Estrogen Enhances the Inhibitory Effect of Iron on
Microglial Nitric Oxide Production

Poonlarp Cheepsunthorn PhD¥*,
Nootchanat Mairaue MSc*, Krongkan Nasee BSc*

* Department of Anatomy, Faculty of Medicine, Chulalongkorn University

Abnormal iron accumulation has been consistently reported in specific brain regions of many
neurodegenerative diseases. At cellular level, iron is unusually observed in microglia, immune effector cell of
the brain. Most evidence has provided that upon activation, microglia produces neurotoxins and different
kinds of inflammatory mediators. Therefore, it is believed that activated microglia is actively involved in
neurodegenerative process. Using a rat microglial cell line (HAPI), the present study was designed to address
the role of iron for immune function of microglia, in particular, the production of Nitric Oxide (NO) in the
presence or absence of estrogen, a potential neuroprotective agent. The present results demonstrated that
exposure of microglia to iron significantly decreased lipopolysaccaride-induced NO production, as deter-
mined by nitrite accumulation in the cell culture medium, and such effect of iron was potentiated by increasing
concentration of estrogen. Transcript analysis revealed that estrogen, but not iron, decreased the expression
of inducible Nitric Oxide Synthase (iNOS). These results demonstrate that estrogen enhances the inhibitory
effect of iron on microglial NO production by decreasing mRNA expression of iNOS and also suggest that iron
sequestration by microglia under neuropathological conditions could be a protective mechanism against

NO-induced neurotoxicity.
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Deposition of excess iron in the brain and
activation of microglia have been implicated as major
causes of progressive cell loss in many neurodegene-
rative disorders. In the brains of patients with Alzheimer’s
disease, iron level in the amyloid plaque is increased
approximately three-times higher than that of control
neuropil®. In Parkinson’s disease and stroke, the in-
crease in brain iron content is specific for dopaminer-
gic neuron-containing substantia nigra and the peri-
meter of ischemic lesion, respectively®%. The toxicity
of iron, even in a bound form, is due to its catalytic
ability to generate highly toxic hydroxyl radical (OH)
from superoxide and hydrogen peroxide released in the
normal process of mitochondrial energy respiration and
in the process of microglial activation®®. Furthermore,
superoxide anion can readily react with excessive
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amounts of Nitric Oxide (NO) produced by inducible
Nitric Oxide Synthase (iNOS), a high output enzyme
up-regulated following microglial activation, to form re-
active nitrogen intermediate or peroxynitrite (ONOO)"9.
Together, -OH and ONOO-can cause a direct or delayed
damage to both neurons and glia by oxidatively modi-
fying or cross-linking cellular proteins, lipid membrane
and deoxy-nucleic acids®.

Several lines of evidence have shown that
secretory products from activated microglia including
pro-inflammatory mediators contribute to neural tissue
damage, while factors that interfere with the process of
microglial activation, such as minocycline, p38 MAPK
inhibitor and estrogen limit the damage®®*®. Although,
microglia, like other cell types, requires well-defined
amounts of iron for basic cellular functions, a recent
study demonstrates that cellular iron accumulation, as a
result of elevated levels of extracellular iron, can modify
gene expression profiles in microglia challenged with
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inflammatory stimulus®®. A more detailed knowledge
of the interaction between microglia and these candi-
date neuroprotective agents under pathological-related,
iron-rich environment could, therefore, lead to more
effective treatments for neurodegenerative diseases
aimed to target microglial activation. The present study
aimed to examine the effects of iron on LPS-induced
NO production in microglial cells in the presence or
absence of estrogen by using an established rat
microglial cell line®”, HAPI cells.

Material and Method
Cell culture and Cell treatment

Immortalized rat microglia line HAPI® were
maintained in Dulbecco’s modified eagle’s medium
(DMEM) containing 5% fetal bovine serum (FBS;
HyClone), L-glutamine (20 mM) and penicillin-strepto-
mycin solution (10ml/l) at 37°C under humidified 5%
CO,. Cells were seeded in 24-well plates at the density
of 5x10*well. Approximately 24 hrs later, the medium
was removed, replaced with freshly prepared serum-
free medium containing lipopolysaccharide (LPS; 1 ug/
ml), or ferric ammonium citrate [FAC; 50 ug/ml as pre-
viously described®®1"], or 17p-estradiol as indicated
in each experiment, and incubated for 24 h (for NO
determination) or 18 h (for determination of iNOS
transcript levels). All tissue culture reagents were
purchased from Sigma, unless otherwise stated.

Nitrite assay

The generation of NO was determined by
measuring nitrite accumulation in the cell culture super-
natants using Griess reagent (Invitrogen). Briefly, 150
ul/well of the nitrite-containing sample were placed in a
96-well plate, mixed with 20 ul of Griess reagent and 130
ul of deionized water and incubated for 30 min at room
temperature. Optical density was read at 540 nm and
compared with a standard curve generated in each
experiment from known concentration of nitrites.

RT-PCR analysis

After 18 h treatment, total RNA was isolated
using TRIzol reagent (Invitrogen), according to the
manufacturer’s protocol. A volume of 1 ug total RNA
from each sample was subjected to reverse transcrip-
tion (RT) using 1% strand cDNA synthesis kit for RT-
PCR (Avian Myeloblatosis Virus (AMV); Roche) in a
final volume of 20 ul. The RT reaction was performed at
42°C for 1 h, the enzyme was inactivated at 99°C for 5
min, and cDNA samples were stored at -20°C in 100 ul
of final volume.
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Five microliters of each cDNA sample was
used as template for subsequent PCR reaction in 50 ul
of final volume in the presence of Taq DNA polymerase
(Promega) and primers specific for rat inducible nitric
oxide synthase (iNOS); forward (5’-atcccgaaacgct
acacttcc-3"), reverse (5’-ggcgaagaacaatccacaactc-3’)
resulting in 311 bp products or for glyseraldehyde-3-
phosphate dehydrogenase (GAPDH); forward (5’-
aagctcactgg catggccttce-3’), reverse (5°-ttggaggccatgt
aggccatgag-3’) resulting in 300 bp products. The PCR
reactions were performed on Perkin-Elmer Thermal
Cycle as follows: 95°C for 5 min followed by 35 cycles
at 94°C for 1 min, 58°C (61°C for GAPDH) for 1 min,
and 72°C for 2 min. The amplification products were
analyzed on 1.2% agarose gel. Band intensity was
then quantified by densitometry.

Statistical analysis

Data were presented as mean + SEM of three
independent experiments, in which triplicate samples
were performed. Statistical analysis was performed by
one-way ANOVA followed by the Bonferroni test to
determine the significance of difference, assigned to
the level of p < 0.05.

Results
Iron exposure significantly decreases LPS-induced
microglial NO production

To address the role of iron for NO production
in activated microglia, the authors challenged HAPI
cells with 1 ug/ml LPS for 24 hrs in the presence or
absence of 50 ug/ml FAC followed by an evaluation of
nitrite (NO,") levels in the cell culture media. As shown
inFig. 1, LPS induced approximately 3-fold increases in
NO, level, which was counteracted by simultaneous
exposure to iron.

Estrogen enhances the inhibitory effect of iron on
LPS-induced microglial NO production

Previous immunohistological study has
shown that microglia express estrogen receptors®®),
suggesting microglial activation could be modified by
estrogen. The authors then asked whether the effect of
iron on microglial NO production could be modified by
estrogen. In this set of experiments, HAPI cells were
cultured for 24 h under different treatment conditions
as indicated and NO," accumulation in the cell culture
media was determined. As shown in Fig. 2, addition of
iron had no effect on baseline NO,, but it caused a
30% decrease in NO, level in LPS-treated group. 17f3-
estradiol treatment decreased NO, accumulation in a
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Fig. 1 HAPI, rat microglial cells, were treated with lipopolysaccharide (LPS; 1 mg/ml) in the presence or absence of ferric
ammonium citrate (FAC; 50 mg/ml) for 24 h. Then, the concentration of NO," in the cell culture media was deter-
mined by Griess reaction. Results were representative of three independent experiments. As indicated, * p < 0.05,
as compared with the control and # p < 0.05, as compared with LPS treatment
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Fig. 2 HAPI cells were treated with lipopolysaccharide (LPS; 1 ug/ml) in the presence or absence of ferric ammonium
citrate (FAC; 50 mg/ml) or 17B-estradiol (1 nM or 10 nM) for 24 h. Then, the concentration of NO, in the cell
culture media was determined by Griess reaction. Results were representative of three independent experiments. As
indicated in the graphs, * p < 0.05, compared with the control; # p < 0.05, compared with LPS treatment alone; and
+ p < 0.05, compared with LPS + FAC treatment, were calculated by ANOVA followed by Bonferroni test
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dose-dependent manner. Interestingly, when the cells
were treated with LPS and iron in the presence of 1 nM
17p-estradiol, NO," levels were reduced to 37% com-
pared with LPS and 55% compared with LPS + iron.
When a 10 nM concentration of 17f3-estradiol was
used, a similar, but greater, effect was obtained (8%;
compared with LPS and 12%; compared with LPS +
iron). These results suggest a regulatory role of estro-
genand iron in microglial NO production.

Estrogen, but not iron, decreases LPS-induced
microglial iNOS expression

To investigate whether the inhibitory effects
of iron and estrogen on microglial NO production
occur at the transcript level, we examined the mMRNA
expression of iINOS in HAPI cells at 18 hrs under condi-
tions indicated in Fig. 3. Treatment with 17f3-estradiol
decreased INOS mRNA in untreated and LPS-treated
cells in a dose-dependent manner, consistent with NO,
results obtained at 24 h. Exposure to iron did not affect
iNOS transcripts either in untreated or in LPS-treated
cells, suggesting a non-genomic effect of iron on NO

production. A concentration of 10 nM 17f3-estradiol,
but not 1 nM, significantly reduced iNOS transcript
levels (65% as compared with LPS + iron). These
results demonstrate that estrogen enhances the inhibi-
tory effect of iron on microglial NO production by down-
regulating INOS mRNA expression.

Discussion

A growing body of in vitro studies suggest
that a delayed death of cortical and mesencephalic
(dopaminergic) neurons following primary insult is
mediated by microglia-derived NO, which appear to be
attenuated by NOS inhibitors®22, However, under
pathological setting in the brains of patients with
Alzheimer’s and Parkinson’s diseases, there is an
elevated level of iron in the degenerated areas where
iron is abnormally accumulated in microglia®2,
Although, little is known about the role of iron for
microglial function, the authors have previously shown
that addition of iron to cultures of LPS-activated
microglia alters their gene expression patterns and leads
to intracellular iron accumulation, resembling iron-
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Fig. 3 HAPI cells were treated with lipopolysaccharide (LPS) in the presence or absence of ferric ammonium citrate (FAC)
or 17B-estradiol (1 nM or 10 nM) for 18 h. Total RNA was extracted and mRNAs for inducible nitric oxide synthase
(iNOS) and glyseraldehyde-3-phosphate dehydrogenase (GAPDH) were amplified by RT-PCR assay. A represen-
tative of amplification products separated by agarose gel eletrophoresis was shown. The densitometric evaluation of
the bands obtained from two-independent experiments were reported as mean + SEM. As indicated in the graphs, *
p < 0.05, as compared with the control values; # p < 0.05, compared with LPS treatment alone; and + p < 0.05,
compared with LPS + FAC treatment, were calculated by ANOVA followed by Bonferroni test
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laden phenotype of activated microglia in many neuro-
degenerative diseases®®'"). In the present study, the
authors employed the described in vitro model to
understand better the involvement of iron in microglial
NO production. The results showed that NO produc-
tion from LPS-activated microglia in the presence of
iron was significantly reduced without affecting iNOS
MRNA expression. These results correspond to a pre-
vious report, in which cultures of hepatocytes exposed
to LPS and y-interferon in the presence of iron showed
a decrease of NO and an increase of NO bound to iron-
containing molecules (nitrosyl-iron complexes)®.
Thus, the ability of iron to reduce microglial NO may
protect neurons from a delayed cell death mediated by
NO.

The mechanism by which estrogen enhances
the inhibitory effect of iron on NO production from
activated microglia appear to be iron-independent and
occur via the down-regulation of INOS mRNA. This is
consistant with previous studies that estrogen was
capable of decreasing iINOS expression®. Although
the authors have not directly shown the presence of
estrogen receptors o or B in the present study, the
results suggest that the HAPI cells express functional
receptors for estrogen. Thus, the HAPI cells may pro-
vide an alternative cell culture model for investigating
effects of estrogen on inflammatory component of
microglia-mediated neurodegeneration. Studies are in
progress to define better the effects of estrogen on
microglial function under diseased-oriented and iron-
rich environment.

In conclusion, the authors propose that iron-
laden activated microglia in neurodegenerative diseases
could play a role in brain inherited defensive mecha-
nisms against NO-induced neurotoxicity.
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