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Abstract: Aster glehni F. Schmidt (AG), is a natural product known to have anti-obesity effects, but
the mechanism underlying these effects is not well documented. We hypothesized that AG may have
inhibitory effects on enzymes related to lipid accumulation. Herein, AG fractions were tested against
HMG-CoA reductase (HMGR) and fatty acid synthase (FAS), two important enzymes involved
in cholesterol and fatty acid synthesis, respectively. We found that dicaffeoylquinic acid (DCQA)
methyl esters present in AG are largely responsible for the inhibition of HMGR and FAS. Since free
DCQA is a major form present in AG, we demonstrated that a simple methylation of the AG extract
could increase the overall inhibitory effects against those enzymes. Through this simple process, we
were able to increase the inhibitory effect by 150%. We believe that our processed AG effectively
modulates the HMGR and FAS activities, providing promising therapeutic potential for cholesterol-
and lipid-lowering effects.

Keywords: Aster glehni F. Schmidt; di-caffeoylquinic acid; fatty acid synthase; HMG-CoA reductase;
LC-MS/MS; polyphenols

1. Introduction

Dietary supplements and herbal medicines derived from natural products purified or
isolated from edible plants have always been popular due to their effectiveness and lower
toxicity [1,2]. Approximately 50%—-80% of the Asian and African population reportedly
takes herbal medicines according to the World Health Organization (WHO) [3]. Due to
their demonstrated safety and effectiveness, drugs derived from natural products comprise
approximately a quarter of the total drug market [4]. Efforts to develop new drugs based
on plant extracts or their derivatives are ongoing [5]. In this study, we were interested
in the native, wild plant Aster glehni F. Schmidt (AG), a natural product mostly found on
Ulleung Island, Korea. The young stems and leaves of AG collected in the spring are often
consumed by Koreans as a common vegetable side dish, Chwinamul [6]. Recently, Lee et al.
reported that AG extract may improve NAFLD conditions through regulating PPAR & and
adiponectin [7]. Additionally, it has been reported that AG has various therapeutic effects,
such as anticonvulsant, antioxidant, anti-inflammatory, hypouricemic, and anti-obesity
effects [6,8-10].

Cardiovascular diseases (CVDs) are the leading cause of death worldwide according
to the World Health Organization [11]. Strokes and heart attacks, classified as blood ves-
sel CVDs, are mainly caused by a blockage, such as a build-up of fatty deposits on the
inner walls of blood vessels, which prevents blood from flowing to the brain or heart [12].
Fatty deposits such as cholesterol and saturated fatty acids are biosynthesized through the
mevalonate pathway and fatty acid synthesis pathway, respectively [13,14]. One way to
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lower blood cholesterol levels is by inhibiting 3-hydroxy-3-methylglutaryl-coenzyme A
reductase (HMGR) in the mevalonate pathway. This pathway catalyzes the conversion
of HMG-CoA to mevalonic acid, a precursor molecule of cholesterol. Statins are well
known for lowering plasma cholesterol levels by inhibiting HMGR, and their therapeutic
potential for treating patients with coronary artery disease and heart diseases has been
demonstrated [15]. Recently, De Silva et al. reported that elevated levels of circulating
serum fatty acids were observed in patients with cerebrovascular disease [16]. The biosyn-
thesis of saturated fatty acids is modulated by fatty acid synthase (FAS) from acetyl-CoA
and malonyl-CoA. Inhibitors of FAS, such as cerulenin, have shown to be effective against
obesity and related diseases [17-19]. As we believe that HMGR and FAS are the two
enzymes critical for regulating cholesterol and fatty acid levels, we hypothesized that AG
might show its anti-obesity effects through modulating the activities of these enzymes.

During our search for biologically active components from the natural product, we
found that the ethyl acetate fraction prepared from Aster glehni (AGE) showed an inhibitory
effect on HMGR and FAS. Previously, dicaffeoylquinic acids (DCQA) 1-4 were identified
in the AGE (Figure 1) [6], and among them, 3,5-dicaffeoylquinic acid (1) and 4,5-di-o-
caffeoylquinic acid (2) were found to be the major components of the AGE. DCQAs were
recently reported for their anti-inflammatory and antioxidant activities [20]. To extend
our knowledge of the anti-obesity effects of AG, we focused on the DCQA series for
their activities related to HMGR and FAS inhibition. In this way, we have identified that
the methylated DCQA 3 and 4 have better inhibition toward HMGR and FAS. Here, we
demonstrate that general esterification of the AGE to methylated AGE (AGEM) increases
its potency against HMGR inhibition, and through sequential fractionation of AGEM,
we report the components present in the most potent fractions responsible for inhibiting
both enzymes.
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Figure 1. Components known to be present in AGE: 3,5-di-o-caffeoylquinic acid (1), 4,5-dicaffeoylquinic acid (2), 3,5-

dicaffeoylquinic acid methyl ester (3) and 4,5-dicaffeoylquinic acid methyl ester (4).

2. Results
2.1. HMG-CoA Reductase Inhibition Assay

The crude mixture of AG was extracted sequentially with methanol, dichloromethane,
ethyl acetate, and butanol. Among the extracted fractions, the ethyl acetate fraction (AGE)
had the most antioxidants and HMGR inhibition activities (data not shown). The most
abundant compound found in the AGE was 3,5-dicaffeoylquinic acid (1) [6]. Among the
series of DCQA compounds, 3,5-dicaffeoylquinic acid methyl ester (3) showed the most
potent activity against HMGR inhibition with an ICsg value of 9 uM. An analog of (2),
4,5-dicaffeoylquinic acid methyl ester (4) also showed a reasonable inhibitory activity of
63 uM (Figure S1).

2.2. Esterification of AGE

As shown in Figure 2, compound 1 was successfully methylated to produce compound
3 using Amberlite IR120 H* and methanol. Esterification was performed on the AGE using
the same method to produce the methylated mixture AGEM.
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Figure 2. Scheme for esterification of (a) 3,5-DCQA into methyl 3,5-DCQA and (b) AGE mixture into methyl esters of AGE
mixture were performed using Amberlite IR 120 H*.

2.3. Concentration Dependent HMG-CoA Reductase Inhibition Assay

A concentration-dependent HMGR inhibition study shows the ICsy values of the
mixture. After the esterification of the extract to increase the methylated DCQA contents in
the mixture, the methylated ethyl acetate fraction of AG and AGEM showed better HMGR
inhibitory effects, as shown in Figure 3. The AGEM had an ICsy value of 98£15 ug/mL,
while the AGE originally had an ICsj value of 150 &+ 25 pug/mL. A simple esterification of
the AGE increased its potency by approximately 150%.
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Figure 3. Dose-response activity curve for non-methylated (left) fraction and methylated (right)
fraction against HMGR. After simple methylation, the ICsg values increased from 150.3 & 25.5 pg/mL
t0 98.1 £ 15.1 ug/mL.

To identify the most active portion of the AGEM, it was fractionated again and tested
for activity against HMGR. As shown in Figure 4, the fractions AGEM70M, AGEM90M,
and AGEM100M showed better potency against HMGR inhibition, while AGEM30M and
AGEMS50M had less activity. The most active fractions, AGEM70M and AGEM90M, were
tested for their concentration-dependent enzymatic activity, and it was found that they had
ICs5¢ values of 19.741.4 pug/mL and 18.6+0.85 ng/mlL, respectively, for HMGR inhibition
(Figure S2).
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Figure 4. HMGR inhibition assay with AGEM30M through AGEM100M at 100 g/mL. AGEM70M
and AGEM90M showed best inhibitory activity against HMGR. Pravastatin, 10 uM (positive control),
showed good inhibition against HMGR. Statistical significance was analyzed using Student’s ¢-test
***p <0.001, ** p < 0.01. Asterisks above the bar represents the statistical significance comparing each

group (n = 3) to the control group.

2.4. Concentration-Dependent Fatty Acid Synthase Inhibition Assay

As shown in Figure 5, among the AGEM fractions, AGEM70M showed the best
inhibition activity against FAS. A concentration-dependent inhibition study showed that
AGEM70M has an ICsj value of 106.1 ng/mL (Figure S3). Interestingly, AGEM90M and
AGEM100M, which both showed good HMGR inhibition activity, showed only weak FAS

inhibitory activity.
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Figure 5. FAS inhibition assay with AGEM30M through AGEM100M at 100 g/mL. AGEM70M
showed the most inhibition against FAS. Cerulenin (positive control), an inhibitor of FAS, showed
good inhibition against FAS, while pravastatin showed no effect against FAS. Statistical significance
was analyzed using Student’s t-test *** p < 0.001, ** p < 0.01, * p < 0.05. Asterisks above the bar
represents the statistical significance comparing each group (1 = 3) to the control group.
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2.5. Qualitative Analysis of AGEM and Quantitative Analysis of AGEM70M

AGEM fractions were qualitatively analyzed using LC-MS/MS. Various compounds,
including a DCQA series, a glucopyranoside series, and polyphenols, were detected from
the AGEM fractions (Figure 54). As AGEM70M showed the most inhibition against HMGR
and FAS, the components present in AGEM70M were analyzed qualitatively using LC-
MS/MS, as shown in Figure 6. Each fraction was analyzed, and the components were
quantified using standard compounds, and these results are summarized in Table S1.
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Figure 6. Chromatogram of the components in AGEM70M fractions from LC-MS/MS elution. The
components eluted from the column are identified as 3,5-dicaffeoylquinic acid (3,5-DCQA), 4,5-
dicaffeoylquinic acid (4,5-DCQA), quercetin, 3,5-dicaffeoylquinic acid methyl ester (3,5-DCQA-ME),
4,5-dicaffeoylquinic acid methyl ester (4,5-DCQA-ME), kaempferol, isorhamnetin, and rhamnetin.

3. Discussion

Today, herbal medicines are widely used to treat medical illnesses or as dietary supple-
ments due to their various therapeutic potentials. Particularly for treating hyperlipidemia,
a risk factor of CVD, the tendency to use synthetic drugs is decreasing due to the unwanted
side effects [21-23]. Accordingly, the use of herbal medicines with lipid-lowering potentials
to complement or to replace synthetic drugs is increasing [24].

Although AG has been shown to be effective for antiadipogenic and anti-obesity
activities, its exact lipid-lowering mechanism remains unknown [8]. As the plant extracts
may contain multiple components that may interact and interfere mechanistically, poly-
pharmacological effects are known as multi-target effects [25,26]. We hypothesized that
the active compounds in AG may modulate the enzymes involved in lipid accumulation.
We targeted two of the important enzymes involved in cholesterol and lipid biosynthesis,
HMGR and FAS.

First, we identified 3,5-dicaffeoylquinic acid methyl ester (3) as the most active com-
pound, which is isolated from AG for inhibiting HMGR. As 3,5-dicaffeoylquinic acid (1)
is the most abundant compound present in the AGE fraction, we attempted a general
esterification of the AGE mixture to increase the volume of the 3,5-dicaffeoylquinic acid
methyl ester (3). We hypothesized that the HMGR inhibitory activity would generally
increase through simple esterification of the AGE mixture. As anticipated, the activity
against HMGR inhibition significantly increased through simple esterification of AGE into
AGEM (Figure 3). Surprisingly, AGEM also showed inhibitory activity against FAS (data
not shown).

FAS is an enzyme that catalyzes the formation of palmitic acid from malonyl-CoA and
acetyl-CoA. The modulation of FAS activity is implicated in various diseases, including
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cardiovascular diseases and cancers. Additionally, FAS is known to be overexpressed in
various cancer cells, such as breast and prostate cancer cells, and has been well documented
previously as a potential therapeutic target [27-29]. Thus, the AGEM was fractionated, and
the fractions were tested for their inhibitory activity against HMGR and FAS.

As shown in Figures 4 and 5, among the AGEM fractions, AGEM70M showed good
inhibition activity against HMGR and FAS. However, AGEM90M and AGEM100M, which
both showed good HMGR inhibition activity, showed only weak FAS inhibitory activity.
Cerulenin, a known FAS inhibitor [17], showed very good potency against FAS, while
pravastatin, a potent inhibitor of HMGR, did not have any effect on FAS, confirming that
the mode of action for HMGR and FAS inhibition differs. This suggests that there may
be more than one active compound present in the AGEM70M fraction and the active
compounds that contribute to inhibiting each enzyme are different.

As AGEM70M is a dual-modal active fraction that inhibits both HMGR and FAS,
we performed qualitative and quantitative analyses of the fractions to identify the active
components that are responsible for these dual effects. As shown in Figure 6, DCQA series
and multiple polyphenolic contents, such as kaempferol, rhamnetin, isorhamnetin, and
quercetin, were identified in the AGEM70M fraction. In multiple studies, plant polyphenols
were shown to be effective in lowering cholesterol and lipid levels by modulating HMGR
and FAS activities [30-33]. Thus, not only the active DCQA contents in AGEM70 but also
the polyphenols may have been responsible for the dual-modal activity.

Since AGEM70M had activities against both HMGR and FAS, we further fractionated
it into six fractions (AGEM70M-1 to AGEM70M-6) to analyze the active components
responsible for the activity against each enzyme. As shown in Figure S5, all fractions had
the potency to inhibit HMGR, but the level of inhibition differed from AGEM70M-1 to
AGEM70M-6.

Among the fractions, AGEM70M-2 and -3 showed reasonable HMGR inhibitory
activity, which may be attributable to the high content of methylated DCQA, 3 and 4.
However, the highest level of HMGR inhibition was observed in the AGEM70M-4 fraction.
Since we found that isorhamnetin and kaempferol also show weak HMGR inhibitory effects
(Figure S6), we believe the high activity in AGEM70M-4 may be due to the synergistic
effect of 3, 4, kaempferol, and isorhamnetin.

4. Materials and Methods
4.1. Reagents

All reagents and materials were purchased from Sigma-Aldrich (MO, USA), except
the following: MCEF-7 cells were purchased from the Korean Cell Line Bank (Seoul, Korea).
Dulbecco’s Modified Eagle’s Medium (DMEM), antibiotic-antimycotic, fetal bovine serum,
and phosphate-buffered saline were purchased from Gibco™ (Thermo-Fisher Scientific,
Waltham, MA, USA).

4.2. Instruments

Enzyme assays were recorded on a Versamax microplate reader (Molecular Devices,
San Jose, CA, USA) with transparent 96-well plates (Greiner Bio-One, Kremsmiinster,
Austria). Qualitative analyses for the components in the AG extracts were performed on an
Ultimate 3000 UHPLC system with an auto-sampler and a column oven coupled to an LTQ
Orbitrap Velos Pro™ system mass spectrometer (Thermo Scientific, Waltham, CA, USA)
with a heated electrospray ionization source (HESI). The software packages Xcalibur2.2,
TunePlus2.7, and Chromeleon MS Link 6.80 (Thermo Scientific, Waltham, CA, USA) were
used. Quantitative analyses for the components in the AG extracts were performed on
an ExionLC AD System connected to a Triple Quad™ 4500 system mass spectrometer
equipped with an electrospray ionization source (AB Sciex, Redwood City, CA, USA).
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4.3. Plant Materials

The AG leaves were collected from Ulleung Island, Korea, during August, 2007, and
identified by prof. Chang-Soo Yook, Kyung Hee University. The voucher specimens (971-
12A) were deposited in the herbarium of the Korea Institute of Science and Technology.
The AG was extracted as previously reported [6].

4.4. HMG-CoA Reductase (HMGR) Inhibition Assay

The HMGR activity assay was optimized using a 96-well microplate reader to measure
the amount of NADPH oxidation during the process of enzyme turnover. Each well
contained 89 uL of 50 mM sodium phosphate buffer (pH 6.8), 0.8 mM NADPH and 2 pg of
enzyme (2-8 units/mg); 1 puL of a desired concentration of an inhibitor sample in DMSO
and 0.8 mM HMG-CoA in 10 pL of phosphate buffer was added to the well to start the
reaction. As a positive control, 10 uM pravastatin was used, while blank DMSO was used
as a negative control. The HMGR activity was determined by monitoring the decrease in
NADPH absorbance at 340 nm using a 96-well microplate reader for 900 sec at 37 °C. All
assays were performed in triplicate, and all data are presented as the mean + standard
deviation. Statistical analysis was performed using Student’s t-test, comparing each group
to the control group. The results are represented by asterisks *** p < 0.001.

4.5. Esterification of the Ethyl Acetate Fractions of AG (AGE)

Chopped and air-dried aerial parts of AG (2.7 kg) were extracted three times with
methanol (26 L) at room temperature to produce a methanol-soluble extract. The dried
extract residue (394.8 g) was suspended in water and then partitioned in turn with
dichloromethane, ethyl acetate and n-butanol. The ethyl acetate fraction (AGE) of 506 mg
was refluxed with methanol (20 mL) and acidic resin (Amberlite IR 120 H*, 500 mg) for 1
day and then filtered to remove the resin. The methanol was evaporated under reduced
pressure to yield 530.3 mg of residue (AGEM).

4.6. Fractionation of the Methylated AGE (AGEM)

AGEM was divided into five fractions by Diaion HP-20 using 30% (AGEM30M), 50%
(AGEMb50M), 70% (AGEM70M), 90% (AGEM90M), and 100% MeOH (AGEM100M) as
the eluent. The AGEM70M (89 mg) fraction was purified by a Sephadex LH-20 CC using
MeOH as the eluent to give six sub-fractions (AGEM70M-1-6), which were stored at —20 °C
until required, at which point, each sub-fraction was thawed at room temperature and
dissolved in DMSO (10 mg/mL) for a stock solution and used for assay.

4.7. Fatty Acid Synthase (FAS) Inhibition Assay

FAS activity assay was performed using a protocol as described previously [27].
Briefly, human breast adenocarcinoma MCEF-7 cells were obtained from the Korean Cell
Line Bank and maintained in DMEM containing 10% heat-inactivated fetal bovine serum,
100 units/mL penicillin, an antibiotic-antimycotic agent including 100 pg/mL strepto-
mycin, and 0.25 pg/mL Fungizone® (amphotericin B) in a humidified incubator at 37 °C
containing 5% CO,. Confluent cells were harvested by trypsinization and subcultured.
After harvesting with trypsin-EDTA, MCEF-7 cells were lysed mechanically through three
cycles of freeze-thawing by using 150 L of 0.2 mM phosphate buffer, pH 7.0, containing
125 pg/mL of a protease inhibitor cocktail. After centrifuging at 1,500 x g for 10 min at 4 °C,
the supernatant was collected and treated with 10% ammonium sulfate for precipitation.
The sample was centrifuged again, and the supernatant was treated with 15% ammonium
sulfate, which precipitates FAS. The collected FAS crude mixture dissolved in the buffer
was then washed three times using a 100K MWCO Amicon Ultra-0.5 mL centrifugal fil-
ter (Merck Millipore, Burlington, MA, USA) at 14,000 rpm. The concentrated mixtures
that remained in the centrifugal unit were used for the FAS activity assays. Fatty acid
synthase activity was tested by measuring the amount of NADPH oxidation. All assays
were performed in triplicate, and all data are presented as the mean + standard deviation.
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Statistical analysis was performed using a Student’s ¢-test, comparing each group with the
control group. The results are represented by asterisks *** p < 0.001, ** p < 0.01, * p < 0.05.

The activities for the overall FAS reaction were determined at 37 °C in 100 uL of
assay buffer (0.2 M potassium phosphate, 1 mM DTT, 1 mM EDTA, pH 7.0, 1 uL inhibitor
dissolved in DMSO) using 0.5 mM NADPH, 0.4 mM Malonyl-CoA, 0.24 mM Acetyl-CoA,
1% DMSO and 40 puL of a crude 2 mg/mL fatty acid synthase mixture. As a positive control,
100 uM of cerulenin was used, while DMSO was used as a negative control. The rate of
the reaction was determined by monitoring the decrease in NADPH absorbance at 340 nm
using a 96-well microplate reader.

4.8. Qualitative Analysis of Components in AGEM

The ACQUITY UPLC® BEH C18 column (2.1 mm x 100 mm, 1.7 um, Waters, MA,
USA) was used for all chromatographic separations. The mobile phase was composed of
0.1% formic acid in 1% acetonitrile (v/v, mobile phase A) and 99% acetonitrile (v/v, mobile
phase B). At a flow rate of 0.4 mL/min, the elution gradients were as follows: 0-1.5 min,
5 to 20% (B), 1.5-6.5 min, 20 to 25% (B), 6.5-10 min, 25 to 80% (B), 10-12 min, 80% (B),
12-13.5 min 80 to 5% (B), and 13.5-16 min 5% (B). The column was maintained at 40 °C,
and the injection volume was 10 uL for each sample. The samples were kept at 4 °C in an
autosampler during the analysis. The method for performing mass spectrometry using the
LTQ Orbitrap Velos ProTM was optimized as follows: for the MS full scan mode, resolution,
60,000; scan range, 110-2000 m/z; and for the MS/MS mode, resolution, 17,500, AGC
target, 2E04; scan range, relative to parent mass.

4.9. Quantitative Analysis of DCQA and Isoflavonoids in AGEM

The standards were serially diluted to acquire a calibration curve. The standards
used were dicaffeoylquinic acid (DCQA)-methyl ester, DCQA, rhamnetin, isorhamnetin,
kaempferol, quercetin, and quercetin-d3. AG fraction samples were diluted to 1 pg/mL
with MeOH containing 0.5 pg/mL quercetin-d; and readied for injection. The LC and
parameters used for the analysis were as follows: ExionLC AD System (AB Sciex, CA, USA);
ACQUITY UPLC BEH C18 Column (2.1 mm X 100 mm, 1.7 pm); injection volume, 5 uL;
autosampler temp., 6°C, column temp., 40°C, mobile phase (A), 0.1% formic acid in 5%
ACN; mobile phase (B), 0.1% formic acid in 95% ACN; flow rate, 0.4 mL/min; and running
time, 16 mins. The gradient method was as follows: 0-0.5 min, 0 to 2% (B); 0.5-1 min, 2%
(B); 1-1.5 min, 2 to 15% (B); 1.5-6.5 min, 15 to 17% (B); 6.5-10 min, 17 to 80% (B); 10-12 min,
80% (B); 12-12.5 min, 80 to 0% (B); and 12.5-16 min, 0% (B). The MS linked to the LC and
the parameters for the analysis were as follows: Triple Quad 4500 system (AB sciex, US);
ion source, turbo spray (ESI); polarity, positive; vaporizer temp, 500 °C; curtain gas, 35 psi;
collision gas, 8 psi; ion spray voltage, 5500 V; nebulizer gas, 50 psi; turbo gas, 50 psi. The
analyte MRM transition pair is shown in the following list.

Compound m/z (Q1, Q3)

DCQA 517.197 163.027
DCQA-ME 531.177 163.000
Rhamnetin 317.003 273.900

Isorhamnetin 317.003 302.000
Kaempferol 286.977 153.000
Quercetin 302.950 229.000
Quercetin-ds 306.058 232.000

5. Conclusions

In summary, for the first time, we targeted two of the important enzymes, HMGR and
FAS, involved in cholesterol and lipid biosynthesis that may be important in regulating lipid
metabolism as therapeutic targets of AG. In this way, we identified 3,5-dicaffeoylquinic acid
methyl ester (3) as the most active compound that is isolated from AG for inhibiting HMGR.
As 3,5-dicaffeoylquinic acid (1) is the most abundant compound present in the AGE fraction,
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we performed a general esterification of the AGE mixture to generate a mixture, AGEM,
with 150% increased activity. Furthermore, we found that AGEM70M is an active fraction
that inhibits both the HMGR and FAS. Through qualitative and quantitative analyses,
we identified the components present in the fraction, and through enzyme inhibition
assays, we identified the active components that are responsible for these dual effects: 3, 4,
kaempferol, and isorhamnetin. AG is a daily consumable food that is free from toxicity
or unwanted side effects. Thus, we believe that processed AG extracts have therapeutic
potential as a complementary and alternative medicine for lipid lowering agents.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/10
.3390/plants10112287/s1, Figure S1: Concentration dependent inhibition of HMGR by single DCQA
components isolated from AG. Figure S2: A comparison of the dose-response activity curve for
AGEM70M and AGEM90M. Figure S3: FAS inhibition assay of the fraction AGEM70M. Figure S4: LC—-
MS/MS chromatogram of AGEM fractions. Figure S5: HMGR inhibitory activity of the AGEM70M
fractions. Figure S6: HMGR inhibition by polyphenols present in AGEM. Table S1: Quantitative
analysis of the AGEM70M fractions.

Author Contributions: H.L., HJ.K., N.E.Y. and H.C. designed and carried out experiments. H.L. and
H.J.K. wrote the manuscript. B.H.]J. developed ideas and revised the manuscript. All authors read
and approved the final manuscript.

Funding: This research was funded by the Ministry of Science and ICT (National Research Founda-
tion of Korea), grant number NRF-2013M3A9C4078145 and Korea Institute of Science and Technology
Institutional Program (no. 2E31093).

Data Availability Statement: All data generated or analyzed during this study are included in this
published article.

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

References

1. Ekor, M. The growing use of herbal medicines: Issues relating to adverse reactions and challenges in monitoring safety. Front.
Pharmacol. 2014, 4, 177. [CrossRef]

2. Rashrash, M.; Schommer, J.C.; Brown, L.M. Prevalence and predictors of herbal medicine use among adults in the United States.
J. Patient Exp. 2017, 4, 108-113. [CrossRef] [PubMed]

3. WHO. WHO Global Report on Traditional and Complementary Medicine 2019; World Health Organization: Geneva, Switzerland, 2019.

4. Thomford, N.E; Senthebane, D.A.; Rowe, A.; Munro, D.; Seele, P.; Maroyi, A.; Dzobo, K. Natural products for drug discovery in
the 21st century: Innovations for novel drug discovery. Int. J. Mol. Sci. 2018, 19, 1578. [CrossRef] [PubMed]

5. Newman, D.J,; Cragg, G.M. Natural products as sources of new drugs from 1981 to 2014. J. Nat. Prod. 2016, 79, 629-661. [CrossRef]

6. Son, MJ;]Jin, C.; Lee, Y.S.; Lee, ].Y,; Kim, H.]. Characterization of caffeoylglucoside derivatives and hypouricemic activity of the
ethyl acetate fraction from Aster glehni. Bull. Korean Chem. Soc. 2015, 36, 503-512. [CrossRef]

7.  Lee, Y], Jang, YN.; Han, YM.; Kim, H.M.; Jeong, ]. M.; Son, M.].; Jin, C.B.; Kim, H.]J.; Seo, H.S. Caffeoylquinic acid-rich extract of
Aster glehni F. Schmidt ameliorates nonalcoholic fatty liver through the regulation of PPARS and adiponectin in ApoE KO Mice.
PPAR Res. 2017, 2017, 3912567. [CrossRef]

8. Lee, H-M,; Yang, G.; Ahn, T.-G.; Kim, M.-D.; Nugroho, A ; Park, H.-J.; Lee, K.-T.; Park, W.; An, H.-J. Antiadipogenic effects of
Aster glehni extract: In vivo and in vitro effects. Evid. Based Complement. Altern. Med. 2013, 2013, 859624. [CrossRef] [PubMed]

9. Nugroho, A,; Kim, M.-H.; Choj, J.; Choi, J.S.; Jung, W.T.; Lee, K.-T.; Park, H.-J. Phytochemical studies of the phenolic substances in
Aster glehni extract and its sedative and anticonvulsant activity. Arch. Pharmacal Res. 2012, 35, 423-430. [CrossRef]

10. Seo, S.; Lee, K.-G.; Shin, ].-S.; Chung, EK.; Lee, ].Y,; Kim, H.].; Lee, K.-T. 6 -O-Caffeoyldihydrosyringin isolated from Aster glehni
suppresses lipopolysaccharide-induced iNOS, COX-2, TNF-¢, IL-1$3 and IL-6 expression via NF-kB and AP-1 inactivation in
RAW 264.7 macrophages. Bioorganic Med. Chem. Lett. 2016, 26, 4592-4598. [CrossRef]

11.  Roth, G.A; Forouzanfar, M.H.; Moran, A.E.; Barber, R.; Nguyen, G.; Feigin, V.L.; Naghavi, M.; Mensah, G.A.; Murray, C.J.L.
Demographic and epidemiologic drivers of global cardiovascular mortality. N. Engl. |. Med. 2015, 372, 1333-1341. [CrossRef]

12.  Siri-Tarino, PW.; Sun, Q.; Hu, EB.; Krauss, R.M. Saturated fatty acids and risk of coronary heart disease: Modulation by
replacement nutrients. Curr. Atheroscler. Rep. 2010, 12, 384-390. [CrossRef]

13.  Yeganeh, B.; Wiechec, E.; Ande, S.R; Sharma, P.; Moghadam, A.R.; Post, M.; Freed, D.H.; Hashemi, M.; Shojaei, S.; Zeki, A.A.;
et al. Targeting the mevalonate cascade as a new therapeutic approach in heart disease, cancer and pulmonary disease. Pharmacol.
Ther. 2014, 143, 87-110. [CrossRef] [PubMed]

14. Nagarajan, S.R.; Butler, L.M.; Hoy, A.]. The diversity and breadth of cancer cell fatty acid metabolism. Cancer Metab. 2021, 9, 2.

[CrossRef] [PubMed]


https://www.mdpi.com/article/10.3390/plants10112287/s1
https://www.mdpi.com/article/10.3390/plants10112287/s1
http://doi.org/10.3389/fphar.2013.00177
http://doi.org/10.1177/2374373517706612
http://www.ncbi.nlm.nih.gov/pubmed/28959715
http://doi.org/10.3390/ijms19061578
http://www.ncbi.nlm.nih.gov/pubmed/29799486
http://doi.org/10.1021/acs.jnatprod.5b01055
http://doi.org/10.1002/bkcs.10095
http://doi.org/10.1155/2017/3912567
http://doi.org/10.1155/2013/859624
http://www.ncbi.nlm.nih.gov/pubmed/23864899
http://doi.org/10.1007/s12272-012-0304-7
http://doi.org/10.1016/j.bmcl.2016.08.074
http://doi.org/10.1056/NEJMoa1406656
http://doi.org/10.1007/s11883-010-0131-6
http://doi.org/10.1016/j.pharmthera.2014.02.007
http://www.ncbi.nlm.nih.gov/pubmed/24582968
http://doi.org/10.1186/s40170-020-00237-2
http://www.ncbi.nlm.nih.gov/pubmed/33413672

Plants 2021, 10, 2287 10 of 10

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

Jiang, S.-Y.; Li, H.; Tang, J.-].; Wang, J.; Luo, J.; Liu, B.; Wang, J.-K,; Shi, X.-J.; Cui, H.-W,; Tang, J.; et al. Discovery of a potent
HMG-CoA reductase degrader that eliminates statin-induced reductase accumulation and lowers cholesterol. Nat. Commun.
2018, 9, 5138. [CrossRef]

De Silva, G.S.; Desai, K.; Darwech, M.; Naim, U.; Jin, X.; Adak, S.; Harroun, N.; Sanchez, L.A.; Semenkovich, C.F,; Zayed, M.A.
Circulating serum fatty acid synthase is elevated in patients with diabetes and carotid artery stenosis and is LDL-associated.
Atherosclerosis 2019, 287, 38—45. [CrossRef] [PubMed]

Cheng, G.; Palanisamy, A.P.; Evans, Z.P,; Sutter, A.G.; Jin, L.; Singh, I.; May, H.; Schmidt, M.G.; Chavin, K.D. Cerulenin blockade
of fatty acid synthase reverses hepatic steatosis in ob/ob mice. PLoS ONE 2013, 8, €75980. [CrossRef]

Wang, J.; Hudson, R.; Sintim, H.O. Inhibitors of fatty acid synthesis in prokaryotes and eukaryotes as anti-infective, anticancer
and anti-obesity drugs. Future Med. Chem. 2012, 4, 1113-1151. [CrossRef] [PubMed]

Softic, S.; Cohen, D.E.; Kahn, C.R. Role of dietary fructose and hepatic de novo lipogenesis in fatty liver disease. Dig. Dis. Sci.
2016, 61, 1282-1293. [CrossRef] [PubMed]

Hong, S.; Joo, T.; Jhoo, J.-W. Antioxidant and anti-inflammatory activities of 3,5-dicaffeoylquinic acid isolated from Ligularia
fischeri leaves. Food Sci. Biotechnol. 2015, 24, 257-263. [CrossRef]

Rouhi-Boroujeni, H.; Rouhi-Boroujeni, H.; Heidarian, E.; Mohammadizadeh, F.; Rafieian-Kopaei, M. Herbs with anti-lipid effects
and their interactions with statins as a chemical anti- hyperlipidemia group drugs: A systematic review. ARYA Atheroscler. 2015,
11,244-251.

Rouhi-Boroujeni, H.; Rouhi-Boroujeni, H.; Gharipour, M.; Mohammadizadeh, F.; Ahmadi, S.; Rafieian-Kopaei, M. Systematic
review on safety and drug interaction of herbal therapy in hyperlipidemia: A guide for internist. Acta Biomed. 2015, 86, 130-136.
[PubMed]

Rouhi-Boroujeni, H.; Heidarian, E.; Rouhi-Boroujeni, H.; Deris, F.; Rafieian-Kopaei, M. Medicinal plants with multiple effects on
cardiovascular diseases: A systematic review. Curr. Pharm. Des 2017, 23, 999-1015. [CrossRef] [PubMed]

Rafieian-Kopaei, M.; Shahinfard, N.; Rouhi-Boroujeni, H.; Gharipour, M.; Darvishzadeh-Boroujeni, P. Effects of Ferulago angulata
extract on serum lipids and lipid peroxidation. Evid. Based Complement. Alternat. Med. 2014, 2014, 680856. [CrossRef] [PubMed]
Efferth, T.; Koch, E. Complex interactions between phytochemicals. The multi-target therapeutic concept of phytotherapy. Curr.
Drug Targets 2011, 12, 122-132. [CrossRef] [PubMed]

El-Readi, M.Z.; Al-Abd, A.M.; Althubiti, M.A.; Almaimani, R.A.; Al-Amoodi, H.S.; Ashour, M.L.; Wink, M.; Eid, S.Y. Multiple
molecular mechanisms to overcome multidrug resistance in cancer by natural secondary metabolites. Front. Pharmacol. 2021,
12, 658513. [CrossRef] [PubMed]

Liu, H.; Liu, Y,; Zhang, J.-T. A new mechanism of drug resistance in breast cancer cells: Fatty acid synthase overexpression-
mediated palmitate overproduction. Mol. Cancer Ther. 2008, 7, 263-270. [CrossRef] [PubMed]

Wu, D.; Xu, J,; Yu, G.; Zhang, B.; Wang, H.; Wang, C.; Ru, G.; Sun, A_; Shen, L.; Wei, Q. Expression status of fatty acid synthase
(FAS) but not HER? is correlated with the differentiation grade and prognosis of esophageal carcinoma. Hepatogastroenterology
2013, 60, 99-106. [CrossRef] [PubMed]

Buckley, D.; Duke, G.; Heuer, T.S.; O’Farrell, M.; Wagman, A.S.; McCulloch, W.; Kemble, G. Fatty acid synthase-Modern tumor
cell biology insights into a classical oncology target. Pharmacol. Ther. 2017, 177, 23-31. [CrossRef] [PubMed]

Ademosun, A.O.; Oboh, G.; Passamonti, S.; Tramer, F,; Ziberna, L.; Boligon, A.A.; Athayde, M.L. Phenolics from grapefruit peels
inhibit HMG-CoA reductase and angiotensin-I converting enzyme and show antioxidative properties in endothelial EA.Hy 926
cells. Food Sci. Hum. Wellness 2015, 4, 80-85. [CrossRef]

Leopoldini, M.; Malaj, N.; Toscano, M.; Sindona, G.; Russo, N. On the inhibitor effects of bergamot juice flavonoids binding to the
3-hydroxy-3-methylglutaryl-CoA reductase (HMGR) enzyme. ]. Agric. Food Chem. 2010, 58, 10768-10773. [CrossRef]

Ibrahim, A.; Shafie, N.H.; Mohd Esa, N.; Shafie, S.R.; Bahari, H.; Abdullah, M.A. Mikania micrantha extract inhibits HMG-CoA
reductase and ACAT2 and ameliorates hypercholesterolemia and lipid peroxidation in high cholesterol-fed rats. Nutrients 2020,
12, 3077. [CrossRef] [PubMed]

Zhang, ].-S.; Lei, ].-P.; Wei, G.-Q.; Chen, H.; Ma, C.-Y;; Jiang, H.-Z. Natural fatty acid synthase inhibitors as potent therapeutic
agents for cancers: A review. Pharm. Biol. 2016, 54, 1919-1925. [CrossRef] [PubMed]


http://doi.org/10.1038/s41467-018-07590-3
http://doi.org/10.1016/j.atherosclerosis.2019.05.016
http://www.ncbi.nlm.nih.gov/pubmed/31202106
http://doi.org/10.1371/journal.pone.0075980
http://doi.org/10.4155/fmc.12.62
http://www.ncbi.nlm.nih.gov/pubmed/22709254
http://doi.org/10.1007/s10620-016-4054-0
http://www.ncbi.nlm.nih.gov/pubmed/26856717
http://doi.org/10.1007/s10068-015-0034-y
http://www.ncbi.nlm.nih.gov/pubmed/26422426
http://doi.org/10.2174/1381612822666161021160524
http://www.ncbi.nlm.nih.gov/pubmed/27774898
http://doi.org/10.1155/2014/680856
http://www.ncbi.nlm.nih.gov/pubmed/24707310
http://doi.org/10.2174/138945011793591626
http://www.ncbi.nlm.nih.gov/pubmed/20735354
http://doi.org/10.3389/fphar.2021.658513
http://www.ncbi.nlm.nih.gov/pubmed/34093189
http://doi.org/10.1158/1535-7163.MCT-07-0445
http://www.ncbi.nlm.nih.gov/pubmed/18281512
http://doi.org/10.5754/hge122415
http://www.ncbi.nlm.nih.gov/pubmed/23419663
http://doi.org/10.1016/j.pharmthera.2017.02.021
http://www.ncbi.nlm.nih.gov/pubmed/28202364
http://doi.org/10.1016/j.fshw.2015.05.002
http://doi.org/10.1021/jf102576j
http://doi.org/10.3390/nu12103077
http://www.ncbi.nlm.nih.gov/pubmed/33050310
http://doi.org/10.3109/13880209.2015.1113995
http://www.ncbi.nlm.nih.gov/pubmed/26864638

	Introduction 
	Results 
	HMG-CoA Reductase Inhibition Assay 
	Esterification of AGE 
	Concentration Dependent HMG-CoA Reductase Inhibition Assay 
	Concentration-Dependent Fatty Acid Synthase Inhibition Assay 
	Qualitative Analysis of AGEM and Quantitative Analysis of AGEM70M 

	Discussion 
	Materials and Methods 
	Reagents 
	Instruments 
	Plant Materials 
	HMG-CoA Reductase (HMGR) Inhibition Assay 
	Esterification of the Ethyl Acetate Fractions of AG (AGE) 
	Fractionation of the Methylated AGE (AGEM) 
	Fatty Acid Synthase (FAS) Inhibition Assay 
	Qualitative Analysis of Components in AGEM 
	Quantitative Analysis of DCQA and Isoflavonoids in AGEM 

	Conclusions 
	References

