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The molecular pathways underlying the neuroprotective
effects of preconditioning are promising, potentially
drugable targets to promote cell survival. However,
these pathways are complex and are not yet fully
understood. In this study we have established a para-
digm of hypoxic preconditioning based on a chick
embryo model of normobaric acute hypoxia previously
developed by our group. With this model, we analyzed
the role of hypoxia-inducible factor-1a (HIF-1a) stabili-
zation during preconditioning in HIF-1 signaling after
the hypoxic injury and in the development of a neuro-
protective effect against the insult. To this end, we
used a pharmacological approach, based on the in vivo
administration of positive (Fe21, ascorbate) and nega-
tive (CoCl2) modulators of the activity of HIF-prolyl
hydroxylases (PHDs), the main regulators of HIF-1. We
have found that preconditioning has a reinforcing effect
on HIF-1 accumulation during the subsequent hypoxic
injury. In addition, we have also demonstrated that HIF-
1 induction during hypoxic preconditioning is necessary
to obtain an enhancement in HIF-1 accumulation and
to develop a tolerance against a subsequent hypoxic
injury. We provide in vivo evidence that administration
of Fe21 and ascorbate modulates HIF accumulation,
suggesting that PHDs might be targets for neuroprotec-
tion in the CNS. VVC 2011 Wiley Periodicals, Inc.
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In the context of cerebral hypoxia/ischemia, several
methods of preconditioning, including heat shock, oxi-
dative stress, hypoxia, and ischemia itself, have been
investigated (Gidday, 2006). Nevertheless, the complex
molecular mechanisms through which preconditioning
causes tolerance have only begun to be unravelled. This
might be attributable to the remarkable heterogeneity
found in the literature regarding both the stimulus used
for preconditioning and the model of injury. In particu-
lar, the intricate conditions present in ischemic insults,
i.e., hypoxia, hypoglycemia, hypercapnia, and inflamma-
tion (Lipton, 1999), create an entangled context for the

elucidation of the molecular pathways underlying the
neuroprotective effects. Therefore, in this study, we
established a paradigm of hypoxic preconditioning based
on a simplified system of injury: a chick embryo model
of normobaric acute hypoxia developed by our group
(Rodriguez Gil et al., 2000). In this model, CO2 and
glucose levels are normal, no invasive procedures to set
hypoxia are required, and maternal effects are absent.
With this experimental model, we have previously
determined that hypoxia induces an activation of the
intrinsic apoptotic pathway in neurons (Pozo Devoto
et al., 2008), preceded by nitric oxide (NO)-dependent
mitochondrial damage (Giusti et al., 2008) and the acti-
vation of JNK and p38 MAP kinases (Vacotto et al.,
2008).

Until now, several key molecules and signaling
pathways have been connected to preconditioning in the
nervous system, including MAPKs (Nishimura et al.,
2003) PI3/Akt (Ruscher et al., 2002), and hypoxia-in-
ducible factor-1 (HIF-1; Sharp et al., 2004; LaManna,
2007). The latter has attracted particular interest because
it plays a central role in oxygen homeostasis.

The transcription factor HIF-1 is a heterodimer
composed of an O2-regulated HIF-1a subunit and a
constitutively expressed HIF-1b subunit (Semenza,
2007). In well-oxygenated cells, HIF-1a is an excep-
tionally short-lived protein that is continuously synthe-
sized, polyubiquitinated, and targeted for degradation
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(Maxwell et al., 1999; Ohh et al., 2000). HIF-specific
prolyl hydroxylases (here referred to as PHDs) catalyze
the O2-dependent prolyl hydroxylation reaction and are
consequently critical regulators of HIF-1 (Epstein et al.,
2001).

Years after the use of CoCl2 to induce HIF-1
under normoxic conditions, it was shown that this effect
relies on the inhibition of PHDs (Yuan et al., 2003).
Divalent metallic ions, such as Co21 and Ni21, substi-
tute for the ferrous iron located in the hydrophobic
active site that is required for the assembly of the
enzyme into its active conformation (McDonough et al.,
2006).

In the hydroxylation reaction, one oxygen atom is
added to a peptidyl proline to form hydroxyproline,
whereas the other is used in a coupled decarboxylation
reaction that converts 2-oxoglutarate to succinate (Hirsila
et al., 2003). During this process, Fe21 is transiently oxi-
dized to Fe41 and then restored to the Fe21 state. How-
ever, 2-oxoglutarate can also be converted into succinate
in an uncoupled manner, i.e., without hydroxylation of
a peptide substrate. In this context, Fe21 is oxidized to
Fe31 (Counts et al., 1978), and ascorbate is required to
reduce it back to Fe21 for the enzyme to be recycled
(Nietfeld and Kemp, 1981). In accordance with this, it
has been shown that intracellular ascorbate and Fe21 lev-
els can also affect PHD enzymatic activity and HIF-1a
protein accumulation (Knowles et al., 2003).

In addition to the establishment of a model of pre-
natal hypoxic preconditioning, the present study sought
to analyze the role of HIF-1a stabilization during the
preconditioning phase in both HIF-1 signaling after the
hypoxic injury and development of a neuroprotective
effect against the insult. To this end, we used a pharma-
cological approach, based on the in vivo administration
of positive (Fe21, ascorbate) and negative (CoCl2) regu-
lators of PHDs activity.

MATERIALS AND METHODS

Animals and Hypoxic Treatments

White leghorn fertile chicken (Gallus gallus domesticus)
eggs were obtained from a local hatchery and incubated at
388C and 60% relative humidity. Global hypoxic treatments
were preformed as described previously, with minor modifica-
tions (Rodriguez Gil et al., 2000). Briefly, eggs were vertically
placed in a 10-liter plastic chamber inside the incubator and
subjected to a stream of 8% O2/92% N2 over 40 min
(hypoxic preconditioning) or 60 min (injury) at a flow rate of
1 liter/min. The chamber contained retention valves to allow
escape of gases in excess while avoiding mixing with atmos-
pheric air and a storage space with calcium hydroxide to
absorb CO2 formed during the treatment. After that, eggs
were returned to normoxic conditions in the incubator, and
allowed to recover for different lengths of time.

To allow the in vivo administration of different pharma-
cological agents, some eggs were windowed following a mod-
ification of the Hamburger procedure (Hamburger, 1960) 1
day before the hypoxic treatment. In brief, a rectangular area

of the shell roughly 4–6 mm2 in size was removed, and the
window was covered with Micropore tape (3M). When
appropriate, the tapes were removed, and 100 ll of a pharma-
cologic agent solution or vehicle (saline) was applied to the
vascularized chorioallantoic membrane. Final concentrations
were calculated considering a final volume of 50 ml/egg.

Experimental Design

The experimental design includes three different but
related procedures, schematically depicted in Figure 1. On
embryonic day (ED) 11, embryos were subjected to hypoxic
preconditioning, followed by a hypoxic injury 24 hr later, on
ED 12 (Fig. 1A). In another group, hypoxic preconditioning
was substituted by CoCl2 (Sigma, St. Louis, MO) administra-
tion on ED 11 (Fig. 1B). Three final concentrations of CoCl2
were used: 1 � 10–3 mM, 1 � 10–2 mM, and 1 � 10–1 mM. In
some other cases, 20 min before hypoxic treatment, embryos
received a dose of Fe21, in the form of FeCl2 solution (Mal-
linckrodt, Hazelwood, MO) or ascorbate (Carlo Erba; Fig.
1C). The final concentrations used for Fe21 were 5 � 10–4

mM, 5 � 10–3 mM, and 5 � 10–2 mM, whereas the final con-
centrations used for ascorbate were 5 � 10–3 mM, 5 � 10–2

mM, and 5 � 10–1 mM.
Other groups, not depicted in Figure 1, were used for

control purposes and are specified in Results. They include
embryos that were not preconditioned and subjected to the
hypoxic injury and, conversely, embryos preconditioned and
not subjected to the hypoxic insult.

Tissue Preparation

In all cases, the optic lobes were used. They are bilateral
mesencephalic structures involved in visual processing and
exquisitely developed in avian species. Chick embryos were
sacrificed by decapitation, and optic lobes were quickly
removed and placed in ice-cold PBS.

Purified nuclei and pure soluble nuclear fractions
derived from them were prepared by an improved method
recently developed by our group and described elsewhere
(Giusti et al., 2009). Optic lobes of six embryos were pooled
to obtain a single sample.

Cytosolic fractions were obtained by homogenizing optic
lobes from four embryos in ice-cold buffer containing 320 mM
sucrose, 20 mM Tris-HCl (pH 7.4), 1 mM ethylenediamine-
tetracetic acid, 1 mM ethyleneglycoltetracetic acid, 50 mM
NaF, 1 mM Na3VO4, 1 mM amonium molybdate, 10 lg/ml
each of proteases inhibitors (aprotinin, leupeptin, pepstatin),
and 1 mM phenylmethanesulfonyl fluoride. Homogenates were
pelleted at 100,000g for 30 min, and the supernatant was col-
lected as cytosolic fractions and stored at 2208C. Protein con-
centration was determined by the method of Lowry et al.
(1951) using bovine serum albumin as standard.

For DNA fragmentation assays, chicken embryos were
decapitated, and the brains rapidly removed and fixed for 12
hr in 4% paraformaldehide in PBS. After rinsing with PBS,
brains were dehydrated with a graded series of ethanol, then
xylene and xylene/paraffin, and then embedded in paraffin.
Then, brains were cut into 5-lm-thick sections. The optic
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lobes were placed such that the sections were parallel to the
optic lobe longitudinal anatomical axis.

Western Blotting

Soluble nuclear fractions and cytosolic were denatured in
loading buffer (62.5 mM Tris-HCl, pH 6.8, 2% SDS, 10% b-
mercaptoethanol, 10% glycerol, 0.002% bromophenol blue) at
1008C for 10 min and then separated by electrophoresis on a
SDS-polyacrylamide gel (Bio-Rad, Richmond, CA) at 10% for
HIF-1a and at for 18% cytochrome c. Proteins were then
transferred to a PVDF membrane (Millipore, Bedford, MA).
After blocking in 4% milk in phosphate-buffered saline with
Tween 20 (T 0.05% in 13 PBS) for 1 hr, membranes were
incubated with the primary antibody overnight at 48C followed
by horseradish peroxidase (HRP)-conjugated secondary anti-
bodies (Chemicon, Temecula, CA). For primary antibodies,
the dilutions used were 1:1,000 for anti-HIF-1a, anticyto-
chrome c, antihistone H3, and antiactin monoclonal antibodies
(Chemicon). When relevant, purified horse cytochrome c
(Sigma-Aldrich, St. Louis, MO) was used as a positive control.

Bands were detected by chemiluminescence using ECL
Kit (Amersham Pharmacia Biotech). Optical density of the
radioautograms was quantified with Gel-Pro Analyzer 3.1
(Media Cybernetics, Bethesda, MD).

Immunogold Labeling and Electron Microscopy

Purified nuclei were fixed in cold 4% paraformaldhyde
w/v and 0.5% w/v glutaraldehyde dissolved in 0.1 M phos-
phate buffer (pH 7.2–7.4) for 2 hr at 48C. Each sample was
then postfixed in the same buffer solution supplemented with
1% w/v osmium tetroxide. After two 15-min washes with
distilled water, samples were immersed for 2 hr in 5% (w/v)
uranyl acetate and immediately dehydrated and embedded in
LR-White resin (London Resin Co., Hampshire, United
Kingdom). Ultrathin sections (70–90 nm) were mounted on
nickel grids, and nonspecific binding sites were blocked by
incubating the sections for 45 min on a drop of 0.2% BSA
and 0.1% Tween 20 in PBS at RT. After a short rinse in
PBS, grids were incubated onto a drop of primary mouse
anti-HIF-1a (diluted 1/20) in a moist chamber at 48C over-

Fig. 1. Experimental design. A: Hypoxic preconditioning in an acute hypoxic injury model. Precon-
ditioning was performed on embryonic day (ED) 11, and hypoxic injury was performed 24 hr later,
on ED 12. B: In some cases, hypoxic preconditioning was replaced by preconditioning with CoCl2.
C: In some cases, Fe21 or ascorbate was administered 20 min before hypoxic preconditioning.
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night. After three short rinses in PBS, sections were incubated
with secondary 10-nm gold-coupled goat anti-mouse antibody
(Sigma-Aldrich) diluted 1/50 for 1 hr. The sections were then
stained with uranyl acetate and lead citrate (Reynolds, 1963).
Samples were observed and photographed with a C10 Zeiss
electron microscope. Quantification of immunogold labeling
was performed by a blinded investigator. The negative con-
trol, omitting the primary antibody, produced no labeling.

DNA Fragmentation Assay

Detection of DNA double-strand breaks by TUNEL
was performed according to the instructions of the manufac-
turer (Promega, Madison, WI). Sections were deparaffinized
and rehydrated. The sections were then incubated in equilib-
rium buffer for 10 min, followed by reaction mix (equilibrium
buffer, nucleotide mix with fluorescein conjugated dUTPs
and terminal deoxynucleotidyl transferase) for 60 min. The
reaction was stopped with 23 SSC for 15 min, and the sec-
tions were washed with PBS-Tween 20, counterstained with
Hoechst 33258 for 10 min, and finally mounted with fluores-
cent mounting medium. On ED 12, the OL longitudinal ana-
tomical axis runs parallel to the developmental gradient axis,
so sections have a rostral pole and a caudal pole; the rostral
occurs earlier in development than the caudal. To eliminate
any developmental variables, all measurements were made
halfway between the rostral and the caudal poles. Images were
taken for each treatment with an Olympus BX50 microscope
(Olympus, Tokyo, Japan) and were acquired with a CCD
camera . A region of interest was selected for each image,
such that the optic tectum from pia to ventricle was covered
completely. Positive cell counting was performed and
expressed as cells per square millimeter. Eight sections were
analyzed and averaged for each embryo. All the quantification
and morphological analyses were performed in ImageJ soft-
ware (National Institutes of Health).

RESULTS

Hypoxic Preconditioning Has Neuroprotective
Effects

As a first step, we determined whether an acute
hypoxic exposure of 40 min, 24 hr before the hypoxic
treatment (hypoxic preconditioning), had neuroprotec-
tive effects in our experimental model (Fig. 1A). The
putative protective effect of hypoxic preconditioning
was evaluated by the analysis of two markers of apopto-
tic cell death fully characterized in our experimental
model of injury: cytochrome c release determined by
Western blot of cytosolic fractions and DNA fragmenta-
tion assessed by TUNEL staining of histological sections.
The effects of hypoxic preconditioning on those markers
were tested at 4 and 6 hr posthypoxia, when cyto-
chrome c release and TUNEL positive nuclei, reached
their maximum values, respectively (Pozo Devoto et al.,
2008). We observed that hypoxic preconditioning was
able to reduce the intensity of both parameters signifi-
cantly (Fig. 2), demonstrating that this treatment is neu-
roprotective against a hypoxic injury.

HIF-1 Induction After Hypoxic Preconditioning.

Next, we aimed to determine the molecular path-
ways involved in the neuroprotection afforded by the
hypoxic preconditioning. Given the central role of HIF-
1 in oxygen homeostasis, we hypothesized that this tran-
scription factor could be a key mediator of the observed
neuroprotective effect. To test this, the kinetics of HIF-
1a accumulation after hypoxia were assessed by Western
blot in pure soluble nuclear fractions. As expected, a
rapid and strong accumulation of HIF-1a was observed
at the end of the hypoxia (Fig. 3A). This accumulation
was transient and could not be detected after the first 30
min of reoxygenation. The significant increase in HIF-
1a content at 0 hr posthypoxia was further confirmed
with gold immunolabeling of purified nuclei (Fig. 3B).
Of particular importance is the fact that a significant
increase in HIF-1a was also detected after a precondi-
tioning-like hypoxic treatment (Fig. 3C), raising the
possibility that the effects of preconditioning could be
initially signaled in an HIF-dependent manner.

Effect of Hypoxic Preconditioning on HIF-1
Response After Hypoxia

Interestingly, we found that hypoxic precondition-
ing had an effect on the activation of HIF-1 signaling af-
ter the hypoxic injury. When the intensity of HIF-1
induction was compared between preconditioned and
nonpreconditioned embryos, we observed that precondi-
tioning resulted in an enhancement of �30% after the
hypoxic treatment (Fig. 4).

To determine whether there is a causal relationship
between HIF-1 activation during hypoxic precondition-
ing and the enhancement of this activation after hypoxia,
the following treatments were performed. First, hypoxic
preconditioning was replaced by CoCl2 administration
(preconditioning with CoCl2; Fig. 1B). This compound
induces HIF-1 through the inactivation of PDHs even
under normoxic conditions (Wang et al., 1995). Second,
hypoxic preconditioning was preceded by the adminis-
tration (20 min before) of ascorbate or Fe21 (Fig. 1C).
Each of these compounds diminishes HIF accumulation
by stimulating the activity of PDHs (Knowles et al.,
2003, 2006). Stabilization of HIF-1a by preconditioning
with CoCl2 and the diminishment of its accumulation
resulting from Fe21 or ascorbate treatment were checked
by Western blot (data not shown). These treatments
allow the discrimination of HIF-dependent effects from
others also present during the hypoxic preconditioning.

We observed that preconditioning with CoCl2
reproduces the enhancement of HIF-1 activation
induced by the hypoxic preconditioning in a dose-de-
pendent manner (Fig. 5A). In addition, we found that
the negative modulators of HIF-1, ascorbate or Fe21,
reverse this enhancement also in a dose-dependent man-
ner (Fig. 5B). These results suggest that HIF-1 activation
during preconditioning is necessary for the enhancement
of this activation after hypoxic treatment on the follow-
ing day.
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The coadministration of ascorbate and Fe21 was not
used because it was found to be toxic for the embryos
even at the lowest doses. This is due to the fact that the
system Fe21/ascorbate is highly reactive, producing a burst
of harmful hydroxyl radicals (Slivka, 1985).

HIF-1 Induction During Preconditioning Is
Essential for the Development of Neuroprotection

Most importantly, we observed that the neuropro-
tective effects of hypoxic preconditioning could be mim-
icked by preconditioning with CoCl2, preventing cyto-
chrome c release and DNA fragmentation (Fig. 6A). Con-
versely, the neuroprotective effect was strongly attenuated

when ascorbate or Fe21 was administered before hypoxic
preconditioning (Fig. 6C). Moreover, appropriate controls
demonstrated that the administration of CoCl2, Fe

21, or
ascorbate at ED 11 does not per se increase cytochrome c
release (Fig. 6B) or DNA fragmentation (data not shown)
in ED 12. Taken together, these results indicate that HIF-
1 accumulation during preconditioning is essential for the
achievement of neuroprotection.

DISCUSSION

Different experimental models have established that
brief and moderate injuries can result in protective mo-
lecular and metabolic regulations now known under the

Fig. 2. Neuroprotective effects of hypoxic preconditioning. Embryos
were preconditioned (8%O2, 40 min) 24 hr before the hypoxic treatment
(8%O2, 60 min). Controls were not preconditioned. A: Representative
immunoblotting of cytosolic fractions revealed with anticytochrome c
antibody. Densitometric analysis is included. Membranes were stripped
and reprobed with antiactin to confirm equal protein loading. C1, puri-
fied horse cytochrome c was used as a positive control. B: Photomicro-
graphs showing representative Hoechst-stained and TUNEL-incubated

optic lobe sections for each treatment.C:Detail showing TUNEL signal
(green) colocalization with a pyknotic Hoechst stained nucleus (blue).
Scale bar 5 15 lm. D: Quantitative analysis is included. Values are
means 6 SEM of four independent experiments. Significantly different
from non preconditioned posthypoxia value (*P < 0.05, **P < 0.01,
ANOVA and Dunnett’s posttest). Scale bar5 300 lm. [Color figure can
be viewed in the online issue, which is available at wileyonlinelibrary.
com.]
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Fig. 3. HIF-1 is induced by hypoxic treatment. Embryos were sub-
jected to hypoxia and sacrificed at different posthypoxia times.
A: Representative immunoblotting of purified soluble nuclear frac-
tions revealed with anti-HIF-1a antibody. Membranes were stripped
and reprobed with antihistone H3 to confirm equal protein loading.
Densitometric analysis of 0–4-hr kinetics is included. Values are
means 6 SEM of four independent experiments. Significantly differ-
ent from control value (**P < 0.01, ANOVA and Dunnett’s postt-
est). B: HIF-1a induction at 0 hr posthypoxia was confirmed by
immuno-EM analysis of purified nuclei obtained from chick optic
lobes. Samples were reacted with mouse antibodies specific for HIF-

1a (10 nm gold). i: Representative sample of purified nuclei used for
immuno-EM analysis. ii,iii: Detail of a nucleus showing gold immu-
nolabeling. iv: Quantitative analysis is included. Fifty nuclei were an-
alyzed in each condition (**P < 0.01, Student’s t-test). C: Precondi-
tioning-like hypoxic treatment on ED 11 induces per se HIF-1.
Representative immunoblotting of purified soluble nuclear fractions
revealed with anti-HIF-1a antibody. Membranes were stripped and
reprobed with antihistone H3 to confirm equal protein loading. Val-
ues are means 6 SEM of four independent experiments. Significantly
different from control value (**P < 0.01, Student’s t-test). Scale bars
5 300 nm in i; 150 nm in ii; 50 nm in iii.



name of preconditioning (Chen and Simon, 1997). It is
assumed that the initial exposure to stress stimulates sev-
eral endogenous protective or preventive mechanisms,
resulting in the development of tolerance. In particular,
it has been demonstrated that preconditioning with mild
hypoxia can protect the brain against subsequent
hypoxic/ischemic injuries (Gidday et al., 1994; Ran
et al., 2005). Similar studies have demonstrated the
favorable effects of hypoxic preconditioning in adult
rodents (Miller et al., 2001). In line with these results,
here we have established an experimental prenatal model
in which preconditioning with a low-intensity hypoxic
exposure increases brain tolerance against a more severe
hypoxic injury 24 hr later.

Usually, neuroprotective effects appear from 1 to 3
days after the preconditioning (Kitagawa et al., 1990).
This is consistent with the fact that both hypoxic and is-
chemic preconditioning require synthesis of new RNA
and protein, because hypoxia-induced tolerance is
blocked by inhibitors of RNA and protein synthesis
(Gage and Stanton, 1996). Therefore, an appealing hy-
pothesis is that transcription factors are the central mo-
lecular mediators of the response. Accordingly, several
transcription factors have been identified that are upreg-
ulated in the brain following hypoxia, including metal

Fig. 4. Hypoxic preconditioning enhances HIF-1 accumulation after
hypoxia. Representative immunoblotting of purified soluble nuclear
fractions revealed with anti-HIF-1a antibody. Membranes were
stripped and reprobed with antihistone H3 to confirm equal protein
loading. Values are means 6 SEM of four independent experiments.
**Significantly different from control value, ##significantly different
from the value at 0 hr posthypoxia (P < 0.01, ANOVA and Dun-
nett’s posttest).

Fig. 5. HIF-1 accumulation after hypoxia is affected by previous sta-
bilization and destabilization of HIF-1. Representative immunoblot-
tings of purified soluble nuclear fractions revealed with anti-HIF-1a
antibody. Membranes were stripped and reprobed with antihistone
H3 to confirm equal protein loading. Values are means 6 SEM of
four independent experiments. A: Embryos were preconditioned
with mild hypoxia (8%O2, 40 min) or with increasing doses of
CoCl2, a chemical inducer of HIF-1, 24 hr before the hypoxic treat-
ment (8%O2 60 min). Significantly different from hypoxic-precondi-
tioned control value (**P < 0.01, ANOVA and Dunnett’s posttest).
B: Embryos were preconditioned (8%O2, 40 min) 24 hr before the
hypoxic treatment (8%O2, 60 min). Embryos were treated with
Fe21, ascorbate, or vehicle (saline) 20 min before preconditioning.
Fe21 and ascorbate downregulate HIF-1 by stimulating HIF-prolyl
hydroxylase activity. Significantly different from the value at 0 hr
posthypoxia (*P < 0.05 or **P < 0.01, ANOVA and Dunnett’s
posttest).
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Fig. 6. Neurprotective effects of hypoxic preconditioning depend on
HIF-1 accumulation. Embryos were preconditioned with mild hy-
poxia (8%O2 40 min) or with CoCl2 24 hr before the hypoxic treat-
ment (8%O2 60 min). Embryos were treated with Fe21, ascorbate, or
vehicle (saline) 20 min before hypoxic preconditioning. Control
embryos were not subjected to the hypoxic treatment. A: Represen-
tative immunoblotting of cytosolic fractions revealed with anticyto-
chrome c antibody. Densitometric analysis is included. Membranes
were stripped and reprobed with antiactin to confirm equal protein
loading. B: Embryos were treated with Fe21, ascorbate, or vehicle

(saline) and then preconditioned (8%O2 40 min) or preconditioned
with CoCl2 but not subjected to the hypoxic treatment on ED 12.
C: Photomicrographs showing representative Hoechst-stained and
TUNEL-incubated optic lobe sections for each treatment. D: Quan-
titative analysis is included. Values are means 6 SEM of four inde-
pendent experiments. Significantly different from vehicle-treated
hypoxic-preconditioned value (*P < 0.05 or **P < 0.01, ANOVA
and Dunnett’s posttest). Scale bars 5 300 lm. [Color figure can be
viewed in the online issue, which is available at wileyonlinelibrary.
com.]
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transcription factor 1 (MTF-1), early growth response
protein 1 (Egr-1), v-ets erythroblastosis virus E26 onco-
gene homolog 1 (avian; ETS1), nuclear factor-jB (NF-
jB), activator protein 1 (AP1), and HIF (Bernaudin
et al., 2002; Kenneth and Rocha, 2008). Among them,
HIF is recognized as a key modulator of the transcrip-
tional response to hypoxic stress. In support of this, sev-
eral HIF target genes have been identified that are
induced in hypoxia in the CNS and may contribute to
neuroprotection. For example, it has been widely proved
that HIF-1 guides a shift toward nonoxidative forms of
carbon metabolism and ATP production by promoting
the expression of glucose transporters, glycolytic
enzymes, and LDHA, which replenish NAD1 for fur-
ther glycolysis (Gordan et al., 2007). Furthermore, the
efficacy of several HIF targets, such as erythropoietin
(EPO) and heme oxygenase 1 (HO-1), has been tested
in animal and preclinical models of stroke (Lakkisto
et al., 2009; Lundbeck, 2009).

However, other studies suggest that an acute
increase in HIF-1 levels may imply a signal of severe
hypoxic damage and result in cell death through the
activation of another set target genes, such as proapop-
totic members of the Bcl-2 family like BNIP-3 (Bruick,
2000; Sowter et al., 2001), p53, and caspases (Li et al.,
2005). This dual role has also been observed for some
target genes of HIF-1. For instance, whereas VEGF has
been found to have neuroprotective properties under
different conditions (Sun and Guo, 2005; Wang et al.,
2006), other experimental approaches indicate that
VEGF increases vascular permeability and inflammation,
thus favoring cerebral edema (Lafuente et al., 2002;
Althaus et al., 2006; Chi et al., 2007). In the same sense,
a recent report has shown that administration of 2-
methoxyestradiol and tricyclodecan-9-ylxanthogenate,
two negative regulators of HIF-1, have neuroprotective
effects in a model of focal ischemia induced by middle
cerebral artery occlusion (MCAO; Chen et al., 2007).
Controversial results have also been obtained with con-
ditional knockout mice in which neuronal-specific lack
of HIF-1a was achieved via Cre-lox technology. Helton
et al. (2005) were the first to report an advantageous
effect of neuronal HIF-1a knockdown in the bilateral
common carotid artery occlusion (BCCAO) model of
stroke. This was attributed to the suppression of proa-
poptotic HIF-1 target genes. A contrasting report from
Baranova et al. (2007), who used the same transgenic
lines, showed that HIF-1a knockdown was deleterious
in the MCAO stroke model. Although the cause of the
discrepancies between these reports remains unclear,
they may be a reflection of the differences between
stroke models used [global (BCCAO) vs. focal (MCAO)
ischemia] and the duration of the ischemic insult (75 vs.
30 min). To explain these contrasting outcomes of HIF-
1, leading to either prosurvival or prodeath effects, it has
been proposed that different levels of hypoxia trigger di-
vergent responses: moderate HIF-1 induction would
facilitate ATP production under hypoxic conditions,
whereas high induction would trigger the apoptotic ma-

chinery, eventually leading to cell death (Semenza, 2000;
Chen et al., 2009). Altogether, these observations indi-
cate that the consequences of HIF-1a stabilization must
be determined in each experimental paradigm. In addi-
tion, different studies have shown consistent differences
in HIF-1 accumulation kinetics between cells from dif-
ferent species (Wiesener et al., 2003) and in response to
varying degrees of hypoxia (Bracken et al., 2006). In our
experimental model, HIF-1 was found to be maximally
increased at the end of the hypoxic treatment, and the
amount of this accumulation was dependent on the du-
ration of the hypoxic treatment. We found that precon-
ditioning had a reinforcing effect on HIF-1 accumula-
tion during the subsequent hypoxic injury.

This study has also demonstrated that HIF-1 induc-
tion during hypoxic preconditioning is necessary for the
development of tolerance against a subsequent hypoxic
injury. We used an experimental approach based on the
positive and negative modulation of PHDs, the main
regulators of HIF-1a. On the one hand, we stimulated
PHDs activity 20 min before preconditioning by the in
vivo administration of Fe21 or ascorbate and observed
the prevention of both the HIF-1 increase induced by
preconditioning and its neuroprotective effects. In corre-
spondence with this result, recent studies performed in
cell cultures have shown that PHD activity is tightly
regulated by Fe21 and ascorbate levels (Pan et al., 2007).
In a complementary approach, hypoxic preconditioning
was substituted by CoCl2 administration. We found that
HIF-1 induced during the preconditioning phase, under
normoxic conditions, reproduced HIF-1 intensification
after the hypoxic injury and the development of toler-
ance. Therefore, our study confirms previous correla-
tions between the protective effects of iron chelators and
their ability to stabilize HIF-1 (Zaman et al., 1999).
These results suggest that no other processes triggered by
hypoxic preconditioning but HIF-1 accumulation play a
main role in the development of tolerance. In line with
this result, by using hypoxic preconditioning with neu-
ronal-specific conditional knockout mice, it has recently
been shown that HIF-1a in neurons is essential to
obtain an improved brain tissue oxygenation after
hypoxic injury (Taie et al., 2009). However, in this
model, HIF-1 is absent not only during preconditioning
but also during the hypoxic injury, so it is not possible
to reveal the effects of HIF-1 on its own pathway. It is
important to note the critical relevance, in the context
of our study, of the use of a hypoxic nonischemic model
to avoid local inflammation. Inflammation generates an
increase in local vascular permeability, a reduced circula-
tion, and an increased metabolic demand from infiltrat-
ing immune cells, eventually leading to a depletion of
O2 (Iadecola and Alexander, 2001) and therefore to a
secondary wave of HIF-1 activation that would mask
the effects of hypoxic preconditioning on this pathway.

As mentioned above, HIF-1 induction during
preconditioning is essential to obtain an enhancement of
HIF-1 accumulation during the hypoxic injury and neuro-
protective effects. Nevertheless, it remains to be further
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investigated whether HIF-1 enhancement observed after
the hypoxic injury has a causal role in the hypoxic tolerance
or are both independent effects of the preconditioning.

Importantly, our study also demonstrates that in
vivo administration of Fe21 and ascorbate modulates
PHD activity and therefore HIF accumulation, indicat-
ing the exquisite sensitivity of these enzymes toward the
changing levels of these fundamental molecules and the
fact that these enzymes do rely on the labile pool of iron
and ascorbate in the cells for their activity. This is partic-
ularly relevant in a context in which it has been pro-
posed that PHDs could be targets for neuroprotection in
the CNS, for the treatment of ischemic diseases, includ-
ing stroke. Because the inhibition of PHDs activates the
HIF response, it has been proposed that administration
of PHD inhibitors could mimic, at least in part, the pro-
tective effects of exposure to hypoxia. In this regard, in-
hibition of PHDs with different compounds has previ-
ously been reported to stabilize HIF-1a in the brain and
to ameliorate neuronal death after MCAO (Siddiq et al.,
2005; Nagel et al., 2010). Although PHD inhibitors
such as CoCl2 may not be suitable candidate drugs for
successful clinical translation, this study lends insight into
the mechanisms underlying the concept of PHD inhibi-
tion for treatment of cerebral hypoxic injury and high-
lights the importance of assessing physiological variables
in studies that investigate neuroprotection.

REFERENCES

Althaus J, Bernaudin M, Petit E, Toutain J, Touzani O, Rami A. 2006.

Expression of the gene encoding the pro-apoptotic BNIP3 protein and

stimulation of hypoxia-inducible factor-1alpha (HIF-1alpha) protein fol-

lowing focal cerebral ischemia in rats. Neurochem Int 48:687–695.

Baranova O, Miranda LF, Pichiule P, Dragatsis I, Johnson RS, Chavez

JC. 2007. Neuron-specific inactivation of the hypoxia inducible factor

1 alpha increases brain injury in a mouse model of transient focal cere-

bral ischemia. J Neurosci 27:6320–6332.

Bernaudin M, Tang Y, Reilly M, Petit E, Sharp FR. 2002. Brain

genomic response following hypoxia and re-oxygenation in the neona-

tal rat. Identification of genes that might contribute to hypoxia-induced

ischemic tolerance. J Biol Chem 277:39728–39738.

Bracken CP, Fedele AO, Linke S, Balrak W, Lisy K, Whitelaw ML,

Peet DJ. 2006. Cell-specific regulation of hypoxia-inducible factor

(HIF)-1alpha and HIF-2alpha stabilization and transactivation in a

graded oxygen environment. J Biol Chem 281:22575–22585.

Bruick RK. 2000. Expression of the gene encoding the proapoptotic

Nip3 protein is induced by hypoxia. Proc Natl Acad Sci U S A

97:9082–9087.

Chen C, Hu Q, Yan J, Lei J, Qin L, Shi X, Luan L, Yang L, Wang K,

Han J, Nanda A, Zhou C. 2007. Multiple effects of 2ME2 and D609

on the cortical expression of HIF-1alpha and apoptotic genes in a mid-

dle cerebral artery occlusion-induced focal ischemia rat model. J Neu-

rochem 102:1831–1841.

Chen J, Simon R. 1997. Ischemic tolerance in the brain. Neurology

48:306–311.

Chen W, Ostrowski RP, Obenaus A, Zhang JH. 2009. Prodeath or pro-

survival: two facets of hypoxia inducible factor-1 in perinatal brain

injury. Exp Neurol 216:7–15.

Chi OZ, Hunter C, Liu X, Weiss HR. 2007. Effects of anti-VEGF anti-

body on blood–brain barrier disruption in focal cerebral ischemia. Exp

Neurol 204:283–287.

Counts DF, Cardinale GJ, Udenfriend S. 1978. Prolyl hydroxylase half

reaction: peptidyl prolyl-independent decarboxylation of alpha-ketoglu-

tarate. Proc Natl Acad Sci U S A 75:2145–2149.

Epstein AC, Gleadle JM, McNeill LA, Hewitson KS, O’Rourke J, Mole

DR, Mukherji M, Metzen E, Wilson MI, Dhanda A, Tian YM, Mas-

son N, Hamilton DL, Jaakkola P, Barstead R, Hodgkin J, Maxwell

PH, Pugh CW, Schofield CJ, Ratcliffe PJ. 2001. C. elegans EGL-9 and

mammalian homologs define a family of dioxygenases that regulate HIF

by prolyl hydroxylation. Cell 107:43–54.

Gage AT, Stanton PK. 1996. Hypoxia triggers neuroprotective alterations

in hippocampal gene expression via a heme-containing sensor. Brain

Res 719:172–178.

Gidday JM. 2006. Cerebral preconditioning and ischaemic tolerance. Nat

Rev Neurosci 7:437–448.

Gidday JM, Fitzgibbons JC, Shah AR, Park TS. 1994. Neuroprotection

from ischemic brain injury by hypoxic preconditioning in the neonatal

rat. Neurosci Lett 168:221–224.

Giusti S, Converso DP, Poderoso JJ, Fiszer de Plazas S. 2008. Hypoxia

induces complex I inhibition and ultrastructural damage by increasing

mitochondrial nitric oxide in developing CNS. Eur J Neurosci 27:123–

131.

Giusti S, Bogetti ME, Bonafina A, Fiszer de Plazas S. 2009. An improved

method to obtain a soluble nuclear fraction from embryonic brain tis-

sue. Neurochem Res 34:2022–2029.

Gordan JD, Thompson CB, Simon MC. 2007. HIF and c-Myc: sibling

rivals for control of cancer cell metabolism and proliferation. Cancer

Cell 12:108–113.

Hamburger V. 1960. A manual of experimental embryology. Chicago:

The University of Chicago Press. p143–149.

Helton R, Cui J, Scheel JR, Ellison JA, Ames C, Gibson C, Blouw B,

Ouyang L, Dragatsis I, Zeitlin S, Johnson RS, Lipton SA, Barlow C.

2005. Brain-specific knock-out of hypoxia-inducible factor-1alpha

reduces rather than increases hypoxic-ischemic damage. J Neurosci

25:4099–4107.

Hirsila M, Koivunen P, Gunzler V, Kivirikko KI, Myllyharju J. 2003.

Characterization of the human prolyl 4-hydroxylases that modify the

hypoxia-inducible factor. J Biol Chem 278:30772–30780.

Iadecola C, Alexander M. 2001. Cerebral ischemia and inflammation.

Curr Opin Neurol 14:89–94.

Kenneth NS, Rocha S. 2008. Regulation of gene expression by hypoxia.

Biochem J 414:19–29.

Kitagawa K, Matsumoto M, Tagaya M, Hata R, Ueda H, Niinobe M,

Handa N, Fukunaga R, Kimura K, Mikoshiba K, et al. 1990. ‘‘Ische-

mic tolerance’’ phenomenon found in the brain. Brain Res 528:21–24.

Knowles HJ, Raval RR, Harris AL, Ratcliffe PJ. 2003. Effect of ascor-

bate on the activity of hypoxia-inducible factor in cancer cells. Cancer

Res 63:1764–1768.

Knowles HJ, Mole DR, Ratcliffe PJ, Harris AL. 2006. Normoxic stabili-

zation of hypoxia-inducible factor-1alpha by modulation of the labile

iron pool in differentiating U937 macrophages: effect of natural resist-

ance-associated macrophage protein 1. Cancer Res 66:2600–2607.

Lafuente JV, Bulnes S, Mitre B, Riese HH. 2002. Role of VEGF in an

experimental model of cortical micronecrosis. Amino Acids 23:241–

245.

Lakkisto P, Csonka C, Fodor G, Bencsik P, Voipio-Pulkki LM, Ferdi-

nandy P, Pulkki K. 2009. The heme oxygenase inducer hemin protects

against cardiac dysfunction and ventricular fibrillation in ischaemic/

reperfused rat hearts: role of connexin 43. Scand J Clin Lab Invest

69:209–218.

LaManna JC. 2007. Hypoxia in the central nervous system. Essays Bio-

chem 43:139–151.

Li Y, Zhou C, Calvert JW, Colohan AR, Zhang JH. 2005. Multiple

effects of hyperbaric oxygen on the expression of HIF-1 alpha and apo-

HIF-1 and Neuroprotection by Hypoxic Preconditioning 477

Journal of Neuroscience Research



ptotic genes in a global ischemia-hypotension rat model. Exp Neurol

191:198–210.

Lipton P. 1999. Ischemic cell death in brain neurons. Physiol Rev

79:1431–1568.

Lowry OH, Rosebrough NJ, Farr AL, Randall RJ. 1951. Protein mea-

surement with the Folin phenol reagent. J Biol Chem 193:265–275.

Lundbeck H. 2009. Safety study of carbamylated erythropoietin

(CEPO) to treat patients with acute ischemic stroke. Report No.

NCT00756249. Seewww.ClinicalTrials.gov.

Maxwell PH, Wiesener MS, Chang GW, Clifford SC, Vaux EC, Cock-

man ME, Wykoff CC, Pugh CW, Maher ER, Ratcliffe PJ. 1999. The

tumour suppressor protein VHL targets hypoxia-inducible factors for

oxygen-dependent proteolysis. Nature 399:271–275.

McDonough MA, Li V, Flashman E, Chowdhury R, Mohr C, Lienard

BM, Zondlo J, Oldham NJ, Clifton IJ, Lewis J, McNeill LA, Kurzeja

RJ, Hewitson KS, Yang E, Jordan S, Syed RS, Schofield CJ. 2006.

Cellular oxygen sensing: crystal structure of hypoxia-inducible factor

prolyl hydroxylase (PHD2). Proc Natl Acad Sci U S A 103:9814–9819.

Miller BA, Perez RS, Shah AR, Gonzales ER, Park TS, Gidday JM.

2001. Cerebral protection by hypoxic preconditioning in a murine

model of focal ischemia-reperfusion. Neuroreport 12:1663–1669.

Nagel S, Papadakis M, Chen R, Hoyte LC, Brooks KJ, Gallichan D,

Sibson NR, Pugh C, Buchan AM. 2010. Neuroprotection by dimethy-

loxalylglycine following permanent and transient focal cerebral ischemia

in rats. J Cereb Blood Flow Metab (in press).

Nietfeld JJ, Kemp A. 1981. The function of ascorbate with respect to

prolyl 4-hydroxylase activity. Biochim Biophys Acta 657:159–167.

Nishimura M, Sugino T, Nozaki K, Takagi Y, Hattori I, Hayashi J,

Hashimoto N, Moriguchi T, Nishida E. 2003. Activation of p38 kinase

in the gerbil hippocampus showing ischemic tolerance. J Cereb Blood

Flow Metab 23:1052–1059.

Ohh M, Park CW, Ivan M, Hoffman MA, Kim TY, Huang LE, Pavle-

tich N, Chau V, Kaelin WG. 2000. Ubiquitination of hypoxia-induci-

ble factor requires direct binding to the beta-domain of the von Hip-

pel-Lindau protein. Nat Cell Biol 2:423–427.

Pan Y, Mansfield KD, Bertozzi CC, Rudenko V, Chan DA, Giaccia AJ,

Simon MC. 2007. Multiple factors affecting cellular redox status and

energy metabolism modulate hypoxia-inducible factor prolyl hydroxy-

lase activity in vivo and in vitro. Mol Cell Biol 27:912–925.

Pozo Devoto VM, Giusti S, Chavez JC, Fiszer de Plazas S. 2008. Hy-

poxia-induced apoptotic cell death is prevented by oestradiol via oestro-

gen receptors in the developing central nervous system. J Neuroendoc-

rinol 20:375–380.

Ran R, Xu H, Lu A, Bernaudin M, Sharp FR. 2005. Hypoxia precondi-

tioning in the brain. Dev Neurosci 27:87–92.

Reynolds ES. 1963. The use of lead citrate at high pH as an electron-

opaque stain in electron microscopy. J Cell Biol 17:208–212.

Rodriguez Gil DJ, Viapiano MS, Fiszer de Plazas S. 2000. Acute hypoxic

hypoxia transiently reduces GABAA binding site number in developing

chick optic lobe. Brain Res Dev Brain Res 124:67–72.

Ruscher K, Freyer D, Karsch M, Isaev N, Megow D, Sawitzki B, Priller

J, Dirnagl U, Meisel A. 2002. Erythropoietin is a paracrine mediator of

ischemic tolerance in the brain: evidence from an in vitro model.

J Neurosci 22:10291–10301.

Semenza GL. 2000. Expression of hypoxia-inducible factor 1: mecha-

nisms and consequences. Biochem Pharmacol 59:47–53.

Semenza GL. 2007. Oxygen-dependent regulation of mitochondrial res-

piration by hypoxia-inducible factor 1. Biochem J 405:1–9.

Sharp FR, Ran R, Lu A, Tang Y, Strauss KI, Glass T, Ardizzone T,

Bernaudin M. 2004. Hypoxic preconditioning protects against ischemic

brain injury. NeuroRx 1:26–35.

Siddiq A, Ayoub IA, Chavez JC, Aminova L, Shah S, LaManna JC, Pat-

ton SM, Connor JR, Cherny RA, Volitakis I, Bush AI, Langsetmo I,

Seeley T, Gunzler V, Ratan RR. 2005. Hypoxia-inducible factor prolyl

4-hydroxylase inhibition. A target for neuroprotection in the central

nervous system. J Biol Chem 280:41732–41743.

Slivka AC. 1985. Hydroxyl radical attack on dopamine. J Biol Chem

260:15466–15472.

Sowter HM, Ratcliffe PJ, Watson P, Greenberg AH, Harris AL. 2001.

HIF-1-dependent regulation of hypoxic induction of the cell death fac-

tors BNIP3 and NIX in human tumors. Cancer Res 61:6669–6673.

Sun FY, Guo X. 2005. Molecular and cellular mechanisms of neuropro-

tection by vascular endothelial growth factor. J Neurosci Res 79:180–

184.

Taie S, Ono J, Iwanaga Y, Tomita S, Asaga T, Chujo K, Ueki M. 2009.

Hypoxia-inducible factor-1alpha has a key role in hypoxic precondi-

tioning. J Clin Neurosci 16:1056–1060.

Vacotto M, Coso O, Fiszer de Plazas S. 2008. Programmed cell death

and differential JNK, p38 and ERK response in a prenatal acute

hypoxic hypoxia model. Neurochem Int 52:857–863.

Wang GL, Jiang BH, Rue EA, Semenza GL. 1995. Hypoxia-inducible

factor 1 is a basic-helix-loop-helix-PAS heterodimer regulated by cellu-

lar O2 tension. Proc Natl Acad Sci U S A 92:5510–5514.

Wang Y, Galvan V, Gorostiza O, Ataie M, Jin K, Greenberg DA. 2006.

Vascular endothelial growth factor improves recovery of sensorimotor

and cognitive deficits after focal cerebral ischemia in the rat. Brain Res

1115:186–193.

Wiesener MS, Jurgensen JS, Rosenberger C, Scholze CK, Horstrup JH,

Warnecke C, Mandriota S, Bechmann I, Frei UA, Pugh CW, Ratcliffe

PJ, Bachmann S, Maxwell PH, Eckardt KU. 2003. Widespread hy-

poxia-inducible expression of HIF-2alpha in distinct cell populations of

different organs. FASEB J 17:271–273.

Yuan Y, Hilliard G, Ferguson T, Millhorn DE. 2003. Cobalt inhibits the

interaction between hypoxia-inducible factor-alpha and von Hippel-

Lindau protein by direct binding to hypoxia-inducible factor-alpha. J

Biol Chem 278:15911–15916.

Zaman K, Ryu H, Hall D, O’Donovan K, Lin KI, Miller MP, Marquis

JC, Baraban JM, Semenza GL, Ratan RR. 1999. Protection from oxi-

dative stress-induced apoptosis in cortical neuronal cultures by iron che-

lators is associated with enhanced DNA binding of hypoxia-inducible

factor-1 and ATF-1/CREB and increased expression of glycolytic

enzymes, p21(waf1/cip1), and erythropoietin. J Neurosci 19:9821–

9830.

478 Giusti and Fiszer de Plazas

Journal of Neuroscience Research


