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Maternal immunization with Tn vaccine increases serum anti-Tn antibody titers and
attenuates hyperoxia-induced lung injury in neonatal rats. This study determined
whether anti-Tn monoclonal antibody can protect against hyperoxia-induced lung injury
in neonatal mice. Newborn BALB/c mice were exposed to room air (RA) or normobaric
hyperoxia (85% O,) for 1 week, creating four study groups as follows: RA + phosphate-
buffered saline (PBS), RA + anti-Tn monoclonal antibody, O, + PBS, and O, + anti-Tn
monoclonal antibody. The anti-Tn monoclonal antibody at 25 pg/g body weight in 50 ul
PBS was intraperitoneally injected on postnatal days 2, 4, and 6. Hyperoxia reduced body
weight and survival rate, increased mean linear intercept (MLI) and lung tumor necrosis
factor-a, and decreased vascular endothelial growth factor (VEGF) expression and
vascular density on postnatal day 7. Anti-Tn monoclonal antibody increased neonatal
serum anti-Tn antibodly titers, reduced MLI and cytokine, and increased VEGF expression
and vascular density to normoxic levels. The attenuation of lung injury was accompanied
by a reduction in lung oxidative stress and nuclear factor-xB activity. Anti-Tn monoclonal
antibody improves alveolarization and angiogenesis in hyperoxia-injured newborn mice
lungs through the suppression of oxidative stress and inflammation.

Keywords: anti-Tn monoclonal antibody, cytokine, hyperoxia, mean linear intercept, nuclear factor-xB

INTRODUCTION

Oxygen treatment is commonly mandatory to treat newborn infants with respiratory distress.
Nevertheless, newborn infants with respiratory failure treated with supplemental oxygen displayed
increased oxidant stress and resulted in lung injury. Neonatal rodent exposed to prolonged
hyperoxia exhibited impaired alveolarization and angiogenesis and increased inflammation that
is comparable to human bronchopulmonary dysplasia (BPD) (Berger and Bhandari, 2014; Nardiello
et al,, 2017). The pathogenesis of BPD is multifactorial and characterized by the arrest of alveolar
and vascular growth associated with inflammation (Baraldi and Filippone, 2007; Thebaud and

Frontiers in Pharmacology | www.frontiersin.org 1

September 2020 | Volume 11 | Article 568502


https://www.frontiersin.org/articles/10.3389/fphar.2020.568502/full
https://www.frontiersin.org/articles/10.3389/fphar.2020.568502/full
https://www.frontiersin.org/articles/10.3389/fphar.2020.568502/full
https://www.frontiersin.org/articles/10.3389/fphar.2020.568502/full
https://www.frontiersin.org/journals/pharmacology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/pharmacology#articles
http://creativecommons.org/licenses/by/4.0/
mailto:cmchen@tmu.edu.tw
https://doi.org/10.3389/fphar.2020.568502
https://www.frontiersin.org/journals/pharmacology#editorial-board
https://www.frontiersin.org/journals/pharmacology#editorial-board
https://doi.org/10.3389/fphar.2020.568502
https://www.frontiersin.org/journals/pharmacology
http://crossmark.crossref.org/dialog/?doi=10.3389/fphar.2020.568502&domain=pdf&date_stamp=2020-09-08

Chen et al.

Anti-Tn mAb Attenuates Lung Injury

Kourembanas, 2017; Bonadies et al., 2020). BPD is still an
important reason of morbidity and mortality in preterm
infants even with ideal ventilation policies, increased use of
noninvasive ventilation, and early administration of surfactant
(Principi et al., 2018). Many infants with BPD left with
significant respiratory morbidity, including reactive airways
dysfunction and the development of obstructive lung disease
during childhood (Northway et al., 1990; Jacob et al., 1998; Gien
and Kinsella, 2011).

Tn antigen is expressed in bladder, colon, breast, lung, and
pancreas carcinomas and uncommonly in blood cancers
(Springer, 1997; Desai, 2000). Tn antigen is one of the
outstanding carbohydrate antigens associated with tumor and
is o-linked to a serine or threonine residue (Zhang et al., 2005).
Tn antigen is N-acetylgalactosamine (GalNAc) o-linked to a
serine or threonine residue, which is one of the most
remarkable tumor-associated carbohydrate antigens (Zhang
et al., 2005). Tn has been related to immune diseases besides
cancers. Chronic inflammatory tissue in rheumatoid arthritis or
osteoarthritis patients exhibits Tn antigen (Ishino et al., 2010).
Elevated Tn antigen expression is observed in inflammation-
inflicted tissue damage (Fu et al., 2011; Mazurov et al., 2012; Lin
et al., 2014) and in hyperoxia-exposed adult murine lung, and
Tn immunization protects against hyperoxia-induced lung
injury through inhibition of the nuclear factor-xB (NF-xB)
(Chen et al., 2018).

We revealed that maternal immunization with Tn vaccine
increased neonatal rat serum levels of anti-Tn antibody; reduced
mean linear intercept (MLI), lung cytokine stress, and oxidative
stress; and increased vascular density and growth factor
expressions to normoxic levels in hyperoxia-injured neonatal
rats (Chen et al,, 2019). These findings suggest that anti-Tn
antibody has therapeutic effects on rats with hyperoxia-induced
lung injury. At present, there is no available clinical treatment to
prevent the development of BPD in preterm infants notwithstanding
the efforts to decrease BPD (Saugstad et al., 2019). Therefore, we
hypothesize that anti-Tn monoclonal antibody treatment could
attenuate hyperoxia-induced lung injury in neonatal mice. The
present study represents an effort to evaluate whether anti-Tn
monoclonal antibody can protect against hyperoxia-induced
lung injury. In addition, we further clarified the mechanisms
underlying the protective effects.

MATERIALS AND METHODS
Animal Model

All experimental procedures were approved by the Animal Care
and Use Committee at Taipei Medical University (LAC-2019-
0149) and performed in accordance with institutional guidelines.
Timed-pregnant BALB/c mice were allowed to deliver pups
vaginally at term. Within 12 h of birth, litters were pooled and
randomly redistributed to the newly delivered mothers and then
exposed to either hyperoxia (O,) or RA, creating four study
groups as follows: RA + PBS, O, + PBS, RA + anti-Tn
monoclonal antibody, and O, + anti-Tn monoclonal antibody.

The nursing mothers were rotated between O, treatment and RA
control litters every 24 h to avoid oxygen toxicity in the mothers
and eliminate maternal effects between the treatment subgroups.
The oxygen rich atmosphere was maintained in a transparent
40 x 50 x 60 cm’ plexiglass chamber that received O,
continuously at 4 L/min. The oxygen levels were monitored
using a ProOx Model 110 monitor (NexBiOxy, Hsinchu,
Taiwan). The hyperoxia groups were placed in an environment
with 85% O, for 1 week. The RA groups were kept in a normoxic
environment for 1 week. Survival rates were recorded daily. Body
weights were recorded at the time of death. On postnatal day 7,
mice pups were anesthetized with 1% isoflurane (Halocarbon
Laboratories, River Edge, NJ, USA) and weighed. Blood was
withdrawn from the heart to determine anti-Tn antibody levels.
Right middle lobe of the right lung was obtained for histological
analysis (morphometry and vascular density), and the rest lung
tissues were used for biochemical analysis (vascular endothelial
growth factor (VEGF) and cytokine).

Anti-Tn Monoclonal Antibody Preparation
Anti-Tn monoclonal antibody was generated as described from
another group (Chiang et al., 2012). Briefly, we conjugated Tn to
a bipartite antigen carrier protein and then used the protein
conjugate to immunize BALB/c mice. Isolated spleen cells from
the immunized mice were fused with myeloma cells (Sp2/0-
Agl4, purchased from BCRC) using a standard hybridoma
technique. The generated hybridoma cells were monitored
using an inverted light microscope, and the anti-Tn monoclonal
antibody-positive clones were screened using an enzyme-linked
immunosorbent assay (ELISA). For ascites preparation, the female
BALB/c mice were preinjected intraperitoneally with 0.5 ml of
pristane (Sigma-Aldrich, St. Louis, MO, USA) 1 and 3 days prior
to the inoculation of 5 x 10° hybridoma cells in 0.1 ml 0.9% saline
solution. The ascites fluid was clarified by centrifuging at 13,200
rpm for 5 min at room temperature, and the supernatant was
collected through a 0.22-pm sterile filter. The ascites and protein G
resin (GenScript, Piscataway, NJ, USA) were incubated with PBS
at 4°C overnight. We resuspended the resin and ascites into a
column. The column was washed with PBS and further washed
with PBS containing 500 mM NaCl. Subsequently, the antibody
was eluted with elution buffer (200 mM Glycine, pH 2.5). The
elution was collected and immediately neutralized to pH 7.4 using
neutralization buffer (1 M Tris-HCI, pH 9.0).

Administration of Anti-Tn

Monoclonal Antibody

The anti-Tn monoclonal antibody-treated groups were
intraperitoneally injected with anti-Tn monoclonal antibody at 25
ug/g of body weight in 50 pl PBS on postnatal days 2, 4, and 6. The
PBS-treated groups were treated with the same amount of PBS at
the same times. The dosages were not defined in the murine pups
exposed to postnatal hyperoxia. Our goal was to administer anti-Tn
monoclonal antibody to determine its beneficial effects on lung
inflammation and development. Based on this concern, an
appropriately high dose was selected in this study.
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Measurement of the Remaining Injected
Anti-Tn Monoclonal Antibody in Serum

The levels of the injected anti-Tn monoclonal antibody
remaining in serum were measured by an ELISA (SpectraPlate-
96 HB, PerkinElmer PerkinElmer, Alameda, CA, USA). We
dissolved 2 pg Tn antigen in 1 ml of coating buffer (14 mM
sodium carbonate, 35 mM sodium bicarbonate, pH 9.6). An
aliquot of 100 pl was added to each well, and the plates were
incubated at 4°C overnight. After being washed three times with
PBS, the plates were blocked with 200 ul of blocking buffer per
well for 2 h at 37°C. After three washings with PBS, 100 pl of
diluted serum (the dilutions used were 1:2,000 and 1:4,000) was
added to each well and incubated at 4°C overnight. After the
plates were washed three more times with PBS, 100 pl of HRP-
conjugated goat anti-mouse IgG (1:5,000 dilution; Southern
Biotech, Birmingham, AL, USA) was added to each well. The
plates were then further incubated at 37°C for 1 h. Finally, after
another three washes with PBS, 100 pl of tetramethylbenzidine
substrate buffer (BD OptEIATM, San Jose, CA, USA) was added to
each well followed by incubation in the dark for 5 min or longer.
The color reaction was stopped by adding 50 pl of 1IN HCI. The
absorbance was read at a wavelength of 450 nm using a
microplate spectrophotometer (Epoch, BioTek, VT, USA).

Western Blot Analysis of VEGF

Lung tissues were homogenized in ice-cold buffer, sonicated, and
centrifuged to remove cellular debris. 30 pg proteins were resolved
and electroblotted to a polyvinylidene difluoride membrane
(ImmobilonP, Millipore, Bedford, MA, USA). The membranes
were incubated with antibody against VEGF (Santa Cruz
Biotechnology) and anti-B-actin (Sigma-Aldrich, St. Louis, MO,
USA) and subsequently with horseradish peroxidase-conjugated
goat antimouse IgG (Pierce Biotechnology, Rockford, IL, USA) after
being blocked with 5% nonfat dry milk. We used SuperSignal
Substrate from Pierce Biotechnology to detect protein bands.
Densitometric analysis was performed using AIDA software to
measure the intensity of VEGF and S-actin bands.

Western Blot Analysis of NF-xB

We extracted nuclear proteins to detect NF-xB p65 (Santa Cruz
Biotechnology, CA, USA). Protein concentrations were
determined using a bicinchoninic acid protein assay kit. After
the membranes were being blocked with 5% skim milk at room
temperature for 1 h, proteins were separated on a 12% sodium
dodecyl sulfate polyacrylamide gel and transferred onto
polyvinylidene difluoride membranes. The membranes were
incubated with HRP-conjugated secondary antibody at room
temperature for 1 h. We visualized the signal using enhanced
chemiluminescence reagents according to the manufacturer’s
protocol. Antibodies to [-actin were used as internal controls
for nuclear protein loading.

Lung TNF-a
Lung tumor necrosis factor-o. (TNF-0) levels were determined
using the Bio-Plex multiplex assay system (Bio-Rad, Hercules, CA,

USA) and Procarta immunoassay kit (Affymetrix), according to
the manufacturer’s protocol.

Lung 8-OHdG Measurement
Lung 8-hydroxy-2’-deoxyguanosine (8-OHdG) levels were
measured using an ELISA kit (BioVision, Milpitas, CA, USA),
according to the manufacturer’s protocol.

Histological Evaluation

The lungs of the neonatal mice were placed in 4%
paraformaldehyde overnight. The lungs were washed in PBS
and serially dehydrated in increasing concentrations of ethanol
before embedment in paraffin. To standardize analysis, sections
were taken from the right middle lobe of the right lung. We
stained 5-um lung tissue sections with hematoxylin and eosin,
examined them using light microscopy, and assessed them for
lung morphometry and fibrosis. MLI, an indicator of mean
alveolar diameter, was assessed in 10 nonoverlapping fields
(Chou et al., 2016). Vascular density was determined in an
unbiased manner in a minimum of four random lung fields
stained with von Willebrand factor (vWF). Microvessel density
was determined by counting the vessels with the positive vVWF
stained in an unbiased manner and a minimum of four random
lung fields at x400 magnifications (Irwin et al., 2007).

Immunohistochemistry of Lung Tissue
Immunohistochemical staining was performed on 5-um-thick
paraffin sections using immunoperoxidase visualization. After
routine deparaffinization, heat-induced epitope retrieval was
performed by immersing the slides in 0.01 M sodium citrate
buffer (pH 6.0). The sections were then incubated for 20 h at 4°C
with mouse monoclonal anti-8-OHdG antibody (Abcam,
Cambridge, MA, USA), anti-NF-xB-p65 (Santa Cruz
Biotechnology), rabbit polyclonal anti-vWF antibody (Abcam), or
rabbit polyclonal anti-VEGF antibody (Santa Cruz Biotechnology)
as primary antibodies. Sections were the washed in PBS for 10 min
at three times and then incubated with the suitable fluorochrome-
labeled secondary antibody after being probed with the primary
antibody. Each selected frame was a representative image obtained
from serial confocal Z-sections (where the Z-interval between two
sections was 0.2 pm) within a stack of 20 sections.

Statistical Analysis

All data were presented as mean + SD. Comparison of the data was
performed with two-way analysis of variance and Bonferroni post-
hoc testing. The survival rate was evaluated using the Kaplan-Meier
analysis. A p value < 0.05 was considered statistically significant.

RESULTS

Eight dams gave birth to a total of 64 pups; 31 and 33 pups were
randomly distributed to RA and hyperoxia groups, respectively.
Next, 19 and 12 pups and 20 and 13 pups were treated with PBS
and anti-Tn monoclonal antibody in the RA and hyperoxia
groups, respectively.
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Anti-Tn Monoclonal Antibody Increased
the Survival Rate of Hyperoxia-Exposed
Neonatal Mice

The mice reared in RA and treated with PBS or anti-Tn monoclonal
antibody all survived (Figure 1A). The mice reared in hyperoxia and
receiving PBS exhibited a lower survival rate after postnatal day 5. On
postnatal day 7, the mice reared in hyperoxia and treated with anti-
Tn monoclonal antibody exhibited a significantly higher survival rate
compared with the mice reared in hyperoxia and treated with PBS.

Anti-Tn Monoclonal Antibody Increased
Serum Anti-Tn Antibody Levels

Serum anti-Tn antibody levels were measured on postnatal day 7
and as shown in Figure 1B. Serum anti-Tn antibody levels were
low in mice reared in RA or a hyperoxia-inducing environment
and treated with PBS (Figure 1B). Anti-Tn monoclonal antibody
treatment on postnatal days 2, 4, and 6 substantially increased
the serum levels of anti-Tn monoclonal antibody compared with
PBS treatment in RA- and O,-reared mice on postnatal day 7.

Anti-Tn Monoclonal Antibody Increased
the Body Weight of Hyperoxia-Exposed
Neonatal Mice

Body weights were comparable among the four study groups at
birth (Figure 1C). The mice in the hyperoxia + PBS group exhibited
a significantly lower body weight on postnatal day 7 than those in
the RA + PBS or RA + anti-Tn monoclonal antibody group. Anti-

Tn monoclonal antibody treatment increased the body weight (on
postnatal day 7) of mice reared in hyperoxia (Figure 1D).

Anti-Tn Monoclonal Antibody Improved
Alveolarization in Hyperoxia-Injured
Neonatal Mice

Representative lung sections stained with hematoxylin and eosin
from mice exposed to postnatal RA or hyperoxia and treated with
PBS or anti-Tn monoclonal antibody on postnatal day 7 are
depicted in Figure 2A. The mice reared in hyperoxia and treated
with PBS exhibited significantly higher MLI than did those reared in
RA and treated with PBS or anti-Tn monoclonal antibody (Figure
2B). Treatment with anti-Tn monoclonal antibody significantly
decreased the hyperoxia-induced increase in MLL

Anti-Tn Monoclonal Antibody Improved
Angiogenesis in Hyperoxia-Injured
Neonatal Mice

Representative immunohistochemistry of VEGF and vWF are
presented in Figures 3A, C. The mice reared in hyperoxia and
treated with PBS exhibited significantly decreased VEGF
immunoreactivity, and treatment with anti-Tn monoclonal
antibody significantly increased VEGF immunoreactivity in these
mice compared with the PBS-treated mice (Figure 3A). Western
blot analysis revealed that the mice reared in hyperoxia and treated
with PBS exhibited significantly decreased VEGF protein
expression, and anti-Tn monoclonal antibody treatment
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FIGURE 1 | Anti-Tn monoclonal antibody increased the survival rate, serum anti-Tn antibody levels, and the body weight of hyperoxia-exposed neonatal mice on
postnatal day 7. (A) Kaplan—Meier survival curve of mice. Anti-Tn monoclonal antibody increased the survival rate of hyperoxia-exposed neonatal mice. (B) Neonatal
serum anti-Tn monoclonal antibody levels analyzed by ELISA. Anti-Tn monoclonal antibody treatment on postnatal days 2, 4, and 6 significantly increased serum
anti-Tn monoclonal antibody levels compared with PBS treatment in RA- and O,-reared mice. (C, D) Body weights at birth and on postnatal day 7. Body weights
were comparable among four study groups at birth. The mice in the hyperoxia + PBS group exhibited a significantly lower body weight on postnatal day 7 than
those in the RA + PBS and RA + anti-Tn monoclonal antibody groups. Anti-Tn monoclonal antibody treatment increased the body weight on postnatal day 7 of mice
reared in hyperoxia. Data presented as mean + SD. *p < 0.05, **p < 0.01, **p < 0.001. RA, room air; PBS, phosphate-buffered saline.
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FIGURE 2 | Anti-Tn monoclonal antibody improved alveolarization in
hyperoxia-injured neonatal mice. (A) Representative hematoxylin- and eosin-
stained lung sections and (B) MLI in the lung tissue of 7-day-old mice. The
mice reared in hyperoxia and treated with PBS exhibited larger alveoli and
significantly higher MLI than did those reared in RA and treated with PBS or
anti-Tn monoclonal antibody. Treatment with anti-Tn monoclonal antibody
significantly decreased the hyperoxia-induced increase in MLI. Data presented
as mean + SD. *p < 0.001. RA, room air; PBS, phosphate-buffered saline.

significantly increased VEGF protein expression in these mice
compared with the PBS-treated mice (Figure 3B). The mice
reared in hyperoxia and treated with PBS exhibited significantly
lower vascular density than those reared in RA and treated with PBS
or anti-Tn monoclonal antibody (Figures 3C, D). By contrast, the
administration of anti-Tn monoclonal antibody in hyperoxia-
exposed mice improved vascular density to normoxic levels.

Anti-Tn Monoclonal Antibody Reduced

a Hyperoxia-Induced Increase in

Oxidative Stress

Immunohistochemistry was used to detect the oxidative stress
marker 8-OHdAG, observed as positive staining on nuclei (Figure
4A). Mice reared in hyperoxia and treated with PBS exhibited
significantly higher 8-OHdG expression than did those reared in
RA and treated with PBS or anti-Tn monoclonal antibody (Figure
4B). Treatment with anti-Tn monoclonal antibody significantly
reduced the hyperoxia-induced increase in 8-OHdG expression.

Anti-Tn Monoclonal Antibody Reduced
Hyperoxia-Induced Increase in NF-xB

and Cytokine

Representative immunohistochemistry and Western blot and
scanning densitometry analyses of NF-xB are presented in
Figures 5A, B. Immunoreactivity of NF-xB was mostly observed
in the cytoplasm and nuclei of alveolar macrophages but was also
detected in a few alveolar epithelial cells (Figure 5A). The lung
sections of the O, + PBS group exhibited more intense NF-«xB
immunohistochemical staining than those of the RA + PBS and
RA + anti-Tn monoclonal antibody groups. Anti-Tn monoclonal
antibody treatment significantly reduced the hyperoxia-induced

)
28
sl L
=
o £
)
- &

RA+PBS RA+anti-Tn  O,+PBS O,*anti-Tn
n=38 n=38 n=8 n=8

phosphate-buffered saline.

FIGURE 3 | Anti-Tn monoclonal antibody improved angiogenesis in hyperoxia-injured neonatal mice. (A) Representative photomicrographs of VEGF staining,

(B) Western blot and scanning densitometry analyses of VEGF, (C) immunohistochemistry of vVWF, and (D) semiquantitative analysis for vascular density in the lung
tissue of 7-day-old mice. Mice reared in hyperoxia and treated with PBS exhibited a significantly decreased VEGF immunoreactivity and vascular density (white
arrow), and treatment with anti-Tn monoclonal antibody significantly increased VEGF immunoreactivity and vascular density in these mice compared with PBS-
treated mice. The insert shows the positively stained cells and nuclei in more detail. Data presented as mean + SD. *p < 0.05, **p < 0.001. RA, room air; PBS,
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FIGURE 4 | Anti-Tn monoclonal antibody reduced hyperoxia-induced
increases in oxidative stress in 7-day-old mice. (A) Representative
immunohistochemistry of 8-OHdG and (B) ELISA of 8-OHdG. Positive
staining is indicated in brown (black arrow). Mice reared in hyperoxia and
treated with PBS exhibited significantly higher 8-OHdG immunoreactivities
and 8-OHJG levels than did those reared in RA and treated with PBS or anti-
Tn monoclonal antibody. The insert shows the positively stained cells and
nuclei in more detail. Treatment with anti-Tn monoclonal antibody significantly
decreased the hyperoxia-induced increase in 8-OHAG immunoreactivities and
8-OHdG levels. Data presented as mean + SD. *p < 0.05, ***p < 0.001. RA,
room air; PBS, phosphate-buffered saline.

increase in NF-xB immunoreactivity. The O, + PBS group exhibited
significantly higher NF-xB protein expression than the RA + PBS
and RA + anti-Tn monoclonal antibody groups (Figure 5B). Anti-
Tn monoclonal antibody treatment significantly reduced the
hyperoxia-induced increase in NF-xB protein expression.

The mice reared in hyperoxia and treated with PBS exhibited a
significantly higher tumor necrosis factor (TNF)-o. level than those
reared in RA and treated with PBS or anti-Tn monoclonal antibody
(Figure 5C). Furthermore, the mice reared in hyperoxia and treated
with anti-Tn monoclonal antibody exhibited a significantly lower
TNF-a. level than those treated with PBS.

DISCUSSION

Our in vivo model demonstrated that hyperoxia exposure during
the first 7 days after birth arrested lung and vascular development
and induced lung injury, as evidenced by increased MLI and
cytokine expression and decreased vascular density. Transforming
growth factor-f-neutralizing and connective tissue growth factor
antibodies have been reported to attenuate hyperoxia-induced lung

injury in neonatal rodents (Nakanishi et al., 2007; Alapati et al,
2011; Deng et al., 2019). Anti-Tn monoclonal antibody treatment
improved alveolarization and angiogenesis in the lungs of
hyperoxia-injured newborn mice, as demonstrated by a reversal of
the hyperoxia-induced increase in MLI and decrease in VEGF and
vascular density. The improvement of lung development was
associated with a reduction in oxidative stress, NF-xB expression,
and cytokine expression. Previous studies also revealed that caffeine
and iloprost improves hyperoxia-induced lung injury through
reduction of oxidative stress and inflammation and attenuation of
the endoplasmic reticulum stress and mitochondrial dysfunction
(Teng et al, 2017; Olave et al, 2018; Endesfelder et al, 2019).
Therefore, we propose that anti-Tn monoclonal antibody improves
hyperoxia-induced lung injury in neonatal mice through the
suppression of oxidative stress and inflammation, suggesting that
anti-Tn antibody may be a promising treatment modality against
hyperoxia-induced lung injury. Further studies are needed to
elucidate whether the anti-Tn monoclonal antibody effects are
mediated by reducing transforming growth factor-B or connective
tissue growth factor.

Our study demonstrated that body weights were comparable
at birth among the mice before their assignment to the RA or
hyperoxia groups. On postnatal day 7, we observed that mice
reared in hyperoxia and treated with PBS exhibited significantly
lower body weights than did those reared in RA and treated with
PBS or anti-Tn monoclonal antibody. These results were
different from those of Endesfelder et al. (2019) who found no
difference in body weight between postnatal hyperoxia or room
air exposure in newborn rats. We speculated that the discrepancy
was due to different oxygen exposure time. Anti-Tn monoclonal
antibody treatment on postnatal days 2, 4, and 6 preserved the
body weight of mice reared in hyperoxia. These results suggest
that anti-Tn monoclonal antibody may increase the body weight
and improve the health of hyperoxia-exposed newborn mice.

In our previous study, we found that maternal immunization
with Tn vaccine increased maternal and neonatal serum anti-Tn
antibody titers and attenuated hyperoxia-induced lung injury in
newborn rats (Chen et al., 2019). However, immunizing mothers to
treat premature birth-related lung diseases is impractical because
prematurity is clinically unpredictable and unavoidable. In this study,
we evaluated the protective effects of anti-Tn monoclonal antibody
on alveolar and vascular development in newborn mice exposed to
hyperoxia. We demonstrated that hyperoxia increased oxidative
stress and inflammation and led to impaired alveolarization and
angiogenesis in neonatal rat lungs (Chen et al., 2019). Consequently,
we chose a comparable model and demonstrated hyperoxia affected
mice angiogenesis in a similar way. Angiogenesis is a critical element
for alveolar development throughout normal lung growth (Jakkula
et al., 2000). VEGF is important for angiogenesis during embryonic
development because it is a powerful endothelial cell mitogen
(McGillick et al., 2016). We demonstrated that hyperoxia exposure
during the first 7 days of life reduced vascular density, and anti-Tn
monoclonal antibody increased VEGF expression and vascular
density in neonatal mice lungs. These results indicate that the
administration of anti-Tn monoclonal antibody improved
hyperoxia-induced lung injury through increasing VEGF expression.
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In neonatal rats, prolonged exposure to hyperoxia increases lung
cytokine expression and induces inflammation (Chen et al., 2019).
The rise in pro-inflammatory cytokines upregulates cell adhesion
molecules, increases chemotactic proteins that attract the
inflammatory cells into the lung, and leads to the increase of NF-
kB (Shahzad et al,, 2016). NF-xB displays both pro-inflammatory
and anti-inflammatory effects in lung development (Lawrence et al,,
2001). The pro-inflammatory or anti-inflammatory effect of NF-«B
plays is dependent on the timing and degree of inhibition (Lawrence
etal, 2001; Alvira, 2014). In this study, hyperoxia-reared mice had a
significant increase in NF-xB expression, and this was decreased
with the administration of anti-Tn monoclonal antibody. Reduced
lung cytokine is accompanied the anti-Tn antibody induced
reduction in NF-xB activity.

In this study, we examined NF-kB and TNF-o. because
hyperoxia increases the expression of NF-xB and TNF-o in the
lungs of newborn mice and TNF-o activates the NF-xB pathway
(Poyet et al., 2000; Chen et al., 2020). 8-OHdG is a DNA base-
modified product generated by reactive oxygen species as a marker
of oxidative DNA damage and its levels are correlated with other
oxidative stress markers (Pérez et al., 2002). The limitation of this
study is that we did not measure other oxidative stress markers, such
as 3-nitrotyrosine and 8-isoprostane.

In conclusion, this study demonstrated that anti-Tn monoclonal
antibody improved alveolar and vascular development induced by
hyperoxia in neonatal mice, as indicated by a decrease in MLI and
increase in vascular density. The study also revealed that anti-Tn
monoclonal antibody does not exert adverse effects on normal
neonatal body growth or lung development. The beneficial effects of
anti-Tn monoclonal antibody on hyperoxia-induced lung injury are
mediated by a decrease in oxidative stress, cytokine expression, and
NF-B activity as well as an increase in VEGF expression. Currently,

O,+anti-Tn
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o
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FIGURE 5 | Anti-Tn monoclonal antibody reduced hyperoxia-induced increase in NF-xB and cytokine in 7-day-old mice. (A) Representative photomicrographs

of NF-«B staining, the insert shows the positively stained cells and nuclei in more detail, (B) Western blot and scanning densitometry analyses of NF-«xB, and

(C) TNF-o.. The mice reared in hyperoxia and treated with PBS exhibited significantly more intense NF-xB immunohistochemical staining (white arrow), protein
expression, and TNF-a expression than did those reared in RA and treated with PBS or anti-Tn monoclonal antibody. Treatment with anti-Tn monoclonal antibody
significantly decreased the hyperoxia-induced increase in NF-kB and TNF-o expression. Data are presented as mean + SD. *p < 0.01, **p <0.001. RA, room air;

no effective therapy is available for preventing hyperoxia-induced lung
injury. These findings suggest the therapeutic potential of anti-Tn
monoclonal antibody for treating hyperoxia-induced lung injury.

DATA AVAILABILITY STATEMENT

The raw data supporting the conclusions of this article will be
made available by the authors, without undue reservation.

ETHICS STATEMENT

The animal study was reviewed and approved by Animal care
and experimental procedures were performed in accordance with
the guidelines of the Laboratory Animal Care Committee of
Taipei Medical University (LAC-2019-0149).

AUTHOR CONTRIBUTIONS

Designed and performed the experiments: C-MC and JH. Analysis
and interpretation of data: C-MC, JH, H-CC, and CC. Drafted and
approved the manuscript: C-MC, JH, H-CC, and CC.

FUNDING

This study received grants from the Ministry of Science and
Technology in Taiwan (107-2314-B-038-060-MY2).

Frontiers in Pharmacology | www.frontiersin.org

September 2020 | Volume 11 | Article 568502


https://www.frontiersin.org/journals/pharmacology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/pharmacology#articles

Chen et al.

Anti-Tn mAb Attenuates Lung Injury

REFERENCES

Alapati, D., Rong, M., Chen, S., Hehre, D., Rodriguez, M. M., Lipson, K. E,, et al.
(2011). Connective tissue growth factor antibody therapy attenuates
hyperoxia-induced lung injury in neonatal rats. Am. J. Respir. Cell Mol. Biol.
45 (6), 1169-1177. doi: 10.1165/rcmb.2011-00230C

Alvira, C. M. (2014). Nuclear factor-kappa-B signaling in lung development and
disease: one pathway, numerous functions. Birth Defects Res. A Clin. Mol.
Teratol. 100 (3), 202-216. doi: 10.1002/bdra.23233

Baraldi, E., and Filippone, M. (2007). Chronic lung disease after premature birth.
N. Engl. ]. Med. 357 (19), 1946-1955. doi: 10.1056/NEJMra067279

Berger, J., and Bhandari, V. (2014). Animal models of bronchopulmonary
dysplasia. The term mouse models. Am. J. Physiol. Lung Cell Mol. Physiol.
307 (12), L936-1947. doi: 10.1152/ajplung.00159.2014

Bonadies, L., Zaramella, P., Porzionato, A., Perilongo, G., Muraca, M., and Baraldi,
E. (2020). Present and future of bronchopulmonary dysplasia. J. Clin. Med. 9
(5), 1539. doi: 10.3390/jcm9051539

Chen, C. M., Hwang, J., Chou, H. C, and Shiah, H. S. (2018). Tn (N-acetyl-d-
galactosamine-O-serine/threonine) immunization protects against hyperoxia—
induced lung injury in adult mice through inhibition of the nuclear factor kappa
B activity. Int. Immunopharmacol. 59, 261-268. doi: 10.1016/j.intimp.2018.04.022

Chen, C. M., Hwang, J., and Chou, H. C. (2019). Maternal Tn immunization
attenuates hyperoxia—induced lung injury in neonatal rats through suppression
of oxidative stress and inflammation. Front. Immunol. 10, 681. doi: 10.3389/
fimmu.2019.00681

Chen, S., Wu, Q., Zhong, D., Li, C.,, and Du, L. (2020). Caffeine prevents
hyperoxia-induced lung injury in neonatal mice through NLRP3
inflammasome and NF-kB pathway. Respir. Res. 21 (1), 140. doi: 10.1186/
$12931-020-01403-2

Chiang, H. L., Lin, C. Y., Jan, F. D,, Lin, Y. S., Hsu, C. T., Whang-Peng, J., et al.
(2012). A novel synthetic bipartite carrier protein for developing glycotope-
based vaccines. Vaccine 30 (52), 7573-7581. doi: 10.1016/j.vaccine.2012.10.041

Chou, H. C, Li, Y. T., and Chen, C. M. (2016). Human mesenchymal stem cells
attenuate experimental bronchopulmonary dysplasia induced by perinatal
inflammation and hyperoxia. Am. J. Transl. Res. 8 (2), 342-353.

Deng, S., Zhang, H., Han, W., Guo, C., and Deng, C. (2019). Transforming growth
factor-B-neutralizing antibodies improve alveolarization in the oxygen-
exposed newborn mouse lung. J. Interferon Cytokine Res. 39 (2), 106-116.
doi: 10.1089/jir.2018.0080

Desai, P. (2000). Immunoreactive T and Tn antigens in malignancy: role in
carcinoma diagnosis, prognosis, and immunotherapy. Transfus. Med. Rev. 14
(4), 312-325. doi: 10.1053/tmrv.2000.16229

Endesfelder, S., Strauf3, E., Scheuer, T., Schmitz, T., and Biihrer, C. (2019). Antioxidative
effects of caffeine in a hyperoxia-based rat model of bronchopulmonary dysplasia.
Respir. Res. 20 (1), 88. doi: 10.1186/s12931-019-1063-5

Fu,]., Wei, B., Wen, T., Johansson, M. E,, Liu, X., Bradford, E., et al. (2011). Loss of
intestinal core 1-derived O-glycans causes spontaneous colitis in mice. J. Clin.
Invest. 121 (4), 1657-1666. doi: 10.1172/JCI45538

Gien, J., and Kinsella, J. P. (2011). Pathogenesis and treatment of
bronchopulmonary dysplasia. Curr. Opin. Pediatr. 23 (3), 305-313.
doi: 10.1097/MOP.0b013e328346577f

Irwin, D., Helm, K., Campbell, N., Imamura, M., Fagan, K., Harral, J., et al. (2007).
Neonatal lung side population cells demonstrate endothelial potential and are
altered in response to hyperoxia-induced lung simplification. Am. J. Physiol.
Lung Cell Mol. Physiol. 293 (4), L941-L951. doi: 10.1152/ajplung.00054.2007

Ishino, H., Kawahito, Y., Hamaguchi, M., Takeuchi, N., Tokunaga, D., Hojo, T,
et al. (2010). Expression of Tn and sialyl Tn antigens in synovial tissues in
rheumatoid arthritis. Clin. Exp. Rheumatol. 28 (2), 246-249.

Jacob, S. V., Coates, A. L., Lands, L. C., MacNeish, C. F,, Riley, S. P., Hornby, L.,
et al. (1998). Long-term pulmonary sequelae of severe bronchopulmonary
dysplasia. J. Pediatr. 133 (2), 193-200. doi: 10.1016/s0022-3476(98)70220-3

Jakkula, M., Le Cras, T. D., Gebb, S., Hirth, K. P., Tuder, R. M., Voelkel, N. F., et al.
(2000). Inhibition of angiogenesis decreases alveolarization in the developing
rat lung. Am. J. Physiol. Lung Cell Mol. Physiol. 279 (3), L600-L607.
doi: 10.1152/ajplung.2000.279.3.L600

Lawrence, T., Gilroy, D. W., Colville-Nash, P. R., and Willoughby, D. A. (2001).
Possible new role for NF-kappaB in the resolution of inflammation. Nat. Med.
7 (12), 1291-1297. doi: 10.1038/nm1201-1291

Lin, C. Y., Ho, J. Y., Hsieh, M. T., Chiang, H. L., Chuang, J. M., Whang-Peng, J.,
et al. (2014). Reciprocal relationship of Tn/NF-kappaB and sTn as an indicator
of the prognosis of oral squamous cell carcinoma. Histopathology 64 (5), 713-
721. doi: 10.1111/his.12309

Mazurov, D., Ilinskaya, A., Heidecker, G., and Filatov, A. (2012). Role of O-
glycosylation and expression of CD43 and CD45 on the surfaces of effector T
cells in human T cell leukemia virus type 1 cell-to-cell infection. J. Virol. 86 (5),
2447-2458. doi: 10.1128/JV1.06993-11

McGillick, E. V., Orgeig, S., and Morrison, J. L. (2016). Structural and molecular
regulation of lung maturation by intratracheal vascular endothelial growth
factor administration in the normally grown and placentally restricted fetus.
J. Physiol. 594 (5), 1399-1420. doi: 10.1113/JP271113

Nakanishi, H., Sugiura, T., Streisand, J. B., Lonning, S. M., and Roberts, J. D. Jr
(2007). TGF-B-neutralizing antibodies improve pulmonary alveologenesis and
vasculogenesis in the injured newborn lung. Am. J. Physiol. Lung Cell Mol.
Physiol. 293 (1), L151-L161. doi: 10.1152/ajplung.00389.2006

Nardiello, C., Mizikova, 1., and Morty, R. E. (2017). Looking ahead: where to next
for animal models of bronchopulmonary dysplasia? Cell Tissue Res. 367 (3),
457-468. doi: 10.1007/s00441-016-2534-3

Northway, W. H.Jr, Moss, R. B., Carlisle, K. B., Parker, B. R., Popp, R. L, Pitlick,
P. T, et al. (1990). Late pulmonary sequelae of bronchopulmonary dysplasia.
N. Engl. J. Med. 323 (26), 1793-17999. doi: 10.1056/NEJM199012273232603

Olave, N,, Lal, C. V., Halloran, B., Bhandari, V., and Ambalavanan, N. (2018). Iloprost
attenuates hyperoxia-mediated impairment of lung development in newborn mice. Am.
J. Physiol. Lung Cell Mol. Physiol. 315 (4), L535-1544. doi: 10.1152/ajplung.00125.2017

Pérez, D. D, Strobel, P., Foncea, R., Diez, M. S., Vasquez, L., Urquiaga, L, et al.
(2002). Wine, diet, antioxidant defenses, and oxidative damage. Ann. N. Y.
Acad. Sci. 957, 136-145. doi: 10.1111/j.1749-6632.2002.tb02912.x

Poyet, J. L., Srinivasula, S. M., Lin, J. H., Fernandes-Alnemri, T., Yamaoka, S.,
Tsichlis, P. N., et al. (2000). Activation of the Ikappa B kinases by RIP via
IKKgamma/NEMO-mediated oligomerization. J. Biol. Chem. 275 (48), 37966
37977. doi: 10.1074/jbc.M006643200

Principi, N., Di Pietro, G. M., and Esposito, S. (2018). Bronchopulmonary
dysplasia: clinical aspects and preventive and therapeutic strategies. J. Transl.
Med. 16 (1), 36. doi: 10.1186/s12967-018-1417-7

Saugstad, O. D., Oei, J. L., Lakshminrusimha, S., and Vento, M. (2019). Oxygen
therapy of the newborn from molecular understanding to clinical practice.
Pediatr. Res. 85 (1), 20-29. doi: 10.1038/s41390-018-0176-8

Shahzad, T., Radajewski, S., Chao, C. M., Bellusci, S., and Ehrhardt, H. (2016).
Pathogenesis of bronchopulmonary dysplasia: when inflammation meets organ
development. Mol. Cell Pediatr. 3 (1), 23. doi: 10.1186/s40348-016-0051-9

Springer, G. F. (1997). Immunoreactive T and Tn epitopes in cancer diagnosis,
prognosis, and immunotherapy. J. Mo.l Med. 75 (8), 594-602. doi: 10.1007/
5001090050144

Teng, R. ., Jing, X., Michalkiewicz, T., Afolayan, A. J., Wu, T.J., and Konduri, G. G.
(2017). Attenuation of endoplasmic reticulum stress by caffeine ameliorates
hyperoxia-induced lung injury. Am. J. Physiol. Lung Cell Mol. Physiol. 312 (5),
L586-1598. doi: 10.1152/ajplung.00405.2016

Thébaud, B., and Kourembanas, S. (2017). Can we cure bronchopulmonary
dysplasia? J. Pediatr. 191, 12-14. doi: 10.1016/j.jpeds.2017.07.028

Zhang, X, Issagholian, A., Berg, E. A, Fishman, J. B.,, Nesburn, A. B, and
BenMohamed, L. (2005). Th-cytotoxic T-lymphocyte chimeric epitopes
extended by Nepsilon-palmitoyl lysines induce herpes simplex virus type 1-
specific effector CD8+ Tcl responses and protect against ocular infection.
J. Virol. 79 (24), 15289-15301. doi: 10.1128/JV1.79.24.15289-15301.2005

Conflict of Interest: Author CC was employed by company Taivital
Biopharmaceutical Co. LTD.

The remaining authors declare that the research was conducted in the absence of
any commercial or financial relationships that could be construed as a potential
conflict of interest..

Copyright © 2020 Chen, Hwang, Chou and Chen. This is an open-access article
distributed under the terms of the Creative Commons Attribution License (CC BY).
The use, distribution or reproduction in other forums is permitted, provided the
original author(s) and the copyright owner(s) are credited and that the original
publication in this journal is cited, in accordance with accepted academic practice. No
use, distribution or reproduction is permitted which does not comply with these terms.

Frontiers in Pharmacology | www.frontiersin.org

September 2020 | Volume 11 | Article 568502


https://doi.org/10.1165/rcmb.2011-0023OC
https://doi.org/10.1002/bdra.23233
https://doi.org/10.1056/NEJMra067279
https://doi.org/10.1152/ajplung.00159.2014
https://doi.org/10.3390/jcm9051539
https://doi.org/10.1016/j.intimp.2018.04.022
https://doi.org/10.3389/fimmu.2019.00681
https://doi.org/10.3389/fimmu.2019.00681
https://doi.org/10.1186/s12931-020-01403-2
https://doi.org/10.1186/s12931-020-01403-2
https://doi.org/10.1016/j.vaccine.2012.10.041
https://doi.org/10.1089/jir.2018.0080
https://doi.org/10.1053/tmrv.2000.16229
https://doi.org/10.1186/s12931-019-1063-5
https://doi.org/10.1172/JCI45538
https://doi.org/10.1097/MOP.0b013e328346577f
https://doi.org/10.1152/ajplung.00054.2007
https://doi.org/10.1016/s0022-3476(98)70220-3
https://doi.org/10.1152/ajplung.2000.279.3.L600
https://doi.org/10.1038/nm1201-1291
https://doi.org/10.1111/his.12309
https://doi.org/10.1128/JVI.06993-11
https://doi.org/10.1113/JP271113
https://doi.org/10.1152/ajplung.00389.2006
https://doi.org/10.1007/s00441-016-2534-3
https://doi.org/10.1056/NEJM199012273232603
https://doi.org/10.1152/ajplung.00125.2017
https://doi.org/10.1111/j.1749-6632.2002.tb02912.x
https://doi.org/10.1074/jbc.M006643200
https://doi.org/10.1186/s12967-018-1417-7
https://doi.org/10.1038/s41390-018-0176-8
https://doi.org/10.1186/s40348-016-0051-9
https://doi.org/10.1007/s001090050144
https://doi.org/10.1007/s001090050144
https://doi.org/10.1152/ajplung.00405.2016
https://doi.org/10.1016/j.jpeds.2017.07.028
https://doi.org/10.1128/JVI.79.24.15289-15301.2005
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/pharmacology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/pharmacology#articles

	Anti-Tn Monoclonal Antibody Attenuates Hyperoxia-Induced Lung Injury by Inhibiting Oxidative Stress and Inflammation in Neonatal Mice
	Introduction
	Materials and Methods
	Animal Model
	Anti-Tn Monoclonal Antibody Preparation
	Administration of Anti-Tn Monoclonal Antibody
	Measurement of the Remaining Injected Anti-Tn Monoclonal Antibody in Serum
	Western Blot Analysis of VEGF
	Western Blot Analysis of NF-κB
	Lung TNF-α
	Lung 8-OHdG Measurement
	Histological Evaluation
	Immunohistochemistry of Lung Tissue
	Statistical Analysis

	Results
	Anti-Tn Monoclonal Antibody Increased the Survival Rate of Hyperoxia-Exposed Neonatal Mice
	Anti-Tn Monoclonal Antibody Increased Serum Anti-Tn Antibody Levels
	Anti-Tn Monoclonal Antibody Increased the Body Weight of Hyperoxia-Exposed Neonatal Mice
	Anti-Tn Monoclonal Antibody Improved Alveolarization in Hyperoxia-Injured Neonatal Mice
	Anti-Tn Monoclonal Antibody Improved Angiogenesis in Hyperoxia-Injured Neonatal Mice
	Anti-Tn Monoclonal Antibody Reduced a Hyperoxia-Induced Increase in Oxidative Stress
	Anti-Tn Monoclonal Antibody Reduced Hyperoxia-Induced Increase in NF-κB and Cytokine

	Discussion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	References



<<
  /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 /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /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 0.40
    /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 false
  /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 0.40
    /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 false
  /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /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
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


