Wistar rats 200-350
Swiss mice 25-30
300-400

- Organ bath double walled Harvard type
(physiological solution)!/! 25
carbogen (0295 %+C025 %)
Organ bath 371£05°0
(Thermoregulating water pump)
Rotarod (Hugo Basile)
(recorder)  Biopac Lab Pro MP30
- Water bath Thermoregulating water pump

carbogen (0295 %+C025%)

- Syringe + (feeding tube)
- Test tube+t (Heparin)



transducer

water outlet e—

Isolated tissue

——

+— prewvarmed wvater {nlet

oxgen Inlet —— [ 5
N

<«— physiological solution

inlet

physiological solution outlet

(Isolated organ)



3. Krebs-Henseleit
Co., St Louis, U.SA.
- Glucose
- Sodium chloride (NaCl)
- Potassium phosphate (KH2P04)
- Potassium chloride (KCI)
- Magnesium sulphate (MgSOJ
- Sodium hydrogen carbonate (NaHCO))
- Calcium chloride (CaCl2)

4, (Standard)

Sigma chemical

- Acetylcholine Sigma Chemical Co.,St Louis,U.S.A.
- Histamine  Sigma Chemical Co.,St Louis,U.S.A.
- Norepinephrine hydrochloride (NE)  Sigma Chemical Co.,St Louis,U.S.A.

- Nembutal (Pentobarbiturate Sodium)

- Tween 80 Asia Paciffic Specialty Chemicals Limited

- Tragacanth Union Chemical 1986 co LTD

Vet Agritech co LTD.

(Test compound)
1 Antidesma acidum
95% ethanol ethanol
crude extract
( 1) 5 % Tween 80 solution
(pattern)
(quality specification) Thin Layer

chromatography (TLC) chromatogram
fingerprint ( 14)

TLC



L
tween 80
2.
60mg 120mg/Kg/BW
Isolated organ
organ bath

50 ml

95 % Ethanol 3

95 % Ethanol
3

5%

30mg
60 mglkgw
50 14100 Jlg 200 g, 400 Jilgml

120 mg/kg/BW
120 mg/0.5 m

120 X 50
0.5
12X50 = 12 g/50 ml
0.5
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12 g 5% tween 80 50 ml
dilute

2. organ bath
Nvl = NA2
organ bath = 0.1 ml (200 |il )
organ bath = 400 Jlg/ ml
N, X100 ( 1) =400 Jig/ml X25000 ( 1)

400x25000 = 100,000 (Ig 00 ( )
100 =01901 m
= 100 mg/0.1 ml

= <
NS | el
1 1

organ hath (25 ml)
organ bath (25 ml)

<<
N
1

7 (Micheal Bails 1983)

(=8)
(00 Tween 80 5 mifkg/BW ( <8)
30mg /kg/BW ( =8)
60 mg /kg /BW ( =8)
120mg /kg IBW ( =8)
( , 2535) 1ml Test tube
Heparin CBC Red blood cell (Rbc), Hemoglobin(Hb),
Hematocrit (Hct), platelet (Pit), White blood cell (WBC) Neutrophil, Eosinophil,
Basophils, Lymphocyte, monocyte

ol BB ow D -
m O O W >

5% Tween 80
7 CBC



Rbc, Hb, Hct, WBC, Platelet, Neutrophil,
monocyte

100%

Eosinophil,

Basophils, Lymphocyte

( 2535)

feeding tube

1
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2.1
(charcoal) ( =8) ( 2533)
(charcoal) Tragacanth
Tragacanth 2 12
130 ml
14-16
5
1 A =§)
2 B (00Tween 80 5 mikg/BW ( =8)
3 30mg /kg/BW ( =8)
4 60 mg /kg/BW ( =8)
5 E 120mg /kg/BW ( =8)
A 0.5 ml
30
| 1 ()
i ¢
kill
B 5% tween 80 5mifkg/Bw 15
0.5 ml 30

5% tween 80

30

kill



13

: 30mg, 60mg,
120mg/kg/BW 5% Tween 80 15 0.5 ml
30
b ‘ 1( )

0 15 30
A I I
| T I
kill

30mg, 60mg, 120mg/kg/BW 5% tween 80



A= 1
B= 2
C= 3
= 4
E= 5

5 % Tween 80 5 mlkg/BW
30 glkg/BW
60 mg/kg/BW
120 mglkg/BW

14



2.2
ileum

,  petri dish

KHS

organ bath
carbogen

incubate

15

Tween 80
incubate

(isolated ileum) ( =8) (Blattner et al ; 1980)

14-16
lleum
Krebs - Henseleit solution (KHS) carbogen
1 2
Kerbs
37105 ¢ KHS 25 ml
transducer
30 KHS 15
- incubate ileum
(spontaneous movement)
(control)
2.2.1 5% tween 80
leum (=8)
cumulative dose-response curve 5%
0.1 ml organ bath lleum 2 4
lleum 2 control
5% Tween 80 0.1 ml 2 4
5% Tween 80
incubate
30-45 2 1 I

5% Tween 80 0.1 ml 2



leum

lleum

ileum
(W.L.M. Perry,1968)

16
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2.2.2 5% tween 80

50 fig, 100 fig, 200 fig, 400 fig/ml  organ bath
ileum ( =8)

cumulative dose-response curve

5% Tween 80 50ig, 100fig, 200]ig, 400fLLg/ml
organ bath lleum 2 2 control
2
5% Tween 80
KHS incubate 30-45 lleum
incubate

A

ot

30-45 2
50]ig - 400fig/ml
2
2.2.3
ileum Methacholine 1x106 M

50 fig, 100 fig, 200 fig, 400 fig/m| ( =8)
cumulative dose-response curve
5% Tween 80 50fig, 100jig, 200fig, 400flg/ml
organ bath : lleum 2 2 control
Methacholine 1x10'6M 2
5% Tween 80
KHS incubate 30-45
lleum
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incubate
ws 2t T Tt
Methacholine 1x100Mu 2
50 (J.g-400 JLig/ml 2
3. (central
nervous system)
3.1 pentobarbital
sodium righting reflex ( =8) (Thomson, 1990)
5
1 A (=8)
2 B 5%Tween80 5 Ikg/BWip( =§)
3 C ! 30mg /kg/BW ip ( =8)
4 60 mg /kg/BW ip (n=8)
5 E 120mg /kg/BWip ()
- 5% Tween 80
pentobarbital sodium 30mglkg/BW (in)
righting  reflex
( righting  reflex)
righting  reflex righting reflex

onset of action

duration of action
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(in)

2535)

(



3.2
Rotarod test

rod

Rotarod har
rod 1
ordination

Ol B W N

set

35

20

motor co-ordination

Dunham and Miya 1957
3

5% Tween 80 5 glkg/BWip ( =8)
30mg /kg/BW ip ( =8)
60 mg /kg/BWip ( )
120mg /kg/BW ip ( =8)
Rotarod bar

3 3 motor co-
Rotarod har



8 #1171

7 Rotarod bar
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4,
(Cardiovascular system)
41
(Isolated right auricle) (n=8) (Rosario Jimenez,2002)
right auricle
(pericardium)
petri dish KHS
carbogen
KHS auricle automaticity
2 organ bath KHS
25 ml 37 05 C carbogen
transducer
right auricle incubate 30-45
KHS 15
411 5% tween 80
(isolated right auricle)

cumulative dose-response curve 5%

Tween 80 0.1 ml organ bath 2 4

incubate 30-45 2

control 5% Tween 80 0.1 ml 2 4

5% Tween 80
incubate
30-45 2 t | |

5% Tween 80 0.1 ml 2
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4.1.2 5% tw
50 f1g,100 Ut 200 jig, 400 Jgnt
(Isolated right auricle) ( =8)
cumulative dose-response curve

5% Tween 80 50/Ug, 100jig, 200JLlg, 400 JUg/ml
organ bath 2 2 control
5%
Tween 80
incubate
Ti0t
30-45 2 |
50 Jig-400 (Ig/ml
2
4.2
(isolated aorta) ( =8) (Rosario Jimenez,2002)
(aorta)
petri dish KHS carbogen
KHS (spiral)
1. organ bath
371 05C KHS 25 ml carbogen
transducer
incubate 30-45

KHS 15



—

—= . IMIAAUUUINAYY (Spiral)

(Thoracic aorta)

24
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421 5% tween 80
(isolated aorta) ( =8)
cumulative dose-response curve 5%
Tween 80 0.1 ml organ bath 2 4
incubate 45-60 2
control 5% Tween 80 0.1 ml 2 4

5% Tween 80

incubate
45-60 2 | | t t
5% Tween 80 0.1 ml 2
422 5% tw

50 fig, 100 fig, 200 fig, 400 flg/ml
(isolated aorta) ( =8)
cumulative dose-response curve

5% Tween 80 50fig, 100fig, 200flg, 400flg/m!

organ bath 2 2 control

5% Tween 80
KHS incubate 45-60

incubate

tt 1

50 flg-400 flg/m|
2

45-60 2
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4.2.3
Norepinephrine (NE) 1x10" M 1
fig, 100 fig, 200 fig, 400 flg/ml ( =8)
(isolated aorta) ( =8)
cumulative dose-response curve
5% Tween 80 50jUg,100 fig, 200 fig, 400flg/ml
organ bath 2 2
control NE 1x10%6 M 2
5% Tween 80

incubate

s 2o 0 U

NE 1x10'6 M 2

50 Jig-400 flg/ml 2
5.
(isolated trachea) ( =8) ( -Chang Ko, 2002)
5
1.5-2 petri dish KHS
carbogen
2 . 2
(Blattner et al ; 1980)

organ bath KHS 25 ml 37£0.5%

carbogen transducer

incubate

45-60 KHS 15
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(zigzag)
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5.1 5% tween 80
(isolated trachea) ( =8)
cumulative dose-response curve 5% Tween 80
0.1 ml organ bath 2 4 incubate
45-60 2 control
5% Tween 80 0.1 ml 2 4
5% Tween 80

incubate
A A ~
30-45U 2 t | | |
5% Tween 80 0.1 ml 2
5.2 5% tween 80 1
50(0.9,100 JXg 200 g, 400 JLIg/ml
(isolated trachea) ( =8)
cumulative dose-response curve
5% Tween 80 50JLXg, 100JLXg, 200JJ.9, 400(ig/ml
organ bath incubate 2
control 50fig,100|Llg, 200jJ.g,
400 g/ml 0.1 ml 2 4
incubate

o

50 JLLg-400 JLXgim
2

30-45 2
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5.3
histamine Ixio 6 M 50 |ig,100 |ig, 200
I-lg, 400 JLIg/ml (Isolated Trachea) ( =8 )

cumulative dose-response curve

5% Tween 80 50(d.g, 100fig, 200JLlg, 400JJ.g/ml
histamine 1x10'6 M incubate
2 control 1 13 6 Ix10'6 M 2

50{Ug, 100JLXg, 200(Tg, 400 JLlg/mi organ bath

incubate

30 -45 2 7B\ NN

histamine 1x10'6 M 2
50 p.g-400 JJ.g/ml 2

(Data Analysis)

t (Mean £ standard
Deviation)

Student’s paired t- test

ANOVA

, Sleeping time.rotarod test
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