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A B S T R A C T   

Purpose: Non-small-cell lung cancer (NSCLC) is a major public health concern with a high inci-
dence worldwide. Coal-derived fulvic acids (FAs) contain functional groups in their chemical 
structures. Overexpression of cyclooxygenases-2 (COX-2), prostaglandin E2 (PGE2), and the PGE2 
receptor EP4 subtype (EP4) can have a potential link with the increased tumor incidence and 
promoted tumor growth and metastasis in NSCLC. This study aimed to assess the biological roles 
of coal-derived FAs in the growth and development of NSCLC and to elucidate the underlying 
molecular mechanisms. 
Methods: A web-based tool for predicting small-molecule pharmacokinetics (pkCSM) was used to 
analyze the absorption, distribution, metabolism, excretion, and toxicity (ADMET) properties of 
FAs. Molecular docking and dynamic simulations were performed to analyze the binding affinities 
of COX-2 and EP4 to FA. An acute toxicity test and an antitumor study were used to analyze the 
toxicity and anti-NSCLC effects of FAs. Thirty NSCLC-bearing nude mice were randomly divided 
into five groups (six mice per group): vehicle control, positive control with 20 mg/kg body weight 
(BW) 5-fluorouracil, and three treatments with 25, 50, and 100 mg/kg BW FAs. The BW and 
tumor volume were recorded, and the COX-2, PGE2, and EP4 protein expression were measured 
and analyzed. 
Results: Using the predictive pkCSM algorithm, we found that FA did not cause developmental 
toxicity. Molecular simulations revealed that COX-2 and EP4 expression was inhibited by FA. An 
acute toxicity test conformed that the maximum tolerated FAs dose was >3.0 g/kg BW. The 
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animal study demonstrated that FA treatment significantly downregulated the expression of COX- 
2, PGE2, and EP4 in NSCLC-bearing mice compared to that in vehicle control mice (p < 0.01). 
Conclusions: Natural FAs may exert anti-NSCLC effects through the COX-2/PGE2/EP4 axis.   

1. Introduction 

Lung cancer is one of the most prevalent malignant tumors and has become a significant global public health issue. Lung cancer is 
the most common cancer type in the USA and China. Based on the statistical data of the American Cancer Society, which shows that 
lung and bronchial cancer fatalities account for 21% of all cancer deaths, >350 individuals die from lung cancer daily [1]. Lung cancer 
deaths affect approximately 29.7% of men and 22.9% of women, as reported by the National Cancer Center of China; therefore, it is 
expected that more people will die from the disease in the future [2]. 

Non-small-cell lung cancer (NSCLC) and small cell lung cancer are the two main subtypes of lung cancer, with NSCLC accounting 
for approximately 80%–85% of all cases [3]. Lung cancer should be treated using a strategy that combines multidisciplinary and 
customized treatments. A planned and logical approach to the use of surgery, radiation, chemotherapy, molecular targeted therapy, 
and immunotherapy will extend patient survival and enhance quality of life. Chemotherapy, molecular targeted therapy, and 
immunotherapy are types of drug treatments used against lung cancer [4]. Chemotherapy should consider the disease stage, physical 
status, adverse reactions, and quality of life of the patient, and providing excessive or insufficient care should be avoided. Gene 
mutation status must be determined for molecular targeted therapy to guide targeted therapy based on the molecular type. In recent 
years, it has been demonstrated that immunotherapy in the form of immune checkpoint inhibitors improves the survival rate of pa-
tients with lung cancer [5]. Lung cancer therapy has several drawbacks owing to the complexity of tumors, unfavorable medication 
reactions, drug resistance, and patient variances. Over the past 10 years, the United States Food and Drug Administration (FDA) has 
approved approximately 20 new targeted medicines, but further innovative agents still require evaluation [6]. Therefore, it is 
necessary to identify additional disease targets and develop novel therapeutic drugs. 

Cyclooxygenase-2 (COX-2) expression is negligible in most normal cells and can be upregulated and overexpressed in cells only in 
inflammatory or tumorigenic environments [7,8]. COX-2 is a crucial enzyme involved in the production of prostaglandins and is 
significantly expressed in a range of malignant tumors and precancerous lesions [9–11]. Its metabolites are processed by several 
downstream prostaglandin synthetases to produce various bioactive prostaglandins such as prostaglandin E2 (PGE2). COX-2 and PGE2 
are important in chronic inflammatory diseases and can enhance the incidence of tumors as well as their growth and metastasis [12]. 
The immunosuppressive network in the pathogenesis of NSCLC, including tumor proliferation, invasion, angiogenesis, and resistance 
to apoptosis, is driven by high expression levels of COX-2 and its product PGE2 [13,14]. In human NSCLC cells, PGE2 enhances tumor 
progression by promoting cancer cell proliferation and invasion, and by producing a microenvironment that supports tumor growth 
[15]. Previous studies have shown that mitogens, cytokines, and tumor promoters can enhance the expression of the COX-2 isoform in 
lung adenocarcinomas, and COX-2/PGE2 overexpression has been linked to NSCLC [14–16]. Therefore, decreased COX-2 expression 
may be able to treat NSCLC. 

PGE2 binds to different prostaglandin E2 receptors to activate specific downstream signaling pathways, including the β-catenin, 
PKA, NF-κB, and PI3K/AKT pathways, which are all crucial for the biological and pathological behavior of the tumor. PGE2 receptors 
contain G protein-coupled receptors on the cell surface, known as prostaglandin E (EP) receptors; four different receptors have been 
identified and designated as EP1, EP2, EP3, and EP4 [12]. Compared with other EP receptors, the function of EP4 receptors in ma-
lignancies is better understood. EP4, a high-affinity EP receptor, is hypothesized to function as a pro-cancer mediator in several 
malignancies owing to its high expression. EP4 receptor signaling is particularly important for tumor angiogenesis, proliferation, and 
migration [17]. The various biological functions of EP4 in the development of cancer are connected to distinct signaling pathways that 
EP4 may activate [17,18]. An in vivo study reported that the suppression of EP4 in a mouse model prevented oral cancer cells from 
spreading to the lungs [19]. However, cell studies have shown that reduced EP4 protein levels limit the proliferation of NSCLC cells 
[20,21]. Moreover, selective EP4 antagonists, which block signaling pathways mediated by the EP4 receptor, may be effective cancer 
treatments [20,22]. 

Therefore, it appears that the COX-2/PGE2/EP4 signaling pathway is essential for the growth of malignancies, and it may be 
beneficial to develop drugs that block this axis [23,24]. 

Humic acids (HAs) are weak macromolecular organic acid mixtures that occur naturally due to a complex series of geochemical and 
biological processes involving dead animal and plant remains [25]. Quinones, phenols, and carboxylic acids are some of the functional 
groups found in the chemical structures of HAs, and they have indeterminate compositions that change depending on the source and 
method of production [26]. In the “Compendium of Materia Medica” of Li Shizhen, which was originally written during the Ming 
Dynasty, wujinshi was identified as a traditional Chinese medication, and HAs were principally responsible for its pharmacological 
effects [27]. Wujinshi was historically used to heal knife wounds, promote the elimination of gold, silver, and coins from the abdomen, 
treat menstrual disorders, and relieve postpartum abdominal pain, based on the records of the “Compendium of Materia Medica”. HAs 
can be used to accelerate wound healing [28,29] and function as antiviral agents [30]. Fulvic acids (FAs), one of the three HAs 
fractions, differ from black HAs and hymatomelanic acids in that they have a smaller molecular weight, greater solubility, and greater 
biological activity [31]. FAs are primarily derived from weathered coal, peat, and young lignite. Because of their strong water solu-
bility and ability to be easily absorbed by organisms, FAs are typically used in mixtures. FAs are thought to be a potentially risk-free 
natural active component of HAs and appear a good candidate to be further explored as a functional excipient [32,33]. However, the 
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chemical compositions of FA are not yet fully understood. Currently, a proven unit in the FA component is a substance with the 
molecular formula C14H12O8; its structure can be retrieved from the PubChem database (https://pubchem.ncbi.nlm.nih.gov, PubChem 
CID:5359407). 

In vitro cell studies have revealed that FAs have antitumor capabilities [34,35]. However, reports on the in vivo anticancer effects 
of FAs are scarce. Molecular docking was used to mimic the binding of FA to the target protein before starting the animal study re-
ported here. Drug design using molecular docking is based on the properties of the receptors and their interactions with medicinal 
molecules. This technique primarily uses theoretical modeling to examine how molecules (such as ligands and receptors) interact and 
predict their binding affinities. Similar to the molecular docking method, a previous study investigating naphthoquinone derivatives as 
potential anticancer candidates found that compound 16 interacted with COX-2 at the arachidonic acid site [36]. As a result, this study 
began with a molecular docking simulation of FA with COX-2 and EP4 and then designed an in vivo study for validation. 

This study aimed to assess the biological roles of coal-derived FAs in the growth and development of NSCLC and to elucidate the 
underlying molecular mechanisms. 

2. Materials and methods 

2.1. Absorption, distribution, metabolism, excretion, and toxicity (ADMET) prediction 

The ADMET approach is essential for drug development and screening. In addition to effectively resolving the issue of species 
differences, the evaluation of ADMET properties in the early stages of drug development can significantly increase the success rate of 
drug research and development, lower the cost of drug development, and decrease the occurrence of drug toxicity and side effects. The 
two-dimensional (2D) structure/SMILES of the FA molecules were obtained from the PubChem database. To calculate the ADMET 
properties of FA, the web-based tool for predicting small-molecule pharmacokinetics pkCSM (http://biosig.unimelb.edu.au/pkcsm/ 
prediction) was used. This machine-learning platform uses graph-based signatures to build predictive models of key ADMET prop-
erties for drug development [37]. It consists of 28 regression and classification models tested and trained on various experimental 
datasets, including a wide range of ADMET descriptors. The 2D structure/SMILES of FA was used as the keyword to be retrieved from 
pkCSM. 

2.2. Molecular docking and molecular dynamics simulations 

COX-2 and EP4 protein structure files were retrieved from the Protein Crystal Database protein data bank (PDB; http://www.pdb. 
org/). FA was selected as the ligand, and COX-2 and EP4 were selected as receptors. Celecoxib is a non-steroidal anti-inflammatory 
drug (NSAID) that selectively inhibits COX-2, and grapiprant is an orally bioavailable EP4 antagonist. The molecular structures of 
PGE2, celecoxib, and grapiprant with known functions, were obtained from PubChem. They were used as controls to determine the 
extent to which FA bound to the two proteins. Molecular docking and binding affinity calculations were completed using AutoDock 
Vina software (version 1.2.0) [38]. 

The drug small molecule docked by the Vina calculation was inserted into the macromolecule file after opening the protein 
macromolecule in BIOVIA Discovery Studio (version 4.5, Dassault Systèmes, France) program. To create a receptor-ligand complex, we 
selected the drug small-molecule chain and drag it into the protein macromolecule. Subsequently, a standard dynamic cascade was 
performed. A cubic simulation box was used to contain the ligand-receptor complex solvated with explicit periodic boundary con-
straints. The counterion of the simulation was set at a salt concentration of 0.145 NaCl, and the CHARMM force field was then applied 
to the system. 

The system was subjected to the following simulation protocols: 1000-step minimization through steepest descent and conjugate 
gradient, 20-ps ensemble equilibration simulations at a temperature of 300 K, and 200-ps production simulation at a temperature and 
pressure that were both normal. The time step of the simulation system was set to 2.0 fs. A trajectory was calculated for the root mean 
square deviation (RMSD), root mean square fluctuation (RMSF), and potential energy using celecoxib/grapiprant/PGE2 settings as 
references. 

2.3. FA preparation and characterization 

FAs (No. HFS-ZCF341) was obtained from the Humic Acid Engineering and Technology Research Center of Shanxi Province and 
was extracted from Inner Mongolian lignite using the hydrogen peroxide method. The mineral FA content was determined according to 
the national standard of the People’s Republic of China (GB/T 34765-2017). The FAs content was >90%, and the heavy metal content 
was ≤50 mg/kg. FA (0.5g) was added to 1 L of purified water and diluted to 50 mg/L for subsequent experiments. 

2.3.1. Ultimate analysis and ultraviolet–visible (UV–Vis) spectrum 
The concentrations of C, H, O, N, and S in the FAs were examined, and the molar ratio of each atom was calculated using an 

elemental analyzer (vario EL cube, Elementar, Germany). The FA sample was placed in a sample cell made of fused quartz glass with an 
optical path length of 10 mm and used to evaluate the absorbance of the sample using a UV–Vis spectrophotometer (TU-1902, Puxi 
General Instrument Co., Ltd., Beijing) at 20–25 ◦C. Deionized water was used as the blank control, and the wavelengths were set at 
A465 and A665 nm (for E4 and E6, respectively). Absorption values were measured to determine the E4/E6 ratio. 
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2.3.2. Fluorescence spectrum 
The FA sample was transferred into a 1 cm cuvette, and the fluorescence spectrum was scanned using a Cary Eclipse fluorescence 

spectrophotometer (VARIAN Company, USA). The emission spectrum was repeatedly scanned using various excitation wavelengths 
and the excitation spectrum was scanned using the emission wavelength that produced the highest intensity. The fluorescence peak 
was identified as the group with the highest excitation and emission intensities and matching. The fundamental functional criteria 
were as follows: Xenon flash lamp, photomultiplier tube (PMT) voltage of 600 V, excitation and emission slits of 5 nm, scanning speed 
of 600 nm/min, average time of 0.1000 s, and a data interval of 1.0000 nm. 

2.4. Laboratory animals 

Animal studies include acute FA toxicity tests and antitumor studies. Forty specific pathogen-free (SPF) Institute of Cancer Research 
(ICR) mice (20 males and 20 females) were used for the acute toxicity test. Thirty BALB/c nude mice (all male) were used for the in vivo 
antitumor study. Mice were obtained from Charles River (Beijing) Co., Ltd. and reared in a barrier environment. All procedures were 
conducted in accordance with the National Research Council’s Guide for the Care and Use of Laboratory Animals and were approved 
by the Laboratory Animal Ethics and Welfare Committee of Shanxi Bethune Hospital at the Shanxi Academy of Medical Science 
(SBQDL-2022-067). 

2.5. Acute toxicity test 

Forty ICR mice were fasted for 16 h with free access to water and randomly divided into control (purified water) and FA groups 
based on their body weight (BW), with 20 mice in each group (10 males and 10 females). The maximum dosage method was adopted, 
and the FA group was given FA by gavage with a drug concentration of 0.10 g/mL and a drug volume of 3 mL/100 g. Equal volumes of 
purified water were administered to the control group. The toxic reactions and death of the animals after administration for 14 d were 
observed and recorded. Animals were weighed before administration and 1, 3, 8, and 14 d after administration, and animal feed 
consumption was determined at 3 and 10 d after administration. 

Toxicity symptoms and death of the animals were observed after administration. All animals were observed twice daily (in the 
morning and afternoon) for the first 3 d after administration and once daily in the morning for the next 11 d, for a total of 14 d. The 
toxicity symptoms of the animals, including the starting time, severity, and duration, as well as death of animals, were recorded. 
Animals that died during the study, as well as all animals that had been anesthetized with pentobarbital sodium at the end of the study, 
were subjected to gross autopsies. Major organs and tissues, including the heart, liver, spleen, lung, kidney, gastrointestinal system, 
were examined. 

2.6. Antitumor study 

2.6.1. Establishment of a tumor-bearing nude mouse model 
Cell culture conditions were as follows: Human NSCLC A549 cells were obtained from the Cell Bank of the Chinese Academy of 

Sciences (Shanghai, China). The cells were maintained in F12–K (Gibco, US) medium supplemented with 10% fetal bovine serum (FBS; 
Gibco, US) and 1% penicillin-streptomycin (Gibco, US) at 37 ◦C in a humidified incubator with 5% CO2. The medium was changed 
every other day, and the cells were passaged at a ratio of 1:3 every 3 d. When the cells grew adherently and reached 95% of the bottom 
of the flask, the culture medium was discarded, and the cells were harvested after segregating with 0.25% trypsin (Gibco, US). 

The A549 cells were washed with normal saline before being diluted to obtain a cell suspension of 1 × 107 cells/mL. Cells (0.2 mL) 
were inoculated subcutaneously into the middle of the axilla of each nude mouse, and the number of inoculated tumor cells was 2 ×
106. After inoculation, the animals were raised in a barrier environment and the tumor volume was measured every 3–4 d. When the 
tumor volume of the animals reached approximately 100 mm3, they were randomly divided into five groups for follow-up experiments. 

2.6.2. Organization and grouping 
FA (0.5g) was added to 50 mL of purified water to prepare a 1% solution (10 mg/mL) and diluted to prepare 5 mg/mL and 2.5 mg/ 

mL FA solutions. 
Thirty A549-bearing nude mice were established and randomly divided into five groups (six mice per group): vehicle group 

(purified water), FA25 group (FAs = 25 mg/kg BW), FA50 group (FAs = 50 mg/kg BW), FA100 group (FAs = 100 mg/kg BW); and 
positive group (5-fluorouracil (Sigma; St. Louis, MO, USA) = 20 mg/kg BW). On the day of grouping, the vehicle and FAs groups were 
all administered through gavage, with a dose of 0.1 mL/10 g BW administered once daily for 4 weeks. Mice in the positive group were 
intraperitoneally injected with 5-fluorouracil twice weekly. 

2.6.3. Effect of FA on BW and tumor growth 
Throughout the investigation, weekly measurements and BW of the animals were recorded. Tumor volumes were measured twice 

weekly. Tumor diameter was measured using a Vernier caliper. The maximum perpendicular diameter was recorded as a, and the 
minimum perpendicular diameter was recorded as b. The tumor volume was calculated as v = 0.5a× b2, where a and b are the 
maximum and minimum diameters, respectively [39]. Pentobarbital sodium was used to induce anesthesia in all animals at the end of 
the study and blood was drawn from the eye sockets. The mice were sacrificed through cervical dislocation. Tumors were excised, 
weighed, volumetrically measured, and analyzed. 
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2.6.4. Protein expression of the COX-2/PGE2/EP4 axis 
Blood samples were collected and placed in clean ethylenediaminetetraacetic acid (EDTA) anticoagulation tubes. After centrifu-

gation at 3000g for 5 min, the serum supernatant was collected. The serum PGE2 levels in each group were estimated using an enzyme- 
linked immunosorbent assay (ELISA) kit from Labsystems Multiskan MS Type 352 Microplate Reader (Finland). The Mouse PGE2 
ELISA kit was purchased from Andygene (Guangdong, China). 

Radioimmunoprecipitation assay buffer (RIPA; Servicebio, China) was used to lyse the tumor tissue for total protein extraction. The 
homogenates were then centrifuged at 12000 g for 20 min at 4 ◦C, and the supernatants were preserved as protein samples at − 80 ◦C 
until further use. The protein concentration was determined using a bicinchoninic acid (BCA) protein assay kit (Servicebio, China). The 
samples were subjected to 10% sodium dodecyl sulfate-polyacrylamide gel electrophoresis (SDS-PAGE; Servicebio, China) and then 
transferred to polyvinylidene fluoride (PVDF) membranes (Servicebio, China). The membranes were blocked in 5% nonfat milk 
(Servicebio, China) in Tris Buffered Saline with Tween 20 (TBST; Servicebio, China) for 1 h at room temperature and incubated with 
the primary antibodies against COX-2 (Servicebio, China), EP4 (Cohesion, UK), and β-Actin (Servicebio, China) overnight at 4 ◦C. 
Membranes were washed thrice with TBST after overnight incubation and then incubated with a goat anti-rabbit horseradish 
peroxidase (HRP)-conjugated secondary antibody (Servicebio, China) at room temperature for 1 h. The protein density was measured 
using a ChemiScope Imaging System (6100; Clinx, China). Western blots (WB) were quantified using ImageJ software (1.53t; NIH, 
Bethesda, MD, USA). 

2.7. Statistical analysis 

SPSS statistics software (version 26, IBM Corp., USA) was used for statistical analysis and drawing. In the acute toxicity test, the 
results of measured BW and feed consumption data were expressed as the mean value ± standard deviation (SD), and a paired t-test 
was conducted. The results of weight gain, and tumor volume in an antitumor study were expressed as the mean value ± SD (x± s). 
One-way analysis of variance (ANOVA) test followed by post hoc Student-Newman-Keuls (SNK) multiple comparisons test was used to 
compare the differences among groups, with statistical significance set at p < 0.05. 

3. Results 

3.1. ADMET prediction 

pkCSM is a web-based tool used to analyze the pharmacokinetic properties of a selected compound. Based on the predictive pkCSM 
algorithm, FA did not cause developmental toxicity (Table 1). 

3.2. Analysis of receptor-ligand binding 

The interactions of COX-2 and EP4 with the appropriate active substances were determined using AutoDock Vina. The free binding 
affinities of the proteins to the active substances are shown in Table 2. Both hydrogen bonds and van der Waals forces play a role in the 
binding affinity. Hydrogen bond formation is facilitated by the functional groups of FAs with the oxygen, hydroxyl, carbonyl, and 
carboxyl groups. Carbonyl groups and oxygen-containing rings can accept hydrogen, whereas hydroxyl groups can only offer 
hydrogen. The results showed that FA could interact with COX-2 and EP4 through hydrogen bonds, π-related interactions, and other 
interactions. The binding affinities were slightly weaker than those of the control compounds, suggesting that FA may have a more 
reversible ability and fewer adverse effects. 

Table 1 
ADMET (Absorption, Distribution, Metabolism, Excretion, and Toxicity) properties of fulvic acid (FA) predicted by pkCSM.  

Property Model name Predicted value Interpretation 

Absorption Intestinal absorption 
(human) 

48.397% 
Absorbed 

<30% is considered to be poorly absorbed. 

Skin Permeability − 2.735 log Kp logKp > − 2.5 is considered to have a relatively low skin permeability 
Distribution VDss (human) 0.039 log L/kg It is considered low if < 0.71 L/kg (log VDss < − 0.15) and high if > 2.81 L/kg (log VDss >0.45) 

BBB permeability − 1.149 A logBB >0.3 considered to readily cross the blood-brain barrier, whereas molecules with logBB 
< − 1 are poorly distributed to the brain 

Metabolism CYP2D6 substrate No Noninhibitor of cytochrome P450 
Excretion Total Clearance 0.501 log mL/ 

min/kg 
– 

Renal OCT2 substrate No Not likely to be an OCT2 substrate 
Toxicity Hepatotoxicity No – 

Skin Sensitisation No – 
hERG I and II Inhibitors No Not likely to be a hERG I/II inhibitor 
MTD (human) 0.802 log mg/kg/ 

d 
A MTD of ≤0.477 log (mg/kg/day) is considered low, and high if > 0.477 log (mg/kg/d). 

VDss, volume of distribution; BBB, blood-brain barrier; BB, blood-brain; CYP2D6, cytochrome P450 family 2 subfamily D member 6; OCT2, organic 
cation transporter 2; hERG, human ether-a-go-go related gene; MTD, maximum tolerated dose. 
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Celecoxib was an inhibitor of COX-2 with a binding affinity of − 9.160 kcal/mol. The binding affinity of FA to COX-2 was slightly 
weaker than that of celecoxib to COX-2 (− 8.41 kcal/mol). Both celecoxib and FA established conventional hydrogen bonds with 
specific Tyr385 residues and interacted with Gln203 and Trp387 residues through molecular forces, such as hydrogen bonds and 
hydrophobic interactions (Fig. 1A and B). 

EP4 was inhibited by grapiprant, with a binding affinity of − 9.353 kcal/mol, and PGE2 was agonistic to EP4, with a binding affinity 
of − 7.813 kcal/mol. FA had a binding affinity of − 7.553 kcal/mol to EP4, which was slightly weaker than the binding affinity of 
grapiprant or PGE2 to EP4. The Ser319 and Arg106 residues of EP4 formed conventional hydrogen bonds with FA or the inhibitor 
grapiprant as well as a carbon-hydrogen bond with the Thr69 residues. PGE2, an agonist, formed hydrogen bonds with EP4 residues 
Pro24 and Cys170, as well as carbon-hydrogen bonds with Ser95 and Trp169 (Fig. 2A–C). Compared to grapiprant and FA, the binding 

Table 2 
Molecular docking information.  

Compounds Binding Affinity (kcal/mol) 

COX-2 (PDB ID:5F1A) EP4 (PDB ID:5YWY) 

Fulvic acid (PubChem CID:5359407) − 8.411 − 7.553 
Grapiprant (PubChem CID:11677589) – − 9.354 
PGE2 (PubChem CID:5280360) – − 7.813 
Celecoxib (PubChem CID:2662) − 9.160 – 
5-fluorouracil (PubChem CID:3385) − 5.778a − 5.135a  

a It is possible that the predicted binding site is inconsistent with the actual binding pocket, and that the calculated binding 
affinity is too weak to be reliable. 

Fig. 1. Schematic representation of the molecular docking models of cyclooxygenase-2 (COX-2) binding with fulvic acid (FA) (A) and celecoxib 
(control, an inhibitor of COX-2) (B). 
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Fig. 2. Schematic representation of the molecular docking models of prostaglandin E2 (PGE2) receptor EP4 subtype (EP4) binding with FA (A), 
PGE2 (control, an agonist of EP4) (B), and grapiprant (control, an inhibitor of EP4) (C), respectively. 
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sites of these amino acid residues on PGE2 differed. 
Molecular docking revealed that 5-fluorouracil had poor binding energy to COX-2 and EP4, and that its binding site was different 

from how these two proteins interacted with natural ligands; the simulation results of 5-fluorouracil binding to these two proteins were 
unreliable (Table 2 and Fig. 3A–D). 

The results of AutoDock Vina were used to run molecular dynamic simulations using the Standard Dynamics Cascade module of 
Discovery Studio software. After a certain period, the RMSD, RMSF, and potential energies of these complexes reached a relatively 
stable and balanced state (Fig. 4A–F). Based on the molecular docking simulations and molecular dynamics equilibrated trajectories, 
FA has the same ability as celecoxib and grapiprant to block the entrance of the catalytic substrate to the reactive domains of COX-2 
and EP4, respectively. 

3.3. Ultimate analysis, UV–Vis, and fluorescence spectrum of FAs 

FAs mostly contained the elements C, O, H, N, and S, with C accounting for 48.42% of the total, O for 16.61%, H for 3.06%, N for 
1.20%, and S for 3.29%. H/C and O/C were calculated to have atomic molar ratios of 0.76 and 0.26, respectively. The absorbance 
values of FA at 465 nm and 665 nm were 0.162 and 0.032, respectively, based on the UV–Vis spectrum, whereas the E4/E6 ratio was 
5.06 at both wavelengths. The fluorescence spectrum revealed that FAs exhibited one emission peak at 531 nm and two excitation 
peaks at 367 and 459 nm, respectively (Fig. 5A). 

3.4. Acute toxicity test 

There were no clear abnormalities in either the FA or control groups. At 30 min, 6 h, 24 h, 48 h, 7 d, and 14 d, there were no deaths, 
drowsiness, sedation, skin changes, pains, or convulsions. There was no noticeable difference in BW between the FA and control groups 
on days − 1, 1, 3, 8, and 14. (Table 3 and Fig. 5B). There was no discernible difference between the feed consumption of the two groups 
on days 3 and 10 (p > 0.05). After the study, all animals in both groups were dissected and examined. The subcutaneous and major 
organs are positioned, shaped, and colored as they would normally be in the thoracic and abdominal chambers. The gastrointestinal 

Fig. 3. Molecular docking models of COX-2 binding with celecoxib (A) and 5-fluorouracil (B), and EP4 and grapiprant (C) and 5-fluorouracil (D). 
The red spheroid illustrating the binding pocket of the receptor implies that the simulated binding site of the 5-fluorouracil does not match the 
natural one (celecoxib or grapiprant). (For interpretation of the references to color in this figure legend, the reader is referred to the Web version of 
this article.) 
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tract, lungs, kidneys, livers, and other organs are healthy. The gavaged FA dose that was maximally tolerated for ICR mice during this 
study was greater than 3.0 g/kg BW. 

3.5. Antitumor study 

On day 3 after receiving the A549 tumor cell injection, all tumor-bearing nude mice displayed visible tumor tissues beneath the skin 
on the central and lateral axillary sides. No mice perished spontaneously during the study. The weight gain, tumor weight, and tumor 
volume in each group at the end of the study are shown in Table 4. The results showed that FA had no impact on the BW of tumor- 
bearing mice, whereas mice treated with 5-fluorouracil suffered anorexia and lost more weight than mice in the other groups (Fig. 5C). 

The volume of mouse tumors increased over time in each group, but the FAs and 5-fluorouracil group tumors decreased compared 
to the vehicle group (Fig. 5D). Although the weight gain of the 5-fluorouracil mice was significantly greater than that of the vehicle 
group, the weight gain of the FAs mice was not significant compared to that of the vehicle group (Fig. 5E). After the tumor tissues were 
removed from the mice at the conclusion of the study, the tumor weights of the FA and the 5-fluorouracil groups (Fig. 5F) and tumor 
volumes (Fig. 5G) were significantly different from those of the vehicle group. Only the tumor volume of the FA100 group in this study 
was significantly lower than that of the other observation groups; however, clinically, there was no difference in tumor volume and 
weight between the FAs and 5-fluorouracil groups. 

ELISA results demonstrated that FA decreased serum PGE2 levels in A549 tumor-bearing mice and that the FA100 group had lower 
PGE2 levels than the FA25 and FA50 groups (Fig. 6A). WB findings showed that COX-2 and EP4 protein expression in the tumor tissues 
of FA25, FA50, and FA100 mice was significantly lower than that in the vehicle group (P < 0.01) (Fig. 6B–D, Supplementary Material, 
Fig. S1). The FA100 group showed the lowest COX-2 protein expression, which was notably lower than that of the 5-fluorouracil group. 

4. Discussion 

Drug safety is the most important consideration when developing new medicines. Oral administration of FAs at 5000 mg/kg BW/ 
day to ICR mice or Sprague-Dawley (SD) rats did not result in any deaths or harmful effects, based on both acute toxicity and 60-d sub-
chronic toxicity studies [32]. Following a 90-d exposure to FAs, another oral toxicity trial found no general or organ toxicity, and no 
observable adverse effects were found at 2000 mg/kg BW/d in Wistar rats [40]. In a previous study, the addition FAs or HAs did not 
significantly affect feed intake, weight gain, or feed conversion ratio [41]. The results of these studies are identical to those of the 
present study. According to some academics, the oral administration of FAs appears to be safe, and they recommend that it be further 
investigated for use in food as a functional excipient or nutritional supplement [33,42]. 

Binding site (pocket) and binding affinity (energy) are the main factors in molecular docking. These factors both affect how 
accurately the software predicts the receptor-ligand binding. This binding can be performed reliably if the predicted binding site agrees 
with the actual binding site of the receptor and ligand, as seen using X-ray diffraction (XRD). Otherwise, predicted binding may be 
unreliable. 

Fig. 4. Diagrammatic exhibition of molecular dynamics simulation: (A) Root Mean Square Deviation (RMSD) of COX-2, (B) Potential Energy of 
COX-2, (C) Root Mean Square Fluctuations (RMSF) of COX-2 amino acids, (D) RMSD of EP4, (E) Potential Energy of EP4, and (F) RMSF of EP4 
amino acids. 
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According to the “lock and key principle” and the “induced-fit” theory, only when the geometry of the protein (lock) was an exact 
compliment of that of the substance (key) could the recognition take place and subsequently trigger the catalytic reactions [43]. With a 
shape and electrostatic distribution that is compatible with (complementary to) the pocket and sufficient or strong interaction to 
maintain, ligand molecules can be properly integrated into the protein pocket. Molecular docking of FA with COX-2 and EP4 revealed 
that several hydrogen bonds were formed, and hydrophobic interactions were common. The potential energy of hydrogen bonds 
significantly impacts drug design and development [44]. With the receptor protein, the aromatic ring structure of the FAs may form a 
π-bond. These are essential to guarantee that FA interact with specific biological target molecules and activate (or block) their 

Fig. 5. Characterization of FAs and the animal studies.(A) Fluorescence spectrum of FAs, (B) a trend diagram showing the body weight changes in 
male (p = 0.1136) and female mice (p = 0.989) in the acute toxicity test of FAs (paired t-test, n = 20), (C) weight changes in the anti-tumor study (p 
= 0.003, one-way analysis of variance [ANOVA], n = 30, hereinafter same), (D) growth and changes in tumor volume in each group (p = 0.022), (E) 
a comparison of the mean weight gain in each group with that of the other groups at the end of the antitumor study (p < 0.001), (F) tumor weight 
and (G) tumor volume comparison at the end of the antitumor study (p < 0.001, respectively). Note: Means not sharing any lowercase letters are 
significantly different by the Student-Newman-Keuls (SNK) test at the 5% level of significance. 

Table 3 
Weight and feed consumption of the control/FA group for gastric administration in ICR mice (x ± s) (total n = 40).  

Gender Group Dosage (g/kg) n Weight (g) day Feed consumption (g) day 

− 1 1 3 8 14 3 10 

Female Control 0 10 24.8 ± 1.0 21.6 ± 0.8 24.9 ± 1.0 26.3 ± 1.4 28.1 ± 1.4 6.7 ± 0.4 6.0 ± 0.3 
FA 3 24.7 ± 1.0 21.3 ± 1.0 25.3 ± 1.4 26.4 ± 1.5 28.0 ± 1.6 6.6 ± 0.1 6.7 ± 0.5 

Male Control 0 10 26.3 ± 1.2 22.2 ± 1.8 27.9 ± 1.7 31.5 ± 2.2 34.8 ± 2.9 5.5 ± 1.2 4.6 ± 0.4 
FA 3 26.1 ± 1.2 22.7 ± 1.0 28.4 ± 1.0 32.8 ± 1.3 35.2 ± 1.8 5.8 ± 0.4 4.8 ± 0.1 

Note. There were no significant differences between the FA and the control groups (p > 0.05). 
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biological responses. FA molecular docking and dynamic simulations showed that hydrogen bonds, van der Waals forces, and hy-
drophobic interactions were responsible for binding of FA to COX-2 and EP4. Saturation, high affinity, specificity, and reversibility are 
features of this type of binding. The predicted binding sites for FA to COX-2 and EP4 were identical to the proteins’ natural binding 
pockets, and the binding affinity was less than − 7 kcal/mol, indicating the binding energy was mainly reliable. 

The binding energy of 5-fluorouracil to COX-2 and EP4 were weak and the binding site did not match the binding pocket of the 
protein with natural ligands. In silico simulation and WB findings both suggest that FA can directly affect COX-2 and EP4, which would 
reduce their protein activity or decrease their protein expression and exert antitumor effects though the COX-2/PGE2/EP4 pathway. 
Although 5-fluorouracil decreased serum PGE2 levels and the expression of COX-2 and EP4 in tumors, the assumption that 5- 

Table 4 
Effects of FA on body weight gain and tumor growth of A549 tumor-bearing nude mice (x ± s) (total n = 30).  

Group Dosage Weight gain Tumor weight Tumor volume 

mg/kg g g mm3 

Vehicle – 0.47 ± 0.72a 0.48 ± 0.07a 622.7 ± 109.9a 

FA25 25 − 0.05 ± 1.42a 0.41 ± 0.04b 331.9 ± 123.5b 

FA50 50 0.77 ± 1.36a 0.41 ± 0.04b 412.9 ± 130.0b 

FA100 100 0.33 ± 0.66a 0.33 ± 0.03c 338.6 ± 78.0b 

5-fluorouracil 20 − 1.9 ± 0.80b 0.39 ± 0.03b 411.4 ± 89.0b 

Note. Means not sharing any lowercase letters are significantly different by the Student-Newman-Keuls test at the 5% level of significance. 

Fig. 6. FAs downregulate the expressions of COX-2/PGE2/EP4 related proteins. (A) The expression of PGE2 in serum (p < 0.001, one-way ANOVA, 
n = 30), (B) COX-2 and EP4 were assayed by western blotting, β-Actin served as a loading control, and the expressions of (C) COX-2 and (D) EP4 (p 
< 0.001, one-way ANOVA, n = 4 independent experiments) in tumor tissue. Means not sharing any lowercase letters are significantly different by 
the SNK test at the 5% level of significance. 
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fluorouracil inhibits the COX-2/PGE2/EP4 pathway to reduce tumor growth was not supported by molecular docking simulation. This 
finding does not conflict with the fact that 5-fluorouracil exerts anticancer effect though additional mechanisms or pharmacological 
actions (thymidylate synthase inhibitors). 

In clinical practice, the traditional antitumor medications used as positive controls, such as 5-fluorouracil, paclitaxel, and other 
chemotherapeutic medications, are almost exclusively administered intravenously. Drugs based on oral 5-fluorouracil have large inter- 
and intra-patient variability in plasma 5-fluorouracil concentration, which contributes to treatment failure [45]. To use as few mice as 
possible to achieve stable experimental results, we chose the most clinically applicable administration method to ensure the reliability 
of 5-fluorouracil as a positive control. Therefore, we used a small number of mice in the fulvic acid group and divided them into three 
groups for evaluation based on the dose administered. Owing to limitations in purification technology, FAs, a key component of 
traditional Chinese medicine, cannot be administered intravenously. Therefore, the primary objective of this study was to confirm 
antitumor effect of FAs without detailing the administration strategy or drug metabolism. Additionally, oral administration rather than 
intravenous administration or development as a functional excipient for FAs may have better application prospects, based on the 
current research status and viewpoint of the development of new antitumor drugs [33,46]. 

The in vivo studies reported in this paper showed that FA significantly inhibited tumor growth compared to the vehicle group. The 
concentration of PGE2 in the vehicle group was the highest, and the concentration of PGE2 in the serum of the FA groups decreased, 
based on the ELISA analysis. WB results showed low expression of COX-2 and EP4 in the FA groups. An investigation of the effects of FA 
on homocysteine-induced COX-2 expression in human monocytes showed that FA attenuated or inhibited COX-2 expression [47]. Our 
findings on the effect of FA on COX-2 are in line with the findings of the paper. 

As the positive control group, 5-fluorouracil showed significant antitumor effect. Although 5-fluorouracil also reduced COX-2 and 
EP4 expression in tumor tissues, computer simulations indicated that it did not act by binding to COX-2 and EP4, which did not conflict 
with the pharmacological effects of 5-fluorouracil (a thymidylate synthase inhibitor). In silico results showed that FA competitively 
binds to the active site of COX-2 to exert an enzyme inhibitory effect and reduce the production of PGE2. Competitively binding PGE2 
to the active site of EP4 can reduce the activation of EP4. Overall, the expression of COX-2/PGE2/EP4-related proteins decreased. 
When the FA concentration is low, the active site binding of the COX-2 protein in the tumor tissue is not saturated, and the synthesis of 
the enzyme product PGE2 is first reduced, leading to a significant reduction in the activation of downstream EP4. When the con-
centration of PGE2 decreased to a critical value, EP4 could not be activated because of the low concentration of PGE2 itself or because 
of the inhibition of EP4 by FA. Although the overall activity and expression of detectable COX-2 in tumor tissues decreased, there was 
no significant difference, and the activity and expression of EP4 were significantly decreased. As the drug concentration of FAs 
continues to increase, more active sites of the COX-2 protein are competitively inhibited and gradually saturated. At this time, the 
detectable activity and expression of COX-2 in tumor tissues were significantly reduced compared to those at low doses, and the 
production of PGE2 was further reduced. However, since its concentration falls below the activation threshold of ep4, or the active 
center of EP4 has been saturated and inhibited by FA, its expression cannot be detected. 

Regarding the COX-2/PGE2 pathway, it is necessary to discuss cancer-related inflammation (CRI) [48]. CRI play important roles in 
the development and occurrence and of cancer. In addition, another study reported that the aromatic structure of FA can protect 
zebrafish larvae from inflammation at 5 and 50 mg C/L [49]. Another study has reported the use of FA to prevent chronic inflammatory 
diseases [50]. The anti-inflammatory action of humic substances can inhibit the release of inflammation-related cytokines, adhesion 
molecules, oxidants, and components of the complement system [51]. The inhibition of cyclooxygenase and prostaglandin synthesis by 
FA may be another mechanism underlying its anti-inflammatory effects. Here, we also raised another question, namely, whether FA 
can exert antipyretic and analgesic effects through COX-2/PGE2, which will be discussed in a future study. Khan et al. reported a 
combination study of thymoquinone and peat-sourced FA nanoemulgels, which may promote the dissolution and absorption of drugs 
and reduce toxic or side effects [52]. This innovative and easily clinically implementable idea provides important clues for future 
research. If FA is developed as a delivery system for chemotherapeutic medications with antitumor effects, subsequent studies should 
focus on whether it enhances the antitumor effects of such drugs or reduce drug resistance. 

The current study has several limitations. First, FAs are natural products obtained from coal or plants. The characteristics of the 
products produced from various coal types, geographical locations, and extraction techniques vary significantly. This study has not yet 
addressed the pharmacokinetics and pharmacodynamics of FAs in depth; it is merely a preliminary investigation of the acute toxicity 
and anti-NSCLC effects. In addition, the results of this study are insufficient for direct clinical use because FA’s pharmacological 
mechanism studies and the current purification methods do not permit the use of this substance as a first-line antitumor treatment. 
Second, the finding that FA inhibits tumor growth though the COX-2/PGE2/EP4 pathway was only achieved using the results of 
molecular docking and molecular dynamics simulation in silico. In vivo animal studies have provided indirect support rather than 
direct evidence for this claim, showing that FA can reduce COX-2 and EP4 expression in the tumor tissues of A549 tumor-bearing mice. 
The purpose of this article was to assess the expressions of COX-2, EP4, and PGE2 in vivo, so only WB and ELISA techniques were 
conducted. However, as organisms are complex, whether FA can regulate the COX-2/PGE2/EP4 axis through other targets requires 
further experimental proof. To gain further insight into the influence of FA on the activity and expression of COX-2 and EP4, we plan to 
conduct further research using quantitative polymerase chain reaction (qPCR), flow cytometry, and enzyme activity assays that 
involve FA, COX-2 and EP4 in various cell lines. 

5. Conclusions 

Natural FAs do not exhibit developmental toxicity. We characterized the anti-NSCLC activity of FAs. The mechanism of action is 
mediated by the inhibition of COX-2 and EP4 expression and PGE2 production through the COX-2/PGE2/EP4 axis. 
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