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1. Introduction

Trans-palmitoleic acid, a dairy fat biomarker,
stimulates insulin secretion and activates G
protein-coupled receptors with a different
mechanism from the cis isomerfy
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Dietary trans-palmitoleic acid (trans 16:1n-7, tPOA), a biomarker for high-fat dairy product intake, has
been associated with a lower risk of type 2 diabetes mellitus (T2DM) in some cross-sectional and pro-
spective epidemiological studies. Here, we investigated the insulin secretion-promoting activity of tPOA
and compared them with the effects evoked by the cis-POA isomer (cPOA), an endogenous lipokine bio-
synthesized in the liver and adipose tissue, and found in some natural food sources. The debate about the
positive and negative relationships of those two POA isomers with metabolic risk factors and the under-
lying mechanisms is still going on. Therefore, we examined the potency of both POA isomers to potenti-
ate insulin secretion in murine and human pancreatic p cell lines. We also investigated whether POA
isomers activate G protein-coupled receptors proposed as potential targets for T2DM treatment. We
show that tPOA and cPOA augment glucose-stimulated insulin secretion (GSIS) to a similar extent;
however, their insulin secretagogue activity is associated with different signaling pathways. We also per-
formed ligand docking and molecular dynamics simulations to predict the preferred orientation of POA
isomers and the strength of association between those two fatty acids and GPR40, GPR55, GPR119, and
GPR120 receptors. Overall, this study provides insight into the bioactivity of tPOA and cPOA toward
selected GPCR functions, indicating them as targets responsible for the insulin secretagogue action of
POA isomers. It reveals that both tPOA and cPOA may promote insulin secretion and subsequently regu-
late glucose homeostasis.

Among them, milk fat fatty acids (FAs) are considered impor-
tant nutritional components and have a significant impact on

With type 2 diabetes mellitus (T2DM) on the rise, there is a
growing need to develop dietary strategies regulating glucose
homeostasis. Dairy ingredients that have been identified to be
beneficial for T2DM include flavonoids, calcium, probiotics,
vitamins K-1 and K-2, branched-chain amino acids, medium-
chain and odd-chain saturated fats, and unsaturated fats.
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human health.> On the presence of fat in milk, the U.S. dietary
guidelines recommend the consumption of fat-free or low-fat
milk and milk products.®> However, there is very little evidence
that high-fat dairy consumption is more harmful than low-fat
dairy intake in terms of T2DM risk. What is more, the meta-
analysis of 13 cohort studies showed no link between high-fat
dairy consumption and T2DM risk.*

Among dairy fatty acids, ¢trans-palmitoleic acid (¢POA), con-
taining one double bond located at the n-7 position using the
Q-nomenclature (C16:1 n-7), may act as a biomarker of meta-
bolic health manifested as improved glucose and insulin con-
centrations, insulin sensitivity measured using the homeosta-
sis assessment model of insulin resistance (HOMA-IR) index,
fasting insulinemia and fasting glycemia, glucose uptake by
muscles and liver, blood lipids, and inflammatory markers.>®
trans-POA, also known as “palmitelaidic acid” in the literature,
is mainly found in naturally occurring ruminant-derived dairy

This journal is © The Royal Society of Chemistry 2023
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and meat trans fats. Noteworthily, ruminant ¢rans fatty acids
(rTFAs) are generated by bacteria from linoleic and a-linolenic
acids in the animal gut. The chain of ¢rans vaccenic acid (18:1,
n-7), the most abundant rTFA, can be shortened to tPOA.” The
concentration of tPOA is typically between 1 and 2% when the
cows are on indoor feeding and between 2 and 4% when they
are on fresh pasture.® Alternatively, tPOA could also be pro-
duced by the ruminant biohydrogenation of dietary C16:3 n-3
fatty acids found in “C16:3 plants”.> The minor presence of
tPOA in dairy products was reported to be 0.05%, 0.04%, and
0.08% of total fatty acids in cow, ewe, and goat milk, respect-
ively.® Very recently, ruminant fats were shown to be the only
contributors to circulating levels of {POA in humans where par-
tially hydrogenated oils are not used anymore, e.g., in
France.'® What is more, the circulating plasma levels of tPOA
ranging from 0.02% to 0.55% of total fatty acids'' can be
explained mainly by its dietary origin and are positively corre-
lated with self-reported consumption of whole-fat dairy,
butter, margarine, and baked desserts.” Furthermore, recent
studies directly showed that supplementation with sea buck-
thorn oil augmented with ¢POA increased the serum
phospholipid tPOA by 26.6% at a dose of 480 mg per day."?
The majority of data on the physiological effects of dietary
tPOA comes from epidemiological studies, which are, however,
inconsistent regarding the influence on T2DM risk.
Nonetheless, Mozaffarian et al. patented the use of dietary
tPOA to treat insulin resistance.'® Indeed, some cross-sectional
and prospective epidemiological studies have suggested that
dietary tPOA has beneficial effects on the risk of T2DM and
could prevent insulin resistance by reducing insulinemia.'***
However, in other studies, tPOA was not associated with T2DM
outcomes in fully adjusted models comprising age, sex, and
ethnicity (model 1), physical activity and total energy intake
(model 2), total dairy or total hydrogenated food intake (model
3), and body mass index (model 4).'® Furthermore, higher
tPOA proportions in the erythrocyte membrane predicted a sig-
nificantly increased risk of diabetes.'” These controversial
results underline the need to unravel potential mechanisms of
action of dietary tPOA. Concerning T2DM, very recently
Chavaro-Ortiz et al. reported the effect of tPOA on glucose
homeostasis in a C57BL/6 mouse model of diet-induced obesity
during supplementation with tPOA (3 g kg™" diet) for 11 weeks.
Although tPOA prevented weight gain, it had a neutral influence
on glucose homeostasis measured by glucose and insulin toler-
ance tests and insulin-mediated Akt activation.'® Noteworthily,
these findings contradict the results from clinical studies™ that
found increased insulin sensitivity in association with a higher
serum tPOA content which further supports the need for com-
parative studies between human and rodent models. However,
also, little data exist on in vitro studies. Studies with the per-
fused pancreas isolated from male Sprague-Dawley rats revealed
a three-fold stimulation of insulin release from the fasted pan-
creas in response to palmitoleic acid.’® The second report refers
to research with the INS-1 B cell line. tPOA did not affect pan-
creatic duodenal homeobox factor 1 (pdx1) expression under
chronic high glucose (20 mM) treatment but under basal
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(5.5 mM) glucose conditions, tPOA demonstrated a stimulatory
effect. Also, tPOA increased the peroxisome proliferator-acti-
vated receptor y activity.”®

Importantly, palmitoleate can be found in nature as cis
(cPOA) and trans geometrical isomers. Endogenous ¢POA is
synthesized in the human body primarily in the liver and sec-
ondarily in adipose tissue by desaturation of palmitic acid.'"**
Subcutaneous adipose tissue triacylglycerols (TAGs) contain
approximately 7.2 mol% of ¢POA, which means that cis 16:1n-7
is the second most abundant monounsaturated fatty acid after
oleic acid.*” Dietary cPOA is present in modest amounts in
some plant and animal-based foods; however, its overall nutri-
tional intake is low (<4% of total energy).>*> However, cPOA is
highly concentrated in the sea buckthorn (Hippophae sp.) pulp
oil, where it accounts for up to 52% of total fatty acids.>* The
cis isoform of POA has been associated with increased insulin
sensitivity and suppression of hepatosteatosis.>' Very recently,
we have shown that the stimulatory effect of sea buckthorn
pulp oil concerning insulin secretion from human islet
EndoC-BH1 cells has been associated with the activity of FFAs
acting as ligands of pancreatic G protein-coupled receptors
(GPCRs). In particular, the presence of cPOA seems to have the
highest triggering effect.>

Concomitantly, the link between the fatty acid structure
(double bond configuration) and function is critical®®*” but
similar or adverse functions of cPOA and tPOA have never been
compared directly in terms of insulin secretion and GPCR acti-
vation. Therefore, the aim of this study was to answer the ques-
tion if POA trans and cis isomers similarly stimulate insulin
secretion. Consequently, we employed two pancreatic p cell lines
of different derivations: MING6 (a mouse insulinoma cell line) and
EndoC-fH1 (a human cell line that closely mimics the functional
properties of normal human f cells).>® We also determined
whether POA isomers activate GPCRs in a similar way, which
were previously shown to mediate insulin secretion. As potential
receptor targets, we chose GPR40, GPR55, GPR119, and GPR120
activated by free fatty acids and lipids containing fatty acid resi-
dues.”® Such information will be helpful in understanding the
biological roles of ¢cPOA and {POA and to come closer to answer-
ing the question whether they could be used as a nonpharmaco-
logical strategy to prevent, control, or ameliorate T2DM.

2. Materials and methods
2.1 Materials

Dulbecco’s modified Eagle’s medium (DMEM) containing
4.5 g L™! glucose (25 mM), DMEM 1.0 g L™" glucose (5.6 mM),
DMEM no glucose, Ham’s F-12 Nutrient Mix (F-12) 1.8 g L™
glucose (10 mM), Roswell Park Memorial Institute medium
(RPMI 1640) 2 g L™" glucose (11.1 mM), fetal bovine serum,
and phosphate-buffered saline (PBS, pH 7.4) and PrestoBlue
Cell Viability Reagent were obtained from Life Technologies
(Carlsbad, CA, USA). Antibiotics (penicillin and neomycin)
were obtained from Serva (Heidelberg, Germany); amphoteri-
cin B, cPOA, tPOA, and a cyclic AMP ELISA Kit from Cayman
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Chemical Company (Ann Arbor, MI, USA). A GeneMatrix
Universal RNA Purification Kit, DNAse, NG dART RT kit, and
SG gqPCR Master Mix were purchased from EURX Sp. z o.0.
(Gdansk, Poland). Primers for rt-qPCR were obtained from
Genomed S.A. (Warszawa, Poland). Ethanol, HCl, p-glucose,
KCl, NaCl, MgCl,-6H,0, CaCl,-2H,0, HEPES,
f-mercaptoethanol, nicotinamide, sodium selenite, transfer-
rin, Bradford Reagent, 3-isobutyl-1-methylxanthine (IBMX) and
bovine serum albumin (BSA) were purchased from Merck
KGaA (Darmstadt, Germany). A Screen QuestTM Fluo-8 No
Wash Calcium Assay Kit was purchased from AAT Bioquest,
Inc. (Sunnyvale, CA, USA). Specific antagonists of GPR40
(DC260126, presented as DC), GPR55 (CID16020046, presented
as CID), and GPR120 (AH7614, presented as AH) were obtained
from Tocris Bioscience (Ellisville, MS, USA). The GPR119
antagonist (given as C8) was kindly provided by Pfizer (Groton,
CT, USA).?° All antagonists were prepared as 10 mM stock solu-
tions in DMSO and 2 pM working concentrations were
applied. Fatty acids were solubilized in ethanol at 5 mM con-
centration and further diluted in PBS.

2.2 Cell culture

Cell cultures were grown in a specific cell line culture medium
supplemented with antibiotics (1% penicillin/amphotericin B/
neomycin) at 37 °C with 5% CO,. The murine adherent insuli-
noma MING6 cells were kindly donated by Prof. Peter Bergsten
from Uppsala University, Uppsala, Sweden, with the consent of
Dr Jun-ichi Miyazaki from Osaka University, Japan.*" The cells
were grown in DMEM containing 25 mM glucose, 10% fetal
bovine serum, and supplemented with 50 uM
p-mercaptoethanol. The human pancreatic § cell line EndoC-
BH?* was purchased from Human Cell Design (Toulouse,
France). Cells were cultured in 1% extracellular matrix (ECM)/
2 pg ml™" fibronectin-coated flask. Cell medium composition
was based on DMEM (w/o glucose)/Ham’s F12 (50%/50%) with
the addition of 2% albumin from bovine serum fraction V,
5.5 pg ml™" transferrin, 6.7 ng ml™" sodium selenite, 10 mM
nicotinamide, and 50 pM 2-mercaptoethanol.

2.3 Cell viability

MIN6 cells and EndoC-pH1 cells were seeded into 96-well
plates (3 x 10 cells per well) in 100 ul of culture medium and
grown for 24 h. Next, cells were incubated for 24 h, 48 h, or
72 h in serum-free culture media (without 10% FBS and 2%
BSA in culture media for MIN6 and EndoC-BH1 cells, respect-
ively) in the presence of studied compounds at final concen-
trations of 5 pM, 10 pM, 25 pM, 50 pM, or 100 pM. According
to the manufacturer’s instructions, cell viability was deter-
mined with the fluorescence measurement at F530/590 nm
using a PrestoBlue Cell Viability Reagent. The obtained values
were used to calculate cell viability as the percentage of
untreated control cell viability.

2.4 Determination of the critical micelle concentration (CMC)

Stock solution and serial dilutions of cis- and trans-palmitoleic
acid were prepared in ethanol and mixed with the assay buffer
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to a final concentration of 2% ethanol. Nile Red was dissolved
in DMSO to a final concentration of 40 pM in assay tubes.
Before experiments, DMEM and Ca5 buffer were preheated to
37 °C. The reaction solution consisting of DMEM or Ca5
buffer, fatty acid-ethanol solution, and Nile Red was prepared
in glass test tubes. Subsequently, the solution was mixed, and
incubated in the dark at 37 °C for 30 minutes and then fluo-
rescence (excitation/emission = 530/620 nm) was measured.

2.5 Insulin secretion at low (2 mM) and high (20 mM)
glucose concentrations

MING6 cells and EndoC-pH1 cells were seeded into a 24-well
plate at a density of 2 x 10° cells per well and cultured for 48 h.
Cells were pre-incubated in calcium buffer Ca5 (25 mM
HEPES, 6 mM KCl, 125 mM NaCl, 1.3 mM CaCl,-2H,0,
1.2 mM MgCl,-6H,0) with 2 mM glucose for 60 min at 37 °C.
Next, the cells were incubated in the new portion of the same
Ca5-2 mM glucose buffer for 30 min, supplemented with
tested fatty acids applied at 10 or 25 uM concentration and/or
receptor antagonists (DC, CID, C8, AH) applied at a concen-
tration of 2 uM. The buffer supernatants were saved and the
0.1% BSA was added to the collected samples. The cells were
further incubated in Ca5-20 mM glucose buffer for 30 min
with the tested compounds. The buffer samples were collected
again and the 0.1% BSA was added. Samples from low and
high glucose were subjected to insulin secretion measure-
ments via competitive ELISA.*>* To normalize insulin levels,
cells were lysed with 0.1 M HCI and the protein content of
respective cell lysates was determined using the Bradford
protein assay.

2.6 Calcium flux measurements

MIN6 and EndoC-fH1 cells were seeded into 96 well plates at a
density of 4 x 10* cells per well and cultured for 24 h.
Subsequently, the culture medium was changed to Ca5 buffer
with 2 mM or 20 mM glucose. According to the producer’s pro-
tocol, the intracellular calcium concentration [Ca*']; was
measured with a Screen QuestTM Fluo-8 No Wash Calcium
Assay Kit. To observe potential membrane permeabilization
caused by investigated compounds, propidium iodide (PI) at a
final concentration of 1 pg ml™" was added just before the
experiment. Calcium flux and PI intercalation were measured
after adding fatty acids at 10 or 25 uM concentration and/or
GPCR antagonists (DC, CID, C8, AH) applied at a concen-
tration of 2 pM by a change in fluorescence (excitation/emis-
sion = 490/520 nm and 535/617 nm, respectively).
Fluorescence reads were corrected for background fluo-
rescence. The MAX fluorescence was read from the real-time
kinetics of [Ca®"]; quantitative data and calculated using the
GraphPad program, which selects the first maximum peak
after the addition of the test compound for each measurement
and then averages the result.

2.7 cAMP synthesis measurements

MIN6 and EndoC-fH1 cells were seeded into 6 well plates at a
density of 2 x 10° cells per well and cultured for 48 h. Next, the

This journal is © The Royal Society of Chemistry 2023
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standard culture medium was substituted with Ca5 buffer with
2 mM glucose and the cells were incubated for 60 min at
37 °C. The buffer was changed to a new portion supplemented
with 20 mM glucose. Fatty acids were added at 10 or 25 pM
concentration and/or receptor antagonists (DC, CID, C8, AH)
were applied at 2 pM concentration together with 1 mM IBMX.
The cells were incubated for 30 min at 37 °C. Accumulated
cAMP was measured in cell lysates with the cyclic AMP ELISA
Kit, according to the manufacturer’s protocol and normalized
to the protein content of respective cell lysates using the
Bradford Protein Assay.

2.8 RNA isolation and quantitative reverse transcription PCR
analysis

MIN6 and EndoC-fH1 cells were seeded into 6 well plates at a
density of 2 x 10° cells per well and cultured for 24 h. Then,
the culture medium was removed and cells were washed with
PBS buffer. RNA was extracted and purified with a GeneMatrix
Universal RNA Purification Kit protocol (with DNAse treat-
ment). The purity and concentration of isolated RNA were
checked with absorbance reads. RNA samples were reverse
transcribed to ¢cDNA with an NG dART RT kit protocol. RT-
gPCR was carried out using an SG qPCR Master Mix protocol
and CFX96 Touch Real-Time PCR Detection System (BioRad,
USA). The sequences of specific primers were designed using
the NCBI's Primer-BLAST software (National Center for
Biotechnology Information) based on receptors’ sequences
from the GenBank database. Constitutively expressed Actf or
GAPDH genes were selected as endogenous controls to correct
potential variation in RNA loading. The levels of receptor
expression were normalized to the expressions of the house-
keeping gene according to the 27" method.
The sequences of primers used in the study.
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glycero-3-phosphatidylcholine/1-palmitoyl-2-oleoyl-sn-glycero-3-
phosphatidylglycerol/cholesterol membrane, were prepared
with a web-based CHARMM-GUI tool.>* The spatial structures
of receptors incorporated in the membranes are presented in
ESI Fig. 1.t

2.9.2 Molecular docking. Blind docking was conducted
using GNINA1.0 docking software®® with the whole structure
included for each of the four receptors with their membranes.
Docking of each ligand was performed three times, with
maximum exhaustiveness (100), at an energy of 10 kcal mol ™,
and CNN scoring set to refinement. Fourteen CPUs were
employed to conduct these calculations.

Conventional molecular dynamics. All preparation steps,
simulations and trajectory postprocessing were performed
using AMBER20 software.*® Complexes obtained through
molecular docking were subjected to preparation using tLeap,
where ff19SB,*” OPC,*® lipid17,*® and gaff2*® force fields were
defined for protein, water, lipid membrane, and ligands,
respectively. Partial charges of ligands were calculated at the
RESP*** level of theory and inputs were generated using an
antechamber.*” The conventional molecular dynamics (MD)
simulation procedure applied was described in the previous
study.?®

To explicitly compare ¢cPOA and tPOA, a Thermodynamic
Integration (TI) analysis, based on a transformation of one sub-
strate into another within selected “windows”, was applied. Such
a method is based on calculating the difference in energy
between the protein-ligand system, in which one ligand turns
into another one, and the protein-free system, where ligands con-
tained only within a box of water undergo transformation.
Preparation of calculations consisted of selecting “softcore” atoms
that will be substituted and “core” atoms, which will remain
unchanged throughout the whole analysis. Exemplification of
softcore and core atoms can be found in ESI Fig. 2.1

Gene symbol Forward primer

Reverse primer Accession no.

Primers for mouse gene expression detection (applied in MIN6 samples)

Actp 5'AAGAGCTATGAGCTGCCTGA3'
Gpr40 5'TCTGCCTGGGGCCCTATAAT3’
Gpr55 5'AGCCTTCTGACTTGGACAGC3'
Gprii9 5'CTTCTACTGTGACATGCTCAAGATTG3'
Gpri20 5'CTGGGGCTCATCTTTGTCGT3'

Primers for human gene expression detection (applied in EndoC-fH1 samples)

GAPDH 5'AGGGCTGCTTTTAACTCTGGT3'
GPR40 5'CTCCTTCGGCCTCTATGTGG3'
GPR55 5'GTTTCCATGGGAAAGTGGAA3'
GPR119 5'CTCCCTCATCATTGCTACTAA3'
GPR120 5'CCTGGAGAGATCTCGTGGGA3'

2.9 Molecular modeling

2.9.1 Protein structure preparation. The structure of the
human GPR40 receptor was imported from the Protein Data
Bank (ID: 4PHU, resolved to 2.33 A resolution in complex with
TAK-875). The structures of GPR55, GPR119, and GPR120 were
obtained from the AlphaFold2 database (https:/alphafold.ebi.
ac.uk/) using IDs: Q9Y2T6, Q8TDV5, and Q5NUL3, respectively.
The structures of receptors, including 1-palmitoyl-2-oleoyl-sn-

This journal is © The Royal Society of Chemistry 2023

5'TACGGATGTCAACGTCACAC3’ NM_007393.5
5'TCCAGGACCTGTTCCCAAGT3' NM_194057.3
5'CCTCATCCCCTTCATACTGG3' NM_001033290.2
5'CCATGGCTCCTGCATGTTC3' NM_181751.2
5'ACGACGAGCACTAGAGGGAT3’ NM_181748.2
5'CCCCACTTGATTTTGGAGGGA3' NM_002046.7
5'’AGACCAGGCTAGGGGTGAGA3’ NM_005303.2
5'GGAAGGAGACCACGAAGACA3’ NM_005683.4
5'ACAGCCAGATTCAAGGTG3' NM_178471.2
5'AGGAGGTGTTCCGAGGTCTG3' NM_181745.4

Ligand-receptor complexes for TI analysis were prepared by
removing them from the membranes, as membranes are not
necessary and increase the computational cost of calculation.
Initial minimization, heating, and equilibration of the systems
(20 000 steps, 10 000 of which in conjugant gradient, heating
for 100 ps and 20 ns of equilibration, with a timestep of 1 fs).
Free energy simulations in TI were based on the transform-
ation of the molecules using a set of 12 steps (lambdas), set
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exponentially from 0 to 1 excluding boundary values, as
suggested by ref. 43 and the calculation of the van der Waals
force contribution. Each “window” consisted of a 5 ns pro-
duction simulation, during which the algorithm calculated the
binding energy differences using a timestep of 1 fs. It is worth
mentioning that in TI the ligands in the water box were calcu-
lated solely using CPUs, while ligand-receptor complexes were
calculated using GPUs.

2.9.3 Computational environment. All the images pre-
sented in the study were prepared using an open-source
version of PyMOL. Calculations contained within the manu-
script were performed on computational clusters (PL-GRID,
and in-house using a workstation equipped with Intel® Core™
i9-9900KF CPU @ 3.60 GHz x 16 with 32 GB @ 2666 MHz with
GeForce RTX 2070 SUPER/PClIe/SSE2 on the Ubuntu 20.04
Focal Fossa.

2.10 Statistical analysis

The biological results are presented as means of 3-6 repeated
experiments + SEM. Data were compared using one-way
ANOVA with Bonferroni post hoc test or two-way ANOVA for cell
viability experiments and insulin secretion under low and high
glucose conditions. The p < 0.05 was considered statistically
significant. To exclude the impact of fatty acids on the solvents
all results were compared to the cells where only the appropri-
ate volume of this solvent was added (control cells). Data ana-
lysis and graph design were performed with GraphPad Prism
v. 8.3 (GraphPad Software, La Jolla, CA, USA).
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3. Results

3.1 Effect of cis and trans isomers of palmitoleic acid on the
viability of pancreatic f cells

To recapitulate the vulnerability of pancreatic p cells of human
and murine origin to isomers of palmitoleate, we first exposed
MING6 and EndoC-BH1 to various concentrations of either cPOA
or tPOA (5-100 pM). Exposure to both fatty acids decreased cell
viability in a concentration-dependent manner (Fig. 1). The
cytotoxic effect of cPOA, however, was more profound as com-
pared with tPOA. For example, after 24 h of incubation, the
inhibitory effect of cPOA was significant (P < 0.05) at 25 uM in
the case of MIN6 and 50 pM in the case of EndoC-fH1. In com-
parison, the growth of the EndoC-pH1 cell line was reduced at
100 pM tPOA after being treated for 24 h. Overall, the addition
of 10 pM concentration of both structural isomers of palmito-
leic acid was determined to be appropriate as it was non-toxic
and was employed in the subsequent tests.

However, since ¢POA reduced the viability of cell lines
under study at lower concentrations than tPOA, we aimed to inves-
tigate the aggregation behaviors of POA isomers. Fatty acids can
form micelles or micelle-like structures despite their long hydro-
phobic moiety due to the carboxyl functional group that improves
water solubility.”* The formation of aggregations reduces the
system’s free energy by removing hydrophobic fragments from
the aqueous environment. The concentration at which micelle
formation is first seen in the solution is called the critical micelle
concentration (CMC).*® Since the loss of cell viability and cell lysis
strictly depend on CMC values,*® we established the potency of

EndoC-pH1
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Fig. 1 The effect of cis and trans isomers of palmitoleic acid on the viability of MIN6 (A, C and E) and EndoC-$H1 (B, D and F) after 24 h (A and B),
48 h (C and D), and 72 h (E and F) of treatment in the concentration range of 5-100 uM. The results are expressed as % of living cells after treatment
of control cells with a respective compound solvent. The bars represent the means + SEM, n = 3—4 independent experiments. ****p < 0.0001, ***p <

0.001, ***p < 0.01, and *p < 0.05 vs. control.
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Fig. 2 The dependence of the Nile Red fluorescence intensity on the logarithmic concentration of POA isomers in DMEM culture medium and Ca5
buffer. The mixture of fatty acids and medium/buffer was prepared in low adhesive containers which have been shaken for 30 minutes and covered
from light. The fluorescence intensity of Nile Red was measured immediately after incubation at an excitation wavelength of 530 nm and an emission
wavelength of 620 nm. Data are presented as means + SEM, n = 4-8 independent repeats.

POA isomers to create micelle-like structures with a Nile Red lipo-
philic fluorescent probe. The Nile Red method relies on a sharp
change in the fluorescence intensity in a lipid-rich environment
when the dye binds to micelles.**

The Nile Red fluorescence intensities of the samples were
measured after exposure to various concentrations of free fatty
acids in aqueous solutions such as DMEM culture medium
and Ca5 buffer (Fig. 2), the latter used during insulin secretion
experiments. The fluorescence showed no significant differ-
ences when the concentrations of ¢cPOA and ¢tPOA were low
(1-10 pM), indicating that they could not form aggregates.
However, when the concentration of cPOA was gradually
increased, the Nile Red assays revealed sharp fluorescence
intensity changes starting at 100 pM. This critical micelle con-
centration showed that c¢POA could form hydrophobic
domains. In the case of tPOA, the rise was not so substantial.
Moreover, the observed higher fluorescence intensity of cPOA
samples suggests the existence of higher micelle density as
compared to tPOA. Therefore, differences in the micelle for-
mation of POA isomers may be responsible for the differences
in their cytotoxicity and explain why ¢cPOA was more aggressive
than ¢POA in MIN6 and EndoC-pH1 cells.

3.2 Both cPOA and tPOA potentiate insulin secretion in
pancreatic murine and human f cells

In the next step, we tested whether ¢cPOA and tPOA could
increase insulin secretion at low and high glucose concen-
trations in clonal MIN6 and EndoC-fH1 pancreatic p cells.
cPOA and tPOA applied at 10 pM concentration did not affect
insulin secretion in murine MIN6 cells (Fig. 3A). However,
adding 25 pM palmitoleate isomers improved glucose respon-
siveness in the MING6 cell line (Fig. 3B). At the same time, both
isomers used at 10 puM concentration promoted glucose-
induced insulin secretion to a similar degree under 20 mM
glucose conditions in EndoC-pH1 cells (Fig. 3C). Under 2 mM
glucose, the effect was less profound (Fig. 3C). We also tested
how prolonged exposure (24 h) of cells influence GSIS itself

This journal is © The Royal Society of Chemistry 2023

and the activity of cis- and trans-POA and compared those
result to acute treatment (1.5 h). Basal insulin secretion did
not change significantly after a 24 h-incubation period in both
pancreatic p cell lines. As compared with acute treatment,
incubation of MING6 cells with 25 pM cPOA and ¢POA caused a
slight rise in the level of released insulin (ESI Fig. 2A and Bt),
similar to EndoC-fH1 treated with 10 pM POA isomers (ESI
Fig. 2C and Dt). Therefore, chronic treatment with POA
isomers does not have a harmful effect on the potential of
cells to induce insulin secretion. In contrast, long-term stimu-
lation with cPOA and tPOA may be advantageous rather than
deleterious for the f cells in terms of GSIS.

To understand the mechanism underlying the potent
insulin secretagogue activity of cPOA and {POA, we used the
ability of selective antagonists to block GPR40, GPR55,
GPR119, and GPR120 receptors. Four fatty acid lipid-sensing
GPCRs under the study are preferentially expressed on f
cells of pancreatic islets.”> We have previously demonstrated
the expression of Gpr40, Gpr55, and Gpri19 in MIN6 cells.*”
Here, we have detected all transcripts in both cell lines
studied. In MING6 cells Gpr40 mRNA was the most abundant,
followed by Gpri20. Gpr55 and Gpri19 were detected at very
low levels (Fig. 3D). In turn, in EndoC-pH1 cells GPR40,
GPR119, and GPR55 were expressed with a similarly high
degree (Fig. 3E).

cPOA was shown previously to activate GPR120 in HEK 293
cells stably expressing GPR120.*® We found in this study that the
promotion of insulin secretion by cPOA and {POA was not only
GPR120-dependent. DC260126, CID16020046, and C8, selective
antagonists of GPR40, GPR55, and GPR119, also partially blocked
the response evoked by 25 pM POA isomers in MING6 cells
(Fig. 3F) and 10 puM POA isomers in EndoC-fH1 (Fig. 3G).

3.3 Effect of cis and trans isomers of palmitoleic acid in Ca**
signaling in pancreatic f cells

GPR40,*° GPR55,°° GPR119,”! and GPR120 °? are considered to
be Gq-coupled receptors promoting Ca>* mobilization. When

Food Funct., 2023, 14, 6496-6512 | 6501


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d2fo03412c

Open Access Article. Published on 23 June 2023. Downloaded on 2/11/2026 6:12:41 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Paper
5 5
£ A 3 2mMglucose ¢ B
€4 20 mM glucose £ 44
8 3
£ £ 3]
g L aasa
2 2
a 8 24
2 2|
= 341 | Fpmeees
g g
- -~
¥ & © ¥
O' O (®)
L ¢ &

aaaa aaaa

Relative GPCR
expression (2*Ct)
Q
3

% of the control values
(measured after 30 min

View Article Online

Food & Function

3 2mM glucose £ o3 3 2mM glucose
20 mM glucose E 4 20 mM glucose
8 8884
< &88&&
o
8844 'z 31
2
<
824 |
E’L e . .
3 1 . L . .
E
&
0 T T T T T T
\el < o oF < o ov <
°© & R & %
0.041E aaaa aaaa
o g f T T 1
G 5 0.03
% % cc cce
g .g 0.02 f T 1
53
& soo1
o
0.00— . . ——
S ) & N
& & & &L
& & & &

cPOA tPOA CID
+CID +CID

cPOA tPOA DC

+DC +DC

cPOA tPOA

in 20 mM glucose)

% of the control values
(measured after 30 min

> 3 8 ‘.EF
|
-
L
o
—A
|
-
-

CPOAtPOA C8
+C8 +C8

cPOAtPOA AH
+AH +AH

Wit bia il

cPOA tPOA cPOA tPOA

+DC +DC

cPOAtPOA CID
+CID CID

cPOAtPOA CS
+C8 +C8

cPOAtPOA AH
+AH +AH

Fig. 3 cis and trans isomers of palmitoleic stimulate insulin secretion and cPOA and tPOA-enhanced GSIS is partially abrogated by GPR40, GPR55,
GPR119, and GPR120 receptor antagonists. (A) MIN6 treated with cPOA and tPOA (10 pM); (B) MING6 treated with cPOA and tPOA (25 pM); (C) EndoC-
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ligands bind to those receptors, the G subunit is activated
by GDP/GTP exchange and separates from the trimeric G
protein. Subsequent binding to phospholipase C (PLC)
increases intracellular inositol triphosphate (IP;) and diacyl-
glycerol (DAG) levels through the hydrolysis of phosphatidyl-
inositol 4,5-bisphosphate (PIP,).”® Thus, we investigated
calcium signaling mediated by POA isomers in pancreatic
MIN6 and EndoC-BH1 cell lines since the release of Ca®"
from the endoplasmic mediated by IP;.
Potential membrane permeabilization was monitored with
propidium iodide staining (ESI Fig. 37).
tration of 10 uM cPOA induced a rapid and transient rise of
in EndoC-fH1
(Fig. 4D), while no such response was seen in MIN6 cells

reticulum is

A final concen-

intracellular calcium concentration cells
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(Fig. 4A). Following GSIS results, the addition of 25 pM
cPOA resulted in the rise of intracellular calcium concen-
tration in the MING6 cell line (Fig. 4B). The responses evoked
by tPOA were similar to ¢POA in MIN6 cells (Fig. 4B) and
lower in EndoC-pH1 cells (Fig. 4C).
responses was quantified by calculation of the maximal fluo-
rescence (excitation/emission = 490/520 nm) corresponding
to the peak height (Fig. 4C and E).

To find out whether intracellular Ca®>" mobilization was
GPCR-dependent, we have pre-incubated EndoC-fH1 cells
with DC260126, CID16020046, C8, and AH7614 after which
the palmitoleate-mediated calcium response was measured.

The size of these

As shown in Fig. 4F and H, the cPOA response was par-
tially reduced. Administration of antagonists in EndoC-pH1

This journal is © The Royal Society of Chemistry 2023
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Fig. 4 Intracellular Ca®>* mobilization in MIN6 (A—C) and EndoC-pH1 (D—H) cells triggered by cis and trans isomers of palmitoleic acid at 20 mM
glucose. MIN6 were treated with 10 uM (A and C) or with 25 pM cPOA and tPOA (B and C); EndoC-fH1 were treated with 10 uM cPOA and tPOA
alone (D and E) or pretreated with DC260126, CID16020046, C8, or AH7614 used at a concentration of 2 uM (F—H). The results are presented as the
average of the real-time kinetics of [Ca*]; changes inside the cell during 3 min-time monitoring (A, B, D, F and G) as well as MAX fluorescence (C, E
and H). The bars represent the means + SEM, n = 3-6 independent experiments. Data in (H) are presented as the percentage of control values.
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cells resulted in the inhibition of ¢POA-mediated calcium
responses. However, (POA itself was less potent (Fig. 4G
and H).

3.4 Effect of cis and trans isomers of palmitoleic acid on the
intracellular cAMP accumulation in pancreatic f§ cells

Based on the knowledge that GPCRs often signal through more
than one pathway and that Gs signaling very efficiently stimulates
insulin release,”® we decided to study the effect of palmitoleate
isomers with respect to the stimulation of cAMP accumulation.
We measured cAMP synthesis in MIN6 and EndoC-fH1 pancrea-
tic B cells after 30 min of incubation with POA isomers in the
presence of 20 mM glucose and 1 mM IBMX. We used ¢POA and
tPOA at concentrations that effectively stimulated GSIS, namely
25 pM for MING6 cells and 10 pM cPOA for the EndoC-fH1 cell

This journal is © The Royal Society of Chemistry 2023

line. ¢cPOA did not cause significant changes in cAMP accumu-
lation compared to unstimulated control cells in both cell lines
(Fig. 5A and B). Interestingly, tPOA caused a 1.7-fold increase in
EndoC-pH1 cells (Fig. 5B). Administration of tPOA in MIN6 also
augmented the cAMP concentration, however, the rise was only
about 25% compared to control cells (Fig. 5A). As in the case of
calcium signaling, we decided to check the possible correlation
between the increase in cAMP accumulation caused by tPOA and
the activation of G protein-coupled receptors. We found that
cAMP responses elicited by tPOA in the EndoC-fH1 cells were
linked to the GPR40 receptor to the greatest extent (Fig. 5C).
Therefore, we show here for the first time that tPOA can activate
at least GPR40 and signal not only through Gq as observed with
the endogenous lipid ligands but also in a ligand-biased way
through Gs.

Food Funct., 2023, 14, 6496-6512 | 6503
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3.5 Molecular docking, molecular dynamics, and
thermodynamic integration analysis of the binding affinity of
the cis and trans isomers of palmitoleic acid towards selected
receptors

The results of in vitro experiments suggest that both tPOA and
cPOA exhibit activity towards GPR40, GPR55, GPR119, and
GPR120 receptors. As an additional validation method, a
detailed in silico analysis was also applied here. The high-
resolution X-ray structure of GPR40 in complex with fasiglifam
(TAK-875), an orally available GPR40 agonist activating the Gq
signaling pathway™> and structures of GPR55, GPR119, and
GPR120, obtained from the AlphaFold2 database (https:/
alphafold.ebi.ac.uk/), were used for computational analysis of
potential binding affinities of palmitoleate isomers. Structures
of investigated receptors were embodied in the lipid mem-
brane, consisting of neutral phosphatidylcholine lipids, nega-
tively charged phosphatidylglycerol lipids, and cholesterol.
Each receptor was subjected to equilibration in the membrane
due to its importance for appropriate receptor function.’* Only
for the thermodynamic integration the proteins were removed
from the membrane, as the direct vicinity of ligands is
important.

To ensure the validity of conducted calculations, conven-
tional molecular dynamics simulations were subjected to ana-
lysis in terms of protein radius of gyration (R, ESI Fig. 47), the
solvent-accessible surface area of ligands (SASA, ESI Fig. 57),
root-mean square deviation of ligand position (ESI Fig. 67) and
protein Ca atoms (ESI Fig. 7). On the other hand, due to the
nature of thermodynamic integration analysis, we assessed the

6504 | Food Funct., 2023, 14, 6496-6512

quality of simulation preparation through system density equi-
libration (ESI Fig. 8t). The results of the investigation analysis
indicate some stabilization of each ligand-receptor complex.
The radius of gyration and protein Ca atoms remained stable,
with some fluctuations derived from the displacement of loops
not embraced by the membrane. Systems were equilibrated
before thermodynamic integration, with negligible density
fluctuations.

All employed methods indicate a very similar affinity of
both ligands towards the selected receptors, regardless of the
resolution of the method. In terms of the in silico study, only
thermodynamic integration could indicate some differences
between the binding affinities of selected isomers. TI indicates
the slightly higher affinity of {POA towards GPR40, GPR119,
and GPR120 receptors. It suggests that the differences between
the binding energies of both ligands are subtle. In the case of
GPR40, the difference is notable (fPOA binds to the receptor
with a lower energy of —9 kcal mol™" than cPOA). In the cases
of GPR119 and GPR120, the estimated affinity is very similar,
albeit indicating a slight preference toward ¢tPOA (ESI Fig. 97).
A summary of all calculations is presented in Table 1.

As one may notice, the values for all molecular dockings are
very similar with moderate binding energy. Molecular
dynamics, however, show a somewhat higher binding affinity
of both POA isomers towards the GPR40 receptor, but these
fatty acids can potentially activate all selected receptors.
Thermodynamic Integration indicates that tPOA is a ligand
favored by GPR40, 119, and 120 receptors with the strongest
tendency for GPR40. The GPR55 does not differentiate
between cis- and ¢rans-POA according to TI analysis. Notably,

This journal is © The Royal Society of Chemistry 2023
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Table 1 Binding affinities of cPOA and tPOA towards GPR40, GPR55, GRP119, and GPR120
Molecular docking binding Molecular dynamics binding TI AAG transformation Ligand SASA
Receptor Ligand energy [kcal mol ] energy [keal mol™"] [kecal mol™] RMSD [A%]
GPR40 cPOA —-6.7 £ 0.5 =775 -9+0.7 1.87 £ 0.25 78 £25
tPOA —-6.7 £ 0.5 —74 %5 2.02 £ 0.39 74 +28
GPR55 cPOA —-7.4+0.4 —48+7 0.1+1.4 1.99+0.23 19136
tPOA -7.2+0.5 —42+6 2.09+£0.18 188 +42
GPR119  cPOA -7.3+0.2 —49 + 11 -1.7+£0.7 2.24+£0.18 30+21
tPOA -7.3+£0.3 —45 +11 2.01 £0.27 55+24
GPR120  cPOA -7.2+0.2 —41+7 -1.9+0.3 2.21£0.21 87 +£31
tPOA -7.3+0.2 —-40+6 2.07+£0.21 132 %37

there are no significant differences considering RMSD and
SASA between selected ligands. Moreover, both remained
stable during all simulations. The only observable difference
between ligands can be found in exposition to the solvent - in
cases of GPR119 and GPR120 tPOA is less buried within the
protein (Fig. 6), thereby increasing the probability of diffusion
from the receptor. However, such a situation did not occur
throughout the simulation, as the ligand RMSD remained
stable.

Several residues within the GPR40-binding pocket were
identified previously to contribute to binding linoleic acid and
synthetic small molecule agonists. Arg183, Asn244, and
Arg258 were shown to bind linoleic acid and GW9508 synthetic
agonist by their carboxyl groups while His86, Tyr91, and
His137 created hydrophobic interactions with GW9508 but not
with linoleic acid. It was also suggested that Tyr12, Tyr91,
His137, and Leu186 are essential for receptor activation.>® The
crystal structure of the GPR40 complex with partial agonists,
TAK-875 and MK-8666, confirmed the importance of Tyr91,
Arg183, and Arg258 in binding.>® Additionally, Tyr240 was
revealed as a crucial amino acid residue in an allosteric site.>®
For natural ligands of GPR40, this site was responsible for
binding a carboxyl residue. In our study, both palmitoleic acid
isomers were trapped in the polar pocket of Arg183, Tyr240,
and Arg258 to create hydrogen bonds with the carboxyl group
(distance less than 2.1 A). The GPR40-cPOA model reveals
hydrophobic interactions with Val84, Phe87, Leu135, Leu138,
Phe142, Trp174, and Leu186. The GPR40-tPOA model shows a
similar space, but the double bond of tPOA straightens the
molecule, changing some interactions with receptor active site
residues (same Phe87, Leu135, Leu138, and Leu186 but also
Val141, Ala146, and Leu158) (Fig. 6). This may explain the
difference in GPR40 activation pathways. Hauge et al
described the combined signaling of GPR40 via Gq and Gs
pathways. They show that the binding site for Gq and/or Gs
agonists are nearly the same.*’

We employed models from the AlphaFold2 database to
analyze interactions between POA isomers and GPR55,
GPR119, and GPR120 receptors. Previous homology modeling
studies of GPR55 with natural ligands demonstrated that
Lys80, Tyr101, Val242, and Phe239 (in the case of cannabidiol)
or Lys80, Ser84, Phe102, Phe239, Val242, and GIn271 (for
2-arachidonoyl-lysophosphatidylcholine) stabilize the bound

This journal is © The Royal Society of Chemistry 2023

agonists. Carbonyl moieties of 2-arachidonoyl glycerol bind via
hydrogen bonds with Lys80 while the long hydrophobic tail
has to be flanked by Tyr101, Phe102, Val242, and Phe246.””
Lys80, Glu98, Tyr101, and His170 were also identified as
crucial residues for activation by lysophosphatidylinositol and
the ML184 synthetic agonist.’® In our model, the carboxyl
group of both fatty acids was attracted by Gln249 and Ser267
forming hydrogen bonds. For tPOA, an additional hydrogen
bond with Arg253 was observed. The middle part of both com-
pounds created similar hydrophobic interactions with Phe102,
Phe246, and Leu270. cPOA created hydrophobic interactions
with Phe156, Phe159, and Leu185 while tPOA with Trp177 and
Phe182 (Fig. 6).

Based on the homology model of GPR119 with natural and
synthetic agonists (lysophosphatidylcholine, oleoylethanola-
mide, and 2-methoxy-lysophosphatidylcholine) His162,
Pro163, Ser170, Thr244, Gly245, Gln248, Val249, and Arg262
were identified in a binding pocket.>® Guided mutation con-
firmed the crucial role of previously mentioned residues for
oleoylethanolamide, adding Arg81, Thr86 and Ser170.°° The
polar group of cis- and trans-palmitoleic acids in complex with
GPR119 binds with Thr86 and Trp265. However, cPOA created
significantly fewer interactions than tPOA. More linear ¢POA
created hydrophobic interactions with Ala89, val132, Leu169,
and Trp238, while more clustered tPOA except Leul69 and
Trp238 connected with Ala90, Vval93, Leu94, Phel74, and
Ala177 (Fig. 6).

In the GPR120-POA complex, cPOA recruits a different
group of amino acids than tPOA. The polar carboxyl moiety of
tPOA did not form any visible interactions with GPR120 while
Arg24 attracted this group in ¢POA via hydrogen bonds.
Additionally, cPOA was stabilized by hydrophilic interactions
with Arg22 and hydrophobic interactions with Phe25, Phe27,
and Ile287. In our model, tPOA created only hydrophobic inter-
actions with GPR120 by Phe25, Phe27, Phe88, Leul73, Ile287,
and Phe303 (Fig. 6). Binding interactions between o-linoleic
acid and GPR120 were also published. A guanidine ring of
Arg99, which binds the carboxyl group of an o-linoleic acid,
plays a crucial role.®’ Furthermore, a-linoleic acid displayed
additional interaction with Phe88, Trp104, Phel15, Trp207,
Phe211, Trp277, Phe303, Phe304, and Thr310.°> Glu249 seems
to be essential for phytosphingosine binding but has minor
importance in interactions with a-linolenic acid.®®
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Fig. 7 Insulin secretion (A) and mobilization of intracellular Ca?* (B and C) in MIN6 cells enhanced by the cis and trans isomers of palmitoleic acid
at 20 mM glucose is partially abrogated by Xestospongin C (XeC), the IPs receptor antagonist. MIN6 were treated with 25 pM cPOA and tPOA alone
or pretreated with XeC used at a concentration of 2 M. The results are presented as the real-time kinetics of [Ca?*]; changes inside the cell during
3 min-time monitoring (B) as well as MAX fluorescence (C). The bars represent the means + SEM, n = 3 independent experiments. &&p < 0.01 vs.

cPOA; ##p < 0.01 vs. tPOA; **p < 0.01 vs. XeC.

Since the GPR40-cPOA and GPR40-tPOA complexes dis-
played the most favorable binding energy and active site architec-
ture, we decided to additionally confirm the interaction of POA
through GPR40. Recently, Usui et al. reported that IP; receptor 1
(IPsR1) plays an important role in the initiation of store-operated
Ca*" entry (SOCE) and subsequent GSIS stimulation by fasiglifam
in MING6 cells. The authors demonstrated the critical role of the
IP;R1/STIM1/Orail pathway in GPR40-mediated GSIS poten-
tiation evoked by fasiglifam. At the same time, they showed that
IP;R1 was expressed in MING6 cells.** We decided to employ
Xestospongin C (XeC), a selective and membrane-permeable
antagonist of the IP; receptor, since Xestospongin C was shown
to inhibit fasiglifam-mediated GSIS potentiation in islets of
C57BL/6 mice. Pretreatment of MING6 cells with XeC abolished
cPOA- and POA-mediated GSIS (Fig. 7A) as well as mobilization
of intracellular Ca>" (Fig. 7B and C).

4. Discussion

The literature on POA and health is inconsistent.®> We sought
to determine whether cis- and trans-POA isomers have similar
biological effects on insulin secretion from human and
murine B cell lines and on their transmembrane receptors,
e.g., GPR40, GPR55, GPR119, and GPR120 which were pre-
viously identified in mediating GSIS.

We found it reasonable to conduct comparative studies on
cell lines from two species: human and mouse, especially
since the results of the only animal study dealing with tPOA
and glucose homeostasis are contradictory to human trials.'®
Also, there are many differences between human islet cells
and mouse models such as hormone secretion, innervation,
angiogenesis, cell type composition, islet-enriched transcrip-
tion factor distribution, mitotic stimulation, stress response
signaling, or lipid droplet accumulation.®®

Our experiments demonstrated the stimulatory effect of
cPOA and ¢POA on insulin release in MIN6 and EndoC-fH1
cells. The level of stimulation was comparable for both
isomers. However, differences between the mouse and human
cell lines were revealed. We showed that ¢cPOA and tPOA
induced insulin secretion in human EndoC-fH1 cells but did

This journal is © The Royal Society of Chemistry 2023

not affect insulin secretion in murine MING6 cells applied at
the same (10 pM) concentration. Increasing the concentration
of POA isomers to 25 uM improved the responsiveness of the
MING cell line suggesting that the mouse line is less sensitive
to the insulin secretagogue properties of POA. Similar sensi-
tivity was also observed in intracellular calcium mobilization
experiments. Among many differences between human and
mouse models of pancreatic p cells, negligible expression of
Gpr55 and Gpri19 in MING6 cells may be responsible for the
need to use higher concentrations of POA isomers for insulin
secretion.

One of the most important observations within this study
was the different signal transduction pathway evoked by cPOA
and tPOA. Surprisingly, we found that the ¢rans isomer could
effectively activate GPCR that couple through both Gq and Gs to
increase intracellular Ca>* and cAMP concentrations, respectively.
However, in EndoC-pH1 cells treated with tPOA and GPR119
antagonist we observed significant reduction of the cAMP level
although under similar conditions insulin secretion was not
decreased. Such discrepancy could result from other mecha-
nisms not identified in this study. We discovered that GPR40 was
most closely associated with the cAMP responses induced by
tPOA in EndoC-H1 cells. Such biased signaling, the existence of
different ligand-dependent receptor coupling to diverse signaling
effectors, has previously been observed for a small number of
GPR40 agonists such as AM-1638 and AM-5262. Notably, two
endogenous GPR40 ligands, a-linolenic acid and docosahexae-
noic acid, were not able to significantly stimulate cAMP accumu-
lation.*® Therefore, our observations indicate for the first time
that naturally occurring fatty acids can act as GPR40 biased ago-
nists. Additionally, such biased signaling could be isomer-
specific.

An in silico approach also indicated a slightly higher affinity
of tPOA for GPR40, GPR119, and GPR120 receptors. The trans
stereoisomer is likely to create slightly more hydrophobic inter-
actions with neighboring aromatic amino acid residues, which
results in a subtle difference in binding affinity between
selected ligands. Apparent discrepancy observed in the results
of insulin secretion, Ca*" mobilization and cAMP from the
same experimental setup suggests that POA isomers can
induce a differential receptor conformation, which activates a
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different subset of signaling events, resulting in bias receptor
signaling.

The different structures of the POA isomers can also change
the membrane fluidity and spatial orientation of transmem-
brane proteins. This phenomenon can influence the activities
of membrane proteins such as G-protein coupled receptors
located in the plasma membrane.”” Although trans fatty acids
are unsaturated, their pi bonds are not kinked (degree of acyl
chain bending) compared to cis pi bonds. Thus, when incor-
porated into membranes, they are expected to pack like satu-
rated fatty acids, and a smaller pool of trans fatty acids will be
incorporated into the membranes. Roach et al. reported that
fatty acid chains with trans double bonds are straighter than
“kinked” cis chains, thus affecting lipid packing.®’
Additionally, Cimen et al. postulated that {POA does not create
the degree of acyl chain bending that the cis isomer does.
Therefore, the effect of the double bond on physical mem-
brane properties could be significantly diminished.>” Their
data showed that {POA can incorporate into the lipid pools
more efficiently than ¢POA, leading to a 2-3 fold enrichment
of this trans-fatty acid. However due to the tPOA structure, its
effects on membrane desaturation, organelle stress, and other
effects are diminished compared to the impact caused by
cPOA. Therefore, it may be assumed that more tightly packed
membranes containing tPOA should be less permeable than
the membranes with the cPOA isomer, which are loosely
packed and more permeable.®”

5. Conclusions

Our studies show that tPOA stimulates insulin secretion from
mouse and human pancreatic f cells with a similar potency to
that of ¢POA. Both palmitoleic acid isomers activate GPR40,
GPR55, GPR119, and GPR120 receptors which mediate their
augmentation of insulin secretion; however, not always statisti-
cally significant differences were demonstrated with the experi-
ments with antagonists. Future studies should thoroughly
characterize the role of GPCRs present in the pancreatic p cells
in modulating the risk of diabetes by POA isomers. However,
despite similar potency of activation, the intracellular signal-
ing pathways are different. Taking into consideration the low
cytotoxicity of tPOA, this fatty acid could certainly have special
and unique benefits to human health.

Our observations confirm the hypothesis that trans-palmito-
leic acid may represent one of the bioactive components
behind the insulin secretagogue properties of dairy products.
Although tPOA accounted for approx. 0.04% of total fatty acids
in ruminant milk available at retail, the circulating plasma
concentration of tPOA reflects dairy fat consumption. Besides,
although the percentage of trans-POA is very low in dairy food®
and in the human body’s circulation,'" one can expect that
foods fortified with tPOA could be the way to increase its level
in the human body, especially since recent studies showed
that supplementation with sea buckthorn oil augmented in
tPOA increased serum phospholipid tPOA." This possibility is
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also supported by recent literature data reporting the synthesis
of pure tPOA on a larger scale. Guillocheau et al. demonstrated
a method to obtain tPOA from Provinal®, a dietary supplement
with highly concentrated ¢POA. cPOA was isolated by flash-LC
and subjected to isomerization and cis/trans fractionation.®®
Alternatively, future studies can be undertaken on how to
fortify milk fat with tPOA by modifying a cow’s diet as shown
for trans fatty acids.®®
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