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Abstract

Background: The prevalence of obesity is surging in an alarming rate all over the world. Pharmaceutical drugs are
considered potential adjunctive therapy to lifestyle modification. However, for most, besides being too expensive,
their long term usages are hindered by their severe adverse effects. Here we describe the effect of UP601, a
standardized blend of extracts from Morus alba, Yerba mate and Magnolia officinalis, in modulating a number
of obesity-related phenotypic and biochemical markers in a high-fat high-fructose (HFF)-induced C57BL/6J
mouse model of obesity.

Method: Adipogenesis activity of the composition was assessed in 3T3-L1 cells in vitro. Effects of UP601 on
body weight and metabolic markers were evaluated. It was administered at oral doses of 300 mg/kg, 450 mg/kg and
600 mg/kg for 7 weeks. Orlistat (40 mg/kg/day) was used as a positive control. Body compositions of mice were
assessed using dual energy X-ray absorptiometry (DEXA). Serum biomarkers were measured for liver function and lipid
profiling. Relative organ weights were determined. Histopathological analysis was performed for non-alcoholic
steatohepatitis (NASH) scoring.

Results: UP601 at 250 ug/ml resulted in 1.8-fold increase in lipolysis. Statistically significant changes in body
weight (decreased by 9.1, 19.6 and 25.6% compared to the HFF group at week-7) were observed for mice
treated with UP601 at 300, 450 and 600 mg/kg, respectively. Reductions of 9.1, 16.9, and 18.6% in total cholesterol; 45.0,
55.0, 63.6% in triglyceride; 34.8, 37.1 and 41.6% in LDL; 3.2, 21.6 (P=0.03) and 33.7% (P =0.005) in serum glucose were
observed for UP601 at 300, 450 and 600 mg/kg, respectively. Body fat distribution was found reduced by 31.6 and
17.2% for the 450 mg/kg UP601 and orlistat, respectively, from the DEXA scan analysis. Up to an 89.1% reduction in
mesenteric fat deposit was observed for UP601 in relative organ weight. Statistically significant improvements in NASH
scores were observed for mice treated with UP601.

Conclusion: UP601, a standardized botanical composition from Morus alba, Yerba mate and Magnolia officinalis could
potentially be used for achieving healthy weight loss and maintenance.
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Background

According to recent epidemiologic reports, the preva-
lence of obesity is surging at an alarming rate all over
the world. For example, a recent study pooling data
from 186 countries from 1975-2014, reported that the
global obesity rates increased from 3.2% in 1975 to
10.8% in 2014 in men and from 6.4% in 1975 to 14.9%
in 2014 in women [1]. Unless the current trends are
reversed, it will incur significant impact on global
health and the economy. It is mainly caused by an
imbalance between energy intake and expenditure
complicated by a sedentary lifestyle in association with
easy access to a highly palatable, energy-dense diet
rich in fat, sugar and salt. Untreated it can result in
dyslipidemia, cardiovascular disease (including hyper-
tension, stroke, and myocardial infarction), insulin re-
sistance, impaired glucose metabolism, osteoarthritis
and some cancers [2].

While maintaining an optimum bodyweight may seem
to be a sound solution to counteract obesity, for most
individuals, achieving lifestyle modifications becomes an
uphill battle once they are obese. At this point, pharma-
ceutical drugs are considered potential adjunctive treat-
ment to lifestyle modification. However, the lack of
sustainable weight loss, cost and adverse effects render
current pharmacotherapy weight management unsuc-
cessful. Therefore, in light of the limited pharmaceutical
drug choices and the socio-economic implications of the
obesity pandemic, the search for safe and effective alter-
natives from natural sources has gained appeal within
the dietary supplement industry. In this regard, we pos-
tulated that combining plant materials with similar tradi-
tional usage and safety data would give a beneficial
boost in their indication for treatment of metabolic dis-
orders. To test this hypothesis, we recently screened a
series of plant extracts collected through legacy mining
in vivo for their metabolic disorder related activities using
a high-fat diet (HFD)-induced mouse obesity model which
led to the discovery of a composition designated as
UP601. UP601 is composed of standardized extracts from
Morus alba, Ilex paraguariensis and Magnolia officinalis.
These botanicals are particularly attractive because they
have a long history of safe consumption, and also may
provide other added health benefits beyond weight con-
trol. Previously we have reported the appetite suppression
and anti-obesity effects of this composition in acute feed
intake rat model and high-fat diet (HFD)-induced obese
C57BL/6] mouse model [3].

Morus alba L (Family: Moraceae), the mulberry or
white berry plant, is native to northern China, and has
been cultivated and naturalized elsewhere, from India
through the middle east to Southern Europe, and re-
cently to North American. The root-bark of Morus
alba that is used in traditional medicine is known as
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Sang Bai Pi or Cortex Mori (Pharmacopoeia of the
People’s Republic of China, 2005). This herb is also
known as Pong-na-moo in Korean and Sohakuhi in Japan.
In contemporary pharmacological research, Morus alba
root-bark has been reported to have antibacterial [4], anti-
oxidant and hypoglycemic [5, 6] hypolipidemic, neuropro-
tective, antiulcer, analgesic [7-9] and anti-inflammatory
activities [10]. Some of the prenylated flavonoids and stil-
benoids such as morusin and mulberroside A are unique
to Morus plants [11].

Yerba mate (Family: Aquifoliaceae, botanical name:
llex paraguariensis A. St.-Hil) is a widely-cultivated,
medium-sized evergreen tree indigenous to Paraguay,
Brazil, Argentina, and Uruguay; however, it is now cul-
tivated in many tropical countries to supply a world de-
mand for its leaves. As a folk medicine, it has been
used to suppress appetite, stimulate digestion, and as
an antioxidant. Its chemical constituents were isolated
and identified as xanthines, polyphenols, caffeoyl deriv-
atives and saponins [12]. It has been reported to have
antioxidant [13], lipid lowering [14], anti-cancer [15]
and anti-diabetic properties [16].

Magnolia officinalis Rehder & E.H. Wilson (Family:
Magnoliaceae) has long been traditionally used as a
Chinese medicinal herb for the treatment of fever, head-
ache, anxiety, diarrhea, stroke, and asthma. Honokiol
and magnolol are considered as the two major bioactive
constituents [17] and have been reported with various
biological effects such as anti-inflammatory and anal-
gesic [18], smooth muscle relaxant and antithrombotic
[19, 20] treatment of diabetes and diabetic complications
[21], inhibition of the formation of advanced glycation
end products (AGEs) [22], antidepressant [23], anti-cancer
[24] and as antioxidants [25].

It has been reported that the co-administration of
high-fat and high-carbohydrate diet in animals leads to
the development of typical metabolic complications
present in human metabolic syndrome including obesity,
hyperglycemia, dyslipidemia (exhibited as hypertriglyc-
eridemia, hypercholesterolemia), and fatty liver [26, 27].
Hence, an obesity model induced by feeding the combin-
ation of high-fat with high-fructose instead of the high-
fat or high-fructose diet alone may provide a better tool
to understand the mechanisms involved in disease initi-
ation and progression as it simulates the current
calorie-rich diet of the western world. To the best of
our knowledge, until recently, the disclosed plant mate-
rials have never been formulated together for weight
management indications. The present study was there-
fore designed to assess the effect of a specific blend of
these extracts on modulating a number of obesity-
related phenotypic and biochemical markers in a high-
fat and high-fructose (HFF)-induced C57BL/6] mouse
model of obesity.
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Methods

Material preparation

Detailed procedures of composition matter prepara-
tions have been described on US patent application
entitled “COMPOSITIONS AND METHODS FOR
MANAGING WEIGHT” with publication number:
20140004215.

Dried bark of Magnolia officinalis and dried root bark
of Morus alba were collected from Chonggqing, China and
identified by professor Shou-Yuen Zhao from Si-Chuan
Chinese Traditional Medicine Research Institutes. A
voucher of specimen of Magnolia officinalis (P00491) and
Morus alba (P00329) were deposited at the plant library
of Unigen, Seattle, WA, USA. When re-collected,
Magnolia officinalis barks and Morus alba root barks
were always characterized and confirmed in compari-
son with the original voucher specimens. Dried Ilex
paraguayensis leaves extracts were obtained from Naturex
(NJ, USA).

UP601 is a proprietary blend of standardized extracts
from Magnolia officinalis stem bark, Morus alba root
bark, and llex paraguariensis leaf with not less than 7%
magnolol and honokiol, 2% caffeine, and 1% total biofla-
vonoids including kuwanon G and albanin G and
morusin.

Morus alba root bark extract was produced by 70%
ethanol extraction of the ground root bark powder with
no less than 10% total bioflavonoids including kuwanon
G, albanin G, and morusin. Magnolia officinalis stem
bark was extracted by a supercritical fluid and further
crystalized to give a mixture of magnolol and honokiol
with content higher than 95%. Ilex paraguayensis leaf
was extracted with water to give Yerba Mate extract
containing not less than 4% caffeine. The dried powders
of Magnolia officinalis stem bark extract, Morus Alba
root bark extract, and llex paraguariensis leaves extracts
were mixed at a proprietary ratio to produce the stan-
dardized UP601 composition.

Effects of UP601 in 3T3-L1 cells

3T3-L1 murine embryo fibroblast cells were purchased
from American Type Culture Collection (Rockville, MD).
Cells were cultured in Dulbecco’s modified Eagle’s medium
(DMEM) (GIBCO) containing 10% bovine calf serum until
confluent. Two days after post confluence (DO0), the cells
were stimulated to differentiate with DMEM containing
10% fetal bovine serum (FBS), 5 pug/ml insulin, 0.5 mM 3-
isobutyl-1-methylxanthine (IBMX) and 1 pM dexametha-
sone for two days (D2). Cells were then maintained in 10%
FBS/DMEM medium with 5 pg/ml insulin for another two
days (D4), followed by culturing with 10% FBS/DMEM
medium for four days (D8). To determine the extent of
lipolysis induced by UP601, fully differentiated adipo-
cytes (mature adipocytes) were treated with UP601, at
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250 pg/ml, for 24 h and 48 h with serum free DMEM.
The conditioned medium was removed from each well
and free glycerol was assayed by using a Lipolysis assay
kit (#F6428, Sigma-Aldrich Inc., USA) following the
manufacturer’s instructions.

Induction and intervention

The study was designed and executed in a high-fat and
high-fructose (HFF) diet-induced obesity model to simu-
late the western pattern diet [28]. Mice were provided
with 60% high-fat diet (Research diet D12492, Doo Yeol
Biotech) and 30% fructose (ADM CORNSWEET®, ADM,
USA, Lot; AE14032911) in water ad libitum. After 5-
weeks on the HFF, a 23% increase in body weight gain
was observed and deemed mice were ready for treatment
intervention. Mice were then randomized into six
groups: 1) normal control + vehicle (N =7, Normal diet,
Research diet D12450B), 2) HFF + vehicle (N=7), 3)
HFF + Orlistat (N =7, 40 mg/kg), 4) HFF + UP601 low
dose (N =7, 300 mg/kg), 5) HFF + UP601 mid dose (N =7,
450 mg/kg), 6) HFF + UP601 high dose (N =7, 600 mg/kg)
and administrations were initiated orally twice per day
and sustained for 7 weeks.

The vehicle-treated animals received 0.15% xanthan
gum +0.5% Tween 80 only. The positive control,
Orlistat (Lipidown Cap 120 mg, Lot #12003, Hanmi,
Korea), N-Formyl-L-leucine (1S)-1-[[(2S,3S)-3-hexyl-4-
oxo-2-oxetanyl]methyl]dodecyl ester, with a trade name
of Xenical or Allj, is a Food and Drug Administration-
approved human pancreatic lipase inhibitor, which
inhibits the absorption of approximately one third of
fat from ingested food that would ultimately result in
weight reduction.

Water for the normal control group or fructose-
enriched water for the vehicle and treatment groups was
provided ad libitum. Animals were maintained in a
temperature and air flow controlled room (22.2 °C,
and 10-15 filtered air changes per hour, respectively)
on a 12-h light—dark cycle with a relative humidity of
50 °C + 10. Feed and water consumption was measured
twice a week throughout treatment period. To better
estimate calorie intake by mice, instead of 5 mice/cage, as
of week 6, each mouse was placed in an individual cage
for the whole treatment duration. All animal experiments
were conducted according to institutional guidelines
congruent with the guide for the care and use of labora-
tory animals under Institutional Animal Care and Use
Committees (IACUC) Approval No.: UIK21407.

Body composition analysis using DEXA

After 5 weeks of treatment, representative mice (2 mice
from each group) were selected from the normal con-
trol, HFF, 450 mg/kg UP601 and Orlistat groups and
were subjected to dual energy X-ray absorptiometry
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(DEXA, InAlyzer™ MEDIKORS, Korea) for body com-
position. The system was calibrated according to manu-
facturer’s instructions prior to the start of the experiment.
Software integrated to the scan was used for data analysis.
DEXA uses two separate low-dose X-ray exposures to
read bone and soft tissue mass with a high degree of
precision.

Blood chemistry analysis for liver function and lipid profiles
At necropsy day, mice were fasted for 16 h and approxi-
mately 0.6 ~ 0.9 mL of blood sample were collected from
the abdominal vein. Samples were centrifuged and
serum was transferred to Biotoxtech Co., Ltd. for liver
function and lipid profiles analysis. Serum levels of ala-
nine aminotransferase (ALT), aspartate aminotransferase
(AST), total cholesterol (T-Chol), triglycerides (TG), LDL-
cholesterol (LDL-C), HDL- cholesterol (HDL-C) and
glucose were measured using a Hitachi auto-analyzer
(7180, HITACH]I, Japan).

Necropsy and tissue collection for histopathology

On the last day of the assay, all animals were exsangui-
nated and examined for gross pathology. Once the ab-
dominal cavity was opened, organs were subjected to
gross examination. Liver, and visceral fat pads (epididymal,
retroperitoneal, peri-renal fat pad and mesenteric fat) were
collected and weighed individually for organ-to-body
weight ratio determination then specimens were fixed
with 10% buffered neutral formalin, trimmed, proc-
essed, embedded in paraffin, sectioned, and stained
with Hematoxylin & Eosin (H&E) for microscopic
NASH (non-alcoholic steatohepatitis) score analysis
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according to the modified scoring system method of
Kleiner DE et al. [29].

Statistical analysis

All non-discrete data from clinical chemistry, body weight
and food consumption were represented as mean + S.D
and were analyzed using Sigmaplot (Version 11.0). Statis-
tical significance between groups was calculated by means
of single factor analysis of variance followed by a paired
t-test. P-values less or equal to 0.05 (P < 0.05) were
considered as significant. When normality tests failed,
data for non-parametric analysis were subjected to
Mann—Whitney sum ranks for t-test and Kruskal-Wallis
one way analysis of variance on ranks for ANOVA. Inter-
pretations of the results were made based on findings
from the in-life body weights, DEXA scan, serum bio-
markers and NASH score.

Results

Lipolytic effects of UP601 in 3T3-L1 cells

Up to 1.8-fold increase in the amount of glycerol re-
leased into the media was observed in adipocytes treated
with UP601 for 24 h and 48 h. The lipolytic effect of
UP601 was time dependent. The significant increase in
glycerol release was observed after 24 h of treatment
(Fig. 1).

Effect of UP601 on body weight

Rapid body weight gain was observed when C57BL/6]
mice were fed a 60% Kcal High-Fat-Diet and 30% fruc-
tose enriched water ad libitum for 5 weeks. Mice were
transferred to a ‘mini-cage’ that houses a single mouse

Glycerol release
(Relative fold of control)

Control (untreated)

Fig. 1 Lipolytic effect of UP601 in 3T3-L1 adipocytes. Fully differentiated adipocytes were treated with UP601 at 250 pg/ml for 24 and 48 h.
Lipolysis was assessed by the amount of glycerol released into media in treated adipocytes

250ug/ml UP601

Treatment duration
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per cage for the treatment duration. After 5-weeks on
the HFF, a 23% increase in body weight gain was ob-
served and deemed mice were ready for randomization
for treatment intervention and treatment was initiated.
As seen in Fig. 2, a statistically significant rapid drop
in body weight was observed for mice treated with
40 mg/kg/day of Orlistat for the first two weeks of the
treatment period followed by a moderate body weight
gain compared to vehicle treated HFF group. In contrast,
mice treated with UP601 showed a dose-correlated very
stable, minimal body weight gain throughout the duration
of treatment. In particular, mice treated with the high dose
of UP601 showed 6.4% reductions in body weight when
compared to baseline. Compared to the vehicle-treated
HFF group, body weight gains for mice treated with
UP601 were significantly lower after 3 weeks for the
600 mg/kg/day group and after 5 weeks for the
450 mg/kg/day group, and these differences remained
statistically significant for the rest of treatment dur-
ation. Statistically non-significant reductions in body
weight were observed for mice treated with 300 mg/kg
UP601. The percent changes in body weight at week-7
compared to week-0 (baseline) were found to be 6.4%
for normal control diet, 27.3% for HFF, 2.0% for HFF +
Orlistat, 14.5% for HFF + 300 mg/kg UP601, 1.3% for
HFF + 450 mg/kg UP601, and -6.4% for HFF +
600 mg/kg UP601 (Fig. 2). When these changes were
computed against the HFF group, it was found that
mice treated with the composition UP601 showed dose
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correlated reductions of 9.1% for 300 mg/kg UP601, 19.6%
for 450 mg/kg UP601 and 25.6% for 600 mg/kg UP601 at
the end of the seven week treatment period. The positive
control, Orlistat, resulted in 19.0% reduction in body
weight compared to vehicle-treated HFF-fed mice (Fig. 2).

Effect of UP601 on liver and lipid biomarkers
Abnormal lipid metabolism and excessive lipid accumu-
lation in tissues are cardinal features of obesity as a re-
sult of consumption of high-fat in combination with
high-fructose diet. The serum glucose, total cholesterol,
triglyceride and LDL-cholesterol levels of mice in the
HFF group were found to be 359, 67.2, 131.9 and
217.9% higher compared to regular diet-fed mice at the end
of study, respectively (Table 1). As depicted in Table 1, the
UP601 composition restored altered metabolic disturbances
as demonstrated by serum liver enzymes and lipid panel
levels to near normal. Mice treated with UP601 showed 9.1,
16.9 and 29.8% reductions in total cholesterol, 45.0, 55.0,
63.6% reductions in triglyceride, 34.8, 37.1 and 41.6%
reductions in LDL for the 300 mg/kg, 450 mg/kg and
600 mg/kg groups, respectively, compared to vehicle-
treated HFF-fed mice (Table 1). These reductions were all
statistically significant compared to vehicle-treated HFF-fed
mice for all the dosages except for the 300 mg/kg reduction
in the total cholesterol. Improvement in dyslipidemia
seemed to appear dose correlated.

Hyperglycemia is one of the characteristic manifesta-
tions of metabolic disorder. Treatment with UP601

—~NC -#-HFF —4HFF+ORI -o~HFF+300mg/kg =%HFF+450mg/kg ——HFF+600mg/kg

47 -

41 A

39 4

37 4

35 4

Body weight (g)
(Mean + SD)

31 - i

29 - *

27 + sk

25

sk
3k ok

Week 0 Week 1 Week 2

Treatment Duration
Fig. 2 Body weight changes observed after 7 weeks of daily oral UP601 treatment in HFF fed obese C57BL/6J mice. HFF-induced obese C57BL/6J mice

were treated with UP601 at oral doses of 300, 450 and 600 mg/kg for 7-weeks. Orlistat (ORI) at 40 mg/kg was used as a reference compound.
N =7 for each group; **P<0.0001 compared to HFF group; tP <0.001 compared to HFF group; *P <0.05 compared to HFF group

Week 3

Week 4 Week 5 Week 6 Week 7
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Table 1 Liver function and lipid profiling
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Group Dose (mg/kg) ALT (U/L) AST (U/L) Glucose (mg/dL) T-chol (mg/dL) TG (mg/dL) LDL-C (mg/dL) HDL-C (mg/dL)
NC 0 21617 453+138 2064 + 46.6% 101.1 £ 174+ 14.1 £ 341 28+08% 576+ 104*
HFF 0 362+213 582+100 280.6 +54.6 1694+ 172 327+£113 89+24 695+34
ORI 40 170+ 22% 458 +4.2% 2386+ 69.0 139.1 +£180t 51.3+27.1 50+ 1.2F 686+6.2
UP601 300 195+48 477 £ 4.2% 2713+354 1539+95 18.0+94* 58+0.51 65.2+3.7%
UPE01 450 198+122  531+196 2199 +35.1*% 140.7 £ 16.5t 147 +6.11 56+091 65.1+4.1
UP601 600 16.5+7.5% 487 £19.1 186.1 £47.11 1189+ 21.0% 119+ 48t 52+1.2% 57.7£10.5%

HFF-induced obese C57BL/6J mice were treated with UP601 at oral doses of 300, 450 and 600 mg/kg for 7-weeks. Orlistat (ORI) at 40 mg/kg was used as a reference
compound. Serum samples were collected at necropsy. ALT alanine aminotransferase, AST aspartate aminotransferase, T-chol total cholesterol, TG triglycerides, LDL C
low-density lipoprotein cholesterol, HDL-C high density lipoprotein cholesterol. NC Normal control + vehicle, HFF HFF + Vehicle, ORI HFF + orlistat, UP601 HFF + indicated
concentrations of UP601. *P <0.05 compared to HFF group; tP <0.007 compared to HFF group; P <0.0007 compared to HFF group

reversed the abnormal glucose level near to the normal
control mice fed a regular diet. Reductions of 3.2, 21.6
(P=0.03) and 33.7% (P =0.005) in serum glucose level
were observed for mice treated with UP601 at oral doses
of 300 mg/kg, 450 mg/kg and 600 mg/kg, respectively,
compared to the HFF group. In contrast, mice treated
with Orlistat showed a 56.9% increase in serum trigly-
ceride, 15.0%, 17.9% (P =0.01) and 43.8% (P =0.005)
reductions in glucose, total cholesterol and LDL, re-
spectively, compared to vehicle treated HFF (Table 1).

Alanine aminotransferase (ALT) and aspartate amino-
transferase (AST) are the two primary liver enzymes fre-
quently used to determine liver damage. Treatment with
UP601 resulted in substantial reductions in these en-
zymes in serum. 46.1, 45.3, and 62.7% reductions in ALT
and 18.0, 8.7 and 16.3% reductions in AST levels were
observed for mice treated with 300 mg/kg, 450 mg/kg
and 600 mg/kg of UP601, respectively, compared to
vehicle-treated HFF-fed mice (Table 1). Mice treated
with Orlistat showed, 53.0 and 21.3% reductions in ALT
and AST, respectively, compared to vehicle-treated HFF
(Table 1).

Effect of UP601 on body composition and relative organ
weight

It has been reported that mice fed HFF to develop meta-
bolic disorder manifested by increased abdominal fat

deposition, impaired glucose tolerance, dyslipidemia,
hyperinsulinemia, and increased systolic blood pressure
[30, 31]. Abdominal fat deposit was effectively reduced
by the mid and high dose of UP601. As seen in Table 2,
the mid and high dose of UP601 efficiently decreased
epididymal, retro-peritoneal, peri-renal and mesenteric
fat deposit compared to vehicle-treated HFF group. It
was found that mice treated with 450 mg/kg and
600 mg/kg UP601 had 23.4 and 77.3% reductions in epi-
didymal fat, 9.5 and 75.1% reductions in retro-peritoneal
fat, 44.4 and 87.8% reductions in peri-renal fat, and 50.0
and 89.1% reductions in mesenteric fat deposit, respect-
ively, compared to vehicle treated HFF. While the effects
on the epididymal, retro-peritoneal, and peri-renal fat
deposits were minimal for mice treated with 300 mg/kg
of UP601, a notable 27.9% reduction in the mesenteric
fat deposit was observed for this group, compared to ve-
hicle treated HFF. As expected, mice fed the HFF
showed 3.96-, 3.84-, 4.13-, and 3.14-fold increase in epi-
didymal, retro-peritoneal, peri-renal and mesenteric fat
deposits, respectively, in comparison to the regular diet
control mice. The epididymal, retro-peritoneal, peri-
renal and mesenteric fat loss in the Orlistat-treated mice
were 17.0, 16.6, 34.3 and 42.8%, respectively, compared
to the vehicle-treated HFF group (Table 2).

Limited representative dual energy X-ray absorptiometry
(DEXA) scan was performed to determine the lean body

Table 2 Relative organ weight for mice treated with UP601 in HFH-induced mouse obesity model

Group Liver (%) Fat deposit (%)
Epididymal Retroperitoneal Peri-Renal Mesenteric Total

NC 339+£147 1.75+033% 044 +0.14+ 0.24+0.10% 0.81+0.15% 322+067+
HFF 317+047 6.93 +1.06 169 +0.30 0.99+0.20 2.76 £0.97 1236 +£1.17
ORI (40) 3214012 575+159 141+038 065+0.17t 158+ 0.64* 938+263*
UP601 (300) 283+0.14 6.82 +0.64 1.68£0.14 082+0.17 1.99 £048 11.31+£092
UP601 (450) 296+0.16 531+ 1.04* 1.53+0.29 055+0.12% 138£0.24 876+ 1.54%
UPE01 (600) 299+0.17 157 £1.571 042 +£042% 0.12+0.12% 030+ 030t 2414£241%

HFF-induced obese C57BL/6J mice were treated with UP601 at oral doses of 300, 450 and 600 mg/kg for 7-weeks. Orlistat (ORI) at 40 mg/kg was used as a reference
compound. Tissue collections were carried out at necropsy. NC Normal control + vehicle, HFF HFF + Vehicle, ORI HFF + orlistat, UP607 HFF + indicated concentrations of
UP601 (mg/kg). * P <0.05 compared to HFF group; t P <0.001 compared to HFF group; + P <0.0001 compared to HFF group
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and fat mass distribution of sedated mice (Fig. 3). The per-
cent body fat distribution for the HFF group was 161.5% to
that of the regular diet-fed normal control group. There
was no difference in the lean mass between groups.
However, compared to HFF, 31.6 and 17.2% reductions
in fat deposit were observed for mice treated with the
mid-dose of UP601 and Orlistat, respectively. The
DEXA images seemed to support the body weight data.
Mice in the UP601 group appeared leaner than the orli-
stat or the HFF mouse.

Effect of UP601 on liver histopathology

Quick onsets of lipid accumulation accompanied with
vacuolation are the common histopathological phenomena
observed in the liver when mice are fed HFF. Histology
analysis of H&E stained liver sections from the HFF groups
[Fig. 4b] of mice exhibited enlargement of hepatocytes and
steatosis represented by the vacuolation and microvesicular
fat droplets in hepatocytes in comparison with those in the
normal control mice [Fig. 4a]. Mice in the HFF group de-
veloped severe steatosis, lobular inflammation and hepato-
cellular ballooning. While there did not appear to be a
difference in degree of steatosis between the HFF and
UP601 groups [specially for the 300 mg/kg (Fig. 4d) and
600 mg/kg (Fig. 4f)], significantly improved NASH scores
(P=0.02, 0.01, and 0.02 for the 300 mg/kg, 450 mg/kg and
600 mg/kg, respectively) summing the effect of UP601 in
steatosis, lobular inflammation and hepatocellular bal-
looning were observed compared to vehicle treated
HFF group (Figs. 4 and 5). In particular, no hepatocellu-
lar ballooning was observed for mice treated with the
high dose of UP601 (Fig. 4f). There was no obvious dif-
ference between the normal control and the mid-dose
group of UP601 with regard to liver histology (Fig. 4e).
Similarly, statistically significant improvement in the
NASH score was also noted for the Orlistat group com-
pared to vehicle treated HFF group (Figs. 4c and 5).
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Discussion
Excessive fat intake and consumption of soft drinks
loaded with high-fructose are closely associated with in-
creased prevalence of metabolic syndrome and may lead
to non-alcoholic fatty liver disease (NAFLD) [32-34].
The past few decades’ diet westernization has resulted in
significant increases in daily calorie intake because of
the added fructose to easily accessible cheap food and
soft drinks. For example, the typical daily consumption
of fructose has escalated from 16-20 g per day (mostly
from fresh fruits) to 85-100 g per day (mainly in the
form of high-fructose corn syrup) within the past three
decades [35]. The exposure of the liver to such a high
extent of fructose could lead to rapid stimulation of lipo-
genesis and hepatocyte triglyceride accumulation [36].
Consumed together with fat, it renders the dietary fruc-
tose and dietary fat to serve as sources for endogenous
[37] and exogenous lipids [38], and their co-presence
exacerbates the prevalence of metabolic disorder. For
the purpose of this simulation, the animal model was de-
veloped by feeding mice a diet containing a combination
of a 60% high-fat diet with 30% fructose in water (HFF)
for 5 weeks. In the current study the biochemical and
biological activity of a well-defined composition, UP601,
has been evaluated using this very well-established ani-
mal model of obesity that mimics human metabolic
disorder exhibited as a result of consumption of the so-
called western diet. For screening, a legacy mining ap-
proach was used to search Medline, pharmacopeia of
traditional Chinese medicine, Ayurveda medicine, and
our Phytologix collection database for plants that have po-
tential for weight management and metabolic disorder-
related indications, which led to the discovery of UP601.
Data depicted in the present study demonstrate that
exposure to a combination of high-fat diet and free ac-
cess to fructose in the drinking water led mice to exhibit
apparent phenotypes of metabolic syndrome, including
increased body weight, dyslipidemia and increased blood

u

UP601
450mg/kg

Fig. 3 DEXA scan images for mice in the HFF-induced obesity group. HFF-induced obese C57BL/6J mice were treated with UP601 at oral doses
of 300, 450 and 600 mg/kg for 7-weeks. Orlistat (ORI) at 40 mg/kg was used as a reference compound. NC: Normal control + vehicle; HFF: HFF + Vehicle;
ORI: HFF + orlistat; HFF + 450 mg/kg UP601
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UP601; f HFF 4+ 600 mg/kg treated

-

Fig. 4 H&E staining of liver tissue. 200x magnification. a Normal control; b HFF; ¢ HFF + Orlistat treated; d HFF + 300 mg/kg UP60T; @ HFF + 450 mg/kg

glucose level, confirming the role of the two high calorie
dietary factors in the increased prevalence of obesity and
metabolic syndrome. A 56.8% increase in body weight
was observed for vehicle-treated mice fed HFF compared
to vehicle-treated regular diet-fed normal control mice
at the end of the study. Much of this weight gain is be-
lieved to be a result of excessive visceral fat deposit.
High-fat diets and high-fructose diets have been shown
to produce more rapid weight gain in rodents [39]. In
contrast, these conditions were moderated by oral

treatment of UP601. For example, mice treated with
UP601 showed a reduced body weight gain and improved
metabolic performance compared to vehicle treated HFF
fed mice. These body weight reductions were analyzed
and were found to be 9.1, 19.6 and 25.6% for mice treated
with UP601 at oral doses of 300, 450 and 600 mg/kg, re-
spectively, when compared to the vehicle treated HFF-fed
group at week 7. Within the same treatment period, the
Orlistat group had a 19.0% reduction in body weight com-
pared to HFF. Almost complete prevention of body weight

-

Degree of severity (Scores)
(Mean + SD)

to HFF group
.

#NC u HFF
= HFF+300mg/kg

= HFF+450mg/kg

Steatosis Lobular Hepatocellular NASH
Inflammation ballooning
Histology findings

Fig. 5 Non-alcoholic Steato-Hepatitis (NASH) Scores for mice in the HFF study group treated with Orlistat (40 mg/kg) and UP601 (300 mg/kg,
450 mg/kg and 600 mg/kg). N=7 for each group, ***P<0.0001 compared to HFF group; **P<0.007 compared to HFF group,*P <0.05 compared

N
u HFF+ORI

= HFF+600mg/kg




Yimam et al. BMC Complementary and Alternative Medicine (2017) 17:114

gain was observed in those groups that received higher
doses (450 and 600 mg/kg) of UP601. Compared to
week-0 (treatment start), the mid-dosage (450 mg/kg)
of the composition maintained the initial treatment
start body weight throughout the course of the treat-
ment with only 1.3% body weight gain; the high dose
(600 mg/kg) resulted in a 6.4% reduction from the ini-
tial body weight of treatment start compared to the end
of treatment period. For comparison, the HFF group
gained a 27.3% and the Orlistat group gained 2% of
their treatment start initial body weight.

Compromised lipid metabolism and lipid accumula-
tion in tissues are cardinal features of obesity as a result
of consumption of high-fat in combination with high-
fructose. As demonstrated by the liver histology and
clinical chemistry data, UP601 treatment mitigated these
abnormal changes. Treatments of HFF diet-induced
obese mice with UP601 for 7 weeks significantly reduced
total cholesterol, LDL, and triglyceride. Moreover, the
hyperglycemia observed in the mice fed HFF was
moderated to the level of the normal control mice fed
regular rodent diet by the oral treatment of UP601.
These findings are in accordance with the reported data
for individual constituents of the composition. Thus,
UP601 appears to possess additional beneficial effects in
regulation of dyslipidemia and management of healthy
blood glucose.

Liver, as a regulator of glucose and lipid metabolism, is
the primary organ to be affected by continual insult
from high calorie loading that could lead to fatty liver.
In particular, nonalcoholic fatty liver disease exhibits a
wide spectrum of indexes ranging from steatosis alone,
steatosis with inflammation, steatosis with hepatocyte in-
jury, or steatosis with sinusoidal fibrosis in relation to
stages of disease progression [40, 41]. Many of these ab-
normal alterations were observed in vehicle-treated mice
fed HFF under histopathology examinations. However,
mice treated with UP601 showed significantly improved
NASH scores in lobular inflammation and hepatocellular
ballooning without affecting the liver enzymes (AST and
ALT) suggesting the composition may have an indication
in fatty liver disease without associated adverse effects.
In fact, previously, Morus extract has been shown to re-
duce plasma triglycerides, hepatic fat accumulation and
epididymal adipocyte size after a 12-week treatment
period in HFD-induced obese mice [42]. Comparable
findings were also observed for Yerba mate in that a de-
crease in the accumulation of lipids in adipocytes, and
reductions in serum cholesterol, serum triglycerides, and
glucose concentrations were reported when adminis-
tered orally to high-fat diet-fed C57BL/6] mice daily at
doses of 0.5 — 2 g/kg for 4-weeks [16].

Visceral fat deposit is one of the characteristic mani-
festations of obesity. In our study, mice in the UP601
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group physically appeared leaner than vehicle-treated
HFF-fed mice. This was demonstrated by the relative
organ weight data. Mice in this group had statistically
significantly reduced epididymal, retroperitoneal, peri-
renal and mesenteric fat deposits, with the largest de-
crease in fat mass occurring in the mesenteric deposits,
which was 89.1% (for 600 mg/kg UP601) less than the
vehicle-treated HFF mice. This implies that the rapid in-
crease in body weight observed in the HFF-fed mice
could be as the result of visceral fat accumulation. It can
also be inferred that the significant reductions in body
weight noted for mice treated with UP601 could also be
due to minimal visceral fat deposition. In fact, the repre-
sentative data from the DEXA scan support these obser-
vations in that the reduction in body weight may be a
result of low body fat accumulation.

Noteworthy anti-adipogenic effects were also observed
for the composition in vitro. UP601 stimulates lipolysis
in 3T3-L1 adipocytes. This finding is consistent with the
reduced preliminary body fat distribution data from the
DEXA scan and relative organ weights for visceral fat.
Previously it has been reported for Yerba mate to inhibit
adipogenesis [43] and triglyceride accumulation in 3T3-
L1 adipocytes [44]. Extracts from another component of
the composition, Magnolia, have also effectively reduced
lipid accumulation in 3T3-L1 adipocytes [45]. Moreover,
extracts from M. alba have also shown inhibitory effects
in the proliferation and differentiation of preadipocytes
[46] and the accumulation of triglyceride in 3T3-L1 cells
[47]. Thus, the anti-obesity effect observed in the
current study could partially be explained by the lipolytic
activity of UP601.

Furthermore, augmented studies have been docu-
mented in relation to Morus, Magnolia and Yerba mate
plant extracts that contain bioactive compounds posses-
sing metabolic disease-modifying activities beneficial to
the effects observed in the present study. For example,
extracts from Magnolia have shown decreases in fasting
blood glucose and plasma insulin in type 2 diabetic rats
[48], amelioration of body fat accumulation, insulin re-
sistance, and adipose inflammation in high-fat fed mice
[49], stimulation of glucose uptake in insulin-sensitive
and insulin-resistant murine and human adipocytes
using the insulin signaling pathway [50], and control of
elevated stress-related cortisol level [51] in human. The
beneficial moderation in body weight and metabolic
markers observed in the current study could partially be
explained by the inherent activities of Magnolia extract
contributing to the composition as described in this
summary.

Likewise, significant studies have also demonstrated
that Yerba mate extracts alleviates weight gain and im-
proves plasma glucose and lipid profiles in animals [52].
It has been reported that HFD-induced obese mice
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treated orally with Yerba mate extract for 8 weeks at a
dose of 1 g/kg displayed a marked attenuation of weight
gain and adiposity, a decrease in epididymal fat pad
weight, and restoration of the serum levels of choles-
terol, triglycerides, LDL cholesterol, and glucose. These
results were identical to what were observed in our
study. Additionally, significantly lowered body weight,
visceral fat-pad weights, blood and hepatic lipid, glucose,
insulin, and leptin levels were observed in HFD rats
treated with a Yerba mate extract formulated diet for
60-days [53]. Here, again, the composition UP601 might
be assumed to adapt the suggested mechanism of action
and activities of Yerba mate as shown by data depicted
in the current study.

The impact of Morus extracts in metabolic disorders
like diabetes and obesity have also been reported. Signifi-
cantly low body weight gain [42], improved hypergly-
cemia and associated complications in the diabetic rats
[54], decreased body weight, adiposity, and hepatic lipid
accumulation in diet-induced obese mice [55], decreased
expression of white muscle adipocytokines in db/db
mice [56] and blood glucose level in alloxan diabetic
mice [57] are some of the beneficial effects documented
for this plant. Previously, it has also been reported that
Morus extract increases adiponectin level in adipocytes
[58], increases glucose uptake and GLUT4 translocation
in adipocytes [58], and inhibits a-glucosidase [59] and
intestinal disaccharidase [60] activity. In support of the
other two components of the composition, Morus ex-
tract also reinforces the potential of UP601 in weight
management as a result of the collective mechanisms of
action contributed by all the three components. There-
fore, the data depicted in the current study ensures the
merit of combining these plant extracts for a better out-
come targeting multiple pathways that are indicated in
various aspects of metabolic disorders.

The current study was not without a limitation. While
the combination of fructose from drinking water and
high-fat diet was assumed to cause accelerated body
weight gain, the actual calorie intake from food and the
drinking water per day per animal could not be accur-
ately determined due to the spillage of water from the
Lixit. As a result, the proportion of weight gain to the
change in calorie intake due to treatment could not be
confirmed. Another limitation for this study was the
number of animals per group selected for DEXA scan.
Only two animals per group were analyzed for body
composition. The 300 mg/kg and 600 mg/kg UP601
were excluded from the body composition analysis.
Hence, meaningful quantitative fat and lean mass data
to support the relative organ weight findings could not
be generated.

Although the multiple mechanisms by which UP601
may impact lipid and carbohydrate metabolism are
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plausible according to its individual components in vitro
and in vivo studies from the literature, further additional
studies are needed to determine the possible thermogenic
(contribution from Yerba mate), lipolytic (contribution
from all three components) and anorectic (contribution
from Morus and Magnolia) effects of the composition.

Conclusion

To sum up, we have demonstrated the anti-obesity activity
of a standardized composition UP601 from the historically
well-known plants: Morus alba, Yerba mate and Magnolia
officinalis. Oral administration of UP601 to high-fat and
high-fructose-fed mice for 7 weeks resulted in a significant
reduction in body weight gain. The composition also
moderated dyslipidemia and hyperglycemia in vivo and
acted as a lipolytic in vitro. While pre-clinical to clinical
data translation requires human clinical trial validation
and safety study, the data depicted here in conjunction
with the individual components’ safe historical usage
suggest UP601 could potentially be considered as a
natural alternative for metabolism management and main-
taining a healthy body weight.

Abbreviations

ALT: Alanine transaminase; ANOVA: Analysis of variance; AST: Aspartate
aminotransferase; DEXA: Dual energy X-ray absorptiometry; DMEM: Dulbecco's
modified eagle’s medium; FBS: Fetal bovine serum; GLUT4: Glucose transporter
type 4; H&E: Hematoxylin & Eosin; HDL-C: High-density lipoprotein-cholesterol;
HFD: High-fat diet; HFF: High-fat high-fructose; IACUC: Institutional Animal Care
and Use Committees; IBMX: 3-isobutyl-1-methylxanthine; LDL-C: Low-density
lipoprotein-cholesterol; NAFLD: Non-alcoholic fatty liver disease; NASH: Non-
alcoholic steatohepatitis; ORI: Orlistat; T-Chol: Total cholesterol; TG: Triglycerides;
UP601: Standardized blend of extracts from Morus alba, Yerba mate and
Magnolia officinalis

Acknowledgment

The authors would like to express their best gratitude to Drs. Ed Cannon,
Wenwen Ma, Doug Bradley, and Min Chu and Unigen team for their incalculable
support for the completion of this research.

Funding

The authors would like to extend their utmost gratitude to Mr. Bill Lee, the
owner of Econet/Unigen, Inc, who supported the entire project described in
this manuscript.

Availability of data and materials
Conclusions were based on data depicted in the body of the manuscript.

Authors’ contributions

MY, and HK conceived and designed, carried out study, data calculation,
statistical analysis, data interpretation, and drafted/edited the manuscript. YCL
carried out the in vitro assay for adipogenesis, participated in study design and
interpretation of data. PJ, MH, JBN and MRK plant collection, conducted structure
elucidations and identification. QJ, LB and EH conceived the study, participated
in its design, interpreted data, and edited the manuscript. All authors read and
approved the final manuscript.

Authors’ information
Credentials: DVM/MS - MY and HK; PHD - QJ, PJ, YCL, EH, JBN, MRK; MS - LB, MH.

Competing interests
All authors are current Unigen employees, therefore have competing
financial interests.



Yimam et al. BMC Complementary and Alternative Medicine (2017) 17:114

Consent for publication
Not applicable.

Ethics approval

All animal experiments were conducted according to institutional guidelines
congruent with the guide for the care and use of laboratory animals under
Institutional Animal Care and Use Committees (IACUC) Approval No.: UIK21407.

Author details
'Unigen, Inc, 3005 1st Avenue, Seattle, WA 98121, USA. 2Unigen, Inc,
#450-86, Maebong-Ro, Dongnam-Gu, Cheonan-Si, Chungnam 330-863, Korea.

Received: 26 May 2016 Accepted: 8 February 2017
Published online: 16 February 2017

References

1.

NCD Risk Factor Collaboration (NCD-RisC). Worldwide trends in diabetes
since 1980: a pooled analysis of 751 population-based studies with 4 -4
million participants. Lancet. 2016;387(10027):1513-30.

Haslam DW, James WP. Obes Lancet. 2005;366(9492):1197-209.

Yimam M, Jiao P, Hong M, Brownell L, Lee YC, Hyun EJ, Kim HJ, Kim TW,
Nam JB, Kim MR, Jia Q. Appetite suppression and antiobesity effect of a
botanical composition composed of Morus alba, Yerba mate, and Magnolia
officinalis. J Obes. 2016;2016:4670818.

Gunjal S, Ankola AV, Bhat K. In vitro antibacterial activity of ethanolic extract
of Morus alba leaf against periodontal pathogens. Indian J Dent Res. 2015;
26(5):533-6.

Raman ST, Ganeshan AK, Chen C, Jin C, Li SH, Chen HJ, Gui Z. In vitro and in
vivo antioxidant activity of flavonoid extracted from mulberry fruit (Morus
alba L). Pharmacogn Mag. 2016;12(46):128-33.

Wang Y, Xiang L, Wang C, Tang C, He X. Antidiabetic and antioxidant
effects and phytochemicals of mulberry fruit (Morus alba L) polyphenol
enhanced extract. PLoS One. 2013:8(7):e71144.

Jo SP, Kim JK, Lim YH. Antihyperlipidemic effects of stilbenoids isolated
from Morus alba in rats fed a high-cholesterol diet. Food Chem Toxicol.
2014;65:213-8.

El-Beshbishy HA, Singab AN, Sinkkonen J, Pihlaja K. Hypolipidemic and
antioxidant effects of Morus alba L. (Egyptian mulberry) root bark fractions
supplementation in cholesterol-fed rats. Life Sci. 2006;78(23):2724-33.

Eo HJ, Park JH, Park GH, Lee MH, Lee JR, Koo JS, Jeong JB. Anti-
inflammatory and anti-cancer activity of mulberry (Morus alba L) root bark.
BMC Complement Altern Med. 2014;14:200.

Chan EW, Lye PY, Wong SK. Phytochemistry, pharmacology, and clinical
trials of Morus alba. Chin J Nat Med. 2016;14(1):17-30.

Yang Y, Tan YX, Chen RY, Kang J. The latest review on the polyphenols and
their bioactivities of Chinese morus plants. J Asian Nat Prod Res. 2014;16(6):
690-702.

de Souza LM, Dartora N, Scoparo CT, Cipriani TR, Gorin PA, lacomini M,
Sassaki GL. Comprehensive analysis of maté (llex paraguariensis)
compounds: development of chemical strategies for matesaponin analysis
by mass spectrometry. J Chromatogr A. 2011;1218(41):7307-15.

Bravo L, Mateos R, Sarrid B, Baeza G, Lecumberri E, Ramos S, Goya L.
Hypocholesterolaemic and antioxidant effects of yerba mate (llex
paraguariensis) in high-cholesterol fed rats. Fitoterapia. 2014;92:219-29.
Balzan S, Hernandes A, Reichert CL, Donaduzzi C, Pires VA, Gasparotto Jr A,
Cardozo Jr EL. Lipid-lowering effects of standardized extracts of llex
paraguariensis in high-fat-diet rats. Fitoterapia. 2013;86:115-22.
Puangpraphant S, Berhow MA, Vermillion K, Potts G, Gonzalez De Mejia E.
Dicaffeoylquinic acids in Yerba mate (llex paraguariensis St. Hilaire) inhibit
NF-kB nucleus translocation in macrophages and induce apoptosis by
activating caspases-8 and —3 in human colon cancer cells. Mol Nutr Food
Res. 2011;55(10):1509-22.

Kang YR, Lee HY, Kim JH, Moon DI, Seo MY, Park SH, et al. Anti-obesity and
anti-diabetic effects of Yerba Mate (llex paraguariensis) in C57BL/6J mice fed
a high-fat diet. Lab Anim Res. 2012;28(1):23-9.

Maruyama Y, Kuribara H. Overview of the pharmacological features of
honokiol. CNS Drug Rev. 2000;6:35-44.

Wang JP, Hsu MF, Raung SL, Chen CC, Kuo JS, Teng CM. Anti-inflammatory
and analgesic effects of magnolol. Naunyn Schmiedebergs Arch Pharmacol.
1992,346(6):707-12.

20.

21.

22.

23.

24

25.

26.

27.

28.

29.

30.

31

32.

33.

34.

35.

36.

37.

38.

39.

40.

Page 11 of 12

Teng CM, Yu SM, Chen CC, Huang YL, Huang TF. EDRF-release and Ca2+
channel blackade by magnolol, an antiplatelet agent isolated from the
Chinese herb Magnolia officinali, in rat thoracic aorta. Life Sci. 1990;47(13):
1153-61.

Teng CM, Ko FN, Wang JP, Lin CN, Wu TS, Chen CC, Huang TF.
Antihaemostatic and antithrombotic effect of some antiplatelet agents
isolated from Chinese herbs. J Pharm Pharmacol. 1991,43(9):667-9.

Hur J. Donguibogam parallel version. Committee of Dongui Bogam
Translation. Seoul: Bupin Publishes Co,; 1999. p. 1979.

Kim JS, Kim H, Ko JH. Studies on the processing of herbal medicines (Ill)-
HPLC analysis of magnolol and inhibitory effects on the formation of
advanced glycation endproducts (AGEs) in vitro of unprocessed and
processed Magnolia Bark. Kor J Pharmaco. 2002,33(4):308-11.

Nakazawa T, Yasuda T, Ohsawa T. Metabolites of orally administrated
Magnolia officinalis extract in rats and man and its antidepressant-like
effects in mice. J Pharm Pharmacol. 2003;55(11):1583-91.

lkeda K, Sakai Y, Nagase H. Inhibitory effect of magnolol on tumour
metastasis in mice. Phytother Res. 2003;17(8):933-7.

Lo YC, Teng CM, Chen CF, Chen CC, Hong CY. Magnolol and honokiol
isolated from Magnolia officinalis protect rat heart mitochondria against
lipid peroxidation. Biochem Pharmacol. 1994;47(3):549-53.

Wada T, Kenmochi H, Miyashita Y, Sasaki M, Ojima M, Sasahara M, Koya D,
Tsuneki H, Sasaoka T. Spironolactone improves glucose and lipid
metabolism by ameliorating hepatic steatosis and inflammation and
suppressing enhanced gluconeogenesis induced by high-fat and high-
fructose diet. Endocrinology. 2010;151(5):2040-9.

Axelsen LN, Lademann JB, Petersen JS, Holstein-Rathlou NH, Ploug T, Prats
C, Pedersen HD, Kjolbye AL. Cardiac and metabolic changes in long-term
high fructose-fat fed rats with severe obesity and extensive intramyocardial
lipid accumulation. Am J Physiol Regul Integr Comp Physiol. 2010,298(6):
R1560-70.

Rivera-Ramirez F, Escalona-Cardoso GN, Gardufio-Siciliano L, Galaviz-
Herndndez C, Paniagua-Castro N. Antiobesity and hypoglycaemic effects of
aqueous extract of Ibervillea sonorae in mice fed a high-fat diet with
fructose. J Biomed Biotechnol. 2011;2011:968984.

Kleiner DE, Brunt EM, Van Natta M, Behling C, Contos MJ, Cummings OW, et
al. Design and validation of a histological scoring system for nonalcoholic
fatty liver disease. Hepatology. 2005;41(6):1313-21.

Coate KC, Scott M, Farmer B, Moore MC, Smith M, Roop J, Neal DW,
Williams P, Cherrington AD. Chronic consumption of a high-fat/high-
fructose diet renders the liver incapable of net hepatic glucose uptake. Am
J Physiol Endocrinol Metab. 2010,299(6):E887-98.

Panchal SK, Poudyal H, lyer A, Nazer R, Alam MA, Diwan V, et al. High-
carbohydrate, high-fat diet-induced metabolic syndrome and cardiovascular
remodeling in rats. J Cardiovasc Pharmacol. 2011;57(5):611-24.

Stanhope KL, Havel PJ. Endocrine and metabolic effects of consuming
beverages sweetened with fructose, glucose, sucrose, or high-fructose corn
syrup. Am J Clin Nutr. 2008;88(6):17335-75.

Dhingra R, Sullivan L, Jacques PF, Wang TJ, Fox CS, Meigs JB, et al. Soft drink
consumption and risk of developing cardiometabolic risk factors and the
metabolic syndrome in middle-aged adults in the community. Circulation.
2007;116(5):480-8.

Ouyang X, Cirillo P, Sautin Y, McCall S, Bruchette JL, Diehl AM, Johnson RJ,
Abdelmalek MF. Fructose consumption as a risk factor for non-alcoholic
fatty liver disease. J Hepatol. 2008;48(6):993-9.

Basciano H, Federico L, Adeli K. Fructose, insulin resistance, and metabolic
dyslipidemia. Nutr Metab (Lond). 2005;2(1):5.

Hallfrisch J. Metabolic effects of dietary fructose. Faseb J. 1990;4:2652-60.
Mattar LE, Mattar MA, Batal M, Mouneimne Y, Obeid OA. Stimulation of
postprandial in vivo glycogenesis and lipogenesis of rats fed high fructose
diet with varied phosphate content. Nutr Res. 2010;30:151-5.

Ciapaite J, van den Broek NM, Te Brinke H, Nicolay K, Jeneson JA, Houten
SM, Prompers JJ. Differential effects of short- and long-term high-fat diet
feeding on hepatic fatty acid metabolism in rats. Biochim Biophys Acta.
2011;1811:441-51.

Petro AE, Cotter J, Cooper DA, Peters JC, Surwit SJ, Surwit RS. Fat,
carbohydrate, and calories in the development of diabetes and obesity in
the C57BL/6J mouse. Metabolism. 2004;53:454-7.

Tilg H, Hotamisligil GS. Nonalcoholic fatty liver disease: cytokine- adipokine
interplay and regulation of insulin resistance. Gastroenterology. 2006;131(3):
934-45.



Yimam et al. BMC Complementary and Alternative Medicine (2017) 17:114

41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

Shoelson SE, Herrero L, Naaz A. Obesity, inflammation, and insulin
resistance. Gastroenterology. 2007;132(6):2169-80.

Lim HH, Yang SJ, Kim Y, Lee M, Lim Y. Combined treatment of mulberry leaf
and fruit extract ameliorates obesity-related inflammation and oxidative
stress in high- fat diet-induced obese mice. J Med Food. 2013;16(8):673-80.
Arcari DP, Santos JC, Gambero A, Ribeiro ML. The in vitro and in vivo effects
of yerba mate (llex paraguariensis) extract on adipogenesis. Food Chem.
2013;141(2):809-15.

Gosmann G, Barlette AG, Dhamer T, Arcari DP, Santos JC, de Camargo ER,
Acedo S, Gambero A, Gnoatto SC, Ribeiro ML. Phenolic compounds from
maté (llex paraguariensis) inhibit adipogenesis in 3T3-L1 preadipocytes.
Plant Foods Hum Nutr. 2012;67(2):156-61.

Kong CS, Lee JI, Kim JA, Seo Y. In vitro evaluation on the antiobesity effect
of lignans from the flower buds of Magnolia denudata. J Agric Food Chem.
2011;59(10):5665-70.

Yang Y, Yang X, Xu B, Zeng G, Tan J, He X, Hu C, Zhou Y. Chemical
constituents of Morus alba L. and their inhibitory effect on 3T3-L1
preadipocyte proliferation and differentiation. Fitoterapia. 2014,98:222-7.
Yang ZG, Matsuzaki K, Takamatsu S, Kitanaka S. Inhibitory effects of
constituents from Morus alba var. multicaulis on differentiation of 3T3-L1
cells and nitric oxide production in RAW264.7 cells. Molecules. 2011;16(7):
6010-22.

Sohn EJ, Kim CS, Kim YS, Jung DH, Jang DS, Lee YM, Kim JS. Effects of
magnolol (5,5"-diallyl-2,2"-dihydroxybiphenyl) on diabetic nephropathy in
type 2 diabetic Goto-Kakizaki rats. Life Sci. 2007,80(5):468-75.

Kim YJ, Choi MS, Cha BY, Woo JT, Park YB, Kim SR, Jung UJ. Long-term
supplementation of honokiol and magnolol ameliorates body fat
accumulation, insulin resistance, and adipose inflammation in high-fat fed
mice. Mol Nutr Food Res. 2013;57(11):1988-98.

Alonso-Castro AJ, Zapata-Bustos R, Dominguez F, Garcia-Carranca A, Salazar-
Olivo LA. Magnolia dealbata Zucc and its active principles honokiol and
magnolol stimulate glucose uptake in murine and human adipocytes using
the insulin-signaling pathway. Phytomedicine. 2011;18(11):926-33.

Garrison B, Hughes K. Relaxation during weight loss. Altern Complement
Therap. 2005;11:314-8.

Arcari DP, Bartchewsky W, dos Santos TW, Oliveira KA, Funck A, Pedrazzoli J,
de Souza MF, Saad MJ, Bastos DH, Gambero A, Carvalho Pde O, Ribeiro ML.
Antiobesity effects of yerba maté extract (llex paraguariensis) in high-fat
diet-induced obese mice. Obesity (Silver Spring). 2009;17(12):2127-33.

Pang J, Choi Y, Park T. llex paraguariensis extract ameliorates obesity
induced by high-fat diet: potential role of AMPK in the visceral adipose
tissue. Arch Biochem Biophys. 2008;476(2):178-85.

Andallu B, Suryakantham V, Lakshmi Srikanthi B, Reddy GK. Effect of
mulberry (Morus indica L.) therapy on plasma and erythrocyte membrane
lipids in patients with type 2 diabetes. Clin Chim Acta. 2001,314(1-2):47-53.
Oh KS, Ryu SY, Lee S, Seo HW, Oh BK, Kim YS, Lee BH. Melanin-
concentrating hormone-1 receptor antagonism and anti-obesity effects of
ethanolic extract from Morus alba leaves in diet-induced obese mice. J
Ethnopharmacol. 2009;122(2):216-20.

Sugimoto M, Arai H, Tamura Y, Murayama T, Khaengkhan P, Nishio T, Ono K,
Ariyasu H, Akamizu T, Ueda Y, Kita T, Harada S, Kamei K, Yokode M. Mulberry
leaf ameliorates the expression profile of adipocytokines by inhibiting
oxidative stress in white adipose tissue in db/db mice. Atherosclerosis. 2009;
204(2):388-94.

Zhang M, Chen M, Zhang HQ, Sun S, Xia B, Wu FH. In vivo hypoglycemic
effects of phenolics from the root bark of Morus alba. Fitoterapia. 2009;
80(8):475-7.

Naowaboot J, Pannangpetch P, Kukongviriyapan V, Prawan A,
Kukongviriyapan U, Itharat A. Mulberry leaf extract stimulates glucose
uptake and GLUT4 translocation in rat adipocytes. Am J Chin Med. 2012;
40(1):163-75.

Tao Y, Zhang Y, Cheng Y, Wang Y. Rapid screening and identification of a-
glucosidase inhibitors from mulberry leaves using enzyme-immobilized
magnetic beads coupled with HPLC/MS and NMR. Biomed Chromatogr.
2013;27(2):148-55.

Oku T, Yamada M, Nakamura M, Sadamori N, Nakamura S. Inhibitory effects
of extractives from leaves of Morus alba on human and rat small intestinal
disaccharidase activity. Br J Nutr. 2006;95(5):933-8.

Page 12 of 12

Submit your next manuscript to BioMed Central
and we will help you at every step:

* We accept pre-submission inquiries

e Our selector tool helps you to find the most relevant journal

* We provide round the clock customer support

e Convenient online submission

e Thorough peer review

e Inclusion in PubMed and all major indexing services

e Maximum visibility for your research

Submit your manuscript at

www.biomedcentral.com/submit () BiolMed Central




	Abstract
	Background
	Method
	Results
	Conclusion

	Background
	Methods
	Material preparation
	Effects of UP601 in 3T3-L1 cells
	Induction and intervention
	Body composition analysis using DEXA
	Blood chemistry analysis for liver function and lipid profiles
	Necropsy and tissue collection for histopathology
	Statistical analysis

	Results
	Lipolytic effects of UP601 in 3T3-L1 cells
	Effect of UP601 on body weight
	Effect of UP601 on liver and lipid biomarkers
	Effect of UP601 on body composition and relative organ weight
	Effect of UP601 on liver histopathology

	Discussion
	Conclusion
	Abbreviations
	Acknowledgment
	Funding
	Availability of data and materials
	Authors’ contributions
	Authors’ information
	Competing interests
	Consent for publication
	Ethics approval
	Author details
	References

