KiBAREETE A34W A1E(20199 19) ISSN 1229—1765(Print), ISSN 2288—7199(0Online)
Kor, J. Herbol, 2019 ; 34(1) : 51-57 http: //dx.doi.org/10.6116/kjh.2019.34.1.51.

o

1 fgista ghojuefst Exstud, 2 @ Y3ty HASTFZETAlE

Anti—inflammatory Effect of Nypa fruticans Wurmb, on tumor necrosis factor
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ABSTRACT

Objectives . Nypa fruticans Wurmb, (NF) have been used as a traditional medicine to treat inflammatory diseases
in East—South Asia, However, it is largely undiscovered whether NF water extract could exhibit anti—inflammatory
activities against tumor necrosis factor—a (TNF—a)—induced inflammatory responses on human keratinocytes,
HaCaT cells, Therefore, this study was aimed to investigate the anti—inflammatory activity of NF water extract on
TNF—-a—induced inflammatory responses in HaCaT cells,

Methods : To investigate the anti—inflammatory activites of NF water extract in HaCaT cells, the inflammatory
model of HaCaT cells was established under a suitable concentration (10 ng/ml) of human TNF—a (hTNF-«),
HaCaT keratinocyte cells were pre—treated with NF water extract for 1 h, and then stimulated with hTNF-«,
Then, the cells were harvested to measure the inflammatory mediators such as inducible nitric oxide synthase
(iNOS), cyclooxygenase (COX)—2 and prostaglandin E; (PGEs), and pro—inflammatory cytokine including TNF—a
and interleukin (IL)—6. In addition, we examined the inhibitory mechanisms of NF, mitogen activated protein
kinases (MAPKs) and inhibitory kappa B alpha (Ix—Ba)

Results : The treatment of NF inhibited the hTNF—a—induced elevation of iNOS, COX—-2, and PGE; in HaCaT cells,
In addition, NF treatment inhibited the hTNF—-a—induced elevation of TNF—-a and IL—6. Furthermore, NF
treatment inhibited the activation of MAPKSs but not degradation of Ix—Be,

Conclusions : Taken together, our result suggest that treatment of NF could inhibit the hTNF—-a—induced
inflammatory responses via deactivation of MAPKs in HaCaT cells, This study could suggest that NF could be a
beneficial agent to prevent skin damage or inflammation,
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Table 1. The sequences of RT—PCR primer

Forward 5 ‘~GAC TGA CAA GCC TGT AGC CCA TGT TGT AGC A-3’
TNF=a Reverse 5 ‘~GCA ATG ATC CCA AAG TAG ACC TGC CCA GAG-3’
Forward 5 ‘—CCA CAC AGA CAG CCA CTC ACC-3’
1L=6 Reverse 5 ‘—CTA CAT TTG CCG AAG AGC CCT C-3
Forward 5 '=ACT CAC TCA GTT TGT TGA GTC ATT C-3'
cox=2 Reverse 5 '=TTT GAT TAG TAC TGT AGG GTT AAT G-3'
) Forward 5 '—ACA AGC TGG CCT CGC TCT GGA AAG A-3',
INOS Reverse 5 '—=TCC ATG CAG ACA ACC TTG GGG TTG AAG—3’
Forward 5 ‘=ACC ACA GTC CAT GCC ATC AC-3’
GAPDH Reverse 5 ‘~TCC ACC ACC CTG TTG CTG TA-3
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SAIFTE I Fof 95TAA 202 B4 ¥, 42 primer &
A ZA9 wEkA iINOSE 50T, cyclooxygenase (COX)2&=
550, TNF—a = 60C, IL-6= 65T, glyceraldehyde
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Fig. 1. Effect NF water extract on cytotoxity in HaCaT cells. HaCaT
cells were incubated with NF water extract as indicated
concentration, After 24h, cell viability was measured by MTT
assay as described in materials and methods. The similar results
were obtained from three additional experiments. *P¢0.05 :
significant as compared to saline
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Fig. 2. Effect NF water extract on hTNF—a induced iNOS, COX2 and PGE2 production in HaCarl cells. The cells were
pre—treated with or without NF water extract for 1 h, and then incubated with hTNF—a (10 ng/mL) for 24 h. (A) mRNA
expression of iINOS, and COX—2 were measured by RT-PCR, and (B) protein expression of PGE. were measured by ELISA.
Detail methods were described Materials and Methods. The similar results were obtained from three additional experiments.
*p{0.05 : significant as compared to saline alone, *£¢0.05 : significant as compared to hTNF—a alone.
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Fig. 3. Effect NF water extract on hTNF—« induced TNF—a and IL—6 production in HaCaTl cells. The cells were pre—treated with or
without NF water extract for 1 h, and then incubated with hTNF—a (10 ng/mL) for 24 h. (A) mRNA expression of TNF—«, and IL—6 were
measured by RT-PCR, and (B) protein expression of TNF—«a, and IL—6 were measured by ELISA. Detail methods were described
Materials and Methods. The similar results were obtained from three additional experiments. *~<0.05 : significant as compared to saline
alone, P<0.05 : significant as compared to RTNF—a alone
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Fig. 4. Effects of NF water extract on the activation of MAPKs and the degradation of |k—Ba in HaCaT cells. The cells
were pre—treated with or without NF water extract for 1 h, and then incubated with hTNF—a (10 ng/mL) for indicated
times. Quantitative analysis of western blot is indicated by left graphs. Detail methods were described Materials and
Methods. The similar results were obtained from three additional experiments. *£<0.05 : significant as compared to
saline alone, *£¢0.05 : significant as compared to hTNF—a alone
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