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Metabolic regulation of (—)-epicatechin and the
colonic metabolite 2,3-dihydroxybenzoic acid on
the glucose uptake, lipid accumulation and insulin
signalling in cardiac H9c2 cells

Esther Garcia-Diez, 02 Maria Elvira Lépez-Oliva,” Jara Pérez-Jiménez, (22
Maria Angeles Martin 2 € and Sonia Ramos (2 *®

Epicatechin (EC) and main colonic phenolic acids derived from flavonoid intake have been suggested to
exert healthful effects, although their mechanism of action remains unknown. Heart damage is highly
prevalent in metabolic diseases, and the failure of this organ is a major cause of death worldwide. In this
study, the modulation of the energy metabolism and insulin signalling by the mentioned compounds in
cardiac H9c2 cells was evaluated. Incubation of cells with EC (1-20 uM) and 2,3-dihydroxybenzoic acid
(DHBA, 10 pM) reduced glucose uptake, and both compounds decreased lipid accumulation at concen-
trations higher than 0.5 uM. EC and DHBA also increased the tyrosine phosphorylated and total insulin
receptor (IR) levels, and activated the phosphatidylinositol 3-kinase (PI3K)/protein kinase B (AKT) pathway
in cardiac H9c2 cells. Interestingly, EC and DHBA did not modify glucose transporters (SGLT-1 and
GLUT-1) levels, and increased GLUT-4 values. In addition, EC and DHBA decreased cluster of differen-
tiation 36 (CD36) and fatty acid synthase (FAS) values, and enhanced carnitine palmitoyl transferase 1
(CPT1) and proliferator activated receptor o (PPARa) levels. By using specific inhibitors of AKT and 5-AMP-
activated protein kinase (AMPK), the participation of both proteins in EC- and DHBA-mediated regulation
on glucose uptake and lipid accumulation was shown. Taken together, EC and DHBA modulate glucose
uptake and lipid accumulation via AKT and AMPK, and reinforce the insulin signalling by activating key pro-
teins of this pathway in H9c2 cells.

1. Introduction

Insulin signalling is very important for maintaining the energy
metabolism balance and all physiological functions. Indeed,
pathologies such as diabetes, obesity and cardiovascular
disease, which are leading causes of morbidity and mortality
worldwide,™? raise the risk of heart failure that has been
associated to a generalized insulin resistance.>* Heart is one
of the major energy consumers in the body, and this metabolic
equilibrium constitutes a critical aspect in this organ. Under
physiological conditions, cardiomyocyte energy derives from
fatty acids (60-70%), glucose (30-40%) and lactate (10%).>
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At molecular level, in the heart, fatty acids are mainly trans-
ported into the cardiomyocyte by cluster of differentiation 36
(CD36), and glucose mainly enters into the cells via the
glucose transporters-4 (GLUT-4) and -1 (GLUT-1).>” This trans-
port of fatty acids and glucose is regulated by insulin and 5'-
AMP-activated protein kinase (AMPK), which is a cellular
energy major sensor.® However, during a pathological situ-
ation, such as diabetes, there is an increased fatty acid uptake
and oxidation with a concomitant reduced glucose metab-
olism.? This accumulation of lipids leads to an attenuation of
the insulin signalling pathway, decreased levels of GLUT-4 and
GLUT-1, increased values of the sodium-glucose cotransporter
1 (SGLT-1), and diminished insulin-stimulated glucose
uptake.” Indeed, both lipid accumulation and insulin resis-
tance contribute to alter the energy metabolism, which at
long-term may lead to the heart failure.® In addition, it has
recently been reported that insulin resistance also affects the
activation of contraction-stimulated glucose uptake, being
AMPK a key protein for this metabolic process,® and CD36 has
been considered as a marker of this pathological situation."
Consequently, strategies to stimulate the glucose uptake,
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reduce lipid accumulation, and/or reinforce the insulin route
may be helpful to contribute to control the energy metabolism
balance and protect against the loss of functionality in cardiac
cells.

Natural compounds are considered good candidates for the
prevention and/or treatment of chronic diseases because of
their lack of toxicity and their ability to regulate multiple
targets, which in turn is responsible for a broad range of
potentially beneficial biological activities."'™** Among these
natural compounds, flavanols, such as (—)-epicatechin (EC)
and derived proanthocyanidins, are abundant in cocoa, tea,
grapes, carob, and other fruits and vegetables. However, it
should be considered that more than 80% flavanols ingested
in the diet are metabolized by the colonic microbiota produ-
cing different phenolic metabolites.”>™"” In this regard, mono-
and di-hydroxylated phenylpropionic and phenylacetic acids
are the main colonic phenolic acids derived from the intake of
flavanol-rich food, and have been detected in human serum at
the micromolar range.">'”"'® Therefore, in order to evaluate
the impact of polyphenols on health, the contribution of both
food polyphenols and metabolites (including low molecular
weight phenolic acids derived from the colonic intestinal
microbiota) should be considered."®*>'”'° In this line, to the
best of our knowledge, whether EC and the microbial phenolic
metabolites derived from flavanol intake have an effect on
cardiac cells is unknown, and the mechanism for their poten-
tial preventive activities related to the glucose uptake and lipid
accumulation, as well as insulin signalling in the heart has not
been analysed.

In this context, the aim of the present study was to investi-
gate the effects of EC and the microbial-derived flavanol
metabolites 2,3-dihydroxybenzoic acid (DHBA), 3,4-dihydroxy-
phenylacetic acid (DHPAA), and 3-hydroxyphenylpropionic
acid (HPPA) on key regulatory mechanisms related to the
energy metabolism balance and insulin signalling in cardiac
HO9c2cells.

2. Materials and methods

2.1. Materials and chemicals

(=)-EC (>95% of purity), DHBA (>99% of purity), DHPAA
(>98% of purity), HPPA (>98% of purity), LY294002 (2-(4-mor-
pholinyl)-8-phenyl-1(4H)-benzopyran-4-one hydrochloride),
and compound C (6-[4-(2-piperidin-1-ylethoxy)phenyl]-3-
pyridin-4-ylpyrazolo[1,5-a]pyrimidine) were purchased from
Sigma Chemical (Madrid, Spain). The fluorescent probe
p-glucose, 2-deoxy-2-((7-nitro-2,1,3-benzoxadiazol-4-ylJamino)
(2-NBDG) was from Molecular Probes (Invitrogen, Madrid,
Spain). Anti-protein kinase B (AKT) and anti-phospho-Ser473-
AKT detecting levels of phospho- and total AKT, anti-glycogen
synthase kinase-3 a/p (GSK3) and anti-phospho-GSK3 a/p
recognizing phosphorylated Ser21/9 of GSK3, anti-glycogen
synthase (GS) and anti-phospho-GS recognizing phosphory-
lated Ser641 of GS, as well as anti-AMPK and anti-phospho-
Thr172-AMPK, anti-fatty acid synthase (FAS) and anti-p-actin
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were obtained from Cell Signalling Technology (Izasa, Madrid,
Spain). Anti-phospho-insulin receptor-f (IRf) recognizing
levels of phosphorylated Tyr1150/1151 of IR, anti-IR B, anti-
SGLT-1, anti-CPT1, and anti-PPARa were purchased from Santa
Cruz (sc-81500, sc-711, sc-98974, sc-98834, and sc-9000,
respectively, Qimigen, Madrid, Spain). Anti-GLUT-1 and anti-
GLUT-4 were from Millipore (Madrid, Spain), and anti-CD36
was from Abcam (Cambridge, United Kingdom). Materials and
chemicals for electrophoresis were from BioRad (BioRad
Laboratories S.A., Madrid, Spain). Cell culture dishes, gluta-
mine and cell culture medium were from Falcon (Cajal,
Madrid, Spain) and Cultek (Madrid, Spain), respectively.

2.2. Cell culture and treatments

Embrionic ventricular rat heart-derived H9c2 cardiomyoblasts
(kindly provided by Prof. Dr Victoria Cachofeiro, Facultad de
Medicina, UCM, Madrid, Spain) were grown in DMEM
medium (24.5 mM p-glucose) supplemented with 10% fetal
bovine serum (FBS) and antibiotics (penicillin and streptomy-
cin [50 mg L™"]). After 48 h, cells were differentiated into adult
cardiomyocytes for 6 days in DMEM supplemented with 1%
FBS and 10 nM retinoic acid according to a previously
described method.?®** The medium was replaced every 48 h
for 6 days. On day 7, the medium was changed to DMEM
(5.5 mM p-glucose) containing 1% FBS and 2 mM glutamine,
and the culture was continued. Next day, and always at the
same daytime, the experimental treatment was carried out
with different concentrations of EC, DHBA, DHPAA or HPPA
(0.1-20 pM) diluted in DMEM containing 5.5 mM bp-glucose,
2 mM glutamine and 1% FBS during 24 h. For the time-course
experiments, cells were treated with 1 pM EC or 10 pM DHBA
and then harvested at different times (1, 2, 4, 8, 18 and 24 h).
In the experiments with the inhibitors, cells were preincubated
with 10 pM LY294002 or 10 uM compound C for 1 h prior to
24 h of EC or DHBA treatment.

2.3. Cell viability assay

Cell viability was determined by using the crystal violet
assay.””> H9c2 cells were seeded (0.5 x 10* cells per well) in
24-well plates, and after the treatment were incubated with
crystal violet (0.2% in ethanol) for 20 min. Plates were rinsed
with distilled water, allowed to dry, and 1% sodium dodecyl-
sulfate was added. The absorbance of each well was measured
using a microplate reader at 570 nm.

2.4. Glucose uptake

Cellular glucose uptake was quantified by the 2-NBDG assay
using a microplate reader. The analysis takes advantage of the
conversion of 2-NBDG into a non-fluorescent derivative
(2-NBDG metabolite) after being taken by the cells. The assay
has been described elsewhere.?* In brief, cells were plated in
24-well plates at a rate of 0.5 x 10 cells per well and after the
treatments, 2-NBDG was added at 10 pM final concentration
and incubated for 1 h at 37 °C. Then, cells were washed twice
with PBS, serum-free medium was added and the fluorescence
intensity was immediately measured in a microplate reader at
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an excitation wavelength of 485 nm and an emission wave-
length of 530 nm.

2.5. Oil red-O staining in cells

To measure cellular neutral lipid droplet accumulation, H9c2
cells were stained by the oil red-O method.>® H9c2 cells were
seeded in 24-well plates (0.5 x 10* cells per well) and after the
treatment were fixed with 3.7% formaldehyde for 20 min at
room temperature. Later, cells were washed with PBS and
stained with oil red-O solution (0.2 mg mL™") for 2 h. Then,
H9c2 cells were washed with PBS to remove unincorporated
dye, isopropanol added and absorbance measured in a micro-
plate reader at 500 nm.

2.6. Preparation of cell lysates and western blot analysis

Cells were lysed in a buffer containing 25 mM HEPES (pH 7.5),
0.3 M NaCl, 1.5 mM MgCl,, 0.2 mM EDTA, 0.5 mM dithiothrei-
tol, 0.1% Triton X-100, 200 mM f-glycerolphosphate, 0.1 mM
NazVO,, 2 pg mL~" leupeptin and 1 mM phenylmethylsulfonyl
fluoride at 4 °C. The supernatants were collected, assayed for
protein concentration by using the Bio-Rad (Bio-Rad, Madrid,
Spain) protein assay kit according to the manufacture’s specifi-
cations, aliquoted and stored at —80° C until used for western
blot analyses.

Equal amounts of proteins were separated by SDS-polyacryl-
amide gel electrophoresis and transferred to polyvinylidene
difluoride filters (Bio-Rad, Madrid, Spain). Membranes were
probed with the corresponding primary antibody followed
by incubation with peroxide-conjugated anti-rabbit (GE
Healthcare, Madrid, Spain) or anti-mouse (Sigma, Madrid,
Spain) immunoglobulin. All primary antibodies were used at
1:1000, except for IR, AKT, GS and AMPK that were employed
at 1:2000, B-actin was utilised at 1:5000, and p-IR and CD36
at 1:500. Blots were developed with the ECL system (GE
Healthcare, Madrid, Spain). Normalization of western blot was
ensured by f-actin and bands were quantified using a scanner
and accompanying software.

2.7. Statistics

Prior to statistical analysis, data were tested for homogeneity
of variances by the test of Levene; for multiple comparisons,
one-way ANOVA was followed by the Tukey test when variances
were homogeneous or by the Tamhane test when variances
were not homogeneous. P < 0.05 was considered significant. A
SPSS version 27.0 program has been used.

3. Results

3.1. Effects of EC and colonic phenolic metabolites on cell
viability, glucose uptake and lipid accumulation

To discard the potential toxic effects of EC, DHBA, DHPAA and
HPPA, and to analyse whether these phenolic compounds can
modulate both glucose uptake and lipid accumulation, H9c2
cardiomyocytes were exposed to a range of concentrations
(0.1-20 pM) for 24 h, which is recommended for in vitro
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studies, as similar values have been reported in biological
fluids after the flavanol intake.'*®

Treatment of H9c2 cells with EC or any of the mentioned
microbial phenolic metabolites did not change the cell viabi-
lity, indicating that the concentrations selected for the study
did not damage cell integrity during the period of incubation
(Table 1). Moreover, the glucose uptake was increased and
lipid accumulation was decreased after treating the cells with
EC and DHBA, but they did not change with DHPAA or HPPA
(Table 1). Thus, the glucose uptake enhancement was detected
at 1-20 uM EC and 10 pM DHBA, whilst the decrease in
lipid accumulation was observed at 1-20 pM for both
phenolic compounds. Thus, for subsequent experiments
1-10 pM EC and DHBA were selected, as these doses com-
prised the lowest and realistic range of concentrations®* for
both compounds showing an effect on glucose uptake and
lipid accumulation without causing any damaging effect in the
cells, although a regulatory effect exerted by any other concen-
tration tested on the cell signalling pathways evaluated could
not be ruled out.

Table 1 Effect on cell viability, glucose uptake and lipid accumulation
of EC, DHBA, DHPAA and HPPA calculated as percent of the relative
increase or decrease over the control values. Data are means + SD of
8-12 different samples per condition (means without a common letter
in the same column differ (P < 0.05)

Crystal violet
staining (% of Glucose uptake Oil red O staining
controls) (% of controls) (% of controls)
C 100.4 + 4.7° 100.0 + 6.7° 100.0 + 6.3%
EC (uM)
0.1 98.7 + 4.2% 101.2 + 6.3% 99.9 + 6.1%
0.25 100.3 + 6.1% 99.5 + 5.5% 100.2 + 6.9°
0.5 97.6  5.0° 101.9 + 6.1° 97.9 + 6.2%
1 97.2 + 5.7% 114.6 + 6.0° 81.5 +9.6"
5 100.6 + 8.8° 115.9 + 7.2° 74.9 + 8.3°
10 98.9 + 6.3% 117.2 +5.2° 84.4+7.1°
20 99.6 + 6.8° 110.5 + 8.6%° 85.7 £ 9.0°
DHBA (uM)
0.1 101.4 + 4.8° 100.5 + 6.7° 101.3 + 6.2°
0.25 100.8 + 5.3% 100.4 + 7.2% 98.9 + 7.4%
0.5 102.5 + 6.7° 106.5 + 8.5° 97.4 +7.9°
1 102.1 + 4.2° 105.2 + 5.8° 83.3 +3.5°
5 102.7 + 3.9° 105.3 + 5.3% 78.3 + 4.8°
10 106.2 + 6.3% 118.1 + 5.6° 80.3 +7.5°
20 99.4 + 5.6% 92.1 % 9.9% 85.3 + 8.2°
DHPAA (uM)
0.1 99.8 + 6.1% 102.2 + 6.8° 98.9 + 9.9%
0.25 100.4 + 7.1% 100.3 + 5.5% 103.5 + 8.1%
0.5 99.7 + 5.7% 106.4 + 7.2° 97.5+7.5%
1 97.9 + 6.3% 90.7 + 9.0% 96.9 + 8.7%
5 102.4 £ 5.7% 102.7 £ 5.1% 98.1 + 4.0%
10 101.0 + 7.8% 109.2 +9.1% 97.7 + 6.82
20 100.1 + 5.0° 101.7 + 8.9° 111.8 + 8.1°
HPPA (uM)
0.1 98.9 + 7.3% 101.2 + 7.8° 100.7 + 4.8°
0.25 100.1 + 6.4% 100.3 + 6.1% 99.8 + 6.3%
0.5 96.0 * 8.5% 106.8 + 5.3° 102.4 + 7.0°
1 96.3 + 7.9% 106.5 + 3.4% 93.1+6.1%
5 97.3 £ 7.9% 106.0 + 4.5% 96.7 + 2.5%
10 97.5 + 6.22 96.2 + 8.0% 101.2 + 6.7°
20 96.1 % 9.5% 103.8 + 3.4° 101.2 + 7.4°

This journal is © The Royal Society of Chemistry 2022
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3.2. Effects of EC and DHBA on tyrosine phosphorylation
and protein levels of IR

Molecular mechanisms that regulate cardiac insulin signalling
are not fully understood. Downregulation of the insulin-signal-
ling pathway contributes to the insulin resistance in the heart,
which is associated with altered energy metabolism and
functionality.> The modulation of IR constitutes the first step
for recruiting and activating crucial downstream pathways for
the uptake and use of glucose.? To evaluate the potential mod-
ulatory effect of EC and DHBA on tyrosine phosphorylated and
total levels of IR, H9c2 cells were incubated for 24 h with
1-10 pM of EC or DHBA.

Treatment with all selected concentrations of EC (1-10 pM)
and the highest dose of DHBA equally increased phosphory-
lated and total IR protein levels (Fig. 1). However, the lowest
concentrations of DHBA (1 and 5 pM) did not modify the
levels of the mentioned proteins, and they showed comparable
values of phosphorylated and total IR to those of controls
(untreated cells) (Fig. 1).

3.3. Effects of EC and DHBA on AKT, GSK3 and GS
phosphorylation

IR activation leads to the stimulation of downstream proteins
of the insulin route. Once AKT is activated, it promotes GSK3
phosphorylation that removes the repression of GS to facilitate

A
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the glycogen synthesis by its phosphorylation and
inactivation.>'* Therefore, phosphorylated and total levels of
AKT, GSK3 and GS were assayed by western blot.

As shown in Fig. 2A-C, EC (at all concentrations tested) and
10 pM DHBA enhanced the phosphorylated levels of AKT and
GSK3. In agreement with these results, 1-10 pM EC and 10 pM
DHBA diminished the phosphorylated levels of GS (Fig. 2A
and D). There was no difference in the total levels of AKT,
GSK3 and GS.

3.4. Effects of EC and DHBA on glucose transporter protein
levels

Glucose uptake depends on the glucose transporters of the
cells.” Since the glucose uptake was regulated by EC and DHBA
in H9c2 cells, the levels of the main glucose transporters in
cardiomyocytes were evaluated after incubating the cells with
EC or DHBA (1-10 uM) for 24 h.

Treatment of H9c2 cells with the concentrations selected
for EC or DHBA did not affect the expression levels of
SGLT-1 and GLUT-1 (Fig. 3). However, EC or DHBA incu-
bation increased GLUT-4 levels. DHBA (10 uM) induced the
highest enhancement in the levels of GLUT-4 in comparison
to the other concentrations of DHBA, and EC equally aug-
mented the levels of GLUT-4 with all doses assayed (Fig. 3A
and D).

p-IR

-

-

.

IR

o —— g

Bocts | ————s,

C 1 5 10 1 5 10
EC (M) DHBA (uM)
B 300 4 C 300 -
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> 200 - T 2200 - g
- g g —I— ac Cc —L
T s
0T - T
= a a a = a
S 100 S 100
Q. Q.
o o
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Fig. 1 Effect of EC and DHBA on phosphorylated and total levels of IR in H9c2 cells after 24 h of treatment. (A) Bands of representative experiments.

Densitometric quantification of (B) p-IR and (C) total IR. Values are expres

sed as a percentage relative to the control condition (means + SD, n =

7-10). Equal loading of western blots was ensured by f-actin. Different letters over bars indicate statistically significant differences (P < 0.05).
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Fig. 2 Effect of EC and DHBA on levels of phosphorylated and total AKT, GSK3 and GS in H9c2 cells. (A) Bands of representative experiments.
Percentage data of (B) p-(Ser473)-AKT/AKT, (C) p-(Ser 21/9)-GSK3/GSK3 and (D) p-(Ser641)-GS/GS ratios relative to controls. Values are expressed as
a percentage relative to the control condition and are means + SD, n = 6—8. Equal loading of western blots was ensured by B-actin. Means without a

common letter differ (P < 0.05).

3.5. Effect of EC and DHBA on AMPK levels

AMPK is a master sensor of the cellular energy balance in mam-
malian cells.® Since EC and DHBA modulate glucose uptake and
lipid accumulation in H9c2 cells, the expression levels of AMPK
were analysed after a 24 h EC- or DHBA-treatment (1-10 pM).

Fig. 4 shows that a 24 h treatment with EC or DHBA induced
an increase in AMPK phosphorylated levels. EC induced a
similar activation of AMPK with all concentrations tested,
whereas DHBA (10 uM) displayed higher levels of p-AMPK than
the lowest concentrations of DHBA, which presented similar
values to those of control cells. The protein levels of total AMPK
were not modified by EC or DHBA treatment.

3.6. Effect of EC and DHBA on CD36, FAS, PPARa and CPT1
levels

CD36 promotes the lipid internalization. Then, short- and
medium-chain fatty acids can enter the mitochondria
directly, whilst long-chain acyl CoA requires carnitine palmi-
toyl transferase 1 (CPT1), the key regulatory enzyme that

5606 | Food Funct, 2022, 13, 5602-5615

determines the rates of fatty acid oxidation.””®* Moreover,
20% of fatty acids taken up by the heart are used for the syn-
thesis of triacyglyerols, and these endogenous triacyglyerols
contribute to the proliferator activated receptor o (PPAR«)
activation and to the basal fatty acid oxidation.>”*® De novo
lipid synthesis is regulated by fatty acid synthase (FAS).>”*®
Then, to continue with the study of the cardiac metabolism,
crucial proteins involved in the lipid transport, synthesis and
degradation, such as CD36, CPT1, PPAR«a and FAS were evalu-
ated by Western blot after a 24 h EC- or DHBA-treatment
(1-10 pM).

Levels of cardiac CD36 were dose-dependently diminished
in EC-treated cells, whilst DHBA just decreased the values of
this transporter at the highest concentrations tested (5 and
10 uM) (Fig. 5A and B). EC and DHBA induced a dose-depen-
dent activation of PPARa (Fig. 5A and C), and CPT1 showed
increased values after the 24 h treatment with all doses of EC
tested, and the highest concentrations of DHBA (5 and 10 pM)
(Fig. 5A and C). Similarly, all selected concentrations of EC,
and 5 and 10 uM DHBA induced a comparable reduction in

This journal is © The Royal Society of Chemistry 2022
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Fig. 3 Effect of EC and DHBA on SGLT-1, GLUT-1 and GLUT-4 levels in H9c2 cells after 24 h of treatment. (A) Bands of representative experiments.
Percentage data of (B) SGLT-1, (C) GLUT-1, and (D) GLUT-4 relative to the control condition (means + SD, n = 7-9). Equal loading of western blots
was ensured by B-actin. Different letters over bars indicate statistically significant differences (P < 0.05).

FAS levels, whereas the lowest concentration of DHBA did not
modify the values of the mentioned protein (Fig. 5A and E).

3.7. Time-course effect of EC and DHBA activation on IR,
AKT and AMPK

To evaluate how EC and DHBA-induced activations of insulin
signalling and AMPK were modulated through the time, H9c2
cells were treated with a fixed concentration of both phenolic
compounds that clearly activated the mentioned proteins, i.e.,
1 pM EC and 10 pM DHBA for different times (0-24 h). Then
possible alterations either in total and/or phosphorylated
levels of different proteins were analysed.

EC and DHBA evoked an increase in total and phosphory-
lated levels of IR at all time-points analysed (Fig. 6A-C). IR
values were augmented after 1 h-incubation with EC or DHBA,
but after 8 h of treatment, levels were even higher, remaining
these enhanced values up to 24 h.

As shown in Fig. 6A, D and E, total AKT and AMPK protein
levels did not change during the incubation with EC or DHBA,
whereas the increased phosphorylated values of both proteins
were evident at the earliest time-point of treatment (1 h) and
maintained up to 24 h.

This journal is © The Royal Society of Chemistry 2022

3.8. Effect of EC and DHBA activation of AKT and AMPK on
glucose uptake

Glucose uptake and GLUT-4 levels constitute key aspects for
the metabolic regulation in cardiomyocytes.? In this regard,
AKT seems to play an important role in this process, whilst the
involvement of AMPK in the glucose uptake remains unclear.’
Since EC and DHBA increased the levels of p-AKT and
P-AMPK, it was analysed whether any of these phenolic com-
pounds were able to modulate the expression of GLUT-4, and
the uptake of glucose via AKT and/or AMPK. To this end, H9c2
cells were exposed to a selective inhibitor of AKT (LY294002,
LY) or AMPK (compound C, CC) for 1 h followed by a-24 h
incubation with EC or DHBA, and then the glucose uptake and
the levels of GLUT-4 were analysed. The concentrations
selected for these analyses were the doses that clearly activated
AKT, AMPK, and the glucose uptake, i.e. 1 uM for EC and
10 uM for DHBA.

Treatment of H9c2 cells with EC or DHBA showed a com-
parable increase in the uptake of glucose, that is, decreased
the percentage of 2-NBDG uptake in comparison to control
cells (Fig. 7A and B). LY and CC alone diminished the glucose
uptake, and these values similarly decreased in cells previously
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incubated with EC or DHBA (Fig. 7A and B). LY and CC treat-
ments also reduced GLUT-4 levels in all cells incubated with
these inhibitors, and the values of the glucose transporter
were not recovered in the presence of EC or DHBA when com-
pared to untreated cells (Fig. 7C and D).

3.9. Effect of EC and DHBA activation of AKT and AMPK on
lipid accumulation

Lipids are the major energetic source of cardiomyocytes, and
mainly are transported into cardiac cells by CD36, which is a
marker of insulin resistance.’® In this regard, AMPK plays a
crucial role in the lipid metabolism, and the insulin route also
seems to be involved in the modulation of the accumulation
and mobilization of lipids.® To evaluate the involvement of
AKT or AMPK on EC or DHBA-induced effects on lipid accumu-
lation and CD36 levels, both kinases were inhibited by incubat-
ing the cells with LY or CC, respectively for 1 h prior to the
treatment with EC or DHBA. As mentioned above, the concen-
trations selected for these analyses were the previously chosen
(1 pM for EC and 10 pM for DHBA), since they showed a pro-
minent effect on the phosphorylated levels of AKT and AMPK,
as well as on the lipid accumulation.

As illustrated in Fig. 8A and B, treatment with EC or DHBA
alone equally decreased the lipid accumulation, whilst LY and
CC increased the cellular lipid content in all cells treated with
these inhibitors. Similar results were obtained for CD36 levels,
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as the values of this lipid transporter diminished after treating
the cells with EC or DHBA alone, and enhanced by LY or CC in
the presence or absence of EC or DHBA (Fig. 8C and D).

4. Discussion

The insulin signalling pathway is crucial for the maintenance
of the cardiac energy metabolism and functionality.® In the
current study, it has been demonstrated, for the first time, that
EC and the colonic DHBA metabolite diminished the lipid
accumulation, increased the glucose uptake and levels of
GLUT-4 in cardiomyocytes. In addition, EC and DHBA up-regu-
lated the phosphorylated and total IR levels and activated the
PI3K/AKT pathway and AMPK. EC and DHBA also diminished
the levels of the key lipid transporter CD36, and FAS, increased
PPARa and CPT1 values, and modulated the cardiac glucose
uptake and lipid accumulation via AKT and AMPK.

EC is present in fruits and beverages, such as grapes and
tea, and more abundantly in cocoa.'>'”*® After the intake of
flavanoid-rich foods, a small quantity of these compounds is
absorbed in the small intestine, but in the colon most of them
are transformed into low-molecular-weight metabolites (mono-
and di-hydroxylated phenylpropionic, phenylacetic acids, and
hydroxybenzoic acids) before being absorbed.'>'” Moreover, it
is important to mention that pure compounds have been
detected in plasma and urine, and accumulate in tissues as a
consequence of a conjugation-deconjugation cycle.'”*° Taking
together all these considerations, a pure compound and some
of the most abundant metabolites found after the intake of fla-
vanol-rich foods have been chosen to evaluate their effect on
lipid accumulation, glucose uptake, and on the insulin
pathway in cardiomyocytes at a range of realistic concen-
trations."” Indeed, in biological fluids after the intake of flava-
nols circulating levels between 0.1-20 pM have been reported,
and those concentrations are considered within the range rec-
ommended for in vitro studies."”*°

In the healthy heart, there is an energy metabolism balance
related to the main substrates of this organ (lipid and
glucose), which is crucial for maintaining the normal physio-
logical cardiac function.” In cardiomyocytes, GLUT-4 and -1
are the major glucose transporters, although it has been
reported that SGLT-1 levels increase during certain diseases.”
In addition, during pathological situations, such as diabetes
and obesity, there is a change in the substrate preference from
glucose toward almost completely fatty acids (80-90%),>"**
leading to the lipid accumulation, the inhibition of the insulin
signalling and, eventually to the failure of heart.’ In the
present study, EC and DHBA modulated the uptake and
accumulation of these substrates, as these natural compounds
enhanced the glucose uptake and diminished the lipid
content. These effects could be related to the regulation of
GLUT-4 and CD36, as GLUT-1 and SGLT-1 remained
unchanged. Similarly, an isoquinoline alkaloid extract
increased the glucose uptake in cardiomyocytes and muscle
cells, and that was accompanied by increased values of

This journal is © The Royal Society of Chemistry 2022
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GLUT-4.**** Importantly, metformin, which is the first-line
antidiabetic drug, alone and in combination with the anti-
oxidant N-acetyl cysteine (NAC) avoided the diminished
glucose uptake and GLUT-4 expression levels, as well as the
enhanced lipid accumulation caused by a high concentration
of glucose in H9c2 cells.*® Moreover, other natural compounds
(berberine and aspalathin) have demonstrated to prevent the
energy imbalance in cardiomyocytes incubated under high
concentrations of palmitic acid or glucose by enhancing
the glucose uptake, diminishing the lipid accumulation and
avoiding the decrease of GLUT-4 values, contributing to the

This journal is © The Royal Society of Chemistry 2022

control of the glucose homeostasis and to reduce the
glycaemia.>®****3¢ Accordingly, the administration of a green
tea polyphenolic extract increased GLUT-4 and diminished
CD36 mRNA expression levels.?” In line with this, our results
could suggest that EC and DHBA may contribute to increase
the glucose uptake and reduce the lipid accumulation by regu-
lating GLUT-4 and CD36 levels, respectively.

Insulin signalling also contributes to maintain the energy
metabolism balance, and the inhibition of this route has also
been associated to the loss of functionality in cardiac cells, as
mentioned above.>”® The activation of IR recruits the stimu-
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lation of the PI3K/AKT pathway, which is needed for the meta-
bolic effects of insulin and it is responsible of the inhibition
of GSK-3 and activation of GS."” In this regard, EC and DHBA
increased tyrosine phosphorylated and total levels of IR, as
well as the phosphorylated values of AKT and GSK-3, and
decreased p-GS levels in H9c2 cells. In concert, metformin
alone or in combination with NAC prevented the increase of
inhibitory p-(Ser)-IRS-1 values and the diminution of p-AKT
levels in cardiomyocytes exposed to a high concentration of
glucose.*® Correspondingly, berberine diminished the phos-

5610 | Food Funct, 2022,13, 5602-5615

phorylated levels of p-(Ser)-IRS-1 and enhanced the phosphory-
lated levels of (Tyr)-IRS-1 without modifying the total levels of
this protein, as well as increased the values of p-PI3K and
p-AKT under physiological and pathological situations in
muscle cells.** In addition, in the heart of type 2 diabetic rats
and in palmitate-treated H9c2 a down-regulation of AKT and
GSK3 has been reported, whereas berberine restored the phos-
phorylated levels of the mentioned proteins in both experi-
mental models.*® Similarly, impaired mRNA expression levels
of IR, AKT and GSK3 were highly recovered in the heart of

This journal is © The Royal Society of Chemistry 2022
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insulin-resistant rats by supplementing the diet with a green
tea polyphenolic extract.’” These results were associated with
an improved cardiac function and values of both glycaemia
and insulinaemia in diabetic rats.*® Altogether, it could
suggest that the phenolic compounds reinforce the insulin-sig-
nalling pathway in H9c2 cardiac cells.

Cardiac lipid accumulation is associated with cardiomyo-
cyte dysfunction and with the development of cardiac diseases,
hypertension, diabetes, obesity and metabolic syndrome.?” In
the heart, CD36 plays a major role in the fatty acid uptake, and
following the formation of long-chain acylcarnitine by CPT1,
B-oxidation occurs. This metabolic process is importantly regu-
lated by PPARa, which in turn, also modulates CPT1.>?
Lipogenesis is mainly regulated by FAS.>” In this regard, EC

This journal is © The Royal Society of Chemistry 2022

and DHBA diminished CD36 and FAS values, and enhanced
CPT1 and PPAR« levels. In agreement with this, green tea poly-
phenols decreased CD36 levels, and key proteins related to the
lipogenesis in the heart of insulin-resistant rats, which was
associated to an improved cardiac situation.*” Indeed, an
enhanced expression of CD36 has been associated to a
reduced oxidative metabolism and cardiac hypertrophy.*®
Moreover, the flavonoids apigenin, and quercetin increased
the levels of myocardial PPARx and CPT1, which was con-
nected to an enhanced fatty acid oxidation and led to the ame-
lioration of the heart damage in hypertensive and metabolic
syndrome-induced rats, respectively.’>*! In line with all this,
EC and DHBA could contribute to modulate the lipid metab-
olism in the cardiac H9c2 cells.
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AMPK is a metabolic sensor that plays a key role in multiple
cellular processes.®*> AMPK activation improves insulin sensi-
tivity, inhibits lipolysis and lipogenesis, prevents hypertrophy,
and has also been related to cardiomyocyte survival.>**** In
the present work, EC and DHBA increased p-AMPK levels in
H9c2 cells. In agreement with our results, other phytochem-
icals, such as berberine and resveratrol, also enhanced
pP-AMPK levels in cultured cells.*®***> Similarly, baicalin and
epigallocatechin-3-gallate have been reported to activate or
prevent the inhibition of AMPK in different cultured cell lines
and animal models under physiological and pathological
conditions.>»** In addition, AMPK activation stimulates fatty
acid oxidation, which has been related to increased levels of
CPT1 and PPARa.>**® Thus, an AMPK activator, 5-aminoimida-
zole 1 carboxamide ribonucleoside (AICAR), restored PPARa

5612 | Food Funct., 2022,13, 5602-5615

levels, demonstrating a cardiac antihypertrophic function.*” In
addition, AMPK modulates mitochondrial biogenesis by regu-
lating proliferator-activated receptor y coactivator 1a (PGCla),
which is also crucial for the fatty acid oxidation the inter-
relationship between PCG1la and PPARa.**® In line with this,
the flavonoid naringenin activated PCGla, leading to an
improved mitochondrial function and mitochondrial biogen-
esis and the attenuation of cardiac damage following ische-
mia-reperfusion injury in vivo and in vitro; importantly, all
these beneficial effects were abolished when AMPK was
inhibited.*’

AKT and AMPK have demonstrated to exert cardioprotective
effects,*®***° and are known to modulate the glucose uptake
and lipid metabolism in the heart.® Activation of AKT and
AMPK might be sufficient to increase GLUT-4 levels, and all

This journal is © The Royal Society of Chemistry 2022
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these three proteins show decreased levels during type 2 dia-
betes, obesity and cardiovascular disease.>® In this line, other
flavonoids have demonstrated early activations of the insulin
pathway (IR-AKT) and AMPK, and the maintenance of those
stimulations through the time, which was accompanied by an
enhanced glucose uptake, in agreement with the present
study.”’* In addition, AMPK modulates the lipid metabolism,
as mentioned above,® and the PI3K/AKT pathway may also con-
tribute to this regulation.> Correspondingly, in this work it is
shown that both kinases are involved in the modulation of
GLUT-4 levels and glucose uptake, as well as in the regulation
of CD36 values and lipid accumulation in H9c2 cells treated
with EC and DHBA. Similarly, an alkaloid extract increased
glucose uptake and GLUT-4 values, and that occurs together
with enhanced levels of p-AKT and p-AMPK in insulin-sensitive
and insulin-resistant muscle cells (physiological and patho-
logical situations), suggesting the involvement of both kinases
in the regulation of GLUT-4 and glucose uptake.*® Indeed,
inhibition of AMPK diminished the glucose uptake in H9c2
berberine-treated cells, demonstrating at least in part that the
activation of AMPK is linked to this metabolic process.*’
Resveratrol and baicalin also stimulates the glucose uptake via
AKT and AMPK in C2C12 myotube muscle cells, as this
parameter decreased in the presence of pharmacological
inhibitors for both kinases (LY294002 and compound C,
respectively).>***  Moreover, decreased p-AKT levels and
glucose uptake together with enhanced CD36 values and
impaired insulin signalling pathway have been reported in
cardiac cells incubated with palmitate.’>>® Interestingly, empa-
glifozin, a SGLT2 inhibitor used for treating diabetic and
cardiovascular patients, activates AMPK and reduces CD36
levels in the heart of Zucker diabetic fatty rats, which leads to
a lower lipid accumulation, to an improved cardiac energy
metabolism and, eventually to a protective effect against the
development and progression of the diabetic cardiomyopa-
thy.”” In this regard, green tea polyphenols alleviated the
harmful effects detected in the heart of insulin-resistant rats
by reducing mRNA CD36 values, and increasing AKT, GLUT-1
and -4 mRNA expression, as well as other key elements of the
signalling route (enhanced IR and decreased GSK3 mRNA
expression).>” All together points to the relevance of AKT and
AMPK in the modulation of the glucose uptake and lipid
accumulation in cardiac cells.

5. Conclusions

In summary, EC and DHBA regulate lipid accumulation,
glucose uptake and strengthen the insulin-signalling pathway.
Thus, EC and DHBA enhanced tyrosine phosphorylated and
total levels of IR and activated the PI3K/AKT pathway and
AMPK, together with an upregulation of GLUT-4, PPARa and
CPT1 values and a downregulation of CD36 and FAS levels in
cultured cardiomyocytes. Moreover, evidence is provided about
a new mechanism by which EC and DHBA modulate the ener-
getic metabolism via AKT and AMPK in cardiac H9c2 cells.

This journal is © The Royal Society of Chemistry 2022
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