137, 500-506. [CrossRef] [PubMed]


http://doi.org/10.2337/dc07-1540
http://doi.org/10.2337/db10-0956
http://www.ncbi.nlm.nih.gov/pubmed/21525510
http://doi.org/10.1016/j.cell.2013.03.001
http://doi.org/10.1152/ajpendo.00278.2015
http://www.ncbi.nlm.nih.gov/pubmed/26374766
http://doi.org/10.1016/j.vph.2020.106676
http://www.ncbi.nlm.nih.gov/pubmed/32224233
http://doi.org/10.1016/j.metabol.2013.02.001
http://doi.org/10.1161/ATVBAHA.110.211342
http://www.ncbi.nlm.nih.gov/pubmed/20702809
http://doi.org/10.1096/fj.12-212753
http://doi.org/10.3389/fnut.2019.00166
http://www.ncbi.nlm.nih.gov/pubmed/31709259
http://doi.org/10.1096/fasebj.29.1_supplement.729.8
http://doi.org/10.1210/endocr/bqab012
http://doi.org/10.1016/j.peptides.2006.04.008
http://doi.org/10.1016/j.neuroscience.2013.02.016
http://doi.org/10.3390/nu12092788
http://www.ncbi.nlm.nih.gov/pubmed/32933052
http://doi.org/10.1093/ajcn/80.6.1678S
http://www.ncbi.nlm.nih.gov/pubmed/15585788
http://doi.org/10.1186/1475-2891-9-65
http://www.ncbi.nlm.nih.gov/pubmed/21143872
http://doi.org/10.1136/bmj.i6583
http://www.ncbi.nlm.nih.gov/pubmed/28202713
http://doi.org/10.3389/fimmu.2020.01523
http://www.ncbi.nlm.nih.gov/pubmed/32655583
http://doi.org/10.3390/nu12040988
http://doi.org/10.1016/j.epag.2016.02.002
http://doi.org/10.1016/j.jaci.2015.05.051
http://www.ncbi.nlm.nih.gov/pubmed/26260969

	Introduction 
	Obesity and Inflammation 
	Vitamin D: Structure and Function 
	Vitamin D and Inflammation 

	Materials and Methods 
	Incusion and Exclusion Citeria 
	Measurements 
	Statistical Analysis 

	Results 
	Discussion 
	Conclusions 
	References

