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Discovery of Ganoderma lucidum 
triterpenoids as potential inhibitors 
against Dengue virus NS2B-NS3 
protease
Shiv Bharadwaj  1,7, Kyung Eun Lee1,7, Vivek Dhar Dwivedi  2, Umesh Yadava  3, 
Aleksha panwar4, Stuart. J. Lucas  5, Amit pandey6 & Sang Gu Kang  1*

Dengue virus (DENV) infection causes serious health problems in humans for which no drug is currently 
available. Recently, DENV NS2B-NS3 protease has been proposed as a primary target for anti-dengue 
drug discovery due to its important role in new virus particle formation by conducting DENV polyprotein 
cleavage. Triterpenoids from the medicinal fungus Ganoderma lucidum have been suggested as 
pharmacologically bioactive compounds and tested as anti-viral agents against various viral pathogens 
including human immunodeficiency virus. However, no reports are available concerning the anti-viral 
activity of triterpenoids from Ganoderma lucidum against DENV. Therefore, we employed a virtual 
screening approach to predict the functional triterpenoids from Ganoderma lucidum as potential 
inhibitors of DENV NS2B-NS3 protease, followed by an in vitro assay. From in silico analysis of twenty-
two triterpenoids of Ganoderma lucidum, four triterpenoids, viz. Ganodermanontriol (−6.291 kcal/
mol), Lucidumol A (−5.993 kcal/mol), Ganoderic acid C2 (−5.948 kcal/mol) and Ganosporeric acid A 
(−5.983 kcal/mol) were predicted to be viral protease inhibitors by comparison to reference inhibitor 
1,8-Dihydroxy-4,5-dinitroanthraquinone (−5.377 kcal/mol). These results were further studied for 
binding affinity and stability using the molecular mechanics/generalized Born surface area method and 
Molecular Dynamics simulations, respectively. Also, in vitro viral infection inhibition suggested that 
Ganodermanontriol is a potent bioactive triterpenoid.

Dengue virus (DENV) belongs to the Flaviviridae family and is a lethal microbe, transmitted by Aedes albopictus 
and Aedes aegypti mosquitoes1–3, which causes Dengue Hemorrhagic Fever4,5 and Dengue Shock Syndrome6,7. 
Both types of dengue fever are potentially deadly infections caused by five different serotypes of DENV8,9. DENV 
contains 10,723 nucleotides on its single stranded positive RNA genome and encodes a 3391-amino acid mon-
omeric polyprotein as a precursor of the virus. The translated DENV polyprotein contains seven non-structural 
proteins and three structural proteins8,10. Each protein performs a specific function towards the generation of new 
virus particles, which also employs host cell machinery. The NS3 protease (NS3pro) domain, a member of the S7 
family of serine proteases that are brought into their fully active form by binding with cofactor NS2B, mediates 
the processing of the polyprotein at specific sites. Thus, the NS2B-NS3pro enzyme of DENV has been perceived 
as an ideal target for the development of new anti-DENV drugs11–13. The molecular mechanism of dengue virus 
protease and its inhibitors with medicinal chemistry perspective has been summarized in the review14. In this 
context, natural products have attracted considerable interest as a pool of novel medicinal compounds15. For 
instance, secondary metabolites from several plant fungal pathogens have been approved as medicinal com-
pounds against various diseases and infections16–19. Natural compounds have distinct advantages over synthetic 
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chemistry methods for drug discovery, as they may include druglike properties, biocompatibility and novel struc-
tures that are difficult to synthesize in vitro20,21. For instance, inhibition of DENV protease by thioguanine, an 
analogue of naturally occurring purine base guanine was recently reported22. Additionally, computer-aided drug 
design approaches for drug discovery have gained importance in hit identification and lead optimization against 
various drug-targetable receptors23,24. Thus, computational approaches may be beneficial in the discovery of novel 
bioactive compounds as NS2B-NS3pro inhibitors.

Ganoderma lucidum (G. lucidum) is one of the best-known medicinal fungus species and has been employed 
as a therapeutic agent against various disorders25–28. Recently, this fungus has been well recognized for its phar-
macological activities, as reflected by its inclusion in the American Herbal Pharmacopoeia and Therapeutic 
Compendium and for whole genome sequencing29,30. Chemical investigations of the fruiting body, mycelia, and 
spores have revealed that it contains a large reservoir of bioactive compounds; approximately 400 compounds 
including triterpenes, polysaccharides, sterols, and peptides have been identified31,32. However, triterpenoids and 
polysaccharides were suggested as the most important pharmacologically active compounds in G. lucidum29. 
It has been reported that G. lucidum compounds have several medicinal properties such as anti-tumor33, 
anti-microbial28, anti-atherosclerotic34, anti-inflammatory, hypolipidemic35, anti-diabetic, anti-oxidative, 
radical-scavenging and anti-aging activities33. Moreover, antiviral activity of G. lucidum triterpenoids have been 
documented against various pathogenic viruses such as herpes simplex virus types 1 (HSV-1 and HSV-2), influ-
enza A virus (Flu A), vesicular stomatitis virus (VSV) and human immunodeficiency virus (HIV)24,36,37. However, 
the antiviral activity of triterpenoids from G. lucidum against dengue virus (DENV) has not yet been reported. 
Moreover, in the absence of any specific drug against DENV infection, triterpenoids from G. lucidum could be 
promising in the development of potential drugs against DENV-induced disorders.

For a decade, molecular docking approach has been widely used in structure-based drug design due to its abil-
ity to calculate the probable accuracy and interaction profile of small molecules as ligands at the active site of the 
target protein38, and further validation by employing molecular dynamics simulation39. Considering the impor-
tant role of NS2B-NS3 protease in DENV infection, identification of bioactive triterpenoids from G. lucidum 
that can inhibit NS2B-NS3 protease activity was proposed as an essential step towards the discovery of DENV 
inhibitors. Furthermore, to increase the probability of finding triterpenoids from G. lucidum that can act as pro-
tease inhibitors during dengue infection, we retrieved triterpenoids from the literature that have been used in 
antiviral studies. Hence, this study includes initial screening of selected triterpenoids against the active site of 
DENV NS2B-NS3 protease using structure-based screening in the Glide module and validation by molecular 
dynamics simulation in the Desmond module of the Schrodinger suite. The screened triterpenoids with high 
potential binding scores were also studied using an in vitro assay for DENV inhibition. The various steps of the 
present study are depicted in Fig. 1.

Results and Discussion
NS2B-NS3 protease. Three-dimensional structure (3D) data of the target protein has been established as a 
primary requirement for drug discovery. Both X-ray crystallographic structures and homology models generated 
for target proteins have been used to identify potential ligands from chemical databases, but 3D crystallographic 
structures have been documented to be more effective than in silico generated homology models. Therefore, 
the 3D structure of DENV NS2B-NS3 protease, which has been proposed as a major therapeutic target against 
DENV infection, was retrieved from the protein data bank (PDB) with PDB ID:2FOM40. The crystal structure 
of NS2B-NS3pro was resolved at 1.5 Å resolution and exhibited two protein chains, i.e. Chain A folded to form 
NS2B cofactor and Chain B comprising the NS3pro domain (Fig. 2a). Herein, the protease domain (NS3pro) in 
Chain B (Fig. 2b) was selected for structure based virtual screening with selected triterpenoids from G. lucidum.

Virtual screening and docking simulation analysis. Recently, structure based virtual screening has 
gained popularity for discovery of novel lead compounds from large bioactive chemical libraries against selected 
targets. This approach includes simulated docking of ligands at the active site region of the selected receptor, 
followed by ranking and scoring of inhibitors23. In this work, we conducted structure based virtual screening of 
22 known antiviral triterpenoids from G. lucidum against NS3pro using the Glide module of the Schrodinger 
suite (Table S1). These inhibitors were further analysed by the XP docking protocol of the Glide module to gather 
information on binding energy as well as additional binding patterns with the active site residues. It was observed 
that all the selected triterpenoids exhibited significant binding affinities towards NS2B-NS3pro except Ganoderic 
acid G (Table S1). Also, molecular docking of the reference inhibitor 1,8-Dihydroxy-4,5-dinitroanthraquinone 
against the same active site produced a docking score of −5.377 kcal/mol. Therefore, triterpenoids with docking 
scores better than a threshold of −5 kcal/mol were selected for molecular interaction analysis. We selected a total 
of four triterpenoids, i.e. Ganodermanontriol (−6.291 kcal/mol), Lucidumol A (−5.993 kcal/mol), Ganoderic 
acid C2 (−5.948 kcal/mol) and Ganosporeric acid A (−5.830 kcal/mol) as possible inhibitors for the NS3pro 
domain of DENV protease. These docking scores were considered significant in comparison to the known inhib-
itor 1,8-Dihydroxy-4,5-dinitroanthraquinone (−5.377 kcal/mol) and reported bioactive molecules Nimbin 
(–5.56 kcal/mol), Desacetylnimbin (–5.24 kcal/mol) and Desacetylsalannin (–3.43 kcal/mol) from Azadirachta 
indica with DENV NS3pro41. These results indicate the potential of bioactive triterpenoids from G. lucidum as 
inhibitors of DENV protease and suggests that they could be used in the development of anti-viral drugs for 
DENV infection.

Molecular interaction and MM/GBSA analysis. Because molecular contacts in protein-ligand docked 
complexes can lead to improved understanding of molecular mechanisms in biological systems42, molecular 
contact profiling was also studied for the selected triterpenoids and reference inhibitor with DENV protease. 
The NS3pro-Ganodermanontriol complex exhibited interaction by moderate single and double hydrogen 
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bonds in the active region with Lys73 (3 Å), Thr120 (2.94 Å) and Asn167 (3.26 Å, 2.86 Å) residues, respectively. 
Additional hydrophobic attractions were also recorded within the NS3pro-Ganodermanontriol complex at res-
idues Trp50, Val72, Ile123, Val154, Val155 and Ala164. Also, residues His51, Thr118, Asn119, Thr120, Asn152, 
Asn167 and Gly153 exhibited polar and glycine interactions, respectively with Ganodermanontriol. Meanwhile, 
positive (Lys73 and Lys74) and negative charge interactions (Asp75) with residues were also recorded in the 
NS3pro-Ganodermanontriol docked complex (Fig. 3a,b).

The interaction profiles of NS3pro-Lucidumol A reflected two single hydrogen bonds formed with residues 
Asp75 (3.31 Å) and Asn152 (2.48 Å) and double hydrogen bonds formation at Gly153 (2.11 Å, 2.84 Å), which 
also contributes to a glycine interaction with residue Gly151. Moreover, Hydrophobic (Val72, Leu128, Phe130, 

Figure 1. Schematic representation of different steps followed for the discovery of functional triterpenoids 
from Ganoderma lucidum against DENV infection through inhibition of NS2B-NS3 protease.
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Pro132, Tyr150, Val154 and Tyr161) and polar interactions (His51, Ser135 and Asn152) were also logged in the 
docked complex. Asp75 exhibits negative charge interactions at the active pocket of protease with Lucidumol A 
(Fig. 3c,d). Also, docked Ganoderic acid C2 complexed with NS3pro displayed moderate double hydrogen bonds 
formation with Gly151 (2.73 Å, 3.12 Å) while single hydrogen bond formation was observed at residues Trp50 
(2.66 Å) and Arg54 (1.93 Å). Moreover, salt bridge formation between the hydroxyl group of Ganoderic acid C2 
and Arg54 residue of protease was also recorded in this complex. In addition, polar (His51 and Asn152 residue), 
negative (Asp75 residue) and positive (Arg54 residue) interactions were also recorded in the NS3pro-Ganoderic 
acid C2 docked (Fig. 3e,f). The NS3pro-Ganosporeric acid A docked complex showed three single hydrogen 
bonds formed at residues Thr120, Asn152 and Asn167, while Trp50, Val72, Ile123, Val154, Val155 and Ala164 
were marked as exhibiting hydrophobic interactions (Fig. 3g,h). Moreover, the docked NS3pro with Ganosporeric 
acid A exhibited polar (residues Thr118,Asn119,Thr120, Asn152 and Asn167), positive (Lys73 and Lys74) and 
negative charge interactions (Asp75).

Additionally, a reference inhibitor, 1,8-Dihydroxy-4,5-dinitroanthraquinone, was also docked at the active 
site of the NS3pro protease and significant interactions were recorded. This complex exhibits single hydrogen 
bond formation at residue Phe130, while His51 was noted for salt bridge and pi-pi interaction with the inhibitor. 
Moreover, hydrophobic (Leu128, Phe130, Pr0132, Tyr150 and Tyr151), polar (His51, Ser131 and Ser135) and 
glycine (Gly151 and Gly153) interactions were also marked in the docked complex.

It was concluded that all the screened triterpenoids displayed hydrogen bonding with NS3pro at the catalytic 
triad (His51, Asp75, and Ser135 residue), along with some other conserved residues (Phe130, Tyr150, Asn152 and 
Gly153) which have been reported to play a significant role in substrate binding for DENV protease43,44. Besides, 
some additional residues were also logged for sharing hydrogen bonds with different ligands. These observations 
suggest that hydrogen bonds between a ligand and one of the catalytic triad residues of NS3pro can disturb the 
electron transfer between the carboxyl and imidazole groups of the Asp75 and His51 residues, respectively. Such a 
disturbance has been reported to lead to an abortive nucleophilic attack of the hydroxyl group (ß-OH) of residue 
Ser135, which is essential for initiating proteolytic activity43,44. Hence, it was concluded that the screened triterpe-
noids may displayed strong affinity towards the NS3pro domain of DENV through various intermolecular inter-
actions and suggested that they could act as drugs against DENV infection through NS2B-NS3pro inhibition.

Furthermore, the docked complexes of all four triterpenoids, Ganodermanontriol, Lucidumol A, Ganoderic 
acid C2 and Ganosporeric acid A with DENV NS3pro were also analysed using MM/GBSA calculations to 
calculate the binding affinities of the respective ligands at the active site. These calculations showed relatively 
negative MM/GBSA values for all four docked complexes, i.e. NS3pro-Ganodermanontriol (−24.465 kcal/
mol), NS3pro-Lucidumol A (−19.735 kcal/mol), NS3pro-Ganoderic acid C2 (−19.039 kcal/mol) and 
NS3pro-Ganosporeric acid A (−11.449 kcal/mol), while the reference inhibitor complex NS3pro-1,8-Dihydroxy-
4,5-dinitroanthraquinone produced a larger value (−38.934 kcal/mol). These observations suggest that the inhi-
bition activity of the selected triterpenoids against NS3pro could be weaker than the reference inhibitor, but also 
suggested the stronger binding affinity of Ganodermanontriol with NS3pro in comparison with the other triter-
penoids was supported by predicted docking scores. In addition, predicted ΔG values and physicochemical com-
ponents, that is, ΔGBind Coulomb, ΔGBind covalent, ΔGBind vdW (van der Waals forces), ΔGBind Solv SA (solvent accessible 

Figure 2. 3D structure of DENV NS2B-NS3 protease: (a) ribbon diagram of the two protein chains; Chain A 
(Green color) shows the NS2B cofactor and Chain B (Red color) represents the NS3pro domain, and  
(b) graphical representation of the DENV protease NS3pro domain labelled with the total number of amino 
acid residues, atoms, heavy atoms and net charge, and predicted secondary structure elements (tube = alpha 
helix, arrows = beta sheets).
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surface area) and ΔGBind Solv GB (solvation energy generalized Born) analysis for the selected triterpenoids and pos-
itive control complexed with DENV NS3pro protein indicates that, depending on the ligand, ΔGBind Coulomb and/
or ΔGBind vdW contributed the most to the stability of the triterpenoid and reference inhibitor complexes with the 
DENV NS3pro protein. (Figs. 4, S2, Table S2). Hence, Ganodermanontriol was concluded as the most promising 
functional triterpenoid for the DENV NS3pro protein, and further analysed along with the other triterpenoids 
using molecular dynamics and in vitro analysis.

Molecular dynamics (MD) analysis. Interaction information predicted from on target-ligand calculated 
using the molecular docking approach can be further validated by molecular dynamics simulation and crystal-
lographic studies38,41. Herein, the stability of the selected triterpenoid-NS3pro domain complexes was evalu-
ated using 10 ns MD simulation in terms of root mean square deviation (RMSD), root mean square fluctuation 
(RMSF) and protein-ligand contact map analysis.

The RMSD analysis of C-alpha and backbone atoms in DENV NS3pro complexed with all four ligands showed 
stable and acceptable deviations during the 10 ns MD simulation (Fig. 5). Interestingly, the final fluctuation for 
the receptor was recorded as <2 Å RMSD whilst the Ganodermanontriol inhibitor showed a stable and maximum 
variation of 6 Å in complex with the NS3pro domain at the end of the simulation interval (Fig. 5a). Also, RMSF 

Figure 3. 3D and 2D docked complexes of the NS3pro domain exhibiting intermolecular contacts with 
respective screened triterpenoids; (a,b) NS3pro-Ganodermanontriol complex, (c,d) NS3pro-Lucidumol A 
complex, (e,f) NS3pro-Ganoderic acid C2 (g,h) NS3pro-Ganosporeric acid A. In 2D complexes, residues 
in green, violet, red, blue and gray color represents the hydrophobic, positive, negative, polar and glycine 
interaction, respectively and pink arrows shows the hydrogen bond formation.
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calculated for both individual residues of the receptor and atoms of the ligand showed tolerable variations (less 
than 2.8 Å) during the simulation interval (Figs. S3a, S4a). However, insignificant RMSF fluctuations were also 
observed during a time frame of 5 to 7 ns in the keto and methyl groups of the cyclopenta-phenanthren-7-one 
ring of the ligand (Fig. S3a).

Likewise, RMSD analysis for the NS3pro-Lucidumol A complex revealed that both receptor and ligand posed 
variations of less than 3 Å during the 10 ns simulation interval (Fig. 5b). Meanwhile, RMSF analysis for both 
NS3pro and Lucidumol A predicted variations <3 Å, an acceptable deviations were also recorded in the methyl 
and hydroxyl group in the heptan region of the ligand during the 10 ns simulation interval (Fig. S3b). Similarly, 
the ligand in the NS3pro-Ganoderic acid C2 complex showed acceptable deviations during initial 2–5 ns followed 
by stability and final deviation was recorded at less than 8 Å during the 10 ns simulation interval (Fig. S4b).

The NS3pro-Ganoderic acid C2 complex also exhibited insignificant deviations in the receptor between 2–5 ns 
followed by stability with final variation recorded at less than 1.75 Å during the simulation interval (Fig. 5c). 
These acceptable deviations in the ligand (less than 6 Å) and receptor (3 Å) were also supported by the calculated 
RMSF for the respective complex (Figs. S3c, S4c).

Moreover, simulation analysis of the ligand in the NS3pro-Ganosporeric acid A docked complex exhibited 
initially low deviation for 6 ns in the carboxylic group located at heptan moiety of ligand initial followed by 
acquiring a stable state at 4.6 Å RMSD until the end of the 10 ns interval (Fig. 5d). Meanwhile, NS3pro displayed 
stable oscillations around 1.6 Å RMSD with insignificant deviations in the initial N terminal region (Fig. 5d). 
These observations suggested the stability of the respective docked complex as supported by the RMSF curves for 
the individual residues (less than 3.5 Å) and atoms (3 Å) of the receptor and ligand, respectively (Figs. S3d, S4d).

A protein-ligand interaction map describing the contribution of individual residues to intermolecular bond-
ing was also generated from the simulation trajectory curves (Fig. 6). The protein-ligand interaction map for 
the NS3pro-Ganodermanontriol complex displayed participation of Met49, Val72, Lys73, Lys74, Asp75, Leu76, 
Trp83, Glu88, Thr118, Thr120, Ile123, Val147, Leu149, Asn152, Gly153, Val154, Val155, Ala164, Ile165, Ala166 
and Asn167 residues, forming hydrogen bonds, hydrophobic attractions, ionic interactions and water bridges 
(Fig. 6a). Leu149 and Asn152 residues were highlighted for contributing prominent water bridges and hydrogen 
bond attractions during the 10 ns simulation interval (Fig. 6a). Residue Asn152 was also predicted to form hydro-
gen bonds in the docking complex (Fig. 3a,b), suggested the importance of this residue in NS3pro for interaction 
with Ganodermanontriol.

The NS3pro-Lucidumol A interaction map displayed participation of His51, Arg54, Val72, Lys73, Lys74, 
Asp75, Leu128, Asp129, Phe130, Pro132, Ser135, Tyr150, Gly151, Asn152, Gly153, Val154, Val155, Tyr161 
and Asn167 residues in hydrogen bonds, hydrophobic interactions and water bridging, with Asp75 and Gly153 
residues for the largest contributions in water bridging and hydrogen bond formation, respectively (Fig. 6b). 
Molecular docking analysis also suggested the role of Gly153 in hydrogen bonding with the ligand (Fig. 3c,d), 
indicated the importance of this residue in protein-ligand stability. Besides, Tyr161, Asp75 and Leu128 residues 

Figure 4. Free binding energy (kcal/mol) calculated using MMGBSA method for screened triterpenoids i.e. 
(a) Ganodermanontriol, (b) Lucidumol A, (c) Ganoderic acid C2 and (d) Ganosporeric acid A complexed with 
DENV NS2B-NS3 protease after molecular docking simulation.
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were also indicated for major contributions in water mediated, hydrogen bond and hydrophobic interactions, 
respectively, with this ligand (Fig. 6b). These results suggested that Gly153, Tyr161, Asp75 and Leu128 were prom-
inently responsible for the stable conformation of the NS3pro-Lucidumol A complex during simulation interval.

Meanwhile the NS3pro-Ganoderic acid C2 complex exhibited contributions of Lys28, Ile36, Trp50, His51, 
Arg54, Val72, Lys74, Asp75, Leu128, Asp129, Phe130, Ser131, Pro132, Ser135, Tyr150, Gly151, Asn152, Gly153, 
Val155 and Tyr161 residues in different molecular interactions in the protein-ligand mapping during the simula-
tion (Fig. 6c). Interestingly, major intermolecular interaction was contributed by Arg54 through hydrogen bond 
formation followed by water bridges and ionic attraction (Fig. 6c). This residue was also predicted in the molec-
ular docking analysis to form two hydrogen bonds with Ganoderic acid C2 (Fig. 3e,f), suggesting that it is a key 
factor for maintaining target-ligand stability during the simulation.

Figure 5. RMSD for alpha carbon atoms of NS3pro protein and triterpenoids from G. lucidum as ligand, (a) 
NS3pro-Ganodermanontriol, (b) NS3pro-Lucidumol A, (c) NS3pro-Ganoderic acid C2 and (d) NS3pro-
Ganosporeric acid A, in 10 ns trajectory of MD simulations.
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Likewise, the NS3pro-Ganosporeric acid A interaction profile showed that Try50, His51, Arg54, Asp71, Val72, 
Lys73, Lys74, Asp75, Thr118, Asn119, Thr120, Gly121, Thr122, Ile123, Gly151, Asn152, Gly153, Val154, Val155, 
Tyr161 and Asn167 residues actively contributed to water bridges, hydrophobic and ionic interactions (Fig. 6d). 
However, Lys73, Lys74, Val155 and Asn167 residues were predicted to make the largest contributions to the 
stability of NS3pro complexed with Ganosporeric acid A ligand via hydrogen bonds, followed by water bridges, 
hydrophobic and ionic interactions (Fig. 6d). Also, Asn167 was marked for exhibiting hydrogen bond formation 
with Ganosporeric acid A in the docked complex, revealing its significant contribution to complex stability. These 
results validated and suggested the significant stability of each triterpenoid with the NS3pro domain of DENV 
protease in docked complexes. Hence, it was again suggested that these triterpenoids could be used in the formu-
lation of drugs DENV infection.

functional Activity of triterpenoids
Among the selected triterpenoids, the two compounds i.e. Ganodermanontriol (−6.291 kcal/mol) and 
Ganoderic acid C2 (−5.948 kcal/mol) were employed in an in vitro dengue inhibition assay. It was observed 
that Ganodermanontriol showed ~40% and ~25% reduction in DENV titers at 50 and 25 µM concentration, 
respectively (Fig. 7) whilst no significant reduction in viral titers was recorded for Ganoderic acid C2. Also, 

Figure 6. Normalized stacked bar chart for docked complexes, i.e. (a) NS3pro-Gandomanontriol, (b) NS3pro-
Lucidumol A, (cc) NS3pro-Ganoderic acid C2 and (d) NS3pro-Ganosporeric acid A with various contacts and 
interactions profiles calculated during MD simulation. Values of interaction fractions >1.0 are plausible as some 
residues create multiple interactions of the similar subtype.

https://doi.org/10.1038/s41598-019-55723-5


9Scientific RepoRtS |         (2019) 9:19059  | https://doi.org/10.1038/s41598-019-55723-5

www.nature.com/scientificreportswww.nature.com/scientificreports/

Ganodermanontriol was previously reported to have activity against Human Immunodeficiency Virus45, Epstein- 
Barr Virus infection46 and influenza virus24. Thus, Ganodermanotriol is the most promising candidate for the 
development of a novel drug against dengue virus infection.

In conclusion, based on in silico and in vitro assessments, Ganodermanotriol was suggested as functional 
triterpenoid which can be used in the development of natural-product-derived drug for DENV protease against 
dengue infection.

Methodology
Collection of ligands and receptor. The various triterpenoids of G. lucidum that have been reported 
in anti-viral studies36,45,47, were searched and retrieved from the PubChem database (https://pubchem.ncbi.
nlm.nih.gov)48, and considered for screening with DENV protease. Also, the known DENV protease inhibitor 
1,8-Dihydroxy-4,5-dinitroanthraquinone was downloaded and used as positive control in the molecular docking 
analysis49. The three-dimensional (3D) structure at fine resolution of 1.5 Å for the viral protein “NS2B-NS3 pro-
tease” was collected using PDB ID: 2FOM from the RCSB PDB (http://www.rcsb.org/pdb/home/home.do)40. The 
NS3pro domain in Chain B of the protease was selected for screening with selected triterpenoids. Visualization of 
the molecular structure of ligand and protein was performed using the Maestro tool of the Schrödinger software 
modules suite50. All other molecular docking and molecular dynamics simulations below were also carried out 
using Schrödinger software modules.

Ligand and protein preparation. The selected bioactive triterpenoids were prepared as ligands using the 
LigPrep module51,52 and optimized with the B3LYP/6-31 G** density functional approach53. The bond orders in 
the ligand molecules were adjusted and their various energy minimized conformations were generated in gas 
phase using OPLS force field54. Also, an electron affinity grid map was created with unit van der Waals scaling and 
partially cut-off at 0.25 value. Moreover, the receptor was kept fixed and ligands were treated as flexible entities 
during the docking process.

The NS3pro domain of the viral protease enzyme was processed by employing the Prime module51,52,55. 
Co-crystallized water molecules were deleted that could affect ligand interactions with the protein, suitable 
hydrogen atoms were added according to the hybridization conditions of the carbon atoms and finally protein 
structure refinement was carried out using the Protein preparation wizard. A conjugate gradient algorithm and 
distance dependent dielectric constant of 2.0 was employed in subsequent refinement of protein structure to a 
root mean square deviation of 0.30 Å.

Active site residues selection and molecular docking. Three residues identified as His51, Asp75 and 
Ser13540, which form the catalytic triad for serine protease activity in DENV NS2B-NS3pro, were selected as the 
active residues for molecular docking with ligands using the extra precision (XP) docking mode of the Glide 5.8 
module51,55. The receptor was kept fixed and ligands were treated as flexible entities during the docking studies. 
Hydrophobic contacts, hydrogen bonds, coulombic, van der Waals, metal binding, and polar interactions, freez-
ing rotatable bonds and a penalty for buried polar groups along with other factors (water desolvation energy and 
binding affinity enriching interactions) were considered in the Glide XP scoring protocol53,56.

Molecular mechanics/generalized born surface area (MMGBSA) calculations. The free energy 
calculations for the DENV NS3pro protein docked with selected triterpenoids was conducted using the Prime 
molecular mechanics/generalized Born surface area (MMGBSA) module as documented previously57,58. This 
approach was applied to the molecular docked simulated complex and free binding energy was then calculated 
using Equation (1).

G G G G( ) (1)minimized minimized minimizedMMGBSA bind complex ( ) ligand ( ) complex ( )∆ = ∆ − ∆ + ∆

Figure 7. Inhibition activity of DENV2 strain by (a) Ganodermanotriol and (b) Ganoderic acid C2 was 
recorded from the reduction in viral titers using plaque assays. Error bars represent geometric means with 95% 
confidence intervals.
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where ΔGMMGBSA bind stands for the total free binding energy, ΔGcomplex represents the binding energy of the 
receptor- ligand complex while ΔGligand and ΔGreceptor represent the energy for the separated ligand and receptor, 
respectively.

Molecular dynamics simulations. Based on the docking scores obtained for different protein-ligand com-
plexes, NS3pro proteins complexed with potential triterpenoid ligands were subjected to molecular dynamics 
simulations for 10 ns. The designed complexes were fabricated in each direction ( 10Å × 10Å × 10Å buffer) of 
the gradient box to allow significant conformational fluctuations during MD simulations. Also, TIP4P water 
molecules were added into the system using minimization of the steepest descent algorithm in 3000 steps trailed 
by a conjugate gradient algorithm of 5000 steps containing 120 kcal/mol threshold energies. These molecular 
simulations for protein-ligand complexes were executed in the Desmond v4.4 module of Schrodinger-Maestro 
v10.459,60. Anisotropic diagonal position scaling on time step interval of 0.002 ps was employed to maintain a con-
stant pressure during MD simulations. Moreover, gradual increment in the system temperature (100 K to 300 K) 
was allowed along with 20 ps NPT reassembly at 1 atm target pressure. Additionally, the Berendsen algorithm61 
and Lennard-Jones cut-off value was fixed at 0.2 constant and 9 Å, respectively. Furthermore, SHAKE62 ideal lim-
its were imposed on all the chemical bonds including hydrogen atoms. Finally, simulation for each target-ligand 
complex was performed under the same conditions, system density was maintained near 1 g/cm3 and all the 
calculations were conducted using the OPLS_2005 force field.

Dengue inhibition assay. For the evaluation of triterpenoids’ functional activity against dengue virus, 
based on docking score Ganodermanotriol and Ganoderic acid C2 were purchased from ChemFaces Biochemical 
Co., Ltd. China. The antiviral activity was calculated on A549 cell lines where cells (~40000) were seeded in a 
48 well plate and infected with DENV2 strain at 5 multiplicity of infection (MOI) for one hour. Following, the 
infected cultures were incubated for one hour in the culture media amended with concentrations (25 or 50 µM) 
of selected triterpenoids. At 24 h post-infection, viral titers in the supernatants were estimated by a plaque assay 
as described previously63.

Received: 18 October 2018; Accepted: 30 November 2019;
Published: xx xx xxxx

References
 1. Akiner, M. M., Demirci, B., Babuadze, G., Robert, V. & Schaffner, F. Spread of the invasive mosquitoes Aedes aegypti and Aedes 

albopictus in the Black Sea region increases risk of chikungunya, dengue, and Zika outbreaks in Europe. PLoS neglected tropical 
diseases 10, e0004664 (2016).

 2. Simmons, C. P., Farrar, J. J., van Vinh Chau, N. & Wills, B. Dengue. New England Journal of Medicine 366, 1423–1432 (2012).
 3. Martins, V. E. P. et al. Occurrence of natural vertical transmission of dengue-2 and dengue-3 viruses in Aedes aegypti and Aedes 

albopictus in Fortaleza, Ceará, Brazil. PloS one 7, e41386 (2012).
 4. Tang, T. H.-C. et al. Increased serum hyaluronic acid and heparan sulfate in dengue fever: Association with plasma leakage and 

disease severity. Scientific reports 7, 46191 (2017).
 5. Taguchi, Y. Principal components analysis based unsupervised feature extraction applied to gene expression analysis of blood from 

dengue haemorrhagic fever patients. Scientific reports 7, 44016 (2017).
 6. Le Duyen, H. T. et al. Skin dendritic cell and T cell activation associated with dengue shock syndrome. Scientific reports 7, 14224 

(2017).
 7. Oliveira, M. et al. Joint ancestry and association test indicate two distinct pathogenic pathways involved in classical dengue fever and 

dengue shock syndrome. PLoS neglected tropical diseases 12, e0006202 (2018).
 8. Dwivedi, V. D., Tripathi, I. P., Tripathi, R. C., Bharadwaj, S. & Mishra, S. K. Genomics, proteomics and evolution of dengue virus. 

Briefings in functional genomics 16, 217–227 (2017).
 9. Mustafa, M., Rasotgi, V., Jain, S. & Gupta, V. Discovery of fifth serotype of dengue virus (DENV-5): A new public health dilemma in 

dengue control. Medical Journal Armed Forces India 71, 67–70 (2015).
 10. Mukhopadhyay, S., Kuhn, R. J. & Rossmann, M. G. A structural perspective of the flavivirus life cycle. Nature Reviews Microbiology 

3, 13 (2005).
 11. Luo, D., Vasudevan, S. G. & Lescar, J. The flavivirus NS2B–NS3 protease–helicase as a target for antiviral drug development. Antiviral 

research 118, 148–158 (2015).
 12. Gibbs, A. C., Steele, R., Liu, G., Tounge, B. A. & Montelione, G. T. Inhibitor Bound Dengue NS2B-NS3pro Reveals Multiple Dynamic 

Binding Modes. Biochemistry 57, 1591–1602 (2018).
 13. Constant, D. A., Mateo, R., Nagamine, C. M. & Kirkegaard, K. Targeting intramolecular proteinase NS2B/3 cleavages for trans-

dominant inhibition of dengue virus. Proceedings of the National Academy of Sciences, 201805195 (2018).
 14. Timiri, A. K., Sinha, B. N. & Jayaprakash, V. Progress and prospects on DENV protease inhibitors. Eur J Med Chem 117, 125–143 

(2016).
 15. Newman, D. J. & Cragg, G. M. Natural Products as Sources of New Drugs from 1981 to 2014. J Nat Prod 79, 629–661, https://doi.

org/10.1021/acs.jnatprod.5b01055 (2016).
 16. Gutierrez, R. M., Gonzalez, A. M. & Ramirez, A. M. Compounds derived from endophytes: a review of phytochemistry and 

pharmacology. Current medicinal chemistry 19, 2992–3030 (2012).
 17. Amna, T. et al. Bioreactor studies on the endophytic fungus Entrophospora infrequens for the production of an anticancer alkaloid 

camptothecin. Canadian journal of microbiology 52, 189–196 (2006).
 18. Zaferanloo, B., Pepper, S. A., Coulthard, S. A., Redfern, C. P. & Palombo, E. A. Metabolites of endophytic fungi from Australian 

native plants as potential anticancer agents. FEMS microbiology letters 365, fny078 (2018).
 19. Matuszewska, A., Jaszek, M., Stefaniuk, D., Ciszewski, T. & Matuszewski, Ł. Anticancer, antioxidant, and antibacterial activities of 

low molecular weight bioactive subfractions isolated from cultures of wood degrading fungus Cerrena unicolor. PloS one 13, 
e0197044 (2018).

 20. Maier, M. E. Design and synthesis of analogues of natural products. Org Biomol Chem 13, 5302–5343 (2015).
 21. Over, B. et al. Natural-product-derived fragments for fragment-based ligand discovery. Nat Chem 5, 21–28 (2013).
 22. Hariono, M. et al. Thioguanine-based DENV-2 NS2B/NS3 protease inhibitors: Virtual screening, synthesis, biological evaluation 

and molecular modelling. Plos One 14 (2019).
 23. Kitchen, D. B., Decornez, H., Furr, J. R. & Bajorath, J. Docking and scoring in virtual screening for drug discovery: Methods and 

applications. Nat Rev Drug Discov 3, 935–949, https://doi.org/10.1038/nrd1549 (2004).

https://doi.org/10.1038/s41598-019-55723-5
https://doi.org/10.1021/acs.jnatprod.5b01055
https://doi.org/10.1021/acs.jnatprod.5b01055
https://doi.org/10.1038/nrd1549


1 1Scientific RepoRtS |         (2019) 9:19059  | https://doi.org/10.1038/s41598-019-55723-5

www.nature.com/scientificreportswww.nature.com/scientificreports/

 24. Zhu, Q. C. et al. Inhibition of neuraminidase by Ganoderma triterpenoids and implications for neuraminidase inhibitor design. 
Scientific reports 5, 13194 (2015).

 25. Chang, C.-J. et al. Ganoderma lucidum reduces obesity in mice by modulating the composition of the gut microbiota. Nature 
communications 6, 7489 (2015).

 26. Klupp, N. L., Kiat, H., Bensoussan, A., Steiner, G. Z. & Chang, D. H. A double-blind, randomised, placebo-controlled trial of 
Ganoderma lucidum for the treatment of cardiovascular risk factors of metabolic syndrome. Scientific reports 6, 29540 (2016).

 27. Ren, Z.-l. et al. Ganoderma lucidum extract ameliorates MPTP-induced parkinsonism and protects dopaminergic neurons from 
oxidative stress via regulating mitochondrial function, autophagy, and apoptosis. Acta pharmacologica Sinica, 1 (2018).

 28. Boh, B., Berovic, M., Zhang, J. & Zhi-Bin, L. Ganoderma lucidum and its pharmaceutically active compounds. Biotechnology annual 
review 13, 265–301 (2007).

 29. Chen, S. et al. Genome sequence of the model medicinal mushroom Ganoderma lucidum. Nature communications 3, 913 (2012).
 30. Sanodiya, B. S., Thakur, G. S., Baghel, R. K., Prasad, G. & Bisen, P. Ganoderma lucidum: a potent pharmacological macrofungus. 

Current pharmaceutical biotechnology 10, 717–742 (2009).
 31. Kao, C., Jesuthasan, A. C., Bishop, K. S., Glucina, M. P. & Ferguson, L. R. Anti-cancer activities of Ganoderma lucidum: active 

ingredients and pathways. Functional Foods in Health and Disease 3, 48–65 (2013).
 32. Shiao, M. S. Natural products of the medicinal fungus Ganoderma lucidum: occurrence, biological activities, and pharmacological 

functions. The Chemical Record 3, 172–180 (2003).
 33. Cherian, E., Sudheesh, N. P., Janardhanan, K. K. & Patani, G. Free radical scavenging and mitochondrial antioxidant activities of 

Reishi-Ganoderma lucidum (Curt: Fr) P. Karst and Arogyapacha-Trichopus zeylanicus Gaertn extracts. Journal of basic and clinical 
physiology and pharmacology 20, 289–308 (2009).

 34. Li, R. K., Vasil’ev, A., Orekhov, A., Tertov, V. & Tutel’ian, V. Anti-atherosclerotic properties of higher mushrooms (a clinico-
experimental investigation). Voprosy pitaniia, 16–19 (1989).

 35. Chen, W., Luo, S., Ll, H. & Yang, H. Effects of Ganoderma lucidum polysaccharides on serum lipids and lipoperoxidation in 
experimental hyperlipidemic rats. Zhongguo Zhong yao za zhi= Zhongguo zhongyao zazhi= China journal of Chinese materia 
medica 30, 1358–1360 (2005).

 36. El-Mekkawy, S. et al. Anti-HIV-1 and anti-HIV-1-protease substances from Ganoderma lucidum. Phytochemistry 49, 1651–1657 
(1998).

 37. Eo, S.-K., Kim, Y.-S., Lee, C.-K. & Han, S.-S. Antiviral activities of various water and methanol soluble substances isolated from 
Ganoderma lucidum. Journal of ethnopharmacology 68, 129–136 (1999).

 38. Singh, A. N., Baruah, M. M. & Sharma, N. Structure Based docking studies towards exploring potential anti-androgen activity of 
selected phytochemicals against Prostate Cancer. Scientific Reports 7, 1955 (2017).

 39. Kaushik, A. C., Bharadwaj, S., Kumar, S. & Wei, D.-Q. Nano-particle mediated inhibition of Parkinson’s disease using computational 
biology approach. Scientific reports 8, 9169 (2018).

 40. Erbel, P. et al. Structural basis for the activation of flaviviral NS3 proteases from dengue and West Nile virus. Nat Struct Mol Biol 13, 
372–373 (2006).

 41. Dwivedi, V. D., Tripathi, I. P., Bharadwaj, S., Kaushik, A. C. & Mishra, S. K. Identification of new potent inhibitors of dengue virus 
NS3 protease from traditional Chinese medicine database. Virusdisease 27, 220–225 (2016).

 42. Patil, R. et al. Optimized hydrophobic interactions and hydrogen bonding at the target-ligand interface leads the pathways of drug-
designing. PloS one 5, e12029 (2010).

 43. Velmurugan, D., Malar Selvi, U., Mythily, U., Rao, K. & Rajarajeshwari, R. Structure-based discovery of anti-viral compounds for 
hepatitis B & C, human immunodeficiency, and dengue viruses. Current Bioinformatics 7, 187–211 (2012).

 44. Matusan, A. E., Pryor, M. J., Davidson, A. D. & Wright, P. J. Mutagenesis of the Dengue virus type 2 NS3 protein within and outside 
helicase motifs: effects on enzyme activity and virus replication. Journal of virology 75, 9633–9643 (2001).

 45. Min, B. S., Nakamura, N., Miyashiro, H., Bae, K. W. & Hattori, M. Triterpenes from the spores of Ganoderma lucidum and their 
inhibitory activity against HIV-1 protease. Chem Pharm Bull 46, 1607–1612 (1998).

 46. Zheng, D. S. & Chen, L. S. Triterpenoids from Ganoderma lucidum inhibit the activation of EBV antigens as telomerase inhibitors. 
Exp Ther Med 14, 3273–3278 (2017).

 47. Ma, B. et al. Triterpenoids from the spores of Ganoderma lucidum. North American journal of medical sciences 3, 495 (2011).
 48. Kim, S. et al. PubChem substance and compound databases. Nucleic acids research 44, D1202–D1213 (2015).
 49. Constant, D. A., Mateo, R., Nagamine, C. M. & Kirkegaard, K. Targeting intramolecular proteinase NS2B/3 cleavages for trans-

dominant inhibition of dengue virus. P Natl Acad Sci USA 115, 10136–10141, https://doi.org/10.1073/pnas.1805195115 (2018).
 50. Dagan-Wiener, A. et al. Bitter or not? BitterPredict, a tool for predicting taste from chemical structure. Scientific Reports 7, 12074 

(2017).
 51. Sherman, W., Day, T., Jacobson, M. P., Friesner, R. A. & Farid, R. Novel procedure for modeling ligand/receptor induced fit effects. 

Journal of medicinal chemistry 49, 534–553 (2006).
 52. Yadava, U., Gupta, H. & Roychoudhury, M. Stabilization of microtubules by taxane diterpenoids: insight from docking and MD 

simulations. Journal of biological physics 41, 117–133 (2015).
 53. Yadava, U., Gupta, H. & Roychoudhury, M. A comparison of crystallographic and DFT optimized geometries on two taxane 

diterpenoids and docking studies with phospholipase A2. Medicinal Chemistry Research 21, 2162–2168 (2012).
 54. Harder, E. et al. OPLS3: a force field providing broad coverage of drug-like small molecules and proteins. Journal of chemical theory 

and computation 12, 281–296 (2015).
 55. Release, S. & Schrödinger, L. New York, NY, 2015-2. There is no corresponding record for this reference (2015).
 56. Friesner, R. A. et al. Extra precision glide: Docking and scoring incorporating a model of hydrophobic enclosure for protein− ligand 

complexes. Journal of medicinal chemistry 49, 6177–6196 (2006).
 57. Rodriguez, Y. A. et al. Novel N-allyl/propargyl tetrahydroquinolines: Synthesis via Three-component Cationic Imino Diels-Alder 

Reaction, Binding Prediction, and Evaluation as Cholinesterase Inhibitors. Chemical Biology & Drug Design 88, 498–510, https://
doi.org/10.1111/cbdd.12773 (2016).

 58. Du, J. et al. Molecular Modeling Study of Checkpoint Kinase 1 Inhibitors by Multiple Docking Strategies and Prime/MM-GBSA 
Calculation. Journal of Computational Chemistry 32, 2800–2809, https://doi.org/10.1002/jcc.21859 (2011).

 59. Guo, Z. et al. Probing the α-helical structural stability of stapled p53 peptides: molecular dynamics simulations and analysis. 
Chemical biology & drug design 75, 348–359 (2010).

 60. Bowers, K. J. et al. In Proceedings of the 2006 ACM/IEEE conference on Supercomputing. 84 (ACM).
 61. Kräutler, V., Van Gunsteren, W. F. & Hünenberger, P. H. A fast SHAKE algorithm to solve distance constraint equations for small 

molecules in molecular dynamics simulations. Journal of computational chemistry 22, 501–508 (2001).
 62. Jorgensen, W. L. & Tirado-Rives, J. The OPLS [optimized potentials for liquid simulations] potential functions for proteins, energy 

minimizations for crystals of cyclic peptides and crambin. Journal of the American Chemical Society 110, 1657–1666 (1988).
 63. Medigeshi, G. R., Kumar, R., Dhamija, E., Agrawal, T. & Kar, M. N-Desmethylclozapine, Fluoxetine, and Salmeterol Inhibit 

Postentry Stages of the Dengue Virus Life Cycle. Antimicrob Agents Ch 60, 6709–6718 (2016).

https://doi.org/10.1038/s41598-019-55723-5
https://doi.org/10.1073/pnas.1805195115
https://doi.org/10.1111/cbdd.12773
https://doi.org/10.1111/cbdd.12773
https://doi.org/10.1002/jcc.21859


1 2Scientific RepoRtS |         (2019) 9:19059  | https://doi.org/10.1038/s41598-019-55723-5

www.nature.com/scientificreportswww.nature.com/scientificreports/

Acknowledgements
The Molecular Dynamics simulations in this work were supported by the Department of Physics, Deen 
Dayal Upadhyay Gorakhpur University, India. The in vitro Dengue inhibition work was conducted under the 
supervision of Professor Guruprasad R. Medigeshi at Clinical and Cellular Virology Lab, Translational Health 
Science and Technology Institute, NCR-Biotech Science Cluster, Faridabad-Gurgaon Highway, Faridabad, India, 
and thankful for providing laboratory facilities.

Author contributions
S.B. designed the experiment, S.B, V.D.D. and U.Y. performed the computational experiments, S.B. and K.E.L. 
analyzed the data and wrote the manuscript. A.P. conducted the in vitro experiment for Dengue inhibition, 
V.D.D., S.J.L., A.P. and S.G.K. revised the manuscript and advised on method development. All authors have 
reviewed and given approval to final version of the manuscript.

Competing interests
The authors declare no competing interests.

Additional information
Supplementary information is available for this paper at https://doi.org/10.1038/s41598-019-55723-5.
Correspondence and requests for materials should be addressed to S.G.K.
Reprints and permissions information is available at www.nature.com/reprints.
Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2019

https://doi.org/10.1038/s41598-019-55723-5
https://doi.org/10.1038/s41598-019-55723-5
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Discovery of Ganoderma lucidum triterpenoids as potential inhibitors against Dengue virus NS2B-NS3 protease
	Results and Discussion
	NS2B-NS3 protease. 
	Virtual screening and docking simulation analysis. 
	Molecular interaction and MM/GBSA analysis. 
	Molecular dynamics (MD) analysis. 

	Functional Activity of Triterpenoids
	Methodology
	Collection of ligands and receptor. 
	Ligand and protein preparation. 
	Active site residues selection and molecular docking. 
	Molecular mechanics/generalized born surface area (MMGBSA) calculations. 
	Molecular dynamics simulations. 
	Dengue inhibition assay. 

	Acknowledgements
	Figure 1 Schematic representation of different steps followed for the discovery of functional triterpenoids from Ganoderma lucidum against DENV infection through inhibition of NS2B-NS3 protease.
	Figure 2 3D structure of DENV NS2B-NS3 protease: (a) ribbon diagram of the two protein chains Chain A (Green color) shows the NS2B cofactor and Chain B (Red color) represents the NS3pro domain, and (b) graphical representation of the DENV protease NS3pro 
	Figure 3 3D and 2D docked complexes of the NS3pro domain exhibiting intermolecular contacts with respective screened triterpenoids (a,b) NS3pro-Ganodermanontriol complex, (c,d) NS3pro-Lucidumol A complex, (e,f) NS3pro-Ganoderic acid C2 (g,h) NS3pro-Ganosp
	Figure 4 Free binding energy (kcal/mol) calculated using MMGBSA method for screened triterpenoids i.
	Figure 5 RMSD for alpha carbon atoms of NS3pro protein and triterpenoids from G.
	Figure 6 Normalized stacked bar chart for docked complexes, i.
	Figure 7 Inhibition activity of DENV2 strain by (a) Ganodermanotriol and (b) Ganoderic acid C2 was recorded from the reduction in viral titers using plaque assays.




