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Malaria elimination can benefit from time and cost-efficient approaches for antimalarials such as drug 
repurposing. In this work, 796 DrugBank compounds were screened against 36 Plasmodium falciparum 
targets using QuickVina-W. Hits were selected after rescoring using GRaph Interaction Matching 
(GRIM) and ligand efficiency metrics: surface efficiency index (SEI), binding efficiency index (BEI) and 
lipophilic efficiency (LipE). They were further evaluated in Molecular dynamics (MD). Twenty-five 
protein–ligand complexes were finally retained from the 28,656 (36 × 796) dockings. Hit GRIM scores 
(0.58 to 0.78) showed their molecular interaction similarity to co-crystallized ligands. Minimum LipE 
(3), SEI (23) and BEI (7) were in at least acceptable thresholds for hits. Binding energies ranged from 
−6 to −11 kcal/mol. Ligands showed stability in MD simulation with good hydrogen bonding and 
favorable protein–ligand interactions energy (the poorest being −140.12 kcal/mol). In vitro testing 
showed 4 active compounds with two having  IC50 values in the single-digit μM range.
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MAOI  Monoamine oxidase inhibitor
MD  Molecular dynamics
MG  Magnesium
MMPBSA  Molecular mechanics Poisson–Boltzmann surface area
MW  Molecular weight
NAD  Nicotinamide adenine dinucleotide oxidized
NADH  Nicotinamide adenine dinucleotide reduced
PSA  Polar surface area
QED  Quantitative estimate of druggability
RMSD  Root mean square deviation
RMSF  Root mean square fluctuation
RNA  Ribonucleic acid
SAR  Structure–activity relationship
SEI  Surface Efficiency Index
WHO  World Health Organization

In the 2019 World Malaria Report, the WHO African Region accounted for 94% of malaria cases in which 
99.7% are caused by P. falciparum. The report showed a trend towards malaria elimination in more countries 
and declines in cases and mortality thanks to extensive efforts to fight the disease. However, a concerning stalling 
trend in malarial cases and deaths has been observed in some  regions1. Moreover, there is no effective vaccine 
available, and reduction of funding such efforts could be disastrous in the long  term1. Malaria remains a major 
health concern with parasites frequently developing resistance to the different drugs introduced to treat it. This 
threatens the current recommended artemisinin-based combination therapy (ACT) which at present is still 
 effective1. Compounds having different mechanisms of action are required to address the resistance  problem2, 
but to stay ahead of the resistance curve it is necessary to continuously develop new  antimalarials3.

During the last few decades, the high attrition rate of existing drugs renewed interest in phenotypic screen-
ing and drug repurposing as a new alternative approach in drug  discovery4. Drug repurposing is a time and 
cost-effective strategy with reduced failure risk for drug development. Also known as “drug reprofiling”, “drug 
repositioning”, “therapeutic switching” or “drug re-tasking”, it consists in using existing drugs (e.g. an approved 
drug or investigational drugs) to treat different diseases than their original  indications5. As known drugs, they 
often already have in vitro and in vivo screening data, chemical optimization, bulk manufacturing, formulation 
data, toxicity and pharmacokinetic information, thus, presenting major cost and time advantage over the classical 
drug development  pipeline4,6. Therefore, many pharmaceutical companies have included re-purposing strate-
gies in their pipelines. In the context of drug resistance in malaria, drug repurposing strategies can accelerate 
antimalarial development to stay ahead of the resistance  curve7. Some successful examples of drug repositioning 
include thalidomide: First causing phocomelia in children born from women taking it, it was later successfully 
repurposed to treat erythema nodosum leprosum and in combination with dexamethasone to treat multiple 
myeloma. Sales of the drug reached 224 US dollars in 2003. Sildenafil (Viagra) developed by Pfizer was first inef-
fective in treating angina pectoris and later found to be effective in the treatment of erectile  dysfunction8. As a 
third example, eflornithine, an ornithine decarboxylase inhibitor, was developed as an anticancer agent but was 
found to be effective for trypanosomiasis and later approved for slowing the growth of unwanted facial  hair9. 
Further examples of successfully re-purposed drugs include wellbutrin, minoxidil, duloxetine and  zidovudine10.

The purpose of this study was to explore the re-purposing of FDA approved drugs for malaria treatment. 
The approach used here involved the combination of different metrics to identify promising selective malarial 
target-approved drug pairs.

Results and discussion
Workflow: Pose accuracy and scoring bias. First, co-crystallized ligands were docked to the different 
proteins. Figure 1 presents docked poses RMSD, binding energies, standardized and rank transformed values. 
On the heatmaps, cells on the diagonal represent pairs of proteins and their respective co-crystallized ligands 
(redocking). As expected redocked ligands tended to have the lowest calculated energy values.

From the docking experiment, 77% of ligands were docked accurately with an RMSD <  = 2 Å when consider-
ing only poses with the lowest RMSD (Fig. 1A). Pose accuracy in benchmarking studies showed similar propor-
tions of accurate  pose11,12. Co-crystallized ligands in the following proteins docked with RMSD greater than 2 
Å: 1u5c (4.8 Å), 2b4r (21.3 Å), 2pc4 (5.7 Å), 2rcy (2.1 Å), 3jqr (5.4 Å), 3qvi (19.7 Å), 3uow (17.7 Å), 3vi2 (5.1 
Å). While some of these included ligands still bound in the active site vicinity, co-crystallized ligands in 2b4r, 
3qvi and 3uow showed RMSD deviations greater than 6 Å, 21 Å, 19 Å and 17 Å, respectively. Further structural 
analysis to investigate alternate conformations, protonation states, water-mediated interactions, flips of histidine, 
glycine or asparagine, missing residues, especially in the active site and other factors impacting docking, was 
done on these structures. In 2b4r structure,  MolProbity13 indicated clear evidence of flip for ASN185, an active 
site residue. The co-crystallized ligand (AES) was redocked with an RMSD of 1.23 Å with the flipped ASN185. 
This might be the residue accurate conformation. Hence, current structures in sc-PDB may be further improved 
for docking with an analysis for potential residue flips. It is also noteworthy that AES was putatively assigned to 
an unexpected extra electron  density14. Histo-aspartic protease (3qvi) was found to function at low pH (5.5)15. 
However, the co-crystallized ligand pose was not reproduced using the protonated structure at that  pH16. Our 
structural investigation did not improve the docking for 3uow.  MolProbity13 indicated GLN476 (chain A) was 
flipped. However, the docked ligand on the flipped GLN476 in the receptor did not reproduce the correct pose. 
An explanation for 3uow may be the rigid receptors. The enzyme guanosine 5′-monophosphate synthetase (3uow) 
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is known to undergo a significant conformational change upon binding of  XMP17, 18. An induced-fit docking 
approach or an approach with flexible residues may be a better alternative. Hence, despite the overall success in 
redocking with the majority of the structures, these three cases may be a limitation.

On binding energies, standardization of scores alleviated protein and ligand related biases. The difference 
of the mean of binding energies of ligands screened on 1nhg and 4qt3 was 2.61 kcal/mol (-9.11 kcal/mol and 
−6.50 kcal/mol respectively) (Fig. 1B,C). This may be explained by the buried active site in 1nhg, as compared 
to the more solvent-exposed active site of 4qt3. The standardization process reduced this inter protein noise by 
centering the mean of binding energies on each protein at zero. A similar phenomenon is observed when viewing 
and comparing the binding of pairs of ligands across the whole dataset. Co-crystallized ligands in 3fi8 and 1rl4, 
2-aminoethyl dihydrogen phosphate and (2R)-2- [(hydroxy–amino)methyl]hexanoic acid have low molecular 
weights 141 Da and 189 Da respectively which may explain their low scores across all proteins (Fig. 1B). Indeed, 
vina scoring function has a ligand size-related  bias20. By contrast, the co-crystallized ligand from 4j56, flavin-
adenine dinucleotide, has a high molecular weight (785 Da) which may explain its high promiscuity (Fig. 1B).

As key findings from the workflow evaluation, 77% of co-crystallized ligands poses were reproduced. On the 
binding energies, scores standardization improved protein and ligand related biases.

The above workflow was extended to include ligand efficiency metrics and GRIM. The overall screening work-
flow including docking, scoring, ranking and molecular dynamics is represented in Fig. 2 and further detailed in 
the methods Sect. 796 drugs from  DrugBank21 were docked against 36 Plasmodium falciparum protein structures. 
LipE, BEI and SEI were calculated for each ligand most energetically favorable pose. All poses were scored using 
the GRIM tool to obtain the Grscore and the pose with the best Grscore was maintained in the GRIM ranking 
scheme. LipE, SEI, BEI scores were standardized through the z-score across the proteins and then the ligands. 
All scores were then transformed to their ranks and a complex rank (sum of the ligand and protein ranks) is 

Figure 1.  Docking validation and scores transformations. (A) The cumulative distribution of the RMSD 
(docked vs co-crystallized poses of the ligands). (B) Raw binding energies. (C) Standardized values; (D) Rank 
transformed values (only complexes with a rank value ≤ 6 are shown for clarity. On the heatmaps, rows (ligands) 
and columns (proteins) are alphabetically ordered. Heatmaps were generated using Seaborn version 0.985.
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attributed to each complex as described above. A protein rank is its rank respective to a ligand when compared to 
other proteins. Complex ranks are finally summed and ranked. From the ranked list, 36 complexes were selected 
(each protein and ligand being unique) for further analysis of their docked poses and structure stability in MD. 
Finally, 25 stable complexes were maintained.

Screening the DrugBank subset against P. falciparum structures. Top predicted complexes. The 
workflow in Fig.  2 was applied to the set of  DrugBank21 compounds and the same set of targets. From the 
screening, 36 complexes, a ligand for each structure, preferentially the pose having the best Grscore if its binding 
energy was in a range of ± 2 kcal/mol of the lowest binding energy. Otherwise, the best Vina pose is used as it 
then has significantly better energy given Vina standard error of 2.85 kcal/mol22. For a better drug target space 
coverage of P. falciparum, a hit compound was selected for each drug target. After further visual analysis and MD 
evaluation, 25 complexes, 25 hits compounds for 25 unique targets were retained based on their stability during 
the simulation (Supplementary Table S2).

Regarding their ligand efficiencies, identified hits had acceptable LipE and BEI values. The minimum values 
LipE and BEI were 3, 23 respectively. Indeed, ideal values for LipE, BEI and SEI for small molecules in screening 
are respectively 3, 27,  1823. SEI values were consistently low. The minimum value was 7 while the highest value 
was 33. The average SEI value was 12, well within the lower limit threshold for SEI (15) defined as a good start-
ing point by Kumar et al.24. Abiraterone, a hydrophobic compound with a cLogP of 5.3 and PSA of 33 Å2 had 
the highest SEI value. Dianhydrosorbitol 2,5-dinitrate, gemifloxacin, temozolomide, triamcinolone, pirbuterol, 
terazosin, tenoxicam, abacavir and sitaxentan all showed SEI < 10.

On the other hand, with respect to their molecular interactions, hits and co-crystallized ligands showed 
similar interaction profiles supported by their high Grscore. All the selected complexes ligands showed a Grscore 
greater or equal to 0.58. Hit structures (Fig. 3) were compared with those of known inhibitors and current antima-
larials. Most hits presented new scaffolds with good potential for scaffold modification in their respective binding 
sites. In the comparison of the current hits to the set of FDA-approved antimalarials, only terazosin (the hit for 
2pml) and the FDA-approved primaquine had a similarity above 0.5 (0.52). However, this value is still too low 
to infer significant structural analogy. Further, hit scaffolds were also compared with those of the corresponding 
target known inhibitors in  ChEMBL25 (if present) and to those of known antimalarials. The targeted protein 
FASTA sequence for known antimalarials was searched in  ChEMBL25 using BLAST to find the corresponding 
protein. In most cases, the known inhibitors showed low similarity to the hit compound.

These differences between the hits and the co-crystallized ligands in terms of structure is in contrast with the 
high Grscores of the hits. However, Grscores do not imply ligand similarity, but rather similarity in molecular 
interactions. Of course, the GRIM score is not ligand centric nor target centric but focuses on the similarity of 
molecular  interactions26. Nevertheless, some moieties and subgroups from hits had comparable binding modes 
with the co-crystallized ligands. For example, abacavir and sinefungin both have a purine moiety similarly 
interacting with the target 3uj8 (see Supplementary Fig. S15).

In addition, many compounds have appropriate molecular properties for scaffold modification (low molecular 
weight and logP). Furthermore, in their binding modes, some compounds showed good potential for extension 
within the binding site.

Table 1 presents the four hits confirmed through in vitro experiments, their  IC50, binding energies, Grscore, 
and predicted targets. The section below describes the confirmed hits through in vitro assays. All other complexes 
selected after docking are described in the Supplementary Data (Sect. 1.4). A detailed analysis was performed 
on the four complexes: not only binding poses and molecular interactions but also their potential action on the 
parasite life cycle. All drug indication information was obtained from  DrugBank21.

Plasmepsin 2 (PDB ID: 2igx)—Fingolimod (DB08868) Plasmepsin 2 belongs to a family of aspartic proteinases 
involved in haemoglobin degradation for the parasite, and the crystal structure 2igx is co-crystallized with a 
potent achiral inhibitor (HET CODE: A1T)27. The compound fingolimod is known to modulate sphingosine 
1-phosphate receptor activity and is indicated for the treatment of relapsing–remitting multiple sclerosis. This 
compound binds to Plasmepsin 2 at the A1T binding site, buried in a hydrophobic pocket, interacting with 
ASP121 though one of its hydroxyl groups (Fig. 3A and Supplementary Figure S38a) forming a hydrogen bond 
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deep within the pocket. Fitting within that pocket has been observed to be crucial for high-affinity  inhibitors27. 
Fingolimod has its polar groups (hydroxyls and amino) fitting in the depth of the hydrophobic pocket which 
may have associated energetic  cost28. By contrast, A1T has a characteristic long aliphatic chain. Through its 
aromatic ring, fingolimod makes hydrophobic contacts with TYR77, PHE111, ILE123 and VAL82, and has Pi-Pi 
interactions with TYR77 and PHE111 (Fig. 3A). The carbon chain engages in alkyl contacts with PHE120 and 
PHE111 (Fig. 3A). Unlike A1T, fingolimod which presents a different scaffold (Tanimoto similarity 0.22 with 
A1T), and further does not show a large expansion in the vast trench area outside the pocket, though this region 
may offer an ideal possibility for scaffold growing. The phenanthrene halofantrine is a common antimalarial 
drug that targets Plasmepsin  229.

Protein kinase 7 (PDB ID: 2pml)—Terazosin (DB01162) PfPK7 is an “orphan” kinase with the advantage 
that it presents different features to those of mammalian  homologs30. Hence, selectivity may be achieved when 
targeting  PfPK730,31 especially in this absence of a human homolog. In the structure 2pml it is complexed with 
adenosine 5′-(beta,gamma-Imino)triphosphate, an ATP analog. On the other hand, terazosin is a quinazoline, a 
selective alpha1-antagonist used for the treatment of symptoms of benign prostatic hyperplasia (BPH). It binds 
to 2pml interacting with ASN35, ASP123, ASP190, ILE42, LEU101, LEU179, LEU34, LYS55, SER189, TYR117 
(Fig. 3B and Supplementary Figure S38b). Interactions are dominated by hydrophobic contacts with only one 
hydrogen bond observed to ARG32. Terazosin presents similar interactions to known inhibitors that bind to 
this binding  site30. However, the two compounds are different in their binding modes. Indeed, terazosin extends 
toward a more superficial area of the pocket while having a moiety fitting more deeply in the binding  site30. The 
ATP analog lies in the pocket, though not in the deepest part, crossing terazosin in an overlay of the two. Also, 
the two structures are significantly different (Tanimoto similarity 0.23) and terazosin does not show significant 
similarity with available inhibitors (Target ID: CHEMBL6169) the highest being 0.50 for CHEMBL602580. The 
two molecules share a common long chain connected to a benzene ring.

Interactions
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Figure 3.  2D plot of intermolecular interactions depicted using Discovery Studio Visualizer 2017 R2. (A) 
Fingolimod and Plasmepsin 2, (B) Terazosin PfPK7 and (C) Prazosin and PfTrxR (D) Abiraterone and 
PfCDPK2. Dashed lines represent the different interactions and their color the interaction type. Colored circles 
represent residues with their three letter code, chain identifier and residue number.
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Thioredoxin reductase (PfTrxR, PDB ID: 4j56)—Prazosin (DB00457) 4j56 is a thioredoxin reductase-thiore-
doxin structure complexed with its substrate and the prosthetic group flavin adenine dinucleotide (FAD). The 
enzyme is essential for Plasmodium falciparum and is involved in redox  homeostasis32. It was identified as a 
putative liver stage  target33. The compound prazosin is a selective α-1-adrenergic receptor antagonist used to treat 
hypertension. In this case it binds to the FAD binding site in a completely buried pocket. It interacts with some 
water molecules, ALA191, ALA369, ASP357, CYS88 CYS93, GLY52, LYS96, PRO51, SER212, THR87, VAL233 
(Fig. 3C and Supplementary Figure S38c). CYS93, CYS88 form the redox centers for the protein’s  function32. 
Prazosin also forms hydrogen bonds with LYS96 and ASP357. The FAD binding pocket is large with a mitigated 
polar character, in which prazosin occupies a large portion. Its scaffold is characterized by an aromatic quina-
zoline similar to the quinoxaline found in the Plasmodium thioredoxin reductase (CHEMBL4547) inhibitor 
(CHEMBL380953). The two rings present numerous hydrophobic interactions. Prazosin has a high lipophilic 
efficiency (9), a molecular weight of 383 and BEI of 29. Further it has been found to be inactive againstagainst 
a mammalian thioredoxin reductase  (PubChem34 Bioassay ID 488,772, 488,773, 588,453), a good indication of 
its selectivity profile.

Calcium-dependent protein kinase 2 (PfCDPK2, PDB ID: 4mvf)—Abiraterone (DB05812) 4mvf is the Struc-
ture of Plasmodium falciparum CDPK2 complexed with an inhibitor, staurosporine. Absent from vertebrates, 
PfCDPK2 is an interesting target for antimalarial  therapy35. The compound abiraterone is a steroid and an inno-
vative drug that offers clinical benefit to patients with hormone refractory prostate cancer. Abiraterone binds to 
4mvf in a trench-like hydrophobic site and interacts with ALA99, ASP213, CYS149, ILE212, LEU199, LYS101, 
MET146, VAL130, VAL86 (Fig. 3D and Supplementary Figure S38d). The compound presents a hydrophobic 
character (low PSA: 33.12 Å2 with high logP: 5.39) with interactions dominated by alkyl contacts. A polar contact 
does present with THR82 on a more exposed area of the binding site. It does not share significant similarity with 
the enzyme (Target ID CHEMBL1908387) inhibitors, the highest being 0.5 for CHEMBL602580.

In conclusion, identified hits in docking interacted with their respective targets similarly to co-crystallized 
ligand. This is also supported by their high Grscores (> 0.58). Regarding their structures, most hits presented 
different scaffolds compared to the respective known inhibitors of the targets. Except for SEI, all ligand efficien-
cies were in good ranges for drug discovery.

Complex stability during MD simulations. All-atom MD simulations for the 25 different protein–ligand sys-
tems were performed for 20 ns to provide a profile of their dynamic behavior. MD is an effective means to assess 
ligand binding mode stability. To investigate both the stability of the apo proteins and complexes, the time evolu-
tion of the root mean square deviation (RMSD) and the radius of gyration (Rg) were monitored.

Rg is a measure related to the overall compactness of the protein which can thus assess structure instability, 
especially when  unfolding36. An increasing Rg during simulation indicates that a structure is getting less compact 
and vice-versa. Figure 4 presents a bar plot of the mean values for the Rg values of the apo and the complexes 
during the 20 ns simulation.

However, in terms of comparing Rg values between structures, the difference in the Rg values is related 
to the size of the proteins, large structures having larger Rg values. Rg values for the apo structures ranged 
from 1.45 nm (1d5c_DB00883) to 3.04 nm (4j56_DB00457) while for the complexes, it ranged from 1.44 nm 
(1d5c_DB00883) to 3.09 nm (4j56_DB00457). 1d5c and 4j56 thus represent the Rg extreme values in both apo 
and complex structures.

Figure 4.  Calculated mean of Rg of the backbone atoms for apo and complexes during the 20 ns simulation. 
Protein–Ligand systems are represented by their PDB IDs and DrugBank IDs (last five digits). Error bars 
represent the standard deviation of the means (σ). Color code: orange: complexes; blue: apo proteins.
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The small values of the standard deviations indicate the small variation of the Rg values during simulation. 
Indeed, the highest values of the standard deviation were 0.05 nm for the complexes (2yoh_DB01001) and 
0.02 nm for the apo proteins (4mvf_DB05812). Given that these extreme values are still low, we can conclude 
that both apo and complex structures maintained a constant level of compactness during simulations, indicat-
ing their stability.

Further, we compared Rg value for each system in its complex and apo forms. Because small molecules bind-
ing to a protein may induce conformation change resulting in a significant change in their  Rg37,38. The absolute 
values of the differences (apo – complex) of the mean values of Rg ranged from 0.1 nm (1nhg_DB01171) to 
0.04 nm (2pmn_DB00555). A Z-test of the difference of the Rg means (apo—complex) was conducted to assess 
the differences in the Rg distributions (Supplementary Table S1). All systems showed a p-value < 0.05 except for 
the complex 4mvf_DB05812, providing evidence that the mean is not equal in the two Rg distributions (apo and 
complex) for this system. Most systems, 19 out of 25, showed a small increase in their Rg upon ligand binding. 
However, the highest value in the mean difference is 0.1 nm (1 Å) for the complex 1nhg_DB01171. Hence, ligand 
binding did not cause significant change in the protein structures. This is also supported by the RMSD analysis.

Figure 5 shows the means of RMSD values for apo and complex proteins. RMSD is a similarity metric 
used to assess structure variation during MD simulation. A value of 3 Ǻ is often put forward as the similarity 
 threshold39. RMSD values were in the range of 0.11 nm to 0.47 nm for the apo protein and in the range of 0.20 nm 
to 0.50 nm for the complexes. The standard deviations ranged from 0.01 nm to 0.15 nm for the apo proteins 
and from 0.01 nm to 0.06 nm for the complexes. The highest RMSD values were 0.38 nm (2yoh) and 0.5 nm 
(2yoh_DB01001) for apo proteins and complexes respectively. Hence, the system 2yoh_DB01001 in both apo 
and complex forms has RMSD values greater than 3 Ǻ. These values are beyond the acceptable threshold for 
structural similarity despite the low standard deviation values. Indeed, the standard deviations of the RMSD 
values were 0.035 nm and 0.066 nm for apo and complex forms of 2yoh.

More, we looked at the effects of ligand binding on protein structures variation. In eight out of the 25 systems, 
the complexes showed decreased structural variation over the apo protein, showing reduced RMSD values for the 
complex than in the apo case. In the rest, the ligand binding induces structural variation. The highest absolute 
value of RMSD difference were 0.11 nm for the complex 2yoh_DB01001 followed by 0.05 nm for the complex 
3llt_DB06268. These sole differences in protein RMSD may not be significant to affect proteins’ functions.

To assess ligand stability, the time evolution of the number of hydrogen bond in each complex during simu-
lation was analysed (see Fig. 6). In most systems, ligands maintained the initial number of hydrogen bonds. 
Darifenacin (DB00496) showed the lowest number of hydrogen bonds (0.22) on average. Its binding to the 
histo-aspartic protease (PDB ID: 3fnu) is driven by hydrophobic contacts, and as a result, the number of hydro-
gen bonds is reduced when compared to other systems. Similarly, the complex plasmepsin 2 (2igx)-fingolimod 
(DB08868) showed an average of 0.39 hydrogen bonds. Fingolimod forms hydrophobic contacts with only one 
hydrogen bond to ASP121 in the binding site in the docked pose. However, in this system (2igx), it was observed 
that there was an increase in the number of hydrogen bonds at around 10 ns. Abacavir (DB01048) showed the 
highest number of hydrogen bonds to 3uj8 compared to any other system. In the docked pose for this compound, 
a network of five hydrogen bonds was observed. This also correlates with the observed interaction energy for 
this complex which was the 2nd most favourable of the protein–ligand interaction energies (-261.05 kcal/mol) 
of all systems (see Supplementary Fig. S3 and Table S2).

Figure 5.  Mean of RMSD of backbone atoms after a least-squares fit to the initial structure for apo proteins 
and complexes during the 20 ns simulation. Protein–Ligand systems are represented by their PDB IDs and 
DrugBank IDs (last five digits). Error bars represent the standard deviation of the means (σ). Color code: 
orange: complexes; blue: apo proteins.



8

Vol:.(1234567890)

Scientific Reports |         (2021) 11:1413  | https://doi.org/10.1038/s41598-020-80722-2

www.nature.com/scientificreports/

Ligand stability was further assessed using ligand RMSD (see Supplementary Fig. S1), by visualization, with 
the protein–ligand interaction energy (see Supplementary Fig. S3) and the center of mass (COM) distance 
between the ligand and the protein (see Supplementary Fig. S2). Ligand RMSD fitted to the protein backbone 
was more sensitive to ligand movements than the ligand RMSD fitted to itself. Indeed, they showed higher values 
than the ligand RMSD fitted to itself (see Supplementary Fig. S1). However, the high values of ligand RMSD 
fitted to the protein backbone do not correlate with ligand dissociation as visualized in some systems. Ligand 
RMSD fitted to the protein captures the movement of the ligand relative to the  protein40. Thus, the RMSD fit-
ted to the protein backbone and the COM distances were therefore used. COM distances varied from 0.61 nm 
(2pt6_DB00489) to 2.33 nm (4j56_DB00457) (see Supplementary Fig. S2). Differences in the values are related 
to the size of the systems. The COM distances are better assessed using their standard deviations, a complex 
with dissociating ligand will tend to show an increasing COM distance, resulting in a high standard deviation. 
The highest observed standard deviation was 0.10 nm for the complex 1rl4_DB08877, the lowest value being 
0.02 nm for the complex 3o8a_DB01203. Hence, ligands’ stability is also supported by the low COM distances 
variations. Regarding interaction energy, all systems showed a negative total protein–ligand interaction energy 
in a range of −140.28 kcal/mol to −331.42 kcal/mol. The system with prazosin (4j56_DB00457) showed the most 
favourable interaction energy profile with an average value of −331.42 kcal/mol (see Supplementary Table 1 and 
Fig. S3). The total protein–ligand interaction energy also supports ligand non-dissociation from the protein. The 
negative energy values indicate favorable interaction with protein residues.

Overall, MD simulations showed stable complexes supported by structures’ RMSD and radius of gyration. 
Ligand binding did not significantly change the apo proteins. Moreover, hydrogen bonds and interaction energies 
showed favorable protein–ligand interactions.

The approach here combines binding affinity, molecular interactions, statistical transformations (binding 
energies standardization, rank transformation and complex ranking) and compound properties through ligand 
efficiency metrics. Starting with a set of FDA approved compounds, it may be tempting to simply ignore their 
pharmacological profiles, as approved drugs may imply at least an acceptable drug likeness profile. However, inte-
grating pharmacological properties certainly directs the prioritization of hits and contributes towards fulfilling 
the multiple objectives-optimization nature of drug discovery. More efficiency indices are highly recommended 
for evaluation of high-quality hits in medicinal  chemistry23,41–43. Compounds with low potency may compensate 
with better molecular and pharmacokinetic properties for improved bioavailability.

Complementary to binding energy, the knowledge-based and topological scoring function GRIM may be 
used. However, it is noteworthy that it is biased toward the molecular interaction pattern of the co-crystallized 
ligand. Yet, different inhibitors may present different interaction patterns. This is certainly the case for allos-
teric inhibitors. However, protein–ligand molecular recognition is often governed by key conserved molecular 
 interactions44 as with enzyme substrates. Co-crystallized ligands used as reference ligands in this study to com-
pute the Grscore may still present these conserved interactions.

Figure 6.  Hydrogen bonds between the protein and the ligand during the 20 ns simulation. Complexes are 
represented on the y-axis with the PDB ID and DrugBank IDs. The heatmap was generated using Seaborn 
version 0.985.
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Antiplasmodial and human cytotoxicity assays. Fingolimod and abiraterone produced  IC50 val-
ues in the single-digit μM range, 2.21 μM and 3.37 μM respectively, against cultured P. falciparum (see Fig. 7). 
Hence these may be promising for further optimization. A total of four compounds showed antiplasmodial 
activity (see Fig. 7 and Supplementary Figure S37). Prazosin and terazosin showed  IC50 values of 16.67 μM and 
34.72 μM respectively. Active compound targets were Plasmepsin 2, PfPK7, Thioredoxin reductase 2 and Cal-

Table 1.  Active compounds with their targets names, PDB IDs, QuickVina-W binding energies, GRIM 
Grscores and  IC50. All other systems are in Supplementary Table S2. Structures’ drawings were obtained from 
 DrugBank86. Structures were depicted with Open  Babel87. 1 PLIE: Protein–ligand interaction energy.

Names
IC50
(µM) Structures

Predicted target and
PDB ID Binding Energy (kcal/mol) Grscore Mean  PLIE1 (kcal/mol)

2igxFingolimod 2.21 Plasmepsin 2 (2igx) −7.9 0.79 −177.18

4mvfAbiraterone 3.37 Calcium-dependent protein kinase 2 
(4mvf) −11.0 0.69 −166.17

4j56Prazosin 16.67 Thioredoxin reductase 2 (4j56) −11.4 0.71 −331.42

Terazosin 34.72 PfPK7 (2pml) −9.0 0.62 −190.83

Figure 7.  Antiplasmodial dose–response plots. P. falciparum viability percentage was plotted against the Log 
(compound concentration). The  IC50 (50% inhibitory concentration) was obtained from the curve by non-linear 
regression. The black curve represents the positive control chloroquine. Compounds were tested in triplicate 
with the standard deviation (SD) indicated by the error bars. Curves for BD21906, T1050, T2539, T6216 
correspond to the following compounds terazosin (DB01162), prazosin (DB00457), fingolimod (DB08868) and 
abiraterone (DB05812) respectively.
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cium-dependent protein kinase 2 for fingolimod, terazosin, prazosin and abiraterone respectively (see Table 1). 
Thioredoxin reductase 2 is a putative drug target for liver-stage malaria  hits33. In a pre-screen at a fixed concen-
tration of 20 μM, salbutamol, lamotrigine and moclobemide decreased cell viability to 71.83%, 72.23%, 61.24% 
respectively, which was not considered as sufficient to warrant their inclusion as active compounds (see Sup-
plementary Fig. S33).  Moclobemide45,46 and  salbutamol47 showed antiplasmodial activity in previous  assays45–47.

Prazosin and terazosin are two close analogs (Tanimoto similarity 0.7), differing by a furan ring on prazosin 
while terazosin has a tetrahydrofuran (see Table 1). The two compounds were predicted on two different targets. 
Terazosin was predicted to bind on PfPK7 while prazosin was on thioredoxin reductase 2 (see Table 1). This may 
be related to the hit selection process with the complex ranking which selects a hit for each target in the array 
of protein. Given their structural analogy, both compounds may be binding on the two targets. Hence they may 
be potential multitarget compounds for these targets. It also possible that one of the targets is the correct one. 
Despite their structural similarity, prazosin was about two times more active than terazosin. Indeed, prazosin 
showed an IC50 of 16.67 uM while terazosin had an IC50 of 34.72 uM (see Table 1). A similar difference in the 
cell viability assay was also observed (see Supplementary Figure S36).

In the human cytotoxicity assays using human cervix adenocarcinoma (HeLa) cells, only fingolimod had a 
significant cytotoxic effect, reducing HeLa cells viability to below 50% (1.98%) at 20 µM (see Supplementary 
Figs. S39 and S40). It further showed an  IC50 of 1.63 µM. Fingolimod is an immunosuppressant targeting the 
sphingosine-1-phosphate receptor on T cell  membranes48, which may explain its activity on HeLa cells. Interest-
ingly, the compound is also being investigated for COVID-19  treatment49.

Regarding the screening pipeline accuracy, the hit rate was 25%. Indeed, 4 hits of the 16 tested hits were active. 
A 5% hit rate may be considered as  successful50 with a range between 1 and 40% in prospective  screening51. It is 
difficult to measure the contribution of factor to the pipeline GRIM, paired ranking, ligand efficiency metrics. 
The hit rate is promising given the screening context: protein array, use of only cost-effective methods (ligand 
efficiency, paired ranking system, rescoring with GRIM, short MD simulation). Future improvements to the 
workflow may be to use a larger screening library, longer simulation and or binding free energy methods.

Materials and methods
Target and ligand preparation. The set of Plasmodium falciparum structures in the Screening Protein 
Data Bank (sc-PDB) (release v.2017 frozen PDB data on 2016–11) was downloaded and only one representative 
of duplicates (protein having same UniProt ID) from this set was retained. For MD simulation purposes, sc-PDB 
structures having the least number of missing residues were prioritized. The list of selected structures (PDB 
ID and co-crystallized ligands) is available in Supplementary Table S3. Sc-PDB structures are designed to suit 
molecular modelling  purposes52. Their pdbqt formats were generated using docking using AutoDock  Tools53. 
Cofactors were retained in their respective structures. The subset of orally active, Food and Drug Administration 
(FDA) approved small molecules, compliant with Lipinski’s rule of five, and not affecting and not targeting Plas-
modium spp was downloaded from  DrugBank21 (version 5.1.2, released 2018–12-20). This selection was made 
using DrugBank advanced search menu. For ligand analogs (having a Tanimoto coefficient of similarity greater 
or equal to 0.8), a single representative was used, chosen according to the best Quantitative estimate of drug-
gability (QED)54. Ligands having non-valid AutoDock atom types were removed, leaving a final set containing 
796 compounds. These ligands were prepared for docking using AutoDock  Tools53 and their molecular proper-
ties were calculated using RDKit (version 2018.09.1)55. cLogP values were calculated using Crippen’s approach 
available in the RDKit  package55,56.

Docking parameters. An alternate version of Autodock  Vina57, QuickVina-W19 was used in a blind dock-
ing experiment. QuickVina-W has been reported to achieve an average acceleration factor of 3.60 compared to 
Vina, without losing accuracy in terms of pose and affinity predictions. The scoring function is identical to that 
of AutoDock  Vina58 but the search algorithms are more efficient making QuickVina-W ideal for blind  docking19. 
Exhaustiveness was scaled to each target box size using a reference value of 24 for a box size of 303 angstroms (24 
is three times the default Autodock Vina exhaustiveness) and ten poses were predicted in each docking. A paral-
lelization scheme with 3 CPU (central processing unit) per docking calculation (internal parallelization) and 8 
jobs per computer node (each node having 24 cores) (external parallelization) was used for optimal screening 
performance as reported in the  literature59. Co-crystallized ligands were used to validate the docking process. An 
RMSD value between docked and co-crystallized ligands up to 2.00 Å was considered as good poses as is often 
reported in posing  assessments11,60. RMSD values were computed using  GROMACS61 version 2016 without 
least-squares fitting of the structures.

Scoring functions. QuickVina-W and Graph Interaction Matching (GRIM) (belonging to two classes of 
scoring functions: topological and energetical scoring functions) were used. GRIM was used to re-score the 
poses generated by QuickVina-W. GRIM is a topological, knowledge-based scoring function that scores interac-
tions pattern similarity between the docked ligand and the co-crystallized one (reference ligand used for com-
parison). The tool provides a Grscore, ranging from 0.0 to 1.5 and a pose with a Grscore greater than 0.59 has 
a significant similarity of interaction pattern with the reference  ligand26. From the D3R Grand Challenge 2, on 
a dataset of 102 FXR agonists, posing with  HYDE62 and scoring with GRIM-1 gave a Kendall’s τ ranking coef-
ficient of 0.442, the third most accurate  ranking63.

Standardization. Binding affinities may differ significantly across different proteins due to peculiarities of 
their active sites (volume, depth, hydrophobic character etc.). The so-called interprotein scoring noise has been 
illustrated in different studies and score normalization strategies have been proposed to eliminate the scoring 



11

Vol.:(0123456789)

Scientific Reports |         (2021) 11:1413  | https://doi.org/10.1038/s41598-020-80722-2

www.nature.com/scientificreports/

bias in reverse  docking64–67. A similar phenomenon has been observed also for ligands which tend to show 
higher affinity with the increase of molecular weight, leading to false positives in docking. Normalizing this bias 
has been shown to improve ligand affinity ranking in virtual  screening20, 66, 68. Here we used the z-score for stand-
ardization, subtracting the mean and dividing by the standard deviation (Eq. 1). For the resulting scores from 
screening, this was applied to each column (series of all ligand docking scores on each particular protein) and 
then on each row (series of a single ligand’s score across the set of proteins) to obtain the z-score as implemented 
in the python package  SciPy68.

The standardization scheme was independently applied to the set of scores on each protein, centring the dock-
ing scores around a mean of 0 with a standard deviation of 1. This reduces the noise caused by the differences in 
binding pockets and scores for different ligands on different proteins can thus be compared.

Ligand efficiency metrics. The ligand efficiency indices Binding efficiency  index42 (BEI) (Eq. 2), Surface 
efficiency  index42 (SEI) (Eq. 3) and Lipophilic  efficiency41 (LipE) (Eq. 4) metrics were used. LipE, SEI and BEI 
are three main ligand efficiency metrics which have recently gained much interest in identifying quality hits 
and further optimization in medicinal  chemistry42. Navigating the 2D efficiency plane has been shown to be an 
effective guide for medicinal chemistry. Selected hits based on high scoring ligand efficiency metrics can lead to 
high-quality  leads23,41–43.

IC50, Kd, and Ki are interchangeable. MW: Molecular Weight. PSA: Polar surface area. The binding energies 
were converted to Ki (dissociation constant of the enzyme-inhibitor complex) using Eq. (5).

In Eq. (5), � G is the binding affinity (kcal/mol), R = 1.98 , T = 298.15Kelvin and the final pKi is given in 
Eq. (6).

It is noteworthy that of two distribution coefficients available, LogD is more accurate for charged compounds 
than the calculated partition coefficients (log P)69. However, LogP was used for simplicity since logD requires 
determining pKa (dissociation constant), and this calculation was not available in RDKit.

A combined metric of SEI and BEI which can be derived from the 2D efficiency  plane42 is simply the radial 
coordinate which corresponds to 

√
SEI2 + BEI2.

Binding energy is implicitly included in LipE, SEI and BEI through the pIC50.

Rank transformation and complex ranking. LipE, SEI, BEI and the Grscore were combined using the 
rank transformation after score standardization, transforming each standardized score to its rank. For equal 
scores, a rank that is the average of the ranks of those scores is taken. Complexes (protein–ligand) were ranked 
using the complex ranking  scheme50. A complex rank is defined as the sum of the protein rank and ligand rank 
and calculated using Eq. (7).

The ligandrank relative to a protein, is its rank compared to all other ligands. In a similar way, the proteinrank 
relative to the ligand is the rank of the protein compared to all other proteins. Thus, a complex rank is simply 
the sum of the ligand and protein ranks. This allows revealing protein–ligand having high specificity for each 
other (top-ranked complexes) contributing to filter out false positives. Top-ranked complexes will have low rank 
values (the lowest rank value being 2 and the highest 832)50.

Molecular Dynamics. Molecular dynamics (MD) simulation on protein–ligand complexes was conducted 
as the final screening step to assess our complexes stability and to filter out some false positives. Proteins having 
missing residues in structures were first modelled using Prime version 5.4 (r012) (Schrodinger2018-4)70. Metal 
ions (MG in 1d5c, MG 1p9b, MN in 2pml and MG in 3fi8) were not included in the simulations. All systems 
were simulated during 20  ns in a dodecahedron box with a distance between the solute and the box set to 
1.0 nm. The tip3p water model was used with a concentration of 0.15 M (Na + (sodium) and Cl- (chloride) ions). 
Systems’ energies were minimized using the steepest descent method with a maximum force set at < 1,000.0 kJ/

(1)z−score =
x − µ

σ

(2)BEI =
pIC50

MW (kDa)

(3)SEI =
pIC50

(

PSA/100Å2
)

(4)LipE = pIC50− logP

(5)Ki(unit in Molar) =
e
1,000×�G

RT

1, 000

(6)pKi = log10(KiMolar)

(7)Complexrank = ligandrank + proteinrank
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mol/nm with a maximum number of steps of 50,000 followed by equilibration at 300 K and 1 atm with 50 ps 
of MD simulation in the isothermal-isobaric ensemble and subsequently in the canonical one. For the Len-
nard–Jones and the short-range electrostatic interactions, a cutoff of 10 Å was used. For the long-range electro-
static interactions, the smooth particle mesh Ewald method and a fourth-order interpolation scheme were used. 
Simulations were done using the leap-frog algorithm for integration. Hydrogen mass repartitioning (HMR) was 
applied to the proteins and ligands: masses of hydrogens bound to heavy atoms were repartitioned allowing an 
accelerated 4-fs time step. HMR has been shown to accelerate MD simulations without loss of  accuracy71–74. 
Ligand topologies were generated using  ACPYPE75 with their charges obtained from Discovery Studio Visual-
izer V1.7, also used to analyse protein–ligand interactions. HMR was also applied to the ligand: increasing the 
hydrogen-mass by a factor of four and subtracting the added mass from the bonded heavy atom as described in 
 GROMACS76 documentation, thus, conserving the total mass of the system. Simulations were conducted on a 
remote machine at CHPC (Center for High-Performance Computing) with  GROMACS76 version 2018.2 using 
the Amber ff99SB-ILDN77 force field. After simulation, the GROMACS module trjconv was used to correct for 
periodicity. Analysis consisted of first assessing the stability of the proteins’ structures through their root mean 
square deviation (RMSD) and the radius of gyration (Rg) calculated using the  GROMACS76 package. The stabil-
ity of the ligand binding pose was measured using the RMSD of the ligand heavy atoms after least-squares fitted 
to the protein Backbone and also by the interactions between the ligands and the protein through the num-
ber of hydrogen bonds and the total protein–ligand interaction energy. Protein rotation and translation were 
first removed by fitting it to the starting structure. Trajectories were visualized in the Jupyter  Notebook78 using 
 Nglview79 and the Pytraj  package80.

Antiplasmodial assay. Antiplasmodial assessment of the compounds against the 3D7 strain of Plasmodium 
falciparum was carried out as described  previously81. Briefly, compounds were incubated with cultured parasites 
at a final concentration of 20 μM for 48 h and percentage parasite viability relative to untreated control parasites 
determined using the plasmodium lactate dehydrogenase (pLDH)  assay82. Compounds that decreased parasite 
viability > 50% in this initial screen were subjected to dose–response assays to determine their  IC50 values. The 
48-h incubation followed by the pLDH assay was repeated with threefold serial dilutions of the test compounds 
and  IC50 values determined by non-linear regression analysis of % parasite viability vs. log[compound] plots.

Human cytotoxicity assay. To assess the overt cytotoxicity of the test compounds, they were incubated 
at a single concentration of 20 µM or three-fold serial dilutions (100 to 0.0457 μM) in 96-well plates contain-
ing HeLa cells (human cervix adenocarcinoma, maintained in a culture medium made of Dulbecco’s Modified 
Eagle’s Medium (DMEM) with 5 mM L-glutamine (Lonza), supplemented with 10% fetal bovine serum (FBS) 
and antibiotics (penicillin/streptomycin/ amphotericin B) at 37 °C in a 5%  CO2 incubator for 24 h. The numbers 
of cells surviving drug exposure were counted using the resazurin based reagent and resorufin fluorescence 
quantified (Excitation560/Emission590) in a SpectraMax M3 plate reader (Molecular Devices). Fluorescence 
readings obtained for the individual wells were converted to % cell viability relative to the average readings 
obtained from untreated control wells (HeLa cells without test compounds), after subtracting background read-
ings obtained from wells without cells. Plots of % cell viability vs. Log(compound concentration) were used to 
determine  IC50 values by non-linear regression using GraphPad Prism (v. 5.02)83,84.

Conclusions
For malaria elimination, an accelerated drug discovery pipeline within the context of drug resistance is required. 
In this context, we propose an in-silico strategy using drug repurposing through the screening of a set of Drug-
Bank compounds against a set of P. falciparum structures. This workflow combines ligand efficiency indices and 
molecular interaction similarity and statistical transformations. Hits showed good ligand efficiency indices and 
have shown stability in MD simulations. Fingolimod, abiraterone, prazosin and terazosin showed  IC50 values 
against cultured P. falciparum of 2.21 μM, 3.37 μM, 16.67 μM and 34.72 μM respectively. Further investigation 
of these hits could lead to new antimalarials for prophylaxis, transmission-blocking, efficient cure and disease 
eradication.
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