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Abstract: Protein tyrosine phosphatases (PTPs), along with protein tyrosine kinases, control signaling
pathways involved in cell growth, metabolism, differentiation, proliferation, and survival. Several
PTPs, such as PTPN1, PTPN2, PTPN9, PTPN11, PTPRS, and DUSP9, disrupt insulin signaling and
trigger type 2 diabetes, indicating that PTPs are promising drug targets for the treatment or preven-
tion of type 2 diabetes. As part of an ongoing study on the discovery of pharmacologically active
bioactive natural products, we conducted a phytochemical investigation of African mango (Irvingia
gabonensis) using liquid chromatography—mass spectrometry (LC/MS)-based analysis, which led to
the isolation of terminalin as a major component from the extract of the seeds of 1. gabonensis. The
structure of terminalin was characterized by spectroscopic methods, including one-dimensional (1D)
and two-dimensional (2D) nuclear magnetic resonance (NMR) and high-resolution (HR) electrospray
ionization (ESI) mass spectroscopy. Moreover, terminalin was evaluated for its antidiabetic property;
terminalin inhibited the catalytic activity of PTPN1, PTPN9, PTPN11, and PTPRS in vitro and led to a
significant increase in glucose uptake in differentiated C2C12 muscle cells, indicating that terminalin
exhibits antidiabetic effect through the PTP inhibitory mechanism. These findings suggest that termi-
nalin derived from African mango could be used as a functional food ingredient or pharmaceutical
supplement for the prevention of type 2 diabetes.

Keywords: protein tyrosine phosphatases (PTPs); PTPN1; PTPN9; PTPN11; PTPRS; type 2 diabetes;
terminalin; [rvingia gabonensis; catalytic activity; glucose uptake

1. Introduction

Protein tyrosine phosphorylation plays an important role in signal transduction pro-
cesses involved in cell growth, metabolism, differentiation, and survival [1]. Protein
tyrosine phosphatases (PTPs) along with protein tyrosine kinases control the phosphoryla-
tion of tyrosine residues [2]. PTPs serve as important regulators of signaling events and
regulate tyrosine phosphorylation by catalyzing the removal of phosphate groups from
phosphorylated tyrosine residues in proteins [3,4]. PTPs are involved in human diseases
such as obesity, diabetes, cancer, and inflammatory diseases [5,6]. Diverse PTPs, such as
PTPN1, PTPN2, PTPN9, PTPN11, PTPRS, and DUSP9, have been reported to attenuate
insulin signaling and trigger type 2 diabetes, indicating that PTPs are promising drug
targets for the treatment or prevention of type 2 diabetes [6-8].

Irvingia gabonensis (Aubry-Lecomte ex O'Rorke) Baill., also known as “African mango’
or “bush mango”, belonging to Irvingiaceae, is a herbaceous and multipurpose fruit tree

’
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native to tropical Africa. I. gabonensis has been used as a source of timber and to make
utensils, and its fruits have been mostly used as food and traditional medicine [9-11]. I.
gabonensis fruit is similar to mango, and called African mango or “wild mango”; recently,
the fruit has been reported to have a remarkable effect on weight management [12], making
it a popular ingredient in the health food industry. The kernels or seeds of I. gabonensis
fruit mainly constitute an important part of the diet in West and Central Africa and provide
carbohydrates and proteins [12]. The seeds of I. gabonensis fruit can be eaten raw or roasted
and are also used in food preparations. The seeds are reported to contain high-soluble fibers
that can delay gastric emptying and act as a laxative [12]. In previous pharmacological
studies, the seeds have shown the potential to improve blood sugar levels in diabetes [13].
Moreover, the aqueous extract of I. gabonensis seeds has been reported to cause a dose-
and time-dependent decrease in the levels of urea, uric acid, creatine, total cholesterol,
alkaline acid, and prostatic acid phosphatases in male guinea pigs in an in vivo study [14].
Treatment with 1. gabonensis seed extract in obese patients had a positive effect on obesity
management, including reducing total cholesterol, triglyceride, low-density lipoprotein
(LDL), and blood glucose levels and increasing high-density lipoprotein (HDL)-cholesterol
level [15]. Phytochemical analysis of I. gabonensis seed extract has identified the presence of
diverse constituents, including steroids, flavonoids, alkaloids, cardiac glycosides, volatile
oils, terpenoids, tannins, and saponins [16]; moreover, I. gabonensis seeds have been reported
to contain a significant amount of gallotannins that have high antioxidant capacity [17].
Thus, the presence of diverse bioactive compounds in I. gabonensis seeds may lead to the
discovery of new bioactive phytochemicals.

As part of an ongoing research work to discover bioactive natural products from
diverse natural resources [18-23], we explored phytochemicals from an aqueous extract of I.
gabonensis seeds. The phytochemical analysis of the extract aided by liquid chromatography-
mass spectrometry (LC/MS)-based analysis led to the isolation of one main component,
terminalin. The structure of terminalin was identified by nuclear magnetic resonance
(NMR) spectroscopy and high-resolution electrospray ionization mass spectrometry (HR-
ESIMS), and to the best of our knowledge, the complete NMR assignment of terminalin was
reported for the first time in this study. In this study, we report the isolation and chemical
identification of terminalin and the experiments performed to evaluate its antidiabetic
property. Our cell-based studies indicated that terminalin could be a novel potential
therapeutic candidate for the treatment of type 2 diabetes.

2. Materials and Methods
2.1. General Experimental Procedures

UV spectra were acquired using Agilent 8453 UV-visible spectrophotometer (Agilent
Technologies, Santa Clara, CA, USA). NMR spectra were acquired using Varian UNITY IN-
OVA 800 NMR spectrometer (Varian, Palo Alto, CA, USA) operating at 800 MHz ('H) with
chemical shifts reported in ppm (8). Preparative high-performance liquid chromatography
(HPLC) was performed using Waters 1525 Binary HPLC pump equipped with Waters
996 Photodiode Array Detector (Waters Corporation, Milford, CT, USA). Diaion HP-20
(Mitsubishi Chemical, Tokyo, Japan) was used for open-column chromatography. Semi-
preparative HPLC was performed using Shimadzu Prominence HPLC System equipped
with SPD-20A /20AV Series Prominence HPLC UV-Vis Detector (Shimadzu, Tokyo, Japan).
LC/MS analyses were performed using Agilent 1200 Series HPLC System (Agilent Tech-
nologies, Santa Clara, CA, USA) equipped with a diode array detector and 6130 Series
ESI mass spectrometer with an analytical Kinetex HPLC column (4.6 x 100 mm, 3.5 um).
Merck pre-coated silica gel F254 plates and RP-18 F254s plates were used for thin-layer
chromatography (TLC). Spots were detected on TLC plates under UV light or by heating
after spraying with anisaldehyde sulfuric acid.
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2.2. Plant Material

The seeds of 1. gabonensis were provided by the Korean health functional food company
FromBIO Co., Ltd, Suwon, Korea. in June 2019. The material was authenticated by one of
the authors (K. H. K.). A voucher specimen of the material (WM-FB-2019-06) was deposited
at the R&D Center, FromBIO Co., Ltd.

2.3. Extraction and Isolation

The seeds (500 g) of I. gabonensis were dried, crushed, and then extracted twice with
twofold volume of distilled water at 30 °C for 24 h. The extract was filtered using a
centrifuge, and the filtrate was concentrated in vacuo using a rotary evaporator at 25-30 °C.
The resultant extract was freeze dried to obtain the crude extract powder (35 g). With
reference to an in-house-built UV library, LC/MS analysis of the crude extract indicated
the presence of an unknown main peak with m/z 601.0 [M-H]~ and one major component,
ellagic acid with m/z 301.0 [M-H] ™ in the crude extract (Figure S7). To identify the unknown
peak, the crude extract (5.0 g) was subjected to Diaion HP-20 column in 100% H,O to
eliminate the sugar portion, and fraction M was obtained by elution with 100% MeOH. The
fraction M (2.5 g) was separated by preparative reversed-phase HPLC using a gradient
solvent system of MeOH-H,0 (10-100% MeOH in 50 min, flow rate of 5 mL/min) to
obtain four fractions (M1-M4). Subsequent LC/MS analysis of the fractions derived from
HPLC separation indicated the presence of an unknown peak with m/z 601.0 [M-H]~
in the fraction M3. Finally, the fraction M3 (90 mg) was purified by semi-preparative
reversed-phase HPLC with 40% MeOH/H;O (flow rate of 2 mL/min) to yield terminalin
(tr = 18.5 min, 50 mg).

Terminalin

Bright-yellow powder; UV (MeOH) Amax (log €) 382 (1.5), 258 (4.3) nm; IR (KBr)
Vmax 3350, 2942, 1715, 1583, 1502, and 1025 cm~!; 'H and 3C NMR (800 and 200 MHz,
respectively) (Table 1); negative ESIMS m/z 601.1 [M-H] ~; positive HR-ESIMS m /z 603.0045
[M+H]* (calculated for CpgH71014, 603.0047).

Table 1. 'H (800 MHz) and '*C NMR (200 MHz) data of terminalin in DMSO-d; (5 ppm) 2.

Terminalin
Position
oy (J in Hz) dc
1,23 139.0 s
2,24 139.6 s
3,25 148.3s
4,26 752s 110.7d
5,27 108.7 s
6,28 159.5s
7,20 136.3 s
8,21 123.3s
9,22 112.7 s
10,17 107.2 s
11,16 1128 s
12,15 136.6 s
13,19 146.1's
14,18 158.3 s

2 J values are in Hz and shown in parentheses; 1>*C NMR assignments are based on HMBC experiments.

2.4. Measurement of the Effect of Terminalin on PTP Catalytic Activity

Activity assays of purified PTPs using 6,8-difluoro-4-methylumbelliferyl phosphate
(DiFMUP), a widely used PTP substrate, were performed as previously described [24,25].
To obtain Ky values, PTPN1 (0.5 nM), PTPN9 (0.1 nM), PTPN11 (1.5 nM), PTPRS (0.45 nM),
and PTPRF (0.6 nM) were added to the reaction buffer (150 mM NaCl, 2.5 mM dithiothreitol,
0.01% Triton X-100, and 20 mM Tris; pH 6.0 for PTPN1, PTPN11, PTPRS, and PTPRF or
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pH 7.0 for PTPNY) containing DiFMUP in black 96-well microplates. Fluorescence intensity
was measured continuously for 10 min (excitation/emission wavelengths = 355/460 nm)
using VictorTM X4 multilabel plate reader (Perkin Elmer, Norwalk, CT, USA), and Ky
values were determined using Lineweaver-Burk plots. To estimate the inhibitory effect of
terminalin on PTPs, PTPs were added to solutions containing 20 uM terminalin in reaction
buffer with DiIFMUP (2 x Kyg).

2.5. Cell Culture

The method used for culturing C2C12 muscle cells obtained from the American Type
Culture Collection (ATCC; Manassas, VA, USA) has been described previously [26]. C2C12
muscle cells were cultured in high-glucose Dulbecco’s modified Eagle’s medium (DMEM;
Welgene, Gyeongsan-si, South Korea) supplemented with 15% fetal bovine serum (FBS;
Welgene) and antibiotic-antimycotic solution (Welgene).

2.6. Cell Differentiation

The method used for differentiating C2C12 muscle cells has been described previ-
ously [26]. When C2C12 muscle cells reached 70% confluency, they were cultured in DMEM
supplemented with 2% horse serum (Thermo Fisher Scientific Korea Ltd., Seoul, Korea)
and antibiotic-antimycotic solution (Welgene) for six days. In all experiments, the culture
medium was changed every alternate day.

2.7. Cell Viability Assay

To measure cell viability, EX-Cytox (DOGEN Bio., Seoul, Korea) was used according
to the manufacturer’s instructions. Differentiated C2C12 muscle cells were treated with
various concentrations of terminalin for 48 h, and cell viability was measured at 450 nm
using a microplate reader (VictorTM X4, PerkinElmer, Waltham, MA, USA).

2.8. Glucose Uptake Assay

The methods used for measuring glucose uptake in differentiated C2C12 muscle cells
have been described previously [25]. Differentiated C2C12 muscle cells were cultured in
low-glucose DMEM (Gibco BRL, More) for 16 h and then incubated with 40 pM terminalin,
control (0.1% dimethyl sulfoxide), or 0.1 uM insulin (positive control) in glucose-depleted
DMEM (Gibco BRL) for 6 h (terminalin and control) or 30 min (insulin). Next, the cells
were treated with a fluorescent glucose indicator, 100 pM 2-[N-(7-nitrobenz-2-oxa-1,3-
diazol-4-yl)amino]-2-deoxyglucose (2-NBDG; Thermo Fisher Scientific), for 30 min. After
washing with phosphate-buffered saline (PBS; Welgene), fluorescence intensity of the cells
at excitation/emission (485/535 nm) was measured using a fluorescence microplate reader
(VictorTM X4).

2.9. Statistical Analysis

Statistical significance (p < 0.05) was determined using two-tailed unpaired ¢-test
(GraphPad Software, San Diego, CA, USA). All experiments were conducted independently thrice.

3. Results and Discussion
3.1. Isolation of Terminalin

I. gabonensis seeds were dried, crushed, and then extracted with water at 30 °C to
obtain the crude aqueous extract by rotary evaporation and freeze-drying. LC/MS-based
analysis of the crude extract was carried out by reference to an in-house-built UV library
database, which revealed the presence of an unknown main peak with m/z 601.0 [M-H]~
and a unique UV spectrum of the extended conjugated system (Amax 382 and 258 nm), and
one major component, ellagic acid in the crude extract (Figure S7), where ellagic acid was
confirmed without isolation by reference to our in-house UV library and the molecular
ion with m/z 301.0 [M-H]~ detected by LC/MS. LC/MS/UV-guided fractionation of
the crude extract and semi-preparative HPLC resulted in the isolation of the unknown
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main peak with m/z 601.0 [M-H] ™ (Figure 1). Structural characterization of the isolated
compound was performed by NMR and MS analyses, and the compound was identified as
terminalin (Figure 1).

I. gabonensis seeds
Aqueous extract

Column chromatography
(Diaion HP-20)

Fractions ——— M fraction

Prep-HPLC

Y Y

Sub-fractions — (M1 ........... M3 |\/|4)

Semi prep-HPLC

Y

Terminalin

Figure 1. Schematic representation of the isolation of terminalin and its chemical structure.

3.2. Structural Elucidation of the Isolated Compound

The isolated compound was a bright-yellow powder. Its molecular formula was
determined as CygH10O14, based on the HR-ESIMS data, which showed the molecular
ion peak with m/z 603.0045 [M+H]* (calculated for CgH11014, 603.0047) in the positive
mode. The IR spectrum displayed distinctive absorption bands for the hydroxy group
(3350 cm 1), ester carbonyl functional unit (1715 cm 1), and aromatic rings (1583 and
1502 cm™1), and the UV spectrum showed a unique UV absorption (Amax 382 and 258 nm),
implying an extended conjugated system in the molecule. The 'H NMR data (Table 1)
of the compound comprised only one sharp singlet at g 7.52 in DMSO-ds. The 3C
NMR spectrum (Table 1) showed fourteen carbon resonances (6c 159.5-107.2) rather than
twenty-eight carbon signals established by the HR-ESIMS data, which suggested that the
compound has a symmetric structure or dimeric structure. The '*C NMR chemical shifts
comprised three sets of signals, including the first group for two carbonyl carbons at dc
159.5 and 158.3, the second group for six oxygen-bearing carbons at ¢ 148.3-136.3, and the
third group for the remaining six-carbon signals corresponding to the remaining quaternary
carbon and the proton-bearing carbons at ¢ 123.3-107.2. Comprehensive analysis of the
NMR spectral data suggested that the compound could be a dimeric analog of ellagic acid.
Based on the NMR and physical data described in previous studies [27,28], where the
reported NMR data of terminalin showed a good correlation with those obtained from the
isolated compound; the isolated compound was identified unambiguously as terminalin
(Figure 1).

Although 2D NMR experiment for 3C—1H interactions was redundant for deter-
mining the structure of terminalin because only one 'H proton signal was detected and
terminalin has a proton-deficient structural scaffold, we conducted an additional heteronu-
clear multiple-bond correlation (HMBC) experiment to complete the NMR assignment
of terminalin (Table 1). To the best of our knowledge, the NMR data of terminalin have
been reported [27,28]; however, the NMR signals have not yet been individually assigned.
Considering the structure of terminalin that presents a proton-deficient structural scaf-
fold, it would be difficult to define the structure using only a standard HMBC experiment
(optimized for "Jcy ~ 8 Hz) that generally provides two- and three-bond heteronuclear
correlations. The decoupled HMBC (D-HMBC) experiment with an elongated long-range
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delay optimized for "Jcy = 2 Hz allows long-range 4 and occasionally 57 and ] couplings
to be visible [29]. In this study, we employed D-HMBC experiment as well as standard
HMBC, which allowed us to distinguish the four- and five-bond 'H—!3C correlations from
the two- and three-bond correlations (Figure 2). These HMBC data showed the key correla-
tions of H-4 with C-3 (3]), C-5 (?]), C-2 (%), C-6 (%)), and C-9 (*]), and C-7 (°]), enabling the
NMR assignment of terminalin. The remaining carbon signal assignment was completed
based on the structure-based optimal estimation by Predict 1>*C NMR Shifts function in
ChemDraw 12.0. The present study reports the complete NMR assignment of terminalin
for the first time.
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Figure 2. The key HMBC correlations for terminalin.
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3.3. Terminalin Shows Inhibitory Effect on PTPs Relevant to Insulin Resistance

Terminalin, also known as gallagyldilactone, is a polyphenol compound mainly found
in pomegranate. Pomegranate juice, which contains terminalin, ellagic acid, and gallic acid,
exhibits beneficial health properties such as antioxidant, anti-inflammatory, and anticancer
activities [30-33]. However, the antidiabetic effect of terminalin and its targets has not
been investigated.

PTPs along with protein tyrosine kinases control signaling pathways involved in
cell growth, metabolism, differentiation, proliferation, and survival [1,34]. It has been
shown that several PTPs, such as PTPN1, PTPN2, PTPN6, and PTPN9, modulate the
insulin signaling pathway by dephosphorylating the insulin receptor [6,35]. Some PTPs,
including PTPN1, PTPN2, PTPN9, PTPN11, PTPRS, and DUSP9, are associated with type
2 diabetes; therefore, recognition of agents that can inhibit PTPs may be a strategy to
identify promising drugs with antidiabetic properties. Many natural products have been
identified to treat or prevent various human diseases via inhibition of PTPs, for instance,
illudalic acid inhibited the catalytic activity of human leukocyte common antigen-related
PTP involved in the pathogenesis of insulin resistance [6,36]. To identify the targets of
terminalin, PTPN1, PTPN9, PTPN11, PTPRF, and PTPRS were overexpressed in Escherichia
coli and purified using a cobalt-affinity resin. The catalytic activities of PTPs against
terminalin were evaluated using DiFMUP, a widely used PTP substrate. The kinetic
constants were determined to measure the enzymatic activities of these PTPs (Table 2).
Terminalin showed more than 80% inhibition of PTPN1, PTPN9, PTPN11, and PTPRS,
which are relevant to insulin resistance (Figure 3), indicating terminalin as a potential
therapeutic candidate for the prevention of type 2 diabetes.

Table 2. Kinetic constants for DIFMUP hydrolysis by PTPs.

[E] (nM) Kym (M)
PTPN1 0.5 163.1
PTPN9 0.1 200
PTPN11 1.5 74
PTPRS 0.45 56
PTPRF 0.6 150

3.4. Terminalin Increases Glucose Uptake in C2C12 Cells

To evaluate the antidiabetic property of terminalin, we investigated its effect on glucose
uptake in C2C12 muscle cells. Many natural products exhibit potent antidiabetic properties
by activating insulin signaling; the herbal medicine calycosin has been shown to signifi-
cantly improve symptoms of gestational diabetes by rebalancing the insulin sensitivity and
inflammatory response [6,37]. In this study, to optimize the concentration of terminalin for
the treatment of C2C12 muscle cells, various concentrations of terminalin were applied to
the cells for 48 h, and cell viability was measured using EZ-Cytox assay kit. We observed
no cytotoxicity in cells treated with 10, 20, or 40 uM terminalin, indicating that these con-
centrations were suitable for the treatment of the cells (Figure 4A). Next, we evaluated the
effect of terminalin on glucose uptake in differentiated C2C12 muscle cells using 2-NBDG, a
fluorescent glucose probe. Cells were treated with 40 uM terminalin or 0.1 uM insulin (pos-
itive control) for 6 h or 30 min, respectively, and then incubated with 2-NBDG for 30 min.
After washing with PBS, fluorescence intensity (excitation/emission = 485/535 nm) of the
cells was assessed. Since insulin promotes glucose uptake in muscles and adipose tissue, it
was used as a positive control [38]. We observed that incubation with 40 pM terminalin
significantly enhanced the fluorescence intensity compared to the control, indicating that
terminalin stimulated glucose uptake in differentiated C2C12 muscle cells (Figure 4B).
In addition, 0.1 uM insulin treatment induced glucose uptake compared to the control,
indicating that the fluorescent glucose probe worked well in our system (Figure 4B). Next,
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we investigated whether terminalin can enhance AMPK phosphorylation of threonine
172 in differentiated C2C12 muscle cells. Adenosine monophosphate-activated protein
kinase (AMPK; a cellular energy sensor) is involved in maintaining glucose homeostasis
and the activation of AMPK has been shown to stimulate glucose uptake by promoting the
translocation of glucose transporter 4 [39,40]. We used 5-aminoimidazole-4-carboxamide
riboside (AICAR; an AMPK activator) as a positive control. Differentiated C2C12 muscle
cells were incubated with 40 uM terminalin, control (0.1% dimethyl sulfoxide) or 1 mM
AICAR (positive control) for 6 h and Western blotting was performed. The 40 uM ter-
minalin treatment showed a tendency to increase AMPK phosphorylation compared to
the control group (Figure S8). In addition, the 1 mM AICAR treatment enhanced AMPK
phosphorylation, indicating that Western blotting worked properly (Figure S8). These
results indicate that terminalin stimulated glucose uptake through activation of the AMPK
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Figure 3. Terminalin inhibits the catalytic activity of PTPs. (A-E) The catalytic activities of PTPs
against terminalin were measured using DiFMUP, a widely used PTP substrate. Progress curves
showing catalytic activity of PTPs by 20 uM terminalin and control. (F) Relative fluorescence intensity
of PTPs against terminalin and control.
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Figure 4. Terminalin increased glucose uptake in differentiated C2C12 muscle cells: (A) Differentiated
C2C12 muscle cells were treated with the indicated concentrations of terminalin for 48 h, and
cell viability was determined using EZ-Cytox assay kit. (B) Differentiated C2C12 muscle cells
were incubated with 40 uM terminalin, 0.1 uM insulin (positive control), or control (0.1% dimethyl
sulfoxide) for 6 h (terminalin and control) or 30 min (insulin). Cells were then treated with 2-NBDG, a
fluorescent glucose probe, for 30 min, and the fluorescence intensity of the cells was measured. Results
are expressed as the mean =+ standard error of the mean (SEM). All experiments were conducted
independently three times. Data were analyzed using two-tailed unpaired ¢-test. ** p < 0.01 compared
to the control group.

4. Conclusions

PTPs regulate tyrosine phosphorylation associated with signaling events and have
been implicated in human diseases such as obesity, diabetes, cancer, and inflammatory
diseases [35]. Some PTPs, such as PTPN1, PTPN2, PTPN9, PTPN11, PTPRS, and DUSP9,
have been shown to attenuate insulin signaling and trigger type 2 diabetes, indicating that
PTPs are promising drug targets for the treatment or prevention of type 2 diabetes [5,6].
In this study, we performed the isolation and chemical identification of terminalin and
demonstrated for the first time, to the best of our knowledge, that terminalin inhibited the
catalytic activity of PTPN1, PTPN9, PTPN11, and PTPRS, which are relevant to insulin
resistance. In addition, terminalin significantly stimulated glucose uptake in C2C12 muscle
cells. Taken together, our results suggest that terminalin exhibits an antidiabetic effect
through PTP inhibitory mechanism, and it can be used as a functional food ingredient or
pharmaceutical supplement for the prevention of type 2 diabetes.
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Figure S4: HMBC spectrum of terminalin (DMSO-dg); Figure S5: D-HMBC spectrum of terminalin
(DMSO-dg); Figure S6: UV spectrum of terminalin; Figure S7: LC/MS chromatogram of the crude
extract (detected at 230 nm); Figure S8: Effects of terminalin on C2C12 muscle cells; Table S1: LC-MS
conditions for the crude extract.

Author Contributions: Conceptualization, S.J.C. and K.H.K,; formal analysis, S.-Y.Y., ].K., B.S.L. and
S.C.B,; investigation, S.-Y.Y,, ].K., B.S.L. and S.C.B.; writing—original draft preparation, S.-Y.Y. and
K.HK.; writing—review and editing, K.H.K.; visualization, S.-Y.Y. and K.H.K.; supervision, S.J.C.
and K.H.K,; project administration, S.J.C. and K.H.K,; funding acquisition, K. H.K. All authors have
read and agreed to the published version of the manuscript.

Funding: This work was supported by the National Research Foundation of Korea (NRF) grant
funded by the Korean government (MSIT) (grant numbers 2019R1A5A2027340 and 2021R1A2C2007937).
This research was also supported by the Bio & Medical Technology Development Program of the Na-
tional Research Foundation (NRF) funded by the Korean government (MSIT) (NRF-2012M3A9C4048775).
This work was supported by a grant from the BK21 FOUR Program.


https://www.mdpi.com/article/10.3390/biom12020321/s1
https://www.mdpi.com/article/10.3390/biom12020321/s1

Biomolecules 2022, 12, 321 10 of 11

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.
Data Availability Statement: Not applicable.

Conflicts of Interest: The authors declare that they have no conflict of interest.

References

1.  Tonks, N.K. Protein tyrosine phosphatases: From genes, to function, to disease. Nat. Rev. Mol. Cell Biol. 2006, 7, 833-846.
[CrossRef] [PubMed]

2. Sevillano, J.; Sanchez-Alonso, M.G.; Pizarro-Delgado, J.; Ramos-Alvarez, M.D.P. Role of Receptor Protein Tyrosine Phos-phatases
(RPTPs) in Insulin Signaling and Secretion. Int. J. Mol. Sci. 2021, 22, 5812. [CrossRef] [PubMed]

3. Zhao, Y.; Wu, L,; Noh, SJ.; Guan, K.L.; Zhang, Z.Y. Altering the nucleophile specificity of a protein-tyrosine phospha-tase-
catalyzed reaction. Probing the function of the invariant glutamine residues. J. Biol. Chem. 1998, 273, 5484-5492. [CrossRef]
[PubMed]

4. Bolly, L.; Mazumdar, A.; Savage, M.1.; Brown, P.H. Molecular Pathways: Targeting Protein Tyrosine Phosphatases in Cancer. Clin.
Cancer Res. 2017, 23, 2136-2142. [CrossRef] [PubMed]

5. He,R-J,; Yu, Z-H.; Zhang, R.-Y,; Zhang, Z.-Y. Protein tyrosine phosphatases as potential therapeutic targets. Acta Pharmacol. Sin.
2014, 35, 1227-1246. [CrossRef] [PubMed]

6.  Sharma, C,; Kim, Y.; Ahn, D.; Chung, S.J. Protein tyrosine phosphatases (PTPs) in diabetes: Causes and therapeutic opportu-nities.
Arch. Pharm. Res. 2021, 44, 310-321. [CrossRef] [PubMed]

7. Song, YH.; Uddin, Z; Jin, YM.; Li, Z.; Long, M.; Kim, K.D.; Cho, J.K.; Park, K.H. Inhibition of protein tyrosine phosphatase
(PTP1B) and x-glucosidase by geranylated flavonoids from Paulownia tomentosa. J. Enzym. Inhib. Med. Chem. 2017, 32, 1195-1202.
[CrossRef]

8. Galig, S.; Klingler-Hoffmann, M.; Fodero-Tavoletti, M.T.; Puryer, M.A.; Meng, T.-C.; Tonks, N.K; Tiganis, T. Regulation of Insulin
Receptor Signaling by the Protein Tyrosine Phosphatase TCPTP. Mol. Cell. Biol. 2003, 23, 2096-2108. [CrossRef]

9.  Okoronkwo, C.; Agoha, E.; Ogodo, A.; Nwachukwu, N. Physical and chemical characteristics of the African bush mango (Ir-vingia
gabonensis var garbonensis) seed oil. Int. |. Adv. Eng. Manag. 2014, 1, 28-31.

10. Fungo, R.; Muyonga, J.H.; Kabahenda, M.; Okia, C.A.; Snook, L. Factors influencing consumption of nutrient rich forest foods in
rural Cameroon. Appetite 2016, 97, 176-184. [CrossRef]

11.  Ofundem, T.; Ndip, N.R.; Abdon, A ; Patrice, L. Bush mango (Irvingia spp.): Forest and on-farm resource availability and market
chains in the Southwest Region of Cameroon. For. Trees Livelihoods 2017, 26, 170-182. [CrossRef]

12.  Reguengo, L.M.; Barbosa-Pereira, L.; Rembangouet, W.; Bertolino, M.; Giordano, M.; Rojo-Poveda, O.; Zeppa, G. Food applications
of Irvingia gabonensis (Aubry-Lecomte ex. O’Rorke) Baill., the ‘bush mango”: A review. Crit. Rev. Food Sci. Nutr. 2019,
60, 2446-2459. [CrossRef] [PubMed]

13.  Oben, J.E.; Ngondji, ].L.; Momo, C.N.; Agbor, G.A.; Sobgui, C.5.M. The use of a Cissus quadrangularis/Irvingia gabonensis
combination in the management of weight loss: A double-blind placebo-controlled study. Lipids Health Dis. 2008, 7, 12. [CrossRef]
[PubMed]

14. Obianime, A.; Uche, F. The phytoconstituents and the comparative effects of aqueous extract of Irvingia gabonensis seeds and
proviron on the biochemical parameters of male guinea pigs. Asian Pac. ]. Trop. Med. 2010, 3, 101-104. [CrossRef]

15. Ngondi, J.L.; Oben, J.E.; Minka, S.R. The effect of Irvingia gabonensis seeds on body weight and blood lipids of obese subjects in
Cameroon. Lipids Health Dis. 2005, 4, 12. [CrossRef]

16. Giami, S.Y.; Okonkwo, V.I.; Akusu, M.O. Chemical composition and functional properties of raw, heat-treated and partially
proteolysed wild mango (Irvingia gabonensis) seed flour. Food Chem. 1994, 49, 237-243. [CrossRef]

17.  Arogba, S.; Omede, A. Comparative Antioxidant Activity of Processed Mango (Mangifera indica) and Bush Mango (Irvingia
gabonensis) Kernels. Niger. Food |. 2012, 30, 17-21. [CrossRef]

18. Lee, S.R.; Kang, H,; Yoo, M.].; Yu, ].S.; Lee, S.; Yi, S.A.; Beemelmanns, C.; Lee, J.; Kim, K.H. Anti-adipogenic pregnane steroid from
a Hydractinia-associated fungus, Cladosporium sphaerospermum SW67. Nat. Prod. Sci. 2020, 26, 230-235.

19. Lee, S.; Ryoo, R.; Choi, ]. H.; Kim, ].H.; Kim, S.H.; Kim, K.H. Trichothecene and tremulane sesquiterpenes from a halluci-nogenic
mushroom Gymnopilus junonius and their cytotoxicity. Arch. Pharm. Res. 2020, 43, 214-223. [CrossRef]

20. Ha, J.W,; Kim, J.; Kim, H.; Jang, W.; Kim, K.H. Mushrooms: An important source of natural bioactive compounds. Nat. Prod. Sci.
2020, 26, 118-131.

21. Yu,].S.;Park, M,; Pang, C.; Rashan, L.; Jung, WH.; Kim, K.H. Antifungal Phenols from Woodfordia uniflora Collected in Oman. .
Nat. Prod. 2020, 83, 2261-2268. [CrossRef] [PubMed]

22. Lee, K.H,;Kim, J.K; Yu, ].S,; Jeong, S.Y.; Choi, ].H.; Kim, J.-C.; Ko, Y.-J.; Kim, S.-H.; Kim, K.H. Ginkwanghols A and B, osteogenic

coumaric acid-aliphatic alcohol hybrids from the leaves of Ginkgo biloba. Arch. Pharm Res. 2021, 44, 514-524. [CrossRef]
[PubMed]


http://doi.org/10.1038/nrm2039
http://www.ncbi.nlm.nih.gov/pubmed/17057753
http://doi.org/10.3390/ijms22115812
http://www.ncbi.nlm.nih.gov/pubmed/34071721
http://doi.org/10.1074/jbc.273.10.5484
http://www.ncbi.nlm.nih.gov/pubmed/9488671
http://doi.org/10.1158/1078-0432.CCR-16-0934
http://www.ncbi.nlm.nih.gov/pubmed/28087641
http://doi.org/10.1038/aps.2014.80
http://www.ncbi.nlm.nih.gov/pubmed/25220640
http://doi.org/10.1007/s12272-021-01315-9
http://www.ncbi.nlm.nih.gov/pubmed/33590390
http://doi.org/10.1080/14756366.2017.1368502
http://doi.org/10.1128/MCB.23.6.2096-2108.2003
http://doi.org/10.1016/j.appet.2015.12.005
http://doi.org/10.1080/14728028.2017.1283250
http://doi.org/10.1080/10408398.2019.1646704
http://www.ncbi.nlm.nih.gov/pubmed/31366215
http://doi.org/10.1186/1476-511X-7-12
http://www.ncbi.nlm.nih.gov/pubmed/18377661
http://doi.org/10.1016/S1995-7645(10)60044-2
http://doi.org/10.1186/1476-511X-4-12
http://doi.org/10.1016/0308-8146(94)90166-X
http://doi.org/10.1016/S0189-7241(15)30029-1
http://doi.org/10.1007/s12272-020-01213-6
http://doi.org/10.1021/acs.jnatprod.0c00395
http://www.ncbi.nlm.nih.gov/pubmed/32639158
http://doi.org/10.1007/s12272-021-01329-3
http://www.ncbi.nlm.nih.gov/pubmed/33929687

Biomolecules 2022, 12, 321 11 of 11

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

Lee, S.; Kim, C.S; Yu, ].S.; Kang, H.; Yoo, M.].; Youn, U.J.; Ryoo, R.; Bae, H.Y.; Kim, K.H. Ergopyrone, a Styrylpyrone-Fused
Steroid with a Hexacyclic 6/5/6/6/6/5 Skeleton from a Mushroom Gymnopilus orientispectabilis. Org. Lett. 2021, 23, 3315-3319.
[CrossRef] [PubMed]

Lee, S.Y,; Kim, W,; Lee, Y.G.; Kang, H]J.; Lee, S.-H.; Park, S.Y.; Min, J.-K.; Chung, S.J. Identification of sennoside A as a novel
inhibitor of the slingshot (SSH) family proteins related to cancer metastasis. Pharmacol. Res. 2017, 119, 422—430. [CrossRef]
[PubMed]

Yoon, S.Y.; Ahn, D.; Hwang, J.Y.; Kang, M.].; Chung, S.J. Linoleic acid exerts antidiabetic effects by inhibiting protein ty-rosine
phosphatases associated with insulin resistance. J. Funct. Foods 2021, 83, 104532. [CrossRef]

Yoon, S.-Y.; Kang, HJ.; Ahn, D.; Hwang, ].Y.; Kwon, S.J.; Chung, S.J. Identification of chebulinic acid as a dual targeting inhibitor
of protein tyrosine phosphatases relevant to insulin resistance. Bioorganic Chem. 2019, 90, 103087. [CrossRef]

Oelrichs, P.B.; Pearce, C.M.; Zhu, J.; Filippich, L.J. Isolation and structure determination of terminalin a toxic condensed tannin
fromTerminalia oblongata. Nat. Toxins 1994, 2, 144-150. [CrossRef]

Hirano, Y,; Kondo, R.; Sakai, K. 5A-Reductase inhibitory tannin-related compounds isolated from Shorea laeviforia. J. Wood Sci.
2003, 49, 339-343. [CrossRef]

Furihata, K.; Seto, H. Decoupled HMBC (D-HMBC), an improved technique of HMBC. Tetrahedron Lett. 1995, 36, 2817-2820.
[CrossRef]

Orgil, O.; Schwartz, E.; Baruch, L.; Matityahu, I.; Mahajna, J.; Amir, R. The antioxidative and anti-proliferative potential of
non-edible organs of the pomegranate fruit and tree. LIWT 2014, 58, 571-577. [CrossRef]

Reddy, M.K,; Gupta, S.K; Jacob, M.R.; Khan, S.I; Ferreira, D. Antioxidant, antimalarial and antimicrobial activities of tan-nin-rich
fractions, ellagitannins and phenolic acids from Punica granatum L. Planta Med. 2007, 73, 461-467. [CrossRef] [PubMed]

Adams, L.S.; Zhang, Y.; Seeram, N.P; Heber, D.; Chen, S. Pomegranate ellagitannin-derived compounds exhibit antiprolif-erative
and antiaromatase activity in breast cancer cells in vitro. Cancer Prev. Res. 2010, 3, 108-113. [CrossRef] [PubMed]

Lansky, E.P.; Newman, R.A. Punica granatum (pomegranate) and its potential for prevention and treatment of inflammation and
cancer. J. Ethnopharmacol. 2007, 109, 177-206. [CrossRef] [PubMed]

Yoon, S.Y.; Kim, D.H.; Min Roh, K.; Ahn, D.; Jin Kang, H.; Chung, S.]J. Identification of Vaccinia-H1 Related Phosphatase as an
Anticancer Target for 1,2,3,4,6-O-Pentagalloylglucose. Chem. Biodivers. 2020, 17, €1900414. [CrossRef] [PubMed]

Hendriks, W.J.; Pulido, R. Protein tyrosine phosphatase variants in human hereditary disorders and disease susceptibilities.
Biochim. et Biophys. Acta (BBA)-Mol. Basis Dis. 2013, 1832, 1673-1696. [CrossRef] [PubMed]

McCullough, B.S.; Batsomboon, P.; Hutchinson, K.B.; Dudley, G.B.; Barrios, A.M. Synthesis and PTP Inhibitory Activity of Illudalic
Acid and Its Methyl Ether, with Insights into Selectivity for LAR PTP over Other Tyrosine Phosphatases under Physio-logically
Relevant Conditions. . Nat. Prod. 2019, 82, 3386-3393. [CrossRef]

Li, Y,; Duan, B.; Li, Y,; Yu, S.; Wang, Y. The isoflavonoid calycosin inhibits inflammation and enhances beta cell function in
gestational diabetes mellitus by suppressing RNF38 expression. Immunopharmacol. Immunotoxicol. 2020, 42, 366-372. [CrossRef]
Lambadiari, V,; Triantafyllou, K.; Dimitriadis, G.D. Insulin action in muscle and adipose tissue in type 2 diabetes: The sig-nificance
of blood flow. World, J. Diabetes 2015, 6, 626—633. [CrossRef]

Kim, M.S.; Hur, H.J.; Kwon, D.Y.; Hwang, J.-T. Tangeretin stimulates glucose uptake via regulation of AMPK signaling pathways
in C2C12 myotubes and improves glucose tolerance in high-fat diet-induced obese mice. Mol. Cell. Endocrinol. 2012, 358, 127-134.
[CrossRef]

Long, Y.C.; Zierath, ].R. AMP-activated protein kinase signaling in metabolic regulation. J. Clin. Invest. 2006, 116, 1776-1783.
[CrossRef]


http://doi.org/10.1021/acs.orglett.1c00790
http://www.ncbi.nlm.nih.gov/pubmed/33826851
http://doi.org/10.1016/j.phrs.2017.03.003
http://www.ncbi.nlm.nih.gov/pubmed/28274853
http://doi.org/10.1016/j.jff.2021.104532
http://doi.org/10.1016/j.bioorg.2019.103087
http://doi.org/10.1002/nt.2620020311
http://doi.org/10.1007/s10086-002-0481-y
http://doi.org/10.1016/0040-4039(95)00405-2
http://doi.org/10.1016/j.lwt.2014.03.030
http://doi.org/10.1055/s-2007-967167
http://www.ncbi.nlm.nih.gov/pubmed/17566148
http://doi.org/10.1158/1940-6207.CAPR-08-0225
http://www.ncbi.nlm.nih.gov/pubmed/20051378
http://doi.org/10.1016/j.jep.2006.09.006
http://www.ncbi.nlm.nih.gov/pubmed/17157465
http://doi.org/10.1002/cbdv.201900414
http://www.ncbi.nlm.nih.gov/pubmed/31797547
http://doi.org/10.1016/j.bbadis.2013.05.022
http://www.ncbi.nlm.nih.gov/pubmed/23707412
http://doi.org/10.1021/acs.jnatprod.9b00663
http://doi.org/10.1080/08923973.2020.1782426
http://doi.org/10.4239/wjd.v6.i4.626
http://doi.org/10.1016/j.mce.2012.03.013
http://doi.org/10.1172/JCI29044

	Introduction 
	Materials and Methods 
	General Experimental Procedures 
	Plant Material 
	Extraction and Isolation 
	Measurement of the Effect of Terminalin on PTP Catalytic Activity 
	Cell Culture 
	Cell Differentiation 
	Cell Viability Assay 
	Glucose Uptake Assay 
	Statistical Analysis 

	Results and Discussion 
	Isolation of Terminalin 
	Structural Elucidation of the Isolated Compound 
	Terminalin Shows Inhibitory Effect on PTPs Relevant to Insulin Resistance 
	Terminalin Increases Glucose Uptake in C2C12 Cells 

	Conclusions 
	References

