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Effects of soy protein on alcoholic liver disease in rats undergoing ethanol withdrawal
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Abstract

Objective: This investigation attempted to clarify the effects of soy protein on alcoholic liver disease (ALD) in rats undergoing ethanol withdrawal.
Methods: Alcoholic liver disease was induced in rats by administration of a low-carbohydrate ethanol liquid diet for 12 weeks, after which the ethanol was
withdrawn and the rats were divided into two experimental groups: a control group (EC group) and a soy protein group (EP group) for 4 weeks.
Results: After the 12-week ALD-inducing period, the ethanol group had significantly higher hepatic lipid accumulation, oxidative stress and inflammation. We
found that the EP group had significantly lower hepatic lipids, malondialdehyde, tumor necrosis factor-α, interleukin (IL)-1β, IL-6, hydroxyproline levels and
myeloperoxidase activity compared to the EC group. Moreover, the fecal total cholesterol and total lipids were higher in the EP group. Expression of the hepatic
cytochrome P450 2E1 (CYP2E1) protein in the EP group was significantly lower than that in the EC group, and the hepatic peroxisome proliferator-activated
receptor (PPAR) α and cytochrome P450 4A (CYP4A) protein expressions in the EP group were significantly higher than those in the EC group. In the
histopathological analysis, we also found that soy protein ameliorated fat accumulation in the liver.
Conclusion: These results suggest that soy protein may improve alcohol-induced lipid accumulation, oxidative stress and inflammation by decreasing
proinflammatory cytokines and CYP2E1 protein expression and by increasing PPARα and CYP4A protein expressions and fecal lipid excretion, thereby producing
beneficial effects on ALD during ethanol withdrawal.
© 2012 Elsevier Inc. All rights reserved.
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1. Introduction

Alcoholic liver disease (ALD) is a result of long-term alcohol
consumption [1] and involves a fatty liver, steatosis, fibrosis and
cirrhosis [2]. Ethanol induces hepatic fat accumulation, tissue damage
and liver dysfunction [3]. Recent studies indicated that ethanol may
suppress peroxisome proliferator-activated receptor (PPAR) α expres-
sion, reduce theβ-oxidationof fatty acidsand lead to anaccumulationof
triglycerides in the liver [4]. In PPARα-knockout mice, ethanol
treatment caused liver hypertrophy, impairment of hepatocytes,
reduction of antioxidative enzyme activities and elevations of mal-
ondialdehyde (MDA) and steatosis [5]; PPARα agonists were able to
ameliorate ethanol-induced liver damage and steatosis [6]. In addition,
inhibition of PPARα expression by ethanol may also repress hepatic
cytochrome P450 4A (CYP4A) expression and inhibit fatty acid
oxidation of peroxisomes, which leads to lipotoxicity [7].

Ethanol-induced lipid peroxidation and liver pathological changes
are highly related to hepatic cytochrome P450 2E1 (CYP2E1)
expression. Ethanol consumption activates the microsomal ethanol-
oxidizing system (MEOS) and induces the expression of CYP2E1 to
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produce free radicals that impair liver function [2]. In addition,
ethanol impairs the intestinal barrier and increases circulatory
endotoxin level that activates Kupffer cells to produce cytokines
that promote inflammatory reactions [8]. Ethanol also increases
myeloperoxidase (MPO) activity and the hydroxyproline concentra-
tion, a marker of liver fibrosis at an early stage, in rats [9].

Soybean and soy-related products are important sources of plant
protein in Asia [10]. Recent studies indicated that soybean contains
many bioactive components such as soy protein and soy isoflavones
that possess biophysiological effects. Soy proteinwas demonstrated to
improve lipid profiles, modulate inflammatory reactions, reduce lipid
peroxidation, ameliorate steatosis and so on [11]. The objective of the
present study was to investigate whether soy protein consumption
has beneficial effects on recovery during alcohol withdrawal in rats
administered a low-carbohydrate ethanol liquid diet to induced ALD.
2. Materials and methods

2.1. Animals, diets and experimental design

Forty-six male Wistar rats (6 weeks old) were purchased from the National
Laboratory Animal Breeding and Research Center (Taipei, Taiwan). Investigators at the
Taipei Medical University Laboratory Animal Center followed the protocols described in
theGuide for the Care and Use of Laboratory Animals. Animals were fed a standard rat chow
diet (Rodent Laboratory Chow 5001, PurinaMills, St. Louis, MO, USA) for 1week and then
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fed a control liquiddiet for 1week to acclimate themto a liquiddiet. Alcoholic liver disease
was induced in rats for 12weeks, and then theywere fedadiet containing soyprotein for4
weeks. In the ALD-inducing period of the study, rats were divided into two groups and
pair-fed on an isoenergetic basis for 12 weeks with low-carbohydrate liquid diets that
contained 40% carbohydrates (control liquid diet group, C group, n=18) or 5.5%
carbohydrate plus 34.5% ethanol (ethanol liquid diet group, E group, n=28), as previously
described [12] (Table 1). After the ALD-inducing period, eight rats of each group were
sacrificed to confirm the animal model of ALD. In the withdrawal period, ethanol was
withdrawn from rats of the E group, which was divided into two groups: rats fed the
control liquid diet (EC group, n=10) and rats fed a control liquid diet containing soy
protein isolate (containing 3.91mg/g isoflavones; Fujioil Co., Osaka, Japan) as a substitute
for casein (EP group, n=10) for 4 weeks (Table 1); the C group continued to be fed the
control liquid diet. During this period, food was provided ad libitum. The bodyweight and
food intakewere recorded daily. At the end of the soy protein experimental period, all rats
were sacrificed, and blood and liver samples were collected for analysis.
2.2. Blood collection and analysis

After 12 and 16 weeks, rats were killed after 12-h fasting by withdrawing blood
from the interior vena cava into tubes containing an anticoagulant. Blood samples were
immediately centrifuged, and the plasma was stored at −80°C until being analyzed.
Plasma total cholesterol, triglycerides, free fatty acid, alanine aminotransferase (ALT)
and aspartate aminotransferase (AST) were determined using a Hitachi 7170
autoanalyzer (Tokyo, Japan).
2.3. Liver analysis

Liver lipids were extracted by chloroform and methanol. Total cholesterol,
triglyceride and free fatty acid concentrations in the liver were determined using
diagnostic kits (Randox Laboratories, Antrim, UK).

To determine MDA levels, the liver was homogenized in the buffer containing
0.25M sucrose, 1 mM EDTA and 10mM Tris-HCl. After centrifugation, the supernatants
were stored at −80°C. The MDA in the liver was measured by the thiobarbituric acid
reactive substance method [13].

To determine cytokine concentrations in the liver, samples were homogenized in
buffer containing 50 mM Tris-base, 150 mM NaCl and 1% Triton-X 100. After
centrifugation, the supernatants were stored at −80°C. The liver level of tumor
necrosis factor (TNF)-α was measured with an enzyme-linked immunosorbent assay
kit (ELISA; rat TNF-α/TNFSF1A, R&D Systems, USA). Liver interleukin (IL)-1β and IL-6
levels were measured using an ELISA kit (Rat IL-1β and Rat IL-6, DuoSet ELISA
Development System; R&D systems).

To measure MPO activity, the liver was homogenized in buffer containing 0.5%
hexadecyltrimethyl ammonium bromide. The homogenate was analyzed according to
a previously described method [14]. After centrifugation, the supernatants were stored
at −80°C. Hydroxyproline, an indicator of fibrosis, was also measured as previously
described [15].
Table 1
Diet composition of different experimental diets

g/L C E EC EP

Casein 41.4 41.4 41.4 -
L-Cystine 0.5 0.5 0.5 0.5
DL-Methionine 0.3 0.3 0.3 0.3
Corn oil 17.3 17.3 17.3 17.3
Olive oil 28.4 28.4 28.4 28.4
Safflower oil 2.7 2.7 2.7 2.7
Dextrin–maltose 98 13.5 98 98
Choline bitartrate 0.53 0.53 0.53 0.53
Cellulose 10 10 10 10
Xanthan gum 3.0 3.0 3.0 3.0
Vitamin mixture 2.2 2.2 2.2 2.2
Mineral mixture 7.7 7.7 7.7 7.7
Ethanol - 48.3 - -
SPI - - - 41.4

SPI, Soy protein isolate. C group: control liquid diet, E group: low-carbohydrate ethanol
liquid diet, EC group: ethanol withdrawal control liquid diet, EP group: ethanol
withdrawal soy protein isolate liquid diet. Casein (high-N), cellulose (nonnutritive
bulk), mineral mixture (AIN-93M), vitamin mixture (AIN-93M), cystine, methionine
and choline bitartrate were from the ICN Biochemicals (Aurora, OH, USA). Dextrin was
from the Corn Products International, Inc. (Westchester, IL, USA). Corn oil and olive oil
were from the God-Bene Co., Ltd. (Yunlin, Taiwan). Safflower oil was from Taiwan
Sugar Co. (Taipei, Taiwan). Ethanol was from J.T. Backer. Xanthan gumwas from Sigma.
Soy protein isolate was from Fuji oil Co., Ltd. (Fujipro, Osaka, Japan).
2.4. Western blotting

2.4.1. CYP2E1 and CYP4A
The liver was homogenized in buffer containing 0.25 M sucrose, 10 mM Tri-HCl and

0.25 mM phenylmethylsulfonyl fluoride (pH 7.4). The homogenate was centrifuged at
10,000g for 20min at 4°C. The supernatantwas transferred to anew tube and centrifuged at
105,000g for 60minat4°C to separate themicrosomes. Themicrosomalpelletwasdissolved
in 50 mM potassium phosphate buffer containing 1 mM EDTA and 1 mM DTT (pH 7.4).

2.4.2. PPARα
The liver was homogenized in RIPA buffer containing 50 mM Tris-HCl, 150 mM

NaCl, 0.1% sodium dodecylsulfate (SDS) and 1% NP-40 (pH 7.5) and then placed in an
ice bath for 30 min. After centrifugation, the supernatant was stored at −80°C.

Western blotting was performed to evaluate levels of CYP2E1, CYP4A and PPARα
using appropriate antibodies, followed by a horseradish peroxidase (HRP)-conjugated
secondary antibody.

Samples containing 50 μg protein were separated on a 12.5% SDS-polyacrylamide
gel and transferred onto a nitrocellulose membrane (Amersham Biosciences, Little
Chalfont, Bucks, UK). Nonspecific binding sites were blocked by overnight incubation of
the membranes at 4°C in a 5% nonfat milk solution.

Afterwashingwith PBS/Tween-20,membraneswere incubatedwith amouse CYP2E1
monoclonal antibody (mAb; 1:1000 dilution, Oxford PM32), a rabbit CYP4A polyclonal
antibody (pAb; 1:1000 dilution, ABR PA3-033) or a mouse PPARα pAb (1:500 dilution,
Santa Cruz, CA, USA) at room temperature for 2, 1 and 2 h, followed by incubationwith an
HRP-conjugated anti-mouse antibody (1:5000 dilution, Chemicon AP124P) for
CYP2E1and PPARα and an anti-rabbit antibody (1:5000 dilution, Amersham) for CYP4A.
Membranes were then washed, and the immune complex was developed using a
chemiluminescence detection system (ECL,Western lighting, PerkinElmer). Equal loading
of the total protein was verified using a commercially available mAb against GAPDH, and
the results are expressed as the ratio of protein to GAPDH.

2.5. Fecal cholesterol, bile acid and total lipid levels

Fecal sampleswere collected for 1 day at 12 and16weeks, dried for 48 h and stored at
−80°C until being analyzed. Fecal lipids were extracted by chloroform and methanol.
Fecal bile acid was extracted by methanol. Fecal neutral steroids and bile acids
concentrations were analyzed with commercial kits (Randox Laboratories, Antrim, UK).
Total lipids were determined using commercial kits (Fortress BXC0263, UK).

2.6. Histological analysis

The dissected livers of the rats were fixed in formaldehyde. Samples were stained
with hematoxylin and eosin. Biopsies were examined by a pathologist on a blinded
basis. To evaluate the fatty change, the liver was observed at ×200magnification with a
scale. Degrees of fatty liver were assessed by a pathologist.

2.7. Statistical analysis

Data were analyzed by two-way analysis of variance and Tukey method using the
Statistical Analysis System (SAS Institute, Cary, NC, USA). Results are expressed as the
mean and S.E.M. A P value of b.05 was taken as the level of statistical significance.

3. Results

3.1. Ethanol intake, food intake and body weight

In the ALD-inducingperiod, the average energy intake of theC group
was 81.9±0.4 kcal/day, and that of the E group was 82.8±0.8 kcal/day.
Therewasnodifference in the energy intake between these two groups.
In thewithdrawal period, the average energy of the three groupswas as
follow: C group (76.0±1.8 kcal/day), EC group (70.8±2.3 kcal/day) and
EP group (73.8±1.8 kcal/day). There were no differences in the energy
intake among the three groups, and this indicated that soyprotein in the
diet did not affect the food intake by the rats.

At the end of the ALD-inducing period, the average body weight of
the C groupwas 581±23 g, and that of the E groupswas 485±13 g. The
body weight in the E groups was significantly lower than that of the C
group.However, the averagebodyweights of animals in theC, EC andEP
groups did not significantly differ at the end of the withdrawal period.

3.2. Plasma AST, ALT and lipid profiles

The liver function of the rats was determined by the AST and ALT
activities. At the end of the ALD-inducing period, the AST and ALT



Table 2
Plasma biochemical analysis of rats at the end of ALD-inducing period and ethanol
withdrawal period for 4 weeks

C E

EC EP

AST (IU/L)
0 88.1±2.4b 225.9±40.5a

4 121.0±5.7 115.1±4.2 ⁎ 128.1±7.3 ⁎

ALT (IU/L)
0 27.6±1.4b 130.0±35.1a

4 33.5±1.8 29.9±1.7 ⁎ 31.3±1.2 ⁎

Total cholesterol (mg/dl)
0 48.0±2.3 55.9±7.0
4 61.5±3.4a 53.9±2.8ab 51.8±2.3b

Triglycerides (mg/dl)
0 59.9±5.8a 27.3±2.6b

4 64.7±7.1 53.2±6.1 ⁎ 56.7±5.7 ⁎

Free fatty acid (mmol/L)
0 0.74±0.05a 0.42±0.03b

4 0.76±0.06 0.71±0.08 ⁎ 0.82±0.04 ⁎

Values are presented as the mean±S.E.M. C group: control liquid diet (n=8), E group:
low-carbohydrate ethanol liquid diet (n=8), EC: ethanol withdrawal control liquid
diet (n=10), EP: ethanol withdrawal soy protein isolate liquid diet (n=10). Values in a
row with different letters in superscript (ab) mean significant difference at the same
time (Pb.05).
⁎ Significantly different compared to the E group (Pb.05).
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activities in the E group were significantly higher than those in the C
group. The AST and ALT activities in the EC and EP groups were
significantly lower after ethanol withdrawal, and no difference was
found among the C, EC and EP groups (Table 2). Plasma total
cholesterol concentrations of the C and E groups did not differ at the
end of the ALD-inducing period. Plasma triglyceride and free fatty acid
concentrations of the E group were significantly lower than those of
the C group at the end of the ALD-inducing period, and those of the EC
and EP groupswere significantly higher than that of the E group at the
end of the withdrawal period. No difference was found among the C,
EC and EP groups.
Table 3
Liver and feces lipid profiles of at the end of ALD-inducing period and ethanol
withdrawal period for 4 weeks

C E

EC EP

Liver
Triglycerides (μmol/liver)
0 148.7±15.3b 407.7±55.5a

4 147.8±8.3ab 155.2±17.3a,⁎ 120.8±5.3b,⁎

Total cholesterol (μmol/liver)
0 58.8±6.7b 90.7±4.0a

4 75.2±4.4 69.5±3.3 ⁎ 66.9±2.2 ⁎

Free fatty acid (mmol/g liver)
0 8.1±0.2a 6.7±0.2b

4 7.6±0.1b 8.3±0.1a,⁎ 7.4±0.1b,⁎

Feces
Cholesterol (mg/day)
0 7.6±0.8 7.2±0.6
4 14.2±1.8 10.7±2.0 15.8±4.3 ⁎

Bile acid (μmol/day)
0 2.1±0.4 1.5±0.1
4 2.9±0.3 2.6±0.7 2.2±0.5

Total lipids (mg/day)
0 245.8±16.2a 155.8±11.4b

4 340.0±34.9a 251.4±56.1b,⁎ 416.5±45.9a,⁎

Values are presented as the mean±S.E.M. C group: control liquid diet (n=8), E group:
low-carbohydrate ethanol liquid diet (n=8), EC: ethanol withdrawal control liquid
diet (n=10), EP: ethanol withdrawal soy protein isolate liquid diet (n=10). Values in a
row with different letters in superscript (ab) mean significant difference at the same
time (Pb.05).
⁎ Significantly different compared to the E group (Pb.05).
3.3. Liver lipid profiles

The liver total cholesterol and triglyceride in the E group had
significantly increased compared to the C group by the end of ALD-
inducing period. Liver total cholesterol and triglycerides of the EC and
EP groups were both lower than those in the E group after ethanol
withdrawal. Moreover, liver triglycerides of the EP group were
significantly lower than those of the EC group. The liver free fatty acid
concentration of the E groupwas significantly lower than that of the C
group at the end of the ALD-inducing period (Pb.05). After the
withdrawal period, the liver free fatty acids in the EC and EP groups
were significantly higher than those in the E group (Table 3).
3.4. Liver MDA levels

The E group had significantly higher MDA levels in the liver
compared to the C group at the end of the ALD-inducing period, and
only the EP group had significantly lower MDA levels in the liver
compared to the EC groups (Fig. 1A).
Fig. 1. Liver MDA (A) level and CYP2E1 protein expression (B) of rats at the end of ALD-
inducing period and ethanol withdrawal period for 4 weeks. C group: control liquid
diet (□, n=8), E group: low-carbohydrate ethanol liquid diet (■, n=8), EC group:
ethanol withdrawal control liquid diet ( , n=10), EP group: ethanol withdrawal soy
protein isolate liquid diet (m, n=10). Values with different letters (ab) mean significant
difference at the same time (Pb.05). ⁎Significantly different compared to the E group
(Pb.05).
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3.5. Liver TNF-α, IL-1β and IL-6 levels

Liver TNF-α, IL-1β and IL-6 levels of the E group were significantly
higher than those of the C group at the end of the ALD-inducing
period, and those of the EC and EP groups were significantly lower
than those of the E group after the ethanol withdrawal period.
Furthermore, the liver IL-6 level in the EP group was significantly
lower than that in the EC group (Table 4).

3.6. Liver MPO activity and hydroxyproline levels

Liver MPO activity and the hydroxyproline level significantly
increased in the E group after the ALD-inducing period (Pb.05). After
the ethanol withdrawal period, MPO activity and the hydroxyproline
level in the EP group were significantly lower than those in the E and
EC groups, and did not differ from those of the C group (Table 4).

3.7. CYP2E1, CYP4A and PPARα protein expression

The E group had significantly higher CYP2E1 protein expression in
the liver compared to the C group at the end of the ALD-inducing
period. The EP group had lower CYP2E1 protein expression in the liver
compared to the E and EC groups, and there was no difference
compared to the C group at the end of thewithdrawal period (Fig. 1B).

The PPARα and CYP4A protein expressions in the E group were
also lower than those in the C group at the end of the ALD-inducing
period. After ethanol withdrawal for 4 weeks, the EC and EP groups
had significantly higher PPARα and CYP4A protein expressions in the
liver compared to those of the E group, and those protein expressions
in the EP group were higher than those in the EC group and did not
differ from those in the C group (Fig. 2).

3.8. Fecal cholesterol, bile acid and total lipids levels

At the end of the ALD-inducing period, fecal cholesterol excretion
of the E group did not differ from that of the C group, but only the EP
diet significantly increased fecal cholesterol excretion compared to
the E group after ethanol withdrawal. However, fecal bile acid
excretion showed no significant difference among all groups. The
fecal total lipid concentration of the E group was significantly lower
Table 4
Liver TNF-α, IL-1β, IL-6, MPO and hydroxyproline levels of rats at the end of ALD-
inducing period and ethanol withdrawal period for 4 weeks

C E

EC EP

TNF-α (pg/mg protein)
0 25.4±1.4b 34.3±3.4a

4 25.0±2.1a 24.1±1.2ab,⁎ 19.7±1.6b,⁎

IL-1β (pg/mg protein)
0 78.7±3.7b 136.6±13.2a

4 75.3±3.3 80.4±4.3 ⁎ 72.0±3.5 ⁎

IL-6 (pg/mg protein)
0 12.4±1.2b 18.9±1.9a

4 13.3±1.5a 13.0±0.6a,⁎ 8.8±0.6b,⁎

MPO (U/mg protein)
0 0.44±0.05b 2.14±0.70a

4 0.57±0.18b 1.85±0.22a 0.54±0.14b,⁎

Hydroxyproline (μg/ mg protein)
0 3.7±0.2b 5.0±0.3a

4 2.6±0.2b 3.5±0.2a,⁎ 2.4±0.1b,⁎

Values are presented as the mean±S.E.M. C group: control liquid diet (n=8), E group:
low-carbohydrate ethanol liquid diet (n=8), EC: ethanol withdrawal control liquid
diet (n=10), EP: ethanol withdrawal soy protein isolate liquid diet (n=10). Values in a
row with different letters in superscript (ab) mean significant difference at the same
time (Pb.05).
⁎ Significantly different compared to the E group (Pb.05).

Fig. 2. Hepatic CYP4A (A) and PPARα protein expression (B) of rats at the end of ALD-
inducing period and ethanol withdrawal period for 4 weeks. C group: control liquid diet
(□, n=8), E group: low-carbohydrate ethanol liquid diet (■, n=8), EC group: ethanol
withdrawal control liquid diet ( , n=10), EP group: ethanol withdrawal soy protein
isolate liquid diet (m, n=10). Valueswith different letters (ab)mean significant difference
at the same time (Pb.05). ⁎ Significantly different compared to the E group (Pb.05).
than that of the C group at the end of the ALD-inducing period, and
they were higher in the EC and EP groups compared to the E group
after the withdrawal period. Moreover, the EP group had significantly
higher fecal total lipids excretion than the EC group.

3.9. Histological analysis of the liver

Rats treated with ethanol were found to have fat accumulation in
the liver (Fig. 3A, B). We also found that soy protein ameliorated
ethanol-induced steatosis (Fig. 3 C, D) and that the EP group showed
better effects than did the EC group.

4. Discussion

We induced ALD in rats with a low-carbohydrate ethanol liquid diet
to investigate the effects of dietary soy protein during the withdrawal
period. After we fed rats the liquid diet for 12 weeks, we found

image of Fig. 2


Fig. 3. Fatty change at the central vein zone in liver of rats at the end of ALD-inducing period and ethanol withdrawal period for 4 weeks. C: control liquid diet group (n=10), E: low
carbohydrate ethanol liquid diet group (n=8), EC: ethanol withdrawal-control liquid diet group (n=10), EP: ethanol withdrawal-soy protein isolate liquid diet group (n=10),
: Central vein (H&E stain ×200).
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significant elevation of fat accumulation in the liver and reductions of
plasma triglyceride and free fatty acid concentrations. Triglycerides can
be carried from the liver to other peripheral tissues by very-low-density
lipoprotein (VLDL). However, ethanolmay inhibit the secretion of VLDL,
thus suppressing the transportation of triglycerides and release of free
fatty acids from the lipoprotein. Alcohol consumption also promotes
liver uptake of circulatory lipids and hepatic triglyceride synthesis, and
decreases fatty acid oxidation [16]. These may explain the changes in
lipid profiles in the plasma and liver in our study.

Steatosis is a common pathological change in the early stage of
ALD. In the present study, PPARα and CYP4A protein expressions
were lower in the E group than the C group. Both acute and chronic
ethanol feeding leads to impairment of β-oxidation by liver
mitochondria and an increase in triglyceride synthesis; other
pathways will be needed to metabolize the lipids [17]. PPARα is the
main transcriptional factor for regulating hepatic lipid metabolism,
such as fatty acid oxidation and transportation, and it promotes the
activity of peroxisomes to increase fatty acid oxidation when fat
overaccumulates in the liver [18]. Ethanol inhibits PPARα mRNA and
protein expressions, and activation of PPARα improves ethanol-
induced steatosis, inflammation and necrosis of the liver [19]. In
PPARα-null mice, ethanol also induced steatosis and mitochondrial
impairment [5]. Aldehyde produced from the metabolism of ethanol
may also inhibit the expression of hepatic CYP4A [20], one of the
target genes of PPARα, decrease fatty acid oxidation and lead to fatty
liver [7]. In our study, soy protein consumption was more effective in
normalizing PPARα and CYP4A expressions and the fatty liver than
simply undergoing alcohol withdrawal. Soy protein was found to
activate PPARα expression and ameliorate lipotoxicity in obese rats
through the combined increases of PPARα and PPRE promoter
response elements and CYP4A and acyl CoA oxidase expressions
[21,22]. In addition, CYP2E1 can also affect PPARα. PPARα and its target
gene expression increased, while CYP2E1 gene expression was
suppressed [23]. These results suggested that soy protein's suppression
of CYP2E1 expressionmay increase fatty acid oxidation and improve the
lipid profile and steatosis via activation of PPARα and CYP4A.

Ethanol intake not only led to elevation of cholesterol and
triglycerides levels in the liver but also resulted in a reduction in lipid
excretion. Soy protein consumption during the withdrawal period
helped to increase lipid excretion. Soy protein inhibits pancreatic lipase
activity to reduce lipid absorption [24]. Recent studies indicated that soy
protein acts similarly to dietary fiber to increase the excretion of fecal
steroids and bile acids [25] and reduces fat accumulation in the liver
[26]. Soy protein also activates cholesterol 7α-hydroxylase to promote
cholesterol metabolism [27] and hepatic steroid synthesis [28]. We also
found a decrease in the hepatic TNF-α concentration in rats that
consumed the soy-protein-containing diet after thewithdrawal period.
TNF-α may be another factor in steatosis [29]. TNF-α induces the
expression of the liver sterol-regulatory element-binding protein,
which is involved in the synthesis of triglycerides and cholesterol
[30]. In addition, TNF-α indirectly decreases PPARα expression through
inhibiting AMP-activated protein kinase and results in a fatty liver [31].
These results suggest that soy protein may have beneficial effects on
alcohol withdrawal by ameliorating liver injury via promoting lipid
metabolism and excretion.

Oxidative stress plays an important role in ALD, especially CYP2E1-
induced oxidative stress [32]. We found increases in both CYP2E1
expression and the MDA concentration in the livers of the ethanol-
consuming group after the induction period. Metabolism of ethanol by
the MEOS can activate CYP2E1 with NADPH oxidase activity and
produce free radicals such as H2O2, O2

− and OH·, which lead to lipid
peroxidation and further hepatic damage [2]. In our study, soy protein

image of Fig. 3
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consumption during the withdrawal period helped normalize CYP2E1
expression compared to the casein group. A previous animal study
showed that rats fed a soy protein diet had a higher antioxidative
capacity and lower lipid peroxidation metabolites [33]. Soy isoflavones
also reduces theproduction of plasmaand tissue lipid peroxidation [34],
and H2O2-induced DNA damage in vivo [35]. Soy isoflavones are
heterocyclic phenols that can bind to free radicals [36], and their
estrogen-like structures may help regulate extracellular regulated
kinase 1/2 and the nuclear factor (NF)-κB signal transduction pathway
to increase antioxidative enzyme activities [37].

Ethanol-induced oxidative stress damages the intestinal barrier and
causes bacterial translocation, thus stimulating the secretion of
cytokines (TNF-α, IL-6 and IL-1β) and free radicals, which results in
liver inflammation [38]. Then, neutrophils enter the liver and activate
MPO,which producesmore free radicals that injure hepatic tissues [39].
We found that soy protein consumption during alcohol withdrawal can
reduce MPO activities, cytokines and hydroxyproline levels, and
pathological improvement was seen. A PPARα deficiency may prolong
the inflammatory response in mice [40]. PPARα activation may
modulate the repression of NF-κB signaling and reduce inflammatory
cytokine production [41]. Therefore, soy proteinmay also diminish liver
inflammation by normalizing PPARα expression in ALD.

Reports about the effects of soy protein on ethanol-induced
hepatic injuries are very few, and thus we designed the study to
clarify whether soy protein can exhibit beneficial effects. In our study,
we found that consuming soy protein during alcohol withdrawal
reduced liver fat accumulation and cytokine and MDA concentrations
andmodulated CYP2E1, CYP4A and PPARα expressions. Therefore, we
concluded that use of soy protein as a dietary protein source during
alcohol withdrawal may be beneficial in reducing oxidative stress,
inflammation and steatosis in ALD. Effects of different dosage of soy
protein intervention and underlying mechanisms will need to be
clarified in future studies.
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