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Loss or dysfunction of the cystic fibrosis (CF) transmembrane con-
ductance regulator (CFTR) leads to impairment of airway mucus
transport and to chronic lung diseases resulting in progressive re-
spiratory failure. Nicotinic acetylcholine receptors (nAChRs) bind
nicotine and nicotine-derived nitrosamines and thus mediate many
of the tobacco-related deleterious effects in the lung. Here we
identify a7 nAChR as a key regulator of CFTR in the airways. The
airway epithelium in a7 knockout mice is characterized by a higher
transepithelial potential difference, an increase of amiloride-sen-
sitive apical Na* absorption, a defective cAMP-dependent ClI~ con-
ductance, higher concentrations of Na*, CI~, K*, and Ca®* in
secretions, and a decreased mucus transport, all relevant to a de-
ficient CFTR activity. Moreover, prolonged nicotine exposure mimics
the absence of a7 nAChR in mice or its inactivation in vitro in human
airway epithelial cell cultures. The functional coupling of a7 nAChR
to CFTR occurs through Ca®* entry and activation of adenylyl
cyclases, protein kinase A, and PKC. a7 nAChR, CFTR, and adenylyl
cyclase-1 are physically and functionally associated in a macromo-
lecular complex within lipid rafts at the apical membrane of surface
and glandular airway epithelium. This study establishes the poten-
tial role of «7 nAChR in the regulation of CFTR function and in the
pathogenesis of smoking-related chronic lung diseases.

chloride efflux | ciliated cell | mouse | mucociliary clearance |
submucosal gland

hronic lung diseases are major causes of morbidity and mor-
tality worldwide (1). Chronic obstructive pulmonary diseases
(COPDs) are essentially observed in cigarette smokers and share
many clinical features with CF (cystic fibrosis) (2), a disease caused
by mutations of the cAMP-activated cystic fibrosis transmembrane
conductance regulator (CFTR) CI™ channel. In COPD and patients
with cystic fibrosis (CF), the lack of functional CFTR in the airways
results in altered ion transport at the apical membrane, mucus
dehydration and hyperviscosity, reduced mucus transport, the in-
ability to prevent bacterial infections, and the progressive decline of
lung function (2—4). In addition, cigarette smoke decreases cCAMP-
dependent CI™ secretion in vivo (5, 6) and in vitro (7), a process
possibly related to smoke oxidants (8). These observations raise the
possibility that some of the clinical lung symptoms in cigarette
smokers may be explained by an altered CFTR function. However,
to date, the potential mechanism by which cigarette smoking
induces an altered CFTR function remains unclear.
Acetylcholine (ACh) regulates epithelial ion and water move-
ments (9). ACh, in addition to exogenous nicotine, regulates air-
way epithelium function via paracrine and autocrine mechanisms
through nicotinic acetylcholine receptors (nAChRs) (10). Re-
cently, nAChRs have been shown to participate in the control of
the airway ion transport processes in mice (11). CFTR as well as
components of the nonneuronal cholinergic system (10, 12), in-
cluding o7 nAChR (13) and choline acetyltransferase (14), are
present at the apical membrane of airway ciliated cells. The a7
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nAChHR is characterized by a high Ca®* permeability (15). Inter-
estingly, a7 nAChR regulates cAMP via Ca** entry in the neu-
ronal PC-12 cell line and this interaction is restricted to lipid rafts
(16). Otherwise, the localization of CFTR in lipid rafts in epithelial
cells is required for the CFTR-induced eradication of bacterial
infections (17). We addressed the question of whether a7 nAChR
may regulate CFTR activity in the airway epithelium and whether
chronic nicotine exposure may modulate this interaction.

Results

o7 nAChR Is Present with CFTR at the Apex of the Human Airway
Epithelium. When using the H-302 antibody, validated for the
identification of the a7 nAChR in the airways (Fig. S1), or
a-bungarotoxin (a-BTX), a a7 nAChR antagonist, we localized
the o7 nAChR in the normal human airway epithelium, both at
the apex of the epithelium and in basal epithelial cells (Fig. S1.4
and B). a7 nAChR was shown to be present at the apical mem-
brane of ciliated cells and partially colocalized with CFTR pro-
tein (Fig. S1 E and F).

Absence of a7 nAChR or Its Inactivation by «-BTX Alters CFTR Function
and Mucus Transport in the Airway Epithelium. The airway epithe-
lium of «7~'~ mice is characterized by a lower nasal transepithelial
potential difference (PD) (Fig. 14), a higher PD increase in the
presence of amiloride, an inhibitor of the epithelium sodium
channel (Fig. 1B), a lower PD decrease in the presence of ami-
loride and forskolin, which activates adenyl cyclases (ACs), raises
intracellular cAMP levels, and activates CFTR (Fig. 1B). This
represents a bioelectric status similar to what is observed in
patients with CF (18). Moreover, a7~ mouse airway is charac-
terized by a lower mucus transport (Fig. 1C), with no modification
of the ciliary beating frequency (Fig. 1D), suggesting a defect in
«7~'~ mice of airway mucus hydration and/or ionic composition.
Indeed, we observed higher concentrations of electrolytes such as
Na, CL, K, and Ca in o7/~ mice tracheal airway mucus, whereas
concentrations of Mg, P, and S were similar in o7** and 77/~
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Fig. 1. Bioelectric properties and mucociliary transport of murine airway
epithelium are altered in a7~ mice and in nicotine-exposed a7** mice. a7**
or o7~ mice were exposed to saline (control) or nicotine (three 1-mg/kg i.p.
injections of nicotine 24 h, 16 h, and 1 h before the measurements) and the
following parameters were recorded: nasal transepithelial PD (A), changes in
nasal transepithelial PD upon amiloride and amiloride + forskolin exposure
(B), mucociliary transport (C), and ciliary beat frequency (D). (E) lonic com-
position of tracheal airway mucus in a7+ and a7~ mice. Results are pre-
sented as median, with maximal and minimal values, and compared with the
Mann-Whitney test (*P < 0.05, **P < 0.01).

mice (Fig. 1E). Similarly, elevated NaCl concentrations have been
reported in CF airway fluids (19). However, it has then been
shown that airway-surface liquid in CFTR-null mice is approxi-
mately isotonic (20) and that submucosal gland secretions in air-
ways from patients with CF have normal [Na*], although presen-
ting elevated viscosity (21). Contrary to a7 nAChR, absence of
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either a5, f2, or f4 nAChR subunit does not impact on airway
mucus transport in mice (Fig. S2).

Similarly, apical incubation of human airway epithelial cells
(HAEC:), isolated from patients without CF, with 1-10 pM
aBTX dose-dependently induces a higher decrease of short-cir-
cuit current (Isc) in the presence of amiloride and a lower Isc
increase in the presence of amiloride and forskolin (Fig. 2 4 and
B). To confirm the effect of «aBTX on CFTR functionality, we
performed chloride efflux experiments using the halide-sensitive
dye 6-methoxy-N-(3-sulfopropyl) quinolinium (SPQ) on HAECs
preincubated with 0-10 pM oBTX. aBTX dose-dependently
decreased the forskolin-activated chloride efflux, an effect abol-
ished upon CFTR inhibition with CFTR;,,-172, a thiazolidinone-
specific CFTR inhibitor (Fig. 2D).
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Fig. 2. o7 nAChR inhibition with aBTX or prolonged nicotine exposure
alters CFTR function in air-liquid interface HAEC cultures. (A) Representative
Isc tracing from air-liquid interface HAEC cultures in baseline condition, in
the presence of 0.1 mM amiloride and 0.1 mM amiloride and 25 uM for-
skolin. (B and C) Changes in Isc upon amiloride and amiloride + forskolin
exposure, after a 3 h-incubation with «BTX (0-10 pM) (B) or an overnight
incubation with nicotine (0-10 uM) (C), added either apically or basally. (D)
SPQ fluorescence variations in air-liquid interface HAEC cultures, induced by
25 pM forskolin in the presence of 0.1 mM amiloride: effect of a pre-
incubation with 10 pM CFTR;,,-172 for 1 h and with «aBTX (0-10 pM) for 3 h.
CFTRinn-172 was added during the last 30 min of the 3-h incubation with
aBTX. Results are presented as median, with maximal and minimal values,
for six (B and C) or five (D) HAEC cultures derived from different patients
and compared with the Mann-Whitney test to the corresponding control in
the absence of drug (*P < 0.05, **P < 0.01).
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CFTR also controls mucus secretion from airway submucosal
glands (22). As observed in the airway surface epithelium, o7
nAChR and CFTR are present at the apical side of the glandular
epithelium (Fig. S34). Fig. S3 shows that aBTX dose-dependently
decreased forskolin-activated chloride efflux in MM39, a cell line
derived from the normal human airway glandular epithelium and
expressing WT-CFTR (23). It had no effect on KM4, a cell line
derived from CF human tracheal glands and homozygous for the
AF508 mutation (24), and decreased forskolin-activated chloride
efflux in KM4*, derived from the KM4 cell line after trans-
duction with the lentiviral vector expressing the WT-CFTR
cDNA (25). These aBTX effects were abolished after inhibiting
CFTR with the CFTR;,,-172 (Fig. S3C). These results demon-
strate that o7 nAChR controls CFTR function in airway sub-
mucosal glands as well as in the surface epithelium.

a7 nAChR Activation Increases Intracellular Calcium and cAMP
Concentrations and Chloride Efflux in Airway Epithelial Cells. CFTR
is essentially regulated by cAMP-dependent protein kinase A (PKA)
and ATP (26). Adenyl cyclase AC-1 and -8 isoforms are apically
expressed in airway epithelial cells in culture (27) and are stimulated
by Ca®* in a calmodulin-dependent manner (28). AC-1 and AC-8
are insensitive to Ca”* release from intracellular stores, and are
rather stimulated by Ca** entry (29). o7 nAChR is characterized by
an elevated Ca”* permeability (15). We thus postulated that o7
nAChR-mediated Ca>" entry, at the apex to the airway epithelium,
may positively control AC activity and then CFTR function.

When MM39 cells were exposed to 10 pM PHA 568487 (Tocris
Bioscience), a specific agonist for a7 nAChR (30), intracellular
Ca®" and cAMP and chloride efflux followed the same evolution
with a maximal increase observed 3 min after PHA addition (Fig.
3 A-C). PHA induced a dose-dependent rise in [cCAMP];, with a
maximal effect, observed with a 10-uM concentration, similar to
that observed after the direct activation of ACs with forskolin
(Fig. S4). We then studied the effect of different inhibiting drugs
(aBTX for a7 nAChR, EGTA for extracellular Ca** sequestra-
tion, SQ22536 for ACs, thapsigargin to deplete [Ca®']; stores,
CGS 9343B for calmodulin, GF 109203x for PKC, KT 5720 for
PKA, and PD 98059 for ERK1/2 MAP kinases) on [Ca®'];,
[cAMP];, and chloride efflux variations after 3-min exposure to
PHA 568487. We observed that PHA 568487-induced [Ca®'];
increase depended mainly on [Ca**]. (Fig. 3D). PHA 568487-in-
duced [cAMP]; increase depended also mainly on [Ca**]. with
a role of calmodulin (Fig. 3E), and PHA 568487-induced increase
of chloride secretion mainly depended on the activity of ACs with
a subsequent role of PKA and to a smaller extend PKC (Fig. 3F),
suggesting that, upon o7 nAChR activation in airway epithelial
cells, the increase in [Ca®*]; essentially results from an entry of
extracellular calcium, and the subsequent CFTR activation mainly
depends upon the activation of ACs, PKA and PKC.

Chronic Nicotine Exposure Mimics the Absence of a7 nAChR in Mice or
Its Inhibition by «BTX in HAEC Cultures. When o7+ mice received
three 1-mg/kg i.p. injections of nicotine 24 h, 16 h, and 1 h before
the measurements, we observed that nicotine exposure decreased
nasal transepithelial PD (Fig. 14) and induced a higher PD in-
crease upon amiloride treatment and a lower PD decrease upon
forskolin treatment (Fig. 1B). It decreased mucus transport in the
airways (Fig. 1C), with no effect being observed on ciliary beating
frequency (Fig. 1D), whereas nicotine exposure did not signifi-
cantly change these parameters in o7~ mice. Similarly, apical
incubation of HAECs, isolated from patients without CF, with 1-
10 pM nicotine dose-dependently induces a higher decrease of Isc
in the presence of amiloride and a lower increase of Isc in the
presence of amiloride and forskolin (Fig. 2C). Moreover, overnight
incubation of HAEC cultures with nicotine (1-10 pM) mimics
aBTX in inhibiting PHA 568487-induced a7 nAChR activation-
dependent increases of [Ca**]; and [CAMP]; (Fig. 4 A and B).
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Fig. 3. o7 nAChR activation induces increases of [Ca®*];, [CAMP];, and chlo-
ride secretion in airway epithelial cells. MM39 cells were exposed to 10 pM
PHA 568487 (white diamonds) and [Ca®*]; (A) and SPQ fluorescence in the
presence of 0.1 mM amiloride (C) were monitored for 10 min. [cCAMP]; was
also discontinuously measured (B). Controls consisted of 0.1% DMSO (black
triangles). Results are expressed as mean + SD for 15 different cells (calcium
and SPQ) or five independent experiments (CAMP). (D-F) Effect of different
inhibitors on PHA 568487-induced a7 nAChR activation-dependent increases
of [Ca®*];, [CAMP];, and chloride secretion. MM39 cells were exposed for 60 min
to 10 pM oBTX or for 15 min to one of the following drugs: 1 mM EGTA,
50 pM SQ22536, 1 pM thapsigargin, 10 M CGS9343B, 2 pM GF109203X, 1 uM
KT5720, or 50 pM PD98059. A total of 10 uM PHA 568487 was then added
and [Ca?*]; and SPQ fluorescence were monitored for 10 min. [Ca%*]; (D),
[cAMP]; (E), and SPQ fluorescence variations (F) were measured 3 min after
PHA 568487 addition. Results correspond to four different experiments and
were compared with the control exposed only to 10 uM PHA 568487.

o7 nAChR Is Associated with CFTR and AC-1 Within Lipid Rafts at the
Apical Plasma Membrane of Ciliated Cells in the Airway Epithelium.
We have confirmed that in vivo in human bronchial tissue sam-
ples AC-1 and AC-8, two ACs activated by Ca®" in a calmodulin-
dependent manner (28), are distributed at the apex of the airway
epithelium (27), whereas AC-3, for which activation by Ca** is
not clear (28), is expressed in airway epithelial basal cells (Fig.
S5A4). By using confocal microscopy, we have observed a partial
colocalization of o7 nAChR with CFTR, AC-1, and AC-8 at the
apical membrane of airway ciliated cells (Figs. SIE and S5B). In
control mice, both CFTR and a7 nAChR were identified at the
apex of the airway epithelium (Fig. S5 C and D). Whereas a7
nAChR localization did not change in the absence of CFTR in
mice (Fig. S5D), CFTR was rather observed delocalized in the
cytoplasm in the upper part of ciliated cells in a7~ mice (Fig.
S5C), suggesting that the absence of a7 nAChR in mice alters
CFTR localization at the apical membrane. Immunoprecipita-
tion techniques revealed that o7 nAChR is present along with
CFTR and AC-1 in the same macromolecular protein complex in
the plasma membrane of airway epithelial cells (Fig. S5 E and F).

Lipid rafts, including caveolae, are cholesterol and sphingoli-
pid-enriched membrane microdomains, serving as organizing
centers for the assembly of signaling molecules. We observed
that o7 nAChR partially colocalized both with CFTR and cav-
eolin-1, a marker of caveolae (Fig. 54). Methyl-p-cyclodextrin
(MBCD) depletes plasma membrane cholesterol, which in
turn decreases the functionality of molecules that need to be
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Fig. 4. Chronic nicotine exposure mimics aBTX in inhibiting PHA 568487-
induced o7 nAChR activation-dependent increases of [Ca®*]; and [CAMP]; in
human airway epithelial cells. Air-liquid interface HAEC cultures were api-
cally incubated for 3 h with «BTX (0-10 pM) or overnight with nicotine (0-10
uM). Three minutes after the addition of PHA 568487 (10 uM), [Ca®*]; (A) and
[cAMP]; (B) were measured (Fig. 3 A and B). Results correspond to five HAEC
cultures derived from different patients and were compared with the cor-
responding control exposed to only 10 uM PHA 568487.

assembled within lipid rafts to interact with each other (31).
Recently, MBCD has also been shown to strongly reduce o7
nAChR mobility at the cell’s plasma membrane (32). Whereas
a7 nAChR, CFTR, and AC-1 are focalized at the apex of the
airway epithelium, they are diffusely delocalized in the cytoplasm
after incubation of human bronchial tissue samples with MBCD,
this effect being partially reversed in the presence of cholesterol
(Fig. 5B). Incubating in vitro airway epithelial cells with MBCD
decreased both [cAMP]; in control cells and the PHA 568487-in-
duced o7 nAChR activation-dependent increase of [cAMPY];. This
effect was reversed in the presence of cholesterol (Fig. 5C). We
observed similar effects on PHA 568487-induced o7 nAChR ac-
tivation-dependent increase of [Ca®*]; and chloride efflux (Fig.
5 D and E). These results suggest that a7 nAChR, CFTR, and
AC-1 are coassembled within lipid rafts at the apical plasma
membrane of airway ciliated cells and that this association is
needed for the functional interaction between these molecules
and for the «7 nAChR-mediated control of CFTR functionality.

Discussion

The present study highlights a previously unknown macromo-
lecular signaling complex in which a7 nAChR appears as a key
regulator of CFTR functional activity in the airway epithelial
cells both in the surface epithelium and in submucosal glands.
We establish that «7 nAChR and CFTR must be assembled in
lipid rafts in a physically and functionally interacting macromo-
lecular complex to ensure an efficient functional coupling be-
tween a7 nAChR and CFTR, including key signaling elements
such as ACs, PKA and PKC. The absence of o7 nAChR results
in decreased mucus transport in the mouse airway, and chronic
nicotine exposure mimics the absence of 7 nAChR in mice or its
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pharmacological inactivation in vitro in HAEC cultures. The
biological significance of these findings is particularly relevant to
chronic respiratory disorders related either to acquired CFTR
dysfunctions or tobacco smoking.

Impairment of airway mucus transport results from dysfunction
of CFTR. The nonneuronal cholinergic system also control mucus
transport (33) and is deregulated in the airways of patients with
CF (34). Recently, Hollenhorst et al. observed that acute nico-
tine exposure modulated ion transport processes in the murine
tracheal epithelium and this effect was mediated by nAChRs
(11). Although the nicotine effect was partly mediated by o7
nAChR, CFTR was not likely involved in this process. In this
study, the use of nicotine as a general agonist of nAChRs may
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Fig. 5. Effect of cholesterol depletion on a7 nAChR, CFTR, and AC-1 dis-
tribution and on PHA 568487-induced a7 nAChR activation-dependent
increases of [Ca®*];, [CAMP];, and chloride secretion in airway epithelial cells.
(A) Distribution of a7 nAChR (green) and of CFTR and caveolin-1 (red) at the
apical membrane of ciliated cells in human bronchial tissue samples.
Arrowheads point to colocalization of «7 nAChR with CFTR or caveolin-1.
(B) a7 nAChR, CFTR, and AC-1 were localized in control human bronchial
tissue samples (Left column) or after 1-h incubation at 37 °C in the presence
of 10 mM MBCD either alone (Center column) or with 20 pg/mL cholesterol
(Right column). (C-E) MM39 cells were similarly incubated for 1 h in the
presence of MBCD, cholesterol (Chol), or MBCD with cholesterol. Then, 10 uM
PHA 568487 (PHA) was added and [cAMP]; was measured 3 min after PHA
568487 addition (C). [Ca%*]; (D) and chloride secretion (SPQ fluorescence
variation in the presence of 0.1 mM amiloride) (E) were monitored for 6 min
after PHA 568487 addition, and the magnitude of calcium and SPQ fluo-
rescence increases at 3 min (Fig. 3 A and C) was determined. Results corre-
spond to four (C), five (D), and six (E) different experiments. [Scale bars, 8 um
(A) and 20 pm (B).]
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have underestimated the specific involvement of a7 nAChR. In-
deed, Hollenhorst et al. (11) suggested that heteropentameric
nAChRs, in relation to Ca**-activated chloride channels and po-
tassium channels, mostly contribute to ion transport processes in the
mouse airway. We specifically explored, in both mouse and human,
a7 nAChR function, by using «-BTX and PHA 568487, and CFTR
function (forskolin-induced cAMP-dependent CFTR activation).
This approach has emphasized the a7 nAChR-CFTR interaction
in controlling airway ion and mucus transports. On the contrary, the
absence of either a5, p2, or p4 nAChR subunit does not impact on
airway mucus transport in mice, suggesting that a5/p2/p4-containing
heteropentameric nAChRs are not involved in this process.

Most patients with COPD have a history of chronic smoking
and are characterized by an impaired mucus transport, which
results in chronic airway infections, but how smoking perturbs this
process is still incompletely understood. Cigarette smoke exposure
inhibits airway Cl~ secretion in vivo and in vitro (5, 7), whereas
smokers with no CFTR mutation exhibit nasal transepithelial PD
values similar to that of patients with CF (6). We report here that
prolonged exposure to nicotine alone of a7+ mice or of HAEC
cultures, produced the same effects resulting from the absence,
in 77~ mice, or inactivation by a-BTX of the a7 nAChR. This
includes decreases of nasal transepithelial PD, of forskolin-me-
diated CFTR activation, of mucus transport, and of a7 nAChR
activation-dependent increases of [Ca**]; and [cCAMP]; and an
increase of amiloride-sensitive apical Nat absorption. These
findings suggest that chronic nicotine exposure, through its specific
action on the o7 nAChR, has the same inhibitory effect on the
airway mucus transport as cigarette smoking.

In patients with COPD who smoke, chronic exposure to nicotine
may result in a7 nAChR desensitization. A specific property of
nAChRs is their susceptibility to desensitization (35, 36), whereby
a decrease or loss of functional response occurs upon chronic ex-
posure to nicotine (37). Given the high affinity of desensitized
nAChRs for ligands, regular cigarette smoking may permanently
maintain nAChR desensitization (38). Whatever the regulation of
a7nAChR expression by nicotine (39-41), neuronal a7 nAChR is
particularly sensitive to desensitization after a prolonged exposure
to nicotine (37, 42). Moreover, overexposure of bronchial epithe-
lium cells to nicotine in vitro produced an antagonist-like effect (41).
We thus hypothesize that changes in airway bioelectric properties,
mucus transport, and a7 nAChR activation-induced modulations
of [Ca**]; and [cAMP];, which we observed upon chronic nic-
otine exposure, may result from a7 nAChR desensitization. It
follows that maintained airway o7 nAChR desensitization
contributes to CFTR-related lung diseases in heavy smokers.

We have previously reported that o7 nAChR regulates airway
epithelium differentiation by controlling basal cell proliferation.
The lack of functional o7 nAChR in the airways leads to squamous
metaplasia and loss of ciliary function, alterations also observed in
patients with COPD (13). The o7 nAChR thus emerges as a key
element of airway epithelium homeostasis. The decrease of a7
nAChR function, as a consequence of either down-regulated ex-
pression or desensitization by prolonged nicotine exposure in
smokers, may directly alter CFTR activity and consequently mucus
transport and antibacterial protection. It may also compromise the
ability of the airway epithelium to regenerate upon chronic in-
flammation and thus contributes to COPD development in
smokers. Moreover, several studies have shown that o7 nAChR
plays a critical role in the inflammatory response and the consec-
utive lung injury, by negatively regulating the synthesis and release
of proinflammatory cytokines, such as TNFa (43). Whether the
dysfunction of a7 nAChR associates an impairment of ion and
water airway epithelial transport with airway epithelial in-
flammation remains to be elucidated. a7~ mice share with
CFTR™~ mice changes in the airway epithelium that are strikingly
similar to those observed in patients with CF or smoking-related
lung diseases. Surprisingly, «7~'~ mice like mouse CF mutants fail
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to exhibit CF-like lung disease. The lack of lung disease may be
explained by the fact that our a7~ mice were maintained in
a pathogen-free environment, thus preventing any chronic pul-
monary infections similar to human airway pathologies. An-
other possible explanation is that the reduced CFTR activity in
a7 KO mice is compensated by non-CFTR CI™ channels pro-
tecting the lung from disease, as already postulated (44).
Otherwise, we have observed that «7~/~ mice have a reduction
in body weight and are less fertile compared with control mice,
phenotypes reminiscent of most mouse CF mutants (45).

In conclusion, we describe the coupling of o7 nAChR signaling
to CFTR CI™ channel function in the human airway epithelium
and submucosal glands: «7 nAChR activation leads to calcium
entry, AC-1 activation, and cAMP generation. This activates a
cascade of signaling pathways, including PKA and PKC and fi-
nally results in CFTR-mediated Cl~ secretion (Fig. S6). Our
report also suggests that alterations in a7 nAChR lead to CFTR
dysfunctions that may cause airway CF-like disorders further
leading to chronic airway disease, especially in smokers.

Materials and Methods

Detailed protocols are provided in SI Materials and Methods.

Cell Culture and Media. HAECs were isolated from polyps and bronchial tis-
sues, and cultured as described (13). MM39, a cell line derived the normal
human airway glandular epithelium and expressing wt-CFTR, KM4, a cell line
derived from CF human tracheal glands and homozygous for the AF508
mutation and KM4*, derived from the KM4 cell line and expressing the wt-
CFTR cDNA, were cultured as described with modifications (46).

Immunocyto/histochemistry. An indirect immunofluorescence labeling tech-
nique was performed on frozen sections of bronchial tissues or cell cultures
as described (47).

Immunoprecipitation and Western Blotting. Immunoblot techniques were
used to demonstrate the association between CFTR, a7 nAChR, and AC-1.

Treatment of Mice with Nicotine. o7** or a7~ mice received three i.p.
injections of 1 mg/kg nicotine (nicotine tartrate salt) in normal saline 24 h,
16 h, and 1 h before measurements (nasal transepithelial PD, mucus trans-
port, and ciliary beating frequency.

Transepithelial Potential Difference Measurements. Nasal transepithelial PD
measurements were performed in mice as described with modifications (48).

Studies of Chloride Efflux. Studies of chloride efflux were performed, using the
halide-sensitive dye 6-methoxy-N-(3-sulfopropyl) quinolinium (SPQ), as de-
scribed (46).

Electrophysiology. A Ussing chamber technique with HAECs was used to re-
cord Isc resulting from CFTR-mediated chloride efflux as described (46).

Measurement of lonic Composition of Tracheal Surface Liquid. Native airway
surface liquid was collected by a cryotechnique and ionic composition was
analyzed by X-ray microanalysis as described (49).

Measurement of Mucus Transport Velocity and Mucociliary Frequency of
Murine Tracheal Epithelium. Mucus transport velocity of mouse tracheal epi-
thelium was evaluated by tracking polystyrene fluorescent microspheres added
on the epithelial surface. The mucociliary frequency measurement consisted of
recording the frequency of the mucus waves propagated by the underlying cilia.
Measurement of a7 nAChR Activation-Dependent [Ca%*]; Variation. The varia-
tions of [Ca®*]; upon o7 NAChR activation were followed with the calcium-sen-
sitive Fura-2 acetoxymethyl ester by a fluorescence ratiometric method as
described (47).

Statistical Analyses. Except for curves illustrating the variations of [Ca®*],
[cAMP];, and chloride secretion, where data were presented as mean + SD,
all data were expressed as median with maximal and minimal values and
compared with the nonparametric Mann-Whitney test (*P < 0.05, **P < 0.01).
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