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Abstract
Alkaloids are among the most important and best-known secondary metabolites as sources of new drugs
from medicinal plants and marine organisms. A phytochemical investigation of whole Crinum asiaticum
var. sinicum plants resulted in the isolation of seven alkaloids (1–7), including one new compound (1).
Their structures were elucidated using NMR and HR-ESI-MS. The absolute con�guration of 1 was
established by ECD. A molecular docking and molecular dynamics simulation was carried out for the
isolated compounds to screen for acetylcholine (AChE) inhibitory activity. The target compounds were
evaluated for their inhibitory effects on AChE activity in vitro. The results suggest that these C. asiaticum
alkaloids possess the ability to treat Alzheimer’s disease.

Introduction
Alzheimer's disease (AD) is a brain ailment that gradually impairs memory, reasoning, and eventually the
capacity to perform even the most basic tasks [1]. Numerous studies have shown that Alzheimer's
patients have lower concentrations and functional levels of acetylcholine (ACh), a neurotransmitter
crucial for processing memory and learning [2]. According to the World Health Organization, there are
approximately 50 million people with AD currently, with cases projected to reach 152 million in 2050.
Several drugs that exhibit cholinesterase inhibitory activity, such as tacrine and galantamine, have been
marketed [3]. However, these medications do little to alleviate the symptoms of AD and do not repair brain
damage or halt neuronal degeneration. The determination of novel therapeutic constituents in traditional
herbals is a promising approach toward identifying cheaper and safe medications for the support and
prevention of AD [4].

Acetylcholinesterase (EC 3.1.1.7, AChE) and butyrylcholinesterase (EC 3.1.1.8, BuChE) are two types of
cholinesterases (ChEs), enzymes that hydrolyze choline esters [5, 6]. Acetylcholine (ACh) is transformed
into choline and acetic acid at cholinergic synapses by the enzyme AChE [7]. One of the key foundational
hypotheses for treating AD is the cholinergic theory, which postulates that a decrease in ACh levels in
speci�c brain regions results in cognitive and memory impairment, and that preserving or restoring
cholinergic functionality may alleviate these symptoms [2]. The development of cholinesterase inhibitors
that block AChE may have signi�cant therapeutic bene�ts for the treatment of AD [4, 8].

One of the most signi�cant and well-recognized classes of secondary metabolites that are candidates for
novel medications, from both medicinal plants and marine species, is alkaloids [9, 10]. Alkaloids are a
large class of naturally occurring chemical compounds with at least one nitrogen atom that are found in
both plants and marine creatures [9]. Alkaloids possess a wide range of biological effects, including anti-
in�ammatory, anti-cancer, antibacterial, and antioxidant activities [11, 10, 12]. Many alkaloids have been
discovered and used in conventional and modern medicine, or have been the basis for the creation of
novel drugs (e.g., morphine, strychnine, quinine, ephedrine, and nicotine) [13]. Morphine has been
principally used as a pain medication [14]. In addition, berberine, an alkaloid derived from the Berberis
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genus, has historically been employed in Ayurvedic, Chinese, and Middle Eastern folk medicines for its
effects against a range of pathogens, including bacteria, viruses, fungi, protozoa, and helminths [15, 16].

Crinum asiaticum var. sinicum is used in Chinese folk medicine for treating sores, abscesses, and aching
joints [17]. A methanolic extract exhibited various bioactive properties, including analgesic, anti-
in�ammatory, cytotoxic, and anti-cancer effects [18, 19]. Phytochemical studies showed that alkaloid
components were the primary constituent, with phenolics and terpenoids as minor components [18, 20].
The alkaloid components of C. asiaticum extract have diverse pharmacological effects, including anti-
cancer, anti-in�ammatory, anti-tumor, and antibacterial properties. In our long-term research on medicinal
plants [21–27], we performed a phytochemical investigation on whole C. asiaticum plants. This resulted
in the identi�cation of seven alkaloids, including one previously undescribed compound, bis-(−)-8-
demethylmaritidine (1). The ability of the puri�ed metabolites to inhibit AChE was also evaluated. The
novel compound 1 showed the highest inhibitory effect, with an IC50 value of 80.7 ± 4.2 µM. To
understand the underlying mechanisms related to AChE, molecular docking and molecular dynamics
studies were performed.

Results And Discussion
Dried whole plants of C. asiaticum (4.0 kg) were extracted with MeOH (5 L ⋅ 3 times) at room temperature.
Evaporation of the solvent under reduced pressure afforded a MeOH residue (680 g). Combined column
chromatography isolation techniques of dichloromethane fractions resulted in the separation of seven
compounds, including one novel alkaloid (1). The known metabolites were determined to be lycorine (2)
[28], hippadine (3) [29], (−)8-demethylmaritidine (4) [30], pratorinine (5) [31], (+)-vittatine (6) [32], and and
(-)-marithamine (7) [33] by analyses of their NMR spectra, as well as comparison with values in the
literature.

Compound 1 was isolated as a yellow powder. The molecular formula of C32H36N2O6 by a chloride-

attachment ion peak at m/z 579.2260 corresponded with [M + Cl]− (calcd 579.2262). The 1H NMR of 1
displayed an aromatic proton signal at [δH 7.10 (1H, s, H-10)]; two ole�nic groups at [δH 6.78 (1H, d, J = 
10.2, H-1) and 6.04 (1H, dd, J = 5.4, 10.2, H-2)]; four methylene groups at [δH 2.08 (1H, m, H-4α), 1.92 (1H,
m, H-4β), 4.39 (1H, d, J = 16.8, H-6α), 3.47 (1H, d, J = 16.2, H-6β), 2.17 (1H, m, H-11α), 2.35 (1H, m, H-11β),
3.13 (1H, m, H-12α), and 3.62 (1H, m, H-12β)]; two methine groups at [δH 4.34 (1H, m, H-3) and 3.73 (1H,

m, H-4a)]; and one methoxy group at [δH 3.94 (3H, s, OCH3)]. The 13C-NMR and HSQC of 1 exhibited the
signals of 16 carbon atoms, consisting of six aromatic carbons at [δC 122.5 (C-6), 121.2 (C-7), 143.9 (C-
8), 148.4 (C-4), 106.8 (C-10), and 135.9 (C-10a)]; two ole�nic carbons at [δC 131.1 (C-1) and 129.0 (C-2)];
four methylene carbons at [δC 32.5 (C-4), 60.9 (C-6), 43.6 (C-11), and 54.9 (C-12)]; two methine carbons at

[δC 64.6 (C-3) and 63.9 (C-4a)]; and one methoxy carbon at [δC 56.7 (OCH3)]. The 1H and 13C NMR data of
1 were similar to those of (−)8-demethylmaritidine (5), except for a difference in the chemical shift at the
H-7 position [30]. The structure of 1 was deduced as a dimer of (−)8-demethylmaritidine (4) via a link
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between C-7 and C-7'. Indeed, HMBC correlations were observed from H-1 to C-3, C-4a, and C-5, from H-10
to C-6a/C-8, and from H-6 to C-4a, C-7, and C-10.

The relative con�guration of 1 was identi�ed based on the agreement of NMR data with 5, as well as
support by a key NOESY experiment. The absolute con�guration of 1 was identi�ed based on circular
dichroism (CD). The CD spectrum of 1 shows a positive Cotton effect signal at 290 nm (Δε + 0.61) and a
negative signal at 245 nm (Δε − 0.46), allowing the α orientation of the 5,10b-ethano bridge to be
determined in the structure of 1. Additionally, the coupling constant (J = 5.4 Hz) of the protons H-2 and H-
3, and the absence of a coupling constant between the allylic protons H-1 and H-3, suggest that the
proton H-3 has an α-orientation. Therefore, the structure of 1 was elucidated as bis-(−)-8-
demethylmaritidine.
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Table 1
NMR data of compound 1

Position Compound 1

  δC
a,b a,cδH (mult., J in Hz)

1/1' 131.1 6.78, (1H, d, J = 10.2, H-1)

2/2' 129.0 6.04, (1H, dd, J = 5.4, 10.2, H-2)

3/3' 64.6 4.34 (1H, m, H-3)

4α/4α' 32.5 2.08 (1H, m, H-4α)

4β/4β'   1.92 (1H, m, H-4β)

4a 63.9 3.73 (1H, m, H-4a)

6α/6α' 60.9 4.39 (1H, d, J = 16.8, H-6α)

6β/6β'   3.47 (1H, d, J = 16.2, H-6β)

6a/6a' 122.5  

7/7' 121.2  

8/8' 143.9  

9/9' 148.4  

10/10' 106.8 7.1 s

10a/10a' 135.9  

10b/10b' 45.9  

11α/11α' 43.6 2.17 (1H, m, H-11α)

11β/11β'   2.35 (1H, m, H-11β)

12α/12α' 54.9 3.13 (1H, m, H-12α)

12β/12β'   3.62 (1H, m, H-12β)

13/13'-OCH3 56.7 3.94 s

a measured in MeOD, b 150 MHz, c 600 MHz.

Due to their distinct pharmacological or biological actions and variable structural makeup, natural
materials continue to be a primary source of new drugs. Amyloid-beta plaques and neuro�brillary tangles
are the two main components of AD, a neurodegenerative condition [34]. The key enzyme in the
hydrolysis of one of the most well-known neurotransmitters, acetylcholine (ACh), which has been linked
to the pathophysiology of AD, is the serine hydrolase acetylcholinesterase (AChE). Accordingly, enzymatic
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suppression of AChE activity is a successful AD therapy method. Previously, we identi�ed several AChE
inhibitors from Korean medicinal plants, including triterpenoid saponins, �avonoids, and diarylheptanoids
[4, 35]. In the current study, compound 1 showed notable inhibitory activity against AChE at a
concentration of 500 µg/mL in comparison to the positive control Galantamine (90.29 ± 0.62 vs. 97.08 ±
0.48%). The novel compound 1 exhibited a greater inhibitory effect, with an IC50 value of 80.7 ± 4.2 µM. In
vitro experiments showed that the dimer of (−)-8-demethylmaritidine had the highest inhibitory activity.
Consequently, bis-(−)-8-demethylmaritidine (1) is a potential therapeutic inhibitor of AChE. Molecular
docking and molecular dynamic simulations were thus used to investigate the underlying mechanisms of
AChE.

Molecular docking is a popular technique for screens used in structure-based drug discovery [36]. The
atomic-level interaction between a small molecule and a protein can be represented using molecular
docking models, which enables researchers to de�ne small molecule activity at target protein-binding
sites and to learn about fundamental biochemical processes [2]. The two main processes in the docking
procedure are determining the binding a�nity and forecasting ligand shape, location, and orientation in
these sites. The advantages of virtual screening include a limited search area, low cost, and high level of
�exibility, all of which can help rapidly identify an appropriate target protein inhibitor [37]. To explore the
interactions and binding of these compounds with AChE activity and to investigate the anti-AChE activity
of the most active molecule, a molecular docking study was conducted. Molecular docking simulation
results revealed that compound 1 had a signi�cant effect on the active site of AChE, with a binding
a�nity of − 10.85 kcal/mol. Additionally, 1 bound tightly to three amino acid residues, Phe 338, Trp286,
and Tyr341, in the active site of AChE via hydrogen bonds (Fig. 4A, 4B, and 4C). These molecular docking
results imply that the hydroxy groups have an important role in AChE.

To determine the structural stability and �uctuations of the 1-protein complex, after docking calculations
with a period of 100 ns, a complicated molecular dynamic simulation was performed using GROMACS.
The simulation trajectory's superposition of 100 ns intervals gave an impression of molecular movement
(Fig. 5A). The potential energy of the complex was − 1.204 × 106 kJ/mol (Fig. 5B). The general state of
the simulation and whether it has equilibrated can be shown by root-mean-square deviation (RMSD)
analysis [38, 39]. A lower RMSD value indicates that the predicted structure of the protein-ligand complex
is more stable, whereas a higher RMSD value suggests that the predicted structure is less stable [40, 41].
As shown in Fig. 5C, the RMSD value of ΑChE exhibited signi�cant �uctuations in the 18-ns initial
simulation, slowly increasing from 19 to 38 ns, and remained approximately at 3 Å from 40 ns to the end
of the simulation trajectory. The RMSD of the residues in the binding site of the complex was within 1.5‒
2 Å (Fig. 5D). These data indicate that this complex exhibits stable molecular dynamics. Compound 1
formed an average of one to three hydrogen bonds with AChE over 10 ns (Fig. 5E) and maintained a
distance of 1.8 Å from Phe338 and Tyr341 in the active site (Fig. 5F).

Conclusions
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In this current study, seven alkaloids were yielded using combined open column chromatography,
including one previously undescribed compound, bis-(−)-8-demethylmaritidine (1). Compound 1 showed
the highest inhibitory effect, with an IC50 value of 80.7 ± 4.2 µM. The underlying mechanisms of its
interaction with AChE were determined via molecular docking and molecular dynamics simulation. Taken
together, in vitro and in silico data showed that compound 1 is a promising inhibitor for treatment of
Alzheimer's disease that acts by inhibiting the AChE signaling pathway. Further analysis and in vivo
studies are needed to better understand the exact mechanisms of action of this compound.

Materials And Methods

Chemicals and Reagents
The general experimental procedures were carried out similarly to those cited in previous papers with
slight modi�cations [42, 23, 27]. Biological and chemical reagents were obtained from Sigma (Missouri,
USA). The NMR spectra were measured using AVANCE III HD 600 spectrometer (Bruker, Billerica, MA,
USA). Tetramethylsilane was selected as an internal reference. HR-ESI-MS data were acquired using a
6530 Accurate-Mass Q-TOF LC/MS system (Agilent, Santa Clara, CA, USA). TLC analysis was performed
on Kieselgel 60 F254 or RP-18 F254s plates. Open column chromatography was carried out using silica gel,
Sephadex LH-20 and RP-C18, which were provided by Merck. By misting the isolated compounds with
10% H2SO4 in water and then heating for 1.5 to 2 minutes, the compounds were visualized. Solvents
obtained from commercial sources were used throughout all procedures without additional puri�cation.

Identi�cation of plant
The whole plants of C. asiaticum (voucher specimen number: LS180122) were collected at Lang Son
province in January 2022 and taxonomically identi�ed by Dr. Do Thanh Tuan. The voucher specimen was
deposited at the herbarium of the Center for Research and Technology Transfer, Vietnam Academy of
Science and Technology.

Extraction of plants and column chromatography isolation
of chemical components
Dried whole Crinum asiaticum var. sinicum plants (4 kg) were extracted by re�uxing three times in 10 L
methanol. The extracts were concentrated in vacuo to give a MeOH extract (680 g), which was suspended
in H2O (2.5 L) and adjusted to pH 2 with 10% HCl. The acidic aqueous phase was removed by �ltration.
The �ltrate was loaded onto an ion-exchange resin, eluted with 20% MeOH until the eluate became
colorless to yield the nonalkaloid parts, and then eluted with 2% NaOH in 65% MeOH solution (5×
retention volume) to afford the crude total alkaloids. The alkaloid-containing solution was acidi�ed to pH
5 with 10% HCl and partitioned with CH2Cl2 (3 × 2 L) to afford the CH2Cl2 extract (65 g).

The dichloromethane-soluble portion was subjected to silica gel column chromatography (CC), eluting
with gradient systems of CH2Cl2-MeOH (100:0, 100:10, 100:30, 100:50, and 1:100, v/v). The eluted
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fractions were pooled according to TLC analysis results, yielding six [�ve?] major fractions (NAD1–
NAD5). The NAD2 fraction was separated by silica gel CC and eluted using CH2Cl2-MeOH-ammoniac
(80:1:0.1–1:1:0.1, v/v/v) to yield three smaller subfractions, NAD2A–NAD2C. Compounds 3 (50 mg), 4
(200 mg), and 5 (8.2 mg) were obtained from fraction NAD2B (3.2 g) by separation using RP-18 (MeOH-
H2O, 1.5:1, v/v). Fraction NAD3 (2 g) was further isolated by YMC CC with acetone-H2O (2:1, v/v) and
puri�cation over Sephadex LH-20 (MeOH-H2O, 4:1, v/v) to yield compounds 2 (100.5 mg) and 6 (8.9 mg).
Puri�cation of NAD4 over Sephadex LH-20 (100% MeOH) using the same methodology, followed by
preparative TLC and elution with CH2Cl2-MeOH-ammoniac (10:1:0.1, v/v/v), yielded compounds 1 (5.3
mg) and 7 (6.6 mg).

Molecular docking simulation
Molecular docking simulations were carried out using AutoDock 4.2.6 following the previous described
protocol. The 3D X-ray crystallographic structure of acetylcholine (PDB ID: 1C2B) was yielded from the
RCSB Protein Data Bank database (https://www.rcsb.org/) [43]. The PDB �le was energy minimized and
optimized by removal of water molecules and atomic clashes to get a stable con�rmation.

Molecular dynamic simulation
GROMACS software version 2022.1 was used to perform the molecular dynamics simulation [44]. The
topology parameters were generated from the CHARMM-GUI web server with the CHARMM36 force �eld.
First, the simulation was minimized using the steepest descent method followed by a solvation process
in the default size of cubic with the TIP3P water model. Next, the simulation was neutralized by adding
counterions (Na+ and/or Cl−), followed by an energy minimization process for 50,000 steps. At 300 K and
1 atm, the minimal system was put into practice in an NPT ensemble. Finally, 1000 frames were
generated with a recording interval of 100 ps, and the MD simulation was run for 100 ns.

Acetylcholinesterase inhibitory activity testing
Acetylcholinesterase inhibitory activities of isolated compounds was performed by the previous report [4].
The detailed procedure was described in the supplementary data.

Statistical analysis
Data are presented as the means ± SD for at least three independent experiments.
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Figures

Figure 1
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The structures of alkaloids (1-7) isolated from the whole plants of C. asiaticum

Figure 2

Signi�cant key HMBC correlations of compound 1
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Figure 3

CD spectrum of compound 1

Figure 4

Molecular docking result of 1 binding to AChE protein. (A) 3D modeling of 1 biding within the AChE
protein. (B) 2D interaction diagram of acetylcholine with new compound 1. (C) Generation of the ligand-
binding pocket.



Page 16/16

Figure 5

Superpositions of AChE with compound 1 for simulation trajectory (0 to 100 ns) (A). The potential energy
(B), RMSD (C), RMSF (D), and hydrogen bonds (E) of the simulation calculated during 100 ns. The center
of mass distance between protein and compound 1 (F).
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