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ABSTRACT

Objectives : The purpose of this study was to examine the anti-inflammatory effects Forsythiae Fructus on LPS-activated

RAW264.7 cells.

Methods : Statistical significance was examined through measuring MTT, nitric oxide (NO), TNF q, IL 6, NOS2 and COX2

of LPS-activated RAW264.7 cells.

Results : In the toxicity experiment of FFE, NO significant toxicity was shown on cells in the concentration ranges of 100,

200 and 300 pg/ml. FFE dose dependently decreases 5.49, 2541, 33.64 % in LPS induced NO production (p <0.05, p <0.001

and

p <0.001), however, FFE don't show significant difference in LPS-induced TNF a and IL 6. Furthermore, FFE showed
inhibiting tendency against the revelation of NOS2 and COX2 in LPS-activated RAW264.7 cells, dose-dependently according to

concentration.

Conclusions : These results mean that FFE is effective for anti-inflammation via inhibition of NOS2 and COX2 expression.
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oM sttt Al 918 Dulbecco’s Modified
Eagle Medium (DMEM) HjA]o|| sodium hicarbonate
(NaHCOs, 2g/L), 344 (100units/ml penicillin,
100mg/ml streptomycin), 10% FBS (fetal bovine
serum)}E H7F A& o] &3tk
) A o

DMEM #j#], FBS9} penicillin  (10,000U/ml)/
streptomycin(10,0000/mD(P/S)= Gibco BRL(Grand
Island, NY, USA)3A} AES AH83192H, LPS
(Lipopolysaccharides)= Difco Laboratories(Detroit,
ML, USA)ZAL AlES ARt 1 9 Alek”]
sodium bicarbonate (NaHCOs)= Sigma (MO, USA)
A AFE ARSI TE AT kgl A}
23} Greiss 292 Promega (Madison, WI, USA)
SAHAIES, IL-69F TNF =Ho] Z 23 Enzyme
linked immunosorbent assay (ELISA) kite BD
Pharmingen (CA, USA) 3l COX2 (Cyclooxygenase
2), NOS2 (Nitric oxide synthase-2)¢+ GAPDHZ#
£ antibody= Santa Cruz Biotechnology (Santa
Cruz, California, USA) AMAIES A-8-319
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B3 Forsythiae Fructus, FF)2] A|2+= Sun Ten
Pharmaceutial (Taipei, Taiwan)olA #+¢3 & =
FrE 0mg/mlE =% F o F 3000rpmo &
10827 94 Fg3t9th. 1 o 022um syringe
filterg o]-&3le d#sted 10, 20, I0mg/mlC.E 3
Ao W Bste] ARGt

2. 75 &
1) ME AEE =3

MEZA3L 3-(45-dimethylthiazol-2-y1)- 25-diphenyl
~tetrazolium bromide (MTT)A|SS o] &3l Al
X AEEL ZA3E Mosman™ 9] WS Wys}
o] 24319 th. Raw264.7 AEES 48-well plate=
2x10° cell/well B2 :LE] 9%6-well plates
1x10" cell/well FE2 HES T 7} well o AN
S Fod3le] 37T, 5% CO, vjd7]ol A 24, 48 =
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Z 31500003k Al Al 1A w17l &
enhanced chemilluminescence(ECL) kit(Santa Cruz
Biotechnology, CA, USA)Z o]-&3}o] ECL ZE4
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Inc., CA, USA)S AHE-38ted post test (Dunnett)<
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Fig. 1. Effect of FFE on the toxicity and proliferation
of Raw 264.7 cell.

FFE was treated for 24(A), 48(B) and 72(C) h
as concentration of 0, 100, 200 and 300 ug/ml,
respectively. In (D), it is revealed the effect of
FFE on cell proliferation for 72 h. The effect of
these on the toxicity of cell was checked by
MTT analysis method. The result was shown as
the mean + SEM.. #+P < 0.001 compared with
no treated group.

FFE : Forsythiae Fructus extract
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Fig. 2. Effect of FFE on the toxicity of Raw 264.7
cell treated with LPS.

Cells were pretreated with FFE (100, 200 and
300 pg/ml) for 1 h followed with LPS (1 ug/ml)
for 24 h. The effect of these on the toxicity of
cell was checked by MTT analysis method. The
result was shown as the mean + SEM..
FFE : Forsythiae Fructus extract
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Fig. 3. Effects of FFE on LPS-induced NO production
in RAW 264.7 cells.

Cells were pretreated with FFE (100, 200 and
300 pg/ml) for 1 h followed with LPS (1 ug/ml)
for 24 h. Nitrite in the medium was measured
using Griess reagent.

FFE : Forsythiae Fructus extract

*P < 0.05 or P < 0.001 compared with LPS
alone.
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Fig. 4. Effect of FFE on IL-6 and TNF-a production
by LPS-induced Raw 264.7 cell.

Cells were pretreated with FFE (100, 200 and
300 ug/ml) for 1 h followed with LPS (1 ug/ml)
for 24 h. The concentration of IL-6 and TNF in
the medium was measured by ELISA.

FFE : Forsythiae Fructus extract
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Fig. 5. Effect of FFE on COX2 and NOS2 production
by LPS-induced Raw 264.7 cell.

(A) Cells were pretreated with FFE (100, 200
and 300 ug/ml) for 1 h followed with LPS (1
pg/ml) for 24 h. The cyto—cell lysastes were
analyzed by Western blot analysis. (B)The ratio
of COX2 and NOS2 to GAPDH protein expression
was expressed.

FFE : Forsythiae Fructus extract
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