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ABSTRACT

Backgrounds and Objectives: A major goal in asthma therapy isto reduce or prevent the inflammatory
response associated with bronchial hyperresponsiveness, reversible airway obstruction and airway remodelling.
Many studies have shown that eosinophilic infiltration is a prominent feathure in the pathophysiology of asthma.
The importance of the presence of eosinophils in the airways of asthmatics has long been recognized, but the
mechanism by which these cells are recruited and retained in the lung are only now being elucidated. Production
of chemotactic cytokines by bronchial epithelial cells may contribute to the local accumulation of eosinophils in
patients with bronchial asthma.

This study was designed to investigate the inhibitory effect of extraction of herbal dicoction,
Gamichungsangbohatang{ GMCSBHT) on eosinophil chemotactic cytokines .

Material and Methods:We used water and 70% ethanol extracts of GMCSBHT and pulmonary eplthehal cell
lines A549(human type Il -like epithelial cells).

We estimated cytotoxic effects of GMCSBHT, and estimated the effects of water and 70% ethanol extracts of
GMCSBHT on chemokines from prestimulated A549 cells by sandwich ELISA.

Results: Chemokines of eotaxin, 11-8 were inhibited by GMCSBHT in ‘dose-dependent manner. And ethancl
extract of GMCSBHT has more inhibitory effects on eotaxin, IL-8 than hot water extract.

Conculusions: These findings indicate that the supression of the expression of chemokines can be accomplished
by GMCSBHT treatment, so GMCSBHT may inhibit the inflammatory process by eosinophils in asthma.
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8 oWl Fagol ddsls EtOHel 1 15 10% FBS (JRH BIOSCIENCES, U.SA), 1%
A7t 32T F dHse] BRI 5 penicillin/streptomycin  (BD  Bioscience, U.S.A.)
ZAAY T2 B0THA 24X 7 S 10mM HEPES (JRH BIOSCIENCES, US.A.), 28
od= * R i = 53l sodium  bicarbonate (JRH  BIOSCIENCES,
8l.54g(yield:21.4%) 8] oe&tE F& A USA)7b &5 RPMI-1640 (BD Bioscience,
BE d4iv USA)E A3l |A hikiE LB THe o
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Table. 1. Contents of Gamichungsangboha-tang

L Rehmannia Radix Vaporata 8.0
% Disocoreae Radix 6.0
IHEEE Corni Fructus 6.0
Bk Hoelen 40
B Moutan Cortex Radicis : 40
2 E Alismatic Radix 40 -
hakf Maximowiczzige Fructus 30
PRNES Asparagi Radix 30
MR Liripis Tuber 3.0
H # , Fritillarriae Rhizoma 3.0
R#E Trichosanthis Semen 30
5 £ Ansu Seman 3.0

5 (ER) Pinelliae Rhizoma 30
HE Aurantii Immaturus Fructus 30
A Platycodi Radix 3.0
® 5 Scutellariae Radix 30
K ¥ Coptidis Rhizoma 30
= Glycyrrhizae Radix 20
Total amount ' '67.0g

5t BN 323 3 S5%37)= T#% EtOH —”F%%-w‘ DW 2%%& =4
FEABE ¥E29E -80CAx

i 244171 1000, 100, 10, 1, 0.1 we/ml 2 i x| EAdle ]
¢ 99 % oéﬁ&% F3ke 51.08g W wellel 7P 24417 5t 9
(yield:155%)8 ¥ % E¥Azg 4 MTS solution (Promega, Madison, US.A)& 204

w8

3]
T

A=, A A7kt 147 5k AR B FHE 490
2) AEd} R AL 54 g AN F4EE S5k
B AN Az Aote] AHEY media: 3) Sandwitch ELISA
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Fig. 1. ldentification of A543 cell cytotoxicity for GMCSBHT. Each concentration was assayed in
triplication and were measured at 490nm using fluorescence microplate reader.
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Agd wrxslget. 73 AA® F 100a
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BD Bioscience, U.S.A.)E H7ksted 30487}
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IL-89 Hu& £A37] $ste] Human
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" International, U.S.A.)¢] protocol& ©|-43}

5 Hu IL-8 Antibody7} Z=®HE 96-well
plate(BioSource International, U.S.A.)¢l
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A ZH7t 1417, 147 308, 3A1Z 4
S A A, Wash buffer2 43 washing 3t3
Streptavidin-HRP Working Solutiong 100
WA 7z wello] A7lsiich A2eA 308
HS % wagh buffers. 44 washing 33
Stabilized Chromogend 7+ well =t 100
WA Arlslger, Ao oJFE M 30

2 2k uk8 8 Z Stop solution® 100 ul
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Fig. 2. Eotaxin inhibition effect of GMCSBHT from stimulated A549 cell.

NC: negaive control(only medium)

PC: positive control(stimulation Eotaxin release into the medium was measured by an ELISA.)

* Significant different from control (P<0.05)

** Significant different from control (P<0.01)
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2. Eotaxin, IL-8 assay 2%}

Eotaxin® TNF-a(Biosource, Camarillo, U'SA.)
¢} IL-4(Biosource. Camarillo, US.A)9l <8 F2
$#E93 IL-8& TNF-a(Biosource)9 IL-18

(Biosource, Camarillo, U.S.A)ell )8 W&l o] &2l
goty o4 Ak A9 974 A eotaxin
+ & dEAlE AREE FEE TNF
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2) IL-8

RS LA TE _IL—8 g4 &3E Sandwitch
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Fig. 3. IL-8 inhibition effect of GMCSBHT from stimulated A549 cell.

NC: negaive control(only medium)

PC: positive control(stimulation IL-8 release into the medium was measured by an ELISA.)

*. Significant different from control (P<0.05)
** Significant different from control (P¢0.01)
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