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Abstract

Reactive oxygen species (ROS) play an important role in ethanol-induced apoptosis and
teratogenesis. However, the major sources of ROS in ethanol-exposed embryos have remained
undefined. This study was conducted to determine the role of NADPH oxidase (NOX) in ethanol-
induced oxidative stress and apoptosis in mouse embryos. Analyses of mMRNA expression indicated
that ethanol treatment resulted in a significant increase in mMRNA expression of NOX catalytic subunit
Duox-1 in gestational day 9 (GD 9:0) mouse embryos. Ethanol exposure also resulted in significant
increases in MRNA expression of NOX regulatory subunits, p22phox, p67phox, NOXA1 and
NOXOL1. Inaddition, asignificant increase in NOX enzyme activity was found in the ethanol-exposed
embryos as compared to controls. Co-treatment with the NOX inhibitor, diphenyleneiodonium (DPI),
significantly prevented ethanol-induced increases in NOX enzyme activity, ROS generation and
oxidative DNA damage in ethanol-exposed embryos. DPI treatment also resulted in a reduction in
caspase-3 activation, decreased caspase-3 activity and diminished prevalence of apoptosis in ethanol-
exposed embryos. These results support the hypothesis that NOX is a critical source of ROS in
ethanol-exposed embryos and that it plays an important role in ethanol-induced oxidative stress and
pathogenesis.
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1. Introduction

Prenatal ethanol exposure results in a range of abnormalities that is now termed the Fetal
Alcohol Spectrum Disorder (FASD). This spectrum of birth defects includes abnormalities in
a number of organ systems, with those involving the brain being very prevalent (Roebuck et
al., 1998). Indeed, prenatal ethanol exposure is now recognized as the leading known non-
genetic cause of mental retardation in the Western world (Abel and Sokol, 1986).
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In both in vivo and in vitro FASD model systems, cell death in selected cell populations is a
commonly observed pathologic feature (Bonthius et al., 2006; Chen et al., 2001; Dunty, Jr. et
al., 2001). For example, Kotch and Sulik (Kotch and Sulik, 1992) as well as Dunty et al.
(Dunty, Jr. et al., 2001) noted excessive cell death that was located in specific regions of the
brain of gestational day 8.5to 9 (GD 8.5 to 9; equivalent to the fourth week of human gestation)
ethanol-exposed mouse embryos. In addition, ethanol exposure during the period of brain
development that is comparable to that of the human third trimester causes death of postmitotic
neurons in the hypothalamus (De et al., 1994), cerebral cortex (Olney et al., 2002), cerebellum
(Tran et al., 2005), and associated brain-stem structures (Napper and West, 1995). Using
TUNEL staining, the ethanol-induced cell death in early embryos has been shown to be
apoptotic (Chen et al., 2001; Chen et al., 2004; Dunty, Jr. et al., 2001).

There is growing evidence that oxidative stress plays an important role in ethanol-induced
apoptosis and teratogenesis (Henderson et al., 1999; Wentzel et al., 2006). Prenatal ethanol
exposure results in oxidative stress in neural crest cells (Chen and Sulik, 1996; Chen and Sulik,
2000; Davis et al., 1990), cultured cortical neurons (Ramachandran et al., 2003), and cerebellar
tissue (Heaton et al., 2006). These results are supported by studies that have shown that 1)
superoxide dismutase (SOD) can diminish ethanol-induced superoxide anion generation, lipid
peroxidation and cell death in cultured mouse embryos, and can significantly reduce the
incidence of neural tube defects (Kotch et al., 1995); 2) EUK-134, a synthetic SOD and catalase
mimetic can prevent apoptosis and the resulting limb defects in mouse embryos exposed to
ethanol in vivo (Chen et al., 2004) and 3) transcriptional induction of endogenous antioxidants
through Nrf-2 activation can prevent ethanol-induced oxidative stress and apoptosis in mouse
embryos (Dong et al., 2008).

Although many pathways have been suggested to contribute to the ability of ethanol to induce
a state of oxidative stress, the major sources of reactive oxygen species (ROS) in ethanol-
exposed embryos have not been defined. Potential sources of ROS in the cells include
mitochondrial respiratory chain enzymes, xanthine oxidase, cytochrome P450 enzymes (e.g.
CYP2E1L) (Halliwell, 1991; Wu and Cederbaum, 2003) and NADPH oxidase (NOX). The latter
has only very recently begun to receive considerable research attention (Sumimoto, 2008).

NOX enzymes were initially discovered in phagocytic cells. They are composed of multiple
subunits, including a glycoprotein gp91phox, which is considered to be directly involved in
the generation of superoxide anion (Bedard and Krause, 2007). Homologues of gp91phox,
including NOX1 through NOXS5, and the dual oxidases Duox1 and Duox2, have recently been
described in non-phagocytic cells (Lambeth, 2004). Activation of NOX enzymes involves
cytoplasmic components, including p47phox, p67phox, NOXO1 and NOXA1, as well as small
GTPase RAC (RAC2 and/or RACL) (Lambeth, 2004). NOX enzymes can catalyze NADPH-
dependent reduction of oxygen to generate superoxide anion (Babior, 2002). Recently, NOX
enzymes have emerged as a major source of ROS in neurons, glia, and cerebral blood vessels
(Gao et al., 2003; Infanger et al., 2006; Miller et al., 2006). NOX-mediated apoptosis has also
been observed in human aortic smooth muscle cells exposed to 7-ketocholesterol (Pedruzzi et
al., 2004), and in angiotensin I1-exposed H9C2 cardiac muscle cells (Qin et al., 2006). It is also
noteworthy that two NOX inhibitors, diphenyleneiodonium (DPI) and apocynin, can diminish
superoxide generation and liver injury in hemorrhagic shock (Abdelrahman et al., 2005). DPI
is a well-characterized and potent NOX inhibitor. Studies have shown that DPI can abstract an
electron from FAD to form a radical, which then forms covalent adducts binding irreversibly
to the FAD of NOX enzymes, thus blocking their activity (O'Donnell et al., 1993).

This study was designed to define the role of NOX enzymes in ethanol-induced oxidative stress
and apoptosis in mouse embryos. To this end, mMRNA expression of NOX catalytic and
regulatory subunits was analyzed using quantitative real-time PCR. In addition, the potential
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of the NOX enzyme inhibitor, DPI, to prevent ethanol-induced oxidative stress and apoptosis
in mouse embryos was examined. The results of this study support the hypothesis that NOX

is a critical source of ROS in ethanol-exposed mouse embryos and that inhibition of NOX can
prevent ethanol-induced oxidative stress and apoptosis. These results provide important clues
for intervention strategies that may aid in diminishing the incidence and/or severity of FASD.

2. Materials and methods

2.1. Animal care and dosing

C57BL/6J mice (The Jackson Laboratory, Bar Harbor, ME) were mated for 2 hours early in
the light cycle. The time of vaginal plug detection was considered 0 days, 0 h of gestation (GD
0:0). Mice were maintained on an ad libitum diet of breeder chow and water. Pregnant mice
in the experimental groups were administered two intraperitoneal (ip) doses of 2.9 g/kg ethanol
alone or two comparable doses of ethanol in combination with one 4.0 mg/kg dose of DPI
(Sigma, St. Louis, MO, USA). The injections were given 4 hours apart, with the DPI and the
first dose of ethanol administered on gestational day 9 (GD9:0). Control animals were injected
with lactated Ringer's solution according to the above regimen. This treatment regimen
produced a peak maternal blood alcohol level (BAL) of approximately 500 mg/dL 4.5 hours
after the initial dose. At 6 hours after the first dose, the time at which pregnant mice were killed
and the embryos were prepared for analysis of MRNA expression, ROS generation and
oxidative DNA damage, the maternal BAL is approximately 400 mg/dL (Webster et al.,
1983). Previous studies have shown that at early developmental stages in mice, acute
administration of ethanol that yields peak maternal blood alcohol concentrations of 400-500
mg/dL (approximately 85-105 mM) is required to 1) induce excessive apoptosis(Dunty, Jr. et
al., 2001; Kotch and Sulik, 1992); 2) induce malformations that are characteristic of FAS
(Kotch and Sulik, 1992; Sulik et al., 1981); and 3) induce significant changes in gene and
protein expression (Dong et al., 2008; Green et al., 2007). Although the concentration is high,
it is not outside of that which can be observed in chronic alcoholics (Adachi et al., 1991). Only
this particular dose of ethanol was chosen because the purpose of this study is to determine
whether Nox is involved in oxidative stress in mouse embryos exposed to ethanol at a dose
that has been demonstrated to be able to induce both apoptosis and FAS-like malformation.
For apoptosis analysis, pregnant mice were killed on GD 9:12 (12 hours after the first ethanol
treatment). Selection of the time points at which analyses were conducted was based on our
previous investigations (Chen et al., 2004; Dong et al., 2008; Dunty, Jr. et al., 2001; Kotch and
Sulik, 1992). Embryos were dissected free of their deciduas in lactated Ringer's solution and
then staged by counting the number of somite pairs. Embryos of comparable developmental
stage were pooled for mRNA and protein preparation. Whole embryos were used for mMRNA
and protein analysis because very limited tissue can be collected from mouse embryos at this
early developmental stage that is highly sensitive to ethanol-induced birth defects. All protocols
used in this study were approved by the University of North Carolina at Chapel Hill Institutional
Animal Care and Use Committee.

2.2. RNA isolation and reverse-transcription reaction

Total RNA was isolated from whole embryos using Trizol reagent (Invitrogen, Carlsbad, CA,
USA) and cleaned with Qiagen RNeasy Mini Kit (Qiagen, Hilden, Germany) according to the
manufacturer's instructions. RNA quantitation was performed by measuring the absorbance of
the RNA sample solutions at 260 nm. The RNA integrity was determined by agarose gel
electrophoresis. The RNA samples were treated with DNase-1 (Qiagen RNase-free DNase Kit).
The reverse transcription reaction was carried out in a 100 pl reaction by incubation of 1 pg
of RNA with Oligo d (T)16 primers at 48°C for 60 min., using a commercially available
GeneAmp RNA PCR kit (Applied Biosystems, USA).
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2.3. Quantitative real-time PCR

Quantitative real-time PCR with SYBR green | detection (Applied Biosystems, Warrington,
UK) was performed in a MyiQ Single-Color Real-Time PCR Detection System (Bio-Rad, CA,
USA). Primers listed in Table 1 were designed using Primer Express Software (Applied
Biosystems) and synthesized by Integrated DNA Technologies, Inc (Coralville, IA, USA).
Reactions were performed in a total volume of 25pl, including 12.5 pl 2 x Power SYBR®
Green PCR Master Mix, 1 pl of 0.4 uM primer, and 2.5ul of the previously reverse-transcribed
cDNA template on a 96-well iCycler iQ PCR plates (Bio-Rad, CA, USA). All reactions were
carried out at least in duplicate for each sample. The thermo-cycling profile included 45 cycles
consisting of denaturation at 95°C for 15 sec, annealing and elongation at 60°C for 60 sec.
Melting curve and agarose electrophoresis analysis were performed to exclude amplification
of non-specific products. GAPDH was used as a reference for normalization and relative
quantification was performed using iCycler iQ Optical System Software Version 1 (Bio-Rad,
CA.USA).

2.4. NOX enzyme activity assay

The activity of NOX enzyme was determined by the method described by Cui and Douglas
(Cui and Douglas 1997), with modification. Embryos were washed twice in ice-cold PBS and
homogenized in buffer containing 20 mM KH,PO,4, 1 mM EGTA, 10 ug/ml aprotinin, 25 pg/
ml leupeptin and 1 mM phenylmethylsulfonyl fluoride. The assay was started by adding
homogenate into 50 mM phosphate buffer (pH 7.0) containing 1 mM EGTA, 150 mM sucrose,
500 uM lucigenin, and 100 uM NADPH. Photoemission was measured every minute for 14
min using a Luminometer (Wallac 1420 Multilabel Counter, PerkinElmer Life and Analytical
Sciences, MA, USA). The protein concentration in each sample was measured using Bio-Rad
Protein Assay Reagent (Bio-Rad Laboratories, Inc., Hercules, CA, USA) according to the
manufacturer's instructions. NOX enzyme activity was expressed as relative light units (RLU).

2.5. Measurement of ROS generation

ROS generation was assayed as described previously (Dong et al., 2008). Briefly, the mouse
embryos were washed twice in assay buffer (130 mM KCI, 5 mM MgCI2, 20 mM NaH2PO4,
20 mM Tris-HCI, 30 mM glucose) then homogenized in 100 pl of the buffer. The homogenate
was centrifuged at 10,000 g for 15 min at 4°C and the supernatant, which was equivalent to 40
ug of protein, was transferred to a 96-well micro-plate. Assay buffer and 2 pl of 2',7'-
dichlorodihydro-fluoroscein diacetate (DCHFDA,; Molecular Probes Inc., Eugene, OR, USA)
(5 mM in DMSQO) were added to the micro-plate to give a total reaction volume of 200 pl.
Subsequently, the samples were incubated at 37°C for 15 min. The fluorescence intensity was
monitored for 30 min after excitation at 485 nm and emission at 535 nm using a CytoFlor
fluorescence plate reader (Perseptive Biosystems, Foster City, CA, USA). The protein
concentration in each sample was measured using Bio-Rad Protein Assay Reagent (Bio-Rad
Laboratories, Inc., Hercules, CA, USA) according to the manufacturer's instructions. The ROS
level was expressed as relative fluorescence intensity units.

2.6. Measurement of oxidative DNA damage

Oxidative DNA damage was determined by measuring the level of 8-OH deoxyguanosine (8-
OHdG), a sensitive index of oxidative DNA damage (Hamilton et al., 2001). DNA from mouse
embryos was isolated with a DNeasy Tissue kit (Qiagen, Hilden, Germany) according to the
manufacturer's instructions and dissolved in 20 mM sodium acetate buffer (pH 5.2). The
isolated DNA was treated with nuclease P1 (Sigma) to digest DNA to nucleotides, followed
by incubation with alkaline phosphatase (Fermentas Inc., Hanover, MD, USA) for 1 hour. 100
ug of DNA was assayed for levels of 8-OHdG using a 8-OHdG-EIA kit (Oxis Health Products,
Inc., Portland, OR, USA) according to the manufacturer's instructions.
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2.7. Apoptosis assays

Apoptosis was determined in GD 9 mouse embryos 12 hours after initial maternal ethanol
exposure using two independent assays, caspase-3 analysis and Nile blue sulfate vital staining.
Caspase-3 activation was analyzed by Western blot. For this assay, embryos were washed once
in phosphate-buffered saline (PBS), and lysed by incubation for 30 min in RIPA lysis buffer
(PBS, 0.5 % Sodium Deoxycholate, 1 % NP-40, 0.1 % SDS, 1 mM Dithiothreitol) with 1 mM
PMSF and protease cocktail inhibitors (Roche, USA). The samples were then centrifuged at
16,000 g for 10 min at 4 °C. The collected supernatants were used for Western blotting. The
protein concentration in each sample was measured using Bio-Rad Protein Assay Reagent (Bio-
Rad Laboratories, Inc., Hercules, CA, USA) according to the manufacturer's instructions.
Western blots were performed by standard protocols. Briefly, total protein (20 ug each lane)
was resolved on an SDS- 10% polyacrylamide gel and transferred to nitrocellulose membranes.
The levels of caspase-3 were analyzed with rabbit polyclonal against cleaved caspase-3 (Asp
175) (1:500, Cell Signaling Technology, Danuers, MA), followed by detection with ECL plus
Western blotting detection reagents (GE Healthcare, Piscataway, NJ). The membranes were
scanned on a Bio-Rad Versa DocTM Imaging System (Model 4000) and the intensity of the
protein bands was analyzed using Bio-Rad Quantity One software (Version 4.5.1). The extent
of apoptosis was expressed as fold change in caspase-3 activation over control. Caspase-3
activity was determined by fluorimetric assay using the substrate Ac-DEVD-AMC (Caspase-3
Cellular Activity Assay Kit, Calbiochem, San Diego, CA) according to the manufacturer's
instruction. Nile blue sulfate staining was carried out in whole embryos as described previously
(Chen et al. 2001). Briefly, embryos were incubated in a 1:50,000 solution of Nile blue sulfate
in Ringer's solution at 37°C for 30 min. Stained specimens were then washed in Ringer's
solution and immediately photographed using an Olympus dissecting photomicroscope. Both
experimental and control embryos were processed simultaneously for visual comparison of
patterns of cell death. Approximately 10 - 15 embryos for both experimental and control groups
were examined.

2.8. Statistical analysis

Statistical analyses were performed using StatView software (SAS Institute Inc, Cary, NC).
All data are expressed as mean + SEM of three separate experiments. Statistical comparisons
between groups were analyzed by a One-way ANOVA. Multiple comparison post-tests
between groups were conducted using a Tukey's test. Differences between control and treated
groups, or between ethanol-treated group and other groups were considered significant at p <
0.05.

3. Results

3.1. Ethanol exposure significantly increases mRNA expression of NOX catalytic and
regulatory subunits as well as NOX activity in mouse embryos

To determine the role of NOX enzymes in ethanol-induced ROS generation, mRNA expression
of NOX catalytic and regulatory subunits was analyzed in GD9 mouse embryos following 6
hours of in vivo ethanol exposure. While mRNA expression of NOX catalytic subunits NOX1,
NOX2, NOX3, NOX4 and Duox2 were not altered by ethanol, a significant increase in mMRNA
expression of Duox1 was observed (Fig. 1). The ethanol exposure also resulted in significant
increases in MRNA expression of NOX regulatory subunits, including p22phox, p67phox,
NOX activator 1 (NOXA1), NOX organizer 1 (NOXO1) and a Rho-family small GTPase
RACL (Fig. 2). In addition, a significant increase in NOX enzyme activity was found in the
ethanol-exposed embryos as compared to controls (Fig. 3).
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3.2. Inhibition of NOX enzymes with DPI significantly reduces ROS generation and oxidative
DNA damage in mouse embryos exposed to ethanol in vivo

To further test whether NOX is a major source of ROS in ethanol-exposed mouse embryos,
we have used the NOX inhibitor, DPI, to determine whether inhibition of NOX can prevent
ethanol-induced ROS generation and oxidative stress in this model system. As shown in Fig.
3, co-treatment with DPI significantly decreased NOX enzyme activity in ethanol-exposed
mouse embryos, indicating that this compound can effectively inhibit NOX enzymes. To
analyze the effects of DPI treatment on ROS generation, a 2',7’-dichlorodihydro-fluoroscein
diacetate (DCHFDA) assay was used. Exposure of mouse embryos to ethanol for 6 hours in
vivo was found to significantly increase ROS generation, providing confirmation that ethanol
can induce ROS generation in early mouse embryos. Co-treatment with DPI significantly
prevented ethanol-induced increases in ROS generation in the ethanol-exposed mouse embryos
(Fig. 4). As indicated by significantly increased 8-OHdG content, ethanol treatment resulted
in a significant increase in oxidative DNA damage in the embryos, while co-treatment with
DPI significantly prevented ethanol-induced increases in oxidative DNA damage (Fig. 5).

3.3. Co-treatment with DPI results in a significant reduction in caspase-3 activation,
decreases caspase-3 activity, and diminishes the prevalence of apoptosisin mouse embryos
exposed to ethanol in vivo

To determine whether NOX-mediated oxidative stress is a key contributor to ethanol-induced
apoptosis in mouse embryos, caspase-3 activation and Nile blue sulfate staining were examined
following DPI treatment. As shown in Figure 6. A, little active caspase-3 was observed in
control embryos. In vivo ethanol treatment induced the activation of caspase-3 in mouse
embryos as evidenced by a significant increase in the expression of its 17 kDa subunit. Ethanol
exposure also resulted in a significant increase in the activity of this protease (Fig.6, B). Co-
treatment with DPI resulted in a significant reduction in the activation and activity of caspase-3
in ethanol-exposed mouse embryos as compared to the group treated with ethanol alone (Fig.
6). This is consistent with Nile blue sulfate staining results. Compared with the untreated and
DPI treated control embryos, those exposed to ethanol showed excessive Nile blue sulfate
staining in the first branchial arch, the forebrain and the hindbrain. The pattern and amount of
stain uptake in the ethanol-exposed embryos is typical of that previously reported for this
exposure paradigm (Dunty, Jr. et al., 2001). Co-treatment with DPI greatly prevented the
ethanol-induced increase in Nile blue sulfate staining (Fig. 7), indicating that co-treatment with
DPI is, indeed, effective in preventing ethanol-induced apoptosis in this FASD model.

4. Discussion

Although the role of oxidative stress in ethanol-induced apoptosis and subsequent teratogenesis
has been evidenced in previous studies (Chen et al., 2004; Davis et al., 1990; Dong et al.,
2008; Kotch et al., 1995), the intracellular sources of ROS in ethanol-exposed embryos have
remained undefined. The importance of identifying these intracellular sources of ROS lies in
the potential to block ethanol-induced ROS generation in early embryos and, ultimately, to
prevent birth defects caused by ethanol.

As previously noted, there are a number of potential sources of ROS production in the cells.
Among these is xanthine oxidase, which is a well-documented biologic source of superoxide
anion and which has been implicated in the pathogenesis of various tissue injuries and disease
conditions, including ethanol-induced hepatotoxicity (Harrison, 2002; Wu and Cederbaum,
2003). Cytochrome P450 2E1 (CYP2EL) is another potential source of ROS in ethanol-exposed
mouse embryos. It is involved in the metabolism and activation of many toxicological
substrates, and can generate ROS during its catalytic cycle (Lu and Cederbaum, 2008), and
has received considerable interest in the ethanol research field. Importantly, CYP2E1-
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dependent oxidative stress has been shown to contribute to the toxic action of ethanol on the
liver (Lu and Cederbaum, 2008). It is also noteworthy that low levels of CYP2E1 are expressed
in human fetal liver by 19 weeks of gestation and in human prenatal brain at GD 50 (Brzezinski
et al., 1999; Carpenter et al., 1996). In addition, induction of CYP2E1 by ethanol has been
observed in GD 20 fetal rat liver (Carpenter et al., 1997). These results have led to the
suggestion that CYP2E1-derived ROS may play a role in the pathogenesis of FAS (Brzezinski
et al., 1999; Carpenter et al., 1996).

More recently, NOX enzymes have been demonstrated to play an important role in ROS
generation (Sumimoto, 2008). Among the seven-member NOX protein family are Duox 1 and
2, which were originally identified in the thyroid gland (Geiszt et al., 2003), and are also
expressed in the entire intestinal tract (EI Hassani et al., 2005), salivary glands (Geiszt et al.,
2003), and airways (Forteza et al., 2005; Geiszt et al., 2003) as well as in human fetal lung
epithelial cells (Fischer et al., 2007). Duox produces hydrogen peroxide directly or indirectly
by dismutation of superoxide (Forteza et al., 2005; Geiszt et al., 2003). In this study, we have
demonstrated that ethanol exposure results in a significant increase in mRNA expression of
Duox1 in GD 9 mouse embryos, suggesting that NOX is involved in their ROS generation. In
addition, the ethanol treatment significantly increased mRNA expression of the NOX
regulatory components, p22phox, p67phox, NOXO1, NOXA1 and RACL. Ethanol-induced
transcriptional up-regulation of NOX regulatory components, which control NOX dependent
ROS production, further supports the hypothesis that NOX is involved in the production of
ROS in ethanol-exposed mouse embryos.

That the NOX inhibitor, DPI, was shown to decrease NOX enzyme activity and diminish ROS
production and oxidative damage in these embryaos further supports a role of the NOX enzymes
in ROS generation in ethanol-exposed GD 9 mouse embryos. DPI is a well-characterized and
potent NOX inhibitor (O'Donnell et al., 1993). Because it can inhibit all NOX and DUOX
isoforms at low micromolar concentrations, DPI has been widely used to provide evidence for
the presence of NOX activity in tissue (Bayraktutan et al., 1998; Deme et al., 1994; O'Donnell
etal., 1993; Pagano et al., 1995). However, because the mechanism of its action involves
accepting an electron from flavin, DPI inhibits not only NOX enzymes, but also a number of
other flavin dependent enzymes (Odonnell et al., 1994). Nevertheless, DPI has been used
extensively for validating targets for NOX-dependent pathology in vivo. It has been shown, in
a model of hemorrhagic shock, that administration of 1mg/kg DPI resulted in a decrease in
superoxide anion production, and attenuation of lung and intestinal injury (Abdelrahman et al.,
2005). Treatment with 1mg/kg DPI for 4 weeks dramatically protected against alcohol-induced
liver injury in the rat and diminished by 90% of free radical adducts in the bile (Kono et al.,
2001). In addition, inhibition of NOX enzymes by DPI has been shown to decrease cellular
ROS production (Borchi et al., 2008; Kim et al., 2008; Thakur et al., 2006), suppress p53
activation and apoptosis in a malignant skin keratinocyte cell line (Zhao et al., 2006), and
decrease apoptosis in neurons (Tammariello et al., 2000). Consistent with this, we have
illustrated that inhibition of NOX by DPI greatly reduces ethanol-mediated activation of
caspase-3 and subsequent apoptosis in ethanol-exposed mouse embryos. The correlation
between ethanol-induced apoptosis and subsequent malformation has been well established by
numerous studies from our laboratory and others (Cartwright and Smith, 1995; Dunty, Jr. et
al., 2001; Kotch and Sulik, 1992). It is well known that the agents (e.g. exogenous antioxidants)
that can diminish ethanol-induced apoptosis can also prevent ethanol-induced malformation
(Chen et al., 2001; Chen et al., 2004). Taken together, the results from this study lends further
supports to the hypothesis that NOX is a key source of ROS that mediate ethanol's teratogenicity
at this stage of development.

While it is recognized that many of the ROS generating pathways are not mutually exclusive
and that several pathways may contribute to the ability of ethanol to induce a state of oxidative
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stress in early mouse embryos, the results of this study have highlighted the importance of
NOX enzymes in ethanol-induced teratogenesis. The discovery of NOX as a novel source of
ROS in ethanol-exposed mouse embryos, along with the demonstration that chemically
mediated inhibition of NOX diminishes ethanol-induced apoptosis (a key pathogenic end-
point) provides a novel framework for devising therapeutic interventions for FASD.
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Figure 1.

Ethanol exposure results in a significant increase in mRNA expression of NOX catalytic
subunit Duox1 in mouse embryos. mMRNA expression of NOX catalytic subunits was
determined by RT-PCR in GD 9 mouse embryos treated with Ringer's solution (Control) or
2.9 g/kg ethanol (EtOH). All data are expressed as fold change over control and represent the
mean + SEM of three separate experiments. * p < 0.05 vs. control.
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Figure 2.

Ethanol exposure significantly increases mMRNA expression of NOX regulatory subunits in
mouse embryos. mRNA expression of NOX regulatory subunits was determined by RT-PCR
in GD 9 mouse embryos treated with Ringer's solution (Control) or 2.9 g/kg ethanol (EtOH).
All data are expressed as fold change over control and represent the mean £ SEM of three
separate experiments. * p < 0.05 vs. control.
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Figure 3.

Co-treatment with DPI significantly prevents ethanol-induced increases in NOX activity in
mouse embryos. NOX activity was measured in GD 9 mouse embryos 6 hours after exposure
to Ringer's solution (Control), 2.9 g/kg ethanol (EtOH), treatment with 4 mg/kg DPI (DPI) or
co-treatment with both ethanol and DPI (EtOH+DPI). Data are expressed as relative light units
(RLU) and represent the mean + SEM of three separate experiments.
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Figure 4.

DPI significantly prevents ethanol-induced increase in ROS generation in mouse embryos
exposed to ethanol in vivo. ROS generation was measured in GD 9 mouse embryos 6 hours
after exposure to Ringer's solution (Control), 2.9 g/kg ethanol (EtOH), treatment with 4 mg/
kg DPI alone (DPI) or treatment with both ethanol and DPI (EtOH+DPI). Data are expressed
as relative fluorescence intensity units (FIU) and represent the mean + SEM of three separate
experiments. * p < 0.05 vs. control. # p < 0.05 vs. EtOH.
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Figure 5.

Co-treatment with DPI significantly decreases oxidative DNA damage in mouse embryos
exposed to ethanol in vivo. Level of 8-OHdG, a sensitive index of oxidative DNA damage, was
determined in GD 9 mouse embryos 6 hours after exposure to Ringer's solution (Control), 2.9
g/kg ethanol (EtOH), treatment with 4 mg/kg DPI alone (DPI) or treatment with both ethanol
and DPI (EtOH+DPI). Data are expressed as the mean + SEM of three separate experiments.
*p < 0.05 vs. control. # p < 0.05 vs. EtOH.
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Figure 6.

Co-treatment with DPI decreases the activation and activity of caspase-3 in mouse embryos
exposed to ethanol in vivo. Western blot analyses and fluorimetric assay were performed to
examine the activation (A) and activity (B) of caspase-3, respectively, in GD 9 mouse embryos
12 hours after exposure to Ringer's solution or ethanol. Embryo lysates were prepared from
embryos treated with Ringer's solution (Control), 2.9 g/kg ethanol (EtOH), treated with 4 mg/
kg DPI alone (DPI) or treated with both ethanol and DPI (EtOH+DPI). Data are expressed as
fold change over control and represent the mean £ SEM of three separate experiments. * p <
0.05 vs. control.  p < 0.05 vs. EtOH.
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Figure 7.
DPI treatment reduces ethanol-induced apoptosis. Nile blue sulfate vital staining of comparably

staged mouse embryos treated with Ringer's solution (Control) (a), DPI (b), 2.9 g/kg ethanol
(c), or treated with both ethanol and DPI (d) illustrates excessive stain uptake in mouse embryos
exposed to ethanol alone (arrows are directed toward sites of specific uptake in the brain and
facial region of GD 9 embryos). Co-treatment with DPI results in diminished staining in
ethanol-exposed mouse embryos. Shown are representatives of 10-15 embryos from several
different litters of each group.
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Table 1
Sequences of primers used for quantitative real-time PCR analysis of gene expression in
mouse embryos
Gene Access. No. Position Forward(5'-3") Reverse(5'-3")
NOX1 | NM_172203 | 878F-947R AGGTCGTGATTACCAAGGTTGTC AAGCCTCGCTTCCTCATCTG
NOX2 | NM_007807 | 1216F-1303R | AGCTATGAGGTGGTGATGTTAGTGG | CACAATATTTGTACCAGACAGACTTGAG
NOX3 | AY573240 | 414F-479R GCTGGCTGCACTTTCCAAAC AAGGTGCGGACTGGATTGAG
NOX4 | NM_015760 | 872F-983R CCCAAGTTCCAAGCTCATTTCC TGGTGACAGGTTTGTTGCTCCT
DUOX1 | XM_130483 | 4679F-4777R CCACCATGCTGTACATCTGTGA AGGGAGGGCGACCAAAGT
DUOX2 | XM_619807 | 699F-760R TCCAGAAGGCGCTGAACAG GCGACCAAAGTGGGTGATG
p22 NM_007806 | 139F-203R CGTGGCTACTGCTGGACGTT GCACACCTGCAGCGATAGAG
p67 BCO76609 | 1991F-2161R | TGGACTTCGGATTCACCCTCAGTC CACCTTGAGCATGTAAGGCATAGG
Noxal | BC047532 | 343F-410R ACTCTGCGCTGTGCTTCTTCT ACAGCCCCTGTTAAAGTACATCCT
Noxol | NM_027988 | 557F-637R GGCAGCCTTGACATTCATAGC TCTGTCTCTTATGTCAAGAGTGTGGAA
Racl | NM009007 | 296F-364R CCCCACCGTCTTTGACAACT CATAGGCCCAGATTCACTGGTT
GAPDH | BC023196 | 165F-355R AACGACCCCTTCATTGAC TCCACGACATACTCAGCAC
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