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Abstract

Background: CCAAT enhancer-binding protein (C/EBP)β regulates gene expression in multiple organ systems and cell
types, including astrocytes in the central nervous system (CNS). Inflammatory stimuli, interleukin (IL)-1β, tumor necrosis
factor-α, human immunodeficiency virus (HIV)-1 and lipopolysaccharide induce astrocyte C/EBPβ expression. C/EBPβ is
detectable in brains of Alzheimer’s disease (AD), Parkinson’s disease (PD) and HIV-1-associated dementia (HAD) patients,
yet little is known about how C/EBPβ contributes to astrocyte gene regulation during neuroinflammation.

Methods: The expression of 92 human inflammation genes was compared between IL-1β-treated primary human
astrocytes and astrocytes transfected with C/EBPβ-specific small interfering (si)RNA prior to IL-1β treatment for 12 h.
Transcripts altered by> two-fold compared to control were subjected to one-way analysis of variance and Newman-Keuls
post-test for multiple comparisons. Expression of two genes, cyclooxygenase-2 (COX-2) and bradykinin receptor B2
(BDKRB2) was further confirmed in additional human astrocyte donors. Astrocytes were treated with mitogen-activated
protein kinase-selective inhibitors, then with IL-1β for 12 or 24 h followed by COX-2 and BDKRB2, expression analyses.

Results: IL-1β altered expression of 29 of 92 human inflammation genes by at least two-fold in primary human
astrocytes in 12 h. C/EBPβ knockdown affected expression of 17 out of 29 IL-1β-regulated genes by> 25%. Two genes
relevant to neuroinflammation, COX-2 and BDKRB2, were robustly decreased and increased, respectively, in response to
C/EBPβ knockdown, and expression was confirmed in two additional donors. COX-2 and BDKRB2 mRNA remained altered
in siRNA-transfected astrocytes at 12, 24 or 72 h. Inhibiting p38 kinase (p38K) activation blocked IL-1β-induced astrocyte
COX-2 mRNA and protein expression, but not IL-1β-induced astrocyte BDKRB2 expression. Inhibiting extracellular-
regulated kinase (ERK)1/2 activation blocked IL-1β-induced BDKRB2 mRNA expression while increasing COX-2 expression.

Conclusion: These data support an essential role for IL-1β in the CNS and identify new C/EBPβ functions in astrocytes.
Additionally, this work suggests p38K and ERK1/2 pathways may regulate gene expression in a complementary manner
to fine tune the IL-1β-mediated astrocyte inflammatory response. Delineating a role for C/EBPβ and other involved
transcription factors in human astrocyte inflammatory response may lead to effective therapies for AD, PD, HAD and other
neurological disorders.
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Background
Neuroinflammation is a contributing factor of many central
nervous system (CNS) pathologies; yet the details of onset
and progression remain enigmatic. Astrocytes, the most
numerous cells of the CNS, contribute to homeostasis in
the CNS, regulate neural signaling and maintain the blood–
brain barrier (BBB) [1–3]. Accordingly, astrocytes respond
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to inflammatory stimuli by altering gene expression,
morphology and function. Activated astrocytes undergo
rapid replication, migrate to areas of insult and attempt to
mitigate collateral damage by isolating the damaged area
[4–6]. Previously, we reported that CCAAT enhancer-
binding protein (C/EBP)-β is expressed in the brains of
human immunodeficiency virus (HIV)-1-infected patients
and contributes to interleukin (IL)-1β-induced tissue inhibi-
tor metalloproteinases (TIMP)-1 expression in astrocytes
[7]. In a related study, we explored the signal transduction
pathways mediating IL-1β-induced astrocyte C/EBPβ and
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TIMP-1 expression [8]. We found that a p38 kinase
(p38K)-selective inhibitor blocked IL-1β-induced astrocyte
C/EBPβ expression, whereas an extracellular regulated
kinase (ERK) 1/2-selective inhibitor blocked IL-1β-
induced astrocyte TIMP-1 expression. In this report, we
explore the role of C/EBPβ in regulating IL-1β-induced
astrocyte inflammatory genes and the signal transduction
pathways involved.
C/EBPβ is evolutionarily conserved among species and is

expressed in multiple organ systems [9–11]. The gene is
expressed as a single transcript that can be translated into
three isoforms: 42 kilodalton (kDa), 40 kDa and 20 kDa
[12,13]. The two large isoforms, designated liver-activating
proteins, are named for their transcriptional activating
properties, while the 20-kDa liver-inhibiting protein is
named for its inhibitory properties [14]. It is now clear that
the isoform-specific divergent roles for C/EBPβ isoforms do
not completely explain their function [15,16]. In the CNS,
astrocytes and microglia increase C/EBPβ expression in
response to various inflammatory stimuli including IL-1β,
lipopolysaccharides, tumor necrosis factor (TNF)-α and
HIV-1 [7,17]. Since the discovery that C/EBPβ regulates IL-
6, studies have shown that it regulates nitric oxide synthase
(NOS)-2, complementary protein 3 and other important
genes [15,16,18–21]. These data suggest an important role
of this highly conserved transcription factor, but C/EBPβ
isoform-specific activity is contextual in regard to the tissue
microenvironment and cell type [15,16,19]. Given the ple-
thora of cell-type- and ligand-dependent outcomes of C/
EBPβ-mediated gene responses, a complete understanding
of neuroinflammation warrants elucidating C/EBPβ func-
tion in the human astrocyte inflammatory response. Our
group found that C/EBPβ is expressed in the brains of
HIV-1 patients and contributes to regulation of human
astrocyte TIMP-1 [7]. Overall, these data implicate C/EBPβ
activity during CNS pathologies, but the extent to which
the transcription factor regulates global astrocyte immune
responses is unknown.
It is well established that IL-1β mediates neuroinflamma-

tion through activation of glial cells and subsequent
changes in gene expression [1]. Following IL-1β-mediated
activation of glial cells, nuclear C/EBPβ levels increase and
affect gene transcription [7,17]. In this study, we profile the
role of C/EBPβ in regulating IL-1β-mediated expression of
92 inflammatory genes in primary human astrocytes. We
found that IL-1β altered expression of ~32% (29/92) mRNA
transcripts tested. Furthermore, C/EBPβ regulated 59% (17/
29) of these genes by increasing or decreasing transcript
levels. Because of their role in neuroinflammation, two
genes that were affected oppositely by C/EBPβ knockdown,
cyclooxygenase (COX)-2 and bradykinin receptor b2
(BDKRB2) were chosen for further studies. ERK1/2 and
p38K pathway-selective inhibitors also exhibited opposite
effects on IL-1β-induced astrocyte COX-2 and BDKRB2
expression. These data illustrate the complexity of the IL-
1β-mediated astrocyte inflammatory response and provide
details of the regulatory mechanisms involved.

Experimental procedures
Isolation, cultivation and activation of human astrocytes
Human astrocytes were isolated from first- and early
second-trimester (gestational weeks 12–18) aborted spe-
cimens obtained from the Birth Defects Laboratory,
University of Washington, Seattle, in full compliance
with the ethical guidelines of the NIH, the Universities
of Washington and North Texas Health Science Center.
The Birth Defects Laboratory is an NIH-funded institu-
tion with the mission of disseminating tissues for the ad-
vancement of biomedical research. Astrocytes were
isolated from specimens as originally described earlier
[22]. Activation of astrocytes was achieved by applying
IL-1β for various time intervals. IL-1β is a prototypical
inflammatory cytokine expressed during HIV-1 CNS in-
fection, making IL-1β an excellent choice for studying
human astrocyte function during neuroinflammation
[23]. We empirically tested IL-1β dosage and transfec-
tion of astrocytes with C/EBPβ small interfering (si)RNA
as described in Fields et al. [7]. Accordingly, these data
provide relevant implications for astrocyte function in
many pathologies involving neuroinflammation.

RNA isolation and TaqManW human inflammation array
and real-time reverse transcription polymerase chain
reaction (RT2PCR)
Astrocytes were transfected with nonspecific control
(siCON) or C/EBPβ-specific (siC/EBPβ) siRNA by nucleo-
fection and then cultured as adherent monolayers in
75 cm2 flasks at a density of 8× 106 cells per flask or six-
well plates at a density of 1.6× 106 cells per well for 24 h.
The following day, the medium was exchanged with or
without IL-1β (20 ng/ml) for 24 h. Alternatively, astrocytes
were cultured in six-well plates at a density of 1.6× 106 cells
per well for 24 h, and then the medium was exchanged
with or without MAPK-selective inhibitors (SB203580-
sc222296 and U0126-sc202374, Santa Cruz Biotechnology,
Santa Cruz, CA) for 1 h and then with inhibitor plus IL-1β
(20 ng/ml) for 12 h. Astrocyte RNA was extracted (RNeasy
plus mini kit, Qiagen, Alameda, CA) and reverse-
transcribed into cDNA as per the manufacturer’s instruc-
tions (High Capacity cDNA Reverse Transcription Kit, Life
Technologies Corp., Carlsbad, CA). The TaqManW Human
Inflammation Array (Life Techologies, C/N: 4414074) was
used to assay for expression of 92 inflammation genes using
total RNA from two independent human astrocyte donors
(Figure 1). Data are illustrated in Figure 1 as a heat map;
red and green represent positive and negative fold change,
respectively. Increasing color intensity corresponds to in-
creasing absolute value. Orange and blue represent positive



Figure 1 IL-1β regulates expression of 29 of 92 human inflammation genes; C/EBPβ knockdown affects 17 of the 29 genes. Primary
human astrocytes, from two independent donors, were transfected with siCON or siC/EBPβ, cultured for 24 h and then treated with IL-1β (20 ng/
ml) for 12 h. Total RNA was isolated, reverse-transcribed and then assayed for human inflammation gene expression using the TaqManW Human
Inflammation Assay. Data are illustrated as a heat map; red and green represent positive and negative fold-change, respectively. Increasing color
contrast corresponds to increasing absolute fold-change. Orange and blue represent positive and negative percent change, respectively, in target
mRNA levels in Emphasis>/Emphasis>/EBPβ+ IL-1β versus IL-1β. Each individual TaqManW assay of the Human Inflammation Array was
independently analyzed by one-way ANOVA followed by Newman-Keuls post-test to compare among control, IL-1β and Emphasis>/Emphasis>/
EBPβ treatments. Significance was set at p< 0.05. (Newman-Keuls post-test: control versus IL-1β, * = p< 0.05; control versus siC/EBPβ+ IL-1β,
^ = p< 0.05; siC/EBPβ + IL-1β versus IL-1β, # = p< 0.05).
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and negative percent change, respectively, in target MRNA
levels in siC/EBPβ+ IL-1β versus IL-1β conditions. Read-
outs from each TaqManW assay target were independently
analyzed comparing control, IL-1β and siC/EBPβ+ IL-1β
by one-way analysis of variance (ANOVA) followed by
Newman-Keuls post-test. Selected targets were confirmed
individually by RT2PCR TaqManW gene expression assays
performed using the StepOnePlus sequence-detection sys-
tem (Life Techologies), using primers specific to C/EBPβ
(C/N: Hs00270923_m1), COX-2 (C/N: Hs00153133_m1),
BDKRB2 (C/N: Hs00176121_m1) and glyceraldehyde phos-
phate dehydrogenase (GAPDH, C/N: 4310859]. The reac-
tions were carried out at 48 °C for 30 min and 95 °C for
10 min, followed by 40 cycles of 95 °C for 15 s and 60 °C
for 1 min. Samples were analyzed in triplicate. Fold
changes were calculated using the comparative CT

method [24]. One-way ANOVA followed by Newman-
Keuls post-test was used to analyze RT2PCR data.
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Western blot
Astrocytes were transfected with nonspecific control
(siCON) or C/EBPβ-specific (siC/EBPβ) siRNA by
nucleofection and then cultured as adherent monolayers
in 75 cm2 flasks at a density of 8 × 106 cells per flask.
The following day, medium was exchanged with or with-
out IL-1β (20 ng/ml) for 24 h. Alternatively, astrocytes
were cultured in 75 cm2 flasks at a density of 8 × 106

cells per flask for 24 h, and then the medium was
exchanged with or without MAPK-selective inhibitors
(SB203580, U0126; 20 μM) for 1 h and then with inhibi-
tor plus IL-1β (20 ng/ml) for 24 h. Cells were lysed; total
cell extracts were isolated using mammalian protein ex-
traction reagent (Thermo Fisher Scientific, Waltham,
MA, USA). Equal amounts of proteins (15 μg/lane) were
resolved by 12% sodium dodecyl sulfate polyacrylamide
gel electrophoresis (SDS-PAGE) and subsequently trans-
ferred to a polyvinyl difluoride (PVDF) membrane using
i-Blot (Life Techologies). The membrane was incubated in
anti-C/EBPβ (C-19, Santa Cruz Biotechnology) or anti-
COX-2 (no. 4842, Cell Signaling Inc., Boston, MA, USA) at
a dilution of 1:200. Blots were then incubated in secondary
antibody (1:5,000, Promega Inc., Madison, WI). β-actin
(Sigma-Aldrich Inc., St. Louis, MO, USA) was used as a
loading control. The Western blot was visualized with
supersignal chemiluminescent substrate (Thermo Fisher
Scientific), and band intensities were quantified by densi-
tometry analysis (ProteinSimple, Santa Clara, CA, USA).
Pharmacological inhibitors
Monolayers of astrocytes were treated with 2× the final
dose of the MAPK-selective inhibitors, SB203580 (p38K-
20 μM), SB202190 (p38K-20 μM), U0126 (ERK1/2-20 μM)
and PD184352 (ERK1/2-20 μM) for 1 h before adding equal
volume of 2× the final dose of IL-1β treatment.
Immunocytochemistry
Astrocytes were cultured as adherent monolayers in a 48-
well plate at a density of 0.1×106 cells per well for 24 h,
and then with or without MAPK-selective inhibitors
(SB203580, U0126) for 1 h and then inhibitor plus IL-1β
(20 ng/ml) for 24 h. Experimental cells were fixed with cold
acetone:methanol (1:1) for 30 min at −20 °C. Cells were
then blocked in phosphate-buffered saline (PBS) with 2%
bovine serum albumin (BSA) and 0.1% triton X-100 for 1 h
at room temperature. Cells were incubated in PBS with 2%
BSA and 0.1% triton X-100 plus anti-COX-2 antibody at
1:500 and anti-glial fibrillary acidic protein (GFAP) antibody
at 1:600 for 8 h at 4 °C. Cells were washed with PBS and
then incubated in secondary antibody (1:800) for 1 h at
room temperature. Micrographs were taken on a Nikon
Eclipse Ti. (Nikon Inc., Melville, NY, USA).
Statistical analyses
Statistical analyses were carried out using GraphPad
Prism 5.0 software (GraphPad Software, Inc., La Jolla,
CA), with one-way ANOVA and Newman-Keuls post-
test for multiple comparisons. Data generated from each
assay from the TaqManW Human Inflammation Array (Life
Technologies, C/N: 4414074) were analyzed independently.
Significance was set at p< 0.05, and data represent mean
values±SEM. Data presented are representative of a mini-
mum of three independent experiments with two or more
independent donors, unless noted, in which case, n repre-
sents cumulative data from a specific number of independ-
ent human donors (TaqManW Human Inflammation Array
and western blots).
Results
Human astrocyte IL-1β-induced C/EBPβ, directly or
indirectly, regulates 17 of 29 selected astrocyte
inflammation genes
As previously reported, IL-1β induces astrocyte C/EBPβ ex-
pression and localization to nuclei, where the transcription
factor regulates gene expression [7,17]. Astrogliosis is a
hallmark of many CNS diseases, yet little is known about
how astrocyte C/EBPβ-regulated gene expression may con-
tribute to progression of these pathologies. Here, we used
the TaqManW Human Inflammation Array to evaluate
human astrocyte C/EBPβ’s contribution to expression of 92
inflammatory genes in response to IL-1β. Figure 1 shows
cumulative data from two independent astrocyte donors.
Primary human astrocyte C/EBPβ expression was silenced
using siRNA technology, and cells were cultured in the
presence of IL-1β for 12 h. As Figure 1 indicates, IL-1β
altered mRNA levels of 29 of the 92 genes by two-fold or
greater. C/EBPβ knockdown by siRNA affected expression
of 17 of the 29 genes by 25% or more. Moreover, our data
are supported by previous reports, and we confirmed two
targets in additional donors. Data from previous studies
support our findings that IL-1β-activated astrocytes express
higher levels of NOS-2 and intercellular adhesion molecule
(ICAM)-1, and each was down- and upregulated, respect-
ively, in C/EBPβ-deficient astrocytes [25,26]. Interestingly,
only 4 of the 17 IL-1β-induced genes affected by C/EBPβ
are downregulated in C/EBPβ-deficient astrocytes; the
remaining 13 genes are upregulated. IL-1β induced the ex-
pression of astrocyte prostaglandin endoperoxide synthase
2, or COX-2, mRNA by an average of 824 fold, while C/
EBPβ knockdown in parallel experiments led to an average
of 37% reduction. IL-1β induced the expression of BDKRB2
mRNA by an average of 35 fold; C/EBPβ knockdown fur-
ther enhanced this increase by an average of 68%. These
data suggest that IL-1β-mediated astrocyte C/EBPβ expres-
sion functions to activate or inhibit 17 of 29 of the IL-1β-
induced human astrocyte inflammation genes.



Figure 2 C/EBPβ knockdown enhances BDKRB2 and reduces
COX-2 mRNA. Astrocytes were transfected with siRNA specific for
C/EBPβ or siCON (100 nM), and then cultured for 24 h before being
treated with IL-1β (20 ng/ml) for 12, 24 or 72 h. Total RNA was
isolated, reverse-transcribed and then assayed by RT2PCR for (A) C/
EBPβ, (B) BDKRB2 and (C) COX-2 relative transcripts levels. GAPDH
was used as the normalizing control; p-values are compared to
control unless denoted by lines to specific comparisons.
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siRNA knockdown of C/EBPβ affects IL-1β-induced
astrocyte COX-2 and BRKRB2 expression
Differences in genetic background among human astrocyte
donors account for variation in readouts; therefore, we con-
firmed our results for COX-2 and BDKRB2 mRNA in two
additional astrocyte donors. Consistent with our previously
published work [7], a single bolus of IL-1β induced a five-
fold increase in astrocyte C/EBPβ mRNA expression at
12 h and maintained a four-fold increase through 72 h
(Figure 2A; p< 0.001). C/EBPβ-specific siRNA transfection
achieved a 65% knockdown through 72 h in IL-1β-treated
astrocytes (Figure 2A; p< 0.001). We have previously
reported that C/EBPβ-specific siRNA alone reduces basal
levels of C/EBBβ mRNA by 65% [7]. IL-1β induced a 55-
fold increase in astrocyte BDKRB2 mRNA expression at
12 h and maintained increases of 45- (24 h) and 40-fold
(72 h) (Figure 2B; p< 0.001). C/EBPβ-deficient astrocytes
expressed BDKRB2 mRNA levels at 83 (12 h), 65 (24 h)
and 60 fold (72 h) that of control siRNA (siCON)-trans-
fected astrocytes (Figure 2B, p< 0.001). IL-1β induced 700-
(12 h), 533- (24 h) and 400-fold (72 h) increases in astrocyte
COX-2 mRNA expression, while C/EBPβ knockdown
downregulated this robust induction by 26% (12 h), 39%
(24 h) and 31% (72 h) (Figure 2C, p< 0.001). These data
confirm the mRNA expression results from the TaqManW

Human Inflammation Array plate.
Next, we investigated the changes in COX-2 expre-

ssion by immunoblot analyses in the context of C/EBPβ-
specific siRNA transfection followed by IL-1β activation.
To confirm siC/EBPβ effectively blocked IL-1β-induced
astrocyte C/EBPβ, we performed immunoblot analysis of
24 h protein lysates; results from 72-h lysates were previ-
ously reported [7]. IL-1β induced astrocyte C/EBPβ protein
expression at 24 h post-treatment; however, transfection
with siC/EBPβ reduced these levels (Figure 3A). Densito-
metry analysis of two independent donors indicates C/EBPβ
levels are significantly reduced in siC/EBPβ-transfected
astrocytes (Figure 3B, p< 0.001). IL-1β induced astrocyte
COX-2 protein expression at 24 h post-treatment
(Figure 3C). IL-1β-induced astrocyte COX-2 was decreased
in siC/EBPβ-transfected cells compared to siCON-
transfected cells. Densitometry analyses showed signifi-
cantly more COX-2 protein was expressed in IL-1β-treated
astrocytes compared to untreated cells (p< 0.01); however,
siC/EBPβ-transfected cells expressed reduced COX-2 com-
pared to siCON-transfected cells (Figure 3D, p< 0.05).
These data suggest that C/EBPβ regulates mRNA and pro-
tein expression of multiple human astrocyte inflammation
genes.

Differential roles of p38K and ERK1/2 signaling pathways
in astrocyte COX-2 and BDKRB2 regulation
IL-1β activates a cascade of signal transduction molecules
to regulate astrocyte gene expression. Recent studies
suggest that IL-1β signals through the p38K pathway to ac-
tivate C/EBPβ [21]. To determine if a common pathway
regulates C/EBPβ and COX-2, and/or if an alternate path-
way regulates BDKRB2, astrocytes were treated with



Figure 3 C/EBPβ knockdown blocks IL-1β-induced C/EBPβ and COX-2 protein levels. Astrocytes were transfected with siRNA specific for C/
EBPβ or siCON (100 nM) and then cultured for 24 h before being treated with IL-1β (20 ng/ml) for 24 h. (A and C) Protein lysates were isolated,
resolved by SDS-PAGE, transferred to a PVDF membrane and then immunoblotted for C/EBPβ and COX-2 expression. (B and D) The densitometry
graph is cumulative data from two independent astrocyte donors (n= 2) that were normalized to β-actin (B and D); p-values are compared to
control unless denoted by lines to specific comparisons.
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SB203580 or U0126, and then with IL-1β for 12 h. Con-
sistent with data from the two donors used for the array
plate (Figure 1), IL-1β induced a 30-fold increase in
BDKRB2 mRNA compared to untreated cells (Figure 4A,
p< 0.001); pretreating the cells with SB203580 had no sig-
nificant effect on BDKRB2 mRNA levels compared to IL-
1β alone. However, pretreating astrocytes with U0126 sig-
nificantly reduced the IL-1β-mediated increase in BDKRB2
mRNA by 75% (Figure 4A, p< 0.001). IL-1β induced a
600-fold increase in COX-2 mRNA compared to untreated
cells (p< 0.001); SB203580 pretreatment reduced this re-
sponse by 93% (Figure 4B, p< 0.001). IL-1β induced a
1,400-fold increase in COX-2 mRNA in U0126-pretreated
astrocytes; this was a significant increase compared to
astrocytes treated with IL-1β alone (Figure 4B, p< 0.001).
Similar results were obtained using the p38K- and ERK1/2-
selective inhibitors SB202190 and PD184352, respectively
(Additional file 1). Moreover, these data suggest that the
p38K and ERK1/2 pathways are essential for IL-1β-
mediated increases in COX-2 and BDKRB2 expression,
respectively.
To confirm that changes in COX-2 and BDKRB2

mRNA lead to changes in protein levels, we pretreated
astrocytes with SB203580 or U0126, and then with IL-1β
for 24 h. Western blot analysis results were consistent
with the mRNA expression studies. COX-2 (70 kDa) was
undetectable in total protein lysates from untreated
astrocytes; however, a 70-kDa isoform was detected in
lysates from IL-1β-treated astrocytes (Figure 5A). The
COX-2 signal was undetectable in lysates from SB20380-
pretreated astrocytes compared with IL-1β alone
(Figure 5A). The COX-2 signal was more intense in
lysates from U0126-pretreated astrocytes compared to
all other conditions (Figure 5A). Densitometry analyses
of the bands revealed higher COX-2 levels in IL-1β-
treated astrocytes; however, SB203580 pretreatment
blocked this increase (Figure 5B). Significantly more
COX-2 was detected from lysates of U0126-pretreated
astrocytes compared to untreated and SB203580/IL-1β-
treated astrocytes (p< 0.05; Figure 5B).
To determine if blocking p38K or ERK1/2 activity

affects IL-1β-mediated COX-2 cellular localization, we
pretreated astrocytes with selective inhibitors and then
with IL-1β for 24 h, fixed and colocalized GFAP as an
astrocyte-specific marker (green) with COX-2 (red,
Figure 6A-D) in human astrocytes. The cell body of con-
trol cells is large, and the processes are wide
(Figure 6A). The processes of activated astrocytes are



Figure 4 IL-1β signals through ERK1/2 and p38K to increase astrocyte BDKRB2 and COX-2 mRNA, respectively. Astrocytes were cultured
for 24 h, pretreated with pathway-selective inhibitors (20 μM) and then treated with IL-1β for 12 h. Total RNA was isolated, reverse-transcribed
and then assayed by RT2PCR for (A) BDKRB2 or (B) COX-2 relative transcript levels. GAPDH was used as the normalizing control; p-values are
compared to control unless denoted by lines to specific comparisons.
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more condensed, and staining of GFAP is more intense
(Figure 6B-D). Low levels of COX-2 are detected in con-
trol human astrocytes (Figure 6A) compared with acti-
vated astrocytes, where the red signal throughout the
Figure 5 IL-1β signals through p38K to increase astrocyte COX-
2 protein. (A-B) Astrocytes were cultured for 24 h, pretreated with
pathway-selective inhibitors (SB203580-20 μM and U0126-20 μM)
and then treated with IL-1β for 24 h. Total protein lysates were
isolated, resolved by SDS-PAGE, transferred to a PVDF membrane
and then immunoblotted for COX-2 expression. (B) COX-2 and β-
actin bands were analyzed by densitometry analysis, and their
intensities graphed using β-actin as the loading control; p-values are
compared to control unless denoted by lines to specific
comparisons. Densitometry fold change data are cumulative from
two independent astrocyte donors (n= 2).
cell is enhanced (Figure 6B). Together with the previ-
ously shown mRNA and protein expression data, this
confirms that COX-2 expression is increased in astro-
cytes (Figures 2, 3, 4 and 5). Low levels of COX-2 are
detected in SB203580-pretreated astrocytes compared to
those treated with IL-1β alone (Figure 6C), while the
COX-2 signal is enhanced in U0126-pretreated astro-
cytes (Figure 6D). These data illustrate that SB203580
blocks IL-1β-mediated COX-2 expression, whereas,
U0126 enhances IL-1β-mediated COX-2 expression.

Discussion
Astrocytes are multifunctional glial cells that maintain
CNS homeostasis, neuronal signaling, BBB and
responses to trauma. Neuroinflammation is a contribu-
ting factor of many CNS diseases and profoundly affects
astrocyte gene expression [1,27]. Immune-induced
Figure 6 p38K-selective small molecule inhibitor blocks IL-1β-
induced COX-2 expression. (A-D) Astrocytes were cultured in 48-
well plates for 24 h, treated with selective inhibitors (SB203580-
20 μM, and U0126-20 μM) for 1 h and then IL-1β (20 ng/ml) for
24 h. Cells were fixed, blocked and then incubated with antibodies
against GFAP (green) and COX-2 (red). All pictures were taken at
×200, and data represent at least three independent experiments in
at least two independent donors.
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changes in astrocyte gene expression are well documen-
ted and play an important role in restoring normal CNS
function after trauma [1,28]. Currently, investigators lack
a full understanding of how astrocytes contribute to the
initiation and control of CNS immune responses. To this
end, we sought to characterize the role of C/EBPβ in
regulating IL-1β-mediated increases in primary human
astrocyte expression of a panel of inflammatory genes.
Here, we used an array of 92 human inflammatory genes
to assay the effect of IL-1β on expression of these genes
in two independent human astrocytes donors. Expre-
ssion of 29 of the 92 mRNAs was affected by at least
two fold, and C/EBPβ knockdown affected expression of
17 of the 29 genes by at least 25%. We confirmed IL-1β-
mediated COX-2 and BDKRB2 expression, with and
without C/EBPβ knockdown. C/EBPβ knockdown
decreased COX-2 mRNA and protein levels, while it
increased BDKRB2 mRNA expression. Data from a
related study show p38K inhibition blocks IL-1β-
mediated astrocyte C/EBPβ expression, whereas ERK1/2
inhibition enhances expression [8]. Accordingly, we
found that the IL-1β-mediated increase in COX-2
expression is p38K-dependent, whereas IL-1β-mediated
expression of BDKRB2 is ERK1/2-dependent. Interes-
tingly, ERK1/2 pathway inhibition exacerbated IL-1β-
mediated COX-2 induction. On the contrary, BDKRB2
induction by IL-1β was robustly diminished with ERK1/
2 inhibition. Lastly, data showed that IL-1β signals
through the p38K pathway to increase expression of
COX-2. Our data show that C/EBPβ, in concert with
other factors, may contribute to regulation of many
human astrocyte genes during neuroinflammation.
Advances in gene expression technology have facilitated

the study of astrocytes in disease processes. Genomic array
data of IL-1β-induced astrocyte gene expression studies
were compiled and thoroughly reviewed by John et al.
(2005); several of our data are corroborated therein. As in
this report, multiple arrays have shown IL-1β induces
CD40, NOS-2, vascular cell adhesion molecule-1, ICAM-1,
TNF and COX-2 [29,30]. Other studies have utilized more
diverse stimuli to study immune-induced astrocyte gene ex-
pression, such as interferon, HIV-1 virion particles or viral
proteins [29,30]. Interestingly, HIV-1-treated murine astro-
cytes increase expression of many of these same genes:
CD40, COX-2 and TIMP-1 [30]. Overall, the results of this
study corroborate those of past studies while adding critical
regulators of neuroinflammation and BBB integrity, such as
BDKRB2, to the list of IL-1β-induced human astrocyte
genes.
C/EBPβ expression is detectable in immune-activated ro-

dent glia, and it is now clear that this factor is involved in
inflammatory processes in tissues throughout the body
[17,31]. In the brain, data suggest that C/EBPβ is a direct
downstream target of neural growth factor during
neurogenesis [32]. C/EBPβ activates regeneration-
associated gene expression following axon injury and pro-
vides cerebral protection to excitotoxic injury in mouse
brains [33–35]. Our group recently reported that C/EBPβ
is detectable in brains of HIV-1-infected patients and the
factor contributes to regulating IL-1β-mediated astrocyte
TIMP-1 [7]. C/EBPβ regulates IL-1β-mediated human
astrocyte C3 expression [21], but more in-depth studies on
human astrocytes are lacking [20,21]. Here, we found that
the majority of IL-1β-induced transcript levels were affected
by C/EBPβ knockdown. Studies have shown that all three
isoforms can function as repressors of transcription [16]. C/
EBPβ binds with C/EBPδ, nuclear factor (NF)κB and activa-
tor protein-1 (AP-1) in various cell types to affect gene ex-
pression [36]. NFκB is a key factor in IL-1β-induced gene
expression; however, varying combinations of transcrip-
tion factors may determine how transcription is affected
at each promoter. Furthermore, posttranslational modifi-
cations can affect transcription factor function; ERK1/2-
mediated phosphorylation or sumoylation represses C/
EBPβ transcription [16,37]. Therefore, manipulating C/
EBPβ expression levels alone may have limited effect.
Conversely, overexpression or repression of multiple fac-
tors or mutations that alter their posttranslational modifi-
cations may provide a route to modify gene expression in
a highly specific manner. To this end, researchers must
identify the proportion, and derivatives of the various im-
portant factors (NFκB, C/EBPβ, C/EBPδ and AP-1), and
then manipulate them in a way that results in therapeutic
changes in gene expression. Such drug formulations
would have the potential to limit side effects while maxi-
mizing potency. Here, C/EBPβ knockdown increased ex-
pression of 13 of 17 transcripts tested.
As previously reported, NOS-2 and ICAM-1 expression

levels were negatively and positively affected by C/EBPβ
knockdown, respectively [15,19]. Of the four mRNA levels
decreased in siC/EBPβ-transfected astrocytes, we first chose
to focus on COX-2, the most highly induced gene that was
affected by C/EBPβ knockdown. COX-2 is an enzyme that
converts arachidonic acid to prostaglandin endoperoxide
H2. COX-2 enzyme is a key player during inflammation
and therapeutic target of non-steroidal anti-inflammatory
drugs. C/EBPβ affects COX-2 expression in a cell-
dependent manner; supporting the notion that multiple
factors and the derivatives thereof ultimately determine
gene expression in any given cell type [16,36]. The regula-
tion of COX-2 via C/EBPβ is thus highly significant both
from the perspective of understanding inflammation as
well as therapeutic approaches. C/EBPβ, C/EBPδ, NFκB,
cyclic adenosine monophosphate response element-
binding protein and AP-1 all regulate COX-2 expression
in various cell types [15,38]. C/EBPβ is essential for rodent
macrophage biphasic expression of COX-2; however, in
A431 cells, all C/EBPβ isoforms repress COX-2 expression,



Figure 7 IL-1β activates astrocyte MAPK pathways, activates transcription factors and thereby regulates multiple human inflammation
genes. IL-1β-mediated activation of astrocyte MAPK [p38K and ERK1/2] pathways precedes robust changes in gene expression. Multiple
transcription factors traffic to astrocyte nuclei where they facilitate changes in mRNA transcription. Blocking IL-1β-mediated activation of astrocyte
p38K blocks C/EBPβ translocation to nuclei [8]. The subsequent effects are similar to C/EBPβ knockdown; IL-1β-induced astrocyte TIMP-1 and
COX-2 expression is blocked, and BDKRB2 expression is enhanced (Figure 4) [8]. ERK1/2 inhibition completely blocks IL-1β-induced astrocyte
BDKRB2 expression and TIMP-1 expression, but enhances IL-1β-induced C/EBPβ and COX-2 expression (Figures 4, 5 and 6) [8]. Two scenarios
involving C/EBPβ could explain these events: (1) Blocking ERK1/2 signaling inhibits factors essential for IL-1β-induced astrocyte TIMP-1 expression
and results in increased C/EBPβ translocation to nuclei to compensate for reduced TIMP-1 transcription. Increased C/EBPβ may account for
increased COX-2. (2) Alternatively, ERK1/2 signaling may directly down-modulate IL-1β-induced astrocyte C/EBPβ; therefore, ERK1/2-selective
inhibitors may increase COX-2 through an increase in CEBPβ activity. In either scenario, ERK1/2 is essential, and C/EBPβ is an auxiliary path to IL-
1β-induced astrocyte TIMP-1. These data suggest MAPK, p38K and ERK1/2 are part of an intricate regulation network in which the two kinases
balance one another’s activity to achieve a graded astrocyte response to CNS injury.
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whereas fibroblast COX-2 expression is not C/EBPβ-
dependent [16,36,39]. These data suggest that the highly in-
ducible COX-2 may be regulated in a cell-specific manner
to respond to inflammatory stimuli. In our studies, IL-1β
induced robust increases in human astrocyte COX-2 ex-
pression; COX-2 was the second most induced gene among
all donors tested. Additionally, p38K signaling and C/EBPβ
expression may be crucial for astrocyte COX-2 expression
during neuroinflammation. In murine macrophages, IL-1β
signals through ERK1/2 to increase COX-2 expression
[36]. In our studies, an ERK1/2-selective inhibitor
increased IL-1β-mediated human astrocyte C/EBPβ and
COX-2 expression [7]. MAPK pathway activity is impli-
cated in many disease processes, and therefore, pathway-
selective inhibitors are being tested as effective therapies
[40]. The current studies illustrate why these pharmaco-
logical inhibitors may represent a “blunt-ended” tool when
trying to affect expression-specific genes. Blocking a spe-
cific pathway or even transcription factor can have pro-
found effects; however, manipulating multiple factors in
specific ways may allow fine-tuning of gene expression.
These data suggest that the ERK1/2 pathway may activate
inhibitors of C/EBPβ and thereby inhibit COX-2
expression. Indeed, ERK1/2 is capable of phosphorylating
and thereby repressing C/EBPβ activity [37].
C/EBPβ knockdown increased IL-1β-induced astrocyte

BDKRB1 and BDKRB2 expression as well as that of 11
other genes (Figure 1). We chose to further investigate
BDKRB2 expression because of the key role the
kallikrein-kinin system plays in the CNS [41]. Most of
the biological effects of the kinin system are mediated
through BDKRB2 [41]. Interestingly, BDKRB2 signaling
mediates prostaglandin release [42]; collectively, these data
suggest that C/EBPβ may play a key role in modulating the
inflammatory response by effectively decreasing BDKRB2
signaling (through downregulation of mRNA) while
concomitantly increasing COX-2 expression. These data
bolster the assertion that transcription factors may func-
tion in a context-dependent manner, possibly even within
a single cell. Data suggest BDKRB2 signaling may increase
BBB permeability [43–46]; an important function during
CNS immune responses [47]. Our group is particularly
interested in the progression of HAD, and BBB permeabi-
lity is a contributing factor to HIV-1 entering the CNS
[48,49]. IL-1β induced a robust increase in human astrocyte
BDKRB2 mRNA expression, and C/EBPβ knockdown
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consistently enhanced this effect. Furthermore, ERK1/2 sig-
naling is critical for IL-1β-mediated astrocyte BDKRB2 ex-
pression. The p38K-selective inhibitor showed an increase,
but no significant effect on BDKRB2 mRNA levels. These
signaling data further support complementary regulation of
astrocyte COX-2 and BDKRB2 at the level of transcription
factors and signal transduction. These data may lead to
novel mechanisms to manipulate prostaglandin production
and affect inflammation in tissue microenvironments.

Conclusions
Overall, with the data in the current study and other on-
going investigations, we shed some light on the complex
nature of astrocyte gene regulation during neuroinflam-
mation. Astrocyte C/EBPβ, TIMP-1, COX-2 and
BDKRB2 regulation show that p38K and ERK1/2 may
differentially regulate multiple genes in a graded manner.
Furthermore, C/EBPβ may act to repress some ERK1/2-
regulated genes and activate p38K-regulated genes while
acting in a more auxiliary role regulating genes such as
TIMP-1 (Figure 7). As with all expression array read-
outs, the gene targets need to be individually confirmed
in vitro, in vivo and then in disease. Nonetheless, in
addition to identifying new genes affected by C/EBPβ
knockdown, this work illustrates the complexity of astro-
cyte gene regulation and the need to outline species-
and cell-type-specific regulation of important inflamma-
tory mediators. Our findings help to identify and under-
stand the transcriptome of factors that mediate human
astrocyte inflammatory response. Identifying the other
factors that join with C/EBPβ to regulate human astro-
cyte inflammatory responses may provide new thera-
peutic targets for ameliorating CNS pathology.
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or (B) COX-2 relative transcript levels. GAPDH was used as the
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p-values are compared to control unless denoted by lines to specific
comparisons.

Abbreviations
AP: activator protein; ANOVA: analysis of variance; BBB: blood–brain barrier;
BSA: bovine serum albumin; BDKRB2: bradykinin receptor b2; C/EBP: CCAAT
enhancer-binding protein; CNS: central nervous system;
COX: cyclooxygenase; ERK: extracellular regulated kinase;
GAPDH: glyceraldehyde phosphate dehydrogenase; GFAP: glial fibrillary
acidic protein; HAD: HIV-1-associated dementia; HIV: human
immunodeficiency virus; ICAM: intercellular adhesion molecule; IL: interleukin;
kDa: kilodalton; NFκB: nuclear factor kappa B; NOS: nitric oxide synthase;
p38K: p38 kinase; PBS: phosphate-buffered saline; PVDF: polyvinyl difluoride;
RT2PCR: real-time reverse transcription polymerase chain reaction; si: small
interfering; SDS-PAGE: sodium dodecyl sulfate polyacrylamide gel
electrophoresis; TIMP-1: tissue inhibitor metalloproteinases-1; TNF: tumor
necrosis factor.

Competing interests
The authors have no financial or non-financial competing interests.

Acknowledgements
This work was supported by 2R01NS048837 from NINDS to A. Ghorpade, and
a fellowship from NIA T32 AG020494 and 1F31NS072006-01A1 to J. Fields.
We appreciate the assistance of the Laboratory of Developmental Biology for
providing us with human brain tissues, also supported by NIH award no.
5R24HD0008836 from the Eunice Kennedy Shriver National Institute of Child
Health & Human Development. Lisa Cisneros patiently assisted with the
immunocytochemistry, and Lin Tang graciously provided cell cultures.

Authors’ contributions
JF participated in the conception, design and execution of all experiments,
and carried out data analysis and constructed the manuscript. AG
participated in the conception, design and trouble-shooting of all
experiments, and was essential in the design and development of the
manuscript. Both authors read and approved the final manuscript.

Authors’ information
JF is a fifth year graduate student; this work, together with a concomitantly
submitted manuscript, represents the completion of JF’s dissertation project.
AG is JF’s graduate mentor/advisor.

Received: 13 February 2012 Accepted: 20 July 2012
Published: 20 July 2012

References
1. Sofroniew MV, Vinters HV: Astrocytes: biology and pathology.Acta

Neuropathol 2010, 119:7–35.
2. Araque A, Sanzgiri RP, Parpura V, Haydon PG: Astrocyte-induced

modulation of synaptic transmission.Can J Physiol Pharmacol 1999,
77:699–706.

3. Arthur FW, Shivers RR, Bowman PD: Astrocyte-mediated induction of tight
junctions in brain capillary endothelium: an efficient in vitro model.
Dev Brain Res 1987, 36:155–159.

4. Aschner M: Immune and inflammatory responses in the CNS: modulation
by astrocytes. Toxicol Lett 1998, 102–103:283–287.

5. Dong Y, Benveniste EN: Immune function of astrocytes. GLIA 2001,
36:180–190.

6. Farina C, Aloisi F, Meinl E: Astrocytes are active players in cerebral innate
immunity. Trends Immunol 2007, 28:138–145.

7. Fields J, Gardner-Mercer J, Borgmann K, Clark I, Ghorpade A: CCAAT/
enhancer binding protein beta expression is increased in the brain
during HIV-1-infection and contributes to regulation of astrocyte tissue
inhibitor of metalloproteinase-1. J Neurochem 2011, 118:93–104.

8. Fields J: Extracellular regulated kinase 1/2 signaling is a critical regulator
of interleukin-1β-mediated astrocyte tissue inhibitor of
metalloproteinase-1 expression. PLoS One 2012, Submitted.

9. Birkenmeier EH, Gwynn B, Howard S, Jerry J, Gordon JI, Landschulz WH,
McKnight SL: Tissue-specific expression, developmental regulation, and
genetic mapping of the gene encoding CCAAT/enhancer binding
protein. Genes Dev 1989, 3:1146–1156.

10. Neufeld EJ, Skalnik DG, Lievens PM, Orkin SH: Human CCAAT displacement
protein is homologous to the Drosophila homeoprotein, cut. Nat Genet
1992, 1:50–55.

11. Lekstrom-Himes J, Xanthopoulos KG: Biological role of the CCAAT/
enhancer-binding protein family of transcription factors. J Biol Chem
1998, 273:28545–28548.

12. Alam T, An MR, Papaconstantinou J: Differential expression of three C/EBP
isoforms in multiple tissues during the acute phase response. J Biol Chem
1992, 267:5021–5024.

13. Sears RC, Sealy L: Multiple forms of C/EBP beta bind the EFII enhancer
sequence in the Rous sarcoma virus long terminal repeat. Mol Cell Biol
1994, 14:4855–4871.

14. Ramji DP, Foka P: CCAAT/enhancer-binding proteins: structure, function
and regulation.Biochem J 2002, 365:561–575.

http://www.biomedcentral.com/content/supplementary/1742-2094-9-177.tiff


Fields and Ghorpade Journal of Neuroinflammation 2012, 9:177 Page 11 of 11
http://www.jneuroinflammation.com/content/9/1/177
15. Lee SJ, Hou J, Benveniste EN: Transcriptional regulation of intercellular
adhesion molecule-1 in astrocytes involves NF-kappaB and C/EBP
isoforms. J Neuroimmunol 1998, 92:196–207.

16. Wang WL, Lee YC, Yang WM, Chang WC, Wang JM: Sumoylation of LAP1 is
involved in the HDAC4-mediated repression of COX-2 transcription.
Nucleic Acids Res 2008, 36:6066–6079.

17. Cardinaux JR, Allaman I, Magistretti PJ: Pro-inflammatory cytokines induce
the transcription factors C/EBPbeta and C/EBPdelta in astrocytes. GLIA
2000, 29:91–97.

18. Akira S, Isshiki H, Sugita T, Tanabe O, Kinoshita S, Nishio Y, Nakajima T,
Hirano T, Kishimoto T: A nuclear factor for IL-6 expression (NF-IL6) is a
member of a C/EBP family. EMBO J 1990, 9:1897–1906.

19. Lee AK, Sung SH, Kim YC, Kim SG: Inhibition of lipopolysaccharide-
inducible nitric oxide synthase, TNF-alpha and COX-2 expression by
sauchinone effects on I-kappaBalpha phosphorylation, C/EBP and AP-1
activation. Br J Pharmacol 2003, 139:11–20.

20. Maranto J, Rappaport J, Datta PK: Regulation of complement component
C3 in astrocytes by IL-1beta and morphine. J Neuroimmune Pharmacol
2008, 3:43–51.

21. Maranto J, Rappaport J, Datta PK: Role of C/EBP-beta, p38 MAPK, and
MKK6 in IL-1beta-mediated C3 gene regulation in astrocytes.
J Cell Biochem 2011, 112:1168–1175.

22. Gardner J, Borgmann K, Deshpande MS, Dhar A, Wu L, Persidsky R,
Ghorpade A: Potential mechanisms for astrocyte-TIMP-1 downregulation
in chronic inflammatory diseases. J Neurosci Res 2006, 83:1281–1292.

23. Kaul M, Garden GA, Lipton SA: Pathways to neuronal injury and apoptosis
in HIV-1-associated dementia. Nature 2001, 410:988–993.

24. Schmittgen TD, Livak KJ: Analyzing real-time PCR data by the
comparative C(T) method. Nat Protoc 2008, 3:1101–1108.

25. Pahan K, Jana M, Liu X, Taylor BS, Wood C, Fischer SM: Gemfibrozil, a
lipid-lowering drug, inhibits the induction of nitric-oxide synthase in
human astrocytes. J Biol Chem 2002, 277:45984–45991.

26. Kim EK, Choi EJ: Pathological roles of MAPK signaling pathways in human
diseases. Biochim Biophys Acta 2010, 1802:396–405.

27. Sofroniew MV: Molecular dissection of reactive astrogliosis and glial scar
formation. Trends Neurosci 2009, 32:638–647.

28. Chao C, Hu S, Sheng W, Bu D-F, Bukrinsky M, Peterson P:
Cytokine-stimulated astrocytes damage human neurons via a nitric
oxide mechanism. GLIA 1996, 16:276–284.

29. John GR, Lee SC, Song X, Rivieccio M, Brosnan CF: IL-1-regulated responses
in astrocytes: Relevance to injury and recovery. GLIA 2005, 49:161–176.

30. Borjabad A, Brooks AI, Volsky DJ: Gene Expression Profiles of HIV-1-
Infected Glia and Brain: Toward Better Understanding of the Role of
Astrocytes in HIV-1-Associated Neurocognitive Disorders.
J Neuroimmune Pharmacol 2010, 5:44–62.

31. Ejarque-Ortiz A, Medina MG, Tusell JM, Perez-Gonzalez AP, Serratosa J, Saura
J: Upregulation of CCAAT/enhancer binding protein beta in activated
astrocytes and microglia. GLIA 2007, 55:178–188.

32. Sterneck E, Johnson PF: CCAAT/enhancer binding protein beta is a
neuronal transcriptional regulator activated by nerve growth factor
receptor signaling. J Neurochem 1998, 70:2424–2433.

33. Nadeau S, Hein P, Fernandes KJ, Peterson AC, Miller FD: A transcriptional
role for C/EBP beta in the neuronal response to axonal injury. Mol Cell
Neurosci 2005, 29:525–535.

34. Cortes-Canteli M, Wagner M, Ansorge W, Perez-Castillo A: Microarray
analysis supports a role for ccaat/enhancer-binding protein-beta in brain
injury. J Biol Chem 2004, 279:14409–14417.

35. Cortes-Canteli M, Luna-Medina R, Sanz-Sancristobal M, Alvarez-Barrientos A,
Santos A, Perez-Castillo A: CCAAT/enhancer binding protein beta
deficiency provides cerebral protection following excitotoxic injury.
J Cell Sci 2008, 121:1224–1234.

36. Caivano M, Gorgoni B, Cohen P, Poli V: The induction of cyclooxygenase-2
mRNA in macrophages is biphasic and requires both CCAAT enhancer-
binding protein beta (C/EBP beta) and C/EBP delta transcription factors.
J Biol Chem 2001, 276:48693–48701.

37. Shen F, Li N, Gade P, Kalvakolanu DV, Weibley T, Doble B, Woodgett JR,
Wood TD, Gaffen SL: IL-17 receptor signaling inhibits C/EBPbeta by
sequential phosphorylation of the regulatory 2 domain. Sci Signal 2009,
2:ra8.

38. Chen JJ, Huang WC, Chen CC: Transcriptional regulation of
cyclooxygenase-2 in response to proteasome inhibitors involves reactive
oxygen species-mediated signaling pathway and recruitment of CCAAT/
enhancer-binding protein delta and CREB-binding protein. Mol Biol Cell
2005, 16:5579–5591.

39. Gorgoni B, Caivano M, Arizmendi C, Poli V: The transcription factor C/
EBPbeta is essential for inducible expression of the cox-2 gene in
macrophages but not in fibroblasts. J Biol Chem 2001, 276:40769–40777.

40. Friday BB, Adjei AA: Advances in targeting the Ras/Raf/MEK/Erk mitogen-
activated protein kinase cascade with MEK inhibitors for cancer therapy.
Clin Cancer Res 2008, 14:342–346.

41. Viel TA, Buck HS: Kallikrein-kinin system mediated inflammation in
Alzheimer's disease in vivo. Curr Alzheimer Res 2011, 8:59–66.

42. Steranka LR, Manning DC, DeHaas CJ, Ferkany JW, Borosky SA, Connor JR,
Vavrek RJ, Stewart JM, Snyder SH: Bradykinin as a pain mediator: receptors
are localized to sensory neurons, and antagonists have analgesic
actions. Proc Natl Acad Sci U S A 1988, 85:3245–3249.

43. Cote J, Savard M, Bovenzi V, Dubuc C, Tremblay L, Tsanaclis AM, Fortin D,
Lepage M, Gobeil F Jr: Selective tumor blood–brain barrier opening with
the kinin B2 receptor agonist [Phe(8)psi(CH(2)NH)Arg(9)]-BK in a F98
glioma rat model: an MRI study. Neuropeptides 2010, 44:177–185.

44. Easton AS, Abbott NJ: Bradykinin increases permeability by calcium and
5-lipoxygenase in the ECV304/C6 cell culture model of the blood–brain
barrier. Brain Res 2002, 953:157–169.

45. Liu B, Qin L, Yang SN, Wilson BC, Liu Y, Hong JS: Femtomolar
concentrations of dynorphins protect rat mesencephalic dopaminergic
neurons against inflammatory damage. J Pharmacol Exp Ther 2001,
298:1133–1141.

46. Liu B, Wang K, Gao HM, Mandavilli B, Wang JY, Hong JS: Molecular
consequences of activated microglia in the brain: overactivation induces
apoptosis. J Neurochem 2001, 77:182–189.

47. Abbott NJ: Inflammatory mediators and modulation of blood–brain
barrier permeability. Cell Mol Neurobiol 2000, 20:131–147.

48. Langford D, Masliah E: Crosstalk between components of the blood brain
barrier and cells of the CNS in microglial activation in AIDS. Brain Pathol
2001, 11:306–312.

49. Persidsky Y, Ramirez SH, Haorah J, Kanmogne GD: Blood brain barrier:
Structural components and function under physiologic and pathologic
conditions. J Neuroimmune Pharmacology 2006, 1:223–236.

doi:10.1186/1742-2094-9-177
Cite this article as: Fields and Ghorpade: C/EBPβ regulates multiple IL-
1β-induced human astrocyte inflammatory genes. Journal of
Neuroinflammation 2012 9:177.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results
	Conclusion

	Background
	Experimental procedures
	Isolation, cultivation and activation of human astrocytes
	RNA isolation and TaqMan&reg; human inflammation array and &b_k;real-&e_k;&b_k;time&e_k; reverse transcription polymerase chain reaction (RT2PCR)

	link_Fig1
	Western blot
	Pharmacological inhibitors
	Immunocytochemistry
	Statistical analyses

	Results
	Human astrocyte &b_k;IL-&e_k;&b_k;1&beta;-&e_k;&b_k;induced&e_k; C/EBP&beta;, directly or indirectly, regulates 17 of 29 selected astrocyte inflammation genes
	siRNA knockdown of C/EBP&beta; affects &b_k;IL-&e_k;&b_k;1&beta;-&e_k;&b_k;induced&e_k; astrocyte &b_k;COX-&e_k;&b_k;2&e_k; and BRKRB2 expression
	Differential roles of p38K and ERK1/2 signaling pathways in astrocyte &b_k;COX-&e_k;&b_k;2&e_k; and BDKRB2 regulation

	link_Fig2
	link_Fig3
	Discussion
	link_Fig4
	link_Fig5
	link_Fig6
	link_Fig7
	Conclusions
	Additional file
	Acknowledgements
	Authors&rsquo; contributions
	Authors&rsquo; information
	References
	link_CR1
	link_CR2
	link_CR3
	link_CR4
	link_CR5
	link_CR6
	link_CR7
	link_CR8
	link_CR9
	link_CR10
	link_CR11
	link_CR12
	link_CR13
	link_CR14
	link_CR15
	link_CR16
	link_CR17
	link_CR18
	link_CR19
	link_CR20
	link_CR21
	link_CR22
	link_CR23
	link_CR24
	link_CR25
	link_CR26
	link_CR27
	link_CR28
	link_CR29
	link_CR30
	link_CR31
	link_CR32
	link_CR33
	link_CR34
	link_CR35
	link_CR36
	link_CR37
	link_CR38
	link_CR39
	link_CR40
	link_CR41
	link_CR42
	link_CR43
	link_CR44
	link_CR45
	link_CR46
	link_CR47
	link_CR48
	link_CR49


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


