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Abstract: This study aimed to investigate the metabolic effect of yogurt fermented by Lactobacillus
fermentum TSI and S2 isolated from a Mongolian traditional dairy product on rats with
high-fat-diet-induced obesity. Quality characteristics of yogurt fermented by commercial starter
(CON), L. fermentum TSI2 (TSI2 group), L. fermentum S2 (52 group), and mixed TSI2 and S2 strains
at 1:1 (MIX group), were verified. Six-week-old male Sprague-Dawley rats were divided into five
groups and administered the following diets: group NOR, normal diet with oral saline administration;
group HF, high-fat diet (HD) with oral saline administration; group TSI, HD and L. fermentum
TSI-fermented yogurt; group S2, HD and L. fermentum S2-fermented yogurt; and group MIX, HD
and MIX-fermented yogurt. After eight weeks, the HD groups displayed significantly increased
body weight and fat, serum cholesterol, and abdominal adipose tissue levels. However, serum HDL
cholesterol levels were higher, triglyceride levels were lower, and abdominal adipocytes were smaller
in the TSI and S2 groups than in the HF group. These results indicate that L. fermentum TSI reduces
abdominal fat and improves blood lipid metabolism in HD-induced obese rats.

Keywords: yogurt; mongolian fermented dairy product; lactic acid bacteria; cholesterol;
adiponectin; adipocyte

1. Introduction

Lactic acid bacteria (LAB) have been widely studied and used worldwide for their health benefits.
LAB species are a very important resource in the dairy industry for manufacturing cheese and
fermented milk products. Yogurt is a popular dairy product with widespread worldwide consumption.
Studies have reported health benefits of yogurt owing to its probiotic content comprising live LAB
that prevent pathogen growth, by producing organic acids and bacteriocins in the gastrointestinal
tract [1,2]. Yogurt helps reduce blood cholesterol, eliminate endotoxins, and assimilate vitamins and
minerals and enhance digestive functions including nutrient and lactose absorption. Additionally,
yogurt helps prevent colorectal cancer and diabetes and helps prevent and manage hyperlipidemia [3].
Furthermore, yogurt contains various LAB and stimulates the immune system and stabilizes the gut
microflora [4,5]. Consequently, yogurt rich in probiotics has attracted increasing attention [6,7].
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Obesity is a serious public health concern, characterized by excessive accumulation of body fat,
resulting in an increase in body weight and leading to metabolic and chronic disorders such as diabetes,
hypertension, arteriosclerosis, insulin resistance, and cardiovascular diseases [8-10]. The World Health
Organization (WHO) has reported the environmental, genetic, and neuroendocrine factors associated
with obesity, along with infectious agents [11,12]. The bacteria commonly present in the human gut
regulate energy and nutrient absorption differently in obese and lean individuals, suggesting that the
gut microbiota play an important role in the pathogenesis of obesity [13]. Treatment of obesity with
a probiotic-rich diet is a major advancement in the treatment of obesity [13].

In the past decade, Mongolian dairy products have been consumed as not only energy sources
but also traditional medicines [14]. Mongolian traditional fermented milk products vary in accordance
with their source of milk: airak (horse), hoormog (camel), undaa (cow), and tarag (yaks or cattle).
Several studies have investigated the microbial content and the diversity of LAB in Mongolian dairy
products [15-19]. L. fermentum is a heterofermentation LAB belonging to family Lactobacillaceae,
phylum Firmicutes. LAB are generally recognized as safe (GRAS) microbes and widely used in the
production of fermented food products. L. fermentum is considered a potential probiotic organism
because of its desirable probiotic characteristics including its beneficial effects on immune function,
nonpathogenicity, and being a part of the natural internal environment of humans [20]. However,
few studies have focused on the functional and metabolic aspects of yogurt in animal models. Therefore,
the potential effects of these products are unknown.

This study aimed to produce yogurt made with strains identified as Lactobacillus fermentum TSI2
and L. fermentum S2, derived from Mongolian fermented milk, and determine its quality characteristics.
Additionally, we investigated its effects on the serological characteristics and morphology of adipocytes
in rats with high-fat-diet (HD)-induced obesity.

2. Materials and Methods

2.1. Microbial Fermentation

L. fermentum TSI and L. fermentum S2 were isolated from Mongolian traditional fermented milk at
the Laboratory of Biotechnology in Konkuk University (Seoul, Korea). These strains were subcultured
twice in MRS (Man Rogosa and Sharpe) broth (Oxoid Ltd., Basingstoke, England) at 37 °C for 24 h,
and cells were harvested via centrifugation at 2000x g for 15 min at 4 °C. The pelleted cells were
resuspended in 1 mL of sterilized market milk. The final concentration of cells was adjusted to
8 log CFU mL™! for inoculation into the sterilized milk to obtain yogurt (1%, v/v).

2.2. Yogurt Preparation

After mixing market milk (cow), skim milk, pectin, and white sugar (Table 1), the mixture was
homogenized for 5 min, using a homogenizer. Thereafter, the homogenate was sterilized for 30 min
at 85 °C, cooled to 42 °C, and incubated at pH 4.5. Groups of treatment using different strains were
cultured at 37 °C for 18 h until pH reached 4.5.

Table 1. Yogurt components.

Ingredients (g) CON Treatments
Milk 850 850
Powdered skim milk 40 40
Sugar 15 15
Pectin 2 2
Distilled water 105 105
Starter 0.2 (g) 10 (mL)
Total 1012.2 1022

CON: control; Treatments: yogurt added with 1% Lactic acid bacteria.
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2.3. pH, Titratable Acidity, and LAB Density

pH was measured using a pH meter (pH 900, Precisa Co., Dietikon, Switzerland). Titratable
acidity was determined for all groups through neutralization titration up to pH 8.3, using distilled
water (3 g of stored yogurt sample in 27 mL of water). Thereafter, 0.1 N NaOH was used to estimate
the amount of lactic acid (%) using the following equation:

LA% = [(10 X Vnaon X 0.009 x 0.1)/W] x 100% 1)

10 = Dilution factor

W = Weight of sample (g) for titration

VnaoH = Volume of NaOH used to neutralize the lactic acid

= Normality of NaOH.

The LAB density was determined using the streak plate method with MRS agar (Oxoid Ltd.,
Hampshire, UK). Samples (100 uL each) were serially diluted with 0.85% NaCl solution (900 uL).
After spreading and smearing the diluted solution (100 uL) onto MRS agar plates, they were cultured
at 37 °C for 24 h. The total number of viable cells was expressed as a log-transformed value.

2.4. Viscosity and Syneresis

The viscosity of the yogurt sample stored at 4 °C was determined using a viscometer (Model
LVDV-E, Brookfield Engineering Lab. Inc., Middleboro MA, USA) at 50 rpm every minute, using
Spindle No. 63 for 5-8 min. Syneresis of yogurt was measured using the method of Keogh and
O’Kennedy [21] with modification. Briefly, yogurt (20 g) was centrifuged at 10,000 rpm for 10 min at
4 °C. The difference in weight between the residue and supernatant was then calculated.

Syneresis = weight of supernatant (g)/weight of sample (g) x 100% 2)

2.5. Animals and Treatments

Forty 6-week-old male Sprague-Dawley (SD) rats, with an initial body weight of 200 g,
were purchased from the Central Laboratory of Animal Inc. (Seoul, Korea). Rats were individually
housed in stainless steel cages and fed a standard diet (AIN-93G, Dyets Inc., Bethlehem, PA, USA) for
1 week to stabilize the environmental conditions. Feeding was restricted to 20-25 g, and water was
supplied ad libitum. The rats were exposed to a 12:12-h light/dark cycle and a constant temperature
of 25 + 1 °C and humidity of 55 + 5% during the experimental period. After 1 week of acclimation,
the rats were randomly divided into 5 groups with no significant difference in body weight in each
group: normal diet control fed with AIN-93G (NOR, n = 8), HD-fed control (HE, n = 8), HD-fed rats
orally administered yogurt fermented by L. fermentum TSI (TSI, n = 8), HD-fed rats orally administered
yogurt fermented by L. fermentum S2 (52, n = 8), HD-fed rats orally administered yogurt fermented by
a mixture of L. fermentum TSI and S2 (MIX, n = 8). CON in yogurt was excluded from animal testing to
minimize the number of rats to be euthanized, owing to the absence of significant differences in quality
characteristics in comparison with the treatment groups. NOR and HF groups were orally treated with
0.95% saline solution 1 mL 200 g~! body weight. TSI, S2, and MIX groups were each administered
1 mL yogurt per 200 g body weight. Compositions of the normal and 45% HD djiets are presented in
Table 2. Food intake was measured daily and body weight was measured weekly. Animal experiments
were performed in accordance with the guidelines of the Animal Use Committee of Konkuk University
(approved No. KU17078).



Foods 2020, 9, 594 40f12

Table 2. Nutritional composition of experimental normal diet (AIN-93G) and 45% high-fat diet.

Standard Diet High-Fat Diet
Ingredient 1) (AIN-93G Purified Diet) (Rodent Diet with 45% kcal% Fat)
gm% kcal% gm% kcal%
Protein 20.0 20.3 24.0 20.0
Carbohydrate 64.0 63.9 41.0 35.0
Fat 7.0 15.8 24.0 45.0
Total kcal/gm 3.9 4.7
Casein, 30 Mesh 200 800 233.1 932
L-cystine 3 12 3.5 14
Corn Starch 397 1590 84.8 339
Maltodextrin 132 528 116.5 466
Sucrose 100 400 2014 805
Cellulose 50 0 58.3 0
Soybean Oil 60 630 29.1 262
Lard 2 0 0 206.8 1862
t-Butylhydroquinone 0.014 0 0 0
Mineral Mix 35 0 11.7 0
Dicalcium Phosphate 0 0 15.1 0
Calcium carbonate 0 0 6.4 0
Potassium citrate, 1H,O 0 0 19.2 0
Vitamin Mix 10 40 11.7 47
Choline Bitartrate 2.5 0 2.3 0
FD&C Red Dye #40 0 0 0.1 0
Total 1000 4000 1000 4727.6

D Formula Product # D10012G (standard diet), #D12451 (high-fat diet)-added Mineral mix 510022G, 510026 and
Vitamin mix V10037, V10001 were used, respectively. (Research diet, Inc., New Brunswick, NJ, USA). 2) Typical
analysis of cholesterol in lard = 0.72 mg/gram.

2.6. Analysis of Blood Serum and Organ Weight

After the 8-week experimental period, all rats were fasted 12 h before euthanasia. Blood samples
from the abdominal artery of each rat were collected into tubes under light anesthesia in
an ether-saturated chamber. Serum was separated through centrifugation at 3000x g for 15 min
at 4 °C. Serum was analyzed for total cholesterol (TC), high density lipoprotein cholesterol (HDL-C),
low density lipoprotein cholesterol (LDL-C), triglyceride, glucose, leptin, adiponectin, aspartate
transaminase (AST), and alanine transaminase (ALT) levels. The liver, kidney, spleen, abdominal fat,
and epididymal fat were dissected out and weighed. The gut flora were assessed in the intestine.

2.7. Measurement of Adipocytes

Abdominal and epididymal fat tissue were dissected out and rapidly fixed with 10% formaldehyde
solution. The samples were filtered with a 250-um nylon filter to eliminate fibrous tissue and intact
fixed adipose tissue, as previously described [22]. Tissue was shredded with phosphate buffer saline
(PBS) and filtered through a 25-um nylon filter to trap the fixed adipose tissue, and the cells were
washed sufficiently with PBS. Using the method of van Goor et al. [23], cell suspensions were placed
on a glass slide and subjected to hematoxylin and eosin (H&E) staining and then visualized using
a microscope (Olympus IX71, Olympus Co., Tokyo, Japan), and the adipocyte sizes were measured
using Image] software program (NIH, Bethesda, Rockville, MD, USA).

2.8. Statistical Analysis

All data from triplicate experiments are expressed as mean + standard deviation (SD) values and
were analyzed using one-way analysis of variance using SPSS/PC Statistics 18.0 software (SPSS Inc.,
Chicago, IL, USA), followed by Tukey’s test for post hoc analysis. Values of p < 0.05 were considered
statistically significant.
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3. Results and Discussion

3.1. pH, Titratable Acidity, and the Number of LAB

The pH changed before and after fermentation from 6.60 to 4.45 for CON, 6.62 to 4.48 for TSI2,
6.64 to 4.53 for S2, and 6.66 to 4.56 for MIX (for all, p < 0.05). Upon stabilization for 1 d, the pH of CON
was low at 4.17, 4.29 for TSI2, 4.28 for S2, and 4.26 for MIX. The pH did not significantly change among
groups (p > 0.05) (Table 3).

Table 3. The change of pH of each starter.

CON TSI2 S2 MIX
Before fermentation pH 6.60+0.01¢ 6.62+001P 6.64+0.03% 6.66+0.022
Immediately after fermentation pH  4.45 + 0.01™ 4.48 +0.01 453 +0.13 4.56 + 0.11
After stabilizing pH 417 £0.02° 429 +0.022 428 +0.032 426+0.012

Different letter superscripts within the same line indicate significant differences, p < 0.05. CON: control; TSI2: Yogurt
produced from identified cow milk; S2: Yogurt produced from identified donkey milk; MIX: Yogurt prepared from
mixed identified cow milk and donkey milk (1:1). All values are means + standard deviation for triplicate.

Lactose fermentation decreased the pH, which may be because the conversion of lactose to lactic
acid is increased by the metabolic activity of bacteria [24]. According to Lee and Hwang (2006) [25],
the optimum pH of commercially available fermented milk is 3.27-4.59. Herein, the pH of yogurt after
24-h stabilization was within this range, suggesting no differences in quality between yogurt produced
herein and commercially available fermented milk.

The value of titratable acidity after 24-h stabilization peaked at 1.01% for CON, and it was 0.91%
for TSI2, 0.91% for S2, and 0.90% for MIX; these values did not significantly differ (p > 0.05) (Table 4).
Titratable acidity is influenced by the level of nonfat solid substances such as citrates, proteins, and
phosphates [26]. Davis (1970) reported that the titratable acidity of commercially available fermented
milk was 0.72%-1.20% [27]. The titratable acidity of yogurt produced herein was also within this
normal range.

Table 4. Titratable acidity and lactic acid bacteria of each starter after 24-h stabilization.

CON TSI2 S2 MIX
Titratable acidity (%) 1.01 £0.002 0.91 +0.04° 0.88 +0.04 P 0.90 +0.01 P
Lactic acid bacteria o )5, () 33ns 9.40 + 0.34 9.28 +0.27 10.07 + 0.53

(Log CFU/g)

Different letter superscripts within the same line indicate significant differences, p < 0.05. CON: control; TSI2: Yogurt
produced from identified cow milk; S2: Yogurt produced from identified donkey milk; MIX: Yogurt produced from
mixed identified cow milk and donkey milk (1:1). All values are means + standard deviation for triplicate.

The LAB density was 10.07 log CFU/g in MIX, 9.43 log CFU/g in CON, 9.40 log CFU/g in TSI2, and
9.28 log CFU/g in 52 (Table 4). Herein, no significant differences in the viable LAB count were observed
among all groups (p > 0.05). According to Codex, the total number of Lactobacillus in fermented
beverages should exceed 7 log CFU/g. Herein, the LAB density exceeded 7 log CFU/g in all groups of
yogurt. According to Kroger and Weaver (1973) [28], if yogurt is produced with probiotics with a mixed
culture (more than two LAB), the acidity and viable cell count are greater than those of monocultures.

3.2. Viscosity and Syneresis

The viscosity and syneresis of yogurt produced using CON, TSI2, S2, and MIX are summarized in
Table 5. The viscosity of CON produced with commercial starter peaked at 827 cp. The viscosity of
TSI2 was 421 cp; S2, 378 cp; MIX, 317 cp (being the lowest) (p > 0.05).
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Table 5. Viscosity and syneresis of each starter after 24-h stabilization.

CON TSI2 S2 MIX
Viscosity (cp) 827.00 £24.523  420.75+94.24° 37750 +49.18>  316.51 + 44.37P
Syneresis (%) 58.00 + 0.58 69.43 + 0.37 2 71.33 £2.54 2 73.35 +1.972

Different letter superscripts within the same line indicate significant differences, p < 0.05. CON: control; TSI2: Yogurt
produced from identified cow milk; S2: Yogurt produced from identified donkey milk; MIX: Yogurt produced from
mixed identified cow milk and donkey milk (1:1). All values are means =+ standard deviation for triplicate.

CON displayed the lowest syneresis. For yogurt produced with isolated strains, no significant
difference in syneresis was observed. Syneresis decreased in the order of TSI2 > S2 > MIX. Syneresis
was inversely associated with pH. At a low pH, e.g., <pH 5.0, casein approaches its isoelectric
point. Accordingly, electrostatic repulsion is minimized owing to interactions among proteins [29,30].
Since proteins interact with water, the moisture bolding potential of the protein matrix is decreased
under pH 5.0 [31]. Syneresis separation is easily achieved because the structure of milk proteins is
affected at low pH [32].

3.3. Body Weight and Food Intake

The changes in body weight, food intake, and food efficiency over eight weeks are summarized
in Table 6. After the experiment, the final body weight of all the groups treated with 45% HD over
eight weeks was significantly increased greater than that of the NOR group (p < 0.05). No significant
differences were observed among the HD groups. Furthermore, no significant difference in food intake
was observed among all groups because of equal feeding restrictions. However, the food efficiency
ratio (FER) was significantly higher in the HD groups than in the NOR group (p < 0.05). As shown in
Figure 1, the body weight of rats in all the groups increased gradually every week, especially in the
HF group more than in the NOR group. Differences in body weight among groups were remarkable
at week 2 and significant after week 7 of the treatment. At the end of the experiment, no significant
difference was observed among the treatment groups except in the NOR group.

Table 6. Body weight changes, food intakes, and food efficiency ratio of Sprague-Dawley (SD) rats
during the experimental period (1 = 6).

NORY HF TSI S2 MIX
Body Weight (g/rat)
Initial 2498 + 7.0 NS 2498 + 6.3 250.2 + 6.0 2495 + 6.1 250.0 + 6.3
Final 4208 +4.1°2 4875+ 162 4977 +269P 4857 +298P  483.0+153P
Weight gain 153.0 + 3.52 237.7 +10.1 2475 +21.1 236.2 + 24.7 233.0+9.3
Weight gain rate (%) 2 0 55.3 61.8 54.4 52.3
Weight loss rate (%) ) 55.3 0 4.0 0.6 2.0
Food Intake
Total (g/rat) 1008.0 +0.0NS 10092 +99.1  1009.8+72.1  1007.0 +40.8 10085 +75.9
Daily (g/daily/rat) 18.0 + 0.0 NS 180+ 1.5 180+ 1.1 18.0 £ 0.6 179+12
FER ¥ 152+ 032 237 +14P 245+ 0.7b 234+1.8P 232 +1.0P

Different letter superscripts within the same line indicate significant differences, p < 0.05. V) NOR, normal diet
control fed with AIN-93G and treated with oral saline; HF, 45% high-fat diet fed control treated with oral saline; TSI,
45% high-fat diet-fed and orally treated yogurt fermented by Lactobacillus fermentum TSI; S2, 45% high-fat diet-fed
rats orally treated with yogurt fermented by Lactobacillus fermentum S2; MIX, 45% high-fat diet fed and orally treated
with yogurt fermented by Lactobacillus fermentum TSI and Lactobacillus fermentum S2 mixed culture. 2 Weight gain
rate compared with NOR group, ¥ Weight loss rate compared with HF group, ¥ FER: Food efficiency ratio, Wt. gain
(g)/Food intake (g) x 100.

NOR, normal diet control fed with AIN-93G and treated with oral saline; HF, 45% high-fat diet-fed
control treated with oral saline; TSI, 45% high-fat diet fed and orally treated with yogurt fermented
by Lactobacillus fermentum TSI; S2, 45% high-fat diet fed and orally treated with yogurt fermented by
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L. fermentum S2; MIX, 45% high-fat diet fed and orally treated with yogurt fermented by L. fermentum
TSI and L. fermentum S2 mixed culture.

550
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+~ 400 r
e
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‘o
3
&350 |
o
] eod@ee NOR
— - HF
300
—3— TS|
—h— S2
250
- = MIX
200 1 1 1 1 1 1 1 1 J
0 7 14 21 28 35 42 49 56

Experimental period (days)

Figure 1. Changes in the body weight gain of rats upon oral treatment for 8 weeks.

3.4. Weight of Organs and Fat

Weights of organs and fat pads are listed in Table 7. The liver, kidney, spleen, abdominal fat,
and epididymal fat pad were weighed, and no significant differences were observed among the HD
groups. HD induced the accumulation of abdominal and epididymal fat in comparison with the
normal diet. Similar results were observed for body weight herein. However, the weight of epididymal
fat in the 52 group was significantly lower than in other HD groups, suggesting that yogurt fermented
with L. fermentum S2 might prevent epididymal fat accumulation in HD rats. Yogurt fermented by
L. plantarum Q180 reduced epididymal fat levels in diet-induced obese rats, concurrent with a previous
report [33].

Table 7. Organ weight (g) and fat weight of SD rats fed with experimental diet for 8 weeks (1 = 6).

NOR HF TSI S2 MIX
Liver 8930123  1329+1.98b 1223+1.015¢ 11.78+0.69° 13.70£0.48¢
Kidney 227 £006%  255+0.15° 249+0212 239+0.112> 248+0.132
Spleen 0.71+003%  066+0.062° 0.62+0.05  0.62+006%  0.68+0.072
Abdominal fat  9.71+1.852 1836 +3.10> 1671 +1.71P 1696 +3.26? 1853 +3.87P
Epididymal fat ~ 821+1.83%  1342+4.34° 1438195 13.11+3.60%® 16.96+2.28"

Different superscripts within the same line indicate significant differences, p < 0.05. NOR, normal diet control fed
with AIN-93G and treated with oral saline; HF, 45% high-fat diet-fed control treated with oral saline; TSI, 45%
high-fat diet-fed rats treated orally with yogurt fermented by Lactobacillus fermentum TSI; S2, 45% high-fat diet-fed
and orally treated with yogurt fermented by Lactobacillus fermentum S2; MIX, 45% high-fat diet fed and orally treated
with yogurt fermented by Lactobacillus fermentum TSI and Lactobacillus fermentum S2 mixed culture.
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3.5. Serum Biochemistry

Serum cholesterol, triglyceride, glucose, leptin, AST, and ALT levels are summarized in Table 8.
Compared with the HF group, the TSI group displayed a significantly increased HDL-cholesterol level
(p < 0.05), which was slightly but not significantly higher in the S2 group. Serum triglyceride levels
were slightly but not significantly lower in the TSI group than in the HF group (p > 0.05). Adiponectin
levels were significantly higher in the TSI group than in the HF group and similar to that in the NOR
group (p < 0.05). These results indicate that feeding obese rats with yogurt fermented by L. fermentum
TSI increased adiponectin levels. Adiponectin regulates numerous metabolic processes including
regulation of energy balance, glucose homeostasis, and lipid metabolism, and obesity is associated
with decreased adiponectin levels. The exact regulatory mechanism remains unknown, although
adiponectin may be regulated by post-translational mechanisms in cells [34].

Table 8. Blood serum levels of cholesterol, triglyceride, glucose, leptin, aspartate transaminase,
and alanine transaminase in SD rats fed with experimental diet for 8 weeks.

NOR HF TSI S2 MIX
Total 57.2+6.682 72.8 +10.85 % 70.3 + 20.72 3 81.7+9.83b 76.3 + 5.85 3
cholesterol ) . : ’ : : ' : ’ :
HDL-cholesterol 55.5 + 8.07 2 56.2 +5.16 2P 787 +12.48 ¢ 71.2 +11.99 be 63.7 + 1.86 2bc
LDL-cholesterol 11.0 +2.37 b 9.5+0.552 14.5 + 4.04° 10.0 £2.612 10.8 +2.32 3
Triglyceride 75.8 £8.912 125.0 + 58.85 b 103.7 + 12.80 2P 130.2 + 35.07 160.7 + 65.55 P
Glucose 70.0 +11.052 129.5 + 14.39 P 125.7 +19.37P 154.8 + 10.55 © 157.5 + 1231 ¢
Leptin 1304.5 + 219.75 2 3921.6 + 937.88 P 3453.7 + 1119.57 b 3964.3 + 1779.8 P 4132.8 +432.31P
Adiponectin 19,9749 +3276.02¢  12033.7 £2219.512 174472 + 3840.83P¢  12587.7 +1969.122  12,923.3 + 2301.64 2
AST 169.5 + 13.74 99.0 + 22.86 2P 123.8 + 23.89 be 99.0 +22.16 2P 78.0 +16.88 2
ALT 35.7+7.75" 342+ 44b 322 +3.1923b 255+ 4232 278 +3.712b

Different superscripts within the same line indicate significant differences, p < 0.05. NOR, normal diet control fed
with AIN-93G and treated with oral saline; HF, 45% high-fat diet-fed control treated with oral saline; TSI, 45%
high-fat diet fed and orally treated with yogurt fermented by Lactobacillus fermentum TSI; S2, 45% high-fat diet fed
and orally treated with yogurt fermented by Lactobacillus fermentum S2; MIX, 45% high-fat diet fed and orally treated
with yogurt fermented by Lactobacillus fermentum TSI and Lactobacillus fermentum S2 mixed culture.

3.6. Adipocyte Tissue Size

The abdominal fat pad was rapidly separated and subjected to H&E staining. Adipocyte size in
the abdominal fat pad was microscopically determined (Figure 2).

A, NOR, normal diet control fed with AIN-93G and treated with oral saline; B, HF, 45% high-fat
diet-fed control treated with oral saline; C, TSI, 45% high-fat diet fed and orally treated with yogurt
fermented by Lactobacillus fermentum TSI, D, 52, 45% high-fat diet fed and orally treated yogurt
fermented by L. fermentum S2; E, MIX, 45% high-fat diet fed and orally treated with yogurt fermented
by L. fermentum TSI and L. fermentum S2 mixed culture.

Figure 2. Cont.
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Figure 2. Representative hematoxylin and eosin staining of omental adipose tissue (OMAT) in SD rats
exposed to experimental diet for 8 weeks (original magnification, x 200).

The adipocyte size of HD-fed groups varied widely in comparison with that of the NOR group at
the same magnification level. Rats fed with fermented yogurt had smaller adipocytes than those in
the HF group. Concurrently, numerous studies have reported that adipocyte size is increased during
obesity [35,36]. Each cell was imaged ten times and the average adipocyte size was measured using
Image] software (Figure 3).
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Figure 3. Adipocyte size in abnormal adipose tissue in SD rats on an experimental diet for 8 weeks.
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NOR, normal diet control fed with AIN-93G and treated with oral saline; HF, 45% high-fat diet-fed
control treated with oral saline; TSI, 45% high-fat diet fed and orally treated with yogurt fermented
by Lactobacillus fermentum TSI; S2, 45% high-fat diet fed and orally treated with yogurt fermented by
L. fermentum S2; MIX, 45% high-fat diet fed and orally treated with yogurt fermented by L. fermentum
TSI and L. fermentum S2 mixed culture.

HD-fed groups presented a significantly greater adipocyte size than those administered a normal
diet (p < 0.05). Accordingly, the TSI and MIX groups presented significantly smaller adipocytes
than the HF group. Adipocyte tissue growth occurs via hyperplasia and hypertrophy. Furthermore,
a reduction in the adipocyte size prevents hyperplasia and hypertrophy because of an increase in
adipocyte-stimulating factors triggering adipogenesis via preadipocyte differentiation [37].

The quality characteristics of yogurt fermented by LAB species derived from a Mongolian
fermented milk product including L. fermentum TSI and L. fermentum S2 were found to be suitable for
commercialization. The fermentation was confirmed to be well-processed because the pH values were
within the optimum pH range of fermented milk on the market. In all groups, the number of LAB was
over 7 log CFU/g, thus meeting the minimum requirement for fermented food products. The yogurt
prevented obesity by decreasing the adipocyte size in the abdominal fat tissue of HD-induced obese rats.
In particular, yogurt obtained from L. fermentum TSI decreased the abdominal fat and improved serum
HDL-cholesterol levels and adiponectin secretion. However, the synergistic effect of the combination
of two strains remains unclear. Therefore, dairy products fermented by L. fermentum TSI, isolated from
Mongolian traditional dairy products, may be a functional probiotic in improving blood cholesterol
and body fat accumulation.

Author Contributions: These authors (W.-Y.C. and G.-E.H.) contributed equally to this study. Data curation,
W.-Y.C,, G.-EH. and H.-].L.; Formal analysis, W.-Y.C., H.-].L. and S.-].Y,; Investigation, W.-Y.C., G.-E.H. and S.-].Y,;
Methodology, W.-Y.C., G.-E.H., H.-].L., S-].Y. and Y.Z.H.; Resources, H.-D.P,; Software, G.-E.H.; Supervision,
C.-H.L., Writing—original draft, W.-Y.C. and G.-E.H.; Writing—review & editing, W.-Y.C. All authors have read
and agreed to the published version of the manuscript.

Funding: This study was supported by National Research Foundation of Korea Grant funded by the Korean
Government [NRF-2014K1A3A1A08045094].

Acknowledgments: This study was supported by National Research Foundation of Korea Grant funded by the
Korean Government [NRF-2014K1A3A1A08045094].

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

References

1. Bourlioux, P.; Koletzko, B.; Guarner, F.; Braesco, V. The intestine and its microflora are partners for the
protection of the host: Report in Danone symposium the intelligent intestine. Am. J. Clin. Nutr. 2003, 78,
675-683. [CrossRef] [PubMed]

2. Mazza, G. Functional Food, Biochemical and Processing Aspects; Taylo and Francis, GP. LLC.: Roca Raton, FL,
USA, 1998; pp. 357-374.

3.  Cho, Y.H,; Shin, H.].; Chang, C.H.; Nam, M.S. Studies on the development of the yogurt decreasing blood
glucose. Korean J. Food Sci. Anim. Resour. 2006, 26, 257-262.

4. Axelsson, R. Lactic Acid Bacteria: Microbiology and Functional Aspects; Salminen, S., von Wright, A., Eds.;
Marcel Dekker Inc.: New York, NY, USA, 1998; pp. 1-53.

5.  Parvez, S; Malik, K.A,; Kang, S.A.; Kim, H.Y. Probiotics and their fermented food products are beneficial for
health. |. Appl. Microbiol. 2006, 100, 1171-1185. [CrossRef] [PubMed]

6.  Pereira, D.I; Gibson, G.R. Effects of consumption of probiotics and prebiotics on serum lipid levels in humans.
Crit. Rev. Biochem. Mol. Biol. 2002, 37, 259-281. [CrossRef] [PubMed]

7. Usman; Hosono, A. Effect of administration of Lactobacillus gasseri on serum lipids and fecal steroids in
hypercholesterolemic rats. J. Dairy Sci. 2000, 83, 1705-1711. [CrossRef]

8. Wickelgren, I. Obesity: How big a problem? Science 1998, 280, 1364-1367. [CrossRef]

9.  Haslam, D.W.; James, W.P. Obesity. Lancet 2005, 366, 1197-1209. [CrossRef]


http://dx.doi.org/10.1093/ajcn/78.4.675
http://www.ncbi.nlm.nih.gov/pubmed/14522724
http://dx.doi.org/10.1111/j.1365-2672.2006.02963.x
http://www.ncbi.nlm.nih.gov/pubmed/16696665
http://dx.doi.org/10.1080/10409230290771519
http://www.ncbi.nlm.nih.gov/pubmed/12236466
http://dx.doi.org/10.3168/jds.S0022-0302(00)75039-9
http://dx.doi.org/10.1126/science.280.5368.1364
http://dx.doi.org/10.1016/S0140-6736(05)67483-1

Foods 2020, 9, 594 11 of 12

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.
28.

29.

30.

31.

32.

33.

34.

Jin, D.; Xu, Y.; Mei, X;; Meng, Q.; Gao, Y.; Li, B.; Tu, Y. Antiobesity and lipid lowering effects of theaflavins on
high-fat diet induced obese rats. J. Funct. Foods 2013, 5, 1142-1150. [CrossRef]

Tilg, H.; Moschen, A.R.; Kaser, A. Obesity and the microbiota. Gastroenterology 2009, 136, 1476-1483.
[CrossRef]

Dhurandhar, N.V. A framework for identification of infections that contribute to human obesity. Lancet Infect.
Dis. 2011, 11, 963-969. [CrossRef]

DiBaise, ].K.; Zhang, H.; Crowell, M.D.; Krajmalnik-Brown, R.; Decker, G.A.; Rittmann, B.E. Gut microbiota
and its possible relationship with obesity. Mayo Clin. Proc. 2008, 83, 460-469. [CrossRef] [PubMed]
Watanabe, K. Diversity of lactic acid bacteria and yeasts in Airag and Tarag, traditional fermented milk
products of Mongolia. Jpn. J. Lact. Acid Bact. 2011, 22, 153-161. [CrossRef]

Uchida, K.; Hirata, M.; Motoshima, H.; Urashima, T.; Arai, I. Microbiota of “airag’, ‘tarag’ and other kinds of
fermented dairy products from nomad in Mongolia. Anim. Sci. J. 2007, 78, 650—-658. [CrossRef]

Watanabe, K.; Fujimoto, J.; Sasamoto, M.; Dugersuren, J.; Tumursuh, T.; Demberel, S. Diversity of lactic acid
bacteria and yeasts in Airag and Tarag, traditional fermented milk products of Mongolia. World ]. Microbiol.
Biotechnol. 2008, 24, 1313-1325. [CrossRef]

Miyamoto, M.; Seto, Y.; Nakajima, H.; Burenjargal, S.; Gombojav, A.; Demberel, S.; Miyamoto, T. Denaturing
gradient gel electrophoresis analysis of lactic acid bacteria and yeasts in traditional Mongolian fermented
milk. Food Sci. Technol. Res. 2010, 16, 319-326. [CrossRef]

Takeda, S.; Yamasaki, K.; Takeshita, M.; Kikuchi, Y.; Tsend-Ayush, C.; Dashnayam, B.; Ahhmed, A.M.;
Kawahara, S.; Muguruma, M. The investigation of probiotic potential of lactic acid bacteria isolated from
traditional Mongolian dairy products. Anim. Sci. J. 2011, 82, 571-579. [CrossRef]

Yu, J.; Wang, WH.; Menghe, B.L.; Jiri, M.T.; Wang, HM,; Liu, W.J.; Bao, Q. H.; Lu, Q.; Zhang, J.C.; Wang, F;
et al. Diversity of lactic acid bacteria associated with traditional fermented dairy products in Mongolia.
J. Dairy Sci. 2011, 94, 3229-3241. [CrossRef]

Mikelsaar, M.; Zilmer, M. Lactobacillus fermentum ME-3—An antimicrobial and antioxidative probiotic.
Microb. Ecol. Health Dis. 2009, 21, 1-27.

Keogh, M.K.; O’kennedy, B.T. Rheology of stirred yogurt as affected by added milk fat, protein and
hydrocolloids. J. Food Sci. 1998, 63, 108-112. [CrossRef]

Hirsch, J.; Gallian, E. Methods of determining adipose cell size in man and animals. J. Lipid Res. 1968, 9,
110-119.

Van Goor, H.; Gerrits, P.O.; Grond, J. The application of lipid-soluble stains in plastic-embedded sections.
Histochemistry 1986, 85, 251-253. [CrossRef] [PubMed]

Tseng, A.; Zhao, Y. Wine grape pomace as antioxidant dietary fiber for enhancing nutritional value and
improving storability of yogurt and salad dressing. Food Chem. 2013, 138, 356-365. [CrossRef] [PubMed]
Lee, ].H.; Hwang, H.J. Quality characteristics of curd yogurt with rubus coreanum miquel Juice. Korean .
Culin. Res. 2006, 12, 195-205.

Senel, E.; Atamer, M.; Giirsoy, A; Oztekin, FS. Changes in some properties of strained (Stizme) goat’s
yoghurt during storage. Small Rumin. Res. 2011, 99, 171-177. [CrossRef]

Davis, ].G. Laboratory control of yogurt. Dairy Ind. 1970, 35, 139-144.

Kroger, M.; Weaver, ].C. Confusion about yogurt—compositional and otherwise. |. Milk Food Technol. 1973, 36,
388-391. [CrossRef]

Visser, ].; Minihan, A.; Smits, P; Tjan, S.B.; Heertje, L. Effects of pH and temperature on the milk salt system.
Neth. Milk Dairy J. 1986, 40, 351-368.

Marchesseau, S.; Gastaldi, E.; Lagaude, A.; Cuq, J.-L. Influence of pH on protein interactions and
microstructure of process cheese. J. Dairy Sci. 1997, 80, 1483-1489. [CrossRef]

Pastorino, A.J.; Hansen, C.L.; Mcmahon, D.J. Effect of pH on the chemical composition and structure-function
relationships of cheddar cheese. J. Dairy Sci. 2003, 86, 2751-2760. [CrossRef]

Bouzar, F,; Cerning, J.; Desmazeaud, M. Exopolysaccharide producing and texture promoting abilities of
mixed strain starter cultures in yogurt producing. J. Dairy Sci. 1997, 80, 2310-2317. [CrossRef]

Park, S.Y,; Seoung, K.S.; Lim, S.D. Anti-obesity Effect of Yogurt Fermented by Lactobacillus plantarum Q180
in Diet-induced Obese Rats. Korean J. Food Sci. Anim. Resour. 2016, 36, 77-83. [CrossRef] [PubMed]

Liu, M.; Liu, FE. Up- and down-regulation of adiponectin expression and multimerization: Mechanisms and
therapeutic implication. Biochimie 2012, 94, 2126-2130. [CrossRef] [PubMed]


http://dx.doi.org/10.1016/j.jff.2013.03.011
http://dx.doi.org/10.1053/j.gastro.2009.03.030
http://dx.doi.org/10.1016/S1473-3099(11)70274-2
http://dx.doi.org/10.4065/83.4.460
http://www.ncbi.nlm.nih.gov/pubmed/18380992
http://dx.doi.org/10.4109/jslab.22.153
http://dx.doi.org/10.1111/j.1740-0929.2007.00486.x
http://dx.doi.org/10.1007/s11274-007-9604-3
http://dx.doi.org/10.3136/fstr.16.319
http://dx.doi.org/10.1111/j.1740-0929.2011.00874.x
http://dx.doi.org/10.3168/jds.2010-3727
http://dx.doi.org/10.1111/j.1365-2621.1998.tb15687.x
http://dx.doi.org/10.1007/BF00494811
http://www.ncbi.nlm.nih.gov/pubmed/2427486
http://dx.doi.org/10.1016/j.foodchem.2012.09.148
http://www.ncbi.nlm.nih.gov/pubmed/23265499
http://dx.doi.org/10.1016/j.smallrumres.2011.03.042
http://dx.doi.org/10.4315/0022-2747-36.7.388
http://dx.doi.org/10.3168/jds.S0022-0302(97)76076-4
http://dx.doi.org/10.3168/jds.S0022-0302(03)73871-5
http://dx.doi.org/10.3168/jds.S0022-0302(97)76181-2
http://dx.doi.org/10.5851/kosfa.2016.36.1.77
http://www.ncbi.nlm.nih.gov/pubmed/27499667
http://dx.doi.org/10.1016/j.biochi.2012.01.008
http://www.ncbi.nlm.nih.gov/pubmed/22342903

Foods 2020, 9, 594 12 of 12

35. Guo, K.Y;; Halo, P; Leibel, R.L.; Zhang, Y. Effects of obesity on the relationship of leptin mRNA expression
and adipocyte size in anatomically distinct fat depots in mice. Am. J. Physiol. Regul. Integr. Comp. Physiol.
2004, 287, R112-R119. [CrossRef] [PubMed]

36. Weisberg, S.P.; McCann, D.; Desai, M.; Rosenbaym, M.; Leibel, R.L.; Ferrante, A.W., Jr. Obesity is associated
with macrophage accumulation in adipose tissue. J. Clin. Investig. 2003, 112, 1796-1808. [CrossRef] [PubMed]

37. Marques, B.G.; Hausman, D.B.; Martin, R.J. Association of fat cell size and paracrine growth factors in
development of hyperplastic obesity. Am. J. Physiol. Regul. Integr. Comp. Physiol. 1998, 275, 1898-1908.
[CrossRef] [PubMed]

@ © 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).



http://dx.doi.org/10.1152/ajpregu.00028.2004
http://www.ncbi.nlm.nih.gov/pubmed/15001430
http://dx.doi.org/10.1172/JCI200319246
http://www.ncbi.nlm.nih.gov/pubmed/14679176
http://dx.doi.org/10.1152/ajpregu.1998.275.6.R1898
http://www.ncbi.nlm.nih.gov/pubmed/9843879
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Microbial Fermentation 
	Yogurt Preparation 
	pH, Titratable Acidity, and LAB Density 
	Viscosity and Syneresis 
	Animals and Treatments 
	Analysis of Blood Serum and Organ Weight 
	Measurement of Adipocytes 
	Statistical Analysis 

	Results and Discussion 
	pH, Titratable Acidity, and the Number of LAB 
	Viscosity and Syneresis 
	Body Weight and Food Intake 
	Weight of Organs and Fat 
	Serum Biochemistry 
	Adipocyte Tissue Size 

	References

