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Abstract: Maltol, a food-flavoring agent and Maillard reaction product formed during the processing
of red ginseng (Panax ginseng, C.A. Meyer), has been confirmed to exert a hepatoprotective effect
in alcohol-induced oxidative damage in mice. However, its beneficial effects on acetaminophen
(APAP)-induced hepatotoxicity and the related molecular mechanisms remain unclear. The purpose
of this article was to investigate the protective effect and elucidate the mechanisms of action of
maltol on APAP-induced liver injury in vivo. Maltol was administered orally at 50 and 100 mg/kg
daily for seven consecutive days, then a single intraperitoneal injection of APAP (250 mg/kg) was
performed after the final maltol administration. Liver function, oxidative indices, inflammatory
factors—including serum alanine and aspartate aminotransferases (ALT and AST), tumor necrosis
factor o (TNF-«), interleukin-1f3 (IL-13), liver glutathione (GSH), superoxide dismutase (SOD),
malondialdehyde (MDA), cytochrome P450 E1 (CYP2E1) and 4-hydroxynonenal (4-HNE) were
measured. Results demonstrated that maltol possessed a protective effect on APAP-induced liver
injury. Liver histological changes and Hoechst 33258 staining also provided strong evidence
for the protective effect of maltol. Furthermore, a maltol supplement mitigated APAP-induced
inflammatory responses by increasing phosphorylated nuclear factor-kappa B (NF-«kB), inhibitor
kappa B kinase o/ (IKK«a/f3), and NF-kappa-B inhibitor alpha (IkBx) in NF-«B signal pathways.
Immunoblotting results showed that maltol pretreatment downregulated the protein expression
levels of the B-cell-lymphoma-2 (Bcl-2) family and caspase and altered the phosphorylation of
phosphatidylinositol 3-kinase/protein kinase B (PI3K/Akt) in a dose-dependent manner. In conclusion,
our findings clearly demonstrate that maltol exerts a significant liver protection effect, which may
partly be ascribed to its anti-inflammatory and anti-apoptotic action via regulation of the PI3K/Akt
signaling pathway:.
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1. Introduction

It is well known that drug-induced liver injury (DILI) is a common problem that leads to acute
liver failure (ALF) in clinical application and severely affects human health [1]. Acetaminophen (APAP),
an antipyretic-analgesic agent, is used in the clinic at therapeutic doses [2]. However, non-intentional
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misuse may result in hepatic toxicity and high mortality [3]. Initially, cytochrome P450 (CYP) bio-transforms
APAP into N-acetyl-P-aminophenol (NAPQI), a toxic reactive intermediate, which consumes glutathione
(GSH) and leads to mitochondrial dysfunction, oxidative stress, cellular necrosis, and apoptosis and
eventually exerts toxic effects on the organism [4,5]. Therefore, seeking novel drugs or supplementary
alternatives to prevent APAP-induced liver damage effectively is urgent for researchers.

APAP-mediated hepatotoxicity is closely related to oxidative stress, inflammatory response,
and apoptosis. Excessive APAP exposure can cause mitochondrial dysfunction, severe energy
debt, and oxidative stress, which induces reactive oxygen species (ROS) and further damage to
hepatocytes [6]. Nuclear factor-kappa B (NF-kb) is an important nuclear transport factor and is related
to immunoregulation, inflammatory response, and embryo development. Moreover, NF-«B also
upregulates death receptors, including tumor necrosis factor-o (TNF-«), FAS (fatty acid synthetase),
and the apoptotic proteins of the B-cell-lymphoma-2 (Bcl-2) family [7]. Meanwhile, apoptosis is
also regarded as an important research subject in the development of liver diseases. At present,
some studies have reported that the phosphatidylinositol 3-kinase/ protein kinase B (PI3K/AKT)
signaling pathway is associated with the development of APAP-induced liver injury and early liver
regeneration [8]. Based on the above, most researchers have speculated that the inhibition of ROS,
apoptosis, and inflammation was a potential target for hepatoprotection.

Maltol (3-hydroxy-2-methyl-4-pyrrolidone) is a flavor enhancer, natural antioxidant, and one of
the Maillard reaction products of heated-processed ginseng [9]. Maltol was also found in the roasted
Korean ginseng root [10]. In recent years, maltol has been widely used in the fields of catalysis,
pharmaceutical preparations, and food chemistry [11,12]. Previous studies have shown that maltol
inhibited hexanal oxidation in a dose-dependent manner, and neuroprotective effects of maltol against
oxidative stress were also proposed by Kim and Wei et al. [13,14]. Importantly, our previous study
confirmed its potent antioxidant properties in TAA (thioacetamide) and alcohol-induced hepatic
injury in vivo, which might be attributed to the prevention of lipid peroxidation and alleviation of the
inflammation response [15-17].

Although maltol was demonstrated to contribute greatly to hepatic organ protection in an alcohol
liver injury model, its protective effect on APAP-induced hepatotoxicity has not been further
evaluated. Therefore, our aim was to prove the protective effects of maltol on APAP-induced
liver injury and explore potential mechanisms of action to develop a reasonable prevention plan for
APAP-induced hepatotoxicity.

2. Materials and Methods

2.1. Chemicals and Reagents

Maltol and APAP were purchased from Sigma-Aldrich (St. Louis, MO, USA). Alanine aminotransferase
(ALT), aspartate aminotransferase (AST), GSH, superoxide dismutase (SOD), malondialdehyde (MDA)
commercial kits, and haematoxylin and eosin (H&E) dye kits were provided by Nanjing Jiancheng
Bioengineering Research Institute (Nanjing, China). Two-site sandwich enzyme-linked immunosorbent
assay (ELISA) kits for the detection of mouse TNF-« and IL-13 were purchased from R&D systems
(Minneapolis, MN, USA). Antibodies against the rabbit proteins CYP2E1, 4-HNE, Bax, Bcl-2, Bcl-XL, caspase
3, 8,9, PI3K and p-PI3K, Akt and p-Akt, NF-kB and p-NF-«B, IKK«/ and p-IKK«/(3, IkBx and p-IkBe,
and {3-actin were provided by Cell Signaling Technology (Danvers, MA, USA) and Proteintech (Rosemont,
IL, USA). Hoechst 33258 and DyLight 488-SABC immunofluorescence staining kits were provided by
Beyotime Institute of Biotechnology (Shanghai, China) and BOSTER Biological Technology (Wuhan, China)
dividedly. Other reagents were obtained from Beijing Chemical Factory (Beijing, China).

2.2. Animal Experiments

Male ICR mice of 22-25 g body weight were provided by YISI Experimental Animals Co.,
Ltd. (Changchun, China). Food and water were freely available, and the animals were housed at
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23.0 £ 2.0 °C, 50-70% humidity, and light/dark cycle of 12 h. The procedures for all laboratory animals
were carried out in strict accordance with the ethical principles adopted in the Laboratory Animal
Care and Use Guide (Ministry of Science and Technology of China, 2016). All animal experiments
were approved by the Experimental Animal Ethics Committee of Jilin Agricultural University (Ethical
Code: ECLA-JLAU-18062). To measure the anti-APAP-induced-hepatotoxicity effect of maltol in mice,
the mice were randomly assigned to four groups after one week of adaptation to the environment:
a normal group, an APAP (250 mg/kg i.p.) group, and two groups receiving different doses of maltol
(50 and 100 mg/kg) (n = 8). Maltol was suspended in 0.9% saline. Maltol was administered to mice
in two treatment groups for 7 days at doses of 50 mg/kg and 100 mg/kg, respectively. The normal and
APAP groups received only 0.9% saline, in the same way. Then, all treatment groups, except the normal
group, received a single injection of APAP (250 mg/kg, i.p.) after the final administration to induce
acute liver injury. Mice from all groups were euthanized 24 h later. Tissues and blood samples were
collected instantly. The serum was stored at —80 °C to determine transaminase after centrifugation
(3500 rpm, 10 min, and 4 °C). The liver sections of each group were fixed in formalin for further use.

2.3. Analysis of ALT and AST Biochemical Markers

The liver biochemical indicators of serum ALT and AST were measured using commercial detection
kits. The samples were transferred to a 96-well plate containing the substrate or a buffer solution and
incubated at 37 °C, and the absorbance at 510 nm was measured after adding the developer. All data
were expressed as U/L.

2.4. Analysis of GSH, SOD, and MDA Oxidative Markers

GSH, SOD, and MDA levels in liver tissues were determined according to commercial reagent
methods. The lipid peroxides contained in the sample reacted with thiobarbituric acid (TBA) to form
a red mixture. Absorbance at 532 nm was measured. The supernatant of liver tissues was centrifuged
at 3500 rpm for 5 min, and then analyzed to determine SOD activity and GSH content.

2.5. Analysis of TNF-a and IL-1B Inflammation Markers

After serum samples were obtained, the concentrations of TNF-oc and IL-13 were determined
using ELISA kits according to the protocols provided by the manufacturer. In brief, prepared reagents,
sample standards, and antibodies labeled with enzymes were added, then the reaction was carried
out at 37 °C for 1 h. After adding the stopping solution, the absorbance at 450 nm was measured via
an ELISA reader (Bio-Rad, Hercules, CA, USA).

2.6. Histopathological Examination

For histopathological examination, the liver samples were fixed over 24 h with 10% buffered
formaldehyde before paraffin embedding and sectioning into 5 um thickness. The liver tissues
were routinely stained with H&E dye kits (Nanjing Jiancheng Bioengineering Research Institute,
Nanjing, China) for conventional morphological evaluation using a light microscope (Olympus BX-60,
Olympus Corporation, Tokyo, Japan).

2.7. Hoechst 33258 Staining

To observe the nuclear changes of hepatocytes, Hoechst 33258 staining was performed as
described previously [18]. The sections were stained with Hoechst 33258 solution (10 pg/mL).
UV excitation in a fluorescence microscope allowed us to observe the stained nuclei (Leica TCS SPS,
Leica Microsystems, Wetzlar, Germany). The fluorescent intensity was quantified using Image-Pro
plus 6.0 software (Media Cybernetics, Rockville, MD, USA).
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2.8. Immunohistochemistry and Immunofluorescence Staining

As previously described, paraffin sections were deparaffinized and rehydrated prior to dyeing.
After antigen retrieval, the slides were incubated with 1% BSA (bovine serum albumin) for 1 h
and then with B-associated X (Bax) and Bcl-2 primary antibodies at 4 °C overnight, followed by
secondary antibodies for half an hour at room temperature. Positive cells showing a brownish-yellow
color in the cytoplasm or nucleus after DAB (diaminobenzidine) and hematoxylin staining were
observed [19]. Fluorescence microscopy (Olympus BX-60, Olympus Corporation, Tokyo, Japan) was
used for photographing, and positive cells were analyzed by Image-Pro Plus 6.0 software.

Immunofluorescence staining was used to measure CYP2E1 and 4-HNE proteins [20]. Briefly,
the sections were incubated with primary antibodies at 4 °C for 12 h, then marked with a secondary
antibody for 30 min at room temperature after washing the slides. Finally, the slides were exposed to
DyLight 488-SABC. 4, 6 diamidino-2-phenylindole (DAPI) staining used for visualizing the cell nucleui
and fluorescence intensities were analyzed by a Leica TCS SP8 microscope.

2.9. Western Blot Analysis

Total protein extracts from liver tissues were prepared with RIPA buffer (1:10, g/v), and a BCA
Protein Assay Kit (Beyotime Biotechnology, Shanghai, China) was used for the determination of total
protein content. An equal amount of proteins were isolated from the liver tissues and separated
by 12% sodium dodecyl sulfate-polyacrylamide gel electrophoresis (SDS-PAGE), then transferred to
a polyvinylidene fluoride membrane (PVDF). The membrane was blocked with 5% (w/v) defatted milk
for 2 h and then probed with different primary antibodies at 4 °C for 12 h. After being washed by
Tris-buffered saline-Tween (TBS-T), the proteins were incubated for 1.5 h in the presence of secondary
antibodies. Protein bands were visualized using Quantity One software (Bio-Rad Laboratories,
Hercules, CA, USA).

2.10. Statistical Analysis

Results are presented as mean + standard deviation (S.D.) All samples were tested in triplicate.
GraphPad Prism 6.0 (ISI, GraphPad Software, San Diego, CA, USA) was used to analyze the data.
ANOVA, followed by the Bonferroni post-test, was used for comparing the differences among groups:
p < 0.05 or p < 0.01 were considered statistically significant.

3. Results

3.1. Maltol Ameliorated APAP-Induced Hepatic Dysfunction

The liver levels of ALT and AST were elevated after APAP (250 mg/kg) injection (p < 0.01, p < 0.05)
compared to those of the normal group, which indicated that hepatocellular damage induced by APAP
was successfully established. Supplementation with maltol (50 and 100 mg/kg) for 1 week inhibited
the increase in ALT and AST levels after exposure to APAP treatment (p < 0.01, p < 0.05) (Figure 1A,B).
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Figure 1. Effects of maltol pretreatment on hepatic dysfunction and histopathological changes caused
by an overdose of acetaminophen (APAP). (A) serum alanine aminotransferase (ALT) and (B) aspartate
aminotransferase (AST) activities; (C) liver glutathione (GSH) and (D) superoxide dismutase (SOD)
amount; (E) liver malondialdehyde (MDA) content. All data were expressed as mean + S.D; n = §,
*p <0.05, ** p < 0.01, vs. normal group; # p < 0.05, ## p < 0.01 vs. APAP group.

3.2. Maltol Mitigated APAP-Induced Oxidative Stress Injury

APAP-induced oxidative stress injury is associated with the antioxidant defense system. Compared
to the normal group, GSH and SOD contents significantly decreased in the APAP group (p < 0.01).
However, maltol inhibited the depletion of GSH and restored hepatic SOD activity caused by APAP
(Figure 1C,D) (p < 0.01, p < 0.05). In addition, maltol could also block the APAP-induced increase of
MDA level in the liver (Figure 1E) (p < 0.05). These results clearly demonstrated that maltol reduced
the oxidative stress injury caused by APAP.

For further evaluation of the hepatoprotective activity of maltol on APAP-induced oxidative stress
during the progress of acute liver injury, immunofluorescence staining was used to determine CYP2E1
and 4-HNE expression levels in liver tissues. The results showed that maltol treatment significantly
reversed the over-expression of CYP2E1 and 4-HNE caused by APAP compared to the normal group
(p < 0.01) (Figure 2). These findings further confirmed that maltol ameliorated the oxidative stress
injury induced by an overdose of APAP.
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Figure 2. (A) Effects of maltol pretreatment on the expression of cytochrome P450 E1 (CYP2E1) and
4-hydroxynonenal (4-HNE) in liver tissues. The expression levels of 4-HNE and CYP2E1 (green)
were determined by immunofluorescence (magnification x200), and nuclear counterstaining (blue)
was performed by 4, 6-Diamidino-2-phenylindole (DAPI). Quantitative fluorescence intensities of
CYP2E1-positive cells (B) and 4-HNE-positive cells (C). All data are expressed as mean + S.D.; n = 8.
** p < 0.01 vs. normal group; ## p < 0.01 vs. APAP group.

3.3. Maltol Mitigated APAP-Induced Liver Histopathological Changes

The results of H&E staining showed that the liver tissue in the normal group was normal and intact,
presenting normal cell nuclei and the hepatic central vein. However, severe liver injury characterized
by liver structural damage, intrahepatic hemorrhage, and inflammatory infiltration was observed
in the APAP group. After maltol treatment for 1 week, inflammation and apoptosis were significantly
attenuated (Figure 3).

Normal APAP APAP + Maltol (100mg/kg)

X 100

H&E

Figure 3. Liver tissue sections were stained with haematoxylin and eosin (H&E) for evaluation of
pathological changes.
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3.4. Maltol Mitigated APAP-Induced Apoptosis

Immunohistochemistry staining, Hoechst 33258 staining, and western bolt analysis were performed
to investigate the molecular mechanism of the maltol-mediated beneficial effect against APAP-induced
apoptosis by detecting the expression of the apoptotic proteins Bax, Bcl-XL, Bcl-2, caspase 3, 8, 9,
and cleaved caspase 3, 8, 9 in liver tissues. Immunohistochemistry staining results demonstrated that
APAP exposure caused hepatic cell apoptosis, as indicated by the higher Bax and lower Bcl-2 levels.
Nevertheless, maltol could significantly mitigate these changes (Figure 4A). Hoechst 33258 staining
supported the above results (Figure 4B). The western bolt analysis results showed that APAP injection
markedly increased hepatic Bax and cleaved caspase 3, 8, 9 and decreased Bcl-XL and Bcl-2 levels
(p < 0.01). Oppositely, apoptosis could be attenuated by maltol (Figure 5) (p < 0.01, p < 0.05). All results
showed that maltol pretreatment dramatically prevented hepatic caspase-mediated apoptosis.

A APAP APAP + Maltol (100mg/kg)

Do

W T g
,"9\0 of.

J 85,
wing,

Bax (x 400)

Bel-2 (x 400)

Hoechst 33258
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=)
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[
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fidid

The persentage of apoptosis(%)
-
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Figure 4. Effects of maltol pretreatment on the expression of B-associated X (Bax) and B-cell-lymphoma-2
(Bcl-2) and Hoechst 33258 staining in liver tissues. (A) The protein expression levels of Bax and Bcl-2
were examined by immunohistochemistry in liver tissues (magnification, x400). (B) Hoechst 33258
staining (magnification, x200). Arrows show necrotic and injured cells. All data are expressed as mean
+S.D., n=28;*p <0.01 vs. normal group; ## p < 0.01 vs. APAP group.
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Figure 5. Effects of maltol pretreatment on apoptosis signaling pathways in APAP-triggered acute
liver injury (ALI) mice. (A) Protein expression levels of Bax, Bcl-2, Bcl-XL, caspase 3, cleaved caspase
3, caspase 8, cleaved caspase 8, caspase 9, and cleaved caspase 9 were measured by western blotting
analysis. (B—G) Quantification of relative protein expression levels was performed by densitometric
analysis. All data are expressed as mean + S.D., n = 8; ** p < 0.01 vs. normal group; ## p < 0.01,
#p <0.05vs. APAP group.

3.5. Maltol Mitigated APAP-Induced Inflammatory Responses

APAP induced a series of inflammatory changes that mediated liver injury. Therefore, a western
blot was also used to analyze the anti-inflammatory effects of maltol on APAP-activated NF-kB signal
pathway. As shown in Figure 6A-E, APAP resulted in evidently higher levels of phosphorylated
NF-kB. The upstream regulators, IKKo/ and IkBx, were also upregulated (p < 0.01). However, maltol
treatment (50 and 100 mg/kg) prominently suppressed the release of NF-kB phosphorylation and
blocked IKKe/p and IkBa phosphorylation (p < 0.01, p < 0.05), indicating that maltol prevented
APAP-triggered inflammatory reaction partly via inhibiting the NF-«B pathway.

In addition, TNF-« and IL-13 are two key proinflammatory cytokines involved in the above
progression. In our present study, as shown in Figure 6F,G, APAP injection caused a dramatic increase
in the serum levels of TNF-a and IL-13 compared to those in the normal group (p < 0.01). However,
pretreatment with maltol significantly inhibited the overproduction of TNF-x and IL-1f3 (p < 0.01, p < 0.05).
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Figure 6. Effects of maltol pretreatment on APAP-induced activation of the nuclear factor-kappa B
(NF-«B) signaling pathway in ALI mice. (A) Protein expression of phosphorylated and total inhibitor
kappa B kinase «/f3 (IKK«/3), NF-kappa-B inhibitor alpha (IkBx) and NF-«kB were measured by western
blotting, and -actin protein was used as a loading control. (B—E) The relative protein expression
levels were quantified by densitometric analysis. The levels of (F) tumor necrosis factor o (TNF-) and
(G) interleukin-1p (IL-1$3) in the serum of mice. Data are expressed as mean + S.D., n = 8; ** p < 0.01 vs.
normal group; ## p < 0.01, # p < 0.05 vs. APAP group.

3.6. Maltol Regulated the PI3K/Akt Signaling Pathway

In order to explore the protective role of the PI3K/Akt signaling pathway, we investigated the
effects of maltol on the protein molecules in this signal pathway. From the results of the western bolt
analysis, we found clearly that a single exposure to APAP decreased PI3K level and Akt phosphorylation
(p < 0.01), which is consistent with our previous study [21]. However, maltol could reverse these
changes in a dose-independent manner (Figure 7) (p < 0.01, p < 0.05). The above results showed that
maltol exerted a potential protective effect by preventing APAP-induced acute liver toxicity at least
partially through modulation of the PI3K/Akt signaling pathway.
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Figure 7. Effects of maltol pretreatment on the phosphatidylinositol 3-kinase/protein kinase B
(PI3BK/Akt) signaling pathway against APAP-induced liver injury. (A) The protein expression levels
of phosphorylated and total PI3K and Akt were measured by western blotting with specific primary
antibodies, and B-actin protein was used as a loading control. (B,C) Quantification of relative protein
expression levels was performed by densitometric analysis. All data are expressed as mean + S.D.,
n =8. ** p <0.01 vs normal group; ## p < 0.01, # p < 0.05 vs. APAP group.

4. Discussion

According to previous reports, APAP is a common harmful agent when misused or ingested
in an excess dose [22]. Hepatotoxicity induced by overdose of APAP has become the most common
cause of acute liver failure, replacing viral hepatitis in many developed countries [23]. However,
the therapeutic options for this kind of liver injury disease are rather limited. A previous study has
shown that maltol exerted beneficial anti-oxidative stress and anti-inflammatory actions in vitro [24].
Given that maltol was confirmed to have various medicinal activities, we evaluated whether maltol
has a protective effect for APAP hepatotoxicity. Our former work indicated that maltol pretreatment
exerted an important potential and beneficial effect on APAP-triggered acute liver injury and found
that its molecular mechanisms of action were related to the alteration of oxidative stress-mediated
inflammation and apoptosis, partly via regulation of the PI3K/Akt pathway.

Due to the conjugation with APAP metabolic product NAPQI, the GSH antioxidant system is
key to decreasing the toxicity caused by APAP, which causes a sharp depletion of GSH content and
then results in the necrosis of hepatocytes [25]. In the present study, it was found that excessive
APAP could result in hepatic oxidative stress and cellular necrosis through reducing GSH and SOD
levels and increasing MDA production, which were significantly reversed by maltol pretreatment for
seven days. These results suggest a potential antioxidant capacity of maltol, in agreement with our
previous study [17].

Previous studies have confirmed that oxidative stress is the central mediator of APAP-induced
hepatotoxicity [26]. APAP-induced liver injury activates biochemical signaling pathways that originate
mainly from CYP2E1l-mediated formation of the reactive metabolite NAPQI [27]. It is well known that
CYP2EL1 has the greatest effect on acute hepatotoxicity caused by APAP, which is a potent inducer of
4-HNE lipid peroxide [28]. Therefore, we evaluated the oxidative stress injury caused by an overdose
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of APAP by analyzing CYP2E1 and 4-HNE expression. Our results showed that maltol pretreatment
could effectively suppress APAP-induced CYP2E1 and 4-HNE overexpression.

Apoptosis plays a critical role in the pathology of tissues and presents with morphological
and biochemical features such as DNA fragmentation, cell contraction, and Bcl-2 family protein
activation [29]. A key step in apoptotic signaling is the mitochondrial release of cytochrome c,
which promotes the formation of apoptotic bodies and the activation of caspase 9, followed by caspase
3[30]. Activated caspase 3 can promote the cleavage of caspase 8 and amplify the pro-apoptotic signaling
pathway through mitochondria. Moreover, cleaved downstream targets perpetuate the apoptotic
pathway [31]. In addition, the regulatory factors Bcl-2 and Bcl-XL are two anti-apoptotic molecules of
the pro-apoptotic protein Bax heterodimer in the mitochondrial outer membrane, which can prevent
the permeability of the outer membrane [32]. A recent study related to mitochondria-dependent
apoptosis proved that expression/stability of Bcl-2 could result in the release of the cytochrome and
in turn, establish caspase-dependent pathways [33]. As expected, our results clearly indicated that the
protein expression of cleaved caspase3, 8, 9 and Bax was remarkably inhibited, while that of Bcl-2 and
Bcl-XL was enhanced, indicating that maltol exerted a certain anti-apoptosis effect in APAP-caused
hepatotoxicity. Additionally, the result obtained from the Hoechst 33258 staining provided further
support that APAP exposure led to a high density of apoptosis, whereas pretreatment with maltol
significantly reversed the apoptosis in the liver, corroborating that maltol could dramatically inhibit
hepatocyte apoptosis.

Oxidative stress can upregulate pro-inflammatory gene expression [34], and then inflammatory
cells can trigger ROS overproduction, which would form a vicious circle and trigger the development
of liver damage [35]. NF-«B is a major transcription factor, participating in immunity and inflammation
processes, regulating apoptotic genes expression, and then causing apoptosis [36]. Previous literature
reported that extracellular stimuli induced the rapid phosphorylation of I-«B and lead to the dissociation
of NF-«B from I-kB [37]. Subsequently, activated NF-«kB caused transcription of some inflammatory
genes, including TNF-« and IL-1f3 [38]. The pro-inflammatory cytokine TNF-o can activate IKK.
I-kB is phosphorylated by activated IKK, and subsequently, the inflammatory signal can also further
lead to free NF-«kB [39]. In our study, maltol was found to inhibit NF-«B activation by restraining
the phosphorylation of IKK«, IKKf, and I-kBo in a dose-dependent manner. Based on a preceding
report describing the anti-inflammatory action of maltol [24], this study suggests that maltol could
potentially exert a protective mechanism against APAP liver toxicity that might be partly attributed to
the blockade of NF-«B signal activation.

PI3K is an intracellular phosphatidylinositol kinase. Akt is a key downstream effector of
PI3K, and its anti-apoptotic effect is mainly achieved by phosphorylation of multiple target proteins
in downstream pathways [40]. Our previous study proved that inhibited phosphorylation of Akt
contributes to APAP-induced liver injury in mice [41]. In this study, maltol was shown to prevent
APAP-induced liver injury by activating the PI3K/Akt signaling pathways. A more complete mechanism
of maltol anti-APAP hepatotoxicity could include several key signaling pathways (Figure 8).
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Figure 8. The possible mechanism of action underlying the protective effects of maltol against
APAP-induced hepatic injury through inhibition of oxidative stress-mediated activation of the
NF-«kB pathway and apoptosis and regulation of the PI3K/Akt pathway. Tumor necrosis factor
receptor-associated death domain protein (TRADD): Fas-Associated protein with Death Domain
(FADD); inhibitor kappa B kinase  (IKK«); inhibitor kappa B kinase 3 (IKKf3); Caspase 3; Caspase
8; Caspase 9; B-cell-lymphoma-2 (Bcl-2); B-cell-lymphoma-XL (Bcl-XL); B-associated X (Bax); Protein
kinase B (Akt); Phosphatidylinositol 3-kinase (PI3K).

5. Conclusions

In conclusion, the present study proved that maltol exerted a potential therapeutic effect
against APAP-induced acute liver injury, which is attributed to its anti-apoptosis, anti-inflammatory,
and anti-oxidation activities. The molecular mechanisms of action of maltol involved the suppression
of the NF-«B signaling pathway and caspase-dependent cascade and the activation of the PI3K/Akt
signaling pathway.
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IKK Inhibitor kappa B kinase o

IKKB Inhibitor kappa B kinase 3

References

1.  Jaeschke, H. Acetaminophen: Dose-dependent drug hepatotoxicity and acute liver failure in patients.
Dig. Dis. 2015, 33, 464-471. [CrossRef] [PubMed]

2. Gandillet, A.; Vidal, I.; Alexandre, E.; Audet, M.; Chenard-Neu, M.P,; Stutzmann, J.; Heyd, B.; Jaeck, D.;
Richert, L. Experimental models of acute and chronic liver failure in nude mice to study hepatocyte
transplantation. Cell Transpl. 2005, 14, 277-290. [CrossRef] [PubMed]

3. Yoon, E.; Babar, A.; Choudhary, M.; Kutner, M.; Pyrsopoulos, N. Acetaminophen-induced hepatotoxicity:
A comprehensive update. J. Clin. Transl. Hepatol. 2016, 4, 131-142. [PubMed]

4. Hinson, J.A,; Reid, A.B.; McCullough, S.S.; James, L.P. Acetaminophen-induced hepatotoxicity: Role
of metabolic activation, reactive oxygen/nitrogen species, and mitochondrial permeability transition.
Drug Metab. Rev. 2004, 36, 805-822. [CrossRef] [PubMed]

5. Zhao, X,; Cong, X.; Zheng, L.; Xu, L,; Yin, L.; Peng, J. Dioscin, a natural steroid saponin, shows remarkable
protective effect against acetaminophen-induced liver damage in vitro and in vivo. Toxicol. Lett. 2012, 214,
69-80. [CrossRef]

6. Brown, J.M.; Kuhlman, C.; Terneus, M.V,; Labenski, M.T.; Lamyaithong, A.B.; Ball, ].G.; Lau, S.S;
Valentovic, M.A. S-adenosyl-l-methionine protection of acetaminophen mediated oxidative stress and
identification of hepatic 4-hydroxynonenal protein adducts by mass spectrometry. Toxicol. Appl. Pharmacol.
2014, 281, 174-184. [CrossRef]

7. Jayasooriya, R.G.; Moon, D.O.; Yun, S.G.; Choi, YH.; Asami, Y.; Kim, M.O.; Jang, ].H.; Kim, B.Y.; Ahn, ].S,;
Kim, G.Y. Verrucarin A enhances TRAIL-induced apoptosis via NF-kappaB-mediated Fas overexpression.
Food Chem. Toxicol. 2013, 55, 1-7. [CrossRef]

8. Leng,J.; Wang, Z.; Fu, C.L. NF-«B and AMPK/PI3K/Akt signaling pathways are involved in the protective
effects of Platycodon grandiflorum saponins against acetaminophen-induced acute hepatotoxicity in mice.
Phytother. Res. 2018, 32, 1-12. [CrossRef]

9. Li, W,; Su, X.; Han, Y.; Xu, Q.; Zhang, J.; Wang, Z.; Wang, Y. Maltol, a Maillard reaction product, exerts
anti-tumor efficacy in H22 tumor-bearing mice via improving immune function and inducing apoptosis.
Rsc. Adv. 2015, 5, 101850-101859. [CrossRef]

10. Sha, J.Y,; Zhou, Y.Y,; Yang, ].Y,; Leng, J.; Li, ].H.; Hu, ].N.; Liu, W,; Jiang, S.; Wang, Y.P.; Chen, C; et al.
Maltol (3-hydroxy-2-methyl-4-pyrone) slows D-galactose-induced brain aging process by damping the
Nrf2/HO-1-mediated oxidative stress in mice. J. Agric. Food Chem. 2019. [CrossRef]

11. Anwar-Mohamed, A.; El-Kadi, A.O. Induction of cytochrome P450 1al by the food flavoring agent, maltol.
Toxicol In Vitro 2007, 21, 685-690. [CrossRef]

12.  Krishnakumar, V.; Barathi, D.; Mathammal, R.; Balamani, J.; Jayamani, N. Spectroscopic properties, NLO,
HOMO-LUMO and NBO of maltol. Spectrochim. Acta A Mol. Biomol. Spectrosc. 2014, 121, 245-253. [CrossRef]

13. Kim, Y.B,; Oh, S.H.; Sok, D.E.; Kim, M.R. Neuroprotective effect of maltol against oxidative stress in brain of
mice challenged with kainic acid. Nutr. Neurosci. 2004, 7, 33-39.

14. Wei, A,; Mura, K.;; Shibamoto, T. Antioxidative activity of volatile chemicals extracted from beer.

J. Agric. Food Chem. 2001, 49, 4097-4101. [CrossRef]


http://dx.doi.org/10.1159/000374090
http://www.ncbi.nlm.nih.gov/pubmed/26159260
http://dx.doi.org/10.3727/000000005783983061
http://www.ncbi.nlm.nih.gov/pubmed/16052909
http://www.ncbi.nlm.nih.gov/pubmed/27350943
http://dx.doi.org/10.1081/DMR-200033494
http://www.ncbi.nlm.nih.gov/pubmed/15554248
http://dx.doi.org/10.1016/j.toxlet.2012.08.005
http://dx.doi.org/10.1016/j.taap.2014.08.027
http://dx.doi.org/10.1016/j.fct.2012.12.045
http://dx.doi.org/10.1002/ptr.6160
http://dx.doi.org/10.1039/C5RA17960B
http://dx.doi.org/10.1021/acs.jafc.9b04614
http://dx.doi.org/10.1016/j.tiv.2007.01.003
http://dx.doi.org/10.1016/j.saa.2013.10.068
http://dx.doi.org/10.1021/jf010325e

Antioxidants 2019, 8, 395 14 of 15

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

Mi, X.J.; Hou, J.G,; Jiang, S; Liu, Z.; Tang, S.; Liu, X.X.; Wang, Y.P.; Chen, C.; Wang, Z.; Li, W. Maltol mitigates
thioacetamide-induced liver fibrosis through TGF-betal-mediated activation of PI3K/Akt signaling pathway.
J. Agric. Food Chem. 2019, 67, 1392-1401. [CrossRef]

Liu, W.; Wang, Z.; Hou, ].G.; Zhou, Y.D.; He, Y.F; Jiang, S.; Wang, Y.P; Ren, S.; Li, W. The liver protection
effects of maltol, a flavoring agent, on carbon tetrachloride-induced acute liver injury in mice via inhibiting
apoptosis and inflammatory response. Molecules 2018, 23, 2120. [CrossRef]

Han, Y,; Xu, Q.; Hu, J.N.; Han, X.Y,; Li, W.; Zhao, L.C. Maltol, a food flavoring agent, attenuates acute
alcohol-induced oxidative damage in mice. Nutrients 2015, 7, 682—696. [CrossRef]

Li, W.; Yan, M.H,; Liu, Y,; Liu, Z.; Wang, Z.; Chen, C.; Zhang, ].; Sun, Y.S. Ginsenoside Rg5 ameliorates
cisplatin-induced nephrotoxicity in mice through inhibition of inflammation, oxidative stress, and apoptosis.
Nutrients 2016, 8, 566. [CrossRef]

Li, RY,; Zhang, W.Z,; Yan, X.T.; Hou, ].G.; Wang, Z.; Ding, C.B.; Liu, W.C; Zheng, Y.N.; Chen, C.; Li, Y.R,; et al.
Arginyl-fructosyl-glucose, a major maillard reaction product of red ginseng, attenuates cisplatin-induced
acute kidney injury by regulating nuclear factor kappaB and phosphatidylinositol 3-kinase/protein kinase B
signaling pathways. J. Agric. Food Chem. 2019, 67, 5754-5763. [CrossRef]

Xu, X.Y,; Hu, ].N,; Liu, Z,; Zhang, R.; He, Y.F; Hou, W.; Wang, Z.Q.; Yang, G.; Li, W. Saponins (Ginsenosides)
from the leaves of panax quinquefolius ameliorated acetaminophen-induced hepatotoxicity in mice.
J. Agric. Food Chem. 2017, 65, 3684-3692. [CrossRef]

Yan, X.T.; Sun, Y.S,; Ren, S.; Zhao, L.C.; Liu, W.C.; Chen, C.; Wang, Z.; Li, W. Dietary alpha-mangostin
provides protective effects against acetaminophen-induced hepatotoxicity in mice via Akt/mTOR-mediated
inhibition of autophagy and apoptosis. Int. J. Mol. Sci. 2018, 19, 1335. [CrossRef]

Michael Brown, J.; Ball, ].G.; Wright, M.S.; Van Meter, S.; Valentovic, M.A. Novel protective mechanisms for
S-adenosyl-L-methionine against acetaminophen hepatotoxicity: Improvement of key antioxidant enzymatic
function. Toxicol. Lett. 2012, 212, 320-328. [CrossRef]

Lin, Z.; Wu, E; Lin, S.; Pan, X,; Jin, L.; Lu, T.; Shi, L.; Wang, Y.; Xu, A.; Li, X. Adiponectin protects against
acetaminophen-induced mitochondrial dysfunction and acute liver injury by promoting autophagy in mice.
J. Hepatol. 2014, 61, 825-831. [CrossRef]

Song, Y.; Hong, S.; lizuka, Y.; Kim, C.Y.; Seong, G.J. The neuroprotective effect of maltol against oxidative
stress on rat retinal neuronal cells. Korean J. Ophthalmol. 2015, 29, 58-65. [CrossRef]

Wang, Z.; Hu, J.N,; Yan, M.H,; Xing, J.J.; Liu, W.C,; Li, W. Caspase-mediated anti-apoptotic effect of ginsenoside
Rgb, a main rare ginsenoside, on acetaminophen-induced hepatotoxicity in mice. J. Agric. Food Chem. 2017, 65,
9226-9236. [CrossRef]

Hu, J.N.; Xu, X.Y,; Li, W; Wang, YM.,; Liu, Y,; Wang, Z.; Wang, Y.P. Ginsenoside Rkl ameliorates
paracetamol-induced hepatotoxicity in mice through inhibition of inflammation, oxidative stress, nitrative
stress and apoptosis. J. Ginseng Res. 2019, 43, 10-19. [CrossRef]

McGill, M.R.; Jaeschke, H. Metabolism and disposition of acetaminophen: Recent advances in relation to
hepatotoxicity and diagnosis. Pharm. Res. 2013, 30, 2174-2187. [CrossRef]

Hau, D.K.; Gambari, R.; Wong, R.S.; Yuen, M.C.; Cheng, G.Y.; Tong, C.S.; Zhu, G.Y.; Leung, A.K; Lai, P.B.;
Lau, EY; et al. Phyllanthus urinaria extract attenuates acetaminophen induced hepatotoxicity: Involvement
of cytochrome P450 CYP2E1. Phytomedicine 2009, 16, 751-760. [CrossRef]

Shou, Y; Li, N,; Li, L.; Borowitz, J.L.; Isom, G.E. NF-kappaB-mediated up-regulation of Bcl-X(S) and Bax
contributes to cytochrome c release in cyanide-induced apoptosis. J. Neurochem. 2002, 81, 842-852. [CrossRef]
McGill, M.R;; Sharpe, M.R.; Williams, C.D.; Taha, M.; Curry, S.C.; Jaeschke, H. The mechanism underlying
acetaminophen-induced hepatotoxicity in humans and mice involves mitochondrial damage and nuclear
DNA fragmentation. J. Clin. Invest. 2012, 122, 1574-1583. [CrossRef]

Jaeschke, H.; Duan, L.; Akakpo, J.Y.; Farhood, A.; Ramachandran, A. The role of apoptosis in acetaminophen
hepatotoxicity. Food Chem. Toxicol. 2018, 118, 709-718. [CrossRef] [PubMed]

Hetz, C. BCL-2 protein family. Essential regulators of cell death. Preface. Adv. Exp. Med. Biol. 2010, 687,
vii—viii. [PubMed]

Moshari, S.; Nejati, V.; Najafi, G.; Razi, M. Nanomicelle curcumin-induced DNA fragmentation in testicular
tissue; Correlation between mitochondria dependent apoptosis and failed PCNA-related hemostasis.
Acta Histochem. 2017, 119, 372-381. [CrossRef] [PubMed]


http://dx.doi.org/10.1021/acs.jafc.8b05943
http://dx.doi.org/10.3390/molecules23092120
http://dx.doi.org/10.3390/nu7010682
http://dx.doi.org/10.3390/nu8090566
http://dx.doi.org/10.1021/acs.jafc.9b00540
http://dx.doi.org/10.1021/acs.jafc.7b00610
http://dx.doi.org/10.3390/ijms19051335
http://dx.doi.org/10.1016/j.toxlet.2012.05.018
http://dx.doi.org/10.1016/j.jhep.2014.05.033
http://dx.doi.org/10.3341/kjo.2015.29.1.58
http://dx.doi.org/10.1021/acs.jafc.7b03361
http://dx.doi.org/10.1016/j.jgr.2017.07.003
http://dx.doi.org/10.1007/s11095-013-1007-6
http://dx.doi.org/10.1016/j.phymed.2009.01.008
http://dx.doi.org/10.1046/j.1471-4159.2002.00880.x
http://dx.doi.org/10.1172/JCI59755
http://dx.doi.org/10.1016/j.fct.2018.06.025
http://www.ncbi.nlm.nih.gov/pubmed/29920288
http://www.ncbi.nlm.nih.gov/pubmed/20919634
http://dx.doi.org/10.1016/j.acthis.2017.03.007
http://www.ncbi.nlm.nih.gov/pubmed/28385400

Antioxidants 2019, 8, 395 15 of 15

34.

35.

36.

37.

38.

39.

40.

41.

Arthur, M.].; Bentley, L.S.; Tanner, A.R.; Saunders, PK.; Millward-Sadler, G.H.; Wright, R. Oxygen-derived
free radicals promote hepatic injury in the rat. Gastroenterology 1985, 89, 1114-1122. [CrossRef]

Jaeschke, H. Reactive oxygen and mechanisms of inflammatory liver injury: Present concepts. J. Gastroenterol.
Hepatol. 2011, 26, 173-179. [CrossRef] [PubMed]

Luo, J.L.; Kamata, H.; Karin, M. IKK/NF-kappaB signaling: Balancing life and death—A new approach to
cancer therapy. J. Clin. Invest. 2005, 115, 2625-2632. [CrossRef]

Robinson, S.M.; Mann, D.A. Role of nuclear factor kappaB in liver health and disease. Clin. Sci. 2010, 118,
691-705. [CrossRef]

Bieghs, V.; Trautwein, C. The innate immune response during liver inflammation and metabolic disease.
Trends Immunol. 2013, 34, 446-452. [CrossRef]

Yu, L; She, T.; Li, M,; Shi, C.; Han, L.; Cheng, M. Tetramethylpyrazine inhibits angiotensin II-induced
cardiomyocyte hypertrophy and tumor necrosis factor-alpha secretion through an NF-kappaB-dependent
mechanism. Int. |. Mol. Med. 2013, 32, 717-722. [CrossRef]

Rasul, A.; Ding, C.; Li, X.; Khan, M.; Yi, E; Ali, M.; Ma, T. Dracorhodin perchlorate inhibits PI3K/Akt and
NF-kappaB activation, up-regulates the expression of p53, and enhances apoptosis. Apoptosis 2012, 17,
1104-1119. [CrossRef]

Wang, L.; Zhang, S.; Cheng, H.; Lv, H.; Cheng, G.; Ci, X. Nrf2-mediated liver protection by esculentoside A
against acetaminophen toxicity through the AMPK/Akt/GSK3 pathway. Free Radic. Biol. Med. 2016, 101,
401-412. [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/10.1016/0016-5085(85)90218-5
http://dx.doi.org/10.1111/j.1440-1746.2010.06592.x
http://www.ncbi.nlm.nih.gov/pubmed/21199529
http://dx.doi.org/10.1172/JCI26322
http://dx.doi.org/10.1042/CS20090549
http://dx.doi.org/10.1016/j.it.2013.04.005
http://dx.doi.org/10.3892/ijmm.2013.1436
http://dx.doi.org/10.1007/s10495-012-0742-1
http://dx.doi.org/10.1016/j.freeradbiomed.2016.11.009
http://www.ncbi.nlm.nih.gov/pubmed/27836781
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Chemicals and Reagents 
	Animal Experiments 
	Analysis of ALT and AST Biochemical Markers 
	Analysis of GSH, SOD, and MDA Oxidative Markers 
	Analysis of TNF- and IL-1 Inflammation Markers 
	Histopathological Examination 
	Hoechst 33258 Staining 
	Immunohistochemistry and Immunofluorescence Staining 
	Western Blot Analysis 
	Statistical Analysis 

	Results 
	Maltol Ameliorated APAP-Induced Hepatic Dysfunction 
	Maltol Mitigated APAP-Induced Oxidative Stress Injury 
	Maltol Mitigated APAP-Induced Liver Histopathological Changes 
	Maltol Mitigated APAP-Induced Apoptosis 
	Maltol Mitigated APAP-Induced Inflammatory Responses 
	Maltol Regulated the PI3K/Akt Signaling Pathway 

	Discussion 
	Conclusions 
	References

