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Abstract

Background: Maternal smoking is a risk factor for pediatric lung disease, including asthma. Animal models suggest
that maternal smoking causes defective alveolarization in the offspring. Retinoic acid signaling modulates both lung
development and postnatal immune function. Thus, abnormalities in this pathway could mediate maternal smoking
effects. We tested whether maternal smoking disrupts retinoic acid pathway expression and functioning in a murine
model.

Methods: Female C57Bl/6 mice with/without mainstream cigarette smoke exposure (3 research cigarettes a day,
5 days a week) were mated to nonsmoking males. Cigarette smoke exposure continued throughout the pregnancy
and after parturition. Lung tissue from the offspring was examined by mean linear intercept analysis and by
quantitative PCR. Cell culture experiments using the type II cell-like cell line, A549, tested whether lipid-soluble
cigarette smoke components affected binding and activation of retinoic acid response elements in vitro.

Results: Compared to tobacco-naïve mice, juvenile mice with tobacco toxin exposure had significantly (P< 0.05)
increased mean linear intercepts, consistent with an alveolarization defect. Tobacco toxin exposure significantly
(P< 0.05) decreased mRNA and protein expression of retinoic acid signaling pathway elements, including retinoic
acid receptor alpha and retinoic acid receptor beta, with the greatest number of changes observed between
postnatal days 3–5. Lipid-soluble cigarette smoke components significantly (P< 0.05) decreased retinoic
acid-induced binding and activation of the retinoic acid receptor response element in A549 cells.

Conclusions: A murine model of maternal cigarette smoking causes abnormal alveolarization in association with
altered retinoic acid pathway element expression in the offspring. An in vitro cell culture model shows that
lipid-soluble components of cigarette smoke decrease retinoic acid response element activation. It is feasible that
disruption of retinoic acid signaling contributes to the pediatric lung dysfunction caused by maternal smoking.
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Introduction
Maternal smoking is an important risk factor for pediatric
lung dysfunction, including asthma [1-6]. Children of
mothers who smoke cigarettes have increased risk of
lower respiratory tract infections and wheezing during
their first year, and higher incidence of persistent wheeze
and doctor-diagnosed asthma [4,5,7,8]. Additionally, ma-
ternal smoking is associated with increased frequency of
asthma exacerbations among children [5,9]. Nonsmoking
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adults who report a history of childhood tobacco smoke
exposure have lower baseline FEV-1 and a more rapid de-
cline in pulmonary function tests after starting cigarette
smoking [10,11]. Therefore, environmental insults such as
tobacco toxin exposure during lung development may
have a life-long impact on lung growth and function. The
possibility of an early life insult leading to increased vul-
nerability to postnatal disease has been termed the “fetal
origins” or “developmental origins” hypothesis [12,13].
Given that approximately 20% women between ages 18 –

44 years report current smoking, and current maternal
smoking is reported in approximately 1 in 7 pregnancies in
the United States [14,15], effective approaches to the
Ltd. This is an Open Access article distributed under the terms of the Creative
ommons.org/licenses/by/2.0), which permits unrestricted use, distribution, and
iginal work is properly cited.

mailto:khaley@rics.bwh.harvard.edu
http://creativecommons.org/licenses/by/2.0


Manoli et al. Respiratory Research 2012, 13:42 Page 2 of 13
http://respiratory-research.com/content/13/1/42
problem of tobacco smoke-associated pediatric lung dys-
function will combine anti-smoking education with
mechanistically-based therapies. Currently, however, the
mechanisms of lung injury in children exposed to maternal
smoking have not been fully clarified.
One possible pathway that could mediate some of the

lung abnormalities caused by maternal smoking is the
retinoic acid (RA) signaling pathway. RA is produced by
vitamin A metabolism by successive oxidative reactions
from dietary precursors including retinyl esters and car-
otenoids such as beta carotene [16,17]. The retinoids are
well-described as critical mediators of alveolar develop-
ment [18-22] and are also involved in the maintenance
of normal postnatal lung epithelium and immune
responses [18,23-25]. Cigarette smoking causes abnormal-
ities in retinol levels in rodents [26]. In humans, cigarette
smokers have decreased beta carotene compared to non-
smokers [27,28]; this decrease exceeds that explained by
differences in dietary intake [29]. The data regarding
changes in serum retinol levels in cigarette smokers are
less consistent. Several studies comparing serum retinol
levels in smokers versus nonsmokers have not demon-
strated statistically significant differences [30-33]. In con-
trast, a large study (over 600 subjects in each group) did
demonstrate lower mean serum retinol levels in current
smokers compared to former smokers [28].
We hypothesized that prenatal exposure to tobacco

toxins would decrease elements of the retinoic acid sig-
naling pathway in the immature lung. We tested this hy-
pothesis by examining lung tissue from mice with
exposure to cigarette smoke byproducts during develop-
ment and by examining an in vitro cell culture model to
determine if lipid-soluble cigarette smoke extract caused
abnormal RA receptor activation. Our findings indicate
that maternal cigarette smoke decreases expression of
several retinoic acid pathway components in the lungs
of the offspring, and that these effects persist well into
the postnatal period.

Methods
All of the animal protocols used in this study were
reviewed and approved in advance by the Harvard Med-
ical School institutional review board (IACUC).

Animal model
Study animals were housed in pathogen-free conditions,
with ad libitum food and water in microisolator cages.
Beginning at 10 weeks of age, female C57Bl/6 mice
(Charles River Laboratories, Waltham, MA) received
daily exposure to the smoke of 3 3R4F research cigar-
ettes (University of Kentucky), 5 times per week. Control
mice were exposed to filtered air using a dedicated
HEPA Tecniplast SLIMLine™ filtration system (Tecni-
plast, Westchester, PA). The cigarette smoke was
delivered using a custom-built apparatus that provides
mainstream cigarette smoke exposure to the nose and
face of the mouse. The exposures were initiated grad-
ually, with smoke from 1 cigarette on the first day, 2 on
the second day, and 3 daily thereafter. The cigarette
smoke was delivered from sequential cigarettes during
one session lasting approximately 30 minutes per mouse.
The mice were continuously observed during the smoke
exposure, and promptly removed from the smoke expos-
ure chamber if any signs of distress were noted. After a
2-wk acclimation period, the females were mated to
nonsmoking males. Cigarette smoke exposures were
continued throughout pregnancy and after parturition.
The pups were randomly allocated among the experi-
mental groups. Tissue samples from the pups were col-
lected after euthanasia following recommended IACUC
prototols: carbon dioxide followed by excision of vital
organs. At time points up to P10, tracheal transaction/
decapitation was also performed after establishing car-
bon dioxide-induced narcosis by approximately 5 min-
utes of carbon dioxide exposure. The presence of
narcosis was verified by observing the absence of breath-
ing movements and the lack of response to tail pinch.
Lung tissue samples from the offspring were collected
on the day of birth (P0), postnatal day 3 (P3), P5, P7,
P10, and P14 for RNA and protein analyses. These time
points were chosen to sample the early neonatal period
through the time of rapid alveolarization. Due to size
constraints, whole lung samples were collected from P0
mice. Lung tissue samples from subsequent time points
were obtained from areas located at least 3 – 5 mm dis-
tal to the lung hilum. This sampling strategy permitted
examination of the distal lung areas, where alveolariza-
tion occurs. Both RNA and protein analyses included a
total of at least 4 pups from the litters of at least 2
females. Additional P14 mice with/without tobacco toxin
exposure were analyzed for changes in lung histology, as
outlined below in “Histological Analyses”. Placenta and
serum samples were harvested from additional pregnant
females with (N= 8) and without (N= 8) cigarette smoke
exposure at embryonic day e15.5 and e17.5.
The total particulates from the cigarette smoking

chambers were measured by connecting the smoke
chamber to a dry gas meter (catalog # GNM G1.6 T,
AEM, Romania) in-line with an air monitoring filter
holder. A 12 mm diameter borosilicate air monitoring
filter (catalog # TX40HI20WW, PallflexW Emfab™ filter,
Pall Life Sciences) was weighed, and placed into the fil-
ter holder, and the smoking machine activated with a
3R4F cigarette After 8 minutes of exposure, the paper
was weighed, and the total particulates calculated as fol-
lows: Total particulates = change in filter weight/ change
in dry gas volume. Measurement was repeated, and an
average total particulate measure calculated.



Table 1 Catalog numbers for qPCR primer/probe sets

Primer/Probe Set Catalog Number

Retinaldehyde dehydrogenase-1 Mm 00657317_m1

Retinaldehyde dehydrogenase-2 Mm00501306_m1

RA receptor alpha Mm 00436264 –m1

RA receptor beta Mm 01319680_m1

RA receptor gamma Mm 00441083_m1

Retinoid X receptor alpha Mm 01332431_m1

Retinoid X receptor beta Mm 00441193_m1

Retinoid X receptor gamma Mm 00436410_m1

Nuclear receptor subfamily 2, group F, member 2 Mm00772789_m1

Cytochrome P450 26b1 Mm00558507_m1

Vascular Endothelial Growth Factor-α Mm00437304_m1

Transforming Growth Factor-beta Mm03024053_m1

Surfactant apoprotein A Mm00499170_m1

Surfactant apoprotein B Mm00455681_m1

18 S (eukaryotic) Hs 99999901_s1
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Histological analysis
Changes in airspace architecture were estimated by cal-
culating the mean linear intercept, which is an estimate
of the average difference between gas exchange surfaces
[34]. For these studies, lung tissue from P14 mice with
(n = 16) and without (n = 12) exposure to tobacco toxins
during development was inflated to 25 cm water pres-
sure, and fixed in 10% formalin (Thermo Fisher Scien-
tific Inc., Waltham, MA). The lungs were routinely
processed and infiltrated with paraffin, sectioned in the
mid-sagittal line prior to embedding in paraffin with the
midsagittal line oriented to the block face, routinely sec-
tioned into 5-microns thick sections, and stained with
hematoxylin and eosin (Sigma -AldrichW, St. Louis,
MO). Using random numbers to determine sampling
areas, five independent, uniform random 20X fields that
were located within 100 microns of the pleural surface
were digitally photographed using a Leica DMLB micro-
scope interfaced with a Leica DFC480 digital camera
(Leica Microsystems, Inc., Buffalo Grove, IL) by a
blinded experienced reader (KH). Vascular structures
and bronchi were identified by the typical appearance of
the endothelial and epithelial cells, respectively, and
digitally isolated from the areas to be measured, so that
only distal airspaces were analyzed. The images were
analyzed using Image J image analysis software (http://
rsb.info.nih.gov/ij/) to determine the mean linear inter-
cept as a measure of the average distance between gas
exchange surfaces, as outlined in the American Thoracic
Society/European Respiratory Society Standards for
Quantitative Assessment of Lung Structure [34].

Cotinine measurements
Crude placenta tissue extracts were prepared from 100–
150 mg mouse placenta tissue by homogenization in
200 μl homogenization buffer (50 mM Tris–HCl,
150 mM KCl, 2 mM EDTA, pH. 7.5). Homogenates were
centrifuged at 1000 X G for 15 minutes at 4°C. Cotinine
was detected using 10 μl placenta extract or blood
(diluted 1:2 in tissue homogenization buffer) with the
Cotinine Direct ELISA kit (Calbiotech, Spring Valley,
CA) according to manufacturer’s directions. Standard
curves were prepared from serial dilutions of cotinine
from 100 ng/ml to 1 ng/ml. Cotinine concentrations in
placenta extracts and blood were calculated from a 4-
parameter Logistic/Log analysis of the standard curves
(SigmaPlot 6.0) as previously described [35].

Real time (quantitative) PCR
RNA extraction was performed using TriReagent (Mo-
lecular Research Center, Inc.), according to manufacturer’s
instructions, and was followed by DNase I (Invitrogen/Life
Technologies, Grand Island, NY) treatment and reverse
transcription to cDNA (RetroscriptW, Ambion/Life
Technologies) as previously described [36]. Real time
polymerase chain reaction (qPCR) using validated Taqman
primers and probes (Applied Biosystems/Life Technolo-
gies) was performed as previously described [36]. The
catalog numbers for the primer/probe sets are given in
Table 1, below. All of the primers except for 18 S spanned
an intron.

Protein extraction and western blotting analyses
Lung tissue harvested as outlined above from mice at
ages postnatal day 3, 5, and 7 was snap frozen for pro-
tein extraction. The used of distal lung tissue enriched
the samples for areas of developing alveoli. Total protein
was extracted using Bio-Rad Protein Extraction kit (Bio-
Rad Life Science Research, Hercules, CA) followed by
Bio-Rad 2D cleanup kit (Bio-Rad), following manufac-
turer’s instructions, and then quantitated using bicincho-
ninic acid assay (Sigma). The protein samples were then
analyzed by Western blotting, which was performed with
modified method as previously described [37]. Briefly,
after blocking for 1 h at room temperature with 5% non-
fat dry milk in TBST buffer, the membranes were incu-
bated with primary antibodies overnight at 4°C. Rabbit
anti-RXRalpha (sc553, used at 200 ng/ml), RARalpha
(sc551, used at 200 ng/ml), RARbeta (sc552, used at
200 ng/ml) and mouse anti-RARgamma (sc7387, used at
200 ng/ml) antibodies were obtained from Santa Cruz
Biotechnology, Inc., Santa Cruz, CA. Mouse anti-beta
actin (A2228, clone AC-74, used at 400 ng/ml) was pur-
chased from Sigma. After brief washing, the membranes
were incubated with horseradish peroxidase-conjugated
secondary antibodies for 15 min at room temperature,
extensively washed in TBST buffer, and then bands of
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the anticipated molecular weights were detected with
chemiluminescence (Amersham ECL Plus™ Western De-
tection Kit, GE Healthcare Biosciences, Pittsburgh, PA).
The blots were visualized by ChemiDoc XRS+ System
(Bio-Rad), and densitometry was performed to compare
the relative intensities of the bands.

Cell culture and transient transfection
A549 cells (ATCC) were maintained in Dulbelcco’s
Modified Eagle Medium with 10% fetal bovine serum
(Invitrogen Life Sciences), 1% L-glutamine (GIBCO/Invi-
trogen Life Sciences), and 2% penicillin/streptomycin
(10,000 units penicillin/ml and 10 mg streptomycin/ml,
Sigma). Transfection experiments were performed using
standard protocols [38]. The transfection reagent was
Fugene 6 (Roche Applied Science, Indianapolis, IN),
used following the manufacturer’s instructions, with a
3:1 ratio of Fugene to total plasmid DNA. The plasmids
used were a luciferase reporter plasmid containing RA
response element (Panomics/Affymetrix Inc., Santa
Clara, CA), empty vector (negative control plasmid,
Panomics), pGL2 (Promega, Madison, WI; positive con-
trol plasmid, generous gift of M. Layne, Ph.D.), and a
beta-galactosidase expression plasmid (used for normal-
izing luciferase activity, generous gift of M. Layne). Ap-
proximately 1.5 hours after transfection, cultures were
treated with cigarette smoke condensate (CSC, Murty
Pharmaceuticals Incorporated, Lexington, KY) at con-
centrations of 0.25% and 0.50% total volume and 1 μM
all-trans retinoic acid (Sigma). Cultures were incubated
overnight, and at approximately 14 h a second applica-
tion of CSC was added to the medium, at 0.25% and
0.50% concentration. Four hours after the second dose
of CSC, luciferase activity was examined after luciferase
substrate (Promega) was added to cell lysates. Transfec-
tion efficiency was assessed by beta galactosidase activ-
ity, following standard protocols [39]. Cell toxicity was
evaluated by lactate dehydrogenase release using the In
Vitro Toxicology Assay Kit, Lactate Dehydrogenase
based (TOX7, Sigma), following the manufacturer’s
instructions.

Electrophoretic mobility shift assays
A549 cells were split into 10 cm cell culture plates,
allowed to grow for 24 h (to approximately 80% con-
fluency), and then treated overnight with 1 μM retinoic
acid and either 0.5% CSC or 0.5% dimethyl sulfoxide (dilu-
ent, DMSO, Sigma). Cultures were treated with a second
dose of CSC or DMSO at 14 h after the initial dose. Nu-
clear extracts were harvested at 15 min, 30 min, 60 min,
and 120 min after the second dose of CSC or DMSO
using standard protocols [40], and nuclear protein was
quantified using the Bradford Assay (Bio-Rad). Electro-
phoretic mobility shift assays (EMSA) were performed
using standard protocols [41], using 10 μg of nuclear pro-
tein with a [γ-32P] ATP radiolabeled double-stranded
DNA probe to detect a consensus sequence for the most
abundant RA response element, the RA receptor beta D5
response element [42]. Sequences for the DR5 probe were
(forward) AGGGTTCACCGAAAGTTCACTCG and
(reverse) CGAGTGAACTTTCGGTGAACCCT. The
negative control consisted of substituting an equal volume
of extraction buffer for the nuclear extract.
Statistics
Data are reported as mean ± S.E.M. if normally distribu-
ted and median with interquartile ranges (25% - 75%) if
not normally distributed. Expression differences between
groups were analyzed using Student’s t-test for normally
distributed data. Data that were not normally distributed
were analyzed using non-parametric statistical tests
(Mann–Whitney). Differences were accepted as statisti-
cally significant when P< 0.05.
Results
Murine model of gestational tobacco toxin exposure
We adapted a published [43-45] adult murine model of
cigarette smoke exposure to examine the effects of pre-
natal tobacco toxin exposure in juvenile mice. Total parti-
culates in this model were 310.6 mg/mm3. Cigarette
smoke-exposed pregnant adult female mice (N=8)
had significantly (P< 0.05) greater plasma levels of the
nicotine metabolite cotinine compared to tobacco-naïve
mice (N=8): the median cotinine plasma level in the
smoke-exposed mice was 30 ng/ml (interquartile range
8.9 ng/ml – 45.4 ng/ml) compared to 3.0 ng/ml (interquar-
tile range 2.6 ng/ml – 3.3 ng/ml) in the nonsmoking mice.
Similarly, median placenta cotinine levels were also signifi-
cantly (P< 0.05) increased in the smoke-exposed mice:
6.7 ng/ml (interquartile range 2.9 ng/ml – 10.1 ng/ml),
whereas no placental cotinine was detected in the tobacco-
naïve mice. The average litter size of the smoke-exposed
females was 6.5 (± 0.38) pups, which was significantly
(P=0.028) smaller than the average litter size of the non-
smoker mice: 7.8 (± 0.39) pups.
In our model, exposure to maternal smoking caused

significantly (P< 0.001) decreased weights in the off-
spring that persisted until at least postnatal day 5 (P5),
with average body weight 3.3 gm (± 0.09 gm) in the
non-exposed pups and 2.5 gm (± 0.08 gm) in the mice
with prenatal tobacco toxin exposure. Additionally, our
model showed that tobacco toxin exposure during devel-
opment significantly (P = 0.009) increased mean linear
intercept (MLI) at P14, consistent with increased average
distance between gas exchange elements in the distal
lung, in these mice compared to age-matched tobacco-
naïve mice (Figure 1).
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Figure 2 Quantitative PCR analysis of RA pathway components
at postnatal day 5 (P5) comparing mice with tobacco toxin
exposure during lung development (TT, N= 9) to tobacco naïve
(NS, N= 5) mice. All results normalized to expression of 18 S.
Compared to NS mice, lung tissue samples from mice with TT had
decreased expression of retinoic acid receptors (RAR) alpha and
beta, retinoid X receptor (RXR) alpha, nuclear receptor family 2,
group F, member 2 (Nr2f2) – also known as chicken ovalbumin
upstream promoter transcription factor 2 (COUP TF 2), retinaldehyde
dehydrogenase 1 (Raldh1), and cytochrome P450 26b1 (Cyp 26b1).
Data are presented as mean± SEM. NS = tobacco naïve. Data
comparison performed using Student’s t-test for normally distributed
data and Mann–Whitney for non-normally distributed data.
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Maternal smoking decreases expression of components
of the retinoic acid signaling pathway in a murine model
We tested the hypothesis that maternal smoking causes
abnormalities in the RA signaling pathway in the lungs
of offspring by first using quantitative PCR to compare
mRNA expression of RA signaling pathway components
in distal lung tissue RNA extracted from juvenile mice
(postnatal ages P0 – P10) with/without tobacco toxin ex-
posure during development We used 18 S ribosomal
RNA expression as an endogenous control since it is not
regulated during lung development.
This analysis showed that mice with exposure to

tobacco toxins during lung development had signifi-
cantly decreased mRNA for multiple components of the
RA signaling pathway at P5. These included RA receptor
alpha (Rara, P = 0.008), RA receptor beta (Rarb,
P = 0.008) retinoid-X receptor alpha (Rxra, P = 0.015),
retinaldehyde dehydrogenase-1 (Raldh1, P = 0.003), cyto-
chrome P450 26b1 (P< 0.001), and nuclear receptor
family 2, group F, member 2 (Nr2f2) – also known as
chicken ovalbumin upstream transcription factor 2
(COUP TF2, P = 0.023) expression on day P5 compared
to tobacco naïve mice (Figure 2). Additionally, mice with
tobacco toxin exposure also had decreased mRNA ex-
pression for retinoid X receptor gamma at P7 (Rxrg,
P = 0.021). Details of the mRNA expression analyses are
given in Supplemental Data (Additional file 1: Table S1).
Since tobacco toxin exposure during development

caused abnormal mRNA expression for several of the
elements of the RA signaling pathway, we determined if
protein expression was also affected by tobacco toxin ex-
posure. Western blot analysis was performed for retinoid
X receptor alpha (RXRalpha), RA receptor alpha (RAR-
alpha), RA receptor beta (RARbeta), and RA receptor
gamma (RARgamma) in protein extracted from distal
lung tissue from mice with and without tobacco toxin
exposure during development (N ≥ 4 each group) at time
points P3, P5, and P7. Similar to the mRNA analysis,
these studies showed significantly decreased protein
Figure 1 Increased airspace size in mice with tobacco toxin (TT) expo
mice. A. Representative section of lung tissue stained with hematoxylin an
20X) showing normal alveolar size. B. H&E stain of representative section o
enlarged airspace size, consistent with alveolarization defect. C. The mean
elements, is significantly larger in TT mice compared to NS mice. Data com
mice in group. Data are mean± SEM.
expression for components of the RA signaling pathway
in mice with tobacco toxin exposure (Figure 3). How-
ever, the kinetics of the decreased protein expression dif-
fered from that of the mRNA expression. At P3,
RXRalpha (P = 0.0089), RARbeta (P = 0.0001), RAR-
gamma (P = 0.0042), and RARalpha (P = 0.0498) were all
significantly decreased in the mice with tobacco toxin
exposure. In contrast to the mRNA expression pattern,
sure during lung development compared to tobacco-naïve (NS)
d eosin (H&E) from postnatal day 14 (P14) NS mouse (Magnification,
f lung tissue from P14 TT mouse (Magnification, 20X) showing
linear intercept, which reflects average distance between gas exchange
parison performed using Student’s t-test. Abbreviation: N = number of
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Figure 3 Western blot analyses for retinoid X receptor alpha (RXRalpha), retinoic acid receptor alpha (RARalpha), retinoic acid receptor
beta (RARbeta), and retinoic acid receptor gamma (RARgamma) expression in distal lung tissue from mice with and without tobacco
toxin exposure during development (TT) at postnatal age P3, P5, and P7. Representative Western blots for RXRalpha (A), RARalpha (C),
RARbeta (E), and RARgamma (G). Panels B., D, F, and H: Densitometry analyses of Western blots on distal lung tissue from juvenile mice at
postnatal ages P3 with (N= 6) and without (N = 6) TT, P5 (N= 4 each with/without TT), and P7 with (N= 6) and without (N = 5) TT. Compared to
tobacco-naïve mice, TT pups expressed significantly decreased RXRalpha at each time point (B): at P3, P = 0.0089, at P5 P = 0.0138, and at P7
P = 0.0227. Decreased expression in the TT mice was also seen for RARalpha, although differences between groups were less than those for
RXRalpha, with borderline significance observed at P3 (P = 0.0498) and trends for decreased expression at P5 (P = 0.0709) at P5 and P7 (P = 0.0866)
(D). In contrast, TT mice only showed significantly decreased RARbeta at P3 (P< 0.001) (F). The expression of RARgamma was similar to that of
RARbeta, with significant decreases seen in the TT mice at P3 (P = 0.0042), with a trend toward decrease at P7 (P = 0.0728). Data comparison
performed using Student’s t-test. Abbreviations: RXR = retinoid X receptor, RAR= retinoic acid receptor.
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only RXRalpha was significantly decreased (P = 0.0138)
at P5. At P7, RXRalpha was significantly decreased
(P = 0.0227), with a trend toward decreased RARgamma
(P = 0.0728) in the tobacco toxin exposed mice. Thus,
both the mRNA and protein analysis showed that
tobacco toxin exposure during development caused sig-
nificantly decreased expression of multiple components
of the RA signaling system in the postnatal murine lung.
Cigarette smoke condensate decreases RA response
element activation in vitro
RA signaling requires the formation of a RAR-RXR het-
erodimer, which then binds to a RA response element in
RA-regulated genes to modify transcription. Heterodi-
mer binding is down-regulated by Nr2f1 and Nr2f2,
which compete for the RXRs. Exposure to tobacco tox-
ins decreased expression for multiple RA pathway
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components, including RARs, RXRs, and Nr2f2. The
qPCR and Western blot analyses indicated that the RA
system is affected by tobacco toxin exposure, but did not
determine whether such exposures are functionally sig-
nificant. We therefore next examined whether lipid-
soluble components of cigarette smoke could possibly
affect the activation of a RA response element in an
in vitro cell culture system, using the pulmonary type II
cell-like cell line A549. We examined RA response elem-
ent activation by transfecting these cultures with a com-
mercially available luciferase reporter plasmid containing
the RA response element. This plasmid showed robust
luciferase activity following stimulation with 1 μM RA,
with minimal activity demonstrated after transfection
with the plasmid backbone (Figure 4). This luciferase ac-
tivity was significantly (P< 0.05) decreased in a dose-
dependent fashion by treating the cultures with lipid-
soluble cigarette smoke condensate (CSC, Figure 4).
Toxicity analysis by LDH release showed no significant
LDH release at the 0, 0.25, and 0.50% CSC. This analysis
did show a significant increase in LDH at 0.75% CSC,
which was a greater concentration than that which sig-
nificantly decreased luciferase activity in the A549 cells
(data not shown). Therefore, the decreased luciferase ac-
tivity was not explained by cell toxicity alone.
Decreased RA response element activation could be

caused by decreased binding of the RAR-RXR heterodimer
to the RA response element, or by decreased functioning of
the normally bound RAR-RXR heterodimer. We tested
whether decreased RAR-RXR binding contributed to the
decreased RA response activation observed in our CSC-
treated cell cultures by performing electrophoretic mobility
ytivitc
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Figure 4 Cigarette smoke condensate (CSC) significantly
(P< 0.05) decreases retinoic acid-stimulated (1 μM all groups)
response element (RARE) activity as detected by a luciferase
reporter plasmid in A549 cells. Luciferase activity was normalized
to that of the retinoic acid-stimulated cultures without CSC. Data
(mean± SEM) are from 4 independent experiments. Data
comparison performed using Student’s t-test.
shift assays (EMSA) to determine whether CSC could de-
crease binding of nuclear extracts from A549 cells to the
well-characterized consensus binding sequence of the D5
RA response element, which is the most common of the
RA response elements [42]. EMSA confirmed that nuclear
extract from RA-treated (1 μM) A549 cells exhibited bind-
ing to the RA response element, as evidenced by a single
band in the vehicle-treated groups (lanes 2 – 5) that was
not present without addition of nuclear extract (lane 1).
Nuclear protein binding was visibly decreased following
treatment with CSC 0.50% at 30 (lane 7) and 60 (lane 8)
minutes compared with vehicle control at these same time
points (lanes 3 and 4, Figure 5A). Quantification of binding
in two different EMSAs supported a decrease in binding at
30, 60, and 120 minutes after CSC treatment compared
with vehicle control (Figure 5B). Thus, EMSA indicated
that decreased nuclear protein binding to the RA response
elements might contribute to the decreased activity of the
RA response element following CSC.

Maternal smoking decreases expression of RA-regulated
genes in vivo
Since our in vitro studies suggested that tobacco toxins
could decrease the activity of the RA signaling pathway,
we next used our murine model to determine whether
there was evidence for decreased RA signaling in mice
with tobacco toxin exposure during lung development.
RA signaling modulates several aspects of lung matur-
ation and postnatal growth including alveolarization and
surfactant apoprotein B expression. We focused these
studies on the P5 time point since that had previously
shown the greatest number of abnormalities in RA path-
way component expression in the mice with tobacco
toxin exposure. We used qPCR to compare the expres-
sion of mRNA for a panel of five genes that are regu-
lated by RA [46]: smooth muscle actin (SMA),
transforming growth factor-β (TGFβ), platelet endothe-
lial cell adhesion molecule (PECAM, CD31), vascular
endothelial growth factor (VEGF), and surfactant apo-
protein B (SPB). This analysis (Figure 6) showed that
mice exposed to tobacco toxins during lung develop-
ment had significantly decreased mRNA expression for
SMA (P = 0.016), TGF-β (P = 0.011), PECAM (P= 0.011),
VEGF (P = 0.003), and SPB (P = 0.033) at P5. Details of
the mRNA expression analyses are given in Supplemen-
tal Data (Additional file 2: Table S2). Thus, the qPCR
analyses indicate that exposure to tobacco toxins during
lung development via maternal smoking could decrease
the postnatal functioning of the RA pathway in our mur-
ine model.

Discussion
This study shows that exposure to tobacco toxins via
maternal smoking during lung development causes



Free probe

Lanes       1     2    3    4   5    6    7   8    9

  N   15  30  60 120   15  30  60  120

Vehicle                 CSCA

B

0.0

0.5

1.0

1.5

2.0

2.5

3.0 No NE 
Vehicle 
CSC 

N
or

m
al

iz
ed

 D
en

si
to

m
et

ry
 R

at
io

Time point    15m  30m 1h  2h        15m  30m 1h   2h

Figure 5 Cigarette smoke condensate (CSC) decreases retinoic
acid response element binding in vitro. A: Representative
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replication. B: Relative densities of A549 cell nuclear extract/DR5
retinoic acid response element complexes (normalized to free
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Figure 6 Real-time PCR analysis of postnatal day 5 murine lung
tissue showing significantly decreased expression of mRNA
(normalized for 18 S expression) for genes regulated by
retinoic acid that modulate alveolarization and/or postnatal
lung function in mice exposed to tobacco toxin exposure
during lung development (TT, N=5) compared to tobacco-naïve
mice (NS, N=9). Abbreviations: SMA= smooth muscle actin,
CD31= platelet endothelial cell adhesion molecule, VEGF = vascular
endothelial cell growth factor alpha, TGF-β= transforming growth
factor beta, SPB = surfactant apoprotein beta. Data are presented as
mean± SEM. Data comparison performed with Student’s t-test for
normally distributed data and Mann–Whitney for non-normally
distributed data.
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postnatal abnormalities in the RA signaling system. Our
model of murine cigarette smoke exposure during preg-
nancy caused significantly increased levels of a nicotine me-
tabolite, cotinine, in both the maternal serum and placental
tissues. Of note, our analysis also detected a low-level of
cotinine in the serum, but not the placental tissues, of the
nonsmoking adult mice. The concentration of serum
cotinine in these animals was very low, near the limits of
detection of our assay, and corresponded to similar findings
reported in other rodent models [47,48]. The source of
cotinine in the nonsmoking mice is not clear, however, it is
possible that it may be a dietary source and/or vitamin sup-
plement – niacin has been reported to cross-react with
cotinine assays, and low levels of nicotine have been
demonstrated in some none-tobacco plants [49,50]. Similar
to what other investigators have reported [51], mice with
tobacco toxin exposure during development had decreased
weights compared to tobacco-naïve pups. In our model, the
differences in weights were detected through postnatal day
5 (P5).
Regarding the histological changes in the juvenile mice

with developmental tobacco toxin exposure, our model
caused a significant increase in the mean linear intercept,
which is an estimate of the average distance between gas
exchange elements, at P14. This is consistent with defect-
ive alveolarization in the mice with tobacco toxin expos-
ure during lung development. While commonly used to
compare distal lung architecture [43,45,52-64], the mean
linear intercept does not provide an accurate assessment
of the irregularly shaped alveolus [34]. Additionally, it is
not as sensitive as other morphometric approaches, espe-
cially if the changes in tissue architecture are not uni-
formly distributed throughout the lung parenchyma
[34,65]. Thus, our analysis may have underestimated the
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effects of tobacco toxin exposure on the immature lung
architecture. Of note, cigarette smoke exposure in adult
mice frequently requires several months to establish
emphysematous-like changes [43-45,62,63]. Our finding
of defective alveolarization following tobacco toxin expos-
ure during gestation and neonatal lung development, simi-
lar to that reported by other investigators [57,66], suggests
that the immature lung may have heightened susceptibility
to the effects of tobacco toxins.
The histological abnormalities were associated with

decreased mRNA and protein expression of several RA
signaling pathway elements in distal lung tissue from
mice with tobacco toxin exposure during lung develop-
ment. This analysis examined time points which encom-
passed the start of rapid alveolarization in the mouse, of
which retinoids are critical mediators [18,21,22,67,68].
Unexpectedly, these abnormalities were not greatest im-
mediately after birth, but instead were greatest between
P3 to P5, and diminished thereafter. Thus, the effects of
maternal smoking persisted in the juvenile mice for sev-
eral days after birth. The significance of the P5 time
point is that this is immediately before the onset of rapid
alveolarization in the mouse [69]. Therefore, abnormal-
ities at this time point might have a disproportionately
greater impact on alveolarization, such as those shown
in our histological analyses. Our data suggest that the
effects of developmental exposure to tobacco toxins are
greatest at this important postnatal period of lung mat-
uration. The onset of alveolarization is characterized by
down-regulation of Rara, Rarb, and Rarg isoforms in the
lung [70,71]. However, the roles of the retinoids in alveo-
larization are complex – absence of Rara and/or Rarg
causes defective alveolarization [22,72]. These studies in-
dicate that, normal alveolarization requires precise regu-
lation of the kinetics and abundance of retinoids
[21,71,73]. Our data suggest that tobacco toxin exposure
during development disrupts this highly regulated process.
We tested whether the decrease in RA pathway com-

ponents could possibly be functionally significant by
examining an in vitro cell culture model. Our analysis of
the expression of RA pathway components showed that
a negative regulator of RAR signaling, Nr2f2, was
decreased in the mice with tobacco toxin exposure. The
decrease in a negative regulator would be expected to
increase RA signaling. However, the decreased expres-
sion of the other components of the RA pathway would
tend to decrease RA signaling. Thus, our RNA expres-
sion findings did not clearly indicate whether RA signal-
ing would be affected by cigarette smoke exposure. We
therefore determined whether components of cigarette
smoke could possibly affect activation of a RA response
element in an in vitro cell culture model. Treatment of
the type II-like cell line, A549, with cigarette smoke con-
densate (CSC) decreased activation of a RA response
element in a luciferase reporter plasmid, and EMSA
demonstrated that CSC decreased binding of nuclear
extracts prepared from A549 cells to the most common
RA response element, the DR5. Such decreased binding
and RA response element activation would tend to re-
duce RA-regulated gene transcription. Therefore, our
cell culture data suggested that it would be feasible for
tobacco toxin exposure to affect the functioning of the
RA signaling pathway in vivo.
Since our in vitro model suggested that components

of cigarette smoke might decrease RA signaling in lung
cells, we examined our in vivo model of murine devel-
opmental tobacco toxin exposure for similar evidence of
decreased RA pathway function by examining mRNA
expression of RA-regulated genes in lung tissue from
mice with developmental tobacco toxin exposure. This
analysis showed that prenatal cigarette smoke exposure
decreased mRNA for SMA [74,75], CD31 [76], TGF-β
[77,78], VEGF [79], and SPB [80,81] – all of which
modulate postnatal alveolarization and/or lung func-
tion. Additionally, RA modulates the expression of all of
these genes [46]. The effects of RA on these genes can
vary with the specific model studied. RA modulation of
TGF-β provides a good example of the context-
dependent effects of RA, since RA has been shown to
both decrease [82,83] and increase [84-86] TGF-β ex-
pression. RA can increase transcription either by dir-
ectly activating RA response elements in the upstream
promoter region, as observed with SPB [23], and/or by
modulating the activity of transcription factors such as
hypoxia-inducible factor-1α [87]or Sp1 [88,89], as is the
case with VEGF, SMA [90], and PECAM [91,92]. The
two mechanisms are not mutually exclusive. For ex-
ample, RA-modulation of SPB includes activation of a
promoter RA response element [23] and activation of
transcription factors TTF-1 [93,94], signal transducers
and activators of transcription-3 (STAT3), and Janus
family tyrosine kinase-1 (JAK1) [95]. Additionally, the
effects of RA can be amplified by RA-mediated increase
in growth factor receptors, which occurs with VEGF
[96] and TGF-β. Thus, our in vitro and in vivo data sup-
port the hypothesis that components of cigarette smoke
can decrease the activity of the RA signaling pathway in
the immature lung.
The retinoids are critical mediators of lung develop-

ment and maturation [68,70,97-103], including alveolari-
zation [20,22,72]. However, this signaling pathway has
not been extensively studied in relation to cigarette
smoking. Animal models have shown decreased serum
vitamin A levels following cigarette smoke exposure in
adult rats. The serum vitamin A levels were inversely
correlated with the amount of emphysematous changes
in lung tissue [26]. Moreover, a recent study in adult
C57Bl/6 mice showed that vitamin A deficiency
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significantly increased the degree of cigarette smoke-
induced lung damage in comparison to cigarette smoke
exposure in vitamin A-replete mice [104]. In humans,
several studies have reported that cigarette smokers have
decreased serum beta carotene [27,28]; one large study
has also shown decreased serum retinol levels in current
smokers compared to former smokers [28]. Cigarette
smoking increases methylation of the promoter of the
gene encoding RAR-beta, thereby decreasing expression
of this receptor [105-107]. Additionally, squamous meta-
plasia is observed in both vitamin A deficiency and smo-
kers [103], and a clinical trial of supplementing 13-cis
RA showed improved lung epithelial histology [108].
However, clinical trials of supplementing beta carotene
in active smokers showed a trend toward increased lung
cancer in patients receiving beta carotene. Subsequent
analysis suggests that the mechanism of this increase
could be due to down-regulation of RA signaling caused
by excess beta carotene [109,110].
Our data extend the findings of other investigators

studying the effects of maternal smoking in animal mod-
els. Both maternal nicotine treatment and cigarette
smoke exposure disrupt alveolarization in rats, guinea
pigs, mice, and rhesus monkeys [66,111-115]. Of note, a
recent report by Singh and colleagues demonstrated that
maternal smoking decreased cAMP in the lung tissue of
the offspring [66]. Although retinoids were not specific-
ally examined in that study, cAMP can modulate the ac-
tivity of Rara through protein kinase A sites in the Rara
promoter [116-118].
Our murine model has several limitations. First, the

control mice were exposed to filtered air only, and not
put into unused smoking chambers (sham-exposed). Fil-
tered air as the control exposure has been used by other
investigators examining cigarette smoke exposure in
adult mice, and has been found to be equivalent to sham
exposures [44,45,62]. However, we cannot rule out a
possible contribution from the enclosure in the smoking
chamber in our tobacco toxin-exposed mice. Addition-
ally, the maternal cigarette exposure was continued fol-
lowing parturition. This was necessary because our
preliminary experiments established that maternal be-
havior was very poor if the cigarette exposure was
abruptly discontinued following delivery. Thus, our
model did not isolate the tobacco toxin exposure to ges-
tation. Since lung development in the mouse continues
for at least two weeks after birth [69,119], our findings
remain informative regarding the effects of tobacco toxin
exposure in the developing lung despite this limitation.
Another limitation is that our in vitro cell culture
experiments provide supportive, but not conclusive, evi-
dence of decreased RA signaling following tobacco toxin
exposure during lung development. Definitive experi-
ments to prove that tobacco toxin exposure decreases
RA signaling in the immature lung would require a
detailed analysis of in vivo signaling pathway activity,
and are beyond the scope of this report.

Conclusions
Our data show that exposure to tobacco toxins during
development decreases the expression of RA pathway
elements in the immature lung, which indicates that this
important signaling pathway is vulnerable to the effects
of maternal smoking during pregnancy. The decreases
were most pronounced immediately before the onset of
rapid alveolarization, at post-natal days 3–5. In vitro
experiments using a luciferase reporter plasmid showed
that CSC decreased activation of the RA response elem-
ent. Additionally, tobacco toxin exposure during devel-
opment decreased the expression of RA-regulated genes,
suggestive of decreased RA pathway functioning in the
smoke-exposed mice. We therefore propose that
decreased RA pathway activity may be a mechanism of
lung injury caused by prenatal tobacco toxin exposure,
and may represent a therapeutic target for pediatric lung
disease that arises from maternal smoke exposure.

Additional files

Additional file 1: Table S1. Tobacco toxin exposure during
development causes abnormal postnatal retinoic acid receptor
expression.

Additional file 2: Table S2. Prenatal tobacco toxin exposure causes
abnormal postnatal expression of genes modulated by retinoic acid.

Competing interests
None of the authors have competing interests.

Authors’ contributions
SEM, LAS, and YP assisted in experimental design, performed experiments,
and assisted in the writing of the manuscript. CV, CHA and RMB performed
experiments and assisted in the writing of the manuscript. WC assisted in
experimental design and the writing of the manuscript. KJH developed and
coordinated the experimental design and assisted in writing the manuscript.
All authors read and approved the final manuscript.

Authors’ information
WC is a senior member of the research faculty of Boston University Medical
Center in Boston, MA. He is an expert on the roles of retinoic acid in lung
development. CAV is a senior researcher in pharmacology at Children’s
Mercy Hospital and Clinics in Kansas City, MO. RMB and KJH are physician-
researchers at the Brigham and Women’s Hospital in Boston, MA.

Acknowledgements
The authors thank Feige Kaplan, Ph.D. and Steven D. Shapiro, M.D. for helpful
discussions and their insightful recommendations.
This study was funded by Flight Attendants Medical Research Institute
(FAMRI) Clinical Innovator’s Award CIA_062525 (KJH), NIH K08 HL7910 (KJH),
NIH R01 HL097144 (KJH), and NIH R03 ES16399 (KJH), and by the Lovelace
Respiratory Research Institute/ Brigham and Women’s Hospital (LRRI/BWH)
consortium for lung research.

Author details
1Department of Medicine, Division of Pulmonary and Critical Care, Brigham
and Women’s Hospital, Boston, MA, USA. 2Pulmonary Center of Boston

http://www.biomedcentral.com/content/supplementary/1465-9921-13-42-S1.doc
http://www.biomedcentral.com/content/supplementary/1465-9921-13-42-S2.doc


Manoli et al. Respiratory Research 2012, 13:42 Page 11 of 13
http://respiratory-research.com/content/13/1/42
University School of Medicine, Boston, MA, USA. 3Division of Pediatric Clinical
Pharmacology, Children’s Mercy Hospital and Clinics, Kansas City, MO, USA.

Received: 11 January 2012 Accepted: 30 April 2012
Published: 1 June 2012
References
1. Hanrahan JP, Tager IB, Segal MR, Tosteson TD, Castile RG, Van Vunakis H,

Weiss ST, Speizer FE: The effect of maternal smoking during pregnancy
on early infant lung function. Am Rev Respir Dis 1992, 145:1129–1135.

2. Tager IB, Hanrahan JP, Tosteson TD, Castile RG, Brown RW, Weiss ST, Speizer
FE: Lung function, pre- and post-natal smoke exposure, and wheezing in
the first year of life. Am Rev Respir Dis 1993, 147:811–817.

3. Tager IB, Ngo L, Hanrahan JP: Maternal smoking during pregnancy: effects
on lung function during the first 18 months of life. Am J Respir Crit Care
Med 1995, 152:977–983.

4. Martinez FD, Cline M, Burrows B: Increased incidence of asthma in
children of smoking mothers. Pediatrics 1992, 89:21–26.

5. Martinez FD, Wright AL, Taussig LM, Holber CJ, Halonen M, Morgan WJ,
Associates TGHM: Asthma and wheezing in the first six years of life. New
Engl J Med 1995, 332:133–138.

6. Tepper RS, Williams-Nkomo T, Martinez T, Kisling J, Coates C, Daggy J:
Parental smoking and airway reactivity in healthy infants. Am J Respir Crit
Care Med 2005, 171(1):78–82.

7. Weitzman M, Gortmaker S, Walker DK, Sobol A: Maternal smoking and
childhood asthma. Pediatrics 1990, 85:505–511.

8. Strachan DP, Cook DG: Parental smoking and lower respiratory illness in
infancy and early childhood. Thorax 1997, 52:905–914.

9. Cook DG, Strachan DP: Parental smoking and prevalence of respiratory
symptoms and asthma in school age children. Thorax 1997,
52:1081–1094.

10. Vineis P, Airoldi L, Veglia P, Olgiati L, Pastorelli R, Autrup H, Dunning A,
Garte S, Gormally E, Hainaut P, et al: Environmental tobacco smoke and
risk of respiratory cancer and chronic obstructive pulmonary disease in
former smokers and never smokers in the EPIC prospective study. BMJ
2005, 330(7486):277.

11. Xu X, Li B: Exposure-response relationship between passive smoking and
adult pulmonary function. Am J Respir Crit Care Med 1995, 151(1):41–46.

12. Barker DJ, Martyn CN: The maternal and fetal origins of cardiovascular
disease. J Epidemiol Community Health 1992, 46(1):8–11.

13. Swanson JM, Entringer S, Buss C, Wadhwa PD: Developmental origins of
health and disease: environmental exposures. Semin Reprod Med 2009,
27(5):391–402.

14. State-specific prevalence and trends in adult cigarette smoking--United
States, 1998–2007. MMWR Morb Mortal Wkly Rep 2009, 58(9):221–226.

15. Tong VT, Jones JR, Dietz PM, D'Angelo D, Bombard JM: Trends in smoking
before, during, and after pregnancy - Pregnancy Risk Assessment
Monitoring System (PRAMS), United States, 31 sites, 2000–2005. MMWR
Surveill Summ 2009, 58(4):1–29.

16. Maden M, Hind M: Retinoic acid, a regeneration-inducing molecule. Dev
Dyn 2003, 226(2):237–244.

17. Frey SK, Vogel S: Vitamin A metabolism and adipose tissue biology.
Nutrients 2011, 3(1):27–39.

18. Massaro GD, Massaro D: Retinoic acid treatment partially rescues failed
septation in rats and in mice. Am J Physiol Lung Cell Mol Physiol 2000,
278(5):L955–L960.

19. Massaro GD, Massaro D: Retinoic acid treatment abrogates elastase-
induced pulmonary emphysema in rats. Nat Med 1997, 3(6):675–677.

20. Massaro GD, Massaro D: Postnatal treatment with retinoic acid increases
the number of pulmonary alveoli in rats. Am J Physiol 1996, 270(2 Pt 1):
L305–L310.

21. Massaro GD, Massaro D, Chambon P: Retinoic acid receptor-alpha
regulates pulmonary alveolus formation in mice after, but not during,
perinatal period. Am J Physiol Lung Cell Mol Physiol 2003, 284(2):L431–L433.

22. Yang L, Naltner A, Yan C: Overexpression of dominant negative retinoic
acid receptor alpha causes alveolar abnormality in transgenic neonatal
lungs. Endocrinology 2003, 144(7):3004–3011.

23. Yan C, Ghaffari M, Whitsett JA, Zeng X, Sever Z, Lin S: Retinoic acid-
receptor activation of SP-B gene transcription in respiratory epithelial
cells. Am J Physiol 1998, 275(2 Pt 1):L239–L246.
24. Liu B, Harvey CS, McGowan SE: Retinoic acid increases elastin in neonatal
rat lung fibroblast cultures. Am J Physiol 1993, 265(5 Pt 1):L430–L437.

25. Pino-Lagos K, Benson MJ, Noelle RJ: Retinoic acid in the immune system.
Ann N Y Acad Sci 2008, 1143:170–187.

26. Li T, Molteni A, Latkovich P, Castellani W, Baybutt RC: Vitamin A depletion
induced by cigarette smoke is associated with the development of
emphysema in rats. J Nutr 2003, 133(8):2629–2634.

27. Chelchowska M, Ambroszkiewicz J, Gajewska J, Laskowska-Klita T,
Leibschang J: The effect of tobacco smoking during pregnancy on
plasma oxidant and antioxidant status in mother and newborn. Eur J
Obstet Gynecol Reprod Biol 2011, 155(2):132–136.

28. Goodman GE, Schaffer S, Omenn GS, Chen C, King I: The association
between lung and prostate cancer risk, and serum micronutrients:
results and lessons learned from beta-carotene and retinol efficacy trial.
Cancer Epidemiol Biomarkers Prev 2003, 12(6):518–526.

29. Stryker WS, Kaplan LA, Stein EA, Stampfer MJ, Sober A, Willett WC: The relation
of diet, cigarette smoking, and alcohol consumption to plasma beta-
carotene and alpha-tocopherol levels. Am J Epidemiol 1988, 127(2):283–296.

30. Faure H, Preziosi P, Roussel AM, Bertrais S, Galan P, Hercberg S, Favier A:
Factors influencing blood concentration of retinol, alpha-tocopherol,
vitamin C, and beta-carotene in the French participants of the SU.VI.
MAX trial. Eur J Clin Nutr 2006, 60(6):706–717.

31. Palli D, Decarli A, Russo A, Cipriani F, Giacosa A, Amadori D, Salkeld R, Salvini
S, Buiatti E: Plasma levels of antioxidant vitamins and cholesterol in a
large population sample in central-northern Italy. Eur J Nutr 1999,
38(2):90–98.

32. Rust P, Lehner P, Elmadfa I: Relationship between dietary intake,
antioxidant status and smoking habits in female Austrian smokers. Eur J
Nutr 2001, 40(2):78–83.

33. Trobs M, Renner T, Scherer G, Heller WD, Geiss HC, Wolfram G, Haas GM,
Schwandt P: Nutrition, antioxidants, and risk factor profile of
nonsmokers, passive smokers and smokers of the Prevention Education
Program (PEP) in Nuremberg, Germany. Prev Med 2002, 34(6):600–607.

34. Hsia CC, Hyde DM, Ochs M, Weibel ER: An official research policy
statement of the American Thoracic Society/European Respiratory
Society: standards for quantitative assessment of lung structure. Am J
Respir Crit Care Med 2010, 181(4):394–418.

35. Plikaytis BD, Turner SH, Gheesling LL, Carlone GM: Comparisons of
standard curve-fitting methods to quantitate Neisseria meningitidis
group A polysaccharide antibody levels by enzyme-linked
immunosorbent assay. J Clin Microbiol 1991, 29(7):1439–1446.

36. Haley KJ, Sunday ME, Porrata Y, Kelley C, Twomey A, Shahsafaei A, Galper B,
Sonna LA, Lilly CM: Ontogeny of the eotaxins in human lung. Am J Physiol
Lung Cell Mol Physiol 2008, 294(2):L214–L224.

37. Kim HP, Chen ZH, Choi AM, Ryter SW: Analyzing autophagy in clinical
tissues of lung and vascular diseases. Methods Enzymol 2009, 453:197–216.

38. Baron RM, Lopez-Guzman S, Riascos DF, Macias AA, Layne MD, Cheng G, Harris
C, Chung SW, Reeves R, von Andrian UH, et al: Distamycin A inhibits HMGA1-
binding to the P-selectin promoter and attenuates lung and liver
inflammation during murine endotoxemia. PLoS One 2010, 5(5):e10656.

39. Herbomel P, Bourachot B, Yaniv M: Two distinct enhancers with different
cell specificities coexist in the regulatory region of polyoma. Cell 1984,
39(3 Pt 2):653–662.

40. Dignam JD, Lebovitz RM, Roeder RG: Accurate transcription initiation by
RNA polymerase II in a soluble extract from isolated mammalian nuclei.
Nucleic Acids Res 1983, 11(5):1475–1489.

41. Pellacani A, Wiesel P, Razavi S, Vasilj V, Feinberg MW, Chin MT, Reeves R,
Perrella MA: Down-regulation of high mobility group-I(Y) protein
contributes to the inhibition of nitric-oxide synthase 2 by transforming
growth factor-beta1. J Biol Chem 2001, 276(2):1653–1659.

42. Si J, Collins SJ: IL-3-induced enhancement of retinoic acid receptor
activity is mediated through Stat5, which physically associates with
retinoic acid receptors in an IL-3-dependent manner. Blood 2002,
100:(13)4401–4409.

43. Hautamaki RD, Kobayashi DK, Senior RM, Shapiro SD: Requirement for
macrophage elastase for cigarette smoke-induced emphysema in mice.
Science 1997, 277(5334):2002–2004.

44. Chen K, Pociask DA, McAleer JP, Chan YR, Alcorn JF, Kreindler JL, Keyser MR,
Shapiro SD, Houghton AM, Kolls JK, et al: IL-17RA is required for CCL2
expression, macrophage recruitment, and emphysema in response to
cigarette smoke. PLoS One 2011, 6(5):e20333.



Manoli et al. Respiratory Research 2012, 13:42 Page 12 of 13
http://respiratory-research.com/content/13/1/42
45. Maeno T, Houghton AM, Quintero PA, Grumelli S, Owen CA, Shapiro SD:
CD8+ T Cells are required for inflammation and destruction in cigarette
smoke-induced emphysema in mice. J Immunol 2007, 178(12):8090–8096.

46. Balmer JE, Blomhoff R: Gene expression regulation by retinoic acid. J Lipid
Res 2002, 43(11):1773–1808.

47. Gandley RE, Jeyabalan A, Desai K, McGonigal S, Rohland J, DeLoia JA:
Cigarette exposure induces changes in maternal vascular function in a
pregnant mouse model. Am J Physiol Regul Integr Comp Physiol 2010,
298(5):R1249–R1256.

48. Klein LC, Stine MM, Pfaff DW, Vandenbergh DJ: Maternal nicotine exposure
increases nicotine preference in periadolescent male but not female
C57B1/6 J mice. Nicotine Tob Res 2003, 5(1):117–124.

49. Siegmund B, Leitner E, Pfannhauser W: Determination of the nicotine
content of various edible nightshades (Solanaceae) and their products
and estimation of the associated dietary nicotine intake. J Agric Food
Chem 1999, 47(8):3113–3120.

50. Eswara AR, Nochur SV, Mossman DJ: Detection of nicotine and its
metabolites in urine. Am J Health Behav 1996, 20(5):333–345.

51. Larcombe AN, Foong RE, Berry LJ, Zosky GR, Sly PD: In utero cigarette
smoke exposure impairs somatic and lung growth in BALB/c mice.
Eur Respir J 2011, 38(4):932–938.

52. Otto-Verberne CJ, Ten Have-Opbroek AA, Franken C, Hermans J, Dijkman JH:
Protective effect of pulmonary surfactant on elastase-induced
emphysema in mice. Eur Respir J 1992, 5(10):1223–1230.

53. Subramaniam M, Bausch C, Twomey A, Andreeva S, Yoder BA, Chang L,
Crapo JD, Pierce RA, Cuttitta F, Sunday ME: Bombesin-like peptides
modulate alveolarization and angiogenesis in bronchopulmonary
dysplasia. Am J Respir Crit Care Med 2007, 176(9):902–912.

54. Hodge-Bell KC, Lee KM, Renne RA, Gideon KM, Harbo SJ, McKinney WJ:
Pulmonary inflammation in mice exposed to mainstream cigarette
smoke. Inhal Toxicol 2007, 19(4):361–376.

55. van der Deen M, Timens W, Timmer-Bosscha H, van der Strate BW, Scheper
RJ, Postma DS, de Vries EG, Kerstjens HA: Reduced inflammatory response
in cigarette smoke exposed Mrp1/Mdr1a/1b deficient mice. Respir Res
2007, 8:49.

56. Sato A, Hirai T, Imura A, Kita N, Iwano A, Muro S, Nabeshima Y, Suki B,
Mishima M: Morphological mechanism of the development of pulmonary
emphysema in klotho mice. Proc Natl Acad Sci U S A 2007,
104(7):2361–2365.

57. McGrath-Morrow S, Rangasamy T, Cho C, Sussan T, Neptune E, Wise R,
Tuder RM, Biswal S: Impaired lung homeostasis in neonatal mice exposed
to cigarette smoke. Am J Respir Cell Mol Biol 2008, 38(4):393–400.

58. Chetty A, Cao GJ, Severgnini M, Simon A, Warburton R, Nielsen HC: Role of
matrix metalloprotease-9 in hyperoxic injury in developing lung. Am J
Physiol Lung Cell Mol Physiol 2008, 295(4):L584–L592.

59. Harada H, Imamura M, Okunishi K, Nakagome K, Matsumoto T, Sasaki O,
Tanaka R, Yamamoto K, Dohi M: Upregulation of lung dendritic cell
functions in elastase-induced emphysema. Int Arch Allergy Immunol 2009,
149(Suppl 1):25–30.

60. Brandsma CA, Timens W, Geerlings M, Jekel H, Postma DS, Hylkema MN,
Kerstjens HA: Induction of autoantibodies against lung matrix proteins
and smoke-induced inflammation in mice. BMC Pulm Med 2010, 10:64.

61. Chen H, Wang L, Gong T, Yu Y, Zhu C, Li F, Li C: EGR-1 regulates Ho-1
expression induced by cigarette smoke. Biochem Biophys Res Commun
2010, 396(2):388–393.

62. Shapiro SD, Goldstein NM, Houghton AM, Kobayashi DK, Kelley D, Belaaouaj
A: Neutrophil elastase contributes to cigarette smoke-induced
emphysema in mice. Am J Pathol 2003, 163(6):2329–2335.

63. Pemberton PA, Cantwell JS, Kim KM, Sundin DJ, Kobayashi D, Fink JB,
Shapiro SD, Barr PJ: An inhaled matrix metalloprotease inhibitor prevents
cigarette smoke-induced emphysema in the mouse. COPD 2005,
2(3):303–310.

64. Houghton AM, Quintero PA, Perkins DL, Kobayashi DK, Kelley DG,
Marconcini LA, Mecham RP, Senior RM, Shapiro SD: Elastin fragments drive
disease progression in a murine model of emphysema. J Clin Invest 2006,
116(3):753–759.

65. Parameswaran H, Majumdar A, Ito S, Alencar AM, Suki B: Quantitative
characterization of airspace enlargement in emphysema. J Appl Physiol
2006, 100(1):186–193.

66. Singh SP, Barrett EG, Kalra R, Razani-Boroujerdi S, Langley RJ, Kurup V,
Tesfaigzi Y, Sopori ML: Prenatal cigarette smoke decreases lung cAMP
and increases airway hyperresponsiveness. Am J Respir Crit Care Med 2003,
168(3):342–347.

67. Massaro GD, Massaro D, Chan WY, Clerch LB, Ghyselinck N, Chambon P,
Chandraratna RA: Retinoic acid receptor-beta: an endogenous inhibitor of
the perinatal formation of pulmonary alveoli. Physiol Genomics 2000,
4(1):51–57.

68. Desai TJ, Malpel S, Flentke GR, Smith SM, Cardoso WV: Retinoic acid
selectively regulates Fgf10 expression and maintains cell identity in the
prospective lung field of the developing foregut. Dev Biol 2004,
273(2):402–415.

69. Ten Have-Opbroek AA: Lung development in the mouse embryo. Exp
Lung Res 1991, 17(2):111–130.

70. Wongtrakool C, Malpel S, Gorenstein J, Sedita J, Ramirez MI, Underhill TM,
Cardoso WV: Down-regulation of retinoic acid receptor alpha signaling is
required for sacculation and type I cell formation in the developing
lung. J Biol Chem 2003, 278(47):46911–46918.

71. Hind M, Corcoran J, Maden M: Temporal/spatial expression of retinoid
binding proteins and RAR isoforms in the postnatal lung. Am J Physiol
Lung Cell Mol Physiol 2002, 282(3):L468–L476.

72. McGowan S, Jackson SK, Jenkins-Moore M, Dai HH, Chambon P, Snyder JM:
Mice bearing deletions of retinoic acid receptors demonstrate reduced
lung elastin and alveolar numbers. Am J Respir Cell Mol Biol 2000,
23(2):162–167.

73. Maden M, Hind M: Retinoic acid in alveolar development, maintenance
and regeneration. Philos Trans R Soc Lond B Biol Sci 2004,
359(1445):799–808.

74. Leslie KO, Mitchell JJ, Woodcock-Mitchell JL, Low RB: Alpha smooth muscle
actin expression in developing and adult human lung. Differentiation
1990, 44:143–149.

75. Mitchell JJ, Reynolds SE, Leslie KO, Low RB, Woodcock-Mitchell J: Smooth
muscle cell markers in developing rat lung. Am J Respir Cell Mol Biol 1990,
3:515–523.

76. DeLisser HM, Helmke BP, Cao G, Egan PM, Taichman D, Fehrenbach M,
Zaman A, Cui Z, Mohan GS, Baldwin HS, et al: Loss of PECAM-1 function
impairs alveolarization. J Biol Chem 2006, 281(13):8724–8731.

77. Ambalavanan N, Nicola T, Hagood J, Bulger A, Serra R, Murphy-Ullrich J,
Oparil S, Chen YF: Transforming growth factor-beta signaling mediates
hypoxia-induced pulmonary arterial remodeling and inhibition of
alveolar development in newborn mouse lung. Am J Physiol Lung Cell Mol
Physiol 2008, 295(1):L86–L95.

78. Alejandre-Alcazar MA, Michiels-Corsten M, Vicencio AG, Reiss I, Ryu J, de
Krijger RR, Haddad GG, Tibboel D, Seeger W, Eickelberg O, et al: TGF-beta
signaling is dynamically regulated during the alveolarization of rodent
and human lungs. Dev Dyn 2008, 237(1):259–269.

79. Jakkula M, Le Cras TD, Gebb S, Hirth KP, Tuder RM, Voelkel NF, Abman
SH: Inhibition of angiogenesis decreases alveolarization in the
developing rat lung. Am J Physiol Lung Cell Mol Physiol 2000, 279(3):
L600–L607.

80. Clark JC, Wert SE, Bachurski CJ, Stahlman MT, Stripp BR, Weaver TE, Whitsett
JA: Targeted disruption of the surfactant protein B gene disrupts
surfactant homeostasis, causing respiratory failure in newborn mice. Proc
Natl Acad Sci U S A 1995, 92(17):7794–7798.

81. Tokieda K, Whitsett JA, Clark JC, Weaver TE, Ikeda K, McConnell KB, Jobe AH,
Ikegami M, Iwamoto HS: Pulmonary dysfunction in neonatal SP-B-
deficient mice. Am J Physiol 1997, 273(4 Pt 1):L875–L882.

82. Chen F, Cao Y, Qian J, Shao F, Niederreither K, Cardoso WV: A retinoic acid-
dependent network in the foregut controls formation of the mouse lung
primordium. J Clin Invest 2010, 120(6):2040–2048.

83. Dong Z, Tai W, Yang Y, Zhang T, Li Y, Chai Y, Zhong H, Zou H, Wang D: The
role of all-trans retinoic acid in bleomycin-induced pulmonary fibrosis in
mice. Exp Lung Res 2012, 38(2):82–89.

84. Druilhe A, Zahm JM, Benayoun L, El Mehdi D, Grandsaigne M, Dombret MC,
Mosnier I, Feger B, Depondt J, Aubier M, et al: Epithelium expression and
function of retinoid receptors in asthma. Am J Respir Cell Mol Biol 2008,
38(3):276–282.

85. Prahalad P, Dakshanamurthy S, Ressom H, Byers SW: Retinoic acid mediates
regulation of network formation by COUP-TFII and VE-cadherin
expression by TGFbeta receptor kinase in breast cancer cells. PLoS One
2010, 5(4):e10023.

86. Zhong H, Chen FY, Wang HR, Lin JY, Xu R, Zhong JH, Huang HH:
Modification of TGF-beta1 signaling pathway during NB4 cells



Manoli et al. Respiratory Research 2012, 13:42 Page 13 of 13
http://respiratory-research.com/content/13/1/42
differentiation by all-trans retinoid acid induction. Int J Hematol 2009,
89(4):438–444.

87. Fernandez-Martinez AB, Arenas Jimenez MI, Lucio Cazana FJ: Retinoic acid
increases hypoxia-inducible factor-1alpha through intracrine
prostaglandin E(2) signaling in human renal proximal tubular cells HK-2.
Biochim Biophys Acta 2012, 1821(4):672–683.

88. Akiyama H, Tanaka T, Maeno T, Kanai H, Kimura Y, Kishi S, Kurabayashi M:
Induction of VEGF gene expression by retinoic acid through Sp1-binding
sites in retinoblastoma Y79 cells. Invest Ophthalmol Vis Sci 2002,
43(5):1367–1374.

89. Maeno T, Tanaka T, Sando Y, Suga T, Maeno Y, Nakagawa J, Hosono T, Sato
M, Akiyama H, Kishi S, et al: Stimulation of vascular endothelial growth
factor gene transcription by all trans retinoic acid through Sp1 and Sp3
sites in human bronchioloalveolar carcinoma cells. Am J Respir Cell Mol
Biol 2002, 26(2):246–253.

90. Xu G, Bochaton-Piallat ML, Andreutti D, Low RB, Gabbiani G, Neuville P:
Regulation of alpha-smooth muscle actin and CRBP-1 expression by
retinoic acid and TGF-beta in cultured fibroblasts. J Cell Physiol 2001,
187(3):315–325.

91. Almendro N, Bellon T, Rius C, Lastres P, Langa C, Corbi A, Bernabeu C:
Cloning of the human platelet endothelial cell adhesion molecule-1
promoter and its tissue-specific expression. Structural and functional
characterization. J Immunol 1996, 157(12):5411–5421.

92. Voigt A, Hartmann P, Zintl F: Differentiation, proliferation and adhesion of
human neuroblastoma cells after treatment with retinoic acid. Cell Adhes
Commun 2000, 7(5):423–440.

93. Naltner A, Ghaffari M, Whitsett JA, Yan C: Retinoic acid stimulation of the
human surfactant protein B promoter is thyroid transcription factor 1
site-dependent. J Biol Chem 2000, 275(1):56–62.

94. Yan C, Naltner A, Conkright J, Ghaffari M: Protein-protein interaction of
retinoic acid receptor alpha and thyroid transcription factor-1 in
respiratory epithelial cells. J Biol Chem 2001, 276(24):21686–21691.

95. Yan C, Naltner A, Martin M, Naltner M, Fangman JM, Gurel O:
Transcriptional stimulation of the surfactant protein B gene by STAT3 in
respiratory epithelial cells. J Biol Chem 2002, 277(13):10967–10972.

96. Saito A, Sugawara A, Uruno A, Kudo M, Kagechika H, Sato Y, Owada Y,
Kondo H, Sato M, Kurabayashi M, et al: All-trans retinoic acid induces
in vitro angiogenesis via retinoic acid receptor: possible involvement of
paracrine effects of endogenous vascular endothelial growth factor
signaling. Endocrinology 2007, 148(3):1412–1423.

97. Niederreither K, Subbarayan V, Dolle P, Chambon P: Embryonic retinoic
acid synthesis is essential for early mouse post-implantation
development. Nat Genet 1999, 21(4):444–448.

98. Lohnes D, Mark M, Mendelsohn C, Dolle P, Decimo D, LeMeur M, Dierich A,
Gorry P, Chambon P: Developmental roles of the retinoic acid receptors. J
Steroid Biochem Mol Biol 1995, 53(1–6):475–486.

99. Mendelsohn C, Lohnes D, Decimo D, Lufkin T, LeMeur M, Chambon P, Mark
M: Function of the retinoic acid receptors (RARs) during development
(II). Multiple abnormalities at various stages of organogenesis in RAR
double mutants. Development 1994, 120(10):2749–2771.

100. Desai TJ, Chen F, Lu J, Qian J, Niederreither K, Dolle P, Chambon P, Cardoso
WV: Distinct roles for retinoic acid receptors alpha and beta in early lung
morphogenesis. Dev Biol 2006, 291(1):12–24.

101. Malpel S, Mendelsohn C, Cardoso WV: Regulation of retinoic acid signaling
during lung morphogenesis. Development 2000, 127(14):3057–3067.

102. Lohnes D, Kastner P, Dierich A, Mark M, LeMeur M, Chambon P: Function of
retinoic acid receptor gamma in the mouse. Cell 1993, 73(4):643–658.

103. Chytil F: Retinoids in lung development. FASEB J 1996, 10(9):986–992.
104. van Eijl S, Mortaz E, Versluis C, Nijkamp FP, Folkerts G, Bloksma N: A low

vitamin A status increases the susceptibility to cigarette smoke-induced
lung emphysema in C57BL/6 J mice. J Physiol Pharmacol 2011,
62(2):175–182.

105. Inui N, Sasaki S, Suda T, Chida K, Nakamura H: The loss of retinoic acid
receptor alpha, beta and alcohol dehydrogenase3 expression in non-
small cell lung cancer. Respirology 2003, 8(3):302–309.

106. Chen GQ, Lin B, Dawson MI, Zhang XK: Nicotine modulates the effects of
retinoids on growth inhibition and RAR beta expression in lung cancer
cells. Int J Cancer 2002, 99(2):171–178.

107. Soria JC, Xu X, Liu DD, Lee JJ, Kurie J, Morice RC, Khuri F, Mao L, Hong WK,
Lotan R: Retinoic acid receptor beta and telomerase catalytic subunit
expression in bronchial epithelium of heavy smokers. J Natl Cancer Inst
2003, 95(2):165–168.

108. Kurie JM, Lotan R, Lee JJ, Lee JS, Morice RC, Liu DD, Xu XC, Khuri FR, Ro JY,
Hittelman WN, et al: Treatment of former smokers with 9-cis-retinoic acid
reverses loss of retinoic acid receptor-beta expression in the bronchial
epithelium: results from a randomized placebo-controlled trial. J Natl
Cancer Inst 2003, 95(3):206–214.

109. Omenn GS: Chemoprevention of lung cancers: lessons from CARET, the
beta-carotene and retinol efficacy trial, and prospects for the future. Eur
J Cancer Prev 2007, 16(3):184–191.

110. Omenn GS, Goodman GE, Thornquist MD, Balmes J, Cullen MR, Glass A,
Keogh JP, Meyskens FL Jr, Valanis B, Williams JH Jr, et al: Risk factors for
lung cancer and for intervention effects in CARET, the Beta-Carotene
and Retinol Efficacy Trial. J Natl Cancer Inst 1996, 88(21):1550–1559.

111. Chen MF, Diotallevi MJ, Kimizuka G, King M, Wang NS: Nicotine-induced
neuroepithelial cell changes in young rabbits: a preliminary
communication. Pediatr Pulmonol 1985, 1:303–308.

112. Wang N-S, Schraufnagel DE, Chen MF: The effect of maternal oral intake
of nicotine on the growth and maturation of fetal and baby mouse
lungs. Lung 1983, 161:27–38.

113. Elliot J, Carroll N, Bosco M, McCrohan M, Robinson P: Increased airway
responsiveness and decreased alveolar attachment points following in
utero smoke exposure in the guinea pig. Am J Respir Crit Care Med 2001,
163(1):140–144.

114. Sekhon HS, Keller JA, Proskocil BJ, Martin EL, Spindel ER: Maternal nicotine
exposure upregulates collagen gene expression in fetal monkey lung.
Association with alpha7 nicotinic acetylcholine receptors. Am J Respir Cell
Mol Biol 2002, 26(1):31–41.

115. Maritz GS, Woolward K: Effect of maternal nicotine exposure on neonatal
lung elastic tissue and possible consequences. S Afr Med J 1992,
81:517–519.

116. Santos NC, Kim KH: Activity of retinoic acid receptor-alpha is directly
regulated at its protein kinase A sites in response to follicle-stimulating
hormone signaling. Endocrinology 2010, 151(5):2361–2372.

117. Rochette-Egly C, Oulad-Abdelghani M, Staub A, Pfister V, Scheuer I,
Chambon P, Gaub MP: Phosphorylation of the retinoic acid receptor-
alpha by protein kinase A. Mol Endocrinol 1995, 9(7):860–871.

118. Rochette-Egly C, Plassat JL, Taneja R, Chambon P: The AF-1 and AF-2
activating domains of retinoic acid receptor-alpha (RARalpha) and their
phosphorylation are differentially involved in parietal endodermal
differentiation of F9 cells and retinoid-induced expression of target
genes. Mol Endocrinol 2000, 14(9):1398–1410.

119. Mund SI, Stampanoni M, Schittny JC: Developmental alveolarization of the
mouse lung. Dev Dyn 2008, 237(8):2108–2116.

doi:10.1186/1465-9921-13-42
Cite this article as: Manoli et al.: Maternal smoking and the retinoid
pathway in the developing lung. Respiratory Research 2012 13:42.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results
	Conclusions

	Introduction
	Methods
	Animal model
	Histological analysis
	Cotinine measurements
	Real time (quantitative) PCR
	Protein extraction and western blotting analyses

	link_Tab1
	Cell culture and transient transfection
	Electrophoretic mobility shift assays
	Statistics

	Results
	Murine model of gestational tobacco toxin exposure
	Maternal smoking decreases expression of components of the retinoic acid signaling pathway in a murine model

	link_Fig1
	link_Fig2
	Cigarette smoke condensate decreases RA response element activation in�vitro

	link_Fig3
	Maternal smoking decreases expression of &b_k;RA-&e_k;&b_k;regulated&e_k; genes in�vivo

	Discussion
	link_Fig4
	link_Fig5
	link_Fig6
	Conclusions
	Additional files
	Authors&rsquo; contributions
	Authors&rsquo; information
	Acknowledgements
	Author details
	References
	link_CR1
	link_CR2
	link_CR3
	link_CR4
	link_CR5
	link_CR6
	link_CR7
	link_CR8
	link_CR9
	link_CR10
	link_CR11
	link_CR12
	link_CR13
	link_CR14
	link_CR15
	link_CR16
	link_CR17
	link_CR18
	link_CR19
	link_CR20
	link_CR21
	link_CR22
	link_CR23
	link_CR24
	link_CR25
	link_CR26
	link_CR27
	link_CR28
	link_CR29
	link_CR30
	link_CR31
	link_CR32
	link_CR33
	link_CR34
	link_CR35
	link_CR36
	link_CR37
	link_CR38
	link_CR39
	link_CR40
	link_CR41
	link_CR42
	link_CR43
	link_CR44
	link_CR45
	link_CR46
	link_CR47
	link_CR48
	link_CR49
	link_CR50
	link_CR51
	link_CR52
	link_CR53
	link_CR54
	link_CR55
	link_CR56
	link_CR57
	link_CR58
	link_CR59
	link_CR60
	link_CR61
	link_CR62
	link_CR63
	link_CR64
	link_CR65
	link_CR66
	link_CR67
	link_CR68
	link_CR69
	link_CR70
	link_CR71
	link_CR72
	link_CR73
	link_CR74
	link_CR75
	link_CR76
	link_CR77
	link_CR78
	link_CR79
	link_CR80
	link_CR81
	link_CR82
	link_CR83
	link_CR84
	link_CR85
	link_CR86
	link_CR87
	link_CR88
	link_CR89
	link_CR90
	link_CR91
	link_CR92
	link_CR93
	link_CR94
	link_CR95
	link_CR96
	link_CR97
	link_CR98
	link_CR99
	link_CR100
	link_CR101
	link_CR102
	link_CR103
	link_CR104
	link_CR105
	link_CR106
	link_CR107
	link_CR108
	link_CR109
	link_CR110
	link_CR111
	link_CR112
	link_CR113
	link_CR114
	link_CR115
	link_CR116
	link_CR117
	link_CR118
	link_CR119


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


