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The effect of angiotensin II on endogenous noradrenaline
release in man
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1 Considerable data from animal studies suggest that angiotensin II exerts a facilitatory
effect on noradrenaline release. We sought evidence for such an effect in man by
examining how a subpressor dose of angiotensin II (1.5 ng kg~! min~!) influences the
haemodynamic and plasma noradrenaline responses to physiological stimulation of the
sympathetic nervous system.

2 The physiological stimuli investigated were a cold pressor test, the response to standing
from lying, bicycle exercise and forearm isometric exercise.

3 The presence of the angiontensin II infusion had no effect on the systolic blood
pressure, diastolic blood pressure, heart rate or plasma noradrenaline responses to
stimulation of the sympathetic nervous system.

4 We have therefore found no evidence to support the enhancement of noradrenaline

release by this low dose of angiotensin II in man.

Keywords angiotensin II sympathetic nervous system noradrenaline

Introduction

The renin-angiotensin-system (RAS) and
sympathetic nervous system (SNS) are involved
in the regulation of blood pressure and their
independent roles have been extensively investi-
gated. Evidence from studies in animals suggests
that there is a major interaction between the
RAS and the SNS (Zimmerman et al., 1984). In
these studies either isolated organ or intact
animal models have shown that exogenous angio-
tensin (AII) can influence sympathetic nervous
transmission in several different ways. Firstly
Knape (1985) has shown in pithed normotensive
rats that AII has a tyramine-like effect, releasing
endogenous NA from neuronal stores. Secondly,
Zimmerman & Whitmore (1967) have shown
that AII facilitates sympathetic neurotransmis-
sion in vascular smooth muscle by enhancement
of the amount of noradrenaline released per
nerve impulse. The above suggests that AII facili-
tates presynaptic release of NA but Hatton &
Clough (1982) have also suggested that AII facili-
tates the effect of released NA by a postsynaptic
mechanism.

In man we have previously shown that there is
a postsynaptic AII/NA interaction in that AII
synergistically augments the systolic blood pres-
sure response to NA (Struthers et al., 1987). In
this study we have now sought evidence for a
presynaptic AII/NA interaction by examining
whether exogenous AlI is able to enhance the
presynaptic release of endogenous NA in response
to physiological stimuli in man.

Methods

Nine normotensive male volunteers were studied.
Their mean age was 26 years (range 19-38 years)
and mean weight 80 kg (range 67-109kg). Each
subject gave written informed consent to the
study which had been approved by the Medical
and Dental research ethical committee of the
University of Dundee.

No subject was on any regular medication and
all were instructed not to take any medication
for 7 days prior to each study day. They were
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also instructed to abstain from alcohol and
smoking for 24 h prior to each study day and to
take no caffeine containing drinks from 22.00 h
the day before each study day. They were studied
on three occasions, the first a pre-study assess-
ment as described below and 2 formal study days
at least 1 week apart. Sodium intake was not
strictly controlled but each subject was asked to
maintain the same approximate sodium intake
for 3 days before each study day which was
assessed by 24 h urinary sodium excretion and
baseline plasma AlI levels. The subjects atten-
ded at 09.30 h after a light breakfast or at 13.30 h
after a light luncheon. Each individual was
investigated at the same time of day on both
study days.

Pre-study assessment

An initial assessment of bicycle workload and
hand dynomanometry was made 7 days before
the first study day. Each subject commenced
cycling on a bicycle ergometer (Tunturi, Fin-
land) at a load of 50 watts and the workload was
then increased at 1 min intervals until a heart
rate of 130-140 beats min~! was achieved as
recorded by oscillometer (Hewlett Packard).
After a period of 15 min rest maximal voluntary
contraction of handgrip was measured using a
hand dynomanometer.

Formal study days

At the start of the study intravenous cannulae
were inserted into the antecubital vein of each
arm, one for infusion and the other for blood
sampling. After 20 min supine rest, baseline
recordings of heart rate and blood pressure and
blood samples were taken.

Infusion was then commenced with either a
subpressor dose of angiotensin II (1.5 ng kg™*
min~! Ciba Geigy) or placebo (5% dextrose) in
a randomised single-blind fashion. After a further
15 min supine rest, blood pressure and heart rate
recordings and blood sampling were repeated.
Thereafter each subject underwent a series of
standard tests to stimulate the sympathetic ner-
vous system. These tests were always adminis-
tered in the same order as described below.

Cold pressor test

The subject immersed one foot to the ankle in
melting ice for 2 min. Blood pressure and heart
rate were recorded at 0, 1 and 2 min and a blood
sample taken at 2 min. The subject then rested in
the supine position for a further 15 min during
which blood pressure and heart rate were
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measured every 5 min and at the end of which a
blood sample was taken.

Response to standing

Blood pressure and heart rate were recorded and
blood samples taken after 2 min standing erect.

Bicycle exercise

The subject then sat on a bicycle ergometer and,
after baseline haemodynamic recordings, per-
formed 5 min exercise at a workload predeter-
mined in each individual at the pre-study assess-
ment to cause a rise in heart rate to 130-140
beats min~!. The same workload was used on
both study days. Blood pressure and heart rate
were recorded at 2 and 5 min of exercise and 1, 2
and 3 min after exercise. Blood samples were
taken during the fifth minute of exercise.

Forearm isometric exercise

Following a further rest period of 15 min, baseline
haemodynamic recordings and blood samples
were taken. The subject then undertook 3 min of
forearm isometric exercise when they maintained
30% of their maximal voluntary handgrip which
had previously been determined at the pre-study
assessment. The same workload was used on
both study days. Blood pressure and heart rate
were recorded at 1 min intervals during handgrip
and blood samples taken after 3 min.

The electrocardiograph and heart rate were
monitored throughout the study on an oscillo-
scope and blood pressure recorded semi-auto-
matically (Dinamap-Vital signs monitor 1846,
Critkon).

Blood samples for noradrenaline were kept on
ice until centrifuged at 4°C. Plasma was stored at
—80°C until assayed. Noradrenaline was
measured by our double-isotope enzymatic tech-
nique (Brown & Jenner, 1981). Plasma AIlI was
measured by Sep-pak C, cartridge extraction of
plasma followed by radioimmunoassay by the
method of and in the laboratory of Morton &
Webb (1985).

Angiotensin II (Hypertensin, Ciba-Geigy,
Switzerland) solutions, 500 ng ml~! in 5% dex-
trose, were prepared immediatelY before use
and infused at a rate of 1.5 ng kg~! min~!.

The results were analysed by two way analysis
of variance comparing responses during placebo
infusion with those during AII infusion (Statis-
tical package for the social sciences—Nie et al.,
1975). The Duncan procedure was then used to
compare each stimulus pair-wise with every other
stimulus (SPSS—Nie et al., 1975).
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Results

Table 1 shows the initial recordings of blood
pressure, heart rate and plasma NA before and
15 min after the start of an AII (1.5 ngkg™ ! min~1)
or a placebo infusion. There were no changes in
any of these observations in response to All.

The haemodynamic and plasma NA responses
to the 2 min cold pressor testing, after 2 min
standng from lying, at 5 min bicycle exercise and
at 3 min isometric handgrip are shown in Figure
1. Two way analysis of variance showed that
there was no overall effect of infusion of AII
compared with a placebo infusion on haemo-
dynamic or plasma NA responses to the physio-
logical stimuli investigated.
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Since the AII study day was not significantly
different from the placebo study day, the Duncan
procedure was applied to the combined data
from both study days in order to compare the
results of each physiological stimulus. The results
of this analysis of haemodynamic and plasma
NA responses are shown in Table 2. The haemo-
dynamic data show a significant pressor response
to cold pressor testing, bicycle exercise and fore-
arm isometric exercise and significant rises in
heart rate during standing, bicycle exercise and
forearm isometric exercise. There were significant
rises in plasma NA after cold pressor testing,
standing and bicycle exercise. The changes in

Table 1 Systolic and diastolic pressure, heart rate and plasma noradrenaline before and 15 min
after angiotensin I (1.5 ng kg ™! min~?) or placebo infusion. Results are expressed as mean = s.e.

mean (n = 9)
SBP (mmHg) DPB (mmHg) HR (beats min™!) NA (ngl™})
Placebo All Placebo All Placebo All Placebo All
Before 125+4 127+4 65+3 67+3 64+t3 65+4 560+£60 510%20
After 124 +4 126+4 66+x3 663 643 63+t4 510+50 480+20

SBP = systolic blood pressure, DBP = diastolic blood pressure, HR = heart rate, NA =

Noradrenaline.

None of the above data is significantly different between placebo and angiotensin II by ANOVA.
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Figure 1 Haemodynamic and plasma noradrenaline responses (mean * s.e. mean) to physiological
stimuli in the presence of angiotensin II infusion (@) or dextrose infusion (OJ).
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Table2 Haemodynamic and plasma noradrenaline response to physiological stimuli.
(Mean data only are displayed for clarity. This table combines data from the AIl
pretreatment and placebo pretreatment days as they were not significantly different
from each other)

SBP (mmHg) DBP (mmHg) HR (beats min~!)  NA (ng )
Control 125 66 64 494
Cold pressor 140* 79* 67 674*
Standing 124 73 83+ 654*
Exercise 159 86" 130* 1196*
Handgrip 145+ 84* 77+ 537

SBP = systolic blood pressure. DBP = diastolic blood pressure, HR = heart rate,
NA = Noradrenaline

None of the above data is significantly different between placebo and angiotensin II.
* P < 0.05 and *P < 0.01 represent significant differences from control values as

obtained by the Duncan procedure.

plasma NA demonstrated in our study are similar
to those shown by other groups (Robertson et
al., 1979; Struthers et al., 1986).

The mean * s. e. mean 24 h urinary sodium
excretion was 174 = 16 (n = 8) prior to the
placebo study day and 201 + 20 (n = 7) prior to
the AlIl infusion study day, which was not signifi-
cantly different by paired t-testing. The plasma
AIl levels (Table 3) show that there was no
difference between resting levels on the two
study days and no change during placebo infusion
but there was the expected 312% rise in plasma
AlI levels during the AII infusion.

Discussion

It is worth noting that the animal studies which
support an interaction between the RAS and the
SNS have shown that this interaction occurs only
when the RAS is activated (Zimmerman et al.,
1984). Despite this, previous attempts to demon-
strate an RAS/SNS interaction in man have
nearly always administered angiotensin conver-
ting enzyme (ACE) inhibitors to normal volun-
teers and have hence investigated the differential
effects of normal and low levels of RAS activity.
The results of such studies have been conflicting.
Treatment with ACE inhibitors has been shown
to produce either no change in resting plasma

NA (Niarchos et al., 1982; Millar et al., 1982;
Ajayi et al., 1985) or an increase in resting
plasma NA (MacGregor et al., 1981; Ibsen et al.,
1983). Pretreatment with ACE inhibitors had no
effect on the plasma NA responses to stimulation
of the SNS (Millar et al., 1982; Ibsen et al. , 1983;
Campbell et al., 1985; Becker et al., 1986).

There is a second problem with the use of
ACE inhibitors as experimental agents in this
regard. ACE inhibitors not only lower All levels
but also cause major changes in vasodilatory
prostaglandins, bradykinin and possibly other
peptides (Tree & Morton, 1981; Campbell ez al.,
1985). These other effects are a major compli-
cation which make ACE inhibitors imperfect
tools with which to investigate the effects of
AllL

In the present study we used a different
approach and sought to increase ‘RAS’ activity
by infusion of AII itself. Other workers have
infused pressor doses of AlIl into man and found
that plasma NA does not change (Beretta-Piccoli
et al., 1980; Mendelsohn et al., 1980; Nicholls et
al., 1981). This has been interpreted as evidence
against AlI facilitating NA release. However an
alternative explanation could be the exact oppo-
site of this. In other words, when a pressor dose
of All is infused, the baroreflex is activated and
a reduction in NA release might be expected.
The lack of a fall in plasma NA after Al infusion

Table 3 Plasma angiotensin II levels before and after 15
min of angiotensin IT (1.5 ng kg~! min~?) or placebo

infusion

Placebo (pgml™')  Angiotensin 1l (pg mi™")
Before 99+1.9 10.3+1.7 *NS
After 9.8+ 1.5 32.1£50 *P<0.0025

*Paired r-test
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could be interpreted as indirect evidence for AIL
facilitating NA release.

In this study, when we were choosing an All
infusion rate to use, we were aware of two
opposing considerations. We wanted to infuse
enough AII so that our methodology could detect
any AII/NA interaction. On the other hand, we
aimed to use as low a dose of AlI as possible so
that the baroreflex would not be activated as this
would complicate interpretation of the results.
As a compromise we chose 1.5 ng kg™ min~".
This dose was certainly low enough to bring
about no haemodynamic effects (Table 1) but we
were unable to demonstrate any augmented
increase in NA release in response to physio-
logical stimulation of the SNS in the presence of
this low dose of AII. It is possible that our
chosen dose of AII was too low to reveal such an
interaction. However, the rise in plasma All
during infusion was the same as that in our
earlier study in which we showed a significant
postsynaptic AII/NA interaction with regard to
systolic blood pressure (Struthers et al., 1987).
Also the control values of AII obtained in our
study correspond well with those obtained by
others with constant sodium diets (129-150 mmol
day™!) in normal volunteers and the rise in
plasma angiotensin II is similar to that found
during low sodium intake diets (9-12 mmol day 1)
(Oelkers et al., 1974). Indeed our AII samples
were all assayed in the same laboratory as
Oelkers et al., 1974. The effect of higher doses of
AII infusion during SNS stimulation have not
yet been investigated.

One further possibility for our failure to
demonstrate an interaction is that venous plasma
NA may not be an adequate reflection of intra-
synaptic noradrenaline release. In general the
measurement of venous plasma NA provides a
useful estimation of average sympathetic outflow
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