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Abstract: Atopic dermatitis (AD) is a common dermatological disease affecting both children and
adults. No drug-free emulgel has been developed and studied in vitro and in vivo for the treatment
of AD. The aim of this study was to develop and assess the efficacy of a topical emulgel containing
hyaluronic acid, glycerol, Calendula officinalis, Aloe vera, polyphenols and EGF for the concomitant
treatment in patients with AD aged over 14. Objective skin barrier function parameters were included,
such as transepidermal water loss (TEWL), skin temperature, pH, stratum corneum hydration,
skin elasticity and erythema. The subjective opinion of the patients was determined including
acceptability, absorption, comfort of use and tolerability, as well as the degree of improvement in
patients’ quality of life. We observed an improvement in the subjective parameters studied and
statistically significant differences in the objective parameters. Specifically, we found an improvement
in TEWL (p = 0.006), erythema (p = 0.008) and hydration (p < 0.001), parameters indicating an
improvement in the epidermal barrier. One hundred per cent of patients were satisfied with the
product. Therefore, these results suggest that the product may contribute to the treatment of AD.

Keywords: emulgel; atopic dermatitis; hyaluronic acid; EGF

1. Introduction

The skin is the largest organ in the body, accounting for approximately 15% of an
adult’s total body weight [1]. It performs four main functions: sensation, thermoregulation,
protection, and acting as a barrier against infection, chemical stress, thermal stress, transcu-
taneous evaporative water loss and UV light and metabolism, through the production of
vitamin D and lipid storage [2,3].

Atopic dermatitis (AD), also known as atopic eczema, is a chronic inflammatory skin
disorder affecting approximately 13% of children and 7% of adults [4,5]. It is considered as
the third most prevalent dermatological disease [6]. It is characterized by erythematous,
scaly and intense pruritus with lesions located over the flexural surfaces [6,7], with pruritus
being the hallmark symptom with a major impact on quality of life [8]. It is associated
with an increased risk of allergic conditions, such as asthma and rhinitis, and with the
opportunistic Candida albicans infection [9]. This cutaneous disorder is characterised by a
breakdown of the skin barrier due to an impairment of the stratum corneum resulting from
a diminution in lipids. The stratum corneum lipids retain water and act as a permeability
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barrier [10]. Due to this barrier dysfunction, the permeability and the antimicrobial function
are compromised, colonization by Staphylococcus aureus being a common feature of AD, as
well as secondary infections [3].

The diagnosis of AD is made clinically based on family history, morphology, the
distribution of skin lesions and associated clinical signs. However, skin biopsy or other tests
may be required to exclude other diseases [11]. To facilitate classification, the American
Academy of Dermatology produced a new revision in 2003 of the Hanifin and Rajka
criteria [12] which, although not validated, are considered suitable for use in clinical
practice in the diagnosis of infants, children and adults [13].

Once the diagnosis has been made, it is necessary to determine the severity of the
disease. The classic method is the AD score (SCORAD) developed by the European Task
Force on AD (ETFAD).

Topical treatments are sufficient for mild to moderate AD management [14]. Current
therapies are focused on reducing inflammation, restoring the skin barrier, and antibacterial
therapy [14]. Local corticosteroids are used as a first-line treatment to treat moderate to
severe AD, but long-term use will lead to telangiectasia, skin thinning, epidermal atrophy,
and other adverse effects [14,15]. Daily moisturization is one of the cornerstones of AD
treatment [16].

Emulgels are emulsion-based gels containing a gelling agent such as Carbopol 940,
which combine the properties of emulsions and gels, such as easy spreadability, emollience,
longer shelflife and enhanced skin penetration [17,18]. Emulgels present a high viscosity,
which causes greater adherence to the skin, increasing the staying potential of the formula-
tion on the skin [19]. Gels are a system composed of a network of cross-linked polymers
in a liquid phase, while emulsions are mixtures of oil and water stabilized by emulsifying
agents. This allows them to include in the composition both oil- and water-soluble ingredi-
ents and to create a sustained release delivery system by entrapping components in the
gel network [18,20]. This makes emulgel a viable option for delivering botanical actives
as a vehicle for their extracts [20], as well as a wide range of active ingredients such as
moisturizers and anti-inflammatory agents [18].

Hyaluronic acid (HA) is a natural polysaccharide found in various biological compo-
nents such as articular cartilage, synovial fluid, eye’s vitreous humour and skin [21,22]. The
skin contains 50% of the total HA, and in the epidermis it is involved in the formation of a
competent barrier [22]. It has a high biocompatibility, gelling capacity, viscoelasticity and
mucoadhesiveness, as well as bioactivities such as anti-inflammatory and wound-healing
effects [21]. Its viscoelasticity is due to the negative charges in the molecule, which allow it
to retain a large amount of water, up to 70% of its weight, due to its remarkable hydrophilic-
ity [22]. HA is also involved in cell proliferation and differentiation, and in stimulating cell
movement [23].

Epidermal growth factor (EGF) plays an important role in the proliferation, differ-
entiation and migration of different cell types, particularly epithelial cells [24]. EGF is
important for keratinocyte proliferation and migration during re-epithelisation, associated
with skin wound healing [23]. It also acts on fibroblasts, which are mainly responsible
for the formation of the extracellular matrix by synthesising HA, collagen, elastin, etc. It
induces angiogenesis (formation of new blood vessels) and mediates the inflammatory
response. All this leads to tissue repair [25]. EGF also increases HA production in ker-
atinocytes [23,26]. The EGF effect on keratinocytes may contribute to a protective role in
AD pathogenesis [27], and topical application of EGF improved skin lesion severity, skin
thickness, itching, serum total IgE level and TEWL in an induced AD mice model [28]. GFs
loaded into nanoparticles of hyaluronan are released in a controlled manner, promoting
wound healing and enhancing pharmacological effects [29].

Glycerol acts as humectant relieving clinical signs of dryness, such as scaling, and may help
to reduce transepidermal water loss (TEWL). It diffuses into the stratum corneum and increases
the water-holding capacity of a normal stratum corneum [30]. Glycerol can reduce interleukin
4 expression, which may affect AD disease and will enhance stratum corneum hydration [31].
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Grape seed oil is rich in phenolic compounds such as flavonoids, carotenoids, tannins,
and stilbenes. Its polyphenols can inhibit the release of arachidonic acid, which is responsi-
ble for the production of leukotrienes and prostaglandins, which activate the inflammatory
response [32]. Phenolic compounds are potent antioxidants with a wide range of biological
properties due to their molecular structure, as they can alleviate symptoms and inhibit the
development of various skin disorders [33].

Calendula officinalis has antifungal and antimicrobial properties against a wide range
of Gram-positive and Gram-negative bacteria. It also has angiogenic and fibroblastic
properties, which have a positive effect on cell proliferation during the healing process [34].

Aloe vera has anti-inflammatory, antioxidant, anticancer, and wound-healing properties.
When applied topically, it has shown inhibitory effects on AD symptoms and IgE levels [35].

Our formula includes an innovative patented method for stabilising EGF in the oily
phase. Other drug-based emulgels have been developed for the treatment of AD [36,37],
but no drug-free emulgel has yet been developed and studied in vivo or in vitro for the
treatment of AD. This study aimed to develop and assess an emulgel containing HA,
glycerol, Calendula officinalis, Aloe vera, polyphenols and EGF for AD concomitant treatment.

2. Results and Discussion
2.1. Emulgel Biocompatibility

The experiments carried out on the developed emulgel concluded that the formulation
was biocompatible and safe to use.

2.1.1. Skin Irritation

No erythema and oedema formations were observed at any of the application sites
and injection points as showed in Table 1.

Table 1. Scores for skin irritation test for test and control samples.

Samples
Primary Irritation Score Primary

Irritation IndexRabbit ID1 Rabbit ID2 Rabbit ID3

Study product 0 0 0 0

Positive control 4.00 5.33 4.33 4.55

Negative control 0 0 0 0

According to the data obtained from the observations and the defined evaluation
criteria, the tested sample does not cause a skin irritation effect.

2.1.2. Sensitization Test

No visible skin reactions were observed at the application sites of the test product
extract. There was no discrete weight loss in the test animals. There were also no visible
changes in the general health status of the animals.

According to the results of the observations and the evaluation criteria showed in
Table 2, the tested product does not have a sensitizing effect (to material).

Table 2. Observation values for sensitization test.

Groups Groups Mean
Topical Induction Phase—ChallengePhase Score

Male test 0.8
0.7

Female test 0.6

Negative control 0.4 0.4
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2.1.3. Cytotoxicity Test

According to the evaluation criteria given, the cell viability of the test item was
quantitatively calculated in comparison with the control sample, as described in Figure 1.
The cell viability was 99.62 ± 9.97%, so it can be concluded that the test item has no
cytotoxic effect.
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Figure 1. Percentage of cell viability of the test sample compared to the control sample (L929 mouse
cell line).

2.2. Clinical Investigation

In the clinical trial, from January 2023 to April 2024, 67 patients were enrolled and
randomly divided in two groups, with 37 in the right arm group and 30 in the left arm
group. Eight patients dropped out of the study, one of them due to irritation; the rest
decided voluntarily not to continue the study. Therefore, the evaluated population included
59 patients, as showed in Figure 2.
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The baseline characteristics of the patients are shown in Table 3. 55.9% of patients
were female. 64.4% of patients had phototype II. 78% of patients applied creams one to
three times per week. 45.8% of patients applied the emulgel to test on the left arm. Only
10% of patients did not need any additional treatment; the rest of the patients continued
with their conventional treatment. 21% of patients had no comorbidities such as prurigo
nodularis, asthma, allergies, contact dermatitis, conjunctivitis or rhinitis. 69% of patients
had occasional exposure to the sun.
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Table 3. Baseline characteristics of AD patients. Continuous variables expressed as mean (SD) and
nominal variables as absolute frequencies (relative).

Characteristics Mean/No SD/%

Women 33 55.9

Age (years) 31.8 16.20

Phototype:

• I
• II
• III
• IV

5
38
14
2

8.5
64.4
23.7
3.4

Cream application:

• <1/week
• 1–3/week
• 4–6/week
• >6/week

8
46
1
4

13.6
78.0
1.7
6.8

Experimental arm:

• Left
• Right

27
32

45.8
54.2

Treatment:

• Topical
• Cyclosporines
• Biological
• None

26
7

20
6

44.1
11.9
33.9
10.2

Comorbidities:

• Prurigo nodularis
• Asthma
• Allergies
• Contact dermatitis
• Conjunctivitis
• Rhinitis
• None

4
27
25
16
6
7

22

4
25
23
15
6
7

21

Solar exposure:

• Never
• Occasionally
• Frequently

13
41
5

22
69
8

Table 4 shows the observed changes in homeostasis parameters in healthy and eczema-
tous areas when emulgel was used in the experimental arm compared to the control arm.
Figure 3 shows a bar graph comparing each homeostasis parameter in the intervention and
control arms before and after the application of emulgel.

Table 4. Changes in homeostasis parameters in healthy and eczematous areas (n = 59).

Homeostasis
Parameter

Healthy Zone

Forearm without Emulgel Forearm with Emulgel
p *

before after Dif. p 1 before after Dif. p 2

Temperature
(◦C) 32.00 ± 0.13 31.71 ± 0.14 −0.29 ± 0.14 0.050 31.98 ± 0.13 31.64 ± 0.15 −0.34 ± 0.14 0.017 0.509

Erythema (AU) 210.81 ± 8.80 216.8 ± 9.58 6.08 ± 5.20 0.247 210.49 ± 10.17 215.35 ± 10.17 4.86 ± 6.80 0.478 0.868
TEWL

(g·m−2·h−1) 11.64 ± 0.78 11.05 ± 0.72 −0.59 ± 0.65 0.372 11.48 ± 0.72 10.81 ± 0.69 0.67 ± 0.65 0.308 0.894

SCH (AU) 35.79 ± 1.54 33.32 ± 1.62 −2.47 ± 1.30 0.062 35.65 ± 1.59 44.02 ± 1.61 8.37 ± 1.55 <0.000 <0.000
pH # 5.40 ± 0.07 5.47 ± 0.07 0.07 ± 0.11 0.522 5.42 ± 0.07 5.51 ± 0.07 0.09 ± 0.09 0.341 0.748

Elasticity (%) 0.828 ± 0.011 0.843 ± 0.010 0.015 ± 0.006 0.024 0.817 ± 0.011 0.835 ± 0.011 0.019 ± 0.007 0.017 0.702
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Table 4. Cont.

Homeostasis
Parameter

Eczema Zone

Forearm without Emulgel Forearm with Emulgel
p *

before after Dif. p 1 before after Dif. p 2

Temperature
(◦C) 32.51 ± 0.12 32.32 ± 0.16 −0.18 ± 0.15 0.229 31.99 ± 0.51 32.06 ± 0.18 0.07 ± 0.54 0.904 0.631

Erythema (AU) 318.00 ± 10.73 337.60 ± 11.37 19 60 ± 8.16 0.020 337.74 ± 11.78 320.55 ± 11.79 −17.18 ± 12.18 0.164 0.008
TEWL

(g·m−2·h−1) 17.90 ± 1.27 20.51 ± 1.69 2.61 ± 1.74 0.140 19.41 ± 1.46 17.63 ± 1.20 −1.77 ± 1.50 0.243 0.006

SCH (AU) 28.67 ± 2.32 24.74 ± 2.02 −3.93 ± 2.00 0.054 29.64 ± 2.29 37.15 ± 2.23 7.51 ± 2.16 0.001 <0.000
pH # 5.48 ± 0.07 5.58 ± 0.06 0.10 ± 0.09 0.245 5.55 ± 0.06 5.66 ± 0.07 0.11 ± 0.09 0.229 0.862

Elasticity (%) 0.807 ± 0.013 0.819 ± 0.013 0.012 ± 0.013 0.373 0.799 ± 0.013 0.824 ± 0.011 0.025 ± 0.010 0.026 0.411

AU, arbitrary units; SCH, Stratum Corneum Hydration; TEWL, Transepidermal Water Loss. # Calculated values
for 56 patients. 1 p-value after using Student’s t-test for paired samples to compare baseline and end-of-follow-
up epidermal barrier function parameters in the arm that did not receive repair cream. 2 p-value calculated
using Student’s t-test for paired samples to compare baseline and end-of-treatment epidermal barrier function
parameters in the repair cream arm. * p value after using Student’s t-test for paired samples to compare changes
in epidermal barrier function parameters between the two arms.
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The results of our study show that there is an improvement in the epidermal barrier
function after 10 days of emulgel application, as shown in Figure 4.
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The results obtained suggest that the combination of the key components of emulgel
is responsible for the improvement in the skin barrier. In vitro studies have shown that
EGF reduces TEWL, epidermal thickness, AD inflammation and total and allergen-specific
immunoglobulin E (IgE) [25]. Glycerol, present in the stratum corneum as a natural
endogenous humectant [38], inhibits the transition of the intercellular lamellar lipids from a
liquid to a solid phase and accelerates the recovery of the skin barrier when disrupted [39].
HA is essential for maintaining the stratum corneum structure and epidermal barrier
function [38]. Aloe vera increases the SCH and decreases the TEWL, resulting in an
improvement in the physiological function of the skin [40]. Calendula officinalis exhibits
angiogenic and fibroblastic activity, which has a positive effect on the proliferative stages
of skin wound healing [41], and anti-inflammatory and anti-pruritic properties in induced
AD-like mice models [34].

Regarding the temperature, our study shows no significant change after 10 days of
emulgel application in the eczematous area, but it shows changes in the healthy area
(p = 0.017), which is consistent with the patients’ opinion about the sensation of freshness
provided by the emulgel. The skin temperature measured is considered within the normal
forearm temperature range as described by Lee et al., who considered a normal range
between 31.7 and 33.5 ◦C [42].

Erythema showed a decrease after 10 days of emulgel application in the eczematous
area, and it is considered statistically significant (p = 0.008) when compared with the
forearm that remained without cream application. Erythema is considered an indicator
of irritation. The reduction in this parameter allows us to conclude that the emulgel is
not irritating to the skin, and could also have an anti-inflammatory effect, which could be
due to Calendula officinalis [43–45] and Aloe vera [46,47]. In addition, it can be seen that
when the emulgel is not applied, there is a statistically significant (p = 0.02) worsening of
erythema in the control arm within 10 days, so it could be said that the emulgel not only
improves redness and swelling but also prevents their worsening.

TEWL is one of the main parameters used to assess the skin barrier function, and
it shows a decrease after 10 days of emulgel application, which tends to be statistically
significant (p = 0.006) when compared to the forearm without cream application in the
eczematous area. The normal range for TEWL values is between 1 and 25 g/m2/h, and
TEWL values above this range indicate an alteration in the skin barrier function [48]. The
TEWL results obtained in our study are within this normal range.

SCH is a relevant parameter to assess the skin barrier function. Lower values have
been associated with epidermal barrier disorders such as atopic dermatitis [49]. In our
study, an increase in SCH was observed and there was a significant difference after 10 days
of emulgel application (p < 0.001), and between both forearms in eczema and healthy areas.
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SCH is increased in healthy skin when treated with our emulgel (p < 0.000), so according to
atopic guidelines, this product can be used as a daily treatment on healthy skin.

Skin pH shows no differences between before and after emulgel application and
between both forearms. It is an important parameter to determine the skin barrier function,
as an acidic pH ensures the lipid organization and metabolism necessary for the proper
activity of the stratum corneum, and we observed in our study that the measured skin pH
is within the values considered to be the normal range to protect the skin against damaging
exogenous factors [48]. Skin pH is elevated in different situations such as neonatal skin,
sensitive skin, or inflammatory skin conditions such as atopic dermatitis and acne [50].

Elasticity is a parameter related to the biomechanical properties of the skin. In
our study, it shows differences between before and after emulgel application in eczema
(p = 0.026) and healthy areas (p = 0.017), but not between both forearms.

Table 5 shows the observed changes in SCORAD and EASI values before and after
using emulgel. Figure 5 shows a bar graph comparing SCORAD and EASI values before
and after the application of emulgel.

Table 5. Changes in SCORAD and EASI values before and after using emulgel (n = 59).

Before Emulgel After Emulgel

SCORAD:

• Mild (<25) 25 (42.4%) 26 (44.1%)

• Moderate (25–50) 19 (32.2%) 25 (42.4%)

• Severe (50–103) 15 (25.4%) 8 (13.6%)

Total 59 (100.0%) 59 (100.0%)

EASI:

• Mild (≤7) 36 (61.0%) 42 (71.2%)

• Moderate (7.1–21) 16 (27.1%) 12 (20.3%)

• Severe (>21.1) 7 (11.9%) 5 (8.5%)

Total 59 (100.0%) 59 (100.0%)
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Figure 5. (a)Change in SCORAD before and after the use of emulgel. (b) Change in EASI before and
after the use of emulgel.

Regarding the SCORAD value, our study shows that between the beginning and the
end of treatment with emulgel, the number of severe patients decreased from 15 to 8, while
the number of patients with mild AD increased from 25 to 26, so we can assume that there



Gels 2024, 10, 370 9 of 17

is an improvement in the overall clinical condition of the patients and a decrease in the
severity of the disease.

In terms of the EASI index, there was also an improvement in the general condition
of the patients, as the number of severe cases decreased from 7 to 5 and the number of
moderate cases decreased from 16 to 12, while the number of patients with mild AD
increased from 36 to 42.

All participants rated the tolerability of the cream very positively in terms of texture,
colour, odour, absorption, irritation, application, ease of use, packaging and improvement
in skin condition. No adverse effects were reported except for one case of minor irritation.
The cream used in the study was safe, effective and very well tolerated, as shown in
Figure 6.
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Our study has some limitations. All patients included in the study were adolescents
>14 years old and adults so more research is needed to evaluate the effects of our product
on children, as AD is a disease with a high prevalence in this age group. Further studies
comparing the developed emulgel with conventional drugs should be carried out to evalu-
ate the real effects of each treatment. Our study lasted 10 days; longer studies should be
carried out with a larger sample including patients of different severities. Blinding should
be considered in future studies to avoid the risk of bias.

3. Conclusions

Treatment of AD with an emulgel based on sodium hyaluronate, glycerol, grape seed
oil, Calendula officinalis, Aloe vera, and EGF as active ingredients in addition to conventional
treatments can be a valuable option for dermatologists. Within the limitations of this study,
the emulgel improved homeostasis parameters such as temperature, TEWL and stratum
corneum hydration, and improved SCORAD and EASI scores after 10 days of treatment.
Further long-term studies with larger samples and children as patients are needed.
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4. Materials and Methods
4.1. Preparation of Emulgel

An emulgel based on sodium hyaluronate, glycerol, grape seed oil, Calendula officinalis,
Aloe vera, and EGF as active ingredients was developed. The formulation included emollient,
humectant, surfactant, antioxidant and buffering components, soluble in both oil and
aqueous phases, and also included carbomer as a gelling agent to obtain the emulgel as
described in Table 6.

Table 6. Ingredients, concentration, function and formula phase (active ingredients in bold).

Function Components Concentration
(w/v)

Emulsion
Gel

Oily Phase Aqueous Phase

Emollient,
humectant,
moisturizer

Glycerol
Sodium hyaluronate

Panthenol
Aloe barbadensis leaf juice

Calendula officinalis flower extract
Propylene glycol
Zinc gluconate

5.0%
1.0%

>0.1–≤1.0%
1.0%
1.8%

>1.0–≤5.0%
≤0.1%

x

Grape seed oil
Allantoin

Caprylic/capric triglyceride
C13–14isoparaffin

Polyacrylamide

3.0%
>0.1–≤1.0%
>1.0–≤5.0%
>0.1–≤1.0%
>1.0–≤5.0%

x

Antioxidant

Tocopheryl acetate
Tocopherol

Pentaerythrityl tetra-di-T-butyl
hydroxyhydrocinnamate

≤0.1%
≤0.1%
≤0.1%

x

Solvent Aqua >50.0–≤75.0% x

Chelating Disodium EDTA ≤0.1% x

Colorant CI42090 ≤0.1% x

Growth Factor Epidermal Growth Factor * 0.00001% x

Surfactant
PEG-18 castor oil dioleate

PEG/PPG-4/12 dimethicone
Laureth-7

>0.1–≤1.0%
>0.1–≤1.0%
>0.1–≤1.0%

x

Preservative
Potassium sorbate
Sodium benzoate

≤0.1%
≤0.1% x

BHT ≤0.1% x

Buffer
Citric acid ≤0.1% x

Triisopropanolamine ≤0.1% x

Gelling Carbomer >0.1–≤1.0% x

x indicates the phase in which the ingredient has been incorporated. * As EGF is very unstable, it was formulated
using a patented solution (US Patent No. US 11,147,882 B2) to stabilise it and allow it to be formulated in an
emulsion containing an aqueous phase.

The obtained emulgel presented the following physicochemical characteristics:

1. Appearance: Easy to apply and absorb light green emulgel
2. Infrared spectrum: similar to the reference sample (the infrared spectrum correlation

coefficient compares the spectrum of the sample at t = 0 with the spectrum of the
corresponding sample, taking a value of 1 for the first sample and should be greater
than 0.95 for the compared ones).

The infrared spectrum is divided into three main regions: the bond-stretching region,
the bond-bending region and the fingerprint region. Our emulgel infrared spectrum is
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shown in Figure 7; it lies between the wavelengths of 450 and 4500 cm−1, but no specific
component can be easily identified.
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1. pH: 5.5–6.5
2. Relative density: 0.95–1.05

The infrared spectrum, pH and relative density were performed according to Eu. Ph
10th Edition, Volume 1, 2019. The appearance was subjectively evaluated.

And the following microbiological properties were evaluated according to ISO
17516:2014 [51]:

1. Total Aerobic Microbial Count (TAMC): <1000 cfu/g or mL
2. Total Yeast and Mold Count (TYMC): <100 cfu/g or mL
3. Absence of pathogens: absence/g or mL

3.1. Candida albicans
3.2. Pseudomonas aeruginosa
3.3. Staphylococcus aureus
3.4. Escherichia coli

The stability of the developed formulation was evaluated according to the International
Conference of Harmonisation (ICH) guidelines Q1A [52] and ISO/TR 18811:2018 [53]. A
study under accelerated conditions (40 ± 2 ◦C and 75 ± 5% relative humidity) and a study
under long-term conditions (25 ± 2 ◦C and 60 ± 5% relative humidity) were carried out
to ensure the stability of the formulation not only during the investigation, but also in the
longer term to evaluate the shelf life of the formulation. No differences were observed in
the following parameters tested: appearance, pH, infrared spectrum, TAMC and TYMC,
up to 6 months under accelerated conditions and 48 months under long-term conditions,
as shown in Tables 7 and 8.

Table 7. Accelerated condition study results.

Parameter T = 0 T = 1 Month T = 3 Months T = 6 Months

Appearance ✓ ✓ ✓ ✓

pH 5.7 5.4 5.3 5.8

Infrared spectrum
Correlation
coefficient

1 0.992 0.990 0.954

TAMC <100 cfu/mL - <100 cfu/mL -

TYMC <100 cfu/mL - <100 cfu/mL -
✓: complies with appearance specifications.
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Table 8. Long-term condition study results.

Parameter T = 0 T = 3
Months

T = 6
Months

T = 9
Months

T = 12
Months

T = 18
Months

T = 24
Months

T = 36
Months

T = 48
Months

T = 60
Months

Appearance ✓ ✓ ✓ ✓ ✓ ✓ ✓ ✓ ✓
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4.2. Biocompatibility Tests

The safety of the developed emulgel was tested by performing biocompatibility stud-
ies, such as irritation, sensitization and cytotoxicity, with equivalent formulations sharing
the main components (sodium hyaluronate, glycerol, EGF, Calendula officinalis, and Aloe
vera) and their concentrations or even higher in the tested product. All the tests were
conducted in accordance with ISO 10993-1:2009 [54] requirements. Animal welfare was
ensured in accordance with ISO 10993-2:2006 [55] guidelines.

4.2.1. Skin Irritation

Healthy adult albino rabbits were used for the irritation test and the study product
was applied to them together with two controls, one positive and one negative according
to the protocols described in ISO 10993-10:2010 [56]. For the evaluation of the results, the
application sites were examined with binocular loupes (3X).

4.2.2. Sensitization Test

Healthy adult guinea pigs were used for the sensitization test and the study product,
and a negative control was applied according to the protocols described in ISO 10993-
10:2010. The application sites were examined for visible skin reactions.

4.2.3. Cytotoxicity Test

The L929 mouse cell line was used as the test subject for the cytotoxicity test, as
recommended in ISO 10993-5:2009 [57] as representative of the mammalian system. Cells
were seeded on the plates and the test item extract and controls were added and incubated.
Cytotoxicity was measured by the WST-1 cell viability assay (colorimetric).

4.3. Clinical Investigation
4.3.1. Study Design

A single-centre randomised self-controlled clinical trial was conducted at the Hospital
Universitario Virgen de las Nieves in Granada (Spain).

The study protocol was developed in accordance with the Declaration of Helsinki and
ISO 14155:2020 [58], and ethical clearance was obtained from the Andalusian Biomedical
Research Ethics Portal (Project identification code 2327-M1-21) and from the Spanish Agency
for Medicines and Medical Devices (AEMPS). The procedures performed were non-invasive.

Patients were treated with the test emulgel in addition to conventional treatment
(topical/systemic corticosteroids/monoclonal antibody/antibiotic) in one arm and no
repair cream in the other arm as a control for 10 days. Patients received their conventional
treatment and did not apply any other moisturiser/repair cream. Patients were randomised
to the left or right intervention group arm.

All participants were assessed at the baseline and instructed to apply the emulgel
daily to the area of the upper arm indicated by the physician at the first visit and no other
moisturiser to the other arm to assess the effect of the emulgel. All participants received
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the following skin care instructions: no swimming in chlorinated water, no bleach baths, no
antibiotic creams for 7 days prior to the study visits; no moisturisers, bathing or showering
for 24 h prior to the study visit. Use SYNDET soap.

(1) Control arm: Patients followed their doctor’s prescribed treatment for AD.
(2) Experimental arm: Patients followed the treatment prescribed by their physician

and applied the emulgel twice daily to the area to be evaluated.

4.3.2. Participants and Procedures

Patients of both sexes, older than 14 years, as the minimum age to be treated in adult
consultation, treated in adult outpatient clinic, with AD according to Hanifin and Rajka’s
criteria, subject with mild to moderate AD (SCORAD between 1 and 40) and who are
amenable to conventional treatment, whose dermatitis is present in the upper artery areas
and whose dermatitis affects less than 15% of the body surface area. Patients with skin
infections or infestations, HIV, cancer of any type, proven immunosuppression, concomitant
application of another moisturiser, with the face as the affected area were excluded from
the study.

4.3.3. Randomization

The random sequence was generated using EXCEL prior to patient enrolment. Patients
were allocated to each group by simple randomisation. A table of random numbers without
repetition was generated. In order of arrival, patients were assigned to the left intervention
and right control groups with even numbers and to the right intervention and left control
groups with odd numbers.

4.3.4. Outcomes

The primary objective was to evaluate the efficacy of the emulgel in combination with
conventional physician-directed therapy in patients with AD, assessed by measuring
homeostasis parameters, SCORAD and EASI values. The secondary objective of the
study was to determine the subjective opinion of the patients included in the study, its
acceptability, absorption, comfort of use and tolerability.

The following homeostasis parameters related to the epidermal barrier function were
measured to evaluate the efficacy of the emulgel to treat AD:

Transepidermal water loss (TEWL) indicates the water that diffuses from the dermis
and epidermis through the stratum corneum; when elevated, it is associated with skin
barrier dysfunction [59]. It is measured with a Tewameter TM300 (Skin analyser Microcaya
S.L., Bilbao, Spain).

Skin temperature as an indicator of skin microcirculation, and when elevated it is asso-
ciated with skin barrier dysfunction [60]. It is measured using an ST 500 skin thermometer
(Skin analyser Microcaya S.L., Bilbao, Spain).

Erythema appears when the skin is exposed to irritants such as chemicals, detergents,
allergens, or UV rays [61]. The erythema index is measured with an MX 18 mexameter
(Skin analyser Microcaya S.L., Bilbao, Spain).

Reduced stratum corneum hydration (SCH) is associated with skin barrier dysfunc-
tion and alters the structure of intercellular lipids [59,62]. It is measured with a CM 825
corneometer (Skin analyser Microcaya S.L., Bilbao, Spain).

An acidic pH is required in the stratum corneum to ensure lipid organization and
lipid metabolism [63]. Skin pH is measured with a PH 905 skin pH meter (Skin analyser
Microcaya S.L., Bilbao, Spain).

Skin elasticity is measured with a Cutometer dual MPA 580 (Skin analyser Microcaya
S.L., Bilbao, Spain). Elasticity acts as an indicator of the degradation of elastic fibres in the
skin [64].

Measurements were carried out using previously described probes adapted to an MPA
580 multiprobe system (MPA COURAGE+KHAZAKA electronicGmbH, MICRO-CAYA,
S.L, Bilbao, Spain).
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The SCORAD (SCORing Atopic Dermatitis) is a scale for assessing the severity of
signs and symptoms of AD, such as the degree of erythema, oedema, papules, exudate,
excoriation, lichenification, pain and xerosis, as well as pruritus and sleep disturbance
according to the VAS scale [65]. The severity is classified according to the obtained score in
SCORAD, mild (<25), moderate (25–50) and severe (>50) [66].

The EASI (Eczema Area and Severity Index) is another scale that includes an assess-
ment of the extent of the disease and the percentage of the body surface area affected in
patients with AD. The severity is classified according to the obtained score in EASI, mild
(≤7), moderate (7.1–21) and severe (>21) [67].

The EASI-SCORAD calculator application (Sanofi Genzyme) is used to determine
SCORAD and EASI.

4.3.5. Statistical Analyses

Statistical analyses were performed using an SPSS package (IBM Corp. Released 2019.
IBM SPSS Statistics for Windows, Version 26.0. Armonk, NY, USA: IBM Corp). Variables
were compiled in a database and statistically analysed to determine the significance of the
results. Changes in the study area between treatment sessions were assessed. Qualitative
variables were presented as absolute (relative) frequencies and quantitative variables as
mean and standard deviations. Normality of variables was tested using the Kolmogorov–
Smirnov test and the Shapiro–Wilk test. Categorical data were compared using the chi-
squared test.

The Student’s t-test was used to compare continuous variables in independent samples,
and the Student’s t-test for paired samples was used to compare variables in the same
individual. Statistical significance was considered when p < 0.05 with two tails.

Author Contributions: Conceptualization, A.G.-F. and B.C.; methodology, A.G.-F., A.L.J.-E., N.P.-G.,
H.C. and T.M.-V.; formal analysis, N.P.-G. and A.L.J.-E.; investigation, N.P.-G., H.C. and A.L.J.-E.;
resources, A.G.-F. and S.A.-S.; writing—original draft preparation, A.G.-F.; writing—review and
editing, B.C. and A.L.J.-E.; supervision, B.C. and S.A.-S. This article is part of Almudena Gómez-
Farto’s Ph.D. thesis. All authors have read and agreed to the published version of the manuscript.

Funding: This research was developed by the Instituto de Investigación Biotecnológica, Farmacéutica
y Medicamentos Huérfanos, S.L., and partially funded by the Centre for the Development of Industrial
Technology (Spain), Program FEDER INTERCONECTA (ITC-20181113).

Institutional Review Board Statement: The study was performed according to clinical investigation
of medical devices for human subjects—Good clinical practice (ISO 14155 standard), and the Helsinki
declaration. The final version of the study protocol and related documentation were submitted
to the Andalusian Biomedical Research Ethics Portal (Andalucia, Spain), which gave its approval
on 4 November 2022 (Project identification code 2327-M1-21). The study was also authorized by
the Spanish Agency of Medicines and Medical Devices on 13 December 2022 (Reference PS/AVA
869/21/EC).

Informed Consent Statement: Participating patients gave written consent, after receiving full written
and oral information from the research investigators. They agreed with the clinical investigation plan,
including follow-up, by the investigators’ team, over the 10-day study period.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author. The data are not publicly available due to the privacy of the patients who
assisted in the research.

Conflicts of Interest: A.G.-F., A.L.J.-E., N.P.-G., H.C. are employees of the Instituto de Investigación
Biotecnológica, Farmacéutica y Medicamentos Huérfanos, S.L. T.M.-V. and S.A.-S. are employees
of the Virgen de las Nieves University Hospital. B.C. is an employee of the University of Granada.
The authors declare no competing interests, with the exception of the members of the Instituto de
Investigación Biotecnológica, Farmacéutica y Medicamentos Huérfanos, S.L. The funder had a role in
the design of the study, in the collection, analysis and interpretation of the data, in the writing of the
manuscript and in the decision to publish the results.



Gels 2024, 10, 370 15 of 17

References
1. Kanitakis, J. Anatomy, histology and immunohistochemistry of normal human skin. Eur. J. Dermatol. 2002, 12, 390–401. [PubMed]
2. Agarwal, S.; Krishnamurthy, K. Histology, Skin. In StatPearls; StatPearls Publishing LLC.: TreasureIsland, FL, USA, 2024.
3. Elias, P.M.; Hatano, Y.; Williams, M.L. Basis for the barrier abnormality in atopic dermatitis: Outside-inside-outside pathogenic

mechanisms. J. Allergy Clin. Immunol. 2008, 121, 1337–1343. [CrossRef] [PubMed]
4. Gatmaitan, J.G.; Lee, J.H. Challenges and Future Trends in Atopic Dermatitis. Int. J. Mol. Sci. 2023, 24, 11380. [CrossRef] [PubMed]
5. Chu, A.W.L.; Wong, M.M.; Rayner, D.G.; Guyatt, G.H.; DíazMartinez, J.P.; Ceccacci, R.; Zhao, I.X.; McMullen, E.; Srivastava, A.;

Wang, J.; et al. Systemic treatments for atopic dermatitis (eczema): Systematic review and network meta-analysis of randomized
trials. J. Allergy Clin. Immunol. 2023, 152, 1470–1492. [CrossRef] [PubMed]

6. Clebak, K.T.; Helm, L.; Uppal, P.; Davis, C.R.; Helm, M.F. Atopic Dermatitis. PrimCare 2023, 50, 191–203. [CrossRef] [PubMed]
7. Langan, S.M.; Irvine, A.D.; Weidinger, S. Atopic dermatitis. Lancet 2020, 396, 345–360. [CrossRef]
8. Eichenfield, L.F.; Stripling, S.; Fung, S.; Cha, A.; O’Brien, A.; Schachner, L.A. Recent Developments and Advances in Atopic

Dermatitis: A Focus on Epidemiology, Pathophysiology, and Treatment in the Pediatric Setting. Paediatr. Drugs 2022, 24, 293–305.
[CrossRef] [PubMed]

9. Kharwade, R.; Ali, N.; Gangane, P.; Pawar, K.; More, S.; Iqbal, M.; Bhat, A.R.; AlAsmari, A.F.; Kaleem, M. DOE-Assisted
Formulation, Optimization, and Characterization of Tioconazole-Loaded Transferosomal Hydrogel for the Effective Treatment of
Atopic Dermatitis: In Vitro and In Vivo Evaluation. Gels 2023, 9, 303. [CrossRef]

10. Pacha, O.; Hebert, A.A. Treating atopic dermatitis: Safety, efficacy, and patient acceptability of a ceramide hyaluronic acid
emollient foam. Clin. Cosmet. Investig. Dermatol. 2012, 5, 39–42. [CrossRef]

11. Eichenfield, L.F.; Tom, W.L.; Chamlin, S.L.; Feldman, S.R.; Hanifin, J.M.; Simpson, E.L.; Berger, T.G.; Bergman, J.N.; Cohen, D.E.;
Cooper, K.D.; et al. Guidelines of care for the management of atopic dermatitis: Section 1. Diagnosis and assessment of atopic
dermatitis. J. Am. Acad. Dermatol. 2014, 70, 338–351. [CrossRef]

12. Rudzki, E.; Samochocki, Z.; Rebandel, P.; Saciuk, E.; Gałecki, W.; Raczka, A.; Szmurło, A. Frequency and significance of the
major and minor features of Hanifin and Rajka among patients with atopic dermatitis. Dermatology 1994, 189, 41–46. [CrossRef]
[PubMed]

13. Eichenfield, L.F.; Hanifin, J.M.; Luger, T.A.; Stevens, S.R.; Pride, H.B. Consensus conference on pediatric atopic dermatitis. J. Am.
Acad. Dermatol. 2003, 49, 1088–1095. [CrossRef]

14. Slavkova, M.; Lazov, C.; Spassova, I.; Kovacheva, D.; Tibi, I.P.-E.; Stefanova, D.; Tzankova, V.; Petrov, P.D.; Yoncheva, K.
Formulation of Budesonide-Loaded Polymeric Nanoparticles into Hydrogels for Local Therapy of Atopic Dermatitis. Gels 2024,
10, 79. [CrossRef] [PubMed]

15. Wang, Y.; Yue, Y.; Jia, R.; Liu, X.; Cheng, Z.; Cheng, Y.; Xu, Y.; Xie, Z.; Xia, H. Design and Evaluation of Paeonol-Loaded Liposomes
in Thermoreversible Gels for Atopic Dermatitis. Gels 2023, 9, 198. [CrossRef] [PubMed]

16. Nicol, N.H.; Rippke, F.; Weber, T.M.; Hebert, A.A. Daily Moisturization for Atopic Dermatitis: Importance, Recommendations,
and Moisturizer Choices. J. Nurse Pract. 2021, 17, 920–925. [CrossRef]

17. Kola-Mustapha, A.T.; Ibraheem, H.F.; Taiwo, S.; Ishola, I.O.; Usman, S.O.; Ghazali, Y.O. Formulation of Entandrophragmautilein-
toan Herbal Emulgel for the Management of Inflammation. Gels 2023, 9, 956. [CrossRef] [PubMed]

18. Afzal, A.; Shah, S.N.H.; Javed, H.; Mumtaz, A.; Saeed, J.; Rasheed, H.M.; Arshad, R.; Ansari, S.A.; Alkahtani, H.M.; Ansari, I.A.
Spilanthesacmella Extract-Based Natural Oils Loaded Emulgel for Anti-Microbial Action against Dermatitis. Gels 2023, 9, 832.
[CrossRef] [PubMed]

19. Khiljee, T.; Akhtar, N.; Khiljee, S.; Khiljee, B.; Rasheed, H.M.; Ansari, S.A.; Alkahtani, H.M.; Ansari, I.A. Gauging Quince
Phytonutrients and Its 4% Emulgel Effecton Amplifying Facial Skin Moisturizing Potential. Gels 2023, 9, 934. [CrossRef] [PubMed]

20. Masood, S.; Arshad, M.S.; Khan, H.M.S.; Begum, M.Y.; Khan, K. Encapsulation of Leptadenia pyrotechnica (Khip) Extractin
Carbomer Based Emulgel for Its Enhanced Antioxidant Effects and Its In Vitro Evaluation. Gels 2023, 9, 977. [CrossRef]

21. Pires, P.C.; Damiri, F.; Zare, E.N.; Hasan, A.; Neisiany, R.E.; Veiga, F.; Makvandi, P.; Paiva-Santos, A.C. A review on natural
biopolymers in external drug delivery systems for wound healing and atopic dermatitis. Int. J. Biol. Macromol. 2024, 263, 130296.
[CrossRef]

22. Evrard, C.; Lambert de Rouvroit, C.; Poumay, Y. Epidermal Hyaluronan in Barrier Alteration-Related Disease. Cells 2021, 10, 3096.
[CrossRef] [PubMed]

23. Pienimaki, J.P.; Rilla, K.; Fulop, C.; Sironen, R.K.; Karvinen, S.; Pasonen, S.; Lammi, M.J.; Tammi, R.; Hascall, V.C.; Tammi, M.I.
Epidermal growth factor activates hyaluronan synthase 2 in epidermal keratinocytes and increases pericellular and intracellular
hyaluronan. J. Biol. Chem. 2001, 276, 20428–20435. [CrossRef]

24. Zeng, F.; Harris, R.C. Epidermal growth factor, from gene organization to bedside. Semin. Cell Dev. Biol. 2014, 28, 2–11. [CrossRef]
[PubMed]

25. Shin, S.H.; Koh, Y.G.; Lee, W.G.; Seok, J.; Park, K.Y. The use of epidermal growth factor in dermatological practice. Int. Wound J.
2023, 20, 2414–2423. [CrossRef] [PubMed]

26. Jokela, T.; Kärnä, R.; Rauhala, L.; Bart, G.; Pasonen-Seppänen, S.; Oikari, S.; Tammi, M.I.; Tammi, R.H. Human Keratinocytes
Respond to Extracellular UTP by Induction of Hyaluronan Synthase 2 Expression and Increased Hyaluronan Synthesis. J. Biol.
Chem. 2017, 292, 4861–4872. [CrossRef]

https://www.ncbi.nlm.nih.gov/pubmed/12095893
https://doi.org/10.1016/j.jaci.2008.01.022
https://www.ncbi.nlm.nih.gov/pubmed/18329087
https://doi.org/10.3390/ijms241411380
https://www.ncbi.nlm.nih.gov/pubmed/37511138
https://doi.org/10.1016/j.jaci.2023.08.029
https://www.ncbi.nlm.nih.gov/pubmed/37678577
https://doi.org/10.1016/j.pop.2022.12.004
https://www.ncbi.nlm.nih.gov/pubmed/37105601
https://doi.org/10.1016/S0140-6736(20)31286-1
https://doi.org/10.1007/s40272-022-00499-x
https://www.ncbi.nlm.nih.gov/pubmed/35698002
https://doi.org/10.3390/gels9040303
https://doi.org/10.2147/ccid.s23269
https://doi.org/10.1016/j.jaad.2013.10.010
https://doi.org/10.1159/000246781
https://www.ncbi.nlm.nih.gov/pubmed/8003784
https://doi.org/10.1016/s0190-9622(03)02539-8
https://doi.org/10.3390/gels10010079
https://www.ncbi.nlm.nih.gov/pubmed/38275852
https://doi.org/10.3390/gels9030198
https://www.ncbi.nlm.nih.gov/pubmed/36975647
https://doi.org/10.1016/j.nurpra.2021.06.003
https://doi.org/10.3390/gels9120956
https://www.ncbi.nlm.nih.gov/pubmed/38131942
https://doi.org/10.3390/gels9100832
https://www.ncbi.nlm.nih.gov/pubmed/37888404
https://doi.org/10.3390/gels9120934
https://www.ncbi.nlm.nih.gov/pubmed/38131920
https://doi.org/10.3390/gels9120977
https://doi.org/10.1016/j.ijbiomac.2024.130296
https://doi.org/10.3390/cells10113096
https://www.ncbi.nlm.nih.gov/pubmed/34831319
https://doi.org/10.1074/jbc.M007601200
https://doi.org/10.1016/j.semcdb.2014.01.011
https://www.ncbi.nlm.nih.gov/pubmed/24513230
https://doi.org/10.1111/iwj.14075
https://www.ncbi.nlm.nih.gov/pubmed/36584669
https://doi.org/10.1074/jbc.M116.760322


Gels 2024, 10, 370 16 of 17

27. Zhang, Z.; Xiao, C.; Gibson, A.M.; Bass, S.A.; Khurana Hershey, G.K. EGFR Signaling Blunts Allergen-Induced IL-6 Production
and Th17 Responses in the Skin and Attenuates Development and Relapse of Atopic Dermatitis. J. Immunol. 2014, 192, 859–866.
[CrossRef]

28. Kim, Y.J.; Choi, M.J.; Bak, D.H.; Lee, B.C.; Ko, E.J.; Ahn, G.R.; Ahn, S.W.; Kim, M.J.; Na, J.; Kim, B.J. Topical administration of
EGF suppresses immune response and protects skin barrier in DNCB-induced atopic dermatitis in NC/Nga mice. Sci. Rep. 2018,
8, 11895. [CrossRef] [PubMed]

29. Ger, T.-Y.; Yang, C.-J.; Ghosh, S.; Lai, J.-Y. Biofunctionalization of nanoceria with sperminated hyaluronan enhances drug delivery
performance for corneal alkali burn therapy. Chem. Eng. J. 2023, 476, 146864. [CrossRef]

30. Lodén, M.; Andersson, A.C.; Andersson, C.; Frödin, T.; Oman, H.; Lindberg, M. Instrumental and dermatologist evaluation of the
effect of glycerine and urea on dry skin in atopic dermatitis. Skin Res. Technol. 2001, 7, 209–213. [CrossRef] [PubMed]

31. Silverberg, N.B. Selected active naturals for atopic dermatitis: Atopic Dermatitis Part 1. Clin. Dermatol. 2017, 35, 383–386.
[CrossRef]

32. Garavaglia, J.; Markoski, M.M.; Oliveira, A.; Marcadenti, A. Grape Seed Oil Compounds: Biological and Chemical Actions for
Health. Nutr. Metab. Insights 2016, 9, 59–64. [CrossRef] [PubMed]

33. Działo, M.; Mierziak, J.; Korzun, U.; Preisner, M.; Szopa, J.; Kulma, A. The Potential of Plant Phenolics in Prevention and Therapy
of Skin Disorders. Int. J. Mol. Sci. 2016, 17, 160. [CrossRef] [PubMed]

34. Wu, X.X.; Siu, W.S.; Wat, C.L.; Chan, C.L.; Koon, C.M.; Li, X.; Cheng, W.; Ma, H.; Tsang, M.S.M.; Lam, C.W.; et al. Effects of
topical application of atri-herb formula on inflammatory dry-skin condition in mice with oxazolone-induced atopic dermatitis.
Phytomedicine 2021, 91, 153691. [CrossRef] [PubMed]

35. Finberg, M.J.; Muntingh, G.L.; van Rensburg, C.E. A comparison of the leaf gel extracts of Aloe ferox and Aloe vera in the topical
treatment of atopic dermatitis in Balb/c mice. Inflammopharmacology 2015, 23, 337–341. [CrossRef] [PubMed]

36. Pal, R.R.; Parashar, P.; Singh, I.; Saraf, S.A. Tamanu oil potentiated novel sericin emulgel of levocetirizine: Repurposing for
topical delivery against DNCB-induced atopic dermatitis, QbD based development and in vivo evaluation. J. Microencapsul. 2019,
36, 432–446. [CrossRef] [PubMed]

37. Naeimifar, A.; Ahmad Nasrollahi, S.; Samadi, A.; Aryanian, Z.; AkbariJavar, H.; Rouini, M.; Nassiri Kashani, M.; Firooz, A.
Evaluation of tolerability and efficacy of a topical emulgel containing nano liposomal ruxolitinib phosphate in the treatment of
mild atopic dermatitis: A before-after single group pilot study. J. Dermatol. Treat. 2022, 33, 3160–3164. [CrossRef] [PubMed]

38. Verdier-Sévrain, S.; Bonté, F. Skin hydration: A review on its molecular mechanisms. J. Cosmet. Dermatol. 2007, 6, 75–82. [CrossRef]
[PubMed]

39. Danby, S.G.; Draelos, Z.D.; Gold, L.F.S.; Cha, A.; Vlahos, B.; Aikman, L.; Sanders, P.; Wu-Linhares, D.; Cork, M.J. Vehicles for
atopic dermatitis therapies: More than just a placebo. J. Dermatol. Treat. 2022, 33, 685–698. [CrossRef]

40. Menul Ayu Umborowati, M.D.; Sylvia Anggraeni, M.D.; Damayanti, M.D.P.; Prakoeswa, M.D.P. The beneficial effect of Aloe vera
in skin barrier function improvement: A double-blind randomized trial of Madurese batik craftswomen. J. Pak. Assoc. Dermatol.
2022, 32, 142–147.

41. Parente, L.M.L.; LinoJúnior, R.D.S.; Tresvenzol, L.M.F.; Vinaud, M.C.; DePaula, J.R.; Paulo, N.M. Wound healing and anti-
inflammatory effect in animal models of calendula officinalis L. growing in Brazil. Evid.-Based Complement. Altern. Med. 2012,
2012, 375671. [CrossRef]

42. Lee, C.M.; Jin, S.P.; Doh, E.J.; Lee, D.H.; Chung, J.H. Regional Variation of Human Skin Surface Temperature. Ann. Dermatol. 2019,
31, 349–352. [CrossRef]

43. Givol, O.; Kornhaber, R.; Visentin, D.; Cleary, M.; Haik, J.; Harats, M. A systematic review of Calendula officinalis extract for
wound healing. Wound Repair Regen. 2019, 27, 548–561. [CrossRef] [PubMed]

44. Nicolaus, C.; Junghanns, S.; Hartmann, A.; Murillo, R.; Ganzera, M.; Merfort, I. In vitro studies to evaluate the wound healing
properties of Calendula officinalis extracts. J. Ethnopharmacol. 2017, 196, 94–103. [CrossRef] [PubMed]

45. Preethi, K.C.; Kuttan, G.; Kuttan, R. Anti-inflammatory activity of flower extract of Calendula officinalis Linn. and its possible
mechanism of action. Indian J. Exp. Biol. 2009, 47, 113–120. [PubMed]
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