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Study of KMSMT on anti—inflammaory effect

Bak Ji-Won! - Gim Seon-Bin® - Kim Eun-A? - Jun Ji-Ae? - Lee Ki-Moo® - Kim Dong-Hee! *
'Dept. of Pathology, College of Oriental Medicine, Daejeon University
Traditional and Biomedical Research Center(TBRC), Daejeon University
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In order to investigate the possibility of Kamisamultang(KMSMT) as therapeutic for the treatment of
atopic dermatitis(AD), cytotoxicity, anti-oxidant activity, modulatory and suppression activities of KMSMT were
tested. 90% or higher cell viability was observed in all tested groups from 25 to 200 ug/m¢ using Raw 264.7
cells. KMSMT showed dose-dependent DPPH scavenging activity, with more than 80% scavenging activities at
400 and 800 pg/m¢ concentrations. KMSMT showed dose-dependent suppression activity of reactive oxygen
species(ROS) production, especially at 200 wpg/ml of 42.6%. KMSMT decreased nitric oxide(NO) production
activity dose dependently, expecially at 200 pg/m¢ of 30.9%. IL-18, IL-6, MCP-1, TNF-a production rate were
decreased by 45.7%, 15.5%, 8.9%, 16.5% respectively when Raw 264.7 cells were treated with LPS and with
KMSMT of 200 pg/mé. However, only IL-1f and MCP-1 showed significant changes.

The results above strongly suggest the modulatory and suppressive effect of KMSMT. The results above
indicate that KMSMT significantly reduces the effect of oxidative and inflammatory cytokines. The use of
KMSMT in atopic dermatitis can be widely suggested.
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Table 1. The Composition of KMSMT
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2,2—-diphenyl-1-picrylhydrazyl (DPPH), 2',7'-
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Fig. 1. Effects of KMSMT on the viability
of Raw 264.7 cells. Raw 264.7 cells were
cultured with various concentration of
KMSMT for 24 hr and the cell viability was
measured by cytotoxicity assay. The result

were presented by the mean £ S.D.
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1) DPPH &A%l HA& 4

DPPH®] A7 &4 KMSMT 25, 50, 100,
200, 400, 800 (ug/m) FEFoIol| = bzt
20.9 + 0.8, 41.4 + 1.3, 55.8 + 3.4, 65.0 +
1.3, 88.2 £ 0.9, 89.8 + 0.1 (%)°] 27 &4
27345 et (Fig. 2).

10 |

il Il

entration(ug/ml)

wenging activity (%o)

DPPH sea




Fig. 2. Scavenging activity of KMSMT.
KMSMT were reacted with DPPH for 30
minutes at 37C, and the absorbance at 517
nm due to DPPH radical was determined.

The result are the mean = S.D.

2) ROS 4l ﬂlil% 3

DCFH-DA AJ%F& o] &3to] Raw 264.7 A3
U AAEE ROS 0—% A% 49, gz
ROS A43e] 100 (%) ¥ uwl, KMSMT9] 50,
100, 200 (ug/ml) B % FoFoAE oz
vjste] z4zb 759, 65.1, 57.4 (%) 2 745k
t} (Fig. 3).

JUCIN U ES TEN (R U UL (ESTE U 1)
FLLH FLLH

e bl 5% el ok 5o e <
JULES TS U (AN () UL TR TSI G ) 2
ot s LU CH TS O

DCF-DA

Fig. 3. Inhibitor effects of KMSMT on the
ROS production in Raw 264.7 cells. The Raw
264.7 cells were stimulated with LPS and
treated with medium (Control, B), KMSMT
(50, 100, 200 ug/mé, C-E) for 24 hours. The
ROS production was analysed following
incubation  with  DCFH-DA by flow
cytometry.
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Fig. 4. Inhibition of LPS-induced NO
production by KMSMT in RAW 264.7 cells.
The Raw 264.7 cells were stimulated with
LPS (1 ug/ml) and treated with medium,
KMSMT (25, 50, 100, 200 pg/ml) for 24
hours. The results were represented by the
mean * S.D. Statistically significant value
was calculated by compared with normal
p<0.01).

Statistically significant value was calculated

group by student's t-test (++,

by compared with control group by student's
t-test (x, p<0.05).
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Fig. 5. Effects of KMSMT on IL-10 release
by LPS in Raw 264.7 cells. The levels of
IL-1B were determined using a commercially
available fluorescent microsphere
immunoassay (FMIA) kit. The result were
presented by the mean * S.D. Statistically
significant value was calculated by compared
with normal group by student's t-test (+++,
p<0.001). Statistically significant value was
calculated by compared with control group

by student's t-test (##*, p<0.001).
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Fig. 6. Effects of KMSMT on IL-6 release
by LPS in Raw 264.7 cells. The levels of
IL-6 were determined using a commercially
available fluorescent microsphere
immunoassay (FMIA) kit. The result were
presented by the mean * S.D. Statistically
significant value was calculated by compared
with normal group by student's t-test (++,
p<0.01). Statistically significant value was
calculated by compared with control group

by student's t-test (*, p<0.05).
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Fig. 7. Effects of KMSMT on MCP-1
release by LPS in Raw 264.7 cells. The
levels of MCP-1 were determined using a
commercially available fluorescent
microsphere immunoassay (FMIA) kit. The
result were presented by the mean £ S.D.
Statistically significant value was calculated
by compared with normal group by student's

t-test (+++, p<0.001). Statistically



significant value was calculated by compared
with control group by student's t-test (#*,
p<0.01).
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100.0 £ 0.1 (%)% vtebt rﬂz%loﬂﬁ
Hlate] §o0A A (+++, p<0.00D) T7HE
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TolFo| e 94.2 + 3.3, 92.7 + 2.7, 83.
8.0 (B)oZ A3 i, dlxate] Hlate]
AL YeRA] egtt) (Fig. 8).
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Fig. 8. Effects of KMSMT on TNF-a
release by LPS in Raw 264.7 cells. The
levels of TNF-a were determined using a
commercially available fluorescent
microsphere immunoassay (FMIA) kit. The
result were presented by the mean £ S.D.
Statistically significant value was calculated
by compared with normal group by student's

t-test (+++, p<0.001).
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Haads Yehhlae (Fig. 5, 7). IL-69
TNF-a9] A4S 200 (ug/ml) sEoNA 27t
15.5%, 16.5% 7231900} $42 LpehA)
ettt (Fig. 6, 8).
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