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ABSTRACT

Objectives : Spatholobi Caulis is the stem of Spatholobus suberectus Dunn., which has been used for treating
menstrual disorders, anemia, and rheumatic arthralgia in traditional Oriental medicine. This study was conducted
to evaluate the inhibitory effects of Spatholobi Caulis extract (SCE) on the production of nitric oxide (NO) and
pro-inflammatory cytokines in LPS-activated Raw264.7 cells.

Methods : Cell viability was determined by MTT assay. Relative levels of NO were measured with Griess
reagent and pro-inflammatory cytokines were detected by ELISA. Expression of INOS and COX-2 proteins
were determined by western blotting.

Results : NO production and iINOS expression were increased by incubation with LPS for 24 h. However, the
augmented NO was reduced by SCE in a dose-dependent manner. Expressions of INOS and COX-2 were
inhibited by the treatment with SCE. SCE also suppressed the production of pro-inflammatory cytokines, such
as IL-1beta and IL-6.

Conclusions : These results indicate that the MeOH extract of Spatholobr Caulis warrant further development as
an anti-inflammatory agent for the treatment of Gram-negative bacterial infections.
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Fig. 1. Effects of SCE on the production of NO induced by LPS

Raw 264.7 cells were treated with 0.001, 0.003, 0.010 mg/ml of SCE for 1 h
prior to the addition of LPS (2 pg‘ml), and the cells were further incubated
for 6-24 h. The concentrations of nitrite and nitrate in culture medium were
monitored as described in the methods section. Data represent the mean *
S.D. with eight separate experiments (+ : significant as compared to control.
#x 0 p<00L. # : significant as compared to LPS alone, # @ p<0.05, # : p
<0.01).
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Fig. 2. Effects of SCE on the cell viability in LPS-stimulated
Raw264.7 cells

Raw 2647 cells were treated with 0.001, 0.003, 0.010 mg/ml of SCE for 1 h
prior to the addition of LPS (2 pg/ml), and the cells were further incubated
for 24 h. Data represent the mean + S.D. with eight separate experiments (* :
significant as compared to control. **+ : p<0.0l. # : significant as compared
to LPS alone. # : p<0.01).
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Fig. 3. Effects of SCE on the expressions of iNOS and COX-2
induced by LPS

The levels of INOS and COX-2 proteins were monitored 18 h after
treatment of cells with LPS (2 pg‘ml) with or without SCE pretreatment
(ie. 1 h before LPS). The actin was used as a loading control (A). The
relative density levels of protein bands were measured by scanning
densitometry (B).
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Fig. 4. Effects of SCE on LPS-inducible TNF-a production

Production of TNF-a was measured in the medium of Raw 264.7 cells
cultured with LPS (2 pg/ml) in the presence or absence of SCE for 18 h.
The concentrations of TNF-a in culture medium were monitored as
described in the methods section. Data represent the mean + S.D. with three
separate experiments (+ © significant as compared to control. *# : p<0.01).
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Fig. b. Effects of SCE on LPS-inducible IL-18 production

Production of IL-18 was measured in the medium of Raw 264.7 cells
cultured with LPS (2 pg/ml) in the presence or absence of SCE for 18 h.
The concentrations of IL-18 in culture medium were monitored as described
in the methods section. Data represent the mean + S.D. with three separate
experiments (+ @ significant as compared to control. #+ : p<O0L # : significant as
compared to LPS alone. # : p<0.01).
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Fig. 6. Effects of SCE on LPS-inducible IL-6 production.

Production of IL-6 was measured in the medium of Raw 264.7 cells cultured
with LPS (2 pg/ml) in the presence or absence of SCE for 18 h. The
concentrations of IL-6 in culture medium were monitored as described in the
methods section. Data represent the mean + S.D. with three separate
experiments (% @ significant as compared to control. ¢ @ p<00L # :
significant as compared to LPS alone. # @ p<0.05. # : p<{001).
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