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Abstract: Insulin resistance is one of the main characteristics of metabolic syndrome (MetS) and the
main cause of the development of type II diabetes. The high prevalence of this syndrome in recent
decades has made it necessary to search for preventive and therapeutic agents, ideally of natural
origin, with fewer side effects than conventional pharmacological treatments. Tea is widely known
for its medicinal properties, including beneficial effects on weight management and insulin resistance.
The aim of this study was to analyze whether a standardized extract of green and black tea (ADM®
Complex Tea Extract (CTE)) prevents the development of insulin resistance in mice with MetS. For
this purpose, C57BL6/] mice were fed for 20 weeks with a standard diet (Chow), a diet with 56% kcal
from fat and sugar (HFHS) or an HFHS diet supplemented with 1.6% CTE. CTE supplementation
reduced body weight gain, adiposity and circulating leptin levels. Likewise, CTE also exerted lipolytic
and antiadipogenic effects in 3T3-L1 adipocyte cultures and in the C. elegans model. Regarding
insulin resistance, CTE supplementation significantly increased plasma adiponectin concentrations
and reduced the circulating levels of insulin and the HOMA-IR. Incubation of liver, gastrocnemius
muscle and retroperitoneal adipose tissue explants with insulin increased the pAkt/Akt ratio in mice
fed with Chow and HFHS + CTE but not in those fed only with HFHS. The greater activation of the
PI3K/Akt pathway in response to insulin in mice supplemented with CTE was associated with a
decrease in the expression of the proinflammatory markers Mcp-1, IL-6, IL-1B or Tnf-« and with an
overexpression of the antioxidant enzymes Sod-1, Gpx-3, Ho-1 and Gsr in these tissues. Moreover,
in skeletal muscle, mice treated with CTE showed increased mRNA levels of the aryl hydrocarbon
receptor (Ahr), Arnt and Nrf2, suggesting that the CTE’s insulin-sensitizing effects could be the result
of the activation of this pathway. In conclusion, supplementation with the standardized extract of
green and black tea CTE reduces body weight gain, exerts lipolytic and antiadipogenic effects and
reduces insulin resistance in mice with MetS through its anti-inflammatory and antioxidant effects.

Keywords: obesity; metabolic syndrome; insulin resistance; green tea; black tea; extract; antioxidant

1. Introduction

Obesity is considered the pandemic of the 21st century. According to data from
the World Health Organization (WHO), in 2016 more than 1.9 billion adults were over-
weight and, among these, over 650 million were obese [1]. This pandemic affects not only
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developed countries but also developing ones, where the economic health burden has
dramatically risen due to the increased incidence of cardiometabolic alterations associated
with this condition [2].

Obesity is one of the main risk factors for the development of a more complex condition
named metabolic syndrome (MetS), which includes abdominal obesity, insulin resistance,
impaired fasting glucose, hypertension, hypertriglyceridemia and low HDL cholesterol
levels [3]. The global prevalence of MetS is estimated to be about one quarter of the
world’s population, in other words, over a billion people in the world are now affected
with MetS [4].

One of the main characteristics of MetS is insulin resistance, a condition that is present
in more than 80% of the patients and that is associated with impaired insulin sensitivity
in insulin-dependent tissues such as the liver, adipose tissue and the skeletal muscle [5].
This is associated with a decreased activation of the PI3K/Akt pathway in these tissues,
resulting in reduced translocation of GLUT-4 transporters to the cell membrane and/or
reduced glucose storage in the form of glycogen [6].

Insulin resistance is reported to be one of the major contributors to the development
of metabolic alterations such as dyslipidemia, visceral adiposity, hyperuricemia and hyper-
glycemia that lead, in the long term, to the development of metabolic diseases such as type
II diabetes [7]. Likewise, decreased insulin sensitivity produces cardiovascular alterations,
such as endothelial dysfunction and a prothrombic state, that increase the risk of suffering
cardiovascular diseases including hypertension, arrhythmias, stroke, or coronary heart
disease [8].

Although the physiopathological mechanisms involved in the development of insulin
resistance vary among tissues, it is well known that lipotoxicity, a phenomenon caused by an
excessive accumulation of lipid intermediates, such as triglycerides, diacylglycerols (DAGs),
or ceramides, is a common feature among all of them [9,10]. These lipid intermediates
induce several alterations, such as inflammation, increased reactive oxygen species (ROS)
production and mitochondrial dysfunction, which lead, among other consequences, to an
impaired fatty acid and glucose oxidation and increased fatty acid release [5].

The complexity and the large number of mediators implicated makes it difficult to find
a single and effective treatment to alleviate the development of cardiometabolic alterations
associated with MetS. For this reason, therapeutic approaches for this syndrome are based
on the combination of several drugs that include, among others, antihypertensives, insulin
sensitizers and antilipidemic and antithrombotic agents. These treatments are of high cost
and are not exempt from interactions and side effects. For this reason, in recent decades a
great effort has been made in the search for new strategies, ideally of natural origin, that are
effective in the treatment and prevention of MetS. Since oxidative stress is one of the most
relevant pathophysiological mechanisms in the development of MetS-associated metabolic
disorders, antioxidant substances, such as vitamins E and C, have been proposed as possible
therapeutic candidates for its treatment [11-13]. Likewise, MetS is usually associated with
increased levels of inflammatory mediators such as C reactive protein (PCR), interleukin-6
(IL-6), or tumoral necrosis factor alpha (TNF-«) [14], both in the plasma and at the tissue
level, so molecules with anti-inflammatory effects may also be potentially useful.

Tea consumption is reported to exert many beneficial health effects [15], and specifi-
cally for the treatment and/or prevention of the metabolic alterations associated with MetS,
both in experimental animals [16-19] and in humans [20,21]. Particularly, consumption
of both green and black tea reduces body weight and exerts lipolytic and antiadipogenic
effects as well as insulin-sensitizing activity [22,23]. In green tea, these effects have been
attributed to the presence of monomeric catechins such as epicatechin, epigallocatechin,
epicatechin gallate and epigallocatechin gallate [24], whereas in black tea these effects are
due to thearubigins and mostly to theaflavins [25]. However, the lack of standardized
formulations makes it difficult to compare the effects among different brands and types
of tea, including infusions and tea extracts, as each of them contains different types and
concentrations of bioactive substances.
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In a previous study from our group, we reported that supplementation with the
standardized extract of green and black tea, ADM® Complex Tea Extract (CTE), prevents
endothelial dysfunction and the development of hypertension in mice with MetS through its
anti-inflammatory and antioxidant properties [26]. However, the effects of supplementation
with this standardized tea extract on metabolism remain to be determined. For this reason,
the aim of this study was to evaluate if supplementation with the standardized extract of
green and black tea CTE prevents MetS-induced insulin resistance and, if so, to explore
the possible mechanisms involved. For this purpose, insulin sensitivity as well as the
expression of several inflammatory and oxidative stress markers were assessed in the liver,
gastrocnemius and retroperitoneal adipose tissue from lean control mice and from obese
mice with MetS. In addition, since the aryl hydrocarbon receptor (AhR) pathway is reported
to be involved in the antioxidant and anti-inflammatory effects of some of the bioactive
substances present in CTE, such as gallic acid, xanthines and flavonols in MetS [27], the
activation of this pathway was studied as a possible mechanism.

2. Results
2.1. Individual Composition of CTE (Liquid Chromatography)

The individual composition of the phenolic components of the standardized ADM®
Complex Tea Extract analyzed by HPLC-PAD is depicted in Table 1. The major monomeric
flavan-3-ols were EGCg (6.0%, dry basis) and Epicatechin-3-gallate (2.5%, dry basis). Re-
garding oligomeric flavan-3-ols, theaflavin was the most concentrated, and the total content
of theaflavins was about 0.1% (dry basis). Within methylxanthines, caffeine comprised
96% of all xanthines (6.5%, dry basis). The content of total bioactive components (flavan-3-
ols, methyl xanthines and gallic acid) was about 20.4%. The certificate of analysis of the
manufacturer considers Flavan-3-ols (monomeric and theaflavins), together with total xan-
thines (caffeine, theobromine and theophylline), as the main quality markers of Complex
Tea Extract.

Table 1. Bioactive composition (%, dry basis) of ADM® Complex Tea Extract analyzed by HPLC-PAD.

Bioactive Composition Tea Complex

Gallic acid 0.77 + 0.03
Theobromine 0.26 £+ 0.01
Gallocatechin 0.43 £ 0.04
Theophyllyne 0.01 £ 0.00

Epigallocatechin 0.74 + 0.04

Catechin 0.00 £+ 0.00

Caffeine 6.53 + 0.13

Epicatechin 0.63 + 0.03

EGCg 5.98 £ 0.26
Gallocatechin-3-gallate 1.76 + 0.07
Epicatechin-3-gallate 2.49 4+ 0.09
Catechin-3-gallate 0.63 + 0.04
Theaflavin 0.06 + 0.00
Theaflavin-3-monogallate 0.03 £ 0.00
Theaflavin-3/-monogallate 0.01 +0.00
Theaflavin-3,3'-gallate 0.03 4+ 0.00
Monomeric Flavan-3-ols 12.66 £+ 0.45
Methyl xanthines 6.80 +0.13
Oligomeric Flavan-3-ols (Theaflavins) 0.13 £ 0.00
Total bioactive components (flavan-3-ols, 20.36 + 0.44

methylxanthines and gallic acid)

2.2. Volatile Compounds Detected by Gas Chromatography

The headspace SPME-GC-FID/MS analysis allowed for the identification of character-
istic volatile components from CTE. The quantification was performed according to their
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relative response proportion. CTE showed Group I and Group II volatile compounds in
CTE (Figure S1). The major components were linalool (14.8%), linalool oxides (2.6%) and
benzaldehyde (2.2%).

Thus, Complex Tea Extract shows both complete phenolic and volatile profiles from
green and black teas, with the main components from these teas shown in Table 1 for polar
phenolics and Figure S1 for volatile compounds.

2.3. In Vitro Adipogenesis

3T3-L1 preadipocyte differentiation into adipocytes induced an increase in lipid con-
tent measured by Oil Red O staining (p < 0.001; Figure 1A). Epigallocatechin gallate
(100 uM) and CTE at 0.4 and 0.5 mg/mL reduced the differentiation-associated increase
in lipid content (p < 0.001 for all), but not CTE, at 0.1 and 0.25 mg/mL. No statistically
significant differences were found in the lipid content of differentiated adipocytes between
0.4 and 0.5 mg/mL CTE and the positive control (epigallocatechin gallate)-treated cells.
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Figure 1. Fat content measured by Oil Red O staining in preadipocytes 3T3-L1 cells and differentiated
3T3-L1 cells treated or not with EGCG and CTE (A), fat content as % of fluorescence produced
by Nile red staining vs. NGM (B), and triglyceride content as % vs. NGM (C) in nematodes fed
with Escherichia coli OP50 and orlistat or CTE. Data are represented as the mean + SD. * p < 0.05 vs.
preadipocytes; *** p < 0.001 vs. preadipocytes; ### p < 0.001 vs. non-treated adipocytes; $$$ p < 0.001
vs. EGCG; + p < 0.05 vs. NGM; ++ p < 0.01 vs. NGM; +++ p < 0.001 vs. NGM; ? p < 0.05 vs. Orlistat;
??? p <0.001 vs. Orlistat. CTE: Complex Tea Extract; EGCG: epigallocatechin gallate; NGM: nematode
growth media.

2.4. Fat and Triglyceride Content in C. elegans

The consumption of any tested dose of CTE and 6 pg/mL of Orlistat reduced fat
content in C. elegans compared to control NGM (p < 0.001 for all; Figure 1B). Nevertheless,
Orlistat induced a higher reduction in fat content than all CTE dosages (p < 0.001 for all).

As shown at Figure 1C, young adult nematodes fed with 6 ug/mL of Orlistat and
2 mg/mL of CTE showed reduced triglyceride content compared to control NGM worms
(p < 0.01 and p < 0.05, respectively). Orlistat induced a higher reduction in triglyceride
amount than CTE treatment (p < 0.05).

2.5. Body Weight Gain, Food and Caloric Intake in Mice with MetS

The consumption of the HFHS diet for 20 weeks induced a significant increase in body
weight gain (p < 0.001; Figure 2A,B), and this increase was significantly lower in obese mice
supplemented with CTE (p < 0.05).
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Figure 2. Evolution of body weight during the 20 weeks of treatment (A). Body weight gain during
the treatment (B). Total food intake per mouse during the treatment (C). Total caloric intake per mouse
during the treatment (D) of mice fed a standard chow (Chow), a high-fat diet/sucrose diet (HFHS)
and high-fat diet/sucrose diet supplemented with Complex Tea Extract (HFHS + TCE). Values are
represented as mean + SEM; n = 8-10 mice/group. *** p < 0.001 vs. chow; # p < 0.05 vs. HFHS.

In mice fed with the HFHS diet, accumulated food intake was decreased (Figure 2B)
and accumulated caloric intake was increased (Figure 2C) compared to lean animals re-
gardless of the supplementation with CTE (p < 0.001 for both).

2.6. Organ Weights

Compared to controls, mice fed the HFHS diet showed increased weights of liver
(p < 0.001; Table 2), spleen (p < 0.01), kidneys (p < 0.001) and adrenal glands (p < 0.05).
Likewise, the weight of soleus muscle (p < 0.05) and the weights of all adipose tissue (AT)
depots, both white (visceral epidydimal, visceral retroperitoneal and subcutaneous lumbar)
and brown (interscapular and periaortic), were significantly higher in mice fed the HFHS
diet compared to mice fed the standard chow (p < 0.001 for all).

Table 2. Organ weights.

Weight (mg/cm) Chow HFHS HSHS + CTE
Liver 535.0 +11.3 888.5 + 72.9 *** 758.6 + 57.1 ***
Spleen 349 +23 48.4 4+ 2.4 ** 413 £24#
Kidneys 1712 +£5.1 202.5 £ 3.7 *** 207.9 + 6.7 ***
Adrenal glands 1.5+0.1 214+02* 1.9+02*

Epidydimal visceral adipose tissue 357.8 £40.0  1577.0 &£ 87.2*** 1763.3 &= 42.0 ***
Retroperitoneal visceral adipose tissue ~ 108.8 4= 21.5 713.6 4= 32.5 *** 578.8 + 17.5 »x#i#

Lumbar subcutaneous adipose tissue ~ 143.5 £ 17.9 1463.2 £ *** 1185.8 + 108.5 ***#
Interscapular brown adipose tissue 40.8 £3.2 142.1 £ 11.1 % 87.5 & 9.6 **+Hi
Periaortic adipose tissue 35+04 11.6 = 1.7 *** 8.2 4 0.9 ***
Soleus 50403 591 +£03* 5.82 £ 0.3 ***
Gastrocnemius 700+ 14 73.6 1.9 74.29 4 1.9 ***

Weights of liver, spleen, kidneys, adrenal glands, epididymal visceral adipose tissue, retroperitoneal visceral
adipose tissue, lumbar subcutaneous adipose tissue, interscapular brown adipose tissue, periaortic adipose
tissue, soleus and gastrocnemius of mice fed a standard chow (Chow), a high-fat diet/sucrose diet (HFHS) and
high-fat diet/sucrose diet supplemented with Complex Tea Extract (HFHS + TCE). Data are represented as
mean value = SEM; n = 8-10 mice/group. * p < 0.05 vs. Chow; ** p < 0.01 vs. Chow; ** p < 0.001 vs. Chow;
#p <0.05 vs. HFHS; ### p < 0.001 vs. HFHS.
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Supplementation with CTE did not affect the weights of liver, kidneys, adrenal glands,
epidydimal AT, periaortic AT and soleus and gastrocnemius muscles, but it significantly
reduced the weights of spleen (p < 0.05), retroperitoneal AT (p < 0.001), lumbar AT (p < 0.05)
and interscapular AT (p < 0.001).

2.7. Plasma Measurements

As shown in Table 3, obese mice fed with the HFHS diet for 20 weeks showed increased
circulating levels of insulin, adiponectin and leptin as well as increased glycaemia and
HOMA-IR compared to lean mice (p < 0.001 for all). Supplementation with CTE did not
prevent the obesity-induced increase in glycaemia but it significantly reduced the plasma
concentrations of leptin (p < 0.01), adiponectin (p < 0.05) and insulin (p < 0.05), as well as
the HOMA-IR (p < 0.05).

Table 3. Glycaemia, insulin, adiponectin and leptin plasma levels, and Homeostatic Model Assess-
ment of Insulin Resistance (HOMA-IR).

Chow HFHS HSHS + CTE
Glycaemia (mg/dl) 102.9 + 4.9 133.8 £ 6.1 *** 145.4 + 5.4 #*+
Insulin (ng/mL) 25408 8.5 4+ 1.2% 4.6+ 0.8
Adiponectin (ng/mL) 9683.6 + 374.1 7076.4 + 613.7 ** 8299 + 324 *+#
Leptin (ng/mL) 22406 44.0 + 3% 30.2 4 1.3 #x+i#

HOMA-IR 0.7 4+0.2 2.9 4 0.5 *** 1.6 + 0.3 #*+#

Data from mice fed a standard chow (Chow), a high-fat diet/sucrose diet (HFHS) and high-fat diet/sucrose
diet supplemented with Complex Tea Extract (HFHS + TCE). Data are represented as mean value + SEM;
n = 8-10 mice/group. * p < 0.05 vs. Chow; ** p < 0.01 vs. Chow; *** p < 0.001 vs. Chow; # p < 0.05 vs. HFHS;
##p <0.01 vs. HFHS.

2.8. Insulin Sensitivity and Gene Expression of Inflammatory and Oxidative Stress Markers
in the Liver

Hepatic insulin sensitivity was measured by the ratio of phosphorylated Akt and
total Akt as an index of activation of the PI3K/Akt pathway in liver explants incubated in
the presence/absence of insulin for 15 min. In addition, the gene expression of both Ins-r
and the enzyme Gys-1 was also assessed in the hepatic tissue of mice from the different
experimental groups. The results are represented in Figure 3A,B, respectively.

P-AKt |e— — s | 60 KDa
AKt | —— . S s s s 00 KDa
A 3 $s [ Control B
B Insulin 10°M 140 @Chow BHFHS BHFHS+CTE
250
g 120
2 #i #
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S & .
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Figure 3. p-Akt/Akt ratio (A) in liver explants of mice fed a standard chow (Chow), a high-fat
diet/sucrose diet (HFHS) and high-fat diet/sucrose diet supplemented with Complex Tea Extract
(HFHS + TCE) after 15 min of incubation with or without 107® M insulin. mRNA levels of in-
sulin receptor and Glycogen synthase 1 (B) in liver. Values are represented as mean + SEM;
n = 8-10 mice/group. $$ p < 0.01 vs. Control; $$$ p < 0.001 vs. Control; * p < 0.05 vs. chow;
**p <0.01 vs. chow; #p < 0.05 vs. HFHS; ## p < 0.01 vs. HFHS.
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Incubation of liver explants with insulin induced a significant increase in the pAkt/ Akt
ratio in control mice (p < 0.001) and in obese mice supplemented with CTE (p < 0.001),
but not in untreated obese mice. In addition, there was a downregulation of the gene
expression of both Ins-r (p < 0.01) and Gys-1 (p < 0.05) in the hepatic tissue of HFHS mice
compared to controls that was totally prevented by CTE supplementation (p < 0.01 and
p < 0.05, respectively).

Decreased insulin sensitivity in the liver of untreated obese mice was associated with
an upregulation of the gene expression of the inflammatory markers Mcp-1 (p < 0.01;
Figure 4A), IL-1B (p < 0.01; Figure 4A), IL-6 (p < 0.01; Figure 4A), IL-10 (p < 0.01; Figure 4A)
and Tnf-a (p < 0.01; Figure 4A), and with an upregulation of the mRNA levels of the
prooxidant enzyme Nox-1 (p < 0.01; Figure 4B). On the contrary, the gene expression of the
antioxidant enzymes Nox-4, Sod-1 and Gsr was significantly downregulated in the liver of
HFHS mice (p < 0.05 for all; Figure 4B).

B Chow BHFHS BHFHS+CTE

n-1p -6 n-10 Tnf-a

B Chow BHFHS OHFHS+CTE

Nox-4 Sod-1 Gpx3 Gsr Ho-1

Figure 4. mRNA levels of Monocyte Chemotactic Protein-1, Interleukin 1f3, 6, 10 and Tumor Necrosis
Factor « (A), NADPH oxidase 1 and 4, Super Oxide Dismutase 1, Glutathione Peroxidase and
Reductase, Hemoxigenase-1 (B) in hepatic tissue of mice fed a standard chow (Chow), a high-fat
diet/sucrose diet (HFHS) and high-fat diet/sucrose diet supplemented with Complex Tea Extract
(HFHS + TCE). Values are represented as mean £ SEM; n = 8-10 mice/group. * p < 0.05 vs. chow;
** p <0.01 vs. chow; *** p < 0.001 vs. chow; # p < 0.05 vs. HFHS; ## p < 0.01 vs. HFHS.

Supplementation with CTE did not prevent the obesity-induced changes in the mRNA
levels of IL-10 and Gsr, but it prevented the increase in Mcp-1 (p < 0.01), IL-13 (p < 0.05),
IL-6 (p < 0.05), Tnf-a (p < 0.05) and Nox-1 (p < 0.05) as well as the obesity-induced decrease
in the gene expression of Nox-4 and Sod-1 (p < 0.05 for both).

Finally, the mRNA levels of Gpx-3 and Ho-1 were unchanged among experimental groups.
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2.9. Insulin Sensitivity and Gene Expression of Inflammatory and Oxidative Stress Markers in
Gastrocnemius Muscle

The incubation of gastrocnemius muscle explants in the presence/absence of insulin
for 15 min resulted in an increased pAkt/Akt ratio in control mice (p < 0.001; Figure 5A),
untreated obese mice (p < 0.01; Figure 5A) and obese mice supplemented with CTE (p < 0.05;
Figure 5A). However, insulin induced a higher activation of the PI3K/Akt pathway in
obese mice supplemented with CTE compared to untreated obese mice (p < 0.05).
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Figure 5. pAkt/Akt ratio (A) in gastrocnemius muscle after 15 min of explant incubation with or
without 107¢ M insulin of mice fed a standard chow (Chow), a high-fat diet/sucrose diet (HFHS)
and high-fat diet/sucrose diet supplemented with Complex Tea Extract (HFHS + TCE). mRNA
levels of insulin receptor and Glycogen synthase 1 (B) in gastrocnemius muscle. Values are rep-
resented as mean + SEM; n = 8-10 mice/group. $ p < 0.05 vs. Control; $$ p < 0.01 vs. Control;
$$% p < 0.001 vs. Control; * p < 0.05 vs. chow; ** p < 0.01 vs. chow; #p < 0.01 vs. HFHS.

Mice with MetS showed a significant decrease in the gene expression of Ins-r (p < 0.05;
Figure 5B) and Gys-1 (p < 0.01; Figure 5B) in gastrocnemius muscle compared to controls,
and these effects were totally prevented by supplementation with CTE (p < 0.05 for both;
Figure 5B).

In gastrocnemius muscle, no changes were found among experimental groups in the
gene expression of IL-6 and Nox-1. However, obesity was associated with an overexpression
of the inflammatory markers Mcp-1 (p < 0.01: Figure 6A), IL-18 (p < 0.05: Figure 6A), IL-10
(p < 0.05: Figure 6A) and Tuf-a (p < 0.05: Figure 6A) and with a downregulation of the
gene expression of the antioxidant enzymes Nox-4, Sod-1, Gpx-3 and Ho-1 (p < 0.05 for all:
Figure 6B). All these changes were prevented by supplementation with CTE.

2.10. Adipocyte Size and Gene Expression of Enzymes Related to Lipidic Metabolism in
Retroperitoneal Adipose Tissue

Figure 7A shows the mean area of adipocytes from retroperitoneal adipose tissue of
mice from the different experimental groups.

The mean area of adipocytes was significantly higher in the adipose tissue of un-
treated obese mice compared to controls (p < 0.001), and this effect was attenuated by
supplementation with CTE (p < 0.01).

The mRNA levels of different markers and enzymes related to lipid metabolism are
shown in Figure 7B.
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Figure 6. mRNA levels of Monocyte Chemotactic Protein-1, Interleukin 1f3, 6, 10 and Tumor Necrosis
Factor o (A), NADPH oxidase 1 and 4, Super Oxide Dismutase 1, Glutathione Peroxidase and
Reductase, Hemoxygenase-1 (B) in gastrocnemius muscle of mice fed a standard chow (Chow), a high-
fat diet/sucrose diet (HFHS) and high-fat diet/sucrose diet supplemented with Complex Tea Extract
(HFHS + TCE). Values are represented as mean £ SEM; n = 8-10 mice/group. * p < 0.05 vs. chow;
**p <0.01 vs. chow; #p < 0.05 vs. HFHS; ## p < 0.01 vs. HFHS.
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Figure 7. Size of adipocytes and representative images of H/E dying in sections of visceral adipose
tissue (A). The scale bar is equivalent to 200 um. mRNA levels of Fatty acid synthase, Lipoprotein
lipase, Hormone-sensitive lipase, peroxisome proliferator activated receptor, PPAR-y coactivator-
1o, Uncoupling Protein-1, 3-3-adrenergic receptor and Leptin receptor (B) in retroperitoneal adi-
pose tissue of mice fed a standard chow (Chow), a high-fat diet/sucrose diet (HFHS) and high-fat
diet/sucrose diet supplemented with Complex Tea Extract (HFHS + TCE). Values are represented as
mean + SEM; 1 = 8-10 mice/group. * p < 0.05 vs. chow; ** p < 0.01 vs. chow; *** p < 0.001 vs. chow;
#p < 0.05 vs. HFHS; ## p < 0.01 vs. HFHS.
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Obesity was associated with a significant reduction in the gene expression of Fasn
(p <0.05), Lpl (p <0.01), Hsl (p < 0.001), Ppar-7y (p < 0.001), Pgc-1a (p < 0.001), Ucp-1 (p < 0.05),
B3-Adr (p < 0.001) and Ob-r (p < 0.05). Supplementation with CTE did not increase the
mRNA levels of Pgc-1x but it attenuated the obesity-induced downregulation of Fasn
(p <0.01), Lpl (p < 0.05), Hsl (p < 0.01), Ppar-7y (p < 0.05), Ucp-1 (p < 0.05), B3-Adr (p < 0.05)
and Ob-r (p < 0.05).

2.11. Insulin Sensitivity and Gene Expression of Inflammatory and Oxidative Stress Markers in
Retroperitoneal Adipose Tissue

As shown in Figure 8A, the incubation of retroperitoneal AT explants with insulin
induced a significant increase in the pAkt/ Akt ratio in control mice (p < 0.01) and in obese
mice supplemented with CTE (p < 0.05) but not in untreated obese mice. In addition,
obesity was associated with a downregulation of the gene expression of Ins-r (p < 0.001;
Figure 8B) that was partially prevented by CTE supplementation (p < 0.01; Figure 8B).

-l T —_ 60 KDa
— GEED D WD s e | 0 KDa
s [ Control
B Insulin 10°°M B o,

100 4
80 A #4
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$ 4
—mm — N
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Figure 8. pAkt/Akt ratio (A) in retroperitoneal adipose tissue of mice fed a standard chow (Chow),
a high-fat diet/sucrose diet (HFHS) and high-fat diet/sucrose diet supplemented with Complex
Tea Extract (HFHS + TCE) after 15 min of explant incubation with or without 10~ M insulin.
mRNA levels of insulin receptor in retroperitoneal adipose tissue (B). The scale bar is equivalent
to 200 um. Values are represented as mean + SEM; n = 8-10 mice/group. $ p < 0.05 vs. Control;
$$ p < 0.01 vs. Control; *** p < 0.001 vs. chow; ## p < 0.01 vs. HFHS.

Obesity was associated with an upregulation of the gene expression of the inflamma-
tory markers Mcp-1 (p < 0.01; Figure 9A), IL-6 (p < 0.01; Figure 9A), IL-10 (p < 0.01; Figure 9A)
and Tnf-a (p < 0.001; Figure 9A), and with an upregulation of the mRNA levels of Nox-1
(p < 0.05; Figure 9B) and Ho-1 (p < 0.001; Figure 9B). On the contrary, the gene expression of
the antioxidant enzymes Sod-1, Gpx-3 and Gsr was significantly downregulated in the liver
of HFHS mice (p < 0.001 for all; Figure 9B).

Supplementation with CTE did not prevent the obesity-induced changes in the mRNA
levels of IL-10 and Nox-1 but it prevented the increase in Mcp-1 (p < 0.05), IL-1B (p < 0.05),
IL-6 (p < 0.05), Tnf-a (p < 0.05), Nox-1 (p < 0.05) and Ho-1 (p < 0.05) as well as the obesity-
induced decrease in the gene expression of Sod-1 (p < 0.001), Gpx-3 (p < 0.05) and Gsr
(p < 0.05).



Int. . Mol. Sci. 2023, 24, 8521

11 0f 23

@ Chow mHFHS BHFHS+CTE

*x

i | [ M

Mcpl I-1p I-10 Tnf-a

mRNA levels/Hprt (%vs Chow)
ey
8

250 - @ Chow mHFHS BHFHS+CTE

200 4

%
S

mRNA levels/Hprt (%vs Chow)

B
100 4
# o
50 1 ’—T-‘
0 - T T T
Nox-1 Nox-4 Sod-1 Gpx3 Gsr Ho-1

Figure 9. mRNA levels of Monocyte Chemotactic Protein-1, Interleukin 13, 6, 10 and Tumor Necrosis
Factor « (A), NADPH oxidase 1 and 4, Super Oxide Dismutase 1, Glutathione Peroxidase and Reduc-
tase, and Hemoxigenase-1 (B) in retroperitoneal adipose tissue of mice fed a standard chow (Chow), a
high-fat diet/sucrose diet (HFHS) and high-fat diet/sucrose diet supplemented with Complex Tea Ex-
tract (HFHS + TCE). Values are represented as mean &+ SEM; n = 8-10 mice/group. * p < 0.05 vs. chow;
**p <0.01 vs. chow; **p < 0.001 vs. chow; # p < 0.05 vs. HFHS; ### p < 0.001 vs. HFHS.

2.12. mRNA Levels of Ahr, Arnt and Nrf2 in the Liver, Gastrocnemius Muscle and Retroperitoneal
Adipose Tissue

The gene expressions of Ahr, Arnt and Nrf2 in the liver, gastrocnemius muscle and
retroperitoneal adipose tissue are represented in Figure 10A-C, respectively.

Obesity induced a significant decrease in the mRNA levels of Ahr (p < 0.001; Figure 10C)
and Arnt (p < 0.05; Figure 10C) in retroperitoneal AT but not in the liver and the gastroc-
nemius muscle. In addition, the gene expression of Nrf2 was downregulated both in
the gastrocnemius muscle (p < 0.05: Figure 10B) and in the retroperitoneal AT (p < 0.05;
Figure 10C) of obese mice compared to controls.

CTE supplementation prevented the obesity-induced reduction in the mRNA levels of
Ahr in retroperitoneal AT (p < 0.05) and significantly increased the gene expression of Arnt
in gastrocnemius muscle (p < 0.05).

Moreover, in order to verify whether the beneficial effects of CTE supplementation
observed in the HFHS model could be related to the activation of the AhR pathway, a study
of correlations between the different genes was performed. The correlation study shows
a positive and significant correlation between Ahr and Arnt (R = 0.90; p value < 0.05), but
not for Ahr and Nrf2 (R = 0.14; p value > 0.05), in adipose tissue. Furthermore, a positive
correlation was found between the AhR pathway genes Arnt and Nrf2 (Figure S2; p < 0.05
for both) as well as for the antioxidant genes Sod-1, Gpx-3 and Gsr in gastrocnemius muscle
(Figure S2; p < 0.001 for all). On the contrary, there was a negative correlation between
Mcp-1 and Ahr mRNAs (Figure S2; p < 0.05).



Int. . Mol. Sci. 2023, 24, 8521

12 0f 23

140 1 @ Chow BMHFHS OHFHS+CTE
120 A
100 A
80 1
60
40 A
20 A

Hepatic nRNA

levels/Hprt (%vs Chow)

Ahr Arnt

B 200 1 @Chow ®HFHS BHFHS+CTE

150 - #

100 1

50 A

Gastrocnemius mRNA
levels/Hprt (%vs Chow)

Ahr Arnt Nrf2

C 140 1 @Chow ®HFHS BHFHS+CTE
120 1

100 1
80 A
60 1

Adipose tissue mRNA
levels/Hprt (%vs Chow)

o
!

Ahr Arnt Nrf2

Figure 10. Hepatic (A), gastrocnemius muscle (B) and retroperitoneal adipose tissue (C) mRNA levels
of Aryl Hydrocarbon Receptor, Aryl Hydrocarbon Receptor Nuclear and Nuclear factor erythroid
2-related factor 2 (C) of mice fed a standard chow (Chow), a high-fat diet/sucrose diet (HFHS)
and high-fat diet/sucrose diet supplemented with Complex Tea Extract (HFHS + TCE). Values are
represented as mean + SEM; n = 8-10 mice/group. * p < 0.05 vs. chow; ***p < 0.001 vs. chow;
#p < 0.05 vs. HFHS.

3. Discussion

In this paper, the beneficial effects of the standardized green and black tea extract
ADM® Complex Tea Extract (CTE) on the metabolic alterations associated with MetS
are reported.

The results of the in vivo study show that supplementation with CTE reduces both
body weight gain and adiposity in mice fed a high fat/high sucrose diet. These results
are in agreement with previous studies, in which supplementation with green or black tea
extracts showed a positive effect of decreasing body fat and reducing body weight both
in experimental animals and in humans [28-33]. However, there are also several studies,
especially in humans, that have not found significant effects on body composition after sup-
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plementation with different tea extracts [34-37]. These discrepancies among studies may be
due to differences in the type of tea, intake levels, time of treatment, species or even ethnic-
ity [38]. In addition, discrepancies are also most likely due to differences in the composition
of formulations, since the amount of bioactive compounds varies substantially between
different tea extracts and infusions. For this reason, the production of tea formulations with
a standardized composition of bioactive substances is highly recommended.

In our study, CTE exerted antiadipogenic effects in 3T3-L1 adipocytes where it sig-
nificantly reduced the differentiation of preadipocytes into mature adipocytes. Moreover,
CTE supplementation also reduced adiposity in vivo, both in the C. elegans model and in
the murine model of MetS. The effects of CTE supplementation on adiposity in mice with
MetS were associated with a significant decrease in the size of adipocytes and with an
upregulation of the mRNA levels of lipolytic markers such as Hsl, adrenergic 33 receptor
or leptin receptor in adipose tissue. Moreover, supplementation with CTE prevented the
obesity-induced decrease in the gene expression of Ucp-1, possibly indicating an increase in
thermogenesis. The positive effects of both green and black tea in reducing adiposity have
already been demonstrated both in vivo and in vitro [39] and seem to be mediated mainly
by catechins [40], particularly (—)-catechin 3-gallate and (—)-epigallocatechin 3-gallate,
which are reported to inhibit the insulin-induced glucose uptake by 3T3-L1 adipocytes in a
dose- and time-dependent manner [41]. Moreover, catechins not only affect glucose uptake
by adipocytes, but also lipid storage by inducing lipolysis through HSL activation [42] and
promoting a calorigenic action through UCP-1 upregulation [43]. In addition to catechins,
another possible contributor to the antiadipogenic and lipolytic effects of CTE is caffeine,
which also exerts a marked effect on lipid metabolism both alone [44,45] and in combination
with catechins [43,46].

In addition to the effects on body composition, probably the most important finding of
this study is that supplementation with CTE in mice fed an HFHS diet attenuates the devel-
opment of insulin resistance. Indeed, despite changes in glycaemia, CTE-treated animals
showed decreased insulin concentrations and HOMA-IR compared to obese untreated mice.
Moreover, CTE supplementation prevented the obesity-induced reduction in adiponectin
circulating levels, an effect that has been also reported in different clinical trials [47]. These
results are in agreement with previous studies that have reported insulin-sensitizing effects
of green tea both in experimental animals [48-50] and in obese [51,52] and diabetic [53]
patients. However, there are also studies, mainly clinical trials, that did not find significant
insulin-sensitizing effects after tea supplementation [54,55]. These negative results may be
related to methodological aspects related to the number of participants, the type of extracts
employed and/or the dosages administered. Indeed, the dosages employed in animal
models are usually significantly higher than those administered to humans [56].

Since insulin resistance is the result of decreased insulin sensitivity in metabolic tissues
such as skeletal muscle, adipose tissue and liver, we studied the activation of the PI3K/Akt
pathway in these tissues in response to insulin. Our results show that obesity is associated
with decreased insulin sensitivity in the three tissues since the incubation of explants with
insulin did not activate the PI3K/Akt pathway. On the contrary, explants from lean animals
and from obese animals supplemented with CTE showed an increased pAkt/ Akt ratio in
response to insulin. In addition, the increased pAkt/ Akt ratio was also associated with
increased mRNA levels of both insulin receptors in all tissues and with increased gene
expression of glycogen synthase 1 in the liver and in gastrocnemius muscle. These results
clearly show a preserved insulin sensitivity in obese mice supplemented with CTE.

To further investigate the mechanism by which CTE prevents the development of
insulin resistance in mice fed an HFHS diet, and considering that decreased insulin sensi-
tivity is highly related to increased inflammation and ROS production in metabolic tissues,
we determined the mRNA levels of different proinflammatory and oxidative stress mark-
ers in the liver, gastrocnemius muscle and adipose tissue. Our results indicate that CTE
supplementation prevents the obesity-induced upregulation of several proinflammatory
markers such as Mcp-1, IL-6, IL-18 or Tnf-x. These results agree with our previous study,
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in which supplementation with CTE decreased the gene expression of proinflammatory
cytokines in arterial tissue from mice with MetS [26]. Both green and black tea contain
bioactive substances with anti-inflammatory properties [57]. The anti-inflammatory effects
of green tea are widely described [58] and are reported to be due mainly to epigallocatechin-
3-gallate [58,59]. Likewise, there are also several studies reporting the anti-inflammatory
effects of black tea both in vitro [60,61] and in vivo [62,63]. This effect is mediated, at least
in part, by theaflavins, the main functional component in black tea, which have been re-
ported to reduce the production of proinflammatory cytokines both at the central level [64]
and in peripheral tissues such as the liver [65] and the skeletal muscle [66].

In addition to the beneficial effects of reducing inflammation, our results also show a
positive effect of CTE in the oxidative status of the animals, which is demonstrated by a
decreased expression of the pro-oxidant enzyme Nox-1 and with an upregulation of the
mRNA levels of several antioxidant enzymes, such as Ho-1, Sod-1, Gpx-3 and Gsr, in the
liver, adipose tissue and skeletal muscle. These results clearly demonstrate the antioxidant
properties of this extract, as we have already described in the aortic tissue of mice with
MetS, and it is related to its antihypertensive activity [26]. The antioxidant effects of both
green and black tea have been widely reported and are also mainly due to catechins and
theaflavins [67,68].

Since the beneficial effects of some of the bioactive substances present in CTE, and
particularly in MetS [27], are reported to be mediated by the activation of the AhR/ARNT
pathway, the activation of this pathway was explored as a possible mechanism of action.
Our results show that, in adipose tissue, CTE supplementation prevented the MetS-induced
decrease in the gene expression of Ahr. Since Ahr is a negative regulator of lipogenesis
and adipogenesis [69-71], the increased gene expression of Ahr in CTE-supplemented mice
may be related to its antiadipogenic effects. Moreover, in skeletal muscle, the positive
effects of CTE preventing MetS-induced insulin resistance, reducing the gene expression
of proinflammatory markers and upregulating the mRNA levels of antioxidant enzymes
are associated with an overexpression of Ahr, Arnt and Nrf2. Indeed, as previously re-
ported after resveratrol supplementation [72], the upregulation of AR and ARNT genes in
CTE-treated mice is associated with a positive correlation with NRF2 and with the gene
expression of antioxidant enzymes Sod-1, Gpx-3 and Gsr. Furthermore, we observed that
higher Ahr mRNA levels correlate with lower Mcp-1 gene expression, demonstrating that
the anti-inflammatory, antioxidant and insulin-sensitizing effects of CTE are most likely
mediated by the activation of the AhR-Arnt-Nrf2 pathway. However, the role of Ahr
activation in glucose homeostasis is controversial since activation of this pathway has also
been reported to impair insulin secretion and to promote deleterious effects in insulin-
dependent tissues such as the liver, skeletal muscle and adipose tissue [73]. In this regard,
AhR deficiency is reported to enhance insulin sensitivity and reduce PPAR-« pathway
activity in mice [74]. However, there is also evidence about AhR agonists protecting against
obesity-related insulin resistance in obese [75] and diabetic animals [76]. Thus, it is possible
that the AhR/ARNT pathway has a different role in physiological and pathological contexts
and in response to different substances including nutraceuticals. Indeed, several natural
products are reported to exert their biological effects through this pathway, making the
AhR an interesting target for the development of new therapeutic agents to treat/prevent
chronic diseases associated with increased oxidative stress and inflammation.

In conclusion, supplementation with the standardized extract of green and black tea
CTE reduces body weight gain, exerts lipolytic and antiadipogenic effects and reduces
insulin resistance in mice with MetS. The beneficial mechanism of CTE on the prevention
of insulin resistance could be mediated, at least in part, by increasing the transcription
of antioxidant genes and reducing inflammatory genes 1 through the activation of the
AhR pathway.
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4. Materials and Methods
4.1. Reagents and Chemicals for Chromatographic Analyses

The following standards were used for liquid chromatography analyses: xanthines
(caffeine, theobromine and theophylline), monomeric flavan-3-ols ((+)-catechin, catechin
gallate, (—)-Epicatechin, Epicatechin-3-gallate, epigallocatechin, epigallocatechin-3-gallate
(EGCg), green tea catechin mix), theaflavins (theaflavin, theaflavins mix (tea extract from
Camellia sinensis)) and gallic acid. They were purchased from Merck (Barcelona, Spain)
and Phytolab (Vestenbergsgreuth, Germany) for the identification and/or quantification
of characteristic bioactive components from tea (Camellia sinensis). Trifluoroacetic acid,
acetic acid, acetonitrile, dimethyl sulfoxide and water of chromatographic quality were
purchased from VWR (Barcelona, Spain).

Regarding gas chromatography, the standards used were as follows: 1-penten-3-ol, n-
hexanal, n-hexanol, cisZ-3-hexenal, transE-2-hexenal, cisZ-3-hexenol, transE-2-hexenol and
pentanol, and for Group I, linalool, linalool oxides, methyl salicylate, phenyl acetaldehyde,
geraniol, benzyl alcohol, 2-phenylethanol, benzaldehyde, x-ionone and (3-ionone were
purchased from Sigma Aldrich, Steinheim, Germany. Methanol, acetic acid and furfural
were obtained from VWR, Darmstadt, Germany.

4.2. Commercial Tea Extract

As raw materials, certified Chinese green and black tea leaves were obtained from
ADM® (Valencia, Spain). The industrial-scale product, ADM® Complex Tea Extract (CTE),
standardized to total flavan-3-ols (monomeric and theaflavins) and methylxanthines (caf-
feine, theobromine and theophylline), and directly obtained by water extraction of a
proprietary blend of green and black tea leaves as previously described [26], was used in
this study.

4.3. Standards Preparation

Four working calibration standards solutions (EGCg, caffeine, theaflavin and gallic
acid) were employed for the quantification of the main groups of components in the tea
functional powdered extracts.

4.4. High-Performance Liquid Chromatography (HPLC)

Flavan-3-ols, methylxanthines, theaflavins and gallic acid analyses were performed
according to Lee and Ong et al. [77]. The HPLC equipment used for the analysis consisted of
a Shimadzu NEXERA XR UHPLC 70 MPa coupled to a photodiode array detector SPD-M40
model (Izasa Scientific, Madrid, Spain). The chromatographic analyses were performed by
an octadecyl silane column ZORBAX ECLIPSE PLUS C18 (250 mm, 4.6 mm, 5 p) together
with its corresponding precolumn (Agilent Technologies, Barcelona, Spain).

Detection was performed at 275 nm, the temperature of the oven was set at 32 °C,
the work flow was maintained at 1.0 mL/min and the injection volume 2 pL. Binary
gradient system used for the chromatographic separation consisted of Phase (A) 5% (v/v)
acetonitrile 0.035 (v/v) trifluoroacetic acid, and Phase (B) 50% (v/v) acetonitrile 0.025%
(v/v) trifluoroacetic acid. The initial conditions were set with A-B (90:10), and the gradient
slightly increased to 20% at 10 min, then to 40% from 25 to 27 min. Finally, the column was
again balanced to the initial gradient conditions for 3 min before the next injection.

Identification of monomeric and oligomeric flavan-3-ols (gallocatechin, epigallocate-
chin, catechin, epicatechin, epigallocatechin-3-gallate, gallocatechin-3-gallate, epicatechin-3-
gallate and catechin-3-gallate), theaflavins or oligomeric flavan-3-ols (theaflavin, theaflavin-
3-monogallate, theaflavin-3’-monogallate and theaflavin-3,3'-gallate), methylxanthines
(theobromine, theophylline and caffeine) and gallic acid was performed by comparing re-
tention time, UV-Vis and the corresponding reference standards. Quantification was carried
out by external calibration curve with at least 5 different concentration points (r? = 0.99),
the results were expressed in percentage (%, dry basis). The sum of monomeric flavan-3-
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ols, methylxanthines and theaflavins were, respectively, quantified as EGCg, caffeine and
theaflavin equivalents.

4.5. Headspace Gas Chromatography Coupled to FID and Mass Detector (SPME-GC-FID/MS)

The CTE samples dissolved in water (100 mg/mL) were placed into a 20 mL headspace
vial (0.5 g of tea extract in 5 mL or 0.2 g of powdered extract in 2 mL) sealed with a silicone
septum. Water blanks were analyzed at the beginning of the sequence and between sam-
ples. By exposing the SPME fiber (2 cm; divinylbenzene/carboxen/polydimethylsiloxane
50 um /30 pm for both latter coatings; Supelco Sigma-Aldrich, Bellefonte, PA, USA) to the
headspace, sampling was performed at 60 °C for 60 min. Then, the adsorbed volatile
components were desorbed from the fiber at 250 °C during 60 s and transferred by splitless
injection (nitrogen at 1.0 mL/min) (GC6890N + MS5973Network, Agilent, Waldbronn,
Germany) on a 60 m HP-Innowax column (0.25 mm i.d., 0.25 um polyethylenglycol film
thickness, 60 m length, Agilent). The oven temperature ramp was as follows: 50 °C for
5 min, 3 °C/min up to 110 °C (0 min) and 5 °C/min up to 230 °C (31 min). The FID was
set at 250 °C, the MSD transfer line at 280° C, the temperature of the ionization source
at 230 °C, the quadrupole at 150 °C, the electron multiplier tube to 70 eV and the scan to
m/z 40-250 (acquisition rate of 10 spectral matches). The identification was performed
by the NIST05 EI Database (National Institute of Standards and Technology, Gaithers-
burg, MD, USA) and confirmed by authentic reference standards. The ratio of individual
components was expressed as relative area percentages. Target volatiles were classified
into Groups I (1-penten-3-o0l, n-hexanal, n-hexanol, cis-3-hexenal, trans-2-hexenal, cis-3-
hexenol, trans-2-hexenol and pentanol) and II (linalool, linalool oxides, methyl salicylate,
phenylacetaldehyde, geraniol, benzyl alcohol, 2-phenylethanol, benzaldehyde, x-ionone
and B-ionone). Depending on the sample, other relevant volatiles for Camellia sinensis
(limonene, hotrienol, safranal, benzyl acetate and eugenol) were also detected.

4.6. In Vitro Adipocyte Differentiation

To assess the effects of CTE on the differentiation of preadipocytes to adipocytes, the
in vitro model of adipogenesis was carried out using the 3T3-L1 preadipocyte cell line
(ATCC CL-173TM; American Type Culture Collection; Rockville, MD, USA).

Cells in exponential growth were seeded at a density of 4 x 10* cells/well in 24-well
plates in complete medium (DMEM supplemented with 10% Fetal Bovine Serum (FBS),
2 mM L-Glutamine, 100 U/mL Penicillin and 100 mg/mL Streptomycin). Two days after
reaching confluence, cells were induced to differentiate upon a three-day treatment using
0.5 mM 3-isobutyl-1-methylxanthine (IBMX), 10 ug/mL insulin, 1 uM dexamethasone
and 100 uM ascorbic acid phosphate in complete medium. Then, cell culture medium
was replaced, and cells were further cultured in complete medium containing 10 pug/mL
insulin and 100 uM ascorbic acid phosphate for 3 more days. Thereafter, medium was
replaced, and cells were cultured in complete medium until reaching 15 days. During the
differentiation process, the cells were treated with CTE at the selected doses. CTE was
added in every replacement of cell culture medium. An amount of 100 uM epigallocatechin
gallate was used as a positive control.

Cell culture reagents were obtained from Thermo Fisher (Waltham, MA, USA). IBMX,
insulin, dexamethasone, ascorbic acid phosphate and epigallocatechin gallate were from
Merck Millipore (Burlington, MA, USA). Differentiation to adipocytes was monitored
by Oil Red O (Merck Millipore; Burlington, MA, USA) staining. For this purpose, cells
were washed twice with PBS and monolayers were fixed upon incubation with a 3.7%
formaldehyde cold solution for 1 h. Cells were stained with 0.2% Oil Red solution in 60%
(v/v) isopropanol for 30 min at room temperature. Then, cells were washed several times
with water to remove unbound staining, and finally the plates were air-dried. Oil Red
staining was extracted with 0.2 mL of isopropanol with gently shaking and absorbance was
recorded at 492 nm.
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4.7. Fat Reduction Assays in C. elegans

Caenorhabditis elegans N2 wild-type strain (Bristol) were provided by Caenorhabditis
Genetic Center (CGC), University of Minnesota (Minneapolis, MN, USA). Nematodes were
routinely prepared on Nematode Growth Medium (NGM) plates with Escherichia coli strain
OP50 as a food source at 20 °C.

Fat content in C. elegans was measured using the Nile red (Sigma Aldrich; St Louis, MO,
USA) staining method as previously described [78]. Synchronized worms were incubated
in NGM plates for three days until reaching young adult stage in presence of Nile red
dye in the surface at 0.05 pg/mL. ADM® Tea Complex was added to the surface of NGM
plates at final concentrations of 0.1, 0.5, 1 and 2 mg/mL, while Orlistat was used as a
positive control at 6 pg/mL. After treatment period, nematodes were transferred to M9
buffer and the fluorescence was measured using an FP-6200 system (JASCO Analytical
Instruments; Easton, MD, USA) with an excitement wavelength of 480 nm and an emission
wavelength of 571 nm. Four experiments were performed per condition to analyze a total
of 60 nematodes per treatment.

4.8. Triglyceride (TG) Quantification in C. elegans

Total TGs were quantified in age-synchronized worm nematodes cultured in NGM
plates seeded with E. coli OP50 using the Triglyceride Quantification Kit (Biovision; Moun-
tain View, CA, USA). For the treatments, NGM plates were supplemented with 2 mg/mL
of CTE or Orlistat (6 ug/mL) as a positive control. Worms at young adult stage were then
collected and washed with M9 buffer. Supernatant was removed after worm setting, and
400 pL of triglyceride assay buffer was added to worm pellet. Worms were sonicated with
a digital sonicator (Branson Ultrasonics Corp.; Danbury, CT, USA) at 10% of power for
30 s. To solubilize all TGs in the solution, samples were slowly heated twice at 90 °C for
5 min in a thermomixer (Thermo Fisher; Waltham, MA, USA). After centrifugation, 50 pL
aliquots were used for the triglyceride assay following the manufacturer’s instructions.
Protein content was measured using BCA Protein Assay Kit (Thermo Scientific; Rockford,
IL, USA). Four different biological replicates were included for each condition in two
independent experiments.

4.9. Murine Model of MetS

Animals

Forty 16-week-old C57/BL6] mice were housed two per cage and maintained in
climate-controlled quarters under controlled conditions of humidity (50-60%) and tem-
perature (22-24 °C), and with a 12 h light cycle. All of the experiments were conducted
according to the European Union Legislation and with the approval of the Animal Care
and Ethical Committee of the Community of Madrid (Madrid, Spain) (PROEX 214.1_20).

Mice were fed ad libitum and divided into three experimental groups: mice fed with a
standard chow (Chow; n = 10), mice fed a high fat/high sucrose (HFHS) diet containing
58% kcal from fat with sucrose (HFHS; n = 10) and mice fed a high fat/high sucrose (HFHS)
diet supplemented with 1.6% Complex Tea Extract (HFHS + CTE; n = 7). The customized
diets were elaborated by the company Research Diets Inc. (New Brunswick, NJ, USA). The
tea extract was added to the commercial high fat/high sucrose diet (HFHS) with reference
D12331 at 1.6%. Both HFHS and HFHS + CTE were isocaloric. The diet with reference
D11112201 was used as the standard diet (chow).

During treatment, body weight and solid and liquid intake were monitored once a
week. After 20 weeks of treatment, all animals were sacrificed by an overdose of sodium
pentobarbital (100 mg/kg) and killed by decapitation after overnight fasting. After eu-
thanasia, the blood was collected in tubes with EDTA (1.5 mg/mL) and centrifuged at
3000 rpm for 20 min to obtain plasma. Liver, spleen, kidneys, adrenal glands and adipose
tissue depots (epididymal, retroperitoneal, subcutaneous, brown and PVAT) were dissected,
weighed and stored at —80 °C for later analysis.
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Plasma measurements

Triglycerides, total cholesterol, low-density lipoprotein cholesterol (LDL-c) and high-
density lipoprotein cholesterol (HDL-c) were measured in the plasma using commercial kits
from Spin React S.A.U (Sant Esteve de Bas, Gerona, Spain) following the manufacturer’s
instructions. Likewise, plasma concentrations of leptin, insulin and adiponectin were mea-
sured by ELISA kits (Merck Millipore, Dramstadt, Germany) following the manufacturer’s
instructions. Sensitivity and intrassay variations were 0.05 ng/mL and 1.76-3.01% for
leptin assay, 0.1 ng/mL and 1.92-7.64% for insulin assay and 0.2 ng/mL and 1.4-5.4% for
adiponectin assay.

Homeostatic Model Assessment of Insulin Resistance (HOMA-IR)

Prior to sacrifice and after overnight fasting, glycemia was measured by venous
tail puncture using GlucocardTM G (Arkray Factory, Inc., Koji Konan-cho, Koka, Japan).
The HOMA-IR index was calculated through the following formula: fasting glucose
(mg/dL) x (fasting insulin (ng/mL)/405).

Incubation of liver, gastrocnemius muscle and retroperitoneal adipose tissue explants
in the presence/absence of Insulin (10’6 M)

In total, 100 mg explants were incubated with Dulbecco’s modified Eagle’s medium
Gibco (DMEM/F-12; 1:1 mix; Invitrogen, Carlsbad, CA, USA) plus 100 U/mL penicillin
and 100 pug/mL streptomycin (Invitrogen, Carlsbad, CA, USA) in the presence/absence of
insulin (107° M) (Sigma-Aldrich, St. Louis, MO, USA) at 37 °C in a 95% O, and 5% CO,
incubator. After 15 min of incubation, all tissues were collected and stored at —80 °C for
further analysis.

. Protein quantification by Western Blot

In total, 100 mg of liver, gastrocnemius muscle and retroperitoneal adipose tissue
was homogenized in 500 uL of RIPA buffer and centrifugated at 14,000 rpm for 20 min
at 4 °C. The supernatant was collected, and the total protein content was measured by
Bradford method (Sigma-Aldrich, St. Louis, MO, USA). For each assay, 10 uL of protein
was loaded into each well of 10% acrylamide SDS gels (Bio-Rad, Hercules, CA, USA)
and separated by electrophoresis. The proteins were then transferred to polyvinylidene
difluoride (PVDF) membranes (Bio-Rad, Hercules, CA, USA). Transfer efficiency was
determined by Ponceau red dyeing (Sigma-Aldrich, St. Louis, MO, USA). Membranes
were then blocked either with tris-buffered saline (TBS) containing 5% (w/v) non-fat dried
milk (for non-phosphorylated proteins) or with 5% BSA (for phosphorylated proteins) and
incubated with the appropriate primary antibody for Akt (1:1000; # 04-796, Merk Millipore,
Dramstad, Germany) or p-Akt (Ser 473) (1:500; #9271, Cell Signaling Technology, Danvers,
MA, USA) at 4 °C overnight. Membranes were subsequently washed and incubated with
the secondary antibody conjugated with peroxidase (1:2000; Pierce, Rockford, IL, USA).
Peroxidase activity was visualized by chemiluminescence and quantified by densitometry
using BioRad Molecular Imager ChemiDoc XRS System (Hercules, CA, USA). For each
sample, relative protein expression levels were calculated in relation to protein expression
levels in mice fed with Chow.

Gene expression analysis by qPCR

The total RNA was extracted from 100 mg of liver, gastrocnemius muscle and retroperi-
toneal adipose tissue using the Tri-Reagent protocol [79] and quantified with Nanodrop
2000 (Thermo Fisher Scientific, Hampton, NH, USA). cDNA was then synthesized from 1 ug
of total RNA using a high-capacity cDNA reverse transcription kit (Applied Biosystems,
Foster City, CA, USA).

Assay-on-demand kits (Applied Biosystems, Foster City, CA, USA) were used for
quantitative real-time polymerase chain reaction (QPCR). TagMan Universal PCR Master
Mix (Applied Biosystems, Foster City, CA, USA) was used for amplification according to
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the manufacturer’s instructions in a Step One System (Applied Biosystems, Foster City,
CA, USA).

In liver, gastrocnemius muscle and retroperitoneal adipose tissue, the gene expression of in-
sulin receptor (Ins-r) (Mm01211875_m1), glycogen sinthase 1 (Gys1) (Mm01962575_s1), monocyte
chemoattractant protein (Mcp-1) (Mm00441242_m1), interleukin-1 beta (IL-15) (Mm00434228_m1),
interleukin-6 (IL-6) (Mm00446190_m1), interleukin 10 (IL-10) (Mm01288386_m1), tumor necro-
sis factor-alpha (Tnf-a) (Mm00443258_m1), NADPH oxidase-1 (Nox-1) (Mm00549170_m1),
NADPH oxidase-4 (Nox-4) (Mm00479246_m1), superoxide dismutase 1 (Sod-1) (Mm01344233_g1),
Glutathione Peroxidase 3 (Gpx-3) (Mm00492427_m1), glutathione reductase (Gsr) (Mm00439154_m1),
heme oxygenase 1 (Ho-1) (Mm00516005_m1), aryl-hydrocarbon receptor (Ahr) (Mm00478932_m1),
aryl hydrocarbon receptor nuclear translocator (Arnt) (MmO00507836_m1) and Nuclear
factor erythroid 2-related factor 2 (Nrf2) (MmO00477784_m1) were measured. In addi-
tion, the following genes were also analyzed in retroperitoneal adipose: fatty acid syn-
thetase (Fasn) (Mm00662319_m1), lipoprotein lipase (Lpl) (MmO00434764_m1), hormone-
sensitive lipase (Hsl) (Mm00495359_m1), peroxisome proliferator-activator receptor-y (Ppar-
¥) (MmO00440940_m1), beta-3 adrenergic receptor (83-Adr) (Mm02601819_g1), leptin recep-
tor (Ob-r) (MmO00440181_m1), peroxisome proliferator-activated receptor gamma coactiva-
tor 1-alpha (Pgc-1a) (Mm01208835_m1) and uncoupling protein 1 (Ucp-1) (Mm01244861_m1).

The values were normalized to the housekeeping gene Hypoxanthine Phosphoribo-
syltransferase 1 (Hprt-1) (Mm03024075_m1). In order to determine the relative expression
levels, the AACT method was used [80]. All the data are expressed as percentages vs. the
control group (Chow).

Adipocyte Size

Retroperitoneal adipose tissue samples were fixed overnight in 4% paraformaldehyde
and embedded in paraffin wax. Then, 5 um sections were cut with a microtome, mounted
into slides and stained with Harris Hematoxylin and Eosin. Images were acquired using a
Leica light microscope with a 10x objective (Wetzlar, Germany). To determine the adipocyte
size, the area of each adipocyte was measured using FIJI for Windows 36 bit (NIH, Bethesda,
MA, USA).

Statistical Analysis

One-way ANOVA followed by a Bonferroni post hoc test was used for the statistical
data analysis using GraphPad Prism 8.0 (San Diego, CA, USA). All the values are expressed
as means =+ the standard error of the mean (SEM). A p-value of <0.05 was considered
statistically significant.

Supplementary Materials: The following supporting information can be downloaded at https:
/ /www.mdpi.com/article/10.3390/ijms24108521/s1.

Author Contributions: Conceptualization, M.G.; Methodology, M.D.LE-M., M.D.LE-F, MR.-C,,S.A,,
G.G.-L,S.L,PM., D.V, ALG.-V,S1G., AM.IL-G. and M.G.; Formal analysis, M.D.LE-M., G.G.-L,,
D.V,ES., ALG.-V, AMI-G. and M.G,; Investigation, M.D.LE-M., M.R.-C.,, S.A.,, M.C.L-d.1.C., PM.,
ALG.-V, AML-G. and M.G.; Resources, M.G.; Data curation, A.M.I-G. and M.G.; Writing—original
draft, PM., AM.I.-G. and M.G.; Visualization, M.D.LE-M., M.D.LE.-F.,, M.R.-C., S.A., M.C.I1.-d.1.C.,
G.G-L,PM, D.V, ES., ALG.-V. and SI1G.; Supervision, S.L. and M.G.; Project administration,
M.G.; Funding acquisition, M.G. All authors have read and agreed to the published version of
the manuscript.

Funding: This work has been funded by the company ADM Wild and by the Universidad Autonoma
de Madrid through the 2nd Call of “Programa de Fomento de la Transferencia del Conocimiento
UAM”. The Community of Madrid funded the contract of Maria de la Fuente-Fernandez (PEJ-
2018-Al/SAL-11315) and Mario de la Fuente Mufioz (PEJ-2020-Al/BMD-19155) through the Youth
Employment Program.

Conflicts of Interest: Since this work was carried out in collaboration with the company ADM Wild,
authors from this company may have conflict of interest. These authors have participated in the
characterization and production of the extracts and in the studies of adipogenesis in the C. elegans


https://www.mdpi.com/article/10.3390/ijms24108521/s1
https://www.mdpi.com/article/10.3390/ijms24108521/s1

Int. . Mol. Sci. 2023, 24, 8521 20 of 23

model and in 3T3-L1 adipocytes. The in vivo study was performed by academic researchers from the
Universidad Auténoma de Madrid, who do not have conflict of interest.

References

1.  WHO. 2016. Available online: https:/ /www.who.int/news-room/fact-sheets/detail / obesity-and-overweight (accessed on 27
March 2023).

2. Withrow, D.; Alter, D.A. The economic burden of obesity worldwide: A systematic review of the direct costs of obesity. Obes. Rev.
2011, 12, 131-141. [CrossRef]

3.  Huang, PL. A comprehensive definition for metabolic syndrome. Dis. Model. Mech. 2009, 2, 231-237. [CrossRef]

4. Saklayen, M.G. The Global Epidemic of the Metabolic Syndrome. Curr. Hypertens. Rep. 2018, 20, 12. [CrossRef] [PubMed]

5. daSilva Rosa, S.C.; Nayak, N.; Caymo, A.M.; Gordon, ].W. Mechanisms of muscle insulin resistance and the cross-talk with liver
and adipose tissue. Physiol. Rep. 2020, 8, e14607. [CrossRef]

6. Guo, S. Insulin signaling, resistance, and the metabolic syndrome: Insights from mouse models into disease mechanisms.
J. Endocrinol. 2014, 220, T1-T23. [CrossRef] [PubMed]

7. Goldstein, B.J. Insulin resistance as the core defect in type 2 diabetes mellitus. Am. . Cardiol. 2002, 90, 3G-10G. [CrossRef]
[PubMed]

8. Ormazabal, V.; Nair, S.; Elfeky, O.; Aguayo, C.; Salomon, C.; Zuniga, FA. Association between insulin resistance and the
development of cardiovascular disease. Cardiovasc. Diabetol. 2018, 17, 122. [CrossRef] [PubMed]

9.  Petersen, M.C.; Shulman, G.I. Mechanisms of Insulin Action and Insulin Resistance. Physiol. Rev. 2018, 98, 2133—-2223. [CrossRef]

10. Samuel, V.T.; Shulman, G.I. The pathogenesis of insulin resistance: Integrating signaling pathways and substrate flux. J. Clin.
Investig. 2016, 126, 12-22. [CrossRef] [PubMed]

11. Czernichow, S.; Vergnaud, A.C.; Galan, P; Arnaud, J.; Favier, A ; Faure, H.; Huxley, R.; Hercberg, S.; Ahluwalia, N. Effects of
long-term antioxidant supplementation and association of serum antioxidant concentrations with risk of metabolic syndrome in
adults. Am. J. Clin. Nutr. 2009, 90, 329-335. [CrossRef]

12.  Gregorio, B.M.; De Souza, D.B.; de Morais Nascimento, F.A.; Pereira, L.M.; Fernandes-Santos, C. The potential role of antioxidants
in metabolic syndrome. Curr. Pharm. Des. 2016, 22, 859-869. [CrossRef]

13.  Roberts, C.K.; Sindhu, K.K. Oxidative stress and metabolic syndrome. Life Sci. 2009, 84, 705-712. [CrossRef] [PubMed]

14. Ishikawa, S.; Kayaba, K.; Gotoh, T.; Nakamura, Y.; Kajii, E. Metabolic syndrome and C-reactive protein in the general population:
JMS Cohort Study. Circ. J. 2007, 71, 26-31. [CrossRef]

15. Chen, ZM,; Lin, Z. Tea and human health: Biomedical functions of tea active components and current issues. . Zhejiang Univ. Sci.
B. 2015, 16, 87-102. [CrossRef] [PubMed]

16. Chen, N.; Bezzina, R.; Hinch, E.; Lewandowski, P.A.; Cameron-Smith, D.; Mathai, M.L.; Jois, M.; Sinclair, A.].; Begg, D.P;
Wark, ].D.; et al. Green tea, black tea, and epigallocatechin modify body composition, improve glucose tolerance, and differentially
alter metabolic gene expression in rats fed a high-fat diet. Nutr. Res. 2009, 29, 784-793. [CrossRef]

17. Sae-Tan, S.; Rogers, C.J.; Lambert, ].D. Voluntary exercise and green tea enhance the expression of genes related to energy
utilization and attenuate metabolic syndrome in high fat fed mice. Mol. Nutr. Food Res. 2014, 58, 1156-1159. [CrossRef]

18. Zhang, Y,; Gu, M.; Wang, R.; Li, M; Li, D.; Xie, Z. Dietary supplement of Yunkang 10 green tea and treadmill exercise ameliorate
high fat diet induced metabolic syndrome of C57BL/6 ] mice. Nutr. Metab. 2020, 17, 14. [CrossRef] [PubMed]

19. Zhou, E; Zhu, M.Z; Tang, ].Y.; Ou-Yang, J.; Shang, B.H.; Liu, CW.; Wang, J.; Liu, Q.; Huang, J.A.; Liu, Z.H. Six types of tea extracts
attenuated high-fat diet-induced metabolic syndrome via modulating gut microbiota in rats. Food Res. Int. 2022, 161, 111788.
[CrossRef] [PubMed]

20. Li, X; Wang, W.; Hou, L.; Wu, H.; Wu, Y,; Xu, R;; Xiao, Y.; Wang, X. Does tea extract supplementation benefit metabolic syndrome
and obesity? A systematic review and meta-analysis. Clin. Nutr. 2020, 39, 1049-1058. [CrossRef]

21. Liu, W,; Wan, C.; Huang, Y.; Li, M. Effects of tea consumption on metabolic syndrome: A systematic review and meta-analysis of
randomized clinical trials. Phytother. Res. 2020, 34, 2857-2866. [CrossRef] [PubMed]

22. Fu, Q.Y Li QS,; Lin, XM.; Qiao, R.Y,; Yang, R.; Li, XM.; Dong, Z.B.; Xiang, L.P.; Zheng, X.Q.; Lu, J.L.; et al. Antidiabetic Effects
of Tea. Molecules 2017, 22, 849. [CrossRef] [PubMed]

23. Ramadan, G.; El-Beih, N.M.; Abd El-Ghffar, E.A. Modulatory effects of black v. green tea aqueous extract on hyperglycaemia,
hyperlipidaemia and liver dysfunction in diabetic and obese rat models. Br. ]. Nutr. 2009, 102, 1611-1619. [CrossRef]

24. Bose, M.; Lambert, ].D.; Ju, J.; Reuhl, K.R,; Shapses, S.A.; Yang, C.S. The major green tea polyphenol, (—)-epigallocatechin-3-gallate,
inhibits obesity, metabolic syndrome, and fatty liver disease in high-fat-fed mice. J. Nutr. 2008, 138, 1677-1683. [CrossRef]
[PubMed]

25. Shi, M,;Lu, Y; Wu, J.; Zheng, Z.; Lv, C.; Ye, J.; Qin, S.; Zeng, C. Beneficial Effects of Theaflavins on Metabolic Syndrome: From
Molecular Evidence to Gut Microbiome. Int. . Mol. Sci. 2022, 23, 7595. [CrossRef] [PubMed]

26. dela Fuente Munoz, M.; de la Fuente Fernandez, M.; Roman-Carmena, M.; Iglesias de la Cruz, M.D.C.; Amor, S.; Martorell, P;
Enrique-Lopez, M.; Garcia-Villalon, A.L.; Inarejos-Garcia, A.M.; Granado, M. Supplementation with Two New Standardized Tea
Extracts Prevents the Development of Hypertension in Mice with Metabolic Syndrome. Antioxidants 2022, 11, 1803. [CrossRef]

27.  Gouveia, H.; Urquiza-Martinez, M.V.; Manhaes-de-Castro, R.; Costa-de-Santana, B.J.R.; Villarreal, ].P.; Mercado-Camargo, R.;

Torner, L.; de Souza Aquino, J.; Toscano, A.E.; Guzman-Quevedo, O. Effects of the Treatment with Flavonoids on Metabolic


https://www.who.int/news-room/fact-sheets/detail/obesity-and-overweight
https://doi.org/10.1111/j.1467-789X.2009.00712.x
https://doi.org/10.1242/dmm.001180
https://doi.org/10.1007/s11906-018-0812-z
https://www.ncbi.nlm.nih.gov/pubmed/29480368
https://doi.org/10.14814/phy2.14607
https://doi.org/10.1530/JOE-13-0584
https://www.ncbi.nlm.nih.gov/pubmed/24431466
https://doi.org/10.1016/S0002-9149(02)02553-5
https://www.ncbi.nlm.nih.gov/pubmed/12231073
https://doi.org/10.1186/s12933-018-0762-4
https://www.ncbi.nlm.nih.gov/pubmed/30170598
https://doi.org/10.1152/physrev.00063.2017
https://doi.org/10.1172/JCI77812
https://www.ncbi.nlm.nih.gov/pubmed/26727229
https://doi.org/10.3945/ajcn.2009.27635
https://doi.org/10.2174/1381612822666151209152352
https://doi.org/10.1016/j.lfs.2009.02.026
https://www.ncbi.nlm.nih.gov/pubmed/19281826
https://doi.org/10.1253/circj.71.26
https://doi.org/10.1631/jzus.B1500001
https://www.ncbi.nlm.nih.gov/pubmed/25644464
https://doi.org/10.1016/j.nutres.2009.10.003
https://doi.org/10.1002/mnfr.201300621
https://doi.org/10.1186/s12986-020-0433-9
https://www.ncbi.nlm.nih.gov/pubmed/32042300
https://doi.org/10.1016/j.foodres.2022.111788
https://www.ncbi.nlm.nih.gov/pubmed/36192879
https://doi.org/10.1016/j.clnu.2019.05.019
https://doi.org/10.1002/ptr.6731
https://www.ncbi.nlm.nih.gov/pubmed/32578328
https://doi.org/10.3390/molecules22050849
https://www.ncbi.nlm.nih.gov/pubmed/28531120
https://doi.org/10.1017/S000711450999208X
https://doi.org/10.1093/jn/138.9.1677
https://www.ncbi.nlm.nih.gov/pubmed/18716169
https://doi.org/10.3390/ijms23147595
https://www.ncbi.nlm.nih.gov/pubmed/35886943
https://doi.org/10.3390/antiox11081573

Int. . Mol. Sci. 2023, 24, 8521 21 0f 23

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

Syndrome Components in Humans: A Systematic Review Focusing on Mechanisms of Action. Int. J. Mol. Sci. 2022, 23, 8344.
[CrossRef]

Haidari, F; Shahi, M.M.; Zarei, M.; Rafiei, H.; Omidian, K. Effect of green tea extract on body weight, serum glucose and lipid
profile in streptozotocin-induced diabetic rats. A dose response study. Saudi Med. J. 2012, 33, 128-133.

Nagao, T.; Hase, T.; Tokimitsu, I. A green tea extract high in catechins reduces body fat and cardiovascular risks in humans.
Obesity 2007, 15, 1473-1483. [CrossRef]

Pan, H.; Gao, Y.; Tu, Y. Mechanisms of Body Weight Reduction by Black Tea Polyphenols. Molecules 2016, 21, 1659. [CrossRef]
Park, J.H.; Choi, YJ.; Kim, YW.; Kim, S.P; Cho, H.C.; Ahn, S.; Bae, K.C; Im, S.S.; Bae, J.H.; Song, D.K. Green tea extract
with polyethylene glycol-3350 reduces body weight and improves glucose tolerance in db/db and high-fat diet mice. Naunyn
Schmiedebergs Arch. Pharmacol. 2013, 386, 733-745. [CrossRef]

Vézquez Cisneros, L.C.; Lopez-Uriarte, P.; Lépez-Espinoza, A.; Navarro Meza, M.; Espinoza-Gallardo, A.C.; Guzman Aburto,
M.B. [Effects of green tea and its epigallocatechin (EGCG) content on body weight and fat mass in humans: A systematic review].
Nutr. Hosp. 2017, 34, 731-737. [CrossRef] [PubMed]

Westerterp-Plantenga, M.S.; Lejeune, M.P.; Kovacs, E.M. Body weight loss and weight maintenance in relation to habitual caffeine
intake and green tea supplementation. Obes. Res. 2005, 13, 1195-1204. [CrossRef] [PubMed]

Baladia, E.; Basulto, ].; Manera, M.; Martinez, R.; Calbet, D. Effect of green tea or green tea extract consumption on body weight
and body composition; systematic review and meta-analysis. Nutr. Hosp. 2014, 29, 479-490.

Janssens, P.L.; Hursel, R.; Westerterp-Plantenga, M.S. Long-term green tea extract supplementation does not affect fat absorption,
resting energy expenditure, and body composition in adults. . Nutr. 2015, 145, 864-870. [CrossRef]

Jurgens, T.M.; Whelan, A.M;; Killian, L.; Doucette, S.; Kirk, S.; Foy, E. Green tea for weight loss and weight maintenance in
overweight or obese adults. Cochrane Database Syst. Rev. 2012, 12, CD008650. [CrossRef]

Mielgo-Ayuso, J.; Barrenechea, L.; Alcorta, P.; Larrarte, E.; Margareto, J.; Labayen, I. Effects of dietary supplementation with
epigallocatechin-3-gallate on weight loss, energy homeostasis, cardiometabolic risk factors and liver function in obese women:
Randomised, double-blind, placebo-controlled clinical trial. Br. J. Nutr. 2014, 111, 1263-1271. [CrossRef] [PubMed]

Rothenberg, D.O.; Zhou, C.; Zhang, L. A Review on the Weight-Loss Effects of Oxidized Tea Polyphenols. Molecules 2018, 23, 1176.
[CrossRef]

Dinh, T.C.; Thi Phuong, T.N.; Minh, L.B.; Minh Thuc, V.T.; Bac, N.D.; Van Tien, N.; Pham, V.H.; Show, PL.; Tao, Y,
Nhu Ngoc, V.T.; et al. The effects of green tea on lipid metabolism and its potential applications for obesity and related metabolic
disorders—An existing update. Diabetes Metab. Syndr. 2019, 13, 1667-1673. [CrossRef]

Suzuki, T.; Pervin, M.; Goto, S.; Isemura, M.; Nakamura, Y. Beneficial Effects of Tea and the Green Tea Catechin Epigallocatechin-
3-gallate on Obesity. Molecules 2016, 21, 1305. [CrossRef]

Ueda, M.; Furuyashiki, T.; Yamada, K.; Aoki, Y.; Sakane, I.; Fukuda, I.; Yoshida, K.; Ashida, H. Tea catechins modulate the glucose
transport system in 3T3-L1 adipocytes. Food Funct. 2010, 1, 167-173. [CrossRef]

Lee, M.S.; Kim, C.T.; Kim, L.LH.; Kim, Y. Inhibitory effects of green tea catechin on the lipid accumulation in 3T3-L1 adipocytes.
Phytother. Res. 2009, 23, 1088-1091. [CrossRef] [PubMed]

Sugiura, C.; Zheng, G.; Liu, L.; Sayama, K. Catechins and Caffeine Promote Lipid Metabolism and Heat Production Through the
Transformation of Differentiated 3T3-L1 Adipocytes from White to Beige Adipocytes. J. Food Sci. 2020, 85, 192-200. [CrossRef]
[PubMed]

Martinez-Saez, N.; Ullate, M.; Martin-Cabrejas, M. A.; Martorell, P.; Genoves, S.; Ramon, D.; del Castillo, M.D. A novel antioxidant
beverage for body weight control based on coffee silverskin. Food Chem. 2014, 150, 227-234. [CrossRef]

Nakabayashi, H.; Hashimoto, T.; Ashida, H.; Nishiumi, S.; Kanazawa, K. Inhibitory effects of caffeine and its metabolites on
intracellular lipid accumulation in murine 3T3-L1 adipocytes. Biofactors 2008, 34, 293-302. [CrossRef]

Zhu, X,; Yang, L.; Xu, F; Lin, L.; Zheng, G. Combination therapy with catechins and caffeine inhibits fat accumulation in 3T3-L1
cells. Exp. Ther. Med. 2017, 13, 688-694. [CrossRef] [PubMed]

Asbaghi, O.; Fouladvand, F; Ashtary-Larky, D.; Bagheri, R.; Choghakhori, R.; Wong, A.; Baker, ].S.; Abbasnezhad, A. Effects of
green tea supplementation on serum concentrations of adiponectin in patients with type 2 diabetes mellitus: A systematic review
and meta-analysis. Arch. Physiol. Biochem. 2020, 129, 536-543. [CrossRef] [PubMed]

Bolin, A.P,; Sousa-Filho, C.P.B.; Marinovic, M.P,; Rodrigues, A.C.; Otton, R. Polyphenol-rich green tea extract induces thermogene-
sis in mice by a mechanism dependent on adiponectin signaling. J. Nutr. Biochem. 2020, 78, 108322. [CrossRef]

Santana, A.; Santamarina, A.; Souza, G.; Mennitti, L.; Okuda, M.; Venancio, D.; Seelaender, M.; do Nascimento, C.O.; Ribeiro, E.;
Lira, F; et al. Decaffeinated green tea extract rich in epigallocatechin-3-gallate improves insulin resistance and metabolic profiles
in normolipidic diet-but not high-fat diet-fed mice. . Nutr. Biochem. 2015, 26, 893-902. [CrossRef]

Zhu, J.; Yu, C.; Zhou, H.; Wei, X.; Wang, Y. Comparative evaluation for phytochemical composition and regulation of blood
glucose, hepatic oxidative stress and insulin resistance in mice and HepG2 models of four typical Chinese dark teas. J. Sci. Food
Agric. 2021, 101, 6563-6577. [CrossRef]

Katanasaka, Y.; Miyazaki, Y.; Sunagawa, Y.; Funamoto, M.; Shimizu, K.; Shimizu, S.; Sari, N.; Shimizu, Y.; Wada, H.;
Hasegawa, K,; et al. Kosen-cha, a Polymerized Catechin-Rich Green Tea, as a Potential Functional Beverage for the Reduction of
Body Weight and Cardiovascular Risk Factors: A Pilot Study in Obese Patients. Biol. Pharm. Bull. 2020, 43, 675-681. [CrossRef]


https://doi.org/10.3390/ijms23158344
https://doi.org/10.1038/oby.2007.176
https://doi.org/10.3390/molecules21121659
https://doi.org/10.1007/s00210-013-0869-9
https://doi.org/10.20960/nh.753
https://www.ncbi.nlm.nih.gov/pubmed/28627214
https://doi.org/10.1038/oby.2005.142
https://www.ncbi.nlm.nih.gov/pubmed/16076989
https://doi.org/10.3945/jn.114.207829
https://doi.org/10.1002/14651858.CD008650.pub2
https://doi.org/10.1017/S0007114513003784
https://www.ncbi.nlm.nih.gov/pubmed/24299662
https://doi.org/10.3390/molecules23051176
https://doi.org/10.1016/j.dsx.2019.03.021
https://doi.org/10.3390/molecules21101305
https://doi.org/10.1039/c0fo00105h
https://doi.org/10.1002/ptr.2737
https://www.ncbi.nlm.nih.gov/pubmed/19107849
https://doi.org/10.1111/1750-3841.14811
https://www.ncbi.nlm.nih.gov/pubmed/31777962
https://doi.org/10.1016/j.foodchem.2013.10.100
https://doi.org/10.1002/biof.5520340405
https://doi.org/10.3892/etm.2016.3975
https://www.ncbi.nlm.nih.gov/pubmed/28352352
https://doi.org/10.1080/13813455.2020.1846202
https://www.ncbi.nlm.nih.gov/pubmed/33216644
https://doi.org/10.1016/j.jnutbio.2019.108322
https://doi.org/10.1016/j.jnutbio.2015.03.001
https://doi.org/10.1002/jsfa.11328
https://doi.org/10.1248/bpb.b19-00921

Int. . Mol. Sci. 2023, 24, 8521 22 0f 23

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

Santamarina, A.B.; Carvalho-Silva, M.; Gomes, L.M.; Okuda, M.H.; Santana, A.A.; Streck, E.L.; Seelaender, M.; do Nascimento,
C.M.; Ribeiro, E.B.; Lira, ES; et al. Decaffeinated green tea extract rich in epigallocatechin-3-gallate prevents fatty liver disease
by increased activities of mitochondrial respiratory chain complexes in diet-induced obesity mice. J. Nutr. Biochem. 2015, 26,
1348-1356. [CrossRef]

Liu, C.Y;; Huang, C.J.; Huang, L.H.; Chen, L].; Chiu, ].P; Hsu, C.H. Effects of green tea extract on insulin resistance and glucagon-
like peptide 1 in patients with type 2 diabetes and lipid abnormalities: A randomized, double-blinded, and placebo-controlled
trial. PLoS ONE 2014, 9, €91163. [CrossRef]

Wang, X,; Tian, |J.; Jiang, J.; Li, L.; Ying, X.; Tian, H.; Nie, M. Effects of green tea or green tea extract on insulin sensitivity and
glycaemic control in populations at risk of type 2 diabetes mellitus: A systematic review and meta-analysis of randomised
controlled trials. J. Hum. Nutr. Diet. 2014, 27, 501-512. [CrossRef]

Yu, J.; Song, P; Perry, R.; Penfold, C.; Cooper, A.R. The Effectiveness of Green Tea or Green Tea Extract on Insulin Resistance and
Glycemic Control in Type 2 Diabetes Mellitus: A Meta-Analysis. Diabetes Metab. ]. 2017, 41, 251-262. [CrossRef]

Nair, A.B.; Jacob, S. A simple practice guide for dose conversion between animals and human. |. Basic. Clin. Pharm. 2016, 7, 27-31.
[CrossRef]

Fan, X.; Xiao, X.; Mao, X.; Chen, D.; Yu, B.; Wang, J.; Yan, H. Tea bioactive components prevent carcinogenesis via anti-pathogen,
anti-inflammation, and cell survival pathways. IUBMB Life 2021, 73, 328-340. [CrossRef]

Ohishi, T.; Goto, S.; Monira, P.; Isemura, M.; Nakamura, Y. Anti-inflammatory Action of Green Tea. Antiinflamm. Antiallergy
Agents Med. Chem. 2016, 15, 74-90. [CrossRef]

Mokra, D.; Joskova, M.; Mokry, ]. Therapeutic Effects of Green Tea Polyphenol (—)-Epigallocatechin-3-Gallate (EGCG) in Relation
to Molecular Pathways Controlling Inflammation, Oxidative Stress, and Apoptosis. Int. J. Mol. Sci. 2022, 24, 340. [CrossRef]
Wu, Y,; Jin, E; Wang, Y,; Li, E; Wang, L.; Wang, Q.; Ren, Z.; Wang, Y. In vitro and in vivo anti-inflammatory effects of theaflavin-
3,3’-digallate on lipopolysaccharide-induced inflammation. Eur. J. Pharmacol. 2017, 794, 52-60. [CrossRef]

Zheng, X.; Feng, M.; Wan, J; Shi, Y,; Xie, X.; Pan, W.; Hu, B.; Wang, Y.; Wen, H.; Wang, K,; et al. Anti-damage effect of theaflavin-
3’-gallate from black tea on UVB-irradiated HaCaT cells by photoprotection and maintaining cell homeostasis. J. Photochem.
Photobiol. B. 2021, 224, 112304. [CrossRef]

Gosslau, A.; En Jao, D.L.; Huang, M.T,; Ho, C.T.; Evans, D.; Rawson, N.E.; Chen, K.Y. Effects of the black tea polyphenol
theaflavin-2 on apoptotic and inflammatory pathways in vitro and in vivo. Mol. Nutr. Food Res. 2011, 55, 198-208. [CrossRef]
Lin, Y.L.; Tsai, S.H.; Lin-Shiau, S.Y.; Ho, C.T; Lin, ] K. Theaflavin-3,3’-digallate from black tea blocks the nitric oxide synthase by
down-regulating the activation of NF-kappaB in macrophages. Eur. |. Pharmacol. 1999, 367, 379-388. [CrossRef]

Ano, Y.; Ohya, R; Kita, M.; Taniguchi, Y.; Kondo, K. Theaflavins Improve Memory Impairment and Depression-Like Behavior by
Regulating Microglial Activation. Molecules 2019, 24, 467. [CrossRef]

Zhan, J.; Cao, H.; Hu, T.; Shen, J.; Wang, W.; Wu, P; Yang, G.; Ho, C.T,; Li, S. Efficient Preparation of Black Tea Extract (BTE) with
the High Content of Theaflavin Mono- and Digallates and the Protective Effects of BTE on CCl(4)-Induced Rat Liver and Renal
Injury. J. Agric. Food Chem. 2021, 69, 5938-5947. [CrossRef]

Liu, C; Liu, A.; Zhou, ].; Zhang, Y.; Zhou, F,; Chen, H.; Liu, Q.; Zhang, S.; Huang, J.; Liu, Z. Role and Mechanism of Theaflavins in
Regulating Skeletal Muscle Inflammation. . Agric. Food Chem. 2022, 70, 13233-13250. [CrossRef]

Musial, C.; Kuban-Jankowska, A.; Gorska-Ponikowska, M. Beneficial Properties of Green Tea Catechins. Int. J. Mol. Sci. 2020,
21,1744. [CrossRef]

Peluso, I; Serafini, M. Antioxidants from black and green tea: From dietary modulation of oxidative stress to pharmacological
mechanisms. Br. J. Pharmacol. 2017, 174, 1195-1208. [CrossRef]

Alexander, D.L.; Ganem, L.G.; Fernandez-Salguero, P.; Gonzalez, F.; Jefcoate, C.R. Aryl-hydrocarbon receptor is an inhibitory
regulator of lipid synthesis and of commitment to adipogenesis. J. Cell. Sci. 1998, 111, 3311-3322. [CrossRef]

Shimba, S.; Wada, T.; Tezuka, M. Arylhydrocarbon receptor (AhR) is involved in negative regulation of adipose differentiation in
3T3-L1 cells: AhR inhibits adipose differentiation independently of dioxin. J. Cell. Sci. 2001, 114, 2809-2817. [CrossRef]

Shin, S.; Wakabayashi, N.; Misra, V.; Biswal, S.; Lee, G.H.; Agoston, E.S.; Yamamoto, M.; Kensler, T.W. NRF2 modulates aryl
hydrocarbon receptor signaling: Influence on adipogenesis. Mol. Cell. Biol. 2007, 27, 7188-7197. [CrossRef]

Xun, W.; Fu, Q.; Shi, L.; Cao, T;; Jiang, H.; Ma, Z. Resveratrol protects intestinal integrity, alleviates intestinal inflammation and
oxidative stress by modulating AhR/Nrf2 pathways in weaned piglets challenged with diquat. Int. Immunopharmacol. 2021,
99, 107989. [CrossRef]

Sayed, T.S.; Maayah, Z.H.; Zeidan, H.A.; Agouni, A.; Korashy, H.M. Insight into the physiological and pathological roles of the
aryl hydrocarbon receptor pathway in glucose homeostasis, insulin resistance, and diabetes development. Cell. Mol. Biol. Lett.
2022, 27,103. [CrossRef]

Wang, C.; Xu, C.X,; Krager, S.L.; Bottum, K.M.; Liao, D.F; Tischkau, S.A. Aryl hydrocarbon receptor deficiency enhances insulin
sensitivity and reduces PPAR-alpha pathway activity in mice. Environ. Health Perspect. 2011, 119, 1739-1744. [CrossRef]

Lin, Y.H,; Luck, H.; Khan, S.; Schneeberger, PH.H.; Tsai, S.; Clemente-Casares, X.; Lei, H.; Leu, Y.L.; Chan, Y.T.; Chen, H.Y,; et al.
Aryl hydrocarbon receptor agonist indigo protects against obesity-related insulin resistance through modulation of intestinal and
metabolic tissue immunity. Int. |. Obes. 2019, 43, 2407-2421. [CrossRef]

Liu, W.C.; Chen, PH.; Chen, L.W. Supplementation of endogenous Ahr ligands reverses insulin resistance and associated
inflammation in an insulin-dependent diabetic mouse model. J. Nutr. Biochem. 2020, 83, 108384. [CrossRef]


https://doi.org/10.1016/j.jnutbio.2015.07.002
https://doi.org/10.1371/journal.pone.0091163
https://doi.org/10.1111/jhn.12181
https://doi.org/10.4093/dmj.2017.41.4.251
https://doi.org/10.4103/0976-0105.177703
https://doi.org/10.1002/iub.2445
https://doi.org/10.2174/1871523015666160915154443
https://doi.org/10.3390/ijms24010340
https://doi.org/10.1016/j.ejphar.2016.11.027
https://doi.org/10.1016/j.jphotobiol.2021.112304
https://doi.org/10.1002/mnfr.201000165
https://doi.org/10.1016/S0014-2999(98)00953-4
https://doi.org/10.3390/molecules24030467
https://doi.org/10.1021/acs.jafc.1c01851
https://doi.org/10.1021/acs.jafc.2c04063
https://doi.org/10.3390/ijms21051744
https://doi.org/10.1111/bph.13649
https://doi.org/10.1242/jcs.111.22.3311
https://doi.org/10.1242/jcs.114.15.2809
https://doi.org/10.1128/MCB.00915-07
https://doi.org/10.1016/j.intimp.2021.107989
https://doi.org/10.1186/s11658-022-00397-7
https://doi.org/10.1289/ehp.1103593
https://doi.org/10.1038/s41366-019-0340-1
https://doi.org/10.1016/j.jnutbio.2020.108384

Int. . Mol. Sci. 2023, 24, 8521 23 0f 23

77.

78.

79.

80.

Lee, B.L.; Ong, C.N. Comparative analysis of tea catechins and theaflavins by high-performance liquid chromatography and
capillary electrophoresis. J. Chromatogr. A 2000, 881, 439-447. [CrossRef]

Martorell, P; Llopis, S.; Gonzalez, N.; Chenoll, E.; Lopez-Carreras, N.; Aleixandre, A.; Chen, Y.; Karoly, E.D.; Ramon, D.; Genoves,
S. Probiotic Strain Bifidobacterium animalis subsp. lactis CECT 8145 Reduces Fat Content and Modulates Lipid Metabolism and
Antioxidant Response in Caenorhabditis elegans. ]. Agric. Food Chem. 2016, 64, 3462-3472. [CrossRef]

Chomeczynski, P.; Sacchi, N. Single-step method of RNA isolation by acid guanidinium thiocyanate-phenol-chloroform extraction.
Anal. Biochem. 1987, 162, 156-159. [CrossRef]

Livak, K.J.; Schmittgen, T.D. Analysis of relative gene expression data using real-time quantitative PCR and the 2(-Delta Delta
C(T)) Method. Methods 2001, 25, 402-408. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1016/S0021-9673(00)00215-6
https://doi.org/10.1021/acs.jafc.5b05934
https://doi.org/10.1016/0003-2697(87)90021-2
https://doi.org/10.1006/meth.2001.1262

	Introduction 
	Results 
	Individual Composition of CTE (Liquid Chromatography) 
	Volatile Compounds Detected by Gas Chromatography 
	In Vitro Adipogenesis 
	Fat and Triglyceride Content in C. elegans 
	Body Weight Gain, Food and Caloric Intake in Mice with MetS 
	Organ Weights 
	Plasma Measurements 
	Insulin Sensitivity and Gene Expression of Inflammatory and Oxidative Stress Markers in the Liver 
	Insulin Sensitivity and Gene Expression of Inflammatory and Oxidative Stress Markers in Gastrocnemius Muscle 
	Adipocyte Size and Gene Expression of Enzymes Related to Lipidic Metabolism in Retroperitoneal Adipose Tissue 
	Insulin Sensitivity and Gene Expression of Inflammatory and Oxidative Stress Markers in Retroperitoneal Adipose Tissue 
	mRNA Levels of Ahr, Arnt and Nrf2 in the Liver, Gastrocnemius Muscle and Retroperitoneal Adipose Tissue 

	Discussion 
	Materials and Methods 
	Reagents and Chemicals for Chromatographic Analyses 
	Commercial Tea Extract 
	Standards Preparation 
	High-Performance Liquid Chromatography (HPLC) 
	Headspace Gas Chromatography Coupled to FID and Mass Detector (SPME-GC-FID/MS) 
	In Vitro Adipocyte Differentiation 
	Fat Reduction Assays in C. elegans 
	Triglyceride (TG) Quantification in C. elegans 
	Murine Model of MetS 

	References

