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Abstract: The porcine epidemic diarrhea virus (PEDV) is an Alphacoronavirus (x-CoV) that causes
high mortality in infected piglets, resulting in serious economic losses in the farming industry.
Hypericin is a dianthrone compound that has been shown as an antiviral activity on several viruses.
Here, we first evaluated the antiviral effect of hypericin in PEDV and found the viral replication and
egression were significantly reduced with hypericin post-treatment. As hypericin has been shown
in SARS-CoV-2 that it is bound to viral 3CLpro, we thus established a molecular docking between
hypericin and PEDV 3CLpro using different software and found hypericin bound to 3CLpro through
two pockets. These binding pockets were further verified by another docking between hypericin
and PEDV 3CLpro pocket mutants, and the fluorescence resonance energy transfer (FRET) assay
confirmed that hypericin inhibits the PEDV 3CLpro activity. Moreover, the alignments of x-CoV
3CLpro sequences or crystal structure revealed that the pockets mediating hypericin and PEDV
3CLpro binding were highly conserved, especially in transmissible gastroenteritis virus (TGEV). We
then validated the anti-TGEV effect of hypericin through viral replication and egression. Overall,
our results push forward that hypericin was for the first time shown to have an inhibitory effect on
PEDV and TGEV by targeting 3CLpro, and it deserves further attention as not only a pan-anti-a-CoV
compound but potentially also as a compound of other coronaviral infections.

Keywords: «-CoV; PEDV; hypericin; 3CL protease; TGEV

1. Introduction

Coronaviruses (CoVs) are viruses that cause numerous pathologies in humans and
other mammals, including respiratory, enteric, hepatic, and neurological diseases, with
varying severities [1]. CoVs are divided into four genera, i.e., Alphacoronavirus (x-CoV),
Betacoronavirus (3-CoV), Gammacoronavirus (y-CoV), and Deltacoronavirus (6-CoV). Porcine
epidemic diarrhea virus (PEDV) is an «-CoV and the causative pathogen of porcine epi-
demic diarrhea (PED), which is mainly characterized by vomiting, watery diarrhea, severe
dehydration, and weight loss [2]. PEDV infections have a substantially detrimental effect
on the swine industry with high morbidity and mortality rates, especially in suckling
piglets. In the past 10 years, new outbreaks of PED have swept through many countries in
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Asia and America, leading to huge losses in the global pig industry [3,4]. Moreover, the
transmission of PED is mainly through a fecal-oral route from the feces of virus-carrying
pigs to others and shows seasonality, has more outbreaks in winter and spring, and is scat-
tered in summer and autumn [5]. Hence, it becomes important to develop a drug/vaccine
to fight against PED.

CoVs are enveloped positive single-stranded RNA viruses; the genome is approximately
30 kb and encodes four structural proteins, accessory proteins, and two overlapping open
reading frames (ORFs), ORFla and ORF1b, which are then translated into two large polypro-
teins, ppla and pplab. These two polyproteins are processed into 15 or 16 nonstructural
proteins (nsps) by multiple viral proteinases present in their sequences that are essential for
CoV replication [6]. x-CoVs have three viral proteases that are involved in the self-cleavage
of ppla and pplab: two papain-like proteases (PLpro), present with nsp3, a 3C-like pro-
teinase (3CLpro) or Mpro (hereafter 3CLpro), localized in nsp5. 3CLpro digests the viral
polyproteins at 11 sites and further processes them into 12 nsps. Moreover, the 3CLpro
is highly conserved among CoVs with an average similarity of 51.0% [7], and it appears
like a high-profile target for antiviral drug discovery in severe acute respiratory syndrome
coronavirus 2 (SARS-CoV-2) [8-10].

The usage of veterinary antiviral drugs in food-producing animals has the potential
to generate residues in animal-derived products (meat, milk, eggs, and honey) and poses
a health hazard to the consumer. In 2019, the Ministry of Agriculture and Rural Affairs
of the People’s Republic of China banned the usage of some antiviral drugs in food-
producing animals [11]. Thus, it is urgent to explore other ways to fight against animal
viruses; one of the possibilities is to take advantage of traditional antiviral herbs that
show a lower risk of drug resistance. Interestingly, more and more reports have shown
that herbs could effectively inhibit the replication of various viruses [12]. Hypericin is
one of the most biologically active dianthrone compounds extracted from St John’s Wort
(Hypericum perforatum L.) [13] that is widely used in antiviral [14-16], antitumor [17,18] and
antidepressant fields [19,20]. In particular, hypericin has shown strong antiviral activities
against uncoated RNA viruses, e.g., human immunodeficiency virus (HIV) and hepatitis C
virus (HCV) [14,21,22]. Moreover, our recent study showed an inhibition effect of hypericin
in a y-CoV, infectious bronchitis virus (IBV), through the inhibition of apoptosis and
reactive oxygen species (ROS) production [23]. Another molecular docking and dynamics
simulation assay predicted an antiviral role of hypericin in SARS-CoV-2 through targeting
3CLpro [8,9,24]. Herein, we aim to explore whether hypericin could serve as an antiviral
compound for x-CoV.

2. Materials and Methods
2.1. Cell Lines, Virus, Reagents, and Antibodies

Vero cells [25] and swine testis (ST) cells [26] were maintained in Dulbecco’s modified
Eagle’s medium (DMEM; Gibco, Grand Island, NY, USA) supplemented with 10% fetal
bovine serum (FBS; Thermo Fisher Scientific, Waltham, MA, USA) and 1% penicillin-
streptomycin (Solarbio, Beijing, China).

The PEDV HL]J strain (provided by Veterinary Pathology Laboratory, College of
Veterinary Medicine of Northeast Agricultural University, Harbin, China) and TGEV
Purdue strain [26] were propagated in Vero and ST cells, respectively.

Hypericin (Sigma, St. Louis, MO, USA) was dissolved with dimethylsulfoxide (DMSO;
Solarbio) to prepare a stock of 200 mM and stored at —20 °C [23]. Ribavirin (Sichuan Baili
Pharmaceutical Co., Ltd., Chengdu, China) was dissolved in DMEM to prepare a stock of
concentration 200 mM that was used as a positive control for PEDV and TGEV inhibitor in
our study [27].

Fluorescein isothiocyanate (FITC)-conjugated affiniPure goat anti-mouse IgG was pur-
chased from the Zhongshan (Zhongshan, Beijing, China). The PEDV N protein monoclonal
antibody [28] and the TGEV N protein polyclonal antibody were prepared and kept in
Veterinary Pathology Laboratory, College of Veterinary Medicine of Northeast Agricultural
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University, China. The p-actin monoclonal antibody and horseradish peroxidase (HRP)
labeled secondary antibodies were purchased from Sigma (Sigma, St. Louis, MO, USA).

2.2. Cytotoxicity Assay

Cells were seeded in 96-well plates at a density of 1.0 x 10* cells/well, followed
by additional serial dilutions (2.5-320.0 uM) of hypericin. Cells were allowed to grow
for 48 h at 37 °C, and proliferation was analyzed using the Cell Counting Kit-8 (CCK-§;
MedChemExpress, Monmouth Junction, NJ, USA) method. Briefly, the medium was
removed before adding 10 uL. of CCK-8 to the cells and incubating cells at 37 °C for 2 h.
Absorbance of each well at OD,s59 was measured using an Elx 808 microplate reader (BioTek,
Vermont, VT, USA), and the cell viability was calculated according to the following equation:
Cell viability = (OD, — ODy,)/(OD. — ODy) x 100%. OD,: Wells were incubated with
hypericin treated cells and CCKS8, ODy,: Wells were incubated with DMEM (containing the
same concentration of DMSQO) and CCKS8 but without cells, and OD.: wells were incubated
with DMEM, containing the same concentration of DMSO-treated cells and CCKS.

2.3. Antiviral Assays on PEDV and TGEV

To evaluate the antiviral effect of hypericin in PEDV-infected Vero cells, we used two
ways of treatment: pre-treatment and post-treatment (Figure 1A). For pre-treatment, Vero
cells were initially treated with indicated concentrations of hypericin for 2 h at 37 °C and
then inoculated with PEDV (0.1 MOI) for 36 h. For post-treatment, Vero cells were inocu-
lated with PEDV (0.1 MOI) for 2 h at 37 °C and then added the indicated concentrations of
hypericin for 34 h. Cells were finally harvested and prepared for further processing.

To assess the antiviral effect of hypericin in TGEV-infected ST cells, ST cells were
inoculated with TGEV (0.1 MOI) for 2 h and then added the indicated concentrations of
hypericin for 34 h. Cells were finally harvested and prepared for further processing.
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Figure 1. Hypericin in PEDV-infected cells. (A) An overview of hypericin pre-treatment and post-treatment in PEDV-
infected Vero cells. (B) Cell viability upon hypericin treatment in Vero cells. Cells were treated with the indicated doses
of hypericin for 48 h, and the cell viability was further measured by CCK-8 assay. All CCK-8 values were normalized
to the 0 pg/mL, which represents 100% cell viability. (C) Vero cells were infected with PEDV at MOI 0.1 with hypericin
pre-treatment and/or post-treatment at the concentrations of 2.5 uM, 5.0 uM, and 10.0 uM. The ribavirin treatment (200 pM)
was a positive control to block PEDV entry or replication. The cells were processed for RNA extraction; viral N gene
was quantified by qRT-PCR, using the primer sets described in Materials and Methods. The expression levels of viral N
gene were normalized to those of 3-actin, and data represent average amounts relative to the PEDV-infected cells with
0.05% (v/v) of DMSO treatment. (D) Culture supernatants were examined by TCIDsg. Results were expressed relative to
the PEDV-infected cells with 0.05% (v/v) of DMSO treatment. (E) Proteins were separated by SDS-PAGE, and Western
blot membranes were probed with an antibody against either PEDV N or GAPDH. (F) The N protein expression in each
sample was quantified and normalized to the GAPDH signal. Results were expressed relative to the PEDV-infected cells
with 0.05% (v/v) of DMSO treatment. (G) The post-treatment of hypericin in PEDV-infected cells at the concentrations of
0.625 uM, 1.25 uM, 2.5 uM, 5.0 uM, and 10.0 uM. Cells were processed for immunofluorescence using antibodies against
PEDV N protein and DAPI staining. (H) The percentage of viral infected cells was calculated by counting the cells with
PEDV N-positive signal and dividing it by the number of DAPI-positive. For each condition, we chose at least three views
with more than 300 DAPI-positive cells and triplicated them to get the standard deviation. All data are represented as
mean + SD of at least three independent experiments. Student’s ¢-test was used to evaluate statistical differences, and a
p < 0.05 was considered significant with *, and ** showed p < 0.01.

2.50 uM hypericin 5.00 uM hypericin 10.00 pM hypericin

Fluoorescence Intensity
>

2.4. Immunofluorescence Assay

Vero cells were fixed with 4% paraformaldehyde in phosphate-buffered saline (PBS)
(Solarbio) followed by incubating with blocking buffer (0.2% skim milk, 2% FBS, 0.1 M
glycine, 1% bovine albumin, and 0.01% triton-X 100 in PBS) for 30 min after incubating
with PEDV N protein monoclonal antibody (1:500) for 1 h, followed by the incubation with
fluorescence-conjugated goat anti-mouse IgG (1:1000) (Zhongshan, Beijing, China) and
2-(4-Amidinophenyl)-6-indolecarbamidine dihydrochloride (DAPI) (Solarbio) for 30 min.
Fluorescence signals were captured with a Ti-S fluorescence microscope (Nikon, Tokyo,
Japan). The percentage of viral infected cells was calculated by counting the cells with
PEDV N-positive signal and dividing it by the number of DAPI-positive [10]. For each
condition, we chose at least three views with more than 300 DAPI-positive cells and
triplicated them to get the standard deviation.
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2.5. Quantitative Real-Time PCR Assay

The total RNAs were extracted from the cells in a 6-well plate using Trizol reagents
(Thermo Fisher Scientific) according to standard manufacturer’s protocol. The total RNAs
were reverse transcribed into cDNAs using cDNA synthesis kit (Thermo Fisher Scien-
tific) and stored at —20 °C. The mRNA expression levels of PEDV N gene and TGEV
N gene were determined with an Applied Light Cycler 96 qRT-PCR System (Roche,
Basel, Switzerland). The primers of PEDV N gene (F: GCACTTATTGGCAGGCTTTGT/R:
ATTGAGAAAAGAAAGTGTCGTAG), B-actin (F: CTTAGTTGCGTTACACCCTTTC/R:
TGTCACCTTCACCGTTCCA), TGEV N gene (F: TGACACTGACCTCGTTGCCAATG/R:
CGTGACTTCTATCTGGTCGCCATC), and B-actin (F: CTTCTTGGGCATGGAGTCC/R:
GGCGCGATGATCTTGATCTTC) were synthesized by Sangon Biotech Co., Ltd. (Shanghai,
China). The expression levels of PEDV N gene and TGEV N gene were normalized to that
of 3-actin and then calculated using the 2-AACt method [29].

2.6. Western Blot Assay

The proteins were harvested from cells in a 6-well plate through a protein extraction
kit (Solarbio). Equal protein amounts were separated by sodium dodecyl sulfate poly-
acrylamide gel electrophoresis (SDS-PAGE), and after Western blot analysis, proteins were
detected using specific antibodies against PEDV or TGEV N protein and (3-actin and the
Enhanced Chemiluminescence (ECL) Detection System (Clinx Science Instruments, Shang-
hai, China). PEDV or TGEV N protein signal intensities were normalized to (3-actin and
quantified using Image J software (National Institutes of Health, Bethesda, MD, USA) [6].

2.7. TCID50 Assay

We harvested the supernatants from 6-well plates and discarded the cell debris with
3000 g centrifugation for 5 min. The viral titers were determined with a diluted factor of
10, and the culture infectious dose (TCIDs) units per mL of supernatant were calculated
according to the Reed—-Muench method [30]. TCIDsp/mL values were then converted into
PFU/ uL using the following equations: TCIDs5y/mL x 0.00069.

2.8. Molecular Docking

The three-dimensional (3D) structure of hypericin was obtained by Chemdraw 19.0 pro-
gram (Cambridge Software Company, Cambridge, MA), and the crystal structure of PEDV
3CLpro (PDB: 4XFQ) and TGEV 3CLpro (PDB: 2AMP) was from the Protein Data Bank
(https://www.rcsb.org, accessed on 16 April 2021).

We performed a molecular docking analysis between hypericin and the dimer/monomer
of PEDV 3CLpro/3CLpro™" (Met6Ala, lle151Ala, Asn152Ala, and GIn295Ala in dimer and
Asnl41Ala, Ile164Ala, Glul65Ala, Asp186Ala, GIn187Ala, and GIn191Ala in monomer) with
AutoDock 4.2 (version 4.2.6) to predict the binding of hypericin to PEDV 3CLpro [31]. Briefly,
we used 3CLpro/3CLpro™ monomer—dimer structure as a receptor (corrected it with re-
moving co-crystallized waters and adding charges and hydrogens) and hypericin as a ligand
(adding charges). For dimer analysis, with a grid point spacing 0.500 A, a grid box around
selected active site residues was generated, where the center was at X: 25.274, Y: —0.089, and
Z: —13.066 and the dimensions of the grid box were at X: 126, Y: 126, and Z: 126 (unit of the
dimensions, A). For monomer analysis, a grid point spacing was 0.400 A, the center in the grid
box was at X: 33.279, Y: 9.389, and Z: —12.570, and the dimensions were at X: 126, Y: 126 and Z:
126. The docking screening was performed by using the Lamarckian genetic algorithm and
the default parameters of the genetic algorithm, except using a population size of 300 and a
number of GA runs of 10. The estimated free energy of binding was determined and displayed
in kcal/mol, and the final docking results were visualized and analyzed by using PyMOL 1.8
(Schrodinger, Inc., New York, NY, USA).

The molecular docking was also performed by AutoDock Vina (The Scripps Research
Institute, San Diego, CA, USA) with a more specific grid box and center setting [32]. In
dimer analysis, the grid point spacing was 0.375 A, the center in the grid box were X: 35.718,
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Y: —4.454, and Z: —6.896, and the dimensions of the grid box were X: 52, Y: 54, and Z: 54.
In monomer analysis, the grid point spacing was 0.499 A, the center in the grid box was
X:25.539, Y: 25.108, and Z: —6.244, and the dimensions were X: 40, Y: 40, and Z: 40. The
docking results were visualized and analyzed with PyMOL.

The molecular docking analysis between hypericin and TGEV 3CLpro (PDB: 2AMP)
was performed with AutoDock 4.2 (version 4.2.6). In dimer analysis, the grid point spacing
was 0.500 A, a grid box around selected active site residues was generated, where the center
was X: —31.798, Y: 18.004, and Z: —26.174, and the dimensions of the grid box were X: 126,
Y: 126, and Z: 126. In monomer analysis, a grid point spacing was 0.500 A, the center in
the grid box was X: —20.841, Y: 9.571, and Z: —23.598, and the dimensions were at X: 100,
Y: 100, and Z: 120.

2.9. Protein Expression and Purification

The gene of PEDV 3CLpro with a PreScission Protease site was cloned into pGEX-6p-1
vector [6] using BamHI and Xhol restriction enzymes (TaKaRa Bio Inc., Shiga, Japan). The
resulting pGEX-6p-1-3CLpro plasmid was transformed into competent Rosetta 2 (DE3)
(Weidi Biotechnology, Shanghai, China). Escherichia coli (E. coli) strain and a single colony
were used to inoculate 20 mL of Luria-Betani (LB) medium, supplemented with 50 pg/mL
ampicillin before growth at 37 °C. After 16 h, the pre-culture was added to 2 L of LB
medium (supplemented with 50 ng/mL ampicillin) and incubated at 37 °C in a shaking
incubator (180 rpm). Expression of the fusion protein was induced by additional 1 mM
isopropyl 3-D-thiogalactoside (IPTG) (Solarbio) when the culture ODggg reached 0.7. At
this point, the culture was transferred to a 16 °C shaking incubator (180 rpm) for an
overnight culturing, and the bacteria were harvested by centrifuging at 5000 x g for 10 min.
Pellets were resuspended in lysis buffer (20 mg/mL lysozyme, 0.5 mM EDTA, 10% Triton-X,
20 mM Tris-HCI, pH 8.0) on ice, lysed by sonication in ultrasonic crusher (Scientz, Ningbo,
China) for 30 min at 4 °C. The lysate was cleared with another centrifugation at 12,000 g
for 20 min. The supernatant was packed into Glutathione Sepharose (GSH) 4B column (GE
Healthcare, Chicago, IL), washed with 5 column volumes of washing buffer (PBS, pH 7.0),
and subsequently eluted in the elution buffer (10 mM glutathione in 50 mM Tris-HC],
pH 8.0) (Solarbio). PreScission Protease (Beyotime, Shanghai, China) was added to the
eluted fraction (1:10 w/w) to cleave the GST tag and finally packed the mixture into a GSH
4B column again to separate the 3CLpro from GST protein and protease, and harvest 10 mL
3CLpro with a concentration of 0.25 mg/mL.

2.10. PEDV 3CLpro Enzymatic Assay

The in vitro 3CLpro enzymatic assay to assess the hypericin inhibition was set up
through fluorescence resonance energy transfer (FRET) (Olympus, Tokyo, Japan). The
polypeptide substrate Dabcyl-YNSTLQ|AGLRKM-E-Edans [33] was designed and syn-
thesized by Sangon Biotech Co., Ltd. (Sangon) to measure PEDV 3CLpro activity. The
cleavage of the FRET substrate was monitored by measuring the increase of fluorescence in
a FLUOstar Omega plate reader (BMG labtech) at excitation and emission wavelengths
of 340 nm and 485 nm, respectively. Total volume for the assay was 20 pL, containing
0.50 pg/mL, 1.00 pg/mL, or 2.00 pg/mL PEDV 3CLpro and 10 uM substrate in the assay
buffer (20 mM Tris-HCl, pH 7.5). The reaction was monitored for 60 min immediately
after adding the FRET substrate. To determine the inhibitory activity of hypericin, the
enzyme was incubated with three different concentrations of hypericin (2.5 pM, 5.0 uM,
and 10.0 uM) for 20 min at 37 °C. The system without hypericin but has an equal amount
of DMSO (0.05% v/v) was used as a control, and the inhibition rate of hypericin on 3CL-
pro was calculated as follows: inhibition rate (%) = [1-experimental group fluorescence
(60-0 min)/control group fluorescence (60-0 min)] x 100% [34,35].
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2.11. Alignments of CoV's 3CLpro in Protein Sequence and Crystal Structure

The 3CLpro amino acid sequences of human coronavirus NL63 (HCoV-NL63)
(Accession number: ABE97129.1), human coronavirus 229E (HCoV-229E) (Accession
number: AGT21366.1), transmissible gastroenteritis virus (TGEV) (Accession number:
POC6Y5.1), SARS-CoV-2 (Accession number: YP_009725295.1), IBV (Accession number:
AAZB82016.1), and PEDV (Accession number: MN644470.1) were achieved from National
Center for Biotechnology Information (NCBI) (https://www.ncbinlm.nih.gov/, accessed
on 29 April 2021), and HCoV-NL63, HCoV-229E, TGEV, and PEDV were further aligned
with the Clustal Omega tool (https://www.ebi.ac.uk/Tools/msa/clustalo/, accessed on
29 April 2021). In addition, the crystal structure of PEDV 3CLpro (PDB: 4XFQ), TGEV
3CLpro (PDB: 2AMP), SARS-CoV-2 3CLpro (PDB: 6M2N), and IBV 3CLpro (PDB: 2Q6F)
were obtained from the Protein Data Bank (https:/ /www.rcsb.org, accessed on 16 April
2021) and further aligned with PyMOL.

2.12. Statistical Analysis

All the experiments were repeated three times, and all the data were expressed as the
means =+ standard deviation (SD). The statistical data were analyzed with SPSS 17.0 (SPSS
Inc., Chicago, IL, USA) by using one-way analysis of variance (ANOVA) or Student’s ¢-test.
p-values of <0.05 were considered as statistically significant, and p-values of <0.01 were
considered as highly significant.

3. Results
3.1. Hypericin in PEDV-Infected Cells

Recently, we have shown that hypericin has an antiviral effect in IBV through apoptosis
and ROS inhibition [23]. Simultaneously, another two groups utilized the molecular
docking and dynamic stimulation that found hypericin precisely binds to SARS-CoV-
2 3CLpro catalytic site [8,9], indicating an antiviral effect of hypericin in SARS-CoV-2
infection. Importantly, IBV and SARS-CoV-2 belong to the y-CoV and 3-CoV, respectively.
These results encouraged us to assess whether hypericin has a broad antiviral effect in
different CoV sub-families; we thus explored the effect of hypericin on PEDV, an o-CoV.
With a CCKS8 assay, we determined the 50% cytotoxic concentration (CCsg) of hypericin
in Vero cells was 56.73 & 9.4 uM, and the maximal non-toxic concentration of hypericin
was 10.0 uM, and we used this concentration as the highest dose for further cell studies
(Figure 1B).

As an initial analysis, we processed two hypericin treatments, i.e., pre-treatment and
post-treatment in PEDV-infected cells (Figure 1A). The pre-treatment of hypericin in PEDV-
infected cells offers the information that whether hypericin has an effect on viral entry,
which would further block viral infection, while the post-treatment indicates whether
hypericin could block viral replication. Thus, hypericin (2.5 uM, 5.0 pM, and 10.0 uM) were
added to the Vero cells with pre-treatment or post-treatment as described in Material and
Methods before processing the cells for either quantitative real-time PCR (qQRT-PCR) assay
to assess viral N gene replication or TCIDsj assay to evaluate the virion egression. As a
positive control, ribavirin can block virus entry [36], and herein, we observed a block of
PEDV entry into Vero cells in ribavirin pre-treatment condition with a significant decrease
of PEDV-N gene and the viral titers (Figure 1C,D). Moreover, ribavirin is also an inhibitor
of CoV protein and gene synthase [27], and it was therefore also used as a positive control
in the post-treatment approach and, as expected, it showed a strong reduction of PEDV
replication and virion egression (Figure 1C-H). In contrast to ribavirin, the pre-treatment
of hypericin showed no inhibition of both the PEDV-N gene and the viral titers, whereas
the post-treatment showed significant inhibition with both assays, especially the 10 pM
of hypericin treatment to an extent was similar to ribavirin treatment (Figure 1C). The
half-maximum effective concentration (ECsp) of hypericin was calculated by the PEDV N
gene expression (Figure 1C), which was 3.53 £ 0.33 pM.


https://www.ncbi.nlm.nih.gov/
https://www.ebi.ac.uk/Tools/msa/clustalo/
https://www.rcsb.org
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In order to further confirm the inhibitory effect of hypericin on PEDV intracellular
activities, we further examined the viral protein expression using other assays, i.e., viral N
protein expression by Western blot and the number of viral N-positive cells by immunoflu-
orescence (IF) in hypericin post-treated condition. Both assays showed that hypericin
displayed a significant inhibition on viral N protein expression (Figure 1E-H). Moreover,
a series concentration of hypericin ranging 0.625-10.0 uM confirmed the antiviral effect
of hypericin was dose-dependent (Figure 1G,H). Taken together, our results showed that
hypericin can efficiently inhibit PEDV infection.

3.2. Molecular Docking of Hypericin onto PEDV 3CLpro

As hypericin is precisely bound to the SARS-CoV-2 3CLpro catalytic site (Cys145) [8,9],
we initially aligned the protein sequences and the 3D structures of 3CLpro of PEDV and SARS-
CoV-2. Interestingly, we found they showed highly superimposed structures; in particular, the
catalytic sites in SARS-CoV-2 3CLpro (His41 and Cys145) were the same as in PEDV (His41
and Cys144 in red) (Figure 2A,B). Although hypericin shows an antiviral effect in IBV through
apoptosis and ROS inhibition [23], we also performed the same alignments between PEDV
and IBV 3CLpro, and the catalytic sites were conserved (in green) (Figure S1A,B). 3CLprois a
key viral protease that is essential for viral replication [7]. We also found hypericin could block
viral replication through a significant inhibition of PEDV N gene expression (Figure 1C); this
might suggest that hypericin has the high possibility to target the PEDV 3CLpro with the same
molecular mode-of-action as in SARS-CoV-2.

PEDV AGLRKMAQPSGVVEKCIVRVCYGNMALNGLWLGDTVMCPRHVIASSTTST-IDYDYALSVLRLHNFSISSGNVFLGVVSA
SARS-CoV-2 SGFRKMAFPSGKVEGCMVQVTCGTTTLNGLWLDDVVYCPRHVICTSEDMLNPNYEDLLIRKSNHNFLVQAGNVQLRVIGH
PEDV TMRGALLQTKVNQNNVHT PKY THRTVRPGESFNILACY DGAAAGVYGVNMRSNYTIRGSFINGACGSPGYNINNGTVEEFC

SARS-CoV-2 SMQNCVLKLKVDTANPKTPKYKEVRIQPGQTFSVLACYNGSPSGVYQCAMRPNFTIKGSFLNGSCGSVGENIDYDCVSEC

PEDV YLHQLELGSGCHVGSDLDGVMYGGYEDQPILQVEGASSLFTENVLAFLYAALINGSTWWLSSSRIAVDRENEWAVHNGMT
SARS-CoV-2 YMHHMELPTGVHAGTTLEGNFYGPFVDRQTAQAAGTDTTITVNVLAWLYAAVINGDRWFLNRETTTLNDENLVAMKYAYE

PEDV -~TVGNTDCFSILAAKTGVDVQRLLASIQSLHKN-FGGKQILGYTSLTDEFTTGEVIRQMYGNLO

SARS-CoV-2  PLTQDHVDRLGPLSAQTGIAVLDMCASLKELLONGMNGRT ILGSALLEDEFTPFDVVROCSGVTFQ
Figure 2. Alignments of PEDV and SARS-CoV-2 3CLpro in protein sequence and crystal structure.
(A) The sequences of the PEDV 3CLpro (Accession number: MN644470.1) and SARS-CoV-2 3CLpro
(Accession number: YP_009725295.1) are aligned by Clustal Omega tool (https://www.ebi.ac.uk/
Tools/msa/clustalo, accessed on 29 April 2021). The catalytic sites in SARS-CoV-2 3CLpro (His41
and Cys145) and PEDV (His41 and Cys144) are shown as red. (B) The crystal structures of PEDV
3CLpro (PDB: 4XFQ) and SARS-CoV-2 3CLpro (PDB: 6M2N) are aligned by PyMOL. PEDV 3CLpro
is shown as pink cartoon, and SARS-CoV-2 3CLpro is shown as blue cartoon. The catalytic sites in
SARS-CoV-2 3CLpro (His41 and Cys145) and PEDV (His41 and Cys144) are shown as red spheres.
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We next moved to the detailed computational docking of PEDV 3CLpro and hypericin
to explore whether and how hypericin targets the PEDV 3CLpro. As PEDV 3CLpro (PDB:
4XFQ) is resolved in dimeric form and the resolution is 1.65 A [33], we further employed
3CLpro dimer or monomer as a receptor and hypericin as a ligand using AutoDock 4.2.
Interestingly, we got two promising solutions with extremely high binding affinities of
—9.4 kcal/mol (in dimer, solution 1) and —9.9 kcal/mol (in monomer, solution 2) from each
of the 50 solutions (Figure 3A,B). Hypericin bounds to the 3CLpro dimer binding surface
and interacts mainly with the B chain of 3CLpro; briefly, the main chains of Ile151 (distance:
3.0 A) form hydrogen bonds with 8-OH in hypericin, and the side chains of Asn152, GIn295,
and Met6 (distance: 2.4, 2.9, and 3.1 A) interact with 8-OH, 13-OH, and 14-C=0, 1-OH
in hypericin through hydrogen bonds (Figure 3C). Meanwhile, Met6 and Ile151 in the
dimer B chain and Ala122 in the dimer A chain stabilized the conformation of hypericin by
hydrophobic interaction (Figure 3D). Overall, this allowed hypericin to fit into a specific
binding pocket on the 3CLpro dimer. Moreover, we also found hypericin bound to the
3CLpro monomer via another binding pocket in which the main chains of Asp186, Glu165,
and GIn187 (distance: 2.5, 2.7, and 2.5A) interacted with the 8-OH, 3-OH, and 4-OH, 6-OH
in hypericin through hydrogen bonds. The side chains of Asn141 and GIn191 (distance:
2.9 and 3.5 A) formed hydrogen bonds with the 1-OH and 6-OH of hypericin (Figure 3E),
and the Leul64 further stabilized the conformation of hypericin through hydrophobic
interaction (Figure 3F). In order to verify these computational docking in AutoDock 4.2,
we conducted another molecular docking using AutoDock Vina. Consistently, we found
that hypericin bound to 3CLpro dimer and monomer via the same pockets and residues
(Figure S2).

\\ 164

Figure 3. Molecular docking results of hypericin onto PEDV 3CLpro. The docking results were visualized by PyMOL.
The main chains of amino acids are shown in black, and the side chains are shown in red. Hypericin is shown as yellow
ligand, hydrogen bond is indicated as yellow dashed lines, and the atoms in hypericin interacting with amino acids are
shown as yellow circles. The overview of solution 1 showing hypericin docked onto 3CLpro dimer with binding affinities
of —9.4 kcal/mol (A) or solution 2 in 3CLpro dimer (left) and monomer (right) with binding affinities of —9.9 kcal/mol
(B). The hydrogen bond interactions of hypericin with Ile151, Asn152, GIn295, and Met6 in 3CLpro dimer (C), and Asn141,
Glul65, Asp186, GIn187, and GIn191 in 3CLpro monomer (E). (D) Hydrophobic interaction of Met6 and Ile151 in the dimer
B chain and Alal22 in the dimer A chain with hypericin. (F) Hydrophobic interaction of Leu164 with hypericin in the
monomer. (G,H) The docking results of hypericin with dimer of PEDV 3CLpro™". (G) The overview of the docking of
hypericin and dimer of PEDV 3CLpro™"t. (H) Met6Ala, lle151Ala, Asn152Ala, and GIn295Ala in dimer. (I,]) The docking
results of hypericin with monomer of PEDV 3CLpromyt. (I) The overview of the docking of hypericin and dimer of PEDV
3CLpro™. (J) Asn141Ala, lle164Ala, Glul65Ala, Asp186Ala, GIn187Ala, and GIn191Ala. Hypericin is shown as yellow
ligand, and the mutated residues are shown in pink.
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To further validate the binding pockets in solutions 1 and 2, we performed an-
other computational docking with the solution 1 mutant (Met6Ala, Ile151Ala, Asn152Ala,
and GIn295Ala) and solution 2 mutant (Asn141Ala, lle164Ala, Glul65Ala, Asp186Ala,
GIn187Ala, and GIn191Ala). As shown in Figure 3G-J, neither of these two mutants dis-
played a promising pocket. Herein, our results suggested that hypericin has the high
potential to bind to PEDV 3CLpro via at least two pockets.

3.3. In Vitro 3CLpro Enzymatic Inhibition by Hypericin

Although hypericin targeted the catalytic site (Cys145) of SARS-CoV-2 3CLpro [8,9],
we did not observe a direct binding of hypericin to PEDV 3CLpro catalytic site (Cys144).
However, we found this catalytic site (Cys144) was next to our solution 2 (Figure 3B). To
further determine whether hypericin could inhibit the enzymatic activity of 3CLpro, we
took advantage of an established FRET assay [37-39] by using the reporter FRET sub-
strate Dabcyl-YNSTLQ|AGLRKM-E-Edans. As a start, we expressed the recombinant
PEDV 3CLpro with conventional methods of prokaryotic expression, followed by purifi-
cation with Glutathione Sepharose (GSH) 4B column (GE Healthcare, Chicago, IL, USA)
(Figure 4A). To confirm this system, we first added three different concentrations of 3CLpro
(0.50 pg/mL, 1.00 pg/mL, and 2.00 pg/mL) into the substrate and found the fluorescence
activity increased through the extension time, indicating that the purified 3CLpro could
effectively cleave the fluorescent peptide substrate and chose 1.00 ng/mL of 3CLpro for
further experiments (Figure 4B). Next, we added a series of concentrations of hypericin into
the system and found that hypericin showed a high inhibition of PEDV 3CLpro cleavage
activity with a half-maximal inhibitory concentration (IC50) of 5.90 £ 0.26 uM (Figure 4C).

&
B C
€ — 050 ugimL 3CLpro °\31gg ICs0=5.90£0.26
k] —— 1.00 pg/mL 3CLpro =
2 1 — 2.00 ugimL 3cLpro £ 80
2 2 70
H 4 £ 60
e = 50
3 5 S 40
§ a0
S g 20
2, £ 10
EIR £ o
K y v y y y y 0 4 8 12 16 20 24 28 32 36 40
& (IO 20 S LI U cU Hypericin concentration (uM)

Time (min)

Figure 4. Hypericin impairs PEDV 3CLpro activity. (A) The expression and purification of PEDV 3CL-
pro. (B) The cleavage activity on FRET substrate Dabcyl-YNSTLQ|AGLRKM-E-Edans by 0.50 ug/mL,
1.00 ug/mL, and 2.00 pug/mL of purified PEDV 3CLpro was monitored through the fluorescence value.
(C) Inhibition of cleavage activity of 1.00 ug/mL PEDV 3CLpro in the presence of increasing concentra-
tions of hypericin. All data are represented as mean =+ SD of at least three independent experiments.

These results, in agreement with the docking predictions, indicate that hypericin is a
3CLpro inhibitor.

3.4. The Hypericin-3CLpro Binding Domains Are Highly Conserved in a-CoV

To investigate whether the antiviral effect of hypericin is specific for PEDV or also in
other a-CoVs, we aligned four x-CoV 3CLpro sequences, including PEDV, TGEV, HCoV-
229E, and HCoV-NL63. We found these 3CLpro sequences were highly conserved and
shared more than 60% identity with PEDV 3CLpro (Table S1), especially the residues in
solution 1 (Met6, Ala122, Tle151, Asn152, and GIn295) and solution 2 (Asn141, Leul64,
Glul65, Asp186, GIn187, and GIn191) (Figures 3 and 5A), suggesting that hypericin might
also be able to inhibit other x-CoV 3CLpro.
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PEDV
TGEV
HCoV-229E AGLRKMA (C N WLGD ¥ TSAIDYDHEYSIMRLHNFSII
HCoV-NL63 SGLRKMAQE 1 ( TVICPR STTVLIDYDHAYSTMRLHNFSVSHN
151152
INN

PEDV (Y THRTVE “:'Y;F.GSFI‘&‘GA:GS
TGEV Y

HCoV-229E TPF
HCoV-NL63 JFKTLKPGDSEN
H_Jmm 9

PEDV
TGEV
HCoV-229F YMHQTELGSGS:
HCoV-NL63 YLHQIELGSGAHVGSDE

PEDV
TGEV
HCoV-229E 2
HCoV-NL63

1YGGF EDQrNJQ
GSVYGNFEDQPSLQVE

Figure 5. Hypericin targets the TGEV 3CLpro through the same region as PEDV. (A) The 3CL-
pro sequences of the PEDV (Accession number: MN644470.1), HCoV-NL63 (Accession num-
ber: ABE97129.1), HCoV-229E (Accession number: AGT21366.1), and TGEV (Accession number:
POC6Y5.1) are aligned by Clustal Omega tool (https://www.ebi.ac.uk/Tools/msa/clustalo, accessed
on 29 April 2021). Solution 1 of hypericin targeting PEDV 3CLpro is shown in green, and solution 2
is in red. (B) The alignments of PEDV and TGEV 3CLpro 3D structures. The blue cartoon represents
PEDYV, and the yellow cartoon represents TGEV. Hypericin is shown as green ligand, and the residues
mediating the binding of hypericin onto PEDV 3CLpro in solution 1 (left) and solution 2 (right)
are shown.

TGEYV is a porcine a-CoV that is often accompanied by mixed infection with PEDV,
which seriously concerns the pig industry, and there is no effective therapy yet [40,41]. In
order to explore whether hypericin could be a good therapy candidate for both viruses,
we analyzed the available crystal structure of TGEV 3CLpro (PDB: 2AMP) and aligned
it with PEDV. As shown in Figure 5B, these two 3D structures of 3CLpro were highly
overlapped, especially the two pockets. To further confirm the molecular mode-of-action of
hypericin to TGEV 3CLpro, we performed the docking again and found hypericin bound
to TGEV 3CLpro dimer and monomer via the same pockets and similar residues as in
Figure 3, i.e., Met6, Ala7, Ser110, Phell1, Gly122, Val150, Leul51, and Glu152 in the dimer
(—10.15 kcal /mol) and Thr47, Thr48, Leul64, Glul65, Leul66, Gly167, GIn187, Met190, and
GIn191 in the monomer (—10.17 kcal /mol) (Figure S3).
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Overall, the amino acids located in solution 1 and solution 2 that mediated the binding
of hypericin onto TGEV 3CLpro were highly conserved with similarity 63.6% as PEDV,
indicating that hypericin might inhibit TGEV through similar motifs in 3CLpro.

3.5. Antiviral Activity of Hypericin on TGEV

To further confirm the potential effect of hypericin on TGEV, we decided to check
the antiviral effect of hypericin in TGEV-infected ST cells. As have done in Figure 1, we
found the CCsg of hypericin in ST cells was 97.06 & 9.4 uM, and the maximum non-toxic
concentration was 10.0 pM (Figure 6A). The same concentrations of hypericin (2.5, 5.0, and
10.0 M) were thus used as in Figure 1.
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Figure 6. Hypericin in TGEV-infected cells. (A) The cell viability of hypericin in ST cells was tested by CCK-8 assay as
Figure 1B. (B) ST cells were infected with TGEV at an MOI of 0.1 for 2 h and then treated with 2.5 uM, 5.0 uM, and 10.0 uM
of hypericin for another 34 h. The ribavirin treatment was used as a positive control to block PEDV entry or replication.
The culture supernatants were collected and processed for TCID50 assay and quantified as Figure 1D. (C) The cells were
processed for RNA extraction, and viral N gene was quantified by gRT-PCR, using the primer sets described in Materials
and Methods and quantified as Figure 1C. (D) Proteins were separated by SDS-PAGE, and Western blot membranes were
probed with an antibody against either TGEV N or GAPDH. (E) The N protein expression in each sample was quantified
and normalized as Figure 1F. All data are represented as mean + SD of at least three independent experiments. Student’s
t-test was used to evaluate statistical differences, and a p < 0.05 was considered significant with ** showed p < 0.01.
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ST cells were infected with TGEV at an MOI of 0.1 and post-treated with indicated
concentrations of hypericin at 2 hpi, and then the cells were further processed for TCID50
to test the release of mature virions. Similar to PEDV, we found that hypericin could inhibit
virion egression in a dose-dependent manner (Figure 6B). In order to confirm the antiviral
effect of hypericin was through the inhibition of viral replication, we processed the samples
to qRT-PCR and Western blot to check both the viral N gene and N protein expression.
Consistent with PEDV, hypericin efficiently inhibits the TGEV N gene expression and
protein expression (Figure 6C-E), and the ECsj of hypericin that was calculated by qRT-
PCR assay was 2.11 £ 0.14 pM. This indicates that hypericin impaired TGEV infection
through the inhibition of the viral intracellular replication, which might owe to the direct
binding of hypericin onto TGEV 3CLpro.

4. Discussion

Hypericin has been shown to have a broad inhibitory effect on a variety of
viruses [15,22,42,43], in particular IBV, a y-CoV [23]. This prompted a number of groups
to investigate whether hypericin has an effect on the current CoV disease 2019 (COVID-19)
pandemic and eventually to repurpose this known compound [8-10]. We, however, focused
on veterinary science and thus explored the antiviral effect of hypericin in porcine x-CoV,
especially PEDV and TGEYV, that caused huge losses in the global pig industry [44]. In this
study, we assessed the antiviral activity of hypericin in PEDV- and TGEV-infected cells
through viral mRNA /protein expression and virion and found that hypericin inhibits both
PEDV and TGEV infection in cells (Figures 1 and 6).

We have previously shown that hypericin inhibits y-CoV through the reduction
of viral-induced ROS and apoptosis, which in turn inhibited the viral replication [23].
However, several molecular docking assays showed that hypericin binds to the main
intracellular replication enzyme (3CLpro) of SARS-CoV-2, indicating that hypericin has
the potential to target 3-CoV 3CLpro [8,9,45]. It remained to explore if hypericin could
serve as a viral inhibitor for PEDV and TGEV as 3CLpro sequences and structures in
CoV are highly conserved shared 51% averaged sequence identity (Figure 2, Figure 5
and Figure S1) [7], and they are involved in viral intracellular replication through the self-
cleavage of viral ppla and pplab. We thus evaluated the viral replication upon hypericin
treatment in PEDV- and TGEV-infected cells via the expression levels of viral N gene
and also monitored viral protein translation via N protein expression and virion egress
through titration assay (Figures 1 and 6). The viral inhibition was observed not only in
translation and release but also in replication, which indicated that hypericin targeted the
intracellular replication. In contrast to our previous y-CoV study [23], we did not study
the apoptosis and oxidative stress in PEDV or TGEV here due to the fact that the direct
binding of hypericin onto 3CLpro was reported in SARS-CoV-2 [8-10], which guided us to
validate whether hypericin target to TGEV and PEDV 3CLpro (Figure 3, Figures S2 and S3).
As a consequence, the apoptosis and oxidative stress induction shown in the y-CoV study
might be a secondary effect of 3CLpro inhibition.

Computational docking is a method of drug design based on the characteristics of
receptors and the interaction between receptors and drug molecules [46]. It is a theoretical
simulation to study the interaction between ligand and receptor and predict their binding
mode and affinity [47]. Moreover, the computational docking is accompanied by FRET
assay, which is an effective mean of exploring whether the molecules could be inactive
the enzymatic protein and is regarded as an important technology in the development
of anti-CoV compounds [45]. Thus, our FRET results (Figure 4) confirmed the binding
of hypericin onto PEDV 3CLpro (Figure 3 and Figure S2), leading to an inhibitory effect.
Moreover, it has been reported that PEDV and TGEV 3CLpro form four specific druggable
pockets (named S1, S1/, 52, and S4) [33,48]. Specifically, His41 and Cys144 were the key
amino acids that have catalytic activity in PEDV and TGEV 3CLpro and form the S1 pocket
together with Phel39, Ile140, Gly142, Ala143, His162, GIn163, Glul65, and His171 [33,48].
Meanwhile, several studies reported that natural compounds in traditional herbs could
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bind to the 3CLpro of CoV, leading to the inhibition of viral replication [49-53]; in particular,
the natural compound, quercetin, inhibited the PEDV 3CLpro through Cys144, Asn141,
and His162 that were located in S1 [33,54]. In this study, we found the Asn141 and Glu165
in solution 2 (Figure 3 and Figure S52) were part of this S1 pocket, indicating hypericin
indirectly inhibit the catalytic activity of 3CLpro in PEDV. Additionally, targeting the
catalytic site of viral protease might promiscuously inhibit the activity of other cellular
proteases, which in turn could cause undesirable side effects. Since we found two binding
pockets in PEDV 3CLpro and none of the target domains was the key catalytic residue, this
minimized the possibility of interfering with other cellular proteases, which still need to be
assessed in future work. In addition, in this study, according to the method of finding the
optimal solution in the literature [32], we determined the optimal solution mainly from
the estimated free energy of binding and the frequency of occurrence of hypericin similar
conformations (Figure 3 and Figure S2).

Could hypericin be a pan-«-CoV inhibitor? The motifs that mediated the binding of hy-
pericin onto PEDV 3CLpro were highly conserved in x-CoVs, especially in TGEV (Figure 5).
The docking results further showed that hypericin might use the same druggable pocket
to bind TGEV 3CLpro dimer and monomer as PEDV 3CLpro (Figure S3). Interestingly,
hypericin bound to TGEV 3CLpro with a much lower binding energy (—10.15 kcal/mol in
dimer and —10.17 kcal/mol in monomer), and the residues Thr47, Leul64, Glul65, Leul66,
and GIn191, which mediated the binding of hypericin onto TGEV 3CLpro, were located
at not only the reported S1 pocket but also at S2 (Pro188, Leul64, Ile51, Thr47, His41, and
Tyr53) and S4 (Leul64, Leul66, Tyr184, and GIn191) pockets of TGEV 3CLpro [33,48,55].
Moreover, the EC50 of hypericin in TGEV-infected cells showed a significantly lower value
(2.11 £ 0.14 pM) compared to the PEDV (3.53 & 0.33 uM), indicating that hypericin exhibit
more significant effect on TGEV 3CLpro than PEDV.

Although our study has demonstrated that hypericin could bind to x-CoV 3CLpro
and inhibit its activity, the actual binding sites are further needed to firmly determine
through co-crystallization of 3CLpro and hypericin. Obtaining this structural information
can inform on possible chemical modifications to increase their binding affinity, allowing to
lower the working concentration in vivo. Instead, our study determined hypericin serves
as a pan-anti-a-CoV inhibitor in terms of targeting 3CLpro, as 3CLpro is the main protease
to process the nsps for viral replication. Future research should focus on whether the
inactivation of 3CLpro by hypericin affects the formation of CoV replication structures, e.g.,
double-membrane vesicles (DMVs) or convoluted membranes that lead to apoptosis or
ROS inhibition, and further impairs the viral replication. This will pave the way to provide
a theoretical mechanism to understand the process of CoV replication structural formation.

5. Conclusions

Hypericin is a novel anti-CoV compound that effectively inhibits the replication of
PEDV and TGEV through 3CLpro. Our findings offer novel and promising therapeutic
possibilities against infections caused by x-CoV, and hypericin deserves further attention
as not only a pan-anti-a-CoV compound but potentially also as a compound of other
coronaviral infections.

Supplementary Materials: The following are available online at https:/ /www.mdpi.com/article/
10.3390/v13091825/5s1, Figure S1: Alignments of PEDV and IBV 3CLpro in protein sequence and
crystal structure. (A) The sequences of the PEDV 3CLpro (Accession number: MN644470.1) and
IBV 3CLpro (Accession number: AAZ82016.1) are aligned with the Clustal Omega tool (https:
/ /www.ebi.ac.uk/Tools/msa/clustalo, accessed on 29 April 2021). The catalytic sites in IBV 3CLpro
(His41 and Cys143) and PEDV 3CLpro (His41 and Cys144) are shown as green. (B) The crystal
structures of PEDV 3CLpro (PDB: 4XFQ) and IBV 3CLpro (PDB: 2Q6F) are aligned by PyMOL. PEDV
3CLpro is shown as pink cartoon, and IBV 3CLpro is shown as yellow cartoon. The catalytic sites in
IBV 3CLpro (His41 and Cys143) and PEDV 3CLpro (His41 and Cys144) are shown as red spheres.
Figure S2: Validation of molecular docking results of hypericin onto PEDV 3CLpro performed by
Autodock Vina. The docking results were visualized by using PyYMOL. (A) The overview of solution


https://www.mdpi.com/article/10.3390/v13091825/s1
https://www.mdpi.com/article/10.3390/v13091825/s1
https://www.ebi.ac.uk/Tools/msa/clustalo
https://www.ebi.ac.uk/Tools/msa/clustalo

Viruses 2021, 13, 1825 15 0f 17

1 showing hypericin docked onto 3CLpro dimer with binding affinities of —10.4 kcal/mol. (B) The
overview of solution 2 showing hypericin docked onto 3CLpro dimer (left) or monomer (right) with
binding affinities of —9.2 kcal/mol. (C,D) The hydrogen bond interactions of hypericin with (C)
Met6, Ile151, Asn152, Asn153, and GIn295 in dimer and (D) Asn141, Glul65, Glul85, Asp186, GIn187,
and GIn191 in monomer. (E) Hydrophobic interaction of Met6, Ala122, and Ile151 in the dimer with
hypericin. (F) Hydrophobic interaction of Met25, Ile51, Leul64, and Leul66 with hypericin in the
monomer. Hypericin is shown as yellow ligand, and hydrogen bond is indicated as red dashed lines.
Figure S3: Molecular docking results of hypericin onto TGEV 3CLpro. The docking results were
visualized by using PyMOL. (A) The overview of solution 1 showing hypericin docked onto 3CLpro
dimer with binding affinities of —10.15 kcal/mol. (B) The overview of solution 2 showing hypericin
docked onto 3CLpro dimer (left) or monomer (right) with binding affinities of —10.17 kcal/mol. (C,D)
The hydrogen bond interactions of hypericin with (C) Ser110, Phel11, Gly122, Leul51, and Glu152 in
dimer, and (D) Thr47, Thr48, Glul65, Gly167, GIn187, and GIn191 in monomer. (E) Hydrophobic
interaction of Met6, Ala7, Phell1, Val150, and Leul51 in the dimer with hypericin. (F) Hydrophobic
interaction of Leul64, Leul66, and Met190 with hypericin in the monomer. Hypericin is shown as
yellow ligand, and hydrogen bond is indicated as red dashed lines. Table S1. Protein identity of
PEDV with TGEV, HCoV-229E, and HCoV-NL63.

Author Contributions: Conceptualization, Y.Z. and H.C.; methodology, M.Z. and R.O.; formal
analysis, C.S. and Y.R.; investigation, R.Z. and X.H.; resources, Y.C. and G.L.; data curation, Y.Z. and
H.C.; writing—original draft preparation, Y.Z. and H.C.; writing—review and editing, Y.C. and G.L.;
visualization, G.L.; supervision, Y.C.; project administration, G.L. and Y.C.; funding acquisition, H.C.,
Y.C. and G.L. All authors have read and agreed to the published version of the manuscript.

Funding: This work was supported by the National Natural Science Foundation of China (31372438)
operated by the Ministry of Science and Technology of China, NWO Corona: Fast-track data
(440.20.015) and Ph.D. Research Start-up Fund Project of Jilin Agricultural Science and Technol-
ogy University (20200009). Y.C. was supported by the Swiss IBSA Foundation fellowship.

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.
Data Availability Statement: The data generated and analyzed in this study are included in the article.

Acknowledgments: The authors thank Pauline Verlhac for the critical reading of the manuscript.
The authors thank A Alexander Domling, Matthew R Groves, and Fulvio Reggiori for their support
on this manuscript.

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

References

1. Cui,J; Li, F; Shi, Z.-L. Origin and evolution of pathogenic coronaviruses. Nat. Rev. Microbiol. 2019, 17, 181-192. [CrossRef]

2. Turlewicz-Podbielska, H.; Pomorska-Mol, M. Porcine coronaviruses: Overview of the state of the art. Virol. Sin. 2021, 1-19.
[CrossRef]

3. Choudhury, B.; Dastjerdi, A.; Doyle, N.; Frossard, ].-P.; Steinbach, F. From the field to the lab—An European view on the global
spread of PEDV. Virus Res. 2016, 226, 40-49. [CrossRef] [PubMed]

4.  Lee,S.; Lee, C. Outbreak-related porcine epidemic diarrhea virus strains similar to US Strains, South Korea, 2013. Emerg. Infect.
Dis. 2014, 20, 1223-1226. [CrossRef] [PubMed]

5. Li, Y; Wu, Q; Huang, L.; Yuan, C.; Wang, J.; Yang, Q. An alternative pathway of enteric PEDV dissemination from nasal cavity to
intestinal mucosa in swine. Nat. Commun. 2018, 9, 3811. [CrossRef]

6. Cong, Y.; Ulasli, M.; Schepers, H.; Mauthe, M.; V'’Kovski, P.; Kriegenburg, E; Thiel, V.; de Haan, C.; Reggiori, F. Nucleocapsid
Protein Recruitment to Replication-Transcription Complexes Plays a Crucial Role in Coronaviral Life Cycle. ]. Virol. 2020,
94, €01925-19. [CrossRef] [PubMed]

7. Xiong, M.; Su, H.; Zhao, W.; Xie, H.; Shao, Q.; Xu, Y. What coronavirus 3C-like protease tells us: From structure, substrate
selectivity, to inhibitor design. Med. Res. Rev. 2021, 41, 1965-1998. [CrossRef] [PubMed]

8. Shivanika, C.; Deepak, K.S.; Venkataraghavan, R.; Pawan, T.; Sumitha, A.; Brindha, D.P. Molecular docking, validation, dynamics
simulations, and pharmacokinetic prediction of natural compounds against the SARS-CoV-2 main-protease. J. Biomol. Struct.
Dyn. 2020, 1, 1-27. [CrossRef]


http://doi.org/10.1038/s41579-018-0118-9
http://doi.org/10.1007/s12250-021-00364-0
http://doi.org/10.1016/j.virusres.2016.09.003
http://www.ncbi.nlm.nih.gov/pubmed/27637348
http://doi.org/10.3201/eid2007.140294
http://www.ncbi.nlm.nih.gov/pubmed/24960370
http://doi.org/10.1038/s41467-018-06056-w
http://doi.org/10.1128/JVI.01925-19
http://www.ncbi.nlm.nih.gov/pubmed/31776274
http://doi.org/10.1002/med.21783
http://www.ncbi.nlm.nih.gov/pubmed/33460213
http://doi.org/10.1080/07391102.2020.1815584

Viruses 2021, 13, 1825 16 of 17

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.
28.

29.
30.
31.
32.

33.

Islam, R.; Parves, R.; Paul, A.S.; Uddin, N.; Rahman, S.; Al Mamun, A.; Hossain, N.; Ali, A.; Halim, M.A. A molecular modeling
approach to identify effective antiviral phytochemicals against the main protease of SARS-CoV-2. J. Biomol. Struct. Dyn. 2020, 39,
3213-3224. [CrossRef] [PubMed]

Oerlemans, R.; Ruiz-Moreno, A.J.; Cong, Y.; Kumar, N.D.; Velasco-Velazquez, M.A.; Neochoritis, C.G.; Smith, ].; Reggiori, F.;
Groves, M.R.; Domling, A. Repurposing the HCV NS3—4A protease drug boceprevir as COVID-19 therapeutics. RSC Med. Chem.
2021, 12, 370-379. [CrossRef]

China, Ministry of Agriculture and Rural Affairs of the People’s Republic of China. Regulations on the Administration of
Veterinary Drugs. Notice No. 250 of the Ministry of Agriculture and Villages of the People’s Republic of China; 2019. Available
online: http://www.moa.gov.cn/gk/tzgg 1/gg/202001/t20200106_6334375.htm (accessed on 6 January 2020).

Ali, S.I; Sheikh, W.M.; Rather, M.A_; Venkatesalu, V.; Bashir, S.M.; Nabi, S.U. Medicinal plants: Treasure for antiviral drug
discovery. Phytother. Res. 2021, 35, 3447-3483. [CrossRef]

Tahmasebi-Boldaji, R.; Hatamipour, M.-S.; Khanahmadi, M.; Sadeh, P.; Najafipour, I. Ultrasound-assisted packed-bed extraction
of hypericin from Hypericum perforatum L. and optimization by response surface methodology. Ultrason. Sonochem. 2019, 57, 89-97.
[CrossRef]

Tang, J.; Colacino, ].M.; Larsen, S.H.; Spitzer, W. Virucidal activity of hypericin against enveloped and non-enveloped DNA and
RNA viruses. Antivir. Res. 1990, 13, 313-325. [CrossRef]

Du, X.; Xiao, R.; Fu, H.; Yuan, Z.; Zhang, W,; Yin, L.; He, C; Li, C.; Zhou, J.; Liu, G.; et al. Hypericin-loaded graphene oxide
protects ducks against a novel duck reovirus. Mater. Sci. Eng. C 2019, 105, 110052. [CrossRef]

Xu, L.; Zhang, X.; Cheng, W.; Wang, Y.; Yi, K.; Wang, Z.; Zhang, Y.; Shao, L.; Zhao, T. Hypericin-photodynamic therapy inhibits
the growth of adult T-cell leukemia cells through induction of apoptosis and suppression of viral transcription. Retrovirology 2019,
16, 5. [CrossRef]

Damke, G.M.Z.F,; Damke, E.; Bonfim-Mendonga, P.D.S.; Ratti, B.A.; Meirelles, L.E.D.F,; da Silva, V.R.S.; Gongalves, R.S.; César,
G.B,; Silva, 5.D.O.; Caetano, W.; et al. Selective photodynamic effects on cervical cancer cells provided by P123 Pluronic®-based
nanoparticles modulating hypericin delivery. Life Sci. 2020, 255, 117858. [CrossRef]

Sardoiwala, M.N.; Kushwaha, A.C.; Dev, A.; Shrimali, N.; Guchhait, P.; Karmakar, S.; Choudhury, S.R. Hypericin-loaded
transferrin nanoparticles induce PP2A-regulated BMI1 degradation in colorectal cancer-specific chemo-photodynamic therapy.
ACS Biomater. Sci. Eng. 2020, 6, 3139-3153. [CrossRef] [PubMed]

Zhou, W.; Wang, Y.; Li, B.; Petijova, L.; Hu, S.; Zhang, Q.; Niu, J.; Wang, D.; Wang, S.; Dong, Y.; et al. Whole-genome sequence data
of Hypericum perforatum and functional characterization of melatonin biosynthesis by N-acetylserotonin O-methyltransferase.
J. Pineal Res. 2020, 70, €12709. [CrossRef] [PubMed]

Zirak, N.; Shafiee, M.; Soltani, G.; Mirzaei, M.; Sahebkar, A. Hypericum perforatum in the treatment of psychiatric and
neurodegenerative disorders: Current evidence and potential mechanisms of action. J. Cell. Physiol. 2019, 234, 8496-8508.
[CrossRef]

Pal, D.; Mitra, A.K. MDR- and CYP3A4-mediated drug-herbal interactions. Life Sci. 2006, 78, 2131-2145. [CrossRef] [PubMed]
Shih, C.-M.; Wu, C.-H.; Wu, W.-].; Hsiao, Y.-M.; Ko, J.-L. Hypericin inhibits hepatitis C virus replication via deacetylation and
down-regulation of heme oxygenase-1. Phytomedicine 2018, 46, 193—-198. [CrossRef]

Chen, H.; Feng, R.; Muhammad, I.; Abbas, G.; Zhang, Y.; Ren, Y.; Huang, X.; Zhang, R; Diao, L.; Wang, X,; et al. Protective effects
of hypericin against infectious bronchitis virus induced apoptosis and reactive oxygen species in chicken embryo kidney cells.
Poult. Sci. 2019, 98, 6367-6377. [CrossRef] [PubMed]

Saravanan, K.M.; Zhang, H.; Senthil, R.; Vijayakumar, K.K.; Sounderrajan, V.; Wei, Y.; Shakila, H. Structural basis for the inhibition
of SARS-CoV2 main protease by Indian medicinal plant-derived antiviral compounds. J. Biomol. Struct. Dyn. 2020, 1-9. [CrossRef]
[PubMed]

Cong, Y.; Li, X,; Bai, Y.; Lv, X.; Herrler, G.; Enjuanes, L.; Zhou, X.; Qu, B.; Meng, F; Cong, C.; et al. Porcine aminopeptidase N
mediated polarized infection by porcine epidemic diarrhea virus in target cells. Virology 2015, 478, 1-8. [CrossRef] [PubMed]
Lv, X.; Wang, P,; Bai, R.; Cong, Y.; Suo, S.; Ren, X.; Chen, C. Inhibitory effect of silver nanomaterials on transmissible virus-induced
host cell infections. Biomaterials 2014, 35, 4195-4203. [CrossRef] [PubMed]

Kim, Y.; Lee, C. Ribavirin efficiently suppresses porcine nidovirus replication. Virus Res. 2013, 171, 44-53. [CrossRef] [PubMed]
Cao, L.; Gao, Y,; Ren, X.; Ren, Y.; Ge, X; Li, G. Porcine epidemic diarrhea virus infection induces NF-kB activation through the
TLR2, TLR3 and TLR9 pathways in porcine intestinal epithelial cells. J. Gen. Virol. 2015, 96, 1757-1767. [CrossRef]

Schmittgen, T.D.; Livak, K.J. Analyzing real-time PCR data by the comparative CT method. Nat. Protoc. 2008, 3, 1101-1108.
[CrossRef]

Reed, L.; Muench, H. A Simple method of estimating fifty per cent endpoints12. Am. J. Epidemiol. 1938, 27, 493—497. [CrossRef]
Goodsell, D.S.; Sanner, ML.E; Olson, A.].; Forli, S. The AutoDock suite at 30. Protein Sci. 2021, 30, 31-43. [CrossRef]

Tanchuk, V.Y,; Tanin, V.O.; Vovk, A.L; Poda, G. A New, Improved Hybrid Scoring Function for Molecular Docking and Scoring
Based on AutoDock and AutoDock Vina. Chem. Biol. Drug Des. 2016, 87, 618-625. [CrossRef]

Ye, G.; Deng, F,; Shen, Z.; Luo, R.; Zhao, L.; Xiao, S.; Fu, Z.F; Peng, G. Structural basis for the dimerization and substrate
recognition specificity of porcine epidemic diarrhea virus 3C-like protease. Virology 2016, 494, 225-235. [CrossRef]


http://doi.org/10.1080/07391102.2020.1761883
http://www.ncbi.nlm.nih.gov/pubmed/32340562
http://doi.org/10.1039/D0MD00367K
http://www.moa.gov.cn/gk/tzgg_1/gg/202001/t20200106_6334375.htm
http://doi.org/10.1002/ptr.7039
http://doi.org/10.1016/j.ultsonch.2019.05.018
http://doi.org/10.1016/0166-3542(90)90015-Y
http://doi.org/10.1016/j.msec.2019.110052
http://doi.org/10.1186/s12977-019-0467-0
http://doi.org/10.1016/j.lfs.2020.117858
http://doi.org/10.1021/acsbiomaterials.9b01844
http://www.ncbi.nlm.nih.gov/pubmed/33463265
http://doi.org/10.1111/jpi.12709
http://www.ncbi.nlm.nih.gov/pubmed/33315239
http://doi.org/10.1002/jcp.27781
http://doi.org/10.1016/j.lfs.2005.12.010
http://www.ncbi.nlm.nih.gov/pubmed/16442130
http://doi.org/10.1016/j.phymed.2017.08.009
http://doi.org/10.3382/ps/pez465
http://www.ncbi.nlm.nih.gov/pubmed/31399732
http://doi.org/10.1080/07391102.2020.1834457
http://www.ncbi.nlm.nih.gov/pubmed/33073712
http://doi.org/10.1016/j.virol.2015.01.020
http://www.ncbi.nlm.nih.gov/pubmed/25681796
http://doi.org/10.1016/j.biomaterials.2014.01.054
http://www.ncbi.nlm.nih.gov/pubmed/24524838
http://doi.org/10.1016/j.virusres.2012.10.018
http://www.ncbi.nlm.nih.gov/pubmed/23108045
http://doi.org/10.1099/vir.0.000133
http://doi.org/10.1038/nprot.2008.73
http://doi.org/10.1093/oxfordjournals.aje.a118408
http://doi.org/10.1002/pro.3934
http://doi.org/10.1111/cbdd.12697
http://doi.org/10.1016/j.virol.2016.04.018

Viruses 2021, 13, 1825 17 of 17

34.

35.

36.

37.

38.
39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

Liang, Y.-Y.; Zhang, J.; Cui, H.; Shao, Z.-S.; Cheng, C.; Wang, Y.-B.; Wang, H.-S. Fluorescence resonance energy transfer (FRET)-
based nanoarchitecture for monitoring deubiquitinating enzyme activity. Chem. Commun. 2020, 56, 3183-3186. [CrossRef]
[PubMed]

Yang, G.-Y.; Li, C.; Fischer, M.; Cairo, C.W.; Feng, Y.; Withers, S.G. A FRET Probe for Cell-Based Imaging of Ganglioside-Processing
Enzyme Activity and High-Throughput Screening. Angew. Chem. Int. Ed. Engl. 2015, 54, 5389-5393. [CrossRef] [PubMed]
Theerawatanasirikul, S.; Kuo, C.J.; Phetcharat, N.; Lekcharoensuk, P. In silico and in vitro analysis of small molecules and natural
compounds targeting the 3CL protease of feline infectious peritonitis virus. Antivir. Res. 2020, 174, 104697. [CrossRef] [PubMed]
Liu, L.; He, F; Yu, Y.; Wang, Y. Application of FRET Biosensors in Mechanobiology and Mechanopharmacological Screening.
Front. Bioeng. Biotechnol. 2020, 8, 595497. [CrossRef] [PubMed]

Lu, M. Single-molecule FRET imaging of virus spike-host interactions. Viruses 2021, 13, 332. [CrossRef]

Suh, J.-S.; Kim, H.-S.; Kim, T.-J. Development of a SARS-CoV-2-derived receptor-binding domain-based ACE2 biosensor. Sens.
Actuators B Chem. 2021, 334, 129663. [CrossRef]

Luo, L,; Chen, J.; Li, X;; Qiao, D.; Wang, Z.; Wu, X,; Du, Q.; Tong, D.; Huang, Y. Establishment of method for dual simultaneous
detection of PEDV and TGEV by combination of magnetic micro-particles and nanoparticles. J. Infect. Chemother. 2020, 26, 523-526.
[CrossRef]

Li, Y.; Wang, J.; Liu, Y.; Luo, X,; Lei, W.; Xie, L. Antiviral and virucidal effects of curcumin on transmissible gastroenteritis virus
in vitro. J. Gen. Virol. 2020, 101, 1079-1084. [CrossRef]

Taher, M.M.; Lammering, G.M.; Hershey, C.M.; Valerie, K.C. Mood-Enhancing Antidepressant St. John’s Wort Inhibits the
Activation of Human Immunodeficiency Virus Gene Expression by Ultraviolet Light. IUBMB Life 2002, 54, 357-364. [CrossRef]
[PubMed]

Xu, Y,; Lu, C. Raman spectroscopic study on structure of human immunodeficiency virus (HIV) and hypericin-induced photosen-
sitive damage of HIV. Sci. China Ser. C Life Sci. 2005, 48, 117-132. [CrossRef]

Hou, Y.; Wang, Q. Emerging Highly Virulent Porcine Epidemic Diarrhea Virus: Molecular Mechanisms of Attenuation and
Rational Design of Live Attenuated Vaccines. Int. . Mol. Sci. 2019, 20, 5478. [CrossRef]

Thangavel, N.; Al Bratty, M.; Al Hazmi, H.A.; Najmi, A.; Alaqi, R.O.A. Molecular Docking and Molecular Dynamics Aided
Virtual Search of OliveNet™ Directory for Secoiridoids to Combat SARS-CoV-2 Infection and Associated Hyperinflammatory
Responses. Front. Mol. Biosci. 2020, 7, 627767. [CrossRef]

Yagiz, G.; Noma, S.A.A.; Altundas, A.; Al-Khafaji, K.; Taskin-Tok, T.; Ates, B. Synthesis, inhibition properties against xanthine
oxidase and molecular docking studies of dimethyl N-benzyl-1H-1,2,3-triazole-4,5-dicarboxylate and (N-benzyl-1H-1,2,3-triazole-
4,5-diyl)dimethanol derivatives. Bioorg. Chem. 2021, 108, 104654. [CrossRef]

Chamizo-Gonzalez, F.; Gordillo, B.; Heredia, FJ. Elucidation of the 3D structure of grape seed 7S globulin and its interaction with
malvidin 3-glucoside: A molecular modeling approach. Food Chem. 2021, 347, 129014. [CrossRef]

Yang, H.; Xie, W.; Xue, X.; Yang, K.; Ma, J.; Liang, W.; Zhao, Q.; Zhou, Z.; Pei, D.; Ziebuhr, J.; et al. Design of Wide-Spectrum
Inhibitors Targeting Coronavirus Main Proteases. PLoS Biol. 2005, 3, e324. [CrossRef]

Ryu, Y.B.; Jeong, H.J.; Kim, ] H.; Kim, YM,; Park, J.-Y.; Kim, D.; Naguyen, T.T.H.; Park, S.-J.; Chang, ].S.; Park, K.H. Biflavonoids
from Torreya nucifera displaying SARS-CoV 3CLpro inhibition. Bioorg. Med. Chem. 2010, 18, 7940-7947. [CrossRef] [PubMed]
Nguyen, T.T.H.; Woo, H.-J.; Kang, H.-K.; Nguyen, V.D.; Kim, Y.-M.; Kim, D.-W.; Ahn, S.-A ; Xia, Y.; Kim, D. Flavonoid-mediated
inhibition of SARS coronavirus 3C-like protease expressed in Pichia pastoris. Biotechnol. Lett. 2012, 34, 831-838. [CrossRef]
[PubMed]

Abian, O.; Ortega-Alarcon, D.; Jimenez-Alesanco, A.; Ceballos-Laita, L.; Vega, S.; Reyburn, H.T.; Rizzuti, B.; Velazquez-Campoy,
A. Structural stability of SARS-CoV-2 3CLpro and identification of quercetin as an inhibitor by experimental screening. Int. J. Biol.
Macromol. 2020, 164, 1693-1703. [CrossRef]

Vincent, S.; Arokiyaraj, S.; Saravanan, M.; Dhanraj, M. Molecular Docking Studies on the Anti-viral Effects of Compounds from
Kabasura Kudineer on SARS-CoV-2 3CLpro. Front. Mol. Biosci. 2020, 7, 613401. [CrossRef] [PubMed]

Jade, D.; Ayyamperumal, S.; Tallapaneni, V.; Nanjan, C.M.].; Barge, S.; Mohan, S.; Nanjan, M.]. Virtual high throughput screening:
Potential inhibitors for SARS-CoV-2 PLPRO and 3CLPRO proteases. Eur. ]. Pharmacol. 2021, 901, 174082. [CrossRef] [PubMed]
Li, Z,; Cao, H,; Cheng, Y.; Zhang, X.; Zeng, W.; Sun, Y.; Chen, S.; He, Q.; Han, H. Inhibition of Porcine Epidemic Diarrhea Virus
Replication and Viral 3C-Like Protease by Quercetin. Int. J. Mol. Sci. 2020, 21, 8095. [CrossRef] [PubMed]

Anand, K,; Palm, G.J.; Mesters, J.R.; Siddell, S.G.; Ziebuhy, ].; Hilgenfeld, R. Structure of coronavirus main proteinase reveals
combination of a chymotrypsin fold with an extra alpha-helical domain. EMBO ]. 2002, 21, 3213-3224. [CrossRef] [PubMed]


http://doi.org/10.1039/C9CC09808A
http://www.ncbi.nlm.nih.gov/pubmed/32067022
http://doi.org/10.1002/anie.201411747
http://www.ncbi.nlm.nih.gov/pubmed/25757223
http://doi.org/10.1016/j.antiviral.2019.104697
http://www.ncbi.nlm.nih.gov/pubmed/31863793
http://doi.org/10.3389/fbioe.2020.595497
http://www.ncbi.nlm.nih.gov/pubmed/33240867
http://doi.org/10.3390/v13020332
http://doi.org/10.1016/j.snb.2021.129663
http://doi.org/10.1016/j.jiac.2020.01.008
http://doi.org/10.1099/jgv.0.001466
http://doi.org/10.1080/15216540216039
http://www.ncbi.nlm.nih.gov/pubmed/12665247
http://doi.org/10.1007/BF02879664
http://doi.org/10.3390/ijms20215478
http://doi.org/10.3389/fmolb.2020.627767
http://doi.org/10.1016/j.bioorg.2021.104654
http://doi.org/10.1016/j.foodchem.2021.129014
http://doi.org/10.1371/journal.pbio.0030324
http://doi.org/10.1016/j.bmc.2010.09.035
http://www.ncbi.nlm.nih.gov/pubmed/20934345
http://doi.org/10.1007/s10529-011-0845-8
http://www.ncbi.nlm.nih.gov/pubmed/22350287
http://doi.org/10.1016/j.ijbiomac.2020.07.235
http://doi.org/10.3389/fmolb.2020.613401
http://www.ncbi.nlm.nih.gov/pubmed/33425994
http://doi.org/10.1016/j.ejphar.2021.174082
http://www.ncbi.nlm.nih.gov/pubmed/33823185
http://doi.org/10.3390/ijms21218095
http://www.ncbi.nlm.nih.gov/pubmed/33142980
http://doi.org/10.1093/emboj/cdf327
http://www.ncbi.nlm.nih.gov/pubmed/12093723

	Introduction 
	Materials and Methods 
	Cell Lines, Virus, Reagents, and Antibodies 
	Cytotoxicity Assay 
	Antiviral Assays on PEDV and TGEV 
	Immunofluorescence Assay 
	Quantitative Real-Time PCR Assay 
	Western Blot Assay 
	TCID50 Assay 
	Molecular Docking 
	Protein Expression and Purification 
	PEDV 3CLpro Enzymatic Assay 
	Alignments of CoVs 3CLpro in Protein Sequence and Crystal Structure 
	Statistical Analysis 

	Results 
	Hypericin in PEDV-Infected Cells 
	Molecular Docking of Hypericin onto PEDV 3CLpro 
	In Vitro 3CLpro Enzymatic Inhibition by Hypericin 
	The Hypericin-3CLpro Binding Domains Are Highly Conserved in -CoV 
	Antiviral Activity of Hypericin on TGEV 

	Discussion 
	Conclusions 
	References

