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Abstract: Coumarins, naturally occurring phytochemicals, display a wide spectrum of biological
activities by acting on multiple targets. Herein, nine coumarins from the root of Toddalia asiatica were
evaluated for activities related to pathogenesis of Alzheimer’s disease (AD). They were examined for
acetylcholinesterase (AChE) and AChE- or self-induced amyloid beta (A) aggregation inhibitory
activities, as well as neuroprotection against HyO,- and Af1_4-induced human neuroblastoma
SH-SY5Y cell damage. Moreover, in order to understand the mechanism, the binding interactions
between coumarins and their targets: (i) AChE and (ii) AB1-1» peptide were investigated in silico.
All coumarins exhibited mild to moderate AChE and self-induced A aggregation inhibitory actions.
In addition, the coumarins substituted with the long alkyl chain at position 6 or 8 illustrated ability to
inhibit AChE-induced A aggregation, resulting from their dual binding site at catalytic anionic site
and peripheral active site in AChE. Moreover, the most potent multifunctional coumarin, phellopterin,
could attenuate neuronal cell damage induced by H;O, and Af31_4, toxicity. Conclusively, seven
out of nine coumarins were identified as multifunctional agents inhibiting the pathogenesis of AD.
The structure—activity relationship information obtained might be applied for further optimization of
coumarins into a useful drug which may combat AD.

Keywords: acetylcholinesterase; amyloid beta aggregation; neuroprotection; molecular docking;
multi-target drug; structure-activity relationship

1. Introduction

Alzheimer’s disease (AD), the most common cause of dementia, is a chronic and progressive
neurodegenerative disorder. The main clinical manifestation of AD is memory impairment, leading to
the progressive loss of attention, emotions, mental capacity, and the ability to learn [1,2]. The molecular
mechanisms of AD are still unclear; however, several studies explained that AD is related to cholinergic
deficiency [3], amyloid beta peptide (Af3) aggregation [4], hyperphosphorylation of tau protein [5],
and oxidative stress [6].
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Several studies suggested that memory impairment results from a decline of acetylcholine (ACh),
which is the neurotransmitter that plays roles in the encoding of new memories and information [7].
Therefore, AD treatments are currently based on the inhibition of acetylcholinesterase (AChE). AChE,
which locates at post-synaptic membranes, is an enzyme that hydrolyses the ester bond of acetylcholine
(ACh) into acetate and choline, leading to termination of the action of ACh [8]. AChE is composed
of three binding sites including the catalytic site (CAS), anionic site (AS), and peripheral anionic site
(PAS). The CAS has a catalytic triad composed of three principle amino acids including Ser 200, Glu
327, and His 440, which are directly involved in ACh hydrolysis. The AS is located in the middle gorge
and consists of Trp84, Tyr130, and Phe330. The PAS at the entry to the gorge is represented by Tyr
70, Asp72, Tyr121, Tyr 334, and Trp279 [8,9]. Interestingly, several studies suggested that AChE was
not only involved in the hydrolysis of ACh, but also accelerated the aggregation of Af3 into amyloid
fibrils [10-12]. Moreover, researchers indicated that AChE interacts with A3 and induces A fibril
formation at the PAS of AChE. Af interacts with the hydrophobic region of AChE to stabilize the
AChE-Ap complex [10]. Therefore, the dual binding agents that interact simultaneously with both the
CAS and PAS sites of AChE might exhibit dual inhibition of AChE and Af3-aggregation.

Ap aggregation also plays a key role in AD progression [13]. The A peptides in the brain
are generated from the amyloid precursor protein (APP) through sequential cleavages by f3- and
y-secretase enzyme activities. Af is accumulated in the brain and spontaneously aggregates into the
oligomers to form insoluble fibrils that turn to amyloid plaques, which initiate mitochondrial oxidative
stress and promote hyperphosphorylation of tau proteins [14], resulting in neurotoxicity.

Currently, there are only five drugs approved by the Food and Drug Administration (FDA) for AD
treatment. However, the current approved drugs that modulate one target could only enable a palliative
treatment instead of curing AD. Due to the multi-pathogenesis of AD, the classical single-target approach
may be inadequate. Therefore, searching for candidates that target at multiple sites of the pathologic
cascade has become an effective strategy for developing drugs against AD [15-17]. Natural products
from plants have been considered as an important medical reservoir holding enormous potential.
The natural products possessing multifunction characteristics were found to have a potential for the
treatment of AD such as galantamine isolated from Galanthus woronowii Losinsk and Huperzine A
obtained from Huperzia serrata [18,19]. Thus, the natural compounds acting against a wider range of
targets associated with pathologic cascade might afford additional benefits for AD therapy:.

In the present study, we focused on Toddalia asiatica (L.) Lam, which is a medicinal plant of
the family Rutaceae. This plant is widely distributed in many countries of Africa and Asia [20].
The plant is used traditionally to treat several diseases including malaria, stomachache, and chest
pains [21,22]. Coumarins are the major components found in T. asiatica. Coumarins have been studied
for various pharmacological effects, such as anti-inflammatory [23], anti-cancer [24], anti-oxidant [25],
anti-coagulant [26], and anti-microbial [27] activities, as well as anti-AChE activity [28,29]. They display
a wide spectrum of biological activities by acting on multiple targets. Thus, in this study, we focused
on the coumarins that can interact with AChE, both of PAS and CAS, to discover the novel therapeutic
agents that can increase the amount and duration of acetylcholine (ACh) action, as well as prevent A
aggregation. Nine coumarins extracted from the root of T. asiatica include phellopterin, isoimpinellin,
toddalolactone, toddaculin, toddacoumaquinone, toddalenone, toddanone, artanin, and fraxinol
(Figure 1). They were evaluated for biological activities related to AD, including AChE inhibitory and
AChE- and self-induced amyloid beta (A3) aggregation inhibitory activities. In order to understand
the mechanism, the binding interactions between coumarins and their targets AChE and A peptide
were investigated in silico by molecular docking. Moreover, the most potent multifunctional coumarin
was evaluated for neuroprotective effects against HyO,- and Ap-induced cell damage.
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Figure 1. Structures of coumarin derivatives.

2. Materials and Methods

2.1. Coumarin Derivatives

Nine coumarins extracted from the root of Toddalia asiatica, including phellopterin, isopimpinellin,
toddalolactone, toddaculin, toddacoumaquinone, toddalenone, toddanone, artanin, and fraxinol
(Figure 1), were gifted by Chavi Yenjai (Faculty of science, Khon Kaen university, Thailand). Theisolation
and structural elucidation were explained in a previous report [30,31]. Acetylthiocholine iodide (ATCI),
bovine serum albumin (BSA), beta amyloid 1-42 (Af31-42), tacrine, trolox, N-acetyl cysteine (NAC),
trypsine, fetal bovine serum (FBS), and Dulbecco’s modified Eagle medium nutrient mixture F-12
(DMEM/F12) were purchased from Sigma-Aldrich (SM Chemical supplies Co., Ltd., Bangkok, Thailand),
Merck (Merck, Bangkok, Thailand), Gibthai (GT Chemical supplies Co., Ltd., Bangkok, Thailand),
and Fluka (SM Chemical supplies Co., Ltd., Bangkok, Thailand). AutoDock program version 4.2.6
(the Scripps Research Institute, La Jolla, CA, USA) and BIOVIA Discovery Studio 2017 (BIOVIA,
San Diego, CA, USA) were used in the molecular docking study.

2.2. Acetylcholinesterase Inhibitory Activity

Acetylcholinesterase inhibitory activity was determined and modified from Ellman, as described
elsewhere [32]. Briefly, the assay mixture consisted of 25 pL of 0.1 M phosphate buffer (pH 7.4), 25 uL
of 1 mM substrate (acetylthiocholine iodide solution), 125 pL of 1 mM 5, 5’-dithiobis-(2 nitrobenzoic
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acid (DTNB), 50 uL of 0.2 Units/mL AChE from Electrophorus electricus (type VI-S), and 25 pL of test
inhibitors in various concentrations (0-100 uM). The stock solutions of test inhibitors were dissolved
in DMSO and diluted with phosphate buffer so that the final concentration of DMSO did not exceed
0.1%. The enzyme activity was measured by the increase in absorbance at 405 nm for 5 min with a
METERTECH Accureader M965 microplate reader. The enzyme activity and the percentage inhibition
were determined. The compound concentration producing 50% of AChE inhibition (ICs() was calculated
from a concentration-inhibition curve using linear regression analysis. All determinations were carried
out at least three times and in triplicate wells.

2.3. Inhibition of AChE-Induced AB1-4» AgQregation

Inhibition of AChE-induced A4, aggregation was modified and measured using a thioflavin T
(ThT) binding assay, as described elsewhere [33,34]. Briefly, AB1_4» was dissolved in 50 mM phosphate
buffer (pH 8.0). Three uL of Ap1_4p (250 uM) and 10 pL of AChE (10 unit/mL) or PBS in the presence
and absence of 2 puL of test inhibitors (0-500 M) were co-incubated for 3 h at 37 °C. To quantify amyloid
fibril formation, the mixture was diluted to a final volume of 200 uL. with 5 pM ThT in glycine-NaOH
buffer (pH 8.5) after the incubation period, and the fluorescence measurement was obtained at the
excitation and emission wavelengths of 446 nm and 490 nm, respectively. The fluorescence intensities
were recorded, and the percentage of inhibition on aggregation was calculated by using the following
equation: (1 —IFi/IFc) * 100%, in which IFi and IFc were the fluorescence of the AChE-induced AB1_4»
aggregation group in the presence and absence of the test compounds, respectively, after subtracting
the fluorescence of self APy, aggregation and the background fluorescence of 5 tM ThT in the
blank buffers. The compound concentration producing 50% of inhibition of AChE-induced A4
aggregation (ICsg) was calculated from a concentration-inhibition curve by using linear regression
analysis. All determinations were carried out at least three times and in triplicate wells. Curcumin was
used as a reference compound.

2.4. Inhibition of Self-Induced AB1_4y Aggregation

Inhibition of self-induced A4 aggregation was assayed, as described elsewhere [34]. Briefly,
nine microliters of 25 uM of A1_4» in 50 mM phosphate buffer, pH 7.4, was incubated with 1 pL of the
test compound at various concentrations (0-500 uM) in the dark at 37 °C for 48 h. After incubation,
the samples were mixed with 50 uM glycine/NaOH buffer (pH 8.5) containing 5 uM ThT. Fluorescence
intensities were measured at an excitation wavelength of 446 nm and an emission wavelength of
490 nm. The fluorescence intensities were recorded, and the percentage of inhibition on aggregation
was calculated by using the following equation: (1 — IFi/IFc) * 100% in which IFi and IFc were the
fluorescence intensities obtained for Af31.4, aggregation group in the presence and absence of the test
compounds, respectively, after subtracting the background fluorescence of 5 pM ThT in the blank
buffers. The compound concentration producing 50% of Af31_4, aggregation inhibition (ICs5) was
calculated from a concentration-inhibition curve for each compound using linear regression analysis.
The experiment was done in independent triplicates.

2.5. Computational Studies

The target templates AChE and Af31_4p were constructed by removing water and other solvent
molecules, adding all hydrogens, assigning Gasteiger charges, and merging non-polar hydrogen atoms.
The AChE template was prepared from a crystal structure of TcAChE bound with the AChE inhibitor,
N-[8-(1,2,3,4-tetrahydroacridin-9-ylthio)octyl]-1,2,3,4-tetrahydro acridin-9-amine, 2CEK and validated
by crystallographic structures of six AChE inhibitors (2CEK, 1H22, 1ZGB, 2CMF, 10DC, and 1UT6).
The A fibril template was prepared using the X-ray crystal PDB code 2BEG. AutoGrid was used to
generate grid maps. The grids were designated to include the active site of AChE and the whole fibril
structue. The grid box dimensions were defined with a size of 80 x 70 x 70 and 120 x 60 x 40 A for
AChE and A fibrils, respectively, and the grid spacing was set to 0.375 A. All ligands were docked by
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using the Lamarckian genetic algorithm via the AutoDock 4.2.6 program. The Lamarckian genetic
algorithm protocol was set using a population size of 100 individuals with 100 ligand orientation runs.
Additionally, the energy evaluation was 1,000,000 and the maximum number of evaluation was 27,000.
The orientation with the lowest docked energy was considered as the best conformation. After the
docking process, the docking complex poses were analyzed for their interactions by using BIOVIA
Discovery Studio 2017.

2.6. Neuroprotective Activity against Hydrogen Peroxide (H,O,) and ABq_4p Toxicity

Human neuroblastoma cells (SH-SY5Y) were cultured in Dulbecco’s Modified Eagle Medium
(DMEM/Ha’s F12) containing 50 IU/mL penicillin, 50 g/mL streptomycin, 2 mM rL-glutamine, and 10%
fetal bovine serum. Cells were maintained at 37 °C in a humidified incubator in an atmosphere of 5%
CO; For the assay, the SH-SY5Y cells, at a density of 5 X 10° cell/mL, were seeded in a 96-well plate
and incubated for 48 h.

For cytotoxicity evaluation, the cells were treated with potential coumarin derivatives in various
concentrations for 24 h. After that, cell viability was determined by staining the cells with 3-(4,
5-dimethyl-2-thiazolyl)-2, 5-diphenyl-2H-tetrazolium bromide, and MTT (5 mg/mL in PBS) for 2 h.
The optical density of each well was measured at 550 nm in a METERTECH Accureader M965
microplate reader.

For neuroprotection against HyO, investigation, the cells were pretreated with coumarin in various
concentrations for 24 h. After removing unabsorbed test compounds by washing with phosphate
buffer saline, the cells were treated with 100 uM H,O, for 2 h to induce oxidative stress. Cell viability
was determined by the MTT colorimetric method. The optical density of each well was measured at
550 nm. Curcumin at the concentration of 10 uM was used as a reference standard. All data were
expressed as a percentage of non-H,O,-treated groups (control group). The cell viability of the control
group was expressed as 100%. The experiment was done in independent triplicates (4 wells/group).

For neuroprotection against A 314 toxicity, the A4 preparation was modified from [17]. Briefly,
lyophilized Af31_4, was reconstituted in sterile water and keep at —80 °C until further use. Aliquots
were diluted with a culture medium to achieve a final concentration of 25 uM and then incubated
at 37 °C for 72 h to form aggregated amyloid. For the assay, SH-SY5Y cells were incubated with
aggregated A (25 uM), with or without the test compounds, for 24 h. Cell viability was determined
by the MTT colorimetric method. The optical density of each well was measured at 550 nm in a
METERTECH Accureader M965 microplate reader. Curcumin (10 pM) was used as a reference standard.
All data were expressed as a percentage of non-A;_g-treated groups (control group). Cell viability
of the control group was expressed as 100%. The experiment was done in independent triplicates
(4 wells/group).

The results are expressed as mean + SD (n = 3). Statistical significance was determined by paired
t-test (two group comparison). For all statistical analysis, significance levels were set at p value < 0.05.

3. Results and Discussion

3.1. Acetylcholinesterase Inhibition

The inhibitory activity of coumarin derivatives against AChE was evaluated according to the
spectrophotometric method of Ellman using tacrine, an AChE inhibitor, as a positive control. The ability
of the test compounds to inhibit AChE function was shown as ICsy, which is the test compound
concentration that resulted in 50% inhibition of AChE activity. The AChE inhibitory activity of
coumarins is summarized in Table 1. All coumarins exhibited moderate inhibitory activity with ICs
values in the range of 17 to 53 uM. To elucidate the correlation between the inhibitory activity and the
substitution groups on the coumarin ring, all compounds were divided into three groups according to
substitution on position 6, substitution of furan ring, and substitution on position 8. As indicated in
Table 1, fraxinol, which possesses a small hydroxyl group at position 6 of the coumarin ring, showed
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the highest inhibitory potency toward AChE. It was more potent than toddanone, toddaculin, and
toddalolactone, which bear a longer side chain. The replacement of hydroxyl group with long alkyl
chain might decrease electrostatic distribution in coumarin ring and might generate the steric hindrance
that decrease the binding affinity between coumarin and AChE, resulting in diminished inhibitory
activity [16]. The presence of a furan ring at position 6-7 showed an improved inhibitory activity.
Apparently, phellopterin (IC5y = 38 uM) was more potent than artanin (ICsy = 51 uM), which does
not bear any furan ring in the coumarin ring. Similarly, the presence of furano- or pyranocoumarins
slightly increased the AChE inhibitory activity in natural coumarins [35], which could indicate that
the furan ring possessing high electron density might influence the increase in binding affinity with
AChE. Our results revealed that phellopterin, which possesses a longer chain substituent at position 8
of the coumarin moiety, showed similar effect with isopimpinellin, which contains a methoxyl group.
However, some studies reported that the inhibitory activity of the natural coumarins can be increased
when presented with larger substituents at position 8 [35,36]. Our present study showed that the
coumarin moiety is the essential part of AChE activity. The presence of bulkier substituents at position
6 influenced a decrease in the activity, which was also found in [15]. Moreover, we suggested that
substitution of the furan ring at position 6-7 might improve AChE inhibitory activity by increasing the
binding affinity.

Table 1. Biological activities of coumarins related to Alzheimer’s disease (AD).

AChE-Induce AB Self-Induced A3
Compound AChE assay ICsp (uM) ICsy (UM) 1Cso (M)
Phellopterin 38+3 97 +7 95+3
Isopimpinellin 41 +1 ICsp > 500 uM 125+ 13
Toddalolactone 49 +5 105+9 220+ 1
Toddacoumaquinone 46 + 12 72+5 145 + 2
Toddanone 46+ 3 110+ 2 76 £ 1
Toddaculin 53+9 232 +10 143 +4
Toddalenone 40+4 211 £ 29 9 +1
Artanin 51«2 98 + 19 124 + 10
Fraxinol 18+7 1C59 > 500 uM 209 + 21
Tacrine 0.28 = 0.04 Not detected Not detected
Curcumin Not detected 5.8+0.3 5.0+0.1

3.2. AChE-Induced AB Aggregation Inhibitory Activity

Several pieces of evidence indicated an association between AChE and Af3. Apart from enhancing
hydrolysis of ACh, AChE also plays a role in A3 aggregation promotion by forming a complex with A
at the hydrophobic region of PAS [12,37]. To explore the effects of nine coumarins on AChE-induced Af3
aggregation inhibitory activity, a ThT-based fluorescence assay was performed, and curcumin was used
as a positive control. The inhibitory effects of the test compounds are summarized in Table 1. Seven of
nine coumarins showed an ability to inhibit Af31_4>-aggregation induced by AChE. Isopimpinellin and
fraxinol did not have inhibitory effects. Among the tested inhibitors, toddacoumaquinone exhibited the
most potent activity with ICsq value of 72 uM. The substitution at position 6 of the coumarin ring played
a vital role, for instance, fraxinol, which bears a small hydroxyl group, did not have an inhibitory effect
against AChE-induced A aggregation, while coumarin, which has a longer side chain like todaculin,
toddalolactone, and toddanone was active. In addition, the presence of di-hydroxyl or carbonyl
groups on the long alkyl chain at position 6, similar to toddalolactone (logP = 1.84, calculated by Swiss
ADME program) and toddanone (logP = 2.61), resulted in enhanced activity, comparable to toddaculin
(logP = 3.34). The inhibitory activity seemed to relate with hydrophilicity of the substituents at position
6. The presence of a furan ring in the coumarin ring did not affect A aggregation induced by AChE.
Apparently, phellopterin and artanin possessed similar inhibitory activities toward the AChE-induced
aggregation of Af31_4p. For position 8, substitution with a bulky group enhanced the inhibitory effect
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against AP aggregation induced by AChE. The lipophilicity of the substitution group at position 8
seems to play a role in the inhibitory action. The results showed that toddacoumaquinone (logP = 3.33)
possessed better activity than artanin (logP = 3.03) and toddalactone (logP = 3.34), respectively.

3.3. Self-Induced Ap Aggregation Inhibitory Activity

To determine the inhibition of self-induced A{31_4; aggregation of coumarins, we used a ThT
fluorescence assay to monitor and quantify aggregation of A3, and curcumin was used as the reference
compound. All coumarins exhibited inhibitory effects with ICsy values ranging from 76 to 220 uM
(Table 1). Toddanone, phellopterin and todalenone showed the most potent with ICs less than 100 puM.
Structure—activity relationship analysis indicated that the lipophilicity has impacts on inhibitory activity.
Coumarins which possessed log P less than 2, similar to fraxinol (logP = 1.51) and toddalolactone
(logP = 1.84), provided unfavorable effect, which displayed inhibitory activity with ICsy values
higher than 200 pM. However, the balance between hydrophilic and lipophilic properties should be
concerned. We found that the substitution with higher lipophilic group at position 6 or 8 led to declined
inhibitory potency; for instances, compared among the coumarins bearing different substituents at
position 8, toddalenone (log P = 2.30) showed higher inhibitory activity than artanin (log P = 3.03)
and toddacoumaquinone (log P = 3.3), respectively. Our results also demonstrated that the furan
substitution of phellopterin (ICsy = 95 uM) at position 6-7 exhibited higher inhibitory activity than the
corresponding OCHjz-substituted artanin (ICs5g = 124 uM). The furan ring might increase the binding
affinity by electron delocalization.

3.4. Binding Interaction Study by Molecular Docking

3.4.1. Binding Interaction with AChE

To clearly understand the mechanism of action between our test compounds and AChE, a
molecular modeling technique was performed to determine the binding orientation. The binding
orientations of nine coumarins in AChE are shown in Figure 2. The docking results revealed that the
coumarin ring of all derivatives was bound to the catalytic anionic site (CAS) of AChE. The coumarin
moiety had a planar structure, which is inserted into the CAS of AChE. Therefore, our results suggested
that the coumarin moiety is the important structure for AChE inhibitory action by interfering with ACh
hydrolysis at the CAS binding site. Some studies showed that the coumarin moiety binds preferably to
interact at the PAS of AChE, and they are mostly modified the long chain substituents at positions 3 or
4 of coumarin ring [12,37], but Fellarero et al. [29] demonstrated that coumarin could interact with
Ser200 at CAS and have 7— stacking interaction with Phe330. Thus, our data seem to support that
substitutions of the alkyl chain at position 6 or 8 forced coumarin ring locating at CAS. Therefore, the
coumarin moiety could interact with both the CAS and PAS of AChE depending on the substituents.

In the case of toddalenone (Figure 2H) and toddacoumaquinone (Figure 2I), their binding
orientations were quite different from other coumarins. In the middle gorge, the coumarin ring of
toddalenone had 7—m stacking and m—sigma interactions against Phe330 and Trp432, respectively,
and the methoxy group at position 5 formed hydrogen bonds with Tyr442 and Trp84. Moreover, the
carbonyl group on alkyl chain at position 8 could also form hydrogen bonds with Ser200, Gly118,
and Gly119. Similarly, toddacoumaquinone could form 7t— stacking interactions with Phe330 and
Tyr121. Interestingly, the naphthoquinone ring, which was substituted on position 8, could interact
with Tyr121 and the indole ring of Trp84 to form hydrogen bonds and 7— interactions, respectively.
Moreover, the methyl group on the naphthoquinone ring also formed two m-sigma interactions with
Tyr334 and Trp432 in the PAS. The result indicated that the naphthoquinone ring at position 8 located
in PAS binding site.
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Figure 2. Binding mode of coumarin derivatives fraxinol (A), toddaculin (B), toddalolactone
(C), toddanone (D), phellopterin (E), isopimpinellin (F), artanin (G), toddalenone (H), and
toddacoumaquinone (I) at the binding site of AChE predicted by molecular docking. The active
sites are coded with different colors (CAS; blue, AS; green, oxyanion hole; yellow, and PAS; red).

With regard to the substituent at the 6 position of the coumarin ring, substitution of bulky
groups or long side chains affected AChE inhibitory activity. The docking study showed that fraxinol
(4.28 A, a distance between oxygen atom at position 1 on coumarin ring and carboxylic group of His440)
could enter the active site CAS closer than toddaculin (4.90 A), toddanone (5.22 A), or toddalolactone
(4.92 A), which had bulky substitution groups (Figure 2A). The substitution of bulky moieties might
generate the steric effect and related to the decrease of binding affinity between coumarins and
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CAS. Then, this might cause the decrease of AChE inhibitory activity. Interestingly, the long alkyl
chain at position 6 could interact with Tyr121, which is a key residue of PAS. The alkyl side chain of
toddaculin (Figure 2B) and toddanone (Figure 2D) established m—alkyl interaction with Tyr121, while
toddalolactone (Figure 2C) interacted with Tyr121 via hydrogen bonds. Therefore, these compounds
exhibited a multi-target profile encompassing inhibitory activities toward AChE and A3 aggregation
induced by AChE, resulting from their dual site to CAS and PAS, as predicted by the docking study:.

Additionally, the influence of a furan ring and the length of side chain at position 8 on the
inhibitory potency was examined with phellopterin (Figure 2E), artanin (Figure 2G), and isopimpinellin
(Figure 2F). The addition of a furan ring of phellopterin compared to artanin revealed that the furan
ring seemed to increase the affinity because it could form 7— stacking against the indole ring of Trp84.
Moreover, the longer alkyl chain established 7—alkyl interactions with peripheral anionic site residues,
including Tyr121, Phe330, and Tyr334. Likewise, the alkyl chain of artanin formed m-alkyl interactions
with Tyr121, Phe330, and Tyr334.

Thus, our data suggested that coumarins exhibited the inhibitory activity of AChE by binding to
CAS and AS. Moreover, the presence of long alkyl side chains at positions 6 or 8 allowed for additional
interaction with the PAS, thereby enabling a dual-site interaction. Previous studies revealed that AChE
could induce A fibril formation by forming AChE-Af3 complexes throughout the PAS of AChE [12,37].
Our docking results were also relevant to our AChE-induced A3 aggregation inhibitory activity results.
The test inhibitors with the alkyl chain interacting with amino acid residues of the PAS exhibited the
inhibition of AChE-induced A3 aggregation. Therefore, these data supported that coumarins with the
long alkyl chain were able to enhance cholinergic tone by reducing the hydrolytic activity of AChE and
prevent the deposition of Af fibrils as dual action inhibitors.

3.4.2. Binding Interaction with A3

In order to get further insight into the binding mode, we performed a docking study to generate
the binding mode for coumarins on Af31_4, (Protein Data Bank (PDB) ID: 2BEG). The assemblies of
A are composed of monomers, soluble oligomers, and insoluble fibrils. The soluble oligomers have
different sizes which are ranging from dimers, trimers, tetramers, pentamers, and dodecamers [38].
The folded monomers are self-associates to form nucleus for fibril elongation, which derived a
paranucleus [39]. After that, the paranuclei self-associate to form protofibrils and sequentially become
fibrils. The A3 monomers could bind with the hydrophobic stretch of residues 17-21 at the tip of
the protofibrils [40], which Ile41 was essential for mediating paranucleus formation and Ala42 was
required for self-association of paranuclei [41]. Based on previous studies [36,41,42], A31_4; fibrils have
parallel and in-register 3-sheets, of which they have inter-sheet interactions to stabilize conformation
between two f3-strands. The two strands composed of residues 12-24 and 30-42 are connected by a
turn at residue 25-29. In addition, to stabilize the structure and connect the two { strands, there are
inter-sheet contacts which are formed by hydrophobic interactions between Phel9 and Gly38, and
Ala21 and Val36, as well as a salt bridge between Asp23 and Lys28.

Considering the results, the coumarin ring of all test inhibitors could interact with Af3;_4, at
the inter-sheet against Phel9 and Val40 via m—mr and m-sigma interactions, respectively (Figure 3).
According to the significance role of Phel9 on amyloid aggregation, Cukalevasi et al. [43] reported
that the substitution of Phel9 with leucine dramatically has a slower aggregation rate than the wild
type. Moreover, Phel9 also formed the inter-sheet contact to stabilize the A structure as above.
Therefore, these data supported that the coumarin ring could interfere with A3 destabilization through
the 7—mt interaction with Phel9. In the case of fraxinol (Figure 3A), it was found that its hydroxyl group
at position 6 and carbonyl group at position 2 could form hydrogen bonds with Leul7 and Val39,
respectively. With regard to the substituents at the 6 position of the coumarin ring, the docking results
revealed that the alkyl chain with two hydroxyl groups at position 6 of toddalolactone (Figure 3C)
could bind to the residue Val39 with hydrogen bonds. However, the carbonyl group on alkyl chain
of toddanone (Figure 3D) and the vinyl group on alkyl chain of toddaculin (Figure 3B) could form a
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hydrogen bond and a van der Waals interaction, respectively, with Ile41 which it is the crucial residue
for promoting the initial oligomerization of A4, [41]. Therefore, they possessed a higher activity than
fraxinol and toddalolactone.

Figure 3. Binding mode for interactions of fraxinol (A), toddaculin (B), toddalolactone (C), toddanone

(D), phellopterin (E), isopimpinellin (F), artanin (G), toddalenone (H), and toddacoumaquinone
(I) docked into A4 fibrils.

For the comparison between the furan ring and methoxy group at position 6-7, the results showed
that phellopterin with furan ring (Figure 3E) exhibited better activity than artanin, which contains a
methoxy group (Figure 3G). The docking results indicated that the furan ring which has high electron
delocalization could form 7—7t interaction with the aromatic ring of Phe19 and Val40. The furan ring of
isopimpinellin (Figure 3F) is also stacked against the aromatic ring of Phe19 through the m—m interaction.
The results suggested that the addition of the furan ring seemed to afford the binding affinity between
the coumarins and Af.

Additionally, the substitution at position 8 showed that the length of the substituents affected the
inhibitory activity. Compared to isopimpinellin, phellopterin bearing longer alkyl chain at position 8
possessed higher activity than isopimpinellin. The docking result showed that the long alkyl chain at
position 8 of phellopterin is expanded to bind with residues Ala21 and Val36 via r—alkyl interactions
(Figure 3E). Similarly, the long alkyl chain of artanin (Figure 3G) could interact with residues Ala21
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and Val36, which could indicate that the presence of long alkyl side chain at position 8 allowed to gain
additional interaction with A(, thereby increasing the binding affinity.

3.5. Neuroprotective Activity against HyO, and ABq_4p-Induced Neuronal Cell Death

For neuroprotective evaluation, we selected phellopterin as the most potent compound which
possessed the multimode-action of anti-AChE, AChE- and self-induced Af} aggregation inhibition.
To evaluate the cytotoxicity of phellopterin in human neuroblastoma SH-SY5Y cells, the MTT assays
revealed that there was no significant change in the viability of SH-SY5Y cells after treatment with the
phellopterin at concentration of 0.1 to 10 uM for 24 h (Figure 4). Thus, this data indicates that phellopterin
at those concentrations are non-toxic for use in further neuroprotective effects investigations.

120
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Phellopterin concentration (uM)

Figure 4. Effects of phellopterin on cell viability of SH-SY5Y cells. The values are reported as mean + SD
(n = 4), Paired t-test was used to compare between control and test inhibitors, * p < 0.05.

Oxidative stress has been widely implicated in neuronal cell death, which has been considered as
the pathogenic mechanism underlying neurodegenerative disorders including AD [44]. Oxidative
stress is characterized by the imbalance in the production of reactive oxygen species (ROS) and
antioxidative defense systems which are responsible for the removal of ROS. ROS are able to initiate
cell death. H,O, is commonly used as an exogenous source of ROS and neuronal cells exposed to HyO,
undergo cell death with oxidative stress [45]. Several studies reported that H,O, could induce oxidative
stress in neuronal cell by several pathways such as free radical generation, oxidative enzyme induction,
intracellular signaling pathway activation, etc [46—49]. Therefore, an H,O,-induced cytotoxicity model
is considered suitable for the study of neurodegeneration induced by oxidative stress.

The neuroprotective effect of phellopterin against oxidative stress was determined by colorimetric
MTT assay in SH-SY5Y cells. Hydrogen peroxide at concentration 100 uM was used to induce oxidative
damage. SH-SY5Y cells were pretreated with phellopterin at a concentration of 0.1 to 10 uM for 24 h
prior to exposure to HyO, for 2 h. The HyO; treatment decreased the cell viability to 60.61%; however,
pre-incubation with 10 uM of phellopterin significantly attenuated the H,O,-induced cell damage
compared to the HyO, treated group (Figure 5). Thus, these findings indicated that phellopterin
exhibited potential protective effects against oxidative stress induced by H,O, in SH-SY5Y cells.
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Figure 5. Effects of phellopterin on HyO;-induced cell damage in SH-SY5Y cells. Curcumin at 10 uM
was used as a reference standard. The values are reported as mean + SD (1 = 3). Paired t-test, * p < 0.05
versus Hy O, treated group.

Af} has been implicated in the pathogenesis of AD. Several evidences demonstrated that A3
protein-induced neurotoxicity is a major pathological mechanism of AD and leads to neuronal cell
death [13,50,51]. Therefore, the neuroprotective effect against Af31_4, toxicity of phellopterin was also
determined in SH-SY5Y cells. AP1_4, at concentration 25 uM was treated with cells in the presence
or absence of phellopterin at a concentration 0.1 to 10 pM for 24 h, and then the cell viability was
determined by MTT assay. Our results showed that phellopterin could significantly increase cell
viability compared to only the Af_4;-induced group in SH-SY5Y, as shown in Figure 6. Several studies
indicated that AP could induce neuronal cell damage by evoking a cascade of oxidative damage to
neurons [52,53]. The neuroprotective effect of the coumarins might partly come from anti-oxidative
stress action. Taken together, these findings suggested that phellopterin significantly protected H,O,
and Ap-induced cell damage in SH-SY5Y cells.

) AB 25 uM R
I ‘ * * * |
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Control AB Curcumin
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Figure 6. Effects of phellopterin at the concentration of 0.1 to 10 uM on Af1_4p-induced cell damage
in SH-SY5Y cells. Curcumin at 10 uM was used as a reference standard. The values are reported as
mean + SD (n = 3). Paired t-test, * p < 0.05 compared to AB1_4 treated group.
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4. Conclusions

In summary, nine coumarins from Toddalia asiatica root were evaluated for activities related to
the pathogenesis of Alzheimer’s disease, including anti-AChE function, AChE- and self-induced A
aggregation. Seven out of nine coumarins were identified as multifunctional compounds inhibiting
the pathogenesis of AD. The most potent multifunctional coumarin, phellopterin showed an ability
to protect neuronal cell damage induced by H,O, and Ap1_4p. The structure-activity relationship
and molecular docking studies suggested that the substituents on position 6, 7, and 8 of coumarin
ring influenced anti-AChE function and anti-Af3 aggregation. The structure-activity relationship
information obtained from this study might be useful in the development of new anti-AD drugs.
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Abbreviations

AD Alzheimer’s disease

Ap amyloid beta

AChE acetylcholinesterase

ACh acetylcholine

CAS catalytic anionic site

PAS peripheral anionic site

APP amyloid precursor protein
MTDLs multi-target directed ligands

ThT Thioflavin T

SAR the structure-activity relationship
H,0O, hydrogen peroxide

MTT 3-(4,5-dimethyl-2-thiazolyl)-2,5-diphenyl-2H-tetrazolium bromide
DTNB 5,5’ -dithiobis(2-nitrobenzoic acid)

DMSO dimethyl sulfoxide

References

1. Jahn, H. Memory loss in Alzheimer’s disease. Dialogues Clin. Neurosci. 2013, 15, 445-454. [PubMed]
Tarawneh, R.; Holtzman, D.M. The clinical problem of symptomatic Alzheimer disease and mild cognitive
impairment. Cold Spring Harb. Perspect. Med. 2012, 2, 1-16. [CrossRef]

3. Ferreira-Vieira, T.H.; Guimaraes, LM.; Silva, ER,; Ribeiro, EM. Alzheimer’s disease: Targeting the cholinergic
system. Curr. Neuropharmacol. 2016, 14, 101-115. [CrossRef] [PubMed]

4. Murphy,M.P,; LeVine, H. Alzheimer’s Disease and the Amyloid-f Peptide. J. Alzheimer’s Dis. 2010,19,311-323.
[CrossRef] [PubMed]

5. Querfurth, HW.; LaFerla, EM. Alzheimer’s Disease. N. Engl. ]. Med. 2010, 362, 329-344. [CrossRef]
[PubMed]

6. Madeo, J. The role of oxidative stress in Alzheimer ’ s Disease. J. Alzheimer’s Dis. Park. 2013, 03. [CrossRef]

7. Hasselmo, M.E. The role of acetylcholine in learning and memory. Curr. Opin. Neurobiol. 2006, 16, 710-715.
[CrossRef] [PubMed]

8. Colovic, M.B,; Krstic, D.Z.; Lazarevic-Pasti, T.D.; Bondzic, A.M.; Vasic, V.M. Acetylcholinesterase inhibitors:
Pharmacology and toxicology. Curr. Neuropharmacol. 2013, 11, 315-335. [CrossRef]


http://www.ncbi.nlm.nih.gov/pubmed/24459411
http://dx.doi.org/10.1101/cshperspect.a006148
http://dx.doi.org/10.2174/1570159X13666150716165726
http://www.ncbi.nlm.nih.gov/pubmed/26813123
http://dx.doi.org/10.3233/JAD-2010-1221
http://www.ncbi.nlm.nih.gov/pubmed/20061647
http://dx.doi.org/10.1056/NEJMra0909142
http://www.ncbi.nlm.nih.gov/pubmed/20107219
http://dx.doi.org/10.4172/2161-0460.1000116
http://dx.doi.org/10.1016/j.conb.2006.09.002
http://www.ncbi.nlm.nih.gov/pubmed/17011181
http://dx.doi.org/10.2174/1570159X11311030006

Biomedicines 2020, 8, 107 14 of 16

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

Pinho, B.R.; Ferreres, F; Valentio, P, Andrade, P.B. Nature as a source of metabolites with
cholinesterase-inhibitory activity: An approach to Alzheimer’s disease treatment. J. Pharm. Pharmacol.
2013, 65, 1681-1700. [CrossRef]

De Ferrari, G.V.; Canales, M.A.; Shin, 1.; Weiner, L.M.; Silman, I.; Inestrosa, N.C. A structural motif of
acetylcholinesterase that promotes amyloid 3-peptide fibril formation. Biochemistry 2001, 40, 10447-10457.
[CrossRef]

Kwon, Y.E,; Park, ].Y,; No, K.T,; Shin, ].H.; Lee, S.K.; Eun, ].S.; Yang, ].H.; Shin, T.Y,; Kim, D.K,; Chae, B.S;
et al. Synthesis, in vitro assay, and molecular modeling of new piperidine derivatives having dual inhibitory
potency against acetylcholinesterase and Abetal-42 aggregation for Alzheimer’s disease therapeutics.
Bioorg. Med. Chem. 2007, 15, 6596-6607. [CrossRef] [PubMed]

Inestrosa, N.C.; Alvarez, A.; Pérez, C.A.; Moreno, R.D.; Vicente, M.; Linker, C.; Casanueva, O.1.; Soto, C.;
Garrido, J. Acetylcholinesterase accelerates assembly of amyloid-beta-peptides into Alzheimer’s fibrils:
Possible role of the peripheral site of the enzyme. Neuron 1996, 16, 881-891. [CrossRef]

Hardy, J.; Selkoe, D.J. The amyloid hypothesis of Alzheimer’s disease: Progress and problems on the road to
therapeutics. Science 2002, 297, 353-356. [CrossRef]

Madav, Y.; Wairkar, S.; Prabhakar, B. Recent therapeutic strategies targeting beta amyloid and tauopathies in
Alzheimer’s disease. Brain Res. Bull. 2019, 146, 171-184. [CrossRef] [PubMed]

Anand, P; Singh, B.; Singh, N. A review on coumarins as acetylcholinesterase inhibitors for Alzheimer’s
disease. Bioorg. Med. Chem. 2012, 20, 1175-1180. [CrossRef] [PubMed]

Ali, M.Y; Jannat, S.; Jung, H.A.; Choi, R].; Roy, A.; Choi, ].S. Anti-Alzheimer’s disease potential of coumarins
from Angelica decursiva and Artemisia capillaris and structure-activity analysis. Asian Pac. ]. Trop. Med.
2016, 9, 103-111. [CrossRef]

Thiratmatrakul, S.; Yenjai, C.; Waiwut, P.; Vajragupta, O.; Reubroycharoen, P.; Tohda, M.; Boonyarat, C.
Synthesis, biological evaluation and molecular modeling study of novel tacrine-carbazole hybrids as potential
multifunctional agents for the treatment of Alzheimer’s disease. Eur. J. Med. Chem. 2014, 75, 21-30. [CrossRef]
Zhao, Q.; Brett, M.; Van Osselaer, N.; Huang, F.; Raoult, A.; Van Peer, A.; Verhaeghe, T.; Hust, R. Galantamine
pharmacokinetics, safety, and tolerability profiles are similar in healthy Caucasian and Japanese subjects.
J. Clin. Pharmacol. 2002, 42, 1002-1010. [CrossRef]

Ji, H.; Zhang, H. Multipotent natural agents to combat Alzheimer’s disease. Functional spectrum and
structural features. Acta Pharmacol. Sin. 2008, 29, 143-151. [CrossRef]

Rajkumar, M.; Chandra, R.H.; Asres, K.; Veeresham, C. Toddalia asiatica (Linn.) Lam.—A Comprehensive
Review. Pharmacogn. Rev. 2008, 2, 386-397.

Orwa, J.A,; Jondiko, I.].O.; Minja, R.J.A.; Bekunda, M. The use of Toddalia asiatica (L) Lam. (Rutaceae) in
traditional medicine practice in East Africa. J. Ethnopharmacol. 2008, 115, 257-262. [CrossRef] [PubMed]
Orwa, J.A.; Ngeny, L.; Mwikwabe, N.M.; Ondicho, J.; Jondiko, L.].O. Antimalarial and safety evaluation
of extracts from Toddalia asiatica (L) Lam. (Rutaceae). J. Ethnopharmacol. 2013, 145, 587-590. [CrossRef]
[PubMed]

Piller, N.B. A comparison of the effectiveness of some anti-inflammatory drugs on thermal oedema. Br. .
Exp. Pathol. 1975, 56, 554-560.

Kumagai, M.; Watanabe, A.; Yoshida, I.; Mishima, T.; Nakamura, M.; Nishikawa, K.; Morimoto, Y. Evaluation
of aculeatin and toddaculin isolated from Toddalia asiatica as anti-inflammatory agents in LPS-stimulated
RAW264 macrophages. Biol. Pharm. Bull. 2018, 41, 132-137. [CrossRef] [PubMed]

Véazquez, R.; Riveiro, M.E.; Vermeulen, M.; Mondillo, C.; Coombes, P.H.; Crouch, N.R.; Ismail, F;
Mulholland, D.A.; Baldi, A.; Shayo, C.; et al. Toddaculin, a natural coumarin from Toddalia asiatica,
induces differentiation and apoptosis in U-937 leukemic cells. Phytomedicine 2012, 19, 737-746. [CrossRef]
[PubMed]

Kaneko, T.; Tahara, S.; Takabayashi, F. Suppression of lipid hydroperoxide-induced oxidative damage to
cellular DNA by esculetin. Biol. Pharm. Bull. 2003, 26, 840-844. [CrossRef] [PubMed]

Mayer, G.A.; Connell, W.F. Effect of bishydroxycoumarin (dicumarol) on clotting time of whole blood. J. Am.
Med. Assoc. 1956, 161, 806. [CrossRef]

Basile, A ; Sorbo, S.; Spadaro, V.; Bruno, M.; Maggio, A.; Faraone, N.; Rosselli, S. Antimicrobial and antioxidant
activities of coumarins from the roots of Ferulago campestris (Apiaceae). Molecules 2009, 14, 939-952. [CrossRef]


http://dx.doi.org/10.1111/jphp.12081
http://dx.doi.org/10.1021/bi0101392
http://dx.doi.org/10.1016/j.bmc.2007.07.003
http://www.ncbi.nlm.nih.gov/pubmed/17681794
http://dx.doi.org/10.1016/S0896-6273(00)80108-7
http://dx.doi.org/10.1126/science.1072994
http://dx.doi.org/10.1016/j.brainresbull.2019.01.004
http://www.ncbi.nlm.nih.gov/pubmed/30634016
http://dx.doi.org/10.1016/j.bmc.2011.12.042
http://www.ncbi.nlm.nih.gov/pubmed/22257528
http://dx.doi.org/10.1016/j.apjtm.2016.01.014
http://dx.doi.org/10.1016/j.ejmech.2014.01.020
http://dx.doi.org/10.1177/0091270002042009007
http://dx.doi.org/10.1111/j.1745-7254.2008.00752.x
http://dx.doi.org/10.1016/j.jep.2007.09.024
http://www.ncbi.nlm.nih.gov/pubmed/17996412
http://dx.doi.org/10.1016/j.jep.2012.11.034
http://www.ncbi.nlm.nih.gov/pubmed/23207061
http://dx.doi.org/10.1248/bpb.b17-00607
http://www.ncbi.nlm.nih.gov/pubmed/29311475
http://dx.doi.org/10.1016/j.phymed.2012.03.008
http://www.ncbi.nlm.nih.gov/pubmed/22537907
http://dx.doi.org/10.1248/bpb.26.840
http://www.ncbi.nlm.nih.gov/pubmed/12808296
http://dx.doi.org/10.1001/jama.1956.02970090032007
http://dx.doi.org/10.3390/molecules14030939

Biomedicines 2020, 8, 107 15 of 16

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

Abu-Aisheh, M.N,; Al-Aboudi, A.; Mustafa, M.S.; El-Abadelah, M.M.; Ali, S.Y.; Ul-Haq, Z.; Mubarak, M.S.
Coumarin derivatives as acetyl- and butyrylcholinestrase inhibitors: An in vitro, molecular docking, and
molecular dynamics simulations study. Heliyon 2019, 5, €01552. [CrossRef]

Sukieum, S.; Sang-aroon, W.; Yenjai, C. Coumarins and alkaloids from the roots of Toddalia asiatica.
Nat. Prod. Res. 2018, 32, 944-952. [CrossRef]

Hirunwong, C.; Sukieum, S.; Phatchana, R.; Yenjai, C. Cytotoxic and antimalarial constituents from the roots
of Toddalia asiatica. Phytochem. Lett. 2016, 17, 242-246. [CrossRef]

Ellman, G.L.; Courtney, K.D.; Andres, V.; Featherstone, R.M. A new and rapid colorimetric determination of
acetylcholinesterase activity. Biochem. Pharmacol. 1961, 7, 88-95. [CrossRef]

Bartolini, M.; Bertucci, C.; Cavrini, V.; Andrisano, V. 3-Amyloid aggregation induced by human
acetylcholinesterase: Inhibition studies. Biochem. Pharmacol. 2003, 65, 407-416. [CrossRef]

LeVine, H. Quantification of beta-sheet amyloid fibril structures with thioflavin T. Methods Enzymol.
1999, 309, 274-284.

Kang, S.Y; Lee, K.Y; Sung, S.H.; Park, M.].; Kim, Y.C. Coumarins isolated from Angelica gigas inhibit
Acetylcholinesterase: Structure—Activity Relationships. J. Nat. Prod. 2001, 64, 683-685. [CrossRef]
Fallarero, A.; Oinonen, P; Gupta, S.; Blom, P; Galkin, A.; Mohan, C.G.; Vuorela, PM. Inhibition of
acetylcholinesterase by coumarins: The case of coumarin 106. Pharmacol. Res. 2008, 58, 215-221. [CrossRef]
Munoz, E]J.; Inestrosa, N.C. Neurotoxicity of acetylcholinesterase amyloid 3-peptide aggregates is dependent
on the type of A3 peptide and the AChE concentration present in the complexes. FEBS Lett. 1999, 450, 205-209.
[CrossRef]

Sengupta, U.; Nilson, A.N.; Kayed, R. The Role of Amyloid-f Oligomers in Toxicity, Propagation, and
Immunotherapy. EBioMedicine 2016, 6, 42-49. [CrossRef]

Roychaudhuri, R.; Yang, M.; Hoshi, M.M.; Teplow, D.B. Amyloid 3-protein assembly and Alzheimer disease.
J. Biol. Chem. 2009, 284, 4749-4753. [CrossRef]

Luhrs, T.; Ritter, C.; Adrian, M.; Riek-Loher, D.; Bohrmann, B.; Dobeli, H.; Schubert, D.; Riek, R. 3D structure
of Alzheimer’s amyloid- (1-42) fibrils. Proc. Natl. Acad. Sci. USA 2005, 102, 17342-17347. [CrossRef]

Bitan, G.; Kirkitadze, M.D.; Lomakin, A.; Vollers, S.S.; Benedek, G.B.; Teplow, D.B. Amyloid beta -protein
(Abeta) assembly: Abeta 40 and Abeta 42 oligomerize through distinct pathways. Proc. Natl. Acad. Sci. USA
2003, 100, 330-335. [CrossRef] [PubMed]

Petkova, A.T.; Ishii, Y,; Balbach, J.J.; Antzutkin, O.N.; Leapman, R.D.; Delaglio, E; Tycko, R. A structural
model for Alzheimer’s $-amyloid fibrils based on experimental constraints from solid state NMR. Proc. Natl.
Acad. Sci. USA 2002, 99, 16742-16747. [CrossRef] [PubMed]

Cukalevski, R.; Boland, B.; Frohm, B.; Thulin, E.; Walsh, D.; Linse, S. Role of aromatic side chains in amyloid
-protein aggregation. ACS Chem. Neurosci. 2012, 3, 1008-1016. [CrossRef] [PubMed]

Alexi, T.; Borlongan, C.V,; Faull, RL; Williams, C.E.; Clark, R.G.; Gluckman, P.D.; Hughes, PE.
Neuroprotective strategies for basal ganglia degeneration: Parkinson’s and Huntington’s diseases.
Prog. Neurobiol. 2000, 60, 409-470. [CrossRef]

Hampton, M.B.; Orrenius, S. Dual regulation of caspase activity by hydrogen peroxide: Implications for
apoptosis. FEBS Lett. 1997, 414, 552-556. [CrossRef]

Chen, L.; Liu, L.; Yin, J.; Luo, Y.; Huang, S. Hydrogen peroxide-induced neuronal apoptosis is associated
with inhibition of protein phosphatase 2A and 5, leading to activation of MAPK pathway. Int. J. Biochem.
Cell Biol. 2009, 41, 1284-1295. [CrossRef]

Sanvicens, N.; Gomez-Vicente, V.; Messeguer, A.; Cotter, T.G. The radical scavenger CR-6 protects SH-SY5Y
neuroblastoma cells from oxidative stress-induced apoptosis: Effect on survival pathways. J. Neurochem.
2006, 98, 735-747. [CrossRef]

Yu, Y,; Du,J.-R.; Wang, C.-Y.; Qian, Z.-M. Protection against hydrogen peroxide-induced injury by Z-ligustilide
in PC12 cells. Exp. Brain Res. 2008, 184, 307-312. [CrossRef]

Nakajima, Y.; Inokuchi, Y.; Nishi, M.; Shimazawa, M.; Otsubo, K.; Hara, H. Coenzyme Q10 protects retinal
cells against oxidative stress in vitro and in vivo. Brain Res. 2008, 1226, 226-233. [CrossRef]
Sadigh-Eteghad, S.; Sabermarouf, B.; Majdi, A.; Talebi, M.; Farhoudi, M.; Mahmoudi, ]J. Amyloid-Beta:
A crucial factor in Alzheimer’s Disease. Med. Princ. Pract. 2015, 24, 1-10. [CrossRef] [PubMed]

Mohamed, T.; Shakeri, A.; Rao, PPN. Amyloid cascade in Alzheimer’s disease: Recent advances in medicinal
chemistry. Eur. |. Med. Chem. 2016, 113, 258-272. [CrossRef] [PubMed]


http://dx.doi.org/10.1016/j.heliyon.2019.e01552
http://dx.doi.org/10.1080/14786419.2017.1374264
http://dx.doi.org/10.1016/j.phytol.2016.08.008
http://dx.doi.org/10.1016/0006-2952(61)90145-9
http://dx.doi.org/10.1016/S0006-2952(02)01514-9
http://dx.doi.org/10.1021/np000441w
http://dx.doi.org/10.1016/j.phrs.2008.08.001
http://dx.doi.org/10.1016/S0014-5793(99)00468-8
http://dx.doi.org/10.1016/j.ebiom.2016.03.035
http://dx.doi.org/10.1074/jbc.R800036200
http://dx.doi.org/10.1073/pnas.0506723102
http://dx.doi.org/10.1073/pnas.222681699
http://www.ncbi.nlm.nih.gov/pubmed/12506200
http://dx.doi.org/10.1073/pnas.262663499
http://www.ncbi.nlm.nih.gov/pubmed/12481027
http://dx.doi.org/10.1021/cn300073s
http://www.ncbi.nlm.nih.gov/pubmed/23259036
http://dx.doi.org/10.1016/S0301-0082(99)00032-5
http://dx.doi.org/10.1016/S0014-5793(97)01068-5
http://dx.doi.org/10.1016/j.biocel.2008.10.029
http://dx.doi.org/10.1111/j.1471-4159.2006.03914.x
http://dx.doi.org/10.1007/s00221-007-1100-3
http://dx.doi.org/10.1016/j.brainres.2008.06.026
http://dx.doi.org/10.1159/000369101
http://www.ncbi.nlm.nih.gov/pubmed/25471398
http://dx.doi.org/10.1016/j.ejmech.2016.02.049
http://www.ncbi.nlm.nih.gov/pubmed/26945113

Biomedicines 2020, 8, 107 16 of 16

52. Carrillo-Mora, P; Luna, R.; Colin-Barenque, L. Amyloid beta: Multiple mechanisms of toxicity and only
some protective effects? Oxid. Med. Cell. Longev. 2014, 2014, 795375. [CrossRef] [PubMed]

53. Wang, H.,; Xu, Y; Yan, ]J.; Zhao, X.; Sun, X; Zhang, Y.; Guo, J.; Zhu, C. Acteoside protects human neuroblastoma
SH-SY5Y cells against 3-amyloid-induced cell injury. Brain Res. 2009, 1283, 139-147. [CrossRef] [PubMed]

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

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



http://dx.doi.org/10.1155/2014/795375
http://www.ncbi.nlm.nih.gov/pubmed/24683437
http://dx.doi.org/10.1016/j.brainres.2009.05.101
http://www.ncbi.nlm.nih.gov/pubmed/19520063
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Coumarin Derivatives 
	Acetylcholinesterase Inhibitory Activity 
	Inhibition of AChE-Induced A1–42 Aggregation 
	Inhibition of Self-Induced A1–42 Aggregation 
	Computational Studies 
	Neuroprotective Activity against Hydrogen Peroxide (H2O2) and A1–42 Toxicity 

	Results and Discussion 
	Acetylcholinesterase Inhibition 
	AChE-Induced A Aggregation Inhibitory Activity 
	Self-Induced A Aggregation Inhibitory Activity 
	Binding Interaction Study by Molecular Docking 
	Binding Interaction with AChE 
	Binding Interaction with A 

	Neuroprotective Activity against H2O2 and A1–42-Induced Neuronal Cell Death 

	Conclusions 
	References

