f 2
L
11
111 (rat)  Wistar
150-200
estradiol valerate  (Progynon UiepotR
0.1 mg/kg. body weight 24
estrus cycle
(sensitivity) oxytocin
1.1.2 250-300
W
24 (
1.2, fip
- organ bath double walled 2
(physiological salt solution) 25 ml,
carbogen (0295%+C025%)
(thermoregulating water pump) water bath
( )

- (isometric transducer)
Nacro bio-system



L

8 isometric transducer
[ J1
BT o
4

water outlet > C\/\j °
(o]
o
5
o
o >> isolated tissue
o]

gas carbogen inlet > =< prewarmed water inlet

< physiological salt solution inlet

A

physiological salt solution outlet

(isolated organ)
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Industrial Gas (TIG)

13

va iffifirt (1115 5

« al
2A
(isolated organ)
- (recorder) Nacro bio-system
(PhysiogrophR)
- evaporator (Rotavapor)
carbogeri (0j95%+ C025%) Thai
131 f ¥
- oxytocin (SyntocinonR Sondoz, Switzerland
- acetycholine hydrochloride (ACh) Sigma
Chemical Co.,St. Louis, . A,
- norepinephrine hydrochloride (NE) Sigma
Chemical Co., Louis, US.A.
- calcium chloride dihydrate (CaClg. 2HgO) (Fluka AG,
Buchs, Switzerland.)
- 5-hydroxytryptamine (5-HT) Sigma Chemical
Co., Louis, USA.
- histamine Sigma Chemical Co., Louis, .SA
1.3.2 fi (physiological salt
solutions)
- sodium chloride, D(+)-glucose monohydrate, sodium
hydrogen  carbonate, calcium  chloride  dihydrate
(E.merck. Darmstadt, Germany)
- potassium chloride, magnesium chloride hexahydrate
(fluka AG, Buchs, Switzerland.)
13.3 !
- estradiol valerate (Progynon DepotR)
Shchering, Germany
134 H

- Dimethysulfoxide (DMSO)
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1.4 (Clitoria macrophvila Wall. Cat.)
95 % alcohol 12
evaported alcohol 4
flask recrytallization
flask DMSO
( 9)
95% 12
V
Evaporator Rotary VMP60 50
1
4
flask

Recrystallization

flask ( -deoxyclitoriacetal)

9 -deoxyclitoriacetal
( etal1992)



ma
Locke's solution incubate 32+0.5°C
2. 24 pretreatment estradiol
valerate 0.1 mglkg body weight estrus
oxytocin receptor »
3. »
(cervical dislocation)
4, (uterine horn)
2 petri dish ~ Locke’s solution carbogen gas
)
6. ' 1.5-2 , 4
2 1
( 10)
1.
» organ bath
8. Organ bath » 25 Locke's solution
carbogen gas organ bath 3210.5°C
9.
isometric transducer recorder
10.
0.5 incubate Locke'  solution 15
ma a
1 Krebs-Henseliet - Solution incubated
37+0.5°
2. »

(cervical dislocation)
3. ty
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3 pétri
dish  Krebs-Henseliet solution carbogen gas
4,
) (spiral) 2-3
2-2.5 2 11)
6.
organ bath
7. organ bath 25 Krebs-Henseliet
solution carbogen gas organ bath
37+0.5°C
isometric transducer recorder
9.
incubate Krebs-Henseiiet solution 15
0 « leum 0 A
1. Tyrode’s solution incubate 37+0.5 C
24
3. lleum
(cervical dislocation)
4, lleo-caecal junction
lleum ieo-caecal junction 10-15
lleum ,  petii dish Tyrode’s solution
carbogen gas
5. lleum
lumen Tyrode’s solution ~ lumen
( 12)
6. lleum 1.5-2.0
1. lleum

organ bath

0.5



10

(isolated rat uterus)

lit



11

e
. vaaadaauaelvgf
k-
‘\ 57
Ly
Yo
b
R I
(spiral)
im {

(isolated rat aorta)



fleo-caec”™ junction

luem

leum

(isolated guinea-pig ileum)
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8. Organ bath 25 Tyrode’s solution
carbogen gas organ bath 34+0.5°C
9. lleum
isometric transducer recorder
10. 0.5
incubate 30-45 incubate

Tyrode’s solution 15
1 3
6-deoxyclitoriacetal
acetylcholine (ACh) 1

oxytocin
11 DMSO 6-deoxyclitoriacetal

acetylcholine(ACh) Loxytocin

1.2 6-deoxyclioriacetal
acetylcholine(ACh) 1oxytocin
2 6-deoxyclitoriacetal
(aorta)
serotonin(5-HT) , norepinephrine(NE)
calcium chloride(CaClI2) potassium depolarizing
2.1 DMSO 6-deoxyclitoriacetal

(aorta)
serotonin(5-HT) .
norepinephrine(NE)  calcium chloride(CaCl2)
potassium depolarizing



2

2.2 6-deoxyclitoriacetal i
(aorta)
serotonin(5-HT) ,norepinephrine(NE)
calcium chloride( CaClg ) potassium depolarizing
3 6-deoxyclitoriacetal id
lleum
acetylcholine(ACh) 1seroronin(5-HT)
histamine
31 DMSO 6-deoxyclitoriacetal

id lleum
acetylcholine (ACh) 1 seroronin
(5-HT)  histamine
3.2 6-deoxyclitoriacetal
lleum
acetylcholine(ACh) . seroronin(5-HT) ~histamine

6-deoxyclitoriacetal id
acetylcholine(ACh) .
oxytocin
11 DMSO 6-deoxyclitoriacet
acetylcholine(ACh) , oxytocin
15 DMSO.
6-deoxyclitoriacetal 15

DMSO( 13)



30

spontaneous contraction

DMSO
@----15-30 W 15 e e 15 >
incu sate record record
(before) (after)
( 13)
T « acetylcholine (ACh)

acety!choline(ACh)(5X 10 6 M)

45-55% (Submaximum

dose) 15 Locke's solution

incubate 30 Locke's solution 15

DMSO
6-deoxyclitoriacetal 15
acetylcholine(ACh)
DMSO ( 14)
Spontaneous contraction
ACh wash DMSO ACh

115300 —11—=15 —«1530 — 15 15

incubate record incubate record

(before) (after)

( 14)



acetylcholine(ACh)

12

3

oxytocin

DMSO

acetylcholine(ACh)  ( 14)

oxytocin (5X10 31U/ml)

6-deoxyclitoriacetal

acetylcholine(ACh) - Loxytocin

DMSO
( 13)

DMSO  6-deoxyclitoriacetal 0.2 mg/ml (5.35X10 4 M)

(5.35X1 0'4M)

acetylcholine fACh

DMSO
acetylcholine (ACh) (5X10 6M) ( 14)
DMSO 6-deoxyclitoriacetal 0.2 mg/mi
oxytocin
DMSO
acetylcholine(ACh)  ( 14)

acetylcholine(ACh) oxytocin (5X10 3 1U/ml)
DMSOI  6-deoxyclitoriacetal 0.2 mg/ml (5.35X1 0’4 M)

6-deoxyclitoriacetal
(aorta)
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serotonin(5-HT) . norepinephring(NE)

calcium chloride ( CaClg ) potassium depolarizing
2.1 DMSO 6- deoxyclitoria
serotonin ~ (5-HT)
norepinephring(NE)  calcium chloride( CaClg ) potassium depolarizing
serotoninf-HT)
dose-response curve 5-HT serotonin (5-HT)
(1X10 8 -1X10 4 M)s 5
serotonin (5-HT)
Krebs-Henseliet solution incubate 30 Krebs-
Henseliet solution 15
DMSO 6- deoxyclitoriacetal
15 serotonin (5-HT)
DMSO DMSO ( 15)
1X10 1X10°
1X10'5 1X10™
1X10 e 1X10°
5-HT 1X10'7 DMSO 5-HT 1X107
X1 '8 1X10-8
«—30 —1< 25 —><— 30 — —15 —) *— 25 —)
incubate record incubate record

(before) (after)
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norepinephrine (NE)
DMSO
. serotonin (5-HT)
( 15) serotonin  (5-HT)
norepinephrine(NE) (1X10 13- 1X10 7M)
calcium chloride(CaCU) potassium
depolarizing
DMSO
serotonin ~ (5-HT)
( 15) serotonin (5-HT)  calcium
chloride(CaCl2) 01 mM, 1 mM, 10 mM. 20 mM 30 mM
incubate calcium-free  Kreles-Hensleit solution
potassium  depolarizing  incubate
€ (cumulative dose-response curve)
Krebs-Hensleit solution
calcium-free Krebs-Hensleit solution
potassium depolarizing
DMSO 15 fil 15
2.2 6-deoxyclitoriacetal
(aorta) serotonin

(5-HT) 1 norepinephrine (NE) calcium chloride (CaClUt TT potassium
depolarizing

2.1
serotonin (5-HT) (1X10 8 1X10" M) , norepinephrine (NE)
(IX1o"l- 1X10 7 M) calcium chloride (CaCl2(0.1-30mM)
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potassium depolarizing DMSO
6-deoxyclitoriacetal 0.4 mg/ml (1.07X10 3M)

3 6-deoxyclitoriacetal
lleum
acetylcholine(ACh) 1 serotonin(5-HT)
histamine

3.1 ! DMSO 6-deoxyclitoriac
lleum
acetylcholine(ACh) 1 serotonin(5-HT)  histamine
acetvicholine(ACh)

acetylcholine(ACh)

(1X10 9 1X10'5M) ’ 5
Tyrode's solution incubate
30 Tyrode’s solution 15
DMSO 6-deoxyclitoriacetal
15 acetylcholine(ACh)
DMSO DMSO 16)
1X10 1X10°
1X10 1X10'6
1X10” 1X10”
ACh 1X10'8  wash DMSO ACh1X10°
1X10~9 1X10°

11530 — 25 —4-1530 —)e«10 —+— 25

Incubate record Incubate record
(before) (after)
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« serotonin(5-
DMSO
lleum { ACh
( 16) acetylcholine(ACh)
serotonin(5-HT) (1X10'3 1X10'5M)
histamine
DMSO
lleum
acetylcholine(ACh) ( 16)

acetylcholine(ACh) histamine (1X10 & 1X10 5M)

3.2 6-deoxyclitoriacetal
lleum
acetylcholine(ACh) ~ 1serotonin(5-HT)  histamine

31
acetylcholine(ACh) (1X10‘% 1X10'5M)  serotonin(5-HT) (1X10'¢ 1X10'SM)
histamine (1X1 0’3 1X10'5M) DMSO

6-deoxyclitoriacetal 0.15 mg/ml (4.01 x 10 4 M)

3.

(tension)

(frequency)
= (1)



} (tension)

(frequency)
2.
(%contraction) ,maximum contraction = 100 %
dose-response curve (% contraction)
3. lleum
lleum
(% contraction) maximum contraction = 100 %
dose-response curvel (% contraction)
4, 5
+
(mean + standard error of mean)
6-deoxyclitoriacetal student's paired-t test

95 %
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