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Porcine epidemic diarrhea virus (PEDV) causes severe diarrhea and high fatality of piglets, influencing the
swine industry. Japanese horse chestnut (seed of Aesculus turbinata) contains many saponin mixtures,
called escins, and has been used for a long time as a traditional medicinal plant. Structure-activity rela-
tionship (SAR) studies on escins have revealed that acylations at C-21 and C-22 with angeloyl or tigloyl
groups were important for their cytotoxic effects. However, the strong cytotoxicity of escins makes them
hard to utilize for other diseases and to develop as nutraceuticals. In this research, we investigated
whether escin derivatives 1–7 (including new compounds 2, 3, 5 and 6), without the angeloyl or tigloyl
groups and with modified glycosidic linkages by hydrolysis, have PEDV inhibitory effects with less cyto-
toxicity. Compounds 1–7 had no cytotoxicity at 20 lM on VERO cells, while compounds 8–10 showed
strong cytotoxicity at similar concentrations on PEDV. Our results suggest that escin derivatives showed
strong inhibitory activities on PEDV replication with lowered cytotoxicity. These studies propose a
method to utilize Japanese horse chestnut for treating PEDV and to increase the diversity of its bioactive
compounds.

� 2017 Elsevier Ltd. All rights reserved.
Coronaviruses (CoVs) have been reported as the causes of differ-
ent diseases at respiratory, enteric or central nervous system in
many species including bats, pigs, horses and humans.1 These
viruses are enveloped and single-stranded RNA viruses, constitut-
ing the largest RNA genomes in mammalian viruses, ranging from
25.5 to nearly 32 kb in length.2 Until 2003, only two coronaviruses
were identified as infecting humans. However, severe acute respi-
ratory syndrome coronavirus (SARS-CoV), was newly identified in
2002 to 2003, causing 10–50% mortality in infected individuals,
affecting 27 countries, and exhibiting atypical pneumonia.1,2 A
novel coronavirus, Middle East respiratory syndrome coronavirus
(MERS-CoV), was first isolated and reported in Saudi Arabia in
2012. The symptoms of MERS-CoV include acute pneumonia and
severe renal failure in humans after infection.3 This disease contin-
ued to emerge and spread to approximately 30 countries4 and in
May 2015, an outbreak of MERS occurred in the Korea via a traveler
from the Middle East. Until the patient was diagnosed as infected
with MERS-CoV, 29 secondary infections occurred by visiting dif-
ferent clinics, resulting in 186 confirmed cases.5

Coronaviruses at a molecular level have important features such
as high rates of RNA recombination, extraordinarily large RNA gen-
omes and rapid stability after transmission to other species, and
leading to genetic diversity, unlike other enveloped RNA viruses.6

PEDV of family Coronaviridae shares phylogenetically common fea-
tures with other coronaviruses. PEDV causes severe diarrhea, dehy-
dration, vomiting in pigs of all ages, and high mortality of piglets,
resulting in tremendous financial loss.7 Thus, these results imply
the necessity of studying the characteristics of coronaviruses and
discovering active drugs to prevent the fast and extensive spread
of coronaviruses.

Aesculus L (Hippocastanaceae) contains 12 species of deciduous
trees and has been cultivated as pharmaceutical crops for the pro-
duction of Standardized Therapeutics Extracts of escins in China.
The common name ‘‘horse chestnut” came from the uses of seeds
for horses to treat overexertion or coughs, and it has been used
as therapeutics purposes for anti-fever.8 Japanese horse chestnut
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(Aesculus turbinata) is a medicinal plant widely distributed in Japan
and also has a small amount of cultivation in Korea and China.9 The
seeds, which a large amount of escins were reported as its con-
stituents,9 have been used for diverse biological activities including
anti-inflammatory, anti-obesity, hypoglycemic, and anti-cancer
effects.10–14

Escins were also reported to possess strong antiviral effects
against SARS-CoV with an EC50 of 6.0 lM (SI value of 2.5)15 and
against anti-HIV-1 protease.9 However, the industrial utilization
of escins for application to diseases and development as nutraceu-
ticals has been limited to date due to their strong nonspecific cyto-
toxic effects. These reports prompted us towards the development
of safer escin derivatives with anti-CoV activities. Previous studies
on structure–activity relationship with escins suggested that acy-
lation at C-21 and C-22 was necessary for the cytotoxic
effects.16–20 The cytotoxicity can be enhanced with methylation
at C-24 and a free hydroxyl at C-16 at oleanane-type structure
Table 1
1H NMR and 13C NMR spectroscopic data of compounds 2, 3, 5, and 6 in pyridine-d5.

No. 2a 3a 5b

dC dH (J in Hz) dC dH (J in Hz) dC dH (

1 39.0 1.47, 0.94 39.0 1.45, 0.90 38.9 1.46
2 26.8 1.92, 1.76 26.8 2.24 (d-like; 11.1), 1.85 27.2 2.23
3 89.1 3.42 (dd-like) 89.2 3.41 (dd-like) 89.2 3.63
4 39.7 39.7 44.7
5 56.0 0.80 55.9 0.82 56.4 0.94
6 18.6 1.61, 1.50 18.6 1.65, 1.51 19.1 1.65
7 33.4 1.62, 1.32 33.3 1.63, 1.31 (overlap) 33.7 1.59
8 40.2 40.2 40.3
9 47.2 1.77 47.2 1.77 47.2 1.76
10 37.0 37.0 36.8
11 24.0 1.92, 1.79 24.0 1.93, 1.87 24.4 1.91
12 123.2 5.39 (br s) 123.1 5.42 (br s) 123.2 5.38
13 144.1 144.1 144.2
14 42.2 42.2 42.3
15 34.5 2.10 (d; 12.3), 1.69

(d; 14.3)
34.5 2.12 (d; 11.8), 1.71

(d; 14.2)
34.6 2.08

(d;
16 68.0 5.03 (overlap) 68.0 5.04 (overlap) 68.2 5.02
17 47.5 47.5 47.7
18 41.3 2.80 (dd-like; 13.0) 41.3 2.82 (dd-like) 41.3 2.80
19 48.4 3.06 (t; 13.4), 1.43 48.4 3.08 (t; 13.5) 48.5 3.02
20 36.6 36.6 36.7
21 78.9 4.80 (d; 8.6) 78.8 4.82 (d; 9.5) 79.0 4.80
22 77.5 4.63 (d-like; overlap) 77.4 4.65 (d; 9.6) 77.5 4.64
23 28.3 1.30 28.3 1.31 23.6 1.53
24 17.2 1.00 17.1 1.02 63.6 4.40
25 16.0 0.85 15.9 0.87 15.8 0.80
26 17.1 0.90 17.1 0.92 17.1 0.88
27 27.6 1.88 27.6 1.90 27.7 1.88
28 68.6 4.02 (d; 10.3), 3.72

(dd; 10.1)
68.5 4.04 (d; 10.6),

3.74 (overlap)
68.5 4.00

29 30.8 1.32 30.7 1,35 30.9 1.33
30 19.6 1.38 19.6 1.43 19.8 1.40
GlcA
10 107.4 5.03 (overlap) 107.0 5.03 (overlap) 106.7 5.18
20 75.7 4.13 (t-like) 75.1 4.15 (t-like) 75.7 4.12
30 78.4 4.32 (t-like) 76.1 4.37 (t; 7.5) 78.4 4.35
40 73.7 4.58 (overlap) 82.9 4.61 (overlap) 73.9 4.60
50 77.9 4.67 (overlap) 76.6 4.75 (d; 7.8) 78.3 4.73
60 n.d n.d 173.4
Glc
100 105.0 5.25 (d; 6.4)
200 75.0 4.09 (t; 8.0)
300 78.2 4.23 (overlap)
400 71.7 4.15 (overlap)
500 78.6 4.02 (overlap)
600 62.7 4.53 (d; 11.0),

4.27 (overlap)

ppm, J in Hz.
a Recorded in 1H (500 MHz) and 13C NMR (125 MHz).
b Recorded in 1H NMR (800 MHz) and 13C NMR (200 MHz).
and altered by the site of glycosides.14,21 Thus, alkaline and acid
hydrolysis of escins was applied to detach acyl moieties at C-21
and C-22, and provide varieties of sugar moieties at C-3.

In this research, we reported ten compounds (1–10), including
four new compounds 2, 3, 5 and 6, from the extract of A. turbinate
after the two-step hydrolysis. We also measured their antiviral
activities using the PEDV assay with isolated compounds and each
fraction for safer utilization of Japanese horse chestnut.

The air-dried seeds of A. turbinata were extracted and separated
through column chromatography using silica gel, RP-C18 and
preparative HPLC to afford ten compounds, including four new
(2, 3 and 5, 6) and six known (1, 4 and 7–10).22,23

Compound 2 was obtained as a brownish amorphous powder.
The positive HRESIMS showed [(M+H)+[�H2O]]+ ion at m/z
649.3946 (calcd for 649.3946) and [M�H]� ion at m/z 665.3901
(calcd for 665.3906), implying the molecular formula to be
C36H58O11. The IR spectrum showed absorption due to hydroxyl
6b

J in Hz) dC dH (J in Hz)

, 0.91 38.9 1.43, 0.85
(d-like; 10.2), 2.03 (d-like) 27.1 2.17 (d-like; 12.9), 2.00 (dd-like; 11.0)
(dd-like; 11.8) 89.3 3.56 (d; 10.8)

44.7
(d; 11.5) 56.4 0.91 (d; 12.3)
, 1.36 19.1 1.62, 1.35
, 1.31 33.7 1.59, 1.30

40.3
47.2 1.74 (m)
36.8

, 1.80 24.4 1.91, 1.79
(br s) 123.3 5.39 (br s)

144.3
42.4

(dd-like; 14.5, 3.5), 1.69
13.5)

34.6 2.08 (d-like; 11.2), 1.68 (d; 13.8)

(br s) 68.2 5.02 (br s)
47.7

(dd; 14.0, 3.7) 41.5 2.81 (dd; 13.3, 3.7)
(t; 13.5), 1.42 (dd; 12.9, 4.2) 48.5 3.05 (t; 13.4), 1.42 (d-like)

36.8
(d; 9.6) 79.0 4.81 (d; 9.4)
(d; 9.5) 77.5 4.64 (d; 9.5)

23.6 1.49
(d; 11.2), 3.65 (d; 11.4) 63.5 4.37 (d; 11.0), 3.62 (d; 10.6)

15.8 0.78
17.2 0.88
27.7 1.89

(d; 10.5), 3.71 (d; 10.3) 68.6 4.10 (d; 10.3), 3.72 (d; 10.4)

30.9 1.33
19.8 1.39

(d; 7.4) 106.2 5.09 (overlap)
(t; 8.2) 75.2 4.11 (overlap)
(t; 8.8) 76.9 4.32 (t; 7.2)
(t-like) 83.9 4.54 (overlap)
(d-like) 76.9 4.69

n.d

105.3 5.22 (overlap)
75.4 4.07 (t; 7.3)
78.4 4.25 (overlap)
72.0 4.12 (overlap)
78.8 4.00 (overlap)
62.9 4.52, 4.23 (both overlap)
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(3375 cm�1), olefinic bond (1658 cm�1), and glycosidic linkage
(1023 cm�1). The 1H and 13C NMR data of 2 proposed the structure
as an olean-12-ene triterpenoid glucopyranosiduronic acid,
exhibiting signals for seven tertiary methyl groups [dH 0.85 (CH3-
25), 0.90 (CH3-26), 1.00 (CH3-24), 1.30 (CH3-23), 1.32 (CH3-29),
1.38 (CH3-30) and 1.88 (CH3-27)], an olefinic proton at dH 5.39
(br s) with two olefinic carbon signals at dC 123.0 (C-12) and
144.0 (C-13), and one b-D-glucopyranosiduronic acid moiety [one
anomeric proton at dH 5.03 (H-10), along with five carbon signals
at dC 107.2 (C-10), 78.2 (C-30), 77.7 (C-50), 75.5 (C-20) and 73.5 (C-
40)] (Table 1). The 1H and 13C NMR data of 2 were consistent with
those of escinidin (1), except for the chemical shift of C-3 and the
presence of one b-D-glucopyranosiduronic acid moiety in 2 (Fig. 1).
These results indicated the attachment of b-D-glucopyra-
nosiduronic acid to C-3 (dC 89.0). The linkage position of this b-D-
glucopyranosiduronic acid was confirmed by the HMBC experi-
ment from the correlation from H-10 (dH 5.03) to C-3 (dC 89.1)
(Fig. 2A). Therefore, the structure of 2 was elucidated as
(3b,16a,21b,22a)-16,21,22,28-tetrahydroxyolean-12-en-3-O-b-D-
glucopyranosiduronic acid.23

Compound 3 was isolated as a brownish amorphous powder,
with the molecular formula C42H68O16, as implied from the HRE-
SIMS at m/z 851.4408 [M+Na]+ (calcd for C42H68O16Na+,
851.4400) and at m/z 827.4434 [M�H]� (calcd for C42H67O16

� ,
827.4435). The IR spectrum suggested the presence of hydroxyl
(3390 cm�1), olefinic bond (1658 cm�1), and glycosidic linkage
(1028 cm�1). The 1H NMR spectrum showed signals for seven ter-
tiary methyl groups [dH 0.87 (CH3-25), 0.92 (CH3-26), 1.02 (CH3-
24), 1.31 (CH3-23), 1.35 (CH3-29), 1.43 (CH3-30) and 1.90 (CH3-
27)], an olefinic proton at dH 5.42 (br s) and two anomeric protons
at dH 5.25 (1H, d, J = 6.4 Hz, H-100) and 5.03 (1H, d-like, overlap, H-
10). The 13C NMR spectrum of 3 was very similar to that of 2, apart
from the presence of one b-D-glycopyranosyl moiety in 3 (Table 1).
The linkage position of the b-D-glycopyranosyl was identified by
HMBC experiment. The HMBC correlations between H-3 (dH 3.41)
Fig. 1. Chemical structures of isolated compounds 1–1
and C-10 (dC 107.0) and also H-40 (dH 4.61) and C-100 (dC 105.0) were
observed, indicating that b-D-glucopyranosiduronic acid was
attached to the carbon C-3 as in 2, and the other b-D-glycopyra-
nosyl was linked at the C-40 of b-D-glucopyranosiduronic acid
(Fig. 2A). Thus, the structure of 3 was established as
(3b,16a,21b,22a)-16,21,22,28-tetrahydroxyolean-12-en-3-yl-O-[b-
D-glycopyranosyl-(1?4)]-b-D-glucopyranosiduronic acid).23

Compound 5 was obtained as a brown amorphous powder.
HRESIMS of positive mode showed a [(M+H)+[�H2O]]+ ion at m/z
665.3898 (calcd for 665.3895) and [M�H]� ion at m/z 681.3852
(calcd for 681.3856), which indicated a molecular formula of
C36H58O12. Absorption bands at 3385, 1657, and 1028 cm�1 in
the IR spectrum demonstrated the presence of hydroxyl, olefinic
bond, and glycosidic linkage, respectively. The 1H and 13C NMR
data of 5 indicated the structure as an olean-12-ene triterpenoid
glucopyranosiduronic acid, disclosing the presence of six tertiary
methyl groups [dH 0.80 (CH3-25), 0.88 (CH3-26), 1.33 (CH3-29),
1.40 (CH3-30), 1.53 (CH3-23), 1.88 (CH3-27)], as well as an olefinic
proton at dH 5.38 (br s, H-12) with two olefinic carbon signals at dC
123.2 (C-12) and 144.2 (C-13), and one b-D-glucopyranosiduronic
acid moiety [one anomeric proton dH 5.18 (d, J = 7.2 Hz, H-10), along
with six carbon signals at dC 173.4 (C-60), 106.7 (C-10), 78.4 (C-30),
78.3 (C-50), 75.7 (C-20), and 73.9 (C-40)]. Compound 5 was similar
to 2 except for the presence of a hydroxyl group at C-24 (dC 63.6)
(Table 1). The HMBC correlation between H-3 (dH 3.63) and C-10

(dC 106.7) confirmed the position of b-D-glucopyranosiduronic acid.
The relative configuration of 5 was investigated by analysis of its
ROESY spectrum (Fig. 2B).

Correlations between H2-24 (dH 4.40)/H3-25 (dH 0.80), H3-25 (dH
0.80)/H3-26 (dH 0.88), H3-26 (dH 0.88)/H2-28 (dH 4.00), H2-28 (dH
4.00)/H-16 (dH 5.02), H-16 (dH 5.02)/H-22 (dH 4.64), H-22 (dH
4.64)/H3-30 (dH 1.40), H3-30 (dH 1.40)/H-18 (dH 2.80), and H-18
(dH 2.80)/H-22 (dH 4.64) were observed in the ROESY data, imply-
ing that all these protons were on the same side of the molecule.
The relative configuration of compound 5 remained unaltered even
0 from Aesculus turbinata and its reaction mixture.



Fig 2. (A) Key HMBC correlations (1H-13C) for new compounds 2, 3, 5, and 6; (B) key ROESY correlations for compound 5.
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after the two-step reaction except for the deacylation and the
cleavage of the glucose linkage. Therefore, the structure of 5 was
identified as (3b,16a,21b,22a)-16,21,22,24,28-pentahydroxy-
olean-12-en-3-O-b-D-glucopyranosiduronic acid.23

Compound 6 was isolated as a brown amorphous powder, with
the molecular formula C42H68O17, by the HRESIMS at m/z 867.4345
[M+Na]+ (calcd for C42H68O17Na+, 867.4349) and at m/z 843.4384
[M�H]� (calcd for C42H67O17

� , 843.4384). Its IR spectrum displayed
strong absorptions for hydroxyl (3405 cm�1), olefinic bond
(1604 cm�1), and glycosidic linkage (1033 cm�1). The 1H and 13C
NMR data of 6 suggested the structure as an olean-12-ene
triterpenoid glycopyranosyl glucopyranosiduronic acid, exhibiting
signals for six tertiary methyl groups [dH 0.78 (CH3-25), 0.88
(CH3-26), 1.33 (CH3-29), 1.39 (CH3-30), 1.49 (CH3-23), 1.89 (CH3-27)],
an olefinic proton at dH 5.39 (br s) with two olefinic carbon signals
at dC 123.3 (C-12) and 144.3 (C-13), one b-D-glucopyranosiduronic
acid moiety [an anomeric proton at dH 5.09 (H-10), along with five
carbon signals at dC 106.2 (C-10), 83.9 (C-40), 76.9 (C-30), 76.9 (C-500),
and 75.2 (C-20)], and one b-D-glycopyranosyl moiety [one anomeric
proton at dH 5.22 (H-100), along with six carbon signals at dC 105.3
(C-100), 78.8 (C-500), 78.4 (C-300), 75.4 (C-200) and 72.0 (C-400), 62.9
(C-600)]. The 13C NMR spectral peaks for compound 6 were very
close to those for 3. In particular, the signals for the carbons of
the glycopyranosyl and glucopyranosiduronic acid moieties of 6
were fully in agreement with those of 3, indicating the presence
of b-D-glycopyranosyl-(1?4)]-b-D-glucopyranosiduronic acid. The
linkage position was further confirmed in the HMBC experiment,
showing the correlation from H-10 (dH 5.09) to C-3 (dC 89.3) and
from H-100 (dH 5.22) to C-40 (dC 83.9) of the b-D-glucopyra-
nosiduronic acid (Fig. 2A). Thus, compound 6 was concluded to
be (3b,16a,21b,22a)-16,21,22,24,28-pentahydroxyolean-12-en-3-
yl-O-[b-D-glycopyranosyl-(1?4)]-b-D-glucopyranosiduronic acid.23
By analysing the ROESY data of compound 5, we also confirmed
that the overall skeleton and relative configurations of new com-
pounds 2, 3, 5, and 6 were identical with the escin series, after a
two-step hydrolysis. Six known compounds 1, 4, and 7–10 were
determined as protoaescigenin (1),24 escinidin (4),25 aesculuside
B (7), escin Ia (8), escin Ib (9),13 and isoescin Ia (10)26 by compar-
ison with literature data.

The cytotoxicity assay27 was done at a concentration of 10 lg/
mL to compare the cytotoxic effects of the total extract and parti-
tioned fractions before and after a two-step hydrolysis (Fig. 3A).
The n-BuOH fraction, containing a large amount of escins, showed
strong cytotoxicity compared to fractions obtained after the two-
step hydrolysis. Interestingly, compounds 1–7 isolated from the
fraction with the two-step hydrolysis were evaluated to have much
lower cytotoxic effects than compounds 8–10 from the n-BuOH
part at concentration of 20 lM (Fig. S22). Additionally, dose-
dependent cytotoxic effects of compounds 8–10 were ascertained
at concentrations of 2, 5 and 10 lM (Fig. S23).

The n-BuOH and the other fractions from a two-step hydrolysis
were evaluated for their PEDV inhibitory activities with 6-azau-
ridine as positive control at 1, 2, 5, and 10 lg/mL (Fig. 3B).28 Up
to 2 lg/mL, both fractions showed similar and mild inhibitory
effects on PEDV replication, proving the original horse chestnut’s
antiviral activities. The fraction after a two-step hydrolysis inhib-
ited PEDV replication in a dose-dependent manner without cyto-
toxicity. The n-BuOH fractions above 5 lg/mL, which are
expected to contain many escins, exhibited poor cell viability
because of strong cytotoxic effects, even if it could show better
PEDV inhibitory effects than the fraction from a two-step
hydrolysis. Based on these data, the ten purified oleanane triter-
penoids (1–10) were evaluated for their PEDV inhibitory effects
with the same methods (Fig. S24). As compounds 8–10 showed



Fig. 3. (A) Cytotoxicity assay of fractions at 10 lg/mL. The reaction fraction had no
cytotoxicity at 10 lg/mL and the n-BuOH fraction showed significant cytotoxicity.
(B) CPE inhibition assay of the n-BuOH fraction and the reaction fraction at
concentrations of 1, 2, 5, and 10 lg/mL. Up to 2 lg/mL, the n-BuOH fraction and the
reaction fraction from a two-step hydrolysis showed similar activities, but at high
concentrations, the n-BuOH fraction showed cytotoxic effects and the reaction
fraction had PEDV inhibitory effects in dose-dependent manner.
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strong cytotoxic effects on Vero cells at 20 lM, their PEDV inhibi-
tory activities were evaluated at a concentration of 2 lM.
Compounds 1–7 were tested at a concentration of 20 lM to com-
pare their inhibitory effects on PEDV replication, providing less
cytotoxicity in relatively high concentrations. Compound 4 showed
the strongest inhibitory activity among the ten compounds 1–10.
Fig. 4. (A) Inhibitory effects of compounds 1 and 4–7 on PEDV nucleocapsid synthesi
synthesis at a concentration of 2 lM. (B) Inhibitory effects of compound 4 on PEDV nuc
Additionally, Compounds 4–6 exhibited concentration-dependent
inhibition of PEDV replication at concentrations of 10, 20 and
40 lM, indicating improved cell viability from the two-step
hydrolysis (Fig. S25). Based on cytotoxicity and CPE assays, struc-
ture-activity relationships (SARs) were studied. Isolated com-
pounds 1–10 after the two-step hydrolysis suggested the
presence of three important groups: (1) acylation at C-21, C-22
or C-28 (1–7 and 8–10), (2) methylation at C-24 (1–3 and 4–6),
(3) existence of glycosidic linkages [(1–3) and (4 and 5–7)].
Group 1 (1–7 and 8–10) indicated that deacylation at C-21 could
improve the cell viability (Figs.3A and S22). The PEDV inhibitory
effects of group 2 (1–3 and 4–6) demonstrated that methylation
at C-24 could reduce antiviral activity. Group 3 [(1–3) and (4 and
5–7)] showed that the absence of glycosidic linkage also improved
the antiviral effects (Fig. S24).

During the PEDV replication, two key structural proteins, spike
and nucleocapsid proteins, take part in important roles.29 The spike
protein regulates the entry stage of the virus30 and binding of
nucleocapsid protein to viral RNA is crucial for viral transcription.31

Following the data of the cytotoxicity and CPE assays (Figs. S22–
24), the five compounds 1 and 4–7 were selected for further eval-
uation. The inhibitory effects of compounds 1 and 4–7 on nucleo-
capsid protein synthesis at 20 lM were measured using Western
blot (Fig. 4A).32 The five compounds showed moderate inhibitory
effects on nucleocapsid protein synthesis, and compound 4 signif-
icantly inhibited nucleocapsid protein synthesis. Thus, compound
4was further analyzed for its effects in nucleocapsid and spike pro-
tein synthesis with Western blot at concentrations of 10, 20 and
40 lM, and it was found to inhibit PEDV replication in a concentra-
tion-dependent manner (Fig. 4B).

On the basis of the above findings, compounds 4 and 6 were
also measured with key genes and proteins crucial for PEDV repli-
cation by real time qPCR (qPCR).33 To measure the expression level
of viral RNA encoding nucleocapsid and spike proteins, compounds
4 and 6 were treated in Vero cells at a concentration of 40 lM and
total RNA was extracted for reverse transcription followed by poly-
merase chain reaction using the primers for PEDV (S-Table 1).
Fig. 5A shows the RNA expression levels of two kinds of proteins
with compounds 4, 6 and positive control. When the inhibitory
effect of compound 4 was analyzed in detail at the concentrations
s, using Western blot assay. Compounds 1 and 4–7 inhibited PEDV nucleocapsid
leocapsid and spike protein synthesis, using Western blot analysis.



Fig. 5. (A) By RT-PCR analysis, inhibitory effects of compounds 4 and 6 on PEDV RNA expression encoding nucleocapsid and spike protein were evaluated. At a concentration
of 40 lM, the two compounds showed significant biological effects. (B) By RT-PCR analysis, compound 4 was analyzed for its inhibitory effects on PEDV RNA expression
encoding nucleocapsid and spike protein at the concentrations of 10, 20 and 40 lM. Compound 4 showed inhibitory effects on RNA expression in a concentration-dependent
manner. (C) Immunofluorescence assay showed that PEDV replication on Vero cells was inhibited by compound 4 in a dose-dependent manner. (D) Docking simulation of 3CL
protease (PDB: 3V3M) with compound 4 and its interaction.
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of 10, 20 and 40 lM, compound 4 inhibited the RNA expression of
nucleocapsid and spike proteins in a dose-dependent manner
(Fig. 5B). On the basis of inhibition of PEDV RNA expression, com-
pound 4 was further studied for its inhibitory effects on PEDV
replication, by performing an immunocytochemistry assay
(Fig. 5C).34 We observed green fluorescence in virus-infected cells
but no signals in mock-treated cells. This result revealed that com-
pound 4 had noticeable inhibitory effects on PEDV replication in a
dose-dependent manner at concentrations of 10, 20 and 40 lM.

3C-Chymotrypsin-Like protease (3CL protease) is vital for prote-
olytic processing of viral replication in coronaviruses. As escin was
reported as a SARS-CoV 3CL protease inhibitor,15 we performed
docking modelling of compound 4 into the active site of SARS-
CoV 3CLpro (PDB ID code 3V3M).35 The binding site was predicted
by the 2D program of DS 4.0. As shown in Fig. 5D, the hydroxyl
group of C22 and C16 of 4 formed hydrogen bonds with the oxygen
atom of the carbonyl group of Glu166. Additionally, the methyl
group of C23 and the B ring of 4 showed hydrophobic interactions
with Cys145 and Leu27 through their side chains. The CDOCKER
interaction energy was calculated to be �38.63 kcal/mol. The
3CLpro binding energy value of compound 4 was unstable and
weaker than that of the reference ligand 0EM. However, clear key
amino acid interactions of compound 4 with 3CLpro, proposed the
mode of action as inhibition of 3CL protease and explained inhibi-
tory possibility of the SARS-CoV of escin derivatives.

This research demonstrated that including the four new com-
pounds (2, 3, 5, and 6), ten oleanane-type triterpenoids (1–10)
were isolated from the seeds of Aesculus turbinata (Japanese horse
chestnut). The cytotoxicity of the n-BuOH fraction was decreased
with compounds 1–7 isolated from two-step hydrolysis. Especially,
two compounds 4 and 6 showed strong inhibitory activities against
PEDV in a dose-dependent manner. The present study proposed a
way to utilize Japanese horse chestnut for treating PEDV with low-
ered cytotoxic effects and to increase the diversity of bioactive
compounds.
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