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Abstract: Type II diabetes mellitus (T2DM) is the most common form of diabetes and has become a major
health problem across the world. The root bark of Morus alba L. is widely used in Traditional Chinese
Medicine for treatment and management of diabetes. The aim of the present study was to evaluate
the enzyme inhibitory potentials of three principle components, mulberrofuran G (1), albanol B (2),
and kuwanon G (3) in M. alba root bark against diabetes, establish their enzyme kinetics, carry out
a molecular docking simulation, and demonstrate the glucose uptake activity in insulin-resistant HepG2
cells. Compounds 1-3 showed potent mixed-type enzyme inhibition against protein tyrosine phosphatase
1B (PTP1B) and a-glucosidase. In particular, molecular docking simulations of 1-3 demonstrated negative
binding energies in both enzymes. Moreover, 1-3 were non-toxic up to 5 uM concentration in HepG2
cells and enhanced glucose uptake significantly and decreased PTP1B expression in a dose-dependent
manner in insulin-resistant HepG2 cells. Our overall results depict 1-3 from M. alba root bark as dual
inhibitors of PTP1B and a-glucosidase enzymes, as well as insulin sensitizers. These active constituents
in M. alba may potentially be utilized as an effective treatment for T2DM.

Keywords: Morus alba L.; root bark; protein tyrosine phosphatase 1B; x-Glucosidase; molecular docking;
insulin-resistant HepG2

1. Introduction

Diabetes mellitus (DM) is a chronic disease that occurs when the pancreas is no longer able to
produce insulin or when the body cannot take full advantage of its insulin. DM is a leading cause
of cardiovascular disease, blindness, kidney failure, and lower limb amputation, since it affects the
heart, blood vessels, eyes, kidneys, nerves, and teeth [1]. According to the 2015 International Diabetes
Federation report, there are approximately 415 million adults with diabetes in the world, and this
number will rise to 642 million by 2040. In 2015, five million deaths were attributed to DM, and it
caused at least USD 673 billion in health expenditure. Therefore, DM has become a major health
problem around the world. Type Il DM (T2DM)), characterized by resistance to insulin, is responsible
for over 90% of the overall cases [2]. In the last several decades, numerous attempts have been made
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to find effective therapeutic drugs for DM, and the known therapeutic targets, a-glucosidase and
protein tyrosine phosphatase 1B (PTP1B), have drawn the attention of many scientists. PTP1B plays
a critical role in regulating glucose homeostasis and body weight by acting as a key negative regulator
of insulin and the leptin signaling pathway, respectively [3]. In the intestinal lumen and brush border
membrane, x-glucosidase plays a main role in carbohydrate digestion, and its inhibitors can prevent
development of diabetes in people with impaired glucose tolerance and/or impaired fasting blood
glucose [4]. Natural products, especially those used in Traditional Chinese Medicine (TCM), possess
lower cytotoxicity and side effects than synthetic drugs and thus have become a subject of interest
for scientists.

Morus (commonly known as mulberry) is a genus of flowering plants in the family Moraceae,
which contains approximately 16 species. Used as fodder and traditional medicine, they are native
to temperate regions and widely distributed in the subtropical regions of Asia, Africa, and the
Americas [5,6]. The white mulberry (M. alba Linn) is cultivated to feed silkworms for commercial
production of silk [7]. In TCM, M. alba root bark, twigs, leaves, and fruits have all been commonly
used for centuries as liver tonics, to improve eyesight and lower blood pressure, and for treatment
and management of disorders such as diabetes, arthritis, and fever [8,9]. The leaves are used as an
anti-hyperglycemic supplement and are effective against high blood pressure. Phytochemicals such as
terpenoids, alkaloids, flavonoids (including chalcones and anthocyanins), phenolic acids, stilbenoids,
and coumarins have been identified in M. alba [10]. Many of these compounds exhibit various biological
activities, including anti-oxidation, anti-inflammation, anti-fungal, anti-microbial, anti-tumor,
anti-hypotension, and anti-diabetic activity [11-13]. Furthermore, studies on leaf extract from M. alba
showed reduction in body weight, total cholesterol, triglycerides, and low-density lipoprotein level,
as well as an antihyperlipidemic effect via the insulin receptor substrate 1 (IRS-1)/phosphoinositide
3-kinase (PI3K)/Glut-4 signaling pathway [14,15] and hypoglycemic potential through the increase
of liver glucokinase activity and serum insulin level [16-18]. It was also reported that an M. alba leaf
extract-containing diet could reduce insulin resistance and may delay the development of diabetes [19].
Fruit extract from M. alba improved hyperglycemia and insulin sensitivity via activation of the
adenosine 5'-monophosphate (AMP)-activated protein kinase (AMPK) and AS160 in skeletal muscles
and inhibition of gluconeogenesis in the liver [20]. Similarly, it was reported that a 70% alcohol extract
of M. alba root bark could protect the generation of pancreatic 3-cells, and a leaf extract could restore
diminished p-cell numbers [21,22].

Interestingly, in a study conducted to evaluate the inhibitory activity of 266 kinds of herbs against
a-glucosidase, root bark and leaves of M. alba displayed 96.5% and 93.6% inhibition, respectively [23].
Moreover, several polyhydroxylated alkaloids isolated from M. alba were found to be glucosidase
inhibitors. Among them, a polyhydroxylated piperidine alkaloid, 1-deoxynojirimycin (DNJ), was the
most potent [24]. In a recent report, morusin, licoflavone C, and mulberrofuran G isolated from the root
bark of M. alba demonstrated significant x-glucosidase inhibition [25]. In addition, three flavonoids
(kuwanon U, albanin D, and mortatarin D), monoterpenoid 2-arylbenzofurans, and geranylated
2-arylbenzofurans from the root bark of M. alba var. tartarica exhibited a significant degree of
a-glucosidase inhibition, while albafuran A and albafuran B exhibited PTP1B inhibitory activity [26,27].
An investigation by Sarikaphuti et al. [28] revealed that anthocyanins extracted from M. alba are well
tolerated and exhibit effective anti-diabetic properties in Zucker diabetic fatty rats. Anti-diabetic
effects of various other constituents of M. alba leaves, such as DNJ, flavonoids and related compounds,
polysaccharides, glycopeptides, and ecdysteroids have been reported. However, Hunyadi et al. [29]
found that chlorogenic acid and rutin play a major role in anti-diabetic activity in vivo on type II
diabetic rats, but knowledge about their contribution to the overall activity is limited. Thus, further
research is necessary to discover other bioactive compounds responsible for anti-diabetic effects.
Though the PTP1B and «-glucosidase inhibitory activity of mulberrofuran G (1) has recently been
reported [25,30], there is no report for albanol B (2) and kuwanon G (3). Furthermore, this is the
first attempt to demonstrate enzyme kinetics and simulate molecular docking of 1-3 against these
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two enzymes, and demonstrate glucose uptake activity in insulin-resistant HepG2 cells which is
worthwhile to explore the pharmacological mechanism of M. alba in type II diabetes.

2. Results

2.1. Inhibitory Activity Against PTP1B and «-Glucosidase

The inhibitory potentials of 1-3 (Figure 1) against PTP1B and «-glucosidase were evaluated using
p-nitrophenyl phosphate (pNPP) and p-nitrophenyl x-D-glucopyranoside (pNPG) as substrates, and the
results are expressed as ICsq values (Table 1). All compounds showed higher PTP1B inhibitory activity
than the positive control, ursolic acid (ICsg, 3.54 & 0.06 uM). Among them, 1 (ICsq, 0.57 £ 0.04 uM)
showed the highest inhibition, followed by 2 (ICs0, 0.80 & 0.02 uM) and 3 (ICsp, 2.26 £ 0.03 uM).

Kuwanon G (3)

Figure 1. Structures of the isolated compounds from the root bark of Morus alba L.

Table 1. Protein tyrosine phosphatase 1B and x-glucosidase inhibitory activity of the compounds
isolated from M. alba.

Protein Tyrosine Phosphatase 1B a-Glucosidase
Compounds
ICsp (uM)?  Inhibition Type®  K; (uM)¢  ICso (uM)?  Inhibition Type?  K; (uM) ¢

1 0.57 £ 0.04 Mixed type 0.70 1.67 £0.02 Mixed type 12

2 0.80 + 0.02 Mixed type 1.02 1.31 +£0.01 Mixed type 0.9

3 2.26 +0.03 Mixed type 1.98 2.35+0.03 Mixed type 2.51
Ursolicacid ¢ 3.54 + 0.06

Acarbose ¢ 119.16 +3.25

2 The 50% inhibitory concentration (uM) was calculated from a log-dose inhibition curve and is expressed as
the mean + standard error of the mean (SEM) of triplicate experiments; ? Inhibition type was determined by
interpretation of the Lineweaver-Burk plot; © The inhibition constant (K;) was determined by interpretation of the
Dixon plot; % © Positive controls used in respective assays.

Similarly, for «-glucosidase inhibition, all compounds were multifold more potent than the reference
compound, acarbose (ICsp, 119.16 £ 3.25 pM). In contrast to the PTP1B inhibition results, 2 (ICsp,
1.31 £ 0.01 uM) showed the highest inhibition on x-glucosidase followed by 1 (ICsp, 1.67 £ 0.02 uM)
and 3 (ICsp, 2.35 + 0.03 uM).

2.2. Enzyme Kinetics of PTP1B and a-Glucosidase Inhibition

To explain the mode of enzymatic inhibition, kinetic analysis was performed at different
concentrations of the substrates (yNPP for PTP1B and pNPG for a-glucosidase) and inhibitors.
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As shown in Table 1, 1-3 showed mixed type inhibition against both PTP1B (K; values;
0.70, 1.02, and 1.98 uM, respectively) and «-glucosidase (K; values; 1.20, 0.90, and 2.51 uM,
respectively) (Figures S1 and S2). Since the K; value represents the concentration needed to form
an enzyme-inhibitor complex, a lower K; value may indicate more effective inhibition against the
enzyme system in the development of preventive and therapeutic agents.

2.3. Molecular Docking Simulation of PTP1B Inhibition

Investigation of protein-ligand interaction geometries at the molecular level can
be accomplished via molecular docking simulations, a widely used computational
approach. We performed molecular docking simulations of 1-3 with PTP1B using
AutoDock 4.2 and validated the result using the reference ligands, 3-({5-[(N-acetyl-3-
{4-[(carboxycarbonyl)(2-carboxyphenyl)amino]-1-naphthyl}-L-alanyl)amino]pentyl}oxy)-2-naphthoic
acid (compound 23) and (3-(3,5-dibromo-4-hydroxy-benzoyl)-2-ethyl-benzofuran-6- sulfonic acid
4-sulfamoyl-phenyl)-amide (compound 2). A summary of the docking results regarding binding
energies of test compounds and reference ligands, along with H-bond and hydrophobic interacting
residues and the number of H-bonds, are presented in Table 2.

Simulation results are shown in Figures 2 and 3. The PTP1B-1 inhibitor complex at the allosteric site
showed a —8.24 kcal/mol binding energy with three hydrogen bonds and interacting residues of Ser187,
Glu276, and Tyr152. As illustrated in Figure 2D, bond distances between 1 and the interacting amino acid
residues were 3.05 A for Ser187 and Glu276 and 2.73 A for Tyr152. In addition, hydrophobic interactions
were also observed between Phel96, Pro188, Asn193, Tyr153, Ser151, Phe280, Alal89, Leul92, and Gly277.

Catalytic inhibition by 1 against PTP1B (—6.85 kcal/mol) displayed six H-bonds with the residues
Trp179, Tyr46, Lys120, GIn262, Asp48, and Gly183 and hydrophobic interactions between Thr263,
GIn266, Arg24, Met258, 11e219, Val49, and Lys116 (Figure 3D). Moreover, the binding energies
of respective reference ligands, compound 2 and compound 23, at their respective binding sites
were —10.98 and —11.23 kcal/mol. The PTP1B-2 inhibitor complex at the allosteric site showed
a —7.37 kcal/mol binding energy with two hydrogen bonds and interacting residues of Asn193
and Alal89. As illustrated in Figure 2E, bond distances between 2 and the respective interacting
amino acid residues were 2.86 and 2.65 A, respectively. In addition, hydrophobic interactions were
also observed between Gly277, Leul92, Phel196, Glu200, Phe280, and Lys197. Displaying three
H-bonds with the residues Met258, Gly183, and Trp179 and hydrophobic interactions between Arg24,
Tyr46, 11e219, Asp48, Thr263, GIn262, Val149, GIn266, and Asp181 (Figure 3E), 2 exhibited catalytic
inhibition against PTP1B (—6.70 kcal/mol). The PTP1B-3 inhibitor complex at the allosteric site
showed a —7.81 kcal/mol binding energy with four hydrogen bonds and interacting residues of
Glu200, Asn193, Ser151, and Tyrl52. As illustrated in Figure 2F, bond distances between 3 and the
respective interacting amino acid residues were 2.75, 3.27, 3.22, and 3.12 A along with hydrophobic
interactions between Lys197, Phe196, 11e281, Phe280, Leu192, Alal89, Tyr153, and Lys150. However, at
the catalytic site (—7.62 kcal/mol), 3 demonstrated eight H-bonds with the residues Asp181, Lys120,
Lys116, Trp179, Gly183, Arg254, Tyr20, and Arg24 and hydrophobic interactions between Glul15,
Arg221, Ser216, Tyr46, GIn262, Asp48, GIn266, Gly259, and 11e219 (Figure 3F). Overall, the results of
the docking study concur with those of the enzyme kinetics study unveiling mixed type inhibition.
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Figure 2. Molecular docking models for PTP1B inhibition at allosteric site by 1-3 along with reported
inhibitor compound 2 (blue line). 1 (A); 2 (B); and 3 (C). 2D ligand interaction diagram of PTP1B inhibition
by 1 (D); 2 (E); and 3 (F). Schematic representation of interaction between ligands 1-3 and the PTP1B,
thick purple stick models present the compounds 1-3, green dotted lines are hydrogen bonds, and dashed
half-moons present hydrophobic interactions with the corresponding amino acid residues of the enzyme.
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Figure 3. Molecular docking models for PTP1B inhibition at catalytic site by 1-3 along with reported
inhibitor compound 23 (green line). 1 (A); 2 (B); and 3 (C). 2D ligand interaction diagram of PTP1B inhibition
by 1 (D); 2 (E); and 3 (F). Schematic representation of interaction between ligands 1-3 and the PTP1B,
thick purple stick models present the compounds 1-3, green dotted lines are hydrogen bonds, and dashed
half-moons present hydrophobic interactions with the corresponding amino acid residues of the enzyme.
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Table 2. Molecular interaction of the protein tyrosine phosphatase 1B (PTP1B) active site with 1-3 as
well as reference inhibitors.

Compound Bin;iki:agl /i:l;lr)gy ? Hl.\]l;;:; b H-Bond Interacting Residues ¢ Hydrophobic Interacting Residues 9
(Allosteric inl’}ibition mode) 824 3 Ser187, Glu276, Tyr152 phet%e Prof&l@;?]{iilﬁggléls};;;;lsl/ Phezst
(Catalytic inhlibi fion mode) -6.85 6 Tepl79, iﬁ;ﬁ%/%’f}}f& GIn262, 111963, GIn266, Arg24, Met258, 11e219, Vald9, Lys116
(Allosteric inlfibition mode) -7.37 2 Alal89, Asn193 Gly277, Leu192, Phe196, Glu200, Phe280, Lys197
(Catalytic inhzibition mode) 67 3 Met258, Gly183, Trp179 Arg2d, Tyrdé, Ilezg{nézz%§;?;i63/ Cin2e2 Valle

3 781 4 G1u200, Asn193, Ser151, Tyr152 Lys197, Phe196, 11281, Phe280, Leu192, Ala189,

(Allosteric inhibition mode) Tyrl53, Lys150

3 S , Lys120, Lys116, Tr , ull5, Ar, , Ser216, Tyr46, , Asp48,
762 10 Asp181, Lys120, Lys116, Trp179, Glul15, Arg221, Ser216, Tyr46, GIn262, Asp48,
(Catalytic inhibition mode) : Gly183, Arg254, Tyr20, Arg24 GIn266, Gly259, 11e219

Compound 2 B Phe196, Gly277, Phe280, 11281, Met282, Lys279,
(Allosteric inhibitor) 1098 2 Asnl93, Glu276 Ala189, Leu192

Compound 23 1123 1 Asp48, Tyr46, Arg24, Ser216, Y1s116, Phel82, GIn266, GIn262, Ala217, Et258,
(Catalytic inhibitor) ) Ala217, Arg221, Arg254, GIn262 Gly259, Asp29, Ser28, Val49, 11e219, Tyr46

2 Estimated the biding free energy of the ligand receptor complex; ™ << The number of hydrogen bonds and
all amino acid residues from the enzyme inhibitor complex were determined with the AutoDock 4.2.6 program
(The Scripps Research Institute, Molecular Graphics Laboratory, San Diego, CA, USA).

2.4. Molecular Docking Simulation of a-Glucosidase Inhibition

Molecular docking simulations of 1-3 with a-glucosidase were performed, and the ligand—enzyme
complexes of the three test compounds/or acarbose and (Z)-3-butylidenephthalide (BIP) were stably posed
in the same pocket of the x-glucosidases by AutoDock 4.2 (Figures 4 and 5). Binding energies of the test
compounds with interacting residues, including H-bond interacting residues and hydrophobic interacting
residues, along with the number of H-bonds are listed in Table 3. With —8.65 kcal /mol binding energy,
1 showed allosteric inhibition forming four hydrogen bonds with interacting residues 11262, 11272, Glu296,
and Leu297. As illustrated in Figure 4D, bond distances between 1 and the respective interacting amino
acid residues were 2.50, 2.03, 3.05, and 2.66 A. In addition, hydrophobic interactions were also observed
between Arg263, Val266, Gly269, Arg270, Glu271, Thr290, Ser291, Ala292, and His295.

However, 1 exhibited catalytic inhibition against a-glucosidase with least binding energy
(—10.43 kcal /mol), displaying four H-bonds with the residues Ser240, Asp242, Leu313, and Arg315 and
hydrophobic interactions between His280, Ser311, Lys156, Asp307, Thr310, Pro312, GIn279, Glu277,
Val216, Phe303, Asp352, and Phe314 (Figure 5D). Similarly, the x-glucosidase-2 inhibitor complex at the
allosteric site showed a —11.71 kcal /mol binding energy with three hydrogen bonds and interacting
residues of Pro8, Arg270, and Glu296. As illustrated in Figure 4E, bond distances between 2 and
the respective interacting amino acid residues were 3.02, 2.42, and 2.42 A. In addition, hydrophobic
interactions were also observed for Trp15, Lys16, Thr274, Thr290, His295, Leu297, Ser298, Trp343,
Cys342, Ala292, Asp341, Glu271, Gly269, Val266, 1le262, Ile272, Asn259, and Arg263.

While for the catalytic inhibition (—9.48 kcal/mol), 2 displayed two H-bonds with the residues
Ser241 and Thr306 and hydrophobic interactions between Lys156, Ser157, Tyr158, Glu227, Ser240,
Asp242, His280, Phe303, Pro312, Phe314, Arg315, Tyr316, Tyr347 Asn350, Asp352, GIn353, Glu411,
and Asn415 (Figure 5E). With eight hydrogen bonds and interacting residues I1e272, Glu296, Thr274,
Glull, His295, Asn259, and Ser298, 3 showed allosteric inhibition with —7.36 kcal/mol binding energy.
As illustrated in Figure 4F, bond distances between 3 and the respective interacting amino acid residues
were 3.29,3.09, 2.58, 2.03, 2.63, 3.25, and 2.82 A. In addition, hydrophobic interactions were observed
between Arg270, 11e262, Arg263, Gly269, Glu271, Lys13, Ala292, Lys16, Leu297, Trp15, and The290.
However, with a binding energy —11.53 kcal/mol and four H-bonds with the residues Ser241, Asp307,
and Asn415, 3 displayed catalytic inhibition along with hydrophobic interactions between Lys156,
Tyrl58, Phel78, Val216, GIn239, Ser240, Asp242, Glu277, GIn279, His280, Phe303, Phe314, Arg315,
Tyr316, Asp351, GIn353, Glu411, and Arg442 (Figure 5F).
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a-glucosidase inhibition by 1 (D); 2 (E); and 3 (F). Schematic representation of interaction between ligands
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Table 3. Molecular interaction of the a-glucosidase active site with 1-3 as well as reported inhibitors.

— a
Compound Bln«(i;n:;gl /i:lslr)gy Hl_\;)'r:’df b H-Bond Interacting Residues © Hydrophobic Interacting Residues 9
1 7 Arg263, Val266, Gly269, Arg270, Glu271,
(Allosteric inhibition mode) 8.65 4 1le262, Tle272, Glu296, Leu297 Thr290, Ser291, Ala292, His295
1 His280, Ser311, Lys156, Asp307, Thr310,
(Catalytic inhibiti de) —10.43 4 Ser240, Asp242, Leu313, Arg315  Pro312, GIn279, Glu277, Val216, Phe303,
ata. y 1C Inhibi1tion mode, ASP352, Ph8314
Trp15, Lys16, Thr274, Thr290, His295,
2 Leu297, Ser298, Trp343, Cys342, Ala292,
(Allosteric inhibition mode) -7 3 Pro, Arg270, Glu296 Asp341, Glu271, Gly269, Val266, 1e262,
Nle272, Asn259, Arg263
Lys156, Ser157, Tyr158, Glu227, Ser240,
2 Asp242, His280, Phe303, Pro312, Phe314,
(Catalytic inhibition mode) —948 2 Ser241, Thr306 Arg315, Tyr316, Tyr347 Asn350, Asp352,
GIn353, Glud11, Asn415
3 a6 . 11e272, Glu296, Thi274, Glu1, Argzi‘;'slllgzgzl; gfzf;’;lcélyffjéguzn'
(Allosteric inhibition mode) His295, Asn259, Ser298 Trp15, The290
Lys156, Tyr158, Phe178, Val216, GIn239,
3 Ser240, Asp242, Glu277, GIn279, His280,
(Catalytic inhibition mode) —11.53 4 Ser241, Asp307, Asn15 Phe303, Phe314, Arg315, Tyr316, Asp351,
GIn353, Glud11, Argd42,
BIP Asp341, Cys342, Ala292, Thr290, Arg294,
(Allosteric inhibitor) —6.85 2 Glu296, His295 Leu297, Asn259, Ser291, Ser298, Trp15,
osteric ° Lys16, Trp343
Tyr158, His112, GIn182, Asp69,
Acarbose —8.60 17 Asp215, Arg213, Glu277, Lys156, GIn279, Arg315, Phel78, Phe303,
atalytic inhibitor S] , Ar , As , His280, , Tyr72, Va , His351, Glu:
(Catalytic inhibitor) : Asp352, Argad2, Asp307, His280,  GIn353, Tyr72, Val216, His351, Glud11

Asp242, Ser240

b,c,

2 Estimated the biding free energy of the ligand receptor complex; d The number of hydrogen bonds and all
amino acid residues from the enzyme inhibitor complex were determined with the AutoDock 4.2.6 program.

As shown in Table 3, the docking results of a known o-glucosidase catalytic inhibitor, acarbose,
formed 17 hydrogen bonds with interacting Tyr158, His112, GIn182, Asp69, Asp215, Arg213, Glu277,
Asp352, Arg442, Asp307, His280, Asp242, and Ser240 residues, while BIP, a potent allosteric inhibitor
of a-glucosidase, formed two hydrogen bonds with interacting Glu296 and His295 residues.

2.5. Evaluation of Cytotoxicity in HepG2 Cells

In order to determine safe concentrations for cell
the cytotoxicity of our compounds in HepG2 cells evaluated using an
3-(4,5-dimethylthiazol-2-y1)-2,5-diphenyltetrazolium bromide (MTT) assay. As shown in Figure 6,
all compounds were non-toxic up to 5 uM (viable cell %; 90-105). However, at 10 uM, the level of
toxicity was high for 1 (viable cell %; 36), followed by 2 (viable cell %; 73) and 3 (viable cell %; 85).

Therefore, 1.25, 2.5, and 5 uM concentrations were used in further cell experiments.

experiments,

test was

2.6. Effects on Glucose Uptake in Insulin-Resistant HepG2 Cells

A 2-[N-(7-nitrobenz-2-oxa-1,3-diazol-4-yl) amino]-2-deoxyglucose (2-NBDG) test was used
to measure glucose uptake in insulin-resistant HepG2 cells. Treatment of HepG2 cells with
high dose insulin induced insulin resistance as indicated by the marked reduction in glucose
uptake in insulin-resistant group (Figure 7). However, all test compounds significantly increased
insulin-stimulated 2-NBDG uptake in insulin-resistant HepG2 cells in a dose-dependent manner.
Among them, 1 showed the most potent effect, followed by 2 and 3.
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Figure 6. Effects of 1-3 on cell viability in HepG2 cells measured by MTT assay. Data shown represent
means + standard deviation of triplicate experiments. * p < 0.01 and *** p < 0.001 indicate significant

differences from the control group.
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Figure 7. Effects of 1-3 on insulin stimulated glucose uptake in insulin-resistant HepG2 cells
as measured by 2-[N-(7-nitrobenz-2-oxa-1,3-diazol-4-yl) amino]-2-deoxyglucose (2-NBDG) method.
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differences from the 10~® M insulin-treated control group.

The relative glucose uptake percentages of 1 and 2 at 5 uM concentrations were 140% and 125%,
which were higher than the positive control, rosiglitazone (relative % glucose uptake; 123% at 10 uM).
Considering the relative % glucose uptake activity of rosiglitazone at 10 uM and test compounds at
5 uM in insulin-resistant HepG2 cells, our test compounds are more potent. All these results suggests
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that 1-3 from root bark of M. alba are able to induce sensitivity of insulin-resistant HepG2 cells towards
insulin thereby increasing the relative percentage glucose uptake.

2.7. Effects on PTP1B Expression Level in Insulin-Resistant HepG2 Cells

PTP1B is a negative regulator of insulin signaling, and its high expression is implicated in insulin
resistance. Therefore, in order to confirm whether these compounds from M. alba increase insulin
sensitivity by inhibiting PTP1B expression, we evaluated the expression in insulin-resistant HepG2
cells by Western blot. Under normal condition, PTP1B is expressed feebly while it is intensified in
insulin-resistant state. So the downregulation of PTP1B expression in insulin-resistant HepG2 cells
could be the indication of insulin sensitizing property. As shown in Figure 8, all three compounds
inhibited PTP1B expression in a dose-dependent manner, disclosing their insulin-sensitizing potential,
which was in accordance with the glucose uptake activity of respective compounds.
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Figure 8. Effects of 1 (A); 2 (B); and 3 (C) on protein tyrosine phosphatase 1B (PTP1B) expression
level in insulin-resistant HepG2 cells. Western blotting was performed and protein band intensities
were quantified by densitometric analysis. Upper panels display representative blots. Equal protein
loading was ensured and normalized against 3-actin levels. Values are the mean =+ standard deviation
of three independent experiments; *# p < 0.001 indicates significant differences from the control group;
*p <0.05,** p < 0.01 and *** p < 0.001 indicate significant differences from the 10~ M insulin-treated
control group.
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At 2.5 and 5 pM concentration, 1 diminished the PTP1B expression almost completely. While 2
showed the expression that was comparable to the normal group at 5 tM concentration. Although 3
could not normalize the condition completely, it downregulated the expression towards normal in
a concentration dependent manner. Overall result of PTP1B downregulation by 1-3 in insulin-resistant
HepG2 cells coincide with their PTP1B enzyme inhibition results.

3. Discussion

T2DM is the most common form of DM. It occurs in quick succession and is characterized by
inadequacy in insulin secretion and resistance to insulin in its target organs. Several hypoglycemic
agents with different mechanisms of action, such as increasing production of insulin, decreasing
production of hepatic glucose, limiting absorption of postprandial glucose, and inhibiting
gluconeogenesis, have been developed. However, periodic diminishment in efficacy of single and
even combined drugs leads to the administration of insulin [31].

The association of insulin resistance with obesity and T2DM and the fact that insulin receptor
signaling is mediated by tyrosine (Tyr) phosphorylation have generated great interest in the
homeostasis of tyrosine phosphorylation. Among several implicated Tyr phosphatases, PTP1B is
the most prominent. Therefore, targeting PTP1B and developing novel PTP1B inhibitors could
lead to an effective therapeutic model against diabetes via insulin sensitization, without the weight
gain associated with thiazolidinediones [32]. However, use of available synthetic PTP1B inhibitors
has been limited due to their dose-dependent side effects and failure in Phase II clinical trials.
In addition, natural molecules with improved pharmacodynamics/pharmacokinetic parameters can
have advantages over synthetic molecules. The other approach to treating diabetes, particularly
non-insulin-dependent diabetes (postprandial hyperglycemia), is to retard glucose absorption via
inhibition of the carbohydrate hydrolyzing enzyme a-glucosidase. a-Glucosidase is the principle
enzyme in the catalyzation of the final step of carbohydrate metabolism. Inhibiting this enzyme
retards the formation of D-glucose from dietary carbohydrates, delays glucose absorption/reduces
postprandial plasma glucose level, and finally suppresses postprandial hyperglycemia. The existing
clinical «-glucosidase inhibitors (acarbose, miglitol, and voglibose) are associated with gastrointestinal
side effects [33]. Therefore, discovery of novel phytochemicals with potent PTP1B and o-glucosidase
inhibition with no or fewer side effects is urgent.

Morus alba L. is a well-known TCM herb with a decades-long history of medicinal value.
Various parts of this plant (fruits, leaves, branches, and root bark) have been used for medicinal
purposes. As part of our ongoing work to discover novel phytochemicals against diabetes,
we evaluated the inhibitory potentials of 1-3 that we isolated from root bark of this plant [34] against
PTP1B and a-glucosidase. All compounds showed potent inhibition against both enzymes and were
superior to reference drugs. Further, in order to validate our enzyme inhibition result, we performed
enzyme kinetics. Enzyme kinetic analyses performed with various concentrations of substrates
and inhibitors showed mixed-type inhibition against PTP1B and «-glucosidase, implying that these
compounds bind to the active site as well as an additional binding site of the respective enzymes.
The findings of this study demonstrate that 1-3 might act as preventive or therapeutic agents for type
II diabetes by inhibiting PTP1B and «-glucosidase enzyme activity. Because lower K; values indicate
tighter binding to the enzyme, the low K; values of these compounds signify that they could be highly
effective against PTP1B and o-glucosidase.

Structure-based drug design is one of various vital computational approaches found to be effective
in identification of hits for in vitro testing. Molecular docking is an extensively used method of
virtually screening small molecules for identification and optimization. Additionally, by using docking
score functions, one can accurately predict the binding affinities between ligands and receptors and
understand the mechanism behind binding sites interactions. Structural and kinetic analyses have
identified two important amino acids, Cys215 in the PTP signature motif (P-loop) and Asp181 in the
WPD loop, as the primary active site residues that attack substrates. Once the active sites are blocked
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by the WPD loop upon inhibitor/substrate binding, dephosphorylation of the phosphocenter of the
substrate by Cys215 occurs via nucleophilic attack. Similarly, Arg47, Lys120, and Val49 demonstrate
electrostatic, hydrophobic, and H-bonding interactions [35]. In addition, Puius et al. reported the
existence of second catalytic site (“site B”) in which Arg24 and Arg254 were the important residues
including H-bond interactions with Met258 and GIn262, and van der Waals contact with Ile219,
Asp48, and Val49 [36]. So, to confirm the inhibition mode of enzyme inhibition, we further conducted
molecular docking studies and validated our results using reference ligands (compound 2 as allosteric
and compound 23 as catalytic inhibitors).

Molecular docking studies on PTP1B inhibition revealed that inhibition by the reference allosteric
inhibitor, compound 2, occurred via Asn193 and Glu276. 1 showed interaction with Glu276 while,
2 and 3 interacted with Asn193 for allosteric inhibition. In addition, for catalytic inhibition, the mode
of interaction was through Arg24, Arg254, Asp48, and Tyr46 along with additional amino acid residues
compared with the reference inhibitor, compound 23 (Table 2). Since low binding energy indicates high
binding affinity, 1-3 showed preference for allosteric inhibition. The enzyme kinetic study revealed
1-3 as mixed inhibitors; however, the molecular docking study was more specific and concluded the
inhibition to be mixed but tending toward allosteric mode. Similarly, for x-glucosidase, 1-3 showed
low binding energies for catalytic inhibition compared to allosteric inhibition (Table 3), which indicates
that these compounds bind preferentially to catalytic sites. This means the test compound mode of
inhibition for x-glucosidase was mixed but tending toward catalytic inhibition.

To further investigate the anti-diabetic mechanisms of the test compounds, we evaluated the
effect of these compounds on insulin sensitivity in normal versus insulin-resistant HepG2 cells.
The insulin-resistant HepG2 cell model is widely used in the field of drug discovery for evaluating
anti-insulin resistance bioactivity from plant resources. PTP1B is a well-known negative regulator
of the insulin signaling pathway, and its expression is elevated in insulin-resistant conditions [37].
The biological effect of insulin is initiated with insulin binding to the a-subunit of IR and activating
the intrinsic tyrosine kinase activity of the (3-subunit of the receptor. The activation of IR leads to
tyrosine phosphorylation of IRS. Thus phosphorylated IRS then activates PI3K, which subsequently
phosphorylates Ser/Thr kinase Akt. Beside this, activation of Akt promotes the translocation of
intracellular GLUT4 to plasma membrane and lead to glucose transport. However, in case of insulin
resistance state, cell become unresponsive to insulin as a result of which insulin signaling cascade get
dysregulated. Studies have shown that overexpression of PTP1B inhibits IR and IRS phosphorylation
and leads to insulin resistance [38,39]. In a recent report, PTP1B inhibitor increased the tyrosine
phosphorylation of IR, and activated the downstream molecules of insulin signaling such as IRS-1,
Akt, and Erk1/2 [40,41]. Similarly, a study on fumosorinone as a novel PTP1B inhibitor showed
decreased PTP1B expression, that led to increased phosphorylation of IRf3, IRS-2, Akt, GSK3f3 and
Erk1/2 in insulin-resistant HepG2 cells along with the increased phosphorylation of IRf3, IRS-2 and
Akt in diabetic KKAy mice [42]. Increased glucose uptake in insulin-resistant HepG2 cells treated
with sample compared to the untreated insulin-resistant/normal group confirms improvement of
insulin sensitivity. In the 2-NBDG assay of present study, 1-3 increased insulin-stimulated glucose
uptake significantly in a dose-dependent manner. Similarly, in Western blot analysis, all the test
compounds suppressed PTP1B expression in a concentration-dependent manner. PTP1B was feebly
expressed in the normal group but intensified in the insulin-resistant group. However, its expression
declined in the rosiglitazone- and sample-treated groups. Though PTP1B inhibition is recognized as an
effective way to improve insulin sensitivity, better understanding of the PTP1B-regulatory mechanism
is still lacking. Dysregulation of miRNA-122 contributes to hepatic insulin resistance through PTP1B
induction. So, recovering the expression of miRNA-122 down regulate PTP1B and abolish hepatic
insulin resistance [43]. In in vitro and in cells, PTP1B recognizes the activated insulin receptor as
a substrate and preferentially dephosphorylates tyrosine residue in the activation loop of the 3-subunit
of insulin receptor. Additionally, IRS-1 is also a potential substrate of PTP1B. The pathology of
hyperinsulinemia-induced insulin resistance is associated with impaired Ser/Tyr phosphorylation
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of IRS-1 and IRS-2 that impairs their interactions with cytoplasmic domain of insulin receptors and
deregulate the insulin signaling. As a result, in insulin-resistant condition, PTP1B is highly expressed.
However, treatment with PTP1B inhibitors regulate the Ser/Tyr phosphorylation of IRS-1 and IRS-2
thereby down regulating PTP1B expression. Therefore, improvement of insulin sensitivity of high
insulin-induced insulin-resistant HepG2 by 1-3 might be via regulation of Ser/Tyr phosphorylation of
IRS-1 and IRS-2 in insulin-signaling cascade. Besides, activation of Akt and translocation of intracellular
GLUT4 to plasma membrane might also be the underlying mechanism of enhanced glucose uptake by
these compounds.

Our results in overall reveal that 1-3 from M. alba and rosiglitazone improve insulin sensitivity by
suppressing PTP1B expression. In conclusion, Morus alba root bark contains a familiar TCM herb that
has been widely used for various biological disorders, especially T2DM. Notably, our study provided
systematic and scientific evidence supporting its pharmacological and therapeutic effects in diabetes.
Overall results showed the usefulness of 1-3 from M. alba root bark in the management of T2DM
through an increase in the sensitivity of insulin-resistant cells to insulin and an enhancement in glucose
uptake via PTP1B down-regulation. However, possible involvement of 1-3 in other mechanisms for
improvement of diabetic conditions should be studied further.

4. Materials and Methods

4.1. Chemicals and Reagents

Mulberrofuran G, albanol B, and kuwanon G were isolated from the EtOAc fraction of M. alba
root bark as previously described [34] and identified by direct comparison with authentic samples
('H and BC-NMR). The structures of 1-3 are shown in Figure 1. Ethylenediaminetetraacetic
acid (EDTA), p-nitrophenyl phosphate (pNPP), rosiglitazone, and DMSO were purchased from
Sigma-Aldrich Co. (St. Louis, MO, USA). PTP1B (human recombinant) was purchased from Biomol
International LP (Plymouth Meeting, PA, USA). Fetal bovine serum (FBS), minimum essential medium
(MEM), sodium pyruvate, penicillin-streptomycin, and nonessential amino acids were purchased
from Gibco-BRL Life Technologies (Grand Island, NY, USA). The fluorescent D-glucose analogue
and glucose tracer 2-[N-(7-nitrobenz-2-oxa-1,3-diazol-4-yl) amino]-2-deoxy-D-glucose (2-NBDG) was
purchased from Life Technologies (Carlsbad, CA, USA). Human insulin was purchased from Eli Lilly
(Fegersheim, France). All other chemicals and solvents used were of reagent grade and acquired from
commercial sources.

4.2. Protein Tyrosine Phosphate 1B (PTP1B) Inhibitory Assay

PTP1B inhibitory activity was evaluated using pNPP [44]. Recombinant PTP1B enzyme (0.5 units
diluted in PTP1B reaction buffer) was added to a plate with or without sample. The plate was
pre-incubated at 37 °C for 10 min, and then substrate (2 mM pNPP) was added. Following incubation
at 37 °C for 15 min, the enzymatic reaction was terminated by addition of 10 M NaOH. The absorbance
was measured at 405 nm using a microplate spectrophotometer (Molecular Devices, Sunnyvale,
CA, USA). Ursolic acid was used as a reference compound.

4.3. a-Glucosidase Inhibitory Assay

The enzyme inhibition study was carried out spectrophotometrically using the procedure
previously reported [45]. The «-glucosidase activity was determined by measuring release of
pNPG at 405 nm using a microplate spectrophotometer (Molecular Devices). Acarbose was used
as a reference compound.

4.4. Kinetic Study Against PTP1B and «-Glucosidase

To determine the modes of enzyme inhibition, enzymatic inhibition of the test samples was
evaluated by monitoring the effects of different concentrations of the substrates (0.5, 1, or 2 mM pNPP
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for PTP1B and 0.4, 0.8 or 1.6 mM pNPG for a-glucosidase) in the Dixon plots (single reciprocal plots).
Lineweaver—Burk plots for inhibition of PTP1B were obtained in the presence of various concentrations
of the test compounds (0, 0.18, 0.44 and 1.78 uM for 1; 0, 0.27, 0.54, and 1.07 uM for 2; 0, 0.87, 1.44,
and 2.89 uM for 3). Similarly, for the inhibition of x-glucosidase, text concentrations used were 0, 0.71,
1.07, and 1.78 uM for 1; 0, 0.36, 0.9, and 1.79 uM for 2 and 0, 0.72, 2.88, and 5.77 uM for 3. The enzymatic
procedure consisted of the same aforementioned assay method. The inhibition constants (K;) were
determined via interpretation of the Dixon plots, where the value of the x-axis implies —K; [46,47].

4.5. Molecular Docking Simulation of PTP1B and a-Glucosidase Inhibition

The structure of PTP1B complexed with its selective allosteric inhibitor
3-(3,5-dibromo-4-hydroxy-benzoyl)-2-ethyl-benzofuran-6-sulfonic acid (4-sulfamoyl-phenyl)-amide
(compound 2) (PDB ID: 1T49) and the 3D structure of catalytic inhibitor 3-({5-[(N-acetyl-3-{4-
[(carboxycarbonyl)(2-carboxyphenyl)amino]-1-naphthyl}-L-alanyl)amino]pentyl}oxy)-2-naphthoic acid
(compound 23) were obtained from the RCSB Protein Data Bank website [48] and PubChem Compound
(NCBI, Bethesda, MD, USA) with a compound CID of 447410. The structure of x-glucosidase with its
catalytic ligand «-D-glucose (PDB ID: 3A4A) and the structures of acarbose and (Z)-3-butylidenephthalide
(BIP) were obtained from the RCSB Protein Data Bank website [49] and PubChem Compound (NCBI)
with compound CIDs of 41774 and 5352899, respectively. Protein preparation was conducted using
Accelrys Discovery Studio 16.1 (Accelrys, Inc., San Diego, CA, USA). The binding areas of compound
23, compound 2, acarbose, and BIP were considered to be the most convenient regions for ligand
binding in the docking simulation. The 3D structures of mulberrofuran G (PubChem CID: 9959532),
albanol B (PubChem CID: 480819), and kuwanon G (PubChem CID: 5281667) were obtained from
PubChem Compound (NCBI) and protonated using MarvinSketch (ChemAxon, Budapest, Hungary).
A Lamarckian genetic algorithm (GA) method was used for docking. Gasteiger charges were added by
default, the rotatable bonds were set with ADT, and all torsions were allowed to rotate. Grid box size
was set to maximum with default spacing. The docking simulation was conducted with 10 independent
GAs with the default parameters. Results were analyzed using UCSF Chimera (Available online:
http:/ /www.cgl.ucsf.edu/chimera/), while the hydrogen bond interacting residues and hydrophobic
interacting residues were visualized using LigPlot™.

4.6. Cell Culture, MTT Assay and Insulin Resistance Induction

HepG2 (human hepatocarcinoma) cells, purchased from the American Type Culture Collection
(HB-8065; Manassas, VA, USA), were maintained in 10% FBS MEM at 37 °C in a humidified atmosphere
with 5% CO,. Medium was changed every 48 h. Cytotoxicity was evaluated using the MTT assay [50].
Following the method previously described [42], insulin-resistant HepG2 cell model was established. All
the other experiment conditions and procedures were similar to those reported in our previous paper [51].

4.7. Glucose Uptake Assay

The glucose uptake rate in insulin-resistant HepG2 cells was assessed using the fluorescent
D-glucose analog 2-NBDG. Once the induction of insulin resistance was accomplished, cell solutions
in the wells were substituted with different concentrations of 1-3 or a positive control, rosiglitazone
(10 uM), prepared in serum-free MEM (SFMEM) in respective groups. After 24 h incubation with
samples, the media in the wells was replaced with 100 nM insulin diluted in SEMEM and incubated
for 30 min. Cells were then incubated with 40 uM 2-NBDG for 30 min and washed with ice-cold PBS.
The fluorescence intensity of 2-NBDG was measured on a fluorescence microplate reader (FL x800,
Bio-Tek Instruments, Inc., Winooski, VT, USA) at 485 nm excitation and 528 nm emission wavelengths.
Six replicate wells were established, and each experiment was repeated three times.
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4.8. Preparation of Cell Lysates and Western Blot Analysis

Insulin-resistant HepG2 cells were exposed to different concentrations of 1-3 or rosiglitazone (10 uM)
in 24-well plates. After 24 h of incubation with samples, the media in the wells was replaced with
100 nM insulin diluted in SEMEM and incubated at 37 °C for 30 min. Cells were then washed twice with
ice-cold PBS, collected, and lysed with sample buffer (50 mM HEPES, pH 7.5, 150 mM Na(Cl, 2.5 mM
EDTA, 0.5% NP-40, 1 mM PMSE, 1 mM DTT, 0.2% aprotinin, 0.5% leupeptin, 20 mM NaF, and 1 mM
Na3VOy). Protein was quantified by the modified Bradford protein assay kit using BSA as a standard.
Total protein (50 pg) was electrophoresed on sodium dodecyl sulfate-polyacrylamide gels (Bio-Rad,
Hercules, CA, USA) and then transferred to polyvinylidene difluoride (PVDF) membranes (Immobilon-P;
Millipore, Burlington, MA, USA) using the Pierce G2 Fast Blotter (Thermo Fisher Scientific Inc., Fair Lawn,
NJ, USA) at 100 V for 60 min in a standard semi-dry system. Membranes were blocked in blocking buffer
(5% skim milk powder in TBS-Tween buffer containing 10 mM Tris, 100 mM NaCl, and 0.1% Tween-20,
pH 7.4) and incubated overnight with primary antibodies at 4 °C on a shaker, followed by incubation
with appropriate secondary antibodies for 2 h at room temperature. The membranes were washed three
times with TBST (3 x 10 min each) and the protein bands were visualized with the Supersignal West Pico
Chemiluminescence Substrate (Pierce, Rockford, IL, USA) on X-ray films (Kodak, Rochester, NY, USA)
and quantitated using CS analyzer software (Atto Corp., Tokyo, Japan).

4.9. Statistical Analysis

One-way analysis of variance (ANOVA) and Student’s f-test (Systat Inc., Evanston, IL, USA) were
used to determine the statistical significance. A p-value < 0.01 was considered significant. All the
results are presented as the mean =+ standard error of the mean (SEM).

Supplementary Materials: Supplementary materials can be found at http:/ /www.mdpi.com/1422-0067/19/5/1542/
sl.

Author Contributions: P.P. participated in the design of the study, treatment and biochemical analysis, statistical
analysis, drafted the manuscript. T.Y. and S.H.S. performed the molecular docking studies and wrote part of
manuscript, E.B.K. performed enzyme assays and enzyme kinetics, H.A.J. involved in isolation and spectral
analysis, wrote part of the manuscript. ].S.C. conceived the study, coordination of the study, interpretation of the
data. All authors read and approved the final manuscript.

Acknowledgments: This research was supported by the Basic Science Research Program through the National
Research Foundation of Korea (NRF) funded by the Ministry of Science and ICT (2017R1A2B4005845).

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

Abbreviations

ADT AutoDockTools

IR Insulin resistance

PTP1B Protein tyrosine phosphatase 1B
TCM Traditional Chinese Medicine
T2DM Type II diabetes mellitus
References

1. Deshpande, A.D.; Harris-Hayes, M.; Schootman, M. Epidemiology of diabetes and diabetes-related
complications. Phys. Ther. 2008, 88, 1254-1264. [CrossRef] [PubMed]

2. Wilcox, G. Insulin and insulin resistance. Clin. Biochem. Rev. 2005, 26, 19-39. [PubMed]

3. Johnson, T.O.; Ermolieff, J.; Jirousek, M.R. Protein tyrosine phosphatase 1B inhibitors for diabetes.
Nat. Rev. Drug Discov. 2002, 1, 696-709. [CrossRef] [PubMed]

4. Kawamori, R.; Tajima, N.; Iwamoto, Y.; Kashiwagi, A.; Shimamoto, K.; Kaku, K. Voglibose for prevention of
type 2 diabetes mellitus: A randomised, double-blind trial in Japanese individuals with impaired glucose
tolerance. Lancet 2009, 373, 1607-1614. [CrossRef]


http://www.mdpi.com/1422-0067/19/5/1542/s1
http://www.mdpi.com/1422-0067/19/5/1542/s1
http://dx.doi.org/10.2522/ptj.20080020
http://www.ncbi.nlm.nih.gov/pubmed/18801858
http://www.ncbi.nlm.nih.gov/pubmed/16278749
http://dx.doi.org/10.1038/nrd895
http://www.ncbi.nlm.nih.gov/pubmed/12209150
http://dx.doi.org/10.1016/S0140-6736(09)60222-1

Int. ]. Mol. Sci. 2018, 19, 1542 16 of 18

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

Singh, R.; Bagachi, A.; Semwal, A.; Kaur, S.; Bharadwaj, A. Traditional uses, phytochemistry and
pharmacology of Morus alba Linn.: A review. . Med. Plant Res. 2013, 7, 461-469.

Kusano, G.; Orihara, S.; Tsukamoto, D.; Shibano, M.; Coskun, M.; Guvenc, A.; Erdurak, C.S. Five new
nortropane alkaloids and six new amino acids from the fruit of Morus alba Linne growing in Turkey.
Chem. Pharm. Bull. 2002, 50, 185-192. [CrossRef] [PubMed]

Huo, Y.K. Mulberry cultivation and utilization in China. In Mulberry for Animal Production; Sanchez, M.D.,
Ed.; FAO Animal Production and Health Paper; FAO: Rome, Italy, 2002; Volume 147, pp. 11-43.

Sun, S.G.; Chen, R.Y,; Yu, D.Q. Structures of two new benzofuran derivatives from the bark of mulberry tree
(Morus macroura Miq.). J. Asian Nat. Prod. Res. 2001, 3, 253-259. [CrossRef] [PubMed]

Bae, S.H.; Suh, H.J. Antioxidant activities of five different mulberry cultivars in Korea. LWT Food Sci. Technol.
2007, 40, 955-962. [CrossRef]

Chan, EW.C.; Lye, PY.; Wong, S.K. Phytochemistry, pharmacology, and clinical trials of Morus alba.
Chin. . Nat. Med. 2016, 14, 17-30. [PubMed]

Yang, Y,; Tan, Y.X; Chen, R.Y,; Kang, J. The latest review on the polyphenols and their bioactivities of Chinese
Morus plants. |. Asian Nat. Prod. Res. 2014, 16, 690-702. [CrossRef] [PubMed]

Su, S.L.; Duan, J.A.; Ouyang, Z.; Guo, S.; Li, L. Progress on resource chemistry of the medicinal plants in
genus Morus L. in China. Mod. Chin. Med. 2012, 14, 1-6.

Gryn-Rynko, A.; Bazylak, G.; Olszewska-Slonina, D. New potential phytotherapeutics obtained from white
mulberry (Morus alba L.) leaves. Biomed. Pharmacother. 2016, 84, 628-636. [CrossRef] [PubMed]

Cai, S.; Sun, W.; Fan, Y.; Guo, X,; Xu, G.; Xu, T.; Hou, Y.; Zhao, B.; Feng, X,; Liu, T. Effect of mulberry leaf
(Folium Mori) on insulin resistance via IRS-1/PI3K/Glut-4 signalling pathway in type 2 diabetes mellitus
rats. Pharm. Biol. 2016, 54, 2685-2691. [CrossRef] [PubMed]

Hunyadi, A.; Veres, K.; Danko, B.; Kele, Z.; Weber, E.; Hetenyi, A.; Zupko, I.; Hsieh, TJ. In vitro anti-diabetic
activity and chemical characterization of an apolar fraction of Morus alba leaf water extract. Phytother Res.
2013, 27, 847-851. [CrossRef] [PubMed]

Nazari, M.; Hajizadeh, M.R.; Mahmoodi, M.; Mirzaei, M.R.; Hassanshahi, G. The regulatory impacts of
Morus alba leaf extract on some enzymes involved in glucose metabolism pathways in diabetic rat liver.
Clin. Lab. 2013, 59, 497-504. [CrossRef] [PubMed]

Wilson, R.D.; Islam, M.S. Effects of white mulberry (Morus alba) leaf tea investigated in a type 2 diabetes
model of rats. Acta. Pol. Pharm. 2015, 72, 153-160. [PubMed]

Krol, E.; Jeszka-Skowron, M.; Krejpcio, Z.; Flaczyk, E.; Wojciak, R.W. The effects of supplementary mulberry
leaf (Morus alba) extracts on the trace element status (Fe, Zn and Cu) in relation to diabetes management and
antioxidant indices in diabetic rats. Biol. Trace Elem. Res. 2016, 174, 158-165. [CrossRef] [PubMed]

Tanabe, K.; Nakamura, S.; Omagari, K.; Oku, T. Repeated ingestion of the leaf extract from Morus alba reduces
insulin resistance in KK-Ay mice. Nutr. Res. 2011, 31, 848-854. [CrossRef] [PubMed]

Choi, K.H.; Lee, H.A.; Park, M.H.; Han, J.S. Mulberry (Morus alba L.) fruit extract containing anthocyanins
improves glycemic control and insulin sensitivity via activation of AMP-activated protein kinase in diabetic
C57BL/Ksj-db/db mice. ]. Med. Food. 2016, 19, 737-745. [CrossRef] [PubMed]

Singab, A.N.; El-Beshbishy, H.A.; Yonekawa, M.; Nomura, T.; Fukai, T. Hypoglycemic effect of Egyptian
Morus alba root bark extract: Effect on diabetes and lipid peroxidation of streptozotocin-induced diabetic
rats. J. Ethnopharmacol. 2005, 100, 333-338. [CrossRef] [PubMed]

Mohammadi, J.; Naik, P.R. Evaluation of hypoglycemic effect of Morus alba in an animal model.
Indian |. Pharmacol. 2008, 40, 15-18. [PubMed]

Yamada, H. Screening of a-glucosidase II inhibitor from Chinese herbs and its application on the quality
control of mulberry bark. Shoyakugaku Zasshi 1993, 47, 47-55.

Asano, N.; Yamashita, T.; Yasuda, K.; Ikeda, K.; Kizu, H.; Kameda, Y.; Kato, A.; Nash, R].; Lee, H.S.; Ryu, K.S.
Polyhydroxylated alkaloids isolated from mulberry trees (Morus alba L.) and silkworms (Bombyx mori L.).
J. Agric. Food Chem. 2001, 49, 4208-4213. [CrossRef] [PubMed]

Li, M.; Wu, X.; Wang, X; Shen, T.; Ren, D. Two novel compounds from the root bark of Morus alba L.
Nat. Prod. Res. 2018, 32, 36—42. [CrossRef] [PubMed]

Zhang, Y.L,; Luo, ].G.; Wan, C.X.; Zhou, Z.B.; Kong, L.Y. Geranylated 2-arylbenzofurans from Morus alba var.
tatarica and their x-glucosidase and protein tyrosine phosphatase 1B inhibitory activities. Fitoterapia 2014,
92,116-126. [CrossRef] [PubMed]


http://dx.doi.org/10.1248/cpb.50.185
http://www.ncbi.nlm.nih.gov/pubmed/11848207
http://dx.doi.org/10.1080/10286020108040364
http://www.ncbi.nlm.nih.gov/pubmed/11783578
http://dx.doi.org/10.1016/j.lwt.2006.06.007
http://www.ncbi.nlm.nih.gov/pubmed/26850343
http://dx.doi.org/10.1080/10286020.2014.923405
http://www.ncbi.nlm.nih.gov/pubmed/24911924
http://dx.doi.org/10.1016/j.biopha.2016.09.081
http://www.ncbi.nlm.nih.gov/pubmed/27694008
http://dx.doi.org/10.1080/13880209.2016.1178779
http://www.ncbi.nlm.nih.gov/pubmed/27158744
http://dx.doi.org/10.1002/ptr.4803
http://www.ncbi.nlm.nih.gov/pubmed/22899346
http://dx.doi.org/10.7754/Clin.Lab.2012.120611
http://www.ncbi.nlm.nih.gov/pubmed/23865347
http://www.ncbi.nlm.nih.gov/pubmed/25850211
http://dx.doi.org/10.1007/s12011-016-0696-1
http://www.ncbi.nlm.nih.gov/pubmed/27071614
http://dx.doi.org/10.1016/j.nutres.2011.09.023
http://www.ncbi.nlm.nih.gov/pubmed/22118756
http://dx.doi.org/10.1089/jmf.2016.3665
http://www.ncbi.nlm.nih.gov/pubmed/27441957
http://dx.doi.org/10.1016/j.jep.2005.03.013
http://www.ncbi.nlm.nih.gov/pubmed/15885940
http://www.ncbi.nlm.nih.gov/pubmed/21264155
http://dx.doi.org/10.1021/jf010567e
http://www.ncbi.nlm.nih.gov/pubmed/11559112
http://dx.doi.org/10.1080/14786419.2017.1327862
http://www.ncbi.nlm.nih.gov/pubmed/28521570
http://dx.doi.org/10.1016/j.fitote.2013.10.017
http://www.ncbi.nlm.nih.gov/pubmed/24216050

Int. ]. Mol. Sci. 2018, 19, 1542 17 of 18

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

Zhang, Y.L.; Luo, J.G.; Wan, C.X.; Zhou, Z.B.; Kong, L.Y. Four new flavonoids with «-glucosidase inhibitory
activities from Morus alba var. tatarica. Chem. Biodivers. 2015, 12, 1768-1776. [CrossRef] [PubMed]
Sarikaphuti, A.; Nararatwanchai, T.; Hashiguchi, T.; Ito, T.; Thaworanunta, S.; Kikuchi, K.; Oyama, Y,;
Maruyama, I.; Tancharoen, S. Preventive effects of Morus alba L. anthocyanins on diabetes in Zucker diabetic
fatty rats. Exp. Ther. Med. 2013, 6, 689-695. [CrossRef] [PubMed]

Hunyadi, A.; Martins, A.; Hsieh, T.J.; Seres, A.; Zupko, I. Chlorogenic acid and rutin play a major role in
the in vivo anti-diabetic activity of Morus alba leaf extract on type II diabetic rats. PLoS ONE 2012, 7, e50619.
[CrossRef] [PubMed]

Huang, Q.H.; Lei, C.; Wang, P.P; Li, ].Y.; Li, ].; Hou, A.]. Isoprenylated phenolic compounds with PTP1B
inhibition from Morus alba. Fitoterapia 2017, 122, 138-143. [CrossRef] [PubMed]

Gershell, L. Type 2 diabetes market. Nat. Rev. Drug Discov. 2005, 4, 367-368. [CrossRef] [PubMed]

Koren, S.; Fantus, I.G. Inhibition of the protein tyrosine phosphatase PTP1B: Potential therapy for obesity,
insulin resistance and type-2 diabetes mellitus. Best Pract. Res. Clin. Endocrinol. Metab. 2007, 21, 621-640.
[CrossRef] [PubMed]

Derosa, G.; Maffioli, P. x-Glucosidase inhibitors and their use in clinical practice. Arch. Med. Sci. 2012, 8,
899-906. [CrossRef] [PubMed]

Kuk, E.B.; Jo, A.R.; Oh, S.I; Sohn, H.S; Seong, S.H.; Roy, A.; Choi, ].S.; Jung, H.A. Anti-Alzheimer’s disease
activity of compounds from the root bark of Morus alba L. Arch. Pharm. Res. 2017, 40, 338-349. [CrossRef]
[PubMed]

Seong, S.H.; Roy, A.; Jung, H.A_; Jung, H.J.; Choi, ].S. Protein tyrosine phosphatase 1B and a-glucosidase
inhibitory activities of Pueraria lobata root and its constituents. J. Ethnopharmacol. 2016, 194, 706-716.
[CrossRef] [PubMed]

Puius, Y.A.; Zhao, Y.; Sullivan, M.; Lawrence, D.S.; Almo, S.C.; Zhang, Z.Y. Identification of a second
aryl phosphate-binding site in protein-tyrosine phosphatase 1B: A paradigm for inhibitor design.
Proc. Natl. Acad. Sci. USA 1997, 94, 13420-13425. [CrossRef] [PubMed]

Elchebly, M.; Payette, P.; Michaliszyn, E.; Cromlish, W.; Collins, S.; Loy, A.L.; Normandin, D.; Cheng, A.;
Himms-Hagen, J.; Chan, C.C.; et al. Increased insulin sensitivity and obesity resistance in mice lacking the
protein tyrosine phosphatase-1B gene. Science 1999, 283, 1544-1548. [CrossRef] [PubMed]

Kenner, K.A.; Anyanwu, E.; Olefsky, ]. M.; Kusari, ]. Protein-tyrosine phosphatase 1B is a negative regulator
of insulin-and insulin-like growth factor-I-stimulated signaling. J. Biol. Chem. 1996, 271, 19810-19816.
[CrossRef] [PubMed]

Zabolotny, J.M.; Haj, EG.; Kim, Y.B.; Kim, HJ.; Shulman, G.I; Kim, J.K.; Neel, B.G.; Kahn, B.B.
Transgenic overexpression of protein-tyrosine phosphatase 1B in muscle causes insulin resistance, but
overexpression with leukocyte antigen-related phosphatase does not additively impair insulin action.
J. Biol. Chem. 2004, 279, 24844-24851. [CrossRef] [PubMed]

Maeda, A.; Kai, K.; Ishii, M.; Ishii, T.; Akagawa, M. Safranal, a novel protein tyrosine phosphatase 1B
inhibitor, activates insulin signaling in C2C12 myotubes and improves glucose tolerance in diabetic KK-Ay
mice. Mol. Nutr. Food Res. 2014, 58, 1177-1189. [CrossRef] [PubMed]

Takada, M.; Sumi, M.; Maeda, A.; Watanabe, F; Kamiya, T.; Ishii, T.; Nakano, M.; Akagawa, M. Pyrroloquinoline
quinone, a novel protein tyrosine phosphatase 1B inhibitor, activates insulin signaling in C2C12 myotubes and
improves impaired glucose tolerance in diabetic KK-Ay mice. Biochem. Biophys. Res. Commun. 2012, 428, 315-320.
[CrossRef] [PubMed]

Liu, Z.Q.; Liu, T.; Chen, C; Li, M.Y,; Wang, Z.Y.; Chen, R.S.; Wei, G.X.; Wang, X.Y.; Luo, D.Q. Fumosorinone,
anovel PTP1B inhibitor, activates insulin signaling in insulin-resistance HepG2 cells and shows anti-diabetic
effect in diabetic KKAy mice. Toxicol. Appl. Pharmacol. 2015, 285, 61-70. [CrossRef] [PubMed]

Yang, Y.M.; Seo, S.Y.;; Kim, T.H.; Kim, S.G. Decrease of microRNA-122 causes hepatic insulin resistance
by inducing protein tyrosine phosphatase 1B, which is reversed by licorice flavonoid. Hepatology 2012, 56,
2209-2220. [CrossRef] [PubMed]

Cui, L.; Na, M.; Oh, H; Bae, E.Y; Jeong, D.G.; Ryu, S.E.; Kim, S.; Kim, B.Y.; Oh, WK.; Ahn, ].S. Protein tyrosine
phosphatase 1B inhibitors from Morus root bark. Bioorg. Med. Chem. Lett. 2006, 16, 1426-1429. [CrossRef]
[PubMed]

Li, T.; Zhang, X.D.; Song, Y.W.,; Liu, J.-W. A microplate-based screening method for x-glucosidase inhibitors.
Chin. J. Clin. Pharmacol. Ther. 2005, 1128-1134.


http://dx.doi.org/10.1002/cbdv.201500005
http://www.ncbi.nlm.nih.gov/pubmed/26567954
http://dx.doi.org/10.3892/etm.2013.1203
http://www.ncbi.nlm.nih.gov/pubmed/24137248
http://dx.doi.org/10.1371/journal.pone.0050619
http://www.ncbi.nlm.nih.gov/pubmed/23185641
http://dx.doi.org/10.1016/j.fitote.2017.09.006
http://www.ncbi.nlm.nih.gov/pubmed/28916258
http://dx.doi.org/10.1038/nrd1723
http://www.ncbi.nlm.nih.gov/pubmed/15902771
http://dx.doi.org/10.1016/j.beem.2007.08.004
http://www.ncbi.nlm.nih.gov/pubmed/18054739
http://dx.doi.org/10.5114/aoms.2012.31621
http://www.ncbi.nlm.nih.gov/pubmed/23185202
http://dx.doi.org/10.1007/s12272-017-0891-4
http://www.ncbi.nlm.nih.gov/pubmed/28093699
http://dx.doi.org/10.1016/j.jep.2016.10.007
http://www.ncbi.nlm.nih.gov/pubmed/27769948
http://dx.doi.org/10.1073/pnas.94.25.13420
http://www.ncbi.nlm.nih.gov/pubmed/9391040
http://dx.doi.org/10.1126/science.283.5407.1544
http://www.ncbi.nlm.nih.gov/pubmed/10066179
http://dx.doi.org/10.1074/jbc.271.33.19810
http://www.ncbi.nlm.nih.gov/pubmed/8702689
http://dx.doi.org/10.1074/jbc.M310688200
http://www.ncbi.nlm.nih.gov/pubmed/15031294
http://dx.doi.org/10.1002/mnfr.201300675
http://www.ncbi.nlm.nih.gov/pubmed/24668740
http://dx.doi.org/10.1016/j.bbrc.2012.10.055
http://www.ncbi.nlm.nih.gov/pubmed/23085227
http://dx.doi.org/10.1016/j.taap.2015.03.011
http://www.ncbi.nlm.nih.gov/pubmed/25796170
http://dx.doi.org/10.1002/hep.25912
http://www.ncbi.nlm.nih.gov/pubmed/22807119
http://dx.doi.org/10.1016/j.bmcl.2005.11.071
http://www.ncbi.nlm.nih.gov/pubmed/16356713

Int. ]. Mol. Sci. 2018, 19, 1542 18 of 18

46.

47.

48.

49.

50.

51.

Dixon, M. The determination of enzyme inhibitor constants. Biochem. ]. 1953, 55, 170-171. [CrossRef]
[PubMed]

Cornish-Bowden, A. A simple graphical method for determining the inhibition constants of mixed,
uncompetitive and non-competitive inhibitors (Short Communication). Biochem. ]. 1974, 137, 143-144.
[CrossRef] [PubMed]

Wiesmann, C.; Barr, K.J.; Kung, J.; Zhu, ].; Erlanson, D.A.; Shen, W.; Fahr, B.J.; Zhong, M.; Taylor, L.;
Randal, M.; et al. Allosteric inhibition of protein tyrosine phosphatase 1B. Nat. Struct. Mol. Biol. 2004, 11,
730-737. [CrossRef] [PubMed]

Yan, J.; Zhang, G.; Pan, J.; Wang, Y. x-Glucosidase inhibition by luteolin: Kinetics, interaction and molecular
docking. Int. J. Biol. Macromol. 2014, 64, 213-223. [CrossRef] [PubMed]

Mosmann, T. Rapid colorimetric assay for cellular growth and survival: Application to proliferation and
cytotoxicity assays. J. Immunol. Methods 1983, 65, 55-63. [CrossRef]

Jung, H.A.; Ali, M.Y,; Bhakta, HK.; Min, B.S.; Choi, J.S. Prunin is a highly potent flavonoid from
Prunus davidiana stems that inhibits protein tyrosine phosphatase 1B and stimulates glucose uptake in
insulin-resistant HepG2 cells. Arch. Pharm. Res. 2017, 40, 37-48. [CrossRef] [PubMed]

@ © 2018 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/10.1042/bj0550170
http://www.ncbi.nlm.nih.gov/pubmed/13093635
http://dx.doi.org/10.1042/bj1370143
http://www.ncbi.nlm.nih.gov/pubmed/4206907
http://dx.doi.org/10.1038/nsmb803
http://www.ncbi.nlm.nih.gov/pubmed/15258570
http://dx.doi.org/10.1016/j.ijbiomac.2013.12.007
http://www.ncbi.nlm.nih.gov/pubmed/24333230
http://dx.doi.org/10.1016/0022-1759(83)90303-4
http://dx.doi.org/10.1007/s12272-016-0852-3
http://www.ncbi.nlm.nih.gov/pubmed/27798765
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Inhibitory Activity Against PTP1B and -Glucosidase 
	Enzyme Kinetics of PTP1B and -Glucosidase Inhibition 
	Molecular Docking Simulation of PTP1B Inhibition 
	Molecular Docking Simulation of -Glucosidase Inhibition 
	Evaluation of Cytotoxicity in HepG2 Cells 
	Effects on Glucose Uptake in Insulin-Resistant HepG2 Cells 
	Effects on PTP1B Expression Level in Insulin-Resistant HepG2 Cells 

	Discussion 
	Materials and Methods 
	Chemicals and Reagents 
	Protein Tyrosine Phosphate 1B (PTP1B) Inhibitory Assay 
	-Glucosidase Inhibitory Assay 
	Kinetic Study Against PTP1B and -Glucosidase 
	Molecular Docking Simulation of PTP1B and -Glucosidase Inhibition 
	Cell Culture, MTT Assay and Insulin Resistance Induction 
	Glucose Uptake Assay 
	Preparation of Cell Lysates and Western Blot Analysis 
	Statistical Analysis 

	References

