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A role for endogenous histamine in interleukin-8-induced
neutrophil infiltration into mouse air-pouch: investigation of
the modulatory action of systemic and local dexamethasone

'"Mauro Perretti, Jeanette G. Harris & Roderick J. Flower
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1 When injected into a 6-day-old mouse air-pouch, human recombinant interleukin-8 (IL-8; 0.03-3 pg)
induced, in a dose-dependent fashion, an accumulation of neutrophils which could be reliably assessed
4h after the injection. No protein extravasation was measured above the values obtained with the
vehicle alone (carboxymethylcellulose, CMC, 0.5% w/v in phosphate-buffered solution, PBS).

2 The IL-8 effect (routinely evaluated at 1 pg dose) was inhibited neither by local administration of
actinomycin D (1pg) nor by systemic treatment with indomethacin (1 mgkg™', i.v.), BWA4C
(5mgkg~!, p.o.), methysergide (6 mgkg~!, i.p.) and RP67580 (2mgkg~!, i.p.).

3 Treatment of mice with the H; antagonist, mepyramine (1-10 mgkg~!, i.p.) resulted in a dose-
dependent inhibition of the cell accumulation elicited by the chemokine, with a maximal reduction of
approximately 50—60%. The mepyramine effect was not due to a non specific reduction of neutrophil
function, since treatment with this drug (6 mg kg~', i.p.) did not modify the cell infiltration measured in
response to a challenge with interleukin-1B (20 ng) or with the vehicle CMC to any extent. Moreover,
treatment of mice with mepyramine did not modify cell counts in a peripheral blood film with respect to
controls. Two other H,; antagonists, chemically unrelated to mepyramine, diphenhydramine (9 mg kg~!,
i.p.) and triprolidine (0.5 mgkg~!, i.p.), inhibited IL-8-induced migration to a similar extent (50—
60%), whereas the H, antagonist, ranitidine (5 mgkg~', i.p.) was without effect.

4 The concept that endogenous histamine could be involved in the IL-8 effect was strengthened in two
ways: (i) addition of histamine (0.2-2 pg) to a small dose of IL-8 (0.3 pg) potentiated the cell elicitation
induced by the chemokine without having any effect on its own; (ii) IL-8-induced neutrophil accumula-
tion was greatly impaired in animals depleted of mast cell amines by sub-chronic (5 day) treatment with
compound 48/80 according to an established protocol.

5 The glucocorticoid dexamethasone (Dex; 1-50 pg per mouse, i.v., corresponding approximately to
0.03-1.5mgkg~!, given i.v. 2 h prior to challenge with IL-8) potently inhibited neutrophil infiltration
with an approximate EDs, of 5 ug per mouse (0.3 mg kg~!, i.v.). Passive immunisation of mice with a
polyclonal sheep serum raised against the steroid-inducible anti-inflammatory protein lipocortin 1 (LC1)
abolished the inhibitory action of Dex whereas a control serum was without effect.

6 Local administration of Dex at a dose which was ineffective when given systemically (1 pg) also
reduced neutrophil migration induced by IL-8, either alone or in combination with histamine. This local
inhibition (/50%), also seen with hydrocortisone (30 ug), was prevented by the concomitant adminis-
tration of the steroid antagonist RU38486 (10 pug) indicating the involvement of glucocorticoid receptor
in the response.

7 These findings characterize further the mechanisms underlying PMN recruitment induced by IL-8 in
vivo, and point to a role for histamine. The anti-inflammatory action of the glucocorticoids, as in some
other models, appears to be LCl-dependent when these drugs are given systemically and LCl-

independent when the steroids are given locally.
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Introduction

Interleukin-8 (IL-8) is the prototype of a new class of
chemotactic cytokines recently named chemokines (Miller &
Krangel, 1992). Since its discovery (Yoshimura ez al., 1987) it
has always been clear that the polymorphonuclear leucocyte
(PMN) was the main target cell for this cytokine. Indeed,
IL-8 induces the classical pattern of phenomena typical of
PMN activation, i.e. enzyme release, superoxide and leuko-
triene generation, P,-integrin activation and in vitro chemo-
taxis (Carveth et al., 1989; Schroder, 1989; Baggiolini et al.,
1989). The administration of IL-8 into specific tissue sites in
vivo causes a potent and selective PMN accumulation which
is distinguishable from the migration induced by other pro-
inflammatory cytokines, such as interleukin-1 (IL-1) and
tumour necrosis factor (TNF) as it does not require continu-
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ing DNA-dependent RNA synthesis (Rampart & Williams,
1988; Colditz et al., 1989; Foster et al., 1989; Rampart et al.,
1989). In this respect, IL-8 is considered to be a direct
chemoattractant as are C5a and leukotriene B,. Moreover, it
is very likely that the endogenous release of IL-8 is involved
in the chemotactic action of IL-1 (Huber er al, 1991)
although this interrelationship has yet to be confirmed in
vivo.

We have recently characterized a murine air-pouch model
for the evaluation of PMN migration using IL-1 as a
stimulus (Perretti & Flower, 1993). In this study it was
possible to determine that IL-1 acted through a type I
receptor-mediated mechanism and in a manner dependent
upon de novo protein synthesis. Moreover, a role for
endogenous PAF, but not for arachidonic acid metabolites,
was proposed on the basis of the differential effects of selec-
tive drugs. IL-1-induced PMN migration was sensitive to the
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anti-inflammatory glucocorticoid hormone, dexamethasone
(Dex). The inhibition which followed systemic treatment with
Dex was mediated by the steroid-inducible anti-inflammatory
protein lipocortin 1 (LC1), whereas the inhibition observed
after local treatment with Dex was LCl-independent (Perretti
& Flower, 1993).

In the present study we have used the murine air-pouch
model to investigate the immunopharmacological modulation
of IL-8-induced PMN migration. We describe the kinetics of
the PMN accumulation into the air-pouch caused by this
cytokine and the effect of various anti-inflammatory drugs
which were evaluated to investigate potential endogenous
mediators of the .action of IL-8.

Methods

Mouse air-pouch model

Male Swiss Albino mice (22-25g; Tuck, Essex) were used
for all the experiments. Air-pouches were formed by s.c.
injection of 2.5ml of air on day 0 and day 3 (Perretti &
Flower, 1993). Six days after the initial injection of air, mice
(28-32 g) received a local injection of human recombinant
IL-8 (72aa monocyte-derived form, generous gift of Dr L.
Lindley, Sandoz Forschunginstitut, Wien, Austria) in ‘0.5 ml
of carboxymethylcellulose (CMC; BDH, Dorset) 0.5% (w/v)
in sterile phosphate-buffered solution (PBS). Control mice
received CMC alone. This protocol was chosen on the basis
of preliminary experiments, confirming the findings observed
with IL-1 (Perretti & Flower, 1993), that is a poor migration
in the absence of CMC. Using PBS + BSA 0.01% (w/v) as
vehicle only 0.07 £ 0.03 x 10° PMN and 0.21 £0.11 x 10°
PMN per mouse were recovered in the absence and presence
of 1pg IL-8, respectively (mean * s.e.mean, n=4 in both
cases, not significant).

At various times after IL-8 administration mice were killed
by CO, exposure and the pouches washed thoroughly with
2 ml of PBS containing 1 mM ethylenediaminetetracetic acid
(EDTA) and 50 uml~! heparin. Lavage fluids were cen-
trifuged at 220g for 10 min at 4°C and the pellet was
resuspended in 2 ml of PBS-EDTA-heparin. Leucocytes were
counted after staining (1:10) in Turk’s solution (crystal violet
0.01% w/v in acetic acid 3%) in an improved Neubauer
hemocytometer. The number of PMN recovered from each
pouch was then calculated.

In further experiments the migration caused by local
administration of 20 ng human recombinant IL-1B (generous
gift of Dr L. Parente, IRIS, Siena, Italy) was assessed, this
dose of the cytokine being chosen on the basis of a previous
study (Perretti & Flower, 1993). Pouches were washed at the
4-h time point, and PMN infiltration measured as described
above.

Protein concentration in cell-free lavage fluids was mea-
sured according to the methodology described by Bradford
(1976).

Drug treatment

The effect of putative inhibitors and/or antagonists was
assessed either by local administration or by systemic treat-
ment.

The role of de novo RNA synthesis was ascertained by
co-administration into the air-pouch of actinomycin D (1 pg)
together with IL-8 (1 ug). The potential synergism between
IL-8 and histamine was evaluated in co-administration
experiments in which a mixture of the cytokine, at a dose of
0.3pg, and histamine (0.2 to 4pg) in 0.5ml CMC was
injected in the air-pouches at time 0. The leucocyte accum-
ulation was measured 4 h later.

The potential role of inflammatory mediators was inves-
tigated by systemic administration of selective drugs. Indo-
methacin (Sigma, Poole, Dorset) was given i.v. into the tail

vein. Mepyramine (maleate, May and Baker Ltd., Essex),
diphenhydramine (hydrochloride, Research Biomedical Inter-
national, Natick, MA, U.S.A)), triprolidine (hydrochloride,
Research Biomedical International, Natick, MA, U.S.A)),
methysergide (maleate, Sandoz, U.K:), RP-67580 (3aR,7aR)-
7,7-diphenyl-2-[1-imino-2-(2-methoxyphenyl)-ethyl]perhydro-
isoindol-4-one; generous gift of Dr C. Garret, Rhone-Poulenc
Rorer, Vitry-sur-Seine, France) and ranitidine (Sigma, Poole,
Dorset) were administered i.p. whereas BWA4C (N-(3-phen-
oxycinnamyl)-acetohydroxamic acid; The Wellcome Research
Laboratories, Beckenham, Kent) was given by oral gavage; in
all cases drug treatment was performed 15-20 min before
IL-8 challenge. PMN migration was always evaluated 4 h
following cytokine administration.

The inhibitory action of the anti-inflammatory glucocor-
ticoid, Dex (sodium phosphate salt, David Ball Laboratories,
Warwick) was carefully investigated. Mice were treated with
Dex (1-50 pg per mouse corresponding to 0.03—1.5 mg kg~!)
i.v. 2 h before the local administration of IL-8. The role of
endogenous LCI in this action of the steroid was evaluated
by passive immunisation of the mice with a specific anti-LC1
(@LC1) sheep antiserum (50 pul s.c., 24 h before Dex) using
the time and dose protocol found to prevent Dex inhibition
of IL-1-induced migration (Perretti & Flower, 1993). Control
animals received an identical volume of normal sheep serum
(Sigma). To evaluate its effectiveness following local treat-
ment, Dex (at the dose of 1 ug shown to be effective against
IL-1-induced cell migration, see Perretti & Flower, 1993) was
given directly into the pouch either with IL-8 (1 pg) or with
the mixture of IL-8 plus histamine (0.3 pg and 2 pg, respec-
tively) as described above. The glucocorticoid nature of the
Dex effect observed following local treatment was confirmed
in two ways: first, the action of another glucocorticoid, hyd-
rocortisone (30 pug; sodium succinate salt, Upjohn Ltd, U.K.)
was assessed; second, the effect of the specific compound with
anti-glucocorticoid properties, RU38486 (10 pug; Roussel-
Uclaf, Paris, France) upon Dex-induced inhibition was
evaluated.

To deplete mast-cell amines an established protocol was
followed (Di Rosa et al., 1971). Mice received six doses of
compound 48/80 (Sigma) at 0.6 mg kg~! i.p. at 12 h intervals
followed by three doses of the same agent at 1.2 mgkg™!
i.p., after which the experiment was started by local adminis-
tration of CMC alone or in combination with 1 pg IL-8.
Control mice received repeated doses of PBS (5ml kg™!, i.p.)
prior to challenge with the cytokine. Migration was assessed
4 h later.

In some experiments blood samples were obtained by car-
diac puncture from a number of mice 4.5 h after treatment
with mepyramine, or 2 h after treatment i.v. with Dex and
the total number of leucocytes measured with a Coulter
Counter (Coulter Electronics, Luton, Bedfordshire). The
percentage of PMN and mononuclear cells was then assessed
by staining in Turk’s and the total number of each cell type
then calculated.

Data and statistics

Data, PMN (10°) migrated per mouse, are reported either as
total migration or as net migration by subtracting the effect
of CMC alone: this is stated for each table and figure.
Statistical differences between treatments were assessed by
analysis of variance followed by the Bonferroni test. Values
of probability less than 0.05 were taken as significant.

Results

Characterization of IL-8-induced PMN migration into
the mouse air-pouch

The dose of 1pg of human recombinant IL-8 caused a
time-dependent PMN infiltration into the pouch, with a max-
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imal rate of influx between 2 and 4 h (3.1 x 10° PMN per h).
The cell accumulation reached maximum by the 8-h time
point and was greatly reduced by 24 h (Figure 1a). At the 4-h
time point, the cumulative data for CMC and CMC + IL-8
1 ug were as follows (mean * s.e.mean): 1.56 * 0.18 x 10°
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Figure 1 Characterization of interleukin-8 (IL-8)-induced PMN
infiltration into the mouse air-pouch. (a) Time-course: 1 pug of IL-8
in 0.5 ml CMC was injected at time 0 directly in the air-pouch. At
different times following treatment with the cytokine mice were
sacrificed and PMN infiltration measured. Values are mean % s.c.
mean of 5-6 mice per time point. (b) Dose-response: different doses
of IL-8 were injected in 0.5 ml CMC at time 0 and PMN migration
evaluated 4 h later (@). Values are mean * s.e.mean of 68 mice per
group. In one case, actinomycin D 1 pug was injected concomitantly
with IL-8 1pg and migration evaluated 4 h later (O). The dotted
line indicates the migration measured with CMC alone (1.6%
0.7 x 10 PMN, n=5). **P<0.01 vs CMC.
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PMN (n=47) and 5.84+0.28 x 10° PMN per mouse
(n =170), respectively (P <<0.01). The IL-8 effect appeared to
be specific for PMN because no mononuclear cell infiltration
was observed at any time point. PMN infiltration was not
accompanied by any increase in plasma protein extravasation
above that caused by CMC alone (2.18 £0.14 and 1.88 +
0.12 mg protein in CMC and CMC plus 1pg IL-8 groups,
respectively, n = 5). The 4-h time point was selected and used
in all subsequent experiments.

The IL-8 effect was dose-dependent. Figure 1b shows that
the dose of 0.3 ug per pouch caused a consistent effect, with
an apparent peak observed at 3 pg. The dose of 1 pg, which
caused a consistent infiltration and corresponded to ~80%
of maximal migration (Figure 1b), was selected and used in
experiments to evaluate the potential role of inflammatory
mediators. IL-8-induced PMN infiltration was not dependent
upon DNA-dependent RNA synthesis: co-administration of
actinomycin D (1 pg) was without effect on the response
elicited by 1pug IL-8 (Figure 1b).

Drug effect

The PMN accumulation which follows IL-8 administration
into the pouch does not appear to depend upon arachidonic
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Figure 2 Systemic treatment with dexamethasone (Dex) inhibits
interleukin-8 (IL-8)-induced PMN migration. Mice received an in-
travenous treatment with Dex 2 h prior to challenge with 1pg of
IL-8 (in 0.5 ml CMC directly into the pouch). PMN infiltration was
measured 4 h later. Values are mean * s.e.mean of 5-7 mice per
dose. The dotted line indicates CMC-induced migration (1.69
0.28 X 10° PMN, n=11). **P<0.01 and ***P<0.001 vs controls
(dose 0 group).

Table 1 Drug effects on interleukin-8 (IL-8)-induced PMN migration

Treatment

CMC

IL-8 1pg

+ Methysergide 6 mgkg~', i.p.
CMC

IL-8 1pg

+ Indomethacin 1 mgkg~!, i.v.
CMC

IL-8 1pg

+ BWA4C 5mgkg-', p.o.
CMC

IL-8 1pg

+ RP67580 2mgkg~!, i.p.

PMN (10° per mouse)

% inhibition

1.90 £ 0.19 (4) -
5.70 = 0.64 (8) 0
4.60+0.83 (7) 19
1.90 £ 0.19 (4) -
440+ 1.18 (4) 0
3.40+0.37 (4) 23
1.40 £ 0.72 (3) -
4.75+0.54 (4) 0
3.50 + 0.50 (6) 26
1.40 £ 0.50 (3) -
5.65% 0.49 (4) 0
745+ 1.50 (4) -31

Either vehicle or selective drugs were administered 10-20 min before local challenge with IL-8 (0.5 ml in carboxymethylcellulose
(CMC) 0.5%). Control mice received CMC alone. In all cases migration was measured at the 4h time-point. Results
(mean * s.e.mean, n) of each single experiment are reported. No treatment was statistically different from its respective IL-8 group.
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acid metabolism, since both the cyclo-oxygenase inhibitor,
indomethacin, and the 5'-lipoxygenase inhibitor, BWA4C,
exerted no significant inhibition on this migration, when
tested at doses which have been demonstrated to inhibit the
appropriate enzyme (Table 1). The 5-hydroxytryptamine (5-
HT) antagonist, methysergide, and the tachykinin antagonist
to the NK, receptor, RP-67580, were also without effect
(Table 1).

Systemic Dex was a powerful inhibitor of IL-8-induced
migration with an EDs, of approximately 5 pg per mouse and
a maximal inhibition of 91% if assessed as net migration
(Figure 2). Passive immunisation of mice, according to a
pre-determined protocol (Perretti & Flower, 1993), with a
specific aLC1 sheep serum completely prevented the action of
Dex (Figure 3). By contrast, a control sheep serum was
without effect. In the absence of Dex treatment, the aLCl
antiserum did not modify IL-8-induced migration (Figure 3).
Dex 5 pg dose was also tested on the number of circulating
PMN finding no effect with respect to control mice at the 2 h
time point (mean * s.e.mean): 0.69 = 0.20 x 10° PMN ml~!,
n=4, and 0.80 = 0.17 x 10* PMN ml~!, n=38, in PBS- and
Dex-treated mice, respectively.

Dex exerted a profound inhibition of IL-1-induced cell
migration also after local injection into the pouch at time 0,
an effect which is LCl-independent (Perretti & Flower, 1993).
At the same dose used in the previous study (1 ug), local Dex
significantly inhibited IL-8-induced PMN migration (Table
2). This inhibition was not due to a systemic absorption and
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Figure 3 Anti-lipocortin 1 (@LC1) polyclonal serum prevents the
inhibition exerted by systemic dexamethasone (Dex) upon inter-
leukin-8 (IL-8)-induced PMN infiltration into the mouse air-pouch.
Mice received either PBS (0.2 ml s.c.), non-immune (NI) or «LC1
sheep serum (50 pl s.c. in both cases) 24 h prior to the i.v. adminis-
tration of Dex (5pug per mouse). IL-8 (1 ug in 0.5ml CMC) was
injected 2 h after the steroid, and the PMN migration assessed at
4 h-time point. Values are mean * s.e.mean for 9—12 mice per group.
The dotted line indicates the migration measured with CMC alone
(1.36 £ 0.13 X 10° PMN, n=6). **P<<0.01 vs PBS/PBS group.

action, inasmuch as 1 pg Dex was ineffective when given i.v.
at time 0 (mean * s.e.mean): 4.08 + 0.79 x 10° PMN (n = 5)
and 3.48+0.43 x 10° PMN per mouse (n=15), not signi-
ficant, in PBS- and Dex-pretreated mice, respectively, in res-
ponse to IL-8 1 ug at 4-h time point. Moreover, the effect of
local Dex was mimicked by hydrocortisone, although a
higher dose was necessary to inhibit PMN migration to a
similar extent (Table 2). Dex-induced inhibition was preven-
ted by co-injection of the antagonist RU38486, which alone
had no action on the IL-8 response (Table 2).

The role of endogenous histamine on IL-8-induced PMN
migration

A dose-dependent inhibition of IL-8-induced PMN migration
was consistently observed with the selective H, antagonist,
mepyramine (Figure 4) with a maximal inhibition of 50-
60%. The action of mepyramine was not the result of a
non-specific depression of PMN function because at a dose
(6 mgkg~!, i.p.) which greatly affected PMN infiltration
caused by IL-8, this drug did not modify the cell influx
measured in response to IL-1B (Table 3). Similarly,
mepyramine treatment did not alter the 4 h-migration ob-
served with CMC alone (mean * s.e.mean): 1.56 % 0.48 x 10°
PMN (n=15) and 2.33 £ 0.42 x 10° PMN per mouse (n = 6)
in PBS- and mepyramine-treated mice, respectively. To ex-
clude the possibility that mepyramine lowered peripheral
PMN, the number of circulating mononuclear leucocytes and

* % * %
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Figure 4 Mepyramine inhibits interleukin-8 (IL-8)-induced PMN
influx into the mouse air-pouch. Mice received either PBS (10 ml
kg~!, i.p.) or mepyramine (i.p.) 10—20 min before local administra-
tion of IL-8 (1 pg in 0.5 ml CMC). PMN migration was measured
4 h later. Values are mean * s.e.mean for 5-12 mice per dose. The
dotted line indicates CMC-induced migration (0.69 +0.12 x 10°
PMN, n=11). **P<0.01 vs PBS-treated group (dose 0 group).

Table 2 Local effect of dexamethasone (Dex) and hydrocortisone on interleukin-8 (IL-8)-induced PMN migration into mouse

air-pouch

Pretreatment

PBS

Dex

RU38486

Dex + RU38486
Hydrocortisone

PMN (10° per mouse)

% inhibition

5.00£042 (18) 0
3.00 £ 0.36** (20) 40
467066  (6) 7
4121066  (6) 18
2431 0.62** (6) 51

All treatments were done by co-administration with IL-8 (1 ug/0.5 ml carboxymethylcellulose (CMC)). Doses used: Dex 1 ug; RU38486
10 pg; hydrocortisone 30 pg. PMN influx was measured at 4 h-time point. Values are mean + s.e.mean (n) and are reported as total
migration since the effect of CMC (1.17+£0.38 X 10° PMN, n=7) has not been subtracted. % inhibition was calculated vs

IL-8-induced migration in control group (PBS-pretreated group).
**p<(0.01 vs PBS-treated group.
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PMN after i.p. treatment with either PBS (10 mlkg~') or
mepyramine (6 mgkg~!) was counted. The values found
were: 4.29 £ 0.6 X 10°ml~! mononuclear cells and 0.74
0.06 x 10°ml~! PMN in control animals (n=4), and
4.33+£0.36 X 10°ml~! mononuclear leucocytes and 0.80 *
0.19 X 10°ml~! PMN in mepyramine-treated mice (» = 4, not
significant). The mepyramine effect was mimicked by two
other H, antagonists, diphenhydramine and triprolidine,
whereas the H, antagonist, ranitidine, was inactive
(Figure 5).

Histamine co-injection with IL-8 into the air-pouch poten-
tiated PMN infiltration. A significant and consistent migra-
tion was measured with IL-8 0.3 pug in the presence of 2 pg
(10 nmol) histamine, a dose which did not potentiate the
mild infiltration caused by CMC alone (Table 4). The his-
tamine effect followed a bell-shaped curve, with an optimal
dose of 2pug (Figure 6). To further clarify the mechanism
underlying the effectiveness of the local treatment with Dex,
the effect of the steroid upon the IL-8/histamine mixture was
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Figure 5 Effect of diphenhydramine (Diph), triprolidine (Trip) and
ranitidine (Ranit) on interleukin-8 (IL-8)-induced PMN influx into
the mouse air-pouch. Mice received either PBS (10 mlkg~!, i.p.),
Diph (9 mgkg~', i.p.), Trip (0.5 mgkg~', i.p.) or Ranit (Smgkg~',
i.p.) 10-20 min before local administration of IL-8 (1 pg in 0.5 ml
CMC). PMN migration was measured 4h later. Values are
mean * s.e.mean for six mice. The dotted line indicates CMC-
induced migration (0.89 £0.15 % 10° PMN, n=6). *P<<0.05 vs
PBS-treated group.

evaluated. At a dose of 1pug, Dex greatly affected (60%
inhibition) the PMN accumulation measured under these
conditions (Figure 7).

IL-8-induced PMN migration was impaired in mice
depleted of mast cell amines by sub-chronic treatment with
compound 48/80 (Figure 8). Cell accumulation in response to
IL-8 was reduced by & 50% in depleted animals, with no
effect on the aspecific stimulus CMC (Figure 8).

Discussion

In this study we have observed a selective and consistent
PMN infiltration following IL-8 administration into a 6-day-
old subcutaneous air-pouch in the mouse. The kinetics of
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Figure 6 Dose-dependent histamine potentiation of interleukin-8
(IL-8)-induced PMN migration. Local treatment with IL-8 0.3 pug
alone or with different doses of histamine was made at time 0, and
PMN migration evaluated 4 h later. Values are mean + s.e.mean for
15 mice (doses 0 and 2 pg) or for five mice (all other doses). The
4 h-migration induced by CMC alone has been subtracted and it was
as in Table 4. *P<<0.05 vs IL-8 0.3 ug alone (histamine dose 0).

Table 3 Effect of mepyramine on cytokine-induced PMN migration into mouse air-pouch

Treatment IL-8 IL-1B

@i.p.) PMN % inhibition PMN % inhibition
PBS 5551036 (8) 0 5.3310.33 (6) 0
Mepyramine 232+ 0.33 (12)** 58 6.5210.75 (6) -22

Mepyramine (6 mg kg=') or PBS (10 ml kg~') were injected i.p. 10 min before treatment with IL-8 (1 pg) or with IL-1B (20 ng) and
PMN migration measured 4 h later. Values (10° per mouse) are mean * s.e.mean (1) and express net migration having been corrected

for the carboxymethylcellulose (CMC)-induced migration (0.86 £ 0.12, n=7).
**p<0.01 vs appropriate PBS-treated group.

Table 4 Histamine potentiates interleukin-8 (IL-8)-induced PMN migration into mouse air-pouch

PMN migration

Protein

Treatment (10° per mouse) Net migration (mg per mouse)
CMC 1.74 £ 0.26 (13) 0 2.50 £ 0.27
Histamine 2 pg 1.54£0.30 (5) 1] 2.23+0.52
IL-8 0.3 pg 3.28 £0.27 (15)** 1.54 2.77%0.10
IL-8 0.3 ug+ 4.3410.30 (14)**% 2.60 3.18+0.39

Histamine 2 pg

Histamine and IL-8 were injected concomitantly in 0.5 ml carboxymethylcellulose (CMC) and PMN migration was evaluated 4 h later.

Values are mean * s.e.mean (n).
**P<0.01 vs CMC alone.
1P <0.05 vs. IL-8 alone.
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Figure 7 Effect of dexamethasone (Dex) on PMN migration
induced by interleukin-8 (IL-8) in combination with histamine. Mice
were given 0.5ml of CMC containing histamine (2 pug) and IL-8
(0.3 pg), with or without 1 ug Dex, directly into the air-pouch. PMN
influx was measured 4 h later. Values are mean * s.e.mean for 6 mice
per group. The dotted line indicates the migration observed with
CMC alone (0.8 £ 0.3 x 10° PMN, n = 6). **P <0.01 vs PBS-treated
group.
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Figure 8 Effect of mast cell amine depletion on interleukin-8 (IL-8)-
induced PMN migration. Mice received either PBS 5mlkg~!, ip.
(open columns) or compound 48/80 (hatched columns) as described
in the Methods section for 5 days. IL-8 1 ug was then injected locally
in 0.5 ml CMC, controls receiving CMC alone, and PMN migration
measured 4 h later. Values are mean * s.e.mean (n=4 for CMC
group and n=7 for IL-8 group). **P<0.01 vs IL-8 group in
PBS-treated mice.

the cell accumulation displayed the typical profile of an acute
inflammatory process, with a maximal rate of influx between
2 and 4 h after injection of the cytokine. The IL-8 chemotactic
response was not blocked by actinomycin D suggesting that
continuing DNA-dependent RNA synthesis was not impor-
tant for its action. Furthermore, the intense PMN accumula-
tion was not paralleled by plasma protein extravasation.
These characteristics, already observed after IL-8 intradermal
injection in the rabbit skin (Colditz et al., 1989; Foster et al.,
1989; Rampart et al., 1989; Forrest et al., 1992), confirmed
that the murine air-pouch model was suitable for studying
IL-8 chemotactic response and for assessing the effect of
putative inhibitors.

Several conclusions can be drawn from the experiments
performed with selective inhibitors of lipid mediator genera-
tion or action. Neither the cyclo-oxygenase inhibitor indo-
methacin (Higgs et al., 1980) nor the selective 5'-lipoxygenase
inhibitor BWAJ4C (Tateson et al., 1988) had any effect upon
the PMN migration into the pouch suggesting that eico-
sanoid formation is not a requisite for this response to occur.
In contrast to IL-1-induced migration (Perretti et al., 1993a),
the IL-8 elicited response was insensitive to the selective NK,
antagonist, RP-67580 (Garret et al., 1991), which confirms
the lack of effect of sensory neurone depletion obtained by
pretreatment with capsaicin (J.G.H. and M.P., unpublished
observation).

An interesting observation of this study is that the H,
antagonist, mepyramine, inhibited IL-8-induced PMN migra-
tion into the air-pouch in a dose-dependent way. Its effect
was not the consequence of a non-specific depression of cell
function since this drug did not modify either CMC- or
IL-1B-induced cell infiltration. The effect of two chemically
distinct H, antagonists was also tested; we found that both
diphenhydramine and triprolidine mimicked mepyramine,
causing a similar reduction of cell accumulation in response
to IL-8 (**50-60%). The H, antagonist, ranitidine, was
ineffective though tested at a dose reported to be active and
specific (Del Soldato et al., 1982). These data suggest a
specific role for endogenous histamine and H, receptors in
the response to IL-8. The specificity of its role is also high-
lighted by the ineffectiveness of methysergide treatment,
which excludes the involvement of another endogenous
amine, 5-HT.

It has been proposed that IL-8 may induce PMN
infiltration in vivo through' a haptotactic (i.e. migration
induced by substrate bound chemoattractants) rather than a
chemotactic (i.e. migration in response to soluble gradients of
chemoattractants) action (Rot, 1993), and, that endothelial
cells have specific binding sites for this cytokine (Rot, 1992;
Tanaka et al., 1993). According to this recently proposed
model, the involvement of a co-factor(s) which facilitates
leucocyte rolling on the endothelial wall (Rot, 1992), is a
fundamental requisite for a subsequent firm adhesion via
B,-integrins (Lawrence & Springer, 1991; Von Andrian e al.,
1992). Previous studies have suggested that IL-8-induced
PMN infiltration in the rat peritoneal cavity may require the
presence of resident mast cells (Ribeiro et al., 1991), and that
a genetic strain of mice deficient of this cell type have an
impaired response to IL-8 (reported in Rot, 1993). We have
mimicked this situation by a subchronic treatment with com-
pound 48/80, according to an accepted protocol (Di Rosa e?
al., 1971), finding a marked reduction in the number of PMN
migrated in response to IL-8 challenge. Migration due to
CMC alone was not altered. The role of histamine was finally
investigated in co-administration experiments. Exogenously
added histamine, ineffective when given alone, dose-depen-
dently potentiated PMN accumulation into the air-pouches
in response to IL-8, with an optimal effect at the dose of
2 pg. Histamine potentiation of IL-8-induced migration was
not accompanied by significant changes in protein extravasa-
tion. Histamine is well known to cause vascular leakage
(Majno & Palade, 1961), however, the lack of effect on
protein extravasation observed when administered into the
pouch is unlikely to be due to the timing of the experiments,
in that a single histamine injection causes significant plasma
protein extravasation at the 4 h-time point (Collins et al.,
1993). Rather, the lack of effect is probably more related to
the dose of histamine and/or the experimental model used.
All these observations, together with the effect of the selective
drug mepyramine and of compound 48/80 depletion experi-
ments, suggest strongly that histamine, a mast cell product, is
the co-factor required for manifestation of this important
property of IL-8 in vivo. As stated above, PMN must roll on
the endothelial wall before firmly adhering to these cells
(Lawrence & Springer, 1991; Tanaka et al., 1993), and the
rolling process is brought about by selectins (Lasky, 1992),
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one of which, P-selectin, is induced by histamine on
endothelial cell membranes within minutes of the application
(Lorant et al., 1991; Lasky, 1992).

The anti-inflammatory glucocorticoid hormone, Dex,
potently inhibited IL-8-induced PMN infiltration into the
murine air-pouch, with an EDs, of approximately 5pug per
mouse (150 ug kg~!, i.v.). This inhibitory effect is likely to
be brought about by endogenous LCl, since it was abrogated
by passive immunisation of mice with a specific «LC1 poly-
clonal antibody. In this respect, this study confirms the
observations obtained in IL-1-induced PMN migration (Per-
retti & Flower, 1993), and indicates that induction of LCl1
can be a general mechanism by which systemic anti-inflam-
matory steroids can affect cytokine induced cell migration,
and, more generally, the cellular response characteristic of
the inflammatory process. Moreover, treatment with either
the full length LC1 molecule, as well as with a N-terminal
peptide of this protein, amino acids 2-26, resulted in a
significant reduction of both IL-1- and IL-8-induced PMN
accumulation (Cirino et al., 1993; Perretti & Flower, 1993;
Perretti et al., 1993b), again strengthening the concept of
LC1 as the mediator of the effect observed with systemic
steroid treatment.

Local injection of Dex together with IL-8 resulted in a
significant and consistent inhibitory effect of the action of
this cytokine. The steroid had a similar action on IL-1-
induced migration, with a mechanism which was LCI-
independent (Perretti & Flower, 1993). The efficacy of Dex
against IL-8 is, at a first glance, surprising because local
administration of anti-inflammatory glucocorticoid hormones
is well known to inhibit cell recruitment elicited by indirect
agents, like IL-1, TNF and endotoxin, but not those induced
by direct-acting agents, like C5a and formyl-Met-Leu-Phe
(Ribeiro et al., 1991; Perretti & Flower, 1993; Yarwood et
al., 1993). However, the Dex effect was specific and brought
about by an interaction with the endogenous corticoid recep-

References

BAGGIOLINI, M., WALZ, A. & KUNKEL, S.L. (1989). Neutrophil-
activating peptide-1/interleukin 8, a novel cytokine that activates
neutrophils. J. Clin. Invest., 84, 1045—1049.

BRADFORD, M.M. (1976). A rapid and sensitive method for the
quantitation of microgram quantities of protein utilizing the prin-
ciple of protein-dye binding. Anal. Biochem., 72, 248-254.

CARVETH, H.J.,, BOHNSACK, J.F., MCINTYRE, T.M., BAGGIOLINI,
M., PRESCOTT, S.M. & ZIMMERMANN, G.A. (1989). Neutrophil
activating factor (NAF) induces polymorphonuclear leukocyte
adherence to endothelial cells and to subendothelial matrix pro-
teins. Biochem. Biophys. Res. Commun., 162, 387-393.

CIRINO, G., CICALA, C,, SORRENTINO, L., CILIBERTO, G., ARPAIA,
G., PERRETTI, M. & FLOWER, RJ. (1993). Anti-inflammatory
actions of a N-terminal peptide from human lipocortin 1. Br. J.
Pharmacol., 108, 573-574.

COLDITZ, 1., ZWAHLEN, R., DEWALD, B. & BAGGIOLINI, M. (1989).
In vivo inflammatory activity of neutrophil-activating factor, a
novel chemotactic peptide derived from human monocytes. Am.
J. Pathol., 134, 755-760.

COLLINS, P.D., WEG, V.B, FACCIOLI, L.H., WATSON, M.L., MOQ-
BEL, R. & WILLIAMS, TJ. (1993). Eosinophil accumulation
induced by human interleukin-8 in the guinea pig in vivo.
Immunology, 79, 312-318.

DEL SOLDATO, P., GHIORZI, A. & BUAROTTI, L. (1982). A rat model
based on the histamine H,-receptor-activation-induced gastric
pathology. Pharmacol. Res. Commun., 14, 175-185.

DI ROSA, M., GIROUD, J.P. & WILLOUGHBY, D.A. (1971). Studies of
the mediators of the acute inflammatory response induced in rats
in different sites by carrageenan and turpentine. J. Pathol., 104,
15-29.

FORREST, M.J., EIERMANN, G.J.,, MEUER, R., WALAKOVITS, LA. &
MACINTYRE, D.E. (1992). The role of CDI18 in IL-8 induced
dermal and synovial inflammation. Br. J. Pharmacol., 106,
287-294.

tors, as evidenced by the antagonism exerted by RU38486
(Peers et al., 1988). Moreover, another glucocorticoid, hyd-
rocortisone, was similarly a potent inhibitor of cell infiltra-
tion. As discussed above, IL-8 should no longer be consid-
ered a classical direct-acting chemoattractant as we have
reported here a role for endogenous histamine in its action.
Dexamethasone inhibited the PMN influx induced by IL-8
plus histamine to a similar extent as the cell accumulation
observed in response to IL-8 alone. It is likely that under
these experimental conditions Dex and hydrocortisone are
interfering with the action of histamine, rather than with its
endogenous release. It is noteworthy that a recent study has
shown Dex to be a potent inhibitor of histamine-induced
PMN adherence to endothelial cells (Watanabe et al., 1991).
The exact molecular mechanism of the Dex effect, i.e. inhibi-
tion of histamine-induced P-selectin expression and/or of the
biological effect of this adhesion molecule is at the moment a
matter of speculation and requires further studies to be
clarified.

In conclusion, this study identifies the mouse air-pouch
model as a useful experimental system for the study of
IL-8-induced PMN accumulation and suggests that this
phenomenon may require endogenous histamine. The invol-
vement of this biogenic amine may provide an explanation
for the inhibitory action of locally injected Dex upon the cell
response to the cytokine. As in other studies, the inhibition
of PMN migration exerted by systemic Dex appears to be
brought about by endogenous LCI.

This work was supported by the Ono Pharmaceutical Company
(Osaka, Japan). R.J.F. is supported by an endowment from Lilly
(Surrey, U.K.). The authors thank Dr J.D. Croxtall for the prepara-
tion and validation of the aLC1 sheep polyclonal serum. The tech-
nical support of Mr A. Mustafa is also acknowledged.

FOSTER, S.J., AKED, D.M,, SCHRODER, J.-M. & CHRISTOPHERS, E.
(1989). Acute inflammatory effects of a monocyte-derived neut-
rophil-activating peptide in rabbit skin. Immunology, 67, 181-
183.

GARRET, C.,, CARRUETTE, A., FARDIN, V., MOUSSAOUI, S., PEY-
RONEL, J.-F., BLANCHARD, J.-C. & LADURON, P.M. (1991).
Pharmacological properties of a potent and selective nonpeptide
substance P antagonist. Proc. Natl. Acad. Sci. US.A., 88,
10208-10212.

HIGGS, G.A., EAKINS, K.E.,, MUGRIDGE, K.G., MONCADA, S. &
VANE, J.R. (1980). The effect of non-steroid anti-inflammatory
drugs on leukocyte migration in carrageenin-induced inflam-
mation. Eur. J. Pharmacol., 66, 81—86.

HUBER, A.R, KUNKEL, S.L., TODD III, RF. & WEISS, S.J. (1991).
Regulation of transendothelial neutrophil migration by endo-
genous interleukin-8. Science, 254, 99-102.

LASKY, LA. (1992). Selectins: interpreters of cell-specific carbo-
hydrate information during inflammation. Science, 258, 964—-969.

LAWRENCE, M.B. & SPRINGER, T.A. (1991). Leukocytes roll on a
selectin at physiologic flow rates: distinction from and pre-
requisite for adhesion through integrins. Cell, 65, 859-873.

LORANT, D.E.,, PATEL, K.D., MCINTYRE, T.M., MCEVER, R.P,, PRES-
COTT, S.M. & ZIMMERMAN, G.A. (1991). Coexpression of GMP-
140 and PAF by endothelium stimulated by histamine and
thrombin: a juxtacrine system for adhesion and activation of
neutrophils. J. Cell Biol., 115, 223-234.

MAJNO, G. & PALADE, G.E. (1961). Studies on inflammation. L
Effect of histamine and serotonin on vascular permeability. An
electron microscopy study. J. Biophys. Biochem. Cytol., 11,
571-606.

MILLER, M.D. & KRANGEL, M.S. (1992). Biology and biochemistry
of the chemokines: a family of chemotactic and inflammatory
cytokines. Crit. Rev. Immunol., 12, 17-46.



808 M. PERRETTI et al.

PEERS, S.H.,, MOON, D. & FLOWER, R.J. (1988). Reversal of the
anti-inflammatory effects of dexamethasone by the glucocorticoid
antagonist RU38486. Biochem. Pharmacol., 37, 556-557.

PERRETTI, M., AHLUWALIA, A, FLOWER, R.J. & MANZINI, S.
(1993a). Endogenous tachykinins play a role in IL-1-induced
neutrophil accumulation: involvement of NK-1 receptors. Immun-
ology, 80, 73-717.

PERRETTI, M., AHLUWALIA, A., HARRIS, J.G., GOULDING, N.J. &
FLOWER, R.J. (1993b). Lipocortin-1 fragments inhibit neutrophil
accumulation and neutrophil-dependent edema in the mouse: a
qualitative comparison with an anti-CD11b monoclonal anti-
body. J. Immunol., 151, 4306—4314.

PERRETTI, M. & FLOWER, R.J. (1993). Modulation of IL-1-induced
neutrophil migration by dexamethasone and lipocortin 1. J.
Immunol., 150, 992-999.

RAMPART, M., VAN DAMME, J., ZONNEKEYN, L. & HERMAN, A.G.
(1989). Granulocyte chemotactic protein/Interleukin-8 induces
plasma leakage and neutrophil accumulation in rabbit skin. Am.
J. Pathol., 135, 21-25.

RAMPART, M. & WILLIAMS, T.J. (1988). Evidence that neutrophil
accumulation induced by interleukin-1 requires both local protein
biosynthesis and neutrophil CD18 antigen expression in vivo. Br.
J. Pharmacol., 94, 1143-1148.

RIBEIRO, R.A.,, FLORES, C.A.,, CUNHA, F.Q. & FERREIRA, SH.
(1991). IL-8 causes in vivo neutrophil migration by a cell-
dependent mechanism. Immunology, 13, 472-477.

ROT, A. (1992). Endothelial cell binding of NAP-1/IL-8: role in
neutrophil emigration. Immunol. Today, 13, 291-294.

ROT, A. (1993). Neutrophil attractant/activation protein-1 (inter-
leukin-8) induces in vitro neutrophil migration by haptotactic
mechanism. Eur. J. Immunol., 23, 303-306.

SCHRODER, J.-M. (1989). The monocyte-derived neutrophil acti-
vating peptide (NAP/Interleukin 8) stimulates human neutrophil
arachidonate-5-lipoxygenase, but not the release of cellular
arachidonate. J. Exp. Med., 170, 847-863.

TANAKA, Y., ADAMS, D.H. & SHAW, S. (1993). Proteoglycans on
endothelial cell present adhesion-inducing cytokines to leuko-
cytes. Immunol. Today, 14, 111-115.

TATESON, J.E., RANDALL, R.W., REYNOLDS, C.H., JACKSON, W.P,
BHATTACHERIJEE, P., SALMON, J.A. & GARLAND, L.G. (1988).
Selective inhibition of arachidonate-5-lipoxygenase by novel
acetohydroxamic acids: biochemical assessment in vitro and ex
vivo. Br. J. Pharmacol., 94, 528-539.

VON ANDRIAN, U.H., HANSELL, P., CHAMBERS, J.D., BERGER, EM,,
FILHO, L.T., BUTCHER, E.C. & ARFORS, K.-E. (1992). L-selectin
function is required for B,-integrin-mediated neutrophil adhesion
at physiological shear rates in vivo. Am. J. Physiol., 263,
H1034-H1044.

WATANABE, M., YAGI, M., OMATA, M., HIRASAWA, N, MUE, S,
TSURUFUIJI, S. & OHUCHI, K. (1991). Stimulation of neutrophil
adherence to vascular endothelial cells by histamine and throm-
bin and its inhibition by PAF antagonists and dexamethasone.
Br. J. Pharmacol., 102, 239-245.

YARWOOD, H., NOURSHARGH, S., BRAIN, S. & WILLIAMS, T.J.
(1993). Effect of dexamethasone on neutrophil accumulation and
oedema formation in rabbit skin: an investigation of site of
action. Br. J. Pharmacol., 108, 959-966.

YOSHIMURA, T., MATSUSHIMA, K., OPPENHEIM, J.J. & LEONARD,
E.J. (1987). Neutrophil chemotactic factor produced by lipopoly-
saccharide (LPS)-stimulated human blood mononuclear leuko-
cytes: partial characterization and separation from interleukin 1
(IL-1). J. Immunol., 139, 788-793.

(Received December 6, 1993
Revised March 11, 1994
Accepted March 21, 1994)



