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ABSTRACT: Usnic acid, a lichen metabolite, is used as a dietary supplement for weight loss. However, clinical studies have
shown that usnic acid causes hepatotoxicity. The present study aims to investigate the mechanism of usnic acid hepatotoxicity in
vivo. Two-dimensional gel electrophoresis coupled with matrix-assisted laser desorption/ionization time-of-flight mass
spectrometry was used to analyze the expression profiles of differentially regulated and expressed proteins in rat liver after
usnic acid administration. The results reveal the differential expression of 10 proteins in usnic-acid-treated rats compared to the
normal controls. These proteins are associated with oxidative stress, lipid metabolism, and several other molecular pathways. The
endoplasmic reticulum and mitochondria may be the primary targets of usnic-acid-induced hepatotoxicity.
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■ INTRODUCTION

Obesity is increasingly becoming a global concern. Con-
sequently, the number of natural products being used for their
weight reduction effects is also increasing. Of these, fat burners
are believed to raise metabolism, which, in turn, accelerates
weight loss.1 Usnic acid [2,6-diacetyl-7,9-dihydroxy-8,9b-
dimethyl-1,3(2H,9bH)-dibenzo-furandione] is one of the
most abundant and secondary metabolites of several lichen
species.2 It has two optical enantiomers, namely, (+) and (−),
both of which exhibit similar physicochemical properties and
unique biological properties.3 Usnic acid has been traditionally
used as an antimicrobial agent.4,5 It is resistant to non-
tuberculous mycobacteria and Mycobacterium tuberculosis,6

dental plaque biofilm,7 alga Scenedesmus,8 and Helicobacter
pylori.9 The experimental antiproliferative and cytotoxic effects5

of usnic acid significantly inhibited the proliferation and growth
of two different human cancer cell lines.10 Aside from the
medical and cosmetic value of usnic acid in burn healing11 and
ultraviolet (UV)-radiation protection,12 usnic acid is also widely
used in fat-burning agents and as a food additive.4 However,
long-term treatment of usnic acid can result in serious side
effects, particularly fulminant hepatic failure.4,13 Unfortunately,
the mechanisms of hepatotoxicity of usnic acid remain
unknown.
Recent studies have shown that usnic acid reduces the

viability of primary hepatocytes in rats.14 Furthermore,
hepatotoxicity was observed in mice orally treated with usnic
acid.15 In the present study, we investigated the possible
mechanisms of usnic-acid-induced hepatotoxicity via two-
dimensional gel electrophoresis (2DE) coupled with matrix-
assisted laser desorption/ionization time-of-flight mass spec-
trometry (MALDI−TOF MS).

■ MATERIALS AND METHODS
Chemicals. (+)-Usnic acid was purchased from Lion Biological

Technology Co., Ltd. (Zhengzhou, China, purity > 99%). The
structure is shown in Figure 1.

Materials. A protease inhibitor cocktail was purchased from
Amresco (Solon, OH). The 2D cleanup kit was obtained from GE
Healthcare (Amersham, Freiburg, Germany). Bovine serum albumin
(BSA) was obtained from Sigma (St. Louis, MO). Sodium acetate,
silver nitrate, and iodoacetamide were purchased from Hangzhou
HaoTian Biotechnology Co., Ltd. (Hangzhou, China). Glycine,
acrylamide, N ,N′-methylenebisacrylamide, glycerol , tr is-
(hydroxymethyl)aminomethane (Tris), bromophenol blue, sodium
dodecyl sulfate (SDS), ammonium persulfate (AP), N,N,N′,N′-
tetramethylethyldiamide (TEMED), 1,4-dithiothreitol (DTT), 3-3-1-
propane-sulfonate (CHAPS), carbamide (urea), ethylenediaminetetra-
acetic acid (EDTA), sodium carbonate, agarose, and sodium
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Figure 1. Chemical structural of (+)-usnic acid.
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thiosulfate were purchased from Shanghai Biotech Co., Ltd. (Shanghai,
China). All other reagents were of analytical grade.
Animal Treatment Protocol. A total of 16 male Wistar rats

(280−300 g, Silaike Co., Shanghai, China) were used. All rats were
housed in cages in an environmentally controlled room. The rats were
provided with standard chow and water ad libitum. The experimental
procedures conform to the Guide for the Care and Use of Laboratory
Animals (National Academy Press, Washington, D.C.) and the Animal
Care and Use Committee of Zhejiang University. Usnic acid was
dissolved in 1% carboxymethyl cellulose (CMC). The rats were
divided equally into four groups, namely, normal control (NC), vehicle
control (VC) (1% CMC, i.g.), low dose (LD) (100 mg kg−1 day−1

usnic acid, i.g.), and high dose (HD) (240 mg kg−1 day−1 usnic acid,
i.g.). All animals were weighed and oral-gavaged once daily with a 1
mL/100 g dose of usnic acid. Liver samples were obtained and stored
in 10% formaldehyde solution for histopathological examination or at
−80 °C for proteomic analysis after 10 days of treatment. Notably, 2
rats in the HD group died just before sacrifice. We took their liver
samples as well.
Histopathology. The liver samples were stained with hematoxylin

and eosin (H&E). After fixation, the liver was embedded in paraffin
and sectioned at 5 μm intervals. The tissue sections were repeatedly
washed with decreasing concentrations of ethanol prior to feosin
staining. The liver was then mounted, and its morphology was
examined and imaged via microscopy (DMI6000 B microscope, Leica,
Wetzlar, Germany).
Sample Preparation. The liver samples were smashed on ice and

homogenized in a lysis buffer consisting of 8 mol/L urea, 2 mol/L
thiourea, 4% CHAPS, 10 mmol/L Tris, and 5 μL/10 mL protease
inhibitor cocktail. The resulting homogenates were centrifuged at 4 °C
for 20 min. The supernate was removed, desalted with the 2D Cleanup
Kit, and stored at −80 °C.
2DE. There were 4 groups and 4 animals in each group. The liver

sample from each animal was performed by 2DE analysis. 2DE was
performed as previously reported.16,17 In the first-dimensional
separation, 80 μg of protein was applied on an immobilized 24 cm
nonlinear gradient strip (Amersham Biosciences) at pH 3−10. The
strips were active during rehydration [rehydration solution: 2%
CHAPS, 0.5% immobilized pH gradient (IPG) buffer, 0.02%
bromophenol blue, 8 M urea, and 2.8 mg/mL DTT] for 12 h at 30
V in a hydration buffer. Focusing was performed under a pressure
increase to 73 kV h.
The strips were then equilibrated in 30% (v/v) glycerol, 2% (w/v)

SDS, 0.002% bromophenol blue, 50 mM Tris-HCl buffer (pH 8.8), 6
M urea, and 10 mg/mL DTT for 15 min. After the first equilibration,
the strips were equilibrated in the second equilibration buffer for 15
min, in which DTT was replaced with 25 mg/mL iodoacetamide. In
the second-dimensional separation, the strip was applied to a 12%
SDS−polyacrylamide gel (200 × 260 × 1 mm3) overlaid with agarose
gel (0.5% agarose and 0.002% bromophenol blue in a standard SDS
running buffer). The gels were run on an Ettan DALTsix
electrophoresis system (Amersham Biosciences) at 5 W/gel for 1 h
and then at 20 W/gel until bromophenol blue reached the bottom of
the gel. The 2DE gels were silver-stained using previously described
methods17 but with modifications.
Quantitative Gel Pattern Analysis. The silver-stained gels were

digitized using a Powerlook 2100XL (Umax, Hanchu, Taiwan)
scanner. The gel images were analyzed using the Image Master 2D
Platinum software (version 5, Amersham Biosciences, Piscataway, NJ).
The intensity of the spot (%) represents the percentage of a protein in
the total proteins. The cutoff for the differentially expressed proteins is
1.5-fold.
MALDI−TOF MS for Protein Identification. MALDI−TOF MS

was performed as previously described.17 In brief, the silver-stained
proteins in the gels were cut out, destained, and digested with trypsin.
The masses of the resulting peptides were determined using a 4700
Proteomics Analyzer (TOF/TOF) (Applied Biosystems, Foster City,
CA). The peptide mass search was performed against an NCBInr2009
database using the GPS Explorer software (Applied Biosystems, Foster
City, CA).

Western Blot Analysis of Differentially Expressed Proteins.
Western blot was performed to confirm the quantitative changes in
each identified protein. Three individual liver samples from each group
were performed. The presence of heat-shock protein 60 (HSP60),
apolipoprotein A-I (Apo A-I), mitogen-activated protein kinase
activator with WD-repeat binding protein (MAWDBP), and trans-
thyretin (TTR) was verified, and β-actin expression was used as an
internal control. HSP60, Apo A-I, and MAWDBP were separated using
12% SDS−polyacrylamide gels and electrotransferred to nitrocellulose
membranes (Bio-Rad Laboratories, Hercules, CA). TTR was separated
by 15% SDS−polyacrylamide gel and transferred to a polyvinylidene
fluoride (PVDF) membrane using the iBlot dry blotting system
(Invitrogen, Carlsbad, CA). After the membranes were blocked for 2 h
at room temperature, they were incubated overnight at 4 °C with
primary antibodies: mouse anti-HSP60 (1:100; Sigma, St. Louis, MO),
rabbit anti-Apo A-I (1:250; Bioss, Beijing, China), rabbit anti-
MAWDBP (1:200; Bioss, Beijing, China), rabbit anti-TTR (1:200;
Bioss, Beijing, China), and mouse anti-actin (1:1000; Santa Cruz, CA).
The membranes were then washed and incubated with the
corresponding horseradish peroxidase (HRP)-conjugated secondary
antibodies at a 1:8000 dilution for 1.5 h at room temperature. Protein
bands were visualized using the Immobilon Western Chemilumines-
cent HRP Substrate (Millipore Corporation) and captured on an X-ray
film.

Data Analysis. All values are expressed as the mean ± standard
deviation (SD). The difference in means between groups was
determined using one-way analysis of variation (ANOVA). Values
with p < 0.05 were considered statistically significant. All statistical
analyses were performed using Minitab 14 (Mintab, Inc., State
College, PA).

■ RESULTS AND DISCUSSION
Histopathology. HE staining was performed on the liver

tissues for the histopathological observation. Normal liver
morphology was observed in the VC group (Figure 2A). In the
LD group (Figure 2B), a large number of hepatocytes were
swollen and only a few displayed mild cytoplasmic vacuolation.
In the HD group (Figure 2C), the hepatocytes exhibited
widespread vacuolation degeneration and some hepatocytes
showed hydropic degeneration.

2DE and MS Analysis. The liver proteins from rats treated
with and without usnic acid were analyzed via 2DE. The
protein abundance, which represents the relative intensity of
the spots, was determined using the Image Master 2D
Platinum. The means of the protein spots of the NC, VC,
LD, and HD groups were 1189, 1060, 1187, and 1192,
respectively. The differential protein spots are shown in Figure
3. Several protein spots that showed significant changes, such as
those of HSP60, MAWDBP, endoplasmic reticulum protein 29
(ERp29), and peroxiredoxin 4 (Prx4), are shown in Figure 4.
A total of 10 protein spots dynamically changed after

treatment with usnic acid. These markedly altered protein spots
were excised from the 2DE gels and subjected to in-gel trypsin
digestion for MALDI−TOF MS analysis. Among these
differential proteins, six proteins were upregulated, including
HSP60, glucose-regulated protein 75 (Grp75), MAWDBP,
albumin, Apo A-I, and ferritin light chain. A total of four
proteins were downregulated, namely, TTR, catechol-O-
methyltransferase (COMT), ERp29, and Prx4 (Table 1).
Heat-shock proteins (HSPs) were detected in all organisms.

These proteins were considered to be a family of highly
conserved cellular chaperones that play key roles in the
assembly, folding, and transport of proteins.18 HSPs were
induced under various abnormal conditions, such as oxidative
stress,19 which was regarded as the mechanism of toxicity of
numerous chemicals.20 HSP60 was known as a mitochondrial
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protein21 and plays an important role in the folding of key
proteins, promotion of the proper assembly, and refolding of
unfolded polypeptides generated under stress conditions in the
mitochondria. In their proteomics study, Meneses-Lorente et
al.22 demonstrated that HSP60 was upregulated in rat liver after
hepatocellular steatosis. Rezzani et al.23 also showed that

HSP60 levels increased in rat liver after cyclosporine A
treatment. In the present study, HSP60 was also significantly
upregulated in hepatocytes. The results indicated that the
mechanism of hepatotoxicity of usnic acid may be through
oxidative stress in the mitochondria.
MAWDBP was first identified as a binding partner of

MAWD in 2001.24 The downregulation of MAWDBP was
reported in ethanol-fed25 and diethyl-maleate-treated rat liver.26

Its upregulation was also observed in streptozotocin-induced
diabetic rat pancreas.27 However, its detailed biological function
and mechanisms remain unclear. In our findings, MAWDBP
expression in rat liver significantly increased after usnic acid
treatment. These results suggest that MAWDBP plays an
important role in disrupting cellular homeostasis.
High-density lipoprotein (HDL) cholesterol levels were

inversely related to the incidence rate of coronary heart disease.
The increase in endogenous Apo A-I synthesis augmented the
circulating HDL particles, which facilitated the movement of
cholesterol mobilization.28 Apo A-I removed excess cholesterol
from tissues by acting as a co-factor for lecithin cholesterol
acyltransferase.29 Degoma et al. revealed that Apo A-I plays a
key role in the treatment of atherothrombotic cardiovascular
diseases.30 Cho et al. showed that Apo A-I plays an important
role in low trans-structured fats.31 Usnic acid has been reported
to upregulate several genes involved in fatty acid oxidation in
mice.32 In our findings, usnic acid treatment increased the Apo
A-I levels in hepatocytes. This phenomenon may be correlated
with the fat-burning effect of usnic acid.
The endoplasmic reticulum (ER) was a multifunctional

organelle and played crucial roles in synthesizing secretory
proteins and mobilizing calcium stores.33 ERp29 was widely
believed to be abundantly and ubiquitously expressed in the ER
of animal cells. ERp29 was characterized in the tooth-enamel-
producing cells and recognized as a general folding assistant for
secretory proteins.34 Shnyder et al. suggested that ERp29 was
primarily involved in the early phases of secretory protein
processing.34 In the current study, ERp29 was significantly
decreased in the usnic-acid-treated HD group compared to the
NC group. The downregulation of ERp29 occurred because of

Figure 2. Histopathological examination. Micrographs of H&E
staining for the (A) VC, (B) LD, and (C) HD groups. In the VC
group, no obvious damages were detected. In the LD group,
hepatocytes exhibited swollen (arrow) and mild cytoplasmic
vacuolation (arrowhead). In the HD group, hepatocytes exhibited
vacuolation degeneration (arrow) and hydropic degeneration (arrow-
head). Magnification, 400×. The scale bar is 50 μm.

Figure 3. Representative 2D gel map of the rat liver sample. Proteins
were stained by silver. Differential proteins were marked by an arrow
and identified by MALDI−TOF MS. Numbered spots were identified
and listed in Table 1.
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ER stress.35 ER and ERp29 are therefore potentially involved in
the metabolic processes of usnic acid.
Peroxiredoxins (Prxs) were a family of multifunctional redox

proteins with thioredoxin-dependent peroxidases that catalyze
the reduction of peroxides and peroxynitrite.36 Prx4 acts as a
regulatory factor for nuclear factor κB (NF-κB) within the
cells.37 It is an ER-resident protein38 and present in most
tissues as a secretory protein.39 Iuchi et al. showed that

spermatogenic cells are more prone to death under oxidative
damage without Prx4 compared to their wild-type counter-
parts.40 Our results indicate that the Prx4 levels in rat
hepatocytes dramatically declined after usnic acid adminis-
tration, suggesting that Prx4 secretion may be perturbed by
usnic acid.

Western Blot Validation. Western blot was used to verify
the differentially expressed proteins that were identified via MS.

Figure 4. Some examples of differential proteins in NC, VC, LD, and HD groups. Data are expressed as the mean ± SD (n = 4 for each experimental
group). (∗) p < 0.05 versus NC. (∗∗) p < 0.01 versus NC.

Table 1. Characterization of the Identified Altered Proteins of Rat Liver

relative spot intensity percentage (NC, 100)

spot
numbera

protein
identity

NCBI
accession
number

experimental values
(theoretical values) pI/kDa

peptide
count

percentage of
coverage (%) score VC LD HD

1 TTR 136467 5.77/16 (5.08/16) 8 96.6 208 113 ± 66.5 86 ± 36.6 52 ± 29.3
2 COMT 209156404 5.11/25 (5.01/29) 5 34.5 69 82 ± 33.1 85 ± 32.1 39 ± 10.2
3 HSP60 56383 5.91/61 (5.69/62) 18 45.2 333 130 ± 39.3 114 ± 37.2 152 ± 26.4b

4 Grp75 1000439 5.87/74 (5.57/69) 22 43.6 462 100 ± 26.7 74 ± 41.0 117 ± 39.2
5 ERp29 16758848 6.23/29 (6.78/29) 6 27.3 137 95 ± 31.8 91 ± 13.7 71 ± 10.8*
6 MAWDBP 19743770 6.54/32 (6.53/32) 8 38.5 79 145 ± 63.0 217 ± 78.4 269 ± 36.7c

7 Prx4 16758274 6.18/31 (6.67/31) 6 27.1 124 88 ± 14.8 76 ± 22.4 48 ± 11.8c

8 albumin 149033753 6.09/69 (5.92/69) 10 22.0 106 98 ± 28.8 102 ± 42.4 147 ± 74.9
9 Apo A-I 2145143 5.51/30 (5.38/30) 11 44.6 68 63 ± 8.4 97 ± 52.5 122 ± 27.1
10 ferritin light

chain
204123 5.99/21 (5.72/28) 7 51.9 304 69 ± 9.7 72 ± 15.3 128 ± 28.6

aThe marked spot number. bp < 0.05 compared to the NC group. cp < 0.01 compared to the NC group.
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HSP60, Apo A-I, MAWDBP, and TTR were selected and
subjected to western blot analysis. Figure 5 shows the western

blot bands of HSP60, Apo A-I, MAWDBP, TTR, and β-actin in
the liver. The HSP60, Apo A-I, and MAWDBP levels in the
usnic-acid-treated HD group increased compared to those in
the NC group. The TTR level decreased in the HD group
compared to the NC group. These results were consistent with
the 2DE data.
An in vitro study showed that usnic acid induces

cytotoxicity,14 oxidative stress,41 uncoupling of oxidative
phosphorylation,5 and cell membrane damage in hepatocytes.42

Our in vivo study shows that cytotoxicity and oxidative stress
were involved in usnic-acid-induced hepatotoxicity. Moreover,
previous studies from our laboratory had shown that usnic acid
administration led to toxicity in rat liver.43 Lu et al. showed that
usnic acid can induce mitochondrial uncoupling, inhibit
mitochondrial function, induce oxidative stress, and eventually
lead to cell death.43 In the present study, usnic acid modulated
a mass of proteins involved in oxidative stress, lipid metabolism,
apoptosis, and some currently unknown processes. Our study
suggested that the ER and mitochondria were the primary
targets of usnic acid. The downregulation of Prx4 may be
related to apoptosis because of its regulatory effect on NF-κB.
Furthermore, the lipid metabolism function of usnic acid may
be a result of the upregulation of Apo A-I. Although the usnic-
acid-treated rat livers did not exhibit significant changes

according to the proteomics approach, the results obtained
from this study are nonetheless valuable. The interaction
between the aforementioned proteins and the precise
mechanism of usnic acid in vivo require further investigation.
In addition, genomic, transcriptomic, and metabonomic data
should be integrated using computational approaches.
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