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Abstract: PAPLAL, a mixture of platinum (nPt) and palladium (nPd) nanoparticles, is widely used
as a topical agent because of its strong antioxidant activity. Allergic contact dermatitis (ACD) is
one of the most common occupational skin diseases worldwide. However, the role of oxidative
stress in ACD remains unclear. In the present study, we investigated the protective effects of topical
PAPLAL treatment on 2,4-dinitrofluorobenzene (DNFB)-induced ACD. DNFB treatment increased
8-isoprostane content; upregulated Xdh, Nox2, and Nox4, pro-oxidant genes; and downregulated
Sod1, an antioxidant gene, indicating oxidative damage in the ear skin. PAPLAL therapy significantly
reduced ear thickness associated with the downregulation of inflammatory cytokine-related genes.
PAPLAL also significantly increased the expression of the stress-response-related genes Ahr and Nrf2,
as well as their target genes, but failed to alter the expression of redox-related genes. Furthermore,
Sod1 loss worsened ACD pathologies in the ear. These results strongly suggest that PAPLAL protects
against ACD through its antioxidant activity and activation of the AHR and NRF2 axes. The
antioxidant PAPLAL can be used as a novel topical therapy for ACD that targets oxidative stress.

Keywords: antioxidants; oxidative stress; metal nanoparticles; allergic contact dermatitis; skin
inflammation

1. Introduction

PAPLAL, a mixture of platinum (nPt) and palladium (nPd) nanoparticles, has been
used to treat Japanese patients with various pathologies [1]. We previously reported that
PAPLAL has both superoxide dismutase (SOD) and catalase activities and that topical
application of PAPLAL improves skin atrophy caused by oxidative stress in an aging-
mouse model [1,2]. The topical application of PAPLAL-containing cream also improved
the disappearance of pigmentation in the skin of patients with vitiligo [3]. PAPLAL
also suppressed HyO,-induced cellular senescence [4], indicating the protective action of
catalase activity. Although Pd carries the risk of causing a metal allergy, PAPLAL, which
contains nPd, does not induce a palladium allergy [5]. Thus, PAPLAL treatment is expected
to have many beneficial effects in oxidative stress-mediated diseases.

Allergic contact dermatitis (ACD) is a common skin disease accompanied by cutaneous
allergic signs and symptoms such as redness, scaling, dryness, edema, warmth, and
pruritus [6-8]. ACD is a delayed-type hypersensitivity characterized by local inflammation
of the skin triggered by exposure to irritants or low-molecular-weight allergens known
as haptens [9]. ACD mainly involves two phases: sensitization and elicitation. The first
reaction is the sensitization phase, followed by the elicitation phase, which is characterized
by skin inflammation mediated by proinflammatory cytokines [10]. ACD is commonly
treated with glucocorticoids, which also increase the risk of undesirable effects such as
hypertension, diabetes, and cataracts [11]. Therefore, topical skin preparations that are
safer and have a lower risk of side effects are expected to serve as therapeutic agents for
ACD. Since the contribution of oxidative damage to ACD has remained largely unexplored,
the therapeutic effect of antioxidants on ACD remains unclear.
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In this study, we investigated the effect of PAPLAL on skin inflammation in ACD.
Furthermore, we clarified the contribution of oxidative damage to ACD and evaluated the
antioxidant and stress-response abilities of PAPLAL and ACD.

2. Materials and Methods
2.1. Reagents

PAPLAL was provided by Toyokose Pharmaceutical Co. (Tokyo, Japan) and Musashino
Pharmaceutical Co. (Tokyo, Japan). PAPLAL is composed of a mixture of 0.2 mg/mL
(1.03 mM) nPt and 0.3 mg/mL (2.82 mM) nPd. 1-Fluoro-2,4-dinitrobenzene (DNFB) was
purchased from Merck (Darmstadt, Germany). PAPLAL solution was used without dilution
(1x) or diluted to 1% with water (0.01 x).

2.2. Mice

Female BALB/c mice were purchased from CLEA Japan (Tokyo, Japan). Sod1~/~
mice were purchased from Jackson Laboratory (Bar Harbor, ME, USA). Genotyping of the
Sod1~/~ allele was performed via genomic polymerase chain reaction using genomic DNA
isolated from the tail tip, as reported previously [12]. Female BALB/c and male Sod1~/~
mice were used at 6-10 weeks and 10-12 months old, respectively. The animals were housed
under a 12 h light/dark cycle and fed ad libitum. Mice were maintained and studied
according to protocols approved by the National Center for Geriatrics and Gerontology.

2.3. Induction of ACD and Treatment of PAPLAL

The abdominal skin of each mouse was shaved and sensitized with 50 ul. DNFB in
acetone/olive oil (4:1, v/v; FUJIFILM Wako Pure Chemical, Osaka, Japan) on days 1 and 2
(Figure 1). The mice were topically treated with 20 uL. DNFB, which was applied to the
surface of the left and right ears on day 6 (first challenge) and day 13 (second challenge).
The concentration of DNFB administered to BALB/c mice was 0.5%. As Sod1~/~ mice were
expected to have increased sensitivity to DNFB, the concentration of DNFB administered
to Sod1~/~ mice was 0.3%. The vehicle group was treated with acetone/olive oil (4:1 v/v).
Twenty milliliters of PAPLAL solution and water was applied to the ears daily from day 0
for the protective experiments. We measured ear thickness using a dial thickness gauge
(Ozaki Mfg., Tokyo, Japan) daily during the first and second phases of ACD. A schematic
illustration of ACD induction by DNFB and treatment with PAPLAL in BALB/c mice is
shown in Figure 1.

Treatment of test substance
Induction of inflammation by 0.5% (v/v) DNFB
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Figure 1. Treatment of PAPLAL in DNFB-induced ACD model mice. Schematic illustration of
PAPLAL treatment in a DNFB-induced ACD mouse model. The abdominal skin of each mouse
was shaved and sensitized with 50 pL DNFB in acetone/olive oil (4:1, v/v) on days 1 and 2. The
mice were topically treated with 20 uL DNFB, which was applied to the surface of the left and right
ears on day 6 (first challenge) and day 13 (second challenge). The vehicle group was treated with
acetone/olive oil (4:1 v/v). Twenty milliliters of PAPLAL solution or water was applied to the ears
daily from day 0 for the protective experiments.
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2.4. 8-Isoprostane Contents

The ear tissue specimens were homogenized with 0.1 M phosphate (pH 7.4) containing
1 mM ethylenediaminetetraacetic acid (Dojindo Laboratories, Kumamoto, Japan) and
50 ng/mL (w/w) dibutylhydroxytoluene (FUJIFILM Wako Pure Chemical, Osaka, Japan).
The homogenate was centrifuged at 8000 x g for 10 min at 4 °C, and the total supernatant
was used for the assay. The 8-isoprostane concentration of the homogenate was measured
using an 8-isoprostane enzyme immunoassay kit (Cayman Chemical Company, Ann Arbor,
M1, USA), according to the manufacturer’s instructions. The protein concentration of the
supernatant was assessed using a DC-protein assay kit (BioRad, Hercules, CA, USA), and
8-isoprostane levels were normalized to the protein level.

2.5. Histological Analyses

For histological observations, ear tissue specimens obtained from mice were dissected,
fixed in 20% formalin neutral buffer solution (FUJIFILM Wako Pure Chemical, Osaka, Japan)
overnight, embedded in paraffin, and sectioned on a microtome at a thickness of 4 um
using standard techniques. Hematoxylin and eosin staining was performed as previously
described [5]. The thickness of the ear specimens was measured using the ImageJ 1.53e
software program (National Institutes of Health, Bethesda, MD, USA).

2.6. Quantitative Polymerase Chain Reaction (gPCR)

Total RNA was extracted from ear specimens using TRIzol reagent (Thermo Fisher
Scientific, Waltham, MA, USA) according to the manufacturer’s instructions. cDNA was
synthesized from 1 ug of total RNA using the ReverTra Ace qPCR RT Master Mix (Toyobo,
Osaka, Japan). qPCR was performed using SsoAdvanced SYBR Green SuperMix (Bio-Rad,
Hercules, CA, USA) on a CFC Ops 96 (Bio-Rad, Hercules, CA, USA), according to the
manufacturer’s protocol. All data were normalized to the level of the housekeeping gene
Rps14. When the PCR reaction produced multiple products or the PCR reaction efficiency
was low, corresponding data were excluded from the analysis. The primer sequences used
are listed in Table 1.

Table 1. qPCR primers.

Gene Name Accession Number Forward Reverse
Ahr NM_013464 CTGGTTGTCACAGCAGATGCCT CGGTCTTCTGTATGGATGAGCTC
Cxcl10 NM_021274 CACCATGAACCCAAGTGCTG GGATAGGCTCGCAGGGATGA
Cyplal NM_001136059 CATCACAGACAGCCTCATTGAGC CTCCACGAGATAGCAGTTGTGAC
1I-1B NM_008361 ATGGCAACTGTTCCTGAACTCAACT CAGGACAGGTATAGATTCTTTCCTTT
11-6 NM_031168 GCTACCAAACGTGATATAATCAGGA CCAGGTAGCTATGGTACTCCAGAA
1I-17a NM_010552 CAGACTACCTCAACCGTTCCAC TCCAGCTTTCCCTCCGCATTGA
Nox2 NM_007807 TGGCGATCTCAGCAAAAGGTGG GTACTGTCCCACCTCCATCTTG
Nox4 NM_015760 CGGGATTTGCTACTGCCTCCAT GTGACTCCTCAAATGGGCTTCC
Nrf2 NM_010902 TTTTCCATTCCCGAATTACAGT AGGAGATCGATGAGTAAAAATGGT
Ngol NM_008706 GCCGAACACAAGAAGCTGGAAG GGCAAATCCTGCTACGAGCACT
Rps14 NM_020600 AGGAGTCTGGAGACGACGAT CAGTCACTCGGCAGATGGTT
Sod1 NM_011434 AACCATCCACTTCGAGCAGAA GCTGGCCTTCAGTTAATCCTGTA
Sod?2 NM_013671 CTGGACAAACCTGAGCCCTAAG AAGACCCAA AGTCACGCTTGA
Sod3 NM_011435 CTCTTGGGAGAGCCTGACA GCCAGTAGCAAGCCGTAGAA
Tnf-a NM_013693 ATGAGCACAGAAAGCATGATCCGC GCTTGGTGGTTTGCTACGAC
Xdh NW_011723 GCTCTTCGTGAGCACACAGAAC CCACCCATTCTTTTCACTCGGAC
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2.7. Treatment with PAPLAL in a Human Epidermal Skin Model

The human epidermal skin model (LabCyte EPI-MODEL12; J-TEC, Aichi, Japan) was
cultured in accordance with the manufacturer’s instructions. The skin model was treated
with 200 pL. PAPLAL and incubated at 37 °C for 72 h. After incubation, the skin tissues
and lower-conditioned medium were collected. The absorbance of the standard PAPLAL
solution and the lower-conditioned medium was measured at 450 nm using a SpectraMax
Paradigm (Molecular Devices, San Jose, CA, USA). The total number of nanoparticles in the
lower-conditioned medium was calculated from the absorbance of the standard PAPLAL
solution. The contents of nPt and nPd in the skin-model tissues and lower-conditioned
medium were measured by inductively coupled plasma mass spectrometry (ICP-MS) using
Agilent 8800 (Agilent Technologies Japan, Tokyo, Japan) at the UBE Scientific Analysis
Laboratory, Inc. (Yamaguchi, Japan). The skin model tissue and plasma were thermally
decomposed by adding sulfuric acid and nitric acid, and the residue was dissolved by
adding nitric acid and hydrochloric acid. The obtained acid solution was diluted with
ultrapure water and used for quantitative analyses.

2.8. Statistical Analyses

Statistical analyses were performed using Student’s t-test for comparisons between
two groups, a one-way analysis of variance, and Tukey’s test for comparisons of three or
more groups. Differences between the data were considered significant when p-values
were less than 0.05. All data are expressed as mean =+ standard deviation (SD).

3. Results
3.1. PAPLAL Improved Skin Inflammation in DNFB-Induced ACD

First, we investigated the protective effect of PAPLAL against skin inflammation using
an ACD model induced by DNFB (Figure 1). Specifically, DNFB was applied to the ear to
induce skin inflammation after sensitizing the mice with DNFB to the abdominal skin. In
addition to DNFB sensitization and induction of contact dermatitis in the ears, we applied
PAPLAL to the ears and measured changes in ear thickness. During the first challenge,
DNEB treatment significantly increased ear thickness compared to that in the control groups,
but additional treatment with PAPLAL failed to improve skin inflammation in the ears
(Figure 2A). Furthermore, during the second challenge, DNFB treatment increased skin
thickness and exacerbated the inflammatory response compared with the first challenge
(Figure 2A). Additional application of PAPLAL at a high concentration in the second
challenge inhibited hyperplasia of the ear skin, suggesting an inhibitory effect of PAPLAL
on ACD (Figure 2A). In addition, the application of PAPLAL at a low concentration also
inhibited the increase in skin thickness in the ears 24 h after the second challenge, showing
a moderate protective effect on ACD (Figure 2A). Furthermore, we analyzed the content
of 8-isoprostane, an oxidative stress marker, in ear tissues treated with or without DNFB
and PAPLAL. Treatment with DNFB significantly upregulated the 8-isoprostane content in
ear tissues (Figure 2B). Additional treatment with PAPLAL significantly decreased the 8-
isoprostane content in ear tissues, indicating that PAPLAL attenuated the oxidative damage
induced by DNFB (Figure 2B). Consistent with the histology of the ear tissue, PAPLAL
significantly reduced ear thickness, as measured by quantitative measurements (Figure 2C).

Next, we examined whether or not PAPLAL treatment suppressed DNFB-induced
inflammatory cytokines 72 h after the second challenge. Consistent with ear swelling, DNFB
treatment increased the gene expression of II-6, II-18, Tnf-a, II-17a, and Cxcl10 compared to
the control (Figure 2D-H). Treatment with high-dose PAPLAL downregulated the levels of
11-6, Tnf-a, and Cxcl10, which had been upregulated by DNFB treatment (Figure 2D,FH). In
addition, administration of low-dose PAPLAL also significantly downregulated the gene
expression of [I-6, II-1B, Tnf-a, 1I-17a, and Cxcl10 (Figure 2D-H). These results indicate that
PAPLAL protects against DNFB-induced skin inflammation.
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Figure 2. PAPLAL suppresses skin inflammation induced by DNFB. (A) Ear thickness of mice treated
with or without PAPLAL in first (left) and second (right) challenges of ACD induced by DNFB.
# p <0.01 vs. vehicle. ** p < 0.01 vs. DNFB. Data are shown as the mean =+ SD. (B) 8-isoprostane
content of the ear tissue at day 16. (C) Ear sections were stained with hematoxylin and eosin on day
16, and quantified ear thickness histologically. The scale bars represent 100 um. Relative change in
the gene expression of 1I-6. (D), II-1B (E), Tnf-a (F), II-17a (G), and Cxcl10 (H) in ear tissue. * p < 0.05,
** p < 0.01. Data are shown as the mean =+ SD (n = 4-6).

3.2. PAPLAL Did Not Change Redox-Related Gene Expression in the ACD Model

To clarify the contribution of oxidative stress to DNFB-induced ACD, we analyzed the
expression of genes associated with reactive oxygen species (ROS) metabolism in ear tissue.
Although the expression of Xdh, the xanthine oxidoreductase gene, was significantly upreg-
ulated by DNFB treatment, PAPLAL failed to downregulate it (Figure 3A). The expression
of NADPH oxidase (NOX) 2 and 4 was upregulated by DNFB treatment (Figure 3B,C).
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Additional treatment with PAPLAL failed to downregulate Nox2 and Nox4 expression
(Figure 3B,C). Furthermore, we analyzed the expression of superoxide dismutase (SOD)
1, 2, and 3, which are the antioxidant enzymes. Although the Sod1 gene was downregu-
lated by DNFB treatment, Sod2 showed significant upregulation (Figure 3D-E), suggesting
different contributions to ACD among SOD families. Meanwhile, additional administra-
tion of PAPLAL induced no change in Sod1, Sod2, or Sod3 gene expression (Figure 3D-F).
Figure 2B shows that PAPLAL treatment suppressed 8-isoprostane accumulation in the
ears of subjects with ACD. Taken together, these results indicate that PAPLAL improves
ACD by reducing oxidative stress.
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Figure 3. Expression analyses of redox and stress-response-related genes. Relative changes in the
gene expression of Xdh (A), Nox2 (B), Nox4 (C), Sod1 (D), Sod2 (E), Sod3 (F), Ahr (G), Cyplal (H),
Nrf2 (I), and Ngol (J) in ear tissue. * p < 0.05. ** p < 0.01. Data are presented as the mean + SD
(n = 4-6).

3.3. PAPLAL Increased the Expression of the Stress Response-Related Genes Ahr and Nrf2

A previous report showed that PAPLAL activates aryl hydrocarbon receptor (AHR)
and nuclear factor erythroid 2-related factor 2 (NRF2), which are stress-response-related
genes, in cultured keratinocytes [13]. We investigated the contribution of AHR and NRF2
pathways in an ACD mouse model. DNFB treatment did not alter the Ahr gene expression in
ear skin (Figure 3G). In contrast to Ahr, DNFB treatment significantly downregulated AHR-
targeting Cyplal expression (Figure 3H). Treatment with high concentrations of PAPLAL
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significantly increased the expression of both Ahr and Cyplal in ACD-induced ear tissues
(Figure 3G,H). Furthermore, the gene expression of both Nrf2 and its downstream target
Ngol were significantly increased by DNFB treatment (Figure 31,J). PAPLAL treatment
of ACD-induced ears significantly upregulated both the N#f2 and Ngol gene expression
(Figure 3L]). These results indicate that, in addition to antioxidant activity, PAPLAL may
also contribute to the improvement of skin inflammation in ACD by stress-response genes
through AHR and NRF2 transcriptional factors.

3.4. Sod1 Deficiency Exacerbated DNFB-Induced ACD

In the present study, we observed that DNFB treatment suppressed Sodl expression
(Figure 3D). We also demonstrated that Sod1-deficient mice exhibit various age-related
pathologies, such as skin atrophy due to the accumulation of ROS [2,12,14,15]. We predicted
that the significant accumulation of ROS due to Sod1 loss would exacerbate skin inflam-
mation in contact dermatitis. To further investigate the relationship between ROS and
skin inflammation in ACD, we treated Sod1-deficient mice with DNFB and evaluated skin
inflammation (Figure 4A). Notably, Sod1~/~ mice treated with DNFB exhibited markedly
thickened ear skin compared to Sod1*/* mice treated with DNFB in both the first and
second challenges (Figure 4B,C), demonstrating exacerbation of inflammation by Sod1 loss.

A Induction of inflammation by 0.3% (viv) DNFB

/ Sensitization of DNFB
I 2 I N N 20 I I
i [T 7 17T 1T 17217 1T 717
Sod? 1 2 6 7 8 9 13 14 15 16 (Day)
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8 8
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0 24 48 72 () 0 24 48 72 (h)
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Figure 4. Sod1 deficiency deteriorates skin inflammation induced by DNFB. (A) Schematic illustration
of the induction of ACD by DNFB in Sod1*/* and Sod1~/~ mice. Abdominal skin of Sod1*/* and
Sod1~/~ mice was shaved and sensitized with 50 uL. DNFB in acetone/olive oil (4:1, v/v) for days 1
and 2. The mice were topically treated with 20 uL. DNFB, which was applied to the surface of the
left and right ears on day 6 (first challenge) and day 13 (second challenge). The vehicle group was
treated with acetone/olive oil (4:1, v/v). (B) Ear thickness of Sod1*/* and Sod1~/~ mice in the first
(left) and second (right) challenge of ACD induced by DNFB. (C) Ear sections were stained with
hematoxylin and eosin on day 16. The scale bars represent 100 um. * p < 0.05. Data are presented as
the mean + SD.
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3.5. nPt and nPd Contained in PAPLAL Penetrated the Epidermal Layer in a Human
Epidermal Model

Next, to investigate whether or not the nPt and nPd contained in PAPLAL permeate
into the skin, we applied PAPLAL to the human skin epidermal model (Figure 5A). Because
PAPLAL is a black color solution (Figure 5A), we first measured the absorbance (450 nm)
of the medium. At 24 h after PAPLAL treatment, no nanoparticles were detected in the
conditioned medium (Figure 5B). Meanwhile, approximately 1.48 ug of nanoparticles
were detected in the lower medium after 72 h PAPLAL, indicating time-dependent skin
permeability of PAPLAL (Figure 5B). To further clarify the skin permeability of nPt and
nPd, we quantified the amounts of nPt and nPd in the epidermal tissue and lower medium
by ICP-MS 72 h after PAPLAL treatment. The epidermal tissue treated with PAPLAL for
72 h contained approximately 2.70 pg and 8.33 ug of nPt and nPd, respectively (Table 2).
Furthermore, the lower medium after 72 h of PAPLAL treatment contained approximately
0.04 nug and 0.35 pg of nPt and nPd, respectively (Table 2). The amounts of nPt and nPd
that migrated into the lower medium were 0.28% and 0.59% of the amount contained in the
PAPLAL, respectively (Table 2). These results suggest that the nPt and nPd contained in
PAPLAL penetrate the epidermis and reach the dermal layer.

A

w
|

N
|

=
|

N.D. A
—O-Q'O—q% T

24 48 72 (hr)

Pt Pd Pt Pt
Lower medium

Total nanoparticles content (ug/mL)

o
|

Figure 5. The nPt and nPd contained in PAPLAL penetrate the epidermis. (A) A human epidermal
skin model was used in ex vivo experiments. (B) Quantification of the total nanoparticles content
penetrating the lower-conditioned medium of the human epidermal model treated with PAPLAL by
absorbance (450 nm). The total number of nanoparticles contained in the lower-conditioned medium
was calculated from the absorbance of the standard PAPLAL solution. Data are presented as the
mean £ SD.

Table 2. Penetration of Pt and Pd nanoparticles in epidermal skin model.

nPt nPd
Migration (ug) (%) (ug) (%)
Epidermal tissue 2.70 & 0.56 6.77 =142 8.33 + 0.58 11.87 248
Lower medium 0.04 + 0.06 0.28 + 0.16 0.35 +£0.13 0.59 £0.23

The human epidermal skin model was treated with 200 uL. of PAPLAL and incubated at 37 °C for 72 h. After
incubation, the skin model tissues and lower-conditioned medium were collected. The contents of nPt and nPd in
the skin model tissues and lower-conditioned medium were measured by ICP-MS.

4. Discussion

In the present study, PAPLAL significantly reduced skin inflammation in DNFB-
induced ACD (Figure 2) but failed to change the expression of redox-related genes com-
pared to vehicle mice (Figure 3A-F), indicating that direct ROS-scavenging activity by
PAPLAL contributes to the attenuation of inflammation in ACD. Accumulating evidence
suggests that the administration of astaxanthin and N-acetylcysteine, which have antioxi-
dant activities, also restores ACD induced by DNFB or trinitrochlorobenzene [16,17]. In
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contrast to antioxidants, oxidized dietary oils enhance DNFB-induced ear inflammation [18].
Thus, antioxidants such as PAPLAL can be applied to the skin and may have applications
as novel anti-inflammatory therapeutics. Oxidative stress is an important factor involved in
skin inflammation [19]. In an atopic dermatitis model treated with a mite antigen, ROS ac-
cumulates at the dermatitis site [20]. Furthermore, IL-13-/IL-4-induced dermatitis produces
ROS through the activation of dual oxidase protein 1 (DUOX1) [21]. The thiol-reactive
sensitizer DNFB, used as an ACD inducer, directly reacts with cytoplasmic glutathione
(GSH), causing its rapid and marked depletion, which results in a general increase in ROS
accumulation [22]. In the present study, we demonstrated that the accumulation of oxida-
tive stress via the alteration of multiple redox genes also contributes to the development
of ACD induced by DNFB. In particular, Sod1 expression was significantly decreased by
DNFB treatment (Figure 3D), indicating that DNFB shifts the skin to an oxidative state.
In fact, we found that DNFB treatment increased 8-isoprostane content in the skin, and
PAPLAL treatment significantly attenuated 8-isoprostane content in ACD models, although
low-dose PAPLAL treatment had no such effect (Figure 2B). We found that 8-isoprostane
content in the skin showed wide deviation compared with that of plasma (unpublished
results). Previously, we reported that Sod1-deficient skin showed increased accumulation
of 8-isoprostane [2,23]. Sod1-deficient mice exhibited exacerbated skin thickening in DNFB-
induced ACD (Figure 4B,C), indicating the contribution of oxidative damage to ACD. We
also reported that PAPLAL fully rescued aging-like skin atrophy in Sod1-deficient mice by
reducing oxidative stress [1,2]. In this context, we speculate on the improvement of ACD
pathologies by PAPLAL treatment in Sod1~/~ mice.

NRF2 is a transcriptional factor activated by oxidative stress that regulates oxida-
tive stress-adaptive responses by upregulating the expression of antioxidant enzymes
such as glutathione. In the present study, Nrf2 expression was significantly increased by
DNEFB treatment (Figure 31), suggesting a response to increased oxidative stress in ACD.
ACD induction by 2,4-dinitrochlorobenzene treatment in Nrf2-deficient mice decreased
antioxidant-related genes, increased chemokine production, and exacerbated skin inflam-
mation with increased neutrophil recruitment, indicating a protective effect of NRF2 against
ACD [24]. Notably, PAPLAL further increased Nrf2 gene expression, which was upregu-
lated in ACD (Figure 3I). Plant phenols, such as flavanols, which have antioxidant activity,
activate NRF2, indicating a link between antioxidants and NRF2 activity [25]. PAPLAL
contributes to ACD protection through additive redox regulation via direct antioxidant
activity and NRF2 activation.

PAPLAL also upregulated the Ahr expression in ACD-induced ear tissues (Figure 3G,I).
Our results are consistent with previous reports that PAPLAL upregulates AHR and NRF2
expression in cultured keratinocytes [13]. AHR, a ligand-activated transcriptional factor
widely expressed at barrier sites and in the immune system, contributes to the maintenance
of barrier function and homeostasis in the lungs and intestines [26,27]. AHR regulates the
expression of skin barrier-related proteins, such as filaggrin, loricrin, and involucrin [28-31],
and also plays an important role in skin barrier integrity and immunity [32-39]. AHR
knockout mice show a loss of transepidermal water and aberrant expression of genes
related to barrier integrity in keratinocytes, suggesting that AHR plays an important role in
maintaining the homeostasis of skin function [33]. In atopic dermatitis, the AHR axis and IL-
13/IL-4-JAK-STAT6/STAT3 axis compete to regulate the expression of skin barrier-related
proteins [28,37-39]. The induction of significant inflammatory responses in ACD may be
an aberrant immune response mediated by the altered expression of AHR target genes.
Induction of ACD by DNFB treatment downregulated the expression of only the Cyplal
gene and not the Ahr gene (Figure 3G,I). Because these gene expression analyses were
performed during the last phase after ACD induction, gene expression during the acute
phase must also be analyzed. Natural AHR ligands are largely derived from dietary indoles
and tryptophan metabolism [40]. Coal tar and soybean tar, which have been used to treat
dermatitis, are AHR ligands that enhance filaggrin expression [37,39]. Oral administration
of 2-(1"H-indole-3'-carbonyl)-thiazole-4-carboxylic acid methyl ester, an AHR ligand, to
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DNFB-induced ACD mouse models improves skin inflammation by suppressing thymic
stromal lymphopoietin (T5le) gene expression via ARH activation [41]. PAPLAL not only
increases the expression of Ahr but also acts as a ligand.

We also demonstrated that the nPt and nPd contained in PAPLAL permeated the
cultured human epidermal model after 72 h of culture (Figure 5B). This result suggests that
nPt and nPd administered to the skin penetrated the epidermis and reached the dermal layer.
The particle sizes of nPt and nPd contained in PAPLAL are 1.93 + 0.34 and 3.59 £ 0.56 nm,
respectively [42]. Nanoparticles can pass between cells in the skin at the nano-level [43]. In
the human epidermal model treated with PAPLAL for 24 h, no epidermal permeation of
nPt and nPd was observed (Figure 5B). Furthermore, PAPLAL failed to reduce ear thickness
during the first challenge with DNFB-induced ACD (Figure 2A). These results indicate that
ear tissue has a lower permeability to nanoparticles than the cultured epidermal model
and requires more continuous administration of PAPLAL. Furthermore, the permeability
of nanoparticles may be increased in the skin, where the barrier function is impaired in the
second phase of ACD. The nPt and nPd contained in PAPLAL are expected to reach the
dermis and act directly on skin cells. Since PAPLAL is a noble metal with high-molecular-
weight nanoparticles (particle size: about 2—4 nm [42]) compared to other antioxidants,
including vitamin C, E, and NAC, its properties may influence biological and physiological
dynamics in a unique manner in vivo. The protective effect of PAPLAL against ACD
requires comprehensive consideration of the ability of the nanoparticles to penetrate the
dermis and their subsequent bioavailability.

Chemical compounds such as DNFB, oxazolone, and picryl chloride have been used
to induce ACD [44—-46]. Recently, it was demonstrated that the mechanism of ACD differs
depending on the substance acting as an allergen. DNFB used in the present study directly
activates mast cells, resulting in the release of physiologically active substances with pro-
inflammatory effects, including histamine [47]. Unfortunately, we could not evaluate the
immune cell activity when PAPLAL was used as a model of DNFB-induced ACD. Further
detailed analyses are needed to investigate the relationship between mast cell activation
and oxidative stress.

5. Conclusions

In the present study, we demonstrated the important contribution of oxidative stress
in ACD. Topically applicable antioxidants can be used as new therapeutic agents for
ACD to replace steroids. PAPLAL has multiple protective effects against ACD, including
direct antioxidant activity and the regulation of stress-response genes. Since the nanopar-
ticles contained in PAPLAL can remain stable for a long time with strong antioxidant
activity, PAPLAL is expected to be applied to new ACD treatment strategies targeting
oxidative stress.

Author Contributions: S.S. and T.S. designed, prepared, and edited the manuscript. S.S. performed
the experiments and analyzed the data. S.S., K.W. and T.S. discussed the hypotheses and interpreted
the data. T.S. coordinated and directed the study. All authors have read and agreed to the published
version of the manuscript.

Funding: This research was funded by funding from Musashino Pharmaceutical Co., Ltd. (fund
number 050456) and research funding for longevity science from the National Center for Geriatrics
and Gerontology [(grant number 19-50, 21-9, 24-17)].

Institutional Review Board Statement: All experiments involving animals were performed according
to protocols approved by the Animal Care Committee of the National Center for Geriatrics and
Gerontology (A5-46, G5-12).

Informed Consent Statement: Not applicable.

Data Availability Statement: Data are contained within the article.



Antioxidants 2024, 13, 748 11 of 13

Acknowledgments: We thank Takuma Iwata, Hiroe Motomura, Mariko Yamauchi, Masahiro Kamijo,
and Honoka Sato (National Center for Geriatrics and Gerontology) for their technical support with
the experiments.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.

S

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.
20.

21.

22.

Shibuya, S.; Watanabe, K.; Yokote, K.; Shimizu, T. Platinum and palladium nanoparticles regulate the redox balance and protect
against age-related skin changes in mice. In Textbook of Aging Skin; Springer: Berlin/Heidelberg, Germany, 2015; pp. 1-11.
Shibuya, S.; Ozawa, Y.; Watanabe, K.; Izuo, N.; Toda, T.; Yokote, K.; Shimizu, T. Palladium and platinum nanoparticles attenuate
aging-like skin atrophy via antioxidant activity in mice. PLoS ONE 2014, 9, €109288. [CrossRef]

Shibata, T.; Yoshikawa, R.; Ichihashi, M. The novel therapy for vitiligo vulgaris: Topical use of cosmetic cream of platinum
nanoparticles and palladium nanoparticles which show strong catalase-like activity. J. Pigment. Disord. 2015, 2, 1000184. [CrossRef]
Yoshimoto, S.; Yoshida, M.; Ando, H.; Ichihashi, M. Establishment of photoaging in vitro by repetitive UVA irradiation: Induction
of characteristic markers of senescence and its prevention by PAPLAL with potent catalase activity. Photochem. Photobiol. 2018, 94,
438-444. [CrossRef]

Shibuya, S.; Watanabe, K.; Tsuji, G.; Ichihashi, M.; Shimizu, T. Platinum and palladium nanoparticle-containing mixture, PAPLAL,
does not induce palladium allergy. Exp. Dermatol. 2019, 28, 1025-1028. [CrossRef]

Coenraads, PJ.; Goncalo, M. Skin diseases with high public health impact. Contact dermatitis. Eur. J. Dermatol. 2007, 17, 564-565.
Park, D.K,; Lee, Y.G.; Park, H.]J. Extract of rhus verniciflua bark suppresses 2,4-dinitrofluorobenzene-induced allergic contact
dermatitis. Evid. Based Complement. Alternat. Med. 2013, 2013, 879696. [CrossRef]

Kwon, HK.; Song, M.J.; Lee, H.]J; Park, T.S.; Kim, M.L; Park, H.]. Pediococcus pentosaceus-Fermented Cordyceps militaris
Inhibits Inflammatory Reactions and Alleviates Contact Dermatitis. Int. J. Mol. Sci. 2018, 19, 3504. [CrossRef]

Johansson, S.G.; Bieber, T.; Dahl, R.; Friedmann, P.S.; Lanier, B.Q.; Lockey, R.F,; Motala, C.; Ortega Martell, ].A.; Platts-Mills, T.A.;
Ring, ].; et al. Revised nomenclature for allergy for global use: Report of the Nomenclature Review Committee of the World
Allergy Organization, October 2003. J. Allergy Clin. Immunol. 2004, 113, 832-836. [CrossRef]

Mallabo, M.R.B.; Corpuz, M.J.T.; Salonga, R.B.; Vasquez, R.D. Inhibitory effect of sulfated polysaccharide from codium edule P.C.
silva against 2,4-dinitrofluorobenzene (DNFB)-induced allergic contact dermatitis on female BALB/c mice. Adv. Pharm. Bull.
2022, 12, 410-418. [CrossRef]

Welsh, E.; Goldenberg, A.; Welsh, O.; Jacob, S. Contact Dermatitis: Therapeutics when avoidance fails. J. Allergy Ther. 2014, 5, 1-4.
[CrossRef]

Murakami, K.; Inagaki, J.; Saito, M.; Ikeda, Y.; Tsuda, C.; Noda, Y.; Kawakami, S.; Shirasawa, T.; Shimizu, T. Skin atrophy in
cytoplasmic SOD-deficient mice and its complete recovery using a vitamin C derivative. Biochem. Biophys. Res. Commun. 2009,
382,457-461. [CrossRef] [PubMed]

Tsuji, G.; Hashimoto-Hachiya, A.; Takemura, M.; Kanemaru, T.; Ichihashi, M.; Furue, M. Palladium and platinum nanoparticles
activate AHR and NRF2 in human keratinocytes-implications in vitiligo therapy. J. Investig. Dermatol. 2017, 137, 1582-1586.
[CrossRef] [PubMed]

Shibuya, S.; Ozawa, Y.; Toda, T.; Watanabe, K.; Tometsuka, C.; Ogura, T.; Koyama, Y.; Shimizu, T. Collagen peptide and vitamin C
additively attenuate age-related skin atrophy in Sod1-deficient mice. Biosci. Biotechnol. Biochem. 2014, 78, 1212-1220. [CrossRef]
[PubMed]

Shibuya, S.; Watanabe, K.; Ozawa, Y.; Shimizu, T. Xanthine oxidoreductase-mediated superoxide production is not involved in
the age-related pathologies in Sod1-deficient mice. Int. . Mol. Sci. 2021, 22, 3542. [CrossRef] [PubMed]

Kim, H.; Ahn, Y.T,; Lee, G.S.; Cho, S.I.; Kim, J.M.; Lee, C.; Lim, B.K,; Ju, S.A.; An, W.G. Effects of astaxanthin on
dinitrofluorobenzene-induced contact dermatitis in mice. Mol. Med. Rep. 2015, 12, 3632-3638. [CrossRef] [PubMed]

Senaldi, G.; Pointaire, P.; Piguet, P.F.; Grau, G.E. Protective effect of N-acetylcysteine in hapten-induced irritant and contact
hypersensitivity reactions. J. Investig. Dermatol. 1994, 102, 934-937. [CrossRef] [PubMed]

Ogino, H.; Sakazaki, F; Okuno, T.; Arakawa, T.; Ueno, H. Oxidized dietary oils enhance immediate- and/or delayed-type allergic
reactions in BALB/c mice. Allergol. Int. 2015, 64, 66-72. [CrossRef] [PubMed]

Ji, H.; Li, X.K. Oxidative stress in atopic dermatitis. Oxid. Med. Cell. Longev. 2016, 2016, 2721469. [CrossRef] [PubMed]

Eto, H.; Tsuji, G.; Chiba, T.; Furue, M.; Hyodo, F. Non-invasive evaluation of atopic dermatitis based on redox status using in vivo
dynamic nuclear polarization magnetic resonance imaging. Free Radic. Biol. Med. 2017, 103, 209-215. [CrossRef]

Hirakawa, S.; Saito, R.; Ohara, H.; Okuyama, R.; Aiba, S. Dual oxidase 1 induced by Th2 cytokines promotes STAT6 phosphory-
lation via oxidative inactivation of protein tyrosine phosphatase 1B in human epidermal keratinocytes. J. Immunol. 2011, 186,
4762-4770. [CrossRef]

Ferreira, I; Silva, A.; Martins, J.D.; Neves, B.M.; Cruz, M.T. Nature and kinetics of redox imbalance triggered by respiratory and
skin chemical sensitizers on the human monocytic cell line THP-1. Redox Biol. 2018, 16, 75-86. [CrossRef]


https://doi.org/10.1371/journal.pone.0109288
https://doi.org/10.4172/2376-0427.1000184
https://doi.org/10.1111/php.12871
https://doi.org/10.1111/exd.13996
https://doi.org/10.1155/2013/879696
https://doi.org/10.3390/ijms19113504
https://doi.org/10.1016/j.jaci.2003.12.591
https://doi.org/10.34172/apb.2022.042
https://doi.org/10.4172/2155-6121.1000185
https://doi.org/10.1016/j.bbrc.2009.03.053
https://www.ncbi.nlm.nih.gov/pubmed/19289104
https://doi.org/10.1016/j.jid.2017.02.981
https://www.ncbi.nlm.nih.gov/pubmed/28300598
https://doi.org/10.1080/09168451.2014.915728
https://www.ncbi.nlm.nih.gov/pubmed/25229861
https://doi.org/10.3390/ijms22073542
https://www.ncbi.nlm.nih.gov/pubmed/33805516
https://doi.org/10.3892/mmr.2015.3892
https://www.ncbi.nlm.nih.gov/pubmed/26044209
https://doi.org/10.1111/1523-1747.ep12384093
https://www.ncbi.nlm.nih.gov/pubmed/8006457
https://doi.org/10.1016/j.alit.2014.07.004
https://www.ncbi.nlm.nih.gov/pubmed/25605529
https://doi.org/10.1155/2016/2721469
https://www.ncbi.nlm.nih.gov/pubmed/27006746
https://doi.org/10.1016/j.freeradbiomed.2016.12.043
https://doi.org/10.4049/jimmunol.1000791
https://doi.org/10.1016/j.redox.2018.02.002

Antioxidants 2024, 13, 748 12 of 13

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

Kim, J.; Toda, T.; Watanabe, K.; Shibuya, S.; Ozawa, Y.; Izuo, N.; Cho, S.; Seo, D.B.; Yokote, K.; Shimizu, T. Syringaresinol reverses
age-related skin atrophy by suppressing FoxO3a-mediated matrix metalloproteinase-2 activation in copper/zinc superoxide
dismutase-deficient mice. . [nvestig. Dermatol. 2019, 139, 648-655. [CrossRef]

Helou, D.G.; Noel, B.; Gaudin, F,; Groux, H.; El Ali, Z.; Pallardy, M.; Chollet-Martin, S.; Kerdine-Romer, S. Cutting edge: Nrf2
regulates neutrophil recruitment and accumulation in skin during contact hypersensitivity. J. Immunol. 2019, 202, 2189-2194.
[CrossRef]

Furue, M,; Ulzii, D.; Vu, YH.; Tsuji, G.; Kido-Nakahara, M.; Nakahara, T. Pathogenesis of atopic dermatitis: Current paradigm.
Iran. ]. Immunol. 2019, 16, 97-107.

Major, J.; Crotta, S.; Finsterbusch, K.; Chakravarty, P; Shah, K.; Frederico, B.; D’Antuono, R.; Green, M.; Meader, L.; Suarez-Bonnet,
A.; et al. Endothelial AHR activity prevents lung barrier disruption in viral infection. Nature 2023, 621, 813-820. [CrossRef]
Wiggins, B.G.; Wang, Y.F; Burke, A.; Grunberg, N.; Vlachaki Walker, ].M.; Dore, M.; Chahrour, C.; Pennycook, B.R.; Sanchez-
Garrido, J.; Vernia, S.; et al. Endothelial sensing of AHR ligands regulates intestinal homeostasis. Nature 2023, 621, 821-829.
[CrossRef]

Furue, M. Regulation of Filaggrin, Loricrin, and Involucrin by IL-4, IL-13, IL-17A, IL-22, AHR, and NRF2: Pathogenic implications
in atopic dermatitis. Int. J. Mol. Sci. 2020, 21, 5382. [CrossRef]

Kennedy, L.H.; Sutter, C.H.; Leon Carrion, S.; Tran, Q.T.; Bodreddigari, S.; Kensicki, E.; Mohney, R.P; Sutter, T.R. 2,3,7,8-
Tetrachlorodibenzo-p-dioxin-mediated production of reactive oxygen species is an essential step in the mechanism of action to
accelerate human keratinocyte differentiation. Toxicol. Sci. 2013, 132, 235-249. [CrossRef]

van den Bogaard, E.H.; Podolsky, M.A.; Smits, J.P; Cui, X,; John, C.; Gowda, K.; Desai, D.; Amin, S.G.; Schalkwijk, J.;
Perdew, G.H.; et al. Genetic and pharmacological analysis identifies a physiological role for the AHR in epidermal differentiation.
J. Investig. Dermatol. 2015, 135, 1320-1328. [CrossRef]

Furue, M.; Tsuji, G.; Mitoma, C.; Nakahara, T.; Chiba, T.; Morino-Koga, S.; Uchi, H. Gene regulation of filaggrin and other skin
barrier proteins via aryl hydrocarbon receptor. J. Dermatol. Sci. 2015, 80, 83-88. [CrossRef]

Bruhs, A.; Haarmann-Stemmann, T.; Frauenstein, K.; Krutmann, J.; Schwarz, T.; Schwarz, A. Activation of the arylhydrocarbon
receptor causes immunosuppression primarily by modulating dendritic cells. J. Investig. Dermatol. 2015, 135, 435-444. [CrossRef]
[PubMed]

Haas, K.; Weighardt, H.; Deenen, R.; Kohrer, K.; Clausen, B.; Zahner, S.; Boukamp, P,; Bloch, W.; Krutmann, J.; Esser, C. Aryl
hydrocarbon receptor in keratinocytes is essential for murine skin barrier integrity. J. Investig. Dermatol. 2016, 136, 2260-2269.
[CrossRef] [PubMed]

Kiyomatsu-Oda, M.; Uchi, H.; Morino-Koga, S.; Furue, M. Protective role of 6-formylindolo[3,2-b]carbazole (FICZ), an endogenous
ligand for arylhydrocarbon receptor, in chronic mite-induced dermatitis. J. Dermatol. Sci. 2018, 90, 284-294. [CrossRef] [PubMed]
Navid, F; Bruhs, A.; Schuller, W,; Fritsche, E.; Krutmann, J.; Schwarz, T.; Schwarz, A. The Aryl hydrocarbon receptor is involved
in UVR-induced immunosuppression. J. Investig. Dermatol. 2013, 133, 2763-2770. [CrossRef] [PubMed]

Smith, S.H.; Jayawickreme, C.; Rickard, D.J.; Nicodeme, E.; Bui, T.; Simmons, C.; Coquery, C.M.; Neil, J.; Pryor, WM,;
Mayhew, D.; et al. Tapinarof is a natural AhR agonist that resolves skin inflammation in mice and humans. J. Investig. Dermatol.
2017, 137,2110-2119. [CrossRef] [PubMed]

Takei, K.; Mitoma, C.; Hashimoto-Hachiya, A.; Uchi, H.; Takahara, M.; Tsuji, G.; Kido-Nakahara, M.; Nakahara, T.; Furue, M.
Antioxidant soybean tar Glyteer rescues T-helper-mediated downregulation of filaggrin expression via aryl hydrocarbon receptor.
J. Dermatol. 2015, 42, 171-180. [CrossRef] [PubMed]

Tsuji, G.; Hashimoto-Hachiya, A.; Kiyomatsu-Oda, M.; Takemura, M.; Ohno, F; Ito, T.; Morino-Koga, S.; Mitoma, C.; Nakahara, T.;
Uchi, H.; et al. Aryl hydrocarbon receptor activation restores filaggrin expression via OVOLL1 in atopic dermatitis. Cell Death. Dis.
2017, 8, €2931. [CrossRef] [PubMed]

van den Bogaard, E.H.; Bergboer, ].G.; Vonk-Bergers, M.; van Vlijmen-Willems, LM.; Hato, S.V.; van der Valk, P.G.; Schroder, ] M.;
Joosten, I.; Zeeuwen, P.L.; Schalkwijk, J. Coal tar induces AHR-dependent skin barrier repair in atopic dermatitis. J. Clin. Investig.
2013, 123, 917-927. [CrossRef] [PubMed]

Denison, M.S.; Nagy, S.R. Activation of the aryl hydrocarbon receptor by structurally diverse exogenous and endogenous
chemicals. Annu. Rev. Pharmacol. Toxicol. 2003, 43, 309-334. [CrossRef]

Jeong, H.; Shin, J.Y,; Kim, M.J.; Na, J.; Ju, B.G. Activation of aryl hydrocarbon receptor negatively regulates thymic stromal
lymphopoietin gene expression via protein kinase cdelta-p300-NF-kappaB pathway in keratinocytes under inflammatory
conditions. |. Investig. Dermatol. 2019, 139, 1098-1109. [CrossRef]

Okamoto, H.; Horii, K.; Fujisawa, A.; Yamamoto, Y. Oxidative deterioration of platinum nanoparticle and its prevention by
palladium. Exp. Dermatol. 2012, 21 (Suppl. S1), 5-7. [CrossRef] [PubMed]

Larese Filon, F.; Mauro, M.; Adami, G.; Bovenzi, M.; Crosera, M. Nanoparticles skin absorption: New aspects for a safety profile
evaluation. Regul. Toxicol. Pharmacol. 2015, 72, 310-322. [CrossRef] [PubMed]

Rose, L.; Schneider, C.; Stock, C.; Zollner, T.M.; Docke, W.D. Extended DNFB-induced contact hypersensitivity models display
characteristics of chronic inflammatory dermatoses. Exp. Dermatol. 2012, 21, 25-31. [CrossRef] [PubMed]

Noda, M.; Sultana, N.; Hayashi, I.; Fukamachi, M.; Sugiyama, M. Exopolysaccharide produced by Lactobacillus paracasei IJH-
SONE68 prevents and improves the picryl chloride-induced contact dermatitis. Molecules 2019, 24, 2970. [CrossRef] [PubMed]


https://doi.org/10.1016/j.jid.2018.10.012
https://doi.org/10.4049/jimmunol.1801065
https://doi.org/10.1038/s41586-023-06287-y
https://doi.org/10.1038/s41586-023-06508-4
https://doi.org/10.3390/ijms21155382
https://doi.org/10.1093/toxsci/kfs325
https://doi.org/10.1038/jid.2015.6
https://doi.org/10.1016/j.jdermsci.2015.07.011
https://doi.org/10.1038/jid.2014.419
https://www.ncbi.nlm.nih.gov/pubmed/25251932
https://doi.org/10.1016/j.jid.2016.06.627
https://www.ncbi.nlm.nih.gov/pubmed/27430407
https://doi.org/10.1016/j.jdermsci.2018.02.014
https://www.ncbi.nlm.nih.gov/pubmed/29500077
https://doi.org/10.1038/jid.2013.221
https://www.ncbi.nlm.nih.gov/pubmed/23652795
https://doi.org/10.1016/j.jid.2017.05.004
https://www.ncbi.nlm.nih.gov/pubmed/28595996
https://doi.org/10.1111/1346-8138.12717
https://www.ncbi.nlm.nih.gov/pubmed/25482884
https://doi.org/10.1038/cddis.2017.322
https://www.ncbi.nlm.nih.gov/pubmed/28703805
https://doi.org/10.1172/JCI65642
https://www.ncbi.nlm.nih.gov/pubmed/23348739
https://doi.org/10.1146/annurev.pharmtox.43.100901.135828
https://doi.org/10.1016/j.jid.2018.11.012
https://doi.org/10.1111/j.1600-0625.2012.01494.x
https://www.ncbi.nlm.nih.gov/pubmed/22626463
https://doi.org/10.1016/j.yrtph.2015.05.005
https://www.ncbi.nlm.nih.gov/pubmed/25979643
https://doi.org/10.1111/j.1600-0625.2011.01395.x
https://www.ncbi.nlm.nih.gov/pubmed/22151387
https://doi.org/10.3390/molecules24162970
https://www.ncbi.nlm.nih.gov/pubmed/31426284

Antioxidants 2024, 13, 748 13 of 13

46. Schwarz, A ; Philippsen, R.; Schwarz, T. Mouse models of allergic contact dermatitis: Practical aspects. J. Investig. Dermatol. 2023,
143, 888-892. [CrossRef]

47. Manabe, Y.; Yoshimura, M.; Sakamaki, K.; Inoue, A.; Kakinoki, A.; Hokari, S.; Sakanaka, M.; Aoki, J.; Miyachi, H.; Furuta, K,; et al.
1-Fluoro-2,4-dinitrobenzene and its derivatives act as secretagogues on rodent mast cells. Eur. |. Immunol. 2017, 47, 60-67.
[CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1016/j.jid.2023.03.1668
https://doi.org/10.1002/eji.201646536

	Introduction 
	Materials and Methods 
	Reagents 
	Mice 
	Induction of ACD and Treatment of PAPLAL 
	8-Isoprostane Contents 
	Histological Analyses 
	Quantitative Polymerase Chain Reaction (qPCR) 
	Treatment with PAPLAL in a Human Epidermal Skin Model 
	Statistical Analyses 

	Results 
	PAPLAL Improved Skin Inflammation in DNFB-Induced ACD 
	PAPLAL Did Not Change Redox-Related Gene Expression in the ACD Model 
	PAPLAL Increased the Expression of the Stress Response-Related Genes Ahr and Nrf2 
	Sod1 Deficiency Exacerbated DNFB-Induced ACD 
	nPt and nPd Contained in PAPLAL Penetrated the Epidermal Layer in a Human Epidermal Model 

	Discussion 
	Conclusions 
	References

