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Pulmonary surfactant, a defined mixture of lipids and proteins, imparts very low surface tension to the lung–
air interface by forming an incompressible film. In acute respiratory distress syndrome and other respiratory
conditions, this function is impaired by a number of factors, among which is an increase of cholesterol in
surfactant. The current study shows in vitro that cholesterol can be extracted from surfactant and function
subsequently restored to dysfunctional surfactant films in a dose-dependent manner by methyl-β-
cyclodextrin (MβCD). Bovine lipid extract surfactant was supplemented with cholesterol to serve as a
model of dysfunctional surfactant. Likewise, when cholesterol in a complex with MβCD (“water-soluble
cholesterol”) was added in aqueous solution, surfactant films were rendered dysfunctional. Atomic force
microscopy showed recovery of function by MβCD is accompanied by the re-establishment of the native film
structure of a lipid monolayer with scattered areas of lipid bilayer stacks, whereas dysfunctional films lacked
bilayers. The current study expands upon a recent perspective of surfactant inactivation in disease and
suggests a potential treatment.

© 2009 Elsevier B.V. All rights reserved.
1. Introduction

Pulmonary surfactant forms a molecular film at the hydrated air-
alveolar interface and reduces surface tension, from 70mN/m at a free
air–water interface to an equilibrium value of ∼23 mN/m. As the area
of the alveolar interface decreases upon expiration, the molecular film
becomes compressed and the surface tension drops further, a critical
function first established in vitro using lung extracts [1,2]. Direct
measurements in healthy lungs reveal a surface tension of almost zero
at functional reserve capacity [3].

Avery [4] established impaired lung function in respiratory
distress syndrome (RDS) in premature infants is rooted in a lack of
pulmonary surfactant. RDS is now successfully treated by intratra-
cheal administration of exogenous surfactant [5–12]. Acute respira-
tory distress syndrome (ARDS), a common (incidence 1.5 to 5.3/105

population/year) and deadly (mortality rate of 36% to 60%) [13–17]
spectrum of disease is associated with dysfunctional surfactant rather
than a lack thereof. Abnormally high surface tension caused by
surfactant dysfunction results in diminished lung compliance, a
decreased lung volume, reduced airway patency and potentially
ctant with cholesterol added;
, quasi-static cycle; D, dynamic

).
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severe hypoxemia. Pulmonary surfactant dysfunction has also been
implicatedwith the reduced patency of small airways in cystic fibrosis
(CF) (e.g. [18,19]), with the development of acute lung injury (ALI) via
ventilator induced lung injury (VILI), and other diseases of the lung.
Surfactant dysfunction in ARDS/ALI has been targeted for treatment
with replacement surfactant therapy. However, unlike the situation
with RDS, success has been inconsistent outside of paediatric and
possibly direct lung injury-induced ARDS/ALI (for a review, see [20]).
It is now generally accepted that successful treatment for ARDS/ALI
will depend on an in-depth understanding of relevant impairment
mechanisms.

Proportionally increased cholesterol exerts a strong inhibitory
effect on surfactant function [21,22]. Cholesterol, which makes up
about half of the neutral lipids in surfactant [23,24], is elevated from
a physiological level of 5% to 8% w/w with respect to phospholipids
to about 20% w/w in animal models of lung injury [25] and 16% to
40% w/w in human ARDS [26]. In an animal model of VILI,
cholesterol in surfactant was elevated almost two fold over controls
[27] and was directly responsible for surfactant inhibition [28]. A
similar relationship has yet to be thoroughly evaluated in ARDS,
however.

The relatively hydrophobic interior of the toroid-shaped methyl-
β-cyclodextrin (MβCD) molecule is able to host various hydrophobic
molecules, including cholesterol. High concentrations of MβCD can
extract substantial amounts of cholesterol from cell membranes [29],
unilamellar phospholipid/cholesterol vesicles [30], and interfacial
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surfactant films [30] into a water-soluble cholesterol–cyclodextrin
complex. In a related application, MβCD cholesterol-complexes
(“water-soluble cholesterol”) can be used to deliver cholesterol to
plasma membranes in cell cultures. In the current study, we
investigated whether impairment of surfactant films could be
reversed in vitro by exposure of spread films to MβCD and whether
normal surfactant could be rendered dysfunction by exposure to
water-soluble cholesterol.

We investigated films formed from bovine lipid extract surfactant
(BLES), used clinically in the treatment of surfactant deficiencies [31].
BLES contains all of the lipid and protein components of natural
surfactant, with the exceptions of the hydrophilic surfactant proteins
SP-A and SP-D. Moreover, cholesterol content is reduced in BLES to
approximately 1.5% w/w with respect to phospholipids [31]. Here,
native BLES was used to model normal surfactant, and the range of
surfactants in the diseased lung was mimicked by the addition of 15%,
20% or 30% w/w cholesterol to BLES with respect to phospholipids
(chol-BLES). To determine if physiological function could be restored,
chol-BLES films containing various proportions of cholesterol were
spread on buffer containing MβCD at concentrations of 5, 10 or
40 mg/mL. Lastly, the molecular structures of native BLES, 20% chol-
BLES, and MβCD-treated 20% chol-BLES films were imaged using
atomic force microscopy (AFM).

A captive bubble surfactometer (CBS) was used for measuring
surfactant function, since this technique comes closest to mimicking
lung function as determined in vivo from pressure-volume studies
[32]. Near-physiological conditions modelled in the CBS include
temperature (37 °C), cycling rates (20 cycles/min), and interfacial
adsorption from minute volumes of concentrated (27 mg/mL)
surfactant containing dense aggregates [22]. Functional assessment
of surfactant beganwithmeasurements of film formation, as indicated
by the drop in surface tension of an air–buffer interface upon
surfactant spreading. Subsequently, surface tension upon slow
(quasi-static, QS) and rapid (dynamic, D) surface area reduction and
expansionwasmeasured. Theminimal surface tension (MST) reached
during compression was the primary indicator of surfactant function
in this test.

2. Materials and methods

2.1. Surfactant preparation

BLES (a kind gift from BLES Biochemicals Inc, London, Ontario; see
Yu et al. [31] for the detailed composition of BLES) suspended at a
phospholipid concentration of 27 mg/mL in non-buffered (pH 5–6)
saline with 2.5 mM calcium was used with or without the addition of
15, 20 or 30% (w/w) cholesterol (Sigma Chemicals, St. Louis, MO). In
order to add cholesterol quantitatively to BLES, a lipid extraction
procedure was performed as described in [21]. The phospholipid/
cholesterol solution was dried under N2 and re-suspended in buffer
(140 mM NaCl, 10 mM HEPES and 2.5 mM CaCl2; pH 6.9) to obtain an
aqueous suspension of BLES and cholesterol at a concentration of
27mg phospholipids/mL. Native BLES (i.e. without cholesterol added)
underwent the same extraction procedure to ensure differences in the
surface activity between normal BLES and chol-BLES were solely due
to the difference in cholesterol content.

2.2. Surface activity assessment

Surface activity of surfactant was determined using a computer
controlled CBS as described in detail in refs. [21,33], with the
following modification: a transparent capillary was used to deposit
a ∼0.5 μL volume of surfactant near the air–buffer interface within the
CBS under precise visual control. Following the introduction of
surfactant into the chamber, a 5-min film formation period (initial
adsorption, IA) elapsed, during which time the bubble was not
manipulated. Changes in surface tension and interfacial area were
monitored as described in ref. [34]. Experiments in which the bubble
contacted the microsyringe capillary were excluded from the IA
analysis. Quasi-static cycling commenced 5 min after rapid expansion
of the bubble, during which the bubble volume was first reduced and
then enlarged by altering the internal volume of the chamber in a
stepwise fashion over 4 compression–expansion cycles. In the
dynamic cycling portion of the experiment, bubble volume was
smoothly and rapidly changed over the same range at a rate of 20
cycles/min. Surface tension values are reported as mean±SEM. The
temperature of the subphase was maintained at a constant value of
37 °C throughout the experiments using an automated heated fan and
water bath [33].

To evaluate the effect of MβCD, powdered MβCD (Sigma Aldrich,
Catalogue-Nr. C4555) was dissolved in buffer to a final concentration
of 40, 10, or 5 mg/mL and added to the CBS chamber prior to the
addition of surfactant. Assessment of surface activity as described
above was conducted after spreading chol-BLES, immediately and
again after a 0.5 h or 1–2 h waiting period. To probe the effect of
water-soluble cholesterol on BLES, an MβCD–cholesterol complex
(“water-soluble cholesterol”, Sigma Aldrich, Catalogue-Nr. C4951)
was added to the buffer to a final concentration of 40 mg/mL before
spreading BLES.

2.3. AFM imaging

For visualization of the structure of surfactant films, a Langmuir
surface balance (surface area=750 cm2) (Nima Technology, Cov-
entry, Great Britain) was employed. Surface pressure and area were
measured with a PS4 pressure sensor and IU4 micro-processor
interface (Nima, Coventry, Great Britain). The trough was thoroughly
cleaned and calibrated using standard buffer. Surfactant films were
spread at the air-aqueous interface from a 27-mg phospholipid/mL
chloroform solution until the surface pressure reached 10–20 mN/m
(γ∼55–65 mN/m). The system was allowed to equilibrate for
10 min to allow the chloroform to evaporate and the surfactant to
diffuse. Concentrated MβCD was injected beneath the surface of the
film to an appropriate final concentration when indicated, and the
system was allowed to equilibrate for a further 30 min. Next, the
film area was reduced at a rate of 100 cm2/min until γ ∼26 mN/m
was reached at which time a sample of each film was collected on a
mica support by the Langmuir–Blodgett transfer for AFM imaging.
The samples were collected upon area reduction at the end of a
shoulder in the area-surface tension isotherm. For deposition, a mica
support was first lowered across the interface at a speed of 45 mm/
min and then retracted at 25 mm/min. A film was deposited upon
the upstroke while the surface tension was kept constant. To obtain
AFM images of the topography of these samples, a Nanowizard AFM
(JPK Instruments, Berlin, Germany) was used with intermittent
contact mode silicon cantilevers (NCH-20, Nanoworld, Neuchatel,
Switzerland).

2.4. Statistical analysis of CBS data

Nonparametric tests (SPSS 14.0) of differences in mean MST
attained during QS and D cycling, and at various times during IA were
performed with pb0.05 used as the standard for significance in all
cases. MeanMST values for QS1 and D20were considered to represent
the initial effect of treatment and the stability of this effect,
respectively. The Freidman test for multiple related measures was
used first to test for main within treatment effects and the Wilcoxon
paired related measures test was used for subsequent orthogonal
comparisons after overall significance was determined. The Kruskal–
Wallis and the Mann–Whitney U tests for independent samples were
similarly used to determine overall between treatment effects and to
make subsequent orthogonal comparisons.
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3. Results

3.1. Untreated controls

Upon spreading, BLES lowered the surface tension of the air–buffer
interface from ∼70 mN/m to an equilibrium value of ∼21 mN/m,
oftenwithin a fraction of a second (Fig. 1). The surface tension of these
films readily neared zero during each of the quasi-static and the
Fig. 1. Initial adsorption (film formation) at 37 °C of 20% chol-BLES and native BLES
(27 mg/mL) in the presence of MβCD. (A) Mean surface tension over the first 10 s after
injection of 20% chol-BLES in 0 (n=9), 5 (n=3), 10 (n=13), or 40 mg/mL (n=12) of
MβCD. (⁎⁎pb0.01 compared to mean surface tension of 20% chol-BLES at all time points
measured, except 0.1 s). Error bars have been omitted for clarity. (B) Mean surface
tension over the first 10 s after injection of native BLES in 0 (n=5) or 40mg/mL (n=4)
of MβCD. (⁎pb0.05 compared to mean surface tension of native BLES at all time points
measured). (C) Mean surface tension 300 s after injection of native BLES or 20% chol-
BLES into subphases containing different concentrations of MβCD. Error bars: positive
standard error of the mean (SEM). (⁎⁎pb0.01, ⁎pb0.05).
dynamic compression and expansion cycles (Fig. 2, see also [21]).
BLES films required minimal area reduction (10–15%) to bring about
low surface tension as indicated by the slope of the surface tension
over area curve. This behaviour may be regarded as the effect of a
layer of already tightly packed surfactant phospholipids becoming
even more compacted at the air–water interface [35].

Much the same as BLES, untreated 20% chol-BLES rapidly lowered
surface tension upon spreading to an equilibrium value ∼23 mN/m
(Fig. 1). There was no significant difference in mean surface tension
between BLES and 20% chol-BLES at any time point measured during
film formation (pN0.05). Upon compression, however, 20% and 30%
chol-BLES films did not lower surface tension below ∼16 mN/m
irrespective of the extent of area reduction, giving rise to an extended
plateau in the area-surface tension isotherm (Fig. 3, see also [21]). This
plateau indicates continuous film collapse from the interface into the
buffer [35]. Compression of 15% chol-BLES films lowered surface
tension to b5 mN/m with substantial area reduction (∼70%) in D1–5
(data not shown), but these low surface tensions were not reached by
D20 (Fig. 4), indicating functional deterioration.

3.2. The effect of MβCD on chol-BLES function

Surface tension was assessed during IA at set time points over the
first 5 min of film formation using 20% chol-BLES and various
concentrations of MβCD (Fig. 1). Surface tension decreased to near
equilibrium values very rapidly (b1 s), which was likely the result of
our injection technique [22]. Increasing concentrations of MβCD up to
10 mg/mL did not significantly affect surface tension over the first
10 s compared to untreated chol-BLES. However, mean surface
tensions in the presence of 40 mg/mL MβCD were significantly
higher at all time points (except 0.1 s) compared to untreated chol-
Fig. 2. Functional surfactant behaviour during CBS cycling. (A) An image of a bubble
with functional surfactant (BLES) being compressed as the surface tension nears zero.
(B) Surface tension over area graph corresponding to the bubble shown in (A). Black
lines indicate the first quasi-static cycle with subsequent quasi-static cycles shown in
increasingly lighter shades of gray. The compression part for each cycle (i.e. area
reduction) is to the right and below the respective expansion part of each cycle.



Fig. 3. Dysfunctional surfactant behaviour during CBS cycling. (A) The image of a bubble
with inhibited surfactant (20% chol-BLES) being compressed to a surface tension near
19 mN/m. (B) Surface tension over area graph corresponding to the bubble shown in
(A). Black lines indicate the first quasi-static cycle with subsequent quasi-static cycles
shown in increasingly lighter shades of gray.
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BLES (Fig. 1). Also, there was a significant trend towards increased
equilibrium surface tensions as the subphase concentration of MβCD
was increased, an effect which was observed previously [30] to a
greater extent.

Surfactant function was rapidly and stably restored for 20% and
30% chol-BLES at 40 mg/mLMβCD (Fig. 4). Upon treatment, the mean
MST at QS1 of 20% chol-BLES (10.3±2.0 mN/m, n=11) was not
significantly different from the mean MST of treated 30% chol-BLES
(7.5±3.3 mN/m, n=3) (p=0.815). Likewise, the mean MST of 20%
chol-BLES and 30% chol-BLES treated with 40 mg/mL MβCD at D20
(1.8±0.2 and 1.5±0.4, respectively) were not statistically different
Fig. 4. Mean MST of 15%, 20%, and 30% chol-BLES films at D20 as functions of MβCD
concentration. 15% chol-BLES was tested at 0 (n=4), 5 (n=3), and 10 mg/mL (n=3)
of MβCD. 20% chol-BLES was tested at 0 (n=9/4), 5 (n=8/8), 10 (n=15/11), and
40 mg/mL (n=11/6) of MβCD were tested at 0 h and 0.5 h (n values refer to the
respective time intervals). 30% chol-BLES was tested at 0 (n=3), 10 (n=3), and
40 mg/mL (n=3) of MβCD. Error bars: positive SEM. (⁎pb0.05 compared to meanMST
of 20% chol-BLES at the same concentration of MβCD).
(p=0.612). The ability of a film to reach a near-zero MST after
repeated rapid cycling (i.e. D20) indicates the ability of surfactant to
functionally readsorb to the interface from surface-associated
reservoirs formed during compression [33]. However, at 10 mg/mL
MβCD, 20% chol-BLES reached a significantly lower mean MST at
D20 (4.9±1.9 mN/m, n=15) than 30% chol-BLES (16.6±0.1 mN/m,
n=3; p=0.010), suggesting that the ability of MβCD to restore
surfactant function is affected by both surfactant cholesterol content
and MβCD concentration. Similarly, 10 mg/mL MβCD lowered mean
MST of 15% chol-BLES at D20 (1.7±0.2 mN/m, n=3) to a greater
extent than in 20% chol-BLES, although this difference did not
achieve significance (p=0.484). Interestingly, at 5 mg/mL MβCD,
meanMST atD20was slightly but significantly higher in 15% chol-BLES
(18.7±0.3 mN/m, n=3) than in 20% chol-BLES (15.1±1.4 mN/m,
n=8; p=0.040).

3.3. Cycling-dependent effects of MβCD on 20% chol-BLES

DuringQS1 of 20% chol-BLES samples treatedwith40mg/mLMβCD,
the mean MST value (10.3±2.0 mN/m, n=11) was intermediate
between the values for untreated chol-BLES (18.8±0.3 mN/m, n=9,
p=0.006) and native BLES (1.2±0.1 mN/m, n=5, pb0.0005) (Fig. 5).
The function of treated chol-BLES further improved over consecutive
cycles, as there was a significant difference between mean MST at QS1
and D20 (p=0.005). At D20, the mean MST of treated chol-BLES films
was not significantly different from the equivalent measurement for
native BLES films (1.8±0.2 mN/m and 1.4±0.6 mN/m respectively,
p=0.206). Thirtyminutes following treatment, meanMST of chol-BLES
films (n=6) at QS1 was 11.2±1.8 mN/m and 2.8±1.1 mN/m at the
D20 stage (Fig. 5). Neither value was significantly different from the
corresponding value initially after MβCD exposure (p=0.208 and
p=0.600, respectively). One to 2 h following the initial round of cycling,
meanMSTof treated chol-BLES (n=6)atQS1was13.6±1.2mN/mand
2.0±0.3 mN/m by D20. Again, neither value was significantly different
from the corresponding value immediately after MβCD treatment
(p=0.138 and p=0.498, respectively). In summary,MβCD restores the
ability of a cholesterol-inhibited pulmonary surfactant to reach lowMST
in a cycling- but not time- dependent pattern.

3.4. The effect of MβCD on native BLES function

To establish whether MβCD negatively affects normal surfactant
function, native BLES was treated with 40 mg/mL MβCD (n=4).
Firstly, the equilibrium surface tension was increased (p=0.014)
after adsorption of native BLES in 40mg/mLMβCD (23.6±0.6 mN/m,
n=4) compared to BLES adsorbed without MβCD present (21.2±
0.2 mN/m, n=5) (Fig. 1). During QS1, the area reduction required
to achieve MST in the presence of 40 mg/mL of MβCD was ∼70%
(Fig. 6A, cf. Fig. 2). This may have been because MβCD molecules
had formed a film at the interface that was eventually driven off the
interface by surfactant adsorption. Consistent with this interpreta-
tion, we observed surface tensions of ∼40–50 mN/m with bubbles in
the presence of MβCD before any surfactant was injected (Fig. 1)
suggesting MβCD is weakly surface active. From the second quasi-
static cycle onwards, the function of BLES was unaffected by the
presence of MβCD (Fig. 6) and appeared indistinguishable from
native BLES (n=5) in terms of mean MST at D20 (1.7±0.2 mN/m
and 1.4±0.6 mN/m, respectively, p=0.140). Hence, MβCD did not
have a lasting effect on the surface activity of native BLES.

3.5. The effect of water-soluble cholesterol on the function of surfactant

To further evaluate the action of MβCD and cholesterol on
surfactant, we exposed native BLES to buffer containing 40 mg/mL
of “water-soluble cholesterol” (equivalent to 1.6 mg/mL cholesterol
solubilized with MβCD, molar ratio: cholesterol/MβCD≈1/7). The



Fig. 5. Surface activity of 20% chol-BLES treated with 40 mg/mL MβCD (A) A representative example of dynamic surface tension-area isotherms for MβCD-treated 20% chol-BLES.
Black lines indicate the first cycle with subsequent cycles shown in increasingly lighter shades of gray. (B) Mean MST during CBS cycling stages (initial adsorption, IA; quasi static
cycles 1 to 4, QS1–4; and dynamic cycles 1, 2, 5, 10 and 20, D1–20) with native BLES (n=5), 20% chol-BLES (n=9), and 20% chol-BLES treated with 40 mg/mL MβCD (0 h: n=11;
0.5 h: n=6; N1 h: n=6). Error bars: positive SEM.

Fig. 6. Surface activity of native BLES (without cholesterol added) after treatment with
MβCD. (A) A representative example of quasi-static isotherms for native BLES in the
presence of 40 mg/mL MβCD (t=0 h). Black lines indicate the first cycle with
subsequent cycles shown in increasingly lighter shades of gray. (B) Mean MST during
CBS cycling stages (initial adsorption, IA; quasi static cycles 1 to 4, QS1–4; and dynamic
cycles 1, 2, 5, 10 and 20, D1–20) for native BLES with (n=4) or without (n=5) 40 mg/
mL MBCD. Testing was carried out immediately after injection of BLES into MBCD (“0
h”), 0.5 h after the first test (“0.5 h”), and 1–2 h after the first test (“N1 h”) for trials with
MBCD. Error bars: positive SEM.
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mean MST of BLES exposed to water-soluble cholesterol (n=4)
during QS1 (17.6±0.3 mN/m) or D20 (17.7±0.2 mN/m) was not
significantly lower than the corresponding mean MSTs of 20%
Fig. 7. Surface activity of native BLES treated with “water-soluble cholesterol”. (A)
Dynamic surface tension-area isotherms of BLES exposed to 40 mg/mL “water-soluble
cholesterol” (equivalent to 1.6 mg/mL cholesterol) in the buffer. Black lines indicate the
first cycle with consecutive cycles shown in increasingly lighter shades of gray. (B)
Mean MST during CBS cycling stages (initial adsorption, IA; quasi static cycles 1 to 4,
QS1–4; and dynamic cycles 1, 2, 5, 10 and 20, D1–20) for 20% chol-BLES (n=9) and
BLES with 1.6 mg/mL water-soluble cholesterol (n=4) at t=0 h.



Fig. 8. AFM topographical images of 2500 μm2 regions of films formed from (A) native
BLES, (B) untreated 20% chol-BLES, and (C) 20% chol-BLES treated with 40 mg/mL
MβCD for 30 min. Scale bars refer to height (nm) above the supporting mica plate. BLES
films and treated chol-BLES films share a similar structure of a lipid monolayer (darkest
shade) and interspersed elevated areas consisting of stacks of lipid bilayers. Untreated
chol-BLES films lack the bilayer stacks [35].
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chol-BLES (p=0.053 and p=0.089, respectively). Therefore, water-
soluble cholesterol immediately and stably rendered BLES dysfunc-
tional, such that it was indistinguishable from 20% chol-BLES (Fig. 7).

3.6. The effect of MβCD treatment on the structure of surfactant

The structures of BLES and chol-BLES as revealed by AFM are
shown in Fig. 8A and B, respectively. Fig. 8C shows the structure of a
film of 20% chol-BLES treated with 40 mg/mL MβCD. Films of native
BLES and MβCD-treated 20% chol-BLES films both showed lamellar
structures scattered over themonolayer surface. Each step of a stack is
5 nm high, indicating a single lipid bilayer [36]. In contrast, untreated
20% chol-BLES films formed negligible lamellar structures upon
compression, in agreement with our previous observations [35]. We
showed earlier that bilayer stacks form from the monolayer upon film
compression [35]. Dispersedmultilayer patches, as well as the specific
film architecture of a monolayer, have been associated with the
unique mechanical property of functional pulmonary surfactant to
sustain a high film pressure (i.e. low surface tension) without
collapsing [36,37]. Therefore, the disrupted native structure of
surfactant in 20% chol-BLES is reversed by MβCD treatment, and
these structural observations correspond well with in vitro surfactant
function.

4. Discussion

We conclude that MβCD can extract substantial amounts of
cholesterol from interfacial surfactant films by forming water-soluble
cholesterol–cyclodextrin complexes, similar to its effect on cell
membranes [29]. In general, MβCD has been shown to efficiently
remove most of the cholesterol from other surfactant structures,
including large aggregates [28] and unilamellar vesicle bilayers [30].
For pulmonary surfactant in suspension, MβCD has been shown to
remove 80–85% of cholesterol from large aggregates [28]. Our
observation in the current study that surfactant function was restored
in a cycling-dependent manner may be an indication that MβCD is
able to solubilise cholesterol from multilayered structures formed
during compression. Since such structures were negligible in 20%
chol-BLES films, which were eventually restored by MβCD, it is likely
that MβCD removes cholesterol from both monolayer and multilayer
surfactant. Conversely, an MβCD cholesterol-complex can deliver
cholesterol to cholesterol-free surfactant films. This indicates that
cholesterol establishes equilibrium between the lipid environment of
surfactant and an aqueous “sink” of MβCD by distributing towards the
cholesterol-depleted environment.

While MβCD treatment efficiently restores both the structure and
function of surfactant films inhibited by excess cholesterol, it might on
the other hand abolish any beneficial function of physiological
cholesterol levels within surfactant. However, with respect to
minimal surface tension and low film compressibility, a beneficial
effect of cholesterol in surfactant has not been reported, except in
heterothermic mammals such as bats and dunnarts. Here, the level of
cholesterol optimises surface activity of surfactant for the highly
variable body temperature, which may reach a minimum of
approximately 15 °C [38,39,40]. With respect to the efficiency of
film formation, Bernandino de la Serna et al. [30] found that
cholesterol depleted native surfactant displayed delayed surfactant
adsorption to an elevated equilibrium value. In addition, increasing
concentrations of MβCD resulted in increasingly elevated equilibrium
adsorption surface tensions [30]. While these results indicate a
potential role for physiological amounts of cholesterol in promoting
film formation, BLES, a natural surfactant which contains a minimal
amount of cholesterol (∼1.5%) [41], exhibits rapid adsorption to a
normal equilibrium value (∼21 mN/m). In the current study the
highest concentration of MβCD (40 mg/mL) resulted in slightly
higher equilibrium surface tensions (∼25 mN/m), whereas lower
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concentrations of MβCD had no statistically significant effect on
adsorption. We found that removal of cholesterol from surfactant
films by MβCD did not affect surfactant function during subsequent
compression and expansion cycling in the CBS. This is surprising in the
light of recent [30] and earlier studies [42,43] that demonstrate
extensive effects of physiological amounts of cholesterol on surfactant
film architecture and lipid fluidity. Possibly, the treated films in the
current study still contained sufficient cholesterol to support a
physiological role.

The current study shows the pivotal role of excess cholesterol on
surfactant function. However, aside from cholesterol, unsaturated
membrane phospholipids; free fatty acids; mono-, di- and triglycer-
ides; lysophospholipids; meconium [24,41,44,45]; surfactant protein
and lipid degradation products; inflammatory agents [46–48];
reactive oxygen species [49, 50]; and plasma proteins [51–53] have
all been implicated in surfactant inhibition. It has been argued that
surfactant films can squeeze-out and thus rid themselves of
unfavourable elements upon compression [36,54–57]. This indeed
appears to be the case for surfactant exposed to plasma proteins,
where an initially impaired surfactant regained function over
subsequent compression and expansion cycles [22,58]. Though
squeeze-out appears to protect pulmonary surfactant against most
inhibitory effectors, this mechanism is ineffective for two types of
inhibition. In one, dilute surfactant does not adsorb to the air interface
in the presence of high concentrations of plasma proteins in vitro
[52,53,58]. While surfactant secreted into the alveoli is normally
highly concentrated [59], it might become sufficiently diluted by
oedema fluid in diseased lungs to allow this inhibition mechanism to
come into play [60]. In the second situation, loss of function caused by
cholesterol persists throughout cycling, irrespective of surfactant
concentration. Squeeze-out may depend on the ability of surfactant
films to undergo monolayer–bilayer transitions, which is disrupted by
excess cholesterol [35].

Our findings suggest the novel use of MβCD to clarify the role of
cholesterol-induced surfactant inhibition among the other possible
inhibitory surfactant alterations. In a recent collaboration with
Vokeroth et al. [28], applying MβCD treatment outside of a defined
surfactant system attributed a pivotal role to cholesterol in VILI. Rats
ventilated with high tidal volumes showed lower oxygenation
compared to a more gently ventilated control group. Subsequent
analysis confirmed significant impairment of surfactant within the
high-tidal volume group. Treatment with MβCD in vitro greatly
improved surfactant function [28], similar to the results of the present
study. In summary, recent and emerging studies involving treatment
of surfactant in vitro with MβCD expose elevated levels of cholesterol
as a generic surfactant inhibition mechanism.

Excess cholesterol in surfactant may be a consequence of
inflammation. In the healthy lung, both Type II pneumocytes and
macrophages rely on ATP-binding cassette transporters (ABCA1 and
ABCG1) to efflux excess intracellular cholesterol [61,62]. Expression of
ABCA1 and ABCG1 was reduced in macrophages following exposure
to endotoxin [63]. Excess intracellular cholesterol leads to apoptosis
[64] or necrosis [65] and thus cell membrane debris may be an
additional source of cholesterol in alveolar fluid [63]. In addition to
impaired reverse cholesterol transport, studies of oleic acid-induced
lung injury in rats suggest de novo cholesterol synthesis in type II
pneumocytes is increased under inflammatory conditions [66],
potentially rendering surfactant dysfunctional from the outset [67].

Treating surfactant dysfunction promises increased survival in ARDS
and the prevention or reduction of VILI. Instilling exogenous surfactant
has been tested as a treatment for ARDS, but did not consistently
decrease morbidity and mortality [20,68] (with the exception of
paediatric ARDS [69]). The current study shows that chol-BLES and
BLES adsorb equally well to the interface. As a consequence, exogenous
surfactant may not preferentially adsorb to the air-lung interface to
replace dysfunctional endogenous surfactant, potentially explaining the
lack of success with surfactant replacement therapy. Moreover,
exogenous surfactant may rapidly become impaired by a substantial
excess of cholesterol present in the diseased lung. In addition to or in
place of removing excess cholesterol from the lung, reducing the
production of excessive levels of cholesterol may be required to
successfully counteract surfactant inhibition due to cholesterol.

The demonstrated efficacy of MβCD in restoring surfactant
function, combined with the low overall toxicity of MβCD [70–72]
and the capability to deliver cyclodextrins either as aerosols [73–75]
or along with exogenous surfactant, makes this substance an
attractive candidate for the treatment of surfactant dysfunction.
When various β-cyclodextrins (βCDs) were instilled into the lungs of
rabbits via an intratracheal bolus, dimethyl-βCD (DM-βCD) was
efficiently cleared at a rate approximately equal to the glomerular
filtration rate, indicating the absence of major pulmonary barriers to
cyclodextrin absorption [76]. Methylated βCDs may further enhance
transcellular pulmonary epithelial permeability by loosening apical
tight junctions associated with lipid rafts [77]. Likely, cyclodextrin–
cholesterol complexes would be cleared from the lung separately; the
cyclodextrins via a paracellular route through the pulmonary
epithelium and the hydrophobic sterol transcellularly [78,79]. We
are currently exploring the effectiveness and initial safety of
pulmonary MβCD delivery in an animal model of ALI/ARDS.

5. Conclusions

Upon treatment with MβCD, pulmonary surfactant rendered
dysfunctional by an excess level of cholesterol rapidly regains the
ability to consistently reach near-zero surface tensions in a cycling-
dependent manner. By demonstrating that the native structure and
function of cholesterol-inhibited surfactant can be fully restored by
MβCD, the current study introduces a new method for evaluating the
role of cholesterol in surfactant dysfunction. Applied parallel studies
by us and our collaborators validate this approach in VILI by
demonstrating an important role for cholesterol in surfactant
dysfunction. We propose further investigation into MβCD treatment
of surfactant dysfunction in such patients.

Acknowledgements

This research has been supported by the CIHR (Canadian Institute
of Health Research), ACHF (Alberta Children's Hospital Foundation),
and the Alberta Lung Association. We are grateful to BLES Biochem-
icals Inc. (London, ON, Canada) for generously providing BLES.

References

[1] R.E. Pattle, Properties, function and origin of the alveolar lining layer, Proc. R. Soc.
Lond. 148 (1958) 217–240.

[2] J.A. Clements, Surface tension of lung extracts, Proc. Soc. Exp. Biol. Med. 95 (1957)
170–172.

[3] S. Schurch, Surface tension at low lung volumes: dependence on time and alveolar
size, Respir. Physiol. 48 (1982) 339–355.

[4] M.E. Avery, Surface properties in relation to atalectasis and hyaline membrane
disease, Am. J. Dis. Child 97 (1959) 517–523.

[5] G. Enhorning, B Robertson, Lung expansion in the premature rabbit fetus after
tracheal deposition of surfactant, Pediatrics 50 (1972) 58–66.

[6] R.L. Auten, R.H. Notter, J.W. Kendig, J.M. Davis, D.L. Shapiro, Surfactant treatment
of full-term newborns with respiratory-failure, Pediatrics 87 (1991) 101–107.

[7] M. Hallman, T.A. Merritt, A.L. Jarvenpaa, B. Boynton, F. Mannino, L. Gluck, T. Moore,
D. Edwards, Exogenous human surfactant for treatment of severe respiratory
distress syndrome: a randomized prospective clinical trial, J. Pediatr. 106 (1985)
963–969.

[8] D. Shapiro, R.H. Notter, F.C. Morin III, K.S. Sinkin, K.I. Weiss, C. Cox, Double-blind,
randomized trial of a calf lung surfactant extract administered at birth to very
premature infants for prevention of respiratory distress syndrome, Pediatrics 76
(1985) 593–599.

[9] R. Hoekstra, J.C. Jackson, T.F. Myers, I.D. Frantz, M.E. Stern, W.F. Power, M. Maurer,
J.R. Raye, S.T. Carrier, J.H. Gunkel, Improved neonatal survival following multiple
doses of bovine surfactant in very premature neonates at risk for respiratory
distress syndrome, Pediatrics 88 (1991) 10–18.



993L.C. Gunasekara et al. / Biochimica et Biophysica Acta 1798 (2010) 986–994
[10] R.M. Schwartz, A.M. Luby, J.W. Scanlon, R.J. Kellogg, Effect of surfactant on
morbidity, mortality, and resource use in newborn infants weighing 500 to 1500
g, N. Engl. J. Med. 330 (1994) 1476–1480.

[11] A. Corbet, R. Bucciarelli, S. Goldman, M. Mammel, D. Wold, W. Long, Decreased
mortality rate among small premature infants treated at birth with a single dose
of synthetic surfactant: a multicenter controlled trial. American Exosurf Pediatric
Study Group 1, J. Pediatr. 118 (1991) 277–284.

[12] G. Enhorning, A. Shennan, F. Possmayer, M. Dunn, C.P. Chen, J. Milligan, Prevention
of neonatal respiratory distress syndrome by tracheal instillation of surfactant: a
randomized clinical trial, Pediatrics 76 (1985) 145.

[13] B.G. Garber, P.C. Hebert, J.D. Yelle, R.V. Hodder, J. McGowan, Adult respiratory
distress syndrome: a systemic overview of incidence and risk factors, Crit. Care.
Med. 24 (1996) 687–695.

[14] S.K. Leaver, T.W. Evans, Acute respiratory distress syndrome, Br. Med. J. 335
(2007) 389–394.

[15] G.D. Rubenfeld, E. Caldwell, E. Peabody, J. Weaver, D.P. Martin, M. Neff, E.J. Stern, L.
D. Hudson, Incidence and outcomes of acute lung injury, N. Engl. J. Med. 353
(2005) 1685–1693.

[16] J.L. Vincent, M. Zambon, Why do patients who have acute lung injury/acute
respiratory distress syndrome die from multiple organ dysfunction syndrome?
Implications for management, Clin. Chest. Med. 27 (2006) 725–731.

[17] J.Wind, J. Versteegt, J. Twisk, T.S. van derWerf, A.J. Bindels, J.J. Spijkstra, A.R. Girbes,
A.B. Groeneveld, Epidemiology of acute lung injury and acute respiratory distress
syndrome in The Netherlands: a survey, Respir. Med. 101 (2007) 2091–2098.

[18] M. Griese, R. Essl, R. Schmidt, E. Rietschel, F. Ratjen, M. Ballmann, K. Paul,
Pulmonary surfactant, lung function, and endobronchial inflammation in cystic
fibrosis, Am. J. Respir. Crit. Care. Med. 170 (2004) 1000–1005.

[19] M. Griese, R. Essl, R. Schmidt, M. Ballmann, K. Paul, E. Rietschel, F. Ratjen,
Sequential analysis of surfactant, lung function and inflammation in cystic fibrosis
patients, Respir. Res. 6 (2005) 133–143.

[20] D.F. Willson, P.R. Chess, R.H. Notter, Surfactant for pediatric acute lung injury,
Pediatr. Clin. North Am. 55 (2008) 545–575.

[21] L. Gunasekara, S. Schürch, W.M. Schoel, K. Nag, Z. Leonenko, M. Haufs, M. Amrein,
Pulmonary surfactant function is abolished by an elevated proportion of
cholesterol, Biochim. Biophys. Acta 1737 (2005) 27–35.

[22] L. Gunasekara, W.M. Schoel, S. Schürch, M.W. Amrein, A comparative study of
mechanisms of surfactant inhibition, Biochim. Biophys. Acta, Biomembr. 1778
(2008) 433–444.

[23] C.L. Swendsen, V. Skita, R.S. Thrall, Alterations in surfactant neutral lipid
composition during the development of bleomycin-induced pulmonary fibrosis,
Biochim. Biophys. Acta Lipids and Lipid Metabolism 1301 (1996) 90–96.

[24] P. Markart, C. Ruppert, M. Wygrecka, T. Colaris, B. Dahal, D. Walmrath, H. Harbach,
J. Wilhelm, W. Seeger, R. Schmidt, A. Guenther, Patients with ARDS show
improvement but not normalisation of alveolar surface activity with surfactant
treatment: putative role of neutral lipids, Thorax 62 (2007) 588–594.

[25] A.K. Panda, K. Nag, R.R. Harbottle, K. Rodriguez-Capote, R.A. Veldhuizen, N.O.
Petersen, F. Possmayer, Effect of acute lung injury on structure and function of
pulmonary surfactant films, Am. J. Respir. Cell Mol. Biol. 30 (2004) 641–650.

[26] G. Karagiorga, G. Nakos, E. Galiatsou, M.E. Lekka, Biochemical parameters of
bronchoalveolar lavage fluid in fat embolism, Intensive Care Med. 32 (2006)
116–123.

[27] A.A. Maruscak, D.W. Vockeroth, B. Girardi, T. Sheikh, F. Possmayer, J.F. Lewis, R.A.
Veldhuizen, Alterations to surfactant precede physiological deterioration during
high tidal volume ventilation, Am. J. Physiol. Lung Cell Mol. Physiol. 294 (2008)
974–983.

[28] D.W. Vockeroth, L. Gunasekara, M. Amrein, F. Possmayer, J.F. Lewis, R.A. Veldhuizen,
The role of cholesterol in the biophysical dysfunction of surfactant in ventilator
induced lung injury, Am. J. Physiol. Lung Cell. Mol. Physiol. 298 (2009) 117–125.

[29] Y. Ohtani, T. Irie, K. Uekama, K. Fukunaga, J. Pitha, Differential effects of alpha-,
beta- and gamma-cyclodextrins on human erythrocytes, Eur. J. Biochem. 186
(1989) 17–22.

[30] J. Bernardino de la Serna, J. Perez-Gil, A.C. Simonsen, L.A. Bagatolli, Cholesterol
rules: direct observation of the coexistence of two fluid phases in native
pulmonary surfactant membranes at physiological temperatures, J. Biol. Chem.
279 (2004) 40715–40722.

[31] S. Yu, P.G. Harding, N. Smith, F. Possmayer, Bovine pulmonary surfactant:
chemical composition and physical properties, Lipids 18 (1983) 522–529.

[32] S. Schürch, H. Bachofen, E.R. Weibel, Alveolar surface tensions in excised rabbit
lungs: effect of temperature, Respir. Physiol. 62 (1985) 31–45.

[33] S. Schürch, F.H.Y. Green, H. Bachofen, Formation and structure of surface films:
captive bubble surfactometry, Biochim. Biophys. Acta 1408 (1998) 180–202.

[34] W.M. Schoel, S. Schürch, J. Goerke, The captive bubble method for the evaluation
of pulmonary surfactant: surface tension, area, and volume calculations, Biochim.
Biophys. Acta 1200 (1994) 281–290.

[35] Z. Leonenko, S. Gill, S. Baoukina, L. Monticelli, J. Doehner, L. Gunasekara, F.
Felderer, M. Rodenstein, L.M. Eng, M. Amrein, An elevated level of cholesterol
impairs self-assembly of pulmonary surfactant into a functional film, Biophys. J.
93 (2007) 674–683.

[36] A. von Nahmen, M. Schenk, M. Sieber, M. Amrein, The structure of a model
pulmonary surfactant as revealed by scanning force microscopy, Biophys. J. 72
(1997) 463–469.

[37] M.M. Lipp, K.Y.C. Lee, D.Y. Takamoto, J.A. Zasadzinski, A.J. Waring, Coexistence of
buckled and flat monolayers, Phys. Rev. Lett. 81 (1998) 1650–1653.

[38] O.V. Lopatko, S. Orgeig, D. Palmer, S. Schurch, C.B. Daniels, Alteration in pulmonary
surfactant after arousal from topor in the marsupial Sminthopsis crassicaudata,
J. Appl. Physiol. 86 (6) (1999) 1959–1970.
[39] J.R. Codd, N.C. Slocombe, C.B. Daniels, P.G Wood, S. Orgeig, Periodic fluctuations in
the pulmonary surfactant system in Gould's wattled bat (Chalinolobus gouldii),
Physiol. Biochem. Zool. 73 (5) (2000) 605–612.

[40] J.R. Codd, S. Orgeig, C.B. Daniels, S. Schürch, Alterations in surface activity of
pulmonary surfactant in Gould's wattled bat during rapid arousal from torpor,
Biochem. Biophys. Res. Commun. 308 (3) (2003) 463–468.

[41] Y.Y. Zuo, R.A. Veldhuizen, A.W. Neumann, N.O. Petersen, F. Possmayer, Current
perspectives in pulmonary surfactant—inhibition, enhancement and evaluation,
Biochim. Biophys. Acta 1778 (2008) 1947–1977.

[42] B.M. Discher, K.M. Maloney, D.W. Grainger, S.B. Hall, Effect of neutral lipids on
coexisting phases in monolayers of pulmonary surfactant, Biophys. Chem. 101-
102 (2002) 333–345.

[43] B.M. Discher, K.M. Maloney, D.W. Grainger, C.A. Sousa, S.B. Hall, Neutral lipids
induce critical behaviour in interfacial monolayers of pulmonary surfactant,
Biochemistry. 38 (1) (1999) 374–383.

[44] I. Frerking, A. Gunther, W. Seeger, U. Pison, Pulmonary surfactant: functions,
abnormalities and therapeutic options, Intensive CareMed. 27 (2001) 1699–1717.

[45] R.H. Notter, Lung surfactant: basic science and clinical applications, in: C. Lenfant
(Ed.), Lung Biology in Health and Disease, Marcel Dekker Inc., New York, 2000,
pp. 207–225.

[46] A. Gunther, C. Ruppert, R. Schmidt, P. Markart, F. Grimminger, D. Walmrath, W.
Seeger, Surfactant alteration and replacement in acute respiratory distress
syndrome, Respir. Res. 2 (2001) 353–364.

[47] R. Spragg, Surfactant for acute lung injury, Am. J. Respir. Cell Mol. Biol. 37 (2007)
377–378.

[48] M. Griese, Pulmonary surfactant in health and human lung diseases: state of the
art, Eur. Resp. J. 13 (1999) 1455–1476.

[49] K. Rodriguez-Capote, D. Manzanares, T. Haines, F. Possmayer, Reactive oxygen
species inactivation of surfactant involves structural and functional alterations to
surfactant proteins SP-B and SP-C, Biophys. J. 90 (2006) 2808–2821.

[50] D. Manzanares, K. Rodriguez- Capote, S. Liu, T. Haines, Y. Ramos, L. Zhao, A.
Doherty-Kirby, G. Lajoie, F. Possmayer, Modification of tryptophan and methio-
nine residues is implicated in the oxidative inactivation of surfactant protein B,
Biochemistry 46 (2007) 5604–5615.

[51] B.A. Holm, G. Enhorning, R.H. Notter, A biophysical mechanism by which plasma
proteins inhibit lung surfactant activity, Chem. Phys. Lipids 49 (1988) 49–55.

[52] J.A. Zasadzinski, T.F. Aliq, C. Alonso, J.B. de la Serna, J. Perez-Gil, H.W Taeush,
Inhibition of pulmonary surfactant adsorption by serum and the mechanisms of
reversal by hydrophilic polymers: theory, Biophys. J. 89 (2005) 1621–1629.

[53] H.W. Taeusch, J.B. de la Serna, J. Perez-Gil, C. Alonso, J.A. Zasadzinski, Inactivation
of pulmonary surfactant due to serum-inhibited adsorption and reversal by
hydrophilic polymers: experimental, Biophys. J. 89 (2005) 1769–1779.

[54] J.C. Watkins, The surface properties of pure phospholipids in relation to those of
lung extracts, Biochim. Biophys. Acta 152 (1968) 293–306.

[55] J.A. Clements, Functions of thealveolar lining, Am.Rev. Respir. Dis. 115 (1977)67–71.
[56] J. Hildebran, J. Goerke, J. Clements, Pulmonary surface film stability and

composition, J. Appl. Physiol. 47 (1979) 604–611.
[57] M.W. Hawco, K.P. Coolbear, P.J. Davis, K.M. Keough, Exclusion of fluid lipid during

compression of monolayers of mixtures of dipalmitoylphosphatidylcholine with
some other phosphatidylcholines, Biochim. Biophys. Acta 646 (1981) 185–187.

[58] B.A. Holm, Z. Wang, R.H. Notter, Multiple mechanisms of lung surfactant
inhibition, Pediatr. Res. 46 (1999) 85–93.

[59] G. Putz, J. Goerke, J.A. Clements, Surface activity of rabbit pulmonary surfactant
subfractions at different concentrations in a captive bubble, J. Appl. Physiol. 77
(1994) 597–605.

[60] T. Kobayashi, K. Nitta, M. Ganzuka, S. Inui, G. Grossmann, B. Robertson,
Inactivation of exogenous surfactant by pulmonary edema fluid, Pediatr. Res. 29
(1991) 353–356.

[61] A. Baldan, P. Tarr, C.S. Vales, J. Frank, T.K. Shimotake, S. Hawgood, P.A. Edwards,
Deletion of the transmembrane transporter ABCG1 results in progressive
pulmonary lipidosis, J. Biol. Chem. 281 (2006) 29401–29410.

[62] S.R. Bates, J.Q. Tao, H.L. Collins, O.L. Francone, G.H. Rothblat, Pulmonary
abnormalities due to ABCA1 deficiency in mice, Am. J. Physiol. Lung Cell Mol.
Physiol. 289 (2005) 980–989.

[63] W. Khovidhunkit, A.H. Moser, J.K. Shigenaga, C. Grunfeld, K.R. Feingold, Endotoxin
down-regulates ABCG5 and ABCG8 in mouse liver and ABCA1 and ABCG1 in J774
murine macrophages: differential role of LXR, J. Lipid Res. 44 (2003) 1728–1736.

[64] A.J. Wojcik, M.D. Skaflen, S. Srinivasan, C.C. Hedrick, A critical role for ABCG1 in
macrophage inflammation and lung homeostasis, J. Immunol. 180 (2008) 4273–4282.

[65] A. Baldan, A.V. Gomes, P. Ping, P.A. Edwards, Loss of ABCG1 results in chronic
pulmonary inflammation, J. Immunol. 180 (2008) 3560–3568.

[66] K.G. Davidson, A.D. Bersten, H.A. Barr, K.D. Dowling, T.E. Nicholas, I.R. Doyle, Lung
function, permeability, and surfactant composition in oleic acid-induced acute lung
injury in rats, Am. J. Physiol. Lung Cell Mol. Physiol. 279 (2000) 1091–1102.

[67] M. Ochs, H. Fehrenbach, J. Richter, Occurrence of lipid bodies in canine type II
pneumocytes during hypothermic lung ischemia, Anat. Rec. A Discov. Mol. Cell.
Evol. Biol. 277 (2004) 287–297.

[68] W. Davidson, R.S. Del Dorscheid, M. Schulzer, E. Mak, N. Ayas, Exogenous
pulmonary surfactant for the treatment of adult patients with acute respiratory
distress syndrome: results of a meta-analysis, Crit. Care 10 (2006) R41–R50.

[69] D.F. Willson, N.J. Thomas, B.P. Markovitz, L.A. Bauman, J.V. DiCarlo, S. Pon, B.R.
Jacobs, L.S. Jefferson, M.R. Conaway, E.A. Egan, Effect of exogenous surfactant
(calfactant) in pediatric acute lung injury: a randomized controlled trial, JAMA.
293 (2005) 470–476.

[70] T. Loftsson, P. Jarho, M. Masson, T. Jarvinen, Cyclodextrins in drug delivery, Expert
Opin Drug Deliv. 2 (2005) 335–351.



994 L.C. Gunasekara et al. / Biochimica et Biophysica Acta 1798 (2010) 986–994
[71] V.J. Stella, Q. He, Cyclodextrins, Toxicol. Pathol. 36 (2008) 30–42.
[72] J. Szejtli, Cyclodextrins, in: P. Tomasik (Ed.), Chemical and Functional Properties of

Food Saccharides, CRC Press, Boca Raton, 2004, 20045-40.
[73] F. Tewes, J. Brillault, W. Couet, J.C. Olivier, Formulation of rifampicin–cyclodextrin

complexes for lung nebulisation, J. Control. Release 129 (2008) 93–99.
[74] B. Evrard, P. Bertholet, M. Gueders, M.P. Flament, G. Piel, L. Delattre, A. Gayot, P.

Leterme, J.M. Foidart, D. Cataldo, Cyclodextrins as a potential carrier in drug
nebulisation, J. Control. Release 96 (2004) 403–410.

[75] L. Matilainen, K. Jarvinen, T. Toropainen, E. Nasi, S. Auriola, T. Jarvinen, P. Jarho, In
vitro evaluation of the effect of cyclodextrin complexation on pulmonary
deposition of a peptide, cyclosporin A, Int. J. Pharm. 318 (2006) 41–48.
[76] H.M. Cabral Marques, J. Hadgraft, I.W. Kellaway, G. Taylor, Studies of cyclodextrin
inclusion complexes. III. The pulmonary absorption of β-, DM-β-, and HP-β-
cyclodextrins in rabbits, Int. J. Pharm. 77 (1991) 297–302.

[77] D. Lambert, C. O'Neill, P. Padfield, Methyl-β-cyclodextrin increases permeability
of caco-2 cellmonolayersbydisplacing specific claudins fromcholesterol richdomains
associated with tight junctions, Cell. Physiol. Biochem. 20 (2007) 495–506.

[78] D.Wall, J. Marcello, D. Pierdomenico, A. Farid, Administration as hydroxypropyl β-
cyclodextrin complexes does not slow rates of pulmonary drug absorption in rat,
STP Pharma Sciences 4 (1994) 63–68.

[79] J.S. Patton, C.S. Fishburn, J.G. Weers, The lungs as a portal of entry for systemic
drug delivery, Proc. Am. Thorac. Soc. 1 (2004) 338–344.


	Methyl-β-cyclodextrin restores the structure and function of pulmonary surfactant films impaired by cholesterol
	Introduction
	Materials and methods
	Surfactant preparation
	Surface activity assessment
	AFM imaging
	Statistical analysis of CBS data

	Results
	Untreated controls
	The effect of MβCD on chol-BLES function
	Cycling-dependent effects of MβCD on 20% chol-BLES
	The effect of MβCD on native BLES function
	The effect of water-soluble cholesterol on the function of surfactant
	The effect of MβCD treatment on the structure of surfactant

	Discussion
	Conclusions
	Acknowledgements
	References




