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The wound healing is a complex process which, sometimes, can be a problem in public health because of the possibility of physical
disability or even death. Due to the lack of a gold standard drug in skin wound treatment and aiming at the discovery of new
treatments in skin repair and the mechanisms involved in the process, we used oleoresin (OR) from Copaifera langsdorffii and
hydroalcoholic extract of the leaves (EH) to treat rat skin wounds. For that, male Wistar rats were divided into groups (𝑛 = 8):
Lanette, Collagenase, 10% EH, or 10% OR and, after anesthesia, one wound of 2 cm was made in the back of animals. The wounds
were treated once a day for 3, 7, or 14 days and the wound areas were measured.The rats were euthanized and skin samples destined
to biochemical, molecular, and immunohistochemical analysis. The results showed a macroscopic retraction of the wounds of 10%
EH and 10% OR creams and both treatments showed anti-inflammatory activity. Molecular and immunohistochemical results
demonstrated the activity of Copaifera langsdorffii creams in angiogenesis, reepithelialization, wound retraction, and remodeling
mechanisms.

1. Introduction

The Copaifera langsdorffiiDesf. Kuntze (Leguminosae), pop-
ularly known as copaiba, is a native tree from tropical regions
of Latin America and Western Africa, which grows in the
North, Northeast,andCentral-West of Brazil, especially in the
States of Amazonas, Paiva et al. [1]. Since the XVI century,
the oleoresin of Copaifera langsdorffii has been used by
Brazilian Indians to treat some diseases [2] and the popular
knowledge reports the use of the plant as anti-inflammatory

and antimicrobial agent and to treat skin wounds [1, 3].
Among the biological properties of copaiba, some have
already been studied such as anti-inflammatory agent [4],
antinociceptive [5], antioxidant [6], gastrointestinal diseases
[6–9], pulmonary and urinary disorders [10], urolithiasis
[11], and analgesic agent [1, 12]. Furthermore, there are some
works [1, 13–17] which studied the wound healing potential
of Copaifera langsdorffii through macroscopic analysis and
collagen synthesis mechanisms, but there is the necessity of
more researches about the wound healing mechanisms of the
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plant.Most of the studies fromCopaifera genus used the oleo-
resin,with few studies using the aerial parts [18].However, the
aromatic and phenolic compounds presented in aerial parts
of copaiba are important in cosmetic and pharmaceutical
industries [19], besides the use of hydroalcoholic extract from
the leaves to treat urolithiasis [11].

Skin wound healing is a physiological process that
depends on molecular and cellular mechanisms and can be
didactically divided into 3 overlapping and interdependent
phases: inflammatory, proliferative, and remodeling phases
[20]. Nonhealing wounds have a significant impact in public
health and in the expenditure of public resources because the
wounds can cause physical and psychological deficiency, or
even death [21]. Although there are several treatment options
on the market for skin wounds, many of them have high
costs to the patient, due to the long duration of treatment
[22]. Because of this, industry and academic researchers are
exploring new therapeutic strategies to accelerate wound
closure, including the use of plants and natural products
[23]. For this reason, our study analyzed the wound healing
activity of topical formulations containing oleoresin (OR)
and hydroalcoholic extract of leaves (EH) from Copaifera
langsdorffii in rat skin, with comprehension of the main
process involved in the treatments of the 3 different phases
of wound healing and analysis of the pathways, in order to
understand the mechanisms of a possible natural drug in the
treatment of skin wound healing.

2. Material and Methods

2.1. Plant Material. 90mL of the Copaifera langsdorffii oleo-
resin was obtained from a specimen located in Cajurú, São
Paulo, Brazil. A voucher specimen (SPFR 10120) identified by
Milton Groppo Junior was deposited in the Biology Depart-
ment, FFCLRP, University of São Paulo (USP). Copaifera
langsdorffii leaves were collected in Ribeirão Preto, São
Paulo, Brazil, and identified by Milton Groppo Junior. A
voucher specimen (SPFR 10120) was deposited in the Biology
Department, FFCLRP, University of São Paulo (USP).

2.2. Phytochemical Characterization of Copaifera langsdorffii.
The volatile sesquiterpenes of Copaifera langsdorffii oleoresin
was analyzed by using the gas chromatography linked mass
spectrometer (GC-MS) as described by Souza et al. (2011)
[24]. Hydroalcoholic extract of the copaiba leaves was ana-
lyzed by HPLC-MS as described by Alves et al. (2013) [18].

2.3. Composition and Stability Tests of Copaifera langsdorffii
Creams. The vehicle (topical formulation) was comprised
of an aqueous phase composed of 75.8% water and 4.0%
propylene glycol and an organic phase composed of 17%
Lanette cream, 3% hard paraffin, 0.15% Nipagin, and 0.05%
Nipasol, pH 6.86 ± 0.0215. For that, the organic phase was
heated till melting, and the aqueous phase was heated at 35∘C.
Then, the two phases were combined and stirred till they
cooled dawn to room temperature. All the treatments used
in the skin wound healing model (Lanette; Collagenase; 1%,
5%, and 10% EH; and 1%, 5%, and 10% OR) were made using
the vehicle formulation.

In order to verify the stability, the creams were submitted
to stability tests according to the parameters and rules of the
National Health Surveillance Agency (ANVISA). All creams
were subjected to centrifugation at 3000 rpm for 30 minutes
to verify the possible separation of phases. They were stored
under three different temperatures (4 ± 2∘C, 27 ± 2∘C, and
40 ± 2∘C) in an incubator, with 5% humidity. After 1, 7, 15,
30, 60, and 90 days, the samples were collected for physical
and chemical stability analysis. To evaluate the physical
stability, visual analysis was used in which the formulations
were observed for color alteration, phase separation, and
homogeneity. The alterations in pH values were verified.
The samples were diluted in methanol-water (1 : 1) solution,
and the pH value was determined in ambient temperature
(27 ± 2∘C) with a pHmeter. To analyze the chemical stability,
1 g of each formulation was weighed and dissolved in 1mL
of methanol HPLC grade and 1mL of hexane HPLC grade
was added for the clean-up process. Before chromatographic
analysis, each fraction was dissolved to a concentration of
1mg/mL. The OR formulations were analyzed using a GC-
FID (gas chromatography with flame ionization detector)
system and the EH formulations were analyzed using HPLC-
MS, according to themethods described by Sousa et al. (2011)
[25] and Motta et al. (2017) [8].

2.4. Animals and Wound Healing Activity

2.4.1. Animals. The assay was performed on male Wistar
albino rats (Rattus norvegicus) weighing 250 ± 30 g, supplied
by the Central Animal House, UNESP, Botucatu. The rats
were acclimated in individual cages for 1 week, in a controlled
environment (23 ± 2∘C, 12 hours’ dark-light cycle, food
and water ad libitum). After the acclimatization period, the
animals were subjected to the experimental procedures. All
experiments involving animals were performed according to
the experimental protocols (Protocol 413/2012) approved by
the Ethics Committee on Animal Use (CEUA/IBB/UNESP).

2.4.2. Excision Wounds and Treatments. The animals were
anesthetized with intraperitoneal ketamine (80mg/kg) and
xylazine (10mg/kg). After anesthesia, the animal’s back was
shaved, and a lesion was made in the dorsal region with
a 2 cm diameter punch. Subsequently, the animals were
monitored to total recovery and randomly distributed into 8
groups (𝑛 = 8/group): Lanette (vehicle), Collagenase 1.2 IU
(reference drug), 1% OR, 5% OR, and 10% OR, and 1% EH,
5% EH, and 10% EH creams. Immediately after the surgical
excision, the wounds were topically treated for 3 different
experimental periods: 3, 7, or 14 days (𝑛 = 64 animals/period).
The treatments were administered every day, once a day
during each period. To establish wound retraction, the lesion
size was marked daily in plastic films. After each period of
treatment (3, 7, and 14 days), the animals were euthanized,
and their wounds were collected for biochemical, molecular,
and histological analysis.

2.5. Macroscopic Analysis. The wound retraction was ana-
lyzed daily in each treatment period group. The mea-
sures were submitted to planimetry analysis using digital
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Table 1: Primers used in RT-qPCR.

Gene Primers sequence Product Melting
temperature Access number∗

𝛽-ACTIN F: 5-CCCTGGCTCCTAGCACCAT-3 80 bp 60∘C NM 031144.
3R: 5-GATAGAGCCACCAATCCACACA-3

COL1A1 F: 5-CATGTTCAGCTTTGTGGACCT-3 94 bp 60∘C NM 053304.
1R: 5-GCAGCTGACTTCAGGGATGT-3

COL3A1 F: 5-GGGATCCAATGAGGGAGAAT-3 128 bp 60∘C NM 032085.
1R: 5-CCTTGCGTGTTTGATATT-3

EGF F: 5-CTCAGGCCTCTGACTCCGAA-3 93 bp 60∘C NM 012842.
1R: 5-ATGCCGACGAGTCTGAGTTG-3

FGF-2 F: 5-GATCCCAAGCGGCTCTACTG-3 105 bp 60∘C NM 019305.
2R: 5-TAGTTTGACGTGTGGGTCGC-3

TGF-𝛽1 F: 5-GGGCTACCATGCCAACTTCTG-3 82 bp 60∘C NM 021578.
2R: 5-GAGGGCAAGGACCTTGCTGTA-3

F (forward) and R (reverse). ∗National Center for Biotechnology Information, Nucleotide.

pachymeter.The area of wound retraction was calculated (%)
by the following formula:

% wound retraction = {(initial area of the wound −
area of wound measured)/initial area of the wound} ∗ 100

The data of the wound areas were expressed as the mean
± standard deviation.

2.6. Biochemical Analysis. After the macroscopic analysis,
we selected 10% OR and 10% EH—single concentration
with effect on macroscopic assay—to proceed with the
biochemical assay. The skin samples were processed and
the levels of cytokines TNF-𝛼, IL-1𝛽, IL-6, and IL-10 were
quantified through the protocol of ELISA kit R&D Systems,
Minneapolis, USA. The data of cytokines were calculated
according to protein amount of the sample (pg/mg of protein)
[26].

2.7. Reverse Transcription-qPCR (RT-qPCR) Analysis. After
the macroscopic analysis, we selected 10% OR and 10%
EH—single concentration with effect on macroscopic
assay—to proceed with the molecular assay. The RNA of the
skin samples was extracted using the phenol/chloroform
method. After the extraction, the RNA was treated with
DNase I (Thermo Fischer Scientific, USA) to remove
possible contamination with genomic DNA. The DNA
synthesis was made by reverse transcription using the kit
SuperScript II according to the proceedings described in the
kit (Thermo Fischer Scientific, USA). To analyze the relative
mRNA expression levels of COL1A1, COL3A1, EGF, FGF-2,
and TGF-𝛽1 (Table 1) between our treatments, the RT-qPCR
method was used as previously described [27, 28].

2.8. Microscopic Analysis. After the macroscopic analysis,
we selected 10% OR and 10% EH—single concentration
with effect on macroscopic assay—to proceed the micro-
scopic assay. The samples of each animal of groups Lan-
ette, Collagenase, 10% EH, and 10% OR were fixed with
80% alcohol/acetic acid/formalin (8 : 1 : 1) and processed in
paraffin.

For hematoxylin & eosin (HE) staining, the number of
vessels of all slices (each slice representing the respective
rat) was analyzed. Three different regions of the skin were
analyzed for all slices: normal skin (skin without wound)
and border and center of the wounds. 15 photomicrographs
of each slice were analyzed with 40x lens and the software
CellSens Standard (Olympus, USA), being 5 photomicro-
graphs from normal skin, 5 from the border, and 5 from
the center of the wounds. The number of blood vessels was
obtained by counting of vessels present in the photomicro-
graphs using a hand counter.

The immunohistochemical assay was made with anti-
bodies collagen 1 (1 : 100 𝜇L), collagen 3 (1 : 100𝜇L), EGF
(1 : 200𝜇L), FGF-2 (1 : 500 𝜇L), MIF (1 : 300 𝜇L), MMP-2
(1 : 100 𝜇L), MMP-9 (1 : 100 𝜇L), PCNA (1 : 200𝜇L), TGF-𝛽1
(1 : 300 𝜇L), and VEGF (1 : 100 𝜇L). The skin samples were
fixed with 80% alcohol/acetic acid/formalin (8 : 1 : 1) and pro-
cessed in paraffin. Subsequently, slices of 5𝜇mwere prepared
and submitted to antigen retrieval by pressure (20 psi/125∘C).
15 photomicrographs of each slice were analyzed with 40x
lens and the software CellSens Standard (Olympus, USA),
being 5 photomicrographs from normal skin, 5 from the
border, and 5 from the center of the wounds. The immuno-
labeled area was quantified totalizing 100000 𝜇m2/slice. The
quantification was made with the software AVSoftBioView.

2.9. Statistical Analysis. For statistical analysis, all of the data
were determined by analysis of variance of the repeated mea-
sures in the independent groups followed by the Newman-
Keuls multiple comparison test ± standard deviation, consid-
ering a 5% level of significance. The analyses were performed
using GraphPad Prism version 5.01 software.

3. Results

3.1. Stability Test of Copaifera langsdorffii Creams. In the
centrifugation preliminary test, it was verified that the sam-
ples were stable, with no phase separation, allowing the
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Table 2: pH alterations of the formulations containing EH or OR in different temperatures after 0, 1, 7, 15, 30, 60, and 90 days.

Temperature
(∘C) Lanette OR EH

1% 5% 10% 1% 5% 10%
4 ± 2∘C 6,86 ± 0,02 6,59 ± 0,03 6,78 ± 0,01 6,62 ± 0,03 6,59 ± 0,03 6,53 ± 0,02 6,58 ± 0,03
27 ± 2∘C 6,74 ± 0,02 6,35 ± 0,03 6,82 ± 0,02 6,60 ± 0,03 6,83 ± 0,03 6,77 ± 0,02 6,69 ± 0,03
40 ± 2∘C 6,76 ± 0,02 6,75 ± 0,02 6,78 ± 0,03 6,48 ± 0,03 6,47 ± 0,03 6,64 ± 0,03 6,57 ± 0,03
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Figure 1: Chromatograms obtained by GC-FID of Copaifera langsdorffii oleoresins.

continuation in the physical and chemical tests. During the
90 days of the test, the creams did not show any change in
the physical stability, like visual characteristics, alterations in
color, and formation of phase, which demonstrates homo-
geneity. There was no significant difference between the
pH values of the creams at the different storage durations
(Table 2). In the analysis of the OR creams by GC-FID,
there were no alterations in chromatographic profile after 90
days of test in 4∘C and 27∘C and the major compounds are
present in all chromatograms. However, the samples stored
for 90 days at 40 ± 2∘C showed a different profile, suggesting
there is a degradation of the compounds (Figure 1). The
HPLC-MS profile of the EH creams at 4∘C and 27∘C did

not show any difference, with all formulations remaining
stable after 90 days. However, as well as the OR creams,
EH samples stored for 90 days at 40 ± 2∘C showed an
alteration of chemical profile, suggesting the degradation of
their compounds (Figure 2).

3.2. Macroscopic Analysis. In this study, the animals treated
with Lanette, Collagenase, 1%, 5%, and 10% EH, or OR during
the first 3 and 7 days did not show significant differences
between the groups in the wound area. After 14 days of
treatment, a significant difference was observed in wound
closure after treatmentwith 10%EH(95.1%wound reduction)
and 10% OR (94.72% wound reduction), compared with
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Figure 2: Chromatograms obtained by HPLC-MS of Copaifera langsdorffii hydroalcoholic extract of the leaves.

those treated with Lanette cream (89.75 wound reduction)
(Figure 3(a)). According to the macroscopic results, the
groups of 10% EH and 10% OR were selected to perform the
biochemical, molecular, and histological analysis.

3.3. ELISA Biochemical Analysis. The results of ELISA assay
demonstrated the anti-inflammatory effect of 10% EH and
10% OR, reducing the concentrations of proinflammatory
cytokines TNF-𝛼, IL-1𝛽, and IL-6 after 3 days of treatment
and increasing the anti-inflammatory cytokine IL-10 after 7
days, compared with Lanette cream (Figure 4).

3.4. RT-qPCRGene Expression. Themolecular data of relative
gene expression of collagen 1-alpha-1, collagen 3-alpha-1,
EGF, FGF-2, and TGF-𝛽1 can be observed in Figure 5.

There was an increase in the expression of collagen 1-
alpha-1 in 10% EH and 10% OR compared to Lanette treat-
ment after 3 days, but no difference was observed after 7 and
14 days. There were no significant changes in the expression
of collagen 3-alpha-1 and FGF-2 in any periods studied.
The relative expression of EGF was increased in groups 10%
EH and 10% OR after 7 days compared with Lanette, and
after 14 days the treatments Collagenase, 10% EH, and 10%
OR showed enhancement of EGF expression compared with
Lanette.The expression of TGF-𝛽1 was increased after 3 and 7

days in groups Collagenase, 10% EH, and 10% OR compared
with Lanette and, after 14 days, 10% EH and 10% OR showed
the increase of TGF-𝛽1 expression compared to Lanette and
Collagenase treatments.

3.5.Microscopic Analysis. TheHE staining allowed the count-
ing of vessels in the normal skin and border and center of
the wounds. There was an increase in the number of vessels
in groups 10% EH and 10% OR at center of the wounds
compared to Lanette and Collagenase groups after 3 days
and in the border of wounds after 14 days. There was no
vascular alteration in normal skin of tested groups in any
period studied (Figure 3(b)).

The immunohistochemistry of collagen 1 showed the
increase of immunolabeling of Collagenase, 10% EH, and
10% OR in wound border after 7 and 14 days compared
to Lanette and enhancement of collagen 1 in the center of
wounds of the same groups in all periods studied (Fig-
ure 6(a)). About the immunolabeling of collagen 3, there
was an increase of this protein in Collagenase, 10% EH, and
10% OR in the center of wounds after 7 days. In 14 days,
the level of immunolabeling of collagen 3 was decreased
in the center and border of wounds in the three groups
compared to Lanette (Figure 6(b)). The immunolabeling to
EGF showed the increase of labeling area in the border of
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Figure 3: (a) Skin wound closure (%) of rats submitted to treatments (𝑛 = 8) Lanette, Collagenase, EH, or OR 1%, 5%, and 10% for 3, 7,
and 14 days. Number of vessels in HE staining of rat skin wounds treated with Lanette, Collagenase, 10% EH, or 10% OR for 3, 7, and 14
days. ∗𝑝 < 0.05, ∗∗𝑝 < 0.01, and ∗∗∗𝑝 < 0.001, compared with Lanette group. #𝑝 < 0.05, compared with Collagenase group, using ANOVA
followed by Newman-Keuls test.
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Figure 4: Concentration of TNF-𝛼, IL-1𝛽, IL-6, and IL-10 (pg/mg of protein) in skin wound of rats treated with Lanette, Collagenase, 10%
EH, or 10% for 3, 7, and 14 days. ∗𝑝 < 0.05 and ∗∗𝑝 < 0.01, compared with Lanette. #𝑝 < 0.05, compared with Collagenase, using ANOVA
followed by Newman-Keuls test (𝑛 = 8).

groups Collagenase, 10% EH, and 10% OR after 3 and 14 days
(Figure 7(a)). The immunohistochemistry of FGF-2 showed
that this proteinwas enhanced only in the group 10%OR after
14 days, compared to Lanette and Collagenase treatments
(Figure 7(b)). With regard to MIF, the immunolabeling was
increased in creams of copaiba after 3 days and the highest
labeling of groups Collagenase, 10% EH, and 10% OR after
14 days, with 10% EH demonstrating higher labeling than
Collagenase and 10%OR (Figure 8(a)).The results of MMP-2
and MMP-9 showed the higher labeling of these proteins in
the border and center of Collagenase, 10% EH, and 10% OR
treated groups especially after 14 days, besides the important
activity of these enzymes presented in Collagenase treatment
in 3 and 7 days (Figure 9). The immunohistochemical data of
PCNA demonstrated the increase of labeled cells of groups
10% EH and 10% OR in the border of wounds after 3
and 14 days and in the center of wounds after 14 days
(Figure 8(b)).The immunohistochemistry of TGF-𝛽1 showed
an increase of the labeled area in the center and border of
wounds from groups Collagenase, 10% EH, and 10% OR
compared to Lanette after 3, 7, and 14 days (Figure 10(a)).The
immunohistochemical results of VEGF showed the increase
of labeling of Collagenase, 10% EH, and 10%OR in the center
of wounds after 3 days and higher labeling of 10%EH and 10%
OR in the border of wounds after 14 days (Figure 10(b)).

4. Discussion

As well as other plants whose wound healing potential
derived from popular knowledge has been proved exper-
imentally [29–33], this article proved the effectiveness of
Copaifera langsdorffii creams in rat skin wound healing,
according to macroscopic retraction of wounds after 14 days,
besides the effect of leaves extract and oleoresin in the anti-
inflammatory activity, boost in reepithelialization, angiogen-
esis, cell proliferation, and extracellular matrix remodeling.
By this way, there is the possibility of using OR and EH in
skin wound healing.

One of the major challenges in product development is to
ensure the stability of pharmaceutical formulations for long
periods without degrading their constituents by processes
such as oxidation and hydrolysis [34, 35]. To ensure the
stability of the formulations, physical and chemical tests were
made in 3 different temperatures. According to the chro-
matographic profile and comparing the data present in the
literature [8, 25, 36], the data indicate that the formulations
are stable up to 90 days at temperatures of 4 and 27∘C, while
the formulations submitted to 40∘C appear to be degraded,
observing the chromatographic profile obtained by GC-FID
or by HPLC-MS.

After synthesis of the hemostatic clot at the wound site,
platelets and cells from the region secrete cytokines, such
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Figure 5: Gene expression by RT-qPCR of COL1A1, COL3A1, EGF, FGF-2, and TGF-𝛽1 in skin wounds treated for 3, 7, and 14 days with
Lanette, Collagenase, 10% EH, or 10% OR. The gene expression was normalized according to 𝛽-ACTIN gene. ∗𝑝 < 0.05, ∗∗𝑝 < 0.01, and
∗∗∗𝑝 < 0.001, compared with Lanette. #𝑝 < 0.05, compared with Collagenase, using ANOVA followed by Newman-Keuls test (𝑛 = 8).

as IL-1𝛽, IL-6, and TNF-𝛼, which stimulate leukocyte infil-
tration into the region, initiating the inflammatory response
[37]. Studies indicate that both proinflammatory factors such
as TNF-𝛼, IL-1𝛽, and IL-6 and anti-inflammatory factors
such as IL-10 are involved in mechanisms that comprise
the three phases of wound healing process [30, 38–42].
However, the inflammatory response must occur rapidly for
the correct healing of the lesions, because the continuous
secretion of cytokines and the debridement of the wound by
leukocyte lead to chronic inflammation, delaying the healing
mechanism, with possible loss of tissue function. Thus, the
control of pro- and anti-inflammatory molecules is neces-
sary for the physiological healing mechanism, with studies
demonstrating the use of plants to decrease inflammation of
wounds [43–47]. Based on the ELISA results, 10% EH and
10% OR creams showed anti-inflammatory effect, reducing
concentrations of proinflammatory cytokines (TNF-𝛼, IL-1𝛽,
and IL-6) and increasing the level of the anti-inflammatory
cytokine IL-10, inhibiting chronic inflammation which
avoids tissue fibrosis formation and delayed healing of
lesions.

Together with hemostatic clot formation and inflam-
mation, the cells of the region synthesize growth factors
which stimulate cells migration and proliferation and the
synthesis of provisional extracellular matrix responsible for
the local filling and maintenance of healing mechanisms
until the remodeling of the permanent extracellular matrix
[48]. FGF-2 is a growth factor responsible for the migration
and proliferation of fibroblasts and endothelial cells at the

site of injury. Although the molecular results showed no
differences in FGF-2 gene expression between the treatments,
the increase of this growth factor in the immunohistochem-
ical analysis was observed for the group 10% OR, a result
that can be explained by the posttranscriptional regulation,
which changes the protein synthesis with no effects on
gene expression, such as the multilevel control of FGF-2
protein synthesis controlled by 3-UTR of its mRNA [49].
Thus, 10% OR treatment increased FGF-2 levels, stimulating
the fibroblasts proliferation and migration. Other growth
factors were released during the skin wound healing, and
the TGF-𝛽1 is one of the healing mediators which has the
largest range of activities, participating in all healing phases
[50]. This protein acts on the migration and proliferation of
cells from the injured region, participating in angiogenesis,
reepithelialization, and synthesis of granulation tissue and
collagen remodeling [51]. By this way, the increase of TGF-
𝛽1 in the molecular and immunohistochemical analyses in
Copaifera langsdorffii treatments, together with immunohis-
tochemistry for the cell proliferating marker PCNA, demon-
strates the effect of TGF-𝛽1 on proliferation of cells in the
lesion.

The reconstruction of the vascular network of the injury
is essential to the wound healing. With mediators secreted
by the cells of the region, such as angiopoietins, VEGF, and
TGF-𝛽1, there is the stimulus for proliferation, migration,
and structuring of endothelial cells [52].Therefore, the results
obtained by counting of vessels and VEGF immunolabeling
indicate the stimulation of the treatments 10% EH and 10%
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Figure 6: Immunolabeled area (𝜇m2) for collagen 1 and collagen 3 of the three regions from skin wounds treated with Lanette, Collagenase,
10% EH, or 10%OR for 3, 7, and 14 days. ∗𝑝 < 0.05, ∗∗𝑝 < 0.01, and ∗∗∗𝑝 < 0.001, compared with Lanette. #𝑝 < 0.05 and ##𝑝 < 0.01, compared
with Collagenase, using ANOVA followed by Newman-Keuls test (𝑛 = 8).
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Figure 7: Immunolabeled area (𝜇m2) for EGF and FGF-2 of the three regions from skin wounds treated with Lanette, Collagenase, 10% EH,
or 10% OR for 3, 7, and 14 days. ∗𝑝 < 0.05, ∗∗𝑝 < 0.01, and ∗∗∗𝑝 < 0.001, compared with Lanette. #𝑝 < 0.05, ##𝑝 < 0.01, and ###𝑝 < 0.001,
compared with Collagenase, using ANOVA followed by Newman-Keuls test (𝑛 = 8).
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Figure 8: Immunolabeled area (𝜇m2) for MIF and PCNA of the three regions from skin wounds treated with Lanette, Collagenase, 10% EH,
or 10% OR for 3, 7, and 14 days. ∗𝑝 < 0.05, ∗∗𝑝 < 0.01, and ∗∗∗𝑝 < 0.001, compared with Lanette. #𝑝 < 0.05, ##𝑝 < 0.01, and ###𝑝 < 0.001,
compared with Collagenase. aaa𝑝 < 0.001, compared with 10% OR, using ANOVA followed by Newman-Keuls test (𝑛 = 8).
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Figure 9: Immunolabeled area (𝜇m2) for MMP-2 and MMP-9 of the three regions from skin wounds treated with Lanette, Collagenase, 10%
EH, or 10% OR for 3, 7, and 14 days. ∗𝑝 < 0.05, ∗∗𝑝 < 0.01, and ∗∗∗𝑝 < 0.001, compared with Lanette. aa𝑝 < 0.01, compared with 10% OR.
bbb𝑝 < 0.001, compared with 10% EH. ccc𝑝 < 0.001, compared with 10% OR, using ANOVA followed by Newman-Keuls test (𝑛 = 8).
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Figure 10: Immunolabeled area (𝜇m2) for TGF-𝛽1 and VEGF of the three regions from skin wounds treated with Lanette, Collagenase, 10%
EH, or 10% OR for 3, 7, and 14 days. ∗𝑝 < 0.05, ∗∗𝑝 < 0.01, and ∗∗∗𝑝 < 0.001, compared with Lanette. #𝑝 < 0.05 and ##𝑝 < 0.01, compared
with Collagenase, using ANOVA followed by Newman-Keuls test (𝑛 = 8).
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OR in the formation of vessels. Furthermore, the TGF-𝛽1
also can affect angiogenesis, acting on the migration and
structuring of endothelial cells by supraregulation of integrin
receptors [53].

There is another essential mechanism for the skin wound
healing; the reepithelialization begins some hours after the
injury, but it has the most evident activity in the prolif-
erative phase of healing, finishing during the remodeling
of the extracellular matrix [48]. The keratinocytes present
at the border of the wounds secrete growth factors that
stimulate the proliferation and migration of these cells to
the covering of the injured area. One of these factors, EGF,
is a molecule that exhibits mitogenic and migratory activity
on the keratinocytes of the wound border [54]. To recover
the wounds by keratinocyte migration, extracellular matrix
metalloproteinases 2 and 9 (MMP-2 and MMP-9) dissolve
adhesion molecules between keratinocytes and keratinocytes
and basal membrane [55]. Therefore, the gene expression
and immunolabeling results of EGF, MMP-2, and MMP-9
demonstrated the influence of Copaifera langsdorffii creams
stimulating the wound reepithelialization mechanism.

The last stage of skin wound healing is the remodel-
ing phase, in which the provisional extracellular matrix is
remodeled, the injured area is completely reepithelialized,
and a myofibroblast-mediated contractile response of the
injury occurs. Because of their multiple binding sites with
collagen, myofibroblasts bind to collagen fibers and contract,
reducing the wound area [56], and macrophage migration
inhibitory factor (MIF) is a highly expressed protein in
the skin, with functions in the inflammatory phase of
healing and differentiation of fibroblast to myofibroblasts
[57, 58]. The myofibroblasts differentiation is essential to
skin wound healing, avoiding the delay in the closure
of the lesions and tissue fibrosis [59]. From the TGF-𝛽1
stimulus, phenotypic alterations of the fibroblasts present
at the wound border begin, which synthesize 𝛼-smooth
muscle actin, cell adhesion receptors, and other contractile
proteins, characterizing the differentiation for myofibroblasts
[60, 61]. The results obtained with MIF and TGF-𝛽1 tests
showed that Copaifera langsdorffii creams affect myofibrob-
last differentiation through these pathways, with possibility
of myofibroblast retraction being responsible for wound area
reduction.

In addition to myofibroblasts-mediated wound retrac-
tion, the remodeling phase is characterized by maturation of
the extracellular matrix. The main mediators responsible for
the degradation of collagen 3 in this phase are metallopro-
teinases 1 and 8 [55], while the synthesis of collagen 1 occurs
by TGF-𝛽1 stimulus [37]. The results of the molecular and
immunohistochemical analyses for collagen 1 and collagen
3 demonstrate the influence of Collagenase, 10% EH, and
10% OR treatments on the synthesis of these proteins,
with one of the mechanisms involved maybe related to the
increased activity of TGF-𝛽1, stimulating the synthesis of
collagen 3 in the initial stages of healing and remodeling of
collagen 1 in the final phase. Moreover, the molecular and
immunohistochemical results of collagen 3 can be changed
by posttranscriptional regulation of collagen 3 protein
[62, 63].

Table 3: Comparison of the mechanisms involved in skin wound
healing between groups Collagenase, 10% EH, and 10% OR.

Mechanism Groups
Collagenase 10% EH 10% OR

Inflammation — ↓ ↓

Cell proliferation — ↑ ↑

Angiogenesis — ↑ ↑

Reepithelialization ↑ ↑ ↑

Wound retraction — ↑ ↑

Extracellular matrix remodeling ↑ ↑ ↑

↑: increasing compared to Lanette; ↓: decreasing compared to Lanette;
—: not effective.

5. Conclusions

The results presented showed the wound healing activity
of the formulations based on hydroalcoholic extract of the
leaves and oleoresin of Copaifera langsdorffii in the concen-
tration of 10%, both formulations decreasing the wound area
compared to the control group. In addition, although there
are similarities between the mechanisms of the formulations
10% EH and 10% OR, characterized by anti-inflammatory
activity, angiogenesis stimulation, reepithelialization, wound
retraction, and extracellular matrix remodeling (Table 3),
there are some differences between theirmechanisms, such as
the higher expression of FGF-2 in the oleoresin group, char-
acterizing its influence on the fibroblast proliferation pathway
and collagen synthesis, and the higher MIF expression in the
leaves extract, stimulating themyofibroblast differentiation in
the retraction of the lesion area.
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[47] I. Tumen, E. K. Akkol, I. Süntar, and H. Kele, “Wound repair
and anti-inflammatory potential of essential oils from cones of
Pinaceae: Preclinical experimental research in animal models,”
Journal of Ethnopharmacology, vol. 137, no. 3, pp. 1215–1220,
2011.

[48] A. J. Singer and R. A. F. Clark, “Cutaneous wound healing,”The
New England Journal of Medicine, vol. 341, no. 10, pp. 738–746,
1999.

[49] C. Touriol, A. Morillon, M.-C. Gensac, H. Prats, and A.-C.
Prats, “Expression of human fibroblast growth factor 2mRNA is

post- transcriptionally controlled by a unique destabilizing ele-
ment present in the 3’-untranslated region between alternative
polyadenylation sites,” Journal of Biological Chemistry, vol. 274,
no. 30, pp. 21402–21408, 1999.

[50] M.Oberringer, C.Meins,M. Bubel, and T. Pohlemann, “In vitro
wounding: Effects of hypoxia and transforming growth factor𝛽1
on proliferation, migration and myofibroblastic differentiation
in an endothelial cell-fibroblast co-culture model,” Journal of
Molecular Histology, vol. 39, no. 1, pp. 37–47, 2008.

[51] L.-H. Peng, X. Chen, L. Chen, N. Li,W.-Q. Liang, and J.-Q. Gao,
“Topical astragaloside IV-releasing hydrogel improves healing
of skin wounds in vivo,” Biological and Pharmaceutical Bulletin,
vol. 35, no. 6, pp. 881–888, 2012.

[52] N. S. Greaves, K. J. Ashcroft, M. Baguneid, and A. Bayat,
“Current understanding of molecular and cellular mechanisms
in fibroplasia and angiogenesis during acute wound healing,”
Journal of Dermatological Science, vol. 72, no. 3, pp. 206–217,
2013.

[53] J. Li, Y.-P. Zhang, and R. S. Kirsner, “Angiogenesis in wound
repair: angiogenic growth factors and the extracellular matrix,”
Microscopy Research and Technique, vol. 60, no. 1, pp. 107–114,
2003.

[54] S. Werner and R. Grose, “Regulation of Wound Healing by
Growth Factors and Cytokines,” Physiological Reviews, vol. 83,
pp. 835–870, 2003.

[55] V. L. Martins, M. Caley, and E. A. O’Toole, “Matrix metallopro-
teinases and epidermal wound repair,” Cell and Tissue Research,
vol. 351, no. 2, pp. 255–268, 2013.

[56] S. C. Gilliver, E. Emmerson, J. Bernhagen, and M. J. Hardman,
“MIF: A key player in cutaneous biology and wound healing,”
Experimental Dermatology, vol. 20, no. 1, pp. 1–6, 2011.

[57] R. Abe, T. Shimizu, A. Ohkawara, and J. Nishihira, “Enhance-
ment of macrophage migration inhibitory factor (MIF) expres-
sion in injured epidermis and cultured fibroblasts,” Biochimica
et Biophysica Acta - Molecular Basis of Disease, vol. 1500, no. 1,
pp. 1–9, 2000.

[58] R. Zhao, Q.-W. Li, J. Li, and T. Zhang, “Protective effect of
Lycium barbarum polysaccharide 4 on kidneys in streptozotoc-
in-induced diabetic rats,” Canadian Journal of Physiology and
Pharmacology, vol. 87, no. 9, pp. 711–719, 2009.

[59] G. Gabbiani, “The myofibroblast in wound healing and fibro-
contractive diseases,” Journal of Pathology, vol. 200, no. 4, pp.
500–503, 2003.

[60] B. Hinz, P. Pittet, J. Smith-Clerc, C. Chaponnier, and J.-J. Meis-
ter, “Myofibroblast development is characterized by specific
cell-cell adherens junctions,” Molecular Biology of the Cell, vol.
15, no. 9, pp. 4310–4320, 2004.

[61] G. Serini, M. Bochaton-Piallat, P. Ropraz et al., “The fibronectin
domain ED-A is crucial for myofibroblastic phenotype induc-
tion by transforming growth factor-𝛽1,” The Journal of Cell
Biology, vol. 142, no. 3, pp. 873–881, 1998.

[62] B.-J. Thiele, A. Doller, T. Kähne, R. Pregla, R. Hetzer, and
V. Regitz-Zagrosek, “RNA-binding proteins heterogeneous
nuclear ribonucleoprotein A1, E1, and K are involved in post-
transcriptional control of collagen I and III synthesis,” Circula-
tion Research, vol. 95, no. 11, pp. 1058–1066, 2004.

[63] L. Chuan-hao, C. Wei, H. Jia-qing et al., “miRNA-29a targets
COL3A1 to regulate the level of type III collagen in pig,” Gene,
vol. 592, no. 1, pp. 140–147, 2016.


