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Introduction

Summary

Background Glutathione (GSH), one of the major anti-oxidants of the lung, has been linked to the
human response to isocyanate exposure. However, the ability of GSH to modulate key chemical
reactions, thought to be central to the development of human isocyanate allergy, has not been
directly analyzed under biologic exposure conditions.

Objective To better understand the potential role of GSH in the response to occupational
isocyanate exposure, we evaluated its effects on two processes thought to be involved in the
development of isocyanate allergy, isocyanate—protein conjugation and epithelial cell toxicity.
Methods The effects of GSH on (1) isocyanate conjugation with albumin, its major target in the
airway fluid and (2) isocyanate-induced toxicity to human airway epithelial cell lines, A549 and NCI-
H292, were tested using two different in vitro models. For protein conjugation studies, a newly
described vapour exposure system was used to model the air/liquid interface at the surface of the
epithelial fluid in the airways. Epithelial cell exposures were performed in fluid phase to mimic the in
vivo exposure of airway cells covered by epithelial lining fluid.

Results  Reduced GSH prevented hexamethylene diisocyanate (HDI) conjugation to albumin in a
dose-dependent manner, while oxidized GSH (GSSG) conversely increased conjugation rates. GSH
levels equivalent to those found in normal human airway fluid (100 um) provided >90% protection
against HDI-protein conjugation when albumin was exposed to HDI vapour levels 10-fold above
permissible occupational limits. Physiologic levels of GSH, but not GSSG, also reduced HDI toxicity
to human airway epithelial cells in a dose-dependent manner, when present extracellularly, however,
drugs that modulate intra-cellular GSH levels did not significantly alter isocyanate toxicity.
Conclusions Together with previously reported genetic and toxicity studies, the data suggest that
airway GSH plays an important role in protection against HDI exposure and may help prevent the
development of allergic sensitization and asthma.
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of isocyanate asthma may lead to novel strategies for disease
prevention, diagnosis and treatment.
The reactivity of isocyanate with proteins and cells along

Isocyanates are low molecular weight chemicals used in
commercial production of polyurethane and are a leading
cause of occupational asthma world-wide [1, 2]. Industrially
common isocyanates include hexamethlene diisocyanate
(HDI), toluene diisocyanate (TDI) and diphenylmethane
diisocyanate (MDI), each of which possess two reactive
N = C =0 groups. In the absence of appropriate respiratory
tract protection, up to 20% of exposed individuals may
develop immunologic sensitivity and/or occupational asthma;
however, the majority of workers appear to be ‘resistant’ to
the chemical [1, 3, 4]. A better understanding of the natural
biologic mechanism(s) that protects against the development
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the epithelial layer of the respiratory tract is thought to be
a key step in the pathogenic asthmatic response to exposure
[5-8]. Physiologic conditions in human airways favour
spontaneous nucleophilic addition reactions between
N=C=0 and NH,, OH and SH functional groups of
certain amino acids [9]. Isocyanate conjugated albumin and
keratin have been identified in vivo in the airway fluid and
tissue of exposed human subjects, and have been suggested to
represent the major antigens that trigger airway inflammation
[8, 10]. Glutathione (GSH), a major airway anti-oxidant, has
also been shown to react with isocyanate in vivo in mice, and
to transfer isocyanate to an major histocompatibility com-
plex-binding murine peptide in vitro [11, 12]. Recently,
associations between certain human GSH-S-transferase poly-
morphisms and isocyanate asthma have also been described
[13, 14]. Together, these findings have suggested a potentially
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important role for GSH in the human response to isocyanate
exposure, including the possibility that GSH may promote
the development of allergic chemical sensitization [15, 16].

As one of the major anti-oxidants in the airway, GSH
participates in a variety of essential biochemical reactions, as
a co-enzyme, as part of the y-glutamyl cycle, and in the
detoxification of xenobiotics [17]. GSH levels of human
airway fluid are quite high, 100-fold greater than those of
peripheral blood or other bodily fluids, presumably reflective
of the high oxidative burden at this epithelial surface [18, 19].
Individual variations in airway GSH concentrations can be
attributed to both environmental (e.g. smoke exposure) and
genetic factors (e.g. DNA mutations in chloride channels),
which influence a complex, highly regulated feedback-system
of homeostasis [18, 20]. The level of GSH and the balance
between reduced and oxidized forms may be significantly
altered in certain diseases and is thought to modulate a
variety of lung inflammatory responses via pathways
triggered by oxidative stress [21-27].

In this study, we investigate the potential role of GSH in the
human response to isocyanate exposure by evaluating its
effects on two putatively key steps in isocyanate asthma
pathogenesis, isocyanate—protein conjugation and epithelial
cell toxicity. Our results define the previously unappreciated
potential for reduced, but not oxidized, GSH to protect against
both, protein conjugation and cytotoxicity, and suggest that
airway GSH homeostasis may be important in preventing
isocyanate allergy. This novel hypothesis is discussed along
with potential theoretical and practical implications.

Materials and methods

Vapour exposure system

To model the reactivity of HDI vapours in the airway space
with proteins in the epithelial fluid lining the airways, we
employed the mixed phase (vapour/liquid) exposure system
recently developed in our laboratory [28]. Solutions of
endotoxin-free human albumin, and reduced or oxidized
GSH (Sigma, St Louis, MO, USA) were dissolved in
phosphate-buffered saline (PBS), pH 7.4. Albumin was tested
at 2.5mg/mL, a concentration believed to represent that
found in human airway epithelial lining fluid [29], and GSH
concentrations were based on molar equivalents of mono-
meric GSH, i.e. 1 mol oxidized GSH (GSSG) = 2mol GSH,
and varied as indicated. Exposure conditions involved passive
generation of HDI vapours in a closed circuit system,
monitored in real-time with an Autostep toxic gas monitor
(GMD Systems, Pittsburgh, PA, USA). Solutions of albumin,
GSH, GSSG or mixtures were exposed to >0.2 parts per
million (ppm) vapours of HDI for variable time periods in
35mm diameter polystyrene Petri dishes in a 3mL volume.
All solutions were filter sterilized (0.2 uM) and the exposure
unit was sterilized with 70% ethanol.

Western blot analysis of hexamethylene diisocyanate
conjugation to albumin

Conjugation of HDI to albumin was evaluated by Western
blotting with a previously described HDI-specific polyclonal
antiserum, and quantitated by densitometric scanning [10, 30,

31]. The antiserum was raised in rabbits by immunization
with HDI-KLH, exhibits specificity for HDI when bound to
a carrier protein, and has been depleted of KLH binding
activity by affinity chromatography. Established blotting
procedures [32] were followed except that samples were not
heated prior to SDS-PAGE, to avoid heat-induced aggrega-
tion. Nitrocellulose blots were probed with processed
antiserum diluted 1:200, followed by horseradish peroxi-
dase-conjugated goat anti-rabbit IgG diluted 1:1000 (Phar-
mingen San Diego, CA, USA), and developed by
chemiluminescence using SuperSignal” West Femto Max-
imum Sensitivity Substrate by Pierce (Rockford, IL, USA).
No binding of the HDI antiserum to unexposed albumin was
noted and equal protein loading levels/lane were verified in
parallel coomassie gels (not shown). All experiments were
performed six times.

Cell toxicity studies

Human airway epithelial cell lines, A549 and NCI-H292, were
obtained from the ATCC (Rockville, MD, USA) and
cultured in RPMI 1640 media supplemented with 10% FBS
and gentamicin (Gibco BRL, Gainsburgh, MD, USA). Cell
lines (>90% confluency) were exposed in T75 flasks (Becton
Dickinson; Franklin Lakes, NJ, USA) to varying doses of
HDI (diluted in acetone) for 20 min at room temperature, as
previously described [30, 31]. HDI concentrations in cell
culture studies are expressed as molar equivalents of reactive
isocyanate groups (i.e. 1mol of HDI=2mol of reactive
isocyanate groups). After HDI exposure, cells were washed
once, and grown for an additional 1824h in 5SmL of
complete media, in some experiments supplemented with
2 uCi/mL *H-thymidine. Cell survival was quantitated based
on *H-thymidine uptake and trypan blue exclusion. Extra-
cellular GSH and GSSGs effects on HDI toxicity were tested
by adding varying concentrations of GSH or GSSG to the
cultures immediately prior to HDI exposure. The effects of
intracellular GSH levels were tested on cultures pre-incu-
bated, overnight with 10 mM buthionine sulphoximine (BSO)
to deplete GSH, or 2h with 2mM GSH monoethyl ester to
raise GSH, as previously described [33, 34]. Intracellular GSH
levels were determined based on the method of Tietze [35],
which verified an 80% decrease in GSH levels with BSO and a
two-fold increase with GSH monoethyl ester, as previously
reported [33, 34]. Isocyanate conjugation to airway epithelial
cell proteins was evaluated by Western blot analysis as
described above for studies with albumin.

Statistical analyses

Statistical significance was determined by using a Student’s #-
test or by means of analysis of covariance when data from
more than one experiment were pooled.

Results

Glutathione protects human proteins from isocyanate
conjugation

We used a recently described mixed phase (vapour/liquid) in
vitro exposure system to model the air/liquid interface at the
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Fig. 1. Glutathione (GSH) protects albumin from hexamethylene diiso-
cyanate (HDI) conjugation. Human albumin was exposed to >0.2 ppm HDI
vapours in the absence or presence of GSH or oxidized GSH (GSSG) for
the time periods indicated. HDI conjugation was detected by Western blot
with HDI-specific polyclonal antiserum. The Western blot shown is
representative of six different experiments. The ECL detection step for the
10 min exposure was 10-fold longer than the other time points.
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Fig. 2. Physiologic levels of glutathione (GSH) protect albumin against
occupational levels of hexamethylene diisocyanate (HDI) vapours. Human
albumin was exposed to >0.2 ppm HDI vapours for 2 h in the absence (—)
or presence of oxidized GSH (GSSG) or GSH, and Western blotted with
HDI-specific antiserum. Three concentrations of GSH were tested as shown
(bottom). The Western blot shown is representative of six different
experiments.
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Fig. 3. Dose-dependent protection of albumin against hexamethylene
diisocyanate (HDI) conjugation by glutathione (GSH). Albumin was
exposed to >0.2 ppm HDI vapours in the presence of 100 um total GSH,
where the ratio of reduced : oxidized GSH (GSH : GSSG) was varied from
90:10 (lane 3), 50:50 (lane 4), 25:75 (lane 5) or 10:90 (lane 6). Control
lanes are shown without GSH (lane 2) or without HDI exposure (lane 1).
The Western blot shown is representative of six different experiments.

surface of the airway epithelial lining fluid [28]. Human
albumin in liquid phase was exposed to >0.2ppm HDI
vapour in the presence or absence of GSH or GSSG, and
HDI-conjugation to albumin was detected by Western blot
with HDI-specific antiserum as previously described [10, 30,
31]. In the absence of GSH or GSSG, detectable HDI
conjugation to human albumin occurs within 10 min, and
increases in a time-dependent manner, as evidenced by
increased intensity of HDI specific staining (Fig. 1). The
majority of HDI conjugated-albumin exists in the 68kDa
monomeric form, while a minor fraction can be found at
~ 120kDa, which likely reflects dimerized conjugates,
consistent with previous studies [28, 36]. Importantly, in the
presence of 5SmMm GSH, HDI conjugation to albumin was
inhibited to levels below detection. In contrast, equivalent

concentrations of GSSG increased HDI conjugation, espe-
cially during short exposure times (10 min—4h).

We further defined the protective capacity of physiologic
levels of GSH, against isocyanate protein conjugation,
through exposure studies with titrated doses of reduced and
oxidized GSH. In the presence of 500, 100 or 20 um GSH,
HDI vapour conjugation to albumin was reduced >99%,
>98% and >64%, respectively, when analyzed by anti-
HDI Western blot (Fig. 2), followed by densitometry (not
shown). Oxidized GSH conversely increased HDI conjuga-
tion to albumin when present at 0.5 and 5Smm, but had no
statistically significant effect at concentrations of 100 or 20 pm
(Figs 1 and 2). The dose-dependent protective effects of
reduced GSH were not antagonized by oxidized GSH when
the total GSH concentration was fixed at 100 um and the ratio
of GSH : GSSG was varied (Fig. 3).

Glutathione protects human airway epithelial cells from
hexamethylene diisocyanate-induced toxicity

We also tested the ability of GSH to protect human airway
epithelial cell lines, A549 and NCI-H292, from the toxic
effects of HDI exposure. Initially, cells were exposed to the
lowest dose of reactive isocyanate, 400 uM, that kills >95%
of cells within 24h of exposure, based on previous experi-
ments [10, 30, 31]. At 400uM isocyanate, an equimolar
concentration of GSH, but not GSSG, prevented cell death
>90% and when present extracellularly during exposure
(Fig. 4). Under these conditions, HDI conjugation to
epithelial cell proteins was also inhibited (Fig. 4, panel E).
In further studies, the dose dependency of GSH-mediated
protection from isocyanate toxicity was evaluated. Physiolo-
gic concentrations of GSH present in normal human airway
epithelial lining fluid (100 and 500 um) were shown to
significantly protect A549 cells against HDI-induced cell
death and shift the toxicity curve to the right (Fig. 5). The
level of GSH protection from toxicity was largely dependent
upon the HDI exposure dose. At 100 um GSH, the maximum
level of protection from HDI was 56%, when equimolar
concentrations of reactive isocyanate were present, but
protection levels were less than 20% with a 2:1M excess of
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Fig. 4. Glutathione (GSH) protects human airway epithelial cells from
hexamethylene diisocyanate (HDI) toxicity. Human airway epithelial cell
lines, NCI-H292 (top) and A549 (bottom), were exposed for 20 min to

400 pm isocyanate, a toxic concentration that cross-links the cells to the
tissue culture flasks [27]. Micrographs of trypan blue stained cells were
taken 18 h after exposure for control cultures (a and c) or cultures exposed
in the presence of 400 um GSH (b and d). Panel e shows an HDI-specific
Western blot of proteins from A549 cells immediately after exposure to HDI
in the absence (-) or presence (+) of GSH.

© 2005 Blackwell Publishing Ltd, Clinical and Experimental Allergy, 35:352-357



Glutathione protects against isocyanate 355

* % *
10083 i 3B .
g ;| : Y . GSH=500uM
80 - N }
g l ]
E‘ 1 ..
5 J GSH=100uM
2 40+ ™~ ¢
/ TN -
/// \\i * lx
20 . L
GSH=0uM 1N\ g
_ e
20uM 200uM 2000 uM

Isocyanate exposure

Fig. 5. Glutathione (GSH) shifts the toxicity curve of hexamethylene
diisocyanate (HDI) for human airway epithelial cells. A549 cells were
exposed for 20 min to varying doses of isocyanate (um expressed on the
x-axis) in the absence (black squares) or presence of 100 um (red
diamonds) or 500 um (green circles) GSH. The percentage of cell survival
(y-axis) was based on *H-thymidine uptake in the 18 h post exposure
period. Data shown are the mean and standard error of six experiments.
Similar findings, and statistically significant differences between GSH
treated and control cultures, were observed with NCI-H292 cells. *P<0.05
compared with control cultures exposed without GSH.

isocyanate. At 500 um GSH, cells were >90% resistant to
cytotoxicity induced by isocyanate exposure doses up to
500 uMm. In contrast, neither equivalent concentrations of
extra-cellular GSSG, nor modulation of intra-cellular GSH,
with BSO or GSH monoethyl esters, had detectable effects on
HDI toxicity (data not shown). Together these in vitro cellular
studies demonstrate the protective capacity of GSH against
HDI cytotoxicity. While the mechanism of this process
remains unclear, the difference in the activity of extra- and
intra-cellular GSH suggests protection of extra-cellular
protein domains against HDI conjugation may be important
in preventing HDI-induced toxicity.

Discussion

The capacity of reduced GSH to protect human proteins from
isocyanate conjugation and human airway epithelial cells
from isocyanate toxicity is described for the first time in this
report. Physiologic levels of GSH protected human albumin
against occupationally relevant concentrations of HDI vapours,
and significantly reduced A549 and NCI-H292 cell toxicity in
vitro. Together, the data suggest that airway GSH may play an
essential role in natural protection against occupational
isocyanate exposure, a novel concept that may impact
preventive, diagnostic and therapeutic intervention strategies.
The present data extend recent animal toxicology and in
vitro human cellular studies, which also suggest a potential
role for GSH in the physiologic response to isocyanate
exposure. One of the first effects of respiratory tract
isocyanate exposure that can be measured in vivo in animals
is increased GSH levels in the fluid lining the airways. This
increase in extracellular GSH occurs in conjunction with
decreased GSH in the airway tissue, an exposure effect also
observed in human airway epithelial cells in vitro [12, 16, 37].
Depletion of total GSH levels in rats in vivo increases acute
respiratory tract toxicity of isocyanates [38]. With chronic

exposure, the ability to adequately maintain GSH home-
ostasis may be crucial in determining outcomes, given the
ability of GSH to modulate redox homeostasis and inflam-
matory signalling intracellularly [23, 39-43], as well as protect
against isocyanate exposure, as demonstrated here.

The finding that GSH can protect against HDI protein
conjugation and cytotoxicity is also intriguing in the context
of recent genetic studies linking isocyanate asthma with
polymorphisms in GSH S-transferase enzymes, which utilize
GSH as an essential co-factor [13, 14]. Null genotypes of
the GST-M1 class of enzymes confer a two-fold risk
for isocyanate asthma, while homozygosity for a common
GST-P1 allele, is associated with protection from isocya-
nate asthma. The mechanism(s) by which these polymorph-
isms effect sensitivity to isocyanates remains unclear, but
based on the present findings may involve GSTs co-factor
usage of GSH.

The protective effect of GSH against isocyanate-induced
protein modification and cellular toxicity is similar to that
reported for other chemicals and oxidants, such as hypo-
chlorous acid and hydrogen peroxide [18, 44]. For isocya-
nates, the chemical mechanism(s) by which this process might
occur remains uncertain, but is likely related to the
scavenging ability of GSH. Previous reports suggest that
GSH undergoes nucleophilic addition reactions with isocya-
nate, via its free thiol, but that this reaction is unstable [11, 45]
and subsequently the isocyanate moiety may be released. We
hypothesize that in the present exposure model, as well as the
physiologic microenvironment, this process may result in
hydrolysis of the isocyanate moieties to amines, or result in
polyureas as shown in vitro for monomeric isocyanate
[11, 45]. An equally likely, alternative explanation may be
that GSH stabilizes proteins, or a particular conformation
(i.e. glutathionylation) that is resistant to isocyanate con-
jugation under physiological exposure conditions [11, 45].
Further investigations will be necessary to determine the
chemical mechanisms by which GSH mediates its protective
effects against HDI.

If GSH protects against isocyanate exposure in vivo in
human airways, as it does in vitro, then airway GSH levels
may be an important determinant of susceptibility to
isocyanate asthma. GSH levels in human airway fluid are
challenging to quantitate, but limited data available to date
suggest substantial variability in innate levels, as well as the
ability to modulate GSH in response to environmental stimuli
[18, 19]. Interestingly, augmentation of airway GSH levels,
via inhaled GSH, has been proposed as an adjunct therapy to
protect against oxidative stress and damage in pulmonary
diseases, such as cystic fibrosis and idiopathic pulmonary
fibrosis [20, 46]. Using inhaled, aerosolized GSH, it is possible
to increase normal airway epithelial lining fluid concentra-
tions >7-fold in large animals [47]. In limited published
clinical studies, inhaled GSH has been shown to reduce oxide
release by airway cells, to undergo conversion to GSSG
(presumably reflecting adequate delivery and usage) and to
exhibit no clinically detectable toxicity [20, 46, 48, 49].
Together with these prior studies, the present findings support
future clinical studies to evaluate the potential protective
effects of GSH against isocyanate exposure in vivo.

In summary, we have shown that biologic levels of GSH,
but not GSSG, protect human airway proteins and epithelial
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cells against HDI conjugation and toxicity that can result
from exposure to occupationally relevant doses. Together
with previous studies linking isocyanates, GSH and GSTs,
and the fact that GSH is one of the major anti-oxidants of
airway fluid, the data suggest an important protective role for
GSH against occupational isocyanate exposure. Future
studies should determine if the current results extend to other
commercially important isocyanates such as MDI and TDI,
and if, GSH-mediated protection against isocyanates might
modulate the development of asthma in vivo in humans.
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