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a1-Antitrypsin (A1AT) is a polyvalent, acute-phase reactant with an
extensive range of biological functions that go beyond those usually
linked to its antiprotease (serpin) activities. Genetic mutations cause
a systemic deficiency of A1AT, leading to liver and pulmonary
diseases, including emphysema and chronic bronchitis. The patho-
genesis of emphysema, which involves the destruction of small
airway structures and alveolar units, is triggered by cigarette smoke
and pollutants. The tissue damage caused by these agents is further
potentiated by the mutual interactions between apoptosis, oxida-
tive stress, and protease/antiprotease imbalance. These processes
leadto theactivationofendogenous mediatorsof tissuedestruction,
including the lipid ceramide, extracellular matrix proteins, and
abnormal inflammatory cell signaling. In this review, we propose
that A1AT has a range of actions that are not restricted to protease
inhibition but rather extend to mitigate a range of these patholog-
ical processes involved in the development of emphysema. We
discuss the evidence indicating that A1AT blocks apoptosis by
binding and inhibiting active caspase-3 and modulates a broad
range of inflammatory responses induced by neutrophils and by
lipopolyssacharide and tumor necrosis factor-a signaling.
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a1-Antitrypsin (A1AT), an acute-phase protein, is the pro-
totypic member of the serpin super family and a major inhibitor
of serine proteases such as neutrophil elastase and proteinase-3
(1). Present in large concentrations in the blood, A1AT is
thought to play an important role in limiting host tissue injury
by proteases at sites of inflammation. The clinical importance of
A1AT is highlighted in individuals with inherited A1AT de-
ficiency who exhibit an increased susceptibility to chronic
inflammatory conditions, including chronic obstructive lung
disease (COPD), liver diseases, and, occasionally, systemic
vasculitis and necrotizing panniculitis (2). Recent findings
highlight the potential inhibitory actions of A1AT in several
proteolytic pathways, which also indicate that it has broader
antiprotease activities than previously anticipated. A1AT may
also exhibit antiinflammatory activities independent of its pro-
tease inhibitor function, which suggests the existence of
receptor-mediated A1AT intracellular internalization and pro-
vides further evidence of a broad protective role of A1AT in
lung and systemic organ injury (3, 4).

These actions have been uncovered by studies that addressed
the underlying mechanisms of A1AT deficiency. A1AT de-
ficiency most often occurs due to mutation of glutamic acid to
lysine at position 342 (also known as the PiZ mutant of A1AT).
The severe deficiency of A1AT (PiZZ) is associated with

spontaneous A1AT polymerization, retained A1AT in the
cytoplasm of liver cells resulting in marked reduction of serum
levels of the inhibitor, and increased risk to develop COPD and
liver cirrhosis (2). Population studies suggest a minimum plasma
threshold of 11 mmol/L, below which there is a risk of de-
veloping COPD prematurely; pulmonary symptoms usually
occur in the third to fifth decade of life, and the disease may
be fatal by age 60. The disease is markedly accelerated by
cigarette smoking; smokers with A1AT deficiency typically live
10 to 20 years less than do those who are life-long nonsmokers.

COPD involves the remodeling of the large airway segments
and destruction of small airway units and alveolar structures.
A1AT deficiency underlies approximately 5% of all cases of
COPD (5) and has therefore provided compelling evidence in
favor of the protease/antiprotease imbalance (6) hypothesis of
COPD. However, several studies in the past 10 years have
revealed that the pathogenesis of COPD, particularly of emphy-
sema, involves several additional pathobiological processes that
interact with the pulmonary inflammation and protease/antipro-
tease triggered by cigarette smoke. The increasingly evident
complexity of the pathogenesis of COPD (7, 8), including cases
due to A1AT deficiency, explains the lack of successful thera-
peutic approaches aimed at controlling inflammation and exces-
sive extracellular matrix proteolyses and may reveal potential
new targets for modulation of disease activity and therapy.

There is growing evidence that disruption of the cell
signaling that underlies the structural and molecular mainte-
nance of alveolar structure may play an important role in
emphysema (9). Paradigmatic of the so-called hypothesis of
the ‘‘lung maintenance program’’ was the demonstration of the
role of vascular endothelial growth factor (VEGF) in the
preservation of alveolar structure and how its disruption
triggers alveolar enlargement in rodents (10, 11); subsequent
studies validated these experimental observations in diseased
human lungs and rat models involving chronic cigarette smoke
exposure (12). In fact, VEGF is one of a host of molecules
linked to structural lung preservation and, once depleted, is
causative of emphysematous lung destruction (13, 14). The
VEGF paradigm is linked mechanistically alveolar cell apopto-
sis, alveolar destruction, and emphysema (15), validating the
early hypothesis of Aoshiba and Nogai (16) and parallel findings
in diseased human lung (17, 18).

The understanding of the role of disrupted alveolar mainte-
nance and alveolar cell apoptosis in the pathogenesis of
emphysema has further evolved with the demonstration of the
experimental link between alveolar cell apoptosis, extracellular
matrix proteases (19), and oxidative stress (20). When patho-
logically activated, these processes are mutually interactive and
promote feed-forward acceleration of alveolar injury, leading to
emphysema development. The importance of the interplay
between alveolar cell apoptosis and cigarette smoke–induced
alveolar destruction was further strengthened by the findings of
increased susceptibility to alveolar cell apoptosis, inflammation,
and alveolar enlargement in nuclear factor E2–related factor
2–null mice (21) and the protection afforded by 1-[2-cyano-3-,
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12-dioxooleana-1,9(11)-dien-28-oyl]imidazole, an NRF-2 acti-
vator that correlated with decreased alveolar cell apoptosis (but
not inflammation) in cigarette smoke-exposed mice (22).

More recently, alveolar cell senescence has also been linked to
emphysematous lung destruction (23–25). The initial insights of
the role(s) of aging in COPD have originated from observations
showing that cigarette smoke triggers cellular senescence in vitro
(26, 27), human emphysematous lungs express markers of senes-
cence (28), and peripheral blood mononuclear cells of COPD
patients have decreased expression of telomerase (29, 30). Indeed,
COPD lungs have evidence of increased expression of oxidative
stress (31, 32), often associated with DNA damage and develop-
ment of senescence in cell culture systems (33) and in vivo (34).

This changing pathogenetic landscape linked to COPD begs
the reassessment of the concepts of inflammation and protease/
antiprotease imbalance. Because this ‘‘classic’’ paradigm cannot
explain the aggregate of these new data, a more fitting and all-
inclusive model is warranted. Rather than being a uniform process
throughout the course of cigarette smoke exposure, it is becoming
apparent that the inflammation in COPD may be due to an
autoimmune component that arises from the extensive damage
imposed by chronic exposure of the lung to cigarette smoke (35);
this hypothesis has been recently updated with additional exper-
imental evidence (36). The ‘‘autoimmune’’ hypothesis would
therefore explain the progression of the disease and persistence
of inflammation despite cigarette smoke cessation (37).

In light of these data and recent conceptual breakthroughs,
the authors postulate that lung injury by cigarette smoke,
including that caused in patients deficient in A1AT, involves
‘‘endogenous’’ molecular processes of destruction that overcome
the lungs’ ability to repair and maintain its structure. This
paradigm is also supported by the following solid experimental
evidence: (1) Extracellular matrix degradation products elicit
enhanced inflammation (38, 39) and sensitize immune cells (40);
(2) the engagement of apoptosis and oxidative stress activate the
proapoptotic lipid signaling molecule ceramide (41, 42), causing
it to further stimulate its own synthesis; and (3) RNA viral
products sensitize and accelerate cigarette smoke–induced alve-
olar cell apoptosis, inflammation, and alveolar enlargement (43).

It is our goal to develop the concept that A1AT acts at
multiple biological levels in addition to its serpin function, most
notably in controlling several of these ‘‘endogenous’’ mediators
of alveolar injury due to cigarette smoke. We underscore the
antiapoptotic and antiinflammatory properties of A1AT. A1AT
is synthesized and released by numerous cells, including lung
airway cells, liver cells (which are the source of the majority of
A1AT in the circulation), monocytes, alveolar macrophages,
corneal and intestinal epithelial, and cancer cells. Its high
abundance in the serum (in excess of 1.34 mg/ml) and potential
efficacy in neutralizing extracellular proteases when in excess of
800 mg/ml provide support for A1AT extracellular actions while
potentially overshadowing important intracellular functions of
A1AT that are reliant on cell access and receptor-mediated
internalization. This paradigm serves as a framework for future
investigation in lung disease associated with A1AT deficiency
because it raises important questions related to the most
fundamental properties of this acute phase reactant.

A1AT ACTS AS APOPTOSIS INHIBITOR

The hypothesis that A1AT acts as a potential apoptosis in-
hibitor originated from the observation of Shapiro and col-
leagues that A1AT protects against replication of HIV-1 in
infected lymphocytes (44) and the documentation that HIV-1
causes lymphocyte apoptosis (45). Alveolar cell apoptosis had
been documented in human diseased lungs with COPD and in

an experimental model of rodent emphysema caused by VEGF-
receptor blockade. In support of an antiapoptotic role for A1AT
were the related findings that the serpin a-1 antichymotrypsin
and the acute-phase reactant a-2 macrogolublin protected
against serum withdrawal–induced vascular smooth muscle cell
death (46) and that A1AT inhibited cell death and inflammation
against ischemia-reperfusion–induced cell injury (47).

Based on the evidence outlined above, we aimed to show
that: (1) Human A1AT supplementation protects against em-
physema, alveolar cell apoptosis, and oxidative stress caused by
VEGF receptor inhibition or by direct intratracheal instillation
of active caspase in mice and rats; (2) A1AT is internalized and
inhibits endothelial cell apoptosis in vitro; (3) A1AT specifically
interacts with and inhibits active caspase-3 active in a cell-free
system; and (4) A1AT is internalized in cells via potential cell
surface endocytotic processes. Despite minor increases of total
serum levels of A1AT in mice transduced with human A1AT
(as determined by weekly ELISA measurements for up to 4 wk),
we noted clear evidence of intracellular accumulation of human
A1AT in alveolar endothelial and epithelial cells (Figure 1),
suggesting preferential uptake of the transduced protein in
rodent alveolar septal cells in vivo (48). A1AT supplementation
given systemically via adeno-associated virus transduction in the
muscle or locally in the lung via intratracheal instillation
afforded protection against alveolar cell apoptosis, oxidative
stress, and alveolar enlargement caused by VEGF receptor
inhibition (48) or alveolar enlargement caused intratracheal
instillation of active caspase-3 (49). A similar protective role
was also observed in vitro against staurosporine-induced endo-
thelial cell death (49). Because these models are largely in-
dependent of inflammation, the protective effects could be
assigned to the inhibition of alveolar cell apoptosis by A1AT.

To provide additional data on the mechanisms underlying the
protective effects of A1AT, we documented that A1AT directly
bound active caspase-3 and inhibited its activity with approxi-
mately half of the specific inhibitory activity than observed with
its natural target, neutrophil elastase (49). Extensive experimen-
tal manipulations supported the specificity and accuracy of these
findings because A1AT does not have the Bir2 domain required
for specific inhibition of caspases, as observed with XIAP. Heat-
induced polymerization, enzymatic cleavage of the neutrophil
elastase binding site, and the C36 fragment of A1AT had
decreased (with polymers) or abrogated (cleaved A1AT) anti–
caspase-3 activity (49). Similar activities against active caspase-3
were not observed at equimolar levels of a-2 macrogolulin and
serum albumin; moreover, human A1AT did not inhibit caspase-
8 in cell-free assays with purified proteins.

Perhaps the most striking findings were the areas of discrete
colocalization of fluorochrome-labeled A1AT and active caspase-3
in cultured endothelial cells (49, 50) (Figure 2); these findings
suggest that A1AT can bind to potential cell surface receptors
or molecules, can be internalized, and can be localized within
the cytosolic compartment. There is documentation of cell
surface receptors that can localize and act in the nucleus (51)
and of cytoplasmic localization of engulfed molecules, possibly
mediated by the karyopherin carrier nuclear import system
(52). Further strengthening the specificity of these findings and
underscoring the potential importance of A1AT internalization
by cells that do not produce the serpin, we have recently doc-
umented that A1AT internalization is inhibited at 48C, impli-
cating potential cell surface receptors in this process, and the
central role of clathrin-coated vesicles as the internalization was
inhibited by chlorpromazine (50) (Figure 3).

These data highlight the importance of A1AT in the in-
tracellular environment, reaching specialized cytosolic regions
involved in the preservation of cellular integrity. This process
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may also mediate the protective effects of A1AT in islet cell
rejection (53). The modification of apoptosis responses will
have an impact on subsequent inflammatory events because an
enhanced cell death with decreased apoptotic cell clearance
(efferocytosis) (54) amplifies inflammatory stimuli and may
create favorable exposure of autoantigens, leading to autoim-
munity. In turn, the cellular internalization of wild-type A1AT
may be altered by posttranslational modifications induced, for
example, by oxidative stress, which may modulate the serpin’s
access to putative cellular receptors.

A1AT as a Modulator of Inflammation and Extracellular

Matrix Proteolysis

Many of the relevant antiinflammatory functions of A1AT are
lost due to A1AT deficiency (Figure 4), primarily resulting from
levels of elastase that exceed the concentration of its inhibitor.
Indeed, A1AT deficiency–related emphysema is characterized
by increased levels of free elastase and a high neutrophil burden
(55). Neutrophils from subjects with ZZ A1AT deficiency show
enhanced responses to delayed hypersensitivity (56), and PMNs
of infants and children with ZZ A1AT deficiency show de-
fective chemotactic migration (57); moreover, PiZZ sera gen-
erate a higher quantity of chemotactic factor(s). Consistent with
these results, A1AT treatment abolished cigarette smoke–
induced increase in neutrophils in the bronchoalveolar lavage
in mice (58), whereas patients with cystic fibrosis (CF) who

received inhaled A1AT had decreased numbers of induced
sputum neutrophils (59). Accordingly, our laboratory reported
that A1AT augmentation therapy is associated with a reduction
in the release of the proinflammatory cytokine IL-8 by neutro-
phils (60). Although no direct studies have been performed to
elucidate the mechanisms behind these differences between
MM and ZZ neutrophils, physiological levels of purified A1AT
inhibit PMN chemokinesis by about 35% and chemotaxis by
10% (61), whereas the polymerized form of A1AT, which is
generated as a result of the ZZ mutation, has potent neutrophil
chemotactic effects (62). These properties of the A1AT con-
formers may at least partly explain why neutrophils isolated
from PiZZ A1AT deficiency differ from those isolated from
subjects with normal PiMM A1AT.

Figure 1. Expression of human

a1-antitrypsin (A1AT) in mouse

lungs, which were transduced
with adenoassociated virus-

human A1AT or adenoassociated

virus control via muscular route.

Human A1AT (green signal ) colo-
calized with the endothelial cell

marker CD34 (red signal ), type II

cell marker prosurfactant protein
C (SPC, red signal ), and intersti-

tial fibroblasts (smooth muscle

cell actin [SMA], red signal). Mice

were treated with the vascular
endothelial growth factor–

receptor blocker SU5416, which

promotes apoptosis-dependent
emphysema phenotype. Negative controls consisted of a mouse lung section stained with goat serum (upper right panel ), and positive control
consisted of A1AT liver with the characteristic globular A1AT cellular deposits (lower right panel ). Arrows highlight colocalization signals between

human A1AT and cell-specific marker (yellow signal ). (Reprinted by permission from Reference 48).

Figure 2. Colocalization of human A1AT labeled with DyLight 547 (green

signal) and active caspase 3 (red signal ) in cultured mouse lung

endothelial cells (panels I and ii). Superimposed fluorescence signals

(yellow signal) are highlighted by arrows. EC 5 endothelial cells.
(Reprinted by permission from Reference 49).

Figure 3. Evidence of receptor mediated internalization of labeled

human A1AT by primary cultures of lung endothelial cells. Human

A1AT (labeled in red ) is internalized in serum-free conditions at 378C;
internalization is abolished at 48C. The immunofluorescence data are

confirmed by Western blot for human A1AT and vinculin (loading

control) in cytoplasmic (cyt) and supernatant (SN) protein fractions of

cells cultured at 378C and 48C culture conditions. (Reprinted by
permission from Reference 50).

Tuder, Janciauskiene, and Petrache: a1-Antitrypsin and Lung Disease 383



Increased airway elastase levels due to A1AT deficiency
impair pulmonary bacterial killing of neutrophils via cleavage of
the cell surface chemokine receptor CXCR1. Airway neutrophils
from patients with COPD, bronchiectasis, or CF showed re-
duced surface expression of CXCR1 (IL-8RA), which directly
correlated with levels of airway free elastase and with reduced
bacterial killing capacity relative to control subjects (63). In
addition, proteolytically cleaved fragments of CXCR1 can
stimulate IL-8 release via a mechanism involving Toll-like
receptor–2 (64). Taken together, the lack of A1AT and in-
creased levels of free elastase would exacerbate bacteria-induced
pulmonary neutrophilia, oxidative burst responses, and defective
bacterial killing. Moreover, in vitro data have demonstrated that
A1AT can promote fibroblast proliferation and procollagen
synthesis (65) via classic mitogen-type interactions with cell-
surface receptors and activation of tyrosine kinase and mitogen-
activated protein kinase pathways. Therefore, in A1AT
deficiency, excessive proteolysis of the interstitium may also be
coupled with loss of repair functions to worsen tissue damage.

Notwithstanding the abundant correlative evidence of A1AT
deficiency and increased elastase burden, recent studies support
even broader antiinflammatory roles for exogenous A1AT. For
example, in vitro A1AT abrogates bacterial endotoxin LPS-
induced chemokine release from monocytes (tumor necrosis
factor [TNF]-a and IL-1b) and neutrophils (IL-8), enhances
IL-10 production, and regulates CD14 and toll-like receptor–4
expression (66, 67). At least two key antiinflammatory activities
of A1AT—inhibition of endotoxin-stimulated TNF-a and
enhancement of IL-10 in human monocytes/macrophages—are
mediated by an elevation of cAMP and activation of cAMP-
dependent protein kinase A (67). We also demonstrated that
A1AT induces a broad antiinflammatory profile on gene
expression in primary human lung microvascular endothelial
cells, including the suppression of self-induced TNF-a expres-
sion (68). Animal studies provide further evidence of antiin-
flammatory effects achieved by using A1AT therapy, which
inhibited TNF-a or LPS-induced lethality (69–71) and pro-
longed islet graft survival and normoglycemia in transplanted
allogeneic diabetic mice (72). A1AT also increases IL-1 re-

ceptor antagonist levels (73), which plays a key role in
controlling the susceptibility to LPS and TNF-a–induced shock
(74). In addition to the effect of A1AT replacement therapy on
reducing elastase activity, short-term A1AT treatment de-
creased the levels of leukotriene B4, a central mediator
of pulmonary inflammation in patients with A1AT deficiency
(75–77), which is found elevated during disease exacerbations
(20). Furthermore, there is recent evidence that A1AT regu-
lates matriptase, a cell surface serine protease involved in the
activation of epithelial sodium channels. Our report that A1AT
inactivates the catalytic domain of matriptase in vitro and
inhibits epithelial sodium transport in vitro and in vivo (67,
78) may provide a novel pharmacologic target for improving
mucociliary clearance in COPD and CF.

Churg and colleagues documented that A1AT inhibits
proinflammatory activation of alveolar macrophages by neu-
tralizing proteases of the coagulation cascade, particularly
thrombin and plasmin, thereby inhibiting the activation of the
protease-activated receptors by cigarette smoke or thrombin
(3, 79). These findings further highlighted the multitude of
regulatory functions exerted by A1AT, which might affect the
activation of endogenous pathways of alveolar destruction
found in emphysema.

Notwithstanding the insights gained on the pleiotropic func-
tions of A1AT, the pathogenesis of the pulmonary and liver
disease caused by the PiZZ mutant remains unclear (Figure 4).
The PiZZ mutant form of A1AT has been linked to increased
inflammation by means of polymer formation (80). Recent
in vitro work with the airway epithelial cell line 16HBE14o
has indicated that overexpression of the PiZZ mutant of A1AT
inhibits apoptosis to a larger degree than that observed with
overexpressed wild-type A1AT (81). Overproduction of PiZZ
A1AT leads to endoplasmic reticulum stress, which may engage
apoptosis if there is progressive accumulation of misfolded
proteins, such as polymerized PiZZ A1AT; an antiapoptotic
effect of the mutant protein may therefore offset death signals in
specific lung cells. It remains to be demonstrated whether the
PiZ mutant can access the intracytoplasmic environment from
the extracellular space and whether it interacts and inhibits

Figure 4. Summary of known
functions that may affect inflam-

mation of the different forms of

A1AT. aa 5 aminoacid; PMN 5

neutrophils; PPAR 5 peroxisome
protein activated receptor; RE 5

endoplasmic reticulum). (Adap-

ted from Reference 4 with permis-
sion).
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active caspase-3 to the same extent as seen with the wild-type
(MM) A1AT in peripheral versus central airway cells.

CONCLUSIONS

These data support the multitude of important biological func-
tions exerted by A1AT, which in aggregate are in line with our
hypothesis that A1AT modulates several pathogenetic processes
underlying lung and systemic diseases. These processes modulate
inflammation, tissue and cell injury, and repair. A1AT might
therefore represent an important damper of innate immune
responses and an integrator of antiapoptotic processes and
control of inflammation that protects the lung and possibly other
organs.

It is unclear whether the manifestations of A1AT deficiency
are related to loss of these protective actions of wild-type A1AT
and whether they can be recovered if sufficient PiZZ mutant
reaches the circulation (i.e., if the MM and ZZ mutants are
equally protective). Alternatively, the pathogenesis of A1AT
deficiency may involve independent pathogenetic actions of the
PiZZ mutant, including the potential for extracellular polymer-
ization, which can trigger inflammation. Moreover, the PiZZ
mutant may not be internalized as efficiently as the wild-type
serpin and is therefore incapable of modulating intracellular
processes. The fate of the intravascular and extravascular (i.e.,
pericellular) pools of A1AT appear to be critical to its broad
biological functions. The continued investigation of these
questions will broaden our understanding of the pathogenesis
of A1AT deficiency, improve our definition of disease suscep-
tibility, and direct us to potential therapies.
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