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Abstract: Caffeic acid (CA) is produced from a variety of plants and has diverse biological functions,
including anti-inflammation activity. It has been recently demonstrated that caffeoyl-prolyl-histidine
amide (CA-PH), which is CA conjugated with proline-histidine dipeptide, relieves atopic dermatitis
(AD)-like phenotypes in mouse. In this study, we investigated the molecular mechanism underlying
CA-PH-mediated alleviation of AD-like phenotypes using cell line and AD mouse models. We confirmed
that CA-PH suppresses AD-like phenotypes, such as increased epidermal thickening, infiltration of
mast cells, and dysregulated gene expression of cytokines. CA-PH suppressed up-regulation of cytokine
expression through inhibition of nuclear translocation of NF-«B. Using a CA-PH affinity pull-down assay,
we found that CA-PH binds to Fyn. In silico molecular docking and enzyme kinetic studies revealed that
CA-PH binds to the ATP binding site and inhibits Fyn competitively with ATP. CA-PH further suppressed
spleen tyrosine kinase (SYK)/inhibitor of nuclear factor kappa B kinase (IKK)/inhibitor of nuclear factor
kappa B (IkB) signaling, which is required for nuclear factor kappa-light-chain-enhancer of activated B
cells (NF-«B) activation. In addition, chronic application of CA-PH, in contrast with that of glucocorticoids,
did not induce up-regulation of regulated in development and DNA damage response 1 (REDD1),
reduction of mammalian target of rapamycin (mTOR) signaling, or skin atrophy. Thus, our study
suggests that CA-PH treatment may help to reduce skin inflammation via down-regulation of NF-«B
activation, and Fyn may be a new therapeutic target of inflammatory skin diseases, such as AD.
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1. Introduction

Caffeic acid (CA; 3,4-dihydroxycinnamic acid), which is a phenolic compound produced from a
variety of plants, removes reactive oxygen species (ROS) by delocalization of the unpaired electron
in the extended conjugated side chain [1,2]. The metal-chelating activity of CA also contributes
to the antioxidant activity [3]. Previous studies indicated that CA has diverse biological effects on
inflammation, carcinogenesis, and antibacterial activity [4-6]. In particular, CA, which is a major
compound of water extract from Ixeris dentata, decreased expression of chemokines including IL-8 and
TARC in keratinocytes and suppressed NF-kB activation through inhibition of p38 phosphorylation,
resulting in reduction of the level of IL-8 and TNF« in mast cells [7].

In order to improve the chemical, physical, and biological properties of CA, caffeoyl-prolyl-histidine
amide (CA-PH) was developed by conjugation of CA with proline-histidine dipeptide (Figure 1A).
CA-PH has stronger antioxidant activity and enhanced stability [8,9]. CA-PH treatment efficiently
reduced ROS generation and increased heme-oxygenase-1 expression in HyO,-treated vascular smooth
muscle cells [9]. It has been recently reported that CA-PH relieves atopic dermatitis (AD)-like phenotypes
in mouse models [10]. Jang et al. found that CA-PH reduces epidermal thickening, number of mast cells,
and eosinophil infiltration, as well as recovery of dysregulation of genes related to the skin barrier
and cytokines [10].

Fyn is a non-receptor tyrosine kinase belonging to the Src family kinases (SFKs), which include
Blk, Brk, Fgr, Frk, Hck, Lck, Lyn, c-Src, Srm, and c-Yes in human [11,12]. Fyn transmits signals
from diverse cell surface receptors to cytoplasmic signal transduction cascades [13]. It also plays
important roles in the regulation of diverse biological functions, such as apoptosis, survival, adhesion,
migration, neuronal transmission, and immunity [14-17]. Fyn contains an N-terminal region, two Src
homology (SH) domains, a highly conserved catalytic domain including an adenosine triphosphate
(ATP)-binding site, and a C-terminal tail, which negatively regulates tyrosine phosphorylation [18].
Autophosphorylation of the tyrosine 420 residue of Fyn is required for Fyn activation, which leads to
tyrosine phosphorylation of a variety of substrates, including Tau, AMPK, and PIKE-A [17,19,20].

In skin, Fyn plays an important role in keratinocyte differentiation via regulation of cell—cell
adhesion by tyrosine phosphorylation of 3- and y-catenin and p120°" [21-24]. Fyn has also been
involved in keratinocyte transformation [25]. Expression of Fyn was up-regulated in cutaneous
squamous cell carcinomas [26]. Overexpression of constitutively active Fyn (Y528F) in mouse epidermis
induced keratotic tumors and actinic keratosis by down-regulation of the Notch1 and p53 and induction
of the Ras/MAPK, PI3K/Akt, and STAT3 signaling pathways [27]. Fyn is involved in TNF«- or B[a]PDE
(Benzo[a]pyrene-7,8-diol-9,10-epoxide)-induced up-regulation of COX-2, a key enzyme mediating
inflammation, in JB6 P+ mouse epithelial cells [28,29]. In addition, the immunomodulatory function of
Fyn has been reported in mast cells. For example, inhibition of Fyn suppresses IgE-mediated passive
cutaneous anaphylaxis through inhibition of secretion of pro-inflammatory cytokines in mast cells [30].
Inhibition of Fyn also suppresses production and secretion of pro-inflammatory cytokines and IgE in
1-fluoro-2,4-dinitrobenzene (DNFB)-induced allergic dermatitis models, as well as inhibition of mast
cell degranulation [31].

In this study, we investigated the molecular mechanism underlying CA-PH-mediated alleviation of
AD-like phenotypes using cell line and AD mouse model. We found that CA-PH binds to and inhibits
Fyn and suppresses NF-«B activation through inhibition of SYK/IKK/IkB signaling.
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Figure 1. CA-PH alleviates AD-like phenotypes induced by DNFB treatment. Topical application of
CA-PH alleviates AD-like phenotypes induced by DNFB treatment in mouse skin. Dex was used as
the positive control. Acetone and DIW were used as solvents for DNFB and CA-PH, respectively.
(A) Structure of CA-PH. (B) After mice were sensitized with DNFB for 7 days, DNFB was further
topically applied to the shaved dorsal skin with or without CA-PH for 12 days (n = 6/group). Mice were
photographed and skin tissues were harvested. Representative images are shown. Scale bar, 0.5 cm
(C) CA-PH alleviates the severity of AD-like phenotypes induced by DNFB treatment in mouse skin.
The severity of dermatitis was determined by a scoring index of AD (see Material and Methods).
(D) Tissue sections from the back skin were stained with hematoxylin and eosin (H&E) or toluidine
blue (TB). Representative images are shown. Scale bar, 50 um. (E) CA-PH suppresses the increased
epidermis thickness induced by DNFB treatment in mouse skin. Epidermis thicknesses were measured
(n = 6/group). (F) CA-PH suppresses infiltration of mast cells induced by DNFB treatment in mouse
skin. The number of mast cells was counted from five randomly selected low-power fields (1 = 6/group).
(G) CA-PH suppresses DNFB-induced up-regulation of cytokine expression in mouse skin. Transcripts of
TSLP, IL-10, IL-13, IL-25, and RPLP0 from mouse skin were quantified using real-time PCR (1 = 6/group).
All data represent means + S.E.M. Significance values were * p < 0.05, ** p < 0.01, and *** p < 0.005. Dex,
dexamethasone; DIW, deionized water.
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2. Results

2.1. CA-PH Alleviates AD-Like Phenotypes Induced by DNFB Treatment

It has been recently shown that CA-PH treatment relieves 2,4-dinitrochlorobenzene (DNCB)-induced
AD-like phenotypes in mice [10]. In this study, we further investigated the molecular mechanism
of CA-PH-mediated alleviation of AD-like phenotypes using cell line and mouse models. We first
examined the beneficial effect of CA-PH on mouse AD-like phenotypes induced by DNFB treatment.
Dexamethasone was topically applied as a positive control. We measured the skin severity as a sum of
4 symptoms, namely hemorrhage, swelling, erosion, and dryness, using an AD scoring index
(See Materials and Methods). CA-PH treatment alleviated DNFB-induced AD-like phenotypes
(Figure 1B,C). Histological observations showed that CA-PH treatment suppresses DNFB-induced
skin hyperplasia (Figure 1D,E). We also found decreased infiltration of mast cells by CA-PH
treatment (Figure 1D,F). We further examined the expression of cytokines related to AD. CA-PH
treatment suppressed gene expression of thymic stromal lymphopoietin (TSLP), interleukin-10 (IL-10),
interleukin-13 (IL-13), and interleukin-25 (IL-25) in DNFB-treated mouse skin (Figure 1G).

2.2. CA-PH Suppresses Nuclear Translocation of NF-xB

Given that keratinocytes, a major cell type in epidermis, contribute to AD pathogenesis and that
up-regulation of cytokines including TSLP, IL-10, IL-13, and IL-25 is dependent on NF-«B activation in
keratinocytes [32-35], we next investigated whether CA-PH modulates the NF-«B signaling pathway
in HaCaT keratinocytes. CA-PH significantly suppressed up-regulation of TSLP, IL-10, IL-13, and IL-25
expression in TNFo-treated HaCaT keratinocytes (Figure 2A). In addition, CA-PH suppressed the
activity of the promoter reporter containing NF-«B binding sites (Figure 2B).

Immunocytochemical examination indicated that CA-PH inhibits TNFa-induced nuclear
translocalization of NF-«B p65 (Figure 2C). To confirm the inhibitory effect of CA-PH on NF-kB
nuclear localization by TNF«x treatment, ChIP was performed. As expected, NF-«B p65 occupied
the NF-kB binding sites of the gene promoters of TSLP, IL-10, IL-13, and IL-25 in TNF«x-treated
keratinocytes. However, CA-PH suppressed the TNFa-induced occupancy of NF-«B p65 in the gene
promoters (Figure 2D).

2.3. CA-PH Binds to and Inhibits Fyn

Because Fyn has been previously identified as a binding molecule of CA [36], we tested whether
CA-PH interacts with Fyn. We prepared CA-PH-bound beads by coupling CA-PH to polystyrene
beads (see Materials and Methods). CA-PH-bound beads were mixed with protein extract from
HaCaT keratinocytes. We found that Fyn interacts with CA-PH (Figure 3A). To further confirm
CA-PH binding to Fyn, a DARTS assay was performed. Protein extract was mixed with CA-PH and
incubated in the presence of Pronase, a mixture of nonspecific endo- and exo-proteases. CA-PH-bound
Fyn was resistant to Pronase digestion, indicating that CA-PH binds to Fyn (Figure 3B). In silico
molecular docking analysis (see Materials and Method) revealed that CA-PH may bind to the ATP
binding site of Fyn with relatively high affinity (AG = —8.74 kcal/mol) (Figure 3C). CA-PH can form
5 hydrogen bonds with Leu277, Thr342, Met345, Ser349, and Asp352 residues within the ATP binding
site (Figure 3C). In particular, the CA moiety can form hydrogen bonds with Thr342 and Met345
residues in the hinge region [37,38]. Next, we tested whether CA-PH inhibits Fyn competitively
or non-competitively with ATP. An enzyme assay was performed to determine kinetics using the
Lineweaver—-Burk plot method. Lineweaver-Burk plots for inhibition of Fyn by CA-PH with respect
to ATP concentration showed all curves intersecting the y-intercept at zero, which is indicative of a
competitive inhibition mechanism (Figure 3D). The value of Km (the Michaelis constant) is 40.4 uM
and that of Ki (inhibition constant) is 16 uM in this reaction. Thus, the ICs; value was 43 pM.
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Figure 2. CA-PH inhibits NF-«B signaling in TNF«-treated keratinocytes. (A) CA-PH suppresses
DNEFB-induced up-regulation of cytokine expression in TNFa-treated HaCaT keratinocytes. Dex was
used as the positive control. DIW was used as a solvent for TNFa and CA-PH. Transcripts of TSLP, IL-10,
IL-13, IL-25, and RPLP0 were quantified using real-time PCR (n = 5). (B) CA-PH suppresses the activity
of the luciferase reporter containing NF-«B binding sites in TNFa-treated HaCaT keratinocytes. Dex was
used as the positive control. DIW was used as the solvent for TNFa and CA-PH. Following transfection
of the luciferase reporter vector containing NF-kB binding sites and the control Renilla luciferase
expression vector into HaCaT keratinocytes, luciferase activity was measured in cell extracts (1 = 5).
Reporter activity is represented as the fold activation relative to Renilla luciferase activity. (C) CA-PH
inhibits nuclear translocation of NF-kB p65 in TNFa-treated HaCaT keratinocytes. Dex was used as the
positive control. DIW was used as the solvent for TNFo and CA-PH. Cells were immunostained with
anti-NF-kB p65 antibody (1 = 5). Nuclei were identified using DAPI staining. Representative images
are shown. Scale bar, 20 um. (D) TNFa induces the occupancy of NF-kB p65 at the NF-«B binding sites of
TSLP, IL-10, IL-13, and IL-25 gene promoters in HaCaT keratinocytes. However, CA-PH decreases the
occupancy of NF-«B p65 in the gene promoters in HaCaT keratinocytes treated with TNFo. Dex was used
as positive control. DIW was used as solvent for TNFx and CA-PH. ChIP assay was performed using
anti-NF-«kB p65 antibody (1 = 5). The occupancy of each protein was quantified using real-time PCR in the
gene promoters encompassing the NF-kB binding sites. All data represent means + S.E.M. Significance
values were * p < 0.05, ** p < 0.01, and *** p < 0.005. Dex, dexamethasone; DIW, deionized water; TNF«,
tumor necrosis factor alpha.
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Figure 3. CA-PH binds to and inhibits Fyn. (A) CA-PH interacts with Fyn. CA-PH beads were
prepared by binding of CA-PH to polystyrene beads (See Materials and Methods). CA-PH-bound
beads were mixed with protein extract from HaCaT cells. After extensive washing, Western blotting
was performed using anti-Fyn antibody. Free excess CA-PH was added as a competitor. (B) The drug
affinity responsive target stability (DARTS) assay reveals that CA-PH-bound Fyn is resistant to protease
digestion. Protein extract from HaCaT cells was mixed with CA-PH and treated with Pronase at room
temperature. Western blot analysis was performed using anti-Fyn antibody. As a loading control,
the reaction mixture without incubation was immunoblotted with anti-f3 actin antibody. Representative
images are shown. Data were quantitatively assessed and are additionally depicted in graphs (1 = 3).
(C) Molecular docking shows that CA-PH binds to the ATP binding site of Fyn (AG = —8.74 kcal/mol).
CA-PH can form 5 hydrogen bonds with Leu277, Thr342, Met345, Ser349, and Asp352 residues
within the ATP binding site of the catalytic domain. (D) CA-PH inhibits Fyn competitively with
ATP. Double-reciprocal plots of the inhibitory activity of CA-PH. Fyn kinase activity was measured at
the indicated concentrations of CA-PH and ATP (n = 3). The reciprocal velocity was plotted versus
1/(ATP). Km = 40.4 uM, Ki = 16 uM. Fyn kinase assay was performed using a Kinase Enzyme System.
For enzyme kinetics, the Lineweaver-Burk method was applied. All data represent means + S.E.M.
Significance value was *** p < 0.005.

Because c-Jun N-terminal kinase (JNK) and spleen tyrosine kinase (SYK) play important roles in
AD pathogenesis [39-42], we further tested whether CA-PH also inhibits their activity. CA-PH did
not inhibit the activity of JNK and minimally inhibited the activity of SYK (Supplemental Figure S1).
In addition, PP2, a broad inhibitor for Src family kinases, including Fyn, suppressed the activity of the
promoter reporter containing NF-«B binding sites (Supplemental Figure S2).
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2.4. CA-PH Suppresses NF-xB Signaling Pathway by Inhibition of Fyn Activation

We next examined the expression level and enzyme activity of Fyn in keratinocytes treated with
TNFa or AD-like mouse skin induced by DNFB treatment. The expression level of Fyn was not
changed (Figure 4A). To measure Fyn activity, we examined the phosphorylation level of Fyn at tyrosine
residue 420 [12,43-45]. Fyn was immune-precipitated with anti-Fyn antibody and immunoblotted with
anti-phospho SRC (Y416) antibody, which recognizes the phosphorylation of Fyn at tyrosine residue
420 [12,43-45]. Western blot analysis demonstrated that the activity of Fyn is increased in keratinocytes
treated with TNFx or AD-like mouse skin induced by DNFB treatment (Figure 4A,B).
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Figure 4. Activation of Fyn in TNFa-treated keratinocytes and DNFB-induced AD-like mouse skin.
(A) Expression levels of Fyn are not changed in TNF«-treated HaCaT keratinocytes or DNFB-treated
mouse skin. DIW and acetone were used as solvents for TNFx and DNFB, respectively. Western blot
analysis was performed using anti-Fyn antibody. As a loading control, anti- actin antibody was used.
Representative images are shown. Data were quantitatively assessed and additionally depicted
in graphs (n = 3). (B) Increased kinase activity of Fyn in TNF«x-treated HaCaT keratinocytes or
DNEB-treated mouse skin. Fyn was immunoprecipitated with anti-Fyn antibody and immunoblotted
with anti-phospho SRC (Y416) antibody. Data were quantitatively assessed and are additionally depicted
in graphs (n = 3). All data represent mean + S.E.M. Significance values were * p < 0.05, and *** p < 0.005.
Dex, dexamethasone; DIW, deionized water; TNF«, tumor necrosis factor alpha; NS, no significance.

Given that CA-PH inhibits nuclear translocation of NF-kB p65 in keratinocytes treated with TNFo
(Figure 2C), we next examined the phosphorylation level of IkB, which inhibits nuclear translocation
of NF-kB p65 when it is unphosphorylated. We found that CA-PH inhibits TNFx- or DNFB-induced
phosphorylation of IkB in HaCaT keratinocytes or mouse skin (Figure 5A,B). We consistently found
decreased phosphorylation of IKK«, an IkB kinase, by CA-PH treatment (Figure 5A,B). Because SYK,
which has been reported as an AD target, acts as a downstream kinase of Fyn signaling and as
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an upstream kinase of IKK in several cell types [46,47], we further tested whether CA-PH inhibits
SYK activity by examination of the phosphorylation level of SYK at tyrosine residues 525 and
526 [48-50]. TNF« or DNFB treatment induced phosphorylation of SYK in HaCaT keratinocytes or in
mouse skin, respectively. However, CA-PH suppressed TNFx- or DNFB-induced phosphorylation of
SYK (Figure 5A,B).
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Figure 5. CA-PH suppresses NF-kB signaling in TNFo-treated keratinocytes and DNFB-induced
AD-like mouse skin. (A,B) CA-PH inhibits phosphorylation of SYK, IKK, and IkB in TNFo-treated
HaCaT keratinocytes or DNFB-treated mouse skin. Western blot analysis was performed using anti-SYK,
anti-phospho SYK (Y525/526), anti-IKK, anti-phospho IKK (5176/177), and anti-phospho IkBax (S32)
antibodies. As a loading control, Western blot analysis was performed using anti-f actin antibody.
DIW was used as the solvent for TNFa and CA-PH. Acetone was used as the solvent for DNFB. Data
were quantitatively assessed and are additionally depicted in graphs (1 = 5). Representative images are
shown. All data represent mean + S.E.M. Significance values were * p < 0.05, ** p <0.01, and *** p < 0.005.
Dex, dexamethasone; DIW, deionized water; TNF«, tumor necrosis factor alpha; NS, no significance.
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2.5. CA-PH Does not Induce Skin Atrophy

Although glucocorticoids are effective for AD treatment by suppressing inflammation, chronic
treatment with glucocorticoids induces adverse effects, such as skin atrophy, which is characterized
by decreased skin thickness and elasticity, combined with a decreased barrier function [51-54].
Recent studies revealed that chronic glucocorticoid treatment induces skin atrophy through
up-regulation of regulated in development and DNA damage response 1 (REDD1), an mTOR
inhibitor [55]. Thus, we investigated whether chronic treatment with CA-PH induces skin atrophy by
examining REDD1 expression and mTOR signaling. Dexamethasone elevated REDD1 gene expression
and inhibited mTOR signaling by suppressing phosphorylation of mTOR, p70S6K, and 4EBP1 in
HaCaT keratinocytes and mouse skin (Figure 6A,B). However, CA-PH did not activate REDD1 gene
expression or inhibit mTOR signaling (Figure 6A,B). Histological examination further showed that
chronic treatment of CA-PH did not reduce epidermis thickness compared with that of dexamethasone
in mouse skin (Figure 6C,D).
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Figure 6. Chronic treatment of CA-PH does not induce skin atrophy. (A,B) Dex up-regulates regulated
in development and DNA damage response 1 (REDD1) gene expression and inhibits mTOR signaling.
However, CA-PH does not induce increased expression of REDD1 and inhibit mTOR signaling in
HaCaT keratinocytes or mouse skin. Transcripts of REDD1 and RPLPO were quantified using real-time
PCR (n = 5). Western blot analysis was performed using anti-REDD1, anti-phospho mTOR (52448),
anti-phospho p70S6K (T389), anti-phospho 4EBP1 (S65), and anti-f3 actin antibodies. DIW was used
as the solvent for CA-PH. Data were quantitatively assessed and are additionally depicted in graphs
(n = 5). Representative images are shown. (C,D) Chronic application of dexamethasone (Dex) induces
skin atrophy. However, CA-PH does not induce skin atrophy. Dexamethasone or CA-PH was treated for
1 week in mouse skin. DIW was used as the solvent for CA-PH. Tissue sections from the skin were
stained with hematoxylin and eosin (H&E). Representative images are shown. Scale bar, 100 pm.
Epidermis thicknesses were measured (1 = 6/group). All data represent means + S.E.M. Significance
values were * p < 0.05, ** p < 0.01, and *** p < 0.005. Dex, dexamethasone; DIW, deionized water.
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3. Discussion

CA is found naturally in plants and exhibits various biological activities, including antioxidant
and anti-inflammation activities [6,56,57]. To improve the chemical, physical, and biological properties
of CA, CA-PH was developed by conjugation of CA with proline-histidine dipeptide [8,9]. CA-PH
showed strong antioxidant activity and enhanced stability compared with CA [8,9]. Recently, Jang et al.
reported that topical application of CA-PH relieves DNCB-induced AD-like phenotypes in mice [10].
They found that CA-PH reduced epidermal thickening, the number of mast cells, and eosinophil
infiltration, while it recovered expression of skin-barrier-related proteins such as filaggrin, involucrin,
and loricrin. It also decreased gene expression of IL-4, IL-6, IL-17a, IL-1b, IL-31, IL-33, and TSLP.
In this study, we further confirmed a therapeutic effect of CA-PH in DNFB-induced AD-like phenotypes
in mice. We also found that CA-PH suppresses up-regulation of cytokine gene expression through
inhibition of nuclear translocation of NF-kB p65, resulting in decreasing recruitment of NF-«B p65 to
its binding sites of TSLP, IL-10, IL-13, and IL-25 gene promoters.

It has been previously reported that CA binds to the ATP binding site and putative allosteric
site between the SH2 domain and the kinase domain [36]. In the same study, molecular docking
and biochemical analysis indicated that CA inhibits kinase activity non-competitively with ATP [36].
Using CA-PH affinity pull-down and a DARTS assay, we found that CA-PH binds to Fyn. The molecular
docking predicted that CA-PH potentially binds to the ATP binding site in the catalytic domain with
relatively high affinity (AG= -8.74 kcal/mol). CA-PH could form 5 hydrogen bonds with Leu277,
Thr342, Met345, Ser349, and Asp352 residues within the ATP binding site, possibly contributing to the
high estimated binding energy. In particular, the CA moiety of CA-PH could form hydrogen bonds
with Thr342 and Met345 residues in the hinge region. Because Met345 forms a hydrogen bond with
Gly348 for hinge closing in the active state of Fyn, disruption of this bond results in hinge opening
and the inactive state of Fyn [38]. Thr342 is a gatekeeper amino acid, which controls selectivity for
small molecule inhibitors and helps anchor inhibitors to the active site [58,59]. Consistently, it has
been reported that most Fyn inhibitors form hydrogen bonds with amino acid residues in the hinge
domain, including Thr342 and Met345 [60]. Furthermore, the molecular docking predicted that CA-PH
interacts with Fyn through Ser349 and Asp352 residues, which serve as anchor points in the ATP
binding pocket [61]. Thus, CA-PH interaction with the ATP binding site in the catalytic domain
may inhibit ATP-dependent kinase activity of Fyn [37,61]. In contrast to CA [36], an enzyme kinetics
study demonstrated that CA-PH binds to the ATP binding site competitively with ATP. However,
CA-PH did not inhibit JNK and minimally inhibited SYK, both of which are closely related to AD
pathogenesis [62-64].

We found that Fyn activity, but not expression, is increased in TNFo-treated keratinocytes or
AD-like mouse skin. Although it is not well known whether Fyn plays an important role in AD,
a few reports suggest the protective role of Fyn in skin inflammation. For instance, dasatinib,
an anti-cancer agent, suppressed the secretion of inflammatory cytokines by direct inhibition of Fyn in
mast cells, which play an important role in type I hypersensitivity immune responses, including AD [65].
Similarly, Rhamnus davurica extract inhibited the activation of Fyn in antigen-stimulated mast cells [66].
Our results further indicate that Fyn activates NF-«B signaling in TNF«-treated keratinocytes or AD-like
mouse skin. Similarly, lipopolysaccharide (LPS) induced an interaction between toll-like receptor
4 (TLR4) and Fyn resulted in activation of the PI3k/Akt/NF-kB pathway in primary astrocytes [67].
Constitutively active FynT (Y528F), an alternative splicing form in hematopoietic cells, induced
highly increased pro-inflammatory cytokines and chemokines after prolonged TNF«x treatment.
However, these effects were abolished by broad Src-family kinase inhibitor PP2 and siRNA against
FynT [68]. In addition, Fyn activity was critical for the initiation and progression of inflammatory
signaling in adipose tissue [69]. Numerous Fyn inhibitors from plant extracts inhibited NF-xB
activation. For example, saucerneol F and manassantin B from roots of Saururus chinensis inhibited the
phosphorylation of Fyn and multiple downstream signaling processes, including the SYK/IKK/IxkB
pathway, resulting in inhibition of nuclear translocation of NF-kB p65 and cytokine expression in mast
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cells [46,47]. Similarly, cyanidin-3-glucoside directly bound to Fyn non-competitively with ATP and
inhibited Fyn activity, which led to suppression of NF-«B activation in mouse skin epidermal JB6
P+ cells treated with benzo[a]pyrene-7,8-diol-9,10-epoxide (B[a]PDE) [29,70]. Myricetin, a flavonoid,
acted as an ATP-competitive inhibitor to suppress Fyn activity and inhibited UVB-induced NF-«kB
activation in JB6 P+ cells and in mouse skin [70].

It is not clear currently how inhibition of Fyn activity by CA-PH contributes to inhibition
of NF-kB activation. Our results demonstrate that Fyn may act as an upstream regulator of SYK/IKK/IxB
signaling [46,47]. In particular, SYK has been investigated as a therapeutic target of skin inflammatory
diseases such as AD [71-74]. ASNO002, an oral dual JAK/SYK inhibitor, suppressed moderate to
severe AD phenotypes in early clinical trials [41,42]. ASNO02 reversed a lesional skin transcriptome
toward a non-lesional phenotype [48]. It also suppressed key inflammatory pathways related to AD
pathogenesis, such as T2, T17/T22, and Ty1 axis [41]. In addition, polydatin (3,4’, 5-trihydroxystilbene-
3-B-mono-D-glucoside), a natural component extracted from Polygonum cuspidatum, directly inhibited
activity of SYK and suppressed pro-inflammatory cytokine expression in mast cells [75]. Extracts of
Cymbidium eburneo-kanran and Artemisia argyi down-regulated the expression of pro-inflammatory cytokines
through suppression of the signaling pathway, including phosphorylation of SYK [50,76,77]. The extracts
further alleviated DNCB-induced AD-like phenotypes, including skin lesion severity, scratching behavior,
and IgE levels [50,76,77].

We also found that chronic application of CA-PH, in contrast with that of glucocorticoids, does not
induce skin atrophy. Although glucocorticoids efficiently suppress inflammation and are widely
used to treat inflammatory skin diseases such as AD, chronic treatment often results in numerous
adverse effects, including skin atrophy, causing profound losses of skin thickness and elasticity, combined
with decreased barrier function [51-54]. In addition, REDD1, which is a stress-inducible mTOR inhibitor,
has been identified as a major molecular target of glucocorticoids in skin atrophy [55,78,79]. Our results
demonstrated that CA-PH does not induce up-regulation of REDD1 or inhibit mTOR signaling,
resulting in no skin atrophy.

In conclusion, we identified the molecular mechanism underlying CA-PH-mediated alleviation
of AD-like phenotypes. Specifically, we found that CA-PH binds to and inhibits Fyn, leading to
suppression of NF-«B activation through reduction of SYK/IKK/IkB signaling. In addition, chronic
application of CA-PH did not induce skin atrophy. Our study suggests that Fyn may be a new
therapeutic target, and its inhibitors, including CA-PH, can be used as candidates for AD treatment.
However, CA-PH is a moderate inhibitor of Fyn with a micromolar ICsj value compared with known
active Fyn inhibitors with nanomolar ICs values. Thus, CA-PH could be used as a lead compound,
with modification required for development of an active Fyn inhibitor.

4. Materials and Methods

4.1. Cell Culture

HaCaT keratinocytes were maintained in DMEM supplemented with 10% fetal bovine serum and
1% penicillin-streptomycin at 37 °C in a humidified atmosphere of 5% CO;. After cells were treated
with 50 ng/mL TNF« (Sigma-Aldrich, St. Louis, MO, USA) for 1 h, cells were incubated with DIW, 1 uM
CA-PH, 1 uM PP2 (Sigma-Aldrich, St. Louis, MO, USA), or 200 nM dexamethasone (Sigma-Aldrich, St.
Louis, MO, USA) for 1 or 23 hr.

4.2. Mouse AD Model

Adult female BALB/c mice (6 weeks old, DBL, Korea) were maintained in a temperature-controlled
room (22 °C) at 55% humidity, with a 12 h light-dark cycle. The Committee for Experimental Animal
Research at Sogang University approved the animal experiments (code: IJACUCSGU2017-2, date:
01 June 2017). Dermatitis was induced by DNFB (Sigma-Aldrich, St. Louis, MO, USA) in mice as
described previously [80]. Briefly, the sensitization was performed once by topical application of
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100 uLof 0.15% DNFB dissolved in acetone to the shaved abdominal skin of mice. A week later,
the shaved dorsal skin areas of mice were topically treated with 100 uL of 0.15% DNFB every 3 days for
12 days. The same mice were also topically applied with 100 uL of DIW or 100 uL of 100 uM CA-PH
daily for 12 days. In the negative control group, 100 uL of acetone or DMSO was topically applied to
the shaved dorsal skin areas. As a positive control, DNFB-treated mice were topically treated with
100 pL of 200 uM dexamethasone.

4.3. Mouse Skin Atrophy Model

Skin atrophy was induced as previously described [81]. Briefly, 200 uL of DIW or 200 puL of
100 uM CA-PH was topically applied daily for 8 days to the shaved dorsal skin of adult female BALB/c
mice (6 weeks old, DBL, Korea). As a positive control, 100 pL of 200 tM dexamethasone was applied
for 8 days. Dorsal skin samples were harvested for further analysis.

4.4. Skin Lesion and AD-Like Phenotype Score

After mice were anesthetized with 2% isoflurane, skin lesions were photographed. The scores
for the AD-like phenotypes were measured according to the criteria described previously, with slight
modifications [82]. Total skin severity scores (maximum score: 12) were defined as 0 (none), 1 (mild),
2 (moderate), and 3 (severe) for each of the four symptoms: (i) erythema and hemorrhage, (ii) edema,
(iii) excoriation and erosion, and (iv) scaling and dryness. The data analysis was carried out by
blinded investigators.

4.5. Quantitative PCR

Total RNA samples were extracted from cells or mouse skin using Tri-RNA Reagent (Favorgen,
Ping-Tung, Taiwan). First-strand cDNA synthesis from the total 500 ng of RNA was performed with
PrimeScript RT master mix (RR036A, Takara, Shiga, Japan). The thermocycling condition was 15 min at
37 °Cand 5s at 85 °C. Synthesized cDNAs were subjected to real-time PCR with gPCR 2x Premix SYBR
(Enzynomics, Korea) using a Stratagene Mx3000p qPCR machine (Agilent Technologies, Santa Clara,
CA, USA). The PCR conditions used to amplify all genes were 10 min at 95 °C, 40 cycles of 95 °C for
15 s, and 64 °C for 40 se Expression data were calculated from the cycle threshold (Ct) values using
the ACt method of quantification. RPLP0 was used for normalization. Oligonucleotides are listed in
Supplementary Table S1.

4.6. Immunocytochemistry and Histology

For immunocytochemistry, cells were fixed for 10 min with 4% paraformaldehyde in PBS and
permeabilized with PBST solution (0.5% Triton X-100 in PBS) for 30 min. After blocking of cells with
5% BSA in PBST solution for 1 h, cells were incubated with anti-NF-«B p65 antibody (1:200, SC-372,
Santa Cruz Biotechnology, Dallas, TX, USA) overnight at 4 °C. A secondary antibody conjugated to
FITC (1:500, F0257, Sigma-Aldrich, St. Louis, MO, USA) was used. For histology, the harvested dorsal
skin was immediately fixed with 4% paraformaldehyde in PBS and left overnight at 4 °C. The tissue
was rinsed in PBS for 1 h and dehydrated through 25%, 50%, 70%, 90%, and 100% ethanol cycles for
1 h each, followed by 2 changes of 100% ethanol. The tissue was cleared through 2 changes of xylene
for 1 h each and embedded in paraffin. The paraffin-embedded tissue block was sectioned at 5 um and
deparaffinized by 2 changes of xylene for 10 min each. Rehydration of sections was performed with
100%, 95%, 70%, and 50% ethanol in 5 min cycles. The sections were washed in tap-water for 5 min
and stained with hematoxylin (DAKO, Glostrup, Denmark) for 10 min and dipped into acidic alcohol
for 30 s. For counterstaining, the sections were stained with eosin (Millipore, Darmstadt, Germany)
for 30 s and washed with tap water. Then, the sections were dehydrated in 70%, 95%, and 100%
ethanol for 2 min and washed with xylene twice for 4 min. Lastly, the sections were mounted with
mounting medium (Fluka, New Jersey, USA) and covered by coverslip. Mast cells were stained with
toluidine blue (Sigma-Aldrich, St. Louis, MO, USA) without eosin staining.
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4.7. Immunoprecipitation and Western Blot Analysis

For immunoprecipitation, cell extracts were prepared as described previously [83]. Briefly, HaCaT
keratinocytes (1X 107 cells) were lysed in 200 uL of IP150 buffer (25 mM Tris-HCI (pH 8.0), 150 mM
NaCl, 0.1% NP-40, 0.5 mM EDTA, 10% glycerol) and sonicated using Bioruptor (KRB-01, CosmoBio,
Tokyo, Japan) in 5 cycles, with 30 s sonication and 30 s rest for each cycle. After centrifugation,
the supernatant was incubated overnight at 4 °C with anti-Fyn antibody (1 ug/mL, SC-365913,
Santa Cruz Biotechnology, Dallas, TX, USA), followed by incubation with 20 uL of a 50% slurry
of protein G agarose beads (Amicogen, Jinju, Gyeongsangnam-do, Korea) for an additional 6 h
at 4 °C. After protein—antibody—protein G agarose beads were washed extensively with IP150 buffer,
the protein-antibody complex was dissolved in an SDS sample buffer. Normal IgG (1 ug/mL, SC-2025,
Santa Cruz Biotechnology, Dallas, TX, USA) was used as a control. Western blot analysis was carried
out using anti-Fyn (1:1000, SC-365913, Santa Cruz Biotechnology, Dallas, TX, USA), anti-phospho-SRC
family (Y416) (1:1000, AP0511, Abclonal, Woburn, MA, USA), anti-phospho SYK (Y525/526) (1:1000,
2710, Cell Signaling, Danvers, MA, USA), anti-SYK (1:1000, A2123, Abclonal, Woburn, MA, USA),
anti-phospho IKK (5176/177) (1:5000, ab194528, Abcam, Cambridge, UK), anti-IKK (1:5000, ab178870,
Abcam, Cambridge, UK), anti-phospho IkB (532) (1:1000, 2859, Cell Signaling, Danvers, MA, USA),
anti-REDD1 (1:5000, ab106356, Abcam, Cambridge, UK), anti-phospho mTOR (52448) (1:1000, 29718,
Cell Signaling, Danvers, MA, USA), anti-phospho p70S6K (T389) (1:1000, 9205S, Cell Signaling,
Danvers, MA, USA), anti-phospho 4EBP1 (565) (1:1000, 9451S, Cell Signaling, Danvers, MA, USA),
and anti- actin (1:2500, 3C-47778, Santa Cruz Biotechnology, Dallas, TX, USA) antibodies. Mouse skin
tissue was homogenized in 1 mL of Tri-RNA Reagent (Favorgen, Ping-Tung, Taiwan) using a tissue
homogenizer. After addition of 200 uL of chloroform, the homogenates were centrifuged for 15 min
at 12,000x g at 4 °C. The supernatant was removed and 500 uL of 100% ethanol was added to the
interphase and lower organic phenol-chloroform phase, and these were centrifuged for 15 min at
12,000x g at 4 °C. The supernatant was transferred to a new microcentrifuge tube and the same volume
of isopropanol was added and incubated for 10 min. After centrifugation at 12,000x g for 10 min,
the resulting pellet was washed 3 times with 1 mL of 0.3 M guanidine hydrochloride in 95% ethanol.
Each wash step included 20 min incubation and 5 min centrifugation at 7500x g at 4 °C. Then, the pellet
was washed with 1 mL of 100% ethanol and centrifuged for 5 min at 7500x g at 4 °C. The washed
pellet was sonicated in 1 M Tris-HCl (pH 8.0) buffer containing 100 uL of 8 M urea and 1% SDS
(1:1 ratio), then centrifuged for 10 min at 3200x g at 4 °C. The supernatant was used for Western blot
analysis. Data were quantitatively assessed and additionally depicted in graphs. All data represent
means + S.E.M.

4.8. Promoter Reporter Assay

HaCaT keratinocytes were transfected transiently using JetPRIME transfection reagent (114-07,
Polyplus transfection, NY, USA) with NF-«B firefly luciferase reporter containing NF-kB binding sites
(E8491, Promega, Madison, WI, USA) in conjugation with a control thymidine kinase-promoter-driven
Renilla luciferase (E2241, Promega, Madison, WI, USA). Briefly, 1 pug of NF-«B luciferase reporter and
200 ng of Renilla luciferase reporter in 75 uL of DMEM were mixed with 2 pL of JetPRIME transfection
reagent in 75 uL. of DMEM. The transfection mixture was incubated for 15 min at room temperature
and the entire volume was added to each well of a 12-well plate. After incubation for 48 h, cells
were harvested and luciferase activity was measured using a dual luciferase reporter assay system
(E1910, Promega, Madison, WI, USA). Briefly, cell culture media were removed and rinsed in 1X
PBS. Cells were lysed in 200 puL of 1X PLB (Passive Lysis Buffer) for 15 min at room temperature.
After centrifugation of cell lysate for 30 s, 20 uL of PLB lysate was mixed with 100 uL of luciferase
activity reagent (LAR II) in a 96-well plate. Firefly luciferase activity was measured using a Lumat BL
9507 luminometer (Berthold Technologies, Bad Wildbad, Germany). Then, 100 pL of Stop and Glo
assay reagent was added and the Renilla luciferase activity was measured. Th firefly luciferase activity
of the gene promoter was normalized to Renilla luciferase activity.
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4.9. Chromatin Immunoprecipitation (ChIP)

Chromatin immunoprecipitation (ChIP) was performed as described previously [83]. HaCaT
keratinocytes (2 X 107 cells) were cross-linked using 1% formaldehyde in PBS for 10 min at room
temperature. To stop the cross-linking, cells were treated with 0.125 M glycine for 10 min. After washing
with ice-cold PBS, cells were lysed with SDS lysis buffer (1% SDS, 10 mM EDTA, 50 mM Tris-HCI
pH 8.0) and sonicated using a Bioruptor (KRB-01, CosmoBio, Tokyo, Japan) until DNA fragments
were 500 bp in size. The extracts were centrifuged at 12,000 rpm for 10 min and the resulting soluble
chromatin solutions were diluted 1:10 with ChIP dilution buffer (0.01% SDS, 1.1% Triton X-100, 1.2 mM
EDTA, 16.7 mM Tris-HCI pH 8.0, 167 mM NaCl). Anti-NF-«xB p65 (1 pg/mL, SC-372, Santa Cruz
Biotechnology, Dallas, TX, USA) or normal IgG (1 pg/mL, SC-2027, Santa Cruz Biotechnology, Dallas,
TX, USA) were added and incubated overnight at 4 °C, followed by 20 pL of a 50% slurry of protein G
agarose beads for an additional 6 h at 4 °C. The beads were extensively washed with low salt wash
buffer (0.1% SDS, 1% Triton X-100, 2 mM EDTA, 20 mM Tris-HC1 (pH 8.0), 500 mM NaCl), high salt
wash buffer (0.1% SDS, 1% Triton X-100, 2 mM EDTA, 20 mM Tris-HCl (pH 8.0), 150 mM NaCl),
LiCl wash buffer (0.25 M LiCl, 1% NP-40, 1% deoxycholate, 1 mM EDTA, 10 mM Tris-HCl (pH 8.0)),
and finally with TE buffer. After elution of the DNA—protein complex with 1% SDS, cross-linking
was reversed with 200 mM NaCl for 4 h at 65 °C. The DNA was purified using a DNA extraction kit
(Bionics, Seoul, Korea). Real-time PCR was performed with a Stratagene Mx3000P qPCR machine
(Agilent Technologies, Santa Clara, CA, USA). Oligonucleotides are listed in Supplementary Table S2.
The relative proportions of immunoprecipitated DNA fragments were determined using the ACt
comparative method and normalized to input genomic DNA.

4.10. Preparation of CA-PH Beads

CA-PH beads were synthesized using amino-PEG1000-polystyrene resin (BeadTech, Ansan, Korea).
The resin was swollen and incubated in N,N’-dimethylformamide (DMF) solution containing
Fmoc-Photolabile linker (Creosalus), N,N,N’,N’-tetramethyl-O-(1H-benzotriazol-1-Oyl)uranium
hexafluoro-phosphate (HBTU), and N,N’-diisopropylethylamine (DIPEA) at room temperature for 2 h.
To acetylate the remaining amine groups of the resin, the resin was treated with DMF containing acetic
anhydride and DIPEA for 2 h. The loading level of the resulting resin (0.25 mmol/g) was confirmed by
Fmoc titration after the linker coupling. The peptides were synthesized on the resin by repeating the
coupling and deprotection steps: (a) in the coupling step, the resin was treated with DMF solution
containing Fmoc amino acids (sequentially: 6-aminohexanoic acid, 3-alanine, histidine, proline), HBTU,
1-hydroxybenzotriazole (HOBt), and DIPEA for 2 h; (b) in the deprotection step, the resin was treated
twice with 20% piperidine-DMF (v/v) solution, first for 5 min and then for 10 min. The completion of
each coupling reaction was confirmed by Kaiser’s ninhydrin test. For pre-activation, CA was dissolved
in DMF, HOBt and DIC were added, and the mixture was stirred for 30 min at room temperature in
the dark. After coupling of proline and removal of the Fmoc group, the resin was immersed in the
HOBt-activated CA solution and DIPEA at room temperature for 2 h. The resin was washed with DMF,
DCM, and MeOH three times after each coupling and deprotection step. The resin was immersed in
methanol and the photolabile linker was cleaved from the resin by UV exposure at 365 nm for 15 min.
The cleaved CA-PH was confirmed with HPLC (1260 Infinity, Agilent, Santa Clara, CA, USA) and a
C18 reverse-phase column (AkzoNobel, Amsterdam, Netherlands).

4.11. Pull-Down Assay

HaCaT keratinocytes (1 x 107 cells) were lysed in 200 pL of IP150 buffer and sonicated using a
Bioruptor (KRB-01, CosmoBio, Tokyo, Japan) in 5 cycles, with 30 s sonication and 30 s rest for each cycle.
After centrifugation, the supernatant was incubated with CA-PH coupled beads at 4 °C overnight in
the absence or presence of 10 puL of 1 mM CA-PH. After beads were washed with 1 mL of IP150 bulffer,
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CA-PH-bound protein was dissolved in an SDS sample buffer and Western blot analysis was performed
using anti-Fyn antibody. The control was acetylated beads without CA-PH coupling.

4.12. Drug Affinity Responsive Target Stability (DARTS) Assay

Drug Affinity Responsive Target Stability (DARTS) assay was performed as previously described
with slight modifications [84]. Briefly, HaCaT keratinocytes (1 x 107 cells) were harvested and sonicated in
200 pL of IP150 buffer for 5 min. After centrifugation at 12,000 rpm for 10 min, the Tsupernatants
were added with 10x TNC buffer (50 mM Tris-HC1 (pH 8.0), 50 mM NaCl, 10 mM CaCl,) and diluted
to 1 mg/mL of protein. Different concentrations of CA-PH and 1 ug of Pronase (10-165-921-001,
Roche, Basel, Switzerland) were added to the extract and incubated for 30 min at room temperature.
The digestion reaction was stopped by adding SDS-PAGE sample buffer and Western blot analysis was
carried out using anti-Fyn antibody. Then, {3 actin was used as a loading control.

4.13. Molecular Docking Prediction

Protein-ligand docking was performed using the Glide (Grid based LIgand Docking with
Energetics) docking application in the Schrodinger suites program (Schrodinger LLC, NY, USA).
The three-dimensional structures of Fyn protein (PDB ID: 2DQ7) and CA-PH (PubChem ID: 46911327)
were prepared using Ligprep in Schrodinger suites. The receptor grid for Fyn was generated by
specifying the binding (active) site residues, which were identified by SiteMap. SiteMap is a binding
site prediction application in Schrédinger suites. After the receptor grid was generated, the ligands
were docked to the Fyn using Glide docking protocol. The docked conformers were evaluated using
the Glide (G) Score. The G Score is calculated as follows:

G Score = a*vdW + b*Coul + Lipo + Hbond + Metal + BuryP + RotB + Site

where vdW is the van der Waals energy, Coul is the Coulomb energy, Lipo is the lipophilic contact,
HBond is hydrogen-bonding, Metal is metal-binding, BuryP is the penalty for buried polar groups,
RotB is the penalty for freezing rotatable bonds, Site are polar interactions in the active site, and a = 0.065
and b = 0.130 are coefficients of vdW and Coul.

4.14. Kinase Assay and Enzyme Kinetic Study

Fyn, SYK, and JNK kinase activities were measured using the Kinase Enzyme System (V3571,
V3801, V4070, Promega, Madison, WI, USA) and ADP-Glo Kinase assay (V6930, Promega, Madison,
WI, USA) according to the manufacturers’ instructions. Briefly, 100 ng of Fyn, SYK, or JNK were
incubated in reaction buffer A supplemented with 100 uM DTT, 0.2 pg of substrate peptide, 50 pM ATP,
and the indicated concentration of CA-PH for 15 min at 37 °C. The reaction mixture was incubated
with ADP-Glo Reagent for 40 min. Then, Kinase Detection Reagent was added and incubated for
30 min. Luminescence was detected using a Lumat BL 9507 luminometer (Berthold technologies,
Bad Wildbad, Germany). For enzyme kinetic study, Fyn was incubated with various concentrations
of ATP and CA-PH as indicated in Figure 3D. To determine of the type of inhibition, reciprocal
plots (a plot of 1/enzyme velocity (1/V) versus 1/substrate concentration (1/[S])) were constructed
using Lineweaver—Burk methods. Kinetic parameters were analyzed by Sigmaplot version 14.0
(Systat Software Inc., San Jose, CA, USA). The best kinetic model was judged by the highest R? and
Akaike information criterion correction (AICc) values [85] (Supplementary Table S3). The relationship of
ICs5) to K; is given by IC5p = K;(1 + [S]/Km) [86].

4.15. Statistical Analyses

All quantitative data are presented as means + S.E.M. for three independent experiments.
The differences between two groups were evaluated by a paired t-test. Analysis of variance (ANOVA)
was used for multiple comparisons. Significance values were * p < 0.05, ** p < 0.01, and *** p < 0.005.
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Abbreviations

CA-PH caffeoyl-prolyl-histidine amide

AD atopic dermatitis

DNFB 1-fluoro-2,4-dinitrobenzene

NEF-«B nuclear factor kappa-light-chain enhancer of
activated B cells

SYK spleen-associated tyrosine kinase

JNK ¢c-JUN N-terminal kinase

REDD1 regulated in development and DNA damage
response 1

DARTS drug affinity responsive target stability

ChIP chromatin immunoprecipitation

References

1. Janbaz, K. Saeed, S.; Gilani, A. Studies on the protective effects of caffeic acid and quercetin on
chemical-induced hepatotoxicity in rodents. Phytomedicine 2004, 11, 424-430. [CrossRef] [PubMed]

2. Yamada, Y.; Yasui, H.; Sakurai, H. Suppressive Effect of Caffeic Acid and its Derivatives on the Generation of
UVA-induced Reactive Oxygen Species in the Skin of Hairless Mice and Pharmacokinetic Analysis on Organ
Distribution of Caffeic Acid in ddY Mice. Photochem. Photobiol. 2006, 82, 1668. [CrossRef]

3. Genaro-Mattos, T.C.; Mauricio, A.Q.; Rettori, D.; Alonso, A.; Hermes-Lima, M. Antioxidant Activity of
Caffeic Acid against Iron-Induced Free Radical Generation—A Chemical Approach. PLoS ONE 2015, 10,
€0129963. [CrossRef]

4. Lima, V.N.; Oliveira-Tintino, C.D.; Santos, E.S.; Morais, L.P; Tintino, S.R.; Freitas, T.S.; Geraldo, Y.S.; Pereira, R.L.;
Cruz, RP; Menezes, LR.; etal. Antimicrobial and enhancement of the antibiotic activity by phenolic compounds:
Gallic acid, caffeic acid and pyrogallol. Microb. Pathog. 2016, 99, 56-61. [CrossRef] [PubMed]

5. Hirose, M,; Takesada, Y.; Tanaka, H.; Tamano, S.; Kato, T.; Shirai, T. Carcinogenicity of antioxidants BHA,
caffeic acid, sesamol, 4-methoxyphenol and catechol at low doses, either alone or in combination,
and modulation of their effects in a rat medium-term multi-organ carcinogenesis model. Carcinogenesis 1998,
19, 207-212. [CrossRef] [PubMed]

6. Chao, P-C.; Hsu, C.-C; Yin, M.-C. Anti-inflammatory and anti-coagulatory activities of caffeic acid and
ellagic acid in cardiac tissue of diabetic mice. Nutr. Metab. 2009, 6, 33. [CrossRef]

7. Jeon, Y.-D,; Kee, ].-Y,; Kim, D.-S.; Han, Y.-H.; Kim, S.-H.; Kim, S.-J.; Um, J.-Y.; Hong, S.-H. Effects of Ixeris
dentata water extract and caffeic acid on allergic inflammation in vivo and in vitro. BMC Complement.
Altern. Med. 2015, 15, 196. [CrossRef]

8.  Seo, H.-S.,; Kwak, S.-Y.; Lee, J.-Y. Antioxidative activities of histidine containing caffeic acid-dipeptides.
Bioorganic Med. Chem. Lett. 2010, 20, 4266—4272. [CrossRef]

9. Kwak, S.-Y; Lee, H.].; Yang, ].-K.; Lee, E.J.; Seo, M; Lee, J.-Y. Antioxidant activity of caffeoyl-prolyl-histidine
amide and its effects on PDGF-induced proliferation of vascular smooth muscle cells. Amino Acids 2014, 46,
2777-2785. [CrossRef]


http://www.mdpi.com/1422-0067/21/19/7160/s1
http://www.mdpi.com/1422-0067/21/19/7160/s1
http://dx.doi.org/10.1016/j.phymed.2003.05.002
http://www.ncbi.nlm.nih.gov/pubmed/15330498
http://dx.doi.org/10.1111/j.1751-1097.2006.tb09829.x
http://dx.doi.org/10.1371/journal.pone.0129963
http://dx.doi.org/10.1016/j.micpath.2016.08.004
http://www.ncbi.nlm.nih.gov/pubmed/27497894
http://dx.doi.org/10.1093/carcin/19.1.207
http://www.ncbi.nlm.nih.gov/pubmed/9472713
http://dx.doi.org/10.1186/1743-7075-6-33
http://dx.doi.org/10.1186/s12906-015-0700-x
http://dx.doi.org/10.1016/j.bmcl.2010.04.135
http://dx.doi.org/10.1007/s00726-014-1834-8

Int. ]. Mol. Sci. 2020, 21, 7160 17 of 20

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

Jang, S.; Ohn, J.; Kim, J.W.; Kang, S.M; Jeon, D.; Heo, C.Y,; Lee, Y.-S.; Kwon, O.; Kim, K.H. Caffeoyl-Pro-His
amide relieve DNCB-Induced Atopic Dermatitis-Like phenotypes in BALB/c mice. Sci. Rep. 2020, 10,
1-9. [CrossRef]

Parsons, S.J.; Parsons, J.T. Src family kinases, key regulators of signal transduction. Oncogene 2004, 23,
7906-7909. [CrossRef] [PubMed]

Okada, M. Regulation of the Src Family Kinases by Csk. Int. J. Boil. Sci. 2012, 8, 1385-1397. [CrossRef]
Comba, A.; Dunn, PJ.; Argento, A.E.; Kadiyala, P.; Ventosa, M.; Patel, P.; Zamler, D.B.; Nunez, FJ.; Zhao, L.;
Castro, M.G,; et al. Fyn tyrosine kinase, a downstream target of receptor tyrosine kinases, modulates
antiglioma immune responses. Neuro-Oncol. 2020, 22, 806-818. [CrossRef] [PubMed]

Groves, T.; Smiley, P.; Cooke, M.P; Forbush, K.; Perlmutter, R.M.; Guidos, C.J. Fyn Can Partially Substitute
for Lck in T Lymphocyte Development. Immunity 1996, 5, 417-428. [CrossRef]

White, R.; Kramer-Albers, E.-M. Axon-glia interaction and membrane traffic in myelin formation.
Front. Cell. Neurosci. 2014, 7, 284. [CrossRef] [PubMed]

Resh, M.D. Fyn, a Src family tyrosine kinase. Int. J. Biochem. Cell Boil. 1998, 30, 1159-1162. [CrossRef]
Tang, X.; Feng, Y.; Ye, K. Src-family tyrosine kinase fyn phosphorylates phosphatidylinositol 3-kinase
enhancer-activating Akt, preventing its apoptotic cleavage and promoting cell survival. Cell Death Differ.
2006, 14, 368-377. [CrossRef]

Davidson, D.; Fournel, M.; Veillette, A. Oncogenic activation of p59fyn tyrosine protein kinase by mutation
of its carboxyl-terminal site of tyrosine phosphorylation, tyrosine 528. J. Boil. Chem. 1994, 269, 10956~10963.
Lee, G.; Thangavel, R.; Sharma, V.M.; Litersky, ].M.; Bhaskar, K.; Fang, SM.; Do, L. H.; Andreadis, A.;
Van Hoesen, G.; Ksiezak-Reding, H. Phosphorylation of Tau by Fyn: Implications for Alzheimer’s Disease.
J. Neurosci. 2004, 24, 2304-2312. [CrossRef]

Yamada, E.; Okada, S.; Bastie, C.C.; Vatish, M.; Nakajima, Y.; Shibusawa, R.; Ozawa, A.; Pessin, ].E.; Yamada, M.
Fyn phosphorylates AMPK to inhibit AMPK activity and AMP-dependent activation of autophagy. Oncotarget
2016, 7, 74612-74629. [CrossRef]

Calautti, E.; Grossi, M.; Mammucari, C.; Aoyama, Y.; Pirro, M.; Ono, Y.; Li, J.; Dotto, G.P. Fyn tyrosine kinase
is a downstream mediator of Rho/PRK2 function in keratinocyte cell-cell adhesion. J. Cell Boil. 2002, 156,
137-148. [CrossRef] [PubMed]

Cabodi, S.; Calautti, E.; Talora, C.; Kuroki, T.; Stein, P.L.; Dotto, G. A PKC/Fyn-Dependent Pathway Leading
to Keratinocyte Growth Arrest and Differentiation. Mol. Cell 2000, 6, 1121-1129. [CrossRef]

Tu, C.-L.; Chang, W.,; Bikle, D.D. The Calcium-Sensing Receptor-Dependent Regulation of Cell-Cell
Adhesion and Keratinocyte Differentiation Requires Rho and Filamin, A. J. Investig. Dermatol. 2011, 131,
1119-1128. [CrossRef]

Calautti, E.; Cabodi, S.; Stein, PL.; Hatzfeld, M.; Kedersha, N.; Dotto, G.P. Tyrosine Phosphorylation
and Src Family Kinases Control Keratinocyte Cell-Cell Adhesion. J. Cell Boil. 1998, 141, 1449-1465.
[CrossRef] [PubMed]

Fenton, S.E.; Denning, M.F. FYNagling divergent adhesive functions for Fyn in keratinocytes. Exp. Dermatol.
2014, 24, 81-85. [CrossRef]

Ayli, E.E.; Li, W.; Brown, T.T.; Witkiewicz, A.; Elenitsas, R.; Seykora, J.T. Activation of Src-family tyrosine
kinases in hyperproliferative epidermal disorders. J. Cutan. Pathol. 2008, 35, 273-277. [CrossRef]

Zhao, L.; Li, W.; Marshall, C.; Griffin, T.; Hanson, M.; Hick, R.; Dentchev, T.; Williams, E.; Werth, A.;
Miller, C.; et al. Srcasm Inhibits Fyn-Induced Cutaneous Carcinogenesis with Modulation of Notch1 and p53.
Cancer Res. 2009, 69, 9439-9447. [CrossRef]

Hwang, M.K.; Kang, N.J.; Heo, Y.-S.; Lee, KW.; Lee, H.]. Fyn kinase is a direct molecular target of delphinidin
for the inhibition of cyclooxygenase-2 expression induced by tumor necrosis factor-o.. Biochem. Pharmacol.
2009, 77,1213-1222. [CrossRef]

Lim, T.-G.; Kwon, J.Y,; Kim, J.; Song, N.R.; Lee, KM.; Heo, Y.-S.; Lee, H.].; Lee, K. Cyanidin-3-glucoside
suppresses B[a]PDE-induced cyclooxygenase-2 expression by directly inhibiting Fyn kinase activity.
Biochem. Pharmacol. 2011, 82, 167-174. [CrossRef]

Park, Y.H.; Kim, K.; Kim, H.S.; Lee, D.; Lee, M.B.; Min, K.Y.; Jo, M.G.; Lee, J.E.; Kim, Y.M.; Choi, W.S.
WZ3146 inhibits mast cell Lyn and Fyn to reduce IgE-mediated allergic responses in vitro and in vivo.
Toxicol. Appl. Pharmacol. 2019, 383, 114763. [CrossRef]


http://dx.doi.org/10.1038/s41598-020-65502-2
http://dx.doi.org/10.1038/sj.onc.1208160
http://www.ncbi.nlm.nih.gov/pubmed/15489908
http://dx.doi.org/10.7150/ijbs.5141
http://dx.doi.org/10.1093/neuonc/noaa006
http://www.ncbi.nlm.nih.gov/pubmed/31950181
http://dx.doi.org/10.1016/S1074-7613(00)80498-7
http://dx.doi.org/10.3389/fncel.2013.00284
http://www.ncbi.nlm.nih.gov/pubmed/24431989
http://dx.doi.org/10.1016/S1357-2725(98)00089-2
http://dx.doi.org/10.1038/sj.cdd.4402011
http://dx.doi.org/10.1523/JNEUROSCI.4162-03.2004
http://dx.doi.org/10.18632/oncotarget.11916
http://dx.doi.org/10.1083/jcb.200105140
http://www.ncbi.nlm.nih.gov/pubmed/11777936
http://dx.doi.org/10.1016/S1097-2765(00)00110-6
http://dx.doi.org/10.1038/jid.2010.414
http://dx.doi.org/10.1083/jcb.141.6.1449
http://www.ncbi.nlm.nih.gov/pubmed/9628900
http://dx.doi.org/10.1111/exd.12485
http://dx.doi.org/10.1111/j.1600-0560.2007.00807.x
http://dx.doi.org/10.1158/0008-5472.CAN-09-2976
http://dx.doi.org/10.1016/j.bcp.2008.12.021
http://dx.doi.org/10.1016/j.bcp.2011.03.032
http://dx.doi.org/10.1016/j.taap.2019.114763

Int. ]. Mol. Sci. 2020, 21, 7160 18 of 20

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

Lee, S.-H.; Shin, H.J.; Kim, N.-Y,; Shim, D.-W.; Kim, T.-].; Ye, S5.-K.; Won, H.-S.; Koppula, S.; Kang, T.-B.;
Lee, K.-H. Streptochlorin Suppresses Allergic Dermatitis and Mast Cell Activation via Regulation of Lyn/Fyn
and Syk Signaling Pathways in Cellular and Mouse Models. PLoS ONE 2013, 8, €74194. [CrossRef] [PubMed]
Albanesi, C. Keratinocytes in allergic skin diseases. Curr. Opin. Allergy Clin. Immunol. 2010, 10, 452—-456.
[CrossRef] [PubMed]

Na, J.; Lee, K;; Na, W.; Shin, J.-Y,; Lee, M.-J.; Yune, TY,; Lee, HK,; Jung, H.-S.; Kim, W.S,; Ju, B.-G.
Histone H3K27 Demethylase JMJD3 in Cooperation with NF-«B Regulates Keratinocyte Wound Healing.
J. Investig. Dermatol. 2016, 136, 847-858. [CrossRef] [PubMed]

Jeong, H.; Shin, ].Y.; Kim, M.-].; Na, J.; Ju, B.-G. Activation of Aryl Hydrocarbon Receptor Negatively Regulates
Thymic Stromal Lymphopoietin Gene Expression via Protein Kinase C3-p300-NF-«kB Pathway in Keratinocytes
under Inflammatory Conditions. J. Investig. Dermatol. 2019, 139, 1098-1109. [CrossRef] [PubMed]

Lee, Y.S; Han, S.-B.; Ham, H.J.; Park, J.H.; Lee, ].S.; Hwang, D.Y,; Jung, Y.S.; Yoon, D.-Y.; Hong, J.T.
IL-32y suppressed atopic dermatitis through inhibition of miR-205 expression via inactivation of nuclear
factor-kappa B. J. Allergy Clin. Immunol. 2020, 146, 156-168. [CrossRef] [PubMed]

Kang, N.J.; Lee, KW.; Shin, B.J.; Jung, SK.; Hwang, M.K.; Bode, AM.; Heo, Y.-S.; Lee, H.J.; Dong, Z.
Caffeic acid, a phenolic phytochemical in coffee, directly inhibits Fyn kinase activity and UVB-induced
COX-2 expression. Carcinogenesis 2008, 30, 321-330. [CrossRef]

Tintori, C.; La Sala, G.; Vignaroli, G.; Botta, L.; Fallacara, A.L.; Falchi, F.; Radi, M.; Zamperini, C.; Dreassi, E.;
Tacono, L.D.; etal. Studies on the ATP Binding Site of Fyn Kinase for the Identification of New Inhibitors and Their
Evaluation as Potential Agents against Tauopathies and Tumors. J. Med. Chem. 2015, 58, 4590-4609. [CrossRef]
Sultan, M.M.; Kiss, G.; Pande, V.S. Towards simple kinetic models of functional dynamics for a
kinase subfamily. Nat. Chem. 2018, 10, 903-909. [CrossRef]

Cotter, D.G; Schairer, D.; Eichenfield, L.F. Emerging therapies for atopic dermatitis: JAK inhibitors. J. Am.
Acad. Dermatol. 2018, 78, S53-S62. [CrossRef]

Shreberk-Hassidim, R.; Ramot, Y.; Zlotogorski, A. Janus kinase inhibitors in dermatology: A systematic review.
J. Am. Acad. Dermatol. 2017, 76, 745-753. [CrossRef]

Pavel, A.B.; Song, T.; Kim, H.J.; Del Duca, E.; Krueger, ].G.; Dubin, C.; Peng, X.; Xu, H.; Zhang, N.;
Estrada, Y.D.; et al. Oral Janus kinase/SYK inhibition (ASN002) suppresses inflammation and improves
epidermal barrier markers in patients with atopic dermatitis. J. Allergy Clin. Immunol. 2019, 144, 1011-1024.
[CrossRef] [PubMed]

Bissonnette, R.; Maari, C.; Forman, S.; Bhatia, N.; Lee, M.; Fowler, J.; Tyring, S.; Pariser, D.; Sofen, H.;
Dhawan, S; et al. The oral Janus kinase/spleen tyrosine kinase inhibitor ASN 002 demonstrates efficacy and
improves associated systemic inflammation in patients with moderate-to-severe atopic dermatitis: Results from
a randomized double-blind placebo-controlled study. Br. |. Dermatol. 2019, 181, 733-742. [CrossRef] [PubMed]
Larson, M.; Sherman, M.A.; Amar, F; Nuvolone, M.; Schneider, ]J.A.; Bennett, D.A.; Aguzzi, A.; Lesne, S.
The complex PrP(c)-Fyn couples human oligomeric A3 with pathological tau changes in Alzheimer’s disease.
J. Neurosci. 2012, 32, 16857-716871a. [CrossRef] [PubMed]

Um, ].W.; Nygaard, H.B.; Heiss, ].K.; Kostylev, M.A; Stagi, M.; Vortmeyer, A.; Wisniewski, T.; Gunther, E.C,;
Strittmatter, S.M. Alzheimer amyloid- oligomer bound to postsynaptic prion protein activates Fyn to
impair neurons. Nat. Neurosci. 2012, 15, 1227-1235. [CrossRef]

Panicker, N.; Saminathan, H.; Jin, H.; Neal, M.; Harischandra, D.; Gordon, R.; Kanthasamy, K.; Lawana, V.;
Sarkar, S.; Luo, J.; et al. Fyn Kinase Regulates Microglial Neuroinflammatory Responses in Cell Culture and
Animal Models of Parkinson’s Disease. J. Neurosci. 2015, 35, 10058-10077. [CrossRef]

Lu, Y,; Piao, D.; Zhang, H.; Li, X,; Chao, G.H.; Park, S]J.; Chang, Y.-C.; Kim, C.-H.; Murakami, M.;
Jung, S.-H.; et al. Saucerneol F inhibits tumor necrosis factor-« and IL-6 production by suppressing
Fyn-mediated pathways in FceRI-mediated mast cells. Food Chem. Toxicol. 2013, 59, 696-702. [CrossRef]
Lu, Y,; Hwang, S.-L.; Son, J.K.; Chang, H.W. Manassantin B isolated from Saururus chinensis inhibits
cyclooxygenase-2-dependent prostaglandin D2 generation by blocking Fyn-mediated nuclear factor-kappaB
and mitogen activated protein kinase pathways in bone marrow derived-mast cells. Boil. Pharm. Bull. 2013,
36, 1370-1374. [CrossRef]

Zhang, J.; Billingsley, M.L.; Kincaid, R.L.; Siraganian, R.P. Phosphorylation of Syk Activation Loop Tyrosines
Is Essential for Syk Function. J. Boil. Chem. 2000, 275, 35442-35447. [CrossRef]


http://dx.doi.org/10.1371/journal.pone.0074194
http://www.ncbi.nlm.nih.gov/pubmed/24086321
http://dx.doi.org/10.1097/ACI.0b013e32833e08ae
http://www.ncbi.nlm.nih.gov/pubmed/20689405
http://dx.doi.org/10.1016/j.jid.2015.11.029
http://www.ncbi.nlm.nih.gov/pubmed/26802933
http://dx.doi.org/10.1016/j.jid.2018.11.012
http://www.ncbi.nlm.nih.gov/pubmed/30503244
http://dx.doi.org/10.1016/j.jaci.2019.12.905
http://www.ncbi.nlm.nih.gov/pubmed/31931018
http://dx.doi.org/10.1093/carcin/bgn282
http://dx.doi.org/10.1021/acs.jmedchem.5b00140
http://dx.doi.org/10.1038/s41557-018-0077-9
http://dx.doi.org/10.1016/j.jaad.2017.12.019
http://dx.doi.org/10.1016/j.jaad.2016.12.004
http://dx.doi.org/10.1016/j.jaci.2019.07.013
http://www.ncbi.nlm.nih.gov/pubmed/31356921
http://dx.doi.org/10.1111/bjd.17932
http://www.ncbi.nlm.nih.gov/pubmed/30919407
http://dx.doi.org/10.1523/JNEUROSCI.1858-12.2012
http://www.ncbi.nlm.nih.gov/pubmed/23175838
http://dx.doi.org/10.1038/nn.3178
http://dx.doi.org/10.1523/JNEUROSCI.0302-15.2015
http://dx.doi.org/10.1016/j.fct.2013.06.056
http://dx.doi.org/10.1248/bpb.b13-00146
http://dx.doi.org/10.1074/jbc.M004549200

Int. ]. Mol. Sci. 2020, 21, 7160 19 of 20

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

Wu, N.-L.; Huang, D.-Y,; Tsou, H.-N.; Lin, Y.-C.; Lin, W.-W. Syk Mediates IL-17-Induced CCL20 Expression
by Targeting Actl-Dependent K63-Linked Ubiquitination of TRAF6. |. Investig.  Dermatol. 2015, 135,
490-498. [CrossRef]

Bukong, T.N.; Iracheta-Vellve, A.; Saha, B.; Ambade, A.; Satishchandran, A.; Gyongyosi, B.; Lowe, P.;
Catalano, N.; Kodys, K.; Szabo, G. Inhibition of spleen tyrosine kinase activation ameliorates inflammation,
cell death, and steatosis in alcoholic liver disease. Hepatology 2016, 64, 1057-1071. [CrossRef]

Woodbury, R.; Kligman, A.M. The hairless mouse model for assaying the atrophogenicity of topical
corticosteroids. Acta Derm. Venereol. 1992, 72, 403—406. [PubMed ]

Schoepe, S.; Schicke, H.; May, E.; Asadullah, K. Glucocorticoid therapy-induced skin atrophy. Exp. Dermatol.
2006, 15, 406—420. [CrossRef] [PubMed]

Gebhardt, C.; Averbeck, M.; Diedenhofen, N.; Willenberg, A.; Anderegg, U.; Sleeman, J.P; Simon, J.C. Dermal
Hyaluronan Is Rapidly Reduced by Topical Treatment with Glucocorticoids. |. Investig. Dermatol. 2010, 130,
141-149. [CrossRef] [PubMed]

Barnes, L.; Kaya, G.; Rollason, V. Topical Corticosteroid-Induced Skin Atrophy: A Comprehensive Review.
Drug Saf. 2015, 38, 493-509. [CrossRef]

Baida, G.; Bhalla, P; Kirsanov, K.I.; Lesovaya, E.A.; Yakubovskaya, M.; Yuen, K.; Guo, S.; Lavker, RM.;
Readhead, B.; Dudley, ].T,; et al. REDD 1 functions at the crossroads between the therapeutic and adverse
effects of topical glucocorticoids. EMBO Mol. Med. 2014, 7, 42-58. [CrossRef]

Gamaro, G.D.; Suyenaga, E.; Borsoi, M.; Lermen, ].; Pereira, P.; Ardenghi, P. Effect of Rosmarinic and Caffeic
Acids on Inflammatory and Nociception Process in Rats. ISRN Pharmacol. 2011, 2011, 1-6. [CrossRef]
Giilgin, I. Antioxidant activity of caffeic acid (3,4-dihydroxycinnamic acid). Toxicology 2006, 217,
213-220. [CrossRef]

Romano, V,; De Beer, T.A.P,; Schwede, T. A computational protocol to evaluate the effects of protein mutants
in the kinase gatekeeper position on the binding of ATP substrate analogues. BMC Res. Notes 2017, 10,
104. [CrossRef]

Azam, M.; Seeliger, M.; Gray, N.S.; Kuriyan, J.; Daley, G.Q. Activation of tyrosine kinases by mutation of the
gatekeeper threonine. Nat. Struct. Mol. Boil. 2008, 15, 1109-1118. [CrossRef]

Alaimo, PJ.; Knight, Z.; Shokat, K.M. Targeting the gatekeeper residue in phosphoinositide 3-kinases.
Bioorganic Med. Chem. 2005, 13, 2825-2836. [CrossRef]

Tou, W.I; Chen, Y.-C. In Silico Investigation of Potential Src Kinase Ligands from Traditional Chinese
Medicine. PLoS ONE 2012, 7, €33728. [CrossRef]

Renert-Yuval, Y.; Guttman-Yassky, E. New treatments for atopic dermatitis targeting beyond IL-4/IL-13
cytokines. Ann. Allergy Asthma Immunol. 2019, 124, 28-35. [CrossRef]

Lee, D.E.; Clark, A.K,; Tran, K.A ; Shi, V.Y. New and emerging targeted systemic therapies: A new era for
atopic dermatitis. . Dermatol. Treat. 2017, 29, 364-374. [CrossRef]

Szilveszter, K.P.; Németh, T.; Mdcsai, A. Tyrosine Kinases in Autoimmune and Inflammatory Skin Diseases.
Front. Immunol. 2019, 10, 1862. [CrossRef]

Lee, D.; Park, Y.H.; Lee, ].E.; Kim, H.S.; Min, K.Y.; Jo, M.G.; Kim, H.S.; Choi, W.S.; Kim, Y.M. Dasatinib Inhibits
Lyn and Fyn Src-Family Kinases in Mast Cells to Suppress Type I Hypersensitivity in Mice. Biomol. Ther.
2020. [CrossRef]

Kim, J.H.; Kim, A.-R.; Kim, H.S.; Kim, H.W.; Park, Y.H.; You, ].S.; Park, Y.-M.; Her, E.; Kim, H.S.; Kim, Y.M.; et al.
Rhamnus davurica leaf extract inhibits Fyn activation by antigen in mast cells for anti-allergic activity.
BMC Complement. Altern. Med. 2015, 15, 80. [CrossRef]

Ko, HM.; Lee, S.H.; Kim, K.C,; Joo, S.H.; Choi, W.S.; Shin, C.Y. The Role of TLR4 and Fyn Interaction on
Lipopolysaccharide-Stimulated PAI-1 Expression in Astrocytes. Mol. Neurobiol. 2014, 52, 8-25. [CrossRef]
Lee, C.; Low, C.Y.B.; Wong, S.Y.; Lai, M.K.P,; Tan, M.G. Selective induction of alternatively spliced FynT
isoform by TNF facilitates persistent inflammatory responses in astrocytes. Sci. Rep. 2017, 7, 43651. [CrossRef]
Kim, Y.-J.; Sano, T.; Nabetani, T.; Asano, Y.; Hirabayashi, Y. GPRC5B Activates Obesity-Associated
Inflammatory Signaling in Adipocytes. Sci. Signal 2012, 5, ra85. [CrossRef]

Jung, SK.; Lee, KW,; Byun, S.; Kang, N.J.; Lim, S.H.; Heo, Y.-S.; Bode, A.M.; Bowden, G.; Lee, H.].; Dong, Z.
Myricetin Suppresses UVB-Induced Skin Cancer by Targeting Fyn. Cancer Res. 2008, 68, 6021-6029. [CrossRef]


http://dx.doi.org/10.1038/jid.2014.383
http://dx.doi.org/10.1002/hep.28680
http://www.ncbi.nlm.nih.gov/pubmed/1362829
http://dx.doi.org/10.1111/j.0906-6705.2006.00435.x
http://www.ncbi.nlm.nih.gov/pubmed/16689857
http://dx.doi.org/10.1038/jid.2009.210
http://www.ncbi.nlm.nih.gov/pubmed/19609316
http://dx.doi.org/10.1007/s40264-015-0287-7
http://dx.doi.org/10.15252/emmm.201404601
http://dx.doi.org/10.5402/2011/451682
http://dx.doi.org/10.1016/j.tox.2005.09.011
http://dx.doi.org/10.1186/s13104-017-2428-9
http://dx.doi.org/10.1038/nsmb.1486
http://dx.doi.org/10.1016/j.bmc.2005.02.021
http://dx.doi.org/10.1371/journal.pone.0033728
http://dx.doi.org/10.1016/j.anai.2019.10.005
http://dx.doi.org/10.1080/09546634.2017.1373736
http://dx.doi.org/10.3389/fimmu.2019.01862
http://dx.doi.org/10.4062/biomolther.2020.013
http://dx.doi.org/10.1186/s12906-015-0607-6
http://dx.doi.org/10.1007/s12035-014-8837-z
http://dx.doi.org/10.1038/srep43651
http://dx.doi.org/10.1126/scisignal.2003149
http://dx.doi.org/10.1158/0008-5472.CAN-08-0899

Int. ]. Mol. Sci. 2020, 21, 7160 20 of 20

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

85.

86.

Oh, J; Yu, T,; Choi, S.J.; Yang, Y.; Baek, H.S.; An, S.A.; Kwon, L.K,; Kim, ].; Rho, H.S; Shin, S.S.; et al. Syk/Src
Pathway-Targeted Inhibition of Skin Inflammatory Responses by Carnosic Acid. Mediat. Inflamm. 2012, 2012,
1-13. [CrossRef]

Németh, T.; Virtic, O.; Sitaru, C.; Mécsai, A. The Syk Tyrosine Kinase Is Required for Skin Inflammation in an In
Vivo Mouse Model of Epidermolysis Bullosa Acquisita. . Investig. Dermatol. 2017, 137, 2131-2139. [CrossRef]
Samavedam, U.K.; Mitschker, N.; Kasprick, A.; Bieber, K.; Schmidt, E.; Laskay, T.; Recke, A.; Goletz, S.;
Vidarsson, G.; Schulze, ES.; et al. Whole-Genome Expression Profiling in Skin Reveals SYK As a Key Regulator
of Inflammation in Experimental Epidermolysis Bullosa Acquisita. Front. Immunol. 2018, 9. [CrossRef]
Alzahrani, K.S.; Nadeem, A.; Ahmad, S.F,; Al-Harbi, N.O.; Ibrahim, K.E.; El-Sherbeeny, A.M.; Alhoshani, A.;
Alshammari, M.A.; Alotaibi, M.R.; Al-Harbi, M.M. Inhibition of spleen tyrosine kinase attenuates psoriasis-like
inflammation in mice through blockade of dendritic cell-Th17 inflammation axis. Biomed. Pharmacother. 2019,
111, 347-358. [CrossRef]

Ye, J.; Piao, H,; Jiang, J.; Jin, G.; Zheng, M.; Yang, J.; Jin, X,; Sun, T.; Choi, Y.H.; Li, L.; et al. Polydatin inhibits
mast cell-mediated allergic inflammation by targeting PI3K/Akt, MAPK, NF-«kB and Nrf2/HO-1 pathways.
Sci. Rep. 2017, 7, 11895. [CrossRef]

Kim, W.-].; Cha, H.-S.; Lee, M.-H.; Kim, S.-Y.; Kim, S.H.; Kim, T.-]. Effects of Cymbidium Root Ethanol Extract
on Atopic Dermatitis. Evidence Based Complement. Altern. Med. 2016, 2016, 1-10. [CrossRef]

Han, H.-M,; Kim, S.-].; Kim, J.-S.; Kim, B.H.; Lee, HW.,; Lee, Y.T.; Kang, K.-H. Ameliorative effects of Artemisia
argyi Folium extract on 2,4-dinitrochlorobenzene-induced atopic dermatitis-like lesions in BALB/c mice.
Mol. Med. Rep. 2016, 14, 3206-3214. [CrossRef]

Lesovaya, E.A.; Agarwal, S.; Readhead, B.; Vinokour, E.; Baida, G.; Bhalla, P,; Kirsanov, K.; Yakubovskaya, M.;
Platanias, L.C.; Dudley, ].T,; et al. Rapamycin Modulates Glucocorticoid Receptor Function, Blocks Atrophogene
REDDY], and Protects Skin from Steroid Atrophy. J. Investig. Dermatol. 2018, 138, 1935-1944. [CrossRef]
Agarwal, S.; Mirzoeva, S.; Readhead, B.; Dudley, J.T.; Budunova, I. PI3K inhibitors protect against
glucocorticoid-induced skin atrophy. EBioMedicine 2019, 41, 526-537. [CrossRef]

Han, N.-R.; Moon, P.-D.; Kim, H.-M.; Jeong, H.-]. Tryptanthrin ameliorates atopic dermatitis through
down-regulation of TSLP. Arch. Biochem. Biophys. 2014, 542, 14-20. [CrossRef]

Hua, G.; Zein, N.; Paulen, L.; Chambon, P. The glucocorticoid receptor agonistic modulators CpdX and
CpdX-D3 do not generate the debilitating effects of synthetic glucocorticoids. Proc. Natl. Acad. Sci. USA
2019, 116, 14200-14209. [CrossRef]

Leung, N.Y.; Hirsch, R.L.; Schneider, L.; Moody, C.; Takaoka, R.; Li, S.H.; Meyerson, L.A.; Mariam, 5.G.;
Goldstein, G.; Hanifin, ]. M. Thymopentin therapy reduces the clinical severity of atopic dermatitis. J. Allergy
Clin. Immunol. 1990, 85, 927-933. [CrossRef]

Lee, K.; Na, W.; Lee, J.Y.; Na, J.; Cho, H.; Wu, H.; Yune, T.Y.; Kim, W.-S.; Ju, B.-G. Molecular mechanism of
Jmjd3-mediated interleukin-6 gene regulation in endothelial cells underlying spinal cord injury. J. Neurochem.
2012, 122, 272-282. [CrossRef]

Pai, M.Y.; Lomenick, B.; Hwang, H.; Schiestl, R.; McBride, W.; Loo, J.A.; Huang, J. Drug affinity responsive
target stability (DARTS) for small-molecule target identification. Breast Cancer 2015, 1263, 287-298. [CrossRef]
Burnham, K.P; Anderson, D.R. Multimodel inference: Understanding AIC and BIC in model selection.
Sociological methods & research 2004, 33, 261-304.

Burlingham, B.T.; Widlanski, T.S. An Intuitive Look at the Relationship of Ki and IC50: A More General Use
for the Dixon Plot. J. Chem. Educ. 2003, 80, 214. [CrossRef]

@ © 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1155/2012/781375
http://dx.doi.org/10.1016/j.jid.2017.05.017
http://dx.doi.org/10.3389/fimmu.2018.00249
http://dx.doi.org/10.1016/j.biopha.2018.12.060
http://dx.doi.org/10.1038/s41598-017-12252-3
http://dx.doi.org/10.1155/2016/5362475
http://dx.doi.org/10.3892/mmr.2016.5657
http://dx.doi.org/10.1016/j.jid.2018.02.045
http://dx.doi.org/10.1016/j.ebiom.2019.01.055
http://dx.doi.org/10.1016/j.abb.2013.11.010
http://dx.doi.org/10.1073/pnas.1908264116
http://dx.doi.org/10.1016/0091-6749(90)90079-J
http://dx.doi.org/10.1111/j.1471-4159.2012.07786.x
http://dx.doi.org/10.1007/978-1-4939-2269-7_22
http://dx.doi.org/10.1021/ed080p214
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	CA-PH Alleviates AD-Like Phenotypes Induced by DNFB Treatment 
	CA-PH Suppresses Nuclear Translocation of NF-B 
	CA-PH Binds to and Inhibits Fyn 
	CA-PH Suppresses NF-B Signaling Pathway by Inhibition of Fyn Activation 
	CA-PH Does not Induce Skin Atrophy 

	Discussion 
	Materials and Methods 
	Cell Culture 
	Mouse AD Model 
	Mouse Skin Atrophy Model 
	Skin Lesion and AD-Like Phenotype Score 
	Quantitative PCR 
	Immunocytochemistry and Histology 
	Immunoprecipitation and Western Blot Analysis 
	Promoter Reporter Assay 
	Chromatin Immunoprecipitation (ChIP) 
	Preparation of CA-PH Beads 
	Pull-Down Assay 
	Drug Affinity Responsive Target Stability (DARTS) Assay 
	Molecular Docking Prediction 
	Kinase Assay and Enzyme Kinetic Study 
	Statistical Analyses 

	References

