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Abstract

In the current series of experiments we investigated the role
of bradykinin in airway hyperresponsiveness induced by
human eosinophil-granule major basic protein (MBP).
Bronchoalveolar lavage was performed after intratracheal
instillation of MBP or poly-L-lysine in anesthetized, intu-
bated rats, and levels of immunoreactive kinins and kalli-
krein-like activity were determined. Both MBP and poly-L-
lysine induced a three- and eightfold increase in levels of
kallikrein-like activity and i-kinins, respectively. To deter-
mine whether kinin production is required for the develop-
ment of airway hyperresponsiveness induced by cationic
proteins, dose—response curves to methacholine were con-
structed before and 1 h after intratracheal instillation of
either MBP or poly-L-lysine (100 ug). MBP and poly-L-
lysine induced an increase in airway responsiveness, which
was inhibited by pretreatment with a selective BK-2 recep-
tor antagonist, NPC 17713 (250 pg/ml). Our results demon-
strate that MBP and poly-L-lysine activate kallikrein and
stimulate the generation of i-kinins in vivo, an effect that
may be related to the cationic charge of these proteins. Fur-
thermore, the ability of these proteins to increase airway
responsiveness appears to be dependent on the generation
of i-kinins. (J. Clin. Invest. 1995. 95:1735-1740.) Key words:
cationic protein « eosinophil « major basic protein « bradyki-
nin * airway hyperresponsiveness

Introduction

The eosinophil contains at least four distinct cationic granule
proteins; the most well characterized is major basic protein
(MBP),' an arginine/lysine-rich polypeptide that constitutes
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> 50% of the granular protein and 100% of the core protein
of the eosinophil (1). MBP is of considerable interest in the
pathogenesis of bronchial asthma as it is highly cytotoxic to
airway epithelial cells and induces pathological alterations simi-
lar to those found in the airways of asthmatic subjects (2).
Elevated levels of MBP have also been reported in the sputum
of asthmatic individuals (3). Furthermore, the amount of MBP
in the bronchoalveolar lavage (BAL) fluid of asthmatic subjects
is correlated with both the degree of epithelial cell denudation
and the severity of airway hyperresponsiveness (AHR) (4).

We and others have recently reported that MBP induces
AHR in vivo (5-7), an effect mimicked by synthetic cationic
proteins such as poly-L-arginine and poly-L-lysine (6, 7), sug-
gesting that the high cationic charge of MBP may underlie its
ability to increase AHR. This hypothesis was further supported
by the demonstration that the effect of MBP could be inhibited
by neutralization of its cationic charge with heparin, low molec-
ular weight heparin, or albumin, which are all highly polyan-
ionic molecules (7). However, the precise mechanism(s) by
which a charged molecule can alter airway responsiveness re-
mains unknown.

Bradykinin is a 9—amino acid peptide that is generated from
its plasma protein precursor, kininogen, by the action of plasma
and tissue kallikreins (8) and has a number of properties appro-
priate to a mediator of asthma (8). Nevertheless, the role of
bradykinin in the pathogenesis of allergic airway disease is not
well understood. The recent development of peptide analogue
antagonists of bradykinin now provide useful tools to elucidate
the pathophysiological role of bradykinin.

As it has previously been demonstrated that eosinophil cat-
ionic protein can activate plasma kallikrein (9), we have inves-
tigated whether human eosinophil MBP and synthetic cationic
proteins can stimulate the generation of i-kinins in the airway in
vivo. Furthermore, using the selective BK-2 receptor antagonist
NPC 17713 ((p)-Arg-Arg-Pro-Hyp-Gly-Phe-Ser- (D) -4hydro-
xyPro(trans-propyl)-Oic-Arg) (10), we have investigated
whether the ability of cationic proteins to induce AHR is depen-
dent on bradykinin formation.

Methods

Animals. Adult Sprague-Dawley rats of either sex, weighing 200-280
g, were purchased from Sasco (Omaha, NE) and were used throughout
this study.

Assessment of lung function. Rats were anesthetized with a mixture
of xylazine (3 mg/kg) and ketamine (30 mg/kg) administered intraperi-
toneally, and lung' function was measured as described previously (6,
7). Briefly, animals were intubated with a 6-cm long endotracheal tube
(PE 205; Intramedic, Becton Dickinson, Parsippany, NJ) and placed
in a whole body plethysmograph (model PYLAN; Buxco Electronics,
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Sharon, CT). Tidal volume was monitored as differential pressure (*2
cmH,0; Validyne MP45-871, Validyne Northridge, CA) between the
main chamber and a reference chamber filled with copper gauze. A
saline-filled catheter was placed in the esophagus to estimate intrapleural
pressure and positioned to obtain maximal pressure swings with mini-
mum cardiogenic artifact. Measurements of total lung resistance (RL)
and dynamic compliance (Cdyn) were calculated at isovolumetric points
using an automated respiratory mechanics analyzer (model 6, Buxco
Electronics).

Dose—response curve to inhaled bradykinin. After measurements
of baseline lung function, rats were exposed for 15 s to an aerosol of
saline generated by an air-driven ultrasonic nebulizer (pulmosonic,
model 25; Devilbiss, Somerset, PA ), which had previously been demon-
strated to generate particles with a mean diameter of 3.5 ym. Animals
were exposed to increasing concentrations of bradykinin (Sigma Chemi-
cal Co., St. Louis, MO) (1.0, 3.0, and 10.0 mg/ml), for 15 s at each
dose. Bradykinin was prepared in PBS, pH 6.4. The effect of inhaled
bradykinin on pulmonary function was studied on three separate study
days, separated by at least 48 h. Animals were treated in a randomized
fashion with an aerosol for 3 min of either saline, 5 min before bradyki-
nin challenge; NPC 17713 (250 pg/ml), S min before bradykinin; or
NPC 17713 (250 pg/ml), 60 min before bradykinin.

Determination of airway responsiveness to methacholine. After
measurements of baseline lung function, rats were exposed to an aerosol
of saline for 15 s as previously described. Animals were then exposed
to increasing concentrations of methacholine (Sigma Chemical Co.)
(0.18-5.0 mg/ml), for 15 s at each dose until there was at least a
doubling in RL. The provocative concentration of methacholine required
to increase RL by 100% (PC 100) was calculated by linear interpolation
and used as an index of airway responsiveness. Previous experiments
had shown that this procedure allows highly reproducible PC 100 values
(less than half a doubling dose) to be performed.

In a group of animals, dose—response curve to methacholine were
constructed before and 15 and 60 min after exposure to a submaximal
concentration of bradykinin (3 mg/ml) by aerosol for 3 min.

Preparation of MBP. Human MBP was prepared as described pre-
viously (1). Briefly, human eosinophils were purified, and the granules
were obtained by hypertonic disruption of the cells in 0.25 M sucrose,
followed by centrifugation at 600 g to pellet unbroken cells and at
40,000 g to pellet the granules. The granules were then lysed in 0.01
N HCI with sonication, and MBP was separated using a Sephadex G-
50 column, equilibrated with 0.025 M acetate buffer, pH 4.2, containing
0.15 M NaCl. MBP was stored at a final concentration of 600 ug/ml
at —80°C. As a control, a pool of prevoid volume fractions from the
Sephadex G-50 column was used and is referred to in the text as the
buffer control.

Instillation of cationic proteins. After the resolution of the broncho-
constriction induced by methacholine (usually 15-20 min), 320 ul of
MBP (300 pg/ml) was instilled in the airways via the endotracheal
tube using a 23-gauge needle positioned at the carina. 15 min before
instillation of MBP, animals were exposed to either an aerosol of saline
for 3 min or NPC 17713 (250 pg/ml) for an equivalent period of time.
Similarly, animals were pretreated with either saline or NPC 17713 5
min before instillation of 100 ul of poly-L-lysine (1 mg/ml). In another
series of experiments, animals were treated with NPC 17713 45 min
after poly-L-lysine instillation. Control animals received an aerosol of
saline as an appropriate control. Airway responsiveness after instillation
of either MBP or poly-L-lysine was measured 1 h later.

Measurement of immunoreactive kinins and kallikrein-like activity.
In another series of animals, BAL was performed 5, 15, or 60 min after
instillation of poly-L-lysine by injecting 6 ml of sterile saline into the
lungs via the tracheal cannula. The fluid was immediately aspirated and
divided into three aliquots. Bradykinin was measured using a specific
RIA as described previously (11). Briefly, the BAL fluid was mixed
with TCA (10% [wt/vol] final concentration) and centrifuged at 5,000
g for 30 min. Samples were then dried using vacuum centrifugation and
redissolved in RIA buffer. [*H]bradykinin was used as the tracer, and
antisera were used at a final concentration of 1:30,000. After an incuba-
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Figure 1. Modification of bradykinin-induced bronchoconstriction by
NPC 17713 (250 pg/ml) (closed circles). Control animals were ex-
posed to an aerosol of saline alone (open squares). Animals were treated
with NPC 17713, 5 (a) or 60 (b) min before bradykinin provocation.
Results are expressed as the mean+SEM of the percent change in Cdyn
for n = 6 animals. Significance (*P < 0.01) was determined by a
Student’s ¢ test.

tion period of 18 h at 4°C, the assay was terminated with charcoal
dextran. This protocol recovers 95% of standard bradykinin, with a
detection limit of 5 pg per ml of BAL fluid. Cross-reactivity is 5,000%
for lys'-bradykinin, 4% for T-kinin, 0.04% for des-Arg’® bradykinin, and
negligible for substance P, vasoactive intestinal peptide, and bombesin.

Kallikrein-like activity was measured as arginine esterase activity
using the TAME-esterase assay (12). An aliquot (20 ul) of BAL fluid
(without TCA) was added to 0.05 uCi of N-a-tosyl-L-arginine ([*H]-
methylester) in 2 M Tris, pH 8, and incubated at 30°C with 10 ml of
nonaqueous counting fluid plus 50 ul of a stopping solution of 0.02 M
TAME (Schwartz Mann, ICN, Costa Mesa, CA) and acetic acid (9:1).
After 30 min, the reaction was stopped, and the [*H]methanol product
was counted. Following the determination of the time course of kinin
generation after poly-L-lysine instillation, a single period of 15 min
was used to determine whether MBP could stimulate kinin formation.
Furthermore, to investigate whether the cationic charge of poly-L-lysine
was responsible for kinin generation, 2 mg/ml poly-L-lysine was mixed
with 1 mg/ml low molecular weight heparin, a concentration we have
previously demonstrated to inhibit poly-L-lysine—induced AHR (7),
and 100 ul was instilled intratracheally. BAL was performed 15 min
later, and levels of i-kinins and kallikrein-like activity were determined
as previously described. As a control, the effect of 100 ul of low molecu-
lar weight heparin (500 ul/ml) or 100 ul of poly-L-aspartate (1 mg/
ml) on mediator production in the BAL fluid was assessed.

Results

Inhibition of bradykinin-induced bronchoconstriction by NPC
17713. Exposure to an aerosol of bradykinin induced a dose-
dependent fall in Cdyn (Fig. 1). In contrast to changes in Cdyn,
inhaled bradykinin induced minor changes in RL, suggesting
that bradykinin acts preferentially on the smaller airways (data
not shown). NPC 17713 antagonized bradykinin-induced bron-
choconstriction. The effect was maximal when given 5 min
before bradykinin challenge (Fig. 1 a), although a significant
protection was afforded when given 60 min before bradykinin
(Fig. 1 b).

Inhibition of MBP- and poly-L-lysine—induced AHR. Instil-

" lation of MBP induced a two- to threefold increase in AHR as

previously reported (6, 7) (PC 100: 1.20 [1.24-1.16] mg/ml;
0.66 [0.85-0.64] mg/ml, n = 4, P < 0.05). Pretreatment with
NPC 17713 (250 pg/ml) inhibited MBP-induced increased air-
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Figure 2. The effect of human eosinophil—granule MBP on airway
responsiveness. Results are expressed as the mean=SEM of the PC 100
before (closed columns) and 1 h after instillation of MBP (100 ug)
(open columns) in (a) control animals or (b) animals that were pre-
treated with NPC 17713 (250 pg/ml) 5 min before MBP instillation.
Significance (*P < 0.05) was determined by a Student’s r test.

way responsiveness (PC 100: 1.19 [1.40-1.02] mg/ml; 1.40
[1.47-1.34] mg/ml, n = 3, P < 0.05) (Fig. 2). In agreement
with our previous results (6), there was no difference in the
resting airway caliber before instillation of MBP or 1 h later,
immediately before the second dose response to methacholine
(data not shown).

Similarly, instillation of poly-L-lysine increased airway re-
sponsiveness (PC 100: 1.14 [0.93-1.39] mg/ml; 0.13 [0.14—
0.12] mg/ml, n = 6, P < 0.01) (Fig. 3 a). Pretreatment with
NPC 17713 markedly attenuated poly-L-lysine—induced AHR
(PC 100: 0.90 [0.79-1.00] mg/ml; 0.57 [0.77-0.43] mg/ml,
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Figure 3. The effect of NPC 17713 on poly-L-lysine—induced AHR.
Airway responsiveness is shown as the mean=SEM of the PC 100
before (closed columns) and 1 h after instillation of poly-L-lysine (open
columns) in (a) control animals, (b) animals pretreated with NPC
17713, and (c) animals treated with NPC 17713 45 min after poly-L-
lysine instillation for n = 5—8 animals. Significance (* P < 0.01) was
determined by a Student’s 7 test.
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Figure 4. Time course of generation of (a) kallikrein-like activity and
(bh) immunoreactive Kinins after intratracheal instillation of poly-L-ly-
sine (closed circles) or saline (open circles). Significance (*P < 0.01)
was determined by a Student’s ¢ test.

n=6,P <0.01).(Fig. 3 ). In contrast to the efficacy of NPC
17713 when given before poly-L-lysine instillation, exposure
to NPC 17713 45 min after poly-L-lysine failed to inhibit the
increased airway responsiveness (PC 100: 1.1 [0.9-1.23] mg/
ml; 0.21 [0.15-0.29] mg/ml) (Fig. 3 ¢). There was no change
in responsiveness to methacholine in animals that were pre-
treated with NPC 17713 and received an intratracheal instilla-
tion of saline (data not shown).

Time course of activation of kallikrein-like activity and bra-
dvkinin generation. Poly-L-lysine increased kallikrein-like ac-
tivity in the lung, which was maximal 15 min after instillation
(3,324.8+444 dpm, n = 4) compared with saline-treated ani-
mals (1,151.7+138 dpm, n = 6, p < 0.001). 60 min after
instillation, levels of kallikrein were reduced compared with 15
min after instillation (2,597+133 dpm, n = 3), but were still
elevated compared with those in saline-treated animals
(1,339+133 dpm, n = 3, P < 0.05) (Fig 4 a). Concomitant
with the increase in kallikrein-like activity, there was an in-
crease in the amount of i-kinins in the airways, which was
maximal 15 min after instillation (poly-L-lysine treated:
107.0+16.3 pg/ml, n = 9; saline treated: 12.0+2.7 pg/ml, n
=9, P <0.001) (Fig. 4 b). Similarly, kinin levels were reduced
60 min later, but were still elevated as compared with control
animals (poly-L-lysine treated: 58.5+7.8 pg/ml, n = 8; saline
treated: 9.3+2.5 pg/ml, n = 4, P < 0.005). Poly-L-lysine—
induced kallikrein activation and kinin generation was inhibited
by admixing the cationic protein with low molecular weight
heparin (1,758.3+186.5 dpm and 24.0+£2.0 pg/ml, n = 6, P
< 0.01, respectively) (Fig. 5, a and b). Instillation of low mo-
lecular weight heparin or poly-L-aspartate had little effect on
kallikrein-like activity and i-kinin production (Fig. 5, a and b).

Effect of MBP on kallikrein activation and kinin generation.
Instillation of MBP produced a twofold increase in the levels
of kallikrein-like activity in BAL fluid compared with animals
treated with the control buffer (MBP: 2,812+394 dpm, n = 4;
column buffer void: 1,470+136 dpm, n = 4, P < 0.01). Simi-
larly, MBP induced a fivefold increase in the levels of i-kinins
in the airways (MBP: 63.5+12.1 pg/ml, n = 4; control:
12.3+2.7 pg/ml, n = 4, P < 0.01) (Fig. 6).

Effect of bradykinin on airway responsiveness to methacho-
line. Exposure to an aerosol of bradykinin failed to increase
AHR to methacholine at either 15 min before (PC 100 1.15
[0.90-1.28 mg/ml]), or 15 min (PC 100: 1.43 [1.17-1.65 mg/
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Figure 5. Modification of poly-L-lysine—induced (a) kallikrein activa-
tion and (b) i-kinin generation by low molecular weight heparin. BAL
were performed 15 min after instillation following saline (open col-
umns), poly-L-lysine (closed), or poly-L-lysine + heparin (dotted).
The effects of heparin (vertically striped) or poly-L-aspartate alone
(diagonal striped) are shown for comparison. Significance (*P < 0.01)
was determined by a Student’s ¢ test.

ml],n =35, P> 0.1) or 60 min (PC 100: 1.22 [1.12-1.34 mg/
ml], n = 5, P > 0.1) after bradykinin challenge.

Discussion

The possible involvement of kinins in inflammatory airway dis-
eases such as bronchial asthma has been a subject of much
speculation. However, with the recent introduction of selective
receptor antagonists, the pathophysiological role of these pep-
tides can be investigated. In the present series of experiments,
we have demonstrated that human eosinophil—granule MBP
and a synthetic cationic protein, poly-L-lysine, can stimulate the
generation of i-kinins in the airways. Furthermore, using the
selective receptor antagonist NPC 17713 (10), we have shown
that the ability of these proteins to induce AHR is in part depen-
dent on bradykinin formation.

The mechanisms by which bradykinin contributes to cat-
ionic protein—induced AHR are unclear. However, whatever
the precise role of this peptide, bradykinin involvement appears
to be an early event, as the antagonist was ineffective when
given after poly-L-lysine instillation. These functional observa-
tions are supported by the demonstration that BAL fluid levels
of kallikrein-like activity and i-kinins were elevated above those
in control animals as early as 5 min after instillation, peaking
at 15 min and returning toward baseline 1 h later. As 15 min
proved to be the optimum period for i-kinin generation after
poly-L-lysine instillation, this time period was used to determine
whether MBP also activated the kinin system. After instillation
of MBP, we were also able to demonstrate a two- and fivefold
increase in the amount of kallikrein-like activity and i-kinins,
respectively, as compared with that induced by the column pre-
void volume control. However, it is important to note that mea-
surement of the level of i-kinins is an assessment of both brady-
kinin and lysylbradykinin (kallidin), and thus in the present
study it was not possible to distinguish between the formation
of these two peptides and their relative importance in the devel-
opment of AHR.

In clinical studies, elevated levels of i-kinins and tissue
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Figure 6. The effect of MBP (closed columns) on (a) kallikrein genera-
tion and (b) immunoreactive kinins. The effect of the prevoid column
fraction was used as a control for MBP (open columns) and is shown

for comparison. Significance (*P < 0.01) was determined by a Stu-
dent’s ¢ test.
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kallikrein have been detected in the BAL fluid of asthmatics
(13) and, more recently, in the BAL fluid of asthmatic subjects
after allergen challenge (14). In addition, increased amounts
of kinins have been demonstrated after nasal challenge with
allergen (15, 16), cold, dry air (17), and viral infection (18).
It is of considerable relevance to our present observations that
levels of i-kinins after nasal provocation were well correlated
with levels of eosinophil cationic protein, suggesting a link
between eosinophilic inflammation and kinin generation (16).
However, from this study it is not possible to determine whether
eosinophil activation and cationic protein release were responsi-
ble for the increased i-kinin level in the nasal washes. A biphasic
elevation in both i-kinins and kallikrein-like activity has also
been reported in the BAL fluid of ascaris-sensitive sheep after
allergen provocation (11), with the two peaks of i-kinin activity
corresponding to the early and late phase airway obstructive
response. Moreover, pretreatment with the BK-2 receptor antag-
onist NPC 567 inhibited both the development of the late phase
response and the heightened airway responsiveness (11). Thus,
based on our observations, it is reasonable to speculate that
granulocyte infiltration with the subsequent release of cationic
proteins, an event associated with the late phase asthmatic re-
sponse and AHR, may be responsible for the second peak of i-
kinins in this model.

During allergic inflammation of the human upper airways,
it has been shown that three enzymes contribute to TAME-
esterase—like activity, tissue kallikrein, plasma kallikrein, and
mast cell tryptase (19, 20). Both kallikreins are potent inducers
of kinin formation and so could contribute to the generation of
kinins in the present study. Tissue kallikrein has been shown
to be present in the serous cells of the submucosal glands in
the lower airways (21), and plasma kallikrein may be expected
to enter into the airway secretions as a result of plasma transuda-
tion. Although it has been shown that mast cell—derived tryptase
can generate kinins under certain circumstances and is responsi-
ble for the kininogenase activity released from sensitized human
lung mast cells after antigen challenge (22), it is unlikely to
be a significant contributor to kinin generation in vivo, since
this enzyme requires an optimal pH of 5.5 and, even at this pH,
is < 1% as efficient as kallikreins in generating kinins (23). In
the present study, however, we have not attempted to character-
ize further the nature of the TAME-esterase activity, as based
on the levels observed, we anticipate that the amount of tissue
kallikrein in the lavage fluid would be below detection. More-



over, plasma kallikrein is difficult to measure because this en-
zyme is rapidly metabolized by protease inhibitors. Therefore,
at present, the precise source(s) of the kallikrein-like activity
after MBP instillation is unknown.

The ability of poly-L-lysine to generate kinins in the lung
appears to be dependent on the highly charged nature of this
protein, as neutralization of the cationic charge with low molec-
ular weight heparin, a polylinear anion, inhibited bradykinin
generation. Such results are consistent with our previous obser-
vations that cationic charge is an important determinant of the
ability of these proteins to increase airway responsiveness (7).
To our knowledge, this is the first report that such cationic
proteins can activate kallikrein and stimulate kinin formation
on the basis of a positive charge interaction. However, it has
previously been reported that eosinophil cationic protein can
activate plasma kallikrein by a Factor XII-dependent mecha-
nism (12); although the role of charge-dependent interactions
was not investigated in this study. In contrast to the lack of
information on the effect of basic proteins on kallikrein activa-
tion, it is well documented in vitro that negatively charged
surfaces such as heparin and dextran sulfate can interact with
Factor XII, prekallikrein, and high molecular weight kininogen
to stimulate kinin formation (8). However, under our experi-
mental conditions, instillation of heparin and poly-L-aspartate
produced only a barely detectable increase in the levels of i-
kinins and kallikrein-like activity compared with those in saline-
treated animals and was comparable to changes in kinin produc-
tion induced by instillation of the biologically inactive prevoid
volume column buffer control for MBP.

Our results also suggest a basis for the further investigation
of the use of polyanionic agents in the treatment of allergic
disease. In experimental animal models, heparin has been dem-
onstrated to inhibit smooth muscle proliferation (24) and anti-
gen-induced eosinophil infiltration (25). Furthermore, clinical
studies have demonstrated that heparin will inhibit exercise-
induced bronchoconstriction (26). The importance of charge
neutralization in mediating these effects remains to be deter-
mined.

Although we were able to demonstrate an important role for
bradykinin in cationic protein—induced AHR, we were unable to
show that bradykinin alone would increase airway respon-
siveness to methacholine. Our observations support those of
Abraham et al., who demonstrated that although bradykinin
failed to increase airway responsiveness to methacholine (27),
inhibition of bradykinin with the selective antagonist NPC 567
inhibited the development of antigen-induced AHR in allergic
sheep (28). Thus while the generation of bradykinin is central
to the expression of airway responsiveness induced by either
allergen (28) or MBP (this study), bradykinin formation per
se is insufficient to increase responsiveness. These observations
suggest that although bradykinin has a central role in the devel-
opment of AHR, an additional factor(s) is also required. Such
a factor could be modification of epithelial permeability (29,
30), loss of an epithelium-derived relaxant factor (30), or acti-
vation of sensory C-fibers (31).

Bradykinin may contribute to the development of AHR by
a number of different mechanisms. These include the generation
of a variety of secondary mediators, such as metabolites of
arachidonic acid (32, 33) and platelet-activating factor (33),
which may serve to amplify the airway effects of bradykinin.
Bradykinin is a potent inducer of plasma protein extravasation,
which occurs via a BK-2 receptor—mediated mechanism (34—

36). In addition, bradykinin can activate neural pathways in
the airways by stimulating both vagal afferent C-fibers (37)
and unmyelinated sensory C-fibers (38). In this regard, bradyki-
nin has been demonstrated to be a potent stimulator of sensory
neuropeptide release from perfused guinea pig lungs, being
some 100 times more potent than histamine (38). The ability
of bradykinin to induce plasma protein extravasation appears
to be dependent on activation of sensory C-fibers, as pretreat-
ment with the selective C-fiber neurotoxin capsaicin inhibits
bradykinin-induced vascular leakage (39). Likewise, in guinea
pigs, bradykinin-induced bronchoconstriction can be abrogated
by pretreatment with atropine and capsaicin, suggesting the
involvement of both cholinergic and excitatory noncholinergic
neural mechanisms (40). More recently it has been demon-
strated in rodents that bradykinin-induced vascular leakage is
dependent on substance P release from afferent C-fibers, as the
effect of bradykinin is inhibited by the selective NK-1 receptor
antagonist CP-96, 345 (41). Bradykinin can also facilitate non-
cholinergic excitatory responses in guinea pig airways by a
prejunctional mechanism, the effect of which could be inhibited
by a selective BK-2 receptor antagonist (42). These observa-
tions suggest that BK-2 receptors are present on sensory nerve
endings in the airways and support previous electrophysiologi-
cal evidence that the effects of bradykinin on sensory neurons
in the spinal cord and cultured sensory neurons are mediated
by BK-2 receptors (43). Thus, cationic protein—induced brady-
kinin generation may lead to a cascade of events resulting in
the development of AHR.

In conclusion, we have demonstrated that, in an experimen-
tal system, an acute instillation of eosinophil-granule MBP as
well as a synthetic cationic protein can generate bradykinin,
which is important in the subsequent development of AHR.
Our observations are important, as they demonstrate that MBP
induces AHR by mechanisms other than a direct cytotoxic ac-
tion on the airway epithelium. The precise relationship between
MBP release, kinin generation, and the subsequent development
of AHR in the asthmatic individual remains to be determined.
However, as cationic proteins can be released from eosinophils
by an IgE-dependent mechanism (44), the possibility exists
that bradykinin may be generated in the lungs as a result of
allergen-induced eosinophil degranulation. Finally, our data
suggest that if indeed this is the case, bradykinin antagonists
may prove to be novel antiasthmatic agents.
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