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Abstract: In this study, two capsaicin analogues, N-eicosapentaenoyl vanillylamine (EPVA) and
N-docosahexaenoyl vanillylamine (DHVA), were enzymatically synthesized from their corresponding
n-3 long chain polyunsaturated fatty acids eicosapentaenoic acid (EPA) and docosahexaenoic acid
(DHA), both dietary relevant components. The compounds significantly reduced the production
of some lipopolysaccharide (LPS)-induced inflammatory mediators, including nitric oxide (NO),
macrophage-inflammatory protein-3α (CCL20) and monocyte chemoattractant protein-1 (MCP-1 or
CCL2), by RAW264.7 macrophages. Next to this, only EPVA increased insulin secretion by pancreatic
INS-1 832/13 β-cells, while raising intracellular Ca2+ and ATP concentrations. This suggests that
the stimulation of insulin release occurs through an increase in the intracellular ATP/ADP ratio
in the first phase, while is calcium-mediated in the second phase. Although it is not yet known
whether EPVA is endogenously produced, its potential therapeutic value for diabetes treatment
merits further investigation.
Keywords: diabetes; fatty acid amides; inflammation; obesity; PUFA; vanillylamide

1. Introduction
In the wake of the global obesity epidemic, the incidence of type 2 diabetes (T2D) continues
to rise, creating major public health problems [1]. Type 2 diabetes is generally characterized by
insufficient secretion of insulin from pancreatic β-cells, combined with impaired insulin sensitivity
of peripheral tissues [2]. Impaired glucose-stimulated insulin secretion (GSIS) is a hallmark of β-cell
dysfunction, which is commonly assumed to be secondary to the continued exposure to high glucose
and lipid levels [3]. Type 2 diabetes is also associated with a chronically elevated inflammatory
status which is typical for excess adipose tissue and endoplasmic reticulum stress. Several types of
immune cells, including resident and recruited macrophages, become activated, thereby secreting
various pro-inflammatory mediators including cytokines, chemokines and nitric oxide (NO), eventually
contributing to β-cell dysfunction [4–6]. As a matter of fact, an increasing number of clinical studies
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2.1. Chemicals and Materials
2.1. Chemicals and Materials
Vanillylamine, eicosapentaenoic acid (EPA), docosahexaenoic acid (DHA), triethylamine and
Vanillylamine, eicosapentaenoic acid (EPA), docosahexaenoic acid (DHA), triethylamine and
22-methyl-2-butanol were purchased from Sigma-Aldrich (Schnelldorf,
Germany). Novozym® 435
®
methyl-2-butanol were purchased from Sigma-Aldrich. Novozym 435 was from Novozymes. nwas from Novozymes (Bagsværd, Denmark). n-Hexane, acetone and methanol (analytical grade)
Hexane, acetone and methanol (analytical grade) were purchased from Carlo Erba Reagenti (Milan,
were purchased from Carlo Erba Reagenti (Milan, Italy). Roswell Park Memorial Institute
Italy). Roswell Park Memorial Institute (RPMI)-1640, HEPES (4-(2-hydroxyethyl)-1(RPMI)-1640, HEPES (4-(2-hydroxyethyl)-1-piperazineethanesulfonic acid), l-glutamine, sodium
piperazineethanesulfonic acid), L-glutamine, sodium pyruvate, β-mercaptoethanol, and glucose were
pyruvate, β-mercaptoethanol, and glucose were acquired from Thermofisher Scientific (Waltham,
acquired from Thermofisher Scientific (Massachusetts, USA). Dulbecco’s modified Eagle’s medium
(DMEM), fetal bovine serum, streptomycin and penicillin were purchased from Lonza (Verviers,
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MA, USA). Dulbecco’s modified Eagle’s medium (DMEM), fetal bovine serum, streptomycin and
penicillin were purchased from Lonza (Verviers, Belgium). LPS (E. coli O111:B4) was purchased from
Sigma-Aldrich (Schnelldorf, Germany). Capsaicin, Griess reagents and nitrite standard were obtained
from Cayman Chemical (Ann Arbor, MI, USA). The ELISA kit for determination of insulin was from
Calbiotech Inc. (Spring Valley, CA, USA). The Ca2+ quantification kit was from Diagnosticum Rt
(Budapest, Hungary). ATP was assayed with a bioluminescence kit from Thermofisher Scientific
(Waltham, MA, USA). The ELISA kits for determination of MCP-1, and CCL20 were purchased from
R&D Systems (Abingdon, UK).
2.2. Instrumentation
NMR and 13 C NMR spectra were acquired at 25 ◦ C on a Bruker AC 300 spectrometer in CDCl3
solutions at 300 MHz and 75 MHz, respectively, with tetramethylsilane (TMS) as the internal standard.
Chemical shifts (δ) and coupling constants (J) are given in ppm and in Hz, respectively. IR spectra
were acquired with a BIORAD FTS6000 spectrometer. Mass spectra were acquired using a Thermo
LTQ XL Linear Ion Trap LC/MS mass spectrometer equipped with ion max source with electrospray
ionization (ESI) probe in the positive or negative mode (ion spray voltage (IS) 5 kV (negative) or 4 kV
(positive); capillary voltage −16 V (negative) or 15 V (positive); source temperature 300 ◦ C) through
direct infusion (5 µL min−1 ) of a methanolic solution of the compound (5 µg mL−1 ).
1H

2.3. Synthesis and Characterization of N-Eicosapentaenoyl Vanillylamine (EPVA) and N-Docosahexaenoyl
Vanillylamine (DHVA)
2.3.1. Enzymatic Procedure
N-Eicosapentaenoyl vanillylamine (EPVA) and N-docosahexaenoyl vanillylamine (DHVA) were
synthesized using our previously reported lipase-catalyzed N-acylation procedure as starting
point [37–39] and adapted for the use of vanillylamine (Figure S1 in Supporting Materials). The
appropriate fatty acid (eicosapentaenoic acid, EPA, 121 mg, or docosahexaenoic acid, DHA, 131 mg,
0.4 mmol), vanillylamine hydrochloride (76 mg, 0.4 mmol), and triethylamine (60 mg, 0.6 mmol) were
let to react for 48 h in an orbital shaker at 50 ◦ C using 2-methyl-2-butanol (2 mL) as the solvent, and
Novozym® 435 (consisting of immobilized Candida antarctica Lipase B, CALB) as the catalyst (100 mg).
EPVA and DHVA were obtained after cooling, filtrating of the enzyme, and evaporating of the solvent
under reduced pressure. Compounds’ purification was performed by column chromatography on silica
gel (using n-hexane-acetone as the eluent) with a yield of 90 mg (51%) and 100 mg (54%), respectively.
The purity was evaluated by HPLC and found to be >98% in both cases.
2.3.2. Characterization Data
N-Eicosapentaenoyl vanillylamine (EPVA), colorless oil. IR (film) 3300 (s, br), 3011 (s), 2960 (m),
2930 (w), 1642 (s), 1515 (m) cm−1 ; 1 H NMR δ 6.88–6.73 (m, 3 H on aromatic ring), 5.64 (s, br, 2 H, NH
+ OH), 5.45–5.28 (m, 10 H, 5 HC=CH), 4.35 (d, J = 5.5, 2 H, CH2 NH), 3.87 (s, 3H, CH3 O), 2.87–2.75
(m, 8 H, 4 CH=CHCH2 CH=CH), 2.24–2.17 (m, 2 H, CH2 C=O), 2.14–2.04 (m, 4 H, CH2 CH2 CH2 C=O +
CH2 CH3 ), 1.80–1.69 (m, 2 H, CH2 CH2 C=O), 0.97 (t, J = 7.6, 3 H, CH2 CH3 ); 13 C NMR δ 171.4, 146.1,
144.7, 131.2, 129.8, 128.3, 128.0, 127.8, 127.5, 127.4, 127.3, 127.1, 126.3, 120.1, 113.8, 110.3, 55.5, 42.8, 35.3,
28.7, 25.9, 24.8, 24.7, 21.7, 19.6, 13.1; MS (ESI+, direct infusion) m/z = 438 (100% [M + H]+ ). MS/MS
[M + H]+ (ESI+, 15 eV): m/z = 438.37 (31), 302.25 (100). MS (ESI−, direct infusion) m/z = 436 (100%
[M − H]− ). MS/MS [M − H]− (ESI−, 15 eV): m/z = 436.20 (19), 300.32 (100).
N-Docosahexaenoyl vanillylamine (DHVA), colorless oil. IR (film) 3300 (s, br), 3016 (s), 2965 (m),
2935 (w), 1647 (s), 1515 (m) cm−1 ; 1 H NMR δ 6.88–6.73 (m, 3H on aromatic ring), 5.66 (s, br, 2H, NH +
OH), 5.50–5.30 (m, 12 H, 6 HC=CH), 4.35 (d, J = 5.7, 2H, CH2 NH), 3.88 (s, 3H, CH3 O), 2.92−2.78 (m,
10H, 5CH=CHCH2 CH=CH), 2.46−2.40 (m, 2H, CH2 C=O), 2.30−2.25 (m, 2H, CH2 CH2 C=O), 2.12−2.04
(m, 2 H, CH2 CH3 ), 0.97 (t, J = 7.5, 3 H, CH2 CH3 ); 13 C NMR δ 172.0, 146.7, 145.2, 132.1, 130.3, 129.4,
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128.6, 128.4, 128.34, 128.31, 128.2, 128.1, 128.0, 127.9, 127.1, 120.9, 114.4, 110.8, 56.0, 43.6, 36.5, 29.7, 25.7,
25.6, 23.5, 20.6, 14.3; MS (ESI+, direct infusion) m/z = 464 (100% [M + H]+ ). MS/MS [M + H]+ (ESI+,
12 eV): m/z = 464.40 (29), 328.27 (100). MS (ESI−, direct infusion) m/z = 462 (100% [M − H]− ). MS/MS
[M − H]− (ESI−, 12 eV): m/z = 462.40 (31), 326.37 (100).
2.4. Cell Culture
2.4.1. RAW 264.7 Macrophages
Murine RAW264.7 macrophages were acquired from the American Type Culture Collection
(Teddington, UK). Dulbecco’s modified Eagle’s medium (DMEM) supplemented with 10% fetal bovine
serum, streptomycin and penicillin was used to grow and maintain cells at 37 ◦ C in a 5% CO2 humidified
air atmosphere.
2.4.2. Pancreatic β-Cells
Pancreatic INS-1 832/13 β-cell line (provided by Prof. C. Newgard, Duke University, Durham,
NC, USA) was used. Insulin secreting INS-1 832/13 cells, stably transfected with a plasmid coding
for human Proinsulin [40], were maintained in RPMI-1640 medium supplemented with 10% fetal
bovine serum, 10 mM HEPES, 2 mM l-glutamine, 1 mM sodium pyruvate, 50 mM β-mercaptoethanol,
100 IU mL−1 penicillin, and 100 IU mL−1 streptomycin. Cells were incubated under 95% O2 , 5% CO2 at
37 ◦ C. Media were refreshed every 2–3 days and cells were trypsinized and passaged weekly. Cells
were subcultured when they approached ≥70% confluence.
2.5. Viability and Cytotoxicity Assays
Cell viability and potential cytotoxicity effects in RAW264.7 cells were assessed by measuring
tetrazolium salt (XTT) conversion and lactate dehydrogenase (LDH) leakage, respectively, as previously
reported [41]. For XTT conversion, XTT Cell Proliferation Kit II (Roche Applied Science, Almere, The
Netherlands) was used. Briefly, after 48 h incubation of RAW264.7 cells with the compounds and LPS,
supernatants were removed (and used for LDH determination) and fresh medium (100 µL) containing
sodium 30-[1-(phenylaminocarbonyl)-3,4-tetrazolium]bis(4-methoxy-6-nitro) benzenesulfonic acid
hydrate (XTT) (final concentration = 0.45 mM) and N-methyldibenzopyrazine methylsulfate (1.25 mM),
was added to the cells. After incubating at 37 ◦ C, the quantity of formazan formed in the medium was
evaluated at 450 nm on a plate reader (Multiskan Ascent, ThermoLabsystem, Breda, The Netherlands).
LDH leakage was measured using a Cytotoxicity Detection Kit (Roche Applied Science, Almere,
The Netherlands). LDH was evaluated in culture supernatants (100 µL), previously taken and mixed
with enzyme reagents (diaphorase/NAD mixture, 250 µL) and dye solutions (iodotetrazolium chloride
and sodium lactate, 11.25 mL). After incubating for 30 min at 25 ◦ C, the absorbance was measured at
492 nm.
Pancreatic INS-1 832/13 β-cell line was seeded in 96-well plates. After overnight attachment,
cells were incubated for 24 h with test compounds at the final concentration of 2.5 µM, in duplicate.
DMSO was used as negative control. Then, MTT [(3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium
bromide)] solution in DPBS (3 mg mL−1 ) was added and cells were incubated for another 6 h.
Mitochondrial reductase enzymes in viable cells reduce the yellow tetrazolium MTT in its formazan,
which has a purple color when dissolved in DMSO under basic condition [42,43]. Media were finally
replaced with 100 µL of DMSO and cell viability was evaluated by measuring absorbance of the colored
wells at 545 nm, using Multi-Mode Microplate Reader (Synergy H1-BioTeck, Winooski, VT, USA).
2.6. Nitric Oxide Quantification
Cells were seeded into 96-well cell culture plates (2.5 × 105 cells mL−1 ), and incubated overnight.
Adherent cells were incubated with (or without) LPS (0.5 mg mL−1 ) in the presence (or absence,
containing vehicle only) of the test compounds for 48 h. Nitrite accumulated in macrophage culture
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medium, after incubation, was measured as an estimation of NO amount, as described previously [39].
Briefly, cell culture media (100 µL) were let to react with Griess reagents (100 µL) and incubated at
room temperature for 10 min. Absorbance was measured at 540 nm using an ELISA plate reader.
2.7. Effects of EPVA and DHVA on MCP-1, CCL20 and IL-6 Production
Cells were seeded into 48-well plates (5 × 105 cells mL−1 ). After overnight incubation, adherent
cells were treated with (or without) LPS (0.5 mg mL−1 ) in the presence (or absence, containing vehicle
only) of the test compounds for 24 h. Protein levels were measured by using ELISA in agreement with
the manufacturer’s instructions.
2.8. Quantification of Insulin Secretion
Pancreatic INS-1 832/13 β-cells (5 × 105 cells mL−1 ) were plated in 24-well plates with RPMI-1640,
11 mM Glucose, 10% FBS. The next day, the medium was switched to 5 mM Glucose, 10 % FBS. After
16 h of incubation, β-cells were washed and secretion media (Hanks’ balanced salts, HBSS with 20 mM
Hepes and 1% BSA, pH 7.2) containing 3 mM glucose were added. After 2 h, secretion media were
replaced by fresh secretion media (GSIS) containing 23 mM glucose, with (or without, containing
vehicle only) test compounds (2.5 µM) for 15 or 120 min of incubation. Amount of insulin in cell
medium was analyzed by insulin ELISA kit (Calbiotech Inc.) in agreement with the manufacturer’s
instructions. Briefly, the medium was spun 5 min at 2500 rpm, 4 ◦ C, to pellet down cellular debris and
either immediately assayed or frozen in liquid N2 first and −80 ◦ C successively, for no longer than
one week.
2.9. β-Cell Line Function Assays
To assay Ca2+ and ATP content, β-cells were transferred to 12-well plates till reaching 85% of
confluence. Medium containing 5 mM glucose was replaced by growth medium for 16 h. Before
assaying, this medium was replaced by 2 mL HBSS containing 3 mM glucose for 2 h. Experiments were
then started by replacing the HBSS to 0.8 mL per well of either fresh secretion buffer with 23 mM glucose,
with (or without, containing vehicle only) test compounds (2.5 µM) for 15 or 120 min of incubation. Ca2+
was measured by a kit in agreement with the manufacturer’s instructions (Diagnosticum Rt) in cells
that were added with 0.1 mL of radioimmunoprecipitation assay (RIPA) buffer, scraped several times,
and centrifuged to remove cellular debris (10 min, 4 ◦ C). ATP was measured by a bioluminescence kit
(ATP determination kit; Molecular Probes, Eugene, OR, USA) in cells treated with reporter lysis buffer
(Promega, Madison, WI, USA) containing a protease inhibitor mixture (Sigma, Schnelldorf, Germany).
An aliquot of each sample was let to react with 100 µL of 20 × reaction buffer, 1 M DTT, containing firefly
luciferase and 10 mM luciferin. Emitted light was measured in a luminometer (Berthold, Bad Wildbad,
Germany).
2.10. Statistical Analysis
All experiments were performed in duplicate in at least three independent experiments. Data are
presented as means ± standard deviation. Data from experiments with RAW264.7 macrophages are
shown as percentage of the LPS-treated controls (set at 100%). Statistical differences between treatments
and controls were assessed by one-way ANOVA followed by Dunnett’s post hoc test. Statistically
significant differences were considered for p < 0.05 (*), p < 0.01 (**), and p < 0.001 (***).
3. Results
3.1. Effect of N-Eicosapentaenoyl Vanillylamine (EPVA) and N-Docosahexaenoyl Vanillylamine (DHVA) on the
Production of NO
The potential anti-inflammatory properties of EPVA and DHVA (in a concentration range
10 nM–2.5 µM) were investigated by RAW264.7 macrophages induced with 0.5 µg mL−1 of LPS and
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incubated for 48 h. Both EPVA and DHVA inhibited NO release in a significant way at their highest
concentration (2.5 µM) up to 56% and 47%, respectively (Figure 2a,b). Neither EPVA nor DHVA
showed effects on cell viability or cytotoxicity in the concentration ranges tested (Table S1 in Supporting
Information). Vanillylamine (VA), capsaicin (CAP) and the fatty acid precursors, EPA and DHA,
did
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3.2. Effect of N-Eicosapentaenoyl Vanillylamine (EPVA) and N-Docosahexaenoyl Vanillylamine (DHVA) on
the Production of MCP-1, CCL20 and IL-6
We further investigated the potential of EPVA and DHVA on the production of other proinflammatory markers, namely the chemokine monocyte chemotactic protein-1 (MCP-1 or CCL2), the
macrophage-inflammatory protein-3α (CCL-20), and interleukin-6 (IL-6), by RAW264.7 cells
stimulated with 0.5 μg mL−1 of LPS and incubated for 24 h. Both compounds reduced MCP-1
production in a concentration-dependent way (Figure 3, panels a and b). In particular, EPVA and
DHVA caused 67% and 64% reduction at their highest concentration (2.5 μM), respectively, and were
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3.2. Effect of N-Eicosapentaenoyl Vanillylamine (EPVA) and N-Docosahexaenoyl Vanillylamine (DHVA) on the
Production of MCP-1, CCL20 and IL-6
We further investigated the potential of EPVA and DHVA on the production of other
pro-inflammatory markers, namely the chemokine monocyte chemotactic protein-1 (MCP-1 or CCL2),
the macrophage-inflammatory protein-3α (CCL-20), and interleukin-6 (IL-6), by RAW264.7 cells
stimulated with 0.5 µg mL−1 of LPS and incubated for 24 h. Both compounds reduced MCP-1
production in a concentration-dependent way (Figure 3a,b). In particular, EPVA and DHVA caused
67% and 64% reduction at their highest concentration (2.5 µM), respectively, and were also effective
in
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3.3. Effect of N-Eicosapentaenoyl Vanillylamine (EPVA) and N-Docosahexaenoyl Vanillylamine (DHVA) on
Insulin Secretion
Insulin Secretion
The effects of EPVA and DHVA (at the concentration of 2.5 µM) on glucose-induced insulin
The effects of EPVA and DHVA (at the concentration of 2.5 μM) on glucose-induced insulin
secretion were investigated in pancreatic β-cells INS-1 832/13, at both short and long incubation time.
secretion were investigated in pancreatic β-cells INS-1 832/13, at both short and long incubation time.
No toxicity was observed upon treatment with the compounds (Table S2 in Supporting Information).
No toxicity was observed upon treatment with the compounds (Table S2 in supporting information).
EPVA induced a significant increase in the release of insulin by almost 42% (Figure 4a) compared
EPVA induced a significant increase in the release of insulin by almost 42% (Figure 4, panel a)
to control after 15 min of incubation, whereas DHVA was ineffective (Figure 4a). After 120 min,
compared to control after 15 min of incubation, whereas DHVA was ineffective (Figure 4, panel a).
After 120 min, EPVA kept insulin secretion levels higher compared to the control, while DHVA
induced a slight but significant decrease of insulin secretion (Figure 4, panel b). Remarkably,
capsaicin (CAP) was ineffective at both incubation times. We also tested the effect of vanillylamine
(VA) and the precursors of EPVA and DHVA, EPA and DHA, respectively, to rule out the possibility
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EPVA kept insulin secretion levels higher compared to the control, while DHVA induced a slight but
significant decrease of insulin secretion (Figure 4b). Remarkably, capsaicin (CAP) was ineffective at
both incubation times. We also tested the effect of vanillylamine (VA) and the precursors of EPVA
and DHVA, EPA and DHA, respectively, to rule out the possibility that the observed effects were
produced by the corresponding hydrolysis products. Neither EPA nor DHA had any effects at both
short and
while
VA induced a decrease (by 23%) of insulin secretion at 120 min of incubation
Nutrients
2018,long
10, xtime,
FOR PEER
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8 of 14
(Figure 4b).
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Intracellular ATP Levels
Intracellular ATP Levels.
A crucial event in glucose-induced insulin release is the induction of mitochondrial oxidative
A crucial event in glucose-induced insulin release is the induction of mitochondrial oxidative
metabolism. During GSIS condition, enhanced ATP synthesis leads to the closure of ATP-sensitive
metabolism.
During GSIS condition, enhanced ATP synthesis leads to
the closure of ATP-sensitive
+ (KATP) channels
K
followed by membrane depolarization and Ca2+2+ influx via voltage-gated Ca2+2+
+
K (KATP) channels followed by membrane depolarization and Ca influx via voltage-gated Ca
channels, which in turn triggers release of insulin [44]. Therefore, we also tested the effect of the hybrid
channels, which in turn triggers release of insulin [44]. Therefore, we also tested the effect of the
compounds as well as their precursors (at the concentration of 2.5 µM) on ATP production in INS-1
hybrid compounds as well as their precursors (at the concentration of 2.5 μM) on ATP production in
832/13 cell line. ATP amount in β-cells was found to be increased only following 15 min of incubation
INS-1 832/13 cell line. ATP amount in β-cells was found to be increased only following 15 min of
with 2.5 µM EPVA, whereas after 120 min of incubation ATP amount did not differ from the control
incubation with 2.5 μM EPVA, whereas after 120 min of incubation ATP amount did not differ from
(Table 1). None of the other compounds had the ability to change the ATP levels in pancreatic β-cells
the control (Table 1). None of the other compounds had the ability to change the ATP levels in
at both time points investigated.
pancreatic β-cells at both time points investigated.

3.5. Effect of N-Eicosapentaenoyl Vanillylamine (EPVA) and N-Docosahexaenoyl Vanillylamine (DHVA) on
Intracellular Ca2+ Levels
Since EPVA was able to stimulate insulin release and ATP production, Ca2+ levels were also
measured. The amount of intracellular Ca2+ was significantly increased (by 74%) following EPVA
treatment both after 15 min (Figure 4, panel c), and 120 min of incubation (Figure 4, panel d).
Capsaicin and EPA were ineffective at both time points, while VA induced a significant decrease of
2+
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Table 1. Measurement of ATP levels in INS-1 832/13 cells.
ATP Concentration (nM) 1

Compound
Vehicle
Capsaicin (CAP)
Vanillylamine (VA)
Eicosapentaenoic acid (EPA)
Docosahexaenoic acid (DHA)
N-Eicosapentaenoyl vanillylamine (EPVA)
N-docosahexaenoyl vanillylamine (DHVA)

0 min

15 min

120 min

2.80 ± 0.71
1.99 ± 0.55
2.56 ± 0.99
2.39 ± 0.68
2.01 ± 0.91
2.19 ± 0.81
2.46 ± 0.82

4.65 ± 0.23
5.24 ± 0.85
4.31 ± 0.52
5.88 ± 0.32
3.98 ± 0.93
12.56 ± 0.57 ***
4.56 ± 0.56

4.78 ± 0.72
4.12 ± 0.37
3.12 ± 0.21
5.24 ± 0.62
4.69 ± 0.69
4.59 ± 0.55
3.64 ± 0.81

1 Cells were treated with compounds (at the concentration of 2.5 µM) or DMSO (as vehicle) and ATP at 0 (baseline),
15 and 120 min was quantified as described in Materials and methods. Data are presented as mean ± SD of triplicate
experiments. Mean value was statistically different from vehicle control at 15 min (*** p < 0.001).

3.5. Effect of N-Eicosapentaenoyl Vanillylamine (EPVA) and N-Docosahexaenoyl Vanillylamine (DHVA) on
Intracellular Ca2+ Levels
Since EPVA was able to stimulate insulin release and ATP production, Ca2+ levels were also
measured. The amount of intracellular Ca2+ was significantly increased (by 74%) following EPVA
treatment both after 15 min (Figure 4c), and 120 min of incubation (Figure 4d). Capsaicin and EPA
were ineffective at both time points, while VA induced a significant decrease of Ca2+ amount by 35%
after 120 min of incubation (Figure 4d).
4. Discussion
Fatty acid amides are conjugates of fatty acids with amines, including ethanolamine, dopamine
and serotonin, or amino acids. These compounds are abundantly present in nature and display a variety
of bioactivities [45]. Fatty acid amides derived from n-3 polyunsaturated fatty acids (PUFAs) represent
a sub-class which is only quite recently receiving attention [46]. Among them, N-eicosapentaenoyl
ethanolamine (EPEA) and N-docosahexaenoyl ethanolamine (DHEA) were shown to possess antitumor
activity in prostate and breast cancer cell lines [47,48] and anti-inflammatory properties in adipocytes
and macrophages [49–51]. Another congener, N-docosahexaenoyl dopamine (DHDA), displayed
antitumor activity in breast cancer cells [38] and anti-inflammatory properties in macrophages and
microglial cells [39], while N-docosahexaenoyl serotonin (DHA-5-HT) attenuated the production of
pro-inflammatory markers in macrophages and human peripheral blood mononuclear cells [52,53].
Collectively, studies indicate that amides from n-3 PUFAs display more potent anti-inflammatory
activities than compounds bearing shorter or saturated chains [51,53,54]. Besides, data indicate that
the structure of the conjugated amine is also important for bioactivity. For example, from a series
of structural analogues tested, dopamine conjugates were found to be the most active in reducing
inflammatory markers [54]. Vanillyl conjugates have been studied mainly in comparison with capsaicin.
In this respect, palvanil has been reported to inhibit inflammatory and neuropatic pain [31], while
olvanil, and alvanil were found to display anti-invasive activity in human small cell lung cancers [28].
Thus far, vanillyl conjugates with n-3 PUFAs have received little attention, with the exception of
N-docosahexaenoyl vanillylamine (DHVA) which was found to induce apoptosis in MCF-7 breast
cancer cells [34].
The results from the present work show that, at the concentration of 2.5 µM, vanillyl conjugates
from EPA and DHA decreased NO production by LPS-induced RAW264.7 cells. Additionally, we
observed that EPVA reduced MCP-1 production in a concentration-dependent manner and CCL20
release at the highest concentration tested in LPS-induced cells. Parallel to this, DHVA caused a
concentration-dependent decrease of both MCP-1 and CCL20. Nitric oxide is a late marker of the
LPS inflammatory cascade and originates from the oxidative deamination of l-arginine, which is
catalyzed by the inducible isoform of nitric oxide synthase (iNOS) [55]. Mice in which iNOS has
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been knocked out do not develop insulin resistance when fed with a high fat diet, unlike their wild
type (WT) mice littermates [56,57]. MCP-1 and CCL20 are two chemokines playing important roles
in attracting immune cells to inflammation site, thus inducing the amplification of the inflammatory
reaction [58,59]. MCP-1 is known to be one of the key players in adipose tissue inflammation during
obesity and its associated metabolic complications [60]. CCL20 is assumed to contribute to the
development and progression of obesity-associated insulin resistance, during which its levels were
found to be raised in adipose tissue, plasma as well as in pancreatic β-cells [61]. The association
between inflammation and T2D and the idea that anti-inflammatory compounds might be potential
antidiabetic leads [4–6], prompted us to investigate the ability of EPVA and DHVA to modulate insulin
secretion from pancreatic β-cells. Using hybrid molecules from food-derived compounds has been
suggested as a new approach for insulin secretion studies [62]. The INS-1 832/13 cell line represents
the most physiologically relevant in vitro β-cell model currently available and often used to screen
and study biochemical mechanism of endogenous/exogenous molecules [63,64]. We show that EPVA
increased insulin secretion, while capsaicin was not effective at the concentration investigated. Parallel
to this, we found that EPVA increased the amounts of intracellular Ca2+ and ATP, suggesting that
the mechanism of insulin release is mediated via an increase of the intracellular ATP/ADP ratio with
the consequent increase of Ca2+ influx through the voltage-gated channels. The higher activity of
EPVA compared to capsaicin could be attributed to its longer chain and higher degree of unsaturation.
These features have been reported to play a role in the bioactivities, such as anti-inflammatory and
anticancer properties, of other long chain analogues of capsaicin [28,31,34]. At the same time, this
argument would seem to be in contrast with the observation that DHVA, having an even higher
chain, did not show much activity in this assay. In contrast to EPVA, we did not observe a significant
increase in intracellular calcium with EPA treatment. This underlines that the insulin secretory effect
of EPVA is not due to its breakdown into EPA and vanillylamine, as both compounds displayed
no effect on insulin secretion at the concentration investigated in our study. Interestingly, in mice
co-administration of capsaicin and EPA has been recently shown to lead to beneficial effects on delaying
the progression of obesity-related metabolic dysregulation and, therefore, its complications [65]. In this
animal study, improvement of insulin resistance, indicated by the HOMA-IR index, was associated
with decreased serum glucose and enhanced serum insulin levels in the EPA- and capsaicin-treated
mice group. Authors attributed this effect to the decrease in adipose tissue weight that indirectly
affects insulin secretion. Herein we showed that EPVA is able to increase insulin secretion from
pancreatic β-cells in vitro. Although we have no evidence yet for the existence of EPVA or DHVA as
endogenous compounds, it is worth highlighting that we and others have demonstrated the formation
of n-3 PUFA-derived amides including DHA-5-HT and DHEA in human and other species. Their
biosynthesis was found to be tissue-specific and influenced by dietary content [49,53]. Therefore, we
could speculate that EPVA and DHVA might be endogenously formed when consuming a diet rich in
capsaicin and n-3 PUFAs.
5. Conclusions
In conclusion, two capsaicin analogues EPVA and DHVA were enzymatically synthesized
from their corresponding n-3 PUFAs. Both compounds significantly reduced the production of
some inflammatory mediators, including NO, CCL20 and MCP-1, by LPS-stimulated RAW264.7
macrophages. Next to this, EPVA increased insulin secretion by pancreatic INS-1 832/13 β-cells, while
raising intracellular Ca2+ and ATP concentrations. This merits further investigation into its possible
endogenous role and (or) its therapeutic potential in diabetes.
Supplementary Materials: The following are available online at http://www.mdpi.com/2072-6643/11/4/915/s1,
Figure S1: Synthesis of N-eicosapentaenoyl vanillylamine (EPVA) and N-docosahexaenoyl vanillylamine (DHVA),
Table S1: Effect of EPVA and DHVA on RAW 264.7 macrophages by XTT/LDH assays, Table S2: Effect of EPVA
and DHVA on INS-1 832/13 β-cell line by MTT assay.

Nutrients 2019, 11, 915

11 of 14

Author Contributions: P.P., E.C., R.W. and J.M. conceived the work. P.P., E.C. and J.M. designed the experiments.
P.P., A.P., and M.P. conducted the experiments. P.P., E.C., M.C.C., and J.M. analyzed and interpreted the data.
M.C.C., A.F., and R.W. facilitated the experiments. P.P. and E.C. performed the statistical analysis and wrote the
manuscript. J.M., R.W., and A.F. revised the manuscript critically for important intellectual content. All authors
read and approved the final version of this manuscript.
Funding: This research received no external funding.
Conflicts of Interest: The authors declare no conflicts of interest.

References
1.
2.
3.
4.

5.
6.

7.
8.
9.
10.
11.
12.

13.

14.
15.

16.

17.

Tuomi, T.; Santoro, N.; Caprio, S.; Cai, M.Y.; Weng, J.P.; Groop, L. The many faces of diabetes: A disease with
increasing heterogeneity. Lancet 2014, 383, 1084–1094. [CrossRef]
Chen, L.; Magliano, D.J.; Zimmet, P.Z. The worldwide epidemiology of type 2 diabetes mellitus–present and
future perspectives. Nat. Rev. Endocrinol. 2012, 8, 228–236. [CrossRef]
Fridlyand, L.E.; Philipson, L.H. Does the glucose-dependent insulin secretion mechanism itself cause
oxidative stress in pancreatic beta-cells? Diabetes 2004, 53, 1942–1948. [CrossRef]
Aggarwal, S.; Shailendra, G.; Ribnicky, D.M.; Burk, D.; Karki, N.; Wang, M.S.Q. An extract of
Artemisia dracunculus L. stimulates insulin secretion from β cells, activates AMPK and suppresses
inflammation. J. Ethnopharmacol. 2015, 170, 98–105. [CrossRef]
Donath, M.Y.; Shoelson, S.E. Type 2 diabetes as an inflammatory disease. Nat. Rev. Immunol. 2011, 11, 98–107.
[CrossRef] [PubMed]
Nackiewicz, D.; Dan, M.; He, W.; Kim, R.; Salmi, A.; Rütti, S.; Westwell-Roper, C.; Cunningham, A.; Speck, M.;
Schuster-Klein, C.; et al. TLR2/6 and TLR4-activated macrophages contribute to islet inflammation and
impair beta cell insulin gene expression via IL-1 and IL-6. Diabetologia 2014, 57, 1645–1654. [CrossRef]
Donath, M.Y.; Dalmas, É.; Sauter, N.S.; Böni-Schnetzler, M. Inflammation in Obesity and Diabetes: Islet
Dysfunction and Therapeutic Opportunity. Cell Metab. 2013, 17, 860–872. [CrossRef]
World Health Organization. Second Report of the WHO Expert Committee on Diabetes Mellitus; Technical Report
Series; World Health Organization: Geneva, Switzerland, 1980; pp. 646–666.
Kazeem, M.I.; Davies, T.C. Anti-diabetic functional foods as sources of insulin secreting, insulin sensitizing
and insulin mimetic agents. J. Funct. Foods 2016, 20, 122–138. [CrossRef]
Rena, G.; Pearson, E.R.; Sakamoto, K. Molecular mechanism of action of metformin: Old or new insights?
Diabetologia 2013, 56, 1898–1906. [CrossRef]
Caterina, M.J.; Schumacher, M.A.; Tominaga, M.; Rosen, T.A.; Levine, J.D.; Julius, D. The capsaicin receptor:
A heat-activated ion channel in the pain pathway. Nature 1997, 389, 816–824. [CrossRef] [PubMed]
Naccarato, A.; Furia, E.; Sindona, G.; Tagarelli, A. Multivariate class modeling techniques applied to
multielement analysis for the verification of the geographical origin of chili pepper. Food Chem. 2016, 206,
217–222. [CrossRef] [PubMed]
Varghese, S.; Kubatka, P.; Rodrigo, L.; Gazdikova, K.; Caprnda, M.; Fedotova, J.; Zulli, A.; Kruzliak, P.;
Büsselberg, D. Chili pepper as a body weight-loss food. Int. J. Food Sci. Nutr. 2017, 68, 392–401. [CrossRef]
[PubMed]
Yang, H.J.; Jang, D.-J.; Hwang, J.-T. Anti-diabetic effects of Korean red pepper via AMPK and PPAR-c
activation in C2C12 myotubes. J. Funct. Foods 2012, 4, 552–558. [CrossRef]
Gram, D.X.; Hansen, A.J.; Wilken, M.; Elm, T.; Svendsen, O.; Carr, R.D.; Ahren, B.; Brand, C.L. Plasma
calcitonin gene-related peptide is increased prior to obesity, and sensory nerve desensitization by capsaicin
improves oral glucose tolerance in obese Zucker rats. Eur. J. Endocrinol. 2005, 153, 963–969. [CrossRef]
[PubMed]
Gram, D.X.; Hansen, A.J.; Deacon, C.F.; Brand, C.L.; Ribel, U.; Wilken, M.; Carr, R.D.; Svendsen, O.; Ahren, D.
Sensory nerve desensitization by resiniferatoxin improves glucose tolerance and increases insulin secretion
in Zucker Diabetic Fatty rats and is associated with reduced plasma activity of dipeptidyl peptidase IV.
Eur. J. Pharmacol. 2005, 509, 211–217. [CrossRef] [PubMed]
Park, S.; Kwon, D.Y.; Kim, M.J.; Yang, H.J. Consumption of capsaicin and capsiate potentiate
glucose-stimulated insulin secretion in 90% pancreatectomized diabetic rats. FASEB J. 2012, 26, 363–368.

Nutrients 2019, 11, 915

18.
19.
20.

21.

22.

23.
24.
25.

26.

27.

28.

29.
30.
31.

32.

33.

34.
35.
36.
37.

12 of 14

Tolan, I.; Ragoobirsingh, D.; Morrison, E.Y. Isolation and purification of the hypoglycaemic principle present
in Capsicum frutescens. Phytother. Res. 2004, 18, 95–96. [CrossRef] [PubMed]
Tolan, I.; Ragoobirsingh, D.; Morrison, E.Y. The effect of capsaicin on blood glucose, plasma insulin levels
and insulin binding in dog models. Phytother. Res. 2001, 15, 391–394. [CrossRef]
Zhang, S.; Ma, X.; Zhang, L.; Sun, H.; Liu, X. Capsaicin Reduces Blood Glucose by Increasing Insulin Levels
and Glycogen Content Better than Capsiate in Streptozotocin-Induced Diabetic Rats. J. Agric. Food Chem.
2017, 65, 2323–2330. [CrossRef]
Chen, C.-W.; Lee, S.T.; Wu, W.T.; Fu, W.-M.; Ho, F.-M.; Lin, W.W. Signal transduction for inhibition of inducible
nitric oxide synthase and cyclooxygenase-2 induction by capsaicin and related analogs in macrophages.
Br. J. Pharmacol. 2003, 140, 1077–1087. [CrossRef]
Kim, C.S.; Kawada, T.; Kim, B.S.; Han, I.S.; Choe, S.Y.; Kurata, T.; Yu, R. Capsaicin exhibits anti-inflammatory
property by inhibiting IkB-a degradation in LPS-stimulated peritoneal macrophages. Cell Signal. 2003, 15,
299–306. [CrossRef]
Kim, Y.; Lee, J. Anti-inflammatory Activity of Capsaicin and Dihydrocapsaicin through Heme Oxygenase-1
Induction in RAW264.7 Macrophages. J. Food Biochem. 2014, 38, 381–387. [CrossRef]
Mueller, M.; Hobiger, S.; Jungbauer, A. Anti-inflammatory activity of extracts from fruits, herbs and spices.
Food Chem. 2010, 122, 987–996. [CrossRef]
Park, J.-Y.; Kawada, T.; Han, I.-S.; Kim, B.-S.; Goto, T.; Takahashi, N.; Fushiki, T.; Kurata, T.; Yu, R. Capsaicin
inhibits the production of tumor necrosis factor α by LPS-stimulated murine macrophages, RAW 264.7: A
PPARγ ligand-like action as a novel mechanism. FEBS Lett. 2004, 572, 266–270. [CrossRef] [PubMed]
Tang, J.; Luo, K.; Li, Y.; Chen, Q.; Tang, D.; Wang, D.; Xiao, J. Capsaicin attenuates LPS-induced inflammatory
cytokine production by upregulation of LXRα. Int. Immunopharmacol. 2015, 28, 264–269. [CrossRef]
[PubMed]
Kang, J.-H.; Kim, C.-S.; Han, I.-S.; Kawada, T.; Yu, R. Capsaicin, a spicy component of hot peppers, modulates
adipokine gene expression and protein release from obese-mouse adipose tissues and isolated adipocytes,
and suppresses the inflammatory responses of adipose tissue macrophages. FEBS Lett. 2007, 581, 4389–4396.
[CrossRef] [PubMed]
Hurley, J.D.; Akers, A.T.; Friedman, J.R.; Nolan, N.A.; Brown, K.C.; Dasgupta, P. Non-pungent long chain
capsaicin-analogs arvanil and olvanil display better anti-invasive activity than capsaicin in human small cell
lung cancers. Cell Adh. Migr. 2017, 11, 80–97. [CrossRef]
Basith, S.; Cui, M.; Hong, S.; Choi, S. Harnessing the Therapeutic Potential of Capsaicin and Its Analogues in
Pain and Other Diseases. Molecules 2016, 21, 966. [CrossRef] [PubMed]
Huang, X.F.; Xue, J.Y.; Jiang, A.Q.; Zhu, H.L. Capsaicin and its analogues: Structure-activity relationship
study. Curr. Med. Chem. 2013, 20, 2661–2672. [CrossRef]
Luongo, L.; Costa, B.; D’Agostino, B.; Guida, F.; Comelli, F.; Gatta, L.; Matteis, M.; Sullo, N.; De Petrocellis, L.;
de Novellis, V.; et al. Palvanil, a non-pungent capsaicin analogue, inhibits inflammatory and neuropathic
pain with little effects on bronchopulmonary function and body temperature. Pharmacol. Res. 2012, 66,
243–250. [CrossRef]
Morita, A.; Iwasaki, Y.; Kobata, K.; Iida, T.; Higashi, T.; Oda, K.; Suzuki, A.; Narukawa, M.; Sasakuma, S.;
Yokogoshi, H.; et al. Lipophilicity of capsaicinoids and capsinoids influences the multiple activation process
of rat TRPV1. Life Sci. 2006, 79, 2303–2310. [CrossRef]
Thomas, K.C.; Ethirajan, M.; Shahrokh, K.; Sun, H.; Lee, J.; Cheatham, T.E., 3rd; Yost, G.S.; Reilly, C.A.
Structure-activity relationship of capsaicin analogs and transient receptor potential vanilloid 1-mediated
human lung epithelial cell toxicity. J. Pharmacol. Exp. Ther. 2011, 337, 400–410. [CrossRef]
Tuoya; Baba, N.; Shimoishi, Y.; Murata, Y.; Tada, M.; Koseki, M.; Takahata, K. Apoptosis induction by
dohevanil, a DHA substitutive analog of capsaicin, in MCF-7 cells. Life Sci. 2006, 78, 1515–1519. [CrossRef]
Carpentier, Y.A.; Portois, L.; Malaisse, W.J. n-3 Fatty acids and the metabolic syndrome. Am. J. Clin. Nutr.
2006, 83, S1499–S1504. [CrossRef]
Schmitz, G.; Ecker, J. The opposing effects of n-3 and n-6 fatty acids. Progr. Lipid Res. 2008, 47, 147–155.
[CrossRef]
Plastina, P.; Meijerink, J.; Vincken, J.-P.; Gruppen, H.; Witkamp, R.; Gabriele, B. Selective Synthesis of
Unsaturated N-Acylethanolamines by Lipase-Catalyzed N-Acylation of Ethanolamine with Unsaturated
Fatty Acids. Lett. Org. Chem. 2009, 6, 444–447. [CrossRef]

Nutrients 2019, 11, 915

38.

39.

40.

41.

42.
43.
44.
45.
46.
47.

48.

49.

50.

51.

52.

53.

54.

55.

13 of 14

Rovito, D.; Giordano, C.; Plastina, P.; Barone, I.; De Amicis, F.; Mauro, L.; Rizza, P.; Lanzino, M.; Catalano, S.;
Bonofiglio, D.; et al. Omega-3 DHA- and EPA-Dopamine Conjugates Induce PPARgamma-Dependent
Breast Cancer Cell Death through Autophagy and Apoptosis. Biochim. Biophys. Acta Gen. Sub. 2015, 1850,
2185–2195. [CrossRef]
Wang, Y.; Plastina, P.; Vincken, J.-P.; Jansen, R.; Balvers, M.; ten Klooster, J.P.; Gruppen, H.; Witkamp, R.;
Meijerink, J. N-Docosahexaenoyl dopamine, an endocannabinoid-like conjugate of dopamine and the n-3 fatty
acid docosahexaenoic acid, attenuates lipopolysaccharide-induced activation of microglia and macrophages
via COX-2. ACS Chem. Neurosci. 2017, 8, 548–557. [CrossRef]
Hohmeier, H.E.; Mulder, H.; Chen, G.X.; Henkel-Rieger, R.; Prentki, M.; Newgard, C.B. Isolation
of INS-1-derived cell lines with robust ATP-sensitive K+ channel-dependent and -independent
glucose-stimulated insulin secretion. Diabetes 2000, 49, 424–430. [CrossRef]
Plastina, P.; Benincasa, C.; Perri, E.; Fazio, A.; Augimeri, G.; Poland, M.; Witkamp, R.; Meijerink, J.
Identification of hydroxytyrosyl oleate, a derivative of hydroxytyrosol with anti-inflammatory properties, in
olive oil by-products. Food Chem. 2019, 279, 105–113. [CrossRef]
Cione, E.; Genchi, G. Characterization of rat testes mitochondrial retinoylating system and its partial
purification. J. Bioenerg. Biomembr. 2004, 36, 211–217. [CrossRef]
Perri, M.; Caroleo, M.C.; Cione, E. Basic Condition to Formazan Improve Sensitivity of the MTT Colorimetric
Assay Dye. J. Bioanal. Tech. 2016, 1, 1–2. [CrossRef]
MacDonald, P.E.; Joseph, J.W.; Rorsman, P. Glucose-sensing mechanisms in pancreatic beta-cells. Phil. Trans.
R. Soc. B Biol. Sci. 2005, 29, 2211–2225. [CrossRef] [PubMed]
Di Marzo, V.; Bisogno, T.; De Petrocellis, L. Endocannabinoids and Related Compounds: Walking Back and
Forth between Plant Natural Products and Animal Physiology. Chem. Biol. 2007, 14, 741–756. [CrossRef]
Meijerink, J.; Balvers, M.; Witkamp, R. N-acyl amines of docosahexaenoic acid and other n-3 polyunsatured
fatty acids—From fishy endocannabinoids to potential leads. Br. J. Pharmacol. 2013, 169, 772–783. [CrossRef]
Brown, I.; Wahle, K.W.; Cascio, M.G.; Smoum-Jaouni, R.; Mechoulam, R.; Pertwee, R.G.; Heys, S.D. Omega-3
N-acylethanolamines are endogenously synthesised from omega-3 fatty acids in different human prostate
and breast cancer cell lines. Prostaglandins Leukot. Essent. Fatty Acids 2011, 85, 305–310. [CrossRef]
Rovito, D.; Giordano, C.; Vizza, D.; Plastina, P.; Barone, I.; Casaburi, I.; Lanzino, M.; De Amicis, F.; Sisci, D.;
Mauro, L.; et al. Omega-3 PUFA Ethanolamides DHEA and EPEA Induce Autophagy Through PPARγ
Activation in MCF-7 Breast Cancer Cells. J. Cell. Physiol. 2013, 228, 1314–1322. [CrossRef] [PubMed]
Balvers, M.G.J.; Verhoeckx, K.C.M.; Plastina, P.; Wortelboer, H.M.; Meijerink, J.; Witkamp, R.F.
Docosahexaenoic acid and eicosapentaenoic acid are converted by 3T3-L1 adipocytes to N-acyl ethanolamines
with anti-inflammatory properties. Biochim. Biophys. Acta 2010, 1801, 1107–1114. [CrossRef] [PubMed]
Meijerink, J.; Poland, M.; Balvers, M.G.J.; Plastina, P.; Lute, C.; Dwarkasing, J.; van Norren, K.; Witkamp, R.F.
Inhibition of COX-2-mediated eicosanoid production plays a major role in the anti-inflammatory effects of
the endocannabinoid N-docosahexaenoylethanolamine (DHEA) in macrophages. Br. J. Pharmacol. 2015, 172,
24–37. [CrossRef]
Meijerink, J.; Plastina, P.; Vincken, J.-P.; Poland, M.; Attya, M.; Balvers, M.; Gruppen, H.;
Gabriele, B.; Witkamp, R.F. The ethanolamide metabolite of DHA, docosahexaenoylethanolamine, shows
immunomodulating effects in mouse peritoneal and RAW264.7 macrophages: Evidence for a new link
between fish oil and inflammation. Br. J. Nutr. 2011, 105, 1798–1807. [CrossRef] [PubMed]
Poland, M.; ten Klooster, J.P.; Wang, Z.; Pieters, R.; Boekschoten, M.; Witkamp, R.; Meijerink, J.
Docosahexaenoyl serotonin, an endogenously formed n-3 fatty acid-serotonin conjugate has
anti-inflammatory properties by attenuating IL-23-IL-17 signaling in macrophages. Biochim. Biophys. Acta
2016, 1861, 2020–2028. [CrossRef]
Wang, Y.; Balvers, M.G.J.; Hendriks, H.F.J.; Wilpshaar, T.; van Heek, T.; Witkamp, R.F.; Meijerink, J.
Docosahexaenoyl serotonin emerges as most potent inhibitor of IL-17 and CCL-20 released by blood
mononuclear cells from a series of N-acyl serotonins identified in human intestinal tissue. Biochim. Biophys.
Acta Mol. Cell Biol. Lipids 2017, 1862, 823–831. [CrossRef]
Dang, H.T.; Kang, G.J.; Yoo, E.S.; Hong, J.; Choi, J.S.; Kim, H.S.; Chung, H.Y.; Jung, J.H. Evaluation of
endogenous fatty acid amides and their synthetic analogues as potential anti-inflammatory leads. Bioorg. Med.
Chem. 2011, 19, 1520–1527. [CrossRef]
Bogdan, C. Nitric oxide and the immune response. Nat. Immunol. 2001, 2, 907–916. [CrossRef]

Nutrients 2019, 11, 915

56.

57.
58.

59.

60.

61.

62.

63.

64.

65.

14 of 14

Jang, J.E.; Ko, M.S.; Yun, J.-Y.; Kim, M.O.; Kim, J.H.; Park, H.S.; Kim, A.R.; Kim, H.J.; Kim, B.J.; Ahn, Y.E.;
et al. Nitric Oxide Produced by Macrophages Inhibits Adipocyte Differentiation and Promotes Profibrogenic
Responses in Preadipocytes to Induce Adipose Tissue Fibrosis. Diabetes 2016, 65, 2516–2528. [CrossRef]
Noronha, B.T.; Li, J.-M.; Wheatcroft, S.B.; Shah, A.M.; Kearney, M.T. Inducible Nitric Oxide Synthase Has
Divergent Effects on Vascular and Metabolic Function in Obesity. Diabetes 2005, 54, 1082–1089. [CrossRef]
Fazio, A.; Plastina, P.; Meijerink, J.; Witkamp, R.F.; Gabriele, B. Comparative analyses of seeds of wild fruits
of Rubus and Sambucus species from Southern Italy: Fatty acid composition of the oil, total phenolic content,
antioxidant and anti-inflammatory properties of the methanolic extracts. Food Chem. 2013, 140, 817–824.
[CrossRef]
Lupinacci, E.; Meijerink, J.; Vincken, J.P.; Gabriele, B.; Gruppen, H.; Witkamp, R.F. Xanthohumol from Hop
(Humulus lupulus L.) Is an Efficient Inhibitor of Monocyte Chemoattractant Protein-1 and Tumor Necrosis
Factor-alpha Release in LPS-Stimulated RAW 264.7 Mouse Macrophages and U937 Human Monocytes.
J. Agric. Food Chem. 2009, 57, 7274–7281. [CrossRef]
Kim, J.; Chung, K.; Choi, C.; Beloor, J.; Ullah, I.; Kim, N.; Lee, K.Y.; Lee, S.K.; Kumar, P. Silencing CCR2 in
Macrophages Alleviates Adipose Tissue Inflammation and the Associated Metabolic Syndrome in Dietary
Obese Mice. Mol. Ther. Nucleic Acids 2016, 5, e280. [CrossRef]
Burke, S.J.; Karlstad, M.D.; Regal, K.M.; Sparer, T.E.; Lu, D.; Elks, C.M.; Grant, R.W.; Stephens, J.M.; Burk, D.H.;
Collier, J.J. CCL20 is elevated during obesity and differentially regulated by NF-κB subunits in pancreatic
β-cells. Biochim. Biophys. Acta 2015, 1849, 637–652. [CrossRef]
Badolato, M.; Carullo, G.; Perri, M.; Cione, E.; Manetti, F.; Di Gioia, M.L.; Brizzi, A.; Caroleo, M.C.; Aiello, F.
Quercetin/oleic acid-based G-protein-coupled receptor 40 ligands as new insulin secretion modulators.
Future Med. Chem. 2017, 9, 1873–1885. [CrossRef]
Kane, M.A.; Folias, A.E.; Pingitore, A.; Perri, M.; Obrochta, K.M.; Krois, C.R.; Cione, E.; Ryu, J.Y.; Napoli, J.L.
Identification of 9-cis-retinoic acid as a pancreas-specific autacoid that attenuates glucose-stimulated insulin
secretion. Proc. Natl. Acad. Sci. USA 2010, 107, 21884–21889. [CrossRef]
Hectors, T.L.M.; Vanparys, C.; Pereira-Fernandes, A.; Martens, G.A.; Blust, R. Evaluation of the INS-1 832/13
Cell Line as a Beta-Cell Based Screening System to Assess Pollutant Effects on Beta-Cell Function. PLoS ONE
2013, 8, e60030. [CrossRef]
Hirotani, Y.; Fukamachi, J.; Ueyama, R.; Urashima, Y.; Ikeda, K. Effects of Capsaicin Coadministered with
Eicosapentaenoic Acid on Obesity-Related Dysregulation in High-Fat-Fed Mice. Biol. Pharm. Bull. 2017, 40,
1581–1585. [CrossRef]
© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

