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Abstract
Background: Dopaminergic pathways that influence mood and behaviour are severely affected in
cerebral hypoxia. In contrast, hypoxia promotes the differentiation of dopaminergic neurons. In
order to clarify the hypoxic sensitivity of key dopaminergic genes, we aimed to study their
transcriptional regulation in the context of neuroblastoma and astrocytoma cell lines exposed to
1% hypoxia.

Results: Quantitative RT-PCR assays revealed that the transcription of both type D3 and D4
postsynaptic dopamine receptors (DRD3 and DRD4) was induced several fold upon 2-day hypoxia
in a cell-specific manner, while the vascular endothelial growth factor gene was activated after 3-hr
incubation in hypoxia. On the other hand, mRNA levels of type 2 dopamine receptor, dopamine
transporter, monoamino oxidase and catechol-O-methyltransferase were unaltered, while those
of the dopamine receptor regulating factor (DRRF) were decreased by hypoxia. Notably, 2-day
hypoxia did not result in elevation of protein levels of DRD3 and DRD4.

Conclusion: In light of the relatively delayed transcriptional activation of the DRD3 and DRD4
genes, we propose that slow-reacting hypoxia sensitive transcription factors might be involved in
the transactivation of DRD3 and DRD4 promoters in hypoxia.

Background
The brain is considered a fully aerobic organ as it requires
about 20% of total oxygen consumption in humans [1].
Interruption of steady oxygen supply results in focal
necrosis and causes severe dysfunction in the ischemic
penumbra [2]. Numerous studies underlined the seminal
role of hypoxia inducible factor-1α (HIF-1α) in governing
the hypoxic response in both neurons and glial cells [3,4].
The neuroprotective role of HIF-1α has been demon-

strated in the ischemic penumbra through erythropoietin
induction [5] as well as in mediating a neuroprotective
response to amyloid-β peptide [6]. However, the regula-
tion of central neurotransmission systems has not been
thoroughly investigated under hypoxic conditions,
although their inadequate adaptation might contribute to
the development of cerebral palsy and abnormal behav-
ioural patterns in patients affected by pre- or postnatal cer-
ebral hypoxia, respectively [7-9].
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Apart from its well-known functions in the nigro-striatal
pathway, dopamine plays a very important role in the reg-
ulation of mood, affections, impulsivity and cognitive
functions in the limbic system [10]. Dopaminergic neuro-
transmissison has been shown to be exquisitely vulnera-
ble to ischemic-anoxic insults, and hypoxic derangements
of the dopamine system have been implicated in the
pathogenesis of cerebral palsy, schizophrenia and mini-
mal brain dysfunction such as attention deficit hyperactiv-
ity disorder (ADHD) [11,12]. On the other hand, hypoxia
has been implicated in promoting differentiation of neu-
ronal precursor cells to dopaminergic neurons through
activation of HIF-1α [13,14].

Our current understanding of dopaminergic signalling in
hypoxia is further confounded by results of recent in vivo
studies showing that hypoxic regulation of key dopamin-
ergic genes is highly tissue-specific, and strongly influ-
enced by the duration of hypoxic periods. Among these
factors, most of attention has been attributed to the
dopamine D2 receptor (DRD2) due to its pathological
role in schizophrenia. DRD2 mRNA levels show an early
and transient reduction in the striatum after hypoxia-
ischemia in newborn rats [15], and attenuation of DRD2
mediated inhibition of calcium influx in pheochromocy-
toma cells has been reported in hypoxia [16]. On the
other hand, Huey and Powell revealed that hypoxia mod-
ulates DRD2 expression in a tissue-dependent manner
[17]. For instance, DRD2 mRNA levels initially increased
in the caudal nucleus tractus solitarius in rats in response
to hypoxia, but then significantly decreased after 48 h
(and longer) hypoxic treatment. A similar tendency was
unveiled in the rat carotid body, too. In contrast, hypoxia
profoundly increased DRD2 mRNA in the rostral nucleus
tractus solitarius at all time points investigated [17]. A
study conducted on rabbit brains also revealed that
hypoxic expression patterns of DRD1 and DRD2 in differ-
ent brain areas are far from being uniform [18]. Moreover,
widely accepted concepts like induction of the tyrosine
hydroxylase gene by hypoxia [19] have been challenged
by recent studies finding practically unaltered or slightly
decreased transcript and protein levels upon hypoxia
[20,21]. To our best knowledge, however, the hypoxic
modulation of DRD3 and DRD4 receptors, two highly
analyzed polymorphic determinants of psychiatric disor-
ders [22-24], has not been addressed yet experimentally.

Previously we studied the functional effects of DRD4 pro-
moter polymorphisms on gene expression [25], and rein-
forced the molecular function of a promoter variant
characterized earlier [26]. In the present study, we aimed
to investigate the transcriptional regulation of a set of
dopamine-specific genes by measuring their mRNA and
protein levels upon short-term hypoxic treatment of a
neural (SK-NF-I) and a glial (CCF-STTG1) cell line. These

cell lines were chosen since they correspond to the main
cell types of the brain, neurons and astrocytes; moreover,
both of them express DRD2, DRD3 and DRD4 receptors.
We found that the transcription of the type D3 and D4
postsynaptic dopamine receptors (DRD3 and DRD4) was
induced several fold upon 2-day hypoxia in a cell-specific
manner.

Results
Expression and transcriptional activity of HIF-1  in SK-NF-
I and CCF-STTG1 cells
Hypoxia-dependent transcriptional activation of genes is
mostly governed by HIF-1α. This fact prompted us to ana-
lyze the expression patterns of HIF-1α in the SK-NF-I
human neuroblastoma and CCF-STTG1 human astrocy-
toma cell line. To this end, cells were challenged either
with 1% hypoxia or with 100 μM desferrioxamine (DFO),
a hypoxia-mimicking agent that is known to stabilize HIF-
1α through blocking the activity of proline hydroxylases
[27]. As it can be seen in Fig. 1, the HIF-1α protein was
undetectable in normoxic cultures, while both short-term
hypoxic or DFO treatment dramatically upregulated the
protein levels of this hypoxia dependent transcription fac-
tor. Importantly, two separate bands were recognized by
the specific HIF-1α antibody that might correspond to dif-
ferentially spliced variants [28]. In neuroblastoma cells,
both bands were induced equally, while in CCF-STTG1
cells the staining of the upper band was more pronounced
(Fig. 1).

In order to directly monitor the transcriptional activity of
HIF-1α in neuroblastoma cells, we generated a luciferase
reporter vector containing multiple hypoxia responsive

Expression of HIF-1α in SK-NF-I and CCF-STTG1 cellsFigure 1
Expression of HIF-1α in SK-NF-I and CCF-STTG1 
cells. Parallel cultures were incubated in normoxia (21% O2, 
lane "N") or in hypoxia (1% O2, lane "H") for 8 hours, or 
were treated with 100 μM desferrioxamine for 8 hours in 
normoxic atmosphere (lane "DFO") where indicated. Cells 
were subsequently harvested, extracted and samples were 
resolved by SDS-PAGE, blotted and probed with an anti-HIF-
1α antibody at a dilution of 1:1000. Three blots were made 
from 3 independent biological samples and a representative 
image is shown.
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elements inserted in the SV40 strong promoter (Fig. 2).
This construct was transiently transfected into SK-NF-I
cells which were subsequently subjected to 1% hypoxia or
treated with DFO as described in Methods. Notably, both
hypoxia and DFO treatment enhanced the activity of this
reporter construct several fold over basal levels (Fig. 3).
These results proved that the hypoxic signalling pathway
is intact and readily inducible in SK-NF-I cells.

Induction of dopamine receptors 3 and 4 upon hypoxia
We aimed to study the expression of a set of dopaminergic
neurotransmission specific genes under hypoxia in the
SK-NF-I and astrocytoma model system. To this end, par-
allel cultures were maintained both in hypoxia and nor-
moxia, and the temporal pattern of gene expression was
followed by quantitative reverse transcription PCR using
gene-specific TaqMan probes.

Finding a stable endogenous control gene is the corner-
stone of the validation of qRT-PCR data. In order to select
an optimal hypoxia-insensitive reference gene, we sought
to screen for amplification efficiency and overall stability
the mRNA levels of the following five candidate genes
widely used in qRT-PCR studies: β-actin, hydroxymethyl-
bilane synthase (HMBS), hypoxanthine guanine phos-
phorybosyltransferase (HPRT), P0 large ribosomal
protein (RPLP0) and RNA polymerase II (RPII).

Table 1 shows the representative relative expression levels
of these potential internal control genes measured in 8-hr
hypoxic samples in SK-NF-I cells. Highly similar results
were obtained in astrocytoma cells (data not presented).
Based on these data, three reliable control pairs have been
found (HPRT-RPLP0, HPRT-RPII and RPLP0-RPII),
whereat the relative expression ratios were closest to 1. Of
them, we chose the RPLP0 gene as internal control.

No significant changes in the mRNA levels of dopamine
D2, D3 and D4 receptors (DRD2, DRD3 and DRD4), the
dopamine transporter (DAT), monoamino oxidase A
(MAOA), catechol-O-methyltransferase (COMT) and vas-

cular endothelial growth factor (VEGF) were revealed in
samples kept for 0–48 hrs in normoxia (data not shown).
On the contrary, both DRD3 and DRD4 receptor mRNA
levels were upregulated upon long-term (48 hrs) incuba-
tion of SK-NF-I and CCF-STTG1 cells in 1% hypoxia (Figs.
4 and 5). In neuroblastoma cells, the induction of DRD4

Schematic map of the pSV40-5×HRE-luc reporter constructFigure 2
Schematic map of the pSV40-5×HRE-luc reporter 
construct.

SV40 promoter

5x HRE

luciferaseKan/Neo resistance gene

SV40 promoter

Enhancement of HIF-1α activity in SK-NF-I cells upon hypoxia or DFO treatmentFigure 3
Enhancement of HIF-1α activity in SK-NF-I cells 
upon hypoxia or DFO treatment. SK-NF-I cells were 
transiently transfected with the pSV40-5×HRE-luc reporter 
construct (Fig. 2) and incubated under normoxic or hypoxic 
conditions, or treated with 100 μM DFO, respectively, for 24 
hours. Luciferase activities normalized to β-galactosidase lev-
els are displayed as fold increments over the control activity. 
Data are means of three parallel determinations from three 
independent experiments (N = 9); bars represent standard 
deviations (*: p < 0.05; **: p < 0.01 and ***: p < 0.001).
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Table 1: Selection of the optimal internal control gene for qRT-
PCR assays in SK-NF-I cells.

RPLP0 β-actin RPII HMBS

HGPRT 1.04 2.83 1.17 2.49
HMBS 2.60 1.14 2.13
RPII 1.22 2.42
β-actin 2.97

Data indicate the ratios of 2-ΔCT values of corresponding gene pairs. 
The ratios were calculated by dividing the greater value with the 
smaller one so as to get quotients exceeding 1. CT values were 
determined by calculating the means of three parallel PCR 
amplifications from three independent cDNA samples (N = 9) 
prepared from SK-NF-I cultures kept for 8 hrs in 1% hypoxia.
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was much more pronounced (about eightfold compared
to 48-hr untreated control levels) than that of DRD3 (Fig.
4). In contrast, the DRD3 was much more inducible than
DRD4 in astrocytoma cells, and its mRNA levels were
highly elevated already after 24 hr hypoxia (Fig. 5). How-
ever, the induction pattern of both receptors differed pro-
foundly from that of VEGF, a positive control gene known
to be directly activated by HIF-1α: transcription of the
VEGF gene was induced already after 3 hr hypoxia and its
mRNA levels dynamically increased over the entire incu-
bation period in both cell lines.

Importantly, the DRD2 gene did not prove to be hypoxia
sensitive at all in either cell lines (Figs. 4 and 5). Further-
more, no remarkable alterations were revealed in the
mRNA levels of COMT, MAOA and DAT upon hypoxia in
either cell lines investigated (Table 2).

DRRF transcription is repressed by hypoxia
DRRF (dopamine receptor regulating factor, Kruppel-like
factor 16) is a zinc finger transcription factor that is con-
sidered a key regulator of post-synaptic dopamine recep-
tors. DRRF has reportedly modulated DRD1, DRD2 and
DRD3 promoter activities in a cell specific manner [29].
We were prompted to check whether activation of DRD3
and DRD4 promoters might be due to altered DRRF
expression in hypoxia. It turned out that 1% hypoxia

repressed DRRF levels in a time-dependent manner in SK-
NF-I cells. Its concentration was the lowest after 16 hr
hypoxia and then slightly elevated up to 48 hrs (Fig. 6). In
conclusion, there seems to be an inverse correlation
between DRD3/DRD4 and DRRF levels in the context of
SK-NF-I neuroblastoma cells.

No elevation of DRD3 and DRD4 protein levels by hypoxia
Having demonstrated the hypoxia sensitivity of the DRD3
and DRD4 genes, we aimed to examine whether elevated
mRNA levels of both genes correlate well with protein
expression. To this end, neuroblastoma and astrocytoma
cells were cultured parallel for 48 hrs in normoxia or in
1% hypoxia, respectively, then fixed and immunostained
with specific anti-DRD3 and anti-DRD4 antibodies. Cells
were homogenously stained with marked cortical enrich-
ment (Fig. 7), a pattern characteristic of membrane sur-
face receptors [30]. We quantified staining intensities of
corresponding normoxic and hypoxic samples by subject-
ing 500-500 cells to densitometry; however, no significant
changes were revealed (data not shown). One can con-
clude that the transcriptional activation of DRD3 and
DRD4 genes was not followed by elevation of their pro-
tein levels in these two cell lines.

Discussion
Since we chose human neural tumour cell lines as experi-
mental model systems, it was mandatory to verify that the
hypoxic signalling pathway is intact and functional in
these cells. Checking the mere expression of HIF-1α by
western blot is, however, not sufficient to claim that SK-
NF-I and CCF-STTG1 cells express a functional HIF-1α
variant (Fig. 1). For instance, others found that the tran-
scriptional activity of HIF-1 can be strongly impaired

Induction of dopamine D3 and D4 receptor mRNA levels in SK-NF-I cells upon hypoxiaFigure 4
Induction of dopamine D3 and D4 receptor mRNA 
levels in SK-NF-I cells upon hypoxia. Parallel cultures of 
SK-NF-I cells were maintained under normoxic or hypoxic 
conditions for the indicated time periods. Cells were har-
vested, total mRNA was isolated and analyzed in real-time 
reverse transcription PCR assays with TaqMan probes spe-
cific for the human DRD2 (circles), DRD3 (triangles) and 
DRD4 (squares) receptors. VEGF (filled circles) was included 
as a well-known control target gene of HIF-1α. Expression 
levels were normalized to the RPLP0 internal control gene. 
All data are expressed as fold changes relative to levels meas-
ured in parallel normoxic samples. Data are means of three 
parallel determinations from three independent experiments 
(N = 9); bars represent standard deviations (*: p < 0.05; **: p 
< 0.01 and ***: p < 0.001).
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Induction of dopamine D3 and D4 receptor mRNA levels in CCF-STTG1 cells upon hypoxiaFigure 5
Induction of dopamine D3 and D4 receptor mRNA 
levels in CCF-STTG1 cells upon hypoxia. Parallel cul-
tures of CCF-STTG1 cells were kept, treated and analyzed as 
described in Fig. 4. Data are means of three parallel determi-
nations from three independent experiments (N = 9); bars 
represent standard deviations (*: p < 0.05; **: p < 0.01 and 
***: p < 0.001).
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without simultaneous reduction in HIF-1α protein levels
under certain conditions [31], and accumulation of non-
functional HIF-1α has also been reported in normoxic
cells [32]. Results presented in Fig. 3 clearly demonstrated
that HIF-1α was highly functional in our experimental
system as it transactivated an artificial hypoxia-responsive
promoter construct several fold upon hypoxia. Impor-
tantly, the desferrioxamine treatment used as a positive
control did not elicit a transactivation commeasurable
with that of 1% hypoxia (5.5 fold versus 8.5 fold; Fig. 3,
columns 2 and 3), although the expression patterns of
HIF-1α in SK-NF-I cells were highly similar in both cases
as evaluated by western blot (Fig. 1, upper panel). This
marked difference might be attributed to the fact that HIF-
1α is modified post-transcriptionally both by proline and

asparagine hydroxylases in its oxygen-dependent degrada-
tion domain and in its C-terminal transactivation
domain, respectively [33]. Proline hydroxylation destabi-
lizes HIF-1α by facilitating its interaction with the von
Hippel-Lindau protein, while asparagine hydroxylation
by FIH-1 abrogates its interaction with the coactivator
protein CBP/p300. No hydroxylation takes place in
hypoxia, therefore HIF-1α is fully functional, while DFO
treatment might not block fully asparagine hydroxylation,
leading to the accumulation of HIF-1α with compromised
transactivation potential.

In the RT-PCR assays we ab ovo excluded GAPDH, one of
the most frequently employed internal control genes, due
to its explicit hypoxia sensitivity [34,35], although early
studies with hypoxia relied upon this conventional con-
trol gene [36]. In accordance with data of Zhong and

Table 2: Relative mRNA levels of catechol-O-methyltransferase (COMT), monoamino oxidase A (MAOA) and dopamine transporter 
(DAT) in SK-NF-I cells

0 hr 3 hrs 6 hrs 24 hrs 48 hrs

COMT 1.00 ± 0.18 0.77 ± 0.12 0.95 ± 0.17 1.46 ± 0.23* 0.69 ± 0.08
MAOA 1.00 ± 0.11 1.06 ± 0.13 1.18 ± 0.33 1.88 ± 0.16** 0.86 ± 0.10
DAT 1.00 ± 0.24 0.78 ± 0.11 1.14 ± 0.15 1.46 ± 0.24 0.66 ± 0.08

Parallel cell cultures were incubated in 1% hypoxia for the indicated time periods. cDNA samples were prepared from three independent cultures 

and amplified in three parallel PCR reactions (N = 9). Relative expression levels were calculated as means and standard deviations of  
values normalized to expression levels of the RPLP0 internal control gene. Data presented in the table were generated by dividing these normalized 
expression levels by that of the 0-hr control (*: p < 0.05; **: p < 0.01 and ***: p < 0.001).

2−ΔΔC T

DRRF transcript levels in SK-NF-I cells exposed to hypoxiaFigure 6
DRRF transcript levels in SK-NF-I cells exposed to 
hypoxia. Cell cultures were kept either in normoxia or in a 
1% oxygen atmosphere for the indicated time periods. Cells 
were subsequently harvested, cDNA was synthesized and 
DRRF mRNA levels were measured using a specific Taqman 
probe. Expression levels were normalized to the RPLP0 
internal control gene. All data are expressed as fold changes 
relative to levels measured in parallel normoxic samples. 
Data are means of three parallel determinations from three 
independent experiments (N = 9); bars represent standard 
deviations (*: p < 0.05; **: p < 0.01 and ***: p < 0.001).
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No change in DRD3 and DRD4 protein levels upon hypoxiaFigure 7
No change in DRD3 and DRD4 protein levels upon 
hypoxia. 48-hour hypoxic (1% O2) or control (21% O2) SK-
NF-I and CCF-STTG1 cultures were immunostained with 
anti-DRD3 (1:50) or anti-DRD4 (1:250) antibodies, respec-
tively. Representative images from three independent experi-
ments (N = 3) are shown. The first column displays 
backgrounds obtained by omitting the primary antibody from 
the staining assays.
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Simons [34], β-actin did not prove to be a reliable internal
control gene in the context of our cells too (Table 1).

Although the positive control gene VEGF was induced in
both cell lines in hypoxia as expected, its expression pat-
terns were slightly different (Figs. 4 and 5, dashed line).
This observation might be related to the fact that CCF-
STTG1 cells predominantly express the higher molecular
weight variant of HIF-1α (Fig. 1) that might bind the
VEGF promoter with slightly different affinity.

Regarding the hypoxic induction of the dopamine recep-
tor genes, two important conclusions could be drawn.

First, the profound difference between the induction pat-
terns of DRD3 and DRD4 and the direct HIF-1α target
gene VEGF implies that the DRD3 and DRD4 promoters
might not be activated directly by HIF-1α but other slow-
reacting hypoxia-sensitive transcription factors might be
involved in their transcriptional regulation (Figs. 4 and 5).
Apart from the HIF family, hypoxia activates a cohort of
other well-known transcription factors, such as NF-κB
[37], AP-1 (activator protein 1) [38], the tumour suppres-
sor p53 [39] and c-Myc [40], among others. These factors
activate target promoters alone or in concert with HIF
family members; moreover, they might modulate HIF-1α
expression, eliciting a protracted transcriptional activation
of HIF-1α target genes in hypoxia [41]. On the other
hand, p53, c-Myc and NF-κB have been shown to induce
microRNAs that may reflect another level of control of the
hypoxic response [42]. Unfortunately, the promoters of
DRD3 and DRD4 receptors have not yet been character-
ized thoroughly, and further investigations such as chro-
matin immunoprecipitation assays are needed to explore
whether the above mentioned transactivators can really be
recruited to these promoters in vivo. Interestingly,
although DRD2 is a known target gene of the hypoxia-
inducible NF-κB [43], we did not observe any hypoxia-
related alterations in its expression in the context of our
cell lines (Figs. 4 and 5). A similar contradiction has been
revealed upon studying the expression pattern of DRRF in
hypoxia. Although there are consensus binding sites for
AP-1 in the DRRF promoter [44], repressed DRRF mRNA
levels were detected upon hypoxia (Fig. 6). On the other
hand, it is tempting to assume that DRRF might repress
directly or indirectly the DRD3 and DRD4 promoters in
cells as the expression patterns of these genes were inverse:
DRRF levels were the lowest after 16–24 hr hypoxia when
DRD3 and DRD4 mRNA concentrations started to elevate
(Figs. 4 and 5).

Second, the observation that SK-NF-I cells preferentially
expressed DRD4 while DRD3 was mostly activated in
CCF-STTG1 cells might be due to different expression of
critical, gene-specific transcription factors, or to epigenetic

differences in chromatin structure or in hypoxia-respon-
sive remodelling of chromatin (histone acetylation, meth-
ylation etc.). This issue is particularly interesting in the
light of recent reports claiming that HIF-1α is capable of
interacting both with histone acetyltransferases and
deacetylases [45,46]. We currently try to address the epige-
netic regulation of dopaminergic neurotransmission
related genes by using specific modulators of chromatin
modifying enzymes.

In spite of the profound transcriptional activation of
DRD3 and DRD4 promoters in hypoxia, we could not
detect elevated protein levels by immunostaining of either
SK-NF-I or CCF-STTG1 cultures (Fig. 7). One can specu-
late that the duration of hypoxic treatment (48 hrs) might
not have been enough for protein synthesis, although
DRD3 mRNA levels were elevated already upon 24 hrs
incubation under hypoxic conditions in astrocytoma cells
(Fig. 5). On the other hand, it can be assumed that trans-
lation of these transcripts was strongly blocked by
hypoxia. A large body of experimental evidence suggests
that hypoxia can reduce cellular energy levels, leading to
activation of the AMP-activated protein kinase (AMPK)
that downregulates mammalian target of rapamycine
(mTOR) activity, a critical stimulator of translation [47].
Moreover, hypoxia has been reported to activate PERK
(PKR-like endoplasmic reticulum kinase) that inactivates
the eIF2α translation initiation factor by phosphorylation
[48]. However, particular mention must be made of the
results of [49] who reported that 2-hr oxygen and glucose
deprivation increases DRD2 and DRD3 protein expres-
sion in rat oligodendrocytes. Unfortunately, they did not
study the effect of hypoxia alone on the expression of
these receptors, therefore their results are not directly
comparable with ours.

Conclusion
In the present study we reported for the first time the
hypoxia-induced transcriptional activation of the
dopamine D3 and D4 receptor genes. However, the
molecular mechanism of transactivation remains to be
elucidated as our data indicate that these promoters might
not be targeted directly by HIF-1α. Nevertheless, modula-
tion of postsynaptic dopamine receptor genes by hypoxia
might play a role both in the formation of dopaminergic
circuitries in the developing brain and in the adaptation
of neurons to post-ischemic conditions.

Methods
Plasmid constructions
The pSV40-5×HRE-luc-Kana reporter vector was con-
structed by subcloning the VspI-BamHI fragment of the
pGL3-5×HRE-Control vector, bearing the SV40 promoter
and the luciferase gene, into the VspI-BamHI site of the
pEGFP-C2 vector. The pGL3-5×HRE-Control vector, con-
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taining five contiguous hypoxia responsive elements (5'-
GATCTGAGACAGCACGTAGGGC-3') upstream of the
luciferase reporter gene, was a generous gift from Dr. M.
Geiszt (Institute of Physiology, Semmelweis University,
Budapest, Hungary).

Cell culture, treatments and transfections
The SK-NF-I human neuroblastoma cell line and the CCF-
STTG1 human astrocytoma cell line were maintained in
Dulbecco's modified Eagle's medium (DMEM) supple-
mented with 10% fetal bovine serum, 100 U/ml penicillin
and 100 μg/ml streptomycin. Normoxic cultures as well as
samples treated with the iron chelator desferrioxamine
(DFO; 100 μM final concentration) were kept in 21% O2,
74% N2 and 5% CO2 in humidified atmosphere. Hypoxic
samples were incubated in a humidified atmosphere of
1% O2, 94% N2 and 5% CO2 in a modular incubator
chamber (Billups-Rothenberg, USA). All reagents were of
analytical grade and obtained from Sigma-Aldrich Co.
Cell viability exceeded 95% throughout all experiments as
proven by the trypan blue exclusion test.

In reporter assays, 1.5 × 106 cells were transiently cotrans-
fected with 0.3 μg pSV40-5×HRE-luc-Kana reporter plas-
mid and 0.1 μg pCMV-β-gal using the Lipofectamine
reagent (Invitrogen). At 24 hrs after transfection the cells
were subjected to hypoxia or incubated with DFO for 24
hrs, respectively, as indicated. Cells were extracted by
three consecutive freeze-thaw cycles in Tris-HCl buffer
(250 mM, pH 8.0), and luciferase and β-galactosidase
activities were determined as reported earlier [50].

HIF-1  immunoblotting
Cells were treated and washed as described above. Pellets
were resuspended in a freshly prepared lysis buffer con-
taining 50 mM Tris-HCl pH 7.6, 150 mM NaCl, 10% (V/
V) glycerol, 2 mM DTT, 0.5% (V/V) NP-40, 5 mM EDTA,
1 mM Na-vanadate, 1 mM PMSF, 20 mM NaF, 10 mM
benzamidine, 10 mM lactacystin (a proteasome inhibi-
tor), supplemented with Complete Protease Inhibitor
Cocktail (Roche). Cells were disrupted by sonication on
ice with a Vibra-Cell device (Sonics & Materials, USA) at
20 kHz and 25 W output by 3 × 10 s pulses. Supernatants
were clarified by centrifugation (14,000 g, 20 min, 4°C).
The protein concentration of cleared supernatants was
determined with the Bio-Rad DC Protein Assay kit. Sam-
ples were diluted to equal protein concentration and sup-
plemented with equal volumes of 2× Laemmli buffer
followed by heat denaturation (100°C, 5 min). Approxi-
mately 25 μg of total protein were resolved by SDS-PAGE
on 8% gel slabs and subjected to western blotting as
described in [51].

Membranes were immunoblotted with a polyclonal anti-
human HIF-1α primary antibody at 1:2,000 dilution for

60 min and subsequently with a secondary anti-mouse
antibody derived from goat at 1:4,000 dilution (60 min,
room temperature). Immunocomplexes were visualized
by the enhanced chemiluminescence reaction (Amersham
Life Sciences). Three blots were made from 3 independent
biological samples.

Extraction of total RNA, cDNA synthesis and qRT-PCR 
assays
Total RNA was isolated by the RNeasy kit (Qiagen),
according to the manufacturer's instructions. The quality
of the preparation was checked by running an aliquot on
ethidium bromide stained agarose gels.

cDNA was reverse transcribed with the High-Capacity
cDNA Archive Kit (ABI). The reaction contained 0.2 μg
total RNA, 5 U/μl MultiScribe™ Reverse Transcriptase and
1× relative concentration of Reverse Transcription Buffer,
dNTPs and random primers in 50 μl final volume. The
reaction was incubated at 25°C for 10 min and then at
37°C for 120 min.

Real-time PCR assays were performed in 25 μl final vol-
ume containing 5 μl cDNA, 1× ABI PCR master mix, gene-
specific TaqMan® primers and the gene-specific, FAM-
labelled probe. Amplification and signal detection were
performed using an ABI 7300 Real-Time PCR System
(Applied Biosystems). Denaturation at 95°C, 10 min was
followed by 40 thermocycles (95°C, 15 sec and 60°C, 1
min). Reactions were performed from three independent
biological replicates in triplicate using RNase-free water as
negative control. CT-values were set in the exponential
range of the amplification plots using the 7300 System
Sequence Detection Software 1.3. ΔΔCT-values corre-
sponded to the difference between the CT-values of the
genes examined and those of the RPLP0 calibrator (inter-
nal control) gene. Relative expression levels of genes were
calculated and expressed as 2-ΔΔCT. To minimize the effect
of pipetting errors, the TaqMan reaction mixture con-
tained 6-carboxy-X-rhodamine (ROX) as a passive refer-
ence calibrator fluorescent dye.

The following TaqMan® assays (Applied Biosystems) were
used in this study: HGPRT (Hs99999909_m1); RPLP0
(Hs99999902_m1); HMBS (Hs00609297_m1); RPII
(Hs00172187_m1); β-actin (Hs99999903_m1); VEGF
(Hs00900058_m1); DRD2 (Hs01024460_m1); DRD3
(Hs00364455_m1); DRD4 (Hs00609526_m1); DRRF
(Hs00259103_m1); COMT (Hs02511558_s1); MAOA
(Hs00165140_m1); DAT (Hs00997371_m1).

Immunostaining
2 × 105 cells were grown on coverslips for 2 days in 1%
oxygen. Then the cells were washed thrice with PBS and
fixed for 20 min with 4% formalin. After fixation the cov-
Page 7 of 9
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erslips were washed thrice with PBS, permeabilized with
0.1% Triton-X100, washed with PBS and blocked in PBS
containing 5% fetal calf serum (FCS) for 1.5 hrs. α-DRD3
(sc-9114, Santa Cruz Biotechnology) and α-DRD4
(AB1787P, Millipore Co.) antibodies were diluted 1:50
and 1:250, respectively, in 1% FCS/PBS and applied to the
cells overnight. After washing with FCS/PBS, the cells were
incubated with diluted (1:1000), Alexa488-conjugated
anti-rabbit secondary antibodies for 60 min, washed with
PBS and mounted on glass slides with Mowiol (Poly-
sciences). Fluorescence images were obtained and photo-
graphed in a Leitz Dialux 20 EB microscope equipped
with epifluorescence optics. Staining intensities were
quantitated by the ImageJ image processing software.

Statistical analysis
Statistical analysis was performed with one-way analysis
of variance (ANOVA) followed by the Tukey-Kramer Mul-
tiple Comparison Test (GraphPad InStat software).

Authors' contributions
MB carried out most of the experimental work, EK and VM
performed some of the western blotting and real-time
PCR assays. MS participated in the design of the study and
helped to evaluate the results. GK coordinated the study
and wrote the manuscript. All authors read and approved
the manuscript.

Acknowledgements
This work was supported by the Hungarian national funds ETT 55105 and 
OTKA T048576.

References
1. Ereciñska M, Silver IA: Tissue oxygen tension and brain sensitiv-

ity to hypoxia.  Respir Physiol 2001, 128:263-76.
2. Zheng Z, Zhao H, Steinberg GK, Yenari MA: Cellular and molecu-

lar events underlying ischemia-induced neuronal apoptosis.
Drug News Perspect 2003, 16:497-503.

3. Bergeron M, Yu AY, Solway KE, Semenza GL, Sharp FR: Induction
of hypoxia-inducible factor-1 (HIF-1) and its target genes fol-
lowing focal ischaemia in rat brain.  Eur J Neurosci 1999,
11:4159-70.

4. Baranova O, Miranda LF, Pichiule P, Dragatsis I, Johnson RS, Chavez
JC: Neuron-specific inactivation of the hypoxia inducible fac-
tor 1 alpha increases brain injury in a mouse model of tran-
sient focal cerebral ischemia.  J Neurosci 2007, 27:6320-32.

5. Sirén AL, Knerlich F, Poser W, Gleiter CH, Brück W, Ehrenreich H:
Erythropoietin and erythropoietin receptor in human
ischemic/hypoxic brain.  Acta Neuropathol 2001, 101:271-6.

6. Soucek T, Cumming R, Dargusch R, Maher P, Schubert D: The reg-
ulation of glucose metabolism by HIF-1 mediates a neuro-
protective response to amyloid beta peptide.  Neuron 2003,
39:43-56.

7. Curristin SM, Cao A, Stewart WB, Zhang H, Madri JA, Morrow JS,
Ment LR: Disrupted synaptic development in the hypoxic
newborn brain.  Proc Natl Acad Sci USA 2002, 99:15729-34.

8. Perrin D, Mamet J, Scarna H, Roux JC, Bérod A, Dalmaz Y: Long-
term prenatal hypoxia alters maturation of brain catecho-
laminergic systems and motor behavior in rats.  Synapse 2004,
54:92-101.

9. Grau-Olivares M, Arboix A, Bartrés-Faz D, Junqué C: Neuropsy-
chological abnormalities associated with lacunar infarction.
J Neurol Sci 2007, 257:160-5.

10. Fremeau RT Jr, Duncan GE, Fornaretto MG, Dearry A, Gingrich JA,
Breese GR, Caron MG: Localization of D1 dopamine receptor
mRNA in brain supports a role in cognitive, affective, and
neuroendocrine aspects of dopaminergic neurotransmis-
sion.  Proc Natl Acad Sci USA 1991, 88:3772-6.

11. Decker MJ, Rye DB: Neonatal intermittent hypoxia impairs
dopamine signaling and executive functioning.  Sleep Breath
2002, 6:205-10.

12. Singh V, Carman M, Roeper J, Bonci A: Brief ischemia causes long-
term depression in midbrain dopamine neurons.  Eur J Neurosci
2007, 26:1489-99.

13. Studer L, Csete M, Lee SH, Kabbani N, Walikonis J, Wold B, McKay
R: Enhanced proliferation, survival, and dopaminergic differ-
entiation of CNS precursors in lowered oxygen.  J Neurosci
2000, 20(19):7377-83.

14. Milosevic J, Maisel M, Wegner F, Leuchtenberger J, Wenger RH, Ger-
lach M, Storch A, Schwarz J: Lack of hypoxia-inducible factor-1
alpha impairs midbrain neural precursor cells involving vas-
cular endothelial growth factor signaling.  J Neurosci 2007,
27:412-21.

15. Cantagrel S, Gressens P, Bodard S, Suc AL, Laugier J, Guilloteau D,
Chalon S: mRNA D(2) dopaminergic receptor expression
after hypoxia-ischemia in rat immature brain.  Biol Neonate
2001, 80:68-73.

16. Kobayashi S, Conforti L, Zhu WH, Beitner-Johnson D, Millhorn DE:
Role of the D2 dopamine receptor in molecular adaptation
to chronic hypoxia in PC12 cells.  Pflugers Arch 1999, 438:750-9.

17. Huey KA, Powell FL: Time-dependent changes in dopamine
D(2)-receptor mRNA in the arterial chemoreflex pathway
with chronic hypoxia.  Brain Res Mol Brain Res 2000, 75:264-70.

18. Bairam A, Carroll JL, Labelle Y, Khandjian EW: Differential changes
in dopamine D2- and D1-receptor mRNA levels induced by
hypoxia in the arterial chemoreflex pathway organs in one-
day-old and adult rabbits.  Biol Neonate 2003, 84:222-31.

19. Millhorn DE, Raymond R, Conforti L, Zhu W, Beitner-Johnson D,
Filisko T, Genter MB, Kobayashi S, Peng M: Regulation of gene
expression for tyrosine hydroxylase in oxygen sensitive cells
by hypoxia.  Kidney Int 1997, 51:527-35.

20. Joseph V, Bairam A: Differential regulation of short and long
dopamine D2 receptor mRNA levels by hypoxia in the
adrenals of 1-day-old and adult rabbits.  Brain Res Mol Brain Res
2004, 130:115-23.

21. Decker MJ, Hue GE, Caudle WM, Miller GW, Keating GL, Rye DB:
Episodic neonatal hypoxia evokes executive dysfunction and
regionally specific alterations in markers of dopamine signal-
ing.  Neuroscience 2003, 117:417-25.

22. Hoenicka J, Aragüés M, Ponce G, Rodríguez-Jiménez R, Jiménez-Arri-
ero MA, Palomo T: From dopaminergic genes to psychiatric
disorders.  Neurotox Res 2007, 11:61-72.

23. D'Souza UM, Craig IW: Functional polymorphisms in dopamine
and serotonin pathway genes.  Hum Mutat 2006, 27:1-13.

24. D'Souza UM, Craig IW: Functional genetic polymorphisms in
serotonin and dopamine gene systems and their significance
in behavioural disorders.  Prog Brain Res 2008, 172:73-98.

25. Kereszturi E, Kiraly O, Csapo Z, Tarnok Z, Gadoros J, Sasvari-Szekely
M, Nemoda Z: Association between the 120-bp duplication of
the dopamine D4 receptor gene and attention deficit hyper-
activity disorder: genetic and molecular analyses.  Am J Med
Genet B Neuropsychiatr Genet 2007, 144B(2):231-6.

26. D'Souza UM, Russ C, Tahir E, Mill J, McGuffin P, Asherson PJ, Craig
IW: Functional effects of a tandem duplication polymor-
phism in the 5'flanking region of the DRD4 gene.  Biol Psychiatry
2004, 56:691-7.

27. Jaakkola P, Mole DR, Tian YM, Wilson MI, Gielbert J, Gaskell SJ, Krieg-
sheim Av, Hebestreit HF, Mukherji M, Schofield CJ, Maxwell PH, Pugh
CW, Ratcliffe PJ: Targeting of HIF-alpha to the von Hippel-
Lindau ubiquitylation complex by O2-regulated prolyl
hydroxylation.  Science 2001, 292:468-72.

28. Gothié E, Richard DE, Berra E, Pagès G, Pouysségur J: Identification
of alternative spliced variants of human hypoxia-inducible
factor-1alpha.  J Biol Chem 2000, 275:6922-7.

29. Hwang CK, D'Souza UM, Eisch AJ, Yajima S, Lammers CH, Yang Y,
Lee SH, Kim YM, Nestler EJ, Mouradian MM: Dopamine receptor
regulating factor, DRRF: a zinc finger transcription factor.
Proc Natl Acad Sci USA 2001, 98:7558-63.
Page 8 of 9
(page number not for citation purposes)

http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11718758
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11718758
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14668947
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14668947
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10594641
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10594641
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10594641
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17554006
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17554006
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17554006
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11307627
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11307627
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11307627
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12848931
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12848931
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12848931
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12438650
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12438650
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15352134
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15352134
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15352134
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17316693
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17316693
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=2023928
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=2023928
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=2023928
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12524574
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12524574
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17880389
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17880389
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11007896
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11007896
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17215402
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17215402
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17215402
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11474153
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11474153
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10591061
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10591061
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10591061
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10686347
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10686347
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10686347
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14504446
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14504446
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14504446
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9027733
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9027733
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9027733
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15519682
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15519682
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15519682
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12614682
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12614682
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12614682
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17449449
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17449449
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16320307
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16320307
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18772028
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18772028
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18772028
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17171658
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17171658
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17171658
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15522254
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15522254
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11292861
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11292861
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11292861
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10702253
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10702253
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10702253
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11390978
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11390978


BMC Neuroscience 2009, 10:92 http://www.biomedcentral.com/1471-2202/10/92
Publish with BioMed Central   and  every 
scientist can read your work free of charge

"BioMed Central will be the most significant development for 
disseminating the results of biomedical research in our lifetime."

Sir Paul Nurse, Cancer Research UK

Your research papers will be:

available free of charge to the entire biomedical community

peer reviewed and published immediately upon acceptance

cited in PubMed and archived on PubMed Central 

yours — you keep the copyright

Submit your manuscript here:
http://www.biomedcentral.com/info/publishing_adv.asp

BioMedcentral

30. Shin Y, Kumar U, Patel Y, Patel SC, Sidhu A: Differential expres-
sion of D2-like dopamine receptors in the kidney of the spon-
taneously hypertensive rat.  J Hypertens 2003, 21:199-207.

31. Triantafyllou A, Mylonis I, Simos G, Bonanou S, Tsakalof A: Flavo-
noids induce HIF-1alpha but impair its nuclear accumulation
and activity.  Free Radic Biol Med 2008, 44:657-70.

32. Choi SM, Choi KO, Lee N, Oh M, Park H: The zinc chelator,
N,N,N',N'-tetrakis (2-pyridylmethyl) ethylenediamine,
increases the level of nonfunctional HIF-1alpha protein in
normoxic cells.  Biochem Biophys Res Commun 2006, 343:1002-8.

33. Lando D, Peet DJ, Whelan DA, Gorman JJ, Whitelaw ML: Asparag-
ine hydroxylation of the HIF transactivation domain: a
hypoxic switch.  Science 2002, 295:858-61.

34. Zhong H, Simons JW: Direct comparison of GAPDH, beta-
actin, cyclophilin, and 28S rRNA as internal standards for
quantifying RNA levels under hypoxia.  Biochem Biophys Res
Commun 1999, 259:523-6.

35. Lu S, Gu X, Hoestje S, Epner DE: Identification of an additional
hypoxia responsive element in the glyceraldehyde-3-phos-
phate dehydrogenase gene promoter.  Biochim Biophys Acta
2002, 1574:152-6.

36. Szaflarski J, Burtrum D, Silverstein FS: Cerebral hypoxia-ischemia
stimulates cytokine gene expression in perinatal rats.  Stroke
1995, 26:1093-100.

37. Walmsley SR, Print C, Farahi N, Peyssonnaux C, Johnson RS, Cramer
T, Sobolewski A, Condliffe AM, Cowburn AS, Johnson N, Chilvers ER:
Hypoxia-induced neutrophil survival is mediated by HIF-
1alpha-dependent NF-kappaB activity.  J Exp Med 2005,
201:105-15.

38. Minet E, Michel G, Mottet D, Piret JP, Barbieux A, Raes M, Michiels C:
c-JUN gene induction and AP-1 activity is regulated by a
JNK-dependent pathway in hypoxic HepG2 cells.  Exp Cell Res
2001, 265:114-24.

39. Koumenis C, Alarcon R, Hammond E, Sutphin P, Hoffman W, Murphy
M, Derr J, Taya Y, Lowe SW, Kastan M, Giaccia A: Regulation of
p53 by hypoxia: dissociation of transcriptional repression
and apoptosis from p53-dependent transactivation.  Mol Cell
Biol 2001, 21:1297-310.

40. Gordan JD, Bertout JA, Hu CJ, Diehl JA, Simon MC: HIF-2alpha
promotes hypoxic cell proliferation by enhancing c-myc
transcriptional activity.  Cancer Cell 2007, 11:335-47.

41. Damert A, Ikeda E, Risau W: Activator-protein-1 binding poten-
tiates the hypoxia-induciblefactor-1-mediated hypoxia-
induced transcriptional activation of vascular-endothelial
growth factor expression in C6 glioma cells.  Biochem J 1997,
327:419-23.

42. Chang TC, Wentzel EA, Kent OA, Ramachandran K, Mullendore M,
Lee KH, Feldmann G, Yamakuchi M, Ferlito M, Lowenstein CJ, Arking
DE, Beer MA, Maitra A, Mendell JT: Transactivation of miR-34a
by p53 broadly influences gene expression and promotes
apoptosis.  Mol Cell 2007, 26:745-52.

43. Bontempi S, Fiorentini C, Busi C, Guerra N, Spano P, Missale C: Iden-
tification and characterization of two nuclear factor-kappaB
sites in the regulatory region of the dopamine D2 receptor.
Endocrinology 2007, 148:2563-70.

44. Lee SH, Jang MK, Lee OH, Kim OS, Kim YM, Yajima S, Lee YC, Mour-
adian MM: Transcriptional auto-regulation of the dopamine
receptor regulating factor (DRRF) gene.  Mol Cell Endocrinol
2008, 289:23-8.

45. Arany Z, Huang LE, Eckner R, Bhattacharya S, Jiang C, Goldberg MA,
Bunn HF, Livingston DM: An essential role for p300/CBP in the
cellular response to hypoxia.  Proc Natl Acad Sci USA 1996,
93:12969-73.

46. Kato H, Tamamizu-Kato S, Shibasaki F: Histone deacetylase 7
associates with hypoxia-inducible factor 1alpha and
increases transcriptional activity.  J Biol Chem 2004,
279:41966-74.

47. Liu L, Cash TP, Jones RG, Keith B, Thompson CB, Simon MC:
Hypoxia-induced energy stress regulates mRNA translation
and cell growth.  Mol Cell 2006, 21:521-31.

48. Koumenis C, Naczki C, Koritzinsky M, Rastani S, Diehl A, Sonenberg
N, Koromilas A, Wouters BG: Regulation of protein synthesis by
hypoxia via activation of the endoplasmic reticulum kinase
PERK and phosphorylation of the translation initiation factor
eIF2alpha.  Mol Cell Biol 2002, 22:7405-16.

49. Rosin C, Colombo S, Calver AA, Bates TE, Skaper SD: Dopamine
D2 and D3 receptor agonists limit oligodendrocyte injury
caused by glutamate oxidativ stress and oxygen/glucose dep-
rivation.  Glia 2005, 52:336-43.

50. Kereszturi E, Kiraly O, Barta C, Molnar N, Sasvari-Szekely M, Csapo
Z: No direct effect of the -521 C/T polymorphism in the
human dopamine D4 receptor gene promoter on transcrip-
tional activity.  BMC Mol Biol 2006, 7:18.

51. Keszler G, Spasokoukotskaja T, Csapo Z, Talianidis I, Eriksson S,
Staub M, Sasvari-Szekely M: Activation of deoxycytidine kinase
in lymphocytes is calcium dependent and involves a confor-
mational change detectable by native immunostaining.  Bio-
chem Pharmacol 2004, 67:947-55.
Page 9 of 9
(page number not for citation purposes)

http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12544452
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12544452
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12544452
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18061585
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18061585
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18061585
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16579968
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16579968
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16579968
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11823643
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11823643
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11823643
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10364451
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10364451
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10364451
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11955624
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11955624
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11955624
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7762028
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7762028
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15630139
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15630139
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15630139
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11281649
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11281649
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11281649
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11158315
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11158315
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11158315
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17418410
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17418410
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17418410
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9359410
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9359410
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9359410
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17540599
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17540599
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17540599
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17317773
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17317773
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18472212
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18472212
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8917528
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8917528
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15280364
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15280364
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15280364
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16483933
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16483933
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16483933
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12370288
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12370288
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12370288
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16078234
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16078234
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16078234
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16723017
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16723017
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16723017
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15104248
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15104248
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15104248
http://www.biomedcentral.com/
http://www.biomedcentral.com/info/publishing_adv.asp
http://www.biomedcentral.com/

	Abstract
	Background
	Results
	Conclusion

	Background
	Results
	Expression and transcriptional activity of HIF-1a in SK-NF- I and CCF-STTG1 cells
	Induction of dopamine receptors 3 and 4 upon hypoxia
	DRRF transcription is repressed by hypoxia
	No elevation of DRD3 and DRD4 protein levels by hypoxia

	Discussion
	Conclusion
	Methods
	Plasmid constructions
	Cell culture, treatments and transfections
	HIF-1a immunoblotting
	Extraction of total RNA, cDNA synthesis and qRT-PCR assays
	Immunostaining
	Statistical analysis

	Authors' contributions
	Acknowledgements
	References

