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Abstract

Background: Patients with ALS may be exposed to variable degrees of chronic intermittent hypoxia. However, all
previous experimental studies on the effects of hypoxia in ALS have only used a sustained hypoxia model and it is
possible that chronic intermittent hypoxia exerts effects via a different molecular mechanism from that of sustained
hypoxia. No study has yet shown that hypoxia (either chronic intermittent or sustained) can affect the loss of motor
neurons or cognitive function in an in vivo model of ALS.
Objective: To evaluate the effects of chronic intermittent hypoxia on motor and cognitive function in ALS mice.
Methods: Sixteen ALS mice and 16 wild-type mice were divided into 2 groups and subjected to either chronic
intermittent hypoxia or normoxia for 2 weeks. The effects of chronic intermittent hypoxia on ALS mice were evaluated
using the rotarod, Y-maze, and wire-hanging tests. In addition, numbers of motor neurons in the ventral horn of the
spinal cord were counted and western blot analyses were performed for markers of oxidative stress and inflammatory
pathway activation.
Results: Compared to ALS mice kept in normoxic conditions, ALS mice that experienced chronic intermittent hypoxia
had poorer motor learning on the rotarod test, poorer spatial memory on the Y-maze test, shorter wire hanging time,
and fewer motor neurons in the ventral spinal cord. Compared to ALS-normoxic and wild-type mice, ALS mice that
experienced chronic intermittent hypoxia had higher levels of oxidative stress and inflammation.
Conclusions: Chronic intermittent hypoxia can aggravate motor neuronal death, neuromuscular weakness, and
probably cognitive dysfunction in ALS mice. The generation of oxidative stress with activation of inflammatory
pathways may be associated with this mechanism. Our study will provide insight into the association of hypoxia with
disease progression, and in turn, the rationale for an early non-invasive ventilation treatment in patients with ALS.
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Introduction

Amyotrophic lateral sclerosis (ALS) is a disease of the
central nervous system that manifests as progressive cognitive
dysfunction and motor weakness due to the degeneration of
the fronto-temporal lobes and motor neurons [1,2]. Although it
is degeneration of the central nervous system that primarily
causes ALS [3], several recent studies have suggested that
hypoxia can also be involved in the aggravation of this disease
[4-6].

Patients with ALS frequently experience hypoxia due to
progressive weakness of the respiratory muscles [7] and/or
dysfunction of central respiratory drive [8]. Although numerous
in vitro studies have suggested adverse effects of hypoxia in
ALS [9-12], no in vivo study has yet demonstrated the effects of
hypoxia on the motor neuronal loss or symptom aggravation in
ALS.

Patients with ALS can be exposed to 2 different types of
hypoxia: chronic sustained hypoxia (CSH) and chronic
intermittent hypoxia (CIH) [13]. These 2 types of hypoxia have
been shown to selectively activate different molecular
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pathways [14]. To date, no studies have specifically
investigated the effects of CIH in an experimental model of
ALS. We hypothesized that CIH would aggravate motor
weakness and/or cognitive function in ALS.

Methods

ALS mice
B6SJL-Tg(SOD1-G93A) 1Gur/J mice, which have a glycine

93-(Gly93) to alanine (Ala) substitution in the superoxide
dismutase 1 (SOD1) gene, were purchased from the Jackson
Laboratory (Bar Harbor, ME, USA) and kept under a 12-h light/
dark cycle and bred as per the supplier’s protocol [15]. DNA
was extracted from the tail tissues and polymerase chain
reaction (PCR) assays were performed to test for the presence
of the human G93A transgene. Sixteen transgenic ALS mice (8
males, age 14 weeks) and 16 age- and sex-matched wild-type
(Wt) control mice were divided equally into 2 groups: a CIH

group and a normoxia (NOX) group. This study was approved
by the IACUC (Institutional Animal Care and Use Committee)
of Seoul National University.

Intervention
A semi-closed hypoxia chamber (VS-9108MS2; Vision

Science Co., Seoul, Korea; 420 × 410 × 600 mm [width ×
diameter × height]) was modified to meet the specifications of
this study. A customized air infusion pump with timer was
connected to the chamber and 4 boxes (180 × 280 × 150 mm)
were placed inside the chamber for rapid infusion of either
nitrogen or room air. The hypoxic period (90 s, final FiO2 7.8%)
was achieved with rapid infusion of nitrogen gas and a
normoxic period (4 min, final FiO2 20%) was achieved with
rapid infusion of room air (Figure 1).

Mice in the CIH group were maintained with repetitive cycles
of intermittent hypoxia and normoxia for 12 h/day for a total of 2
weeks. To exclude effects of temperature, moisture, and noise,

Figure 1.  Diagrams illustrating the experimental setup for the hypoxic (A) and normoxic (B) phases.  Customized semi-
closed hypoxia chambers with solenoid valves were developed to achieve chronic intermittent hypoxia. The hypoxic phase (90 s)
was achieved with rapid infusion of nitrogen gas and the normoxic phase (4 min) was achieved with rapid infusion of room air. The
final FiO2 levels of the hypoxic and normoxic phases were 7.8% and 20%, respectively. In the CIH group, hypoxic and normoxic
phases were repeated consecutively 12 h/day for a total of 2 weeks.
doi: 10.1371/journal.pone.0081808.g001
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mice in the NOX group were maintained in the same chamber
(VS-9108MS2) for 12 h/day, but with only continuous room-air
infusion, without the hypoxic periods.

Behavioral tests
Rotarod testing was conducted for the evaluation of motor

coordination and learning [16,17] After a training session of 2
consecutive days immediately before the first test session,
mice were subjected to a total of 4 rotarod test sessions with
accelerating speeds (range, 4–40 rpm) on Days 8, 9, 12, and
15 after initiation of CIH or NOX. Each test session was
composed of 2 trials on the rotarod, each with a maximum
duration of 5 min, and an inter-trial interval of 1 h. The retention
time on the rotarod for each mouse was measured and the
best result from each trial was used for further analysis.

The wire-hanging test was performed to measure
neuromuscular strength [17,18]. Mice were gently placed on a
wire-cage lid, which was then slowly waved and turned upside
down above the soft bedding. The hanging time for each
mouse to fall onto the bedding below was measured with a cut-
off time of 60 s.

The Y-maze spontaneous alternation test was performed to
assess spatial memory, which is dependent on hippocampal
function [19]. The Y-shaped maze consisted of 3 black plastic
arms placed at 120° angles to each other. Mice were placed at
the end of one arm and were allowed to explore the maze
freely for 8 min without training, reward, or punishment. An
alternation was defined as a complete cycle of consecutive
entrances into each of the 3 arms. Percent alternation (PA)
was calculated as follows: PA = number of alternations/(total
number of entrances into each arm – 2) [19].

Immunoblot analysis
Immunoblot analysis was used to quantify the expression of

NF-κB inhibitor alpha (IκBα, Ab32518; Abcam, Cambridge, UK)
[14], 4-hydroxynonenal (4-HNE, HNE 12-S; Alpha Diagnostic,
San Antonio, TX, USA) [20], and gliofibrillary acidic protein
(anti-GFAP; Santa Cruz Biotechnology, CA, USA). After
behavioral testing, mice (four mice in ALS-CIH, 3 in ALS-NOX,
4 in Wt-CIH, and 4 in Wt-NOX) were anesthetized with
pentobarbital sodium and perfused transcardially with cold
phosphate-buffered saline (PBS). The spinal cord of each
mouse was removed and frozen in a deep freezer (-80°C), as
previously described [21]. Tissues were homogenized in tissue-
protein extraction reagent (T-PER; Pierce/Thermo Fisher
Scientific, Waltham, MA, USA) and centrifuged (13200 rpm, 20
min, 4°C). Supernatant was collected for the determination of
protein concentration using the Bradford method, and was
subsequently separated on SDS/polyacrylamide gels
(Invitrogen SDS-PAGE; Life Technologies, Carlsbad, CA,
USA). The intensities for IκBα and 4-HNE were quantified and
analyzed as relative values to GFAP by using Image J.

Motor neuron counts and immunohistochemistry
Mice were anesthetized with pentobarbital sodium and then

perfused transcardially with cold PBS followed by cold
paraformaldehyde. The spinal cords were dissected, fixed in
paraformaldehyde, and cryoprotected in a cold sucrose

solution. Spinal cord enlargement was used to identify the
cervical portions of the spinal cords and 20-μm-thick transverse
sections were obtained. Motor neurons in the ventral horn of
the spinal cord were stained for choline acetyltransferase (anti-
ChAT; Millipore, Billerica, MA, USA) and were counted, as
previously described [22]. Activation of microglia and
astrocytes were assessed using antibodies to ionized calcium-
binding adapter molecule 1 (IBA1; Wako, Japan) and GFAP
(Santa Cruz Biotechnology), respectively.

Statistical analyses
Throughout the text, results are expressed as means ±

standard deviations. Statistical analysis was performed using a
Student’s t-test and one-way ANOVA followed by Fisher’s least
significant difference post-hoc tests. The threshold for
statistical significance was set at p < 0.05.

Results

CIH impairs motor learning in ALS mice (Figure 2)
In the Wt and ALS-NOX mice, motor learning was

demonstrated by marked improvements in rotarod retention
times on the second day of rotarod testing (Day 9), compared
to the first day of rotarod testing (Day 8). However, in the ALS-
CIH group, only minor improvements in rotarod retention times
were observed on the second day of rotarod testing. The mean
rotarod retention time on the second day of testing was
significantly shorter in the ALS-CIH mice (100.00 ± 52.06 s)
than in the ALS-NOX mice (168.25 ± 61.60 s, p = 0.017) and
Wt-CIH mice (186.13 ± 65.84 s, p = 0.041). Compared to the
Wt-NOX mice, the Wt-CIH mice showed a tendency toward
shorter rotarod retention times throughout the consecutive test
sessions; however, this trend did not reach statistical
significance. After Days 12 or 15, ALS mice began to
demonstrate reductions in rotarod retention times, which may
have been due to their progressive muscle weakness. The
rotarod retention times on Days 12 and 15 did not differ
significantly between the ALS-CIH group and the ALS-NOX
group.

CIH impairs spatial memory in ALS mice (Figure 3)
PA was significantly lower in the ALS-CIH mice (44.8 ±

15.2%) than in the ALS-NOX mice (64.8 ± 12.7%, p = 0.016)
and Wt-CIH mice (66.3 ± 17.9%, p = 0.010). However, PA did
not significantly differ between the Wt-CIH and Wt-NOX mice
(58.6 ± 15.9%, p > 0.05).

CIH aggravated neuromuscular strength in ALS mice
(Figure 4)

Duration of wire hanging were measured and compared
among mice that accomplished the wire hanging test (6 mice in
each group). The ALS-CIH mice showed a significantly shorter
wire hanging time compared to the ALS-NOX mice on Days 15
after initiation of CIH/NOX (28.3 ± 7.89 seconds vs. 45.8 ±
15.94, p = 0.037).
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CIH and facilitation of motor neuron death in ALS mice
(Figure 5)

The numbers of motor neurons in the ventral horn of the
spinal cord were significantly lower in the ALS-CIH mice than in
the ALS-NOX mice (2.57 ± 1.08 vs. 4.10 ± 0.88 neurons per
ventral horn; p < 0.001). The numbers of motor neurons did not
differ significantly between the Wt-CIH mice and Wt-NOX mice
(9.77 ± 2.81 vs. 10.56 ± 3.10 neurons per ventral horn; p =
0.453).

CIH can provoke oxidative stress and activate the
inflammatory pathway in ALS mice (Figures 6, 7, and
S1)

Compared to the ALS-NOX mice, the ALS-CIH mice had
significantly higher expression of 4-HNE (p = 0.004). In

addition, although the expression of 4-HNE was only slightly
higher in the ALS-NOX mice compared to the Wt-NOX mice (p
> 0.05), the ALS-CIH mice had a significantly higher level of 4-
HNE expression compared to the Wt-CIH mice (p < 0.001).
Compared to the Wt-NOX mice, the ALS-CIH mice also had
significantly higher levels of 4-HNE (p < 0.001) (Figure 6 A and
B). Compared to the ALS-NOX mice, the ALS-CIH mice had
significantly lower levels of IκBα, representing higher activation
of the NF-κB pathway (p = 0.004). Although the ALS-NOX and
Wt-NOX mice did not differ significantly in terms of IκBα levels,
the ALX-CIH mice had significantly lower levels of IκBα
compared to the Wt-CIH mice (p = 0.007). Compared to the
Wt-NOX mice, the ALS-CIH mice also had lower levels of IκBα
(p < 0.001) (Figure 6 A and C). Astroglyosis and activation of
microglia were more prominent in the ALS-CIH mice than in the

Figure 2.  Performance on the rotarod test.  The rotarod test was performed to evaluate motor coordination and motor learning
on Days 8, 9, 12, and 15 after the initiation of CIH or NOX treatments. On the second day of rotarod testing (Day 9), the Wt and
ALS-NOX mice showed marked improvement in rotarod retention times, compared to their performance on the first day of testing
(Day 8). In contrast, compared with the ALS-NOX mice, the ALS-CIH mice did not show an improvement in rotarod retention times
and had significantly shorter rotarod retention times on Day 9 (p < 0.05), which could be the results of impairment in motor learning
ability. In addition, ALS-CIH mice tended to show shorter rotarod retention times than the ALS-NOX mice did throughout the serial
follow-up period, although this trend did not reach statistical significance for Days 8, 12, or 15.
* p < 0.05, **, p < 0.01.
doi: 10.1371/journal.pone.0081808.g002
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Figure 3.  Percent alternation in the Y-maze test.  The Y-maze test was performed to evaluate the effect of CIH on spatial
memory in mice. After 2 weeks of CIH, ALS mice exhibited significantly lower percent alternation (PA) in the Y-maze test than did
the ALS-NOX mice (p < 0.05). In addition, the ALS-CIH mice showed poorer spatial memory compared with the Wt-CIH mice, an
effect which suggests that ALS mice are more vulnerable to CIH than the Wt mice are.
* p < 0.05, **, p < 0.01.
doi: 10.1371/journal.pone.0081808.g003

Figure 4.  Wire-hanging test.  Wire-hanging times were tested to measure the effect of CIH on neuromuscular strength in ALS
mice. The ALS-CIH mice exhibited somewhat reduced neuromuscular strength compared to the ALS-NOX mice (p = 0.037).
* p < 0.05.
doi: 10.1371/journal.pone.0081808.g004
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ALS-NOX and Wt mice, which was demonstrated by
immunohistochemical analysis for GFAP (Figure 7 A) and IBA1
(Figure 7 B).

Discussion

This study shows that CIH can impair motor learning and
spatial memory function, accelerate the degeneration of motor
neurons in the ventral horn of the spinal cord, worsen the
progressive neuromuscular weakness, increase the synthesis
of reactive oxygen species (ROS), and activate the NF-κB
pathway in ALS mice.

This is the first study to show that hypoxia can affect motor
neuronal loss, neuromuscular weakness, and probably
cognitive dysfunction in an in vivo model of ALS. Until recently,
numerous studies on ALS have proposed variable relationships
between hypoxia and disease progression, including (1)
supportive treatment with non-invasive ventilation prolonging

the survival of patients with ALS [6]; (2) occupational conditions
that can lead to intermittent hypoxia as a possible risk factor for
ALS [23]; (3) selective impairment of the molecular response to
hypoxia in ALS mice [12]; and (4) hypoxia, combined with
hypoglycemia, leading to aggravated motor neuronal
degeneration in an in vitro model of ALS [10]. However, no
study has previously showed that hypoxia (either CSH or CIH)
can actually aggravate motor neuronal loss or cognitive
dysfunction in vivo models of ALS. Furthermore, a previous
study using CSH failed to demonstrate an effect of hypoxia on
disease progression in an in vivo model of ALS [10].

Discrepancies between the results of previous studies on the
effects of hypoxia by using in vitro models, in vivo models, and
in patients with ALS may primarily stem from the different types
of hypoxia used in each study (e.g., use of only a CSH model
or ischemic hypoxia [hypoxia combined with hypoglycemia]
model, rather than the CIH model) [10,12]. The particular type
of hypoxia used in each study is important because diverse

Figure 5.  Immunohistochemistry with anti-choline acetyltransferase (ChAT) to assess the numbers of ventral horn motor
neurons.  Motor neurons in the ventral spinal cord were labeled with ChAT staining (A), and the numbers of motor neurons were
counted in ALS mice. Significantly fewer motor neurons were counted in the ALS-CIH mice than in the ALS-NOX mice (B). The
numbers of motor neurons did not differ significantly between the Wt-CIH mice and the Wt-NOX mice (C).
**, p < 0.01, n.s. = no statistical significance.
doi: 10.1371/journal.pone.0081808.g005
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hypoxic models have been proposed to result in different
molecular responses [14,24]. For example, following CSH, the
major molecular mechanism proposed has been the
stabilization of hypoxia inducible factor-1 alpha (HIF-1α) and
subsequent increase in the transcription of erythropoietin
and/or vascular endothelial growth factor. In contrast, CIH
primarily activates the NF-κB pathway and up-regulates the
synthesis of ROS [14].

The results of this study also suggest that ALS mice might be
more vulnerable than Wt mice to CIH based on the following
evidence. This study used a model of mild CIH, in that the CIH
conditions in this study reached a minimum FiO2 of 7.8%, which
is less severe than conditions used in previous studies with a
model of obstructive sleep apnea (minimum FiO2 of 5%) [25].
Under this mild CIH, ALS mice, but not control mice, showed

significant cognitive dysfunction, synthesis of ROS, and
activation of inflammatory pathways.

Conditions of CIH can be relatively common in patients with
ALS. Previous studies have shown that 17–64% of patients
with ALS had periodic (intermittent) nocturnal desaturations
[8,26]. Another study also showed that patients with ALS had
10 times more episodes of apnea/hypopnea during sleep,
implying that these patients had frequent episodes of
intermittent nocturnal hypoxia [27]. Recent study also showed
that the nocturnal hypoxia in patients with ALS can occur as
clusters of desaturations [28]. The exact cause of this
intermittent hypoxia in ALS remains unclear, but a previous
study using polysomnography suggested that de-regulated
central respiratory drive or respiratory muscle fatigue, rather
than obstructive sleep apnea, were likely responsible for the

Figure 6.  Western blot for markers of oxidative stress (5-HNE) and activation of the NF-κB pathway (IκBα).  Generation of
reactive oxygen species and/or activation of inflammatory pathways might be involved in the increased loss of motor neurons in ALS
mice due to CIH. Although the mild CIH (minimum FiO2 of 7.8%) used in this study did not induce oxidative stress or activation of the
NF-κB pathway in the Wt mice, significant oxidative stress (A and B) and activation of the NF-κB (A and C) pathway were
demonstrated in ALS mice.
* p < 0.05, **, p < 0.01.
doi: 10.1371/journal.pone.0081808.g006
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intermittent nocturnal hypoxia [27]. We speculate that this
intermittent hypoxia in patients with ALS might, in turn,
aggravate their symptoms or signs via the generation of ROS
or the activation of inflammatory pathways (Figure 8).

The results of this study must also be viewed in light of the
following limitations: (1) The number of mice in each group was
relatively small (n = 8). (2) In this study, the CIH or NOX
conditions were initiated in mice at the age of 14 weeks. This
method was used because the symptoms of ALS in this mouse
model begin at a mean age of 74 days after birth. Similarly,
patients with ALS are only exposed to CIH after the initiation of
symptoms of ALS [29,30]. Therefore, it is likely that this
experimental paradigm closely resembles the actual clinical
situation in patients with ALS. However, despite parallels
between the current experimental design and the clinical reality
of ALS, the outcome measures in this experiment were
obtained at an advanced disease stage, which may have
blunted differences between study groups and controls. The
blunted differences due to an advanced disease state,
combined with the relatively small number of our mice in each
group, may also be responsible for the absence of statistical
significance between groups in the rotarod test on Days 12 and

15, despite the significant difference in the number of the motor
neurons and neuromuscular strength between ALS-CIH and
ALS-NOX (3). Though we have evaluated the molecular
response in the spinal cord of mice, we did not assess the
pathological changes in the fronto-temporal lobes [5] of these
mice. Further study with the detailed pathologic evaluation is
needed to reveal the exact effect of the CIH in the cognitive
dysfunction of ALS (4). We did not test wire-hanging time in our
Wt mice, which if done, might have produced another
interesting result (5). Although we showed that CIH down-
regulated IκBa, an upstream target of NF-κB activation, we did
not directly show the activation of the NF-κB gene.

Nevertheless, to our knowledge, this is the first study to
demonstrate that CIH can aggravate motor neuronal loss and
probably cognitive dysfunction in an in vivo model of ALS. Our
study will provide insight into the association of hypoxia with
the aggravation of the motor neuronal death and cognitive
dysfunction in ALS, clues for determining the pathomechanism
of ALS, and a rationale for the development of an early non-
invasive ventilation treatment in ALS. Further studies will be
needed to uncover the exact mechanisms of these findings, to
understand the implications of these findings for unraveling the

Figure 7.  Immunohistochemistry (IHC) for astrocytosis and activation of microglia.  Astrocytosis (A) and activation of
microglia (B) were assessed using IHC assays for glial fibrillary acidic protein (GFAP) and ionized calcium-binding adapter molecule
1 (IBA1), respectively. Compared to the ALS-NOX and Wt mice, the ALS-CIH mice showed higher expression of both GFAP (A) and
IBA1 (B).
doi: 10.1371/journal.pone.0081808.g007
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disease mechanism, and to identify applications for clinical
practice.

Supporting Information

Figure S1.  Western blot for markers of oxidative stress (5-
HNE) and activation of the NF-κB pathway (IκBα). Results
were shown in four ALS-CIH mice, 3 ALS-NOX mice, 4 Wt-CIH
mice, and 4 Wt-NOX mice.

(TIF)
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Figure 8.  Diagram showing the possible effects of CIH in ALS.  Two main features of ALS, cognitive dysfunction and motor
weakness, are due to the degeneration of the central nervous system. The symptom of motor weakness, most likely accompanied
by dysfunctional central respiratory drive, can cause CIH in patients with ALS. CIH, in turn, might aggravate motor neuronal loss and
cognitive dysfunction in ALS via the generation of reactive oxygen species and/or activation of inflammatory pathways.
doi: 10.1371/journal.pone.0081808.g008

Intermittent Hypoxia and ALS

PLOS ONE | www.plosone.org 9 November 2013 | Volume 8 | Issue 11 | e81808



References

1. Boillée S, Vande Velde C, Cleveland DW (2006) ALS: a disease of
motor neurons and their nonneuronal neighbors. Neuron 52: 39-59. doi:
10.1016/j.neuron.2006.09.018. PubMed: 17015226.

2. Lomen-Hoerth C, Murphy J, Langmore S, Kramer JH, Olney RK et al.
(2003) Are amyotrophic lateral sclerosis patients cognitively normal?
Neurology 60: 1094-1097. doi:10.1212/01.WNL.0000055861.95202.8D.
PubMed: 12682312.

3. Kiernan MC, Vucic S, Cheah BC, Turner MR, Eisen A et al. (2011)
Amyotrophic lateral sclerosis. Lancet 377: 942-955. doi:10.1016/
S0140-6736(10)61156-7.

4. Newsom-Davis IC, Lyall RA, Leigh PN, Moxham J, Goldstein LH (2001)
The effect of non-invasive positive pressure ventilation (NIPPV) on
cognitive function in amyotrophic lateral sclerosis (ALS): a prospective
study. J Neurol Neurosurg Psychiatry 71: 482-487. doi:10.1136/jnnp.
71.4.482. PubMed: 11561031.

5. Kim SM, Lee KM, Hong YH, Park KS, Yang JH et al. (2007) Relation
between cognitive dysfunction and reduced vital capacity in
amyotrophic lateral sclerosis. J Neurol Neurosurg Psychiatry 78:
1387-1389. doi:10.1136/jnnp.2006.111195. PubMed: 17557798.

6. Bourke SC, Tomlinson M, Williams TL, Bullock RE, Shaw PJ et al.
(2006) Effects of non-invasive ventilation on survival and quality of life
in patients with amyotrophic lateral sclerosis: a randomised controlled
trial. Lancet Neurol 5: 140-147. doi:10.1016/S1474-4422(05)70326-4.
PubMed: 16426990.

7. Schiffman PL, Belsh JM (1993) Pulmonary function at diagnosis of
amyotrophic lateral sclerosis. Rate of deterioration. Chest 103:
508-513. doi:10.1378/chest.103.2.508. PubMed: 8432145.

8. Atalaia A, Carvalho MD, Evangelista T, Pinto A (2007) Sleep
characteristics of amyotrophic lateral sclerosis in patients with
preserved diaphragmatic function. Amyotrophic Lateral Sclerosis 8:
101-105. doi:10.1080/17482960601029883. PubMed: 17453638.

9. Xu R, Wu C, Zhang X, Zhang Q, Yang Y et al. (2011) Linking hypoxic
and oxidative insults to cell death mechanisms in models of ALS. Brain
Res 1372: 133-144. doi:10.1016/j.brainres.2010.11.056. PubMed:
21111718.

10. Van Den Bosch L, Storkebaum E, Vleminckx V, Moons L,
Vanopdenbosch L et al. (2004) Effects of vascular endothelial growth
factor (VEGF) on motor neuron degeneration. Neurobiol Dis 17: 21-28.
doi:10.1016/j.nbd.2004.06.004. PubMed: 15350962.

11. Sebastià J, Kieran D, Breen B, King MA, Netteland DF et al. (2009)
Angiogenin protects motoneurons against hypoxic injury. Cell Death
Differ 16: 1238-1247. doi:10.1038/cdd.2009.52. PubMed: 19444281.

12. Murakami T, Ilieva H, Shiote M, Nagata T, Nagano I et al. (2003)
Hypoxic induction of vascular endothelial growth factor is selectively
impaired in mice carrying the mutant SOD1 gene. Brain Res 989:
231-237. doi:10.1016/S0006-8993(03)03374-2. PubMed: 14556945.

13. de Carvalho M, Costa J, Pinto S, Pinto A (2009) Percutaneous
nocturnal oximetry in amyotrophic lateral sclerosis: periodic
desaturation. Amyotroph Lateral Scler 10: 154-161. doi:
10.1080/17482960802382305. PubMed: 18763180.

14. Ryan S, Taylor CT, McNicholas WT (2005) Selective activation of
inflammatory pathways by intermittent hypoxia in obstructive sleep
apnea syndrome. Circulation 112: 2660-2667. doi:10.1161/
CIRCULATIONAHA.105.556746. PubMed: 16246965.

15. Andersen PM, Borasio GD, Dengler R, Hardiman O, Kollewe K et al.
(2007) Good practice in the management of amyotrophic lateral
sclerosis: clinical guidelines. An evidence-based review with good
practice points. EALSC Working Group. Amyotroph Lateral Scler 8:
195-213. doi:10.1080/17482960701262376. PubMed: 17653917.

16. Joo IS, Hwang DH, Seok JI, Shin SK, Kim SU (2007) Oral
administration of memantine prolongs survival in a transgenic mouse
model of amyotrophic lateral sclerosis. J Clin Neurol 3: 181-186. doi:
10.3988/jcn.2007.3.4.181. PubMed: 19513129.

17. Crawley JN (2008) Behavioral phenotyping strategies for mutant mice.
Neuron 57: 809-818. doi:10.1016/j.neuron.2008.03.001. PubMed:
18367082.

18. Karl T, Pabst R, von Hörsten S (2003) Behavioral phenotyping of mice
in pharmacological and toxicological research. Exp Toxicol Pathol 55:
69-83. doi:10.1078/0940-2993-00301. PubMed: 12940631.

19. Jung BK, Pyo KH, Shin KY, Hwang YS, Lim H et al. (2012) Toxoplasma
gondii Infection in the Brain Inhibits Neuronal Degeneration and
Learning and Memory Impairments in a Murine Model of Alzheimer's
Disease. PLOS ONE 7: e33312. doi:10.1371/journal.pone.0033312.
PubMed: 22470449.

20. Smith RG, Henry YK, Mattson MP, Appel SH (1998) Presence of 4-
hydroxynonenal in cerebrospinal fluid of patients with sporadic
amyotrophic lateral sclerosis. Ann Neurol 44: 696-699. doi:10.1002/
ana.410440419. PubMed: 9778272.

21. Ahn SW, Kim JE, Park KS, Choi WJ, Hong YH et al. (2012) The
neuroprotective effect of the GSK-3beta inhibitor and influence on the
extrinsic apoptosis in the ALS transgenic mice. J Neurol Sci 320: 1-5.
doi:10.1016/j.jns.2012.05.038. PubMed: 22698482.

22. Park JH, Hong YH, Kim HJ, Kim SM, Kim MJ et al. (2007) Pyruvate
slows disease progression in a G93A SOD1 mutant transgenic mouse
model. Neurosci Lett 413: 265-269. doi:10.1016/j.neulet.2006.11.058.
PubMed: 17174029.

23. Vanacore N, Cocco P, Fadda D, Dosemeci M (2010) Job strain,
hypoxia and risk of amyotrophic lateral sclerosis: Results from a death
certificate study. Amyotroph Lateral Scler 11: 430-434. doi:
10.3109/17482961003605796. PubMed: 20698805.

24. Arnardottir ES, Mackiewicz M, Gislason T, Teff KL, Pack AI (2009)
Molecular signatures of obstructive sleep apnea in adults: a review and
perspective. Sleep 32: 447

25. Almendros I, Montserrat JM, Torres M, Bonsignore MR, Chimenti L et
al. (2012) Obesity and intermittent hypoxia increase tumor growth in a
mouse model of sleep apnea. Sleep Med 13: 1254-1260. doi:10.1016/
j.sleep.2012.08.012. PubMed: 23149216.

26. De Carvalho M, Costa J, Pinto S, Pinto A (2009) Percutaneous
nocturnal oximetry in amyotrophic lateral sclerosis: periodic
desaturation. Amyotroph Lateral Scler 10: 154-161. doi:
10.1080/17482960802382305. PubMed: 18763180.

27. Ferguson KA, Ahmad D, George CF, Strong MJ (1996) Sleep-
disordered breathing in amyotrophic lateral sclerosis. Chest 110:
664-669. doi:10.1378/chest.110.3.664. PubMed: 8797409.

28. Park S-Y, Kim S-M, Sung J-J, Lee K-M, Park K-S et al. (2013)
Nocturnal Hypoxia in ALS Is Related to Cognitive Dysfunction and Can
Occur as Clusters of Desaturations. PLOS ONE 8: e75324. doi:
10.1371/journal.pone.0075324. PubMed: 24058674.

29. Tu P-H, Raju P, Robinson KA, Gurney ME, Trojanowski JQ et al.
(1996) Transgenic mice carrying a human mutant superoxide
dismutase transgene develop neuronal cytoskeletal pathology
resembling human amyotrophic lateral sclerosis lesions. Proceedings
of the National Academy of Sciences of the USA 93: 3155-3160. doi:
10.1073/pnas.93.7.3155. PubMed: 8610185.

30. Kim SM, Kim H, Kim JE, Park KS, Sung JJ et al. (2011) Amyotrophic
lateral sclerosis is associated with hypolipidemia at the presymptomatic
stage in mice. PLOS ONE 6: e17985. doi:10.1371/journal.pone.
0017985. PubMed: 21464953.

Intermittent Hypoxia and ALS

PLOS ONE | www.plosone.org 10 November 2013 | Volume 8 | Issue 11 | e81808

http://dx.doi.org/10.1016/j.neuron.2006.09.018
http://www.ncbi.nlm.nih.gov/pubmed/17015226
http://dx.doi.org/10.1212/01.WNL.0000055861.95202.8D
http://www.ncbi.nlm.nih.gov/pubmed/12682312
http://dx.doi.org/10.1016/S0140-6736(10)61156-7
http://dx.doi.org/10.1016/S0140-6736(10)61156-7
http://dx.doi.org/10.1136/jnnp.71.4.482
http://dx.doi.org/10.1136/jnnp.71.4.482
http://www.ncbi.nlm.nih.gov/pubmed/11561031
http://dx.doi.org/10.1136/jnnp.2006.111195
http://www.ncbi.nlm.nih.gov/pubmed/17557798
http://dx.doi.org/10.1016/S1474-4422(05)70326-4
http://www.ncbi.nlm.nih.gov/pubmed/16426990
http://dx.doi.org/10.1378/chest.103.2.508
http://www.ncbi.nlm.nih.gov/pubmed/8432145
http://dx.doi.org/10.1080/17482960601029883
http://www.ncbi.nlm.nih.gov/pubmed/17453638
http://dx.doi.org/10.1016/j.brainres.2010.11.056
http://www.ncbi.nlm.nih.gov/pubmed/21111718
http://dx.doi.org/10.1016/j.nbd.2004.06.004
http://www.ncbi.nlm.nih.gov/pubmed/15350962
http://dx.doi.org/10.1038/cdd.2009.52
http://www.ncbi.nlm.nih.gov/pubmed/19444281
http://dx.doi.org/10.1016/S0006-8993(03)03374-2
http://www.ncbi.nlm.nih.gov/pubmed/14556945
http://dx.doi.org/10.1080/17482960802382305
http://www.ncbi.nlm.nih.gov/pubmed/18763180
http://dx.doi.org/10.1161/CIRCULATIONAHA.105.556746
http://dx.doi.org/10.1161/CIRCULATIONAHA.105.556746
http://www.ncbi.nlm.nih.gov/pubmed/16246965
http://dx.doi.org/10.1080/17482960701262376
http://www.ncbi.nlm.nih.gov/pubmed/17653917
http://dx.doi.org/10.3988/jcn.2007.3.4.181
http://www.ncbi.nlm.nih.gov/pubmed/19513129
http://dx.doi.org/10.1016/j.neuron.2008.03.001
http://www.ncbi.nlm.nih.gov/pubmed/18367082
http://dx.doi.org/10.1078/0940-2993-00301
http://www.ncbi.nlm.nih.gov/pubmed/12940631
http://dx.doi.org/10.1371/journal.pone.0033312
http://www.ncbi.nlm.nih.gov/pubmed/22470449
http://dx.doi.org/10.1002/ana.410440419
http://dx.doi.org/10.1002/ana.410440419
http://www.ncbi.nlm.nih.gov/pubmed/9778272
http://dx.doi.org/10.1016/j.jns.2012.05.038
http://www.ncbi.nlm.nih.gov/pubmed/22698482
http://dx.doi.org/10.1016/j.neulet.2006.11.058
http://www.ncbi.nlm.nih.gov/pubmed/17174029
http://dx.doi.org/10.3109/17482961003605796
http://www.ncbi.nlm.nih.gov/pubmed/20698805
http://dx.doi.org/10.1016/j.sleep.2012.08.012
http://dx.doi.org/10.1016/j.sleep.2012.08.012
http://www.ncbi.nlm.nih.gov/pubmed/23149216
http://dx.doi.org/10.1080/17482960802382305
http://www.ncbi.nlm.nih.gov/pubmed/18763180
http://dx.doi.org/10.1378/chest.110.3.664
http://www.ncbi.nlm.nih.gov/pubmed/8797409
http://dx.doi.org/10.1371/journal.pone.0075324
http://www.ncbi.nlm.nih.gov/pubmed/24058674
http://dx.doi.org/10.1073/pnas.93.7.3155
http://www.ncbi.nlm.nih.gov/pubmed/8610185
http://dx.doi.org/10.1371/journal.pone.0017985
http://dx.doi.org/10.1371/journal.pone.0017985
http://www.ncbi.nlm.nih.gov/pubmed/21464953

	Intermittent Hypoxia Can Aggravate Motor Neuronal Loss and Cognitive Dysfunction in ALS Mice
	Introduction
	Methods
	ALS mice
	Intervention
	Behavioral tests
	Immunoblot analysis
	Motor neuron counts and immunohistochemistry
	Statistical analyses

	Results
	CIH impairs motor learning in ALS mice (Figure 2)
	CIH impairs spatial memory in ALS mice (Figure 3)
	CIH aggravated neuromuscular strength in ALS mice (Figure 4)
	CIH and facilitation of motor neuron death in ALS mice (Figure 5)
	CIH can provoke oxidative stress and activate the inflammatory pathway in ALS mice (Figures 6, 7, and S1)

	Discussion
	Supporting Information
	Author Contributions
	References


