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Abstract
BACKGROUND: The global prevalence of psoriasis, a chronic inflammatory skin disease, has substantially 
increased in the past decade. The increase activity of transforming growth factor β1 (TGF-β1)/nuclear factor 
kappa-light-chain-enhancer of activated B cells (NF-κB) pathway which cause inflammation is the major pathological 
mechanism in psoriasis. The current psoriasis treatment using chemical agents is hampered by the side effects 
when used long term, which underlines the need for alternative, low side effect anti-psoriatic agents. The extract 
of Physalis angulata L., also known as Ciplukan in Indonesia, contains physalins, compounds known for their anti-
inflammatory effects, but whose effect on psoriasis has not been studied.

AIM: This study aimed to investigate the effect of Ciplukan extract (CE) to TGF-β1/NF-κB pathway in psoriasis 
mouse models.

METHODS: This was experimental study with posttest-only control group design. The CE active ingredients 
were identified using liquid chromatography–tandem mass spectrometry (LC–MS/MS). Twenty-five female 
imiquimod (IMQ)-induced psoriasis-like dermatitis mice were allocated into five groups, with three groups 
receiving 7 days of 400, 800, and 1200 mg/kg bodyweight doses of CE, respectively, and two groups serving 
as control and IMQ groups. The NF-κB and TGF-β1 expressions were evaluated using Allred score based on 
immunohistochemistry (IHC) staining. Histopathology and clinical psoriasis manifestations were assessed 
using Baker’s from hematoxylin-eosin (HE) staining and Psoriasis Area and Severity Index (PASI) scores. The 
Kruskal–Wallis followed by Mann–Whitney tests was conducted for data analysis. p < 0.05 was considered to be 
statistically significant difference.

RESULTS: Based on LC–MS/MS test, physalins B, D, and F were active ingredients from CE in ethyl acetate 
solution. An improvement in psoriasis inflammation was observed in 400 and 800 mg/kg bodyweight doses of CE, 
but only the dosage of 800 mg/kg BW significantly decreased of Allred scores from NF-κB and TGF-β1 expressions; 
Baker’s and PASI scores compared to IMQ group (p < 0.05). The 1200 mg/kg bodyweight doses of CE associated 
with acute toxicity signs and mortality, meanwhile, dosage of 800 mg/kg BW showed the highest efficacy with lowest 
toxicity effect.

CONCLUSIONS: Ciplukan extract improved psoriasis manifestations through inhibition effect to TGF-β1/NF-κB 
pathway and the extract might be developed as an alternative anti-psoriasis agent.
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Introduction

Psoriasis is an immune-mediated chronic 
inflammatory disease characterized by erythematous 
plaque covered by silvery adherent scales [1] with 
epidermal hyperplasia due to augmentation of 
keratinocyte turn over and interaction of immune cells 
in dermis [2]. This condition may lead to decreased 
quality of life and psychosocial problems for the affected 
persons [1]. Psoriasis prevalence may differed based 
on geographic, genetic, and environmental factors, but 
approximately over 100 million people globally suffered 
from this disease [3]. At present, psoriasis is still a 
challenge for physicians because of increase of health-
care cost [4], unsatisfied, and low compliance from 

patients due to limited therapeutic options and long 
duration treatment [5]. These unmet outcomes from 
psoriasis treatment may be caused by the complex 
pathogenesis that not fully understood, so further 
investigations are needed.

In psoriasis, there is a complex communications 
between keratinocyte, dendritic cells, other immune 
cells, and pro-inflammatory cytokines through multi-
cell signaling pathways. Two important cell signaling 
in psoriasis are the transforming growth factor beta 
1 (TGF-β1) and nuclear factor kappa B (NF-κB). 
Both TGF-β1 and NF-κB are principal regulators in 
epidermal homeostasis, inflammatory responses, and 
carcinogenesis [6]. Although the role of TGF-β1 in 
psoriasis has been only inconclusively related to the 
inhibition and induction of keratinocytes proliferation [7], 
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other studies showed TGF-β1 liable to increase 
keratinocyte hyperproliferation in psoriatic mice model 
through Smad3-dependent mechanism [8], [9]. The TGF-
β1 and NF-κB may form a pathway that initiated by TGF-
β1 activation that causes NF-κB and its downstream 
stimulation to start inflammation. The canonical TGF-β 
signaling pathway, activation of TGF-β1, started with 
its bindings to receptor subunit transforming growth 
factor beta II (TβRII) that sequentially will activate TβRI 
followed by the activation of TGF-β-activated kinase 1 
(TAK1) directly. The stimulated TAK1 will phosphorylate 
the inhibitor-kappa B kinase (IKK) complex that leads 
to phosphorylated, ubiquitinylated, and degraded of 
the inhibitor-κβα (Iκβ) by proteasome. When Iκβ is 
degraded, its binding to NF-κB in the cytoplasm will be 
disconnected so that NF-κB will be free to move from 
the cytoplasm to enter the nucleus. The NF-κB that 
successfully entered the cell nucleus will bind to DNA, 
meanwhile IκK phosphorylation of the RELA (p65) 
subunit is necessary to target genes transactivation 
[10]. Meanwhile, the activated NF-κB may induce 
keratinocytes to produce pro-inflammatory cytokines, 
and of LL-37, which maturates dendritic cells to release 
IL-23 [11], [12]. IL-23 together with TGF-β1 and IL-6 
induce differentiation of Th0–Th17  cells that produce 
inflammatory cytokines IL-17 and IL-22 [12], [13]. IL-17 
attracts neutrophils from vascular into epidermal space, 
while IL-22 induces anti-apoptotic Bcl expression [14], 
[15]. So that it can be proved that TGF-β1/NF-κB pathway 
has a major role in initiating psoriasis pathogenesis that 
related to the psoriatic skin manifestations.

Oral methotrexate (MTX) is still the most 
commonly used treatment worldwide because of its 
affordability, effectiveness, and safety profile, but 
long-term use of MTX may induce liver, kidney, and 
hematology disorders. Furthermore, the use of MTX 
is contraindicated for pregnant and breastfeeding 
women [16]. Other therapeutic agents for psoriasis 
are narrowband ultraviolet B [17] and certain biologic 
agents [18]. However, these agents are not widely 
available and are relatively expensive, necessitating 
the development of new, safer, and more affordable 
anti-psoriasis agents with anti-inflammatory and pro-
apoptotic effects.

Ciplukan (Physalis angulata L.), a member 
of the Solanaceae family, is an Indonesian wild plant 
that has been used as a traditional medicine for years. 
The previous study has shown that CE has physalins 
as major active ingredients of this extract [19]. Other 
studies have been conducted to investigate the effect 
anti-inflammatory of physalins B, D, and F on the 
inhibition of NF-κB [20], [21],  [22],  [23]. Physalin  D 
from traditional China plant Physalis alkekengi L. 
showed decrease of TGF-β1 through Smad2/3 
phosphorylation inhibition in male C57BL/6J wild-
type mice [24]. However, no studies have been 
conducted to evaluate physalins from CE as potential 
alternative anti-psoriatic agents. This study aimed to 
investigate the suitability of CE to be developed as 

an anti-psoriasis treatment through TGF-β1/NF-κB 
pathway inhibition in psoriasis-like dermatitis in 
mouse models.

Methods

Study design

This is an experimental study with posttest-
only control group design using BALB/c (Mus musculus) 
mice as psoriasis animal models.

Animal experiment and sample selection

Twenty-five of female BALB/c mice aged 
8–11 weeks and weight of 20–25 g were used in this 
experiment. Mice with over than 20% of ranged weight, 
abnormal behavior, and skin anatomy were excluded 
based on veterinarian recommendations. The mice 
distributed in five groups using simple random sampling 
with five animals per group as recommended by the 
WHO [25]. All mice were acclimatized for 7  days in 
animal house of Medical Faculty, Universitas Jenderal 
Soedirman. After acclimatization period, all mice were 
have their back shaved for 2 × 2 cm2 as treatment site 
using electric shaver, meanwhile, the remaining hair 
was eliminated with hair removal cream (Veet®, Reckitt 
Benckiser, Cedex, France) [26].

Each mice in the control group (A) have 
smeared of 62.5 mg of Noroid cream (SOHO Global 
Health, Jakarta, Indonesia) in the treatment site for 
7 consecutive days. Meanwhile, the treatment site 
of mice in the positive control (B) and experimental 
groups (C–E) was smeared with 62,5  mg of Aldara 
cream (5% IMQ, 3M, Pharmaceutical, UK) daily for 
1 week to induce psoriasis-like skin inflammation [27]. 
At the 8th day, mice in Groups A and B were sacrificed 
using cervical dislocation method followed by back 
skin harvesting to have pathology tests. Whereas, 
Groups  C–E have additional 7 consecutive days 
of 62.5  mg of Aldara cream and orally CE of 400, 
800, and 1200 mg/kg BW. In the 15th day, all mice in 
experiment groups were terminated with the same 
procedure as Groups A–B previously. The features of 
skin inflammation and health condition of all mice were 
evaluated everyday.

Preparation and compound identification 
of Ciplukan extract

Fresh of all parts from Ciplukan was collected 
from Mersi, East Purwokerto, Central Java, Indonesia, 
in January–June 2020. The plant materials were air-
dried and powdered using grinder. The specimens were 
then preserved in the Department of Pharmacology, 
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Faculty of Medicine, Universitas Jenderal Soedirman, 
Indonesia. In this study, we used three different polarity 
solvents that are 90% ethanol, n-hexane, and ethyl 
acetate. The procedure of solvent extraction was at 
room temperature as follows: The powdered was 
macerated in 90% ethanol for 72 h. After filtration, the 
residue was macerated using n-hexane for 3  days. 
The residue from n-hexane filtration further macerated 
in ethyl acetate for 3 days duration. These extraction 
procedures were a modified from the previous 
studies  [28], [29]. The extract from each solvent was 
dried using rotary evaporator, and the residue was sent 
to the laboratory to have liquid chromatography–tandem 
mass spectrometry (LC–MS/MS) (Waters, Milford, MA, 
USA) test in Indonesian Institute of Science, Serpong, 
Banten, Indonesia.

Measurement of NF-κβ and TGF-β1 
expressions

The immunohistochemistry (IHC) method 
was used to identify NF-κβ and TGF-β1, expressions 
through the following procedure. The paraffin block of 
skin tissue was cut into 4 mm sections on a poly-L-lysine 
slide and incubated at 37°C for 24 h. The slides were 
then immunostained with primary antibodies against 
NF-κβ p65 Rabbit pAb-polyclonal antibodies from 
ABclonal (Massachusetts, USA), and TGF-β1  (3C11) 
Santa Cruz Biotechnology Inc. (Dallas, USA), and 
incubated at 4°C for a further 18  h. The further 
procedures were completed according to the standard 
protocol (MP-7601; IHC Guide, Vector Laboratories). 
The bright-field images were captured using Optilab 
lens and microscope. The Allred score [30] was used to 
quantify the TGF-β1 and NF-κβ expressions.

Measurement of Baker’s score of psoriasis 
pathology

The harvested skin was fixed in a 10% 
buffered formalin solution and suspended in paraffin. 
Multiple 5  mm sections of paraffin block were then 
taken by a microtome. The deparaffinization was done 
using a sequential xylene wash, and serial baths in 
ethanol were used to rehydrate skin tissue sections. 

The HE staining was performed following standard 
protocol from Anatomical Pathology Laboratory, 
Faculty of Medicine, Universitas Negeri Sebelas 
Maret, Surakarta, Indonesia. The slides were then 
observed under a light microscope (Olympus, Tokyo, 
Japan) to rated Baker’s score (Table 1) by two certified 
pathologists [31].

Measurement of skin inflammation severity 
score

The inflammation on the treatment site 
induced by IMQ was marked by erythema, scaling, 
and thickness, and was evaluated according to the 
modified PASI score for mice [26]. The scoring process 
was conducted by two certified dermatologists, with the 
scores for each inflammation sign defined and ranged 
from 0 to 12 as described previous study [26].

Ethics approval

This study design, including all experimental 
procedures, has been reviewed and approved by the 
Health Research Ethic Committee, Faculty of Medicine, 
Universitas Jenderal Soedirman with reference number: 
205/KEPK/IX/2020.

Statistical analysis

The PASI, Baker, and Allred scores were 
described as mean and standard deviation (SD). 
The difference of the scores between the control and 
treatment groups was tested using the Kruskal–Wallis 
test. The Mann–Whitney U-test was conducted post hoc. 
The significance level was set at 0.05, such that p < 0.05 
was considered to be statistically significant difference.

Results

CE active ingredients identification

The result from LC–MS/MS test (Waters, 
Milford, MA, USA) showed Ciplukan extract in 
ethyl acetate expressed three kinds of physalins 
that are physalin B (PubChem: 5-hydroxy-
2 ,9 ,26 - t r ime thy l -3 ,19 ,23 ,28 - te t raoxaoc tacy
clo[16.9.1.118,27.01,5.02,24.08,17.09,14.021,26]
nonacosa -11 ,14 -d iene -4 ,10 ,22 ,29 - te t rone ) , 
physalin D (Pubchem:5,14,15-trihydroxy-
2 ,9 ,26 - t r ime thy l -3 ,19 ,23 ,28 - te t raoxaoc tacy
clo[16.9.1.118,27.01,5.02,24.08,17.09,14.021,26]
nonacos-11-ene-4,10,22,29-tetrone, and physalin F 
(PubChem: 5beta,6beta-epoxy-5,6-dihydrophysalin B). 
Only Ciplukan extract in ethyl acetate was used further 
in this study because it has three physalins whereas the 

Table  1: Baker’s score to measure psoriasis pathological 
features [31]
Items Score
Keratin

Munro abscess 2.0
Hyperkeratosis 0.5
Parakeratosis 1.0

Epidermis
Thinning above papillae 0.5
Lengthening and clubbing of rete ridges 1.5
Acanthosis 0.5
Lack of granular layer 1.0

Dermis
Lymphocytic infiltrate

Mild 0.5
Moderate 1.0
Marked 2.0
Papillary congestion 0.5

https://oamjms.eu/index.php/mjms/index
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other solvent extracts showed two physalins. Ciplukan 
extract in ethyl acetate was diluted in sterile water to 
produce 400, 800, and 1200 mg/kg BW.

Signs of acute toxicity

Signs of acute toxicity were observed in the 
group treated with 1200 mg/kg BW. These three mice 
showed inactive behavior, ruffled fur, and a decrease of 
body weight over than 20% followed by death beginning 
on the 4th  day of treatment. Dissection revealed the 
internal organs to be swollen and discolored (data not 
shown). Death mice were replaced by the same condition 
of mice until research requirement was fulfilled.

The mean Allred, Baker’s, and PASI scores 
between groups

This study results demonstrate CE’s gave 
refinement effects as represented by the improvement 
in Allred scores for NF-κβ and TGF-β1 expressions, 
and the scores of Baker and PASI among the treatment 
groups displayed in Table 2.

Table 2: Measures of Allred, Baker’s, and PASI scores from all 
groups
Groups Parameters

Means ± SD of Allred scores 
for expression of

Means ± SD of 
Baker’s score

Means ± SD of 
PASI score

TGF‑β1 NF‑κB
Control 0.00 ± 0.00 3.20 ± 1.30 0.70 ± 0.67 0.00 ± 0.00†

IMQ 4.00 ± 0.00 6.40 ± 0.89 5.20 ± 1.79 8.80 ± 1.64†

CE 400* 3.40 ± 1.34 5.00 ± 2.35 4.80 ± 1.58 0.80 ± 0.45††

CE 800* 1.40 ± 1.34 4.00 ± 1.00 3.30 ± 1.60 0.20 ± 0.45††

CE 1200* 4.00 ± 0.71 5.60 ± 0.55 1.30 ± 0.27 0.60 ± 0.55††

*mg/kg BW; †measured at day 7; ††measured at day 14.

NF-κβ and TGF-β1 expressions analysis 
using IHC staining

Table  2 shows the comparisons of NF-κβ 
and TGF-β1 expressions based on Allred scores 
among groups. Findings from this study indicated 
that the administration of 400 and CE 800 mg/kg BW 
doses corresponded to reduced NF-κβ and TGF-β1 
expressions, although only CE 800  mg/kg BW dose 
showed the significantly decreased (p < 0.05) of 
NF-κβ and TGF-β1 Allred scores compared to IMQ 
group (Figure  1). Meanwhile, CE 1200  mg/kg BW 
appeared to have NF-κβ and TGF-β1 Allred scores that 
similar to IMQ group where severe psoriasis features 
were manifested. The IHC staining also showed low 
nucleocytoplasmic NF-κβ and TGF-β1 expressions in 
all epidermal and dermal layers except in IMQ and CE 
1200 mg/kg BW groups (Figure 2).

Histopathological analysis using HE 
staining

From Table  1, the application of IMQ to 
the treatment site caused remarkable psoriatic 

histopathologic changes as indicated by the highest 
mean Baker’s score. Classic histopathological psoriasis 
such as Munro microabscess, epidermal hyperplasia, 
acanthosis, parakeratosis, diminished suprapapillary, 
dilated capillaries, and lymphocyte infiltration was 
also clearly observed in the IMQ group (Figure 2). The 
administration of CE correlated with an improvement 
in histopathological psoriasis features, with the 
1200 mg/kg BW treatment group displaying the greatest 
changes, comparable to the histological features of the 
control group (Table 1 and Figure 3).

The clinical changes of psoriasis-like 
dermatitis in mouse models

IMQ exposure for 7 days on the treatment site 
successfully induced skin lesions mimicking the peak of 
psoriasis-like dermatitis mice that were erythematous, 
thick, and scaly. On the 7th day of IMQ application, the 

Figure  1: The Kruskal–Wallis test showed significant differences 
in the means ± SD of Allred scores from TGF-β1 (a) and NF-κB 
(b)  expressions among the groups. The Mann–Whitney U-test 
showed significant differences of these protein expression between 
IMQ group compared to the control group (*). Only CE 800 mg/kg BW 
improved all expressions that similar to the control group and had 
significant differences compared to the IMQ group (**). Compared to 
other doses of CE, the CE 1200 mg/kg BW exhibited higher TGF-β1 
and NF-κB expressions that similar to the IMQ group and significantly 
differed to CE 800  mg/kg BW (***). The significant differences 
between parameters were achieved at p < 0.05

b

a
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mean PASI score was substantially increased in all 
treatment groups and significantly differed (p < 0.05) from 

that of the control group (Table 1 and Figure 4a). The 
administration of IMQ and CE in the next 7 consecutive 

Figure 2: The IHC and HE staining from psoriasis mouse model skin. The groups of CE dose 800 mg/kg BW showed significant improvement 
of TGF-β1 and NF-κB expressions; only CE dose 1200 mg/kg BW represented refinement in histopathological features similar to that of the 
control group although this group expressed TGF-β1 and NF-κB almost the same to the IMQ group. * = mg/kg BW

https://oamjms.eu/index.php/mjms/index
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days to the treatment groups showed to reduce the PASI 
scores marked by diminished of erythematous, thick, 

and scaly skin, and the CE 800  mg/kg BW treatment 
group appeared to show the lowest PASI scores (Table 1 
and Figure 4b). The differences in the clinical features of 
psoriasis between groups before termination are shown 
in Figure  5. The IMQ group associated with severe 
psoriasis manifestations; meanwhile, CE 800mg/kg BW 
dose revealed amelioration these manifestations clearly 
(Figure 5).

Discussion

This study aimed to assess the efficacy of CE 
to be developed as an anti-psoriasis agent, indicated 
by TGF-β1/NF-κβ pathway inhibition in psoriasis-like 
dermatitis in mouse models. Findings from this study 
were consistent with previous findings in that the 
application of IMQ successfully induced both clinical and 
pathologic manifestations of severe psoriasis. Psoriasis 
features from IMQ-induced GILZ-Tg mice  [32] and 
keratin 5 promoter (K5. TGF-βWT) that treated with SIS3 
or DMSO showed cutaneous TGF-β1 increment  [9]. 
Earlier studies have been shown that IMQ may cause 
psoriasis-like features in mice through toll-like receptor 
7 (TLR7) activation that leads to increase NF-κβ 
expression [33]. In this study, we can prove that IMQ 
application to mice may activate TGF-β1/NF-κβ pathway 
that is related to severe psoriasis manifestations. Our 
study results also indicated that the administration of CE 
showed to improve psoriasis, based on indicators such 
as the decreased of TGF-β1 and NF-κβ expressions 
that may show TGF-β1/NF-κβ pathway inhibition, 
as well as improvement in Baker and PASI scores. 
However, the administration of CE in a 1200 mg/kg BW 
dosage appeared to induce acute toxicity.

Previously, the role of TGF-β1 in psoriasis 
has been only inconclusively related to the inhibition 
and induction of keratinocytes proliferation. This 
study confirms findings from a previous study, in 
which TGF-β1 expression was linked to psoriasis 
inflammation [34]. Although evidence of the effect of 
physalins on TGF-β1 is still limited, an earlier study 
showed that physalin D from Physalis alkekengi L. may 
inhibit Smad2/3 phosphorylation, which leads to the 
reduction of TGF-β1 activation in male C57BL/6J wild-
type mice [24]. This may explain the apparent ability of 
CE to reduce TGF-β1 expression in our study as seen 
from IHC staining and Allred scores, as CE contains 
physalin D as one of the active ingredients.

Findings further showed that CE is effective in 
improving inflammation conditions in psoriasis mouse 
models. This may relate to the role of physalins B, D, 
and F as the active ingredients of CE. A previous study 
showed that physalins stabilize IκBα, maintaining the 
binding of NF-κB to IκBα in the cytoplasm [20]. Physalin 
D has been shown to effectively reduce NF-κB receptor 

Figure  4: Psoriasis clinical manifestations. The Kruskal–Wallis 
test demonstrated significant different in the means of PASI 
score between the groups. A  7-day IMQ applications significantly 
increase PASI score of treatment groups (B-E) compared to A group 
(a; Mann–Whitney U-test; *). All doses of CE exhibited significant 
decrease of PASI score compared to the IMQ group, but CE 
800 mg/kg BW showed the lowest score compared to other doses 
(b; Mann–Whitney U-test; **). The significant differences were 
determined at p < 0.05

b

a

Figure 3: The effects of CE on histopathological features assumed 
from Baker’s score. The IMQ, CE 400, and CE 800  mg/kg BW 
groups showed significantly higher Baker’s scores compared to 
the control group (Mann–Whitney U-test; *). The Baker’s score 
of CE 1200 mg/kg BW significantly decreased compared to IMQ 
(**), 800  mg/kg BW groups (***) and demonstrated similarity to 
the control group. The significant differences were at the level of 
p < 0.05
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activation, leading to the inhibition of osteoclast genesis 
and bone loss in rats [22]. Wu et al. (2012) showed 
physalin F reduced NF-κB activation based on dose and 
time period exposure in renal cancer cell [23]. Physalins 
have been proven to hindered IκBα degradation 
that followed by impeded NF-κB translocation from 
cytoplasm into nucleus [20]. Physalins B, D, and F as 
active ingredients from CE in this study have the same 
mechanism as the previous studies report that resulted 
with decreased of NF-κB expression. Furthermore, 
the decreased of TGF-β1 may correlate to inhibit 
NF-κB activation by inactivation of TAK1, IKK complex 
phosphorylation, and Iκβ degradation. Our study clearly 
showed that CE ameliorated psoriasis-like dermatitis in 
mouse models by inhibiting TGF-β1/NF-κB pathway.

Although other studies have reported that the 
effectivity of physalins is dose and time dependent, our 
study demonstrated that CE at a dosage of 800 mg/kg BW 
was the most effective in improving psoriasis parameters, 
compared to other doses. This study also revealed 
that despite significant improvement in the psoriasis 
manifestations of CE-treated groups, toxicity signs 
were observed at the highest dose (1200 mg/kg BW). 
These signs included inactive behavior, ruffled fur, body 
weight loss, and visibly abnormal internal organs. It 
is likely that 1200 mg/kg BW is a lethal dose (LD50) of 
CE for the animal model in our study. Similar findings 
regarding acute toxicity of Physalis peruviana L. extract 
at higher doses have also occurred in guinea pigs, with 
800  mg/kg BW shown to be the lethal dose [35]. In 
our study, a CE dosage of 1200 mg/kg BW resulted in 
higher expressions of NF-κB and TGF-β1 that similar 
to IMQ group, but lower Baker and PASI scores. It 
can be assumed that there was a severe inflammation 
that may induce signaling pathways that involved in 
apoptosis program as stated by the previous study [36]. 
This apoptosis process may relate to pro-inflammatory 
cells death so that HE staining from CE 1200 mg/kg BW 
showed remarkable reduced psoriasis changes.

This study is the first to determine that CE 
from Purwokerto, Central Java, Indonesia, contains 
physalins B, D, and F as active ingredients and to 
demonstrate that CE from whole plant parts may improve 
psoriasis manifestations in animal models by relieving 
inflammation. The limitation of this study is different time 
of animal termination, namely, that individuals in the 
control and IMQ groups were terminated on the 8th day, 
while members of the other groups were terminated 
on the 15th day. This time difference may influence the 
measured parameters at the end of study. In addition, 
we did not further investigate the cause of death in mice 
that were not terminated, so we are unable to determine 
the factors that may have been associated with their 
mortality.

Conclusions

This study has demonstrated that the 
administration of CE improves psoriasis-like dermatitis 
in mice through inhibition of TGF-β1/NF-κβ pathway, 
which results in reduced Baker’s and PASI scores. 
Based on these findings, we conclude that CE at a 
dosage of 800 mg/kg BW exerts the optimum psoriasis 
mouse models refinement without any sign of toxicity, 
and suggest that CE in dosages <1200 mg/kg BW (and 
its adjustment dose) be examined in further clinical 
study as an anti-psoriasis treatment.

References

1.	 Parisi R, Symmons DP, Griffiths CE, Ashcroft DM. Global 
epidemiology of psoriasis: A systematic review of incidence and 

Figure 5: Psoriatic skin lesions were improved by CE with dose of 800 mg/kg BW that gives similar improvement to the control group. *mg/kg BW

https://oamjms.eu/index.php/mjms/index


� Sylviningrum et al. Ciplukan Extract Inhibit TGF-β1/NF-κB Pathway

Open Access Maced J Med Sci. 2022 May 21; 10(A):938-946.� 945

prevalence. J Invest Dermatol. 2013;133(2):377-85. https://doi.
org/10.1038/jid.2012.339

	 PMid:23014338
2.	 Mahil SK, Capon F, Barker JN. Update on psoriasis 

immunopathogenesis and targeted immunotherapy. Semin 
Immunopathol. 2016;38(1):11-27. https://doi.org/10.1007/
s00281-015-0539-8

	 PMid:26573299
3.	 World Health Organization. Global Report on Psoriasis. 

Vol. 978. 1st ed. Switzerland: World Health Organization; 2016.
4.	 Thomsen SF, Skov L, Dodge R, Hedegaard MS, Kjellberg J. 

Socioeconomic costs and health inequalities from psoriasis: 
A  cohort study. Dermatology. 2019;235(5):372-9. https://doi.
org/10.1159/000499924

	 PMid:31238322
5.	 Belinchón I, Rivera R, Blanch C, Comellas M, Lizán L. 

Adherence, satisfaction and preferences for treatment in patients 
with psoriasis in the European union: A systematic review of the 
literature. Patient Prefer Adherence. 2016;10:2357-67. https://
doi.org/10.2147/PPA.S117006

	 PMid:27895471
6.	 Hogan KA, Ravindran A, Podolsky MA, Glick AB. The TGF-β1 

pathway is required for NFκB dependent gene expression in 
mouse keratinocytes. Cytokine. 2013;64:652-9. https://doi.
org/10.1016/j.cyto.2013.09.004

	 PMid:24075100
7.	 El-Hadidi HH, Hassan AS, El-Hanafy G, Amr KS, 

Abdelmesih SF, Abdelhamid MF. Transforming growth factor-β1 
gene polymorphism in psoriasis vulgaris. Clin Cosmet Investig 
Dermatol. 2018;11:415-9. https://doi.org/10.2147/CCID.S171403

	 PMid:30174452
8.	 Mohammed J, Gunderson AJ, Khong HH, Koubek RD, 

Udey MC, Glick AB. TGF-β1 overexpression by keratinocytes 
alters skin dendritic cell homeostasis and enhances contact 
hypersensitivity. J Invest Dermatol. 2013;133(1):135-43. https://
doi.org/10.1038/jid.2012.241

	 PMid:22832490
9.	 Zhang Y, Meng XM, Huang XR, Wang XJ, Yang L, Lan  HY. 

Transforming growth factor-β1 mediates psoriasis-like 
lesions via a Smad3-dependent mechanism in mice. Clin 
Exp Pharmacol Physiol. 2014;41(11):921-32. https://doi.
org/10.1111/1440-1681.12294

	 PMid:25132073
10.	 Freudlsperger C, Bian Y, Contag Wise S, Burnett J, Coupar J, 

Yang X, et al. TGF-β and NF-κB signal pathway cross-talk 
is mediated through TAK1 and SMAD7 in a subset of head 
and neck cancers. Oncogene 2013;32:1549-59. https://doi.
org/10.1038/onc.2012.171

11.	 Benfield CT, Mansur DS, McCoy LE, Ferguson BJ, Bahar MW, 
Oldring AP, et al. Mapping the IκB kinase β (IKKβ)-binding 
interface of the B14 protein, a vaccinia virus inhibitor of 
IKKβ-mediated activation of nuclear factor κB. J  Biol Chem. 
2011;286(23):20727-35. https://doi.org/10.1074/jbc.M111.231381

	 PMid:21474453
12.	 Ogawa E, Sato Y, Minagawa A, Okuyama R. Pathogenesis 

of psoriasis and development of treatment. J  Dermatol. 
2018;45(3):264-72. https://doi.org/10.1111/1346-8138.14139

	 PMid:29226422
13.	 Girolomoni G, Strohal R, Puig L, Bachelez H, Barker J, 

Boehncke WH, et al. The role of IL-23 and the IL-23/TH17 
immune axis in the pathogenesis and treatment of psoriasis. 
J  Eur Acad Dermatol Venereol. 2017;31(10):1616-26. https://
doi.org/10.1111/jdv.14433

	 PMid:28653490
14.	 Katayama H. Development of psoriasis by continuous 

neutrophil infiltration into the epidermis. Exp Dermatol. 
2018;27(10):1084-91. https://doi.org/10.1111/exd.13746

	 PMid:30019426
15.	 Wang B, Han D, Li F, Hou W, Wang L, Meng L, et al. Elevated 

IL-22 in psoriasis plays an anti-apoptotic role in keratinocytes 
through mediating Bcl-xL/Bax. Apoptosis. 2020;25(9):663. 
https://doi.org/10.1007/S10495-020-01623-3

	 PMid:32632545
16.	 Yélamos O, Puig L. Systemic methotrexate for the treatment of 

psoriasis. Expert Rev Clin Immunol. 2015;11(5):553-63. https://
doi.org/10.1586/1744666X.2015.1026894

	 PMid:25779551
17.	 Fernández-Guarino M, Aboín-González S, Velázquez D, 

Barchino L, Cano N, Lázaro P. Phototherapy with narrow-
band UVB in adult guttate psoriasis: Results and patient 
assessment. Dermatology. 2017;232(5):626-32. https://doi.
org/10.1159/000448918

	 PMid:27883996
18.	 Boehncke WH, Schön MP. Psoriasis. Lancet. 2015;386(9997):983-

94. https://doi.org/10.1016/S0140-6736(14)61909-7
	 PMid:26025581
19.	 Fan JJ, Liu X, Zheng XL, Zhao HY, Xia H, Sun Y. A  novel 

cytotoxic physalin from physalis angulata. Nat Prod Commun. 
2017;12:1589-91. https://doi.org/10.1177/1934578x1701201016

20.	 Ozawa M, Morita M, Hirai G, Tamura S, Kawai M, Tsuchiya A, 
et al. Contribution of cage-shaped structure of physalins to their 
mode of action in inhibition of NF-κB activation. ACS Med Chem 
Lett. 2013;4(8):730-5. https://doi.org/10.1021/ml400144e

	 PMid:24900739
21.	 Yang Y, Yi L, Wang Q, Xie B, Sha C, Dong Y. Physalin B 

suppresses inflammatory response to lipopolysaccharide 
in RAW264.7  cells by inhibiting NF-κB signaling. J  Chem. 
2018;2018:7943140. https://doi.org/10.1155/2018/7943140

22.	 Ding N, Lu Y, Cui H, Ma Q, Qiu D, Wei X, et al. Physalin D 
inhibits RANKL-induced osteoclastogenesis and bone loss 
via regulating calcium signaling. BMB Rep. 2020;53(3):154-9. 
https://doi.org/10.5483/BMBREP.2020.53.3.147

	 PMid:31964464
23.	 Wu SY, Leu YL, Chang YL, Wu TS, Kuo PC, Liao YR, et al. 

Physalin F induces cell apoptosis in human renal carcinoma 
cells by targeting NF-kappaB and generating reactive oxygen 
species. PLoS One. 2012;7(7):40727. https://doi.org/10.1371/
journal.pone.0040727

	 PMid:22815798
24.	 Xiang D, Zou J, Zhu X, Chen X, Luo J, Kong L, et al. Physalin D 

attenuates hepatic stellate cell activation and liver fibrosis by 
blocking TGF-β/Smad and YAP signaling. Phytomedicine. 
2020;78:153294. https://doi.org/https://doi.org/10.1016/j.
phymed.2020.153294

	 PMid:32771890
25.	 World Health Organization. Research Guidelines for Evaluating 

the Safety and Efficacy of Herbal Medicines. 1st  ed. Manila: 
World Health Organization; 1993.

26.	 Luo DQ, Wu HH, Zhao YK, Liu JH, Wang F. Original 
research: Different imiquimod creams resulting in differential 
effects for imiquimod-induced psoriatic mouse models. Exp 
Biol Med (Maywood). 2016;241(16):1733-8. https://doi.
org/10.1177/1535370216647183

	 PMid:27190266
27.	 Van der Fits L, Mourits S, Voerman JS, Kant M, Boon L, 

Laman JD, et al. Imiquimod-induced psoriasis-like skin inflammation 
in mice is mediated via the IL-23/IL-17 axis. J  Immunol. 
2009;182(9):5836-45. https://doi.org/10.4049/jimmunol.0802999

	 PMid:19380832



A - Basic Sciences � Pharmacolgy

946� https://oamjms.eu/index.php/mjms/index

28.	 Pratiwi L, Fudholi A, Martien R, Pramono S. Ethanol extract, 
ethyl acetate extract, ethyl acetate fraction, and n-heksan 
fraction mangosteen peels (Garcinia mangostana L.) as source 
of bioactive substance free-radical scavengers. JPSCR J 
Pharm Sci Clin Res. 2016;1:71. https://doi.org/10.20961/jpscr.
v1i2.1936

29.	 Zhang QW, Lin LG, Ye WC. Techniques for extraction and 
isolation of natural products: A comprehensive review. Chinese 
Med. 2018;13:20. https://doi.org/10.1186/s13020-018-0177-x

	 PMid:29692864
30.	 Chand P, Garg A, Singla V, Rani N. Evaluation of 

immunohistochemical profile of breast cancer for prognostics 
and therapeutic use. Niger J Surg. 2018;24(2):100-6. https://
doi.org/10.4103/njs.NJS_2_18

	 PMid:30283220
31.	 Baker BS, Brent L, Valdimarsson H, Powles AV, Al-Imara L, 

Walker M, et al. Is epidermal cell proliferation in psoriatic skin grafts 
on nude mice driven by T-cell derived cytokines? Br J Dermatol. 
1992;126(2):105-10. https://doi.org/10.1111/j.1365-2133.1992.
tb07805.x

	 PMid:1536776
32.	 Carceller E, Ballegeer M, Deckers J, Riccardi C, Bruscoli S, 

Hochepied T, et al. Overexpression of glucocorticoid-induced 

leucine zipper (GILZ) increases susceptibility to imiquimod-
induced psoriasis and involves cutaneous activation of TGF-β1. 
Sci Rep. 2016;6:38825. https://doi.org/10.1038/srep38825

	 PMid:27934944
33.	 Li ZJ, Sohn KC, Choi DK, Shi G, Hong D, Lee HE, et al. Roles 

of TLR7 in activation of NF-κB signaling of keratinocytes 
by imiquimod. PLoS One. 2013;8(10):77159. https://doi.
org/10.1371/journal.pone.0077159

	 PMid:24146965
34.	 Adbullah TH, Latif II, Ibrahim KH. Role of tumor necrosis factor 

alpha and transforming growth factor beta as predictive marker 
for psoriasis patients. Diyala J Med. 2020;19:1-7. https://doi.
org/10.26505/djm.19015031015

35.	 Kasali FM, Kadima JN, Mpiana PT, Ngbolua KN, 
Tshibangu DST. Assessment of antidiabetic activity and acute 
toxicity of leaf extracts from Physalis peruviana L. in Guinea-
pig. Asian Pac J Trop Biomed. 2013;3(11):841-6. https://doi.
org/10.1016/S2221-1691(13)60166-5

36.	 Yang Y, Jiang G, Zhang P, Fan J. Programmed cell death and 
its role in inflammation. Mil Med Res. 2015;2:1-12. https://doi.
org/10.1186/s40779-015-0039-0

	 PMid:26045969

https://oamjms.eu/index.php/mjms/index

