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Abstract: Skin aging induced by ultraviolet (UV) irradiation increases expression of matrix metallo-
proteinase-1 (MMP-1) and destroys collagen fibers, as a result accelerating wrinkle formation. Natural
products have been received scientific attention as utilized agents against photoaging. The aim of
this study was to investigate the protective effect of Adenocaulon himalaicum Edgew. extract (AHE)
against ultraviolet B (UVB)-induced skin damage, and to explain the underlying mechanisms in
human dermal fibroblasts and epidermal keratinocytes. AHE effectively protects skin photoaging by
preventing collagen degradation through MMP-1 inhibition via the MAPK/AP-1 signaling pathway.
AHE significantly increased the expression of skin hydration factors, such as filaggrin, involucrin,
loricrin, and caspase-14. To find how AHE possesses a direct impact on cellular activities, we
identified neochlorogenic acid as a bioactive component of AHE for the first time. Neochlorogenic
acid showed the anti-photoaging effect through ameliorating UVB-induced collagen degradation,
reinforcing the skin barrier. Like the AHE-regulating mechanism, neochlorogenic acid modulates the
MAPK/AP-1 signaling pathway and skin hydration factors. Taken together, these results suggest
that AHE and neochlorogenic acid are well-qualified candidate for enhancing the conditions of
photoaged skin.

Keywords: Adenocaulon himalaicum Edgew.; neochlorogenic acid; UVB; MAPK; AP-1; filaggrin; photoaging

1. Introduction

Skin is the largest organ of human body which performs the essential barrier functions
from water loss, chemical damages, infections, and ultraviolet radiation. Skin aging is the
cumulative result of intrinsic and extrinsic aging. Intrinsic aging, often called chronological
aging, is the inevitable physiological process that results from the age-dependent decline
of cell function. On the other hand, extrinsic aging refers to a phenomenon in which
progresses due to external factors such as ultraviolet exposure, environmental pollution,
smoking, and drinking [1].

Particularly, skin aging induced by ultraviolet (UV) irradiation causes wrinkles, im-
paired pigmentation, shallowness, roughness, and diverse changes in fibroblasts and
keratinocytes. UV radiation activates the mitogen-activated protein kinases (MAPKs)
including extracellular signal-regulated kinase (ERK), p38 kinase, and c-Jun N-terminal
kinase (JNK). MAPKs proteins lead to the upregulation of the AP-1 complex (c-Fos and
c-Jun) transcription factors. Furthermore, increased AP-1 activity stimulates expression of

Plants 2021, 10, 1669. https://doi.org/10.3390/plants10081669 https://www.mdpi.com/journal/plants

https://www.mdpi.com/journal/plants
https://www.mdpi.com
https://orcid.org/0000-0001-5472-5232
https://orcid.org/0000-0003-3545-2341
https://doi.org/10.3390/plants10081669
https://doi.org/10.3390/plants10081669
https://creativecommons.org/
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://doi.org/10.3390/plants10081669
https://www.mdpi.com/journal/plants
https://www.mdpi.com/article/10.3390/plants10081669?type=check_update&version=1


Plants 2021, 10, 1669 2 of 12

matrix metalloproteinases (MMPs) that leads to collagen degradation, finally enhancing
the skin photoaging [2].

Skin aging is also associated with the loss of a skin barrier function in epidermis.
In the differentiation of keratinocytes, filaggrin, involucrin, and loricrin are expressed to
aggregate with keratin filaments, which form a cornified cell envelope to protect the skin
from environmental damages. The cornified cell envelope is responsible for maintaining
skin hydration and water retention within the stratum corneum, the outermost layer of
the epidermis [3–5]. The natural moisturizing factors (NMF) are formed from profilaggrin
proteolysis to filaggrin, then finally from small hygroscopic molecules, including amino
acids. These further degraded filaggrin monomers by caspase-14 are NMF, which are
important in maintaining skin hydration and a low pH [6]. Notably, numerous studies
have documented that ultraviolet (UV) light are the major causes for disruption of the
epidermal barrier function, accompanied by a decrease in keratin, filaggrin, and involucrin
levels. Therefore, the impaired skin barrier function promotes skin photoaging [7].

Adenocaulon himalaicum Edgew., also known as Asian trailplant, is a native plant to
Ulleung-do, Korea. According to “Traditional Knowledge and Use of Folk Plants in Korea”
published by the National Arboretum of the Korea Forest Service, A. himalaicum is tra-
ditionally known to be eaten as a vegetable by boiling the leaves or making a soup. In
addition, various parts of A. himalaicum, including the leaves, seeds, roots, and stems, have
been used as ingredients in traditional medicine for treating abscesses, hemorrhage, and
inflammation [8]. Previous studies with A. himalaicum have not proven its biological effects
except antioxidant [9] and chemopreventive effect [10].

The anti-photoaging activities of A. himalaicum have not been reported yet. In this
study, we demonstrated the protective effect of A. himalaicum extract in UVB-induced hu-
man dermal fibroblasts (HS68) and human epidermal keratinocytes (HaCaT) cells through
analysis of MMP-1 production, protein kinase (ERK, JNK and p38), and downstream
molecules. In addition, we isolated the component from A. himalaicum and determined its
anti-photoaging properties in UVB-irritated skin cells.

2. Results
2.1. The Effects of AHE on Cell Proliferation, MMP-1 and Procollagen Type I Production in
UVB-Irradiated Hs68 Fibroblasts

First, we evaluated the cytoprotective effect of AHE in UVB-irradiated Hs68 fibrob-
lasts using an MTT assay. As shown in Figure 1A, UVB exposure reduced cell viability
by 64.25% ± 2.13% compared to the control cells. However, AHE diminished the cyto-
toxicity induced by UVB (76.12% ± 3.6 7% at 1 µg/mL, 82.59% ± 1.75% at 10 µg/mL
and 90.29% ± 2.85% at 30 µg/mL, respectively). Then, we investigated the effect of AHE
treatment on MMP-1 and procollagen type I protein expression. AHE significantly reduced
the UVB-induced MMP-1 production (Figure 1B), suggesting that the AHE could inhibit
the collagen degradation. As a result of the increased MMP-1 expression, UVB radiation-
exposed cells showed remarkably reduced procollagen type I secretion by 68.86% ± 3.78%.
However, AHE treatment significantly improved the production of procollagen type I up
to 102.60% ± 3.93% at 30 µg/mL (Figure 1C).
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μg/mL) for 24 h. (A) Cell viability was measured by an MTT assay. (B) The cell culture media were collected to examine the 

levels of MMP-1 using an ELISA KIT. (C) The cell culture media were collected to examine the levels of procollagen type I using 

an ELISA KIT. Results are expressed as mean ± S.D. of three independent experiments; ## p < 0.01 compared with the non-UVB-

irradiated control; * p < 0.05, ** p < 0.01 compared with the UVB-irradiated control. 
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mJ/cm2 and then treated with AHE (1, 10, 30 μg/mL) for 1 h (MAPK) or 4 h (AP-1). Total protein 

was prepared and detected with specific (A) p-ERK, p-JNK, p-p38 antibodies or (B) p-c-Fos and p-

c-Jun antibodies. Presented data are the representative blots of three independent experiments. The 
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## p < 0.01 compared with the non-UVB-irradiated control; ** p < 0.01 compared with the UVB-irra-
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Figure 1. Effect of Adenocaulon himalaicum Edgew. (AHE) on cell proliferation, MMP-1 production and procollagen type I
production in UVB-irradiated Hs68 fibroblasts. Cells were exposed to UVB at 15 mJ/cm2 and then treated with AHE (1, 10,
30 µg/mL) for 24 h. (A) Cell viability was measured by an MTT assay. (B) The cell culture media were collected to examine
the levels of MMP-1 using an ELISA KIT. (C) The cell culture media were collected to examine the levels of procollagen type
I using an ELISA KIT. Results are expressed as mean ± S.D. of three independent experiments; ## p < 0.01 compared with
the non-UVB-irradiated control; * p < 0.05, ** p < 0.01 compared with the UVB-irradiated control.

2.2. The Effects of AHE on MAPK and AP-1 Complex Signaling Pathways in UVB-Irradiated
Hs68 Fibroblasts

UVB irradiation has been reported to activate MAPKs and its downstream regulator,
AP-1, thus accelerating MMP transcription [11]. Our results showed that UVB stimulated
overall MAPK signaling molecules, but AHE suppressed the phosphorylation of extracel-
lular signal-regulated kinase (ERK), c-Jun N-terminal kinases (JNK), and p38 (Figure 2A).
Followed by MAPK signaling, UVB induced the phosphorylation of the AP-1 subunits
(c-Fos and c-Jun), but AHE effectively inhibited theses effects (Figure 2B). Finally, the
mRNA levels of MMP-1 were down-regulated by AHE treatment (Figure S3).
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Figure 2. Effects of AHE on the mitogen-activated protein kinase (MAPK) and the activator protein 1 (AP-1) signaling
pathway in UVB-irradiated Hs68 fibroblasts. Cells were exposed to UVB at 15 mJ/cm2 and then treated with AHE (1,
10, 30 µg/mL) for 1 h (MAPK) or 4 h (AP-1). Total protein was prepared and detected with specific (A) p-ERK, p-JNK,
p-p38 antibodies or (B) p-c-Fos and p-c-Jun antibodies. Presented data are the representative blots of three independent
experiments. The relative protein levels are expressed as mean ± S.D. (% of control) of three independent experiments;
## p < 0.01 compared with the non-UVB-irradiated control; ** p < 0.01 compared with the UVB-irradiated control.
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2.3. The Effect of AHE on mRNA Expression of Filaggrin, Involucrin, Loricrin, and Caspase-14 in
UVB-Irradiated HaCaT Keratinocytes

To examine the effects of AHE on the skin barrier function in UVB-irradiated Ha-
CaT keratinocytes, the mRNA level of filaggrin, involucrin, loricrin, and caspase-14 was
measured by qRT-PCR analysis. We performed a MTT assay to find the cytoprotective
effect of AHE in UVB-irradiated HaCaT keratinocytes. As shown in Figure 3A, UVB
exposure reduced cell viability by 57.94% ± 11.18% compared to control cells; however,
AHE lessened the cytotoxicity up to 96.59% ± 11.18% at 30 µg/mL treatment. Then, the
regulations of filaggrin, involucrin, loricrin, and caspase-14 expression were evaluated.
UVB irradiation reduced overall skin barrier proteins and caspase-14. However, AHE
treatment up-regulated the expression of filaggrin, involucrin, and loricrin mRNA in a
dose-dependent manner compared with UVB-irradiated control (Figure 3B–D). In addition,
caspase-14 mRNA expression was also markedly increased by AHE treatment (Figure 3E),
which indicated that AHE could contribute to recover the natural moisturizing factors.

Plants 2021, 10, x FOR PEER REVIEW 4 of 12 
 

 

2.3. The Effect of AHE on mRNA Expression of Filaggrin, Involucrin, Loricrin, and Caspase-14 

in UVB-Irradiated HaCaT Keratinocytes 

To examine the effects of AHE on the skin barrier function in UVB-irradiated HaCaT 

keratinocytes, the mRNA level of filaggrin, involucrin, loricrin, and caspase-14 was meas-

ured by qRT-PCR analysis. We performed a MTT assay to find the cytoprotective effect of 

AHE in UVB-irradiated HaCaT keratinocytes. As shown in Figure 3A, UVB exposure re-

duced cell viability by 57.94% ± 11.18% compared to control cells; however, AHE lessened 

the cytotoxicity up to 96.59% ± 11.18% at 30 μg/mL treatment. Then, the regulations of 

filaggrin, involucrin, loricrin, and caspase-14 expression were evaluated. UVB irradiation 

reduced overall skin barrier proteins and caspase-14. However, AHE treatment up-regu-

lated the expression of filaggrin, involucrin, and loricrin mRNA in a dose-dependent man-

ner compared with UVB-irradiated control (Figure 3B–D). In addition, caspase-14 mRNA 

expression was also markedly increased by AHE treatment (Figure 3E), which indicated 

that AHE could contribute to recover the natural moisturizing factors. 

 

Figure 3. Effect of AHE on filaggrin, involucrin, loricrin, and caspase-14 mRNA expression levels in UVB-irradiated HaCaT 

keratinocytes. Cells were exposed to UVB at 15 mJ/cm2 and then treated with AHE (1, 10, 30 μg/mL) for 24 h. (A) Cell viability 

was evaluated with a MTT assay. (B–E) Total cellular RNA was extracted from AHE-treated cells. mRNA levels of filaggrin, 

involucrin, loricrin, and caspase-14 were quantified by qRT-PCR and adjusted to GAPDH. Results are expressed as mean ± S.D. 

of three independent experiments; ## p < 0.01 compared with the non-UVB-irradiated control; * p < 0.05; ** p < 0.01 compared 

with the UVB-irradiated control. 

2.4. Determination of Neochlorogenic Acid as a Constituent of AHE 

To search for bioactive compounds of AHE with anti-photoaging activity, we frac-

tionated and isolated components from AHE. First, the dried leaves of A. himalaicum (1.1 

kg) were extracted with 30% ethanol for 5 h and obtained AHE (240 g). Repeated column 

chromatography with AHE and its subfraction (2.82 g) using RP-MPLC were performed 

to yield neochlorogenic acid (Figure 4A). The structure of the neochlorogenic acid was 

identified by analysis of 1H-NMR and 13C-NMR spectra, and a comparison with previous 

study [12] was carried out, as follows (Figures S1 and S2). 
1H-NMR (600 MHz, methanol-d4) δ: 7.59 (d, 1H, J = 15.8Hz, H-3), 7.05 (d, 1H, J = 2.0 

Hz, H-2′), 6.94 (dd, 1H, J = 8.2, 2.0, Hz, H-6′), 6.77 (d, 1H, J = 8.2 Hz, H-5′), 6.31 (d, 1H, J = 

15.8 Hz, H-2), 5.35 (m, 1H, Q-3), 4.15 (m,1H, Q-5), 3.64 (m, 1H, Q-4),2.21 (m, 1H, Q-2a), 

2.14 (m, 2H, Q-6), 1.96 (m,1H, Q-2b). 

Figure 3. Effect of AHE on filaggrin, involucrin, loricrin, and caspase-14 mRNA expression levels in UVB-irradiated HaCaT
keratinocytes. Cells were exposed to UVB at 15 mJ/cm2 and then treated with AHE (1, 10, 30 µg/mL) for 24 h. (A) Cell
viability was evaluated with a MTT assay. (B–E) Total cellular RNA was extracted from AHE-treated cells. mRNA levels of
filaggrin, involucrin, loricrin, and caspase-14 were quantified by qRT-PCR and adjusted to GAPDH. Results are expressed
as mean ± S.D. of three independent experiments; ## p < 0.01 compared with the non-UVB-irradiated control; * p < 0.05;
** p < 0.01 compared with the UVB-irradiated control.

2.4. Determination of Neochlorogenic Acid as a Constituent of AHE

To search for bioactive compounds of AHE with anti-photoaging activity, we frac-
tionated and isolated components from AHE. First, the dried leaves of A. himalaicum (1.1 kg)
were extracted with 30% ethanol for 5 h and obtained AHE (240 g). Repeated column
chromatography with AHE and its subfraction (2.82 g) using RP-MPLC were performed
to yield neochlorogenic acid (Figure 4A). The structure of the neochlorogenic acid was
identified by analysis of 1H-NMR and 13C-NMR spectra, and a comparison with previous
study [12] was carried out, as follows (Figures S1 and S2).
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neochlorogenic acid isolated from AHE. (B) HPLC chromatograms of neochlorogenic acid and (C) AHE.

1H-NMR (600 MHz, methanol-d4) δ: 7.59 (d, 1H, J = 15.8Hz, H-3), 7.05 (d, 1H,
J = 2.0 Hz, H-2′), 6.94 (dd, 1H, J = 8.2, 2.0, Hz, H-6′), 6.77 (d, 1H, J = 8.2 Hz, H-5′),
6.31 (d, 1H, J = 15.8 Hz, H-2), 5.35 (m, 1H, Q-3), 4.15 (m,1H, Q-5), 3.64 (m, 1H, Q-4),2.21 (m,
1H, Q-2a), 2.14 (m, 2H, Q-6), 1.96 (m,1H, Q-2b).

13C-NMR (150 MHz, methanol-d4) δ: 178.47 (Q-7), 169.19 (C-1), 149.59 (C-4′), 146.96
(C-3′), 146.94 (C-3), 128.11 (C-1′), 123.03 (C-6′), 116.60 (C-5′), 115.98 (C-2), 115.23 (C-2′),
75.52 (Q-1), 74.94 (Q-5), 73.16 (Q-3), 68.42 (Q-4), 41.68 (Q-2), δ 36.85 (Q-6).

HPLC analysis was performed to determine the contents of neochlorogenic acid in
AHE. As shown in the chromatogram, neochlorogenic acid was confirmed at 7.22 min
(Figure 4B,C).

2.5. The Effects of Neochlorogenic Acid on Cell Proliferation, MMP-1 and Procollagen Type I
Production in UVB-Irradiated Hs68 Fibroblasts

To measure the cytotoxicity of neochlorogenic acid, an MTT assay was conducted
in UVB-irradiated Hs68 fibroblasts. As shown in Figure 5A, UVB exposure reduced cell
viability compared to control cells; however, neochlorogenic acid tended to diminish the
decrease in cell proliferation and did not show the cytotoxicity up to 200 µM treatment.
Then, we evaluated the effect of neochlorogenic acid treatment on MMP-1 and procollagen
type I protein expression. As shown in Figure 5B, neochlorogenic acid treatment decreased
the UVB-induced MMP-1 production. In addition, UVB irradiation markedly decreased
the procollagen type I secretion, but neochlorogenic acid treatment significantly improved
the production of procollagen type I up to 92.61% ± 1.93% at 200 µM (Figure 5C).
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Figure 5. Effect of neochlorogenic acid on cell proliferation, MMP-1 production and procollagen type I production in
UVB-irradiated Hs68 fibroblasts. Cells were exposed to UVB at 15 mJ/cm2 and then treated with neochlorogenic acid
(50, 100, 200 µM) for 24 h. (A) Cell viability was measured by an MTT assay. (B) The cell culture media were collected
to examine the levels of MMP-1 using an ELISA KIT. (C) The cell culture media were collected to examine the levels of
procollagen type I using an ELISA KIT. Results are expressed as mean ± S.D. of three independent experiments; # p < 0.05
compared with the non-UVB irradiated control; * p < 0.05, ** p < 0.01 compared with the UVB-irradiated control.

2.6. The Effects of Neochlorogenic Acid on MAPK and AP-1 Complex Signaling Pathways in
UVB-Irradiated Hs68 Fibroblasts

To confirm the bioactivity of neochlorogenic acid as an active compound of AHE,
upstream regulating molecules of MMP-1 expression were examined. As shown in Figure 6,
our results showed that UVB stimulated overall MAPKs signaling molecules, but neochloro-
genic effectively suppressed the phosphorylation of ERK and p38, but not JNK (Figure 6A).
Followed by MAPK signaling, UVB induced the phosphorylation of the AP-1 subunits
(c-Fos and c-Jun), and neochlorogenic acid remarkably inhibited theses effects (Figure 6B).
Additionally, the mRNA levels of MMP-1 were down-regulated by neochlorogenic acid
treatment (Figure S4).
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(AP-1) signaling pathway in UVB-irradiated Hs68 fibroblasts. Cells were exposed to UVB at 15 mJ/cm2 and then treated
with neochlorogenic acid (50, 100, 200 µM) for 1 h (MAPK) or 4 h (AP-1). Total protein was prepared and detected with
specific (A) p-ERK, p-JNK, p-p38 antibodies, or (B) p-c-Fos and p-c-Jun antibodies. Presented data are the representative
blots of three independent experiments. The relative protein levels are expressed as mean ± S.D. (% of control) of three
independent experiments; # p < 0.05; ## p < 0.01 compared with the non-UVB irradiated control; ** p < 0.01 compared with
the UVB-irradiated control.
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2.7. The Effect of Neochlorogenic Acid on mRNA Expression of Filaggrin, Involucrin, Loricrin, and
Caspase-14 in UVB-Irradiated HaCaT Keratinocytes

To examine whether neochlorogenic acid protects the skin barrier function from UVB
radiation in HaCaT keratinocytes, the mRNA level of filaggrin, involucrin, loricrin, and
caspase-14 was measured by qRT-PCR analysis. An MTT assay was conducted to investi-
gate the cytotoxicity of neochlorogenic acid in UVB-irradiated HaCaT keratinocytes. As
shown in Figure 7A, neochlorogenic acid did not affect cell viability up to 200 µM treatment.
After UVB irradiation, the regulations of filaggrin, involucrin, loricrin, and caspase-14
expression were evaluated. UVB exposure reduced overall mRNA expressions. However,
neochlorogenic acid treatment increased the expression of filaggrin, involucrin, loricrin,
and caspase-14 mRNA in a dose-dependent manner compared with UVB-irradiated control
(Figure 7B–E).
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3. Discussion

As the largest organ of the body, the skin shows visible signs of aging when we are
getting old. With increase in the average human lifespan, the dermatological needs of
the aging skin become more important. Plant extracts have been known to antagonize
UV-induced skin aging by the free-radical scavenging activity. Accordingly, the nutraceu-
tical and cosmetic industries attempting to prevent or reverse skin aging have focused
on numerous herbal ingredients. Therefore, in this report, we aimed to determine the
protective activity of Adenocaulon himalaicum Edgew. (AHE) extract on skin photoaging
and elucidate the associated molecular mechanisms.

UVB irradiation induces cytotoxicity by increasing reactive oxygen species (ROS)
production, which stimulates the skin cell apoptosis [13]. Additionally, UVB-induced ROS
subsequently activate complex signaling pathways, including MAPKs, AP-1, and MMPs,
which finally degrade collagen fibers. MMP-1 is a major extracellular matrix component
which cleaves collagen type I in the dermis [14]. Collagen type I is a major structural protein
in the extracellular matrix of the dermis and is related to skin elasticity and moisture [15].
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Therefore, decreased collagen deposition by UVB-induced MMP-1 causes skin photoaging.
In our study, we confirmed that UVB irradiation induced the increase in MMP-1 expression
and the decrease in procollagen type I. When AHE treated in UVB irradiated the fibroblast,
it not only rescued the UVB-induced cytotoxicity, but also prevented against photoaging
through the regulation of MMP-1 and procollagen I type expression.

The underlying mechanisms of collagen degradation in skin photoaging result from
activating various transcriptional factors, including AP-1 and NF-κB [16]. The subunits of
AP-1, c-Fos, and c-Jun are activated by a variety of stimuli, including UV irradiation. Many
studies have demonstrated that the transcription and activation of c-Fos and c-Jun largely
depends on the activation of the MAPK signaling molecules, which finally regulate the
transcription of the collagen degradation enzymes, MMPs [17,18]. According to our results,
AHE inhibited phosphorylation of ERK, JNK, and p-38, as well as phosphorylation of c-Fos
and c-Jun AP-1 subunits. Therefore, AHE inhibited UVB-induced MMP-1 expression by
the downregulation of MAPKs and the AP-1 signaling pathway.

Stratum corneum (SC) cells, the outermost layer of the epidermis, protect against skin
dehydration and environmental hazards. Maintenance of an optimal level of hydration
in the SC is largely dependent on the components of cornified cell envelope and natural
moisturizing factors. Therefore, filaggrin, involucrin, loricrin, and caspase-14 are important
sources for maintaining skin moisture [19,20]. In a previous study, downregulation of
filaggrin and loricrin have been involved in skin reconstruction in vitro after UVB expo-
sure [21]. In our study, mRNA expression of filaggrin, involucrin, loricrin, and caspase-14
was increased after AHE treatment, as compared to only UVB-exposed cells. These results
showed that AHE could have positive effects on skin hydration and moisture retention.

Natural product extracts are a rich source of bioactive compounds, which exhibit the
direct impact on physiological or cellular activities in the humans or animals that consume
such compounds [22]. In previous studies, several constituents of AHE were identified
and proved its anti-photoaging effects [23]. For example, β-sitosterol enhanced the ex-
pression of skin barrier functional proteins, including loricrin, filaggrin, and involucrin in
keratinocytes [24]. Lupeol showed the inhibitory effect on MMPs expression through the
down-regulation of the p-ERK pathway [25]. Oleanolic acid, also found in AHE, inhibited
transient receptor potential vanilloid 1 channel activity [26].

In present study, we newly reported neochlorogenic acid as a component of AHE,
which has never been identified, and studied its function on skin photoaging. Neochloro-
genic acid is a natural polyphenolic compound found in dried fruits and other various
sources of plants [27]. Neochlorogenic acid have functions on scavenging free radicals,
antioxidant, anti-inflammatory, and antitumor activities [27,28]. It has already been estab-
lished that a positive correlation between the antioxidant capacities prevents UV-induced
skin damage [29], and that neochlorogenic acid is expected as a bioactive compound
with anti-photoaging activity. When neochlorogenic acid was treated in a UVB-irradiated
fibroblast, it regulated the MMP-1 and procollagen I type production through MAPKs
and AP-1 signaling pathways. In addition, mRNA expression of filaggrin, involucrin,
loricrin, and caspase-14 was increased by neochlorogenic acid treatment in UVB-irradiated
keratinocytes. These results indicated that newly identified neochlorogenic acid is an active
component of AHE with anti-photoaging effects in both the fibroblast and keratinocytes.

It is the first report to show the reliable potential of AHE to attenuate UVB-induced
skin wrinkle formation and dehydration. In addition, for the first time, we discovered that
neochlorogenic acid is the anti-photoaging agent and an active component that exists in
AHE. To secure solid evidence of AHE and neochlorogenic acid for the remedy of skin
aging, the UVB-induced animal model study and clinical trial for subjects with wrinkled
and dried skin needs to be conducted. Those further studies would support that AHE
should be recommended in prevention and treatment of skin anti-aging.
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4. Materials and Methods
4.1. Preparation of A. himalaicum Extract

Leaves of A. himalaicum were collected from Ulleung-do, Korea. A specimen voucher
was deposited in COSMAX BIO (COSMAX BIO Ltd., Seongnam, Korea). The dried leaves
(1.1 kg) were extracted with 30% ethanol in a shaking water bath at 60 ◦C for 5 h. Then,
the extract was filtered and concentrated using a vacuum rotary evaporator (Heidolph
Instruments, schwabach, German) to obtain the A. himalaicum extract (AHE) (240 g) with a
yield of 22.3% ± 0.5%.

4.2. Isolation and Characterization of Neochlorogenic Acid

Neochlorogenic acid was isolated from A. himalaicum extract (AHE). Briefly, 200 g of
AHE was subjected to gel filtration using DIAION HP-20 resin. The developing solvent
was [acetone: distilled water = 0:10 ~ 10:0] solvent fractionation using a mixed solution
and divided into 12 small fractions (Fraction 1-1~12). Subfraction 4 was purified using RP-
MPLC [acetonitrile: distilled water = 5:95 ~ 100:0] to obtain a pure single compound. The
chemical structure was elucidated by instrumental analyses. The isolated compound was
carried out by comparison of spectroscopical data. 1D-NMR experiments were conducted
using 1H-(600 MHz) and 13C-(150 MHz) nuclear magnetic resonance (NMR) and recorded
with AvanceIII-600 (Bruker, German). 1H-NMR spectra showed the existence of a caffeoyl
moiety and three aromatic protons [δH 7.05 (d, 1H, J = 2.0 Hz, H-2′), 6.94 (dd, 1H, J = 2.0,
8.2 Hz, H-6′), 6.77 (d, 1H, J = 8.2 Hz, H-5′)] of the ABX spin system. Trans doublets [δH
7.59 (d, 1H, J = 15.8 Hz, H-3), 6.31 (d,1H, J = 15.8 Hz, H-2)] also showed the existence of
a quinic acid moiety [δH 5.35 (m, 1H, Q-3), 4.15 (m, 1H, Q-5), 3.64 (m, 1H, Q-4), 2.21 (m,
1H, Q-2a), 2.14 (m, 2H, Q-6), 1.96 (m, 1H, Q-2b)]. 13C-NMR spectra showed the existence
of sixteen carbon atoms consisting of two methylene, eight methine, and six quaternary
carbon atoms, including two carbonyl groups [ δ 178.47 and δ 169.19]. The molecular
weight was measured using a liquid chromatography mass spectrometer, and as a result, it
was found to be C16H18O9 with 354.3 g/mol. As a result of structural identification of the
compound, it was confirmed as neochlorogenic acid.

4.3. High-Performance Liquid Chromatography Analysis

AHE and neochlorogenic acid were analyzed by high-performance liquid chromatog-
raphy (HPLC) and ultraviolet absorbance detector (UV/Vis detector). A HPLC instrument,
a Waters e2695 Series system, and a Waters 24489 UV/Vis detector (Worcester, MA, USA), X
select C18 (5 µm, 250 × 4.6 mm, waters, Milford, MA, USA) column were used. All HPLC-
grade solvents purchased from Baker (Phillipsburg, NJ, USA) were used. For analysis, the
temperature of the column was set to 35 ◦C, the injection volume was set to 20 µL, and the
measurement wavelength was set to 325 nm. Acetonitrile (ACN), tertiary distilled water
(DW), and formic acid were used as the mobile phase, and 0.1% formic acid ACN:0.1%
formic acid DW (1:9–10:0, at a rate of 0.7 mL/min, v/v) in the mixed solution was analyzed
for 60 min. For the analysis sample, 1 g of AHE was precisely weighed; 100 mL of 30%
methanol was added, dissolved in an ultrasonic shaker for 30 min, and allowed to cool at
room temperature; and the supernatant was filtered through a 0.22 µm membrane filter,
and used. Neochlorogenic acid 1 mg was precisely weighed; 2 mL of 50% methanol was
added, dissolved in an ultrasonic shaker for 30 min, and allowed to cool at room tempera-
ture; and methanol was added, and filtered through a 0.22 µm membrane filter. For each
analysis, the chromatogram was extracted at 325 nm, and AHE and neochlorogenic acid
peak were compared and analyzed.

4.4. Cell Culture

Human fibroblasts (Hs68) and human epidermal keratinocytes (HaCaT) were pur-
chased from the American Type Culture Collection (ATCC, Manassas, VA, USA) and
cultured in Dulbecco’s modified eagle’s medium (DMEM, Hyclone, Logan, UT, USA),
supplemented with 10% fetal bovine serum (FBS), streptomycin, and penicillin in an at-
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mosphere of 5% CO2 at 37 ◦C. Hs68 or HaCaT cells were plated in culture plate for 24 h.
After incubation, the cells were washed once with Dulbecco’s phosphate-buffered saline
(DPBS, Welgene, Gyeongsangbuk-do, Korea) and then exposed to UVB radiation using
UVP crosslinker (Analytik Jena, Jena, Germany). To calculate the optimal UVB irradiation
dose, Hs68 or HaCaT cell viability was determined using a 3-[4,5-dimethylthiazol-2-yl]-2,
5-diphenyltetrazolium bromide (MTT) assay after treatment of various doses of UVB radi-
ation. Next, 15 mJ/cm2 of UVB radiation was chosen as the stimulation dose for further
experiments. After UVB irradiation, cells were incubated in fresh culture media in the
presence of AHE (1, 10, or 30 µg/mL) or neochlorogenic acid (50, 100 or 200 µM).

4.5. Determination of Cell Viability

After UVB irradiation, Hs68 or HaCaT cells were treated with AHE or neochlorogenic
acid for 24 h. Cell viability was measured using an MTT colorimetric assay (Sigma-Aldrich,
St. Louis, MO, USA). Then, 100 µL of MTT solution (0.5 mg/mL) was added to each
well, and the cells were further incubated for an additional 4 h. The supernatant was
removed, and the formazan was resolved with 1 mL/well of DMSO. The optical density
was measured by a microplate reader (BioTek Instruments Inc, Winooski, VT, USA) at
540 nm.

4.6. Measurement of MMP-1 and Procollagen Type I Production

The production of MMP-1 (Abcam, Cambridge, UK) and pro-collagen type I (TaKaRa
Bio Inc., Shiga, Japan) in cell culture media were quantified by ELISA kits according to the
manufacturer’s instructions. MMP-1 or procollagen type I expressions are normalized to
total protein amount.

4.7. Western Blot Analysis

Total cellular protein extracts from UVB-irradiated cells were prepared, as described
previously [30]. Proteins were resolved by SDS-PAGE on 12% polyacrylamide gel and
electrotransferred to nitrocellulose membrane. Immunoblot was incubated in blocking
solution (5% BSA) and then with primary antibodies against p38, phospho-p38, ERK,
phospho-ERK, c-Fos, phospho-c-Fos, α-tubulin (1:1000 dilution, Cell Signaling, Beverly,
MA, USA), and JNK, phospho-JNK, c-Jun, phospho-c-Jun (1:1000 dilution, Santa Cruz
Biotechnology Inc., Santa Cruz, CA, USA). For the secondary reaction, the membranes were
washed and incubated with goat anti-rabbit or goat anti-mouse horseradish peroxidase-
conjugated immunoglobulin G (IgG) secondary antibody. The protein expression level was
measured by the enhanced chemiluminescence (ECL) detection system (Bio-rad, Hercules,
CA, USA) and visualized using the ChemiDoc™ (Bio-rad, Hercules, CA, USA). The optical
density of each representative blot was presented on the basis of the internal control
protein (α-tubulin).

4.8. Quantitative Real-Time Polymerase Chain Reaction (qRT-PCR) Analysis

Total RNA was isolated from cells with Trizol reagent (Takara, Shiga, Japan) and
RNeasy® Mini Kit (QIAGEN, Hilden, German), according to the manufacturer’s instruc-
tion. cDNA was synthesized from 1 µg of total RNA using an iScript™ cDNA Synthesis
Kit (Bio-Rad Laboratories Inc., Hercules, CA, USA). Then, the qRT-PCR analysis was
performed with FastStart Essential DNA Green Master with LightCycler Real-Time PCR
machine (Roche, Basel, Switzerland). The primer sequences used in qRT-PCR analysis were
shown below.

Filaggrin forward 5′- AGT GCA CTC AGG GGG CTC ACA -3′ and Filaggrin reverse
5′- CCG GCT TGG CCG TAA TGT GT -3′; Involucrin forward 5′- TTG GTC AGT GAA GCG
ATG AG -3′ and Involucrin reverse 5′- AGA TCT GTC TGC AGG GCT GT -3′; Loricrin
forward 5′- TCA TAA GAA ACC CCG CTG AG -3′ and Loricrin reverse 5′- AAG GAA
GGA GAG CCT GGA AG -3′; Caspase-14 forward 5′- CAA ACA CAT GGG TCA CTT GC
-3′ and Caspase-14 reverse 5′- CAG AAC TGC TGA GCC TAC CC -3′; GAPDH forward
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5′- GGA GCG AGA TCC CTC CAA AAT -3′ and GAPDH reverse 5′- GGC TGT TGT CAT
ACT TCT CAT GG -3′. All results were normalized to internal control.

4.9. Statistical Analysis

All the experiments were repeated at least three times. The results are presented as
the mean ± standard deviation (SD). Results were evaluated using the Statistical Analysis
System (PRISM 5, Graph Pad). Analysis of variance (ANOVA) was used to identify
statistically significant differences among the groups, and a p-value of 0.05 or less was
considered statistically significant.

5. Conclusions

In conclusion, our current study showed that Adenocaulon himalaicum Edgew. extract
(AHE) effectively protects skin photoaging by preventing collagen degradation through
inhibiting MMP-1 via the MAPK/AP-1 signaling pathways. AHE significantly increased
the expression of skin hydration factors, such as filaggrin, involucrin, loricrin, and caspase-
14. Moreover, the newly identified neochlorogenic, as a component of AHE, ameliorated
UVB-induced collagen deposition and reinforced skin hydration. Like the AHE-regulating
mechanism, neochlorogenic acid modulated MAPK/AP-1 signaling molecules and skin
barrier proteins. Taken together, these results suggest that AHE and neochlorogenic acid
are well-qualified candidates for enhancing the conditions of photoaged skin.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/10
.3390/plants10081669/s1, Figure S1: 1H-NMR spectrum of neochlorogenic acid, Figure S2: 13C-NMR
spectrum of neochlorogenic acid. Figure S3. Effect of AHE on MMP-1 mRNA expression levels
in UVB-irradiated Hs68 fibroblasts, Figure S4. Effect of neochlorogenic acid on MMP-1 mRNA
expression levels in UVB-irradiated Hs68 fibroblasts.

Author Contributions: Conceptualization, Y.-K.S. and S.H.L.; methodology, H.J.K., H.S.A., D.S.J. and
C.N.; writing—original draft preparation, Y.-K.S. and H.S.A.; writing—review and editing, S.H.L. All
authors have read and agreed to the published version of the manuscript.

Funding: This work was supported by Korea Institute of Planning and Evaluation for Technology in
Food, Agriculture and Forestry (IPET) through Technology Commercialization Support Program,
funded by Ministry of Agriculture, Food and Rural Affairs (MAFRA) (821008-03).

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author.

Conflicts of Interest: The authors declare no conflict of interest. And COSMAX BIO had no role in
the design of the study; in the collection, analyses, or interpretation of data; in the writing of the
manuscript, or in the decision to publish the results.

References
1. Farage, M.A.; Miller, K.W.; Elsner, P.; Maibach, H.I. Intrinsic and extrinsic factors in skin ageing: A review. Int. J. Cosmet. Sci. 2008,

30, 87–95. [CrossRef]
2. Fisher, G.J.; Voorhees, J.J. Molecular mechanisms of photoaging and its prevention by retinoic acid: Ultraviolet irradiation induces

MAP kinase signal transduction cascades that induce Ap-1-regulated matrix metalloproteinases that degrade human skin in vivo.
J. Investig. Dermatol. Symp. Proc. 1998, 3, 61–68.

3. Biniek, K.; Levi, K.; Dauskardt, R.H. Solar UV radiation reduces the barrier function of human skin. Proc. Natl. Acad. Sci. USA
2012, 109, 17111–17116. [CrossRef] [PubMed]

4. Meguro, S.; Arai, Y.; Masukawa, K.; Uie, K.; Tokimitsu, I. Stratum corneum lipid abnormalities in UVB-irradiated skin. Photochem.
Photobiol. 1999, 69, 317–321. [CrossRef]

5. Yang, G.; Seok, J.K.; Kang, H.C.; Cho, Y.Y.; Lee, H.S.; Lee, J.Y. Skin Barrier Abnormalities and Immune Dysfunction in Atopic
Dermatitis. Int. J. Mol. Sci. 2020, 21, 2867. [CrossRef]

https://www.mdpi.com/article/10.3390/plants10081669/s1
https://www.mdpi.com/article/10.3390/plants10081669/s1
http://doi.org/10.1111/j.1468-2494.2007.00415.x
http://doi.org/10.1073/pnas.1206851109
http://www.ncbi.nlm.nih.gov/pubmed/23027968
http://doi.org/10.1562/0031-8655(1999)069&lt;0317:CAIUIS&gt;2.3.CO;2
http://doi.org/10.3390/ijms21082867


Plants 2021, 10, 1669 12 of 12

6. Hoste, E.; Kemperman, P.; Devos, M.; Denecker, G.; Kezic, S.; Yau, N.; Gilbert, B.; Lippens, S.; De Groote, P.; Roelandt, R.;
et al. Caspase-14 is required for filaggrin degradation to natural moisturizing factors in the skin. J. Invest. Dermatol. 2011, 131,
2233–2241. [CrossRef] [PubMed]

7. Myung, D.B.; Han, H.S.; Shin, J.S.; Park, J.Y.; Hwang, H.J.; Kim, H.J.; Ahn, H.S.; Lee, S.H.; Lee, K.T. Hydrangenol Isolated from
the Leaves of Hydrangea serrata Attenuates Wrinkle Formation and Repairs Skin Moisture in UVB-Irradiated Hairless Mice.
Nutrients 2019, 11, 2354. [CrossRef] [PubMed]

8. Kwon, H.C.; Lee, K.R. An acetylene and a monoterpene glycoside from Adenocaulon himalaicum. Planta Med. 2001, 67, 482–484.
[CrossRef]

9. Lee, Y.M.; Bae, J.H.; Jung, H.Y.; Kim, J.H.; Park, D.S. Antioxidant Activity in Water and Methanol Extracts from Korean Edible
Wild Plants. J. Korean Soc. Food. Sci. Nutr. 2011, 40, 29–36. [CrossRef]

10. Yun, J.H.; Lee, S.B.; Kang, K.; Lee, E.H.; Lee, H.J.; Jung, S.H.; Nho, C.W. Bifunctional chemopreventive effects of Adenocaulon
himalaicum through induction of detoxification enzymes and apoptosis. J. Med. Food. 2013, 16, 701–710. [CrossRef]

11. Kim, J.M.; Kim, S.Y.; Noh, E.M.; Song, H.K.; Lee, G.S.; Kwon, K.B.; Lee, Y.R. Reversine inhibits MMP-1 and MMP-3 expressions by
suppressing of ROS/MAPK/AP-1 activation in UV-stimulated human keratinocytes and dermal fibroblasts. Exp. Dermatol. 2018,
27, 298–301. [CrossRef]

12. Kurita, S.; Kashiwagi, T.; Ebisu, T.; Shimamura, T.; Ukeda, H. Identification of neochlorogenic acid as the predominant antioxidant
in Polygonum cuspidatum leaves. Ital. J. Food Sci. 2016, 28, 25–31.

13. Xu, H.; Yan, Y.; Li, L.; Peng, S.; Qu, T.; Wang, B. Ultraviolet B-induced apoptosis of human skin fibroblasts involves activation of
caspase-8 and -3 with increased expression of vimentin. Photodermatol. Photoimmunol. Photomed. 2010, 26, 198–204. [CrossRef]

14. Brennan, M.; Bhatti, H.; Nerusu, K.C.; Bhagavathula, N.; Kang, S.; Fisher, G.J.; Varani, J.; Voorhees, J.J. Matrix metalloproteinase-1
is the major collagenolytic enzyme responsible for collagen damage in UV-irradiated human skin. Photochem. Photobiol. 2003, 78,
43–48. [CrossRef]

15. Hwang, E.; Park, S.Y.; Lee, H.J.; Lee, T.Y.; Sun, Z.W.; Yi, T.H. Gallic acid regulates skin photoaging in UVB-exposed fibroblast and
hairless mice. Phytother. Res. 2014, 28, 1778–1788. [CrossRef] [PubMed]

16. Bosch, R.; Philips, N.; Suárez-Pérez, J.A.; Juarranz, A.; Devmurari, A.; Chalensouk-Khaosaat, J.; González, S. Mechanisms of
Photoaging and Cutaneous Photocarcinogenesis, and Photoprotective Strategies with Phytochemicals. Antioxidants 2015, 4,
248–268. [CrossRef]

17. Angel, P.; Szabowski, A.; Schorpp-Kistner, M. Function and regulation of AP-1 subunits in skin physiology and pathology.
Oncogene 2001, 20, 2413–2423. [CrossRef] [PubMed]

18. Rittié, L.; Fisher, G.J. UV-light-induced signal cascades and skin aging. Ageing Res. Rev. 2002, 1, 705–720. [CrossRef]
19. Agrawal, R.; Woodfolk, J.A. Skin barrier defects in atopic dermatitis. Curr. Allergy Asthma Rep. 2014, 14, 433. [CrossRef] [PubMed]
20. Im, A.R.; Yeon, S.H.; Lee, J.S.; Um, K.A.; Ahn, Y.J.; Chae, S. Protective effect of fermented Cyclopia intermedia against UVB-

induced damage in HaCaT human keratinocytes. BMC Complement. Altern. Med. 2016, 16, 261. [CrossRef] [PubMed]
21. Bernerd, F.; Asselineau, D. Successive alteration and recovery of epidermal differentiation and morphogenesis after specific

UVB-damages in skin reconstructed in vitro. Dev. Biol. 1997, 183, 123–138. [CrossRef]
22. Walia, A.; Gupta, A.K.; Sharma, V. Role of Bioactive Compounds in Human Health. Acta. Sci. Med. Sci. 2019, 3, 25–33.
23. Wang, X.; Zhang, Q.; Jia, Z. A new tricyclic-alpha, beta-unsaturate ketone and a new delta-hexano lactone glycoside from

Adenocaulon himalaicum. Nat. Prod. Res. 2007, 21, 161–166. [CrossRef] [PubMed]
24. Haiyuan, Y.U.; Shen, X.; Liu, D.; Hong, M.; Lu, Y. The protective effects of β-sitosterol and vermicularin from Thamnolia

vermicularis (Sw.) Ach. against skin aging in vitro. An. Acad. Bras. Cienc. 2019, 91, e20181088. [CrossRef]
25. Park, Y.M.; Park, S.N. Inhibitory Effect of Lupeol on MMPs Expression using Aged Fibroblast through Repeated UVA Irradiation.

Photochem. Photobiol. 2019, 95, 587–594. [CrossRef]
26. Nam, J.H.; Lee, D.U. Inhibitory effect of oleanolic acid from the rhizomes of Cyperus rotundus on transient receptor potential

vanilloid 1 channel. Planta Med. 2015, 81, 20–25. [CrossRef]
27. Gao, X.H.; Zhang, S.D.; Wang, L.T.; Yu, L.; Zhao, X.L.; Ni, H.Y.; Wang, Y.Q.; Wang, J.D.; Shan, C.H.; Fu, Y.J. Anti-Inflammatory

Effects of Neochlorogenic Acid Extract from Mulberry Leaf (Morus alba L.) Against LPS-Stimulated Inflammatory Response
through Mediating the AMPK/Nrf2 Signaling Pathway in A549 Cells. Molecules 2020, 25, 1385. [CrossRef]

28. Che, J.; Zhao, T.; Liu, W.; Chen, S.; Yang, G.; Li, X.; Liu, D. Neochlorogenic acid enhances the antitumor effects of pingyangmycin
via regulating TOP2A. Mol. Med. Rep. 2021, 23, 158. [CrossRef]

29. Petruk, G.; Del Giudice, R.; Rigano, M.M.; Monti, D.M. Antioxidants from Plants Protect against Skin Photoaging. Oxid. Med. Cell.
Longev. 2018, 2018, 1454936. [CrossRef]

30. Han, H.S.; Shin, J.S.; Myung, D.B.; Ahn, H.S.; Lee, S.H.; Kim, H.J.; Lee, K.T. Hydrangea serrata (Thunb.) Ser. Extract Attenuate
UVB-Induced Photoaging through MAPK/AP-1 Inactivation in Human Skin Fibroblasts and Hairless Mice. Nutrients 2019,
11, 533. [CrossRef]

http://doi.org/10.1038/jid.2011.153
http://www.ncbi.nlm.nih.gov/pubmed/21654840
http://doi.org/10.3390/nu11102354
http://www.ncbi.nlm.nih.gov/pubmed/31581754
http://doi.org/10.1055/s-2001-15806
http://doi.org/10.3746/jkfn.2011.40.1.029
http://doi.org/10.1089/jmf.2012.2625
http://doi.org/10.1111/exd.13494
http://doi.org/10.1111/j.1600-0781.2010.00522.x
http://doi.org/10.1562/0031-8655(2003)078&lt;0043:MMITMC&gt;2.0.CO;2
http://doi.org/10.1002/ptr.5198
http://www.ncbi.nlm.nih.gov/pubmed/25131997
http://doi.org/10.3390/antiox4020248
http://doi.org/10.1038/sj.onc.1204380
http://www.ncbi.nlm.nih.gov/pubmed/11402337
http://doi.org/10.1016/S1568-1637(02)00024-7
http://doi.org/10.1007/s11882-014-0433-9
http://www.ncbi.nlm.nih.gov/pubmed/24633617
http://doi.org/10.1186/s12906-016-1218-6
http://www.ncbi.nlm.nih.gov/pubmed/27473358
http://doi.org/10.1006/dbio.1996.8465
http://doi.org/10.1080/14786410601130000
http://www.ncbi.nlm.nih.gov/pubmed/17365704
http://doi.org/10.1590/0001-3765201920181088
http://doi.org/10.1111/php.13022
http://doi.org/10.1055/s-0034-1383304
http://doi.org/10.3390/molecules25061385
http://doi.org/10.3892/mmr.2020.11797
http://doi.org/10.1155/2018/1454936
http://doi.org/10.3390/nu11030533

	Introduction 
	Results 
	The Effects of AHE on Cell Proliferation, MMP-1 and Procollagen Type I Production in UVB-Irradiated Hs68 Fibroblasts 
	The Effects of AHE on MAPK and AP-1 Complex Signaling Pathways in UVB-Irradiated Hs68 Fibroblasts 
	The Effect of AHE on mRNA Expression of Filaggrin, Involucrin, Loricrin, and Caspase-14 in UVB-Irradiated HaCaT Keratinocytes 
	Determination of Neochlorogenic Acid as a Constituent of AHE 
	The Effects of Neochlorogenic Acid on Cell Proliferation, MMP-1 and Procollagen Type I Production in UVB-Irradiated Hs68 Fibroblasts 
	The Effects of Neochlorogenic Acid on MAPK and AP-1 Complex Signaling Pathways in UVB-Irradiated Hs68 Fibroblasts 
	The Effect of Neochlorogenic Acid on mRNA Expression of Filaggrin, Involucrin, Loricrin, and Caspase-14 in UVB-Irradiated HaCaT Keratinocytes 

	Discussion 
	Materials and Methods 
	Preparation of A. himalaicum Extract 
	Isolation and Characterization of Neochlorogenic Acid 
	High-Performance Liquid Chromatography Analysis 
	Cell Culture 
	Determination of Cell Viability 
	Measurement of MMP-1 and Procollagen Type I Production 
	Western Blot Analysis 
	Quantitative Real-Time Polymerase Chain Reaction (qRT-PCR) Analysis 
	Statistical Analysis 

	Conclusions 
	References

