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Abstract: Moringa oleifera Lam. (Moringaceae) is an adaptable plant with promising phytoconstituents,
interesting medicinal uses, and nutritional importance. Chemical profiling of M. oleifera seeds assisted
by LC-HRMS (HPLC system coupled to a high resolution mass detector) led to the dereplication of
19 metabolites. Additionally, the wound healing potential of M. oleifera seed extract was investigated
in male New Zealand Dutch strain albino rabbits and supported by histopathological examinations.
Moreover, the molecular mechanisms were investigated via different in vitro investigations and
through analyzing the relative gene and protein expression patterns. When compared to the untreated
and MEBO®-treated groups, topical administration of M. oleifera extract on excision wounds resulted
in a substantial increase in wound healing rate (p < 0.001), elevating TGF-β1, VEGF, Type I collagen
relative expression, and reducing inflammatory markers such as IL-1β and TNF-α. In vitro antioxidant
assays showed that the extract displayed strong scavenging effects to peroxides and superoxide
free radicals. In silico studies using a molecular docking approach against TNF-α, TGFBR1, and
IL-1β showed that some metabolites in M. oleifera seed extract can bind to the active sites of three
wound-healing related proteins. Protein–protein interaction (PPI) and compound–protein interaction
(CPI) networks were constructed as well. Quercetin, caffeic acid, and kaempferol showed the highest
connectivity with the putative proteins. In silico drug likeness studies revealed that almost all
compounds comply with both Lipinski’s and Veber’s rule. According to the previous findings, an
in vitro study was carried out on the pure compounds, including quercetin, kaempferol, and caffeic
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acid (identified from M. oleifera) to validate the proposed approach and to verify their potential
effectiveness. Their inhibitory potential was evaluated against the pro-inflammatory cytokine IL-6
and against the endopeptidase MMPs (matrix metalloproteinases) subtype I and II, with highest
activity being observed for kaempferol. Hence, M. oleifera seeds could be a promising source of
bioactive compounds with potential antioxidant and wound healing capabilities.

Keywords: wound healing; Moringa; molecular docking; drug likeness; network screening; antioxidant
activity

1. Introduction

Herbal medicines are continuing to be a potential source of novel and unique drugs
required for human welfare [1,2]. They provide chemical scaffolds for the development of
synthetic and/or semi-synthetic analogues needed for the management of multiple disor-
ders [3]. The recent advances in metabolomics [4], molecular biology [5], phytochemical
analysis, and drug discovery [6] encouraged the natural products chemists to investigate
the old therapeutic hypotheses and explore the mechanisms of the traditionally prescribed
herbal medicines including those recorded in Chinese herbal medicines (CHMs), Ayurveda,
and Thai traditional medicine (TTM) [7–9]. Moringa oleifera Lam. tree of the monogeneric
family Moringaceae is native to the tropical Northern India, from where it has been spread
and cultivated in many parts of the World specially in the Mediterranean basin and the
Red Sea area, owing to its ability to adapt to the different climatic conditions [10,11] as well
as its outstanding medicinal uses and nutritional benefits [12]. Its leaves, flowers, seeds,
pods, bark, and roots have long been used by the Indians and Africans, i.e., the leaves and
roots as anti-coagulants for the treatment of snake bites due to their content of thrombin
and plasmin like proteases. The seed oil has been used for skin and hair care due to its
antiseptic, anti-inflammatory, antioxidant, and nutritive values owing to the presence of
tannins, saponins, flavonoids, vitamins, minerals, terpenoids, and glycosides [13].

In contrast to the leaves, Moringa seeds are pharmacologically less investigated despite
their richness with essential oil (up to 40%—commercially known as “Ben oil” or “Behen
oil”) [14], proteins (especially sulfated amino acids), carbohydrates (27.5%), minerals
(e.g., Mg and Ca), vitamins (A and E), fatty acids (e.g., oleic acid), phenolic compounds
(e.g., quercetin and p-hydroxybenzoic acid), phytosterols (e.g., β-sitosterol, stigmasterol,
and campesterol), alkaloids, tannins, and saponins [15].

Since wounds affect the integrity of the skin and mucous membranes potentially sub-
jecting the body to microbes, heat, light, and injury [16], immunity is stimulated to start an
exceptionally multifaceted repairing process, named “wound healing”. The later consists of
four consecutive (and sometimes) overlapping phases, including exudative/ inflammatory,
resorptive, proliferative, and regenerative/ remodeling phases, which involve more than
30 signaling molecules, among them cytokines, chemokines, growth factors, macrophages,
platelets, fibroblasts, and leukocytes [17]. Nevertheless, these phases were found to be facil-
itated when using dressings impregnated with natural products having anti-inflammatory,
antioxidant, pro-collagen synthesis enhancers, and antibacterial activities [16].

Several wound healing studies involving M. oleifera extracts have been reported. For
example, the ethyl acetate fraction of their leaves promoted fibroblasts proliferation [18].
Other studies revealed that the aqueous fraction showed better enhancement of the prolifer-
ation, migration, and viability of the dermal fibroblasts owing to the bioactive metabolites
like vicenin-2 [19]; also, the seeds polysaccharides and their silver-derived nanoparticles
promoted the migration of fibroblasts as evidenced by RT-PCR and histological analy-
sis [20].

Herein, the antioxidant and wound healing ability of M. oleifera seeds were assessed
and supported by in vitro and in vivo studies as well as the histopathological consequences
following the application of the seeds extract. Furthermore, metabolic profiling was per-
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formed to underline the bioactive compounds involved in the activity. An in silico molecu-
lar docking study was performed on all the identified components and screened against
three different protein targets which are involved in the process of wound healing (TNFα,
TGFBR1, and IL-1ß). An in silico evaluation of the compounds’ drug likeness as well as
the construction of protein–protein interactions (PPI) and compound–protein interactions
(CPI) networks were performed.

2. Material and Methods
2.1. Plant Material

The seeds of Moringa oleifera were collected in January 2021 from the Sohag area
in Egypt. It was authenticated by Prof. Dr. Nasser Barakat, Faculty of Science, Minia
University, Egypt. A voucher specimen (Mor-1-2021) was archived at the Pharmacognosy
Department, Faculty of Pharmacy, Deraya University, Egypt.

2.2. Extraction of Moringa oleifera Seeds

One kilogram of dried Moringa oleifera seeds was extracted by maceration in methanol
at room temperature three times until exhausted. The alcoholic extract was concentrated
under vacuum to yield a viscous syrupy residue (100 g).

2.3. Metabolomic Analysis

LC-MS was carried out using a Synapt G2 HDMS quadrupole time-of-flight hybrid
mass spectrometer (Waters, Milford, CT, USA). The sample (2 µL) was injected into the
BEH C18 column, adjusted to 40 ◦C, and connected to a guard column. A gradient elution
of mobile phase was used, starting from 100% water in 0.1% formic acid as solvent A to
100% acetonitrile in 0.1% formic acid as solvent B. MZmine 2.12 (San Diego, CA, USA) was
employed for differential investigation of MS data, followed by converting the raw data
into positive and negative files in mzML format with ProteoWizard (Palo Alto, CA, USA)

2.4. Molecular Docking Study

The X-ray crystallographic structures of the protein targets catalytic domains, in complex
with their co-crystalized ligands, were retrieved from the Protein Data Bank (http://www.rcsb.
org/pdb) (accessed on 10 April 2022). All molecular modelling calculations and docking
studies were carried out using ‘Molecular Operating Environment 2019.0102 software
(MOE)’ (Sherbrooke St. West, Montreal, QC, Canada).

The preparation of the protein was carried out through the removal of water molecules
as well as the uninvolved ligands using the quick preparation tool in MOE. Docking of the
target compounds was performed after enzyme preparation. The following methodology
was applied: The enzyme active site was assigned using the ‘site finder’ tool. The program
specifications were adjusted to ligand atoms as the docking site and the alpha triangle as
the placement methodology to be used. The scoring methodology London dG was adjusted
to its default values. The MDB file of the ligand was loaded, and the docking calculations
were run automatically. Receptor–ligand interactions of the complexes were examined
in 2D and 3D styles. Those poses that showed the best ligand–enzyme interactions were
selected and stored for energy calculations. Poses selection was done according to their
binding scores and their RMSD values.

2.5. Animal Model

Twenty-four adult male New Zealand Dutch strain albino rabbits were purchased
from the Faculty of Pharmacy, Deraya University, Minia, Egypt having an age of six months
and weighing from 1 to 1.2 kg. The rabbits were kept in separate cages and were given a
standard diet and tap water under controlled settings of 25 ◦C and 55% humidity with 12 h
cycle of dark and light. Extreme care was taken and all procedures on rabbits were adopted
according to Deraya laboratory guidelines. The approval code is 6/2021.

http://www.rcsb.org/pdb
http://www.rcsb.org/pdb
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Methodology for wound excision model, wound healing evaluation, histopathological
examination, statistical analysis are described in the Supplementary File.

Moreover, Real-Time Polymerase Chain Reaction is discussed in detail in the Supple-
mentary Materials, as mentioned in Table S1.

2.6. In Vitro IL-6, MMP-1, and MMP-2 Determinations

The in vitro determination of IL-6 and matrix metalloproteinases (MMP-1) and (MMP-2)
were carried out quantitatively using ELISA kits having catalog numbers of ab178013 Hu-
man IL-6, PicoKine™ ELISA MBS175893, ab100606-MMP2 (Houston, TX, USA) respectively,
according to the procedures described by the manufacturer. Results were presented as
pg/mL ± SD for triplicate measurements.

3. Results and Discussion
3.1. QTOF-MS Assisted Dereplication of the Chemical Constituents in M. oleifera Seed Extract

Metabolomic profiling assisted by HR-LC-MS analysis of the crude extract of Moringa
oleifera seeds (Table 1), as well as in-depth survey of literature, led to the identification of a
wide array of secondary metabolites belonging to different phytochemical classes.

Table 1. Tentative identification of key metabolites in Moringa oleifera seeds extract. Identification of
the compounds was based on HR-ESIMS and comparison with the data reported in the literature.

Peak No. Identified Metabolite Chemical Structure Exact Mass Phytochemical Class Ref.

1 Moringyne
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Table 1. Cont.
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Table 1. Cont.

Peak No. Identified Metabolite Chemical Structure Exact Mass Phytochemical Class Ref.

15
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ing with a possible input in all stages of the process will be required for efficient therapy, 
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treated group having the highest one with no significant difference (p > 0.001) between 
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on the 7th day post treatment, which proved to be significantly higher (p < 0.001) than the 
untreated group (Figure 1). 
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showed quicker wound closure rates compared to that one treated with MEBO® (38%) (p 
< 0.001). On the 10th day post treatment, the wound closure rate of the group treated with 
M. oleifera seeds extract (70%) was significantly higher (p < 0.001) than the group received 
no treatment (37%). On the 14th day post-punch, the wound in the group treated with M. 
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3.2. Wound Closure Process
Estimation of the Wound Closure Rate

Healing process is a complicated process that involves the restoration of tissue struc-
ture in wounded tissue [31,32]. Dermal wound repair has three phases: an inflammatory
phase caused by pro-inflammatory mediator secretion and immune system suppression;
a proliferative phase caused by fibroblast proliferation, collagen growth, and the devel-
opment of new blood vessels; and a remodeling phase that includes regeneration and
wounded tissue repair [33,34]. As a result, medications that might speed up wound healing
with a possible input in all stages of the process will be required for efficient therapy,
specifically those with low costs and less side effects.

Our findings revealed that wound closure in all experimental groups increased in a
time-dependent manner. On the third post-injury day, the wound closure rate ranged from
7 to 16% in each group, with the untreated group having the lowest rate and the treated
group having the highest one with no significant difference (p > 0.001) between the groups.
Wound closure in the group treated with M. oleifera seeds extract reached 45% on the 7th
day post treatment, which proved to be significantly higher (p < 0.001) than the untreated
group (Figure 1).
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group 1 was left untreated (-ve control), group 2 received Moringa oleifera seeds extract, and group 
3 received MEBO® (market treatment- + ve control). 

Figure 1. The wound healing potential of Moringa oleifera seeds extract compared to MEBO® in
excisional wounds on days 0, 3, 7, 10, and 14 post wounding. Rabbits were divided into three groups:
group 1 was left untreated (-ve control), group 2 received Moringa oleifera seeds extract, and group 3
received MEBO® (market treatment- + ve control).

On the 3rd-day post treatment, the group administered M. oleifera seeds extract showed
quicker wound closure rates compared to that one treated with MEBO® (38%) (p < 0.001).
On the 10th day post treatment, the wound closure rate of the group treated with M. oleifera
seeds extract (70%) was significantly higher (p < 0.001) than the group received no treatment
(37%). On the 14th day post-punch, the wound in the group treated with M. oleifera seeds
extract was entirely healed, and the incision was closed (96%) compared to 91% in the
MEBO®-treated group (Figure 2).

Wound closure is characterized as the centripetal flow of the edges of a full-thickness
wound to help in wound tissue closure [35–37]. This was likewise supported by the
histopathological examination where the injured tissue treated with the extract showed
marked re-epithelization, granulation tissue filling the wound and formation of collagen
bundles (Figure 3). Therefore, wound healing is a signal of re-epithelialization, granulation,
angiogenesis, fibroblast proliferation, differentiation, and proliferation of keratinocytes [37].
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Figure 2. (A). Wound closure rates over time post-injury in all investigated groups. Group 1 was left
untreated (-ve control). Group 2 received Moringa oleifera seeds extract. Group 3 received MEBO®

(marketed treatment- + ve control over 0, 3, 7, 10, and 14 days). After normalizing the variables using
the Shapiro–Wilk test, a two-way ANOVA test was used to examine significant differences between
groups. The expression of the data was expressed as mean ± SD. In comparison to the respective
day’s untreated group, * p < 0.001; in comparison to the respective day’s MEBO® group, # p < 0.001.
(B) Wound aspect ratio was determined to describe observed changes in the shape and direction of
wound contraction between groups (length:width).

3.3. Effect of Moringa oleifera Seeds Extract on the Expression of TGF-β, TNF-α, and IL-1β

Figure 4 depicted the mRNA expression of TGF-β following excisional wound ther-
apy with Moringa oleifera seeds extract and MEBO®. TGF-β mRNA expression in skin
tissues was substantially higher in wounds treated with M. oleifera seeds extract for 7 to
14 days compared to the untreated groups (p < 0.001). The relative gene expression of
M. oleifera seeds extract-treated wounds showed a significant rise in the markers expression
as compared to the MEBO®-treated group. The complicated connections between cells
and the multiple growth factors are necessary for wound healing [38]. The most critical
point of wound healing phases is when TGF-β recruits and activates inflammatory cells like
neutrophils and macrophages during the hemostasis and inflammation phase. However,
during the proliferative phase, it induces a variety of cellular responses, including re-
epithelialization, angiogenesis, the development of granulation tissue, and the deposition
of extracellular matrix [39,40]. During the remodeling phase, it promotes fibroblasts to
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grow and differentiate into myofibroblasts, which aid in wound closure [39,41,42]. Chronic
non-healing wounds often result in a failure of TGF-β warning, whereas Feinberg and his
colleagues [43] reported that TGF-β has an inhibitory impact on the production of collage-
nases that degrade collagen and extracellular matrix. These are coherent with the above
measurements, which established that M. oleifera seeds extract enhanced TGF-β expression
and hence recovered wound healing. The mRNA gene expression investigation of the
injured tissues produced an increment in TGF-β levels in M. oleifera seeds extract-treated
wound tissues relative to the untreated wound tissues. This may recommend that M. oleifera
seeds extract upregulates the expression of TGF-β in the wound tissues.
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Figure 3. Wounded skin 7 (I-top) and 14 days (II-down) after incision. (I) Group I (A) (untreated):
Showing a normal edged wound with normal epidermis (arrow). The wound is packed with blood
clots (asterisk), which are highlighted by sloughed granulation tissue and dense uneven collagen
bundles (star). Group I (B) (Moringa oleifera seeds extract) exhibited significant re-epithelization
(thick arrow). The granulation tissue filling the defect’s base (from below) is mostly cellular (star).
Collagen bundles manifested as disordered coarse and wavy bundles (arrows). Group I (C) (MEBO®):
Scar tissue obstructing the wound (star). Collagen bundles form a reticular pattern around the
defect, similar to that of the nearby normal dermis (crosses). The inset depicts inflammatory cellular
infiltration, primarily of macrophages (black arrows). (II) Group II (A) (left untreated): Wide wound
area (stars) with substantial inflammatory cellular infiltration in an acidophilic matrix (asterisks)
and normal skin (arrows). Group II (B) (Moringa oleifera seeds extract): Typical stratified squamous
keratinized epithelium (stars) and dermal matrix with coarse wavy collagen bundles pointing in
various directions (asterisks). The freshly created hair follicles (arrows). Group II (C) (MEBO®):
Typical epithelium, thin scar tissue extending into the dermis (stars), and reticular dermis with coarse
wavy collagen bundles organized in different orientations are all visible (asterisks), and newly formed
hair follicles (arrows). (Hx and E stain × 200 and 400).
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Figure 4. Gene expression in wound tissues for rabbits of different groups via quantitative RT-PCR.
Data represent fold change relative to the normal control group expression after normalization
to glyceraldehyde 3-phosphate dehydrogenase (GAPDH). Bars represent mean ± SD. Significant
difference between groups is analyzed by a two-way ANOVA test, where: * p < 0.001 compared to
those of the untreated group on the respective day.

As shown in Figure 5, the mRNA expression of TNF-α and IL-1β was illustrated.
Analysis of mRNA expression of full-thickness wounded samples on day 7 post-injury
revealed that the activity of the inflammatory markers TNF-α and IL-1β was significantly
down-regulated in wounds treated with M. oleifera seeds extract or MEBO® compared to
the untreated wounds. However, wounded rabbits treated with M. oleifera seeds extract
displayed more reduction in the inflammatory markers (TNF-α, and IL-1β) compared to
the MEBO®-treated group.
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ANOVA test is used to determine whether there is a significant difference between groups where:
* p < 0.001 compared to those of the group left without treatment on that particular day.
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Moreover, M. oleifera seeds extract or MEBO® treatment over 14 days showed a sig-
nificantly decrease in TNF-α and IL-1β mRNA expression when compared to the un-
treated group at (p < 0.001). The expression of TNF-α and IL-1β in wounds treated with
M. oleifera seeds extract were significantly lower than in the group treated with MEBO®.
Pro-inflammatory cytokines (IL-1β and TNF-α) must be expressed appropriately to recruit
neutrophils to the wound site. They are also identified as dynamic inducers of metallo-
proteinase (MMP) production in inflammatory and fibroblast cells. MMP destroys and
eliminates damaged extracellular matrices (ECM) during wound healing to help in wound
repair [44]. However, a prolonged inflammatory phase interferes with the healing process,
and these cytokines and proteinase harm the tissue and contribute to the formation of
chronic wounds [45].

TNF-α stimulates NF-κB, which in turn promotes gene expression of a plethora of
pro-inflammatory cytokines and proteases such as MMP [46]. Therefore, suppressing
inflammatory cytokines (TNF-α and IL-1β) by M. oleifera seeds extract can inhibit continued
inflammation and enhance wound repair. The results of in vivo studies, which were demon-
strated by a significant alteration in the mRNA expression of TGF-β and the inflammatory
markers (TNF-α and IL-1β), are confirmed by the binding modes and free energies of
the isolated compounds obtained during molecular docking studies within active sites of
TGFBR1, TNF-α, and IL-1β). These results suggested that M. oleifera seeds extract could
accelerate the switching process from inflammatory to anti-inflammatory responses.

3.4. In Vitro Antioxidant Assessment of Moringa oleifera Seeds Extract
3.4.1. Hydrogen Peroxide Scavenging Activity

The maximal peroxide scavenging effect of M. oleifera seeds extract was 49.26% at concen-
tration of 1000 µg/mL. When compared to the standard ascorbic acid (IC50 = 167.3 µg/mL),
the extract reduced the generation of peroxide radicals in a dose-dependent manner (IC50 of
163.2 µg/mL) (Figure 6).
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Figure 6. H2O2 radical scavenging activity of M. oleifera seeds extract at different concentrations
(1000 µg/mL, 500 µg/mL, 250 µg/mL, and 125 µg/mL). Bars represent mean ± SD. Significant
difference between groups is analyzed by a Two-way ANOVA test.

3.4.2. Superoxide Radical Scavenging Activity

Similarly, the scavenging activity of the standard and the extract rise steadily with
concentration (Figure 7). The maximum effect was observed at extract concentration of
1000 µg/mL where a 49.06% superoxide scavenging effect was observed. The concentration
of M. oleifera seeds extract needed for 50% inhibition (IC50) was ca. 144.1 µg/mL, whereas
that for the standard ascorbic acid was 156.7 µg/mL.
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3.5. Molecular Docking Study

In silico molecular docking study was carried out for the identified compounds to
unravel possible binding interactions and affinities [47,48]. Nineteen compounds were
screened against three different protein targets that were extensively incorporated in the
process of wound healing by performing molecular docking using the computational
program MOE 2019.010. The first protein target is tumor necrosis factor alpha (TNF-α) rep-
resented by (PDB ID code:2AZ5) co-crystallized with its inhibitor small molecule previously
identified by He, M.M., et al. [49]. The second target is the transforming growth factor beta
(TGF-β receptor type-1), which plays a crucial role in wound healing through regulation
of the process of cell differentiation and proliferation rather than its modulatory effect on
the immune response (TGF-β), represented by protein (PDB ID code:6B8Y) co-crystallized
with its new inhibitory ligand the heterobicyclic pyrrolopyrimidine derivative [50]. The
final target is IL-1β represented by protein (PDB ID code:6Y8M) and co-crystallized with
its inhibitory ligand, SX2 (a bromo amido pyridine derivative).

3.5.1. Docking with PDB ID: 2AZ5

The X-ray crystallographic structure of (TNF-α) complexed with its ligand was ob-
tained from the Protein Data Bank (http://www.rcsb.org/pdb/, code 2AZ5 (accessed on 10
April 2022). The co-crystallized ligand was found to be bound within a shallow pocket and
contacting some amino acid residues from each subunit of the TNF-α dimer. The contact
residues composed of 16 amino acids including seven from chain A and nine from chain
B (among them six tyrosine residues). The inhibitor acts by binding to the active trimer
form of the cytokine and activating the dissociation of this trimer to the inactive dimer and
stabilizing it [49]. To validate our study, the ligand was re-docked with the active pocket.
Ligand showed interactions with receptor through hydrogen bonds with Gln 61 as H-donor
and with Tyr 119 as pi-H interaction (Figure 8). The docking algorithm was able to predict
the co-crystalized ligand pose with least RMSD with energy score of −6.923 kcal/mol.

The dock score of the 19 compounds against 2AZ5 is summarized in (Supplemen-
tary Table S2). Docking results revealed that only compound 15 achieved a docking score
of −7.544 kcal/mol better than the energy score of the co-crystallized ligand, with more
hydrogen bond interactions than the isolated ligand as it showed three hydrogen bonds
with Ser 60, Tyr 119, and Gly 148 through the hydroxyl groups of the glucopyranosyl and
rhamnopyranosyl moieties in addition to one more hydrogen bond between the oxygen
atom in the 7-rhamnopyranosyl moiety and Gln 149. The rest of the compounds showed
lower affinity towards the protein than the ligand-like compound 8, which showed one

http://www.rcsb.org/pdb/
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hydrogen bond interaction and another H-pi interaction in addition to compounds 4, 7,
and 18 which exhibited two hydrogen bond interactions.
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Figure 8. Docking results of compound 14 in the active pocket site of TNF-α (PDB:2AZ5): (A) 2D
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3.5.2. Docking with PDB ID:6B8Y

The X-ray crystallographic structure of (TGF-β) complexed with its novel pyrrolopy-
rimidine ligand was obtained from the protein data bank (http://www.rcsb.org/pdb/,
code 6B8Y (accessed on 10 April 2022). TGF-β is transmembrane serine/threonine kinase
that phosphorylate SMAD proteins which will in turn be dimerized and translocated to
the nucleus followed by gene transcription [50]. To validate our study, the ligand was
re-docked with its active binding site showing hydrogen bond formation between the
pyrrole NH and the carbonyl of Asp 351. Two hydrogen bonds are formed with Lys 232 and
His 283 through the nitrogen of the pyrimidine ring and the pyridinyl moiety, respectively,
in addition to one hydrophobic interaction with Lys 232 (Figure 9). The docking algorithm
was able to predict the co-crystalized ligand pose with least RMSD with energy score of
−7.555 kcal/mol.
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Figure 9. Docking results of compound 14 in the active pocket site of (TGF-β) (6B8Y): (A) 2D
interactions of ligand; (B) 2D interactions of compound 14; (C) 3D Docking pose of compound 14.

The docking results of the 19 compounds against (6B8Y) are summarized in Supple-
mentary Table S3. Representative compounds with potential affinity were presented in
Figures 10–14. The docking results revealed that compound 14 showed the highest affinity
towards the protein (6B8Y) as it recorded the lowest energy score among the screened
compounds and also much lower than co-crystalized ligand with score of−10.186 kcal/mol.
The binding involved seven hydrogen bond interactions, of which three form H-donor with
Lys 213, Asp 290, and Glu 284 and the other four form H-acceptor with Lys 213, Tyr 282,
and Lys 232 besides one pi-H interaction between the pyrone moiety and Val 219 residue.
Compound 16 similarly showed better energy score than ligand −7.654 kcal/mol) forming
three hydrogen bonds with the docked receptor, of which one forms H-acceptor with Lys
232 (resembling that formed by the co-crystalized ligand) and another two as H-donor with
Ser 280 and Lys 337.
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Notably, compounds 1 and 3 achieved nearly equal binding energy scores as the
ligand possessed. Meanwhile, compound 18 recorded an energy score of −6.755 kcal/mol
although it showed interaction pattern that greatly resembled that achieved with the co-
crystalized ligand with the same amino acid residues Asp 351, Lys 232, and His 283. The
remaining compounds displayed higher binding energies than the inhibitory ligand.

3.5.3. Docking with PDB ID:6Y8M

The third target is the cytokine IL-1β represented by protein (PDB ID code:6Y8M)
co-crystallized with its inhibitory ligand, SX2. The X-ray crystallographic structure ob-
tained from the protein data bank, upon validation of the docking method, the ligand
possessed an energy score of −4.8193 kcal/mol with RMSD 1.1513, showing five hydrogen
bond interactions at the binding site with Met 148, Arg 11, Thr 147, and Gln 149 (all as
hydrogen bond acceptors). The docking results of the investigated compounds are listed in
Supplementary Table S4. Representative compounds with potential activity were presented
in Figures 15–18. Compound 14 recorded outstanding results as it showed higher affinity to
the docked receptor with energy score −7.432 kcal/mol much lower than the one achieved
by the ligand −4.8193 kcal/mol. Moreover, it showed more hydrogen bond interactions
than the ligand as it displayed seven hydrogen bond interactions with amino acid residues
Asn108, Phe105, Leu31, and Gln15 as H-donor and with Gln32 as H-acceptor.
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Remarkably, compounds 1, 15, 16, and 18 achieved an energy score of compound-
receptor complex lower than the co-crystallized ligand with scores of −5.023, −5.352,
−5.541 and −5.118, respectively. Compound 16 showed similar hydrogen bond inter-
actions as the ligand with the same amino acids Met 148, Arg 11, Thr 147, and Gln 149
(Figure 15). Some compounds which recorded comparable energy score results displayed
good interactions that greatly resemble the ligand interactions; this was obvious in com-
pounds 2, 7, and 8, while other compounds showed higher energy score than the ligand.
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3.5.4. Wound Healing Network Design

Here, we applied a virtual screening-based approach with the purpose of prediction
the wound healing capability of M. oleifera extracts and their phytoconstituents that may be
incorporated with their biological activity

Collection of Potential Targets for Wound Healing

Since our aim is to build a PPI network tailored to wound healing, the proposed
approach starts with the selection of a list of proteins known to have a role in the wound
healing process. These proteins were collected from the following four databases: Gene
Cards (https://www.genecards.org/) (accessed on 20 May 2022) [51], the Therapeutic
Target Database (TTD, http://db.idrblab.net/ttd/) (accessed on 20 May 2022) [52], the
Comparative Toxicogenomic Database (CTD, http://ctdbase.org/) (accessed on 20 May
2022) and the Drug Bank database (https://www.drugbank.ca/) (accessed on 20 May
2022) [53]. The words “Wound infection”, “Surgical wound dehiscence”, and “Surgical
wound infection” were used as keywords to retrieve associated targets and the species
were limited as “Homo sapiens”. The analysis of these data with the literature allowed us
to extract a list of the most significantly proteins that have been considered the suggested
target proteins [54,55].

Network Construction

We constructed two networks (Figures 19 and 20). The Protein–Protein Interaction
(PPI) Network which displayed the interactions between proteins related to wound healing.
The suggested proteins that were expected to be involved in wound healing process
were submitted to the STRING application (https://string-db.org/) (accessed on 2 June
2022) [56] for protein–protein interaction (PPI) analysis, selecting “Homo sapiens” as the
type of species. The confidence score was set to 0.4 on the default settings for the rest
of the parameters to achieve the PPI network. The constructed was network created by
Cytoscape 3.9.1 (https://www.cytoscape.org/) (accessed on 5 June 2022) [57], a software
package for visualizing and analyzing networks. It is considered a weighted network
where the edge weights correspond to the STRING confidence score associated with the
PPI (edge). Utilizing the network analyzer tool in Cytoscape, we observed that the network
comprised of 19 nodes, 119 edges, and the average number of neighbors was 12.5. The
topological parameters such as node degree, betweenness, closeness and the strength
of skin tissue expression of each protein are summarized in Table 2. The median of the
degree, betweenness, and closeness in the network were 13,0.007625272 and 0.782608696,

https://www.genecards.org/
http://db.idrblab.net/ttd/
http:// ctdbase.org/
https://www.drugbank.ca/
https://string-db.org/
https://www.cytoscape.org/
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respectively. The network was visualized in a circular layout using “yFiles circular layout”
tool in Cytoscape software and was sorted by linking the size of the nodes with the degree
of connectivity. Another classification in the form of color intensity of the nodes and
their score of skin tissue expression (the main site of action in wound healing process)
is included.

Antioxidants 2022, 11, x FOR PEER REVIEW 20 of 27 
 

respectively. The network was visualized in a circular layout using “yFiles circular lay-
out” tool in Cytoscape software and was sorted by linking the size of the nodes with the 
degree of connectivity. Another classification in the form of color intensity of the nodes 
and their score of skin tissue expression (the main site of action in wound healing process) 
is included. 

The constructed network revealed that, nodes IL6, TNF, VEGFA, PTGS2, IL1B, and 
MMP9 recorded the highest score regarding the degree of connectivity; and this finding 
is in great accordance with several previous reports [58]. The classification of the sus-
pected proteins into a range of (0–4) revealed that proteins PTGS1, MMP1, MMP2, and 
IL1B achieved a highest score while nodes VEGFA, EGFR, TGFβ1, and PTGS1 recorded 
moderate ones.  

 
Figure 19. Network nodes represent suggested protein targets, and the edges represent protein–
protein interactions. The size of nodes signifies the connectivity of each protein; the higher the node 
size the higher its connectivity to other nodes; the color fill of the nodes represents the skin tissue 
expression as the more intense the color the greater the expression. 

Table 2. Topological parameters of targets combined with skin tissue expression score. 

No Name Target Degree Betweenness Closeness Tissue/Skin 
1 Tumor necrosis factor TNF 18 0.058613445 1 0.72563 
2 Interleukin 6  IL6 18 0.058613445 1 0.88975 
3 Vascular endothelial growth factor A VEGFA 17 0.03889667 0.947368421 1.449221 
4 Prostaglandin-endoperoxide synthase 2 PTGS2 17 0.045650482 0.947368421 0.745856 
5 Interleukin 1B IL1B 17 0.045650482 0.947368421 4 
6 Matrix metallopeptidase 9 MMP9 16 0.027552132 0.9 0.166331 
7 Epidermal growth factor EGF 15 0.021864301 0.857142857 0.698752 
8 Transforming growth factor beta 1 TGFβ1 14 0.012044818 0.818181818 0.94118 
9 Epidermal growth factor receptor EGFR 13 0.007625272 0.782608696 1.459392 

10 Matrix metallopeptidase 2 MMP2 13 0.009126984 0.782608696 2.805839 

Figure 19. Network nodes represent suggested protein targets, and the edges represent protein–
protein interactions. The size of nodes signifies the connectivity of each protein; the higher the node
size the higher its connectivity to other nodes; the color fill of the nodes represents the skin tissue
expression as the more intense the color the greater the expression.

Antioxidants 2022, 11, x FOR PEER REVIEW 21 of 27 
 

11 Matrix metallopeptidase 1 MMP1 12 0.002178649 0.75 4.357237 
12 Matrix metallopeptidase 3 MMP3 12 0.003267974 0.75 0.475876 
13 Matrix metallopeptidase 13 MMP13 9 0 0.666666667 0.413252 
14 Arachidonate 5-Lipoxygenase ALOX5 9 0.005571117 0.666666667 0.753328 
15 platelet-derived growth factor receptor beta PDGFRβ 8 0 0.642857143 1.185637 
16 Matrix metallopeptidase 12 MMP12 8 0 0.642857143 0.658791 
17 Matrix metallopeptidase 8 MMP8 8 0 0.642857143 0.44169 
18 Prostaglandin-endoperoxide synthase 1 PTGS1 8 0.003213508 0.642857143 2.071426 
19 Arachidonate 15-Lipoxygenase ALOX15 6 0 0.6 0.102662 

 Median  13 0.007625272 0.782608696 0.753328 

The second network is the compound–protein Interaction (CPI) Network, which was 
constructed to reveal the probable correlations between the suggested targets and the se-
lected compounds. In the network, we constructed connections between the isolated phy-
tochemicals and target proteins relevant to wound healing using STRING application for 
establishing the network and Cytoscape for visualization [59]. The network revealed that 
eight compounds exhibited connections with the targeted proteins; among them querce-
tin, caffeic acid, and kaempferol which showed the highest connectivity with the putative 
proteins (Figure 20). Additional investigations were performed utilizing the data collected 
from the two networks to understand the possible molecular mechanisms of the most ac-
tive compounds quercetin, caffeic acid, and kaempferol, taking into consideration the fol-
lowing parameters like the degree of connectivity of the protein, the skin tissue expression 
and the compound connectivity to the proteins; accordingly, kaempferol was selected to 
be tested for MMP2 while caffeic acid was tested with MMP1 and quercetin was tested 
with IL6. 

 
Figure 20. Compound–target network of eight isolated compounds with the potential target pro-
teins, the edges represent a weighted compound–protein connection as the thickness of the edge 
related to the degree of connectivity, this figure were suggested from the STRING database. 

3.5.5. In Silico Molecular Docking  
Molecular docking was carried out for the aforementioned three compounds and 

their related proteins (Figures 21–23). Quercetin was docked with the cytokine IL-6 repre-
sented by protein (PDB ID code:1ALU) co-crystallized with its inhibitory ligand, TLA 
(Figure 23). The ligand possessed an energy score of −4.161 kcal/mol with RMSD 2.06 
while quercetin showed higher affinity to the docked receptor with energy score −4.486 
kcal/mol lower than the one achieved by the ligand. Similarly, caffeic acid achieved a 
lower energy score when docked with MMP1 protein (PDB ID code:1SU3) than the co-

Figure 20. Compound–target network of eight isolated compounds with the potential target proteins,
the edges represent a weighted compound–protein connection as the thickness of the edge related to
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Table 2. Topological parameters of targets combined with skin tissue expression score.

No Name Target Degree Betweenness Closeness Tissue/Skin

1 Tumor necrosis factor TNF 18 0.058613445 1 0.72563
2 Interleukin 6 IL6 18 0.058613445 1 0.88975
3 Vascular endothelial growth factor A VEGFA 17 0.03889667 0.947368421 1.449221
4 Prostaglandin-endoperoxide synthase 2 PTGS2 17 0.045650482 0.947368421 0.745856
5 Interleukin 1B IL1B 17 0.045650482 0.947368421 4
6 Matrix metallopeptidase 9 MMP9 16 0.027552132 0.9 0.166331
7 Epidermal growth factor EGF 15 0.021864301 0.857142857 0.698752
8 Transforming growth factor beta 1 TGFβ1 14 0.012044818 0.818181818 0.94118
9 Epidermal growth factor receptor EGFR 13 0.007625272 0.782608696 1.459392

10 Matrix metallopeptidase 2 MMP2 13 0.009126984 0.782608696 2.805839
11 Matrix metallopeptidase 1 MMP1 12 0.002178649 0.75 4.357237
12 Matrix metallopeptidase 3 MMP3 12 0.003267974 0.75 0.475876
13 Matrix metallopeptidase 13 MMP13 9 0 0.666666667 0.413252
14 Arachidonate 5-Lipoxygenase ALOX5 9 0.005571117 0.666666667 0.753328
15 platelet-derived growth factor receptor beta PDGFRβ 8 0 0.642857143 1.185637
16 Matrix metallopeptidase 12 MMP12 8 0 0.642857143 0.658791
17 Matrix metallopeptidase 8 MMP8 8 0 0.642857143 0.44169
18 Prostaglandin-endoperoxide synthase 1 PTGS1 8 0.003213508 0.642857143 2.071426
19 Arachidonate 15-Lipoxygenase ALOX15 6 0 0.6 0.102662

Median 13 0.007625272 0.782608696 0.753328

The constructed network revealed that, nodes IL6, TNF, VEGFA, PTGS2, IL1B, and
MMP9 recorded the highest score regarding the degree of connectivity; and this finding
is in great accordance with several previous reports [58]. The classification of the sus-
pected proteins into a range of (0–4) revealed that proteins PTGS1, MMP1, MMP2, and
IL1B achieved a highest score while nodes VEGFA, EGFR, TGFβ1, and PTGS1 recorded
moderate ones.

The second network is the compound–protein Interaction (CPI) Network, which was
constructed to reveal the probable correlations between the suggested targets and the
selected compounds. In the network, we constructed connections between the isolated
phytochemicals and target proteins relevant to wound healing using STRING application
for establishing the network and Cytoscape for visualization [59]. The network revealed
that eight compounds exhibited connections with the targeted proteins; among them
quercetin, caffeic acid, and kaempferol which showed the highest connectivity with the
putative proteins (Figure 20). Additional investigations were performed utilizing the data
collected from the two networks to understand the possible molecular mechanisms of the
most active compounds quercetin, caffeic acid, and kaempferol, taking into consideration
the following parameters like the degree of connectivity of the protein, the skin tissue
expression and the compound connectivity to the proteins; accordingly, kaempferol was
selected to be tested for MMP2 while caffeic acid was tested with MMP1 and quercetin was
tested with IL6.

3.5.5. In Silico Molecular Docking

Molecular docking was carried out for the aforementioned three compounds and their
related proteins (Figures 21–23). Quercetin was docked with the cytokine IL-6 represented
by protein (PDB ID code:1ALU) co-crystallized with its inhibitory ligand, TLA (Figure 23).
The ligand possessed an energy score of −4.161 kcal/mol with RMSD 2.06 while quercetin
showed higher affinity to the docked receptor with energy score −4.486 kcal/mol lower
than the one achieved by the ligand. Similarly, caffeic acid achieved a lower energy score
when docked with MMP1 protein (PDB ID code:1SU3) than the co-crystallized ligand, EPE,
(Figure 22) as it showed ∆G −4.99 kcal/mol and the ligand recorded ∆G −4.22 kcal/mol.
The third candidate, kaempferol, docked with the selected protein MMP2 represented in
(PDB ID code:1HOV) (Figure 21) and it showed good affinity towards the protein with
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energy score of −7.028 kcal/mol and RMSD 0.738 compared to the co-crystallized ligand
I52 which displayed ∆G −9.018 kcal/mol and RMSD 2.096.
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3.6. The Effects of the Major Metabolites in M. oleifera Seed Extract on the Inhibition of the
Proinflammatory Cytokine Interleukin-6

The flavones quercetin and kaempferol as well as the cinnamic acid derivative, caf-
feic acid, were assessed for their ability to reduce the proinflammatory cytokine, IL-6.
Lipopolysaccharides, a major component in the cell wall of Gram (−ve) bacteria and a po-
tent inducer for an acute inflammatory response, was used as a positive control. While LPS
stimulate the release of various cytokines, among them IL-6, kaempferol displayed major
suppression of IL-6 by ca. 76% (Table 3); however, quercetin and caffeic acid displayed
similar inhibition of IL-6 by ca. 56% and 53%, respectively.

Table 3. The effect of Moringa metabolites viz. quercetin, kaempferol, and caffeic acid on the
proinflammatory cytokine IL-6.

Metabolite Name IL-6 Concentration (pg/mL) Approximate % of
IL-6 Relative to LPS

Quercetin 71.51 ± 1.56 43.4%
Kaempferol 39.65 ± 1.19 24%
Caffeic acid 77.41 ± 1.79 47%

LPS (as control) 164.7 ± 13.7 100%

3.7. The Effects of the Major Metabolites in Moringa oleifera Seed Extract on the Inhibition of the
Endopeptidases, Matrix Metalloproteinases (MMP) 1 and 2

Although matrix metalloproteinases are involved in many critical biological processes
like wound healing, angiogenesis, immunity, and bone remodeling, the uncontrolled and
dysregulated activity of MMP are observed in cancer and in several inflammatory diseases
such as arthritis. Kaempferol showed the highest inhibition for both subtypes of MMP I
and II up to 60% and 67%, respectively (Table 4).

Table 4. The effects of Moringa metabolites viz. quercetin, kaempferol, and caffeic acid on matrix
metalloproteinases type I and II.

Compound Name MMP-1 (pg/mL) Approximate % of
MMP-1 Relative to LPS MMP-2 (pg/mL) Approximate % of

MMP-2 Relative to LPS

Quercetin 2160 ± 30.7 67.8% 170.3 ± 2.49 59.7%
Kaempferol 1276 ± 52.2 40.1% 92.59 ± 3.36 32.4%
Caffeic acid 1926 ± 49.1 60.5% 199.3 ± 1.56 69.9%

LPS (as control) 3183 ± 78.8 100% 285 ± 10.9 100%

3.8. In Silico Drug Likeness

Various physicochemical properties could greatly influence the bioactivity of a given
drug as it is closely related to the interactions between the drug and its potentially suspected
target. Recently in silico approaches introduce a powerful tool for drug discovery to assess
the proposed pharmacokinetics (ADME) of compounds which play a vital role in their
pharmacological activities, specially at the early stages of screening for lead compounds [60].
Consequently, the measurement of these parameters is of great value in the selection of
an efficient drug candidate. Lipinski and Veber rules are successful tools to perform such
screening as Lipinski’s rule of five states that a compound has drug-like activity if at least 3
of the following criteria were achieved. A molecular mass less than 500 Da, a maximum
of five hydrogen donors, a maximum of 10 hydrogen bond acceptors, and a partition
coefficient between octanol and water (LogP (o/w)) smaller than 5 [61]. According to
Veber’s rule, the compound is orally active if it has 10 or less rotatable bonds with a polar
surface area (PSA) not less than 140Å [62]. For predicting drug likeness properties, we used
Reaxys [63]. The screening of the 19 phytochemicals revealed that all of them complied
with Lipinski and Veber rules except for compound 15 that does not obey the two rules,
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and this might be attributed to the large glycosidic moiety attached to the compound
(Figures S1–S19, Supplementary File).

4. Conclusions

This is the first study evaluating the wound healing potential of M. oleifera seed extract
with insights to its chemical profile. The extract showed notable wound healing potential
by accelerating wound closure rate, increasing the expression of TGF-β1, VEGF, type I
collagen, and decreasing the inflammatory markers as well as the relative gene expression
of IL-1β and TNF-α. The seed extract displayed a likewise strong scavenging effect to
peroxides and superoxide free radicals. In silico studies of the identified compounds gave
a putative prediction to the possible mechanism by which M. oleifera seed extract exerts its
wound healing effect. Compounds 14 and 16 possessed higher affinities to the screened
receptors with binding energy scores better than the ligand. Similarly, compounds 1, 3, 15,
and 18 showed good energy scores with enhanced binding interactions. Protein–protein
interaction (PPI) and compound–protein interaction (CPI) networks were constructed.
Quercetin, caffeic acid, and kaempferol showed the highest connectivities with the putative
proteins. In silico drug likeness studies revealed that almost all compounds comply with
both Lipinski rule and Veber rule. In vitro studies further supported the in silico data since
kaempferol could efficiently supress interleukin-6 as well as MMPs I and II.

Supplementary Materials: The following supporting information can be downloaded at: https://www.
mdpi.com/article/10.3390/antiox11091743/s1, Figures S1–S19: In silico drug likeness of compounds
(1–19); Table S1: The primer sequences of studied genes. Table S2: Receptor interactions and binding
energies of the 19 Compounds and ligand into the active pocket site of TFN-α catalytic domain.
Table S3: Receptor interactions and binding energies of the 19 compounds and ligand into the active
pocket site of (TGF-β) catalytic domain. Table S4: Receptor interactions and binding energies of the
19 compounds and ligand into the active pocket site of IL-1β catalytic domain [18–20,22,23].

Author Contributions: Conceptualization: N.M.M., U.R.A. and N.H.S.; Methodology: N.H.S.,
I.M.A.-R., S.F., M.M.K. and U.R.A. Data analysis: N.H.S., E.A.S., M.A.E., S.A.M., M.A.A., F.H.A., A.Z.,
M.M.K., N.M.M., U.R.A.; Data validation: I.M.A.-R., S.F., A.M.S. and M.A.E.; Writing original draft:
N.H.S., A.Z., E.A.S., M.A.E., N.M.M., A.M.S. and U.R.A.; Supervision: N.M.M., M.A.E., U.R.A. All
authors have read and agreed to the published version of the manuscript.

Funding: The Deanship of Scientific Research at Umm Al-Qura University for supporting this work
by Grant Code: (22UQU4331174DSR18).

Institutional Review Board Statement: The study was conducted according to the guidelines of the
Declaration of Helsinki, and approved by the ethical review board of Faculty of Pharmacy, Deraya
University, Minia, Egypt with approval code 6/2021.

Informed Consent Statement: Not applicable.

Data Availability Statement: Data is contained within the article or Supplementary Material.

Acknowledgments: The authors would like to thank the Deanship of Scientific Research at Umm
Al-Qura University for supporting this work by Grant Code: (22UQU4331174DSR18).

Conflicts of Interest: There are no conflicts to declare.

References
1. Edmond, M.P.; Mostafa, N.M.; El-Shazly, M.; Singab, A.N.B. Two clerodane diterpenes isolated from Polyalthia longifolia leaves:

Comparative structural features, anti-histaminic and anti-Helicobacter pylori activities. Nat. Prod. Res. 2021, 35, 5282–5286.
[CrossRef] [PubMed]

2. El-Nashar, H.A.S.; Mostafa, N.M.; El-Badry, M.A.; Eldahshan, O.A.; Singab, A.N.B. Chemical composition, antimicrobial and
cytotoxic activities of essential oils from Schinus polygamus (Cav.) cabrera leaf and bark grown in Egypt. Nat. Prod. Res. 2021, 35,
5369–5372. [CrossRef] [PubMed]

3. Atanasov, A.G.; Zotchev, S.B.; Dirsch, V.M.; Orhan, I.E.; Banach, M.; Rollinger, J.M.; Barreca, D.; Weckwerth, W.; Bauer, R.; Bayer, E.A.;
et al. Natural products in drug discovery: Advances and opportunities. Nat. Rev. Drug Discov. 2021, 20, 200–216. [CrossRef]

https://www.mdpi.com/article/10.3390/antiox11091743/s1
https://www.mdpi.com/article/10.3390/antiox11091743/s1
http://doi.org/10.1080/14786419.2020.1753048
http://www.ncbi.nlm.nih.gov/pubmed/32363939
http://doi.org/10.1080/14786419.2020.1765343
http://www.ncbi.nlm.nih.gov/pubmed/32441134
http://doi.org/10.1038/s41573-020-00114-z


Antioxidants 2022, 11, 1743 25 of 27

4. Abdallah, S.H.; Mostafa, N.M.; Mohamed, M.; Nada, A.S.; Singab, A.N.B. UPLC-ESI-MS/MS profiling and hepatoprotective
activities of Stevia leaves extract, butanol fraction and stevioside against radiation-induced toxicity in rats. Nat. Prod. Res. 2021,
1–7. [CrossRef] [PubMed]

5. Moussa, A.Y.; Mostafa, N.M.; Singab, A.N.B. Pulchranin A: First report of isolation from an endophytic fungus and its inhibitory
activity on cyclin dependent kinases. Nat. Prod. Res. 2020, 34, 2715–2722. [CrossRef] [PubMed]

6. El-Nashar, H.A.S.; Mostafa, N.M.; Eldahshan, O.A.; Singab, A.N.B. A new antidiabetic and anti-inflammatory biflavonoid from
Schinus polygama (Cav.) Cabrera leaves. Nat. Prod. Res. 2022, 36, 1182–1190. [CrossRef] [PubMed]

7. Yuan, H.; Ma, Q.; Ye, L.; Piao, G. The Traditional Medicine and Modern Medicine from Natural Products. Molecules 2016, 21, 559.
[CrossRef]

8. Rinschen, M.M.; Ivanisevic, J.; Giera, M.; Siuzdak, G. Identification of bioactive metabolites using activity metabolomics. Nat. Rev.
Mol. Cell Biol. 2019, 20, 353–367. [CrossRef]

9. Khoomrung, S.; Wanichthanarak, K.; Nookaew, I.; Thamsermsang, O.; Seubnooch, P.; Laohapand, T.; Akarasereenont, P. Metabolomics
and Integrative Omics for the Development of Thai Traditional Medicine. Front. Pharm. 2017, 8, 474. [CrossRef]

10. Trigo, C.; Castelló, M.L.; Ortolá, M.D.; García-Mares, F.J.; Desamparados Soriano, M. Moringa oleifera: An Unknown Crop in
Developed Countries with Great Potential for Industry and Adapted to Climate Change. Foods 2020, 10, 31. [CrossRef]

11. Meireles, D.; Gomes, J.; Lopes, L.; Hinzmann, M.; Machado, J. A review of properties, nutritional and pharmaceutical applications
of Moringa oleifera: Integrative approach on conventional and traditional Asian medicine. Adv. Tradit. Med. 2020, 20, 495–515.
[CrossRef]

12. Dhakad, A.K.; Ikram, M.; Sharma, S.; Khan, S.; Pandey, V.V.; Singh, A. Biological, nutritional, and therapeutic significance of
Moringa oleifera Lam. Phytother. Res. 2019, 33, 2870–2903. [CrossRef] [PubMed]

13. Matic, I.; Guidi, A.; Kenzo, M.; Mattei, M.; Galgani, A. Investigation of medicinal plants traditionally used as dietary supplements:
A review on Moringa oleifera. J. Public Health Afr. 2018, 9, 841. [CrossRef]

14. Leone, A.; Spada, A.; Battezzati, A.; Schiraldi, A.; Aristil, J.; Bertoli, S. Moringa oleifera seeds and oil: Characteristics and uses for
human health. Int. J. Mol. Sci. 2016, 17, 2141. [CrossRef] [PubMed]

15. Milla, P.G.; Peñalver, R.; Nieto, G. Health Benefits of Uses and Applications of Moringa oleifera in Bakery Products. Plants 2021,
10, 318. [CrossRef] [PubMed]

16. Ibrahim, N.I.; Wong, S.K.; Mohamed, I.N.; Mohamed, N.; Chin, K.-Y.; Ima-Nirwana, S.; Shuid, A.N. Wound Healing Properties of
Selected Natural Products. Int. J. Environ. Res. Public Health 2018, 15, 2360. [CrossRef]

17. Kujath, P.; Michelsen, A. Wounds—From physiology to wound dressing. Dtsch. Arztebl. Int. 2008, 105, 239–248. [CrossRef]
18. Gothai, S.; Arulselvan, P.; Tan, W.S.; Fakurazi, S. Wound healing properties of ethyl acetate fraction of Moringa oleifera in normal

human dermal fibroblasts. J. Intercult. Ethnopharmacol. 2016, 5, 1–6. [CrossRef]
19. Muhammad, A.A.; Pauzi, N.A.S.; Arulselvan, P.; Abas, F.; Fakurazi, S. In Vitro Wound Healing Potential and Identification of

Bioactive Compounds from Moringa oleifera Lam. BioMed Res. Int. 2013, 2013, 974580. [CrossRef]
20. Mehwish, H.M.; Liu, G.; Rajoka, M.S.R.; Cai, H.; Zhong, J.; Song, X.; Xia, L.; Wang, M.; Aadil, R.M.; Inam-Ur-Raheem, M.;

et al. Therapeutic potential of Moringa oleifera seed polysaccharide embedded silver nanoparticles in wound healing. Int. J. Biol.
Macromol. 2021, 184, 144–158. [CrossRef]

21. Memon, G.M.; Memon, S.A.; Memon, A.R. Isolation and structure elucidation of moringyne—A new glycoside from seeds of
Moringa oleifera Lam. Pak. J. Sci. Ind. Res. 1985, 28, 7–9.

22. Govardhan Singh, R.S.; Negi, P.S.; Radha, C. Phenolic composition, antioxidant and antimicrobial activities of free and bound
phenolic extracts of Moringa oleifera seed flour. J. Funct. Foods 2013, 5, 1883–1891. [CrossRef]

23. Singh, B.N.; Singh, B.R.; Singh, R.L.; Prakash, D.; Dhakarey, R.; Upadhyay, G.; Singh, H.B. Oxidative DNA damage protective
activity, antioxidant and anti-quorum sensing potentials of Moringa oleifera. Food Chem. Toxicol. 2009, 47, 1109–1116. [CrossRef]
[PubMed]

24. Zhu, Y.; Yin, Q.; Yang, Y. Comprehensive Investigation of Moringa oleifera from Different Regions by Simultaneous Determination
of 11 Polyphenols Using UPLC-ESI-MS/MS. Molecules 2020, 25, 676. [CrossRef] [PubMed]

25. Cirmi, S.; Ferlazzo, N.; Gugliandolo, A.; Musumeci, L.; Mazzon, E.; Bramanti, A.; Navarra, M. Moringin from Moringa oleifera
Seeds Inhibits Growth, Arrests Cell-Cycle, and Induces Apoptosis of SH-SY5Y Human Neuroblastoma Cells through the
Modulation of NF-κB and Apoptotic Related Factors. Int. J. Mol. Sci. 2019, 20, 1930. [CrossRef]

26. Marzouk, M.M.; Al-Nowaihi, A.-S.M.; Kawashty, S.A.; Saleh, N.A.M. Chemosystematic studies on certain species of the family
Brassicaceae (Cruciferae) in Egypt. Biochem. Syst. Ecol. 2010, 38, 680–685. [CrossRef]

27. Jiang, M.-Y.; Lu, H.; Pu, X.-Y.; Li, Y.-H.; Tian, K.; Xiong, Y.; Wang, W.; Huang, X.-Z. Laxative Metabolites from the Leaves of
Moringa oleifera. J. Agric. Food Chem. 2020, 68, 7850–7860. [CrossRef]

28. Song, L.; Morrison, J.J.; Botting, N.P.; Thornalley, P.J. Analysis of glucosinolates, isothiocyanates, and amine degradation products
in vegetable extracts and blood plasma by LC–MS/MS. Anal. Biochem. 2005, 347, 234–243. [CrossRef]

29. Yin, Z.; Zhang, W.; Feng, F.; Zhang, Y.; Kang, W. α-Glucosidase inhibitors isolated from medicinal plants. Food Sci. Hum. Wellness
2014, 3, 136–174. [CrossRef]

30. Lu, C.-H.; Liu, S.-S.; Wang, J.-Y.; Wang, M.-Z.; Shen, Y.-M. Characterization of Eight New Secondary Metabolites from the Mutant
Strain G-444 of Tubercularia sp. TF5. Helv. Chim. Acta 2014, 97, 334–344. [CrossRef]

http://doi.org/10.1080/14786419.2021.2015594
http://www.ncbi.nlm.nih.gov/pubmed/34894905
http://doi.org/10.1080/14786419.2019.1585846
http://www.ncbi.nlm.nih.gov/pubmed/30887847
http://doi.org/10.1080/14786419.2020.1864365
http://www.ncbi.nlm.nih.gov/pubmed/33356557
http://doi.org/10.3390/molecules21050559
http://doi.org/10.1038/s41580-019-0108-4
http://doi.org/10.3389/fphar.2017.00474
http://doi.org/10.3390/foods10010031
http://doi.org/10.1007/s13596-020-00468-0
http://doi.org/10.1002/ptr.6475
http://www.ncbi.nlm.nih.gov/pubmed/31453658
http://doi.org/10.4081/jphia.2018.841
http://doi.org/10.3390/ijms17122141
http://www.ncbi.nlm.nih.gov/pubmed/27999405
http://doi.org/10.3390/plants10020318
http://www.ncbi.nlm.nih.gov/pubmed/33562157
http://doi.org/10.3390/ijerph15112360
http://doi.org/10.3238/arztebl.2008.0239
http://doi.org/10.5455/jice.20160201055629
http://doi.org/10.1155/2013/974580
http://doi.org/10.1016/j.ijbiomac.2021.05.202
http://doi.org/10.1016/j.jff.2013.09.009
http://doi.org/10.1016/j.fct.2009.01.034
http://www.ncbi.nlm.nih.gov/pubmed/19425184
http://doi.org/10.3390/molecules25030676
http://www.ncbi.nlm.nih.gov/pubmed/32033309
http://doi.org/10.3390/ijms20081930
http://doi.org/10.1016/j.bse.2010.04.004
http://doi.org/10.1021/acs.jafc.0c01564
http://doi.org/10.1016/j.ab.2005.09.040
http://doi.org/10.1016/j.fshw.2014.11.003
http://doi.org/10.1002/hlca.201300101


Antioxidants 2022, 11, 1743 26 of 27

31. Kim, D.-O.; Chun, O.K.; Kim, Y.J.; Moon, H.-Y.; Lee, C.Y. Quantification of polyphenolics and their antioxidant capacity in fresh
plums. J. Agric. Food Chem. 2003, 51, 6509–6515. [CrossRef] [PubMed]

32. Al-Madhagy, S.A.; Mostafa, N.M.; Youssef, F.S.; Awad, G.E.A.; Eldahshan, O.A.; Singab, A.N.B. Metabolic profiling of a
polyphenolic-rich fraction of Coccinia grandis leaves using LC-ESI-MS/MS and in vivo validation of its antimicrobial and wound
healing activities. Food Funct. 2019, 10, 6267–6275. [CrossRef]

33. Landén, N.X.; Li, D.; Ståhle, M. Transition from inflammation to proliferation: A critical step during wound healing. Cell. Mol.
Life Sci. 2016, 73, 3861–3885. [CrossRef] [PubMed]

34. Krzyszczyk, P.; Schloss, R.; Palmer, A.; Berthiaume, F. The role of macrophages in acute and chronic wound healing and
interventions to promote pro-wound healing phenotypes. Front. Physiol. 2018, 9, 419. [CrossRef] [PubMed]

35. Pachuau, L. Recent developments in novel drug delivery systems for wound healing. Expert Opin. Drug Deliv. 2015, 12, 1895–1909.
[CrossRef] [PubMed]

36. Suguna, L.; Singh, S.; Sivakumar, P.; Sampath, P.; Chandrakasan, G. Influence of Terminalia chebula on dermal wound healing in
rats. Phytother. Res. 2002, 16, 227–231. [CrossRef]

37. Tang, T.; Yin, L.; Yang, J.; Shan, G. Emodin, an anthraquinone derivative from Rheum officinale Baill, enhances cutaneous wound
healing in rats. Eur. J. Pharmacol. 2007, 567, 177–185. [CrossRef]

38. Wankell, M.; Munz, B.; Hübner, G.; Hans, W.; Wolf, E.; Goppelt, A.; Werner, S. Impaired wound healing in transgenic mice
overexpressing the activin antagonist follistatin in the epidermis. EMBO J. 2001, 20, 5361–5372. [CrossRef]

39. Beer, H.-D.; Gassmann, M.G.; Munz, B.; Steiling, H.; Engelhardt, F.; Bleuel, K.; Werner, S. Expression and function of keratinocyte
growth factor and activin in skin morphogenesis and cutaneous wound repair. J. Investig. Dermatol. Symp. Proc. 2000, 5, 34–39.
[CrossRef]

40. Mostafa, N.M.; Edmond, M.P.; El-Shazly, M.; Fahmy, H.A.; Sherif, N.H.; Singab, A.N.B. Phytoconstituents and renoprotective
effect of Polyalthia longifolia leaves extract on radiation-induced nephritis in rats via TGF-β/smad pathway. Nat. Prod. Res. 2021,
36, 4187–4192. [CrossRef]

41. Pastar, I.; Stojadinovic, O.; Yin, N.C.; Ramirez, H.; Nusbaum, A.G.; Sawaya, A.; Patel, S.B.; Khalid, L.; Isseroff, R.R.; Tomic-Canic,
M. Epithelialization in wound healing: A comprehensive review. Adv. Wound Care 2014, 3, 445–464. [CrossRef] [PubMed]

42. Haroon, Z.A.; Amin, K.; Saito, W.; Wilson, W.; Greenberg, C.S.; Dewhirst, M.W. SU5416 delays wound healing through inhibition
of TGF-β activation. Cancer Biol. Ther. 2002, 1, 121–126. [CrossRef] [PubMed]

43. Feinberg, R.A.; Kim, I.S.; Hokama, L.; De Ruyter, K.; Keen, C. Operational determinants of caller satisfaction in the call center. Int.
J. Serv. Ind. Manag. 2000, 11, 131–141. [CrossRef]

44. Schultz, G.S.; Ladwig, G.; Wysocki, A. Extracellular matrix: Review of its roles in acute and chronic wounds. World Wide Wounds
2005, 2005, 1–18.

45. Sasaki, M.; Kashima, M.; Ito, T.; Watanabe, A.; Izumiyama, N.; Sano, M.; Kagaya, M.; Shioya, T.; Miura, M. Differential regulation
of metalloproteinase production, proliferation and chemotaxis of human lung fibroblasts by PDGF, interleukin-1β and TNF-α.
Mediat. Inflamm. 2000, 9, 155–160. [CrossRef] [PubMed]

46. Sano, C.; Shimizu, T.; Tomioka, H. Effects of secretory leukocyte protease inhibitor on the tumor necrosis factor-alpha production
and NF-κB activation of lipopolysaccharide-stimulated macrophages. Cytokine 2003, 21, 38–42. [CrossRef]

47. Ashmawy, A.; Mostafa, N.; Eldahshan, O. GC/MS Analysis and Molecular Profiling of Lemon Volatile Oil against Breast Cancer.
J. Essent. Oil Bear. Plants 2019, 22, 903–916. [CrossRef]

48. Mostafa, N.M.; Mostafa, A.M.; Ashour, M.L.; Elhady, S.S. Neuroprotective Effects of Black Pepper Cold-Pressed Oil on
Scopolamine-Induced Oxidative Stress and Memory Impairment in Rats. Antioxidants 2021, 10, 1993. [CrossRef]

49. He, M.M.; Smith, A.S.; Oslob, J.D.; Flanagan, W.M.; Braisted, A.C.; Whitty, A.; Cancilla, M.T.; Wang, J.; Lugovskoy, A.A.;
Yoburn, J.C. Small-molecule inhibition of TNF-α. Science 2005, 310, 1022–1025. [CrossRef]

50. Harikrishnan, L.S.; Warrier, J.; Tebben, A.J.; Tonukunuru, G.; Madduri, S.R.; Baligar, V.; Mannoori, R.; Seshadri, B.; Rahaman, H.;
Arunachalam, P. Heterobicyclic inhibitors of transforming growth factor beta receptor I (TGFβRI). Bioorg. Med. Chem. 2018, 26,
1026–1034. [CrossRef]

51. Rebhan, M. GeneCards: Encyclopedia for Genes, Proteins and Diseases. 1997. Available online: https://www.genecards.org/
(accessed on 25 August 2022).

52. Vitali, F.; Cohen, L.D.; Demartini, A.; Amato, A.; Eterno, V.; Zambelli, A.; Bellazzi, R. Correction: A Network-Based Data
Integration Approach to Support Drug Repurposing and Multi-Target Therapies in Triple Negative Breast Cancer. PLoS ONE
2017, 12, e0170363. [CrossRef] [PubMed]

53. Vitali, F.; Marini, S.; Balli, M.; Grosemans, H.; Sampaolesi, M.; Lussier, Y.A.; Cusella De Angelis, M.G.; Bellazzi, R. Exploring
wound-healing genomic machinery with a network-based approach. Pharmaceuticals 2017, 10, 55. [CrossRef]

54. El-Ashram, S.; El-Samad, L.M.; Basha, A.A.; El Wakil, A. Naturally-derived targeted therapy for wound healing: Beyond classical
strategies. Pharmaceuticals 2021, 170, 105749. [CrossRef] [PubMed]

55. Gao, X.; Petricoin, E.F.; Ward, K.R.; Goldberg, S.R.; Duane, T.M.; Bonchev, D.; Arodz, T.; Diegelmann, R.F. Network proteomics of
human dermal wound healing. Physiol. Meas. 2018, 39, 124002. [CrossRef] [PubMed]

56. Szklarczyk, D.; Morris, J.H.; Cook, H.; Kuhn, M.; Wyder, S.; Simonovic, M.; Santos, A.; Doncheva, N.T.; Roth, A.; Bork, P.; et al.
The STRING database in 2017: Quality-controlled protein–protein association networks, made broadly accessible. Nucleic Acids
Res. 2016, 45, D362–D368. [CrossRef]

http://doi.org/10.1021/jf0343074
http://www.ncbi.nlm.nih.gov/pubmed/14558771
http://doi.org/10.1039/C9FO01532A
http://doi.org/10.1007/s00018-016-2268-0
http://www.ncbi.nlm.nih.gov/pubmed/27180275
http://doi.org/10.3389/fphys.2018.00419
http://www.ncbi.nlm.nih.gov/pubmed/29765329
http://doi.org/10.1517/17425247.2015.1070143
http://www.ncbi.nlm.nih.gov/pubmed/26289672
http://doi.org/10.1002/ptr.827
http://doi.org/10.1016/j.ejphar.2007.02.033
http://doi.org/10.1093/emboj/20.19.5361
http://doi.org/10.1046/j.1087-0024.2000.00009.x
http://doi.org/10.1080/14786419.2021.1961252
http://doi.org/10.1089/wound.2013.0473
http://www.ncbi.nlm.nih.gov/pubmed/25032064
http://doi.org/10.4161/cbt.55
http://www.ncbi.nlm.nih.gov/pubmed/12170771
http://doi.org/10.1108/09564230010323633
http://doi.org/10.1080/09629350020002895
http://www.ncbi.nlm.nih.gov/pubmed/11132772
http://doi.org/10.1016/S1043-4666(02)00485-4
http://doi.org/10.1080/0972060X.2019.1667877
http://doi.org/10.3390/antiox10121993
http://doi.org/10.1126/science.1116304
http://doi.org/10.1016/j.bmc.2018.01.014
https://www.genecards.org/
http://doi.org/10.1371/journal.pone.0170363
http://www.ncbi.nlm.nih.gov/pubmed/28076436
http://doi.org/10.3390/ph10020055
http://doi.org/10.1016/j.phrs.2021.105749
http://www.ncbi.nlm.nih.gov/pubmed/34214630
http://doi.org/10.1088/1361-6579/aaee19
http://www.ncbi.nlm.nih.gov/pubmed/30524050
http://doi.org/10.1093/nar/gkw937


Antioxidants 2022, 11, 1743 27 of 27

57. Shannon, P.; Markiel, A.; Ozier, O.; Baliga, N.S.; Wang, J.T.; Ramage, D.; Amin, N.; Schwikowski, B.; Ideker, T. Cytoscape: A
software environment for integrated models of biomolecular interaction networks. Genome Res. 2003, 13, 2498–2504. [CrossRef]

58. Balli, M.; Vitali, F.; Janiszewski, A.; Caluwé, E.; Cortés-Calabuig, A.; Carpentier, S.; Duelen, R.; Ronzoni, F.; Marcelis, L.;
Bosisio, F.M.; et al. Autologous micrograft accelerates endogenous wound healing response through ERK-induced cell migration.
Cell Death Differ. 2020, 27, 1520–1538. [CrossRef]

59. El-Hawary, S.S.; Sayed, A.M.; Issa, M.Y.; Ebrahim, H.S.; Alaaeldin, R.; Elrehany, M.A.; Abd El-Kadder, E.M.; Abdelmohsen, U.R.
Anti-Alzheimer chemical constituents of Morus macroura Miq.: Chemical profiling, in silico and in vitro investigations. Food
Funct. 2021, 12, 8078–8089. [CrossRef]

60. Alzhrani, Z.M.M.; Alam, M.M.; Neamatallah, T.; Nazreen, S. Design, synthesis and in vitro antiproliferative activity of new
thiazolidinedione-1, 3, 4-oxadiazole hybrids as thymidylate synthase inhibitors. J. Enzyme. Inhib. Med. Chem. 2020, 35, 1116–1123.
[CrossRef]

61. Lipinski, C.A.; Lombardo, F.; Dominy, B.W.; Feeney, P.J. Experimental and computational approaches to estimate solubility and
permeability in drug discovery and development settings. Adv. Drug Deliv. Rev. 1997, 23, 3–25. [CrossRef]

62. Cheng, F.; Li, W.; Zhou, Y.; Shen, J.; Wu, Z.; Liu, G.; Lee, P.; Tang, Y. A Comprehensive Source and Free Tool for Assessment of
Chemical ADMET Properties. ACS Publ. Chem. Inf. Model. 2012, 52, 3099–3105. [CrossRef] [PubMed]

63. Martínez-Sánchez, A.; Gil-Izquierdo, A.; Gil, M.I.; Ferreres, F. A comparative study of flavonoid compounds, vitamin C, and
antioxidant properties of baby leaf Brassicaceae species. J. Agric. Food Chem. 2008, 56, 2330–2340. [CrossRef] [PubMed]

http://doi.org/10.1101/gr.1239303
http://doi.org/10.1038/s41418-019-0433-3
http://doi.org/10.1039/D1FO01177D
http://doi.org/10.1080/14756366.2020.1759581
http://doi.org/10.1016/S0169-409X(96)00423-1
http://doi.org/10.1021/ci300367a
http://www.ncbi.nlm.nih.gov/pubmed/23092397
http://doi.org/10.1021/jf072975+
http://www.ncbi.nlm.nih.gov/pubmed/18321050

	Introduction 
	Material and Methods 
	Plant Material 
	Extraction of Moringa oleifera Seeds 
	Metabolomic Analysis 
	Molecular Docking Study 
	Animal Model 
	In Vitro IL-6, MMP-1, and MMP-2 Determinations 

	Results and Discussion 
	QTOF-MS Assisted Dereplication of the Chemical Constituents in M. oleifera Seed Extract 
	Wound Closure Process 
	Effect of Moringa oleifera Seeds Extract on the Expression of TGF-, TNF-, and IL-1 
	In Vitro Antioxidant Assessment of Moringa oleifera Seeds Extract 
	Hydrogen Peroxide Scavenging Activity 
	Superoxide Radical Scavenging Activity 

	Molecular Docking Study 
	Docking with PDB ID: 2AZ5 
	Docking with PDB ID:6B8Y 
	Docking with PDB ID:6Y8M 
	Wound Healing Network Design 
	In Silico Molecular Docking 

	The Effects of the Major Metabolites in M. oleifera Seed Extract on the Inhibition of the Proinflammatory Cytokine Interleukin-6 
	The Effects of the Major Metabolites in Moringa oleifera Seed Extract on the Inhibition of the Endopeptidases, Matrix Metalloproteinases (MMP) 1 and 2 
	In Silico Drug Likeness 

	Conclusions 
	References

