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Kefir peptides prevent high-fructose corn syrup-induced non-
alcoholic fatty liver disease in a murine model by modulation
of inflammation and the JAK2 signaling pathway
HL Chen1,6, TC Tsai2,6, YC Tsai2,6, JW Liao3, CC Yen2,4 and CM Chen2,5

OBJECTIVE: In recent years, people have changed their eating habits, and high-fructose-containing bubble tea has become very
popular. High-fructose intake has been suggested to be a key factor that induces non-alcoholic fatty liver disease (NAFLD). Kefir, a
fermented milk product composed of microbial symbionts, has demonstrated numerous biological activities, including
antibacterial, antioxidant and immunostimulating effects. The present study aims to evaluate the effects of kefir peptides on high-
fructose-induced hepatic steatosis and the possible molecular mechanism.
RESULTS: An animal model of 30% high-fructose-induced NAFLD in C57BL/6J mice was established. The experiment is divided into
the following six groups: (1) normal: H2O drinking water; (2) mock: H2O+30% fructose; (3) KL: low-dose kefir peptides (50 mg kg− 1)
+30% fructose; (4) KM: medium-dose kefir peptides (100 mg kg− 1)+30% fructose; (5) KH: high-dose kefir peptides (150 mg kg− 1)
+30% fructose; and (6) CFM: commercial fermented milk (100 mg kg − 1)+30% fructose. The results show that kefir peptides improve
fatty liver syndrome by decreasing body weight, serum alanine aminotransferase, triglycerides, insulin and hepatic triglycerides,
cholesterol, and free fatty acids as well as the inflammatory cytokines (TNF-α, IL-6 and IL-1β) that had been elevated in fructose-
induced NAFLD mice. In addition, kefir peptides markedly increased phosphorylation of AMPK to downregulate its targeted
enzymes, ACC (acetyl-CoA carboxylase) and SREBP-1c (sterol regulatory element-binding protein 1), and inhibited de novo
lipogenesis. Furthermore, kefir peptides activated JAK2 to stimulate STAT3 phosphorylation, which can translocate to the nucleus,
and upregulated several genes, including the CPT1 (carnitine palmitoyltransferase-1) involved in fatty acid oxidation.
CONCLUSION: Our data have demonstrated that kefir peptides can improve the symptoms of NAFLD, including body weight,
energy intake, inflammatory reaction and the formation of fatty liver by activating JAK2 signal transduction through the JAK2/
STAT3 and JAK2/AMPK pathways in the high-fructose-induced fatty liver animal model. Therefore, kefir peptides may have the
potential for clinical application for the prevention or treatment of clinical metabolic syndrome.
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INTRODUCTION
Non-alcoholic fatty liver disease (NAFLD) is the most common
factor associated with liver damage. NAFLD results primarily from
hepatic steatosis caused by an accumulation of lipids in the liver
and may progress toward inflammation with progressive fibrosis.1

NAFLD may lead to the development of hepatocellular carcinoma.
Currently, three types of NAFLD animal models have been
developed, which are classified as genetic, nutritional and
a combination of both factors. Nutritional models employ
methionine- and choline-deficient, high-fat, high-cholesterol and
high-cholate, cafeteria, and high-fructose diets.2 Among them,
high-fructose and various compositions of high-fat diets have
recently been widely studied.3 In addition to hepatic steatosis,
genetic and nutrition-induced NAFLD animal models result in
increased insulin tolerance and NF-kB expression, the main role of
which is inflammatory reaction, followed by an increased
expression of interleukin (IL)-6 and tumor necrosis factor α
(TNF-α) in the liver tissue.4 Previous studies have reported that
across all gender/age populations, there is an increase in the daily

intake of fructose, with previously published estimates of 37 g
per day between 1977 and 2004, and 46 g per day between 2007
and 2010.5,6 Obviously, eating habits have shifted toward high-
sugar diets during the past decade. Therefore, high-fructose intake
is an ideal animal model to mimic the clinical metabolic syndromes.
Kefir grains comprise lactic acid bacteria (Lactobacillus, Lacto-

coccus, Streptococcus, Enterococcus and Leuconostoc), yeasts
(Kluyveromyces, Saccharomyces and Torula), and acetic acid
bacteria (Acetobacter) and are confined to a matrix of poly-
saccharides and proteins.7 Kefir is traditionally produced by
inoculating milk with kefir grain. The literature indicates that kefir
is used clinically to treat gastrointestinal disease, hypertension,
ischemic heart disease and allergies.8–10 The biological activities of
kefir have demonstrated antibacterial, antifungal, antioxidant,
anti-diabetic, antitumor and immunostimulating effects.11

In the genetic-defect-induced fatty liver disease animal model,
we used leptin receptor-deficient ob/ob mice as the NAFLD model
to study the preventative effects of kefir peptides in our previous
study.12 The data demonstrated that kefir improved fatty liver
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syndrome for body weight, energy expenditure and basal
metabolic rate by inhibiting serum glutamate oxaloacetate
transaminase and glutamate pyruvate transaminase activities
and by decreasing the triglyceride and total cholesterol contents
of the liver. In the lipogenesis-related protein expression, kefir
markedly decreased the expression of the genes, including sterol
regulatory element-binding protein 1 (SREBP-1), fatty acid
synthase (FAS) and acetyl-CoA carboxylase (ACC) but not the
expression of peroxisome proliferator-activated receptor α
(PPARα) or hepatic carnitine palmitoyltransferase-1a in the livers
of ob/ob mice.12

In this study, we first established a 30% fructose-water-induced
NAFLD mouse model to evaluate the effects of kefir peptides.
The expression of several genes encoding proteins involved in the
lipogenesis pathway, including SREBP-1, FAS and ACC, and in
the lipid oxidative pathway, including phospho-Janus kinase 2
(p-JAK2), phospho-signal transducer and the activator of tran-
scription 3 (p-STAT3), phospho-AMP-activated protein kinase
(p-AMPK) and phospho-ACC, were measured after 8 weeks of
treatment with kefir peptides. The purpose of this study was to
understand the efficacy and mechanism of daily administered
kefir peptides on anti-inflammation and anti-fatty liver syndrome
for further use in modulating or treating NAFLD.

MATERIALS AND METHODS
Kefir peptides preparation
Kefir starter grains (Phermpep Co., Taichung, Taiwan) were inoculated (5%,
wt/vol) and propagated in sterilized milk according to the previous
reports.12–14 After the grains were filtered, the fermented peptide-enriched
products were spray-dried as a kefir peptides powder using a spray dryer
(Yamato Scientific Co., Tokyo, Japan). The quality controls of kefir peptides
powder for the peptides separation and reproducibility are shown in the
Supplementary Figure 1. The content of peptides in the kefir peptides
powder (Phermpep) calculated as a triglycine equivalent in milligrams per
gram within the sample was 21.39 mg g− 1. The compositions of
commercial fermented milk and kefir peptide powder are shown in
Supplementary Table 1.

Animals and study design
Six-week-old male mice (C57BL/6JNarl) were purchased from the National
Laboratory Animal Center, Taipei, Taiwan) and kept on a 12-h light–dark
cycle at 22 ± 2 ºC. This study was conducted according to institutional
guidelines and was approved by the Institutional Animal Care and
Utilization Committee of the National Chung Hsing University, Taiwan
(IACUC no. 101–97). The animals were given free access to regular
rodent chow (a standard laboratory diet) and water ad libitum.15,16 After
2 weeks, the C57BL/6 wild-type (WT) mice were randomly divided into
the following six treatment groups (n=8): (1) normal: H2O drinking
water; (2) Mock: H2O+30% fructose corn syrup; (3) KL: low-dose kefir
peptides powder (50 mg kg− 1)+30% fructose; (4) KM: medium-dose
kefir peptides powder (100 mg kg− 1)+30% fructose; (5) KH: high-dose
kefir peptides powder (150 mg kg− 1)+30% fructose; and (6) CFM: commer-
cial fermented milk (100 mg kg−1; LP-33, Uni-President Co., Tainan, Taiwan)
+30% fructose. The kefir peptides powder was dissolved in deionized
distilled water and orally administered daily for eight weeks. The mice were
sacrificed at 16 weeks of age after kefir peptides were administered for the
8-week experiment. All of the animal trials were repeated twice.

Oral glucose tolerance test
After 8 weeks of kefir peptides administration, an oral glucose tolerance
test was performed in all of the groups following an overnight fast (12 h).
Briefly, all mice were orally administered glucose (2 g kg− 1 body weight,
0.1 ml per 10 g body weight; Sigma-Aldrich, St. Louis, MO, USA). The blood
glucose levels were measured from the tail vein at 0 (before glucose
administration), 30, 60, 90 and 120 min after the glucose loading with a
blood glucose meter (Bionime Corp., Taichung, Taiwan).17

Determination of biochemical markers
In sera and liver tissues, alanine aminotransferase (ALT), TG, cholesterol and
free fatty acid (FFA) were measured colorimetrically by using an automatic
analyzer (Multiskan EX; Thermo Electron Corp., Saint-Herblain Cedex,
France). The levels of plasma insulin and hepatic cytokines, including TNF-
α, IL-6 and IL-1β, were determined using an ELISA kit (eBioscience, San
Diego, CA, USA) according to the manufacturer's protocol.18,19 A home-
ostasis model assessment for insulin resistance (HOMA-IR) was calculated
by the following equation: HOMA-IR index= insulin (μU ml− 1) × fasting
glucose (mmol l− 1)/22.5.20

Oil Red O staining and hematoxylin and eosin staining
Frozen liver sections (5–7 μm) were stained with Oil Red O and
formaldehyde-fixed liver tissues were examined using hematoxylin and
eosin (H&E) staining as described previously.12,21 The inflammatory cell
infiltration into the liver tissue was evaluated by two pathologists under
the high resolution of H&E staining slides.

Immunohistochemical staining
Formaldehyde-fixed and paraffin-embedded sections were incubated in
3% hydrogen peroxide for 30 min to block endogenous peroxidase activity
and then incubated overnight at 4 °C with primary rabbit antibody against
4-hydroxy-trans-2-nonenal (4-HNE; ab46545, Abcam Inc., Cambridge, MA,
USA). For antigen retrieval, the sections were immunostained using the
VECTASTAIN ABC kit (Vector Laboratories Inc., Burlingame, CA, USA)
following the manufacturer’s specifications. Diaminobenzidine was used
for staining development, and the sections were counterstained with
hematoxylin.12,22

Western blot analysis
The liver tissues were homogenized in 500 μl of a RIPA buffer (Sigma-
Aldrich, St. Loius, MO, USA) for protein extraction. The protein (40 μg)
was then separated on a 10% SDS-polyacrylamide gel electrophoresis
(SDS-PAGE) and electrotransferred onto polyvinylidene difluoride
membranes. The membranes were incubated in a blocking solution
(5% bovine serum albumin) at room temperature for 2 h and then
incubated with a primary antibody (OB-R, SREBP-1, FAS, JAK2, AMPK,
ACC, STAT3 or β-actin) overnight at 4 °C. After washing, the membranes
were incubated with a goat anti-rabbit immunoglobulin G peroxidase-
conjugated secondary antibody. The membranes were developed
using an enhanced chemiluminescence western blot detection
system (GE Healthcare Biosciences, Pittsburgh, PA, USA) as described
previously.12,23,24

Statistical analysis
Data were presented as the means ± s.e. All data were analyzed using the
analysis of variance (ANOVA) test. The analysis was continued with a post
hoc test using the Duncan method to detect differences in the
parameters among the control and treatment groups. Different letters
labeled at the top of the columns indicate the significant difference
between each group. The threshold for statistical significances was
Po0.05.

RESULTS
Dietary intake, body weight, liver weight and energy intake in
fructose-induced NAFLD mice
All of the experimental groups were supplemented with 30%
fructose drinking water, including the mock, KL, KM, KH and CFM
groups, and showed no significant differences in food and liquid
intakes (Supplementary Figure 2). Although the experimental
groups exhibited significantly less food and liquid intake
compared with the control group that was supplemented with
normal drinking water (Po0.05), all of the experimental groups
showed markedly increased energy intake and body weight
compared with the control group. However, treatment with the
high-dose of kefir peptides (KH) clearly decreased weight gain
compared with the other experimental groups (Po0.05). In the
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liver index (liver weight/body weight ratio), the mock group as a
fructose-induced NAFLD mouse model exhibited a significantly
higher ratio than the normal control and other experimental
groups (Table 1). The results indicated that 30% fructose in the
drinking water can induce hepatic steatosis in mice, and kefir
peptides can improve the symptoms of NAFLD.

Effects of kefir peptides on hepatic and serum ALT, TG, cholesterol
and FFA
As shown in Table 2, high-fructose supplemented in drinking
water clearly increased the contents of hepatic TG, cholesterol and
FFA as well as serum ALT, TG in the mock group. However, there
were no significant difference in serum cholesterol contents
among different groups. Medium- and high-dose treatments of
kefir peptides significantly decreased hepatic TG, cholesterol and
FFA as well as serum ALT and TG compared with the mock group
(Po0.05). Moreover, a high-dose of kefir peptides had more
efficacy in decreasing hepatic TG content. The medium- and high-
dose of kefir peptides also returned the free fatty acids to a
normal level.

Effects of kefir peptides on hepatomegaly and liver injury
As shown in Figure 1, the livers of the mock group mice were
grossly enlarged and pale in color (Figure 1Aa and b), and
their hepatic fat accumulation was also markedly increased
(Figure 1Ag and h) compared with the normal control group.

Treatment with kefir peptides reduced the formation of fatty liver
and lipid accumulation (Figure 1Ai–k and o–q under 100 × and
400× magnifications, respectively) in these animals in a dose-
dependent manner. These histopathological observations were
well reflected to the liver weight and liver index of each groups as
shown in Table 1. Oil Red O staining of the livers and their
quantification data further revealed an accumulation of lipid
droplets in the livers of the mock mice group of up to 420%
compared with the normal control group, whereas lipid droplets
(macrovesicular fat) significantly decreased in the livers of kefir-
peptides-treated group mice in a dose-dependent manner, but
not in the CFM mice group (Figures 1B and C). These results
indicate that treating hepatice steatosis in mice for 8 weeks with
kefir peptides decreased the accumulation of liver macrovesicular
fat and the symptoms of hepatomegaly.

Effect of kefir peptides on inflammatory reaction of high-fructose-
induced NAFLD mice
Furthermore, 4-HNE is a major product of endogenous lipid
peroxidation. High-fructose administration promoted liver cells to
express more 4-HNE in the mock mice group (Figure 2Ab and h)
and resulted in a liver inflammatory response. Kefir peptides
reduced the expression of 4-HNE, particularly in the group of mice
treated with a high dose of kefir peptides (Figure 2Ac–e, in 100 ×
magnification; i–k in 400 × magnification). The positive stained
cells were quantified and the average area of positive cells

Table 1. Effects of kefir peptides administration on body weight and liver weight in 30% fructose-induced hepatic steatosis mice1

Group Initial body weight (g) Final body weight (g) Weight gain (g) Liver weight (g) Liver weight to body weight ratio (%)

Normal 19.95± 0.49a 22.40± 0.65b 2.45± 0.29b 0.80± 0.03c 3.52± 0.11b

Mock 20.42± 0.43a 24.31± 0.40a 4.20± 0.16a 0.99± 0.02a 4.06± 0.08a

KL 20.39± 0.19a 24.54± 0.40a 4.18± 0.23a 0.90± 0.01b 3.67± 0.09b

KM 20.47± 0.46a 24.26± 0.50a 4.09± 0.33a 0.87± 0.01b 3.58± 0.07b

KH 20.17± 0.45a 23.24± 0.40a,b 3.10± 0.14b 0.84± 0.03b,c 3.53± 0.07b

CFM 19.58± 0.44a 23.86± 0.44a 4.29± 0.45a 0.89± 0.02b 3.72± 0.08b

Abbreviations: CFM: mice fed with commercial fermented milk (100 mg kg − 1)+30% fructose; Mock: mice fed with H2O+30% fructose; KL, mice fed with low-
dose kefir peptides (50 mg kg− 1)+30% fructose; KM, mice fed with medium-dose kefir peptides (100 mg kg− 1)+30% fructose; KH, mice fed with high-dose
kefir peptides (150 mg kg− 1)+30% fructose. 1All of the values are shown as the mean± s.e. (n= 8). The different letters presenting in the same column are
indicated a significant difference in each group (Po0.05).

Table 2. Effects of kefir peptides administration on indices of liver in fasting serum and hepatic lipids contents in 30% fructose-induced hepatic
steatosis mice1

Group ALT (mg dl− 1) TG (mg dl− 1, mg g− 1) CHOL (mg dl− 1, mg g− 1) FFA (μmol g− 1)

Serum
Normal 27.9± 1.62c,d 23.4± 3.2b 71.1± 2.5a

Mock 56.8± 5.7a 27.9± 1.2a 73.8± 0.8a

KL 40.4± 4.3b,c 22.4± 1.3b 71.0± 1.5a

KM 37.3± 1.9b,c,d 22.5± 1.2b 69.1± 2.33a

KH 26.0± 2.4d 22.3± 0.7b 71.9± 2.04a

CFM 36.9± 5.7b,c,d 24.8± 1.4a,b 75.5± 2.8a

Liver
Normal 9.5± 0.31e 10.6± 0.35d 8.0± 0.45c

Mock 33.1± 3.49a 14.9± 1.04a 15.8± 1.88a

KL 29.7± 1.24a,b,c 13.7± 0.38a,b 12.9± 1.59a,b

KM 24.1± 0.8c 12.2± 0.34b,c 10.4± 0.97b,c

KH 18.6± 1.30d 12.1± 0.35c 9.4± 0.80b,c

CFM 29.8± 1.54a,b 13.3± 0.34b,c 13.0± 0.99a,b

Abbreviations: ALT, alanine aminotransferase; CHOL, cholesterol; FFA, free fatty acids; TG, triglycerides. 1All of the values are shown as the mean± s.e. (n= 8).
The different letters presenting in the same column are indicated a significant difference in each group (Po0.05).
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compared with total cells were calculated. The mean of area of
Mock, KL, KM, KH and CFM groups were 90.1, 55.1, 37.4, 12.15 and
94.1% respectively (Figure 2B). The inflammatory cell infiltration

into the liver tissue was evaluated under the high resolution of
H&E staining slides. The inflammation foci were significantly
increased in Mock group compared with normal control (Po0.05).

Figure 1. Effects of kefir peptides on the liver pathology and lipid accumulation in 30% fructose-induced NAFLD mice. (A) The gross
morphology of liver images in different groups of mice was showed in the top panel (a–f ). H&E staining of liver sections were represented
under 100 × (g–l) and 400 × (m–r) magnification. (B) Oil red O staining of liver sections were shown in 100 × (a–f ) and 400 × (g–l)
representative photomicrographs. Scale bar, 100 μm for 100 × magnification and 20 μm for 400 × magnification. (C) Quantitative analysis of
hepatic fat accumulation based on lipid droplet counting in Oil red O staining. The values are expressed as the means± s.e. (n= 8). Different
letters labeled in each column indicated a significant difference at Po0.05 by one-way ANOVA and Duncan’s test.
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However, the inflammation foci were significantly reduced by kefir
peptides administrations (Po0.05) in a dose-dependent manner
(Figure 2C). In addition, we measured the inflammation-related
cytokines of liver tissues from different experimental mice groups,
including TNF-α, IL-1β and IL-6 (Figure 2D). The data showed that
the high-fructose intake in the mock group resulted in a high
expression of hepatic TNF-α, IL-1β and IL-6 compared with the
normal control group (Po0.05). Administration of kefir peptides
and CFM significantly reduced the expression of those cytokines
(Po0.05). These results displayed the anti-inflammation potential
of kefir peptides as well as CFM products to improve lipid

peroxidation and reduce the expression of IL-6, TNF-α and IL-1β
cytokine in the liver.

Effects of kefir peptides on protein expression involved in the
JAK2-STAT3 signaling pathway
Previous studies have shown that chronic fructose consumption
induced leptin resistance before body weight, adiposity, serum
leptin, insulin and glucose increases.25 Additionally, SOCS-3
expression is induced by leptin receptor (LepR or OB-R) activation,
indicating that SOCS-3 is part of a negative feedback loop of the
leptin signaling pathway.26 LepR transfected CHO cells induced

Figure 2. Effects of kefir peptides on the hepatic peroxidation and proinflammatory cytokines in 30% fructose-induced NAFLD mice.
(A) Immunohistochemical staining of the peroxidation of 4-HNE of liver sections under 100 × (a–f ) and 400 × (g–l) magnified
photomicrographs. Scale bar, 100 μm for 100 × magnification and 20 μm for 400 × magnification. (B) Positively stained cells were
quantified in 3 low magnification fields (×100) of liver sections using ImageJ and the average area of positive cells compared with total
cells were calculated. (C) Number of inflammation foci (focus per mm2) observed in the liver with H&E staining was quantitated by two
individual pathologists. (D) The hepatic inflammatory cytokines of TNF-α, IL-1β and IL-6 were analyzed by ELISA. The data are expressed as
the means± s.e. (n= 8). Different letters labeled in each column indicated a significant difference at Po0.05 by one-way ANOVA and
Duncan’s test.
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transient expression of endogenous SOCS-3 mRNA, and the forced
expression of SOCS-3 resulted in inhibition of leptin-induced
tyrosine phosphorylation of JAK2.27 Interestingly, LepR transcripts
are also expressed in the liver itself,28 including the long signaling
isoform,29 and many studies have revealed that leptin also has
direct action on hepatocytes for lipid metabolism.30 Figure 3
shows the results of western blotting of the protein expression
levels that were involved in lipid metabolism pathways in
fructose-induced NAFLD mice. The data shows that SREBP-1c,
ACC and FAS were significantly increased in the high-dose
fructose-fed mock group (1.4-, 8.1- and 4.5-fold, respectively)
compared with normal mice (Po0.05). However, fructose-induced
NAFLD mice treated with 100 and 150 mg kg− 1 body weight of
kefir peptides (KL and KM, respectively) showed a significant
reduction in the expression of SREBP-1 (Po0.05), but had no
effect on the FAS. Only a high-dose kefir peptides (KH) treatment
resulted in an ACC reduction of approximately twofold compared
with the mock group (Po0.05). High-fructose intake resulted in a
significant increase in total AMPK (2.2-fold, Po0.05), whereas the
p-AMPK/total AMPK ratio was decreased (0.65-fold, Po0.05)
compared with normal mice. Kefir peptides administration had
no effect on total AMPK, but increased the phosphorylation ratio
of p-AMPK compared with the mock group (Po0.05). In the fatty
acid oxidation pathway, high-fructose intake resulted in a
significant increase in OB-R compared with normal mice (1.9-fold,
Po0.05), whereas JAK2, p-JAK2 and p-STAT3 were significantly
decreased compared with normal mice (2-, 1.8- and 2-fold,
respectively). The data suggest that high-dose fructose consump-
tion resulted in leptin resistance, increasing the expression of OB-R
with an expected increase of SOCS-3 and blockade of the leptin
signal. Fructose-induced NAFLD mice treated with a high-dose of
kefir peptides showed a significant inhibition of the expression of
OB-R (1.5-fold) and increased p-JAK2, STAT3 and p-STAT3 levels
(1.8-, 2.1- and 2.4-fold, respectively) compared with the mock
group. However, the high-dose of kefir peptides administration
increased the phosphorylation of p-AMPK and p-ACC and reduced
triglyceride accumulation. The proposed mechanism of kefir-
peptides-mediated modulation of the lipid metabolism in
fructose-induced NAFLD mice through the JAK2 pathway is
shown in Figure 4.

Effects of kefir peptides on glucose tolerance and insulin
resistance
High-fructose corn syrup-induced NAFLD and/or hepatic steatosis
is linked with insulin resistance. As shown in Figure 5, measure-
ments of serum glucose by oral glucose tolerance test demon-
strated that the mock mice group had higher blood glucose
concentrations after fasting and 30, 60 and 90 min post-oral
glucose administration compared with the normal mice group
(Figure 5a; Po0.01). The kefir peptides-treated mice group
showed significantly lower blood glucose levels at all times
compared with the mock mice group. Fasting insulin levels were
significantly reduced in the kefir peptides-treated mice group
compared with those of the mock group (Figure 5b; Po0.05). The
homeostatic model assessment (HOMA) is a method used to
detect insulin resistance (HOMA-IR). The data shows that the kefir
peptides-treated mice group had significantly reduced HOMA-IR
in a dose-dependent manner compared with the mock group
(Figure 5c; Po0.05). Therefore, kefir peptides treatment could
improve glucose tolerance and decrease insulin resistance.

DISCUSSION
Recent studies have indicated that chronic intake of a 30%
fructose solution resulted in a significant 4.2-fold increase in
triglycerides and 6.7-fold increase in lipid levels in the liver
compared with the normal control group.31 It was exhibited as a

classic animal model of the non-alcoholic fatty liver disease. In this
study, 30% high-fructose drinking consumption resulted in
reductions in food intake and liquid intake, but increases in
energy intake. This result was consistent with the theory of the
dietary compensatory response.32 In fact, food intake in fructose-

Figure 3. Effects of kefir peptides treatment on the protein
expressions involved in the lipid metabolic pathways. (a) The
expression of lipid metabolic pathway-related proteins including
OB-R, SREBP-1, FAS, JAK2, p-JAK2, AMPK, p-AMPK, ACC, p-ACC, STAT3
and p-STAT3 were determined by western blotting. (b) Quantitative
analysis of relative protein expression levels normalized with the β-
actin as an internal control. (c) Quantitative analysis of the
expression levels of active form phosphorylated proteins, which
were normalized with their total protein (n= 6). Different letters
labeled in the same columns indicated a significant difference at
Po0.05 by one-way ANOVA and Duncan’s test.
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induced hepatic steatosis mice decreased significantly by sixty
percent, whereas energy intake increased to twice the energy
intake of normal mice. Undernutrition resulted from inadequate
food intake, perhaps being one risk of the occurrence of metabolic
syndrome in fructose-induced hepatic steatosis mice. The high-
fructose-induced NAFLD mice had a significant increase in body
weight and the ratio of liver weight to body weight. Although kefir
peptides and CFM products cannot improve food intake, they can
reduce liver weight, the ratio of liver weight to body weight and
hepatic lipid accumulation in fructose-induced hepatic steatosis
mice, particularly in the high-dose kefir peptides-treated group.
Interestingly, kefir peptides decreased weight gain, but had no
effects on food intake. In our previous study, the same kefir
peptides product displayed a metabolic rate increase of 39%
compared with the ob/ob+ Mock group, the leptin-deficient mice,
one of animal model of non-alcoholic fatty liver disease.12 In this
study, we established another non-alcoholic fatty liver disease
animal model induced by feeding 30% high fructose. Therefore,
we suggest kefir peptides administration may increase the
metabolic rate in these NAFLD models. Those results suggest
that high-fructose intake from drinking water resulted in
lipodystrophy; however, kefir peptides administration might have
improved metabolic rate increasing and hepatic lipid accumula-
tion through inhibited lipogenesis and stimulated lipid oxidation.
Kefir is a fermented milk product comprising a combination of

lactic acid and lactose fermentation produced by kefir grains in
milk.33 The claimed health benefits of kefir include numerous
biological activities, such as for the immune system, a reduction of
lactose intolerance symptoms, a lowering of cholesterol, and anti-
oxidative and anticarcinogenic functions; research on kefir’s
functional properties has increased during the past decade.34–36

Previous studies have suggested that kefir consumption improves
cholesterol metabolism; several hypotheses have been proposed
regarding the possible mechanism of action.37 However, the
biological functions of kefir peptides are largely unknown. In this
study, we observed that mice with NAFLD syndrome, which was
induced by high-fructose intake, treated with kefir peptides had a
significant decrease in hepatic TG, cholesterol, nonesterified free
fatty acids, and serum ALT and TG. High-dose kefir peptides had
more efficacy in reducing triglycerides in both the liver and the
blood. Medium and high doses of kefir peptides restored the
nonesterified fatty acids to a normal status.
High-fructose intake was particularly lipogenic in both animals

and humans. Daily fructose consumption from food or drinking

water has been demonstrated to stimulate de novo lipogenesis
and results in chronic low-grade inflammation and insulin
resistance.38,39 Previous studies have suggested that NAFLD may
be associated with an increased formation of reactive oxygen
species in the liver and an induction of TNFα.40 Recent study
showed that lipid peroxidation results in the formation of HNE and
upregulates various signaling intermediates that regulate cellular
activity and dysfunction via a process called redox signaling. HNE
and its glutathione conjugates activate signaling through various
protein kinase cascades and regulate NF-B and AP-1, lead to
develop a number of inflammatory diseases.41 In this study, H&E
staining, Oil Red O staining and IHC of 4-HNE of the liver sections
revealed an accumulation of lipid droplets and inflammation
occurrence in fructose-induced NAFLD mice (Figures 1 and 2).
Treating these NAFLD mice with kefir peptides for 8 weeks
significantly decreased the accumulation of lipid droplets, the
expression of 4-HNE, and some proinflammatory cytokines,
including IL-6, TNF-α and IL-1β in the liver tissue. Fructose also
activates the hepatic transcription factors carbohydrate-
responsive element-binding protein (CREBP), which upregulates
the expression of ACC and increases hepatic FAS.42 SREBPs
regulate the expression of lipogenic enzymes, including ATP-
citrate lipase, ACC and FAS. Lipogenesis is controlled by these
lipogenic enzymes. The expression of SREBP-1c are increased in
fatty livers, and the elevated SREBP-1c increases the expression of
lipogenic genes, thereby enhancing fatty acid synthesis and
accelerating triglyceride accumulation.43 Our previous study
showed that SREBP-1 mRNA and protein expression increased in
the livers of the leptin-deficient (ob/ob) mice and that elevated
SREBP-1 increased the expression of ACC and FAS, which may
accelerate the accumulation of triglycerides and total
cholesterol.12 In this study, high-fructose intake in the mock
group resulted in significant increases in SREBP-1c, ACC and FAS
compared with the normal group. However, fructose-induced
hepatic steatosis mice treated with 100 and 150 mg kg− 1 body
weight of kefir peptides showed significantly reduced expression
of SREBP-1 and had no change in the FAS. Only a high-dose kefir
peptides treatment resulted in ACC reduction. Those results
suggested that kefir peptides administration could inhibit the lipid
accumulation through different signal transduction pathways
between fructose-induced hepatic steatosis mice and the leptin
knockout mice.
Previous studies have shown that leptin knockout mice (ob/ob)

exhibited reduction of the leptin receptor and blocking of the

Figure 4. Proposed mechanisms of kefir peptides-mediated modulation of the lipid metabolism pathway in 30% fructose-induced NAFLD
mice. (a) High-dose fructose consumption resulted in leptin resistance, increasing the expression of LepR (OB-R) and SOCS-3 and blocking of
the leptin signal. (b) The administration of kefir peptides reduced leptin resistance and activated JAK2 signal transduction through JAK2/
STAT3 and JAK2/AMPK pathways to improve the NAFLD syndrome in the fructose-induced fatty liver disease model.
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signal transduction of JAK2/STAT3.44 However, in this study, high-
fructose-induced hepatic steatosis mice showed that the hepatic
leptin receptor was significantly increased, while JAK2, p-JAK2 and
p-STAT3 were significantly decreased, which means that the JAK2/
STAT3 pathway was blocked. Treatment of fructose-induced
hepatic steatosis mice with 150 mg kg− 1 body weight of kefir
peptides significantly inhibited the expression of the leptin
receptor (OB-R) and increased the expression of p-JAK2, STAT3
and p-STAT3. We suggest that the fructose-induced hepatic
steatosis mice exhibited a leptin resistance. However, kefir
peptides administration can directly activate the JAK2/ STAT3
pathway to promote fatty acid oxidation. However, AMPD and

AMPK are both important in fructose-induced hepatic lipid
accumulation in hepatocytes and counter-regulate each other.45

Our results demonstrate that high-fructose intake significantly
increased the total AMPK expression and decreased the ratio of
p-AMPK/AMPK in the liver tissue of NAFLD mice. Kefir peptides
administration increased the phosphorylation ratio of p-AMPK and
also elevated p-ACC, which will reduce triglyceride accumulation
in the liver. Besides, the excess fat accumulation in whole body of
fructose-induced NAFLD mice that affect by kefir peptides and
results in the decrease of body weight gain may also be an
important mechanism. Therefore, we had carry out a new set of
experiments to further evaluate the effect of kefir peptides on the
lipid metabolism in the adipose tissue of the fructose-induced
NAFLD mice.
In conclusion, we demonstrated that chronic fructose intake is

associated with hepatic steatosis and inflammation. High-dose
fructose consumption also resulted in leptin resistance, increasing
the expression of OB-R and blocking the leptin signal (Figure 5a).
Fructose-induced hepatic lipid accumulation can be markedly
reduced by kefir peptides administration through three possible
pathways: (1) kefir peptides significantly reduce the expressions of
SREBP-1 and ACC to block lipogenesis; (2) kefir peptides could
improve lipid oxidation through reducing the expression of the
leptin receptor and increasing the expressions of p-JAK2, STAT3
and p-STAT3; and (3) kefir peptides significantly decrease the
inflammatory response and insulin resistance. Therefore, these
results suggest that kefir peptides clearly improved the symptoms
of NAFLD, by reducing body weight gain, insulin resistance,
inflammatory reaction and the formation of fatty liver through the
inhibition of the hepatic lipogenesis and the activation of fatty
acid oxidation pathway in fructose-induced hepatic steatosis mice.

CONFLICT OF INTEREST
The authors declare no conflict of interest.

ACKNOWLEDGEMENTS
This research was supported in part by grants MOST-104-2313-B-005-043-MY3 and
MOST-101-2313-B-212-001-MY3 from the Ministry of Science and Technology, and
grant ATU-105-S0508 from the Ministry of Education, Taiwan, under the Aiming for
Top University plan. We thank our colleagues (Drs Yu-Tang Tung and Cheng-Wei Lai)
in the Molecular Embryology & DNA Methylation Laboratory for their help with
discussions and technical issues.

REFERENCES
1 Tilg H, Moschen AR. Evolution of inflammation in nonalcoholic fatty liver disease:

the multiple parallel hits hypothesis. Hepatology 2010; 52: 1836–1846.
2 London RM, George J. Pathogenesis of NASH: animal models. Clin Liver Dis 2007;

11: 55–74.
3 Sanches SC, Ramalho LN, Augusto MJ, da Silva DM, Ramalho FS. Nonalcoholic

steatohepatitis: a search for factual animal models. Biomed Res Int 2015; 2015:
574832.

4 Cai D, Yuan M, Frantz DF, Melendez P A, Hansen L, Lee J et al. Local and systemic
insulin resistance resulting from hepatic activation of IKK-beta and NF-kappaB.
Nat Med 2005; 11: 183–190.

5 Marriott BP, Cole N, Lee E. National estimates of dietary fructose intake increased
from 1977 to 2004 in the United States. J Nutr 2009; 139: 1228S–1235S.

6 Sluik D, Engelen AI, Feskens EJ. Fructose consumption in the Netherlands: the
Dutch national food consumption survey 2007–2010. Eur J Clini Nutr 2015; 69:
475–481.

7 Vieira CP, Álvares TS, Gomes LS, Torres AG, Paschoalin VM, Conte-Junior CA. Kefir
grains change fatty acid profile of milk during fermentation and storage. PLoS One
2015; 10: e0139910.

8 St-Onge MP, Farnworth ER, Savard T, Chabot D, Mafu A, Jones PJ. Kefir con-
sumption does not alter plasma lipid levels or cholesterol fractional synthesis
rates relative to milk in hyperlipidemic men: a randomized controlled trial. BMC
Complement Altern Med 2002; 2: 1–7.

Figure 5. Effect of kefir peptides on the oral glucose tolerance test,
insulin resistance, and HOMA-IR index in 30% fructose-induced
hepatic steatosis mice after 8 weeks. (a) The time-course measure-
ment of blood glucose concentration changes for oral glucose
tolerance test. *Po0.05; **Po0.01 vs Mock group; ##Po0.01 vs
normal group. (b) The fasting blood insulin concentration and (c)
the index of homeostasis model assessment for insulin resistance
(HOMA-IR). The values are expressed as the means± s.e. (n= 8).
Different letters labeled in each column indicated a significant
difference at Po0.05 by one-way ANOVA and Duncan’s test.

Kefir peptides prevent HF-induced hepatic steatosis
HL Chen et al

8

Nutrition & Diabetes (2016) 1 – 9



9 Farnworth ER, Mainville I.Kefir: a fermented milk product In:Farnworth ER (ed)
Handbook of Fermented Functional Foods. CRC Press: Boca Raton, FL, 2003. pp
77–112.

10 Berner LA, O'Donnell JA. Functional foods and health claims legislation: applica-
tions to dairy foods. Int Dairy J 1998; 8: 355–362.

11 Vujicic IF, Vulic M, Konyves T. Assimilation of cholesterol in milk by kefir cultures.
Biotechnol Lett 1992; 14: 847–850.

12 Chen HL, Tung YT, Tsai CL, Lai CW, Tsai HC, Lin YL et al. Kefir improves fatty liver
syndrome through inhibited lipogenesis pathway in leptin-deficient ob/ob
knockout mice. Int J Obesity 2014; 38: 1172–1179.

13 Lin CW, Chen HL, Liu JR. Identification and characterization of lactic acid bacteria
and yeasts isolated from kefir grains in Taiwan. Aust J Dairy Technol 1999; 54: 14–18.

14 Chang YT, Chen CM, Tu MY, Chen HL, Chang SY, Tsai TC et al. Effects of osteo-
porosis and nutrition supplements on structures and nanomechanical properties
of bone tissue. J Mech Behav Biomed Mater 2011; 4: 1412–1420.

15 Wen ST, Chen W, Chen HL, Lai CW, Yen CC, Lee KH et al. Amniotic fluid stem cells
from EGFP transgenic mice attenuate hyperoxia-induced acute lung injury. PLoS
One 2013; 8: e75383.

16 Tung YT, Huang PW, Chou YC, Lai CW, Wang HP, Ho HC et al. Lung tumorigenesis
induced by human vascular endothelial growth factor (hVEGF)-A165 over-
expression in transgenic mice and amelioration of tumor formation by miR-16.
Oncotarget 2015; 6: 10222–10238.

17 Sharma BR, Kim HJ, Rhyu DY. Caulerpa lentillifera extract ameliorates insulin
resistance and regulates glucose metabolism in C57BL/KsJ-db/db mice via
PI3K/AKT signaling pathway in myocytes. J Transl Med 2015; 13: 62.

18 Yen CC, Lai YW, Chen HL, Lai CW, Lin CY, Chen W et al. Aerosolized human
extracellular superoxide dismutase prevents hyperoxia-induced lung injury. PLoS
One 2011; 6: e26870.

19 Liu HC, Pai SY, Cheng WTK., Chen HL, Tsai TC, Yang SH et al. Ingestion of trans-
genic animal milks containing the Dp2 peptide, a dust mite allergen, potentially
protects mice from allergic airway inflammation and hyper-responsiveness.
Allergy Asthma Clin Immunol 2013; 9: e21.

20 Salgado AL, Ld Carvalho, Oliveira AC, Santos VN, Vieira JG, Parise ER. Insulin
resistance index (HOMA-IR) in the differentiation of patients with non-alcoholic
fatty liver disease and healthy individuals. Arq Gastroenterol 2010; 47: 165–169.

21 Tung YT, Tang TY, Chen HL, Yang SH, Chong KY, Chen CM. Lactoferrin protects
against chemical-induced rat liver fibrosis through inhibiting stellate cells acti-
vation. J Dairy Sci 2014; 97: 3281–3291.

22 Liu HC, Pai SY, Chen HL, Lai CW, Tsai TC, Cheng WTK. et al. Recombinant
Derp5 secreted in the milk leading by aS1-casein signal peptide protects against
dust mite allergen-induced airway inflammation. J Dairy Sci 2014; 97: 6792–6803.

23 Tung YT, Chen HL, Lai CW, Shen CJ, Lai YW, Chen CM. Curcumin reduces pul-
monary tumorigenesis in vascular endothelial growth factor (VEGF)-over-
expressing transgenic mice. Mol Nutr Food Res 2011; 55: 1036–1043.

24 Tsai TC, Tung YT, Kuo YH, Liao JW, Tsai HC, Chong KY et al. Anti-inflammatory
effects of Antrodia camphorata, an herbal medicine, in a mouse skin
ischemia model. J Ethnopharmacol 2015; 159: 113–121.

25 Shapiro A, Mu W, Roncal C, Cheng KY, Johnson RJ, Scarpace PJ. Fructose-induced
leptin resistance exacerbates weight gain in response to subsequent high-fat
feeding. Am J Physiol Regul Integr Comp Physiol 2008; 95: R1370–R1375.

26 Bjorbak C, Lavery HJ, Bates SH, Olson RK, Davis SM, Flier JS. SOCS3 mediates feedback
inhibition of the leptin receptor via Tyr985. J Biol Chem 2000; 275: 40649–40657.

27 Bjørbaek C, El-Haschimi K, Frantz JD, Flier JS. The role of SOCS-3 in leptin signaling
and leptin resistance. J Biol Chem 1999; 274: 30059–30065.

28 Tartaglia LA, Dembski M, Weng X, Deng N, Culpepper J, Devos R et al. Identifi-
cation and expression cloning of a leptin receptor, OB-R. Cell 1995; 83: 1263–1271.

29 Fei H, Okano HJ, Li C, Lee GH, Zhao C, Darnell R et al. Anatomic localization of
alternatively spliced leptin receptors (Ob-R) in mouse brain and other tissues. Proc
Natl Acad Sci USA 1997; 94: 7001–7005.

30 Szanto I, Kahn CR. Selective interaction between leptin and insulin signaling
pathways in a hepatic cell line. Proc Natl Acad Sci USA 2000; 97: 2355–2360.

31 Volynets V, Astrid S, Giridhar K, Sabine W, Stephan CB, Ina B. Protective effect of
bile acids on the onset of fructose-induced hepatic steatosis in mice. J Lipid Res
2010; 51: 3414–3424.

32 Dimeglio DP, Mattes RD. Liquid versus solid carbohydrate: effects on food intake
and body weight. Int J Obes Relat Metab Disord 2000; 24: 794–800.

33 Guzel-Seydim ZB, Kok-Tas T, Greene AK, Seydim AC. Review: functional properties
of kefir. Crit Rev Food Sci Nutr 2011; 51: 261–268.

34 Hertzler SR, Clancy SM. Kefir improves lactose digestion and tolerance in adults
with lactose maldigestion. J Am Diet Assoc 2003; 103: 582–587.

35 Vinderola G, Perdigón G, Duarte J, Farnworth E, Matar C. Effects of the oral
administration of the products derived from milk fermentation by kefir microflora
on immune stimulation. J Dairy Res 2006; 73: 472–479.

36 de Moreno de Leblanc A, Matar C, Farnworth E, Perdigón G. Study of immune
cells involved in the antitumor effect of kefir in a murine breast cancer model.
J Dairy Sci 2007; 90: 1920–1928.

37 St-Onge MP, Farnworth ER, Jones PJ. Consumption of fermented and non-
fermented dairy products: effects on cholesterol concentrations and metabolism.
Am J Clin Nutr 2000; 71: 674–681.

38 Moore JB, Pippa JG, Barbara AF. The role of dietary sugars and de novo lipogenesis
in non-alcoholic fatty liver disease. Nutrients 2014; 6: 5679–5703.

39 Vasiljević A, Bursać B, Djordjevic A, Milutinović DV, NikolićM, Matić G et al. Hepatic
inflammation induced by high-fructose diet is associated with altered 11βHSD1
expression in the liver of Wistar rats. Eur J Nutr 2014; 53: 1393–1402.

40 Kanuri G, Spruss A, Wagnerberger S, Bischoff SC, Bergheim I. Role of tumor
necrosis factor alpha (TNFalpha) in the onset of fructose-induced nonalcoholic
fatty liver disease in mice. J Nutr Biochem 2011; 22: 527–534.

41 Yadav UC, Ramana KV. Regulation of NF-κB-induced inflammatory signaling by
lipid peroxidation-derived aldehydes. Oxid Med Cell Longev 2013; 690545.

42 Uyeda K, Repa JJ. Carbohydrate response element binding protein, ChREBP, a
transcription factor coupling hepatic glucose utilization and lipid synthesis. Cell
Metab 2006; 4: 107–110.

43 Horton JD, Bashmakov Y, Shimomura I, Shimano H. Regulation of sterol regulatory
element binding proteins in livers of fasted and refed mice. Proc Natl Acad Sci USA
1998; 95: 5987–5992.

44 Dong F, Zhang X, Yang X, Esberg LB, Yang H, Zhang Z et al. Impaired cardiac
contractile function in ventricular myocytes from leptin-deficient ob/ob
obese mice. J Endocrinol 2006; 188: 25–36.

45 Lanaspa MA, Cicerchi C, Garcia G, Li N, Roncal-Jimenez CA, Rivard CJ et al.
Counteracting roles of AMP deaminase and AMP kinase in the development of
fatty liver. PLoS One 2012; 7: e48801.

This work is licensed under a Creative Commons Attribution 4.0
International License. The images or other third party material in this

article are included in the article’s Creative Commons license, unless indicated
otherwise in the credit line; if the material is not included under the Creative Commons
license, users will need to obtain permission from the license holder to reproduce the
material. To view a copy of this license, visit http://creativecommons.org/licenses/
by/4.0/

© The Author(s) 2016

Supplementary Information accompanies this paper on the Nutrition & Diabetes website (http://www.nature.com/nutd)

Kefir peptides prevent HF-induced hepatic steatosis
HL Chen et al

9

Nutrition & Diabetes (2016) 1 – 9

http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/

	Kefir peptides prevent high-fructose corn syrup-induced non-alcoholic fatty liver disease in a murine model by modulation of inflammation and the JAK2 signaling pathway
	Introduction
	Materials and methods
	Kefir peptides preparation
	Animals and study design
	Oral glucose tolerance test
	Determination of biochemical markers
	Oil Red O staining and hematoxylin and eosin staining
	Immunohistochemical staining
	Western blot analysis
	Statistical analysis

	Results
	Dietary intake, body weight, liver weight and energy intake in fructose-induced NAFLD mice
	Effects of kefir peptides on hepatic and serum ALT, TG, cholesterol and FFA
	Effects of kefir peptides on hepatomegaly and liver injury
	Effect of kefir peptides on inflammatory reaction of high-fructose-induced NAFLD mice

	Table 1 Effects of kefir peptides administration on body weight and liver weight in 30% fructose-induced hepatic steatosis mice1
	Table 2 Effects of kefir peptides administration on indices of liver in fasting serum and hepatic lipids contents in 30% fructose-induced hepatic steatosis mice1
	Figure 1 Effects of kefir peptides on the liver pathology and lipid accumulation in 30% fructose-induced NAFLD mice.
	Effects of kefir peptides on protein expression involved in the JAK2-STAT3 signaling pathway

	Figure 2 Effects of kefir peptides on the hepatic peroxidation and proinflammatory cytokines in 30% fructose-induced NAFLD mice.
	Effects of kefir peptides on glucose tolerance and insulin resistance

	Discussion
	Figure 3 Effects of kefir peptides treatment on the protein expressions involved in the lipid metabolic pathways.
	Figure 4 Proposed mechanisms of kefir peptides-mediated modulation of the lipid metabolism pathway in 30% fructose-induced NAFLD mice.
	This research was supported in part by grants MOST�-�104-2313-B�-�005-043-MY3 and MOST�-�101-2313-B�-�212-001-MY3 from the Ministry of Science and Technology, and grant ATU�-�105-S0508 from the Ministry of Education, Taiwan, under the Aiming for Top Unive
	This research was supported in part by grants MOST�-�104-2313-B�-�005-043-MY3 and MOST�-�101-2313-B�-�212-001-MY3 from the Ministry of Science and Technology, and grant ATU�-�105-S0508 from the Ministry of Education, Taiwan, under the Aiming for Top Unive
	ACKNOWLEDGEMENTS
	REFERENCES
	Figure 5 Effect of kefir peptides on the oral glucose tolerance test, insulin resistance, and HOMA-IR index in 30% fructose-induced hepatic steatosis mice after 8�weeks.



 
    
       
          application/pdf
          
             
                Kefir peptides prevent high-fructose corn syrup-induced non-alcoholic fatty liver disease in a murine model by modulation of inflammation and the JAK2 signaling pathway
            
         
          
             
                Nutrition & Diabetes ,  (2016). doi:10.1038/nutd.2016.49
            
         
          
             
                H-L Chen
                T-C Tsai
                Y-C Tsai
                J-W Liao
                C-C Yen
                C-M Chen
            
         
          doi:10.1038/nutd.2016.49
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 Macmillan Publishers Limited
          10.1038/nutd.2016.49
          2044-4052
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/nutd.2016.49
            
         
      
       
          
          
          
             
                doi:10.1038/nutd.2016.49
            
         
          
             
                nutd ,  (2016). doi:10.1038/nutd.2016.49
            
         
          
          
      
       
       
          True
      
   




