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Breast Cancer (BC) is the most common cause of cancer-associated deaths in females worldwide. 
Despite advancements in BC treatment driven by extensive characterization of its molecular hallmarks, 
challenges such as drug resistance, tumor relapse, and metastasis persist. Therefore, there is an urgent 
need for alternative treatment approaches with multi-modal efficacy to overcome these hurdles. In this 
context, natural bioactives are increasingly recognized for their pivotal role as anti-cancer compounds. 
This study focuses on predicting molecular targets for key herbal phytoconstituents—gallic acid, 
piperine, quercetin, resveratrol, and beta-sitosterol—present in the polyherbal formulation, Krishnadi 
Churna. Using an in-silico network pharmacology model, key genes were identified and docked 
against these marker compounds and controls. Mammary carcinoma emerged as the most significant 
phenotype of the putative targets. Analysis of an online database revealed that out of 135 predicted 
targets, 134 were mutated in breast cancer patients. Notably, ESR1, CYP19A1, and EGFR were 
identified as key genes which are known to regulate the BC progression. Docking studies demonstrated 
that the herbal phytoconstituents had similar or better docking scores than positive controls for these 
key genes, with convincing protein-ligand interactions confirmed by molecular dynamics simulations, 
MM/GBSA and free energy landscape (FEL) analysis. Overall, this study highlights the predictive 
potential of herbal phytoconstituents in targeting BC genes, suggesting their promise as a basis for 
developing new therapeutic formulations for BC.
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Breast cancer (BC) is the most prominent malignancy among females worldwide and as per GLOBOCAN 2022 
reports, it accounts for 23.8% of the total cancer cases and shares the highest cancer mortality rate (15.4% of the 
total cancer deaths)1. BC is a heterogeneous disease at the molecular level, and is clinically categorized as luminal 
estrogen receptor-positive (ER+) and progesterone receptor positive (PR+); human epidermal growth factor 
receptor 2 positive (HER2+); and triple-negative breast cancer (TNBC)2. Locoregional therapies (surgery and 
radiotherapy) are major modalities for BC management, but de-escalation schemes have become the standard of 
care today. Over the decade, the treatment options have been chosen by considering the molecular heterogeneity 
of breast cancer, and importance is given to biologically directed therapies or targeted therapies, especially in 
HER2 + and TNBC3. Several systemic therapies including endocrine therapy, chemotherapy, immunotherapy, 
etc. have been adapted as part of the treatment regime4.

Despite significant improvement in current therapy and appreciable progress in scientific research for 
targeting breast cancer and extending a patient’s life; there exists a gap in the complete prevention or cure of the 
disease either because the treatment response is often short-term, or mostly prone to resistance like endocrine 
resistance or chemotherapy resistance, or due to high metastasis of breast cancer cells4,5. Hence, there is an 
urgent need to explore molecular causal factors and an appropriate treatment regime, which can overcome the 
hurdles of existing therapy.

In this context, natural bioactive compounds from Indian Traditional Medicine (Ayurveda) have shown 
positive outcomes in preventing cancer or suppressing its progression6. Notably, many modern chemotherapy 
drugs also have roots in one or another traditional medicine. To date, many preclinical studies on Indian 
botanicals have come showcasing their tumoricidal activities against BC7–9. Indian traditional medicine has 
the potential for repurposing as the Ayurveda philosophy recommends using a group of phytoconstituents that 
can prevent, manage or cure a disease by acting on multiple drug targets10–12. In this study, we have studied 
the marker compounds present in a less explored polyherbal Ayurvedic formulation, Krishnadi Churna(KC), 
which is known for the management of bronchial asthma, cough, fever, and others13–16. Additionally, the herbal 
phytoconstituents and individual herbs (dried fruits of Piper longum, Vitis vinifera, and Scindapsus Officinalis, 
whole plant parts of Fagonia cretica, and galls of Pistacia integerrima) of this polyherbal formulation are reported 
to have antioxidant, anti-inflammatory and anticancer activity17.

One drug one target approach to treat cancer faces many challenges of efficacy and sustainability. Currently, 
the integration of network biology and poly-pharmacology as network pharmacology has gained much 
recognition as an approach for multi-target drug development. These approaches can serve as useful tools to 
understand the putative actions and mechanisms of complex poly-herbal formulations11. Hence, in this study, 
we studied the marker compounds- gallic acid, piperine, quercetin, resveratrol, and beta-sitosterol present in 
the polyherbal formulation, Krishnadi Churna17. Molecular targets of all five marker compounds were predicted 
and network pharmacology was built. Interestingly, mammary carcinoma was identified as the most significant 
phenotype of the targeted genes. Further, key genes were identified, and molecular docking was performed, 
followed by molecular simulation studies (Fig. 1). The overall results showed that the studied botanicals can 
target the genes which are known to be involved in BC progression; hence can be possibly intervened to be 
developed as a new therapeutic drug for BC targeting.

Materials and methods
Bioinformatics tools and databases
Molecular docking was performed using the Schrodinger Glide software (Schrödinger Release 2024-3: Glide, 
Schrödinger, LLC, New York, NY, 2024.) Molecular dynamics was performed by Schrodinger Desmond software 
(Schrödinger Release 2024-3: Desmond Molecular Dynamics System, D. E. Shaw Research, New York, NY, 2024. 
Maestro-Desmond Interoperability Tools, Schrödinger, New York, NY, 2024.) Network construction was done 
through Cytoscape_v3.9.1. The Human Protein Atlas (HPA) database (The Human Protein Atlas) was used to 
investigate the association between the key gene expression and overall survival of BC patients18. cBioportal 
(cBioPortal for Cancer Genomics) was used to assess the mutation frequency of BC genes in patients19,20.

ADME screening
A simplified molecular-input line-entry system (SMILES) was searched for marker/bio-active compounds, 
followed by screening for Oral bioavailability, Drug-likeness, and pharmacokinetic analysis using SwissADME 
(http://www.swissadme.ch/) software21. Three or more models among five drug-likeness models (Lipinski, 
Ghose, Veber, Egan, and Muegge) were selected as bioactive with good bioavailability if met “yes”.

Network construction and pathway enrichment analyses
The compound–target network was constructed with persuasive representation using Cytoscape 3.9.1 (https://
cytoscape.org/) software22. GeneCodis4 (https://genecodis.genyo.es/)23 was used to elucidate the phenotype 
of the targeted genes. Simultaneously, ShinyGO 0.76 (http://bioinformatics.sdstate.edu/go76/)24 was used to 
perform Kyoto Encyclopedia of Genes and Genomes (KEGG) pathway enrichment analysis with FDR cut-off 
0.05, pathway size of minimum 2 to maximum 2000 genes and 20 pathways to be shown in the graph25–28. 
Gene Ontology (GO) pathway enrichment analysis was performed using the online functional annotation 
and enrichment tool g-profiler (https://biit.cs.ut.ee/gprofiler/gost)29. Protein-protein interactions were studied 
using the STRING database (https://string-db.org/cgi/input?sessionId=bqt6h0oqpCNwinput_page_show_
search=on)30 with the highest confidence (0.9) of interaction score.
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Ligand selection and preparation
The marker compounds present in the polyherbal formulation, Krishnadi Churna were used for computational 
simulation, where gallic acid (phenol), piperine (alkaloid), Resveratrol (phenol), Quercetin (flavonol), and beta-
sitosterol (phytosterol) have been chosen as ligands17 along with Raloxifene core, Erlotinib, and Letrozole, which 
have been used as positive controls. The 2D SDF files for all compounds were obtained by querying the PubChem 
database31. To ensure the highest level of accuracy, all small molecule ligands were refined per molecular 
modelling tools using LigPrep to convert 2D to 3D. Moreover, the tool is capable of handling tautomeric, and 
neutral ionization pH states, as well as energy minimization using OPLS4. Therefore, we obtained molecules 
with low-energy 3D structures, which were appropriately ionized and tautomerised to be used for computational 
chemistry studies.

Target protein retrieval and preparation
Putative targets were analyzed using BindingDB (similarity score of > 0.7)32. Further, a Protein-protein 
interaction (PPI) network was constructed using STRING, with an interaction score of 0.9. Further filtered 
common targets (3 genes) from the above two steps were taken as the key genes. Cytohubba, a Cytoscape plugin 
was also used to identify hub genes, two out of three key genes were found to be the top nodes in the majority 
of algorithms, hence considered as super crucial genes in this study. However, molecular docking and molecular 
dynamics were done on all three key genes/targets (ESR1, CYP19A1, and EGFR; ESR1 and EGFR being the 
super crucial genes). Subunits of the above target genes having previously reported ligands33–35 were derived 
from the PDB structure database. In any molecular modelling study, the X-ray PDB ID artifacts have to be fixed 
before use for any computational studies. Therefore, we used Schrodinger protein preparation for all protein 
PDB to ensure protein compliance. All water molecules were deleted except those forming any bond near the 

Fig. 1. A graphical abstract depicting the summary of the study.
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target pocket. ProPKa software maintained the required pH of protein. Prime software was utilised for filling any 
missing amino acid or loop-in side chains. The protein minimization used force field-based energy optimization 
utilizing OPLS 4 with energy convergence with a cutoff of 0.3 Armstrong to maintain structural X-ray coordinate 
integrity. Finally, we got optimal energetically and structurally relevant protein coordinates in maegz format 
which was used for in-silico calculations.

Molecular docking
A molecular docking procedure requires three major inputs, the prepared ligand, protein grid centroid, and 
docking mode. The ligands for small molecules and phytochemicals were taken from previous steps. Targets 
were ESR1 (5T97), CYP19A1 (4GL7), and EGFR (4LRM) for this study. Based on ligands bound to receptors 
or binding pockets in targets, the centroid of receptors was identified using Schrodinger SiteMap. We generated 
the grid files using the Receptor Grid Generation module. We analyzed the target-ligand complexes with 
Schrodinger glide software to be applied for molecular docking. Molecular docking using rigid receptors and 
flexible ligand conformations is performed using SP precision mode with default settings. The output was a pose 
viewer file showcasing the protein-ligand complex. Thus, phytochemical molecules were placed in identified 
binding pockets, and resulting in affinity scores and interactions.

Molecular dynamics
Only the receptor-ligand complex with the highest binding affinity was simulated to determine its thermostability. 
Molecular docking was enhanced further by induced fit docking of protein-ligand couples. All molecular 
dynamics calculations were conducted using Schrodinger-Desmond software. The thermodynamic calculations 
were carried out in three stages. To simulate the biological system, the TIP3P solvent system was utilized to 
dissolve the ligand in the first protein-ligand complex. In the next step, we conducted molecular dynamics with 
eight phase stabilizations, and finally, we retrieved NPT 100 nanosecond production trajectory data incorporating 
velocities, energies, and coordinates. The simulation was conducted using the Nose-Hover thermostat and the 
Martyna tobias klein barostat to maintain an atmospheric pressure of 1 bar and a temperature of 300 K. Based 
on the above data, experimental thermodynamic stability, affinity dynamics, and interaction and nonbonding 
interactions have been evaluated.

Molecular mechanics generalized born surface area (MM/GBSA)
The molecular mechanic-generalized born surface area (MM/GBSA) approach was used to estimate the post-
MD binding free energies using a set of predetermined parameters for all MD complexes using Schrodinger 
suite, LLC, New York, NY, USA, 2024-3. At around the same time, the binding free energy was estimated at every 
10 ns frame using the OPLS 2005 force field, the VSGB solvent model and rotamer search techniques36.

Results
Five marker compounds-gallic acid (phenol), piperine (alkaloid), resveratrol (phenol), quercetin (flavonol), 
and beta-sitosterol (phytosterol), were checked and quantified earlier for their presence in Krishnadi 
Churna through HPTLC method17. This study aims to find out the putative human targets and associated 
phenotype of these five marker compounds. All five bio-actives were screened for Oral bioavailability, Drug-
likeness, and pharmacokinetic analysis using SwissADME (Table  1 and Supplementary Fig.  1); except Beta-
sitosterol, all qualified for Drug likeness based on predefined criteria, and among all only Piperine qualified 
for oral bioavailability. A detailed description of ADME screening and pharmacokinetic analysis is shown in 
Supplementary File 2. Since all five bio-actives are the marker compounds of polyherbal formulation, these 
predictions may change with the presence of multiple phytoconstituents together. Hence, all five biomarkers 
were considered for further analysis.

Targets and network analysis of polyherbal marker compounds
Putative targets for each bioactive were predicted using BindingDB with a similarity score of 0.7.; where 29 targets 
for Resveratrol, 14 for Gallic Acid, 8 for Piperine, 90 for Quercetin, and 27 for Beta-sitosterol were found. In the 
group of any two bio-actives; Resveratrol and Galic Acid had 5, Resveratrol and Quercetin had 15, Resveratrol 
and Beta-sitosterol had 2, Gallic Acid and Quercetin had 6, Piperine and Quercetin had 3, and Quercetin and 
Beta-sitosterol had 7 common targets. Among the group of any three bio-actives, only Resveratrol, Gallic Acid 
and Quercetin had 3, and Resveratrol, Quercetin and Beta-sitosterol had 2 common targets. No common target 
was found for any four or five bioactive groups. All the bioactives along with their target list are shown in Table 2.

A total of 168 compound targets were found and after removing duplicates the remaining 135 targets 
were eloquently represented along with their bio-actives using Cytoscape (Fig. 2). A Cytoscape network was 
also constructed for individual bioactive and their targets (Supplementary Fig. 2). Further, a Protein-protein 
interaction (PPI) network was constructed using STRING, and the targets with an interaction score of 0.9, the 
highest confidence is shown in Fig. 3. Near about 67.4% of the total putative targets had the highest confidence 
of interaction, a few of these proteins are HDAC1, ESR1, VEGFA, RELA, EGFR, etc.

Polyherbal marker compounds target cancer-related pathways
To elucidate the phenotype of target genes, a list of target genes was uploaded as an input in GeneCodis4, 
annotation for the phenotype (DisGeNET, HPO, OMIM) was selected, and analysis was launched. As shown 
in Fig.  4a., most genes showed the phenotype for mammary carcinoma, followed by prostate cancer and 
Alzheimer’s Disease. Figure 4b. represents the annotations and the genes associated with them in the form of 
a network where genes like RELA, ABCB1, CYP19A1, SERPINE1, AKR1C3, MMP9, TERT, etc., belonged to 
mammary and prostate cancer, and genes like APP, BACE1, MOAB, etc. belonged to Alzheimer’s disease; while 
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ESR1, EGFR, VEGFA, GSK3B, ACHE, etc. are crucial for cancer and Alzheimer’s both. Further, KEGG pathway 
enrichment analysis25–28 was performed and as shown in Fig. 4c, Pathways in cancer, NF-kappa B signaling 
pathway, Ras signaling pathway, MAPK signaling pathway, and PI3K-Akt signaling pathway were among the 
highly enriched pathway. Interestingly, these are the key pathways for breast cancer survival, proliferation, 
metastasis, and drug resistance. A myriad of reports is available showcasing their crucial role in breast cancer 
progression and how different strategies are being adapted to target these pathways37–42. Gene Ontology (GO) 
analysis was also performed on target genes and as shown in Fig. 4d and Supplementary Fig. 3, these potential 
targets of polyherbal marker compounds were mainly located in the cytoplasm (GO:0005737), receptor complex 
(GO:0043235), cell surface (GO:0009986), nucleoplasm (GO:0005654), protein kinase complex (GO: 1902911), 
chromosome (GO: 0005694); involved in the biological process like cell death (GO:0008219), apoptotic process 
(GO:0006915), peptidyl-serine modification (GO:0018209), cell population proliferation (GO:0008283), 
endocytosis (GO:0006897), cell cycle (GO:0007049), cell junction assembly (GO:0034329); and regulates 
molecular functions like identical protein binding (GO:0042802), nuclear receptor activity (GO:0004879), 
signaling receptor activity (GO:0038023), enzyme binding (GO:0019899), protein-containing complex binding 
(GO:0044877), chromatin binding (GO:0003682), non-membrane spanning protein tyrosine phosphatase 
activity (GO:0004726), etc.

Key genes identified are crucial for BC progression
Further, key genes were identified among the various targets of marker compounds. To start with, 28 targets with 
≥ 5 interacting proteins in the PPI network were chosen. Simultaneously, proteins targeted by the majority of 
bio-actives were selected, here, as evident from Table 2, five proteins-ESR1, CA12, CYP19A1, EGFR, and TTR 
were targeted by 3 bioactive compounds and hence selected for analysis. Further, the common targets from the 
two selections were considered as the key genes (Fig. 5a). Three key genes selected were, ESR1, CYP19A1, and 
EGFR; plenty of reports based on clinical and pre-clinical studies have shown the important role of these genes 
in poor clinical outcomes, relapse of disease, therapy resistance and metastasis of BC43–46. Also, based on the 
calculation of cytoHubba, the top 10 nodes ranked by all twelve algorithms were evaluated. Out of 12 algorithms, 
ESR1 was ranked as the top 10 nodes in 9 algorithms and EGFR in 10 algorithms (Fig. 5b) hence considered as 
the super crucial gene in this study.

Further, the Human Protein Atlas was explored to check the 5-year survival of Breast cancer patients with 
varied expression of the key genes- ESR1, CYP19A1, and EGFR18. The five-year survival rate for patients with 
high CYP19A1 expression was 76%, compared to 83% for those with low expression, with a p-value of 0.094. 
Similarly, for ESR1, the survival rates were 80% and 82% respectively, with a p-value of 0.083. For EGFR, the 
rates were 85% and 80% with a p-value of 0.026. Interestingly, a positive correlation in their expression was 
observed with poor survival of BC patients (Fig.  5c–e). However, EGFR showed an opposite trend, which 
could be because of its conflicting role in BC47. Additionally, we checked the mutation frequency of the target 
gene in BC patients using the program and tools made available online at cBioportal (cBioPortal for Cancer 
Genomics)19,20. Interestingly, out of 135 putative targets, 134 genes were found mutated in breast cancer patients 
(Fig. 5f). Further, the mutation frequency of key genes was identified in breast cancer patients, and as shown 

Bioactive 
compounds Predicted oral bioavailability#

Predicted 
druglikeness$

Pharmacokinetics

CYP*
P-gp 
substrate

BBB 
permeability

GI 
absorption

Log 
Kp 
(cm/s)

Resveratrol Not orally bioavailable because saturation axes lie outside the pink 
region Yes CYP1A2, CYP2C9, 

CYP3A4 No Yes High − 5.47

Gallic acid Not orally bioavailable because saturation axes lie outside the pink 
region Yes CYP3A4 No No High − 6.84

Piperine Orally bioavailable Yes CYP1A2, CYP2C19, 
CYP2C9 No Yes High − 5.58

Quercetin Not orally bioavailable because saturation axes lie outside the pink 
region Yes CYP1A2, CYP2D6, 

CYP3A4 No No High − 7.05

Beta-
sitosterol

Not orally bioavailable because solubility and lipophilicity don’t 
lie within the pink region No No No No Low − 2.2

Table 1. In silico pharmacokinetic analysis of bioactive compounds in Krishnadi Churna. #Oral bioavailability 
is predicted from the RADAR graph which explains whether the optimal ranges for all the properties of a 
molecule lie within the pink. The optimum ranges for each axes represented are as follows. (1) Lipophilicity 
(LIPO): XLOGP3 between − 0.7 and + 5.0. (2) Size: molecular weight between 150 and 500 g/mol. (3) Polarity 
(POLAR): Topological Polar Surface Area (TPSA) between 20 and 130 A°. (4) Solubility (INSOLU): log S 
not higher than 6. (5) Saturation (INSATU): fraction of carbons in the sp3 hybridization not less than 0.25. 
(6) Flexibility (FLEX): No more than 9 rotatable bonds. $Drug-likeness is predicted from five drug-likeness 
models (Lipinski, Ghose, Veber, Egan, and Muegge) and were selected as bioactive with good bioavailability 
if three or more models among five met “yes”. *Predicted CYP Inhibition for CYP1A2, CYP2C9, CYP2C19, 
CYP2D6and CYP3A4. CYP–Cytochrome P450; P-gp–P-glycoprotein; BBB–blood-brain barrier; Kp explains 
skin permeability coefficient. Kp is linearly correlated with lipophilicity and molecular size. The more negative 
the log Kp (with Kp in cm/s), the less skin permeant the molecule.
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in Table 3, 7.3% mutation frequency was observed for ESR1, 1.5% for EGFR and 0.30% for CYP19A1. Overall, 
the published manuscripts43–46 and database results highlight the critical role of these genes in breast cancer 
progression and prognosis, underscoring the importance of developing therapeutic strategies that target them.

Molecular docking
Marker compounds were predicted to possess a good affinity for key genes (targets). Possible regions in the 
target receptor ESR1, CYP19A1, and EGFR were examined to find the potential binding poses of bioactive, 
using subunits of the protein structure ESR1(5T97), CYP19A1 (4GL7), and EGFR (4LRM). Gallic acid (ID 370), 
Piperine (ID 638024), Quercetin (ID 5280343), and Resveratrol (ID 445154) were docked with the above targets. 
Raloxifene Core (ID 445920), Letrozole (ID 3902), and Erlotinib were the positive controls for ESR1, CYP19A1, 
and EGFR respectively. Results obtained after docking revealed strong interactions of bioactive against the 
targets in terms of binding energy (Kcal/mol) shown in Table 4, least binding energy (more negative binding 
energy) is interpreted as more stability.

No. of 
symptoms Bioactive compounds

No. of 
targets Targets

1 Resveratrol 29
APP, CYP19A1, ABCB1, CA12, CA14, CA9, CYP1A1, CYP1A2, CYP1B1, 
DPP4, XIAP, EGFR, ESR1, GLO1, MAPT, NFE2L2, ALOX5, PTGS1, PTGS2, 
PTK2B, NQO2, RELA, TRPA1, TTR
TUBB1, TUBB3, TPPP, TYR, LCK

2 Gallic acid 14 AKR1C3, FUT7, CA1, CA12, CA14, CA2, CA7, CA9, DRD1, EGFR, 
SERPINE1, GALNT2, TTR, PLAU

3 Piperine 8 ACHE, MAOA, MAOB, BCHE, HDAC1, SIGMAR1, TRPM8, TRPV1

4 Quercetin 90

HSD17B1, HSD17B2, ACHE, ADORA2A, ADORA3, AKR1B1, AKR1C3, 
SNCA, MAOA, MAOB, AR, CYP19A1, AHR, ABCB1, AURKB, NTRK2, 
BACE1, ABCG2, CA12, CA2, CA4, CA7, CBR1, CSNK2A1, CSNK2A3, CISD1, 
CDK6, CDK1, CDK2, CDK5R1, CCNT1, CFTR, CYP1A1, CYP1A2, CYP1B1, 
CYP2D6, OPRD1, DPP4, TOP1, TOP2A, APEX1, DYRK1A, ELAVL3, EGFR, 
ESR1, ESR2, GSK3B, MET, IP6K2, IGF1R, GLO1, ACP1, GAA, MMP12, 
MKNK1, MKNK2, KIT, MMP9, NOX4, NR0B1, PSIP1, PPARA, PIK3CG, PGF,
PARP1, TNKS, TNKS2, ALOX12, ALOX15, ALOX15B, PTGS1, PTGS2
PSMB1, F2, FLT3, PTPRS, PIM1, TRPC5, SI, TERT, TST, TTR, TYR, LCK, 
AXL, YES1, PTPN1, VEGFA, KDR, XDH

5 Beta-sitosterol 27
HMGCR, CRYAA, CRYAB, AR, CYP19A1, NR1H4, F10, DHCR24, ESR1, 
ESR2, GPR183, GRIN1, GRIN2A, GRIN2B, ITGB3, GAA, RORC, OSBP2, 
NR1H3, NR1H2, F2, SHBG, CYP17A1, SREBF2, PTPN1, PTPN2, VDR

6 Resveratrol + gallic acid 5 CA14, CA9, CA12, EGFR, TTR

7 Resveratrol + piperine 0

8 Resveratrol + quercetin 15 CYP19A1, ABCB1, CYP1A1, CYP1A2, CYP1B1, DPP4, ESR1, GLO1, PTGS1, 
PTGS2, TYR, LCK, CA12, EGFR, TTR

9 Resveratrol + beta-sitosterol 2 CYP19A1, ESR1

10 Gallic acid + piperine 0

11 Gallic acid + quercetin 6 AKR1C3, CA2, CA7, CA12, EGFR, TTR

12 Gallic acid + beta-sitosterol 0

13 Piperine + quercetin 3 ACHE, MAOA, MAOB

14 Piperine + beta-sitosterol 0

15 Quercetin + beta-sitosterol 7 AR, CYP19A1, ESR1, ESR2, GAA, F2, PTPN1

16 Resveratrol + gallic acid + piperine 0

17 Resveratrol + gallic acid + quercetin 3 CA12, EGFR, TTR

18 Resveratrol + gallic acid + beta-sitosterol 0

19 Resveratrol + piperine + quercetin 0

20 Resveratrol + piperine + beta-sitosterol 0

21 Resveratrol + quercetin + beta-sitosterol 2 CYP19A1, ESR1

22 Gallic acid + piperine + quercetin 0

23 Gallic acid + piperine + beta-sitosterol 0

24 Gallic acid + quercetin + beta-sitosterol 0

25 Piperine + quercetin + betasitosterol 0

26 Resveratrol + gallic acid + piperine + quercetin 0

27 Resveratrol + piperine + quercetin + beta-sitosterol 0

28 Resveratrol + gallic acid + quercetin + beta-sitosterol 0

28 Resveratrol + gallic acid + piperine + beta-sitosterol 0

30 Gallic acid + piperine + quercetin + beta-sitosterol 0

31 Resveratrol + gallic acid + piperine + quercetin + beta-sitosterol 0

Table 2. Predicted targets for bioactive compounds in Krishnadi Churna.
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The binding affinity of ESR1 (5T97) for positive control (Raloxifene Core) was − 8.819 Kcal/mol. Piperine 
expressed − 8.288 Kcal/mol binding affinity with 5T97. It was nearest to the positive control. Resveratrol (-7.95 
Kcal/mol), Gallic acid (-6.984 Kcal/mol), and Quercetin (-6.755 Kcal/mol) also exhibited a fair binding affinity. 
Resveratrol showed hydrogen bonding with LEU387, ARG394, LEU346 and pi-pi bond with PHE404 (Fig. 6a). 
Gallic acid showed Hydrogen bonding with LEU346, GLU353, ARG394, and pi-pi bonding with PHE404 
(Fig. 6b). With dual hydrogen bonding with ASP351, the Quercetin molecule has no other bond in molecular 
docking. Raloxifene core exhibits hydrogen bonding with GLU353, and ARG394 while pi-pi bonding with 
PHE404 (Fig. 6c).

The binding affinity of CYP19A1 (4GL7) for positive control (Letrozole) was − 6.771 kcal/mol. Letrozole 
exhibits hydrogen bonding with VAL373 and MET374 (Fig. 6d). Among bioactive, Quercetin exhibits the best 
docking score (-8.628 Kcal/mol) and hydrogen bonds ASP309, MET374, and LEU477 and a pi-pi bonding 
HEM600(Fig. 6e). Resveratrol (-7.089 Kcal/mol), Piperine (-5.878 Kcal/mol), and gallic acid (-5.516 Kcal/mol) 
also reflected a moderate binding affinity. Piperine has a hydrogen bond with GLN218, pi-cation bond with 
ARG192 and pi-pi Bonding with HIE480 and PHE221 (Fig. 6f).

Fig. 2. Network of marker compounds (herbal phytoconstituents) present in polyherbal formulation and their 
putative targets.
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The binding affinity of EGFR (4LRM) with positive control (Erlotinib) was − 6.285 Kcal/mol. In comparison, 
the binding affinity for bioactive was Quercetin (-8.629 Kcal/mol), Resveratrol (-7.772 Kcal/mol), Gallic acid 
(-6.501 Kcal/mol), and Piperine (-6.464 Kcal/mol). All ligands exhibit better docking scores than the positive 
control. Erlotinib has hydrogen bond interaction at MET796 and LYS745 (Fig. 6g). Quercetin has hydrogen 
bonds with MET796 and GLU762 (Fig. 6h). Gallic acid showed 2 converging hydrogen bonds with GLU762 
(Fig. 6i). With the highest interaction, Resveratrol exhibits 3 hydrogen bonding with MET796, THR793, and 
GLU762 (Fig. 6j).

The mutant variants of ESR1 and EGFR were also analyzed to identify the potential binding poses of the 
bioactive compounds using the protein subunits 4Q50 ESR1 (D538G) and 4I20 EGFR (L858R). Docking results 
revealed strong interactions between the bioactives and the target proteins, as indicated by their binding energies 
(Kcal/mol) presented in Table 5.

The binding affinity of Raloxifene core, the positive control, with the mutant ESR1 (D538G) was recorded at 
-10.116 Kcal/mol. In comparison, Gallic acid (-6.331 Kcal/mol), Piperine (-8.769 Kcal/mol), Quercetin (-6.894 
Kcal/mol), and Resveratrol (-8.149 Kcal/mol) also showed significant binding affinities. In terms of molecular 
interactions, Raloxifene core showed a hydrogen bond with GLU353 and a pi-pi bond with PHE404 (Fig. 7a). 
Gallic acid formed hydrogen bonds with GLU353, LEU387, and a pi-pi bond with PHE404 (Fig. 7b). Piperine 
and Quercetin exhibited hydrogen bonding with HIS524 and ACE532, respectively, while Resveratrol formed 
hydrogen bonds with LEU387 and GLU353, along with a pi-pi bond with PHE404 (Fig. 7c-e).

The binding affinity of mutant EGFR (L858R) with the positive control, Erlotinib, was found to be -4.456 Kcal/
mol. Notably, all the tested bioactives demonstrated superior docking scores compared to the positive control: 
Gallic acid (-5.177 Kcal/mol), Piperine (-4.673 Kcal/mol), Quercetin (-5.686 Kcal/mol), and Resveratrol (-5.915 
Kcal/mol). In terms of specific interactions, Erlotinib showed hydrogen bonding with CYS797 and LYS745. 
Gallic acid formed hydrogen bonds with ASP800 and CYS797, while Resveratrol showed hydrogen bonding 
with LYS745, MET793, and ASP800. Quercetin established hydrogen bonds with ASN842 and ASP800. Piperine 
exhibited a hydrogen bond with CYS797(Fig. 7f-j).

Fig. 3. Protein–protein interaction of putative targets of herbal phytoconstituents with an interaction score of 
0.9.
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Molecular dynamics
Molecular dynamics simulations were performed to analyze the protein-ligand complex behavior in explicit 
biological solutions. Such behavior is predicted using RMSD (root mean square deviation), ligand affinity, and 
non-bonding interaction in the protein-ligand complex.

The best dock score for CYP19A1 was Quercetin, hence CYP19A1-Quercetin complex was selected for 
Molecular docking simulation. Complex simulation was performed at a standard temperature (300  K) for a 
stipulated time of 100 nanoseconds. Protein was positively charged with total residue of 454. Initial protein 
RMSD fluctuation was nearly at 1 A. Ligand was stable between 2 and 2.7 A throughout the simulation period. 
Both the ligand and the protein were stable in a frame of 1–2.7 A. Complex interaction was stable throughout 
except at around the 50th ns frame. Here it deviates for more than 0.8  A. Figure  8a shows the significant 
interaction between the ligand and protein. A total of 25 contacts were noted as shown in Fig. 8b. The complex 
showed Hydrogen, Hydrophobic, and ionic bonds, having the highest interaction fraction of 1. Hydrogen bond 
was noted at ARG_115, ALA_306, THR_310 (39%), MET_374 (87%), SER_478. CYS 437 had interaction with 

Sr. no. Hub gene Profiled samples Mutation frequency (%)

1 ESR1 8087 7.30

2 EGFR 10,764 1.50

3 CYP19A1 1843 0.30

Table 3. Mutation frequency of key genes in breast cancer patients.

 

Fig. 4. (a) Bar graph showing the most significant phenotype for herbal phytoconstituents’ targets. (b) 
Network of annotations and genes associated with the gene targets’ phenotype. (c) KEGG Pathway enrichment 
analysis of BC genes targeted by herbal phytoconstituents. This graph was generated using ShinyGO 0.7624–28. 
(d) Gene Ontology analysis showing Molecular Function, Biological Process and Cellular Component of gene 
targets.
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Ferrous ions for 94% of the duration of the simulation. Protein SSE was 54.54% with 47.86% of alpha helix and 
6.68% of beta strands (Fig. 8c).

Complex EGFR-Quercetin expressed the best dock score and was further subjected to simulation at standard 
temperature (300 K) for 100 nanoseconds. The interaction had positively charged protein of 309 total residues. 
Initial protein RMSD fluctuation was nearly at 1  A. Protein was stable throughout the simulation time at 
2–2.5 A. Ligand was stable except at around 20–40 nanoseconds. Complex interaction was not found during 
this timeframe as shown in Fig. 8d. The complex had nearly 24 contacts as depicted in Fig. 8e. Complex shows 
H-bond and Hydrophobic bonds, having the highest interaction fraction around 1.6. H bond was seen at 
LYS_745, GLU_762 (75%), THR_793, GLN_794 (91%), MET_796 (98%), and ASP_858 (52%). Total protein 
secondary structures were 43.93%, with 28.54% alpha helix and 15.38% beta strands (Fig. 8f).

The ESR1-Piperine protein-ligand complex expressed the best dock score and was further subjected to 
simulation for 100 nanoseconds. Protein was negatively charged with 185 total residues. Initial protein RMSD 
fluctuation was nearly at 1 A. Both protein and ligand were unstable during this framework. Ligand RMSD 
fluctuated between 6 and 14 A. The complex had interaction twice during the 100 nanoseconds frame, at around 
20ns and 60-80ns (Fig. 8g). A total of 32 contacts was seen between the protein-ligand as shown in Fig. 8h 
Complex shows H-bond and Hydrophobic bonds, having the highest interaction fraction around 0.25. No ionic 
bonds were noted. Hydrogen bond was noted at GLY_344, THR_347, TRP_383, GLY_420, MET_421, NMA_525. 
None of the interactions occurred for more than 30.0% of the simulation time in the selected trajectory. Total 
protein secondary structures were 71.32%, with 69.82% alpha helix and 1.50% beta strands (Fig. 8i).

The highest docking score for mutant EGFR-L858R was observed with Resveratrol, making the EGFR 
(L858R)-Resveratrol complex the prime candidate for molecular docking simulation. The simulation was 
conducted at a standard temperature of 300 K over 100 nanoseconds. The protein, consisting of 289 residues, 
carried a positive charge. The initial RMSD fluctuation for the protein was around 1Å, while the ligand remained 
stable within a range of 1–2Å throughout the simulation. Both the ligand and protein exhibited stability between 
1-2.4Å. Notably, the complex interaction remained stable at the 10th and 70th nanosecond frames. As shown in 

Fig. 5. (a) Venn Diagram depicting the key genes identified among the putative targets of herbal 
phytoconstituents. (b) Identified Hub gene network of herbal phytoconstituents for different algorithms of 
CytoHubba. Survival Plot with high and low expression of (c) ESR1, (d) CYP19A1, (e) EGFR in BC patients 
from Human Protein Atlas online database. (f) Venn Diagram depicting mutation status of target genes in BC 
from cBioportal.

 

Scientific Reports |        (2024) 14:23795 10| https://doi.org/10.1038/s41598-024-75059-z

www.nature.com/scientificreports/

http://www.nature.com/scientificreports


Fig. 9a, significant interactions occurred between the ligand and protein, with a total of 19 contacts identified 
(Fig. 9b). The complex featured hydrogen, hydrophobic, and ionic bonds, with the highest interaction fraction 
being 1.4. Hydrogen bonds were observed at LYS_745 (55%), GLN_791 (76%), MET_793 (95%), and ASP_800 
(40%). The protein secondary structure elements (SSE) consisted of 48.20%, with 30.68% alpha helices and 
17.52% beta strands (Fig. 9c).

Similarly, the best docking score for mutant ESR1-D538G was achieved with Piperine, prompting molecular 
dynamics analysis of the ESR1-Piperine complex. The simulation, performed at 300 K for 100 nanoseconds. 
The protein, composed of 222 residues, was positively charged. The initial RMSD fluctuation for the protein 
was about 1Å, while the ligand remained stable between 4.8–5.6Å throughout the simulation. The complex 
interaction remained stable at various intervals, particularly at the 10th, 30th, and 70th nanosecond frames. As 
illustrated in Fig. 9d, significant interactions were observed between the ligand and protein, with 25 contacts 
noted (Fig. 9e). Hydrogen, hydrophobic, and ionic bonds were present, with the highest interaction fraction 
recorded at 0.7. Hydrogen bonds were observed at GLY_420, HIS_524 (74%), and SER_527. The protein SSE was 
67.65%, comprising 64.61% alpha helices and 3.04% beta strands (Fig. 9f).

MM/GBSA analysis highlights a good ligand-binding affinity
Prime MM/GBSA (Molecular Mechanics Generalized Born Surface Area), also referred to as Gibbs binding free 
energy, is a computational chemistry method widely used to estimate the binding free energy of small molecules 
with their target proteins. This approach combines molecular mechanics calculations with the Generalized 
Born model for solvation, incorporating a surface area term to account for nonpolar solvation effects within the 

Title Docking score (Kcal/mol)

4Q50 ESR1 (D538G)

 445920 (raloxifene core) control − 10.116

 370 (gallic acid) − 6.331

 638024 (piperine) − 8.769

 5280343 (quercetin) − 6.894

 445154 (resveratrol) − 8.149

4I20 EGFR (L858R)

 (Erlotinib) control − 4.456

 370 (gallic acid) − 5.177

 638024 (piperine) − 4.673

 5280343 (quercetin) − 5.686

 445154 (resveratrol) − 5.915

Table 5. Docking score of KC bioactive and mutant variants of key genes.

 

Title Docking score (Kcal/mol) Glide score Glide emodel

4GL7 (CYP19A1)

 3902 (letrozole) control − 6.771 − 6.771 − 54.377

 370 (gallic acid) − 5.516 − 5.516 − 35.99

 638024 (piperine) − 5.878 − 5.878 − 46.14

 5280343 (quercetin) − 8.628 − 8.66 − 57.336

 445154 (resveratrol) − 7.089 − 7.089 − 36.562

5T97 (ESR1)

 445920 (raloxifene core) control − 8.819 − 8.819 − 62.929

 370 (gallic acid) − 6.984 − 6.984 − 41.546

 638024 (piperine) − 8.288 − 8.288 − 53.924

 5280343 (quercetin) − 6.755 − 6.787 − 51.833

 445154 (resveratrol) − 7.95 − 7.95 − 52.161

4LRM (EGFR)

 (Erlotinib) control − 6.285 − 6.285 − 66.966

 370 (gallic acid) − 6.501 − 6.501 44.068

 638024 (piperine) − 6.464 − 6.464 49.904

 5280343 (quercetin) − 8.629 − 8.66 − 74.301

 445154 (resveratrol) − 7.772 − 7.772 − 56.457

Table 4. Docking score of KC bioactive and their predictive targets.
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protein binding site. By evaluating Gibbs binding free energy, Prime MM/GBSA provides critical insights into 
ligand-receptor interaction strength, helping identify promising candidates for drug design.

In this study, the binding energy analysis of molecular dynamics (MD) trajectories, taken at fixed intervals 
of 10 frames across 1000 frames for three complexes—EGFR-Quercetin (5280343), ESR1-Piperine (638024), 
and CYP19A1-Quercetin (5280343)—yielded the significant observations. The EGFR-Quercetin (5280343) 
complex exhibited the binding affinity fluctuations within a range of -67 kcal/mol at 14 ns to -45 kcal/mol at 
65 ns, with intermediate values oscillating between − 56 kcal/mol and − 52 kcal/mol throughout the 0-100 ns 
simulation frame (Fig. 10a). This indicates relatively stable binding interactions with moderate energy variations 
over time. In the ESR1-Piperine (638024) complex (Fig. 10b), the lowest binding energy was − 124 kcal/mol at 
10 ns, and the highest was − 72 kcal/mol at 72 ns. The average binding energy, represented by the best-fit line, 
fluctuated between − 111 kcal/mol and − 90 kcal/mol over the 0-100 ns frame, reflecting strong and consistent 
binding affinity, with significant energy fluctuations highlighting dynamic ligand-receptor interactions. For the 
CYP19A1-Quercetin (5280343) complex (Fig. 10c), the lowest binding energy observed was − 37 kcal/mol at 
20 ns, while the highest was − 9 kcal/mol at 71 ns. The energy varied between − 25 kcal/mol and − 20 kcal/mol 
throughout the 0-100 ns simulation, indicating a relatively weaker interaction compared to the other complexes.

Overall, the study reveals that all three ligands bind to their respective targets, with the ESR1-Piperine 
(638024) complex demonstrating the strongest and most stable binding affinity. The EGFR-Quercetin (5280343) 

Fig. 6. Docking results showing H-bonds and other interactions between protein-ligand complex of (a) ESR1-
resveratrol, (b) ESR1-gallic acid, (c) ESR1-raloxifene core, (d) CYP19A1-letrozole, (e) CYP19A1-quercetin, (f) 
CYP19A1-piperine, (g) EGFR-Erlotinib, (h) EGFR-quercetin, (i) EGFR-gallic acid, (j) EGFR-resveratrol.
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Fig. 7. Docking results showing H-bonds and other interactions between protein-ligand complex of (a) ESR1 
(D538G)-raloxifene core, (b) ESR1 (D538G)-gallic acid, (c) ESR1 (D538G)-piperine, (d) ESR1 (D538G)-
quercetin, (e) ESR1 (D538G)-resveratrol, (f) EGFR (L858R)-erlotinib, (g) EGFR(L858R)-gallic acid, (h) 
EGFR(L858R)-piperine, (i) EGFR(L858R)-resveratrol, (j) EGFR (L858R)-quercetin.
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complex also shows moderate stability, suggesting potential, though further refinement may be required for 
optimization.

Post molecular dynamics structural analysis of protein-ligand complex
An in-depth molecular dynamics trajectory analysis using principal component analysis (PCA) of the EGFR in 
complex with the ligand Quercetin (528034) has revealed key computational insights into this interaction. The 
study focused on the first two principal modes, which drive the collective motion of the protein-ligand complex 
during the molecular simulations. Pronounced anticorrelated fluctuations, particularly in the loop regions of the 
binding site residues, were observed, depicted by pink vectors in the image shown as Fig. 11a. These fluctuations 
suggest that Quercetin’s binding induces coordinated movements within the EGFR structure, which could be 
crucial for the receptor’s functional dynamics. The EGFR-Quercetin interaction exhibited remarkable stability, 
with restrained motion of EGFR in the presence of Quercetin, signaling a robust binding interaction. This stability 
was further supported by the free energy landscape (FEL) analysis, where the kernel distribution function served 
as the third dimension. The FEL plot revealed three distinct energy minima, representing stable conformational 
states of the EGFR-Quercetin complex (Fig. 11b). Importantly, the structural frames corresponding to these 
minima did not exhibit significant conformational changes, implying that the ligand binding interactions 
remained largely intact and were not disrupted by any major protein structural reconfigurations. Further analysis 
showed that the root mean square deviation (RMSD) of Quercetin in the EGFR-Quercetin (528034) complex 
ranged around 1.2 Å, with the radius of gyration (rGyr) spanning from 3.90 to 4.08 Å. The ligand’s torsion, 
corresponding to its six rotatable bonds, is shown in Fig.  11c. These results underscore Quercetin’s strong 
binding capability to EGFR across various energy states without inducing destabilizing structural alterations.

Previous studies utilizing principal component analysis (PCA) on protein-ligand molecular dynamics 
trajectories have provided valuable insights into the structural determinants that govern ligand-induced 
effects on molecular targets. This analysis identified significant alterations in binding site affinity, marked by 
pronounced vector variations within the binding site. These fluctuations are vividly illustrated in the protein’s 
secondary structure, with pink-highlighted vectors indicating the maximum fluctuations in the binding site 

Fig. 8. Molecular docking simulation results of (a) protein ligand RMSD, (b) protein ligand contacts and (c) 
protein secondary structure analysis of CYP19A1-Quercetin complex. RMSD, Protein Ligand Contacts and 
Protein secondary structure analysis of (d–f) EGFR-Quercetin and (g–i) ESR1-Piperine complex.
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(Fig. 11d). Furthermore, an energetic analysis of mode 1 versus mode 2 revealed three distinct energy minima, 
each carefully assessed for stability (Fig. 11e). In the ESR1-Piperine (638024) complex, the root mean square 
deviation (RMSD) ranged around 1.0 Å, while the radius of gyration (rGyr) extended between 4.75 and 5.25 
Å. The torsion of the ligand, corresponding to its four rotatable bonds, is displayed in Fig. 11f. Despite these 
structural fluctuations, non-bonding interactions remained consistent throughout the simulation, highlighting 
the sustained binding efficacy of the ligand molecules.

The collective motion of the CYP19A1-Quercetin (5280343) complex is visualized in Fig. 11g-i, where the 
protein vectors at the interaction site are oriented in a specific direction, indicating a stable interaction (Fig. 11g). 
The overall protein movement also follows a unidirectional pattern, reinforcing the stability of the complex. 
The free energy landscape (FEL) plot of the CYP19A1-Quercetin (5280343) complex reveals three local energy 
minima (Fig.  11h), reflecting a limited number of energetically favoured conformations, similar to those 
observed in the EGFR-Quercetin complex. The Quercetin within the CYP19A1-Quercetin (5280343) complex 
exhibits an RMSD range of 0.8 Å, a radius of gyration (rGyr) between 3.90 and 4.08 Å, and torsion data for its 
six rotatable bonds (Fig. 11i). These findings collectively support the stability of the ligand within the complex.

Discussion
BC is a global concern, associated with a maximum number of cancer-related deaths in females worldwide. 
Unfortunately, most cancer registries only record the incidence and mortality rate of cancer, but not the cancer 
relapse; hence, a clear picture of survivors and the ones with metastatic disease is still not available. Despite 
cornerstone BC treatment, late detection, therapy resistance, metastasis, and relapse are some of the significant 
hurdles in BC treatment4,5. Major emphasis needs to be put on multimodal treatment and novel drugs for the 
multidisciplinary management of this heterogeneous disease.

Currently, herbal medicines are gaining public interest, especially for the treatment of chronic and lifestyle 
disorders. According to the World Health Organization (WHO), 88% of all countries rely on traditional medicine, 
including herbal medicines, acupuncture, yoga, indigenous therapies, and others for primary health care48. 
Herbal formulations are under evaluation to treat different cancers including breast using modern technologies 
and have shown positive results as therapeutic agents49. Withania somnifera, Butea monosperma, Eclipta alba, 
Piper nigrum, Vernonia cinerea, Curcuma longa, etc. are among the explored herbs for the treatment of BC50–54.

In this study, we used the marker compounds of a polyherbal formulation from Indian Traditional Medicine, 
which has not yet been reported as an anticancer drug but possesses anti-oxidant and anti-inflammatory activity; 
nevertheless, the individual herbs (dried fruits of Piper longum, Vitis vinifera, and Scindapsus Officinalis, whole 

Fig. 9. Molecular docking simulation results of (a) protein ligand RMSD (b) protein ligand contacts and (c) 
protein secondary structure analysis of EGFR (L858R)-Resveratrol complex. RMSD, Protein Ligand Contacts 
and Protein secondary structure analysis of (d-f) ESR1(D538G)-Piperine complex.
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plant parts of Fagonia cretica, and galls of Pistacia integerrima) of this formulation are known to possess anti-
cancer activity17. Piperine, the active component of Piper longum is known to induce apoptosis via increasing 
caspase 3 activity, upregulating Bax expression and downregulating Bcl-2 expression; reduce proliferation 
through the reduction in cyclin B1 expression and cell cycle arrest in the G2/M phase; reduce cell migration, 
and inhibit the expression of MMPb-9 and MMP-13 in BC cells55,56. Subcritical water extract and dried extract 
of vine shoots (Vitis vinifera) after pruning, rich in trans-resveratrol; showed preferential high cytotoxic effects 
on malignant cell lines compared to non-malignant cells in culture. Also, these extracts are reported to induce 
apoptosis in BC cells and necrosis (possibly ferroptosis) in cervical cancer cells and lead to the activation of NF-
kB (p65 translocation)57. Entelo (Vitis vinifera Seed Extract) is reported to inhibit the MEK/ERK and PI3K/AKT 
signaling pathway and downregulate the expression of Interleukin-1 alpha, suppressing the lung metastasis of 
Triple-negative BC cells58. The ethyl acetate and methanol extract of the fruits of Scindapsus officinalis is reported 
to show the antitumor effect by increasing the mean survival time (MST) lifespan, reducing the solid tumor 
volume, and reversing the altered hematological parameters almost equal to normal in mice model and inducing 
cytotoxicity and anti-oxidant effect on human cancer cell lines59. Fagonia cretica (aqueous extract) is known to 
induce DNA damage and p53-associated G0/G1 phase cell cycle arrest, and FOXO3a-mediated apoptosis in 
BC cells60. The crude extract from Pistacia integerrima is reported to induce cytotoxicity in MCF-7 cells. Also, 
the compounds extracted from its chloroform extract including β-sitosterol were found to exhibit significant 
dose-dependent MDR reversing effect in cancer cells; supported by molecular docking study indicating their 
interaction with P-glycoprotein (P-gp)61,62.

Since very few reports are available on marker compounds of Krishnadi Churna, we explored the potential 
of these herbal phytoconstituents in targeting BC using in silico approaches and proposed the marker 
phytoconstituents with immense potential to be developed as phytopharmaceuticals. Prediction of gene targets 

Fig. 10. MM/GBSA analysis of (a) EGFR-Quercetin (b) ESR1-Piperine and (c) CYP19A1-Quercetin complex.
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of polyherbal maker compound - gallic acid, piperine, quercetin, resveratrol, and beta-sitosterol was done using 
in silico analysis. Collectively, 135 targets were predicted for the marker compounds, and most of them showed 
the phenotype either for mammary and prostate cancer or Alzheimer’s disease. Interestingly, KEGG pathway 
enrichment analysis also showed Pathways in cancer, NF-kappa B signaling pathway, Ras signaling pathway, 
MAPK signaling pathway, and PI3K-Akt signaling pathway as the highly enriched pathway. To be noted, all 
these are crucial pathways of BC progression37,38,40–42.

Fig. 11. Post molecular dynamics structural analysis of protein-ligand complex depicting (a) EGFR-Quercetin 
Protein Vectors, (b) EGFR-Quercetin PCA1 vs. PCA2 analysis, (c) EGFR-Quercetin heatmap representing 
RMSD, (d) ESR1-Piperine Protein Vectors, (e) ESR1-Piperine PCA1 vs. PCA2 analysis, (f) ESR1-Piperine 
heatmap representing RMSD, (g) CYP19A1-Quercetin Protein Vectors, (h) CYP19A1-Quercetin PCA1 vs. 
PCA2 analysis, (i) CYP19A1-Quercetin heatmap representing RMSD.
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The current BC therapy is complex due to the molecular heterogeneity of the cancer. ER-positive tumors 
are mostly treated with endocrine therapy and a targeted approach is used for metastatic BC, such as CDK4 
and CDK6 inhibitors, PI3K inhibitors, PARP inhibitors, and anti-PD-L1 immunotherapy63–65. Strikingly, the 
putative targets of these marker compounds also include ESR1, CDK6, PIK3CG, and PARP1 which suggests 
the substantial potential of this herbal formulation to target multiple molecular markers of BC and reduce the 
burden of multiple drugs.

Interestingly, in this study, ESR1, CYP19A1, and EGFR were identified as the key genes of polyherbal 
biomarkers, where ESR1, encodes an estrogen receptor and ligand-activated transcription factor. About 70% 
of breast cancers are ER-positive and are majorly targeted by Endocrine therapy (ET). However, the cancer 
relapses or progresses to the incurable metastatic stage in more than half of the patients either due to loss of ER 
expression, ER crosstalk with growth factor receptors, or acquisition of ESR1 mutations43. CYP19A1, also called 
aromatase, is involved in catalyzing the last steps of estrogen biosynthesis; associated with major regulatory 
events for intratumoral production of estrogens in breast malignant tissues hence been studied as a prognostic 
marker of breast cancer44,66. EGFR also known as ErbB1 and HER1, belongs to the family of most notable 
cancer molecular targets identified to date. EGFR overexpression is seen in almost half of the triple-negative 
breast cancer (TNBC) and inflammatory breast cancer (IBC) cases and is associated with large tumor size, poor 
differentiation, and poor clinical outcomes45,46.

Additionally, cBioportal was explored and out of 135 putative targets identified, 134 were found to be prone 
to a mutation in BC patients, where 7.3% mutation frequency was observed for ESR1, 1.5% for EGFR, and 0.30% 
for CYP19A1. Also, the tendency of mutations to co-occur was observed for ESR1-EGFR (pvalue = 0.041), 
ESR1-CYP19A1 (pvalue = 0.155), and most significantly for EGFR-CYP19A1 (pvalue = 0.007)19,20. All these 
results implicate the important role of putative targets of marker compounds present in Krishnadi Churna in BC.

Molecular docking of ESR1 with piperine demonstrated higher affinity compared to the positive control 
(raloxifene core), with interactions similar to those of raloxifene, which bonded with GLU353, ARG394, and 
PHE504. Bioactives showed similar molecular interactions with these amino acids as of positive control. Mutant 
ESR1 was also targeted through similar interactions. The docking score for EGFR with all the bioactives was 
higher than that of the positive control (erlotinib), with MET796 being a common interaction site for both 
bioactives and erlotinib. In mutant EGFR, while different molecular interactions formed, bioactives covered key 
interactions made by mutant-EGFR-erlotinib, including CYS797 and LYS745. Additionally, CYP19A1-letrozole’s 
docking score was surpassed by quercetin and resveratrol, with the bioactives mimicking all interactions except 
VAL373. The shared molecular interactions between the positive control and bioactives suggest a higher 
prediction of biological activity for the bioactives.

While the chemical nature of the other constituents in Krishnadi Churna remains unreported, it is recognized 
that even minor components can substantially impact biological activity through synergistic or opposing 
effects. Therefore, a future study is warranted to evaluate the comprehensive multitarget biological activity of 
Krishnadi Churna. Our study has shown a good chance of effective pharmacotherapeutic targeting of breast 
cancer; however, the drug concentration, absorption, distribution, metabolism and excretion play an important 
role in both in-vitro and in vivo studies, therefore a wet lab validation of the obtained data is warranted. 
Secondly, our research results cannot explain which chemical component from Krishnadi Churna exerts the 
most significant anti-BC effect. Finally, the molecular mechanism of these five marker compounds individually, 
in combination, or as a complete formulation in breast cancer cells still needs more clinical and experimental 
verification. Nevertheless, we have shown that the herbal phytoconstituents discussed in this study have the 
potential to modulate key molecular markers of BC, supported by Molecular Docking and Dynamics studies 
including MM-GBSA analysis and post Molecular Dynamics Structural Analysis of Protein-Ligand Complex; 
where phytoconstituents showed a similar or better docking score compared to positive controls of targets and 
good protein-ligand interactions under the explicit biological environment of Molecular Dynamic simulations.

Conclusion
Herbal phytoconstituents have the predictive potential to target BC genes. We hence postulate that herbal 
phytoconstituents should be explored more to design a better and more efficient treatment to curb BC growth.
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All the data generated have been submitted with this manuscript.
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