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Surfactant protein A is defective in abrogating inflammation in asthma.
Am J Physiol Lung Cell Mol Physiol 301: L598–L606, 2011. First
published July 22, 2011; doi:10.1152/ajplung.00381.2010.—Surfactant
protein A (SP-A) regulates a variety of immune cell functions. We
determined the ability of SP-A derived from normal and asthmatic
subjects to modulate the inflammatory response elicited by Myco-
plasma pneumoniae, a pathogen known to exacerbate asthma. Four-
teen asthmatic and 10 normal control subjects underwent bronchos-
copy with airway brushing and bronchoalveolar lavage (BAL). Total
SP-A was extracted from BAL. The ratio of SP-A1 to total SP-A
(SP-A1/SP-A) and the binding of total SP-A to M. pneumoniae
membranes were determined. Airway epithelial cells from subjects
were exposed to either normal or asthmatic SP-A before exposure to
M. pneumoniae. IL-8 protein and MUC5AC mRNA were measured.
Total BAL SP-A concentration did not differ between groups, but the
percentage SP-A1 was significantly increased in BAL of asthmatic
compared with normal subjects. SP-A1/SP-A significantly correlated
with maximum binding of total SP-A to M. pneumoniae, but only in
asthma. SP-A derived from asthmatic subjects did not significantly
attenuate IL-8 and MUC5AC in the setting of M. pneumoniae infec-
tion compared with SP-A derived from normal subjects. We conclude
that SP-A derived from asthmatic subjects does not abrogate inflam-
mation effectively, and this dysfunction may be modulated by SP-
A1/SP-A.

epithelial cell; mycoplasma; SP-A1

ASTHMA IS A CHRONIC INFLAMMATORY disease with a pattern of
inflammation that includes T helper-2-like cytokines (13, 63).
An atypical bacterium, Mycoplasma pneumoniae, can exacer-
bate asthma through increased inflammation and mucus hyper-
secretion (2, 6, 21, 28, 29). Recent studies show that 50% of
patients experiencing their first presentation of asthma have
acute M. pneumoniae airway infection (7). Thus M. pneu-
moniae is a pathogen that can exacerbate and potentially
precipitate asthma.

One important first line of defense against inhaled chal-
lenges is the pulmonary innate immune system, which includes
surfactant proteins. Multiple studies now show that surfactant
proteins A (SP-A) and D (SP-D) are members of a family of
innate immune molecules, termed collectins, that facilitate
pathogen clearance by acting as opsonins and by regulating a
variety of immune cell functions (16, 29, 43, 47, 50, 60, 64).
Human SP-A is encoded by two genes, SP-A1 (SFTP1) and

SP-A2 (SFTP2), and each gene encodes several polymorphic
variants (30, 12). The gene-specific protein products are dis-
tinguished from one another by four “core” amino acids in their
collagen-like regions. These differences appear to affect both
structure and function (17, 42–44, 57–59). Core amino acid
residue 85 as shown by site-directed mutagenesis is a critical
residue for the functional and structural differences between
SP-A1 and SP-A2 (58). Tagaram et al. (55) showed that the
ratio of SP-A1 to total SP-A content (SP-A1/SP-A) varies as
a function of lung disease and age. However, asthma was
not evaluated. Given the functional differences between the
two human SP-A gene products, the collective evidence
indicates that the content of human functional SP-A is best
described by the relative levels of the two gene products,
rather than the total SP-A.

We have demonstrated that SP-A binds to lipids (47) and
proteins (29) on M. pneumoniae, attenuating its growth and
pathogenicity. SP-A and SP-D modulate macrophage cytokine
production in response to infectious agents, and SP-A- and
SP-D-null mice exhibit increased susceptibility to infection and
inflammation caused by bacteria and viruses (1, 8, 24, 33–36,
41, 50, 64). In addition, SP-A plays a role in regulating the
expression of BAL proteins involved in host defense and redox
regulation (1, 23). Therefore, surfactant proteins have multiple
roles in attenuating the effects of environmental insults.

However, relatively little is known about the role of SP-A
or SP-D in asthma and allergic inflammation in humans (20,
22, 46, 56, 61, 65). SP-A and SP-D have been shown to
inhibit allergen-induced lymphocyte proliferation and hista-
mine release by immune cells from asthmatic children (60).
Haley and coworkers (22) reported that SP-A and SP-D
levels are elevated in a murine model of adaptive allergic
response, whereas Van de Graaf and colleagues (56) dem-
onstrated that SP-A levels were lower in BAL from asth-
matic subjects compared with normal subjects. Pettigrew
and colleagues (46) reported an association between wheez-
ing and coughing in newborn infants and proposed that
polymorphisms within the SP-A gene may be associated
with an increased risk of asthma. Specifically, the 6A/1A
haplotype was found to be associated with increased risk of
persistent cough or wheeze. In this study, we determined the
level of total SP-A and the percentage SP-A1 in BAL fluid
in normal and asthmatic subjects, and compared the effects
of SP-A isolated from normal and asthmatic subjects on
abrogating inflammation in airway epithelial cells infected
with M. pneumoniae, a pathogen known to exacerbate
asthma.
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METHODS

Subjects. Subjects were recruited via newspaper and radio adver-
tisements from the general Research Triangle, North Carolina com-
munity. The asthmatic subjects fulfilled criteria for asthma (3) exhib-
iting a provocative concentration of methacholine resulting in a 20%
fall in the forced expiratory volume in 1 s (FEV1) � 8 mg/ml and
reversibility, as demonstrated by at least a 12% increase in the FEV1

or the forced vital capacity with inhaled albuterol. All asthmatic
subjects were atopic, as demonstrated by at least one positive skin test
to common North Carolina allergens associated with a correlative
clinical history. All normal subjects had no clinical history of atopy
and were skin test negative. We required that subjects used no
controller medications, but did not discontinue any medications. Thus
only subjects on as-needed short-acting �2-agonists only were re-
cruited. Exclusion criteria included postbronchodilator FEV1 � 50%
predicted; inpatient status; upper or lower respiratory tract infection
within 1 mo of study; use of inhaled corticosteroids, leukotriene
modifiers, and/or theophylline preparations within 4 wk of study;
long-acting �2-agonists within 2 wk of study; smoking history greater
than 5 pack-yr or any cigarette use within the previous 2 yr; and
significant nonasthma pulmonary disease or other medical problems.
All subjects provided consent in Duke University Health System
Institutional Review Board-approved protocol.

Bronchoscopy. Subjects underwent bronchoscopy with endobron-
chial protected brushing and bronchoalveolar lavage (BAL) as previ-
ously described (32). The brushing of the proximal airways was
performed under direct visualization by using a separate protected
cytological brush for each pass, with a total of five passes. BAL was
performed via instillation of warm, sterile saline in 60-ml aliquots
with return via gentle hand suction for a total of 300 ml. Subjects were
discharged when their FEV1 achieved 90% of their prebronchoscopy,
postalbuterol value.

Purification of SP-A from BAL of normal and asthmatic subjects.
SP-A from normal and asthmatic subjects was extracted from BAL by
the calcium chelation method, as previously described (53). The SP-A
was recovered in high yield and at high concentrations, up to 200 �g
per BAL sample. The total isolated SP-A was quantified by ELISA
using polyclonal antibodies made against SP-A isolated from the
lavage of patients with pulmonary alveolar proteinosis (Hu-PAP-
SP-A) (55).

Determination of SP-A1/SP-A in the BAL of normal and asthmatic
subjects. SP-A1/SP-A in the BAL was measured by ELISA as
previously described (55). In brief, human SP-A1 variant (6A2),
the most common variant, was expressed in mammalian CHO-K1
cell line and purified by mannose-Sepharose 6B column. In vitro
expressed SP-A1 (6A2) and total SP-A, purified from a normal
subject BAL of known concentration, were used as standards.
SP-A1 and total SP-A were measured via ELISA using an SP-A1-
specific antibody (hsp_A1-Ab68 – 88_Col) and total SP-A antibody
(Hu-PAP-SP-A) (55).

Production of SP-A1 and SP-A2 variants for mycoplasma mem-
brane binding assays. The most frequent human allelic variants of
SP-A1 and SP-A2, harboring the [50V, 219R] and [91A, 223Q] poly-
morphisms, were expressed in Freestyle-HEK-293 cells [American Type
Culture Collection (ATCC), Manassas, VA] from a PEE14 plasmid
(Lonza, Berkshire, UK) under the control of the glutamine synthetase
promoter (45). The proteins were purified by affinity chromatography
using mannose-Sepharose (45). Binding of the allelic variants to
solid-phase mycoplasma membranes was performed as described
previously (47).

Binding of SP-A to M. pneumoniae. The binding of purified SP-A
from BAL to mycoplasma membranes was measured as previously
described (47). In brief, 100-ng mycoplasma membranes were ad-
sorbed to microtiter plates in 0.1 mM NaHCO3, pH 9.6 at 4°C
overnight. Human SP-A purified from BAL of normal and asthmatic
subjects at concentrations between 0 and 100 ng was added to each

well and incubated with the solid-phase membranes for 2 h at 37°C.
The total bound SP-A was detected with 5 �g/ml horseradish perox-
idase-conjugated polyclonal primary antibody, generated in rabbits
and isolated using protein A-Sepharose. Orthophenylenediamine (1
mg/ml) was used as the color development reagent. The SP-A bound
to each sample, as well as the area under the binding curve, was used
in data analysis.

To determine the maximal binding of recombinant SP-A1 and
SP-A2 variants to mycoplasma membranes, 100 ng recombinant
proteins expressed in HEK-293 cells, [50V, 219R] SP-A1 and [91A,
223Q] SP-A2, were incubated with the solid-phase mycoplasma
membranes. The bound SP-A variants were detected as described
above.

Airway epithelial cell culture. Freshly isolated airway epithelial
cells from endobronchial brushing were cultured with BEGM (Lonza,
Walkersville, MD) supplemented with penicillin and streptomycin.
After reaching confluence, cells were trypsinized and seeded onto
collagen-coated polyester Transwell insert membranes of 12-mm
diameter with the concentration of 4 � 104 per well. After 2 wk at an
air-liquid interface, the cells showed signs of differentiation as deter-
mined by the presence of cilia and mucus production. To determine
the purity of cultured epithelial cells, two cytospin slides were made
from the initial epithelial cell suspension, fixed in 4% paraformalde-
hyde and immunostained by using an anti-human pan cytokeratin
antibody (Sigma, St. Louis, MO). Immunostaining demonstrated
�98% of cells positive for cytokeratin.

Mycoplasma pneumoniae culture. M. pneumoniae (ATCC, strain
15531) was inoculated in SP4 broth (Remel, Lenexa, KS) at 35°C
until adherent. The concentration was determined by plating serial
dilutions of M. pneumoniae in agar plates (Remel). Colony-forming
units (cfu) were counted after incubation for 14 days.

Mycoplasma infection of cultured airway epithelial cells. Freshly
isolated airway epithelial cells from endobronchial brushing were
cultured at an air-liquid interface for 2 wk to allow differentiation with
ALI media (Lonza). Cells were infected on the apical surface by M.
pneumoniae (ATCC) with dose of 50 cfu per cell and incubated for 48
h with and without pretreatment with either normal or asthmatic SP-A
(NSP-A and ASP-A, respectively), added 30 min prior to M. pneu-
moniae.

To rule out the presence of an inhibitor in the purified ASP-A, 10
�g/ml NSP-A and 10 �g/ml ASP-A were mixed and added to the
airway epithelial cells 30 min prior to M. pneumoniae infection.
Additionally, to determine specificity of SP-A in experiments, NSP-A
purified from lavage as described above was selectively depleted from
the preparations by using affinity adsorption to mannose-Sepharose.
Aliquots containing 25–30 �g SP-A in a volume of 250 �l were
mixed with mannose-Sepharose beads that had previously been equil-
ibrated with 5 mM Tris·HCl, pH 7.4. The samples were incubated
with the mannose-Sepharose in either the presence of 2 mM CaCl2, or
2 mM EDTA. In the presence of CaCl2, SP-A will bind to the affinity
matrix and be removed from solution, whereas in the presence of
EDTA, the protein will fail to bind the matrix and remain in solution.
Incubations were conducted at 4°C in microcentrifuge tubes with
continuous tumbling to keep the beads in suspension. Following this
incubation, the samples were centrifuged at 400 rpm for 3 min at 4°C,
and the supernatants were recovered and retained. The resultant
pellets were washed once by resuspension in 50 �l of buffer
containing either CaCl2 or EDTA as appropriate and mixed for 15
min at 4°C. The wash solution was separated from the beads by
centrifugation, and the resultant supernatants were pooled with the
first elutions from the beads. The preparations of SP-A were
reconstituted into tissue culture medium, and concentrations were
determined by ELISA and used for treatment of primary cultures of
human bronchial epithelial cells.

Detection of MUC5AC mRNA and interleukin-8 protein expression.
Airway epithelial cells were placed in TRIzol 48 h after M. pneu-
moniae infection for determination of MUC5AC expression (31) by
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quantitative real-time PCR (RT-PCR) (11). The housekeeping gene
GAPDH was used as an internal standard. The threshold cycle (CT)
was recorded, and the comparative CT method was used to represent
the relative gene expression levels (62). Data are expressed as fold
change from uninfected control. Culture supernatant was collected for
IL-8 protein measurement by ELISA (R&D, Minneapolis, MN).

Gel electrophoresis under nonreducing and native conditions.
Purified SP-A from the BAL of normal and asthmatic subjects was
subjected to electrophoresis under nonreducing and native conditions
as described by Wang et al. (57). For nonreducing SDS-PAGE,
purified SP-A was mixed with a loading buffer without �-mercapto-
ethanol and heated at 95°C for 10 min. The samples were subjected to
electrophoresis on 4–20% acrylamide gradient gels at 90 V for 1 h
and 70 V for 5 h. For native PAGE, the purified SP-A was not
denatured by �-mercaptoethanol, SDS, and heating. Electrophoresis
was performed at 4°C using 4–20% acrylamide gradient gels at 50 V
for 1 h and 110 V for 17 h.

Detection of protein oxidation. SP-A protein carbonylation levels
were detected by using the OxyBlot Protein Oxidation Detection Kit
(Millipore, Billerica, MA). Briefly, carbonyl groups introduced into
SP-A protein by oxidative reactions were derivatized with 2,4-dini-
trophenyl hydrazine (DNPH), 200 ng of DNPH-derivatized SP-A
protein was blotted to nitrocellulose membrane, and immunodetection
of oxidized proteins was performed by using rabbit anti-DNPH and
goat anti-rabbit IgG (horseradish peroxidase-conjugated) antibodies.
To exclude the artifactual increases in carbonyl content raised from
tiny amounts of nucleic acid contamination in the purified SP-A ( 38),
the purified SP-A samples were pretreated with 20 �g/ml DNase I
(Sigma) and RNase A (Invitrogen, Carlsbad, CA) at 37°C for 1 h, then
blotted to nitrocellulose. Blots were exposed to XAR films following
enhanced chemiluminescent detection and were quantified by densi-
tometry.

Statistical analysis. Statistical evaluation was performed with JMP
statistical software (SAS, Cary, NC). Data are expressed as mean fold
changes � SE, since data were normally distributed. Area under the
curve (AUC) analyses of the SP-A/mycoplasma binding curves were
performed by using the trapezoidal rule (52). Total SP-A and SP-A1/
SP-A was compared between groups by Student’s t-test. Correlations
were reported by using Spearman correlation coefficient. Significance
is denoted by P � 0.05.

RESULTS

Subject characteristics. Subject characteristics are shown in
Table 1. Subjects were considered of mild severity by Amer-
ican Thoracic Society criteria (3).

BAL SP-A1/SP-A is altered in asthmatic subjects. The total
BAL SP-A level was determined by ELISA using SP-A spe-
cific polyclonal antibody and normalized by total BAL volume.
There was no difference between the groups (asthma vs.

normal: 5,190 � 900 vs. 4,800 � 828 ng/ml, P � 0.78).
SP-A1/SP-A was significantly higher in asthmatic compared
with normal subjects (40.4 � 3.5 vs. 24.1 � 2.8% in asthma vs.
normal subjects, P � 0.002) (Fig. 1).

Binding of ASP-A to M. pneumoniae is decreased compared
with NSP-A. The concentration-dependent binding of NSP-A
and ASP-A to solid-phase M. pneumoniae membranes (SP-A-
bound) is shown in Fig. 2. AUC analysis of the SP-A binding
curves revealed a significantly lower AUC for ASP-A curves
compared with NSP-A curves at 87.2 � 9.9 vs. 162 � 31.2
(P � 0.03).

Comparison of mycoplasma membrane binding by different
SP-A variants. In an additional series of experiments we
compared the binding of the two most frequent human SP-A

Table 1. Subject characteristics

Asthma (n � 14) Normal (n � 10) P Value

Sex 8M:6F 4M:6F 0.02
Age 33 � 7 26 � 4 0.44
Medications albuterol none
FEV1, liters 2.9 � 0.2 3.4 � 0.2 0.15
FEV1, % predicted 83 � 4 102 � 5 0.007
FVC, liters 4.1 � 0.9 4.6 � 1.2 0.38
FVC, % predicted 91 � 5% 108 � 7% 0.06
FEV1/FVC 71 � 2 78 � 2 0.52
Methacholine PC20 0.63 � 0.3 mg/ml � 25 mg/ml 0.0001

Values are means � SE. M, male; F, female; methacholine PC20, provoc-
ative concentration of methacholine resulting in a 20% fall in the forced
expiratory volume in 1 s (FEV1); FVC, forced vital capacity.

Fig. 1. Ratio of surfactant protein A (SP-A)1 to total SP-A (SP-A1/SP-A) is
increased in the bronchoalveolar lavage (BAL) from asthmatic subjects. In
vitro-expressed SP-A1 variant 6A2 and total SP-A, purified from a normal
subject BAL of known concentration, were used as standards. SP-A1 and total
SP-A were measured via ELISA using SP-A1 and total SP-A specific anti-
bodies. Data are expressed as means � SE. *P � 0.01 between normal and
asthma subjects.

Fig. 2. SP-A binding to solid-phase mycoplasma membranes is markedly
reduced in asthmatic subjects. One hundred nanograms of mycoplasma mem-
branes were adsorbed to microtiter wells in 0.1 mM NaHCO3, pH 9.6. The
concentration-dependent binding of normal (NSP-A) and asthmatic SP-A
(ASP-A) to solid-phase Mycoplasma pneumoniae membranes (SP-A bound)
was detected by ELISA. Area under the curve (AUC) analysis of the SP-A
binding curves revealed a significantly lower AUC for ASP-A curves com-
pared with NSP-A, P � 0.03.
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allelic variants, purified recombinant [50V, 219R] SP-A1 and
purified recombinant [91A, 223Q] SP-A2 protein. These two
proteins bound to mannose-Sepharose affinity columns, dem-
onstrating that they were active and normally folded mole-
cules. All binding values were determined at the concentrations
of proteins that approximated maximum binding for a fixed
amount of mycoplasma ligand. Our data indicate that the most
abundant allelic variant of SP-A2 has negligible binding to
mycoplasma (0.8 � 0.3 ng), compared with the most abundant
allelic variant of SP-A1 (4.1 � 0.6 ng) (Fig. 3).

Asthmatic SP-A is defective in abrogating MUC5AC
expression. The baseline MUC5AC mRNA expression, mea-
sured by RT-PCR threshold cycle and normalized to GAPDH
expression, was not different between the asthma and control
epithelial cells prior to M. pneumoniae exposure (delta CT:
MUC5ACCT-GAPDH CT: 3.89 � 0.47 vs. 3.89 � 0.63 in the
asthma and control groups, respectively, P � 0.42). The
relative MUC5AC mRNA expression resulting from exposure
of epithelial cells to M. pneumoniae, in the presence and
absence of NSP-A and ASP-A, compared with negative, un-
infected control, respectively, is shown in Fig. 4. M. pneu-
moniae infection had no significant effect on MUC5AC mRNA
expression in the normal control group, but it significantly
increased MUC5AC mRNA in the asthmatic epithelial cells
compared with negative, uninfected control (normal group fold
change from negative, uninfected control: 0.91 � 0.16, P �
0.63: asthmatic group fold change from negative, uninfected
control: 2.57 � 0.50, P � 0.04). The addition of NSP-A
significantly attenuated the effects of M. pneumoniae on
MUC5AC expression in asthmatic airway epithelial cells to the
level of the uninfected control (Fig. 4). In contrast, addition of
ASP-A did not completely abrogate MUC5AC mRNA expres-
sion after M. pneumoniae infection in asthmatic epithelial cells,
and the fold change was significantly higher than in the setting

of NSP-A (fold changes in MUC5AC expression in asthmatic
airway epithelial cells were 0.75 � 0.25 for the MP50 �
NSP-A condition and 1.55 � 0.22 for the ASP-A � MP50
condition, P � 0.05). The combination of NSP-A and ASP-A
completely abrogated MUC5AC mRNA expression, similar to
NSP-A alone in the asthmatic preparation, ruling out the
presence of an SP-A inhibitor in the purified SP-A from
asthmatic subjects. The addition of NSP-A and ASP-A alone
also had no significant effect on MUC5AC mRNA in the
normal control group (data not shown).

Asthmatic SP-A is defective in attenuating interleukin-8
secretion. Changes in IL-8 relative to the corresponding neg-
ative, uninfected control are shown in Fig. 5. Baseline IL-8
levels were not significantly different between groups without
exposure to M. pneumoniae (112.8 � 40.5 vs. 112.4 � 63.3
ng/ml in asthmatic and control cells, respectively, P � 0.99).
Although IL-8 expression increased in both asthmatic and
normal airway epithelial cells after exposure to M. pneu-
moniae, the increase was not statistically significant in the
normal control group (normal controls: 112.4 � 63.3 ng/ml at
baseline vs. 134.4 � 73.8 ng/ml after M. pneumoniae infection,
P � 0.42; asthma: 112.8 � 40.5 ng/ml at baseline vs. 260.4 �
123.4 ng/ml after M. pneumoniae infection, P � 0.05). In the
asthmatic cells, NSP-A prevented the elevated IL-8 expression,
but ASP-A had no significant effect (Fig. 5).

The combination of both NSP-A and ASP-A exhibited a
similar effect upon IL-8 levels as NSP-A alone in the asthmatic
group, suggesting that an inhibitor is not present in the purified
ASP-A (Fig. 5).

Specificity of SP-A effects on decreasing MUC5AC and IL-8
in the presence of M. pneumoniae infection. When NSP-A was
removed via adsorption to mannose-Sepharose beads in the

Fig. 4. SP-A from asthmatic subjects is defective in attenuating MUC5AC
mRNA expression by asthmatic epithelial cells following M. pneumoniae
infection. MUC5AC mRNA expression from airway epithelial cells isolated
from normal control and asthmatic subjects exposed to M. pneumoniae at 50
cfu/cell (MP50) alone and after exposure to NSP-A (MP50 � NSP-A), ASP-A
(MP50 � ASP-A), each at 20 �g/ml, and a combination of both NSP-A and
ASP-A (MP50 � NSP-A�ASP-A). The data, representing fold change from
negative, uninfected control, are expressed as means � SE. *P � 0.01 between
MP50 in normal vs. asthmatic subjects, †P � 0.01 between MP50 and MP50 �
NSP-A; ‡P � 0.01 between MP50 and MP50 � ASP-A; #P � 0.01 between
MP50 and MP50 � NSP-A�ASP-A; #P � 0.05 between MP50 � NSP-A and
MP50 � ASP-A.

Fig. 3. SP-A variants exhibit different binding properties to mycoplasma
membranes. One hundred nanograms of mycoplasma membranes were ad-
sorbed to microtiter wells in 0.1 mM NaHCO3, pH 9.6. Purified SP-A (100 ng)
from the subjects with alveolar proteinosis (APP), or recombinant proteins
expressed in HEK-293 cells, [50V, 219R] SP-A1 and [91A, 223Q] SP-A2 (Hu
SPA-1 and Hu SPA-2, respectively), were incubated with the solid-phase
membranes for 2 h at 37°C. The bound proteins were detected by ELISA with
horseradish peroxidase-conjugated polyclonal anti-SP-A antibody. Orthophe-
nylenediamine (1 mg/ml) was used as the color development reagent. Non-
specific binding was blocked at each step of the procedure by using a buffered
3% bovine serum albumin. Values shown are means � SE. *P � 0.05.
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presence of 2 mM CaCl2, the resulting solution did not signif-
icantly reduce MUC5AC and IL-8 in the setting of myco-
plasma infection compared with untreated SP-A (Fig. 6). When
2 mM EDTA is added for the chelation of CaCl2 in the
presence of mannose-Sepharose beads, the resulting solution
contains active SP-A, which decreased MUC5AC and IL-8 in
a similar fashion to untreated SP-A (Fig. 6). In addition,
Western blot analysis showed that there was no endogenous
SP-A in apical supernatant of cultured airway epithelial cells
from normal and asthmatic subjects before and after M. pneu-
moniae infection (data not shown), which suggests the inhib-
itory effects on MUC5AC and IL-8 production raised specifi-
cally from exogenous added SP-A.

Relationship of SP-A binding to M. pneumoniae and its
anti-inflammatory effects. The maximum binding of SP-A to
solid-phase M. pneumoniae membranes inversely correlated
with the IL-8 production where the Spearman correlation
coefficient was r � 	0.74, P � 0.006. Thus higher maximum
binding of SP-A to M. pneumoniae results in lower IL-8
expression by airway epithelial cells pretreated with SP-A after
M. pneumoniae infection. In addition, SP-A1/SP-A positively
correlated with maximal binding, but only in asthmatic sub-
jects, where the Spearman correlation coefficient was r � 0.71,
P � 0.003. In normal subjects, this correlation was not signif-
icant (Spearman correlation coefficient: r � 0.25, P � 0.54).

Characteristics of the oligomerization of SP-A from normal
and asthmatic subjects. Purified SP-A from three normal and
three asthmatic subjects was analyzed under nonreducing con-
ditions (Fig. 7A) or native conditions (Fig. 7B) by silver
staining of the PAGE. The intensity of each band of oligomers
was quantified by densitometry (Tables 2 and 3). Under nonre-

Fig. 5. SP-A from asthmatic subjects is defective in abrogating IL-8 levels
secreted by asthmatic epithelial cells following M. pneumoniae infection. IL-8
expression from airway epithelial cells from normal control subjects and
subjects with asthma exposed to M. pneumoniae at 50 cfu/cell (MP50) alone,
and after exposure to NSP-A (MP50 � NSP-A), ASP-A (MP50 � ASP-A),
each at 20 �g/ml, and a combination of both NSP-A and ASP-A (MP50 �
NSP-A�ASP-A). The data, representing the ratio to negative, uninfected
control are expressed as means � SE. *P � 0.01 between MP50 and MP50 �
NSP-A; †P � 0.01 between MP50 and MP50 � NSP-A � ASP-A; #P � 0.05
between MP50 � ASP-A and MP50 � NSP-A and between MP50 � ASP-A
and MP50 � NSP-A�ASP-A.

Fig. 6. Reduction of MUC5AC and IL-8 by
NSP-A in the setting of mycoplasma infection
is specific to SP-A. Purified NSP-A mixed with
mannose-Sepharose beads in the presence of 2
mM CaCl2 (NSP-A � Ca) and SP-A mixed
with mannose-Sepharose beads in the presence
of 2 mM EDTA (NSP-A � EDTA) was added
separately to airway epithelial cells from 4
asthmatic subjects alone or in the presence of
M. pneumoniae at 50 cfu/cells (MP50). A: fold
change in MUC5AC mRNA relative to nega-
tive, uninfected control. B: ratio of IL-8 protein
to negative, uninfected control. The data, rep-
resenting the ratio to negative, uninfected con-
trol, are expressed as means � SE. *P � 0.01
compared with MP50.

Fig. 7. Oligomerization status of purified SP-A. Three NSP-A samples and 3
ASP-A samples were purified and subjected to 4–20% PAGE under nonre-
ducing conditions (A) or under native conditions (B) followed by silver
staining. Numbers on left indicate the molecular mass. Marks on right repre-
sent oligomers.
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ducing conditions, where inter- and intramolecular disulfide
bonds remain intact, different sets of oligomers exist for both
NSP-A and ASP-A that may represent dimers (2�), trimers
(3�), tetramers (4�), hexamers, and higher order multimers
(�6�). The relative amount of each oligomer was not signif-
icantly different between NSP-A and ASP-A, as demonstrated
in Table 2. In addition, we analyzed the SP-A under native
conditions, under which SP-A was not treated with SDS, DTT,
�-mercaptoethanol, or heating. Higher order multimers (�12�) and
very small amount of dodecamers (12�) were observed, and
there was no significant difference of the relative amounts
between NSP-A and ASP-A (Fig. 7B; Table 3).

Oxidation levels of NSP-A and ASP-A. To determine
whether differences in SP-A-mediated suppression of inflam-
mation and mucin production arise from different protein
oxidation levels, we measured the oxidized amino acids levels
of purified SP-A from seven normal and seven asthmatic
subjects. To exclude the artifactual increases in carbonyl con-
tent raised from tiny amounts of nucleic acid contamination in
the purified SP-A, the purified SP-A samples were pretreated
with DNase I and RNase A and showed a ratio of absorbance
at 260/280 nm of 0.6, which indicates full removal of nucleic
acids (5). No significant difference in oxidized amino acids
was detected between NSP-A and ASP-A with or without
DNase I and RNase A treatment (Fig. 8).

DISCUSSION

The results of this investigation demonstrate for the first
time, in humans, that SP-A isolated directly from asthmatic
subjects is deficient in its ability to decrease inflammation, as
measured by IL-8 and MUC5AC expression associated with
infection of airway epithelial cells ex vivo. The maximum
amount of SP-A bound to solid-phase M. pneumoniae mem-
branes inversely correlated with IL-8 production by airway
epithelial cells, and this function is abnormal in asthma. SP-
A1/SP-A positively correlated with maximum binding of SP-A
to mycoplasma, but only within the asthmatic group. In addi-
tion, SP-A1 and SP-A2 variants display different binding to
mycoplasma. We hypothesize that pathogen binding by SP-A
in asthma may be modulated differently from that in the normal
airway. Functions such as phagocytosis stimulated by SP-A1
and SP-A2 proteins have previously been shown to be differ-
entially affected by oxidative stress, as reported by Mikerov et
al. (42). We have previously demonstrated that gene and
protein expression of the major mucin protein in human air-
ways, MUC5AC, is increased in airway epithelial cells isolated
directly from asthmatic subjects after exposure to M. pneu-

moniae, compared with airway epithelial cells isolated directly
from normal control subjects (31). Therefore, this ex vivo
model provides a method to test elements of the innate immune
response. The lack of a significant anti-inflammatory effect by
ASP-A does not appear to be due to the presence of a com-
petitive inhibitor, since mixing experiments with NSP-A and
ASP-A resulted in abrogation of inflammation, similar to
NSP-A alone. The effect is also specific for SP-A, since
decreased MUC5AC and IL-8 were demonstrated when puri-
fied SP-A is employed, and the anti-inflammatory effect was
absent when total SP-A was removed by mannose-Sepharose.

Surfactant is a lipoprotein complex that reduces surface
tension at the air-liquid interface of the lung and also partici-
pates in host defense. Surfactant proteins, SP-B and SP-C, are
hydrophobic and interact with surfactant lipids and participate
in reduction of surface tension. SP-A and SP-D are relatively
hydrophilic and are members of the collectin family of proteins
that participate in pulmonary immunity. Both SP-A and SP-D
are synthesized and secreted by the alveolar type II cell, the
airway Clara cell (4), submucosal cells (18), as well as non-
pulmonary tissues (49, 37, 39, 40). SP-A and SP-D bind to
pathogens largely via interactions of their C-type lectin do-
mains with carbohydrates on bacterial membranes and enhance
pathogen phagocytosis (48). SP-A also binds to Toll-like
receptor-2 (TLR2) and -4 (TLR4) (51). M. pneumoniae also
binds to TLR2 to produce MUC5AC and IL-8, and we previ-
ously demonstrated that inhibition of TLR2 results in no
significant effect of M. pneumoniae upon airway epithelial
cells (31). Reduced maximum binding of ASP-A to M. pneu-
moniae in our study may permit more M. pneumoniae to bind
to TLR2 and initiate infection. Alternatively, it is also possible
that ASP-A does not bind effectively to TLR2 to attenuate
infection independently of interactions with M. pneumoniae
(51). Additional experiments evaluating binding of SP-A to
TLR2 in this model are required to test this latter hypothesis. In
either case, there may be at least two mechanisms by which
reduced binding interaction between SP-A and M. pneumoniae
results in a reduced anti-inflammatory effect.

In asthma, the dysfunction of SP-A may contribute to loss of
regulation of innate immunity. Human SP-A is encoded by two
genes, SP-A1 and SP-A2, and each has been identified with
several variants that differ with regard to the functions of
oligomerization (17, 58) and phagocytosis (43, 44, 58). SP-A2
protein variants enhanced phagocytosis of Pseudomonas
aeruginosa more effectively than SP-A1 protein variants (44).
However, SP-A2 was more susceptible to loss of this function
compared with SP-A1 after exposure to ozone (42). Moreover,
the ratio of SP-A1 to total SP-A has been shown to vary as a
function of age and lung disease such as cystic fibrosis (55).
Because we found the percentage of SP-A1 to be increased in

Table 3. Quantification of oligomers of SP-A from Normal
and Asthmatic Subjects Separated by Native Gel
Electrophoresis

Percentage of Oligomers

Human SP-A 12 � �12�
Normal subjects (n � 3) 9.2 � 0.01 90.7 � 0.03
Asthmatic subjects (n � 3) 9.8 � 0.02 90.2 � 0.04

Values are means � SE. 12�, Dodecamers; �12�, higher order multimers.

Table 2. Quantification of oligomers of SP-A from normal
and asthmatic subjects separated by nonreducing gel
electrophoresis

Percentageof Oligomers

Human SP-A 2� 3� 4� �6�
Normal subjects

(n � 3) 28.1 � 0.03 14.4 � 0.01 14.9 � 0.01 42.4 � 0.03
Asthmatic subjects

(n � 3) 34.4 � 0.03 13.7 � 0.01 14.1 � 0.01 36.5 � 0.04

Values are means � SE.SP-A, surfactant protein A; 2�, 3�, etc., oligomers
consisting of 2, 3, etc., monomers.
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asthma, we hypothesize that the alteration in this ratio may
modulate binding to M. pneumoniae, as illustrated by the
different binding to mycoplasma between SP-A1 and SP-A2
variants and the significant correlation between the maximal
binding of SP-A to mycoplasma and SP-A1/SP-A in asthma.
The elevated ratio of SP-A1/SP-A in asthma may reflect
upregulation of SP-A1 gene expression, or reduced turnover of
SP-A1, or both. Despite the relative increases in SP-A1 in
asthmatic subjects, the activity of the ASP-A in suppressing
IL-8 protein and MUC5AC mRNA is significantly diminished.
One possible interpretation of these data could be that myco-
plasma sequesters SP-A1 and prevents the protein from nega-
tively regulating Toll-like receptors, thereby enhancing inflam-
matory responses. Since the SP-A population within the lung
consists of heterooligomers of different alleles and different
genes, the increase in SP-A1 content in asthmatic subjects may
cause more heterooligomers to be sequestered. In addition, the
polymorphic variation of both SP-A1 and SP-A2 may also
contribute to altered protein function, as suggested by several
association studies of SP-A genetic variants and disease sus-
ceptibility and/or severity (14–16, 19). SP-A1 and SP-A2
variants demonstrated differences in oligomerization and
phagocytosis when exposed to ozone (27, 42), which may
explain, at least in part, the variability of SP-A to modulate an
insult in an oxidative environment. Moreover, association
between human SP-A oligomer size and disease has been
previously observed between normal subjects and subjects with
birch pollen allergy (25). Our present study did not show
significant differences of the oligomerization patterns of
NSP-A and ASP-A under nonreducing or native conditions.
However, we cannot exclude the existence of certain new
oligomeric molecules in ASP-A, which may migrate at many
different positions in the gel that cannot be detected either
because their band intensity is too low and they migrate along
with existing oligomers, or they are too large to enter the gel.
In addition, the possibility exists that there are differences in
the level of oxidation of specific amino acids, such as cysteine
and proline, resulting in the differences in SP-A structure
and/or conformation; this needs to be further investigated.

The presence and significance of SP-A1 and SP-A2 and their
corresponding variants have not been studied in asthma, but
data exist to suggest surfactant protein and phospholipid defi-
ciency or dysfunction (56, 61, 65), although this is controver-

sial (9). Pettigrew and colleagues (46) reported an association
between wheezing and coughing in newborn infants and con-
cluded that polymorphisms within the SP-A gene may be
associated with an increased risk of asthma. Our present data
demonstrated the differences in maximal binding of SP-A1 and
SP-A2 variants to mycoplasma. Future studies to further de-
termine additional mechanisms driving our results should in-
clude comparing the inhibitory effects of the SP-A1 and SP-A2
variants on IL-8 and MUC5AC production, genotyping of our
subjects for SP-A polymorphisms, and evaluating other infec-
tious organisms, such as rhinovirus, to determine whether the
abNSP-A function noted in asthma is unique to mycoplasma or
is present with other pathogens relevant to asthma. We also
realize that our ex vivo model involves only airway epithelial
cells and SP-A interacts with several cell types including
macrophages, neutrophils, T cells, and dendritic cells (54).
This work could be expanded to include the function of ASP-A
in these cell types in future studies.

In conclusion, the present study demonstrates that native
SP-A derived from BAL of asthmatic subjects is defective in
abrogating inflammation, which may be associated with the
altered SP-A1/SP-A in asthmatic subjects. How the balance of
SP-A1 and SP-A2 gene products affects innate and adaptive
immune responses in asthma, and how these functions are
regulated by structure/genotype, as well as the effects of
oxidation, are possible subjects of future investigation. Abnor-
malities in SP-A isolated from asthmatic subjects may justify
consideration of surfactant protein replacement as a therapeutic
option for asthma.
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Fig. 8. Oxidation levels of purified SP-A from
normal and asthmatic subjects. Two hundred
nanograms of purified SP-A from normal and
asthmatic subjects, with or without DNase and
RNase pretreatment, were blotted onto nitro-
cellulose membrane and oxidized proteins
were detected by the OxyBlot method. Blots
were exposed to XAR films following en-
hanced chemiluminescent detection and quan-
tified by densitometry. The data representing
the percentage of optical density of the NSP-A
without treatment with DNase and RNase are
expressed as means � SE.

L604 SURFACTANT PROTEIN-A IN HUMAN ASTHMA

AJP-Lung Cell Mol Physiol • VOL 301 • OCTOBER 2011 • www.ajplung.org
Downloaded from journals.physiology.org/journal/ajplung at Duke Univ DUMC Library (152.016.191.136) on July 1, 2022.



REFERENCES

1. Ali M, Umstead TM, Haque R, Mikerov AN, Freeman WM, Floros J,
Phelps DS. Differences in the BAL proteome after Klebsiella pneumoniae
infection in wild type and SP-A-/- mice. Proteome Sci 8: 34, 2010.

2. Allegra L, Blasi F, Centanni S, Cosentini R, Denti F, Raccanelli R,
Tarsia P, Valenti V. Acute exacerbations of asthma in adults: role of
Chlamydia pneumoniae infection. Eur Respir J 7: 2165–2168, 1994.

3. American Thoracic Society Board of Directors. Standards for the
diagnosis and care of patients with chronic obstructive pulmonary disease
(COPD) and asthma. Am Rev Respir Dis 136: 225–244, 1987.

4. Auten RL, Watkins RH, Shapiro DL, Horowitz S. Surfactant apopro-
tein A (SP-A) is synthesized in airway cells. Am J Respir Cell Mol Biol 3:
491–496, 1990.

5. Bannantine JP, Stabel JR, Bayles DO, Geisbrecht BV. Characteristics
of an extensive Mycobacterium avium subspecies paratuberculosis recom-
binant protein set. Protein Expr Purif 72: 223–233, 2010.

6. Berkovich S, Millian SJ, Snyder RD. The association of viral and
mycoplasma infections with recurrence of wheezing in the asthmatic child.
Ann Allergy 28: 43–49, 1970.

7. Biscardi S, Lorrot M, Marc E, Moulin F, Boutonnat-Faucher B,
Heilbronner C, Iniguez JL, Chaussain M, Nicand E, Raymond J,
Gendrel D. Mycoplasma pneumoniae and asthma in children. Clin Infect
Dis 38: 1341–1346, 2004.

8. Borron P, McIntosh JC, Korfhagen TR, Whitsett JA, Taylor J,
Wright JR. Surfactant-associated protein A inhibits LPS-induced cyto-
kine and nitric oxide production in vivo. Am J Physiol Lung Cell Mol
Physiol 278: L840–L847, 2000.

9. Cheng G, Ueda T, Numao T, Kuroki Y, Nakajima H, Fukushima Y,
Motojima S, Fukuda T. Increased levels of surfactant protein A and D in
bronchoalveolar lavage fluids in patients with bronchial asthma. Eur
Respir J 16: 831–835, 2000.

10. Chmura K, Bai X, Nakamura M, Kandasamy P, McGibney M,
Kuronuma K, Mitsuzawa H, Voelker DR, Chan ED. Induction of IL-8
by Mycoplasma pneumoniae membrane in BEAS-2B cells. Am J Physiol
Lung Cell Mol Physiol 295: L220–L230, 2008.

11. Chu HW, Jeyaseelan S, Rino JG, Voelker DR, Wexler RB, Campbell
K, Harbeck RJ, Martin RJ. TLR2 signaling is critical for Mycoplasma
pneumoniae-induced airway mucin expression. J Immunol 174: 5713–
5719, 2005.

12. DiAngelo S, Lin Z, Wang G, Phillips S, Ramet M, Luo J, Floros J.
Novel, non-radioactive, simple and multiplex PCR-cRLFP methods for
genotyping human SP-A and SP-D marker alleles. Dis Markers 15:
269–281, 1999.

13. Djukanovic R, Wilson JW, Britten KM, Wilson SJ, Walls AF, Roche
WR, Howarth PH, Holgate ST. Effect of an inhaled corticosteroid on
airway inflammation and symptoms in asthma. Am Rev Respir Dis 145:
669–674, 1992.

14. El Saleeby CM, Li R, Somes GW, Dahmer MK, Quasney MW,
DeVincenzo JP. Surfactant protein A2 polymorphisms and disease sever-
ity in a respiratory syncytial virus-infected population. J Pediatr 156:
409–414, 2010.

15. Floros J, Fan R, Diangelo S, Guo X, Wert J, Luo J. Surfactant protein
(SP) B associations and interactions with SP-A in white and black subjects
with respiratory distress syndrome. Pediatr Int 43: 567–576, 2001.

16. Floros J, Lin HM, Garcia A, Salazar MA, Guo X, DiAngelo S,
Montaño M, Luo J, Pardo A, Selman M. Surfactant protein genetic
marker alleles identify a subgroup of tuberculosis in a Mexican popula-
tion. J Infect Dis 182: 1473–1478, 2000.

17. Garcia-Verdugo I, Wang G, Floros J, Casals C. Structural analysis and
lipid-binding properties of recombinant human surfactant protein a derived
from one or both genes. Biochemistry 41: 14041–14053, 2002.

18. Goss KL, Kumar AR, Snyder JM. SP-A2 gene expression in human
fetal lung airways. Am J Respir Cell Mol Biol 19: 613–621, 1998.

19. Guo X, Lin HM, Lin Z, Montano M, Sansores R, Wang G, DiAngelo
S, Pardo A, Selman M, Floros J. Surfactant protein gene A, B, and D
marker alleles in chronic obstructive pulmonary disease of a Mexican
population. Eur Respir J 18: 482–490, 2001.

20. Haczku A, Vass G, Kierstein S. Surfactant protein D and asthma. Clin
Exp Allergy 34: 1815–1818, 2004.

21. Hahn DL, Dodge RW, Golubjatnikov R. Association of Chlamydia
pneumoniae (Strain TWAR) infection with wheezing, asthmatic bronchi-
tis, and adult-onset asthma. JAMA 266: 225–230,1991.

22. Haley KJ, Ciota A, Contreras JP, Boothby MR, Perkins DL, Finn PW.
Alterations in lung collectins in an adaptive allergic immune response. Am
J Physiol Lung Cell Mol Physiol 282: L573–L584, 2002.

23. Haque R, Umstead TM, Freeman WM, Floros J, Phelps DS. The
impact of surfactant protein-A on ozone-induced changes in the mouse
bronchoalveolar lavage proteome. Proteome Sci 7: 12, 2009.

24. Haque R, Umstead TM, Ponnuru P, Guo X, Hawgood S, Phelps DS,
Floros J. Role of surfactant protein-A (SP-A) in lung injury in response to
acute ozone exposure of SP-A deficient mice. Toxicol Appl Pharmacol
220: 72–82, 2007.

25. Hickling TP, Malhotra R, Sim RB. Human lung surfactant protein A
exists in several different oligomeric states: oligomer size distribution
varies between patient groups. Mol Med 4: 266–275, 1998.

26. Huang W, Wang G, Phelps DS, Al-Mondhiry H, Floros J. Combined
SP-A-bleomycin effect on cytokines by THP-1 cells: impact of surfactant
lipids on this effect. Am J Physiol Lung Cell Mol Physiol 283: L94–L102,
2002.

27. Huang W, Wang G, Phelps DS, Al-Mondhiry H, Floros J. Human
SP-A genetic variants and bleomycin-induced cytokine production by
THP-1 cells: effect of ozone-induced SP-A oxidation. Am J Physiol Lung
Cell Mol Physiol 286: L546–L553, 2004.

28. Huhti E, Mokka T, Nikoskelainen J, Halonen P. Association of viral
and mycoplasma infections with exacerbations of asthma. Ann Allergy 33:
145–149, 1974.

29. Kannan TR, Provenzano D, Wright JR, Baseman JB. Identification and
characterization of human surfactant protein A binding protein of Myco-
plasma pneumoniae. Infect Immun 73: 2828–2834, 2005.

30. Karinch AM, Floros J. 5= splicing and allelic variants of the human
pulmonary surfactant protein A genes. Am J Respir Cell Mol Biol 12:
77–88, 1995.

31. Kraft M, Adler KB, Ingram JL, Crews AL, Atkinson TP, Cairns CB,
Krause DC, Chu HW. Mycoplasma pneumoniae induces airway epithe-
lial cell expression of MUC5AC in asthma. Eur Respir J 31: 43–46, 2008.

32. Kraft M, Striz I, Georges G, Umino T, Takigawa K, Rennard S,
Martin RJ. Expression of epithelial markers in nocturnal asthma. J
Allergy Clin Immunol 102: 376–381, 1998.

33. LeVine AM, Bruno MD, Huelsman KM, Ross GF, Whitsett JA,
Korfhagen TR. Surfactant protein A-deficient mice are susceptible to
group B streptococcal infection. J Immunol 158: 4336–4340, 1997.

34. LeVine AM, Gwozdz J, Stark J, Bruno M, Whitsett J, Korfhagen T.
Surfactant protein-A enhances respiratory syncytial virus clearance in
vivo. J Clin Invest 103: 1015–1021, 1999.

35. LeVine AM, Kurak KE, Bruno MD, Stark JM, Whitsett JA, Korfha-
gen TR. Surfactant protein-A deficient mice are susceptible to Pseudomo-
nas aeruginosa infection. Am J Respir Cell Mol Biol 19: 700–708, 1998.

36. LeVine AM, Kurak KE, Wright JR, Watford WT, Bruno MD, Ross
GF, Whitsett JA, Korfhagen TR. Surfactant protein-A binds group B
Streptococcus enhancing phagocytosis and clearance from lungs of sur-
factant protein-A-deficient mice. Am J Respir Cell Mol Biol 20: 279–286,
1999.

37. Lin Z, deMello D, Phelps DS, Koltun WA, Page M, Floros J. Both
human SP-A1 and SP-A2 genes are expressed in small and large intestine.
Pediatr Pathol Mol Med 20: 367–386, 2001.

38. Luo S, Wehr NB. Protein carbonylation: avoiding pitfalls in the 2,4-
dinitrophenylhydrazine assay. Redox Rep 14: 159–166, 2009.

39. MacNeill C, Umstead TM, Phelps DS, Lin Z, Floros J, Shearer DA,
Weisz J. Surfactant protein A, an innate immune factor, is expressed in the
vaginal mucosa and is present in vaginal lavage fluid. Immunology 111:
91–99, 2004.

40. Madsen J, Kliem A, Tornoe I, Skjodt K, Koch C, Holmskov U.
Localization of lung surfactant protein D on mucosal surfaces in human
tissue. J Immunol 164: 5866–5870, 2000.

41. Mikerov AN, Haque R, Gan X, Guo X, Phelps DS, Floros J. Ablation
of SP-A has a negative impact on the susceptibility of mice to Klebsiella
pneumoniae infection after ozone exposure: sex differences. Respir Res 9:
77, 2008.

42. Mikerov AN, Umstead TM, Gan X, Huang W, Guo X, Wang G,
Phelps DS, Floros J. Impact of ozone exposure on the phagocytic activity
of human surfactant protein A (SP-A) and SP-A variants. Am J Physiol
Lung Cell Mol Physiol 294: L121–L130, 2008.

43. Mikerov AN, Umstead TM, Huang W, Liu W, Phelps DS, Floros J.
SP-A1 and SP-A2 variants differentially enhance association of Pseu-
domonas aeruginosa with rat alveolar macrophages. Am J Physiol Lung
Cell Mol Physiol 288: L150–L158, 2005.

L605SURFACTANT PROTEIN-A IN HUMAN ASTHMA

AJP-Lung Cell Mol Physiol • VOL 301 • OCTOBER 2011 • www.ajplung.org
Downloaded from journals.physiology.org/journal/ajplung at Duke Univ DUMC Library (152.016.191.136) on July 1, 2022.



44. Mikerov AN, Wang G, Umstead TM, Zacharatos M, Thomas NJ,
Phelps DS, Floros J. Surfactant protein A2 (SP-A2) variants expressed in
CHO cells stimulate phagocytosis of Pseudomonas aeruginosa more than
do SP-A1 variants. Infect Immun 75: 1403–1412, 2007.

45. Ogasawara Y, Voelker DR. Altered carbohydrate recognition specificity
engineered into surfactant protein D reveals different binding mechanisms
for phosphatidylinositol and glucosylceramide. J Biol Chem 270: 14725–
14732, 1995.

46. Pettigrew MM, Gent JF, Zhu Y, Triche EW, Belanger KD, Holford
TR, Bracken MB, Leaderer BP. Respiratory symptoms among infants at
risk for asthma: association with surfactant protein A haplotypes. BMC
Med Genet 8: 15, 2007.

47. Piboonpocanun S, Chiba H, Mitsuzawa H, Martin W, Murphy RC,
Harbeck RJ, Voelker DR. Surfactant protein A binds Mycoplasma
pneumoniae with high affinity and attenuates its growth by recognition of
disaturated phosphatidylglycerols. J Biol Chem 280: 9–17, 2005.

48. Reid KBM. Functional roles of the lung surfactant proteins SP-A and
SP-D in innate immunity. Immunobiology 199: 200–207, 1998.

49. Rubio S, Lacaze-Masmonteil T, Chailley-Heu B, Kahn A, Bourbon
JR, Ducroc R. Pulmonary surfactant protein A (SP-A) is expressed by
epithelial cells of small and large intestine. J Biol Chem 270: 12162–
12169, 1995.

50. Sano H, Kuroki Y. The lung collectins, SP-A and SP-D, modulate
pulmonary innate immunity. Mol Immunol 42: 279–287, 2005.

51. Sato M, Sano H, Iwaki D, Kudo K, Konishi M, Takahashi H, Taka-
hashi T, Imaizumi H, Asai Y, Kuroki Y. Direct binding of Toll-like
receptor 2 to zymosan, and zymosan-induced NF-kappa B activation and
TNF-alpha secretion are down-regulated by lung collectin surfactant
protein A. J Immunol 171: 417–425, 2003.

52. Stein SK. Computing and applying definite integrals over intervals. In:
Calculus and Analytic Geometry. San Francisco: McGraw-Hill, 1977, p.
423.

53. Suwabe A, Mason RJ, Voelker DR. Calcium dependent association of
surfactant protein A with pulmonary surfactant: application to simple
surfactant protein A purification. Arch Biochem Biophys 327: 285–291,
1996.

54. Suwabe A, Otake K, Yakuwa N, Suzuki H, Ito M, Tomoike H, Saito
Y, Takahashi K. Artificial surfactant (Surfactant TA) modulates adher-
ence and superoxide production of neutrophils. Am J Respir Crit Care
Med 158: 1890–1899, 1998.

55. Tagaram HR, Wang G, Umstead TM, Mikerov AN, Thomas NJ,
Graff GR, Hess JC, Thomassen MJ, Kavuru MS, Phelps DS, Floros J.
Characterization of a human surfactant protein A1 (SP-A1) gene-specific
antibody; SP-A1 content variation among individuals of varying age and
pulmonary health. Am J Physiol Lung Cell Mol Physiol 292: L1052–
L1063, 2007.

56. Van de Graaf EA, Jansen HM, Lutter R, Alberts C, Kobesen J, de
Vries IJ, Out TA. Surfactant protein A in bronchoalveolar lavage fluid. J
Lab Clin Med 120: 252–263, 1992.

57. Wang G, Bates-Kenney SR, Tao JQ, Phelps DS, Floros J. Differences
in biochemical properties and in biological function between human
SP-A1 and SP-A2 variants, and the impact of ozone-induced oxidation.
Biochemistry 43: 4227–4239, 2004.

58. Wang G, Myers C, Mikerov A, Floros J. Effect of cysteine 85 on
biochemical properties and biological function of human surfactant protein
A variants. Biochemistry 46: 8425–8435, 2007.

59. Wang G, Phelps DS, Umstead TM, Floros J. Human SP-A protein
variants derived from one or both genes stimulate TNF-
 production in the
THP-1 cell line. Am J Physiol Lung Cell Mol Physiol 278: L946–L954,
2000.

60. Wang JY, Shieh CC, You PF, Lei HY, Reid KB. Inhibitory effect of
pulmonary surfactant proteins A and D on allergen-induced lymphocyte
proliferation and histamine release in children with asthma. Am J Respir
Crit Care Med 158: 510–518, 1998.

61. Wang JY, Shieh CC, Yu CK, Lei HY. Allergen-induced bronchial
inflammation is associated with decreased levels of surfactant proteins A
and D in a murine model of asthma. Clin Exp Allergy 31: 652–662, 2001.

62. Wenzel SE, Trudeau JB, Barnes S, Zhou X, Cundall M, Westcott JY,
McCord K, Chu HW. TGF-beta and IL-13 synergistically increase
eotaxin-1 production in human airway fibroblasts. J Immunol 169: 4613–
4619, 2002.

63. Wills-Karp M, Luyimbazi J, Xu X, Schofield B, Neben TY, Karp C,
Donaldson DD. Interleukin-13: central mediator of allergic asthma. Sci-
ence 282: 2258–2261, 1998.

64. Wright JR. Immunoregulatory functions of surfactant proteins. Nat Rev
Immunol 5: 58–68, 2005.

65. Wright SM, Hockey PM, Enhorning G, Strong P, Reid KB, Holgate
ST, Djukanovic R, Postle AD. Altered airway surfactant phospholipid
composition and reduced lung function in asthma. J Appl Physiol 89:
1283–1292, 2000.

L606 SURFACTANT PROTEIN-A IN HUMAN ASTHMA

AJP-Lung Cell Mol Physiol • VOL 301 • OCTOBER 2011 • www.ajplung.org
Downloaded from journals.physiology.org/journal/ajplung at Duke Univ DUMC Library (152.016.191.136) on July 1, 2022.


