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Abstract: Non-alcoholic fatty liver disease (NAFLD) is a common liver disease with a rapidly in-
creasing number of cases worldwide. This study aimed to evaluate the effects of Lactobacillus sakei
MJM60958 (MJM60958) on NAFLD in vitro and in vivo. In in vitro tests, MJM60958 significantly
inhibited lipid accumulation by 46.79% in HepG2 cells stimulated with oleic acid and cholesterol
(OA-C). Moreover, MJM60958 showed safe and probiotic characteristics in vitro. In the animal study,
MJM60958 administration in a high-fat diet-induced NAFLD mouse model significantly reduced body
weight and liver weight, and controlled aspartate aminotransferase (ALT), aspartate transaminase
(AST), triglyceride (TG), urea nitrogen (BUN), and uric acid (UA) levels in the blood, which are
features of NAFLD. Further, treatment with MJM60958 also reduced steatosis scores in liver tissues,
serum leptin and interleukin, and increased serum adiponectin content. Moreover, administration
of MJM60958 resulted in a significantly decreased expression of some genes and proteins which
are related to lipid accumulation, such as fatty acid synthase (FAS), acetyl-CoA carboxylase (ACC),
and sterol regulatory element-binding protein 1 (SREBP-1), and also upregulated genes and protein
expression of lipid oxidation such as peroxisome proliferator-activated receptor alpha (PPARx) and
carnitine palmitoyltransferase 1a (CPT1A). Administration of MJM60958 increased the relative abun-
dance of specific microbial taxa such as Verrucomicrobia, which are abundant in non-NAFLD mice,
and reduced Firmicutes, which are a major group in NAFLD mice. MJM60958 affected the modulation
of gut microbiota and altered the strain profile of short-chain fatty acids (SCFAs) production in the
cecum by reduced lactic acid and enhanced acetic acid production. Overall, MJM60958 showed
potential as a probiotic that can prevent and treat NAFLD.
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1. Introduction

Non-alcoholic fatty liver disease (NAFLD) is the main cause of chronic liver diseases
and has dramatically increased worldwide over the past decade (the number of NAFLD
patients is estimated to be approximately 25% of the global population) [1-3]. NAFLD
is characterized by the accumulation of fat in hepatocytes exceeding 5% of liver weight
without other causes of liver diseases such as viral hepatitis, autoimmune liver disease,
and alcohol consumption. It is estimated that approximately 23% of NAFLD patients
will progress to non-alcoholic steatohepatitis (NASH), about 10-25% of NASH patients
will progress to cirrhosis, and about 2.4-12.8% of cirrhotic patients will progress to liver
cancer [4,5]. NAFLD is predicted to become the main indication for liver transplantation
by 2030. By 2030, the liver transplantation indicator is predicted highest for NAFLD [6].
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Obesity, diabetes, and metabolic syndrome are closely associated with NAFLD [7,8].
However, NAFLD also occurs in non-obese and non-diabetes patients with metabolism
disorders [9]. NAFLD begins with an excessive accumulation of fat in the liver mainly
derived from dietary fatty acids, de novo lipogenesis, and adipose tissue. The imbalance
between the synthesis and oxidation of fatty acid contributes to NAFLD. With fatty acid
uptake, hepatic insulin resistance leads to impairment of glucose homeostasis, decreases
fatty acid oxidation, and contributes to triglycerides (TG) accumulation. In addition, the
de novo lipogenesis pathway comprises glycolysis biosynthesis of saturated fatty acid
followed by desaturation and TG formation. Key rate-limiting enzymes in this process
include glucokinase and liver-type pyruvate kinase in glycolysis, acetyl-CoA carboxylase
(ACC), and fatty acid synthase (FAS). ACC catalyzes a critical rate-limiting step in fatty
acid biosynthesis and controls fatty acid oxidation by the synthesis of malonyl-CoA, an
inhibitor for carnitine palmitoyl transferase 1 (CPT1). Sterol regulatory element binding
protein 1c (SREBP-1c) is a member of SREBP that is mainly a transcription factor for
lipogenesis in NAFLD. Further, peroxisome proliferator-activated receptor alpha (PPAR«)
and CPT1A control fatty acid beta-oxidation, a process that shortens fatty acids into acetyl-
CoA. Hallmarks of the progression of NAFLD to NASH are inflammation and liver injury,
with the release of cytokines and chemokines, such as IL-13 and tumor necrosis factor o
(TNF-«) [10,11].

Current NAFLD management includes diet, and exercise to control weight and reduce
underlying metabolic syndrome [12]. The development of effective drugs to prevent and
treat NAFLD is an area of interest to scientists. Moreover, gut microbiome dysbiosis leads
to NAFLD development due to dysfunction of the gut-liver axis, and probiotics also can
protect the liver via the gut-liver axis [13].

Probiotics are living microorganisms that contribute health benefits to the host when
consumed in adequate amounts [14]. Lactobacillus and Bifidobacterium species are safe and
by far the most commonly used probiotics [15]. Among Lactobacillus species, an important
probiotic is Lactobacillus sakei, which has been recognized for many functions such as
anti-obesity [16], anti-colitis [17], anti-oxidant [18], immunostimulatory [19], alleviation of
atopic [20], antimicrobial [21], anti-diabetic and anti-melanogenic [22] activities. However,
until now there is no research evaluating the effect of Lactobacillus sakei on NAFLD. In this
study, Lactobacillus sakei MJM60958 was screened for its high anti-lipid accumulation in
HepG2 cells, and the effect of MJM60958 on the NAFLD was evaluated in a mice model
fed with a high-fat diet (HFD). In addition, to be developed as a probiotic, MJM60958
was tested with several safety tests including hemolytic activity, D-lactate production, bile
salt deconjugation, biogenic amine production, antimicrobial activity, mucin degradation,
antibiotic susceptibility, oro-gastrointestinal transit assay, and cell adhesion assay.

2. Results
2.1. Screening of LAB Strains Capable of Reducing Lipid Accumulation and Cytotoxicity of
Selected LAB Strain on HepG2 Cells

The activity reduced lipid accumulation in NAFLD in HepG2 cells of 15 probiotic
strains isolated from fermented food, as shown in Table 1. Among 11 strains that showed
effectiveness, 3 strains with higher activity than simvastatin were Lactobacillus gasseri
MJM61024, Lactobacillus brevis MJM60386, and Lactobacillus sakei MJM60958. The most
effective strain, MJM60958, reduced lipid synthesis by 46.79% compared with the OA-C
group and was chosen for further study (Table 1, Figure 1A,B). Moreover, the effect of
MJM60958 on the cell viability of HepG2 cells also was conducted using an MTT assay.
MJM60958 treated at both concentrations of 108 and 10° CFU/mL showed no toxicity and
slightly improved HepG2 cell viability compared with the OA-C group (Figure 1C).
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Figure 1. Effect of MJM60958 on HepG2 cells. (A) Typical image of Oil red O staining, scale bar:
100 pm. (B) The effect of MJM60958 on the lipid accumulation of HepG2 cells. HepG2 cells were
stimulated with 1 nM oleic acid and 7.5 pg/mL cholesterol (OA-C) and treated with 108 and 10°
CFUs/mL of MJM60958 for 6 h. Simvastatin (1 uM) was used as a positive control. At the end of
treatment, the cells were stained with Oil red O reagent and lipid accumulation was quantified by
dissolving the stained fat droplet in isopropanol and measurement at 510 nm by an ELISA reader
(TECAN Spectrofluor Plus, Maennedorf, Switzerland). (C) The effect of MJM60958 on the viability
of HepG2 cells was measured using an MTT assay. Results are presented as the mean =+ standard
deviation of triplicate independent experiments. ## p < 0.01 compared with the control; ** p < 0.01,

*** p <0.001, *** p < 0.0001 compared with the OA-C treatment.

2.2. Safety Assessment of MJM60958

According to the cut-off values recommended by EFSA (2012), MJM60958 was tested
with nine types of antibiotics, and the MIC values are listed in Table 2. Strain MJM60958
was susceptible to all antibiotics. Moreover, hemolytic activity, mucin degradation activity,
D-lactate production, bile salt deconjugation, or bioamine production was not exhibited by
MJM60958 (Table 2).

The adherent ability of MJM60958 and LGG to HT-29 cells was determined by the
ratio between the number of cells that remained attached to the HT-29 monolayer after
washing three times and the initial cell number. The adherence rate of MJM60958 (5.09%)
was significantly higher than that of LGG (3.19%) (Table 2).
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Table 1. Assessment of ability to inhibit lipid accumulation on HepG2 cells of candidate strains.

Lipid Accumulation Percent Reduction

Samples (% of Control) (Compared with OA-C)

Control 100 £ 1.12 -
OA-C 173.76 4 7.18 #### -
Simvastatin (1 pM) 136.87 £ 5.23 ** 21.23
Lactobacillus gasseri MJM61024 122.59 + 0.85 *** 29.45
Lactobacillus rhamnosus GG 151.53 +2.12** 12.79
Lactobacillus rhamnosus MJM60370 157.33 £ 5.47 * 8.93
Lactobacillus brevis MJM60386 132.25 £ 1.23 ** 23.89
Lactobacillus heveticus MJM60419 158.27 + 4.87 * 8.91
Lactobacillus fermentum MJM60430 172.69 = 4.23 0.62
Lactobacillus casei MJM60432 177.36 £+ 5.06 —2.07
Lactobacillus paracasei MJM60434 152.72 £ 597 * 12.11
Lactobacilus helveticus MJM60463 160.42 + 4.37 7.68
Streptococus thermophilus MJM60636 171.11 +£2.98 1.53
Lactobacillus sakei MJM60958 92.46 + 1.16 **** 46.79
Lactobacillus rhamnosus MJM60711 146.26 + 3.19 ** 15.83
Lactobacilus helveticus MJM60825 152.72 £ 5.97 * 12.11
Lactobacillus plantarum MJM61025 145.53 £ 3.08 ** 16.25
Lactobacillus curvatus MJM61026 139.46 + 3.39 ** 19.74

OA-C: 1 nM oleic acid and 7.5 pug/mL cholesterol (negative control). it
*p <0.05 *p <0.01, ** p <0.001, **** p < 0.0001 compared with OA-C.

p < 0.0001 compared with control;

Table 2. Safety assessment of L. sakei MJM60958.

Safety Test

L. sakei MJM60958

(MJM60958)

LGG

Antibiotics *
Ampicillin
Vancomycin
Gentamycin
Kanamycin
Streptomycin
Tetracycline
Clindamycin
Erythromycin
Chloramphenicol

D-lactate production

Bile salt deconjugation

Bioamine production
L-Histidine
L-Tyrosine
L-phenylalanine
Arginine
Tryptophan
L-ornithine

Mucin degradation

Hemolytic activity

Adhesion to HT-29 (%)

1
256 (NR)
16
2

[ T N 'y

5.09 £0.29

1
512 (NR)
32 (R)
R
32 (R)

3.19+£0.1

NR: not required, R: resistant, — no activity, * MIC value for the antibiotics recommended by European food safety

authority (EFSA), 2012.

2.3. OGI Transit Assay

The tolerance of the MJM60958 strain to the digestion process was examined by
exposure to OGI transit stresses, and the survival of MJM60958 is shown in Table 3. Without
stress, the cell viability of LGG and MJM60958 was not changed. The log unit CFU at the
end of the OGI assay was significantly reduced by 1.33 log unit CFU (p < 0.05) and 1.89 log
unit CFU (p < 0.001) compared with the initial counts for LGG and MJM60958, respectively.
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However, the log unit CFU of MJM60958 after the OGI process was still higher than 7
(Table 3).

Table 3. Oro-gastrointestinal transit assay of L. sakei MJM60958 and L. rhamnosus GG.

OGIT, (L0g10CFU/mL)
ransit
MJM60958 LGG

Initial 9.05 + 0.045 9.12 + 0.165
Oral - 9.04 + 0.05 9.09 + 0.039
ral stress + 9.04 £ 0.075 9.00 % 0.006
. - 9.03 + 0.054 9.07 + 0.026
Gastric stress (pH3) + 8.86 + 0.03 * 8.84 + 0.052 *
. . 9.04 + 0.045 9.05 + 0.007
Gastric stress (pH2) + 8.44 + 0.06 ** 8.74 + 0.061 *
. - 9.03 + 0.109 9.08 + 0.092
Intestinal stress + 7.16 + 0.004 *+* 7.79 + 0.095 *

— without stress, + with stress. * p < 0.05, ** p < 0.01, *** p < 0.001 compared with no stress.

2.4. Antibacterial Activity of MJM60958

The results in Table 4 show that MJM60958 strains had antibacterial activity against
all tested pathogens. MJM60958 strongly inhibited Salmonella gallinarum KCTC 2931, Es-
cherichia coli O1 KCTC 2441, Salmonella choleraesuis KCTC 2932, and Pseudomonas aeruginosa
KCCM 11802. It also moderates against Escherichia coli K99, Escherichia coli O138, Escherichia
coli ATCC25922, and Salmonella typhi KCTC 2514. Similarly, LGG also had strong or moder-
ate antibacterial activity against these pathogens (Table 4).

Table 4. Antibacterial activity of L. sakei MJM60958 and LGG against intestinal pathogens.

Diameter of Zone Inhibition (mm)

Strains

L. sakei MJM60958 LGG
Salmonella gallinarum KCTC 2931 10 10
Escherichia coli K99 4 8
Escherichia coli O1 KCTC 2441 8 8
Escherichia coli 0138 6 6
Escherichia coli ATCC25922 6 8
Salmonella chloeraesuis KCTC 2932 10 8
Salmonella typhi KCTC 2514 6 8
Pseudomonas aeruginosa KCCM 11802 10 10

2.5. Animal Study
2.5.1. Effect of MJM60958 on the Food Intake, Body Weight, and Organ Weights

Normal diets and high-fat diets were fed to each group for 12 weeks, and food intake
and body weight were measured during the 12 weeks. In the first two weeks, no difference
in food intake between groups was observed, but the food intake of the control group
with a normal diet was higher than groups on HFD from week 3. However, there was
no significance among HFD, Silymarin, and MJM60958 groups which were on HFDs
(Figure 2A). In addition, body weight significantly increased in all groups as time passed
(Figure 2B). The normal diet control group had the highest level of food consumption but
with low calories, and the body weight of mice in this control group was still the lowest
(30.35 £ 1.86 g at week 12). On the other hand, in the HFD group with high calories, the
body weight of mice was highest (42.93 & 2.36 g). However, body weight in silymarin and
MJM60958 (10%) groups strongly decreased to 33.78 + 2.45 g and 34.14 + 1.83 g, respectively,
compared with the HFD after 12 weeks (p < 0.0001). Further, with lower probiotic treatment,
MJM60958 (10%) just slightly decreased the body weight of mice (Table 5). Furthermore,
there was no significant difference in kidney weight and epidydimal fat weight between
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Figure 2. Food intake, body weight during 12 weeks, and mice images at the end of week 12. (A) Food
intake and (B) body weights were measured every week. (C) Mouse and liver images after 12 weeks
of treatment. Data were analyzed by two-way ANOVA (n = 8 mice per group). * p < 0.05, ** p <0.01
compared with HFD.

Table 5. Effect of L. sakei MJM60958 on body weight and organs (1 = 8) after 12 weeks of treatment.

Group Control HFD Silymarin MJM60958 (108) MJM60958 (10°)
Bodyweight (g) 30.35 4 1.86 #4293 £236  33.78 - 2.45 %% 39.89 4+ 3.91 34.14 4 1.83 #+*
Epidydimal fat weight (g) 022 4 0.045**  0.34 - 0.063 0.3 £ 0.047 0.33 + 0.084 0.31 + 0.061
Kidney weight (g) 0.18 + 0.017 0.2+ 0.019 0.18 + 0.021 0.2 + 0.024 0.17 + 0.028
Liver weight (g) 128 4017 %  1.77 £ 0.30 1.20 4 0.13 *** 1.30 4 0.22 1.24 4 0.11
Liver weight/Body 4.09 £ 0.40 444 4025 373 +£026* 3.29 £ 0.71 **** 3.63 £ 0.38 **
weight (%)

*p <0.05,* p <0.01, ** p <0.001, *** p < 0.0001 compared with HFD.

2.5.2. Effect of MJM60958 on Histopathology of the Liver Sections

To assess the ameliorating effect of MJM60958 on hepatic histopathological changes in
mice, the H&E staining of liver tissues was analyzed. (Figure 3A-D). The control group
did not show the presence of ballooned liver cells. However, the number of ballooned
hepatocytes with lipid droplets dramatically increased in the HFD group, revealing that
HFD induced damage in liver tissues with severe steatohepatitis. After oral administration
with LAB, the quantity of ballooned hepatocyte significantly reduced, especially at the
high-dose LAB treatment steatosis grade of MJM60958 (10%). The results of steatosis grading
in Figure 3F demonstrate that the percentage of fat within the hepatocytes is severe in
the HFD group (grade 3). In the LAB treatment, the fat content in the liver significantly
decreased to between mild and moderate levels, with similar levels in the silymarin group
(grade 1 and grade 2).
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Figure 3. Effect of MJM60958 on histopathology of the liver sections stained with H&E. Black arrow
indicates ballooned liver cells. Photographs of HE-stained sections of livers: (A) Control, (B) HFD
(C) Silymarin, (D) MJM60958 (108), and (E) MJM60958 (10°). (F) steatosis grade was quantified based
on the percentage of fat vacuolation in hepatocytes: level 0 (healthy, <5%), level 1 (mild, 5-33%),
level 2 (moderate, 34-66%), and level 3 (severe, >66%). Data are presented as the mean + SD (n = 8),
**p < 0.001, *** p <0.0001 compared with HFD group. Scale bar: 400 um. (Magnification, 400x).

2.5.3. Effect of MJM60958 on Serum Levels of ALT, AST, TG, TCHO, CRE, UA, Leptin,
Adiponectin, IL-1$3, and TNF-o

HFD significantly increased ALT, AST, TG, and TCHO levels in serum by 2.39-, 1.33-,
1.47-, and 1.56-fold, respectively, compared with the control group. Moreover, HFD notably
decreased BUN (p < 0.01), and slightly regulated serum UA and CRE compared with the
control group (Figure 4). LAB treatments with both low (108 CFU) and high (10° CFU) doses
showed significantly reduced levels of ALT (p < 0.001 and p < 0.0001), AST (p < 0.0001),
UA (p < 0.05), and marked increases in BUN (p < 0.05). In addition, MJM60958 (108) and
MJM60958 (10°) also slightly decreased serum TCHO and slightly induced the serum CRE
index. However, only the high-dose treatment of LAB significantly reduced serum TG
(p < 0.0001) compared with HFD (Figure 4).

Compared with the control group, the HFD group had significantly elevated leptin
levels in serum (p < 0.001) and suppressed serum adiponectin (p < 0.01). In contrast, the
MJM60958 (10°) showed a significant reduction (p < 0.0001) in serum leptin and enhanced
serum adiponectin (p < 0.0001), whereas low-dose LAB treatment MJM60958 (108) only sig-
nificantly raised adiponectin level (p < 0.0001) compared with HFD (Figure 4H,I). Previous
studies revealed that tumor necrosis factor-alpha (TNF-«) and interleukin-1-beta (IL-13)
are key mediators in the pathogenesis of NAFLD [23]. In our study, HFD significantly
increased IL-13 (p < 0.05) and slightly increased TNF-« in serum, but serum TNF-« and
serum IL-1p were considerably reduced in the MJM60958 groups (p < 0.05) by the LAB
supplement, especially in the high-dose group (Figure 4], K).
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Figure 4. Effects of MJM60958 or Silymarin on the serum levels of (A) ALT, (B) AST, (C) TG, (D) TCHO,
(E) CRE, (F) BUN, (G) UA, (H) leptin, (I) adiponectin, (J) IL-1p and (K) TNF-o in mice fed HFD for
12 weeks. Values are the means + SD (n = 6 to 8 per group). * p < 0.05, * p < 0.01, *** p < 0.001,
***% p < 0.0001, compared with HFD group.
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2.5.4. Effect of MJM60958 on mRNA Expression of Lipogenesis GENES and
Inflammation-Related Genes in Mice Livers

Since a high dose of MJM60958 showed more significant activity than a low dose,
the mechanism study was performed only in the high-dose treatment (MJM60958). We
evaluated the expression of genes relating to lipogenesis and inflammation function in liver
tissue. HFD consumption dramatically upregulated FAS and ACC gene expression by 2.39-
and 2.36-fold, respectively, compared with the control group (Figure 5A,B). However, the
supplement of MJM60958 significantly downregulated FAS and ACC gene expressions
(p < 0.05). Moreover, HFD significantly reduced the expression of PPARx and CPT1A
energy metabolism-related genes (p < 0.0001), whereas MJM60958 dramatically increased
gene expression of PPARa and CPT1A (p < 0.0001) compared with HFD (Figure 5C,D).
Further, both silymarin and MJM60958 showed insignificant regulation of IL-6 compared
with HFD (Figure 5E).
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Figure 5. Effect of L. sakei MJM60958 on the mRNA expression of liver tissues in mice after 12 weeks
of treatment. mRNA of (A) FAS, (B) ACC, (C) PPAR«, (D) CPT1A, and (E) IL-6 were quantified
using qRT-PCR. Data are expressed as the means + standard deviation of triplicate independent
experiments. ** p < 0.01, ## p < 0.0001 compared with control group; * p < 0.05, *** p < 0.001,
***% p < 0.0001 compared with HFD group.

2.5.5. Effect of MJM60958 on the Expression of FAS, SREBP-1, and PPAR« Proteins in
Mice Livers

To assess the effects of MJM60958 on lipid metabolism, the expression of key proteins
involved in lipogenesis and fatty acid oxidation was determined (Figure 6).
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Figure 6. Effect of MJM60958 on FAS, SREBP-1, and PPAR« protein levels in liver tissues of mice fed
either HFD, L. sakei MJM60958, or silymarin for 12 weeks. (A) Protein expression was determined
by Western blotting and protein expression of (B) fatty acid synthase/(3-actin, (C) Sterol regulatory
element-binding protein 1/ 3-actin, (D) peroxisome proliferator-activated receptor alpha/[3-actin
were quantified using the Image] program. Data are expressed as the means + standard deviation
of triplicate independent experiments. * p < 0.05, # p < 0.01, ## p < 0.0001 compared with control

group; * p < 0.05, ** p < 0.01, *** p < 0.001, **** p < 0.0001 compared with HFD group.

The protein level of FAS was highly upregulated by HFD (p < 0.0001), but significantly
downregulated by the treatment of silymarin and MJM60958 (p < 0.001 and p < 0.0001,
respectively) (Figure 6B). Moreover, when treated with HFD, protein expression of SREBP-
1 also significantly increased (p < 0.05), whereas the level of SCREB1 was found to be
significantly reduced by MJM60958 (p < 0.05) (Figure 6C). Further, HFD suppressed the
protein expression of PPARx compared with the control (p < 0.01). Silymarin and MJM60958
treatment strongly enhanced the protein level of PPAR« at significant levels of p < 0.001
and p < 0.01, respectively (Figure 6D).

2.5.6. Composition of Cecal Microbiota and SCFAs Content in Cecal

The effect of MJM60958 on gut microbiota was determined based on the relative abun-
dance of bacteria in the cecum. The composition of the gut microbiota at both phylum and
genus levels was analyzed to determine which types of bacteria were affected by MJM60958
in the HFD group. At the phylum level, Firmicutes, Bacteroides, Proteobacteria, and Verru-
comicrobia were the main components of the microbiota, accounting for more than 98% of
the total. Compared with the control group, an increase in Firmicutes (8.4%) and Actinobac-
teria (0.3%) and the disappearance of Venrrucomicrobia and Tenericutes were observed in
the HFD group. However, MJM60958 treatment significantly reduced Firmicutes (4.6%)
and Actinobacteria (0.6%) and improved gut microbiota diversity with the presence of
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Venrrucomicrobia (3.85%) and Tenericutes (1.033%) compared with HFD (Figure 7A). The
abundance of the gut microbiota at the family level was also changed. Compared with
the control group, in the HFD group, the abundance of Atopobiaceae, Deferribacteraceae,
Christensenallaceace, Clostridiaceae 1, Clostridiales vadinBB60 group, Lachnospiraceae,
Peptostreptococcaceae, and Anaeroplasmataceae was increased, and there was decrease
in the abundance of Family XIII, Ruminococcaceae, Anaeroplasmataceae and an absence
of Akkermansiaceae. With MJM60958 treatment, Akkermansiaceae and Ruminococcaceae
were improved by 3.35% and 1.68%, respectively, whereas Clostridiales vadinBB60 group,
Clostridiaceae 1, Atopobiaceae, Lachnospiraceae, and Peptostreptococcaceae were reduced
by 2.5%, 0.32%, 0.1%, 1.34%, and 0.45%, respectively, compared with HFD (Figure 7B).

B

= Atopobiaceae

Family Taxonomic composition

100% . — M wBacteroidaceae
Déderribacteraceae
£ 80%
Christensenellaceae
60% = Clostridiaceae 1
. = Clostridiales
vadinBB60 group
40% m Family XIII
e ® Lachnospiraceae
20% = Peptostreptococcaceae
Ruminococcaceae

0% 0%
Control HFD Silymarin MLIMG60958 RS Q & > Anaeroplasmataceae
& $ & @*’
Actinobacteria 1 Bacteroidetes ¢S & &N m Akkermansiaceae
Dderribacteres ® Firmicutes < ?\5‘
® Tenericutes ® Verrucomicrobia Other
m Proteobacteria Other
D
2000 — 500
=0
D3
400
1500 - E = .
=]
S 300
-«
1000 — > < H#
> 3 200
<
500 s 1004
>
&
9~ T T 0- T T
> N a > QD > >
&8 \\‘c\ & @e& SR ¢\>‘\ &’
C./\‘ ﬂ\& N (,,\‘ B N
o< ~\$ < ,\\

Figure 7. Effect of MJM60958 on the composition of cecal microbiota and SCFAs content in cecal.
(A) The structure of the gut microbiota at the phylum level. (B) The structure of the gut microbiota
for HFD at the genus level. Short-chain fatty acids (SCFAs) content in cecal was measured by gas
chromatograph: (C) acetic acid, and (D) lactic acid. Data are expressed as the means + SD (1 = 3).
# p <0.01 compared with control group; * p < 0.05, ** p < 0.01 compared with HFD group.

GC-MS was used to analyze short-chain fatty acids (SCFAs) content in the feces.
However, only lactic acid and acetic acid were detected as present in each group, as shown
in Figure 7C,D. The lactic acid content was 1152.1 mg/g in the control group, increased to
1343.21 mg/g in the HFD group, and significantly decreased to 593.5 and 737.95 mg/g in
the silymarin and MJM60958 groups, respectively (Figure 7C). Compared with the control
group, acetic acid concentration was dramatically reduced by 211.75 mg/g in HFD, whereas
silymarin and MJM606958 treatment significantly enhanced the acetic acid by 162.99 and
140.58 mg/ g, respectively, compared with the HFD group (Figure 7D).
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3. Discussion

Non-alcoholic fatty liver disease (NAFLD) is the most common liver disease which
affects both adults and children [24]. NAFLD has a complex physiopathology related to
insulin resistance, obesity, type 2 diabetes, and cardiovascular diseases [7,8,25,26]. To date,
there is no specific pharmacologic treatment for NAFLD, but some medicines can treat the
physiopathology of NAFLD, including insulin-sensitizers [27], lipid-lowering agents [28],
antioxidant agents [29], and antitumor necrosis factor « agents [30]. However, there are no
medications that have been approved for the treatment of NAFLD, despite many clinical
trials being conducted. Recently, using probiotics has been considered a potential approach
for preventing and improving NAFLD [31-33].

MJM60958 was isolated from dongchimi, a Korean traditional fermented radish kim-
chi, and obtained by our laboratory. It was selected from 15 LAB strains for its strong
activity inhibiting lipid accumulation in HepG2 cells and absence of toxicity for hepato-
cytes (Table 1, Figure 1). In addition, MJM60958 is a potential probiotic with the safety
and characteristics of probiotics. D-lactate is produced by some LAB that lead to short
bowels and acidosis disease [34,35]. Bile salt deconjugate increased the survival of LAB in
the intestinal environment; however, excess bile salt deconjugate is toxic for the human
intestinal tract [36]. Biogenic amine production and hemolytic activity are also harmful
to the human body [37]. MJM60958 showed a negative effect with D-lactate, biogenic
amine, bile salt deconjugate, and hemolytic activity (Table 2). If LAB are resistant to the
antibiotics, the resistant gene may be transferred across the intestinal barrier, but MJM60958
was sensitive to all tested antibiotics (Table 2) and also had strong antibacterial activity
against intestinal pathogens which may contribute to intestinal health (Table 4). Moreover,
MJM60958 showed high adhesion activity to HT-29 cells and high viability after the OGI test
(Tables 2 and 4). These results suggest that MJM60958 has the characteristics of probiotics
and can be used as a probiotic.

We confirmed that MJM60958 significantly reduced body weight and liver weight,
and also improved ALT, AST, TG, BUN, and UA index in the blood, which were features of
NAFLD observed in the serum and liver of HFD-fed mice (Table 5, Figure 4). Moreover,
MJM60958 also reduced serum leptin levels (Figure 4). Similar to insulin, leptin mainly
controls food consumption and energy metabolism, further inhibiting hunger and reducing
body weight [38]. However, leptin resistance with a high level of leptin in serum may be a
feature of steatosis that contributes to the development of NAFLD [39]. In addition, another
previous study also showed that serum leptin concentrations are significantly higher in
non-alcoholic steatohepatitis patients than in healthy people [40]. Therefore, MJM60958
may improve NAFLD by balancing serum leptin levels.

Liver fat accumulation results from a lack of equilibrium between lipid synthesis and
disposal, which are regulated through de novo lipogenesis and fatty acid oxidation [41].
Fat droplets accumulate in the liver when the rate of lipid synthesis is higher than lipid
oxidation. H&E staining analysis demonstrated that HFD induced hepatic fat in mice and
probiotic treatment reduced fat accumulation (Figure 3). The liver can synthesize new
fatty acids from acetyl-CoA by the action of acetyl-CoA carboxylase (ACC) and fatty acid
synthase (FAS). Initially, acetyl-CoA carboxylase (ACC) catalysis acetyl-CoA converts to
malonyl-CoA and then to palmitate by fatty acid synthase (FAS). Sterol regulatory element-
binding protein 1 (SREBP-1), which is activated by insulin and liver X receptor «, is a key
transcription factor regulating the transcription of de novo lipogenesis. High blood levels
of insulin due to insulin resistance often lead to steatosis in the liver because of SREBP-1
activation, and the suppression of SREBP-1 means protection against the development
of a fatty liver. In NAFLD, the expression of ACC and FAS increase in response to the
increase of upstream SREBP-1 [42-45]. ACC is a rate-limiting enzyme that catalyzes acetyl-
CoA into malonyl-CoA, which inhibits the expression of carnitine palmitoyltransferase-
1A (CPT1A) and consequently blocks mitochondrial fatty acid oxidation [46]. For fatty
oxidation, PPAR«x is a key nuclear receptor that controls the rate of oxidation of fatty
acids occurring in the mitochondria and is also related to carnitine palmitoyltransferase-1
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(CPT1) [47]. Our results showed that MJM60958 reduced the expression of FAS and ACC,
but upregulated the PPARx and CPT1A genes (Figure 5). The Western blotting data in
Figure 6 also demonstrates that MJM60958 significantly inhibited the protein expression
of FAS, SREBP-1, and strongly increased PPAR« protein levels. Our data suggest that
MJM60958 improves fatty liver metabolism and reduces NAFLD by downregulating genes
and protein expression, which is related to hepatitic lipid synthesis and enhancing the
levels of genes and proteins related to hepatitis fatty oxidation.

From 10-20% of NAFLD patients developing NASH, 2-5% of them develop NASH
with a hallmark of inflammation. In our study, mice in the HFD group had significantly
increased serum IL-1p and slightly induced TNF« levels. With the LAB treatment, the
concentration of IL-13 and TNF« in serum strongly declined compared with the HFD
treatment (Figure 4). This suggests that MJM60958 consumption can reduce and stop the
progression of NAFLD into NASH in mice.

Several studies have demonstrated that the diversity and composition of gut micro-
biota influenced NAFLD [48,49]. In our research, the diversity of microbiota was decreased
in the HFD group and showed increased richness in the MJM60958 treatment. The change
was noticeable in the Verrucomicrobia phylum and Akkermansia family, which are known
to have functions that contribute to intestinal health and glucose homeostasis and reduce
obesity, diabetes, inflammation [50-52]. They were absent in the HFD group, but enriched
in the LAB treatment (Figure 7A,B). These data suggest that MJM60958 might have the po-
tential to reduce NAFLD through the alteration of the microbiome composition, especially
through an increase of Akkermansia and Verrucomicrobia. In addition, SCFAs produced
by microorganisms have an important role in NAFLD [53]. Lactic acid is major metabolite
produced by Lactobacillus and strains belonging to the Firmicutes phylum. In our research,
Firmicutes accounted for 89% to over 97% of the cecal microbiota (Figure 7A), which ex-
plains why lactic acid was the main SCFA in feces (Figure 7C). Moreover, lactic acid has
been reported to increase in the feces of NAFLD patients [54]. Here, it was increased in the
HEFD group, and decreased in the MJM60958 group (Figure 7C). Further, acetic acid is also
known to upregulate the expression of genes for fatty acid oxidation enzymes in the liver to
suppress body fat accumulation [55]. Another study confirmed that the anti-NAFLD effects
of astragalus polysaccharides are associated with increased production of acetic acid [56].
In this study, MJM60958 administration also increased acetic acid concentration in mice fed
with a HFD which could contribute to the anti-NAFLD effect of MJM60958 (Figure 7D).

4. Materials and Methods
4.1. Cell Culture

HepG2 cells, a human hepatocellular liver carcinoma cell line, were purchased from
the American Type Culture Collection (Rockville, MD, USA). Briefly, cells were cultured in
Dulbecco’s Modified Eagle Medium (DMEM) containing 10% fetal bovine serum (FBS), and
1% Penicillin-Streptomycin (10,000 U/mL) purchased from Gibco (Avenue, Waltham, MA,
USA) in an incubator at 37 °C under a humidified atmosphere of air containing 5% CO,.

HT-29 (human colon adenocarcinoma) cell line was purchased from KCTC (Korea
Research Institute of Bioscience and Bioscience Center) and cultured in RPMI 1640 (HyClone
Laboratories, Inc., Logan, UT, USA) supplemented with 10% fetal bovine serum (Gibco,
Waltham, MA, USA) and 1% streptomycin/penicillin solution (Gibco, Waltham, MA, USA)
at 37 °C in 5% CO; atmosphere.

4.2. Screening of Probiotic Strains with Inhibitory Activity to Reduce Lipid Accumulation in
HepG2 Cells

For screening, 15 LAB strains isolated from fermentation food were tested for their
ability to reduce lipid accumulation in an in vitro cell model. The NAFLD cell mode using
HepG2 cells stimulated by fatty solution (1 mM Oleic acid, 7.5 pg/mL cholesterol) with
2 layer plates for 6 h was used as in previous studies [57,58] with some modifications.
HepG2 cells were seeded at a density of 5 x 10° cells/mL in six-well plates, incubated
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for 24 h and starved overnight with the FBS-free DMEM medium. After that, 10° to 10°
CFU/mL probiotics in a fresh free antibiotic DMEM medium supplemented with fatty
solution (1 mM Oleic acid, 7.5 pg/mL cholesterol) were seeded on a Transwell membrane
(SPL, Pochon, Korea) and inserted into a six-well culture plate containing HepG2 cells for
6 h. The cells treated with only the fatty solution were considered as a negative control
group, and the positive control was based on simvastatin (1 pM). After 6 h of treatment,
the transwell membranes were removed and the HepG2 cells were washed and stained.
Oil Red O staining: Cells were washed with phosphate-buffered saline (PBS) and
fixed with 10% formaldehyde for 5 min; they were then washed and fixed with 10%
formaldehyde for 1 h before staining with 60% Oil Red O diluted in distilled water. After
30 min, the cells were washed three times with distilled water. The dye retained in cells
was eluted by adding 100% isopropanol and quantified with a microplate reader at 510 nm.

4.3. Assay of Cell Viability

The effect of MJM60958 on the cell viability of HepG2 cells was determined by MTT
(3-(4,5-dimethylthiazol-2-y1)-2,5 diphenyl tetrazolium bromide) assay. HepG2 cells were
seeded in a 6-well plate at a density of 5 x 10° cells/mL. The cells were incubated, starved,
and treated with probiotics for 6 h with the same conditions as before. Following the
incubation, the transfer well was removed and the HepG2 cells were treated with 20 pL MTT
(5 mg/mL) for 4 h. Finally, the medium was removed and then treated with 200 uL DMSO
to dissolve the formazan crystals, the metabolite of MTT. The formazan concentration
was measured by a microplate reader at 570 nm (TECAN Spectrofluor Plus, Maennedorf,
Switzerland). The cell viability was determined relative to the non-treatment group.

4.4. Probiotic Characterization of Candidate LAB Strains
4.4.1. Hemolytic Activity

The hemolytic activity of the Lactobacillus sakei MJM60958 was tested following the
guideline of the American Society for Microbiology. Briefly, Lactobacillus sakei MJM60958
and Lactobacillus rhamnosus GG (LGG) as positive control were streaked in tryptic soy agar
supplemented with 5% sheep blood (Hardy Diagnostics, A10), and incubated at 37 °C
for 24 h. Finally, the hemolytic activity was observed with backlighting. The clear zone
surrounding the colony that approached the color and transparency of the base medium
was measured to determine hemolytic activity.

4.4.2. D-Lactate Production

The D-lactate production of Lactobacillus sakei MJM60958 and LGG (positive control)
was tested using a D-lactic acid assay kit (K-DATE, Megazyme, Ireland) according to
the protocol supplied by the manufacturer. Briefly, 0.1 mL of LAB culture medium was
mixed with 1.5 mL of distilled water, 0.5 mL of supplied buffer (solution 1), 0.1 mL of
NAD-+ solution (solution 2), and 0.02 mL of D-glutamate-pyruvate transaminase (D-AST)
and incubated at room temperature for 3 min. Then, the absorbance of the mixture was
measured at 340 nm. Next, 0.02 mL of 2000 U/mL D-lactate dehydrogenases (D-LDH,
suspension 4) was added to the above reaction mixture, and the absorbance of the final
mixture was measured at 340 nm for 5 min until the D-LDH reaction stopped. D-lactate
concentrations were calculated according to the equations according to the manufacturer’s
instructions.

4.4.3. Bile Salt Deconjugation

Lactobacillus sakei MJM60958 and LGG (positive control) were tested on de Man,
Rogosa, and Sharpe (MRS) agar with or without supplemented 0.5% taurodeoxycholic acid
sodium salt hydrate (Sigma-Aldrich, Saint Louis, MO, USA) and incubated at 37 °C for
48 h. The halo zone and the opaque white precipitate around the colonies were observed to
determine bile salt deconjugation. MRS agar medium plates without supplementation of
the conjugated bile acids were used as control.
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4.4.4. Biogenic Amine Production

Biogenic amines produced by Lactobacillus sakei MJM60958 were determined using
a decarboxylase medium supplemented with 1% individual amino acids (L-histidine, L-
tyrosine, L-phenylalanine, Arginine, Tryptophan, and L-ornithine) following the previous
method [59]. Briefly, 1000 mL decarboxylase medium containing 5 g tryptone, 5 g yeast
extract, 5 g beef extract, 2.5 g NaCl, 0.5 g glucose, 1 g tween 80, 0.2 g MgSOy, 0.05 g MnSOy,
0.04 g FeSOy, 2 g ammonium citrate, 0.01 g thiamine, 2 g K;HPOy, 0.1 g calcium carbonate,
0.05 g pyridoxal 5-phosphate, 0.06 g bromocresol purple, and 20 g agar was adjusted to
pH 5.5. The medium without supplemented biogenic amines served as a control. A single
colony of selected strains was placed onto agar plates and incubated for 48 h at 37 °C in
anaerobic conditions. Purple color formation in medium agar plates with added amino
acid, and yellow formation in control agar plates without amino acids were evaluated as
amino acid decarboxylase positive.

4.4.5. Mucin Degradation Activity

The mucin degradation activity of MJM60958 was determined using the agarose
medium containing 0.3% porcine gastric mucin (Sigma, St. Louis, MO, USA), with or
without glucose. Ten microlitres of MJM60958 or Bacillus sp. (positive control) were
incubated onto the surface of the medium at 37 °C under anaerobic conditions (BBL Gas
Pack System, BD) for 3 days. Finally, the culture was stained with 3.5 M acetic acid
containing 0.1% amido black for 30 min and destained with 1.2 M acetic acid until the
appearance of a clearance zone in the positive control. Mucin degradation activity was
determined by measuring the clearance zone around the colony.

4.4.6. Antimicrobial Assay

The antimicrobial activity of MJM60958 and LGG was determined by using the agar
well diffusion method. For the antimicrobial test, probiotic strains were inoculated at 37 °C,
in MRS broth for 24 h. Then, cell-free culture supernatants of MJM60958 and LGG were
harvested by centrifugation, filtered, and added to wells (8 mm diameter) of agar plates
containing each pathogenic strain. The pathogenic strains were Salmonella gallinarum KCTC
2931, Escherichia coli K99, Escherichia coli O1 KCTC 2441, Escherichia coli 0138, Escherichia
coli ATCC25922, Salmonella cholreraesuis KCTC 2932, Salmonella typhi KCTC 2514, and
Pseudomonas aeruginosa KCCM 11802. The agar plates were incubated at 37 °C for 24 h, and
the diameters of inhibition zones except for the well (8 mm) were measured to determine
antimicrobial activity. All the tests were performed in triplicate.

4.4.7. Susceptibility of the Candidate Strains to Antibiotics

The two-fold broth microdilution method was used to determine the minimum in-
hibitory concentration (MIC) with different antibiotics of probiotic strains [60]. The an-
tibiotics used for the test were chloramphenicol, ampicillin, tetracycline, gentamycin,
kanamycin, streptomycin, erythromycin, clindamycin, and vancomycin, as determined by
the European Food Safety Authority (EFSA, 2012) [61]. The MIC cutoff values for various
antibiotics recommended by the EFSA for facultative heterofermentative Lactobacillus
were used to determine the antibiotic susceptibility of Lactobacillus sakei MJM60958 after
48 h treatment.

4.4.8. Oro-Gastrointestinal Transit Assay

To check the viability of selected trains challenged by several sources of stress such
as low pH, bile, and digestive enzyme, an oro-gastro-intestinal (OGI) transit assay was
used [62]. Briefly, 10° CFU/mL of Lactobacillus sakei MJM60958 and LGG (positive control)
were initially treated with oral stress solution (NaCl, 0.62 g/100 mL; KCl, 0.22 g/100 mL;
CaClp, 0.022 g/100 mL; NaHCOs3, 0.12 g/100 mL; lysozyme 0.015 g/100 mL) at 37 °C for
10 min. After centrifugation at 1800x g for 5 min, the cells were resuspended in gastric
stress solution (0.3% pepsin, adjusted to pH 3) for 30 min, then subjected to gastric stress
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solution at pH 2 for an additional 30 min. Finally, the gastric solution was replaced by
intestinal solution (NaCl, 0.5 g/100 mL; KCl, 0.06 g/100 mL; CaCl,, 0.025 g/100 mL;
pancreatin, 0.1 g/100 mL; bile bovine, 0.3 g/100 mL; pH 7), and the cells were treated for
2 h. During this process, selected strains subjected to PBS instead of the stress solution
were used as a control. Cell viability at each step was determined by plating the diluted
cells in MRS medium, and counting and calculating the number of colonies after 48 h.

4.4.9. Adhesion to HT-29 Cells

HT-29 cells were seeded at 2 x 10° cells/well in a 24-well plate and cultured at 37 °C
for 24 h. HT-29 monolayers were washed three times with PBS, and the medium was
replaced with antibiotic-free RPMI 1640. Bacterial strains were inoculated into each well
at approximately 108 CFU/mL and cultured at 37 °C for 2 h. Non-adhered bacteria were
removed by washing thrice with PBS, followed by the addition of 1 mL of Trypsin (Sigma-
Aldrich) into each well and incubated at 37 °C for 5 min. Incubated cells were harvested
from each well, and adherent bacterial cells were diluted and plated on MRS agar and
incubated at 37 °C for 48 h. Adhesion activity was calculated by dividing the remaining
bacteria grown on MRS agar by the initial inoculation bacteria. All the experiments were
performed in triplicate.

4.5. Animal Study

This experiment was performed using C57BL/6 male mice (7-weeks old) purchased
from Raon Bio (Daejeon, Korea). The mice were separated randomly into groups of 4 mice
in each cage and maintained under a 12 h light-dark cycle at a constant temperature
and humidity (22 + 2 °C and 55 £ 5%), without access to food and water for 1 week
to acclimatize. The procedure for the animal experiments was approved by the Ethics
committee of Animal Experiments of the Myongji University (MJIACUC-2021003) and
performed following the NIH guidelines for laboratory animals.

4.5.1. Experimental Design

Previous studies have shown that feeding with a high-fat diet (HFD) composed of
45% fat, 35% carbohydrates, and 20% protein for 12 weeks can induce NAFLD, as shown
by increased lipid accumulation, and develop steatosis in C57BL/6 mice [63,64]. Based
on these studies, we used C57BL/6 mice fed with HFD to create animal models of non-
alcoholic fatty liver disease.

After acclimatization for 1 week, the mice were divided into five groups for the 12-
week treatments (Figure 8): (1) control group (control), fed with a normal diet (Raon Bio,
Daejeon, Korea); (2) high-fat diet group (HFD) as a negative control, fed with a high-fat
diet (Raon Bio, Yongin, Korea) containing 45% fat, 35% carbohydrate, and 20% protein;
(3) silymarin (positive control; Sigma-Aldrich, Saint Louis, MO, USA), fed with HFD and
silymarin provided orally (50 mg/kg/day); (4) MJM60958 low dose (MJM60958 (108)), fed
with HFD and receiving 10 CFUs/day of L. sakei MJM60958 for 12 weeks by oral gavage;
(5) MJM60958 high dose (MJM60958 (10%)), fed with HFD and receiving 10° CFUs/ day of L.
sakei MJM60958 for 12 weeks by oral gavage.

Every day, L. sakei MJM60958 was freshly cultured, harvested, washed 2 times with
PBS, and resuspended in distilled water for treatment. During the experimental process, the
food intake and body weight were measured twice per week. After 12 weeks of treatment,
the mice were bled and euthanized after anesthesia induction with 3% isoflurane by cervical
dislocation, and the organs were weighed, sectioned, and then fixed with 10% formalin,
sucrose, or liquid nitrogen for further analysis.
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Figure 8. Animal experiment design.

4.5.2. Serum Biochemical Analysis

Blood samples were immediately kept on ice for 1 h after bleeding and then centrifuged
at 2000x g for 10 min at 4 °C to collect serum. The serum was separated and stored at
—80 °C until analyses. The levels of serum alanine aminotransferase (ALT), triglyceride
(TG), serum aspartate aminotransferase (AST), total cholesterol (T-CHO), creatinine (CRE),
blood urea nitrogen (BUN), and serum uric acid (UA) were measured using a biochemical
blood analyzer (FUJIFILM DRI-CHEM NX500i, Tokyo, Japan).

4.5.3. Immunoassay for the Plasma Levels of Leptin, Adiponectin, IL1§3, and TNF«x

The serum levels of leptin, adiponectin, IL13, and TNF« in mice were measured using
the mouse ELISA enzyme immunoassay kit (Abcam, Waltham, MA, USA) following the
protocol provided by the manufacturer.

4.5.4. Histopathological Observation

Histological examination of mice livers was performed using the hematoxylin-eosin
(H&E) staining method. The liver tissues, which were fixed with 10% formalin, were
embedded in paraffin, sliced into 5-um-thick sections, stained with H&E by the standard
protocol, and the images were analyzed by a computer image analysis system at 400 x
magnification (CaseViewer by 3DHITECH, Budapest, Hungary). The images were visu-
alized and graded on 4 levels based on the percentage of fat vacuolation in hepatocytes:
level 0 (healthy, <5%), level 1 (mild, 5-33%), level 2 (moderate, 34-66%), and level 3 (severe,
>66%) [65].

4.5.5. Fecal Sample Analysis

After sacrifice, the intestine was immediately dissected, and the feces were collected in
a tube and stored at —80 °C before use. For metagenome analysis, DNA was extracted with
the ExgeneTM Stool DNA mini kit (GeneAll, Seoul, Korea) according to the manufacturer’s
protocol. The V3-V4 region of the bacterial 165 rRNA gene was amplified using barcoded
universal primers 341F and 805R.

Microbiome profiling was conducted with the 165-based Microbial Taxonomic Profil-
ing platform of EzBioCloud Apps (Sanigen, Anyang, Korea).

4.5.6. RNA Extraction and Reverse Transcription-Quantitative Polymerase Chain Reaction
(RT-gPCR) Analysis

Trizol reagents were used to extract RNAs from liver tissue. Firstly, mouse liver tissue
was ground in liquid nitrogen, transferred to an e-tube and stored in an icebox. Then,
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1 mL trizol was added to each sample and mixed. Next, 200 uL of chloroform was added
to each e-tube and the samples were centrifuged at 14,000 rpm for 15 min at 4 °C. After
centrifugation, the upper, aqueous phase was transferred into a fresh e-tube and mixed
with 500 pL isopropanol. The samples were then centrifuged at 14,000 rpm for 10 min, and
the RNA pellet was collected and washed with 1 mL ethanol 75%. Finally, the RNA pellet
was dissolved in RNAse-free water and the RNA concentration was determined at OD
260 nm.

Reverse transcription was conducted with a TaKaRa Kit and 1 pg of total RNA was
used. The cDNA samples were then synthesized using a Primescript 1st Strand cDNA
Synthesis Kit (Takara Bio, Inc., Otsu, Japan) following the manufacturer’s protocol. The
reaction conditions were 42 °C for 60 min and 95 °C for 5 min. qPCR was performed
with an SYBR Green Master Mix (Bio-Rad Laboratories, Inc., Otsu, Japan). Quantitative
real-time PCR was performed for fatty acid synthase (FAS), acetyl-CoA carboxylase (ACC),
peroxisome proliferator-activated receptor alpha (PPAR«), carnitine palmitoyltransferase
la (CPT1A), and interleukin 6 (IL-6). The expression levels of the target genes were normal-
ized to p-actin. In all assays, FAS, ACC, PPAR«x, CPT1A, and IL-6 cDNA were amplified
using a program as follows: stage 1, 94 °C for 10 min; stage 2, 45 repetitions of 94 °C for
15 s, 60 °C for 1 min; and stage 3, 95 °C for 10 s, 65 °C for 60 s, 97 °C for 1 s. Primers
for RT-PCR were: forward (AGGGGTCGACCTGGTCCTCA), reverse (GCCATGCCCA-
GAGGGTGGTT) for FAS; forward (AACATCCCGCACCTTCTTCTACQ), reverse (CTTC-
CACAAACCAGCGTCTC) for ACC; forward (AGAGCCCCATCTGTCCTCTC), reverse
(ACTGGTAGTCTGCAAAACCAAA) for PPARw; forward (TGGCATCATCACTGGTGT-
GTT), reverse (GTCTAGGGTCCGATTGATCTTTG) for CPT1A; forward (ACAACCACG-
GCCTTCCCTACTT), reverse (CACGATTTCCCAGAGAACATGTG) for IL-6; and forward
(ACAACCACGGCCTTCCCTACTT), reverse (CACGATTTCCCAGAGAACATGTG) for
[3-actin.

4.5.7. Western Blot Analysis

Protein expression levels of liver FAS, sterol regulatory element-binding protein 1
(SREBP-1), PPAR«, and (-actin as an internal control were determined using Western
blotting. Total liver tissue protein was extracted from frozen liver samples. Firstly, frozen
liver samples were ground with liquid nitrogen to powder. Then, RIPA lysis buffer sup-
plemented with 1% protease and phosphatase inhibitors was added to each sample and
incubated for 30 min on ice. After that, the lysates were centrifuged at 14,000 rpm for
10 min at 4 °C, the supernatants were collected and the protein concentration was mea-
sured using a BCA protein assay kit (Thermo Scientific, Rockford, IL, USA). Then, 40 pg
of protein of each sample was loaded on a 10% sodium dodecyl sulfate-polyacrylamide
gel electrophoresis (SDS-PAGE) gel and transferred to polyvinylidene difluoride (PVDF)
membranes. The membranes were blocked with Tris-buffered saline (TBS) containing 3%
BSA (Bovine Serum Albumin) for 1 h at 4 °C. Then, the membranes were incubated with
FAS antibody (1:200, Abcam, Waltham, MA, USA), SREBP-1 antibody (1:1000, Abcam,
Waltham, MA, USA), PPAR« antibody (1:1000, Invitrogen, Waltham, MA, USA), or 3-actin
antibody (1:1000, Abcam, Waltham, MA, USA) overnight. Following washing 3 times with
Tris-buffered saline containing 0.1% (v/v) tween-20 (TBS-T) and TBS, the membranes were
incubated with horseradish peroxidase (HRP)-conjugated secondary antibody (1:10,000,
Abcam, Waltham, MA, USA) at 4 °C for 1 h. After washing, immunoreactive bands were
enhanced using chemiluminescence reagents, then the membrane photos were captured. Fi-
nally, the Image] program was used for quantifying protein expression. All the experiments
were performed in triplicate.

4.5.8. Statistical Analysis

Data from all the experiments were analyzed using Prism software (Prism version
7; GraphPad Software, San Diego, CA, USA). One-way ANOVA or student’s t-test was
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used to compare the means of the experimental groups. p values < 0.05 were considered
statistically significant.

5. Conclusions

In this study, Lactobacillus sakei MJM60958 showed the characteristic of probiotics,
reduced lipid accumulation in hepatic cells and alleviated non-alcoholic fatty liver disease
in a NAFLD mice model. Administration of Lactobacillus sakei MJM60958 reduced body
weight and liver weight and attenuated the NAFLD-related biomarkers, such as ALT, AST,
TG, BUN, and UA, and reduced hepatic damage in the NAFLD mice model. Moreover,
Lactobacillus sakei MJM60958 suppressed lipid accumulation in liver mice by inhibiting the
expression of genes and proteins related to lipid accumulation and upregulating genes
and protein levels of lipid oxidation. Further, the composition of the gut microbiota was
changed and the proportion of the Akkermansiaceae family was increased. The concen-
tration of SCFAs such as acetic acid, which is known to reduce NAFLD, was increased.
Therefore, Lactobacillus sakei MJM60958 may be used as a potential probiotic to treat and
prevent NAFLD.

Author Contributions: H.T.N., M.G., PW. and ].-H.C. designed and conducted the experiments.
H.T.N. and M.G. and PW wrote the manuscript. J.-W.S. and J.C. acquired funds, designed the
experiments, and revised the manuscript. All authors have read and agreed to the published version
of the manuscript.

Funding: This study was supported by the “Cooperative Research Program for Agriculture Science
and Technology Development (Project No. PJ01640201)”, Rural Development Administration, Korea.

Institutional Review Board Statement: The animal study protocol was approved by the Institu-
tional Animal Care and Committee (IACUC) of Myongji University (MJIACUC-2021003) and thus
conducted following the NIH Guide for the Care and Use of Laboratory Animals.

Informed Consent Statement: Not applicable.

Data Availability Statement: The raw data used to support the findings of this study will be made
available by the authors, without undue reservation, to any qualified researcher.

Conflicts of Interest: The authors declare no conflict of interest.

References

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

2. Huang, D.Q,; El-Serag, H.B.; Loomba, R. Global epidemiology of NAFLD-related HCC: Trends, predictions, risk factors and
prevention. Nat. Rev. Gastroenterol. Hepatol. 2020, 18, 223-238. [CrossRef]

3. Younossi, Z.; Tacke, F; Arrese, M.; Sharma, B.C.; Mostafa, I.; Bugianesi, E.; Wong, VW.-S,; Yilmaz, Y.; George, ].; Fan, J.; et al.
Global Perspectives on Nonalcoholic Fatty Liver Disease and Nonalcoholic Steatohepatitis. Hepatology 2019, 69, 2672-2682.
[CrossRef]

4. Wong, VW.-S,; Wong, G.L.-H.; Choi, PC.-L.; Chan, A.W.-H.; Li, M.K.-P; Chan, H.L.-Y.; Chim, AM.-L.; Yu, J.; Sung, ].].-Y. Disease
progression of non-alcoholic fatty liver disease: A prospective study with paired liver biopsies at 3 years. Gut 2010, 59, 969-974.
[CrossRef] [PubMed]

5. White, D.L.; Kanwal, F; El-Serag, H.B. Association between Nonalcoholic Fatty Liver Disease and Risk for Hepatocellular Cancer,
Based on Systematic Review. Clin. Gastroenterol. Hepatol. 2012, 10, 1342-1359. [CrossRef]

6. Byrne, C.D.; Targher, G. NAFLD: A multisystem disease. ]. Hepatol. 2015, 62, 547-564. [CrossRef]

7. Polyzos, S.A.; Kountouras, J.; Mantzoros, C.S. Obesity and nonalcoholic fatty liver disease: From pathophysiology to therapeutics.
Metabolism 2018, 92, 82-97. [CrossRef]

8. Valenti, L.; Bugianesi, E.; Pajvani, U.; Targher, G. Nonalcoholic fatty liver disease: Cause or consequence of type 2 diabetes? Liver
Int. 2016, 36, 1563-1579. [CrossRef]

9. Kim, HJ.; Kim, HJ.; Lee, K.E.; Kim, D.J.; Kim, S.K.; Ahn, CW,; Lim, S.; Kim, K.R.; Lee, H.C.; Huh, K.B.; et al. Metabolic
significance of nonalcoholic fatty liver disease in nonobese, nondiabetic adults. Arch. Intern. Med. 2004, 164, 2169-2175. [CrossRef]

10. Negrin, K.A,; Roth Flach, R.].; Distefano, M.T.; Matevossian, A.; Friedline, R.H.; Jung, D.; Kim, ] K.; Czech, M.P. IL-1 Signaling in
Obesity-Induced Hepatic Lipogenesis and Steatosis. PLoS ONE 2014, 9, e107265. [CrossRef] [PubMed]

11. Lu, S;; Wang, Y.; Liu, J. Tumor necrosis factor-« signaling in nonalcoholic steatohepatitis and targeted therapies. J. Genet. Genom.

2021, 49, 269-278. [CrossRef]


http://doi.org/10.1002/hep.28431
http://doi.org/10.1038/s41575-020-00381-6
http://doi.org/10.1002/hep.30251
http://doi.org/10.1136/gut.2009.205088
http://www.ncbi.nlm.nih.gov/pubmed/20581244
http://doi.org/10.1016/j.cgh.2012.10.001
http://doi.org/10.1016/j.jhep.2014.12.012
http://doi.org/10.1016/j.metabol.2018.11.014
http://doi.org/10.1111/liv.13185
http://doi.org/10.1001/archinte.164.19.2169
http://doi.org/10.1371/journal.pone.0107265
http://www.ncbi.nlm.nih.gov/pubmed/25216251
http://doi.org/10.1016/j.jgg.2021.09.009

Int. . Mol. Sci. 2022, 23, 13436 20 of 22

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.
35.

36.

Pouwels, S.; Sakran, N.; Graham, Y.; Leal, A.; Pintar, T.; Yang, W.; Kassir, R.; Singhal, R.; Mahawar, K.; Ramnarain, D. Non-
alcoholic fatty liver disease (NAFLD): A review of pathophysiology, clinical management and effects of weight loss. BMC Endocr.
Disord. 2022, 22, 63. [CrossRef] [PubMed]

Song, Q.; Zhang, X. The Role of Gut-Liver Axis in Gut Microbiome Dysbiosis Associated NAFLD and NAFLD-HCC. Biomedicines
2022, 10, 524. [CrossRef]

Hill, C.; Guarner, E; Reid, G.; Gibson, G.R.; Merenstein, D.J.; Pot, B.; Morelli, L.; Canani, R.B.; Flint, H.J.; Salminen, S.; et al. Expert
consensus document: The International Scientific Association for Probiotics and Prebiotics consensus statement on the scope and
appropriate use of the term probiotic. Nat. Rev. Gastroenterol. Hepatol. 2014, 11, 506-514. [CrossRef] [PubMed]

Saarela, M.; Matto, J.; Mattila-Sandholm, T. Safety aspects of Lactobacillus and Bifidobacterium species originating from human
oro-gastrointestinal tract or from probiotic products. Microb. Ecol. Health Dis. 2002, 14, 234-241. [CrossRef]

Ji, Y,; Park, S.;; Chung, Y.; Kim, B.; Park, H.; Huang, E.; Jeong, D.; Jung, H.-Y.; Kim, B.; Hyun, C.-K.; et al. Amelioration of
obesity-related biomarkers by Lactobacillus sakei CJLS03 in a high-fat diet-induced obese murine model. Sci. Rep. 2019, 9, 6821.
[CrossRef]

Rather, I.A.; Bajpai, V.K.; Ching, L.L.; Majumder, R.; Nam, G.-].; Indugu, N.; Singh, P.; Kumar, S.; Hajrah, N.H.; Sabir, ]J.S.;
et al. Effect of a bioactive product SEL001 from Lactobacillus sakei probio65 on gut microbiota and its anti-colitis effects in a
TNBS-induced colitis mouse model. Saudi J. Biol. Sci. 2019, 27, 261-270. [CrossRef]

Bajpai, VK,; Rather, A ; Park, Y.H. Partially Purified Exo-Polysaccharide from Lactobacillus Sakei Probio 65 with Anti-oxidant,
a-Glucosidase and Tyrosinase Inhibitory Potential. J. Food Biochem. 2016, 40, 264-274. [CrossRef]

Kim, S.-Y;; Shin, ].-S.; Chung, K.-S.; Han, H.-S.; Lee, H.-H,; Lee, ] .-H.; Kim, S.-Y.; Ji, YW.; Ha, Y,; Kang, J.; et al. Immunostimulatory
effects of live lactobacillus sakei K040706 on the CYP-Induced immunosuppression mouse model. Nutrients 2020, 12, 3573.
[CrossRef]

Park, C.W,; Youn, M,; Jung, Y.-M.; Kim, H.; Jeong, Y.; Lee, H.-K_; Kim, H.O; Lee, I.; Lee, SW.; Kang, K.H.; et al. New Functional
Probiotic Lactobacillus sakei Probio 65 Alleviates Atopic Symptoms in the Mouse. J. Med. Food 2008, 11, 405-412. [CrossRef]

De Carvalho, K.G.; Bambirra, FH.S.; Kruger, M.E; Barbosa, M.S.; Oliveira, J.S.; Santos, A.M.C.; Nicoli, ].R.; Bemquerer, M.P; de
Miranda, A.; Salvucci, E.J.; et al. Antimicrobial compounds produced by Lactobacillus sakei subsp. sakei 2a, a bacteriocinogenic
strain isolated from a Brazilian meat product. J. Ind. Microbiol. Biotechnol. 2010, 37, 381-390. [CrossRef] [PubMed]

Bajpai, VK,; Han, J.-H.; Nam, G.-J.; Majumder, R.; Park, C.; Lim, J.; Paek, W.K,; Rather, I.A.; Park, Y.-H. Characterization and
pharmacological potential of Lactobacillus sakei 111 isolated from fresh water fish Zacco koreanus. DARU |. Pharm. Sci. 2016, 24,
8. [CrossRef] [PubMed]

Stojsavljevi¢, S.; Gomerci¢ Pal¢i¢, M.; Virovi¢ Juki¢, L.; Smiré¢i¢ Duvnjak, L.; Duvnjak, M. Adipokines and proinflammatory
cytokines, the key mediators in the pathogenesis of nonalcoholic fatty liver disease. World J. Gastroenterol. 2014, 20, 18070-18091.
[CrossRef]

Frasinariu, O.; Serban, R.; Trandafir, L.M.; Miron, I.; Starcea, M.; Vasiliu, L; Alisi, A.; Temneanu, O.R. The Role of Phytosterols in
Nonalcoholic Fatty Liver Disease. Nutrients 2022, 14, 2187. [CrossRef]

Bugianesi, E.; Moscatiello, S.; Ciaravella, M.E,; Marchesini, G. Insulin resistance in nonalcoholic fatty liver disease. Curr. Pharm.
Des. 2010, 16, 1941-1951. [CrossRef]

Chiriac, S.; Stanciu, C.; Girleanu, I.; Cojocariu, C.; Sfarti, C.; Singeap, A.-M.; Cuciureanu, T.; Huiban, L.; Muzica, C.M.; Zenovia, S.;
et al. Nonalcoholic Fatty Liver Disease and Cardiovascular Diseases: The Heart of the Matter. Can. |. Gastroenterol. Hepatol. 2021,
2021, 6696857. [CrossRef]

Ozturk, Z.A.; Kadayifci, A. Insulin sensitizers for the treatment of non-alcoholic fatty liver disease. World ]. Hepatol. 2014, 6,
199-206. [CrossRef]

Igbal, U.; Perumpail, B.J.; John, N.; Sallam, S.; Shah, N.D.; Kwong, W.; Cholankeril, G.; Kim, D.; Ahmed, A. Judicious Use of Lipid
Lowering Agents in the Management of NAFLD. Diseases 2018, 6, 87. [CrossRef]

Chang, C.Y.; Argo, C.K,; Al-Osaimi, A.M.S.; Caldwell, S.H. Therapy of NAFLD: Antioxidants and cytoprotective agents. J. Clin.
Gastroenterol. 2006, 40 (Suppl. 1), S51-560. [CrossRef]

Tang, K.-T.; Dufour, ].-E,; Chen, P-H.; Hernaez, R.; Hutfless, S. Antitumour necrosis factor-oc agents and development of new-onset
cirrhosis or non-alcoholic fatty liver disease: A retrospective cohort. BMJ Open Gastroenterol. 2020, 7, €000349. [CrossRef]
Castillo, V.; Figueroa, F.; Gonzélez-Pizarro, K.; Jopia, P.; Ibacache-Quiroga, C. Probiotics and Prebiotics as a Strategy for Non-
Alcoholic Fatty Liver Disease, a Narrative Review. Foods 2021, 10, 1719. [CrossRef] [PubMed]

Meroni, M.; Longo, M.; Dongiovanni, P. The role of probiotics in nonalcoholic fatty liver disease: A new insight into ther-apeutic
strategies. Nutrients 2019, 11, 2642. [CrossRef]

Eslamparast, T.; Eghtesad, S.; Hekmatdoost, A.; Poustchi, H. Probiotics and Nonalcoholic Fatty liver Disease. Middle East ]. Dig.
Dis. 2013, 5, 129-136.

Hove, H.; Mortensen, PB. Colonic lactate metabolism andd-lactic acidosis. Am. J. Dig. Dis. 1995, 40, 320-330. [CrossRef] [PubMed]
Caldarini, M.L; Pons, S.; D’Agostino, D.; Depaula, J.A.; Greco, G.; Negri, G.; Ascione, A.; Bustos, D. Abnormal fecal flora in a
patient with short bowel syndrome. Am. J. Dig. Dis. 1996, 41, 1649-1652. [CrossRef]

Begley, M.; Hill, C.; Gahan, C.G.M. Bile Salt Hydrolase Activity in Probiotics. Appl. Environ. Microbiol. 2006, 72, 1729-1738.
[CrossRef]


http://doi.org/10.1186/s12902-022-00980-1
http://www.ncbi.nlm.nih.gov/pubmed/35287643
http://doi.org/10.3390/biomedicines10030524
http://doi.org/10.1038/nrgastro.2014.66
http://www.ncbi.nlm.nih.gov/pubmed/24912386
http://doi.org/10.1080/08910600310002127
http://doi.org/10.1038/s41598-019-43092-y
http://doi.org/10.1016/j.sjbs.2019.09.004
http://doi.org/10.1111/jfbc.12230
http://doi.org/10.3390/nu12113573
http://doi.org/10.1089/jmf.2007.0144
http://doi.org/10.1007/s10295-009-0684-y
http://www.ncbi.nlm.nih.gov/pubmed/20037770
http://doi.org/10.1186/s40199-016-0147-8
http://www.ncbi.nlm.nih.gov/pubmed/26980217
http://doi.org/10.3748/wjg.v20.i48.18070
http://doi.org/10.3390/nu14112187
http://doi.org/10.2174/138161210791208875
http://doi.org/10.1155/2021/6696857
http://doi.org/10.4254/wjh.v6.i4.199
http://doi.org/10.3390/diseases6040087
http://doi.org/10.1097/01.mcg.0000168648.79034.67
http://doi.org/10.1136/bmjgast-2019-000349
http://doi.org/10.3390/foods10081719
http://www.ncbi.nlm.nih.gov/pubmed/34441497
http://doi.org/10.3390/nu11112642
http://doi.org/10.1007/BF02065417
http://www.ncbi.nlm.nih.gov/pubmed/7851197
http://doi.org/10.1007/BF02087915
http://doi.org/10.1128/AEM.72.3.1729-1738.2006

Int. . Mol. Sci. 2022, 23, 13436 21 of 22

37.

38.
39.

40.

41.

42.

43.

44.

45.

46.
47.
48.
49.
50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

Sanders, M.E.; Akkermans, L.M.; Haller, D.; Hammerman, C.; Heimbach, ].T.; Hormannsperger, G.; Huys, G. Safety assessment of
probiotics for human use. Gut Microbes 2010, 1, 164-185. [CrossRef]

Broberger, C. Brain regulation of food intake and appetite: Molecules and networks. J. Intern. Med. 2005, 258, 301-327. [CrossRef]
Huang, X.-D.; Fan, Y.; Zhang, H.; Wang, P; Yuan, ].P; Li, M.-].; Zhan, X.-Y. Serum leptin and soluble leptin receptor in non-alcoholic
fatty liver disease. World ]. Gastroenterol. 2008, 14, 2888-2893. [CrossRef]

Chitturi, S.; Farrell, G.; Frost, L.; Kriketos, A.; Lin, R.; Fung, C.; Liddle, C.; Samarasinghe, D.; George, J. Serum leptin in NASH
correlates with hepatic steatosis but not fibrosis: A manifestation of lipotoxicity? Hepatology 2002, 36, 403—409. [CrossRef]
Ferramosca, A.; Zara, V. Modulation of hepatic steatosis by dietary fatty acids. World ]. Gastroenterol. WJG 2014, 20, 1746.
[CrossRef] [PubMed]

Shimano, H.; Horton, J.D.; Shimomura, I.; Hammer, R.E.; Brown, M.S.; Goldstein, J.L. Isoform 1c of sterol regulatory element
binding protein is less active than isoform 1a in livers of transgenic mice and in cultured cells. J. Clin. Investig. 1997, 99, 846-854.
[CrossRef] [PubMed]

Kohjima, M.; Enjoji, M.; Higuchi, N.; Kato, M.; Kotoh, K.; Yoshimoto, T.; Fujino, T.; Yada, M.; Yada, R.; Harada, N.; et al.
Re-evaluation of fatty acid metabolism-related gene expression in nonalcoholic fatty liver disease. Int. . Mol. Med. 2007, 20,
351-358. [CrossRef]

Higuchi, N.; Kato, M.; Shundo, Y.; Tajiri, H.; Tanaka, M.; Yamashita, N.; Kohjima, M.; Kotoh, K.; Nakamuta, M.; Takayanagi,
R.; et al. Liver X receptor in cooperation with SREBP-1c is a major lipid synthesis regulator in nonalcoholic fatty liver disease.
Hepatol. Res. 2008, 38, 1122-1129. [CrossRef]

Ruiz, R.; Jideonwo, V.; Ahn, M.; Surendran, S.; Tagliabracci, V.S.; Hou, Y.; Gamble, A.; Kerner, J.; Irimia-Dominguez, ].M.;
Puchowicz, M.A. Sterol regulatory element-binding protein-1 (SREBP-1) is required to regulate glycogen synthesis and glucone-
ogenic gene expression in mouse liver. J. Biol. Chem. 2014, 289, 5510-5517. [CrossRef]

Wang, Y.; Yu, W.; Li, S.; Guo, D.; He, J.; Wang, Y. Acetyl-CoA carboxylases and diseases. Front. Oncol. 2022, 12, 836058. [CrossRef]
Nassir, F.; Ibdah, J.A. Role of Mitochondria in Nonalcoholic Fatty Liver Disease. Int. ]. Mol. Sci. 2014, 15, 8713-8742. [CrossRef]
Leung, C.; Rivera, L.; Furness, ].B.; Angus, PW. The role of the gut microbiota in NAFLD. Nat. Rev. Gastroenterol. Hepatol. 2016, 13,
412-425. [CrossRef]

Safari, Z.; Gérard, P. The links between the gut microbiome and non-alcoholic fatty liver disease (NAFLD). Cell. Mol. Life Sci.
2019, 76, 1541-1558. [CrossRef]

Shin, N.-R; Lee, J.; Lee, H.; Kim, M.; Whon, T.W.; Lee, M.; Bae, ].-W. An increase in the Akkermansia spp. population induced by
metformin treatment improves glucose home-ostasis in diet-induced obese mice. Gut 2014, 63, 727-735. [CrossRef]

Fujio-Vejar, S.; Vasquez, Y.; Morales, P.; Magne, E; Vera-Wolf, P.; Ugalde, ].A.; Navarrete, P.; Gotteland, M. The Gut Microbiota of
Healthy Chilean Subjects Reveals a High Abundance of the Phylum Verrucomicrobia. Front. Microbiol. 2017, 8, 1221. [CrossRef]
[PubMed]

Macchione, I.G.; Lopetuso, L.R.; Ianiro, G.; Napoli, M.; Gibiino, G.; Rizzatti, G.; Petito, V.; Gasbarrini, A.; Scaldaferri, F.
Akkermansia muciniphila: Key player in metabolic and gastrointestinal disorders. Eur. Rev. Med. Pharmacol. Sci. 2019, 23,
8075-8083. [PubMed]

Juarez-Hernandez, E.; Chavez-Tapia, N.C.; Uribe, M.; Barbero-Becerra, V.J. Role of bioactive fatty acids in nonalcoholic fatty liver
disease. Nutr. |. 2015, 15, 72. [CrossRef] [PubMed]

Da Silva, H.E.; Teterina, A.; Comelli, E.M.; Taibi, A.; Arendt, B.M.; Fischer, S.E.; Lou, W.; Allard, ]J.P. Nonalcoholic fatty liver
disease is associated with dysbiosis independent of body mass index and insulin resistance. Sci. Rep. 2018, 8, 1466. [CrossRef]
[PubMed]

Kondo, T.; Kishi, M.; Fushimi, T.; Kaga, T. Acetic Acid Upregulates the Expression of Genes for Fatty Acid Oxidation Enzymes in
Liver To Suppress Body Fat Accumulation. . Agric. Food Chem. 2009, 57, 5982-5986. [CrossRef]

Hong, Y.; Sheng, L.; Zhong, J.; Tao, X.; Zhu, W.; Ma, ].; Yan, J.; Zhao, A.; Zheng, X.; Wu, G.; et al. Desulfovibrio vulgaris, a potent
acetic acid-producing bacterium, attenuates nonalcoholic fatty liver disease in mice. Gut Microbes 2021, 13, 1930874. [CrossRef]
Huang, W.; Wang, G.; Xia, Y.; Xiong, Z.; Ai, L. Bile salt hydrolase-overexpressing Lactobacillus strains can improve hepatic lipid
accumulation in vitro in an NAFLD cell model. Food Nutr. Res. 2020, 64, 3751. [CrossRef]

Jang, H.R.; Park, H.-].; Kang, D.; Chung, H.; Nam, M.H,; Lee, Y,; Park, J.-H.; Lee, H.-Y. A protective mechanism of probiotic
Lactobacillus against hepatic steatosis via reducing host intestinal fatty acid absorption. Exp. Mol. Med. 2019, 51, 1-14. [CrossRef]
Palaniyandi, S.A.; Damodharan, K.; Suh, J.-W.; Yang, S.H. In Vitro Characterization of Lactobacillus plantarum Strains with
Inhibitory Activity on Enteropathogens for Use as Potential Animal Probiotics. Indian J. Microbiol. 2017, 57, 201-210. [CrossRef]
Wiegand, I.; Hilpert, K.; Hancock, R.E.W. Agar and broth dilution methods to determine the minimal inhibitory concentration
(MIC) of antimicrobial substances. Nat. Protoc. 2008, 3, 163-175. [CrossRef]

EFSA Panel on Additives and Products or Substances used in Animal Feed (FEEDAP). Guidance on the assessment of bacterial
susceptibility to antimicrobials of human and veterinary importance. EFSA J. 2012, 10, 2740.

Palaniyandi, S.A.; Damodharan, K.; Suh, J.-W.; Yang, S.H. Probiotic Characterization of Cholesterol-Lowering Lactobacillus
fermentum MJM60397. Probiotics Antimicrob. Proteins 2019, 12, 1161-1172. [CrossRef] [PubMed]

Lau, J.K.C.; Zhang, X.; Yu, J. Animal models of non-alcoholic fatty liver disease: Current perspectives and recent advances. J.
Pathol. 2016, 241, 36—44. [CrossRef] [PubMed]


http://doi.org/10.4161/gmic.1.3.12127
http://doi.org/10.1111/j.1365-2796.2005.01553.x
http://doi.org/10.3748/wjg.14.2888
http://doi.org/10.1053/jhep.2002.34738
http://doi.org/10.3748/wjg.v20.i7.1746
http://www.ncbi.nlm.nih.gov/pubmed/24587652
http://doi.org/10.1172/JCI119248
http://www.ncbi.nlm.nih.gov/pubmed/9062341
http://doi.org/10.3892/ijmm.20.3.351
http://doi.org/10.1111/j.1872-034X.2008.00382.x
http://doi.org/10.1074/jbc.M113.541110
http://doi.org/10.3389/fonc.2022.836058
http://doi.org/10.3390/ijms15058713
http://doi.org/10.1038/nrgastro.2016.85
http://doi.org/10.1007/s00018-019-03011-w
http://doi.org/10.1136/gutjnl-2012-303839
http://doi.org/10.3389/fmicb.2017.01221
http://www.ncbi.nlm.nih.gov/pubmed/28713349
http://www.ncbi.nlm.nih.gov/pubmed/31599433
http://doi.org/10.1186/s12937-016-0191-8
http://www.ncbi.nlm.nih.gov/pubmed/27485440
http://doi.org/10.1038/s41598-018-19753-9
http://www.ncbi.nlm.nih.gov/pubmed/29362454
http://doi.org/10.1021/jf900470c
http://doi.org/10.1080/19490976.2021.1930874
http://doi.org/10.29219/fnr.v64.3751
http://doi.org/10.1038/s12276-019-0293-4
http://doi.org/10.1007/s12088-017-0646-4
http://doi.org/10.1038/nprot.2007.521
http://doi.org/10.1007/s12602-019-09585-y
http://www.ncbi.nlm.nih.gov/pubmed/31432401
http://doi.org/10.1002/path.4829
http://www.ncbi.nlm.nih.gov/pubmed/27757953

Int. . Mol. Sci. 2022, 23, 13436 22 of 22

64. Hansen, H.H.; Feigh, M.; Veidal, S.S.; Rigbolt, K.T.; Vrang, N.; Fosgerau, K. Mouse models of nonalcoholic steatohepatitis in
preclinical drug development. Drug Discov. Today 2017, 22, 1707-1718. [CrossRef] [PubMed]

65. Nassir, F; Rector, R.S.; Hammoud, G.M,; Ibdah, J.A. Pathogenesis and Prevention of Hepatic Steatosis. Gastroenterol. Hepatol.
2015, 11, 167-175.


http://doi.org/10.1016/j.drudis.2017.06.007
http://www.ncbi.nlm.nih.gov/pubmed/28687459

	Introduction 
	Results 
	Screening of LAB Strains Capable of Reducing Lipid Accumulation and Cytotoxicity of Selected LAB Strain on HepG2 Cells 
	Safety Assessment of MJM60958 
	OGI Transit Assay 
	Antibacterial Activity of MJM60958 
	Animal Study 
	Effect of MJM60958 on the Food Intake, Body Weight, and Organ Weights 
	Effect of MJM60958 on Histopathology of the Liver Sections 
	Effect of MJM60958 on Serum Levels of ALT, AST, TG, TCHO, CRE, UA, Leptin, Adiponectin, IL-1, and TNF- 
	Effect of MJM60958 on mRNA Expression of Lipogenesis GENES and Inflammation-Related Genes in Mice Livers 
	Effect of MJM60958 on the Expression of FAS, SREBP-1, and PPAR Proteins in Mice Livers 
	Composition of Cecal Microbiota and SCFAs Content in Cecal 


	Discussion 
	Materials and Methods 
	Cell Culture 
	Screening of Probiotic Strains with Inhibitory Activity to Reduce Lipid Accumulation in HepG2 Cells 
	Assay of Cell Viability 
	Probiotic Characterization of Candidate LAB Strains 
	Hemolytic Activity 
	D-Lactate Production 
	Bile Salt Deconjugation 
	Biogenic Amine Production 
	Mucin Degradation Activity 
	Antimicrobial Assay 
	Susceptibility of the Candidate Strains to Antibiotics 
	Oro-Gastrointestinal Transit Assay 
	Adhesion to HT-29 Cells 

	Animal Study 
	Experimental Design 
	Serum Biochemical Analysis 
	Immunoassay for the Plasma Levels of Leptin, Adiponectin, IL1, and TNF 
	Histopathological Observation 
	Fecal Sample Analysis 
	RNA Extraction and Reverse Transcription-Quantitative Polymerase Chain Reaction (RT-qPCR) Analysis 
	Western Blot Analysis 
	Statistical Analysis 


	Conclusions 
	References

