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Abstract

Many epidemiological studies show the benefit of fruits and vegetables on reducing risk of lung
cancer, the leading cause of cancer death in the United States. Previously, we demonstrated that
cigarette smoke exposure (SM)-induced lung lesions in ferrets were prevented by a combination of
low dose of B-carotene, a-tocopherol (AT), and ascorbic acid (AA). However, the role of a
combination of AT and AA alone in the protective effect on lung carcinogenesis remains to be
examined. In the present study, we investigated whether the combined AT (equivalent to ~100
mg/day in the human) and AA (equivalent to ~210 mg/day) supplementation prevents against SM
(equivalent to 1.5 packs of cigarettes/day) induced lung squamous metaplasia in ferrets. Ferrets
were treated for 6 weeks in the following three groups (9 ferrets/group): (i) Control (no SM, no
AT+AA), (ii) SM alone, and (iii) SM+AT+AA. Results showed that SM significantly decreased
concentrations of retinoic acid, AT, and reduced form of AA, not total AA, retinol and retinyl
palmitate, in the lungs of ferrets. Combined AT+AA treatment partially restored the lowered
concentrations of AT, reduced AA and retinoic acid in the lungs of SM-exposed ferrets to the
levels in the control group. Furthermore, the combined AT+AA supplementation prevented SM-
induced squamous metaplasia [0 positive /9 total ferrets (0%) vs. 5/8 (62%); p <0.05] and cyclin
D1 expression (p < 0.05) in the ferret lungs, in which both were positively correlated with
expression of c-Jun expression. Although there were no significant differences in lung microsomal
malondialdehyde (MDA) levels among the three groups, we found a positive correlation between
MDA levels and cyclin D1, as well as c-Jun expressions in the lungs of ferrets. These data indicate
that the combination of antioxidant AT+AA alone exerts protective effects against SM-induced
lung lesions through inhibiting cyclin D1 expression and partially restoring retinoic acid levels to
normal.

© 2011 Elsevier Ireland Ltd. All rights reserved.
3To whom correspondence should be addressed: Xiang-Dong Wang, Nutrition and Cancer Biology Laboratory, Jean Mayer United
States Department of Agriculture, Human Nutrition Research Center on Aging at Tufts University, 711 Washington, St., Boston, MA
02111, USA. Telephone: 617-556-3130, Fax: 617-556-3344, xiang-dong.wang@tufts.edu.

Equal contribution as the first author
Conflict of Interest Statement
None declared.

Publisher's Disclaimer: This is a PDF file of an unedited manuscript that has been accepted for publication. As a service to our
customers we are providing this early version of the manuscript. The manuscript will undergo copyediting, typesetting, and review of
the resulting proof before it is published in its final citable form. Please note that during the production process errors may be
discovered which could affect the content, and all legal disclaimers that apply to the journal pertain.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Kim et al. Page 2

Keywords
Antioxidants; retinoic acid; cigarette smoke; lung carcinogenesis; cyclin D1

1. Introduction

Despite the fact that clinical intervention trials conducted to determine the chemoprotective
effect of B-carotene as a potential chemopreventive agent on the incidence of lung cancer in
smokers found either no protective effect or a harmful effect, supporting evidence for a
protective role of fruits and vegetables rich in antioxidants in the prevention of lung cancer
continues to be reported in human epidemiological studies, as well as in mechanistic studies
using cell culture and animal models [1]. Within the past years, we have gained greater
knowledge of the biological effects of carotenoids, particularly the impact of oxidation on
these carotenoids and the potential for beneficial effects of small quantities or harmful
effects of large quantities of the resulting metabolic products. The dosages of p-carotene
used in the ATBC (Alpha-Tocophoral, Beta-Carotene Cancer Prevention Study) [2, 3] and
CARET (Beta-Carotene and Retinol Efficacy Trial) [4, 5] studies were 20 to 30 mg per day
for 2-8 years, and these doses are 10- to 15- fold higher than the average intake of p-
carotene in a typical American diet (2 mg per day). Such a pharmacological dose of p-
carotene in humans could result in the accumulation of relatively high levels of B-carotene
and its oxidative metabolites in lung tissue, especially after long periods of supplementation,
which could lead to a decrease in lung retinoic acid concentration via induction of
cytochrome p450 (CYP) enzymes [6, 7].

The low levels of retinoic acid could interfere with retinoid signal transduction and result in
enhanced cell proliferation and potentially malignant transformation [8]. Our previous
studies in ferrets (Mustela putorius furo), an excellent model for studying carotenoid
absorption and metabolism, showed that cigarette smoke exposure decreased levels of
retinoic acid and retinoic acid receptor p (RARp) protein, but increased levels of c-Jun and
cyclin D1 proteins, and induced precancerous lesions in lung tissue [6, 9]. Recently, we
reported that a physiologic dose of B-carotene (equivalent to 6.7 mg/day in humans) in the
presence of a-tocopherol (AT) and ascorbic acid (AA) protected against smoke-induced
lung squamous metaplasia [10], but a physiologic dose of B-carotene alone provided a weak
protection [9]. These results revealed that low dose of B-carotene in the presence of AT and
AA prevented lung tissues from detrimental effects of heavy smoking. In addition, we
demonstrated that AT and AA supplementation increased lung concentrations of retinoic
acid in the presence of B-carotene supplementation [10]. It has been seen in the cases of
cigarette smoking and excessive alcohol drinking, resulting in higher cytochrome P450
enzymes and breakdown of retinoic acid [11, 12]. Therefore, these studies raised two
important questions: 1) whether a combination of AT and AA alone has the protective effect
against smoke-induced lung lesions; and 2) whether the increased levels of lung retinoic acid
with AT and AA supplementation could be due to their own action in the absence of -
carotene as a precursor. In the present study, we explored the protective effect of a
combination of AT and AA on smoke-induced lung squamous metaplasia. We examined the
expressions of several biomarkers that are involved in lung carcinogenesis such as
proliferating cellular nuclear antigen (PCNA), cyclin D1, c-Jun, and c-Fos. In addition, we
measured lung levels of retinoids and malondialdehyde (MDA) as a marker for lipid
peroxidation to determine whether or not supplementation with combined antioxidant
vitamins can modify both retinoid and MDA levels in smoke-exposed lungs of ferrets.
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2. Materials and Methods

2.1. Animals, diet and study groups

The animals and diet used for this study have been described elsewhere [10]. Briefly,
twenty-seven male adult ferrets from Marshall Farms (North Rose, NY) were randomly
assigned to 3 groups (n =9 in each group) for a 6-week experiment as follows: 1) control; 2)
smoke exposure (SM); and 3) smoke exposure plus AT and AA (SM+AT+AA). The ferrets
were fed a semi-purified ferret diet (Research Diets, Inc. New Brunswick, NJ) and had
access to food and water ad libitum. Body weights were recorded weekly.

2.2. AT and AA supplementation and cigarette smoke exposure

AT and AA supplementation and smoke exposure procedure have been described elsewhere
[10]. All-rac-a-tocopherol acetate (AT) (F. Hoffman-La Roche Ltd, Basel, Switzerland) was
dissolved in corn oil and fed orally every morning to the supplemented ferrets at a dose of
22 mg AT/kg body wt/day, which is equivalent to 100 mg AT/day in a 70-kg man based on
the bioavailability of AT in a ferret being about 6% of that in a human [13]. Ascorbic acid
(AA) (Roche Vitamins, Inc., NJ) was freshly prepared by dissolving it in distilled water and
fed orally to the supplemented ferrets every morning at a dose of 3 mg AA/kg body wt/day.
This amount of AA in the ferret is equivalent to 210 mg AA in a 70-kg man. The rationale
for using these doses has been described elsewhere [10]. The animals without vitamin
supplements received an equivalent amount of corn oil. The amount of cigarettes exposure
in the ferret gave a similar concentration of urinary cotinine (~12 pg/mL) equivalents as that
found in humans smoking one and a half packs of cigarettes per day [6]. Control ferrets were
housed in a separate room and underwent the same procedures as the smoke-exposed
animals, except for smoke exposure.

2.3. Plasma and lung tissue extraction and HPLC analysis

Plasma and lung tissue extraction was conducted as described previously [10]. AT, total AA,
reduced AA and retinoids (retinyl palmitate, retinol and retinoic acid) in lung tissue
homogenates were measured by HPLC and UV detection, as described before [10].

2.4. Histopathology and immunohistochemistry

The histopathology examination procedure has been described elsewhere [10]. Both single-
and double-labeling immunoperoxidase staining techniques were performed according to the
manufacturer’s instructions (Vectastain® ABC Kit; Vector Laboratories, Inc., Burlingame,
CA). Lung squamous metaplasia lesions were confirmed by immunoperoxidase staining
with an antibody for cytokeratin polypeptide 19 (mouse monoclonal anti-cytokeratin 4.62,
Sigma-Aldrich, Inc.). The anti-cytokeratin 4.62 antibody was used at a dilution of 1:20 at
37°C for 45 minutes. For PCNA and RARp staining, the anti-PCNA antibody and anti-
RARp antibody (PC-10 and C-19, respectively, Santa Cruz Biotechnology, Inc., Santa Cruz,
CA) were used at dilutions of 1:100 and 1:50, respectively, at 37°C for 45 minutes. The
secondary biotinylated antibody, species-correspondent to each primary antibody, was used
at a dilution of 1:100 at room temperature for 15 minutes. The Vector® NovaRED™, giving
the red color, was the substrate for cytokeratin polypeptide 19 staining. For PCNA and
RARp staining, 3,3'-diaminobenzidine (DAB) plus nickel was the substrate, giving a black
color. Slides were counterstained with methyl green unless described otherwise. Sections
were also performed as negative controls with corresponding non-immune serum.

2.5. Nuclear and microsomal fractions extraction and western blot analysis

Lung nuclear and microsomal extraction and western blot analysis were prepared as
described previously [9, 14]. All primary antibodies were purchased from Santa Cruz
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Biotechnology (Santa Cruz, CA). The dilutions of each antibody were as follows: PCNA
(PC-10) 1:200; RARp (C-19) 1:5000; c-Jun (D-11) 1:100; Cyclin D1 (HD 11) 1:100; c-Fos
(4) 1:1000.

2.6. Lung malondialdehyde (MDA) analysis

A microsomal aliquot from lungs was suspended in 0.1 M PBS, pH 7.4 at a concentration of
1 mg protein/mL of suspension. An aliquot of 100 uL of microsomal suspension was mixed
with 10 pL of 5% ethanolic butylated hydroxytoluene (BHT) and 1 mL thiobarbituric acid
solution [0.4% thiobarbituric acid (TBA) in 0.2 M sodium acetate buffer, pH 3.5]. The
mixture was heated at 95°C for 45 minutes, then cooled down on ice for 5 minutes and
centrifuged at 14,000 rpm for 10 minutes. The supernatant was passed through a 0.45 um
filter using a syringe, and 50 pL of filtered sample was injected into the HPLC. The
thiobarbituric acid-malondialdehyde (TBA-MDA) adduct was separated by a isocratic
reverse-phase HPLC system, consisting a Waters 600 S controller, a Waters 717 plus
autosampler (Waters Corporate, Milford, MA), and a 0.46- x 8.3-cm Pecosphere-3 C18
cartridge column (Perkin-Elmer Analytical Instruments, Shelton, CT), and a fluorescence
spectrophotometer (Hitachi F-1050). The excitation and emission wavelengths were 515 and
553 nm, respectively. The HPLC mobile phase consisted of 20% acetonitrile and 80%
sodium phosphate buffer (20 mM, pH 7.0) at a flow rate of 0.8 mL/min, and running time
was 7 minutes. This procedure gave a good precision (coefficient of variation within assay
was 2.2% and that between assay was 8%), a good linearity (regression coefficient was
0.998), a high sensitivity (limit of detection and limit of quantitation were 0.1 and 0.25
pmol/injection, respectively); and the accuracy of plasma and tissue recovery was 101 +
2.3% and 98 * 2.4%, respectively.

2.7. Statistical analysis

Results are expressed as means + SE unless described otherwise. One-way ANOVA and
Dunnett t-test were used to compare control groups with vitamin groups (with or without a
combination of AT and AA). Student’s t-test was performed to compare variables in the
presence and absence of AT plus AA, respectively. The Pearson and Spearman correlations
were used to analyze the correlations among parametric and nonparametric variables,
respectively. A statistically significant difference was determined when the two-sided p-
value was less than 0.05.

3. Results

3.1. Plasma and lung concentration of AT, AA, and retinoids in the ferrets after 6 weeks of
tobacco smoke exposure

Plasma concentration of AT was not changed under smoke-exposure, but significantly
increased by AT+AA supplementation, as compared with the control. Total AA
concentration in plasma was not significantly different among the treatments groups (Table
1). In the lung, AT concentration was significantly decreased by smoke-exposure, but it was
restored totally by AT+AA supplementation to normal level as the control group. The total
AA concentration was not changed by either smoke exposure or AT+AA supplementation,
however, the reduced AA was significantly decreased by smoke-exposure and restored
partially to control level by AT+AA supplementation (Table 1). Compared to the control
group, lung retinoic acid concentration was significantly lower in the smoke exposed alone
group, but not in the smoke exposed group with AT+AA (Table 1). The levels of other
retinoids including retinol and retinyl palmitate were not changed by treatments.
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3.2. Immunoperoxidase staining with antibodies for cytokeratin polypeptide 19,
proliferating cell nuclear antigen (PCNA), and RARB in the lungs of ferrets

There were no any squamous metaplasia detected in the lungs of control ferrets or combined
AT+AA supplemented ferrets. However, smoke-exposure induced squamous metaplasia in
the lungs of five out of eight ferrets, which reached a significant difference among three
groups (0/9 (Control) vs. 5/8 (SM) vs. 0/9 (SM+AT+AA), P<0.05). Squamous metaplastic
lesions showed more intense PCNA staining compared to normal tissue (Figs. 1A-1D).
Staining the same lung section with anti-PCNA and anti-cytokeratin polypeptide 19
antibodies, both proteins were more expressed in the squamous metaplastic lesions than in
either the adjacent or the normal regions (Figs. 1E, 1F). To the contrary, the expression of
RARp in the squamous metaplastic lesions was weaker than that in the normal lung section;
almost entire areas of squamous metaplasia had no DAB-nickel stain for RARp (Figs. 2C,
2D). In addition, bronchiolar epithelial cells adjacent to areas having squamous metaplasia
had weaker expression of RAR than those in the normal lung sections (Figs. 2E, 2F).

3.3 Western blot of nuclear protein for Cyclin D1, c-Jun, PCNA, and RARB expressions in
the lung of ferrets

PCNA expression at the protein level showed no significant difference among treatment
groups (Figs. 3A, 3B); however, AT and AA supplementation slightly (but not significantly)
decreased PCNA levels compared with corresponding groups without AT and AA
supplementation (p = 0.053). We were unable to confirm the difference of PCNA expression
shown in the squamous metaplastic lesions by Western blot, because the squamous
metaplastic lesions are localized and spotty; thus PCNA protein levels may be diluted when
the nuclear fractions of the tissue are used for the Western blot. Comparison of PCNA
protein levels between individual ferrets having lung squamous metaplastic lesions and
those not having lesions also showed no significant difference (data not shown). RARp
protein expression in lung nuclear fractions revealed no significant difference among
treatment groups (Figs. 3A, 3C).

The expression of cyclin D1 in ferret lung nuclear fractions was significantly reduced by the
AT and AA supplementation (p < 0.05), as compared with that of the smoke-exposed ferrets
(Figs. 3A, 3D). There was a trend of a decreased c-Jun expression in the presence of AT and
AA supplementation, but it was not statistically significant (p = 0.07) due to between animal
variation (Figs. 3A, 3E). However, correlating lung squamous metaplasia with c-Jun
expression, ferrets having the lesions had higher c-Jun levels than those not having the
lesions (p < 0.05, Fig. 3F). Along with c-Jun expression, the c-Fos expression was not
different among treatment groups (data not shown).

3.4. Associations among levels of AT, retinoic acid, squamous metaplasia, and c-Jun and
cyclin D1 expression in smoke-exposed lungs

The concentration of AT in smoke-exposed lungs having squamous metaplasia was
significantly lower than that in smoke-exposed lungs not having squamous metaplasia (Fig.
4A, p < 0.05 after transformation). In addition to a trend of decreased c-Jun expression in
ferrets supplemented with AT and AA (Fig. 3E), there was a significantly inverse correlation
between c-Jun expression and AT concentrations in the smoke-exposed lungs (correlation
coefficient = —0.385, p-value = 0.019, Fig. 4B), but not between c-Jun expression and lung
reduced ascorbic acid concentrations (data not shown). Furthermore, there was a strong
correlation between c-Jun and cyclin D1 expressions in the smoke-exposed lungs
(correlation coefficient = 0.886, p-value < 0.001, Fig. 4C). As shown in Fig. 4D, c-Jun
expression was lower in the groups that had higher level of retinoic acid and/or AT although
no statistical evidence of a correlation between the retinoic acid levels and c-Jun expression
was found.
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3.5. MDA levels in lung microsomal fractions and association between MDA levels and c-
Jun as well as cyclin D1 expression

In the lung of ferrets after 6-week smoke exposure, no significant differences in MDA levels
were found between with and without AT+AA group (Fig. 5A). Nevertheless, there was a
significant correlation between lung MDA and c-Jun (correlation coefficient = 0.466, p-
value = 0.004) as well as cyclin D1 expression (correlation coefficient = 0.422, p-value =
0.006) (Figs. 5B, 5C, respectively).

4. Discussion

The present study demonstrates that a combination of antioxidant AT (at a dose equivalent
to 100 mg/day in a human) and AA (at a dose equivalent to 210 mg/day in a human) protects
against smoke-induced lung squamous metaplasia. In particular, the lowering protein
expression of cyclin D1 by AT+AA supplementation was consistent with lung squamous
metaplasia, suggesting that the mechanism could be mainly through inhibiting cyclin D1
expression in this study model. The presence of AT and AA had the effect on cyclin D1,
which serves as a key sensor and integrator of extracellular signals of cells in Gg and early
G1 phases and mediates its function through binding with Cdk4/6. Aberrant cyclin D1
expression is a critical event in lung cancer development, and it can be induced by many
oncogenic signals [15]. Using immunohistochemistry, Caputi et al. [16] showed that cyclin
D1 expression increased in human lung cancer tissues and that PCNA expression was
positively associated with cyclin D1 protein expression. Emergence of cyclin D1 as a
molecular pharmacologic target and biological marker for clinical response is based on
experience of the proof of principle trials [17]. In our study, there was a strong correlation
between c-Jun and cyclin D1 expression in the lung. Since c-Jun is involved in cell cycle
progression and carcinogenesis via transcriptional activation of cyclin D1, the AT and AA
treatment may inhibit smoke-induced abnormal cell proliferation by blocking c-Jun as well
as cyclin D1 overexpression.

Interestingly, we found that levels of lung retinoic acid in ferrets exposed to smoke in the
presence of AT and AA were slightly higher than the smoke-exposed alone group and did
not differ with that of the control ferrets. It has been shown that retinoic acid regulates the
growth and differentiation of bronchial epithelial cells in vitro [18-20] and suppresses lung
carcinogenesis in animal studies [21, 22] and human trials [23]. Lee and colleagues
demonstrated in vitro that retinoic acid inhibited Jun N-terminal kinase (JNK), which
phosphorylates and thus activates c-Jun, and that the inhibitory effect of retinoic acid on
JNK activity was through the induction of mitogen-activated protein (MAP) kinase
phosphatase 1 (MKP-1) [24, 25]. Moreover, we found that the induction of MAP-1 was
associated with the concentration of retinoic acid in the lungs of ferrets [7]. Our study
indicates that the restoration of normal levels of retinoic acid by AT and AA
supplementation in smoke-exposed lung tissue may contribute to the protective effects of
AT and AA against smoke-induced cyclin D1 expression and lung squamous metaplasia.
This notion was supported by our previous studies showing that the combined (3-carotene, a-
tocopherol, and ascorbic acid supplementation [10], not Bcarotene alone [9] protected
against various preneoplastic lesions, including squamous metaplasia, dysplasia, and
atypical adenomatous hyperplasia, in the lungs of ferrets exposed to smoke-exposure.
Particularly, loss of RARP expression by epigenetic silencing due to genomic methylation or
histone deacetylation can result in clinical resistance to classical retinoids in lung cancer [26,
27]. Hypermethylation of RARP was found in heavy smokers [28], and the aberrant
methylation status at the promoter of RARP can be reversed by retinoic acids [29].
Therefore, it is possible that the combination of antioxidants (a-tocopherol and ascorbic
acid) partially recover cigarette smoke-reduced level of retinoic acid, thereby regulating
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epigenetic of RARP through the maintenance of retinoic acid. Clearly, this hypothesis
warrants further investigation.

In the present study, the levels of AT in ferret lungs were increased greatly by
supplementation of combined antioxidant vitamins, although the levels of reduced form of
ascorbic acid was only slightly increased. Therefore, we cannot exclude the possibility that
AT and AA inhibit cyclin D1 expression and smoke-induced metaplasia in the lungs of
ferrets. This notion was supported by that lung AT levels in smoke-exposed lungs having
squamous metaplasia were much lower than those not having squamous metaplasia. In
addition, there was a significant inverse correlation between c-Jun expression and lung AT
concentration. Chow et al. [30] measured levels of mitochondrial hydrogen peroxide in
female B6C3F1 hybrid mice fed a basal AT-deficient diet with and without AT
supplementation for 15 weeks, and found that AT decreased mitochondrial hydrogen
peroxide in a dose-dependent manner. This effect of AT may explain the finding of our
present study that a trend of decreased c-Jun expression in the presence of AT and AA, since
hydrogen peroxide can induce c-Jun expression probably through the generation of hydroxyl
radical [31, 32].

By double-labeling immunoperoxidase staining in lung sections, we found that PCNA
protein was expressed more intensely in lung squamous metaplastic lesions than in normal
areas (Figs. 1C-1D), indicating that most of the cells in the squamous metaplastic lesions
were proliferating. PCNA is a nonhistone nuclear protein essential for DNA replication as
well as being required for DNA recombination and repair, and the peak expression is found
in the S-phase of cell cycle; therefore it is one of the most widely used markers for cell
proliferation [33, 34].

Unlike our previous study demonstrating an increase of PCNA expression using Western
blot analysis in lung nuclear fractions of ferrets exposed to smoke for 6 months, no evidence
of a difference in PCNA expression among treatment groups was found in this study of
smoke exposure for 6 weeks (Fig. 3A, 3B). Since the smoke exposure period in this study
was much shorter than that in our earlier studies [6, 9], PCNA protein expression induced
after 6 weeks of smoke exposure might not be strong enough to manifest a statistical
difference by Western blot, suggesting a temporal association between the development of
squamous metaplasia and the change of molecular markers. In addition, the squamous
metaplastic lesions were spotty and localized, thus the PCNA protein levels may be diluted
since normal lung areas and squamous metaplasia lesions were mixed during the preparation
of nuclear fractions.

In the present study, although we found a correlation between MDA levels and c-Jun as well
as cyclin D1 expression in lungs of ferrets, we did not find a difference in lung microsomal
MDA levels among treatment groups of ferrets. Our study suggests that AT and AA inhibit
the expressions of c-Jun and cyclin D1, independent of its antioxidant effect. This notion
was supported by a study of Yano et al [35]. Those investigators reported a study in A/J
mice with a single intraperitoneal injection of urethane, which promotes lung tumorigenesis,
followed by a single oral administration of either corn oil, AT, or a-tocopheryloxybutyric
acid (TSE, an ether derivative of AT that has no in vivo antioxidant effect). They
demonstrated that both AT and TSE decreased the PCNA labeling index, and more
interestingly, that both AT and TSE diminished the activity of urethane-induced
extracellular signal-regulated kinase (ERK) and other members of the ERK cascade
including MAPK/ERK kinase (MEK). MEK is an intermediate in the MAP kinase cascades
and can activate JINK [36, 37]. Therefore, the expression of c-Jun was associated with the
occurrence of lung squamous metaplasia, and was associated with levels of lung AT and
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retinoic acid. Clearly, the action of AT, independent of its antioxidant effect, needs further
investigation.
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Fig. 1.

Histological examination and immunoperoxidase staining of ferret lung sections. Left panel,
normal lung; Right panel, squamous metaplasia induced by tobacco smoke after 6 weeks of
exposure; Hematoxylin-eosin staining at low magnification x 100 (A, B),
Immunoperoxidase staining with anti-proliferating cell nuclear antigen (PCNA) antibody
using 3, 3'-diaminobenzidine (DAB) plus nickel as the substrate (giving the black color) and
a methyl green counterstain at high magnification x 400 (C, D), Double labeling
immunoperoxidase staining with anti-cytokeratin polypeptide 19 (Vector®NovaRed as the
substrate, giving the reddish-purple color) and anti-PCNA antibodies (DAB plus nickel as
the substrate) and a methyl green counterstain (E, F). Arrowheads depict nuclei stained with
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anti-PCNA antibody. Arrows depict the cytoplasm of a cluster of cells stained with anti-
cytokeratin polypeptide 19 antibody.
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Fig. 2. Double-labeling immunoperoxidase staining of ferret lung sections with antibodies for
cytokeratin polypeptide 19 (Vector®NovaRed as the substrate) and retinoic acid receptor
(RAR)B (DAB plus nickel as the substrate) with methyl green counterstain

The left panel represents normal lung sections and the right panel represents lung squamous
metaplasia and adjacent bronchioles after 6 weeks of smoke exposure at low magnification x
100 (A, B) and high magnification x 400 (C —F). Arrowheads point to representative nuclei
expressing RAR (stained in black). Arrows point representative areas expressing
cytokeratin polypeptide 19 (stained in reddish-purple).
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Fig. 3. The expression of cyclin D1, c-Jun, PCNA, and RARB in lung nuclear fractions of ferrets
after 6 weeks of smoke exposure and with or without AT+AA supplementation

(A) Representative Western blot of cyclin D1, c-Jun, PCNA, and RARp expression in
nuclear fractions of ferret lungs after 6 weeks of smoke exposure and with or without AT
+AA supplementation. (B-E) The densitometry of PCNA, RARB, cyclin D1, and c-Jun. The
asterisk (*) denotes a significant difference in cyclin D1 expression between the groups with
AT and AA supplement compared to those without AT and AA supplementation (p < 0.05,
Student’s t test); (F) The association of lung squamous metaplasia and c-Jun protein
expression. The original unit of densitometry is transformed into the logarithm to the base
10 to obtain a normal distribution. The asterisk (*) denotes a significant difference in c-Jun
expression between ferrets having squamous metaplasia and those not having squamous
metaplasia (p < 0.05, Student’s t test). Abbreviations: AA, ascorbic acid; AT, a-tocopherol.
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Fig. 4. Associations between retinoic acid and a-tocopherol (AT) levels, squamous metaplasia,
and c-Jun and cyclin D1 expressions in the lungs of ferrets after 6 weeks of smoke exposure and
with or without AT+AA supplementation

(A) a-Tocopherol levels by squamous metaplasia, *Significant difference between smoke-
exposed lungs without vs. those with squamous metaplasia (p = 0.036 after transformation,
Student’s t test); (B) Pair-wise scatter plot for the correlation between c-Jun expression and
a-tocopherol levels in smoke-exposed lungs; (C) Pair-wise scatter plot for the correlation
between c-Jun and cyclin D1 expressions in smoke-exposed lungs; (D) Levels of retinoic
acid, a-tocopherol, and c-Jun protein expression in the lungs of ferrets from the various
treatment groups. Abbreviations: same as in Figure 3, r = correlation coefficient.
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Fig. 5.

Malondialdehyde (MDA) levels in the lungs of ferrets after 6 weeks of smoke exposure and
with or without AT+AA supplementation (A) Among treatment groups; (B) Pair-wise
scatter plot for the correlation between lung MDA and c-Jun expression in smoke-exposed
ferrets; (C) Pairwise scatter plot for the correlation between lung MDA and cyclin D1
expression in smoke-exposed ferrets; Abbreviations: same as in Figure 3. r = correlation
coefficient.
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Plasma and lung concentrations of a-tocopherol (AT), ascorbic acid (AA), retinoic acid, retinol, and retinyl
palmitate in ferrets from various treatment groups after 6 weeks of tobacco smoke exposure (SM) and with or
without AT+AA supplementation.

Control (n=9) SM (n=9) SM+AT+AA (n=9)
Plasma
AT (umol/L) 17312 16.9+15 50.0 + 3.2*
Total AA (umol/L) 97.7+6.4 99.8+3.8 102.4+7.0

Retinoic acid (nmol/L)
Retinol (umol/L)
Retinyl palmitate (umol/L)

11.23+0.81 9.60 + 0.64 11.05+1.11
1.69+0.15 1.69 +0.09 1.78+0.12
432+0.79 4.09 £0.58 4.52 +0.65

Lung tissue
AT (nmol/g tissue)
AA (umol/g tissue)
Total
Reduced

Retinoic acid (pmol/g tissue)

Retinol (nmol/g tissue)

67.1+17.2 435+9.2* 64.1+4.7

1.84+0.07 1.61+0.07 1.71+£0.07
1.34+0.07 1.07 +0.08* 1.19+0.06
24.17 +3.89 10.52+0.83* 13.80+1.80
0.64 £0.03 0.56 +£0.03 0.58 £0.10

Retinyl palmitate (nmol/g tissue)  12.21 +2.23 10.01 +1.86 8.06 + 1.15

Values are mean + SE. One-way ANOVA and Dunnett t-test were used to compare groups with the control group. Significantly different at * P < 0.
05. Abbreviations: SM; smoke-exposure; AA, ascorbic acid; AT, a-tocopherol.
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