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leukotriene D,, and histamine in normal human
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ABSTRACT The comparative actions of inhaled leukotriene C, (LTC,), leukotriene D, (LTD,),
and histamine were studied in six normal subjects. LTC, and LTD, were shown to be more potent
bronchoconstrictors than histamine, with a more sustained action. LTC, and LTD, caused wheez-

ing without cough or throat irritation and were

For many years it has been suggested that the
allergic mediator slow reacting substance of
anaphylaxis (SRS-A) might have an important
bronchoconstrictor role in asthma. Recently the
structure of SRS-A from various species has been
elucidated and its biological activity shown to be due
to leukotrienes (LTs), the newly discovered
5-lipoxygenase metabolites of arachidonic acid.
LTD, accounts for the activity of guinea pig SRS-A
on intestinal and respiratory smooth muscle';
human SRS-A is made up of LTC, and LTD,,> and
rat SRS-A contains LTC,, LTD,, and LTE,?

In experimental animals leukotrienes have been
shown to cause bronchoconstriction when given
either intravenously* or by aerosol.® In guinea pigs
intravenous administration of SRS-A caused greater
changes in dynamic compliance than resistance, sug-
gesting that their major action is on small airways.*

Leukotrienes have also been given by inhalation
to human volunteers’® and shown to be more active
than histamine in causing bronchoconstriction. The
principal measurement of lung function has been the
flow at 30% of vital capacity above residual volume
(Vmaxso); this is thought to be mainly dependent on
the function of small airways. We have studied the
bronchoconstrictor action of inhaled LTC, and
LTD, relative to that of histamine in a group of six
normal volunteers. We measured specific airways
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shown to-act on large and small airways.

conductance (sGaw) and V,,,,. As leukotrienes
are unstable compounds we have attempted to
evaluate the loss of activity of LTC, and LTD, dur-
ing nebulisation.

Methods

We studied six normal, non-atopic subjects (five
men and one woman) with a mean age of 28-5 years
(range 21-35 years). All were lifelong non-smokers.
Ethical permission was obtained and all participants
gave informed consent.

All subjects were trained to perform panting
manoeuvres in a constant volume whole body
plethysmograph (Collins) for the measurement of
sGaw.'® They were taught to produce reproducible
partial expiratory flow volume curves for measure-
ment of maximum flow at V ..,'' (PK Morgan
transfer factor spirometer with a PK Morgan dif-
ferentiator recorded on a Hewlett Packard X-Y
recorder).

Aerosol for inhalation was generated from a
Wright nebuliser containing 2 ml of test solution
driven by compressed air at a flow rate of 7 litres a
minute; the solution was nebulised for two minutes
during normal tidal breathing through the open
mouth. The output of the nebuliser was 0-165 ml/
min.

To construct the dose-response curves for his-
tamine, sGaw was measured at 60, 80, 100, 120, and
140 seconds and the mean value calculated; Vo
was then measured in triplicate and the mean calcu-
lated. First the diluent (0-9% saline and chlorbutol
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BP 0-5%) was inhaled; the response to this served as
a baseline for comparison with other values. His-
tamine acid phosphate was then inhaled at a starting
concentration of 0-1 mmol/l. Doses were repeated at
fivefold or 10 fold higher concentrations every 10
minutes until a fall in sGaw of 35% or more was
achieved.

On another day the time course of recovery from
histamine induced bronchoconstriction was studied.
Sufficient histamine to produce a fall in sGaw of
about 35% was given. sGaw was measured after one
minute and then every 15 seconds until two minutes.
Measurements were repeated at three, five, seven
minutes, etc, until sGaw had returned to near its
baseline value.

Dose-response curves for LTC, and LTD, were
obtained by the method used for the histamine
dose-response curve. Since leukotrienes have a
more prolonged action than histamine in human iso-
lated bronchi'? and in normal human volunteers,**
further measurements of sGaw and V,,,,, were
made after six, 11, and 16 minutes. Normal saline,
which was used as the diluent, was inhaled first and
the values obtained were used as the baseline in
further analysis. Leukotrienes were synthesised by
Dr J Rokach, Merck Frosst Laboratories.!?

Solutions for inhalation were made up in normal
saline immediately before use from stock solutions
of LTC,, 1-4 mmol/l, and LTD,, 2 mmol/l, to give 10
fold increasing concentrations. The starting dose of
LTC, was 14 nmol/l and of LTD, 20 nmol/l.

If no fall in sGaw occurred, inhalation was re-
peated after 20 minutes at a concentration 10 times
higher. If a fall in sGaw occurred the next concentra-
tion was given 45 minutes later, after we had
checked that sGaw and V,,,,, had returned to
their baseline values. When a 35% or greater fall in
sGaw had occurred no further doses were given and
further measurements of sGaw and V.., were
made at 30, 45, and 60 minutes.

To investigate the stability of leukotrienes during
nebulisation, samples of the solutions of LTC, and
LTD, that had been put into the nebuliser jar and
those remaining at the end of inhalation were col-
lected and assayed against standard LTC, and LTD,
on strips of guinea pigs ileum smooth muscle super-
fused with Tyrode solution and blocked with
mepyramine and hyoscine.'*

Results

Inhalation of histamine, LTC,, and LTD, caused
bronchoconstriction in all subjects. The bron-
choconstriction caused by all three agents was
reflected in a fall in both sGaw and V.., (fig. 1).

The concentration of solutions required to cause a

35% drop in sGaw (PD,,) for each subject is shown
in table 1. For the group as a whole the geometric
mean PD;; for histamine was 55 mmoV/l, for LTC,
73 pmol/l, and for LTD, 89 wmol/l. For individuals
the potency of LTC, in relation to that of histamine
varied from 125:1 to 1800:1, with a mean of 975:1.
For LTD, it varied from 285:1 to 1175:1 (mean
720:1).

The time course of bronchoconstriction for the
group of six subjects is shown in figure 2. The onset
of bronchoconstriction was within 90 seconds of the
end of inhalation.

As a measure of the rate of recovery from bron-
choconstriction the time taken for sGaw to return to
90% of the baseline value (TR,,) was determined,
for histamine the mean (1 SD) was 9-9 (3-8) min, for
LTC, 32-3 (8-:0) min, and for LTD, 25-3 (5-4) min.
The difference between the TR,, for LTC, and his-
tamine was signficant (paired Student's ¢ test) (p <
0-005) and the difference between LTD, and his-
tamine was significant (p < 0-001). Subjects re-
covered from the bronchoconstriction induced by
LTD, faster than from that induced by LTC, but the
difference failed to reach significance.

All subjects found the dose of histamine that
induced bronchoconstriction caused coughing,
wheezing, and an unpleasant sensation in the throat.
Inhalation of LTC, and LTD, caused a mild but not
unpleasant sensation in the throat and no coughing
but appreciable wheezing.

Assays of solutions of LTC, and LTD, showed
that the leukotrienes lost 50-3% (4-6%) and 51-2%
(5:1%) respectively of their biological activity dur-
ing the two minute period in which compressed air
passed through the solution.

Discussion

These results show that when LTC, or LTD, are
inhaled by normal human subjects they cause bron-
choconstriction and are much more active than his-
tamine. Previous observations’™ have also shown
leukotrienes to be bronchoconstrictor agents in man
and the indices measured have suggested that they
act selectively on the small airways. In these inves-
tigations Vp,,,, was used as the measurement of
airway function. This is thought to be a reflection of
changes in small airways'' '5~'" Holroyde et al’ found
a significant change in flow at 1-5 litres above
residual volume (approximately equivalent to
Vimaxso) but only a 3-6% and a 6-10% change in
forced expiratory volume in one second (FEV)).
Because of the appreciable changes in Vi,,,,, the
apparent lack of change in FEV,, and the absence of
upper airways irritation causing coughing and in
view of animal data,® it has been postulated that
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leukotrienes act mainly on peripheral airways.”® In
addition to V., however, in the same subjects
we measured sGaw, which in normal subjects pre-
dominantly represents large airways function.'s '# 1
The results suggest that leukotrienes contract both
large and small airways. This is in agreement with
the results of work in human lung preparations in
vitro, where leukotrienes are at least as active in
contracting human bronchus as in contracting

parenchyma.'?* The changes in sGaw and V.50
observed in our study are broadly in line with
changes in airways resistance and dynamic com-
pliance observed by Ford-Hutchinson and his co-
workers in squirrel monkeys (personal communica-
tion).

This study demonstrates that both LTC, and
LTD, are more potent bronchoconstrictors than is
histamine, but our values for the relative potencies

Original nebuliser concentration in mol/litre of histamine, LTC,, and LTD , required to cause a 35 % drop in sGaw (PD,)

Subject No. 1 2 3 4 5 6

Histamine 5% 10~* 1-8 X 10~'* 10~ 40 x 10~2 53 x 1072 1-4 x 10~*
TC, 56 x 107 1:6 X 1074+ 56 x 10~ 32 X 107 107+ 10-3

LTD, 5.6 x 10~ 16 X 10~ 31x10™*  1-4x 10~ 4.5 % 10~ 2.8 x 1075

*Value derived by extrapolation.
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differ from those of other authors. Weiss et al®* found
LTC, to be 600-9500 (geometric mean about 3900)
times more potent than histamine in causing a 30%
decrease in Vg, In a further study Weiss et al’
found LTD, to be 5900 times more potent than his-
tamine in the same group of subjects. There are sev-
eral possible explanations for the difference in
potency between the present study and those of
Weiss and his colleagues. A different nebuliser was
used in the two studies: whereas in our study a
Wright nebuliser was used, Weiss and his colleagues
used a De Vilbiss No 42 nebuliser with a dosimeter.
There are two possible ways in which the choice of
nebuliser may influence the result. Firstly, the dif-
ference in nebuliser may alter the site of deposition
of the test solution. This is unlikely to be the expla-
nation; Ryan et al?' compared the results of a stan-
dard histamine challenge test in 10 asthmatic
patients using a De Vilbiss nebuliser and a Wright
nebuliser. They found that the nebulisers deposited
the same dose in the lung, although the De Vilbiss
nebuliser deposited more in the throat and central
airways. The concentrations of histamine required
to cause a 20% decrease in FEV, were similar. The
second way in which the nebuliser may influence the
result is by differences in the degree of oxidation of
the leukotrienes. We have shown considerable
changes in activity of LTC, and LTD, during nebul-
isation, and the potency of leukotrienes determined
in this study may be significantly underestimated.
The loss of potency when a De Vilbiss nebuliser is
used in not known. Another possible reason for the
observed difference is that with the small number of

Fig 2 Time course of
recovery from
bronchoconstriction
induced by histamine
(X——X) and leukotrienes
C,(&—@)and D,
(8——W): percentage of
original baseline sGaw and
standard error for the group
of six normal subjects.

subjects studied—five by Weiss et al and six in this
study—the apparent difference represents only the
spectrum of sensitivity to leukotrienes within the
normal population. The relative potencies of leuko-
trienes and histamine are assumed by comparing the
PD,, for LTC, and LTD, to the PD,; for histamine;
thus the ratio is determined by two values which
themselves show large individual variations.

Sensitivity to histamine is not a good predictor of
sensitivity to LTD,. Griffin et al?? found that a group
of asthmatics had hypersensitivity to histamine,
reacting to 1/100th the concentration to which nor-
mal subjects reacted; yet they were only three times
as sensitive to LTD,. The ratio of potency of his-
tamine to that of leukotrienes, derived from two
values which vary widely in individuals and have
little direct relationship, would show even wider
variation.

The time course of action of LTC, and LTD, in
comparison with that of histamine is similar to the
time course seen in human isolated bronchus'22° and
in previous studies®® and shows that leukotrienes
induce prolonged bronchoconstriction.

The effects of inhalation of leukotrienes differ
from those of histamine. Leukotrienes did not cause
any cough or unpleasant irritation in the throat,
which contrasts with the findings of Holroyde et al’
but agrees with those of Weiss and his colleagues.®®

In conclusion, therefore, our study has shown that
in normal subjects inhaled LTC, and LTD, cause
bronchoconstriction which is more potent and
longer lasting than that induced by histamine, and
that they exert this effect on large as well as small
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airways.

We wish to thank the Asthma Research Council and
King’s College joint research committee for finan-
cial support. We thank Dr J Rokach, Merck Frosst
Laboratories, for synthetic leukotrienes. We thank
Mr S Galton and Mrs A Watson for skilled technical
assistance, Miss M Rusbridge for illustrations, and
Miss C Barton for typing the manuscript.

References

' Morris HR, Taylor GW, Piper PJ, Tippins JR. Structure
of slow reacting substance of anaphylaxis from guinea
pig lung. Nature 1980;285:104-6.

2 Lewis RA, Austen KF, Drazen JM, Clark DA, Marfat
A, Corey EJ. Slow reacting substances of anaphylaxis
identification of leukotrienes C-1 and D from human
and rat sources. Proc Natl Acad Sci 1980;77:3710-4.

* Lewis RA, Drazen JM, Austen KF, Clark DA, Corey
EJ. Identification of the C(6)-S-conjugate of leuko-
triene A with cysteine as a naturally occurring slow
reacting substance of anaphylaxis (SRS-A). Impor-
tance of the 11-cisgeometry for biological activity.
Biochem Biophys Res Commun 1980;96:271-7.

4 Drazen JM, Austen KF, Lewis RA, et al. Comparative
airway and vascular activities of leukotrienes C-1 and
D in vivo and in vitro. Proc Natl Acad Sci
1980;77:4354-8.

5 Weichman BM, Muccitelli RM, Osborn RR, Holden
DA, Gleason JG, Wasserman MA. In vitro and in vivo
mechanisms of leukotriene mediated bronchoconstric-
tion in the guinea pig. J Pharmacol Exp Ther
1982;222:202-8.

¢ Drazen JM, Austen KF. Effects of intravenous adminis-
tration of slow-reacting substance of anaphylaxis, his-
tamine, bradykinin and prostaglandin F,, on pulmo-
nary mechanics in the guinea pig. T°Clin’ Invest

1974;53:1679-85.

” Holroyde MC, Altounyan REC, Cole M, Dixon M,

Elliott EV. Bronchoconstriction produced in man by -

leukotrienes C and D. Lancet 1981;ii:17-8.

8 Weiss JW, Drazen JM, Coles N, et al. Bronchoconstric-
tor effects of leukotriene C in humans. Science
1982;216:196-8.

Barnes, Piper, Costello

° Weiss JW, Drazen JM, McFadden ER, et al. Airway
constriction in normal humans produced by inhalation
of leukotriene D. JAMA 1983;249:2814-7.

'* DuBois AB, Botelho SY, Comroe JH. A new method
for measuring airways resistance in man using a body
plethysmograph: values in normal subjects and in
patients with respiratory disease. J Clin Invest
1956;35:327-35.

' Bouhuys A, Hunt VR, Kim BM, Zapletal A. Maximum
expiratory flow rates in induced bronchoconstriction
in man. J Clin Invest 1969;48:1159-68.

'2 Dahlén SE, Hedqvist P, Hammarstrom S, Samuelsson B.
Leukotrienes are potent constrictors of human bron-
chi. Nature 1980;288:484-6.

"> Rokach J, Girard Y, Guindon Y, et al. The synthesis of
leukotrienes. In: Piper PJ, ed. SRS-A and Leuko-
trienes.  Chichester: Research Studies Press,
1981:65-72.

'* Morris HR, Piper PJ, Taylor GW, Tippins JR. Compara-
tive studies on immunologically and non-
immunologically produced slow-reacting substances
from man, guinea pig and rat. Br J Pharmacol
1979;67:179-84.

's Pride NB. The assessment of -airflow obstruction. Br J
Dis Chest 1971,65:135-69.

' Pride NB. Assessment of changes in airways calibre.
1—Tests of forced expiration. Br J Clin Pharmacol
1979;8:193-203.

'” Mead J, Turner JM, Macklem PT, Little JB. Significance
of the relationship between lung recoil and maximum
expiratory flow. J Appl Physiol 1967;22:95-108.

'* Ingram RH, McFadden ER. Localisation and mechan-
isms of airways responses. N Engl J Med 1977;
297:596-600.

' Cropp G, Bernstein I, Boushey H, et al. Guidelines for
bronchial inhalation challenges with pharmacologic
and antigenic agents. ATS News Spring 1980:11-19.

2 Sirois P, Roy S, Tétrault JP, Borgeat P, Picard S, Corey
EJ. Pharmacological activity of leukotrienes A, B,, C,
and D, on selected guinea-pig, rat, rabbit and human
smooth muscle. Prostaglandins and Medicine 1981;
7:327-40.

21 Ryan G, Dolovich MB, Roberts RS, et al. Standardisa-
tion of inhalation provocation tests: two techniques of
aerosol generation and inhalation compared. Am Rev
Respir Dis 1981;123:195-9.

22 Griffin M, Weiss JW, Leitch AG, et al. Effects of leuko-
triene D on the airways in asthma. N Engl J Med
1983;308:436-9.

yBuAdoo Aq paroalold 1senb Ag 202 ‘6 udy uo /wod* g xeloyy//:dny woly papeojumod 86T AINC T U0 00S'L'6€ XUYOETT 0T Se paysignd 11y :xeloy L


http://thorax.bmj.com/

