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Abstract: Obesity, a major risk factor for chronic diseases such as type 2 diabetes (T2D), represents
a serious primary health problem worldwide. Dietary habits are of special interest to prevent and
counteract the obesity and its associated metabolic disorders, including lipid steatosis. Capsaicin, a
pungent compound of chili peppers, has been found to ameliorate diet-induced obesity in rodents
and humans. The purpose of this study was to examine the effect of capsaicin on hepatic lipogenesis
and to delineate the underlying signaling pathways involved, using HepG2 cells as an experimental
model. Cellular neutral lipids, stained with BODIPY493/503, were quantified by flow cytometry, and
the protein expression and activity were determined by immunoblotting. Capsaicin reduced basal
neutral lipid content in HepG2 cells, as well that induced by troglitazone or by oleic acid. This effect
of capsaicin was prevented by dorsomorphin and GW9662, pharmacological inhibitors of AMPK and
PPARγ, respectively. In addition, capsaicin activated AMPK and inhibited the AKT/mTOR pathway,
major regulators of hepatic lipogenesis. Furthermore, capsaicin blocked autophagy and increased
PGC-1α protein. These results suggest that capsaicin behaves as an anti-lipogenic compound in
HepG2 cells.
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1. Introduction

Obesity promotes alterations in hepatic lipid and glucose metabolism, which are intimately linked
to the development of non-alcoholic fatty liver disease (NAFLD) [1]. NAFLD is characterized by
an abnormal accumulation of fat in the liver due to causes other than excessive alcohol intake [2],
and is the most common chronic liver disease, affecting one quarter of the global population [3].
Ectopic accumulation of lipids within the liver causes metabolic disturbances that contribute to the
development of type 2 diabetes (T2D), cardiovascular disease (CVD), non-alcoholic steatohepatitis
(NASH) and hepatocellular carcinoma (HCC) [2,4,5]. However, the association between NAFLD and
other metabolic disorders may be bidirectional, since up to 75% of individuals with type 2 diabetes
have NAFLD and patients with NAFLD are also at increased risk of developing incident diabetes [6].

Insulin resistance is a hallmark of metabolic diseases, resulting in the impaired ability of insulin
to suppress liver gluconeogenesis, while maintaining its ability to stimulate lipogenesis [7]. Therapies
that improve insulin resistance also reduce liver steatosis. Metformin and thiazolidinediones (TZDs)
act as potent insulin sensitizers and are widely used as antidiabetic agents. Both increase peripheral

Int. J. Mol. Sci. 2019, 20, 1660; doi:10.3390/ijms20071660 www.mdpi.com/journal/ijms

http://www.mdpi.com/journal/ijms
http://www.mdpi.com
http://www.mdpi.com/1422-0067/20/7/1660?type=check_update&version=1
http://dx.doi.org/10.3390/ijms20071660
http://www.mdpi.com/journal/ijms


Int. J. Mol. Sci. 2019, 20, 1660 2 of 18

glucose uptake, decrease fasting fatty acid concentration, increase circulating adiponectin concentration
and decrease pro-inflammatory cytokines [8,9]. In addition, metformin reverses fatty liver disease
in obese, leptin-deficient mice [10] and has beneficial effects in NAFLD patients [11]. The molecular
mechanisms by which metformin exerts its beneficial metabolic effects are complex and still not
fully understood. Metformin primarily targets the mitochondrial respiratory-chain complex 1, thus
lowering cellular energy charge and leading to AMP-activated kinase (AMPK) activation, which
mediates lipid lowering [12–14]. However, AMPK may not account for all its actions [14,15]. On the
other hand, TZDs act as ligands of the peroxisome proliferator-activated receptor γ, PPARγ, a member
of the nuclear receptor superfamily that is essential for adipocyte differentiation, survival and lipid
metabolism [16,17]. Although liver PPARγ expression is relatively low in basal conditions, it acts as a
steatogenic factor [18] and its expression is upregulated in fatty liver diseases such as NAFLD, where
it induces de novo lipogenesis and lipid accumulation [19].

The balance between fatty acid uptake, de novo lipogenesis, triglyceride synthesis, fatty acid
oxidation, and triglyceride export determine the amount of fat stored in the liver. Thus, dysregulation
in any of these processes leads to lipid imbalance and fatty acid disease. AMPK, as a major sensor of the
energy status, maintains energy homeostasis of the cell by activating catabolic pathways that generate
ATP, while inhibiting anabolic pathways that consume ATP [20,21]. AMPK inhibits de novo lipogenesis
by inducing inhibitory phosphorylation of two direct substrates: acetyl-CoA carboxylase 1 (ACC1) [22],
which catalyzes the rate-limiting step in fatty acid synthesis by converting acetyl-CoA to malonyl-CoA,
and sterol regulatory element-binding protein 1c (SREBP-1c) [23], transcription factor that regulates the
expression of genes involved in fatty acid metabolism [24]. Low AMPK activity has been associated
with obesity and with insulin resistance states [25]. Conversely, AKT, a serine/threonine kinase
downstream of the insulin receptor, regulates multiple metabolic processes including activation of de
novo lipogenesis which, in turn, leads to triglyceride accumulation in hepatocytes, hepatic steatosis
and a hypertriglyceridemia state [26].

Many natural products present in plant-based foods exert beneficial effects on human health and,
consequently, they have attracted considerable attention for the management of chronic metabolic
diseases. One of these bioactive compounds is capsaicin, the major pungent compound of chili
peppers, which ameliorates diet-induced obesity in rodents and humans, supporting a role as an
anti-obesity compound [27–29]. Dietary capsaicin reduces obesity-related glucose intolerance by
regulating inflammatory responses and fatty acid oxidation in obese mice fed with a high-fat diet [30],
pointing to its potential for controlling insulin sensitivity and blood glycemia in metabolic disorders.
Capsaicin is a selective exogenous agonist for the transient receptor potential vanilloid type 1 (TRPV1),
and many of its physiological actions are exerted through TRPV1 activation [31–33]. Interestingly,
TRPV1 has been identified in metabolically-active tissues, making capsaicin an interesting compound
to be tested against metabolic disorders. However, the mechanism by which capsaicin is beneficial in
these disorders has not yet been completely unraveled.

In this study, we evaluated the ability of capsaicin to modulate lipid content in HepG2 cells
and the underlying signaling pathways involved. The results reported in this study show that
capsaicin inhibits de novo lipogenesis in HepG2 cells through CaMKKβ/AMPK and PPARγ activation.
Capsaicin-induced AMPK activation results in AKT/mTOR and SREBP-1c inhibition, which may be
the mechanism by which capsaicin inhibits de novo lipogenesis. Our data also reveal that capsaicin
blocks autophagy and increases PGC-1α, suggesting enhanced fatty acid oxidation through activation
of the PGC-1α-PPARα axis.

2. Results

2.1. Capsaicin Decreases Neutral Lipid Content in HepG2 Cells

We first analyzed whether capsaicin modifies neutral lipid accumulation in HepG2 cells. To this
aim, cells were first serum-starved for 24 h and then incubated with capsaicin for 24 h. The intracellular
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neutral lipid content was measured by staining cell lipid droplets with BODIPY 493/503 for 30 min. As
shown in Figure 1A, doses of 200 µM and 300 µM capsaicin decreased neutral lipid content in HepG2
cells by 20% and 40%, respectively. The dose of 200 µM capsaicin was then chosen to continue the study
as it was the lowest dose that produces the effect. We next evaluated endogenous expression of TRPV1,
as capsaicin is an agonist of this channel [31]. As shown in Figure 1B, HepG2 cells express endogenous
TRPV1 protein and capsaicin induced an increase in its expression as earlier as 1 h after treatment,
with a greater effect at 8 h of treatment. Likewise, capsaicin inhibited neutral lipid accumulation and
upregulated TRPV1 expression in HepG2 cells exposed to oleic acid (Supplemental Figure S1). These
results indicate that TRPV1 expression is important for the capsaicin action in HepG2 cells. A similar
capsaicin effect has been observed in mice epididymal and subcutaneous pre-adipocytes, in which
dietary capsaicin counteracted the suppressive effect of a high fat diet on TRPV1 expression [34].
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Figure 1. Capsaicin reduces neutral lipid content in HepG2 cells. HepG2 cells were cultured in EMEM
medium without serum for 24 h. (A) Measurement of neutral lipid content in HepG2 cells. Cells were
treated with or without 200 µM or 300 µM capsaicin for 24 h. Intracellular neutral lipids were stained
with bodipy 493/503 (BDP 493/503) for 30 min and fluorescence was measured by flow cytometry to
quantify neutral lipid content. The fluorescence intensity of untreated cells (0) was used as the control
and the rest of the values were expressed as a % of the control value. Results are the mean ± SEM of
four experiments. Statistical significance was determined by one-way ANOVA and Tukey’s multiple
comparisons test. (B) Capsaicin upregulates expression of TRPV1 protein. Cells were treated with or
without 200 µM capsaicin for 1 h or 8 h. TRPV1 levels were determined by immunoblotting. β-tubulin
was used as a loading control. The densitometric analysis of the bands is shown on the right of the
blot. Results are the mean ± SEM of three experiments. Statistical significance was determined by the
Student’s t test. Comparisons were vs. untreated cells (* p < 0.05, **** p < 0.001).
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2.2. AMPK is Involved in the Capsaicin-Induced Reduction of Neutral Lipid Content in HepG2 Cells

AMPK is the major sensor of the cellular energetic status, blocking cellular anabolism and
activating cellular catabolism under ATP depletion and/or metabolic stress. AMPK directly impacts
lipid metabolism by inhibiting acetyl-CoA carboxylase (ACC), the enzymatic rate-limiting step in fatty
acid synthesis, leading to lipogenesis inhibition and β-oxidation activation [22]. AMPK activation by
metformin reduces hepatic steatosis [35] and we have recently documented that capsaicin activates
AMPK in HepG2 cells through CaMKKβ [36]. So, we wondered whether AMPK was involved in
the capsaicin-induced inhibition of the neutral lipid content in HepG2 cells. First, we compared the
effect of capsaicin with that produced by AICAR, a well-established pharmacological AMPK activator.
We treated cells with 1 µM AICAR or 200 µM capsaicin for 24 h and then measured neutral lipid
content. As shown in Figure 2A, AICAR efficiently diminished neutral lipid content in HepG2 cells, the
capsaicin effect being 57% of that exerted by AICAR. To address whether AMPK mediated the capsaicin
effect, cells were pretreated for 30 min with 5 µM dorsomorphin, an AMPK inhibitor, and then with
200 µM capsaicin for 24 h. As shown in Figure 2A, dorsomorphin prevented the capsaicin-induced
neutral lipid reduction. The same effect was observed when cells were pretreated with STO-609, an
CaMKKβ inhibitor. These findings suggest that capsaicin decreases neutral lipid content in HepG2
cells via a CaMKKβ/AMPK-mediated mechanism. Accordingly, and as shown in Figure 2B, capsaicin
activated AMPK in HepG2 cells, as shown by the increased phosphorylation of AMPK at Thr172 as
well as the corresponding phosphorylation of its downstream target ACC at Ser79, proving de novo
lipogenesis inhibition.

We also assessed the status of the sterol regulatory element-binding protein 1c (SREBP-1c), the
dominant transcriptional regulator of de novo lipogenesis in liver, which is negatively regulated by
AMPK [23]. SREBP-1c is synthesized as an inactive precursor that is inserted into the endoplasmic
reticulum (ER) membrane, where its C-terminus interacts with SCAP (SREBP cleavage-activating
protein). SCAP forms a complex with insulin-induced gene (INSIG) proteins, which retain SREBP-1c
in the ER. Under appropriate signals, i.e., insulin, the SREBP-1c-SCAP complex dissociates from INSIG
and migrates to the Golgi, where it is activated by proteolytic cleavage. The N-terminal form of SREBP
(mature form SREBP-1c or mSREBP-1c) translocates to the nucleus where it promotes the expression of
lipogenic genes such as ACC, FASN (fatty acid synthase) or ACLY (ATP citrate lyase) [37]. Activated
AMPK phosphorylates SREBP-1c at Ser372, inhibiting its proteolytic processing, thus preventing
its nuclear translocation and lipogenic activity [23]. As shown in Figure 2C, capsaicin induced
phosphorylation of SREBP-1c at Ser372 and this phosphorylation was prevented by dorsomorphin,
suggesting that capsaicin inhibits SREBP-1c through AMPK activation.
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Figure 2. AMPK is involved in the capsaicin-induced reduction of neutral lipid content in HepG2
cells. HepG2 cells were cultured in EMEM medium without serum for 24 h. (A) Capsaicin reduces
neutral lipid content through CaMKKII/AMPK activation. Cells were pretreated with vehicle, 5 µM
dorsomorphin (DORSO) or 10 µM STO-609 (STO) for 30 min and then treated with or without 1 µM
AICAR or 200 µM capsaicin (CAP) for 24 h. Intracellular neutral lipids were stained with bodipy
493/503 (BDP 493/503) for 30 min and fluorescence was measured by flow cytometry to quantify
neutral lipid content. The fluorescence intensity of untreated cells (0) was used as the control and the
rest of values were expressed as % of the control value. Results are the mean ± SEM of four experiments.
Statistical significance was determined by one-way ANOVA and Tukey’s multiple comparisons test.
(B,C) Capsaicin activates AMPK. Cells were pretreated with vehicle or 5 µM DORSO, and then treated
with or without 200 µM CAP for 1 h. The levels of pAMPK, pACC, pSREBP and their corresponding
not phosphorylated forms were determined by immunoblotting. β-tubulin was used as a loading
control. The densitometric analysis of the bands is shown on the right. Data are the mean ± SEM of
four experiments. Statistical significance was determined by two-way ANOVA and Dunnett’s multiple
comparisons test. Comparisons were vs untreated cells (* p < 0.05, ** p < 0.01, *** p < 0.005) or capsaicin
treated cells (# p < 0.05).
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2.3. PPARγ is Involved in the Capsaicin-Induced Reduction of Neutral Lipid Content in HepG2 Cells

In an attempt to further elucidate the mechanisms underlying the capsaicin-induced decrease
of neutral lipid content we assessed PPARγ, a ligand-activated nuclear receptor that functions as a
transcriptional factor to regulate lipid metabolism. First, we analyzed PPARγ expression in HepG2
cell lysates treated with 200 µM capsaicin for 8 h. As shown in Figure 3A, capsaicin increased PPARγ
protein content, as well as that of the fatty acid transporter CD36, currently CD36/SRB2 as it is known
to be a member of the scavenger receptor protein superfamily [38]. CD36 facilitates the transport of fatty
acids across the plasma membrane and also transduces intracellular signaling events that influence how
the fatty acids are utilized, thus coordinating fatty acid uptake with its intracellular fate [39]. We then
evaluated whether PPARγ was involved in the capsaicin-induced reduction of neutral lipids. Thus,
HepG2 cells were pretreated for 30 min with 3 µM GW9662, a PPARγ-specific inhibitor, and then with
200 µM capsaicin for 24 h. As shown in Figure 3B, GW9662 alone did not modify basal neutral lipid
content whereas in combination with capsaicin, GW9662 prevented the capsaicin effect, indicating that
PPARγ participates in the mechanism underlying the capsaicin-induced reduction of neutral lipids in
HepG2 cells. To further determine the role of PPARγ, we activated PPARγ with its well-known agonist
troglitazone, the first thiazolidinedione approved as an antidiabetic agent for its insulin sensitizer
action [40]. HepG2 cells were pretreated with 10 µM troglitazone and then with 200 µM capsaicin
for 24 h. As shown in Figure 3C, capsaicin significantly inhibited troglitazone-induced neutral lipid
content. This result further reinforces the idea that capsaicin inhibits neutral lipid accumulation in
HepG2 cells and that PPARγ is involved in this effect. In order to know a cross-talk between PPARγ
and AMPK, we evaluated whether GW9662 regulates AMPK activity. Our results show that GW9662
does not modify basal or capsaicin-induced AMPK or ACC phosphorylation (Supplemental Figure S2),
indicating that the involvement of PPARγ in the anti-lipogenic effect of capsaicin is not through AMPK
activation, and may occur either downstream or be independent of AMPK.

2.4. Capsaicin Blocks Autophagy and Upregulates PGC-1α in HepG2 Cells

We then evaluated the impact of capsaicin in autophagy, a catabolic process induced during
starvation. Autophagy plays an essential role in cellular homeostasis by channeling cytoplasmic
material, including lipid droplets, to degradation within lysosomes [41,42]. So, we asked ourselves
whether this catabolic process might be involved in the capsaicin-induced decrease of neutral lipid
content in HepG2 cells. To monitor autophagy, we measured two of the autophagy markers, LC3
(microtubule associated protein 1 light-chain 3, a homolog of ATG8) and SQSTM1/p62 (sequestosome
1 or p62) by immunoblotting. LC3 is cleaved and modified by lipidation to generate LC3II, which
associates with autophagosome membranes. Thus, the level of LC3II correlates with the number of
autophagosomes. LC3 functions as an adaptor protein to recruit selective cargo to the autophagosome
via interaction with cargo receptors such as p62. p62 binds and recruits ubiquitinated proteins to
autophagosomes on the basis of an ubiquitin-associated (UBA) domain and an LC3-binding domain.
p62 itself is degraded in the autophagosome, so p62 accumulates when autophagy is inhibited,
and decreased levels can be observed when autophagy is induced. Consequently, it is used to
study autophagy flux. As shown in Figure 4A, capsaicin induced the appearance of LC3II, the
membrane-associated form of LC3, indicative of autophagy activation. However, the levels of p62
increased, pointing to p62 accumulation and autophagy blockage. It is worth noting the increased
levels of LC3I, which itself is also degraded by autophagy, reinforcing the notion that capsaicin
induces autophagy blockage. Furthermore, pharmacological inhibition of autophagy by chloroquine,
which blocks the final step of autolysosomal degradation, resulted in a slight enhancement of LC3II
and p62 accumulation in capsaicin treated cells (Supplemental Figure S3) consistent with autophagy
blockage. These results are in good agreement with our previous results in HepG2 cells and in prostate
cancer cells [36,43]. However, GW9662 reduced the capsaicin-induced accumulation of LC3 and p62,
indicative of a slight autophagic flux improvement. These results indicate that the capsaicin-induced
decrease of neutral lipid content in HepG2 cells is not mediated by autophagy activation.
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Figure 3. PPARγ is involved in the capsaicin-induced reduction of neutral lipid content in HepG2
cells. HepG2 cells were cultured in EMEM medium without serum for 24 h. (A) Capsaicin upregulated
PPARγ and CD36 protein expression. Cells were pretreated with vehicle or 3µM of GW9662(GW) for
30 min and then treated with or without 200 µM capsaicin for 8 h. Levels of PPARγ and CD36 were
determined by immunoblotting. β-tubulin was used as a loading control. The densitometric analysis
of the bands is shown under the blots. Results are the mean ± SEM of three experiments. Statistical
significance was determined by the Student’s t test. (B) Capsaicin reduced basal neutral lipid content
in HepG2 cells. Cells were pretreated with vehicle or 3 µM of GW9662 for 30 min and then treated with
or without 200 µM capsaicin (CAP) for 24 h. (C) Capsaicin inhibited troglitazone-induced neutral lipid
accumulation in HepG2 cells. Cells were pretreated with vehicle or 10 µM of troglitazone (TRO) for
30 min and then treated with or without 200 µM capsaicin (CAP) for 24 h. Intracellular neutral lipids
were stained with bodipy 493/503 (BDP 493/503) for 30 min and fluorescence was measured by flow
cytometry to quantify neutral lipid content. The fluorescence intensity of untreated cells (0) was used
as the control and the rest of values were expressed as % of the control value. Results are the mean ±
SEM of four experiments. Statistical significance was determined by one-way ANOVA and Tukey’s
multiple comparisons test. Comparisons were vs. control (* p < 0.05), capsaicin-treated cells (# p < 0.05),
or troglitazone-treated cells (‡‡‡ p < 0.005).
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Figure 4. Capsaicin blocks autophagy and upregulates PGC-1α in HepG2 cells. HepG2 cells were
cultured in EMEM medium without serum for 24 h. (A) Cells were pretreated with vehicle or 3 µM
GW9662 (GW) for 30 min and treated with or without 200 µM CAP for 8 h. Cells were lysed and
levels of LC3 and p62 were determined by immunoblotting. β-tubulinserves as a loading control. The
densitometric analysis of the bands is shown on the right of the blot. (B) Cells were pretreated with
vehicle, 5 µM dorsomorphin (DORSO) or 3 µM GW9662 (GW) for 30 min and treated with or without
200 µM capsaicin for 8 h. Cells were lysed and levels of PGC-1α, PPARα and CD36 proteins were
determined by immunoblotting. β-tubulin serves as a loading control. The densitometric analysis of the
bands is shown under the blots. Data are the mean ± SEM of three experiments. Statistical significance
was determined by two-way ANOVA and Dunnett’s multiple comparisons test. Comparisons were vs
untreated cells (* p < 0.05) or capsaicin-treated cells (# p < 0.05).
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Interestingly, specific adipose tissue from autophagy-deficient mice showed increased levels of
brown adipogenic factor PPAR-γ transcriptional coactivator (PGC-1 α) and higher adipose tissue
β-oxidation rates [44]. Thus, we assessed whether capsaicin regulated PGC-1α in HepG2-cells. As
shown in Figure 4B, capsaicin significantly upregulated the expression of this coactivator, pointing
to capsaicin activation of the PGC-1α-PPARα axis. We also assessed the expression of CD36, which
is reported to be activated by PPAR ligands in a PPAR subtype- and tissue-specific manner [45,46].
We show that capsaicin increased CD36 protein levels, which is in line within PGC-1α-PPARα axis
activation. Neither dorsomorphin nor GW9662 prevented capsaicin-induced PGC-1α nor CD36
increase, which suggests that capsaicin upregulates them through an AMPK- and PPARγ- independent
mechanism. We then evaluated PPARα expression in HepG2 cells. As shown in Figure 4B, PPARα is
expressed in HepG2 cells and capsaicin in combination with GW9662 resulted in PPARα upregulation.
These data are consistent with the notion that capsaicin may also decrease neutral lipid content by
activating fatty acid transport and oxidation through PGC-1α-PPARα axis upregulation.

2.5. Capsaicin Inhibits AKT/mTOR Pathway in HepG2 Cells

Based on the previous results, we evaluated the impact of capsaicin on the AKT/mTOR pathway
since it is the major inducer of de novo lipogenesis [47] and counteracts the effects of AMPK on the
regulation of cellular metabolism, including lipid metabolism [48,49]. In response to insulin and/or
nutrient accumulation, AKT is activated by phosphorylation at Thr308 by PDK1 and at Ser473 by
mTORC2. Once fully activated, AKT regulates multiple metabolic processes including activation of de
novo lipogenesis by activating SREBP-1c, through mTORC1-dependent and independent pathways [50],
and by inhibiting AMPK through an inhibitory phosphorylation of AMPK at Ser485 [49]. On the other
hand, under energetic depletion, AMPK activation inhibits mTORC1 by direct phosphorylation of
TCS2 and RAPTOR. As shown in Figure 5A, capsaicin induced a dramatic reduction of phosphorylated
AKT at Ser473 and that of its downstream targets mTOR at Ser2448 and S6 at Thr389. Furthermore,
dorsomorphin partially prevented the capsaicin-induced AKT/mTOR inhibition, indicating that
capsaicin, via AMPK activation, inhibits, at least in part, the AKT/mTOR pathway. These results
indicate that capsaicin may inhibit SREBP-1c directly, by activating AMPK, and indirectly, by inhibiting
the AKT/mTOR pathway, leading to inhibition of de novo lipogenesis.

Lastly, we investigated whether PPARγ is involved in the capsaicin-induced inhibition of the
AKT/mTOR pathway. GW9662 did not modify the capsaicin-induced inhibition of AKT, whereas, it
prevented capsaicin-induced mTOR inhibition (Figure 5B). This is in concordance with the fact that
GW9662 abrogated the anti-lipogenic effect of capsaicin, and suggests that capsaicin activates PPARγ,
leading to mTOR inhibition and de novo lipogenesis activation in HepG2 cells. A proposed model
underlying molecular mechanisms by which capsaicin reduces neutral lipid content in HepG2 cells in
shown in Figure 6.
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Figure 5. Capsaicin inhibits the AKT/mTORC1 pathway in HepG2 cells. HepG2 cells were cultured in
EMEM medium without serum for 24 h. (A) Cells were pretreated with vehicle or 5 µM dorsomorphin
(DORSO) for 30 min and treated with or without 200 µM CAP for 1 h. Cells were lysed and levels of
pAKT (Ser473), pmTOR (Ser2448), pS6 (Thr389) and their corresponding total proteins were determined
by immunoblotting. β-tubulin serves as a loading control. The densitometric analysis of the bands
is shown on the right. (B) Cells were pretreated with vehicle or 3 µM GW9662 (GW) for 30 min
and treated with or without 200 µM CAP for 1 h. Cells were lysed and the levels of pAKT (Ser473),
pmTOR (Ser2448), pS6 (Thr389) and their corresponding total proteins content were determined
by immunoblotting. Data are the mean ± SEM of three experiments. Statistical significance was
determined by two-way ANOVA and Dunnett’s multiple comparisons test. Comparisons were vs
untreated cells (* p < 0.05) or capsaicin-treated cells (# p < 0.05).
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3. Discussion

Obesity is a major risk factor for metabolic diseases and represents a serious primary health
problem worldwide [51]. Overfeeding and a sedentary life style are major contributors of this
disorder. Hence, dietary habits are of special interest to prevent and counteract obesity and its
associated metabolic complications. Accumulating evidence has shown that dietary capsaicin displays
anti-obesity activity by targeting different organs and tissues in the whole body, thus counteracting
obesity and the related metabolic disorders such as insulin resistance and liver steatosis [27]. In this
study, we evaluated the impact of capsaicin on hepatic lipid accumulation and delineated the cellular
signaling pathways involved. We show that capsaicin reduces the neutral lipid content in HepG2
cells through AMPK and PPARγ activation, and increases TRPV1, PPARγ and CD36 protein levels.
Furthermore, capsaicin inhibits the AKT/mTOR pathway and SREBP-1c, pointing to lipogenesis
inhibition. In addition, capsaicin blocks autophagy and increases PGC-1α protein levels, pointing to
activation of the PGC-1α-PPARα axis and fatty acid oxidation in HepG2 cells.

mTORC1 is key for the adaptive switch between catabolic and anabolic states, and its tight and
reciprocal regulation by AMPK and AKT counteracts hepatic steatosis. AMPK maintains the energy
homeostasis of the cell by switching on catabolic pathways that generate ATP, while switching off
anabolic pathways that consume ATP [20]. In this study, we show that capsaicin-activated AMPK
inhibits ACC, the enzyme which generates malonyl-CoA, the FASN substrate for fatty acid synthesis,
and SREBP-1c, the transcription factor that controls expression of lipogenic genes such as FAS or
ACC, leading to lipogenesis inhibition. Capsaicin also inhibits AKT and mTORC1, which promotes
lipogenesis by regulating SREBP-1c [50]. AKT activates SREBP-1c by reducing the expression of
the SREBP-1c inhibitor Insig2a, facilitating SREBP-1c processing and stabilizing its mature form by
blocking GSK3β-mediated degradation [52,53]. It should be interesting to evaluate whether capsaicin
regulates the expression of SREBP-1, analyzing Insig2a or SCAP expression, and SREBP-1c activity,
which would provide insight into a direct functional link between capsaicin-induced AMPK and AKT
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regulation and SREBP-1 activity. Kim et al. [54] have recently reported that liver de novo lipogenesis
inhibition by a specific ACC inhibitor reduces hepatic steatosis and insulin resistance in mice. In
humans, however, it reduced hepatic steatosis but resulted in hypertriglyceridemia due to activation
of SREBP-1c and increased VLDL secretion [54]. Hence, the ability of capsaicin to inhibit both ACC
and SREBP-1c might be an advantage to counteract hepatic steatosis and hypertriglyceridemia.

We also evaluated the effect of capsaicin on PPARγ, the master regulator for adipogenesis, fat
storage and glucose and lipid metabolism in adipose tissue [16,17], with steatogenic properties in
liver [18]. Although liver expression of PPARγ is relatively low in basal conditions, its expression
is upregulated in fatty liver diseases such as NAFLD, where it induces de novo lipogenesis and
lipid accumulation [19]. In this study, we show that capsaicin reduces both oleic acid- and
troglitazone-induced neutral lipid levels in HepG2 cells, which demonstrates its anti-lipogenic activity.
Capsaicin inhibition of SREBP-1c might be the underlying mechanism involved in the anti-lipogenic
effect of capsaicin in HepG2 cells. These data are in good agreement with previous research reporting
reduction of hepatic steatosis by dietary capsaicin [30]. We have also shown that capsaicin increases
PPARγ protein levels and its inhibition with GW9662 prevents mTOR inhibition and de novo lipogenesis
inhibition, proving that capsaicin activates PPARγ. Cross-talk between AMPK and PPARs has been
previously reported [55]. Nevertheless, in a previous study, we demonstrated that AMPK and PPARγ
are two independent pathways activated by cannabinoids [56]. The fact that GW9662 prevents
capsaicin-induced mTOR inhibition further confirms the essential role for mTOR in the underlying
mechanism for capsaicin’s anti-lipogenic effect.

We have also analyzed the status of autophagy in the context of HepG2 metabolism. We
show that capsaicin induces an autophagy blockage which correlates with upregulation of the
PGC-1α protein, a transcriptional coactivator that coordinates mitochondrial biogenesis and energy
expenditure [57]. Interestingly, it has been reported that selective adipose tissue autophagy deficiency
in mice impairs white adipose tissue differentiation and enhances the expression of brown adipogenic
proteins, such as PGC-1α [44]. In addition, dietary capsaicin induces browning of white adipose
tissue and upregulates PGC-1α in mice [34]. Therefore, capsaicin-induced PGC-1α expression in
HepG2 points to energy expenditure activation. In liver, hepatic PPARα is essential for fatty acid
catabolism [58]. However, PPARα alone is not sufficient to induce the expression of target genes,
being essential to the participation of the peroxisome proliferator-activated receptor γ coactivator
1α (PGC-1α) [59]. PGC-1α-PPARα complex regulates a set of genes involved in fatty acid transport
and β-oxidation [45,60], which are essential for fatty acid catabolism in the fasted state [58]. The
PGC-1α-PPARα axis is regulated by the feed-fast cycle. In the feeding state, PPARα is inactivated
by the mTORC1-activated nuclear receptor co-repressor 1 (nCoR1)- ribosomal protein S6 kinase
2 (S6K2) complex [61,62]. Thus, capsaicin could induce PGC-1α-PPARα axis activation through
PPARα derepression.

The strong inhibition of AKT exerted by capsaicin in HepG2 cells is particularly noteworthy.
AKT inhibition is a hallmark of insulin resistance, characterized by the failure of insulin to promote
glucose uptake by the muscle and to inhibit gluconeogenesis in the liver. TRIB3, a mammalian
homolog of Drosophila tribbles, is a pseudokinase that binds and inhibits AKT, disrupting insulin
signaling [63]. Nutrient starvation induces liver TRIB3 expression [64] and overexpression of
TRIB3 has been implicated in insulin resistance in animal models as well as in humans [65].
Furthermore, the TRIB3 promoter contains a PPAR response element (PPRE) and is activated by
PPARα in the liver. Therefore, PGC-1α promotes liver insulin resistance through PPARα-dependent
induction of TRIB3 [66]. Although we have not measured TRIB3 expression levels, we reasoned
that capsaicin-induced PGC-1α-PPARα activation might induce TRIB3 expression in HepG2 cells
leading to AKT inhibition. Additional work must be done to confirm this hypothesis. In line with
this notion, it has been recently reported that capsaicin promotes apoptosis in cancer cells via TRIB3
upregulation [67].
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The results reported in this study show that capsaicin inhibits de novo lipogenesis in HepG2
cells through CaMKKβ/AMPK and PPARγ activation. Capsaicin-induced AMPK activation results
in AKT/mTOR and SREBP-1c inhibition, which may be the mechanism by which capsaicin inhibits
de novo lipogenesis. Our data also reveal that capsaicin blocks autophagy and increases PGC-1α,
suggesting enhanced fatty acid oxidation occurs through activation of the PGC-1α-PPARα axis.

4. Materials and Methods

4.1. Reagents

Capsaicin (CAP), AICAR, dorsomorphin (also named compound C), troglitazone and GW9662
were obtained from Tocris (Ellisville, MO, USA). BODIPY (493/503) and STO-609 (a CaMKKβ inhibitor)
were from Sigma (St. Louis, MO, USA). Anti-pAMPKα1-Thr172, anti-AMPK, anti-pACC-Ser79,
anti-ACC, anti-pSREBP-1c-Ser372, anti-pAKT-Ser473, anti-AKT, anti-pmTOR-Ser2248, anti-mTOR,
anti-pS6-Thr389, anti-S6, anti-p62 from Cell Signaling Technology (Danvers, MA, USA), anti-SREBP,
anti-CD36, anti-PPARα from Abcam (Cambridge, UK), anti-PPARγ from Santa Cruz Biotechnology
(Dallas, TX, USA), anti-PGC-1α, anti-LC3B from Novus Biologicals (Abingdon, UK) and anti-β-tubulin
from Sigma (St. Louis, MO, USA).

4.2. Cell Culture and Treatments

The human hepatocellular carcinoma HepG2 cell line was purchased from the American Type
Culture Collection (ATCC HB-8065, Rockville, MD, USA). Cells were grown in DMEM medium
supplemented with 10% fetal bovine serum (FBS), 1% non-essential amino acids and 100 IU/mL
penicillin G, 100 mg/mL streptomycin sulfate and 0.25 mg/mL amphotericin B (Invitrogen, Paisley,
UK) at 37 ◦C in a humidified atmosphere with 5% CO2. For all treatments, cells were cultured in
EMEM medium without serum.

4.3. Neutral Lipid Content Measurement

HepG2 cells were seeded in 6-well plates (300.000 cells/well) in a final volume of 1 mL of EMEM.
At 24 h following seeding, the medium was aspirated and replaced with fresh EMEM medium devoid
of serum and incubated with or without 200 µM capsaicin for 24 h. Inhibitor-pretreatments were added
to cells 30 min prior to capsaicin whereas control cells received DMSO alone. Cellular lipid droplets
were stained with BODIPY (493/503), a cell permeable lipophylic fluorescence dye that emits bright
green fluorescence [68]. BODIPY (493/503) was diluted in DMSO at a concentration of 5 ng/mL and
added to the cells 30 min before the end of the treatments. Cells were harvested by trypsin treatment,
centrifuged at 500 × g for 5 min and then resuspended in 3 mL PBS containing 1.6 µg/mL propidium
iodide (Invitrogen, Eugene, OR, USA). Fluorescence intensity was measured in an FACSCalibur flow
cytometry system (BD Biosciences, San Jose, CA, USA) and data were analyzed using Cyflogic software
V1.2.1 (Perttu Terho, Mika Korkeamaki, CyFlo Ltd., Turku, FINLAND). A total of 5 × 103 events were
collected for each sample.

4.4. Immunoblotting

Cells were harvested and proteins were extracted using lysis buffer (50 mM Tris pH 7.5, 0.15 M
NaCl, 50 mM NaF, 5 mM EDTA, 1 mM EGTA 0.1 mM Na3VO4 0.1% Triton X-100) containing Protease
Inhibitor and Phosphatase inhibitor Cocktail (Roche, Diagnostics; Mannheim, Germany), incubated
on ice for 20 min and cleared by microcentrifugation. Protein concentrations of cellular lysates were
measured by the BioRad™ protein assay kit (Richmond, CA, USA). Equal amounts of protein (20 µg)
were loaded in each lane with loading buffer containing 25% 0.25 M Tris-HCl, pH 6.8, 50% glycerol, 10%
SDS, 5% mercaptoethanol and 0.025% bromophenol blue. Samples were boiled for 5 min before being
separated on 8–10% SDS-PAGE gels, depending on the protein to be analyzed. After electrophoresis,
proteins were transferred to polyvinylidene difluoride membranes (BioRad) using an electrophoretic
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transfer system (Bio-Rad, Hercules, CA, USA). The membranes were then incubated overnight at
4 ◦C with specific primary antibodies. After washing to remove unbound antibodies, horseradish
peroxidase-linked goat anti-mouse or goat anti-rabbit IgG secondary antibodies were added at a
dilution ratio of 1:5000 and the membranes were incubated at room temperature for 2 h. The immune
complex was visualized with an ECL system (Cell Signaling Technology, Danvers, MA, USA).

4.5. Statistical Analyses

GraphPad Prism 6 software (GraphPad software Inc., la Jolla, CA, USA) was used to determine
statistical significances. Results are represented as the mean ± SEM. The data were analyzed using the
Student’s t test, one-way ANOVA and Tukey’s multiple comparisons test or two-way ANOVA and
Dunnett’s multiple comparisons test. p < 0.05 was considered statistically significant.

Supplementary Materials: Supplementary materials can be found at http://www.mdpi.com/1422-0067/20/7/
1660/s1.
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Abbreviations

ACC Acetyl-coA carboxylase
ACLY ATP cytrate lyase
AICAR 5-aminoimidazole-4-carboxamide (AICA) riboside
AKT (or PKB) Serine/threonine kinase
AMPK AMP-activated kinase
CaMKKβ Calcium/calmodulin dependent protein kinase kinase β

CD36/SR2 Fatty acid transporter member of the scavenger receptor protein superfamily
CVD Cardiovascular disease
FASN Fatty acid synthase
GSK3β Glycogen synthase kinase 3 β

HCC Hepatocellular carcinoma
Insig2 Insulin induced gene 2
LC3 Microtubule-associated protein 1 light-chain 3
mTOR Mechanistic target of rapamycin
mTORC mTOR complex
NAFLD Non-alcoholic fatty liver disease
NASH Non-alcoholic steatohepatitis
PDK1 (or PDPK1) 3-phosphoinositide dependent protein kinase 1
PGC-1α PPARγ coactivator 1α
PPARα Peroxisome proliferator-activated receptor α
PPARγ Peroxisome proliferator-activated receptor γ
RAPTOR Regulatory associated protein of MTOR complex 1
S6K2 Ribosomal protein S6 kinase 2
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SCAP SREBF chaperone or SREBP cleavage-activating protein
SQSTM1/p62 Sequestosome 1 or p62
SREBP-1c Sterol regulatory element-binding protein 1c
T2D Type 2 diabetes
TCS2 Tuberous sclerosis 2
TRIB3 Tribbles pseudokinase 3
TRPV1 Transient receptor potential vanilloid type 1
TZDs Thiazolidinediones
VLDL Very low density lipoprotein

References

1. Cusi, K. Role of obesity and lipotoxicity in the development of nonalcoholic steatohepatitis: Pathophysiology
and clinical implications. Gastroenterology 2012, 142, 711–725.e6. [CrossRef] [PubMed]

2. Friedman, S.L.; Neuschwander-Tetri, B.A.; Rinella, M.; Sanyal, A.J. Mechanisms of NAFLD development
and therapeutic strategies. Nat. Med. 2018, 24, 908–922. [CrossRef] [PubMed]

3. Younossi, Z.M.; Koenig, A.B.; Abdelatif, D.; Fazel, Y.; Henry, L.; Wymer, M. Global epidemiology of
nonalcoholic fatty liver disease-Meta-analytic assessment of prevalence, incidence, and outcomes. Hepatology
2016, 64, 73–84. [CrossRef] [PubMed]

4. Zoller, H.; Tilg, H. Nonalcoholic fatty liver disease and hepatocellular carcinoma. Metabolism 2016, 65,
1151–1160. [CrossRef] [PubMed]

5. Cholankeril, G.; Patel, R.; Khurana, S.; Satapathy, S.K. Hepatocellular carcinoma in non-alcoholic
steatohepatitis: Current knowledge and implications for management. World J. Hepatol. 2017, 9, 533–543.
[CrossRef] [PubMed]

6. Ballestri, S.; Zona, S.; Targher, G.; Romagnoli, D.; Baldelli, E.; Nascimbeni, F.; Roverato, A.; Guaraldi, G.;
Lonardo, A. Nonalcoholic fatty liver disease is associated with an almost twofold increased risk of
incident type 2 diabetes and metabolic syndrome. Evidence from a systematic review and meta-analysis.
J. Gastroenterol. Hepatol. 2016, 31, 936–944. [CrossRef] [PubMed]

7. Czech, M.P. Insulin action and resistance in obesity and type 2 diabetes. Nat. Med. 2017, 23, 804–814.
[CrossRef] [PubMed]

8. Zheng, J.; Woo, S.L.; Hu, X.; Botchlett, R.; Chen, L.; Huo, Y.; Wu, C. Metformin and metabolic diseases:
A focus on hepatic aspects. Front. Med. 2015, 9, 173–186. [CrossRef] [PubMed]

9. Cariou, B.; Charbonnel, B.; Staels, B. Thiazolidinediones and PPARgamma agonists: Time for a reassessment.
Trends Endocrinol. Metab. 2012, 23, 205–215. [CrossRef]

10. Lin, H.Z.; Yang, S.Q.; Chuckaree, C.; Kuhajda, F.; Ronnet, G.; Diehl, A.M. Metformin reverses fatty liver
disease in obese, leptin-deficient mice. Nat. Med. 2000, 6, 998–1003. [CrossRef]

11. Mazza, A.; Fruci, B.; Garinis, G.A.; Giuliano, S.; Malaguarnera, R.; Belfiore, A. The role of metformin in the
management of NAFLD. Exp. Diabetes Res. 2012, 2012, 716404. [CrossRef]

12. Fullerton, M.D.; Galic, S.; Marcinko, K.; Sikkema, S.; Pulinilkunnil, T.; Chen, Z.P.; O’Neill, H.M.; Ford, R.J.;
Palanivel, R.; O’Brien, M.; et al. Single phosphorylation sites in Acc1 and Acc2 regulate lipid homeostasis
and the insulin-sensitizing effects of metformin. Nat. Med. 2013, 19, 1649–1654. [CrossRef]

13. Rena, G.; Hardie, D.G.; Pearson, E.R. The mechanisms of action of metformin. Diabetologia 2017, 60, 1577–1585.
[CrossRef]

14. Zhou, G.; Myers, R.; Li, Y.; Chen, Y.; Shen, X.; Fenyk-Melody, J.; Wu, M.; Ventre, J.; Doebber, T.; Fujii, N.;
et al. Role of AMP-activated protein kinase in mechanism of metformin action. J. Clin. Investig. 2001, 108,
1167–1174. [CrossRef]

15. Foretz, M.; Guigas, B.; Bertrand, L.; Pollak, M.; Viollet, B. Metformin: From mechanisms of action to therapies.
Cell Metab. 2014, 20, 953–966. [CrossRef] [PubMed]

16. Lefterova, M.I.; Haakonsson, A.K.; Lazar, M.A.; Mandrup, S. PPARgamma and the global map of
adipogenesis and beyond. Trends Endocrinol. Metab. 2014, 25, 293–302. [CrossRef]

17. Ahmadian, M.; Suh, J.M.; Hah, N.; Liddle, C.; Atkins, A.R.; Downes, M.; Evans, R.M. PPARgamma signaling
and metabolism: The good, the bad and the future. Nat. Med. 2013, 19, 557–566. [CrossRef] [PubMed]

http://dx.doi.org/10.1053/j.gastro.2012.02.003
http://www.ncbi.nlm.nih.gov/pubmed/22326434
http://dx.doi.org/10.1038/s41591-018-0104-9
http://www.ncbi.nlm.nih.gov/pubmed/29967350
http://dx.doi.org/10.1002/hep.28431
http://www.ncbi.nlm.nih.gov/pubmed/26707365
http://dx.doi.org/10.1016/j.metabol.2016.01.010
http://www.ncbi.nlm.nih.gov/pubmed/26907206
http://dx.doi.org/10.4254/wjh.v9.i11.533
http://www.ncbi.nlm.nih.gov/pubmed/28469809
http://dx.doi.org/10.1111/jgh.13264
http://www.ncbi.nlm.nih.gov/pubmed/26667191
http://dx.doi.org/10.1038/nm.4350
http://www.ncbi.nlm.nih.gov/pubmed/28697184
http://dx.doi.org/10.1007/s11684-015-0384-0
http://www.ncbi.nlm.nih.gov/pubmed/25676019
http://dx.doi.org/10.1016/j.tem.2012.03.001
http://dx.doi.org/10.1038/79697
http://dx.doi.org/10.1155/2012/716404
http://dx.doi.org/10.1038/nm.3372
http://dx.doi.org/10.1007/s00125-017-4342-z
http://dx.doi.org/10.1172/JCI13505
http://dx.doi.org/10.1016/j.cmet.2014.09.018
http://www.ncbi.nlm.nih.gov/pubmed/25456737
http://dx.doi.org/10.1016/j.tem.2014.04.001
http://dx.doi.org/10.1038/nm.3159
http://www.ncbi.nlm.nih.gov/pubmed/23652116


Int. J. Mol. Sci. 2019, 20, 1660 16 of 18

18. Moran-Salvador, E.; Lopez-Parra, M.; Garcia-Alonso, V.; Titos, E.; Martinez-Clemente, M.; Gonzalez-Periz, A.;
Lopez-Vicario, C.; Barak, Y.; Arroyo, V.; Claria, J. Role for PPARgamma in obesity-induced hepatic steatosis
as determined by hepatocyte- and macrophage-specific conditional knockouts. FASEB J. 2011, 25, 2538–2550.
[CrossRef]

19. Souza-Mello, V. Peroxisome proliferator-activated receptors as targets to treat non-alcoholic fatty liver
disease. World J. Hepatol. 2015, 7, 1012–1019. [CrossRef] [PubMed]

20. Hardie, D.G.; Schaffer, B.E.; Brunet, A. AMPK: An Energy-Sensing Pathway with Multiple Inputs and
Outputs. Trends Cell Biol. 2016, 26, 190–201. [CrossRef]

21. Hardie, D.G. AMPK: Positive and negative regulation, and its role in whole-body energy homeostasis. Curr.
Opin. Cell Biol. 2015, 33, 1–7. [CrossRef]

22. Hardie, D.G.; Pan, D.A. Regulation of fatty acid synthesis and oxidation by the AMP-activated protein
kinase. Biochem. Soc. Trans. 2002, 30 Pt 6, 1064–1070. [CrossRef]

23. Li, Y.; Xu, S.; Mihaylova, M.M.; Zheng, B.; Hou, X.; Jiang, B.; Park, O.; Luo, Z.; Lefai, E.; Shyy, J.Y.; et al.
AMPK phosphorylates and inhibits SREBP activity to attenuate hepatic steatosis and atherosclerosis in
diet-induced insulin-resistant mice. Cell Metab. 2011, 13, 376–388. [CrossRef] [PubMed]

24. Shimano, H.; Sato, R. SREBP-regulated lipid metabolism: Convergent physiology—Divergent
pathophysiology. Nat. Rev. Endocrinol. 2017, 13, 710–730. [CrossRef]

25. Ruderman, N.B.; Carling, D.; Prentki, M.; Cacicedo, J.M. AMPK, insulin resistance, and the metabolic
syndrome. J. Clin. Investig. 2013, 123, 2764–2772. [CrossRef] [PubMed]

26. Biddinger, S.B.; Hernandez-Ono, A.; Rask-Madsen, C.; Haas, J.T.; Aleman, J.O.; Suzuki, R.; Scapa, E.F.;
Agarwal, C.; Carey, M.C.; Stephanopoulos, G.; et al. Hepatic insulin resistance is sufficient to produce
dyslipidemia and susceptibility to atherosclerosis. Cell Metab. 2008, 7, 125–134. [CrossRef] [PubMed]

27. Leung, F.W. Capsaicin as an anti-obesity drug. Prog. Drug Res. 2014, 68, 171–179. [PubMed]
28. Ludy, M.J.; Moore, G.E.; Mattes, R.D. The effects of capsaicin and capsiate on energy balance: Critical review

and meta-analyses of studies in humans. Chem. Sens. 2012, 37, 103–121. [CrossRef]
29. Tremblay, A.; Arguin, H.; Panahi, S. Capsaicinoids: A spicy solution to the management of obesity? Int. J.

Obes. (Lond.) 2016, 40, 1198–1204. [CrossRef]
30. Kang, J.H.; Goto, T.; Han, I.S.; Kawada, T.; Kim, Y.M.; Yu, R. Dietary capsaicin reduces obesity-induced

insulin resistance and hepatic steatosis in obese mice fed a high-fat diet. Obesity (Silver Spring) 2010, 18,
780–787. [CrossRef]

31. Yang, F.; Zheng, J. Understand spiciness: Mechanism of TRPV1 channel activation by capsaicin. Protein Cell
2017, 8, 169–177. [CrossRef] [PubMed]

32. Srinivasan, K. Biological Activities of Red Pepper (Capsicum annuum) and Its Pungent Principle Capsaicin:
A Review. Crit. Rev. Food Sci. Nutr. 2016, 56, 1488–1500. [CrossRef]

33. Panchal, S.K.; Bliss, E.; Brown, L. Capsaicin in Metabolic Syndrome. Nutrients 2018, 10, 630. [CrossRef]
34. Baskaran, P.; Krishnan, V.; Ren, J.; Thyagarajan, B. Capsaicin induces browning of white adipose tissue and

counters obesity by activating TRPV1 channel-dependent mechanisms. Br. J. Pharmacol. 2016, 173, 2369–2389.
[CrossRef] [PubMed]

35. Woo, S.L.; Xu, H.; Li, H.; Zhao, Y.; Hu, X.; Zhao, J.; Guo, X.; Guo, T.; Botchlett, R.; Qi, T.; et al. Metformin
ameliorates hepatic steatosis and inflammation without altering adipose phenotype in diet-induced obesity.
PLoS ONE 2014, 9, e91111. [CrossRef] [PubMed]

36. Bort, A.; Sanchez, B.G.; Spinola, E.; Mateos-Gomez, P.A.; Rodriguez-Henche, N.; Diaz-Laviada, I. The red
pepper’s spicy ingredient capsaicin activates AMPK in HepG2 cells through CaMKKbeta. PLoS ONE 2019,
14, e0211420. [CrossRef]

37. Horton, J.D.; Goldstein, J.L.; Brown, M.S. SREBPs: Activators of the complete program of cholesterol and
fatty acid synthesis in the liver. J. Clin. Investig. 2002, 109, 1125–1131. [CrossRef]

38. Prabhudas, M.; Bowdish, D.; Drickamer, K.; Febbraio, M.; Herz, J.; Kobzik, L.; Krieger, M.; Loike, J.;
Means, T.K.; Moestrup, S.K.; et al. Standardizing scavenger receptor nomenclature. J. Immunol. 2014, 192,
1997–2006. [CrossRef] [PubMed]

39. Glatz, J.F.; Luiken, J.J. From fat to FAT (CD36/SR-B2): Understanding the regulation of cellular fatty acid
uptake. Biochimie 2017, 136, 21–26. [CrossRef]

40. Soccio, R.E.; Chen, E.R.; Lazar, M.A. Thiazolidinediones and the promise of insulin sensitization in type 2
diabetes. Cell Metab. 2014, 20, 573–591. [CrossRef] [PubMed]

http://dx.doi.org/10.1096/fj.10-173716
http://dx.doi.org/10.4254/wjh.v7.i8.1012
http://www.ncbi.nlm.nih.gov/pubmed/26052390
http://dx.doi.org/10.1016/j.tcb.2015.10.013
http://dx.doi.org/10.1016/j.ceb.2014.09.004
http://dx.doi.org/10.1042/bst0301064
http://dx.doi.org/10.1016/j.cmet.2011.03.009
http://www.ncbi.nlm.nih.gov/pubmed/21459323
http://dx.doi.org/10.1038/nrendo.2017.91
http://dx.doi.org/10.1172/JCI67227
http://www.ncbi.nlm.nih.gov/pubmed/23863634
http://dx.doi.org/10.1016/j.cmet.2007.11.013
http://www.ncbi.nlm.nih.gov/pubmed/18249172
http://www.ncbi.nlm.nih.gov/pubmed/24941669
http://dx.doi.org/10.1093/chemse/bjr100
http://dx.doi.org/10.1038/ijo.2015.253
http://dx.doi.org/10.1038/oby.2009.301
http://dx.doi.org/10.1007/s13238-016-0353-7
http://www.ncbi.nlm.nih.gov/pubmed/28044278
http://dx.doi.org/10.1080/10408398.2013.772090
http://dx.doi.org/10.3390/nu10050630
http://dx.doi.org/10.1111/bph.13514
http://www.ncbi.nlm.nih.gov/pubmed/27174467
http://dx.doi.org/10.1371/journal.pone.0091111
http://www.ncbi.nlm.nih.gov/pubmed/24638078
http://dx.doi.org/10.1371/journal.pone.0211420
http://dx.doi.org/10.1172/JCI0215593
http://dx.doi.org/10.4049/jimmunol.1490003
http://www.ncbi.nlm.nih.gov/pubmed/24563502
http://dx.doi.org/10.1016/j.biochi.2016.12.007
http://dx.doi.org/10.1016/j.cmet.2014.08.005
http://www.ncbi.nlm.nih.gov/pubmed/25242225


Int. J. Mol. Sci. 2019, 20, 1660 17 of 18

41. Ueno, T.; Komatsu, M. Autophagy in the liver: Functions in health and disease. Nat. Rev. Gastroenterol.
Hepatol. 2017, 14, 170–184. [CrossRef]

42. Singh, R.; Cuervo, A.M. Lipophagy: Connecting autophagy and lipid metabolism. Int. J. Cell Biol. 2012, 2012,
282041. [CrossRef] [PubMed]

43. Ramos-Torres, A.; Bort, A.; Morell, C.; Rodriguez-Henche, N.; Diaz-Laviada, I. The pepper’s natural
ingredient capsaicin induces autophagy blockage in prostate cancer cells. Oncotarget 2016, 7, 1569–1583.
[CrossRef] [PubMed]

44. Singh, R.; Xiang, Y.; Wang, Y.; Baikati, K.; Cuervo, A.M.; Luu, Y.K.; Tang, Y.; Pessin, J.E.; Schwartz, G.J.;
Czaja, M.J. Autophagy regulates adipose mass and differentiation in mice. J. Clin. Investig. 2009, 119,
3329–3339. [CrossRef] [PubMed]

45. Motojima, K.; Passilly, P.; Peters, J.M.; Gonzalez, F.J.; Latruffe, N. Expression of putative fatty acid transporter
genes are regulated by peroxisome proliferator-activated receptor alpha and gamma activators in a tissue-
and inducer-specific manner. J. Biol. Chem. 1998, 273, 16710–16714. [CrossRef]

46. Sato, O.; Kuriki, C.; Fukui, Y.; Motojima, K. Dual promoter structure of mouse and human fatty acid
translocase/CD36 genes and unique transcriptional activation by peroxisome proliferator-activated receptor
alpha and gamma ligands. J. Biol. Chem. 2002, 277, 15703–15711. [CrossRef] [PubMed]

47. Caron, A.; Richard, D.; Laplante, M. The Roles of mTOR Complexes in Lipid Metabolism. Annu. Rev. Nutr.
2015, 35, 321–348. [CrossRef] [PubMed]

48. Horman, S.; Vertommen, D.; Heath, R.; Neumann, D.; Mouton, V.; Woods, A.; Schlattner, U.; Wallimann, T.;
Carling, D.; Hue, L.; et al. Insulin antagonizes ischemia-induced Thr172 phosphorylation of AMP-activated
protein kinase alpha-subunits in heart via hierarchical phosphorylation of Ser485/491. J. Biol. Chem. 2006,
281, 5335–5340. [CrossRef] [PubMed]

49. Hawley, S.A.; Ross, F.A.; Gowans, G.J.; Tibarewal, P.; Leslie, N.R.; Hardie, D.G. Phosphorylation by Akt
within the ST loop of AMPK-alpha1 down-regulates its activation in tumour cells. Biochem. J. 2014, 459,
275–287. [CrossRef]

50. Yecies, J.L.; Zhang, H.H.; Menon, S.; Liu, S.; Yecies, D.; Lipovsky, A.I.; Gorgun, C.; Kwiatkowski, D.J.;
Hotamisligil, G.S.; Lee, C.H.; et al. Akt stimulates hepatic SREBP1c and lipogenesis through parallel
mTORC1-dependent and independent pathways. Cell Metab. 2011, 14, 21–32. [CrossRef]

51. Collaborators, G.B.D.O.; Afshin, A.; Forouzanfar, M.H.; Reitsma, M.B.; Sur, P.; Estep, K.; Lee, A.; Marczak, L.;
Mokdad, A.H.; Moradi-Lakeh, M.; et al. Health Effects of Overweight and Obesity in 195 Countries over 25
Years. N. Engl. J. Med. 2017, 377, 13–27. [CrossRef] [PubMed]

52. Hagiwara, A.; Cornu, M.; Cybulski, N.; Polak, P.; Betz, C.; Trapani, F.; Terracciano, L.; Heim, M.H.;
Ruegg, M.A.; Hall, M.N. Hepatic mTORC2 activates glycolysis and lipogenesis through Akt, glucokinase,
and SREBP1c. Cell Metab. 2012, 15, 725–738. [CrossRef] [PubMed]

53. Bengoechea-Alonso, M.T.; Ericsson, J. A phosphorylation cascade controls the degradation of active SREBP1.
J. Biol. Chem. 2009, 284, 5885–5895. [CrossRef]

54. Kim, C.W.; Addy, C.; Kusunoki, J.; Anderson, N.N.; Deja, S.; Fu, X.; Burgess, S.C.; Li, C.; Ruddy, M.;
Chakravarthy, M.; et al. Acetyl CoA Carboxylase Inhibition Reduces Hepatic Steatosis but Elevates Plasma
Triglycerides in Mice and Humans: A Bedside to Bench Investigation. Cell Metab. 2017, 26, 394–406.e6.
[CrossRef]

55. Sozio, M.S.; Lu, C.; Zeng, Y.; Liangpunsakul, S.; Crabb, D.W. Activated AMPK inhibits PPAR-{alpha} and
PPAR-{gamma} transcriptional activity in hepatoma cells. Am. J. Physiol. Gastrointest. Liver Physiol. 2011, 301,
G739–G747. [CrossRef] [PubMed]

56. Vara, D.; Morell, C.; Rodriguez-Henche, N.; Diaz-Laviada, I. Involvement of PPARgamma in the antitumoral
action of cannabinoids on hepatocellular carcinoma. Cell Death Dis. 2013, 4, e618. [CrossRef]

57. Canto, C.; Auwerx, J. PGC-1alpha, SIRT1 and AMPK, an energy sensing network that controls energy
expenditure. Curr. Opin. Lipidol. 2009, 20, 98–105. [CrossRef] [PubMed]

58. Kersten, S.; Seydoux, J.; Peters, J.M.; Gonzalez, F.J.; Desvergne, B.; Wahli, W. Peroxisome proliferator-activated
receptor alpha mediates the adaptive response to fasting. J. Clin. Investig. 1999, 103, 1489–1498. [CrossRef]

59. Fan, W.; Evans, R. PPARs and ERRs: Molecular mediators of mitochondrial metabolism. Curr. Opin. Cell Biol.
2015, 33, 49–54. [CrossRef] [PubMed]

60. Kersten, S.; Stienstra, R. The role and regulation of the peroxisome proliferator activated receptor alpha in
human liver. Biochimie 2017, 136, 75–84. [CrossRef] [PubMed]

http://dx.doi.org/10.1038/nrgastro.2016.185
http://dx.doi.org/10.1155/2012/282041
http://www.ncbi.nlm.nih.gov/pubmed/22536247
http://dx.doi.org/10.18632/oncotarget.6415
http://www.ncbi.nlm.nih.gov/pubmed/26625315
http://dx.doi.org/10.1172/JCI39228
http://www.ncbi.nlm.nih.gov/pubmed/19855132
http://dx.doi.org/10.1074/jbc.273.27.16710
http://dx.doi.org/10.1074/jbc.M110158200
http://www.ncbi.nlm.nih.gov/pubmed/11867619
http://dx.doi.org/10.1146/annurev-nutr-071714-034355
http://www.ncbi.nlm.nih.gov/pubmed/26185979
http://dx.doi.org/10.1074/jbc.M506850200
http://www.ncbi.nlm.nih.gov/pubmed/16340011
http://dx.doi.org/10.1042/BJ20131344
http://dx.doi.org/10.1016/j.cmet.2011.06.002
http://dx.doi.org/10.1056/NEJMoa1614362
http://www.ncbi.nlm.nih.gov/pubmed/28604169
http://dx.doi.org/10.1016/j.cmet.2012.03.015
http://www.ncbi.nlm.nih.gov/pubmed/22521878
http://dx.doi.org/10.1074/jbc.M807906200
http://dx.doi.org/10.1016/j.cmet.2017.07.009
http://dx.doi.org/10.1152/ajpgi.00432.2010
http://www.ncbi.nlm.nih.gov/pubmed/21700905
http://dx.doi.org/10.1038/cddis.2013.141
http://dx.doi.org/10.1097/MOL.0b013e328328d0a4
http://www.ncbi.nlm.nih.gov/pubmed/19276888
http://dx.doi.org/10.1172/JCI6223
http://dx.doi.org/10.1016/j.ceb.2014.11.002
http://www.ncbi.nlm.nih.gov/pubmed/25486445
http://dx.doi.org/10.1016/j.biochi.2016.12.019
http://www.ncbi.nlm.nih.gov/pubmed/28077274


Int. J. Mol. Sci. 2019, 20, 1660 18 of 18

61. Sengupta, S.; Peterson, T.R.; Laplante, M.; Oh, S.; Sabatini, D.M. mTORC1 controls fasting-induced
ketogenesis and its modulation by ageing. Nature 2010, 468, 1100–1104. [CrossRef]

62. Kim, K.; Pyo, S.; Um, S.H. S6 kinase 2 deficiency enhances ketone body production and increases peroxisome
proliferator-activated receptor alpha activity in the liver. Hepatology 2012, 55, 1727–1737. [CrossRef]

63. Du, K.; Herzig, S.; Kulkarni, R.N.; Montminy, M. TRB3: A tribbles homolog that inhibits Akt/PKB activation
by insulin in liver. Science 2003, 300, 1574–1577. [CrossRef] [PubMed]

64. Schwarzer, R.; Dames, S.; Tondera, D.; Klippel, A.; Kaufmann, J. TRB3 is a PI 3-kinase dependent indicator
for nutrient starvation. Cell Signal. 2006, 18, 899–909. [CrossRef]

65. Oberkofler, H.; Pfeifenberger, A.; Soyal, S.; Felder, T.; Hahne, P.; Miller, K.; Krempler, F.; Patsch, W. Aberrant
hepatic TRIB3 gene expression in insulin-resistant obese humans. Diabetologia 2010, 53, 1971–1975. [CrossRef]

66. Koo, S.H.; Satoh, H.; Herzig, S.; Lee, C.H.; Hedrick, S.; Kulkarni, R.; Evans, R.M.; Olefsky, J.; Montminy, M.
PGC-1 promotes insulin resistance in liver through PPAR-alpha-dependent induction of TRB-3. Nat. Med.
2004, 10, 530–534. [CrossRef]

67. Lin, R.J.; Wu, I.J.; Hong, J.Y.; Liu, B.H.; Liang, R.Y.; Yuan, T.M.; Chuang, S.M. Capsaicin-induced TRIB3
upregulation promotes apoptosis in cancer cells. Cancer Manag. Res. 2018, 10, 4237–4248. [CrossRef]
[PubMed]

68. Listenberger, L.L.; Brown, D.A. Fluorescent detection of lipid droplets and associated proteins. Curr. Protoc.
Cell Biol. 2007, 35, 24.2.1–24.2.11. [CrossRef] [PubMed]

© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1038/nature09584
http://dx.doi.org/10.1002/hep.25537
http://dx.doi.org/10.1126/science.1079817
http://www.ncbi.nlm.nih.gov/pubmed/12791994
http://dx.doi.org/10.1016/j.cellsig.2005.08.002
http://dx.doi.org/10.1007/s00125-010-1772-2
http://dx.doi.org/10.1038/nm1044
http://dx.doi.org/10.2147/CMAR.S162383
http://www.ncbi.nlm.nih.gov/pubmed/30323679
http://dx.doi.org/10.1002/0471143030.cb2402s35
http://www.ncbi.nlm.nih.gov/pubmed/18228510
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Capsaicin Decreases Neutral Lipid Content in HepG2 Cells 
	AMPK is Involved in the Capsaicin-Induced Reduction of Neutral Lipid Content in HepG2 Cells 
	PPAR is Involved in the Capsaicin-Induced Reduction of Neutral Lipid Content in HepG2 Cells 
	Capsaicin Blocks Autophagy and Upregulates PGC-1 in HepG2 Cells 
	Capsaicin Inhibits AKT/mTOR Pathway in HepG2 Cells 

	Discussion 
	Materials and Methods 
	Reagents 
	Cell Culture and Treatments 
	Neutral Lipid Content Measurement 
	Immunoblotting 
	Statistical Analyses 

	References

