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Molecular Docking-Aided Identication of Natural Bioactive Molecules as Potential
Cancer Cell Proliferation Inhibitors
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Cancer is the second leading cause of death worldwide. Uncontrolled proliferation of cells is a 

hallmark of cancer development and progression. Ki-67 (a marker of proliferation Kiel-67) and 

proliferating cell nuclear antigen (PCNA) are two major proliferations, diagnostic and prognostic 

biomarkers as these are over expressed in cancerous cells. Pharmacological inhibition of Ki-67 

and PCNA could effectively inhibit the growth of cancer cells. Objective: To identify 

Sesquiterpene Lactones (SLs) as potential inhibitors of Ki-67 and PCNA to reduce cancer 

burden. Methods: The inhibitory potential of SLs, namely sulfocostunolide A, sulfocostunolide 

B, ilicol, eucalyptone, and ascleposide E were investigated using Molecular Docking (MD) 

analysis. MD analysis and visualization of ligand-protein complexes were performed using 

softwares such as MGL tools, BIOVIA Discovery Studio visualizer and LigPlot plus. Additionally, 

drug likeness and pharmacokinetic properties of SLs were assessed via pkCSM and ADMET 

analysis. Results: Results showed that eucalyptone with binding energy of -8.1 kcal/mol with Ki-

67 while sulfocostunolide B with -6.4 kcal/mol binding energy with PCNA are the most potent 

proliferative inhibitors of Ki-67 and PCNA. ADMET properties, MD studies and toxicity prediction 

shows that current investigated ligands bind effectively with Ki-67 and PCNA without showing 

any toxicity. Conclusions: Current study concludes that eucalyptone with Ki-67 and 

sulfocostunolide B with PCNA made stable complexes and can be considered as novel 

inhibitors. In addition to that, these suggested ligands have also shown effective drug likeness 

and ADMET pro�le. Further, in-vitro and in-vivo studies are required to validate these �ndings.
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genes that are involved in proliferation are up-regulated in 

cancerous cells [4]. Ki-67 and PCNA are regular biomarkers 

of proliferation that are usually used to measure the growth 

fraction of the population of a cell. Both proteins have 

proliferation markers characteristics as well as predictive 

and prognostic importance [5]. Molecular docking (MD) is 

structure-based in-silico method that is commonly used in 

drug discovery. In-silico docking enables to identify the 

novel bioactive compounds of high therapeutic interests 

and predicts interactions between ligand and receptor at 

the molecular level [6]. Currently, this computational 

technology is widely used for initial stages of drug design. 

For researchers, it is convenient to use the compound 

database to synthesize and complete pharmacological 

tests. It greatly reduces cost, time wastage and improves 

I N T R O D U C T I O N

Cancer is a group of diseases consisting of a combination 

of genetic, epigenetic, signaling, and metabolic anomalies 

which critically disrupt the regular homeostasis of cell 

survival, growth and death [1]. Cancer is the second leading 

cause of death. The cancer diagnosis is di�cult due to the 

wide range of symptoms that appear during different 

stages of cancer [2]. MRI scan, CT scan, ultrasound, biopsy, 

and X-rays are being used to detect abnormalities and 

presence of tumor within the body [3]. Besides these 

diagnostic tests, two other diagnostic biomarkers, Ki-67 (a 

marker of proliferation Kiel-67) and Proliferating Cell 

Nuclear Antigen (PCNA) are effective diagnostic tools as 

both these proteins are over-expressed in cancerous cells.  

Uncontrolled proliferation of cells is the one of the major 

hallmark of developing cancer, and expression of those 
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the e�cacy of research in drug development [7]. For 

decades plants are a widespread natural product reservoir 

and have been used for the treatment of numerous 

ailments including cancer [8]. Sesquiterpene lactones 

(SLs) are the utmost dominant group among all the 

secondary metabolites that are present in plants. SLs 

displayed various biological activities such as anti-oxidant, 

anti-tumor, anti-microbial, and hepatoprotective activities 

that are reported in a various studies [9]. In current study, 

MD analysis between Ki-67, PCNA and �ve compounds of 

SLs has been carried out for evaluating their anticancer 

potential.

Molecular docking was done by retrieval of ligands and 

proteins from databases,  optimization of  their 

conformations, binding of ligands with proteins and 

analysis of the interactions occurring between them [10, 

11]. Crystal structure of Ki-67 (PDB ID: 5J28) and PCNA (PDB 

ID: 1VYM) were retrieved by using RSCB protein data bank 

and was prepared in PDBQT format by Autodock Vina. Five 

ligands namely sulfocostunolide A, sulfocostunolide B, 

eucalyptone, ilicol and ascleposide E were recovered in 

SDS-3D format by using PubChem Database and were also 

prepared PDBQT formats by AutoDock Vina.   Afterwards, 

AutoDock vina 1.5.7 was used to dock these SLs with Ki-67 

and PCNA. In this case, size of designed grid box was 

40x40x40Å in X, Y, Z dimension, along with 0.375 spacing. 

With each ligand, both proteins generated nine diverse 

poses out of which only one pose is taken as probable 

binding mode due to its highest binding energy as given in 

the previous studies [12]. After analysis of MD, Biovia 

discovery studio visualizer was used for visualization of 

different interactions occurring between ligand and 

protein. Ligplot+ 4.5.3 was used for visualization of 

hydrophobic and hydrogen interactions. In addition to that, 

pharmacokinetic properties of ligands were analyzed by 

using pkCSM and SwissADME to assess their toxicity and 

drug likeness. For this purpose, SMILES of ligands were 

taken from PubChem and analyzed using pkCSM [13, 14]. 

pkCSM is a computational tool and used to predict ADMET 

(absorption, distribution, metabolism, excretion, and 

toxicity) properties of a candidate drug. These are the 

major pharmacokinetic properties for drug likeness of a 

molecule by giving canonical SMILES as an input. These 

properties can reduce the late stage failure or withdrawal 

of drug in drug discovery process to save money and time 

and ensuring the stability and safety of designed drug in 

future. Drug likeness scores by these physicochemical 

properties can be considered as �rst step of success for 

any drug candidate molecule [13].

M E T H O D S

Current study revealed that selected SLs strongly bind with 

proliferation marker proteins Ki-67 and PCNA. All the 

ligands showed good binding energy score as well as 

e�cient binding interactions with respective proteins. 

Among all, eucalyptone with binding energy of -8.1 kcal/mol 

with Ki-67 while sulfocostunolide B with -6.4 kcal/mol 

binding energy with PCNA seemed to be the most potent 

proliferative proteins inhibitors (Table 1). 

R E S U L T S 

Table 1: Binding A�nities and Inhibition Constants of SLs with ki-

67 and PCNA.

Sulfocostunolide A

Sulfocostunolide B

Eucalyptone

Ascleposide E

Ilicol

23.04

19.4

32.3

32.3

75.4

Ligands

Ki-67 PCNA

Binding
A�nity

Inhibition
Constant

Binding
A�nity

Inhibition
Constant

µMKcal/mol µMKcal/mol

-6.3

-6.4

-6.1

-6.1

-5.6

3.57

1.81

1.09

1.53

4.23

-7.4

-7.8

-8.1

-7.9

-7.3

Among all SLs, eucalyptone showed more hydrogen bonds 

with Ki-67. It binds with Ki-67 by forming seven hydrogen 

bonds with ARG221, ARG221, GLN249, ASP220, GLN249, 

ASP220 and ASP220 residues with bond distances of 

2.66Å, 2.88Å, 2.17Å, 2.43Å, 2.61Å, 2.39Å and 2.75Å, 

respectively. Eucalyptone also formed an electrostatic 

bond with ASP220 (3.83Å) as shown in �gure 1. 

Figure 1: Two-dimensional view of docked eucalyptone with Ki-67 

protein (a) visualization by discovery studio showed six hydrogen 

bonds and one hydrophobic interaction in eucalyptone-Ki67 

complex. (b) Ligplot results veri�ed the same interaction of 

eucalyptone with Ki-67.

Sulfocostunolide B strongly bounded by four hydrogen 

bonds with ARG149, ARG149, THR216 and ALA145 of PCNA 

via bond distances 2.51Å, 2.19Å, 2.48Å and 2.42Å 

respectively (Figure 2). 
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Figure 2: Two-dimensional view of docked sulfocostunolide-B 

with PCNA protein (a) visualization by discovery studio showed 

four hydrogen bonds between sulfocostunolide-B and PCNA 

complex (b) Ligplot results veri�ed the same interaction of 

sulfocostunolide-B with PCNA. 

For assessment of drug likeness of the selected ligands, 

Lipinski rule of 5 was employed as elaborated in table 2. 

This rule provides a guideline to predict the bioavailability 

of the drug candidate. If the drug candidate follows all the 

criteria of this rule then it is safe for oral administration and 

effective to use. For this purpose, it should have a 

molecular weight below 500 Dalton, a log P value not 

exceeding 5, no more than 5 hydrogen bond donors,  no 

more than 10 hydrogen bond acceptors and polar surface 
2area should be less than 140 Å [15]. All our ligands have 

shown no violation than standard values as given in table 2. 

Table 2: Lipinski Rule of Five Analysis of Selected Ligands

Sulfocostunolide A

Sulfocostunolide B

Eucalyptone

Ascleposide E

Ilicol

log
P < 5

H-Bond
Donors

< 5

Polar
Surface
Area (Å2)

Molecular
Weight < 500

(g/mol)

H-Bond
Acceptor

< 10
Ligands

312.387

312.387

486.605

388.457

238.371

4

4

7

8

2

1

1

3

4

2

1.964

1.964

5.184

-0.254

2.892

89.05

89.05

128.97

125.68

40.46

Properties of potential ligands were evaluated by ADMET 
analysis. ADMET analysis was carried out using pkCSM to 
ensure ADMET properties of potential drug candidates as 
given in Table 3. The ADMET pro�ling of eucalyptone and 
sulfocostunolide B was determined as they showed greater 
binding energy with Ki-67 and PCNA respectively. For 
absorption, water solubility of sulfocostunolide B and 
eucalyptone were -2.185 and -3.977 (log S) mol/L with 
95.978 and 91.219 intestinal absorption respectively. Log 
value of volume distribution of sulfocostunolide B and 
eucalyptone were -0.503 and 0.068 (L/Kg) respectively. 
Substrate and inhibitors of CYP2D6 and CYP3A4 protein of 
both ligands were found to be absent expect CYP3A4 
substrate of eucalyptone for metabolism. Total clearance 
o f  b o t h  c a n d i d a t e  d r u g s  w e r e  0 .0 0 9  a n d  0 . 2 4 
Log/ml/min/kg for both drugs respectively with no OCT2 
s u b s t r a te s .  B ot h  l i g a n d s  s h owe d  n o  A ME S  a n d 
hepatotoxicity.

Table 3: Drug Likeness Prediction Using pk CSM Online Database 

Server for the Selected Ligands.

EucalyptoneVariablesADMET
Sulfocost-
unolide B

Water Solubility (LogS) ml/L

Intestinal Absorption

P-Glycoprotein I/II Inhibitors

CYP2D6 Substrate

Log VDs (L/Kg)

AMES

Max. Tolerable Dose (log mg/kg/day)

Hepatotoxicity

Absorption

Distribution

Metabolism

Toxicity

Excretion

CYP3A4 Substrate

CYP2D6 Inhibitor

CYP3A4 Inhibitor

Renal OCT2 Substrtae

Total Clearance (Log ml/ min/ kg)

-3.977

91.219

-2.185

No

95.978

Yes

-0.503

0.009

-0.2030.856

0.24

0.068

No

No

No

No

No

No

No No

No

No

No

No

No

Yes

SLs display higher varieties in structure and exhibit many 

biological activities. SLs have been proved to exert anti-

cancer e�ciency and tumor cell cytotoxicity and are 

currently in clinical trials [16, 17]. In present study, docking 

results revealed that protein-ligand complexes have shown 

good binding a�nities and hydrogen bonding. Current 

study revealed that selected ligands strongly bind with Ki-

67 through different hydrogen, hydrophobic and 

electrostatic interactions, and inhibited Ki-67 e�ciently in 

the same way as reported in previous studies as follows. In 

an in-vitro study, it has been shown that a natural 

compound arglabin reduces Ki-67 positive cells by 

inhibiting mTOR/Akt/PI3K pathway group. It increases 

SCC-4 cells growth, apoptosis and induces arrest. Arglabin 

induces apoptosis by chromosomal condensation, SCC-4 

cell fragmentation, and bleb formation. These �ndings 

were further con�rmed by in vivo studies and Ki-67 was 

down-regulated after treatment with arglabin indicating 

that the growth of OSCC cells was inhibited by arglabin 

which is SLs [18]. Recently reported in-vitro �ndings 

showed similar binding of other SLs such as costunolide 

Trilobolide-6-O-Isobutyrate (TBB) with Ki-67. Results 

revealed the inhibition of proliferation and HCC cell colony 

formation by TBB. Similarly, TBB inhibited the STAT3 

signaling pathway which in turn in�uences and inhibited 

the expression and transcription of P21, Ki-67 and PCNA 

genes [19]. In another in-vivo study, Micheliolide (SLs) 

effected growth of tumor cells (AGS and N87 cells) of 

gastric cancer analyzed through an MTT assay. Results 

revealed that Ki-67 and PCNA expression in AGS and N87 

was reduced signi�cantly after treatment with Micheliolide 

[20]. These results are in accordance to our selected SLs 

as they inhibited the proliferation markers by MD analysis as 

well. Favorable bioavailability and drug-likeness of a drug is 

D I S C U S S I O N 
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generally evaluated by Lipinski's rule of 5. All our selected 

ligands followed this rule as explained in methodology 

section. It con�rms their bioavailability and oral 

a d m i n i s t r a t i o n.  E u c a l y p to n e  s h owe d  d ev i a t i o n 

(logP=5.1849) from the threshold value (logP< 5.00). 

However, it is important to note that the Lipinski rule of 5 is 

a guideline rather than an absolute rule and deviations from 

these parameters can still result in successful drug 

candidates [21]. Absorbance of drug candidate was 

examined by analyzing various parameters such as water 

solubility (log S) mol/L, P-glycoprotein I/II inhibitor and 

intestinal absorption. Water solubility (log S) in mol/L 

measures drug's availability in aqueous solution. Higher 

value signi�es higher absorbance and both drug 

candidates fall within its range of -4 to -2 mol/L [22]. P-

glycoprotein I/II is an e�ux membrane transporter which is 

responsible for hindering the absorption and bioavailability 

of chemotherapeutic drugs. P-glycoprotein I/II inhibitors 

have ability to enhance the consumption of potential drug 

many folds leading to adverse drug-drug interactions [23]. 

As shown in table 3, eucalyptone being an inhibitor 

compromise higher drug absorbance at the risk of 

unfavorable pharmacokinetic interactions. Both 

compounds exhibit intestinal absorption value greater 

than 30% indicating their signi�cant absorption in 

intestine [24]. LogVDss (volume of distribution at steady 

state) ensures the steady concentration of drug in blood 

plasma and its ideal value must be in the range of -0.15 to 

0.45. Both drug candidate's falls within this range and 

depict optimal values [25, 26]. Cytochrome P450 (CYP450) 

plays signi�cant role in metabolism of drugs. Its two 

isoforms, CYP3A4 and CYP2D6, oxidize and modify 

c h e m i c a l  s t r u c t u r e s  o f  d r u g s  a l l o w i n g  t h e i r 

biotransformation. Sulfocostunolide B does not show any 

interaction with CYP450 isoforms. However, eucalyptone, 

being CYP3A4 substrate can facilitate elimination and 

clearance of drug from body yet it can also impose drug-

drug interaction due to increased enzyme activity [26-28]. 

Both of the ligands are not renal OCT substrate which 

ensures reduced renal clearance leading to increased 

therapeutic effect. Total clearance represent sum of all 

clearance mechanism and both the ligands seemed to be 

eliminated from the body [29]. In addition to that, it is 

evident from table 3 that both the drug candidates are 

neither hepatotoxic nor AMES toxic. AMES toxicity assay 

analyze drug's ability to induce genetic mutations [30]. 

Both ligands possess fewer values for maximum tolerable 

dose. Lower values of maximum tolerable dose signi�es 

maximum limit of drug's administration in the body so that it 

In the current MD-aided study, we analyzed some SLs as 

potential inhibitors of cell proliferation markers of Ki-67 
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and PCNA. All these compounds showed effective binding 
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eucalyptone and sulfocostunolide B can be considered to 

have more potential as a cancer cell proliferation inhibitors. 

In addition to that, both the suggested compounds have 

shown effective ADMET pro�le, drug likeness and 
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deeper insights in their inhibition potential. 



Journal of Cancer Research. 2021; 11(4): 1410 –1427.

Tang X, Ding Q, Chen C, Chen F, Zhou X, Hong CJ et al. 

Micheliolide inhibits gastric cancer growth in vitro 

and in vivo via blockade of the IL-6/STAT3 pathway. 

Die  Pharmazie-An International  Journal  of 

Pharmaceutical Sciences. 2019 Mar; 74(3): 175-8. doi: 

10.1691/ph.2019.8816.

Shultz MD. Two decades under the in�uence of the 

rule of �ve and the changing properties of approved 

oral drugs: miniperspective. Journal of Medicinal 

Chemistry. 2018 Sep; 62(4): 1701-14. doi: 10.1021/acs.j 

medchem.8b00686.

Kuang Y, Shen W, Ma X, Wang Z, Xu R, Rao Q et al. In 

silico identiïcation of natural compounds against 

SARS-CoV-2 main protease from Chinese Herbal 

Medicines. Future Science OA. 2023 May; 9(7): 

FSO873. doi: 10.2144/fsoa-2023-0055.

Nguyen TT, Duong VA, Maeng HJ. Pharmaceutical 

formulations with P-glycoprotein inhibitory effect as 

promising approaches for enhancing oral drug 

absorption and bioavailability. Pharmaceutics. 2021 

Jul; 13(7): 1103. doi: 10.3390/pharmaceutics13071103.

Llorach-Pares L, Nonell-Canals A, Sanchez-Martinez 

M, Avila C. Computer-aided drug design applied to 

marine drug discovery: Meridianins as Alzheimer's 

disease therapeutic agents. Marine Drugs. 2017 Nov; 

15(12): 366. doi: 10.3390/md15120366.

Dharmasaputra A and Rasyida AU. Azasterol 

Inhibit ion and Pharmacokinetic  Effects on 

Thymidylate Synthase-Dihydrofolate Reductase 

from T. gondii: In Silico Study. Pharmacognosy 

Journal. 2022; 14(3). doi: 10.5530/pj.2022.14.73.

Wahyuningsih D, Purnomo Y, Tilaqza A. In Silico study 

of Pulutan (Urena lobata) leaf extract as anti-

in�ammation and their ADME prediction. Journal of 

Tropical Pharmacy and Chemistry. 2022 Jun; 6(1): 30-

7. doi: 10.25026/jtpc.v6i1.323.

Muhammad S, Hassan SH, Al-Sehemi AG, Shakir HA, 

Khan M, Irfan M et al. Exploring the new potential 

antiviral constituents of Moringa oliefera for SARS 

COV-2 pathogenesis: An in silico molecular docking 

and dynamic studies. Chemical Physics Letters. 2021 

Mar; 767: 138379. doi: 10.1016/j.cplett.2021.138379.

Zhou SF. Drugs behave as substrates, inhibitors and 

inducers of human cytochrome P450 3A4. Current 

Drug Metabolism. 2008 May; 9(4): 310-22. doi: 10.2174 

/138920008784220664.

Yousaf Z, Zaman A, Ali M, Khan M, Ara C, Shakir HA et 

al. Sesquiterpene Lactones as Potential G1/S Phase 

Cell Cycle Inhibitors: A Molecular Docking Study: 

Sesquiterpene Lactones as Potential Cell Cycle 

Inhibitors. Pakistan BioMedical Journal. 2023 Aug; 

Sciences. 2015 Jul; 11(9): 1100. doi: 10.7150/�bs.11595.

Wang G and Zhu W. Molecular docking for drug 

discovery and development: a widely used approach 

but far from perfect. Future Medicinal Chemistry. 

2016 Sep; 8(14): 1707-10. doi: 10.4155/fmc-2016-0143.

Paço A, Brás T, Santos JO, Sampaio P, Gomes AC, 

D u a r t e  M F  e t  a l .  A n t i - i n � a m m a t o r y  a n d 

immunoregulatory action of sesquiterpene lactones. 

Molecules. 2022 Feb; 27(3): 1142. doi: 10.3390/mol 

ecules27031142.

Fan J, Fu A, Zhang L. Progress in molecular docking. 

Quantitative Biology. 2019 Jun; 7: 83-9. doi: 10.1007/s 

40484-019-0172-y.

Stanzione F, Giangreco I, Cole JC. Use of molecular 

docking computational tools in drug discovery. 

Progress in Medicinal Chemistry. 2021 Jan; 60: 273-

343. doi: 10.1016/bs.pmch.2021.01.004.

Choudhary MI, Shaikh M, tul-Wahab A, ur-Rahman A. 

In silico identi�cation of potential inhibitors of key 

SARS-CoV-2 3CL hydrolase (Mpro) via molecular 

docking, MMGBSA predictive binding energy 

calculations, and molecular dynamics simulation. 

Plos One. 2020 Jul; 15(7): e0235030. doi: 10.1371/ 

journal.pone.0235030.

Kar S and Leszczynski J. Open access in silico tools to 

predict the ADMET pro�ling of drug candidates. 

Expert Opinion on Drug Discovery. 2020 Dec; 15(12): 

1473-87. doi: 10.1080/17460441.2020.1798926.

Beck TC, Springs K, Morningstar JE, Mills C, Stoddard 

A, Guo L et al. Application of Pharmacokinetic 

Prediction Platforms in the Design of Optimized Anti-

Cancer Drugs. Molecules. 2022 Jun; 27(12): 3678. doi: 

10.3390/molecules27123678.

Lipinski CA. Lead-and drug-like compounds: the 

rule-of-�ve revolution. Drug discovery today: 

Technologies. 2004 Dec; 1(4): 337-41. doi: 10.1016/j.dd 

tec.2004.11.007.

Aliarab A, Abroon S, Rasmi Y, Aziz SG. Application of 

sesquiterpene lactone: A new promising way for 

cancer therapy based on anticancer activity. 

Biomedicine & Pharmacotherapy. 2018 Oct; 106: 239- 

doi: 10.1016/j.biopha.2018.06.131.

He W, Lai R, Lin Q, Huang Y, Wang L. Arglabin is a plant 

sesquiterpene lactone that exerts potent anticancer 

effects on human oral squamous cancer cells via 

mitochondrial apoptosis and downregulation of the 

mTOR/PI3K/Akt signaling pathway to inhibit tumor 

growth in vivo. Journal of Buon. 2018 Nov; 23(6): 1679-

85.

Huang H, Yi J, Park S, Zhang H, Kim E, Park S et al. 

Costunolide suppresses melanoma growth via the 

AKT/mTOR pathway in vitro and in vivo. American 

[8]

[9]

[10]

[11]

[12]

[13]

[14]

[15]

[16]

[17]

[18]

[19]

[20]

[21]

[22]

[23]

[24]

[25]

[26]

[27]

[28]

          DOI: https://doi.org/10.54393/fbt.v4i02.105
Khan M et al., 

Molecular Docking as Cancer Cell Inhibitors

29
FBT VOL. 3 Issue.2 Jul-Sep 2023 LLPCopyright © 2024. FBT, Published by Lahore Medical Research CenterFBT VOL. 4 Issue. 2 April-June 2024



6(8): 30-6. doi: 10.54393/pbmj.v6i08.925.

Z a m a n  A ,  Yo u s a f  Z ,  G u l  S ,  A l i  M ,  K h a n  M . 

Sesquiterpene Lactones as Potential Cyclin B1/CDK1 

Complex Inhibitors: Sesquiterpene Lactones as 

Potential Cyclin B1/CDK1. Futuristic Biotechnology. 

2023 Jun; 3(1): 19-24. doi: 10.54393/fbt.v3i01.38.

Wu M, Han J, Liu Z, Zhang Y, Huang C, Li J et al. 

Identi�cation of novel CDK 9 inhibitors based on 

virtual screening, molecular dynamics simulation, 

and biological evaluation. Life Sciences. 2020 Oct; 

258: 118228. doi: 10.1016/j.lfs.2020.118228.

[29]

[30]

          DOI: https://doi.org/10.54393/fbt.v4i02.105
Khan M et al., 

Molecular Docking as Cancer Cell Inhibitors

30
FBT VOL. 3 Issue.2 Jul-Sep 2023 LLPCopyright © 2024. FBT, Published by Lahore Medical Research CenterFBT VOL. 4 Issue. 2 April-June 2024


	Page 1
	Page 2
	Page 3
	Page 4
	Page 5
	Page 6

