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 Abstract 

Human Papillomavirus (HPV) has a double-stranded DNA (dsDNA) 
genome. Infections, mainly sexually transmitted, usually resolve 
spontaneously. However, if the infection persists over time, lesions of 
the skin and mucous membranes tend to appear, notably mucosal 
lesions in the cervix or the appearance of warts. Some of those slowly 
progress to cancers such as cervical, oral, anus, esophagus, and larynx 
carcinoma. Diagnosis of an HPV infection is made by Papanicolaou 
test (Pap test) or molecular screening such as the HPV DNA 
Test. Treatment with natural products is based on essential oils. The 
main point of this work is to identify natural molecules from vegetal 
derivation capable of inhibiting the proliferation of HPV-16 with the 
same and/or superior affinity as regular drugs used in 
pharmacological treatment. Once we have identified the main 
components in these plants, we have applied molecular docking 
software 1-Click Docking, for virtual testing of those, on main 
antigenic determinants of HPV-16 as oncoproteins E6 and E7 as well 
as major capsid protein L1. The major active component to bind 
oncoprotein E6, apigenin, has shown an affinity bigger than other 
molecules. For major capsid protein L1, apigenin has shown one level 
of affinity similar to conventional drugs. These results have shown 
how it is possible, with natural products present in our daily lives, to 
inhibit the proliferation of HPV. 
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INTRODUCTION 

Human papillomavirus (HPV) is a non-enveloped 

viral particle, i.e., not equipped with a pericapsid, 

belonging to the Papillomaviridae family and with an 

icosahedral symmetrical capsid whose diameter is 

about 50 nm. It comprises 72 capsomers which can be 

both pentamers and hexamers (usually 60 hexamers 

and 12 pentamers are found). Inside the protective 

capsid, there is a genome consisting of double-strand 

of DNA (dsDNA), about 8 kb long, which has six early 

genes, coding for proteins E1 to E7 (therefore also the 

E6 oncoprotein), not including E3, and two late genes, 

encoding proteins L1 or major capsid protein and L2 

or minor capsid protein1. Upstream early genes are a 

regulatory region containing the seat/origin of 

replication, some transcription regulating sequences, 

and an N-terminal sequence typical to all early 

proteins2. The early proteins' purpose/function is to 

modify the metabolism of an infected cell so it can 

support by HPV, while the late ones are structural 

proteins, which, by associating with each other, form 

an icosahedral structure of a viral capsid3. 

About 90% of papillomavirus infections are 

asymptomatic and resolve spontaneously within 

approximately two years. In some cases, infections 

persist, resulting in the appearance of mucosal and 

skin lesions colloquially called warts, common to 

HPV-6 and HPV-11 strains, and pre-cancerous 

conditions. Depending on the anatomical portion or 

the tissue involved, these pre-cancerous lesions can 

give rise to cancer in the cervix, vulva, vagina, penis, 

anus, mouth, and throat4,5. 

The oncogenic strains are predominantly HPV-16 and 

HPV-18, with high oncogenic risks. However, among 

the oncogenic strains, referring to cancers of the genital 

areas, there are also HPV-31 and HPV-45 strains, 

representing high oncogenic risk factors. Then there 

are "other high risk" strains, such as HPV-33, 35, 39, 51, 

52, 56, 58, 59 and some "probable high risk" strains 

such as HPV-26, 53, 66, 68, 73, 826,7. Typically, 

papillomavirus infections are diagnosed using the 

well-known Papanicolaou test (Pap test), a cervical 

screening method capable of identifying potential pre-

cancerous and cancerous processes in the cervix or 

colon (depending on the patients' gender)8. 

Apart from screening tests, the introduction of 

vaccination into many countries has made it possible 

to provide a highly effective prevention model against 

infections and cancerous lesions caused by HPV. The 

two forms of the vaccine on the market are known 

under the following trade names: cervarix and 

gardasil9. The first is a divalent form of the vaccine, 

consisting of protein subunits of the HPV-16 and HPV-

18 strains. The second is a type of quadrivalent-

recombinant vaccine, which comprises the protein 

subunits of HPV-6, 11, 16, and 18 strains10. 

To date, 170 different serotypes/strains of 

papillomavirus have been classified, 40 of which are 

transmitted sexually, through anal or genital contact. 

One of the features concerning HPV infections is that 

they can be transmitted from mother to fetus, therefore 

vertically, transplacental, and through the umbilical 

artery. It has not yet been identified if genital 

papillomavirus infections can be transmitted through 

infected surfaces (fomites), such as during contact with 

infected toilet ceramics. However, as far as warts are 

concerned, they are easily transmitted, especially 

through contact with infected floors, especially if made 

of wood11. A further prevention includes the use of 

disinfection products such as sodium hypochlorite 

(NaClO), used in a diluted form, disinfection of the 

surfaces using UV rays, hydrogen peroxide (H2O2), 

and chlorine dioxide (ClO2) solutions12,13. 

The treatment of the clinical manifestations of 

papillomavirus infections differs depending on the 

type involved. Condylomas, for example, can be 

treated by thermal therapy, specifically cryoablation. 

For tumor forms deriving from oncogenic strains, a 

pharmacological treatment based on antineoplastic 

chemotherapy such as cisplatin and surgical 

interventions such as hysterectomy and radiotherapy 

is outlined14. Although there is no specific therapy in 

treating HPV infection, some medications can help 

contain the infection15. NYU Langone Health in New 

York City recommends some products for such 

infection: imiquimod, as topical medication helps 

eliminate warts by boosting the immune system. It is 

typically applied at home once a day, three times a 

week, for 16 weeks. Sexual contact should be avoided 

while using this medication because it can weaken 

condoms or vaginal diaphragms16. Podofilox stops the 

growth of cells that cause genital warts. It is applied to 

warts at home with a cotton swab twice a day for three 

days, followed by a rest period of four days. This can 

be repeated for up to four treatment cycles until warts 

go away. Because genital warts may still be contagious 

during treatment, sexual contact should be avoided 
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while using this medication17. Sinecatechins, obtained 

from the extract of green tea leaves, are medications 

used to treat warts on the penis, the vulva, and the 

outside of the anus. The most common side effects are 

burning, itching, redness, pain, ulcers, swelling, and 

rash18. Trichloroacetic acid is a medication that 

dissolves genital warts by destroying the proteins in 

their cells. It is typically used on small warts on the 

vulva, vagina, or anus. Because trichloroacetic acid can 

damage the skin around the wart, it is applied in the 

doctor's office. The treatment can be repeated weekly, 

as needed19. Alongside the pharmacological treatment 

or surgical resection, which has become a part of the 

conventional procedure, there is another option 

consisting of the treatment based on using natural 

products, i.e., extracts of vegetable origin and essential 

oils (in particular cold-pressed and etheric oils)20. Our 

previous study also concerned with applying an 

integrated approach to HPV infections treatment21. 

Thanks to research with advanced bioinformatics 

software such as molecular modeling and docking, it 

was possible to reconstruct virtual and three-

dimensional models of the main oncogenic proteins of 

the HPV-16 and 18 strains: oncoprotein E622,23, and to 

determine in which region of the molecule in question 

there is a high degree of affinity (measured in 

kcal/mol), between the oncoprotein E6 and the most 

representative molecular determinant present within 

the essential oil. Molecular docking consists of a virtual 

molecular modeling technique, which makes it 

possible to establish in which site of a target molecule 

(in this case, a protein) it could bind (speaking from a 

statistical point of view) and with which space-time 

configuration, a specific ligand24. The bond strength, 

measured in kcal/mol, determines the affinity of a 

ligand for its target; the higher the affinity, the greater 

the bond strength. The key to interpreting molecular 

docking lies in thermodynamics and the concept of 

exergonic and endergonic reactions. If the affinity 

between a ligand and its target is high, the reaction will 

occur spontaneously, releasing energy into the 

environment. In this case, it is said that the reaction is 

exergonic, and the numerical coefficient defining it 

will be preceded by a negative sign25 (for example, -

9.45 kcal/mol). 

If the affinity between a ligand and a target molecule 

is low, then their bonding will occur in a non-

spontaneous way, and it will be necessary to provide 

energy for the bond to occur. In this case, a reaction 

taking place in response to the need for energy supply 

is necessary to supply energy, is defined as 

endergonic, and its numerical coefficient will be 

preceded by a positive sign26 (for example, +9.45 

kcal/mol). Obviously, speaking of the relationship 

between molecular affinity and binding energy, the 

more negative the numerical value, the greater the 

affinity. For example, the bond energy value -9.45 

kcal/mol implies a lower affinity than the value of -

10.45 kcal/mol. The software used for these studies 

was 1-Click Docking, produced by Mcule 

(https://mcule.com/apps/1-click-docking/). 

In order to determine the nature and quality of the 

bond between ligand and target molecule, a series of 

experiments were performed, determining the bond 

energy values and plotting them in software, created 

on the spot, using an algorithm written in the Java 

platform (https://www.java.com/it/). Based on the 

value entered, it is possible to recognize if the 

goodness of the bond was classifiable as positive, 

positive-fair, positive-strong, and strong. After 

entering the numerical reference parameters for 

positive and positive-discrete bonds, the software 

returned a positive-strong or strong value based on the 

entered value higher than that of the aforementioned 

parameters27. 

The basic structure in the flow chart of the algorithm, 

as mentioned earlier, is shown in Figure 1. The latter, 

unlike SwissDock, allows you to directly draw ad-

hock molecules and add or remove chemical 

substituents or covalent bonds. This program, 1-Click-

Docking, is also used for the virtual design of drugs 

and related bioinformatics and statistical analyzes 

before proceeding with the actual synthesis and 

subsequent phases of in vitro, pre-clinical and clinical 

experimentation. The results provided by the 

experimentation as mentioned earlier conducted by 

our group made it possible to identify which 

molecular determinants, present in the cold-pressed 

and etheric oils, are particularly effective in binding, 

with more or less high binding affinity, the 

oncoprotein E6 of the HPV (oncogenic strain HPV-16 

that we had chosen as the target of our study). This 

allows us to understand better if the natural molecules 

are effective against HPV and can significantly reduce 

the side effects of conventional drug therapy. One of 

the aims of this study is to shed more light on oils 

therapy as supportive or integrated therapy and 

become a form of primary therapy. 

https://portal.issn.org/resource/ISSN/2798-138X
https://mcule.com/apps/1-click-docking/
https://www.java.com/it/
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Figure 1. Flow chart of algorithm for bond’s strength comparation with reference values. 

 

METHOD 

Hardware and Software 

The hardware used was Asus Vivo PB62-B7017MH 

mini PC with Intel Core™ i7-11700 8x 2.50 GHz, Intel® 

UHD Graphics 750 Shared Memory, 16 GB RAM, 512 

GB SSD, Wi-Fi 6 (802.11ax), 1x USB 3.1 Gen1 Typ C, 4x 

USB 3.1 Gen2, 1x USB 3.1 Gen1, 2x USB 2.0. 

Ligands 

The study focused on four kinds of mixed oils or oils 

made by a blend of essential oils, effective for HPV. We 

have detected these oils by using resonance 

phenomena of quantum medicine and then confirmed 

by molecular modelling software as 1-Click Docking. 

Furthermore, these four oils were divided into two 

types: cold-pressed and etheric oil. For each of the 

following components, the percent of each 

component/molecule was determined by searching 

the publications in which the information about their 

chemical composition and the molecules present with 

the highest percentage could be found. The five 

ligands were 2-acetylpyrrole (PubChem CID 14079), 

apigenin (5280443), ricinine (10666), oleic acid 

(445639), and curzerene (572766), which were 

described in detail in Table I. For the five ligands, four 

drug compounds that have been used to treat HPV 

infection were also used. The four compounds were 

imiquimod (57469), podofilox (10607), sinecatechins 

(46506183), and trichloroacetic acid (6421). The results 

of the docking of the five test ligands were compared 

with the comparison compounds to determine the 

potential of each test ligand. 

Table I. Main chemical constituents of oils used for HPV 

infections prevention and treatment 

Type of 
oil 

Scientific 
name 

Mode of 
production 

Main 
molecule 

Cacao 
oil 

Theobroma 
cacao 

Cold-
pressed oil 

2-acetylpyrrole 

Celery 
oil 

Apium 
graveolens 

Cold-
pressed oil 

Apigenin 

Ricinus 
oil 

Ricinus 
communis 

Cold-
pressed oil 

Ricinine 

Apricot 
seed oil 

Prunus 
armeniaca 

Cold-
pressed oil 

Oleic acid 

Myrrha 
oil 

Commiphora 
myrrha 

Etheric oil Curzerene 

 

https://pubchem.ncbi.nlm.nih.gov/compound/2-Acetylpyrrole
https://pubchem.ncbi.nlm.nih.gov/compound/Apigenin
https://pubchem.ncbi.nlm.nih.gov/compound/Ricinine
https://pubchem.ncbi.nlm.nih.gov/compound/Oleic-acid
https://pubchem.ncbi.nlm.nih.gov/compound/Curzerene
https://pubchem.ncbi.nlm.nih.gov/compound/Imiquimod
https://pubchem.ncbi.nlm.nih.gov/compound/Podofilox
https://pubchem.ncbi.nlm.nih.gov/substance/46506183
https://pubchem.ncbi.nlm.nih.gov/compound/Trichloroacetic-acid#:~:text=Trichloroacetic%20acid%20is%20a%20monocarboxylic,derives%20from%20an%20acetic%20acid.
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Receptors 

The software Clustal Omega 

(https://www.ebi.ac.uk/Tools/msa/clustalo/) has 

been used for the primary sequences of the 

oncoproteins E6 and major capsid protein L1 

belonging to the HPV-16-18-31-45 strains (those 

running the highest oncogenic risk). A fine 

cladogram/phylogram indicating a phylogenetical 

distance was obtained, indicating that the 

phylogenetic distance, reported here in terms of 

oncoprotein E6 primary sequence, is the same for the 

HPV-16 and 18 strains (0.0902778), as well as for the 

HPV-31 and 45 strains (0.171141) (Figure 2). It seems 

as if there was no phylogenetic distance between the 

sequences and, in the specific case of the present study, 

it is irrelevant to use the structure of the oncoprotein 

E6 of the HPV-16 and 18 strain. Despite their high 

oncogenic potential, strains HPV-31 and 45 were not 

considered for the following study. About major 

capsid protein L1, we have performed the exact 

protein alignment, using the same software for the 

same strains of HPV, i.e., HPV-16, 18, 31, 45. The 

results we have obtained possibly overlap with what 

we have previously obtained with oncoprotein E6. 

Since that sequences have the same profile (code-

strain), in which HPV-16 was possible to overlap with 

HPV-31 (0.000990099) and HPV-18 was possible to 

overlap with HPV-45 (0.0606061); therefore, we use 

only the HPV-16 sequence as a representative one. In 

conclusion, the structure of major capsid protein L1 of 

HPV-16 was the same as HPV-31, as HPV-18 was the 

same as HPV-45. The structure of the two proteins 

used was presented in Figure 3. 

 

 

Figure 2. Cladogram/phylogram from protein alignment 
between oncoprotein E6 typical of four strains of HPV (16, 18, 
31, 45) with comparative code-strain AGG40787.1 (HPV-16), 
AQY61420.1 (HPV-18), AAD33252.1 (HPV-31), ABQ44348.1 
(HPV-45) (top) and between major capsid protein L1 of four 

strains of HPV (16, 18, 31, 45) (bottom). 

 

 
a 

 
b 

Figure 3. Structural-functional morphoanatomy topography of 
oncoprotein E6 (a) and major capsid protein L1 (b) of strain 

HPV-16. 

 

RESULTS AND DISCUSSION 

The data obtained through 1-Click-Docking led to the 

results shown in Table II. In order to interpret the 

results, it is advisable to compare them with a table 

chosen as a reference and containing the affinity values 

expressed in kcal/mol, according to the type and 

quality of the affinity itself28. Table III containing 

reference values was created after conducting a 

https://portal.issn.org/resource/ISSN/2798-138X
https://www.ebi.ac.uk/Tools/msa/clustalo/
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thorough search of relevant publications to interpret 

the data collected during molecular docking. The first 

finding was that all molecular docking values had a 

negative coefficient, which means that the binding 

between each ligand and the target molecules, in this 

case, the oncoprotein E6 and major capsid protein L1 

of the HPV-16 strain, was spontaneous and also 

accompanied with a release of energy in the external 

reaction environment29. From the point of view of 

thermodynamics is said that reaction is exergonic30. 

Apigenin has positive-strong binding energy or 

affinity for both targets (Figures 4 and 5). 

Results of affinity of oil’s components are always 

considered compared with the affinity of conventional 

drugs used in treatments of HPV infections as 

imiquimod, podofilox, sinecatechins, and 

trichloroacetic acid. For oncoprotein E6, none of the 

conventional drugs have a strong bond affinity as 

apigenin, which remains the most effective agent. For 

major capsid protein L1, apigenin is comparable with 

podofilox and sinecatechins. It is closely followed by 

curzerene, the second most effective molecule for 

binding oncoprotein E6. 

Table II. Results of molecular docking between ligands and receptors and amino acid residues involved in bonds 

Ligand Target (HPV-16) Affinity (kcal/mol) Amino acid residues 

2-acetylpyrrole Oncoprotein E6 -4.4 Ile 23, Ile 24, Ala 28, Ile 47, Gly 48, Gly 49 
Major capsid protein L1 -2.6 His 56, Asp 125, Gly 130, Gly 134 

Apigenin Oncoprotein E6 -7.8 Gly 27, Ala 28, Gly 49, Pro 81, Val 82 
Major capsid protein L1 -3.7 Asp 125, Gly 127, Gly 130, Phe 257 

Ricinine Oncoprotein E6 -4.8 Leu 23, Gly 27 
Major capsid protein L1 -2.7 Tyr 123, Pro 236, Phe 257, Asn 259 

Oleic acid Oncoprotein E6 -4.1 Gly 48, Gly 51, Ile 53, Phe 53, Ile 54, Pro 81 
Major capsid protein L1 -1.9 Asp 120, Gly 130, Gly 231, Phe 257 

Curzerene Oncoprotein E6 -6.2 Leu 22, Asp 26, Gly 27, Ala 28 
Major capsid protein L1 -3.0 Asp 125, Gly 127, Asp 224, Val 226 

Imiquimod Oncoprotein E6 -4.1 Thr 86, Thr 87, Arg 124, Tyr 124 
Major capsid protein L1 -3.6 Val 126, Ser 129, His 256, Phe 257 

Podofilox Oncoprotein E6 -4.5 Thr 86, His 121, Tyr 127, Pro 221 
Major capsid protein L1 -3.8 Val 126, Gly 127, Asn 128, Phe 257 

Sinecatechins Oncoprotein E6 -4.5 Thr 84, Thr 87, His 126, Val 183 
Major capsid protein L1 -3.8 Gly 130, Asn 143, His 256, Phe 257 

Trichloroacetic acid Oncoprotein E6 -2.6 Thr 87, Tyr 124, Arg 124, Phe 125 
Major capsid protein L1 -2.4 Tyr 123, His 256, Phe 257, Phe 258 

 
Table III. Comparison of affinity to bond type 

Affinity (kcal/mol) Type/quality of affinity / bond 

-1 to -6 Positive 
-6 to -7 Positive – Discrete 
-7 to -8 Positive – Strong 
-8 to -9 Strong 

 

 
Figure 4. 3D elaboration of apigenin docking results on binding site oncoprotein E6. 
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Figure 5. 3D elaboration of apigenin docking results on binding site major capsid protein L1. 

 

As stated at the outset of this paper, each ligand 

examined by molecular docking appears to be capable 

of spontaneous interaction, while two particular 

ligands (apigenin and curzerene) showed a greater 

affinity than the others. In particular, apigenin has 

shown a particular affinity for binding both 

oncoprotein E6 and major capsid protein L1 of HPV-

16, compared with conventional drugs used as 

imiquimod, podofilox, sinecatechins, and 

trichloroacetic acid. Furthermore, a possible 

correlation between the affinity value and the number 

of amino acid residues involved in the bond did not 

prove to yield a significant result. Since using the 

logical deduction method according to which an 

affinity value is more significant if more amino acid 

residues are involved, the presence of a correlation 

could not be identified, at least as far as this typology 

of compounds is concerned31. 

Apigenin features five amino acid residues most 

involved in binding with the target, thus being the 

molecule that has shown the most significant binding 

affinity. In the same way, oleic acid, while possessing 

the lowest binding energy value, has no less than six 

amino acid residues involved. A possible hypothesis 

as to why apigenin has the highest affinity value is 

that, among all the ligands, it is the most polar one, as 

it has 3-OH (hydroxyl) groups and an oxygen atom 

linked with a double bond interacting with the -NH3 

(amine) and -COOH (carboxylic) amino acid residues 

groups32. Thus, we can reasonably hypothesize the 

preparation of a subsequent type of oil-based solely on 

the combination of Apium graveolens and Commiphora 

myrrha shortly. 

Furthermore, combining a cold-pressed oil with an 

etheric oil would also appear logical, whose functions 

are specific. While cold-pressed oil constitutes the base 

or the carrier for the transport of a specific component, 

etheric oil constitutes a catalyst allowing a successful 

reaction33. For this reason, the choice between cold-

pressed and etheric oil must be specific and 

determined, as well as the proportions between the 

components themselves. 

 

CONCLUSION 

The study has been able to select two chemical 

compounds; those have shown a greater affinity for 

the targets (oncoprotein E6 and major capsid protein 

L1 of HPV-16 strain) as apigenin and curzerene, which 

could be taken into consideration for the preparation 

of additional oil for oral use or local applications and 

vaginal tablets. The theoretical work reported here 

aims to develop the aforementioned products in order 

to start a clinical trial to evaluate their effectiveness. 
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