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The syndrome of acute lung injury, known in its most severe
form as the acute respiratory distress syndrome (ARDS), is
characterized by increased alveolocapillary membrane perme-
ability and subsequent pulmonary edema. Acute lung injury
can be initiated by any one of an extensive and heterogeneous
list of pulmonary or systemic insults, the most frequent of
which is sepsis (1). What these inciting factors have in com-
mon is the ability to initiate activation of an acute inflamma-
tory response that apparently spirals out of control, leading to
pulmonary parenchymal injury. Neutrophilic polymorphonu-
clear leukocytes (neutrophils, PMN), which normally pass
through the lung relatively unimpeded, are sequestered and
activated in the pulmonary microvasculature during the gene-
sis of an inflammatory response. The activation of neutrophils
leads to the release of multiple microbicidal products, includ-
ing reactive oxygen species, cationic peptides, eicosanoids,
and proteolytic enzymes that normally serve in host defense

against invading microbial pathogens. Paradoxically, when re-
leased in an unregulated manner, these cytotoxic products
may damage vicinal cells, leading to organ injury and dysfunc-
tion. In addition, the neutrophils release growth factors, cy-
tokines, and chemokines, which may enhance the inflamma-
tory response (2).

In this simplified construct of the pathogenesis of acute
lung injury, it is important not to overlook an important detail
of neutrophil-mediated tissue injury. Neutrophils do not cause
damage while suspended in the bloodstream; instead, the re-
lease of cytotoxic agents occurs when neutrophils are adher-
ent to endothelium or epithelium or in contact with extracellu-
lar matrix proteins in the interstitium (2). This concept highlights
the importance of understanding the mechanisms by which neu-
trophils interact with endothelial and epithelial cells, as well as
the surrounding extracellular matrix.

Human leukocyte elastase (HLE) is a serine protease found
in the azurophilic granules of the neutrophil. It is also known as
human neutrophil elastase, and has been assigned a unique
number by the Enzyme Commission of the International Union
of Biochemistry (3), based on its activity (E.C. 3.4.21.37). Its po-
tential substrates include almost all components of the extracel-
lular matrix, as well as proteins as diverse as clotting factors,
complement, immunoglobulins, and cytokines (4, 5). Interest in
HLE was engendered in part by the observation that in an in-
herited disease, 

 

�

 

1-antitrypsin deficiency, unopposed action of
HLE because of lack of a protease inhibitor predisposed to a
premature and sometimes severe form of emphysema (6).

The requirement for neutrophils to migrate out of the vas-
culature and through the basement membrane, as well as the
potent proteolytic repertoire of HLE have led to the supposi-
tion that HLE might be involved in the pathogenesis of in-
flammatory tissue injury such as occurs in acute lung injury
and ARDS. Nonetheless, the role of HLE in acute lung injury
remains far from clear. Indeed, HLE is only one of a myriad of
proteases synthesized by leukocytes and other cells in the
lung, and some of these (e.g., matrix metalloproteinases from
macrophages) have also been implicated in acute lung injury
(Table 1). In this article, we will review the genetics and mo-
lecular physiology of HLE, and discuss the current data re-
garding its role in the pathogenesis of acute lung injury.

 

GENETICS OF ELASTASE

 

The gene for HLE, ELA 2, is located within a 50-kilobase seg-
ment in the terminal region of the short arm of chromosome
19. This region also contains the genes for the related serine
proteases azurocidin and proteinase 3 (7). High-level tran-
scription of the gene is limited to the promyelocytic stage of
granulocyte development, when HLE is produced and stored
in cytoplasmic azurophilic granules. Indeed, mRNA for HLE
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cannot be detected in mature neutrophils isolated from the
systemic circulation (8). The glycoprotein product contains
218 amino acids and four disulfide bridges, and is a member of
the serine protease family (9). Such enzymes contain a con-
served triad of amino acid residues within the catalytic do-
main; in the case of elastase, these include His-41, Asp-88, and
Ser-173. The serine at the active site is highly nucleophilic and
has a high affinity for small-uncharged amino acids.

Mutations in the HLE gene have been associated with cy-
clic neutropenia, a rare autosomal dominant disease charac-
terized by oscillations in neutrophil (and other blood cell) pro-
duction with 21-day periodicity (10). To our knowledge, there
have been no reports on the incidence or natural history of
acute lung injury or ARDS in such patients, although both

acute lung injury and ARDS have been described in patients
with neutropenia from other causes (11, 12).

 

Regulation of HLE expression at both the transcriptional
and the translational levels is incompletely understood. Chro-
matin reorganization may be involved in the regulation of HLE
transcription (13). The HLE gene promoter region also en-
codes binding sites for the transcription factors c-Myb, C/EBP,
and PU.1; the appearance of distinct transcription factors dur-
ing specific stages of granulocyte development may be impor-
tant in determining the expression pattern of neutrophil genes.
This may have implications for neutrophil granule proteins
such as HLE, since the sorting of proteins into different gran-
ules is postulated to depend on the time of granule gene expres-
sion and biosynthesis during neutrophil development (14).

 

TABLE 1. SELECTED PROTEASES

 

Class Enzyme Source MW
Potential Substrates

(partial list)
Endogenous 

Inhibitors
Disease Association or

Proposed Function Reference

Serine proteases Leukocyte
elastase

PMN, 
(monocytes)

30 Elastin, other BM components

 

�

 

1

 

-PI
SLPI,
elafin,

 

�

 

2

 

-MG

Antimicrobial defense

 

�

 

1

 

-antitrypsin deficiency, 
cyclic neutropenia, cystic 
fibrosis, ?Acute lung injury 
and sepsis

87

Cathepsin G PMN (monocyte, 
mast cell)

28.5 Elastin, other BM components

 

�

 

1

 

-antiCT

 

�

 

1

 

-PI
SLPI

Antimicrobial defense 87

Proteinase 3 PMN (monocyte) 29 Elastin, other BM components

 

�

 

1

 

-PI

 

�

 

2

 

-MG,
elafin

Antimicrobial defense 
Wegener’s granulomatosis, 
leukemia

87, 88

Mast cell
chymase

Mast cells 26 BM components, Angiotensin I, 
Substance P

 

�

 

1

 

-CT, 

 

�

 

1

 

-PI, 
chymostatin,
eglin C, SLPI

Unknown ?chemoattraction
of monocytes and PMN

89, 90, 91

Tryptase Mast cells 11–15 Neuropeptides coagulant 
proteins, stromelysin, 
proteinase-activated 
receptor-2

Unknown Unknown ?neutrophil 
recruitment (tryptase 

 

�

 

I)
89, 92

Granzyme A Lymphocytes,
NK cells

60 Proteoglycans, BM 
components, myelin basic 
protein, pIL-1

 

�

 

, others

Antithrombin III, 

 

�

 

1

 

-PI
Unknown ?induces apoptosis

of target cells
93

Granzyme B Lymphocytes,
NK cells

35 Pro-caspases

 

�

 

1

 

-PI, PI-9 Induces apoptosis of target
cells

93

Selected Matrix 
metalloproteases 
(MMP)

Macrophage 
elastase
(MMP-12)

Macrophages 53 Elastin, other BM components

 

�

 

1

 

-PI, 

 

�

 

2

 

-MG, 
TIMP-1

Possible involvement in 
emphysema

91, 94, 95

92-kD gelatinase 
(gelatinase B, 
MMP-9)

Macrophages, 
PMN, 
eosinophils

92 Elastin, other BM components TIMP-1, 2 Trophoblast invasion in 
placental development,
bone development, 
?tumor invasion, ?acute 
lung injury

96, 97, 98

Interstitial 
collagenase
(MMP-1)

Macrophages, 
fibroblasts,
Type 2 
pneumocytes

48–50;
24–25

BM components

 

�

 

2

 

-MG,
TIMP-1

?Rheumatoid arthritis, 
?emphysema

91, 97, 99

Stromelysin-1 
(MMP-3)

Fibroblasts, 
chondrocytes, 
monocytes

57 BM components

 

�

 

2

 

-MG,
TIMP-1 and 
TIMP-2

?Arthritis, glomerular disease, 
tumor invasion ?acute lung 
injury

91, 97,
98, 100

Matrilysin
(MMP-7)

Monocytes, 
epithelial cells 
(macrophages)

28 BM components, 

 

�

 

1

 

-antitrypsin TIMP-1 ?tumor invasion?airway 
epithelial repair

91, 101

Cysteine 
proteinase

Cathepsin L Macrophages 29 Elastin, others Cysteine 
proteinase 
inhibitors 
from serum

Lysosomal function 91, 94, 102

Cathepsin S Macrophages,
T cells

28 Elastin, others Cysteine 
proteinase 
inhibitors 
from serum

Unknown, ?immune system 
regulation

91, 94, 103

 

Definition of abbreviations

 

: Parentheses denote minor cellular sources; 

 

�

 

1

 

-antiCT 

 

�

 

 

 

�

 

1

 

-antichymotrypsin; 

 

�

 

2

 

-MG 

 

�

 

 

 

�

 

2

 

-macroglobulin; 

 

�

 

1

 

-PI 

 

�

 

 

 

�

 

1

 

-proteinase inhibitor; BM 

 

�

 

 base-
ment membrane, (components include type IV collagen, laminin, fibronectin, vitronectin); MW 

 

�

 

 molecular weight; SLPI 

 

�

 

 secretory leukoproteinase inhibitor; TIMP 

 

�

 

 tissue inhibi-
tor of metalloproteinase.
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The concentration of HLE in neutrophils exceeds 5 mM
(15); each neutrophil contains approximately 400 HLE-posi-
tive granules, and the total cellular concentration of HLE has
been estimated at 1 to 2 picograms (5). Although HLE is most
abundant in neutrophils, small amounts are expressed by
monocytes and T cells (16, 17). mRNA transcripts of HLE
cannot be detected in either monocytes or macrophages, and
these cells are believed to contribute little to the total “tissue
burden” of HLE (18). When neutrophils are activated, HLE is
rapidly released from cytoplasmic granules into the extracellu-
lar space, although some remains bound to the neutrophil
plasma membrane (19).

 

IN VITRO

 

 SUBSTRATES OF ELASTASE—CLUES TO

 

IN VIVO

 

 FUNCTION?

 

As alluded to earlier, the list of substrates susceptible to pro-
teolysis by HLE is extensive. These include extracellular ma-
trix proteins such as collagen, elastin, fibrin, fibronectin, the
platelet IIb/IIIa receptor (20), and cadherins (21, 22). HLE is
also capable of degrading a variety of soluble proteins, includ-
ing coagulation factors, immunoglobulins, complement, and
many protease inhibitors (4).

In addition to its role in the degradation of the extracellular
matrix, HLE may also function as a negative regulator of in-
flammation. HLE is capable of degrading various proinflam-
matory cytokines such as IL-1

 

�

 

 and TNF

 

�

 

 (23). More re-
cently, 

 

in vitro

 

 studies have demonstrated that HLE can
degrade both IL-2 and IL-6 (16, 24). IL-2 can induce T cell ac-
tivation and chemotaxis, and the peptide fragments produced
by HLE have been shown to impair both T cell adherence and
migration, providing potential mechanisms for modulation of
inflammation (16). HLE is able to cleave complement recep-
tor 1 (CR1) from the surface of erythrocytes, releasing soluble
CR1 that can act as an inhibitor of complement (25). HLE can
also proteolytically cleave CD14, the main receptor for bacte-
rial lipopolysaccharide (LPS), on the surface of monocytes
(26) and fibroblasts (27), leading to decreased surface expres-
sion of CD14 and decreased TNF-

 

�

 

 (26) and IL-8 production
(27) in response to LPS exposure. Vitamin D-binding protein
(DBP) binds to the surface of neutrophils and enhances the
chemotactic properties of C5a (i.e., cochemotactic activity);
recently, it was demonstrated that elastase cleaves the binding
site for DBP, causing intact DBP to be released into the extra-
cellular media. Inhibition of elastase caused an accumulation
of DBP on the neutrophil surface, and abolished its cochemo-
tactic activity (28).

Other 

 

in vitro

 

 studies have suggested that HLE may also
play a role in neutrophil adhesion. The integrin CR3 (also
known as Mac-1 or CD11b/CD18) binds to ligands, including
fibrinogen and intercellular adhesion molecule 1 (ICAM-1) and
mediates the adhesion of neutrophils to the endothelial sur-
face. 

 

In vitro

 

, HLE can bind to CR3, suggesting that it might
compete with other ligands for CR3 and decrease neutrophil
adhesion; the implication is that HLE may be important in the
release of integrins from their substrates. Indeed, a mono-
clonal antibody to HLE prevented detachment of neutrophils
from fibrinogen-coated filters (29). In this study, PMN trans-
migration across such filters was impaired by the anti-HLE
antibody, an effect the investigators attributed to the impor-
tance of HLE in the release of adherent PMN from substrates.
In addition to binding to CR3, HLE can cleave cell-bound
ICAM-1 (30) suggesting a role for HLE in regulating CR3 to
ICAM-1 interactions, and hence neutrophil adhesion and mi-
gration.

 

Taken together, these and other observations suggest that
HLE may be involved in the down-regulation of inflamma-
tion. Conversely, HLE has also been shown to have poten-
tially proinflammatory effects. For example, it can enhance
neutrophil migration by inducing the secretion of GM-CSF,
IL-6, and IL-8 from epithelial cells (31, 32). HLE cleaves

 

�

 

1-antiprotease inhibitor, generating a fragment that is chemo-
tactic for neutrophils (33). In addition, HLE can degrade inter-
endothelial (VE-cadherin) (21) and interepithelial (E-cadherin)
junctional proteins (22), potentially promoting endothelial
and epithelial permeability and pulmonary edema.

Given the variety and heterogeneity of 

 

in vitro

 

 substrates
for HLE, it becomes important to determine which of these
diverse and seemingly paradoxical properties has physiologi-
cal or pathological importance. This is perhaps best accom-
plished by an analysis of studies of animal models of acute
lung injury, which will be discussed in more detail later.

 

REGULATION AND FUNCTION OF ELASTASE

 

Inhibition by and Evasion of Antiproteases

 

Host tissues are protected from unregulated proteolysis by
HLE and other proteases by multiple proteinase inhibitors.
These include 

 

�

 

1-antiprotease (

 

�

 

1

 

AP, also known as 

 

�

 

1

 

-pro-
teinase inhibitor), secretory leukoprotease inhibitor (SLPI),

 

�

 

2

 

-macroglobulin, and eglin (34, 35). Nonetheless, the neutro-
phil has an elaborate repertoire of methods capable of circum-
venting these defenses. First, neutrophils are able to create a
relatively sequestered “microenvironment” or “protected space”
in the subjacent area encompassing the neutrophil and the
surface to which it is adherent (36). Because of size con-
straints, most endogenous antiproteases are unable to pene-
trate this region and therefore cannot inhibit elastase. Second,
antiproteases (e.g., 

 

�

 

1AP, SLPI) are sensitive to inactivation
by oxidants released from activated neutrophils, which oxidize
a critical methionine residue in the active site (4, 37). Third,
HLE that is bound to elastin is relatively resistant to inhibition
by antiproteases (38). Finally, activated neutrophils have been
shown to express HLE on the cell surface; this elastase is ac-
tive and resistant to inhibition from antiproteases (19). Taken
together, these observations suggest that despite the presence
of potent inhibitors, HLE is able to act locally in the pericellu-
lar and subjacent regions of neutrophils. It is noteworthy that
there is at least one protease inhibitor, secretory leukopro-
tease inhibitor (SLPI), that is able to gain access to the pro-
tected space. SLPI is a relatively small (11.7 kD) polypeptide
found in mucus secretions that maintains activity against HLE
in the protected space, and, to a lesser extent, against mem-
brane-bound HLE (19).

 

Elastase Release by Neutrophils

 

Neutrophils can be stimulated to release elastase upon expo-
sure to various cytokines and chemoattractants, including
TNF

 

�

 

 (39), IL-8, C5a (40), LPS (41), and a tripeptide derived
from bacterial wall (

 

N

 

-formyl-methionyl-leucyl-phenylalanine,
fMLP). (42). Calmodulin has also been demonstrated to en-
hance elastase release from LPS-stimulated neutrophils (41).
The role of 

 

�

 

2

 

-integrins in mediating elastase release is not
clear; in one study, a monoclonal antibody to CD18 or CD11b
(but not P-selectin) blocked HLE release from chemoattractant-
stimulated neutrophils adherent to platelet monolayers (40).
By contrast, another study reported that antibody cross-link-
ing of CD18 on isolated human neutrophils caused a rise in in-
tracellular Ca

 

2

 

�

 

 and exocytosis of elastase (43). A third study
reported that degranulation of cytokine-stimulated neutrophils
adherent to endothelial cells was not affected by antibody block-
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ade of E-selectin, 

 

�

 

2

 

 integrins, or L-selectin. Unexpectedly, in
this experiment, neutrophils suspended in supernatants from
IL-1-stimulated endothelial cells demonstrated elastase secre-
tion, and this secretion was only partially blocked by antibod-
ies to IL-8. These observations led to the postulate that un-
known paracrine factors secreted by endothelial cells resulted
in neutrophil degranulation (39).

The intracellular signal transduction pathways involved in
elastase release are also unclear, and probably depend on the
stimulus to which the neutrophil is exposed. Leukotrienes
(40), phospholipase C (43), and the mitogen-activated protein
kinase (MAPK) family (42, 44), have all been implicated in
elastase release.

 

Involvement of Elastase in Neutrophil Transvascular 
Emigration into the Interstitium

 

The basement membrane

 

. It has been proposed that elastase-
mediated degradation of the endothelial basement membrane
facilitates neutrophil transit into the interstitium (45). This
proposition has proven difficult to confirm and remains con-
troversial. When neutrophil migration in response to fMLP
was studied using Matrigel®, a basement membrane matrix
derived from sarcoma cells, inhibition of elastase decreased
migration through the matrix (46). This effect was postulated
to be due to HLE activating progelatinase B, a metallopro-
teinase. Neutrophil migration was associated with a slight but
significant increase in collagen degradation, supporting the
notion that HLE facilitates migration by degrading the base-
ment membrane.

Nonetheless, other studies have shown opposing results.
First, neutrophil transendothelial migration can occur 

 

in vivo

 

without changes in permeability to protein (47). In addition, a
study using human umbilical vein endothelial cells grown on a
collagen matrix demonstrated that neutrophil migration across
the basement membrane in response to zymosan-activated plasma
was not affected by inhibition of elastase (48). This was 

 

despite

 

an increase in basement membrane permeability associated
with neutrophil emigration. Similarly, a more recent study em-
ploying pulmonary artery endothelial cells (49) demonstrated
that migration of fMLP-stimulated neutrophils across the base-
ment membrane was not affected by low molecular weight serine
protease inhibitors, either endogenous (SLPI) or synthetic
(Pefabloc SC). Given their small size, these inhibitors would
be expected to have access to the subjacent area between the
neutrophil and its substrate.

 

The endothelium: role of intercellular cadherin

 

. Although
HLE may not be required for passage of neutrophils through
the basement membrane, it may be still be involved in transen-
dothelial migration. In a study using human umbilical vein en-
dothelial cell monolayers (without a basement membrane),
inhibitors of elastase prevented neutrophil transendothelial
migration in response to low concentrations of platelet-acti-
vating factor (PAF) or fMLP. However, high concentrations
of PAF, felt to cause endothelial cell retraction, led to PMN
migration that was not prevented by inhibitors of elastase
(50). Similarly, exposure to HLE induced an increase in per-
meability of cultured bovine pulmonary arterial endothelial
cells (51). The mechanism of this increased permeability may
involve endothelial cell retraction, through proteolytic destruc-
tion of interendothelial tight junctions. Indeed, as mentioned
earlier, HLE may degrade both epithelial (22) and endothelial
(21) cadherins.

It is possible that the importance of HLE in neutrophil migra-
tion across endothelial monolayers and the basement membrane
depends in part on the chemotactic stimulus. This notion follows
from the observation that neutrophil migration across endothe-

lial cells can be categorized as either requiring the CD11/CD18
adhesion complex or not. Some stimuli (e.g., phorbol myristate
acetate, endotoxin) are associated with CD11/CD18-depen-
dent neutrophil migration, whereas others (e.g., 

 

Streptococcus
pneumoniae

 

, C5a) elicit CD11/CD18-independent migration
(52). The existence of different mechanisms of neutrophil mi-
gration raises the possibility of selective involvement of HLE
in these processes. However, it has recently been demon-
strated 

 

in vitro

 

 that both CD18-dependent neutrophil migra-
tion to fMLP (49) and CD18-independent migration to IL-8
and LTB

 

4

 

 do not require HLE (53).
The types of cells or preparation used in these studies may

also be relevant in determining the importance of leukocyte
elastase to neutrophil emigration. For example, important phe-
notypic differences have been identified between pulmonary mi-
crovascular and pulmonary arterial endothelial cells (54). 

 

In
vivo

 

, neutrophil migration occurs predominantly in the pul-
monary capillaries and this may complicate interpretation of

 

in vitro

 

 studies that use endothelium derived from pulmonary
arteries. Thus, differences in experimental design may modu-
late the relative importance of leukocyte elastase. Interestingly,
a study of pneumococcal pneumonia in rabbits suggested that
neutrophil migration occurs through preexisting holes in the cap-
illary basal laminae (obviating the need for elastase-induced
degradation), underscoring the potential importance of spe-
cies differences in experimental models (55).

 

Membrane-bound Elastase: Vectorial Migration
of the Neutrophil?

 

The observation that neutrophils stimulated with TNF-

 

�

 

 or
IL-8 translocate active elastase to the plasma membrane (23)
suggests a possible mechanism for focusing the immunomodu-
latory effects of HLE (56). For example, elastase bound to a
specific area of the cell membrane could influence the direc-
tion of neutrophil migration: membrane-bound elastase is
preferentially localized to the leading edge of the migrating
cells and may facilitate transendothelial passage (57). In addi-
tion, any effects of elastase on chemoattractants would be fo-
cused in that region. Finally, as we have mentioned, given the
observation that elastase is able to degrade ICAM-1, it is pos-
sible that elastase might facilitate neutrophil de-adhesion
from the substrate prior to locomotion (30).

 

Cytotoxicity and Wound Healing

 

Another important issue is whether elastase is cytotoxic to en-
dothelial cells. Although epithelial cells appear to be relatively
resistant to the cytotoxic effects of elastase (58, 59), evidence
suggests that endothelial cells are more vulnerable. An early
study (60) using a human microvascular endothelial cell model
observed that PMN stimulated with LPS in combination with
fMLP or C5a caused marked endothelial cell lysis that was not
attenuated by scavengers of oxygen free radicals. Exposure to
purified HLE alone produced cell lysis with a similar time
course of injury that was also unaffected by scavengers of re-
active oxygen species. Injury caused by HLE alone or by stim-
ulated neutrophils was inhibited by a serine protease inhibitor,
suggesting an important role for leukocyte elastase in neutro-
phil-mediated endothelial cell injury. Leukocyte elastase has
also been shown to cause endothelial cell detachment through
digestion of cell surface proteins (61).

Finally, recent evidence suggests that unimpeded elastase
activity may be implicated in delayed wound healing. Recom-
binant mice lacking the gene for secretory leukoprotease in-
hibitor (SLPI) demonstrated increased elastase activity and
tissue inflammation, along with delayed closure of cutaneous
wounds (62). Interestingly, the wounds in SLPI-null mice dis-
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played increased levels of active TGF-

 

�

 

 relative to the wounds
of wild-type mice. A neutralizing antibody to TGF-

 

�

 

 partially
attenuated the inflammation and the delayed healing of wounds
in SLPI-null mice. Because TGF-

 

�

 

1 is known to be bound to
the extracellular matrix and is released by elastase (63), it is
possible that the lack of SLPI results in increased amounts of
active TGF-

 

�

 

 through unopposed elastase activity. Although
these results are intriguing, it is essential to remember that
elastase is important in the normal host response to an in-
fected wound. In another study, using a porcine skin wound
model, the addition of a specific elastase inhibitor impeded the
clearing of bacteria or fungi that had been inoculated at the
site of injury (64). This apparent paradox between the poten-
tially harmful and beneficial properties of leukocyte elastase is
pivotal to our understanding of the role of HLE in acute in-
flammation, and will be discussed in some detail below.

In summary, current data suggest that leukocyte elastase is
not required for PMN migration out of the pulmonary mi-
crovasculature and into the interstitium. The cytotoxic effects
of leukocyte elastase on endothelial cells may result in in-
creased permeability to neutrophils, but this is unlikely to be a
prerequisite for neutrophil translocation.

 

EVIDENCE FOR THE ROLE OF ELASTASE IN ARDS
IN HUMANS

 

One of the earliest studies to suggest a role for HLE in ARDS
in humans compared elastolytic activity in lavage fluid of 23
patients with ARDS to a control group of 55 patients without
the syndrome. Increased elastolytic activity, neutrophil pre-
dominance, and decreased 

 

�

 

1

 

-antiprotease activity were de-
tected in the patients with ARDS (65). However, among the
patients with ARDS, there were no differences in clinical
characteristics or outcome between those with high or those
with low levels of elastase activity. Another study observed el-
evated elastolytic activity in patients with ARDS, and demon-
strated that HLE and 

 

�

 

1

 

-antiprotease were complexed in
BAL fluid. Their data also suggested that 

 

�

 

1

 

-antiprotease had
been inactivated by oxidation (66). Two subsequent studies
found that elastase activity, whether measured in the plasma
(67) or in BAL fluid (68), was higher in patients who went on
to develop ARDS than in patients who were at risk for, but
did not develop, ARDS.

It is important to note that a correlation between elastase
and the extent of lung injury has not been observed in all stud-
ies. For example, although elevated levels of elastase antigen
was observed in patients with ARDS, elastase enzymatic ac-
tivity was not increased (69). In another study, increased lev-
els of elastase antigen as well as 

 

�

 

1

 

-antiprotease and 

 

�

 

2

 

-macro-
globulin were observed in the BAL fluid of patients with ARDS
when compared with healthy control subjects (35). This study
also noted an important difference between “antigenic” elastase
as measured by ELISA and its enzymatic activity; elastase was
predominantly in a complex with 

 

�

 

1

 

-antiprotease with minimal
free (i.e., enzymatically active) elastase. Complexes of 

 

�

 

2

 

-mac-
roglobulin and HLE were not detected by ELISA, had no lytic
activity against elastin, but retained proteolytic activity in as-
says using low molecular weight substrates. The investigators
concluded that BAL fluid from patients with ARDS had little
if any activity against elastin, and that the elastolytic activity
detected in BAL fluid from earlier studies may have been an
artifact of the assays that had been used.

In summary, observational studies from humans are con-
tradictory, caused in part by technical aspects of the assays
used to detect elastase antigen and/or enzymatic activity, and
do not convincingly demonstrate a role for HLE in ARDS.

 

ANIMAL MODELS OF LUNG INJURY AND
LEUKOCYTE ELASTASE

 

The complex and often conflicting conclusions from both 

 

in
vitro

 

 experiments and observational data from humans high-
light the importance of animal models of acute lung injury in
the study of the role of leukocyte elastase. Such models may
help to establish the relevance of 

 

in vitro

 

 observations about
leukocyte elastase and to develop hypotheses concerning its
role in the pathogenesis of acute lung injury in humans.

Early studies established that oxygen metabolites and leuko-
cyte elastase could synergistically cause edematous lung injury in
an isolated rat lung model (70). Administration of either catalase
or an inhibitor of elastase decreased the injury. Of note, oxidant
and elastase-mediated injury was prevented by an oxidant-resis-
tant elastase inhibitor (Eglin C), but not by an oxidant-sensitive
one (

 

�

 

1

 

-antiprotease). One interpretation of these studies is that
oxidants can inactivate certain antiproteases such as 

 

�

 

1

 

-antit-
rypsin, thus allowing the unconstrained activity of elastase with
the potential for enhanced tissue injury.

 

Studies of Protease Inhibitors and Experimental Lung Injury

 

Many investigators have studied the effect of intravenous ad-
ministration of synthetic inhibitors of neutrophil elastase in ani-
mal models of acute lung injury. These include thrombin-induced
pulmonary microembolization and pulmonary edema, endotoxin-
induced lung injury (administered parenterally or via inhala-
tion), postperfusion lung injury (mimicking ARDS after cardio-
pulmonary bypass), and infusions of activated neutrophils into
the pulmonary vasculature. Some models involved isolated per-
fused lungs, whereas others involved whole animals.

For example, in 

 

Escherichia coli

 

 endotoxin-induced lung
injury in sheep, the leukocyte elastase inhibitor EI-546 de-
creased hypoxia and blood leukopenia, and blunted the rise in
pulmonary pressures and pulmonary lymphatic flow resulting
from endotoxin (71). The specific leukocyte elastase inhibitor
ONO-5046 also attenuated the lung neutrophilia and pulmo-
nary edema induced by endotoxin (72). In a similar model, the
leukocyte elastase inhibitors SC-37698 and SC-39026 attenu-
ated the decrease in lung compliance and the increase in lung
lymph flow and lung lymph protein clearance associated with
lung injury induced by endotoxin (73).

In a guinea pig model of acute lung injury induced by 

 

E.
coli

 

 endotoxin, the leukocyte elastase inhibitor ONO-5046 de-
creased neutrophil count in BAL fluid, the lung wet to dry
weight ratio, and alveolocapillary permeability when com-
pared with control animals (74). In a hamster model of acute
lung injury induced by endotoxin inhalation, the administra-
tion of the specific leukocyte elastase inhibitor sivelestat (even
hours after administration of endotoxin) prevented the devel-
opment of lung injury (75). In a piglet model of septicemia in-
duced by 

 

E. coli

 

, the elastase inhibitor eglin C reduced mortal-
ity and the accumulation of interstitial fluid in the lungs, and
blunted the reduction in antithrombin III levels associated
with sepsis (76).

Analogous results have been observed in animal models of
postperfusion lung injury. In a dog model of postperfusion
lung injury, ONO-5046 attenuated the rises in lung extravas-
cular water, respiratory index, and plasma levels of IL-6 and
IL-8. Indeed, compared with the marked alveolar and intersti-
tial injury in the control arm, lung histology in the treatment
group was virtually normal (77). Similar observations were re-
ported in a pig model using a chemically modified tetracycline
(CMT-3) that is a potent matrix metalloproteinase and elas-
tase inhibitor (78).
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When TNF

 

�

 

 and activated neutrophils were infused into the
pulmonary artery of isolated, perfused rabbit lungs, lung in-
jury developed, characterized by increased alveolar permeability
and pulmonary hypertension. ONO-5046-treated rabbit lungs
had a lower permeability index, as well as attenuated and
slower increases in PA pressure (79). Inhibitors of HLE have
also had protective effects in IgG immune complex-induced lung
injury (80) and thrombin-induced pulmonary edema (81) in rats.

These data support the notion that leukocyte elastase is im-
portant in the pathogenesis of acute lung injury. Nonetheless,
the mechanisms by which leukocyte elastase could cause lung
injury remain speculative. Some of the hypotheses have al-
ready been discussed; for example, HLE has been shown to
degrade endothelial VE-cadherin (21), promoting microvas-
cular permeability, as well as epithelial E-cadherin (22) that
could predispose to alveolar flooding. HLE may also alter en-
dothelial permeability because of its cationicity (82). HLE can
itself be directly cytotoxic to endothelial and/or epithelial
cells. Alternatively, HLE could play a crucial role in the mod-
ulation of the inflammatory response, either by influencing
chemotaxis, cell adhesion, or mediators of inflammation such
as cytokines and complement. However in some of the studies
(74, 77), but not in others (21, 78), inhibition of elastase had
no effect on neutrophil chemotaxis or on expression of adhe-
sion molecules by neutrophils.

In addition, the relevance and applicability of the various
animal models to human disease must be carefully considered.
For example, lung injury induced by systemic administration
of endotoxin to sheep (or other animals) differs from human
ARDS in many aspects (72, 73): in animal models of lung in-
jury, the animals are typically healthy before ARDS is in-
duced, whereas most human patients who develop ARDS
have severe comorbidities such as sepsis or disseminated in-
travascular coagulation. In addition, the inducing stimulus for
acute lung injury in animal models is usually given only once
and the experimental inhibitors are often given simultaneously.
In contrast, human patients may have infection that evolves
over many hours or days and rarely are pharmacologic inter-
ventions able to be given at the inception of the infection. Fi-
nally, interspecies variations in elastase activity, the content of
neutrophil granules (e.g., lack of defensins in murine neutro-
phils) (83), the structure of the microvasculature, and differing
potency and specificity of elastase inhibitors make it difficult
to extrapolate directly the results of animal studies to humans.

 

Studies with Elastase Knockout Mice

 

Although it is easy to focus on the potentially destructive role
of HLE in acute lung injury, it is important to recall that
elastase has broad-spectrum antimicrobial activity 

 

in vitro

 

 (84)
and may be critically important in host defense. Recent stud-
ies have suggested that this antimicrobial effect may involve
degradation of outer membrane protein A on the surface of
gram-negative bacteria such as 

 

E. coli

 

 (85). In related experi-
ments, the responses of leukocyte elastase-deficient mice and
wild-type control mice to infection were compared (15). When
intraperitoneal 

 

Klebsiella pneumoniae

 

 was administered to
both groups of animals, all of the elastase-deficient mice died
within 48 h, compared with only half of the wild-type mice.
The bacterial burden in the bloodstream and organs of the an-
imals was significantly higher in the elastase-deficient mice.
Interestingly, neutrophil number and recruitment into the
peritoneal cavity and infected organs was similar between the
two groups. The neutrophils from the elastase-deficient mice
had less bactericidal activity, and on transmission electron mi-
croscopy appeared to have defective killing of internalized
bacteria. Similar results were obtained with 

 

E.coli

 

 but not with

 

S. aureus

 

, underscoring the importance of elastase in the kill-
ing of gram-negative bacteria.

Subsequent studies demonstrated that elastase-deficient
mice had normal neutrophil development and recruitment but
were susceptible to infection with 

 

Aspergillus fumigatus

 

 (86).
Interestingly, this study also demonstrated that elastase-defi-
cient mice were resistant to normally lethal doses of LPS. Fur-
thermore, mice that lacked both LE and another neutrophil
protease (cathepsin G) were protected against alveolar dam-
age induced by endotoxic shock. In concert, these observations
highlight the important physiologic antimicrobial function of
leukocyte elastase in the context of a regulated inflammatory
response. However, they also indicate that under circumstances
where the proinflammatory stimulus is excessive (e.g., systemic
endotoxemia) or where counter-regulatory mechanisms are
overwhelmed, leukocyte elastase may contribute to inflamma-
tory tissue injury.

 

STUDIES OF ELASTASE INHIBITORS IN HUMAN LUNG 
INJURY AND SEPSIS

 

To date, there is very little information in the public domain
about the effects of elastase inhibitors in the treatment of hu-
man acute lung injury. A phase II/III study of a small mole-
cule pharmacologic elastase inhibitor in lung injury and sepsis
is currently in progress (Dr. Charles Fisher, personal commu-

Figure 1. Elastase in the genesis of inflammatory tissue injury. There are
multiple potential mechanisms whereby leukocyte elastase may con-
tribute to the pathogenesis of lung injury, including (1) direct cytotox-
icity to endothelial and epithelial cells, (2) degradation of endothelial
and epithelial intercellular adhesion molecules, including ( E and E-cad-
herin), (3) direct modulation of the inflammatory response by effects
on neutrophil adhesion molecules and cytokines, (4) modulation of the
repair phase by effects on growth factors and cytokines such as TGF�.
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nication). The results of these and other studies using elastase
inhibitors will be eagerly anticipated.

CONCLUSIONS AND UNANSWERED QUESTIONS

A Balance between Injury and Benefit: a Modulator of the 
Inflammatory Response?

A critical appraisal of the current literature concerning leuko-
cyte elastase suggests that its role in inflammation and tissue in-
jury is complex with both potentially injurious and beneficial ef-
fects (see Figure 1). The concept that leukocyte elastase is
necessarily detrimental in sepsis and lung injury is simplistic. In-
deed, animal studies suggest that although absence of leukocyte
elastase may be protective against endotoxin-induced pulmo-
nary edema, it can also be lethal in gram-negative sepsis by in-
terfering with microbicidal responses essential to the innate im-
mune response. It is important to make a distinction between
intracellular elastase, which is required for effective killing of in-
gested (phagocytosed) bacteria, and extracellular elastase,
which, in excessive amounts, has the potential to cause tissue
damage in circumstances of unregulated inflammation.

Current evidence suggests that leukocyte elastase may not
be required for the migration of neutrophils out of the vascu-
lature into the pulmonary interstitium and eventually into the
alveolar space. It can, however, be cytotoxic to endothelial
cells and may increase vascular permeability and alveolar
edema if present in excess. Leukocyte elastase may also be im-
plicated in the regulation of wound healing, secondary to the
release of TGF-� from the extracellular matrix.

Animal studies using diverse inhibitors of leukocyte elastase
and various models of lung injury suggest that leukocyte elastase
does indeed contribute to the pathogenesis of acute lung injury.
Given its ability to degrade multiple cytokines, cell surface re-
ceptors, and complement components, it is also possible that
leukocyte elastase serves as an important negative modulator of
the inflammatory response. At present, however, there is a pau-
city of in vivo evidence to support this hypothesis.

Many unanswered questions remain regarding the role of
leukocyte elastase in acute lung injury. First and foremost, the
mechanism(s) by which leukocyte elastase contributes to acute
lung injury remain unresolved. Whether this requires (1)
elastase-mediated degradation of endothelial and/or epithelial
cadherin, leading to increased alveolocapillary permeability
and subsequent pulmonary edema, (2) modulation of the in-
flammatory response, or (3) some uncharacterized property of
leukocyte elastase needs to be clarified. Secondly, a more de-
tailed distinction needs to be made between the physiologic
and pathologic importance of intracellular versus extracellular
elastase. Indeed, this distinction may explain the discrepancy
between the beneficial effects of elastase inhibition observed
in animal models of lung injury (primarily targeting extracel-
lular elastase) and the enhanced mortality in response to bac-
terial infection observed in elastase knock-out mice (complete
deficiency of intracellular elastase). Finally, the importance of
leukocyte elastase relative to other proteases in the genesis of
lung injury remains uncertain. Clarification of this role will
have important implications for the development of treatment
strategies for acute lung injury, ARDS, and sepsis.
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