CHAPTER II

MATERIALS AND METHODS

isolated aorta.

Preparation of the

:hting between 250 to 350
g, were sachdt . the head. The thorax
was exposed quickly excised.
The vessel to a glass dish

containning ¥ ! ;5-rf*=h s0lution with the following

millimolar 8.1 ; EKCl1 4.7 : Mgso

1:2 ; KH ¥ y o '_ﬁ ,f”:.[tw'_ CaCl 2.5 ; and :luenu:
1%.1. Tﬁe l}, t 2 i erature w:n kept at 3?‘0 and
constantly :anna;—— —the ‘nixture of 95 X O - 5 %
co . \ cleaned of agherin:
tiEsues, ind spiral strip (2°9m8¢ in width, 10 mm.in
length) prapnred (Figure 3, “4). Each strip was

i) 129 14x wpuiegey
VDN e e LT i

connected to a Harvard oscillograph recorder (Cat. No
50-9323) in order to monitor isotonic contractions.
The physiological solution in the organ baths was
prewarmed at 3Tnc and aerated with the mixture of 95
% 02 - 5% CO . An one-hour equilibration period was

2
allowed before conducting further experiments, during
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( which the Krebs-Henseleit solution was changed every 15 min.
The organ bath

The organ bath was composed of two compartments :

the inner chamber, capacity, for tissues

preparation, and ket for flow-through

circulation of er which provided

constant temper hé  inner compartment

“‘-.

. | \
IFigure. 5) T g water was supplied by a
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v ided oxygen mixture

thermoregulatin typel. The bath
also had an oxy

to the inner cha ¢ h'a \ \tered glass opening.

M.W. 74.56

,:,#

- HyES M.W. 184.10
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urepinﬂmydrna lJifdl‘j H W. 255.70
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drnxyt.ryptuine cremggnine M.W. 387.40

- Methysergide 469.54
- EGTA M.W. 148.0
- Verapamil hydrochloride M.W, 491.08
- Diltiazem M.W. 451.00
- Ancistrotectorine was naphthalene-

isoquinolene alkaloid from Ancistrocladus

tectorius (Lour.) Merr.
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All chemicals used were of analytical grade.
Distilled deionized water was used for the preparation
of Krebs-Henseleit and drug solution.
Ancistrotectorine was adjusted to form of chloride salt

by adding HCl to pH 5-6.

Krebs- : la was composed of Lhe
following i

- 10 mM

1.70 mil.

1.20 miM.

1.20 mM.

25.00 mM.

50 mM.

= 11,10 mM.

N A

Cllci@.—f!‘lﬂ lolutinn uumuda by excluding

nnlciumﬂrwn% WHTT‘J‘WEI‘WT?“ and adding

the apprpiate nnaunt of EGTA Il tn chelate
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High potassium-depalarizing solution was made

by substituting KC1l for NaCl on an equimolar basis

A. Responses of the aorta to KCl, NE, 5-HT
and histamine in Krebs-Henseleit solution. After
equilibration period, the tissues were exposed to

specified agonist in the cumulative administration
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regimen. The administration was made by using a
microsyringe or an automatic micropipette. The
contractions induced by each dose of an agonist were

recorded until the steady pattern obtained before any

other administration of | doses. Dose-response

nt concentration of

the agonist 3“? m"“thmximllmn response

revealed. One only one agonist

study was carried

throughout the

B. Ef rine on the
responses to _atri 0, KClL, NE, 5-HT and
histamine in Kret « . After the dose-
response study agonist had Dbeen

WASE hed in Krebs-

: 'eﬂtin: tension
KX 2
5 inﬂl.l! X 10 M and

was again ﬂht.aiBed.
2:37 X 10 M sere int.r ed into the medium and

Left in cﬂtuﬂ&% IECTITERT S

introductlun of the same’ agonist..,
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C. Responses in Ca -free environment : In
general, the procedures were the same as those in

experiment A and B. Only the medium was changed by
2+
substituting Ca -free solution containning 1.0mM EGTA

for Krebe-Henseleit solution.

2+
D. Response of the aorta to CaCl in Ca -
2
free, high potassium-depolarizing solution. Aortic

13
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getrips which had been equilibrated in Krebs-Henseleit

solution, were rinsed four times at 10-min intervals
2+
with 20-ml of Ca -free physiological solution

containning 1.0 mM EGTA Later, they were equilibrated
in Ca2+-free solu ‘A’ in and then CaCl WAS
é‘ccuulntive nnnﬁer.
4 e
E. V T "-ﬁ'ine on the response

e, high potassium-
2+
ilibration in Ca -

administered to

depolarizing
free, high po 21} ?-F34;5”.-F olution containning

1.0 mM EGTA fo min, the tissues were exposed to
2+

Ca -free for q,_ B \ ancistrotectorine was

F. Effect of verapamil and diltiazem on aortic

werion I3 BHUTNE QRTornctortne o

these agents. After ¢quilihr on, the ssSues were

exiobl b\ Rhod i) od W) BHARRher e

wnshad until the base-line resting tension was
obtained, verapamil in the concentration of 1.0X 10—7
M. or diltiazem in the concentration of 1.0 X ID'T M
was introduced into the solution, and Left in contact
with the tissues for 15 min before the introduction of
the agonist. Finally, these tissues were washed again

with Krebs-Henseleit solution wuntil the base-line



resting tension was obtained then a combination of
=T =7
verapamil (1.0 X 10 M) or diltiazem (1.0 X 10 M) and
-5
ancistrotectorine (1.19 X 10 M) was administered into

the medium for 15 min before introducing the agonist.

br was exposed to only one
-5
%nrina (1.19 X 10 M,

___#

In all experiments,

agonist and 2 doseaza of a
-5 ':E===:

and 2.37 X 10 Mi——

—_—
G. Ef{ \

with ancistr

interaction

were exposed

to 5-HT 5 the maximum
contractions ilibration time,
they were then /W ed, Wi bs-Henseleit solution
until the base-li fff?:'mxef’ was obtained again.
methysergide 1 X lﬂwaﬂﬁﬁ%h? ntroduced 15 min before the

administratian—of —5-HT - =24 that the
tissues were E}E:F-E'ug 'ﬁ] their base-line
rastin; tenu1oq‘then the nniu;natinn of methysergide 1

X 10 Hﬁug}@ B’EI w@.}ﬂqmme

introduned for 15 minp before ntroduci ﬁ-fg.
ARV IRNITVRA N 10
nncisirntectnrina for 15 min was used in the later

experiment.

Results were expressed as means standard
errore of the means (S.E.M.). Statistical significance
of the differences between control and drug-treated
groups were determined by Student’'s paired t-test, with

the level of significance (P-value) equals to 0.05.

012471
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Figure. 3 The thoracic circulatory system of the rat
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