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Transient transfection of human CDNF gene
reduces the 6-hydroxydopamine-induced
neuroinflammation in the rat substantia nigra
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Abstract

Background: The anti-inflammatory effect of the cerebral dopamine neurotrophic factor (CDNF) was shown recently
in primary glial cell cultures, yet such effect remains unknown both in vivo and in 6-hydroxydopamine (6-OHDA)
models of Parkinson? s disease (PD). We addressed this issue by performing an intranigral transfection of the human
CDNF (hCDNF) gene in the critical period of inflammation after a single intrastriatal 6-OHDA injection in the rat.

Methods: At day 15 after lesion, the plasmids p3xNBRE-hCDNF or p3xNBRE-EGFP, coding for enhanced green
florescent protein (EGFP), were transfected into the rat substantia nigra (SN) using neurotensin (NTS)-polyplex. At
day 15 post-transfection, we measured nitrite and lipoperoxide levels in the SN. We used ELISA to quantify the levels of
TNF-α, IL-1β, IL-6, endogenous rat CDNF (rCDNF) and hCDNF. We also used qRT-PCR to measure rCDNF and
hCDNF transcripts, and immunofluorescence assays to evaluate iNOS, CDNF and glial cells (microglia, astrocytes
and Neuron/Glial type 2 (NG2) cells). Intact SNs were additional controls.

Results: In the SN, 6-OHDA triggered nitrosative stress, increased inflammatory cytokines levels, and activated the
multipotent progenitor NG2 cells, which convert into astrocytes to produce rCDNF. In comparison with the
hemiparkinsonian rats that were transfected with the EGFP gene or without transfection, 6-OHDA treatment and
p3xNBRE-hCDNF transfection increased the conversion of NG2 cells into astrocytes resulting in 4-fold increase in the
rCDNF protein levels. The overexpressed CDNF reduced nitrosative stress, glial markers and IL-6 levels in the SN, but
not TNF-α and IL-1β levels.

Conclusion: Our results show the anti-inflammatory effect of CDNF in a 6-OHDA rat of Parkinson? s disease. Our results
also suggest the possible participation of TNF-α, IL-1β and IL-6 in rCDNF production by astrocytes, supporting their
anti-inflammatory role.
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Background
Cerebral dopamine neurotrophic factor (CDNF) and mes-
encephalic astrocyte-derived neurotrophic factor (MANF)
are evolutionarily-conserved proteins that form the new
family of neurotrophic factors with unique structure [1-8].
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The main distinguishing feature of this family is that the
members (CDNF and MANF) contain eight cysteine resi-
dues that were conserved in evolution from invertebrates
to vertebrates [6,7]. CDNF was first identified by bioinfor-
matics tools and was then characterized biochemically
[2]. Pre-CDNF protein is 187 amino acids long whereas
mature CDNF protein (GenBank access: NM_177647)
comprises 161 amino acid residues with the molecular
weight of 18 kDa. The mature CDNF protein consists of
an N-terminal saposin-like domain that may bind lipids
and a C-terminal domain that is structurally similar to
members of the SAP protein superfamily [9]. Although
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CDNF and MANF are secreted proteins, they contain an
endoplasmic reticulum (ER) retention signal [6,8] and are,
therefore, located mainly in the ER. Neuroprotective and
neurorestorative effects of striatal CDNF injections were
demonstrated in 1-methyl-4-phenyl-1,2,3,6-tetrahydropyr-
idine (MPTP)-treated mice [10]. In 6-hydroxydopamine
(6-OHDA)-induced parkinsonian rat models, intrastriatal
CDNF gene therapy mediated by viral vectors [11,12] and
intrastriatal injection of CDNF protein as a single dose [2]
or chronic infusion [13] also showed protective effects.
CDNF gene therapy has shown a regenerative effect in the
rat sciatic nerve injury model [14]. In addition to the
neurotrophic effects, recent studies on primary glial cell
cultures suggest that CDNF has an anti-inflammatory ef-
fect [15,16]. However, it remains unknown whether CDNF
is able to revert from neuroinflammation in vivo and in an
animal model of Parkinson? s disease (PD).
Clinical, experimental, epidemiological, and pathological

evidence indicates that neuroinflammation plays an im-
portant role in PD [17-22]. Postmortem studies have
shown the presence of activated microglia and reactive
astrocytes [17-22]. Accordingly, increased levels of ni-
tric oxide (NO), inducible nitric oxide synthase (iNOS),
cyclooxygenase 2 (COX2) and pro-inflammatory cyto-
kines have been found in the brains of PD patients [23].
A similar inflammatory pattern has been found in the
rat SN after the striatal injection of 6-OHDA [24-29].
In this model, the role of the increased levels of pro-
inflammatory cytokines is controversial because recent
studies have shown that those cytokines in the neuro-
degenerative process can exert protective effects acting
as neurotrophic factors [30-32].
After injury, mature astrocytes can proliferate and

acquire stem cell properties suggesting their capacity to
promote neuronal regeneration [33-35]. Other cells that
have been involved in neuronal regeneration are pre-
cursor cells called Neuron/Glial type 2 (NG2) glia.
These NG2 glia are multipotent progenitor cells [36,37]
with neurogenic [38], oligodendrogenic [39,40], astro-
genic [41,42] and microgliogenic [43] properties. How-
ever, the role of NG2 cells has not been fully examined
in the 6-OHDA PD rat model. A recent study has only
shown that an intrastriatal 6-OHDA injection stimu-
lates the conversion of NG2 cells into microglia, which
produce GDNF, a neurotrophic factor for dopaminergic
neurons [43]. However, conversion ability of NG2 cells
to produce astrocytes that lead to the production of
neurotrophic factors in PD and animal models of this
disease remains unclear.
Neurotensin (NTS)-polyplex is a synthetic nanocarrier

that enables gene delivery via internalization of NTS
receptor type 1 into dopaminergic neurons in the sub-
stantia nigra (SN) and in primary cultures [44-48]. Some
studies have shown that NTS-polyplex is an efficient
tool to transfer neurotrophic factor genes such as GDNF,
BDNF or Neurturin (NRTN) into dopaminergic neurons
after inducing lesion by an intrastriatal 6-OHDA injec-
tion [44,49]. In these models of neurotrophic factor gene
therapy, the transgene expression has been correlated
with a decrease of motor impairment, increase in DA
levels and recovery of nigrostriatal dopaminergic system
from a neurodegeneration [44,49]. The safety of NTS-
polyplex-mediated transfection is an added advantage
[50]. A recent work has shown that a 15-day period fol-
lowing the single intrastriatal injection of 6-OHDA is
very critical for the development of apoptosis and glia
activation in the SN [51]. Based on all the antecedents,
we hypothesized that the intranigral transfection of the
human CDNF (hCDNF) gene in the 6-OHDA PD animal
model would decrease neuroinflammation and shows
the participation of NG2 cells in overexpression of
CDNF. The hCDNF gene transfection was attained using
NTS-polyplex in the SN at day 15 after the intrastriatal
injection of 6-OHDA and, at day 15 post-transfection,
nitrosative/oxidative stress markers, pro-inflammatory
cytokines (TNF-α, IL-1β and IL-6), glial activation, en-
dogenous and transgenic CDNF levels were determined
in the SN of male Wistar rats. Our work uncovers the
in vivo anti-inflammatory role of CDNF during the crit-
ical period for dopaminergic neuronal survival in an ani-
mal model of PD.
Methods
Plasmids
Plasmids p3xNBRE-hCDNF (4,482 bp) coding for hCDNF
and p3xNBRE-EGFP (4,684 bp) coding for EGFP (en-
hanced green florescent protein), a reporter gene, were
obtained by cloning the human CDNF cDNA (GenBank
access: NM 001029954) or the EGFP cDNA (GenBank
access: U55762) under the 3xNBRE (a synthetic and tissue
specific promoter based on Nurr1 element response) pro-
moter in the plasmid pGL2 basic 3xNBRE-LUC. LUC
cDNA was removed by Hind III - PflM I restriction en-
zymes (REs) from the pGL2 basic 3xNBRE-LUC, whereas
hCDNF cDNA (560 bp) was excised by Hind III - EcoR V
REs from pCR3.1-hCDNF and EGFP cDNA (716 bp) by
Hind III - Not I REs from pEGFP-N1 (Clontech; Mountain
View, CA, USA). The cohesive ends resulting from PflM I
and Not I digestion were treated with Klenow fragment
(Thermo Scientific; Mexico City, Mexico) to convert them
into blunt ends. hCDNF cDNA or EGFP cDNA were
cloned in the sense orientation into the Hind III - PflM I
sites in the plasmid pGL2 basic 3xNBRE-LUC, replacing
LUC gene. Restriction digestion and automatic DNA se-
quencing confirmed full hCDNF and EGFP sequences and
their correct orientation in the plasmids. Transfections
with pCR3.1-hCDNF, encoding hCDNF gene under CMV



Figure 1 Experimental design. At day 0, we injected 6-hydroxydopamine
(6-OHDA) into the striatum; at day 15 post-lesion, we transfected
either of the mentioned plasmids with neurotensin (NTS)-polyplex
into the substantia nigra pars compacta and at day 30 from the
beginning of the experiment or at day 15 after the transfection,
we extracted the tissues or perfused the animals for molecular and
cellular assays.
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(cytomegalovirus) promoter, and p3xNBRE-EGFP acted as
a positive and negative controls respectively.

Synthesis of the neurotensin carrier and polyplexes
The detailed procedure of NTS carrier synthesis and of
NTS-polyplex formation at an optimum molar ratio
and its biophysical characteristics were reported previ-
ously [45,47,48]. Briefly, NTS (Sigma-Aldrich; St Louis,
MO, USA) and FP (GLFEAIAEFIEGGWEGLIEGCAKKK;
purity > 90%; SynPep Corp.; Dublin, CA, USA) were
cross-linked with poly-L-lysine (48 kDa mean molecular
mass; Sigma-Aldrich; St Louis, MO, USA) using LC-SPDP
(Thermo Scientific Pierce; Rockford, IL, USA) as the
cross-linker [45]. Suitable gel-filtration chromatography
was used to purify the SPDP-derivatives and the NTS-
SPDP-(FP-SPDP)-poly-L-lysine conjugate, the NTS car-
rier. This conjugate was concentrated to 1 mL, further
dialyzed against PBS solution, pH 7.4, and sterilized by
filtration. The NTS-polyplexes were made by electrostati-
cally binding the mutant Vp1 SV40 KP (MAPTKRKGSCP-
GAAPNKPK; 90% purity; SynPep Corp., Dublin, CA, USA)
to pDNA [45,47,52]. Retardation and retention gel assays
were used to determine and calculate the optimal molar
ratio of polyplex components as described in detail else-
where [45,47,48,52,53]. Accordingly, the final optimum
molar ratio of NTS-polyplex components for all the plas-
mids used were 30 nM pDNA: 36 μM KP: 900 nM NTS-
carrier and, at this molar ratio, the concentration of
NTS used was 385.6 pmol/μL, calculated as per 125I-NTS
[47,50]. Based on the concentration and size of pDNAs,
the dose of pDNA injected was 88 ng/μL of p3xNBRE-
hCDNF (4,482 bp), 111 ng/μL of pCR3.1-hCDNF
(5,624 bp) and 92.7 ng/μL of p3xNBRE-EGFP (4,684 bp).

Intracranial injections
Male Wistar rats (200 to 230 g) housed together (5 per
cage) with constant temperature (23?C), water and food
available ad libitum and kept under natural light-dark cycle
(12-12 hours) were used. Rats were anesthetized with keta-
mine/xilazine (100 mg/kg/60 mg/kg intraperitoneally) and
placed on a stereotaxic frame (Stoelting; Wood Dale, IL,
USA). The hemiparkinsonism was generated by injecting
single dose of 6-OHDA solution (Sigma-Aldrich; St Louis,
MO, USA) (20 μg/3 μL of PBS containing 0.2% ascorbic
acid) into the left striatum at the following coordinates:
AP +6.9 mm from interaural midpoint, ML +4.0 mm from
intraparietal suture, DV −5.5 mm from dura mater. The
flow rate of injection was 0.2 μL/minute [51].
NTS-polyplex harboring the plasmid p3xNBRE-hCDNF

was injected at day 15 after the lesion with 6-OHDA
(referred as L15T15; Figure 1) because the maximum peak
of apoptosis and activated glial cells was detected at that
day [51]. The injection was made into the ipsilateral SN at
the following coordinates: AP, +2.4 mm from interaural
midpoint; ML, +1.8 mm from intraparietal suture,
DV −6.9 mm from dura mater. Three microliters of
NTS-polyplex solution were injected at a flow rate of
0.1 μL/minute. NTS-polyplex harboring the plasmids
p3xNBRE-EGFP, labeled as L15FT15 (Figure 1), and
pCR3.1-hCDNF, labeled as L15OT15 (Figure 1), were
also injected to maintain negative and positive controls
respectively. Detailed experimental scheme was shown in
Figure 1.

qRT-PCR (quantitative Reverse TranscriptionPolymerase
Chain Reaction)
Total RNA was isolated from the brain tissues (striatum
and SN) using Trizol (Invitrogen Corporation, Carlsbad,
CA, USA) and then RNA preparations were treated with
RNase-free DNase I. Reverse transcription was made
with 750 ng of total RNA for striatum and 250 ng of
total RNA for SN with SuperScript III reverse transcript-
ase (200 U) using 0.1 mg of oligo dT (Invitrogen Cor-
poration, Carlsbad, CA, USA). The reverse transcribed
product was diluted 4 times with molecular biology
grade water and 2.5 μL of this diluted cDNA was mixed
with 2? TaqMan Universal Mastermix and 20? TaqMan
gene specific probe (Applied Biosystems; Foster City,
CA, USA) in a final volume of 5 μL. cDNAs were ampli-
fied for 45 cycles using a 7900HT Fast Real Time PCR
system (Applied Biosystems; Foster City, CA, USA).
TaqMan gene specific probes used for experiments were:
Rn00667869_m1 for rat β-actin; Rn01525859_g1 for rat
TNF-α; Rn00580432_m1 for rat IL-1β; Rn01410330_
m1 for rat IL-6; Rn01765001_m1 for rat CDNF and
Hs00418490_m1 for human CDNF (Applied Biosystems;
Foster City, CA, USA). β-Actin mRNA levels were also
amplified for each sample and used as internal control
and for normalization. The cycle threshold (Ct) values
for β-actin, rCDNF and hCDNF were measured and
calculated by Sequence Detection System software (SDS
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2.2; Applied Biosystems; Foster City, CA, USA). Relative
transcript levels were expressed as the fold-change for
gene expression and were calculated using the 2-ΔΔCt

method [54,55]. For the untreated control samples, ΔΔCt

equals 0 and 20 is 1, the fold change in rCDNFgene ex-
pression in intact condition is 1 [56].

ELISA
Homogenization of brain tissues (striatum and SN) was
made using protein extraction buffer containing 100 mM
Tris HCl (pH 7.4), 750 mM NaCl (sodium chloride),
10 mM EDTA (ethylenediaminetetraacetic acid), 5 mM
EGTA (ethylene glycoltetraacetic acid) and a cocktail of
protease inhibitors (Roche, Basel, Switzerland) [57]. The
samples were centrifuged at 1,000 g for 10 minutes at 4?C
and then supernatant was centrifuged again at 20,000 g
for 40 minutes at 4?C to remove the remaining debris. For
detecting the levels of inflammatory cytokines, indirect
ELISA was done as per the user guide using Milliplex
MAP Rat cytokine/chemokine magnetic bead panel kit
(RECYTMAG_65K; Millipore; Temecula, CA, USA) and
reading was done by LUMINEX MAGPIX? detection
system with xPONET software (Millipore Corporation;
Billerica, MA, USA). Sensitivity of TNF-α ranges between
1.9 to 156.3 pg/mL, of IL-1β ranges between 2.8 to
2,500.0 pg/mL and of IL-6 ranges between 30.7 to
4,687.5 pg/mL. For detecting the levels of hCDNF and
rCDNF, Sandwich enzyme immunoassay was done using
separate kits (SEG458Hu and SEG458Ra; Uscn Life
Science Inc; Wuhan, Hubei, China) and absorbance was
read at 450 nm using a Multiskan? MULTISOFT spectro-
photometer (Labsystems; Tokyo, Japan).

Immunofluorescence
Serial coronal sections of 30-μm thickness were cut from
perfused and fixed rat brains with 4% paraformaldehyde.
Before starting the experiment, the slices were rinsed once
with PBS 1? for 5 minutes. To increase the permeability of
reagents into the tissue, the slices were incubated with
PBS-Triton 0.1% for 20 minutes and then by PBS-SDS
0.5% for 5 minutes. These permeabilized sections were
incubated with 1% BSA in PBS-Triton 0.1% for 30 minutes
to block the unspecific binding sites. Immediately after
blocking, primary antibody solution was added to the tissue
slices and was incubated overnight at room temperature on
a rotary shaker. This is followed by addition of secondary
antibody and incubated for 2 hours at room temperature
on a rotary shaker. Between each step, washing with PBS
(1x)was done ? 3 for 5 minutes each.
For all double and triple immunofluorescence experi-

ments, primary antibodies used were mouse monoclonal
anti-tyrosine hydroxylase (TH), clone TH-2, ascites fluid
(1:1,000; Sigma-Aldrich; St Louis, MO, USA), rabbit poly-
clonal anti-TH (1:1,000; Chemicon Inc.; Billerica, MA,
USA), rabbit polyclonal anti-CDNF (1:1,000; ProSci Inc;
San Diego, CA, USA), mouse monoclonal anti-iNOS
(1:1,000; BD Transduction Laboratories; BD Biosciences;
San Jose, CA, USA), mouse monoclonal anti-CD11b
(OX42), a marker for microglia (1:200; Abcam; Cam-
bridge, UK), rabbit polyclonal anti-OX42 (1:250; Abcam;
Cambridge, UK), goat polyclonal anti-OX42 (1:300;
Abcam; Cambridge, UK), mouse monoclonal anti-glial fi-
brillary acidic protein (GFAP) (1:250; Cell Signaling; Dan-
vers, MA, USA), rabbit polyclonal anti-GFAP (1:300; Cell
Signaling; Danvers, MA, USA), goat polyclonal anti-GFAP
(1:300; Cell Signaling; Danvers, MA, USA), mouse mono-
clonal anti-NG2 (1:1,000; Upstate Cell Signaling solutions;
Temecula, CA, USA) and rabbit polyclonal anti-NG2
(1:300; Millipore; Temecula, CA, USA). Irrelevant anti-
body of the same IgG subclass was added in place of pri-
mary antibody for all the negative controls.
The secondary antibodies used were Texas red anti-

mouse IgG (H + L) made in horse (1:900; Vector Labora-
tories; Burlingame, CA, USA), Texas red anti-rabbit IgG
(H + L) made in goat (1:400; Vector Laboratories; Burlin-
game, CA, USA), Texas red anti-goat IgG (H + L) made
in donkey (1:500; Vector Laboratories; Burlingame, CA,
USA), Alexa Fluor 488 anti-mouse IgG (H + L) made in
chicken (1:200; Invitrogen Molecular Probes; Eugene,
OR, USA), Alexa Fluor 488 anti-rabbit IgG (H + L) made
in chicken (1:200; Invitrogen Molecular Probes; Eugene,
OR, USA), Alexa Fluor 488 anti-goat IgG (H + L) made
in donkey (1:500; Invitrogen Molecular Probes; Eugene,
OR, USA), Cy3 anti-mouse IgG (H + L) made in goat
(1:300; Invitrogen Molecular Probes; Eugene, OR, USA).
Fluorescence labeling was viewed through a multispec-

tral confocal laser-scanning microscope (TCS-SPE, Leica;
Heidelberg, Germany) using 40? and 63? oil-immersion
objectives at excitation-emission wavelengths of 405 to
465 nm (blue channel), 488 to 522 nm (green channel),
and 568 to 635 nm (red channel). Their consecutive 1-μm
optical sections were also obtained in the z-series (scan-
ning rate 600 Hz). The images were acquired using LAS
AF software (Leica application suite; Leica Microsystems,
Nussloch, Germany). Quantification was made using the
same LAS AF software by placing a rectangular region of
interest (ROI) across the full image and within the ROI,
for every image, mean fluorescence intensity (MFI) was
measured and the values plotted.

Nitrite assay
The content of nitric oxide (NO) was determined by meas-
uring the accumulation of nitrites (NO2

−) in the supernatant
of homogenized SN samples of rat brain using the colori-
metric method as described elsewhere [58]. Briefly, tissue
samples from SN were mechanically homogenized in PBS
and centrifuged at 12,500 rpm for 30 minutes at 4?C by
using 17TR microfuge (Hanil Science Industrial Co. Ltd;
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Inchun, Korea). Nitrite concentration in 100 μL of super-
natant was measured by the colorimetric reaction gener-
ated by the addition of 100 μL of Griess reagent (composes
equal volumes of 0.1% N-(1-naphthyl) ethylenediamine
dihydrochloride and 1.32% sulfanilamide in 60% acetic
acid). The absorbance of the samples was determined
at 540 nm with a SmartSpec 3000 spectrophotometer
(Bio-Rad; Hercules, CA, USA) and interpolated by using a
standard curve of sodium nitrite (NaNO2; 1 to 10 μM) to
calculate the nitrite content.
Lipoperoxide assay
Assay of lipoperoxide was made by measuring malon-
dialdehyde (MDA) and 4-hydroxyalkanal (4-HEA) in the
supernatant of homogenized SN samples of rat brain
using the colorimetric method [58]. Briefly, the colori-
metric reaction in 200 μL of supernatant was produced
by subsequent addition of 0.65 mL of 10.3 mM N-me-
thyl 2-phenylindole diluted in a mixture of acetonitrile:
methanol (3:1). The reaction was initiated by the
addition of 150 μL of methanesulfonic acid. This reac-
tion mixture was strongly agitated and incubated at 45?C
for 1 hour and then centrifuged at 3,000 rpm for 10 mi-
nutes. The absorbance of supernatant was read at
586 nm with a SmartSpec 3000 spectrophotometer (Bio-
Rad; Hercules, CA, USA). The absorbance values were
compared to a standard curve in the concentration
range of 0.5 to 5 μM of 1,1,3,3-tetramethoxypropane
(10 mM stock) to calculate the MDA and 4-HEA con-
tents in the samples.
Figure 2 Presence of total cerebral dopamine neurotrophic factor (CD
confocal micrographs showing the immunoreactivity to tyrosine hydroxyla
(green). TH/CDNF is the overlay of the micrographs in the same row. Untra
different intact rat brains. The scale bars = 20 μm are common for all the m
Ethics statement
All procedures were in accordance with the current
Mexican legislation, NOM-062-ZOO-1999 (SAGARPA),
based on the Guide for the Care and Use of Laboratory
animals, NRC. CINVESTAV Institutional Animal Care
and Use Committee approved our procedures for animal
use (protocol # 109-02). All efforts were made to minimize
animal suffering.

Statistical analysis
All results were expressed as mean ? standard deviation
(SD) values, obtained at least from 4 independent exper-
iments (n = 4). The comparison among the groups was
made using one-way analysis of variance (ANOVA)
followed by the Newman-Keuls post hoc test using the
GraphPad Prism 5.0 (GraphPad Software Inc., La Jolla,
CA, USA). Accepted significance was at P < 0.05.

Results
Pattern and levels of total CDNF expression in the SN
The immunofluorescence studies in the untransfected
SN of intact rats showed that CDNF+ cells do not co-
localize with cells immunoreactive to TH, the rate-
limiting enzyme in dopamine synthesis (Figure 2, top
row), but largely co-localize with TH+ cells 7 days after
p3xNBRE-hCDNF transfection (Figure 2, bottom row).
These results show the feasibility of targeted hCDNF
gene delivery (Figure 2). As the endogenous presence of
rat CDNF (rCDNF) was found in an intact rat brain, it
was very important to explore whether the 6-OHDA lesion
and the hCDNF transfection influence the endogenous
NF) + cells in intact rat substantia nigra (SN). Representative
se (TH), the rate-limiting enzyme in dopamine synthesis (red) and CDNF
nsfected and p3xNBRE-hCDNF transfected tissue slices were from
icrographs.
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rCDNF expression levels. As the antibody can equally
detect both rCDNF and hCDNF, we used species-specific
probes and kits for qRT-PCR and ELISA assays respectively
for the experimental groups.
qRT-PCR assays in the SN at day 30 after lesion (L30)

showed 2-fold increase (2.162 ? 0.103) in rCDNF tran-
scripts than basal levels in intact condition. At this time,
an additional increase (3.559 ? 0.037) in 6-OHDA-induced
levels of rCDNF transcripts in the SN was found at day 15
after transfection with p3xNBRE-hCDNF (L15T15), but
not (1.107 ? 0.066) with a reporter gene (L15FT15 ) trans-
fection (Figure 3A). Surprisingly, the qRT-PCR assays
showed that hCDNF mRNA expression was transient,
when transfected at day 15 after 6-OHDA lesion
(Figure 3B). High levels of hCDNF transcripts were mea-
sured at 6 hours (0.149 ? 0.008) after transfection, and
these levels reduced almost to half after 24 hours (0.058 ?
0.008) and were maintained until 3 days (0.058 ? 0.004)
after transfection to disappear thereafter (Figure 3, B). At
the same time, the highest hCDNF protein levels were
measured at 6 hours (0.56 ? 0.04 ng/mL) and at 24 hours
(0.599 ? 0.024 ng/mL) after transfection, but the levels
started to decrease at day 3 (0.538 ? 0.021 ng/mL) and
further decreased until L15T15 (0.150 ? 0.001 ng/mL)
(Figure 3D). However, no significant change in rCDNF
protein levels was found among intact (10.97 ? 0.19
ng/mL), L30 (11.63 ? 0.19 ng/mL) and L15FT15 (11.95 ?
0.29 ng/mL) conditions. A 6-fold increase in rCDNF pro-
tein levels was detected in L15T15 (66.08 ? 2.29 ng/mL),
when compared to those in intact condition (Figure 3C).
Together, these results suggest that the transient transgene
expression triggered the expression of endogenous rCDNF.
Double immunofluorescence studies showed that CDNF

immunoreactivity exhibits different cellular location in the
SN under different experimental conditions. In the SN
pars compacta (SNc) of an intact rat, CDNF+ cells were
absent and instead they are present in the parabranchial
pigmented (PBP) nucleus, a nucleus in medial ventral
tegmental area that borders SNc ventrally (Figure 3E, top
row). In L30 (Figure 3E top row) and L15T15 (Figure 3E,
top row) conditions, CDNF immunoreactivity is present in
and around TH+ cells in the SNc. In the SNc/SN reticulata
(SNr) inter-region, CDNF immunoreactivity is absent in in-
tact rats but present in L30 and L15T15 (Figure 3E, bottom
row). Especially in this inter-region of SNc/SNr, the morph-
ology of CDNF+ cells was suggestive of glial cells and their
branches are more notable in L15T15 but less evident in
L30 (Figure 3E, bottom row).

Activation and conversion of NG2 cells into astrocytes
that produce CDNF in the SNr
6-OHDA toxicity is known to activate various glial cell
types [51]. Accordingly, confocal analysis showed the
presence of NG2+ cells (Figure 4, NG2) and GFAP+ cells
(Figure 3, GFAP) in the SNr 30 days after lesion (L30),
and co-localization of these cells as shown by the merged
images (Figure 4, middle row) and by z optical sections
(Figure 4, bottom row). In intact SNr, NG2+ cells and
NG2/GFAP double positive cells were absent and only a
basal number of GFAP+ cells were found (Figure 5A).
These results suggest that the 6-OHDA lesion induced the
conversion of NG2 cells into astrocyte cells (Additional
file 1: Figure S1).
We further explored whether NG2/GFAP double posi-

tive cells might produce CDNF. Remarkably, rCDNF is
produced by astrocytes in intact rat SNr (Figure 5A). In
L30, rCDNF+ cells were also NG2/GFAP double positive
cells (Figure 5B). Interestingly, in L15T15, there was pro-
found branching of NG2/GFAP/CDNF triple positive cells
(Figure 5C), thus suggesting that transfection of hCDNF
leads to conversion of more NG2 cells to astrocytes, which
lead to increased production of rCDNF (Figure 3A and
Figure 3C). Mean fluorescence intensity (MFI) for NG2
(Figure 5D) showed 5-fold increase with 6-OHDA lesion
in L30 (18.05 ? 2.12) when compared to that of intact
condition (3.73 ? 0.31), and further 2-fold increase with
hCDNF transfection (45.85 ? 2.74) when compared to that
of L30. MFI for GFAP (Figure 5E) increased double
(38.3 ? 2.3) with lesion and almost triple (48.97 ? 1.36)
with transfection when compared to that of basal levels in
the intact condition (18.42 ? 1.52). Whereas, MFI for
CDNF (Figure 5F) showed no significance in L30 (39.04 ?
1.57) but increased almost double in L15T15 (57.1 ? 2.6),
when compared to intact condition (38.37 ? 2.05), support-
ing the ELISA results (Figure 3C). On the other hand,
neither this phenomenon of conversion of NG2 cells to
microglia to produce CDNF, nor NG2/OX42/CDNF triple
positive cells were found at L15T15 (Additional file 2:
Figure S2).
In addition, we explored at day 15 after transfection

whether this production of CDNF by astrocytes and
astrocyte-like NG2 cells depends on transgene or pro-
moter. Transfection of hCDNF under CMV, a non-specific
promoter, did not show the presence of NG2+ cells, but
showed a slight increase in CDNF immunoreactivity in
GFAP+ cells (Additional file 3: Figure S3, A) when com-
pared to that in intact tissue (Figure 5A). However, this
was less than that produced by the hCDNF transfection
under control of 3xNBRE promoter (Figure 5C and
Additional file 3: Figure S3C), while the transfection of
EGFP under 3xNBRE promoter showed similar effects
(Additional file 3: Figure S3B) as observed in L30
(Figure 5B). MFI for NG2 (Additional file 3: Figure S3D)
showed around 10-fold and 15-fold increase with
p3xNBRE-EGFP (30.72 ? 1.82) and with p3xNBRE-hCDNF
(45.85 ? 2.74) respectively, when compared to that of
pCR3.1-hCDNF (2.65 ? 0.74) transfection. MFI for CDNF
(Additional file 3: Figure S3F) showed approximately 2-fold
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(See figure on previous page.)
Figure 3 Expression levels of total cerebral dopamine neurotrophic factor (CDNF) in the substantia nigra (SN). Graphs showing the fold
change increase in the endogenous, rat (r)CDNF (A) and relative transgene human (h)CDNF (B) transcripts by qRT-PCR. Graphs showing the
protein levels of rCDNF (C) and hCDNF (D) by ELISA. First 3 bars in the graphs represent controls and the rest represent the time course of
p3xNBRE-hCDNF transfections. FT15 = at day 15 after p3xNBRE-EGFP transfection, ? = at 6 hours; 1 = at 24 hours; 3 = at day 3; 7 = at day 7; 15 = day 15,
after p3xNBRE-hCDNF transfection in a 15-day lesion rats. (E) Representative merged confocal micrographs showing immunoreactivity to CDNF (green)
and tyrosine hydroxylase (TH) (red). The headings refer to mesencephalon slices that were obtained from different rats, intact (INTACT), with 30-day
6-OHDA lesion (L30), and 15 days of lesion and 15 days of transfection (L15T15). The scale bars = 20 μm are common for all the micrographs. ns = not
significant. **P < 0.01, ***P < 0.001 when compared with the intact condition. ? = P < 0.001 when compared with L30. One-way ANOVA with
Newman-Keuls post hoc test. n = 4 different rats for each condition.
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and 4-fold increase with p3xNBRE-EGFP (38.89 ? 2.83)
and with p3xNBRE-hCDNF (57.1 ? 2.6) respectively, when
compared to that of pCR3.1-hCDNF (22.15 ? 5.62) trans-
fection. Whereas, MFI for GFAP (Additional file 3: Figure
S3E) showed no significance at L15FT15 (35.8 ? 1.97) but a
significant increase at L15T15 (48.97 ? 1.36), when com-
pared to that at L15OT15 (35.99 ? 3.05). These results sug-
gest that the combination of hCDNF gene and 3xNBRE
promoter is responsible for the increased production of
endogenous rCDNF by astrocyte-like NG2 cells as this
phenomenon is less pronounced with a reporter gene and
absent with CMV promoter.
Figure 4 Apparent conversion of NG2 cell into an astrocyte cell
in the substantia nigra pars reticulata (SNr) at day 30 after
6-hydroxydopamine (6-ODHA) lesion. Representative confocal
micrographs showing nuclei stained with Hoechst (blue) and
immunostaining against NG2 (green), and GFAP (red). Individual
micrographs of NG2 and GFAP (top row), merged images of
Hoechst/NG2/GFAP and NG2/GFAP (middle row) and vertical 1-μm
optical slices for the cell indicated by the asterisk (bottom row) are
shown. The scale bar = 20 μm is common for all the micrographs.
GFAP, glial fibrillary acidic protein; NG2, Neuron/Glial type 2.
hCDNF transfection reduces nitrosative stress in the SN
We evaluated iNOS immunoreactivity and nitrite levels
as markers for nitrosative stress and MDA levels as a
marker for oxidative stress (lipoperoxidation). Merged
confocal micrographs of double immunofluorescence in
intact SNc showed the presence of iNOS immunoreactiv-
ity in OX42+ cells and its absence in other glia cells and
in TH+ neurons (Figure 6A). In L30, increased iNOS im-
munoreactivity was found in OX42+ cells (Figure 6B)
when compared to that in intact condition (Figure 6A).
p3xNBRE-hCDNF transfection reduced both the presence
of iNOS and activated glial population-like NG2 cells, as-
trocytes and microglia in the SNc (Figure 6C). Supporting
this, MFI for iNOS (Figure 6D) showed a 3-fold increase
with 6-OHDA lesion (9.385 ? 0.191) and reduced almost
near to the basal values with hCDNF transfection
(3.53 ? 0.44) when compared to intact condition (2.975 ?
0.222). The hCDNF transfection (0.309 ? 0.086 nmol/mg)
also significantly decreased the nitrite levels induced
(0.83 ? 0.05 nmol/mg) by the lesion (L30) to the basal
>values (0.343 ? 0.144 nmol/mg) measured in the intact
SN (Figure 6E). No significant difference was found in
the levels of lipoperoxide markers at the time points
of the study (Figure 6F). These results suggest that tran-
sient CDNF expression reduces nitrosative stress in the
midbrain.
hCDNF transfection reduces activated glial cells in the SNc
As TH+ cells are in the SNc, we used TH immunostain-
ing to locate that region. In intact rat SNc, all the glial
cell markers like NG2 (4.135 ? 0.345), OX42 (13.8 ? 0.3)
and GFAP (10.44 ? 0.53) were present in low/basal levels
as per MFI (Figure 6A; Figure 7C,D,E). In L30 SNc, the
double immunofluorescence studies showed the pres-
ence (Figure 7A) and 6-fold increase (28.86 ? 1.39) in
NG2+ cells (Figure 7C), around 2-fold increase (23.23 ?
2.53) in OX42+ cells (Figure 7D) and 8-fold increase
(75.79 ? 1.85) in GFAP+ cells (Figure 7E), indicating the
activation of glial cells due to 6-OHDA injection. The
transfection of p3xNBRE-hCDNF significantly reduced
the presence of NG2+ cells (5.438 ? 0.401) and OX42+
cells (14 ? 2) (Figure 7B) and their respective MFI to the
basal levels (Figure 7C and D). The transfection also
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reduced the branching of GFAP+ cells (Figure 7B)
and MFI of GFAP+ cells (31.89 ? 2.05) almost to half
(Figure 7E). These results suggest the inactivation of glial
cells because of p3xNBRE-hCDNF transfection. No co-
localization of markers was observed in either of the ex-
perimental conditions. The effect of p3xNBRE-hCDNF



(See figure on previous page.)
Figure 5 Expression of cerebral dopamine neurotrophic factor (CDNF) by astrocytes and astrocyte-like NG2 cells in the substantia nigra
pars reticulata (SNr). Representative merged confocal micrographs showing immunoreactivity to CDNF (green), GFAP (red) and NG2 (blue). The
triple immune micrographs in the lower row are shown individually in the first three rows with possible combinations of double markers to see
more details. The headings refer to mesencephalon slices that were obtained from different rats, intact (A), with 30-day 6-OHDA lesion (B), and
15 days of lesion and 15 days of transfection (C). Asterisk represents the cell whose fluorescent markers are individually displayed in the inserts.
Graphs showing the mean fluorescence intensity (MFI) for NG2 (D), GFAP (E) and CDNF (F). The scale bars = 20 μm are common for all the
micrographs. ns = not significant. ***P < 0.001 when compared with the intact condition. ? = P < 0.001 when compared with L30. One-way
ANOVA with Newman-Keuls post hoc test. n = 4 different rats for each condition. GFAP, glial fibrillary acidic protein; NG2, Neuron/Glial type 2.

Figure 6 Nitrosative and oxidative stress markers in the substantia nigra (SN). Representative merged confocal micrographs showing the
presence of inducible nitric oxide synthase (iNOS) + cells (green) with tyrosine hydroxylase (TH) + cells (red) in first row, with NG2+ cells (red) in
the second row, with GFAP+ cells (red) in the third row, and with OX42+ cells (red) in the last row in intact (A), in L30 (B) and in L15T15
(C) conditions. Graphs showing the mean fluorescence intensity (MFI) for iNOS (D), the levels of nitrites (E) and malondialdehyde (F). The
headings for micrograph panels and x-axis labels for graphs refer to mesencephalon slices that were obtained from different rats, intact, with 30-day
6-hydroxydopamine (6-OHDA) lesion, L30, and 15 days of lesion and 15 days of transfection, L15T15. The scale bars = 20 μm are common for all the
micrographs. ns = not significant. *P < 0.05, **P < 0.01, ***P < 0.001 when compared with the intact condition. ? = P < 0.01, ? = P < 0.001 when
compared with L30. One-way ANOVA with Newman-Keuls post hoc test. n = 4 different rats for each condition. GFAP, glial fibrillary acidic protein; NG2,
Neuron/Glial type 2.

Nadella et al. Journal of Neuroinflammation 2014, 11:209 Page 10 of 18
http://www.jneuroinflammation.com/content/11/1/209



Figure 7 Presence of glial cells in the substantia nigra pars compacta (SNc). Representative merged confocal micrographs showing the
presence of NG2+ cells (green) with TH+ cells (red, top row), with OX42+ cells (red, middle row), and with GFAP+ cells (red, bottom row) at day
30 after lesion, L30 (A) and at day 15 after transfection with 15 days of lesion, L15T15 (B). Graphs showing the mean fluorescence intensity (MFI)
for NG2 (C), OX42 (D) and GFAP (E). The scale bars = 20 μm are common for all the micrographs. ns = not significant. ***P < 0.001 when
compared with the intact condition. ? = P < 0.001 when compared with L30. One-way ANOVA with Newman-Keuls post hoc test. n = 4 different
rats for each condition. GFAP, glial fibrillary acidic protein; NG2, Neuron/Glial type 2.
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plasmid transfection in the SNc was opposite to that in
the SNr (Figure 5).

Expression levels of total CDNF in the striatum
In the intact striatum, GFAP+ and CDNF+ cells were
found, but GFAP/CDNF double positive cells and NG2+
cells were absent (Figure 8A). In addition, the morph-
ology of CDNF+ cells was different from that of GFAP+
and NG2+ cells (Figure 8A), suggesting that astrocytes
do not produce CDNF in the striatum. In contrast, in
L30, extended branching of NG2+ and GFAP+ cells col-
locating with CDNF+ cells: that is NG2/GFAP/CDNF
triple positive cells, were detected (Figure 8B). These
suggest that, similar to L30 SNr (Figure 5B), the
6-OHDA injection leads to the activation of glial cells in
the striatum. Interestingly, in L15T15, the immunofluores-
cence analysis showed the absence of NG2/GFAP/CDNF
triple positive cells yet there seemed to be an increase in



Figure 8 Expression levels of total cerebral dopamine neurotrophic factor (CDNF) in the striatum. Representative merged confocal
micrographs showing immunoreactivity to CDNF (green), GFAP (red) and NG2 (blue). The triple immune micrographs in the lower row are shown
individually in the first three rows with possible combinations of double markers to see more details in intact (A), in L30 (B) and in L15T15 (C)
conditions. Graphs showing rCDNF transcripts by qRT-PCR (D) and protein levels of rCDNF (E) and hCDNF (F) by ELISA. The headings for micrograph
panels and x-axis labels for graphs refer to mesencephalon slices that were obtained from different rats, intact, with 30-day 6-hydroxydopamine
(6-OHDA) lesion, L30, and 15 days of lesion and 15 days of transfection, L15T15. The scale bars = 20 μm are common for all the micrographs. ns = not
significant. ***P < 0.001 when compared with the intact condition. ? = P < 0.001 when compared with L30. One-way ANOVA with Newman-Keuls post
hoc test. n = 4 different rats for each condition. GFAP, glial fibrillary acidic protein; NG2, Neuron/Glial type 2.
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the number CDNF+ cells as compared with the intact and
L30 conditions (Figure 8C). Moreover, the morphology of
GFAP+ cells after transfection (Figure 8C) appears to be
similar as in an intact striatum (Figure 8A), indicating
inactivation of those glial cells by overexpressed CDNF.
Accordingly, qRT-PCR (Figure 8D) and ELISA (Figure 8E)
results showed an increase in the level of rCDNF tran-
scripts (15.16 ? 0.11) and proteins (55.94 ? 0.37 ng/mL) in
L15T15 when compared with those in intact (11.37 ?
0.95 ng/mL) and in L30 conditions (2.01 ? 0.02 and
11.41 ? 0.44 ng/mL). hCDNF protein (0.395 ? 0.093 ng/mL)
was also detected in the striatum at L15T15 (Figure 8F),
suggesting the possible anterograde transport of hCDNF
protein from SN to the striatum.

Levels of Inflammatory cytokines in the nigrostriatal
system
Basal protein levels of TNF-α (0.991 ? 0.022 pg/mL in SN
and 1.751 ? 0.044 pg/mL in striatum), IL-1 β (147.8 ?
11.3 pg/mL in SN and 420.2 ? 80.5 pg/mL in striatum)
and IL-6 (350.3 ? 20.7 pg/mL in SN and 1,717 ? 155
pg/mL in striatum) were measured by indirect ELISA in
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an intact rat brain (Figure 9A and B). In L30, TNF-α (1.67
? 0.16 pg/mL in SN and 2.248 ? 0.242 pg/mL in striatum),
IL-1β (272.6 ? 16.3 pg/mL in SN and 566 ? 17 pg/mL in
striatum) and IL-6 (933.9 ? 17.8 pg/mL in SN) protein
levels increased significantly (except for IL-6 in striatum)
when compared to that of intact condition (Figure 9A
and B), suggesting that this increase is due to the
6-OHDA lesion. Whereas in L15T15, hCDNF transfec-
tion could neither decrease those levels as expected nor
could reach basal levels as in intact condition. In L15T15
SN, IL-6 levels (783.3 ? 56.2 pg/mL) decreased, TNF- α
Figure 9 Protein levels of inflammatory cytokines in the nigrostriatal
using indirect ELISA in the substantia nigra (SN) (A) and in the striatum (B
compared with the intact condition. ∂ = P < 0.05, ? = P < 0.01, ? = P < 0.00
post hoc test. n = 4 different rats for each condition.
levels (1.64 ? 0.05 pg/mL) remained the same but IL-1 β
levels (339.3 ? 34.6 pg/mL) increased, when compared
with those in L30 (Figure 9, A). In L15T15 striatum, both
the levels of IL-6 (2,303 ? 83 pg/mL) and TNF- α (2.729 ?
0.246 pg/mL) increased but no significant change was
detected in IL-1β (642.2 ? 58.1 pg/mL) levels, when com-
pared with those in L30 (Figure 9B).

Discussion
The hypothetical view of CDNF as an ER stress response
protein [6] opened new research avenues in the field of
system. Graphs showing the protein levels of TNF-α, IL-1β, and IL-6
). ns = not significant, *P < 0.05, **P < 0.01, ***P < 0.001 when
1 when compared with L30. One-way ANOVA with Newman-Keuls
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inflammation. Indeed, the anti-inflammatory role of
CDNF was recently shown in cultures of lipopolysaccha-
ride (LPS)-stimulated microglia [16] and tunicamycin-
stimulated astrocytes [15]. To the best of our knowledge,
the anti-inflammatory role of CDNF has not yet been
shown either in vivo or in the 6-OHDA model. Therefore,
we have focused on anti-neuroinflammatory role of CDNF
in the rat 6-OHDA model and found that a single intrani-
gral transient transfection of hCDNF gene at critical
period, which is at day 15 after lesion [51], can reduce
neuroinflammatory markers. This reduction might be
accounted by the overexpression of endogenous rCDNF
due to the conversion of NG2 cells to astrocytes and
expression of hCDNF. The conversion of NG2 cells to as-
trocytes was reported in the spinal cord [39,59], in the
cerebellum [41] and in the cerebral cortex following a
penetrating brain injury [60], but not in other regions of
the brain. Supporting this feature, our work showed an
apparent conversion of NG2 cells to astrocytes in the SNr
of rats induced by the intrastriatal 6-OHDA lesion.
Neuroinflammatory processes and other pathophysio-

logical mechanisms of PD can be reproduced by 6-OHDA
in the rat [22,25,26]. Accordingly, a single intrastriatal in-
jection of 6-OHDA in our work also led to the activation
of various glial cells, the presence of nitrosative stress
markers and increase in the levels of inflammatory cyto-
kines. Interestingly, at day 30 after lesion, we found an
increase in the levels of rCDNF transcripts but no signifi-
cant change at protein level when compared to those in
intact SN and striatum. Among several reasons [61-63],
changes in the post-transcriptional control [64] or delayed
correlation [65] might explain the lack of correlation be-
tween mRNA and protein for rCDNF in L30 as those
samples were subjected to oxidative stress by 6-OHDA.
Supporting this, in L30, triple immunofluorescence results
showed conversion of NG2 cells into astrocytes to pro-
duce rCDNF in the SNr and in the striatum and these
levels seem to be the same as in the intact condition, as
were confirmed by ELISA and MFI quantification. These
results suggest that the endogenous production of rCDNF
in hemiparkinsonian rats was only to maintain the basal
levels, which were insufficient to halt the progression of
the neuroinflammatory response, as stress markers still
appear at this time point.
In our study, intranigral transfection of hCDNF gene

under the control of synthetic NBRE (that is Nurr1
dependent) promoter [66-68], was successfully achieved
using NTS-polyplex. However, the promoter was inacti-
vated or the expression was shut down in hemiparkinso-
nian rats presumably due to the depletion in the levels
of Nurr1 in degenerated TH+ neurons [69,70] or due to
the release of Nurr1 protein from nucleus into cyto-
plasm [71]. Even though qRT-PCR experiments in the
SN show the disappearance of hCDNF transcript at day
3 after p3xNBRE-hCDNF transfection, ELISA experiments
show the presence of hCDNF protein in both the SN and
striatum even at day 15 after transfection. However,
hCDNF protein levels significantly decreased after day
3 post-transfection. As the half-life of hCDNF remains
unknown, we can suggest that the levels of hCDNF
protein after day 3 post-transfection might correspond
to that protein possibly stored in a cell compartment
and the reduction might be due to the utilization of
protein. This suggestion is supported by the finding
that hCDNF protein levels were almost half when com-
pared with pCR3.1-hCDNF transfection at day 15 after
transfection, both in the SN and in striatum, as CMV
promoter in pCR3.1-hCDNF is still active at day 15
post-transfection (data not shown).
We found basal endogenous levels of rCDNF protein

in rat SN and striatum. This rCDNF expression was
found in the PBP nucleus and in the SNr, but does not
co-localize with TH+ neurons in intact condition,
depicting the published result that CDNF does not co-
localize with TH+ cells [2]. Interestingly, immunofluor-
escence results in intact rat SNc/SNr inter-region shows
the overlay of rCDNF with few TH+ fibers. However,
intranigral transfection in the intact SNc shows the pres-
ence of TH/hCDNF double positive cells because of the
targeted gene transfection of hCDNF. Surprisingly, we
also found induction of rCDNF levels by p3xNBRE-
hCDNF transfection and the levels were 2-fold higher
than that induced by pCR3.1-hCDNF transfection in
hemiparkinsonian rats, and was 4-fold higher than nor-
mal/basal levels. The transfection with pCR3.1-hCDNF
showed no activation of NG2 cells, yet showed GFAP/
CDNF double positive cells, which might be a source for
rCDNF. Whereas the presence of NG2/GFAP/CDNF
triple positive cells in the SNr in L15T15 is more evident
and seems to be more reactive, which is a possible
source for rCDNF levels, in accordance with ELISA re-
sults. Thus, the presence of TH/CDNF double positive
cells in L15T15 may be either due to the presence of
hCDNF protein in TH+ neurons or due to the uptake of
rCDNF by TH+ fibers that was released from NG2-like
astrocytes in the SNr. This entire phenomenon of con-
version of one type of glial cell to another type of glial
cell to produce neurotrophic factor is apparent in the
SNr, and the presence of NG2/GFAP/CDNF triple posi-
tive cells might be an indication of a neuroprotective
effect.
Our observation that the activation or induction of en-

dogenous rCDNF by transient hCDNF transgene might
be either due to homologous recombination or due to
the activation of recombinant activator genes (RAGs).
From our results in intact and L30 conditions, it is clear
that the astrocytes or NG2-like astrocytes are possible
sources of rCDNF. Therefore, one possible mechanism
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behind the induction of rCDNF levels could be that the
transgene, hCDNF, directs the conversion of NG2 progeni-
tor cells towards astrocytes. However, as no published
reports exist, more in-depth research has to be conducted
to identify the mechanism underpinning this phenomenon.
In L15T15, the function and morphology of glial cells

in the SNc is completely opposite with those in the SNr.
p3XNBRE-hCDNF transfection led to the inactivation of
glia cells, decrease of stress markers and absence of
NG2/GFAP/CDNF triple positive cells in the SNc, sug-
gesting the anti-inflammatory role of CDNF in this re-
gion. The reactive glia found in the SNr in L15T15
might only act as a source of rCDNF but might not par-
ticipate in inflammation. CDNF reduced the levels of
TNF-α, IL-1β and IL-6 in tunicamycin-induced astroglial
cell cultures [15], but we observed reduction only in
IL-6 levels in SN in in vivo 6-OHDA induced PD model.
This discrepancy might be explained by the differences
in the models used, but also by the fact that we used
6-OHDA instead of tunicamycin, which is known to
induce very strong ER stress. The protein levels of inflam-
matory cytokines increased in both the SN and striatum
after 6-OHDA injection and hCDNF transfection remain
the same or are slightly increased or decreased depending
on the type of cytokine.
Neurotoxic or neurotrophic effects of TNF-α depends

on the differential localization of its receptors (TNF-α re-
ceptor I or p55 and TNF-α receptor II or p75) in glial and
neuronal cells, their mode of activation, and the down-
stream effectors [72]. Neuroprotective action of TNF-α
(both exogenous or that released by astrocytes) was
proved when TNF-α treated primary astrocytes showed
up-regulation of neural growth factor (NGF), glial cell
line-derived neurotrophic factor (GDNF) and brain-
derived neurotrophic factor (BDNF) [73]. Signals that acti-
vate NF-κB in microglia induce the production of TNF-α.
The released TNF-α binds with TNF-α receptor I on neu-
rons and astrocytes to induce neurotrophic factor (NTF)
production in response to inflammation, thus promoting
neuronal survival [74]. On the other hand, ERK/MAPK
(mitogen-activated protein kinase) pathway also regulates
TNF-α-induced expression of BDNF via CCAAT/enhan-
cer-binding protein β (C/EBPβ) [75]. Besides TNF-α,
IL-1β and IL-6 can also induce activation of C/EBPβ in
astrocytes, leading to NTF production [76,77]. Though
the pathway behind rCDNF up-regulation in astrocytes is
not yet known, available evidence suggests the possible
induction of C/EBPβ. TNF-α can also induce its own pro-
duction by autocrine stimulation, followed by the synthe-
sis of IL-1β and IL-6. Taken together, we propose that
either of those increased levels of cytokines leads to
CDNF, possibly rCDNF, induction by astrocytes.
In addition, increase in IL-1β levels in L15T15 in SN that

can account for the increase of GFAP immunoreactivity. As
the association of IL-1β and GFAP expression has shown
to be neuroprotective in traumatic injury model [78], we
can expect the same effect in the 6-OHDA PD model.
Moreover, the increased levels of TNF-α and IL-1β can be
beneficial as these cytokines can act as neurotrophic factors
in various PD animal models, thus causing recovery from
neurodegeneration of the nigrostriatal dopaminergic system
[30-32]. IL-6, besides being a pro-inflammatory cytokine,
also acts as an anti-inflammatory cytokine [79-82] and plays
a major role in neuronal differentiation and survival
[83-85]. Considering these, we could propose that IL-6
plays anti-inflammatory and neuroprotective roles in the
6-OHDA dopamine model used in our work as nitrosative
stress and glial markers were absent. Increased striatal
TNF-α might be adaptive, causing its autocrine stimulation,
followed by the synthesis of IL-1β and IL-6 [86]. Based on
that possible adaptive response in the striatum, the differ-
ences in levels of TNF-α, IL-1β and IL-6 in SN and in stri-
atum at L15T15 might be due to the ability of the striatum
to recover from lesion first than the SN. Our results
showed inactivation of NG2 glia and astroglia at L15T15 in
the striatum but not in SN suggesting that striatum is in
next level of recovery from that of SN at that time.
Altogether, the recent findings suggest that the partici-

pation of some unknown mediators, probably hCDNF in
this case, direct these inflammatory cytokines towards
neuroprotection. Reduction of reactive glia and nitrosa-
tive stress markers and stimulation of TNF-α, IL-1β and
IL-6 leading to CDNF production by astrocytes suggest
the anti-inflammatory role of CDNF. It is known that
intrastriatal chronic infusion [13] or adeno-associated
viral hCDNF gene delivery [11] caused neuronal recov-
ery in a rat 6-OHDA model. Our results provide new
insight into the role of CDNF in vivo showing for the
first time that the acute intranigral human CDNF gene
transfection reverses at least some aspects of neuroin-
flammation, possibly as a prelude to its neurotrophic
effect.
Conclusions
The present study is the first report demonstrating the
anti-inflammatory effect of CDNF in vivo and in the rat
6-OHDA model of PD. Transient transgenic expression
of hCDNF together with 6-OHDA lesion controls the
activation and conversion of other glial cells, like NG2
and astrocytes, and augments endogenous rCDNF pro-
duction. In the process of neurodegeneration caused by
6-OHDA, stress, including nitrosative stress, is a robust
and first event that is responsible for the apoptotic death
of dopaminergic neurons. We demonstrated that CDNF
is the neurotrophic factor that directly acts at this level
to relieve stress and might prevent the further death of
neurons.



Nadella et al. Journal of Neuroinflammation 2014, 11:209 Page 16 of 18
http://www.jneuroinflammation.com/content/11/1/209
Additional files

Additional file 1: Figure S1. Sequential 1-μm optical sections showing
the apparent conversion of a single NG2 cell into an astrocyte cell in L30
SNr. Representative confocal micrographs showing immunoreactivity to
NG2 (green) and GFAP (red). NG2/GFAP is the overlay of the micrographs
in the same row. The scale bars = 20 μm are common for all the
micrographs.

Additional file 2: Figure S2. NG2 cells neither convert into microglia
cells nor produce CDNF in the SNr. Representative merged confocal
micrographs showing immunoreactivity to CDNF (green), OX42 (red), and
NG2 (blue). The triple immune micrographs in the lower row are
expressed individually in first three rows with possible combinations of
double markers to see more details. The headings refer to
mesencephalon slices that were obtained from different rats, intact (A),
with 30-day 6-OHDA lesion, L30 (B), and 15 days of lesion and 15 days of
transfection, L15T15 (C). The scale bars = 20 μm are common for all the
micrographs.

Additional file 3: Figure S3. CDNF immunoreactivity with astrocytes
and/or astrocyte-like NG2 cells in SNr when transfected with
different plasmids. Representative merged confocal micrographs showing
immunoreactivity to CDNF (green), GFAP (red), and NG2 (blue) in the
mesencephalon slices of rats after 15 days of lesion and 15 days of
transfection with pCR3.1-hCDNF (A, L15OT15), with p3xNBRE-EGFP
(B, L15FT15) and with p3xNBRE-hCDNF (C, L15T15); same as shown in
Figure 4, C. The triple immune micrographs in the lower row are
expressed individually in first three rows with possible combinations of
double markers to see more details. Asterisk represents the cell whose
fluorescent markers are individually displayed in the inserts. Graphs
showing the mean fluorescence intensity (MFI) for NG2 (D), GFAP (E)
and CDNF (F). The scale bars = 20 μm is common for all the micrographs.
ns = not significant. ***P < 0.001 when compared with the intact condition.
? = P < 0.001 when compared with L30. One-way ANOVA with
Newman-Keuls post hoc test. n = 4 different rats for each condition.

Abbreviations
4-HEA: 4-hydroxyalkanal; 6-OHDA: 6- hydroxydopamine; ANOVA: analysis of
variance; BDNF: brain-derived neurotrophic factor; bp: base pair; BSA: bovine
serum albumin; CDNF: cerebral dopamine neurotrophic factor;
C/EBPβ: CCAAT/enhancer-binding protein β; CMV: cytomegalovirus;
COX2: cyclooxygenase; EDTA: ethylenediaminetetraacetic acid;
EGFP: enhanced green fluorescent protein; EGTA: ethylene glycoltetraacetic
acid; ELISA: enzyme-linked immunosorbent assay; ER: endoplasmic reticulum;
ERK/MAPK: mitogen-activated protein kinase; GDNF: glial cell line-derived
neurotrophic factor; GFAP: glial fibrillary acidic protein; hCDNF: human CDNF;
IL: interleukin; iNOS: inducible nitric oxide synthase; LPS: lipopolysaccharide;
MANF: mesencephalic astrocyte-derived neurotrophic factor;
MDA: malondialdehyde; MFI: mean fluorescence intensity; MPTP: 1-methyl-4-
phenyl-1,2,3,6-tetrahydropyridine; NBRE: nerve growth factor responsive
element; NF: nuclear factor; NG2: Neuron/Glial type 2; NGF: neural growth
factor; NO: nitric oxide; NTF: neurotrophic factor; NTS: neurotensin;
OX42: marker for brain microglia; PBP: parabranchial pigmented;
PBS: phosphate-buffered saline; PD: Parkinson ? s disease; qRT-PCR: quantitative
Reverse Transcription- Polymerase Chain Reaction; RAGs: recombinant
activator genes; rCDNF: rat CDNF; ROI: region of interest; SN: substantia nigra;
SNc: substantia nigra pars compacta; SNr: substantia nigra pars reticulata;
SNc/SNr: inter-region between substantia nigra pars compacta and pars
reticulata; TH: tyrosine hydroxylase; TNF-α: tumor necrosis factor alpha.

Competing interests
The authors have had no financial, personal or other relationships with other
people or organizations within five years of the beginning of the submitted
work that could inappropriately influence, or be perceived to influence, their
work. The authors declared that no competing interests exist. MHV and MS
are inventors in the CDNF patent owned by Herantis Pharma Ltd.

Authors ? contributions
RN designed, carried out all the experiments and drafted the manuscript.
MHV and MS provided pCR3.1-hCDNF, directed this project with proper
advices and suggestions and participated in drafting the document. JAGB
and BALC standardized and supervised qRT-PCR and stress-related assays
respectively. JMDJ and SHDJ standardized and supervised the NG2
immunoassay. LE participated in cloning, purification and confirmation of
p3xNBRE-hCDNF and p3xNBRE-EGFP plasmids. DMF funded and
contributed in experimental design and drafted the manuscript. All authors
commented, read and approved the final manuscript.
Acknowledgements
We thank Katrina Albert for editing the English language in the manuscript. We
are grateful to Ivan Jose Galvan Mendoza for providing us with confocal
microscopy assistance. The study was supported by Instituto Cient?fico Pfizer
(DMF) and RN was recipient of PhD scholarship from CONACYT (348241/
271414). The funding organization had no role in study design, data collection
and analysis, decision to publish, or preparation of the manuscript.

Author details
1Programa de Doctorado en Nanociencias y Nanotecnolog?a; CINVESTAV, Av.
Instituto Polit?cnico Nacional # 2508, San Pedro Zacatenco, CP 07360
M?xico, DF, M?xico. 2Departamento de Fisiolog?a, Biof?sica y Neurociencias;
CINVESTAV, Av. Instituto Polit?cnico Nacional # 2508, San Pedro Zacatenco,
CP 07360 M?xico, DF, M?xico. 3Institute of Biotechnology, PO Box 56, Viikki
Biocenter, University of Helsinki, FI-00014 Helsinki, Finland. 4Laboratorio de
Medicina Gen?mica, Hospital Regional ? 1? de Octubre ? , ISSSTE, Av. Instituto
Polit?cnico Nacional # 1667, Magdalena de las Salinas, CP 02800 M?xico, DF,
M?xico. 5Facultad de Ciencias Qu?micas, Benem?rita Universidad Aut?noma
de Puebla, Avenida San Claudio S/N, Ciudad Universitaria Edif. 105A, CP
72570 Puebla, PUE, M?xico. 6Laboratorio de Neurofisiolog?a, Departamento
de Fisiolog?a, Centro Universitario de Ciencias de la Salud, Universidad de
Guadalajara, Av. Ju?rez 976, Colonia Centro, CP 44100 Guadalajara, Jalisco,
M?xico. 7Departamento de Neurociencias, Centro Universitario de Ciencias
de la Salud, Universidad de Guadalajara, Av. Ju?rez 976, Colonia Centro, CP
44100 Guadalajara, Jalisco, M?xico.

Received: 12 September 2014 Accepted: 25 November 2014

References
1. Petrova P, Raibekas A, Pevsner J, Vigo N, Anafi M, Moore MK, Peaire AE,

Shridhar V, Smith DI, Kelly J, Durocher Y, Commissiong JW: MANF: a new
mesencephalic, astrocyte-derived neurotrophic factor with selectivity for
dopaminergic neurons. J Mol Neurosci 2003, 20:173? 188.

2. Lindholm P, Voutilainen MH, Lauren J, Peranen J, Leppanen VM, Andressoo
JO, Lindahl M, Janhunen S, Kalkkinen N, Timmusk T, Tuominen RK, Saarma
M: Novel neurotrophic factor CDNF protects and rescues midbrain
dopamine neurons in vivo. Nature 2007, 448:73 ? 77.

3. Lindholm P, Peranen J, Andressoo JO, Kalkkinen N, Kokaia Z, Lindvall O,
Timmusk T, Saarma M: MANF is widely expressed in mammalian tissues
and differently regulated after ischemic and epileptic insults in rodent
brain. Mol Cell Neurosci 2008, 39:356 ? 371.

4. Airavaara M, Shen H, Kuo CC, Peranen J, Saarma M, Hoffer B, Wang Y:
Mesencephalic astrocyte-derived neurotrophic factor reduces ischemic
brain injury and promotes behavioral recovery in rats. J Comp Neurol
2009, 515:116 ? 124.

5. Voutilainen MH, Back S, Porsti E, Toppinen L, Lindgren L, Lindholm P,
Peranen J, Saarma M, Tuominen RK: Mesencephalic astrocyte-derived
neurotrophic factor is neurorestorative in rat model of Parkinson ? s
disease. J Neurosci 2009, 29:9651 ? 9659.

6. Lindholm P, Saarma M: Novel CDNF/MANF family of neurotrophic factors.
Dev Neurobiol 2010, 70:360 ? 371.

7. Palgi M, Lindstrom R, Peranen J, Piepponen TP, Saarma M, Heino TI:
Evidence that DmMANF is an invertebrate neurotrophic factor
supporting dopaminergic neurons. Proc Natl Acad Sci U S A 2009,
106:2429 ? 2434.

8. Parkash V, Lindholm P, Peranen J, Kalkkinen N, Oksanen E, Saarma M,
Leppanen VM, Goldman A: The structure of the conserved neurotrophic
factors MANF and CDNF explains why they are bifunctional. Protein Eng
Des Sel 2009, 22:233? 241.

9. Hellman M, Arumae U, Yu LY, Lindholm P, Peranen J, Saarma M, Permi P:
Mesencephalic astrocyte-derived neurotrophic factor (MANF) has a

http://www.jneuroinflammation.com/content/supplementary/s12974-014-0209-0-s1.tiff
http://www.jneuroinflammation.com/content/supplementary/s12974-014-0209-0-s2.tiff
http://www.jneuroinflammation.com/content/supplementary/s12974-014-0209-0-s3.tiff


Nadella et al. Journal of Neuroinflammation 2014, 11:209 Page 17 of 18
http://www.jneuroinflammation.com/content/11/1/209
unique mechanism to rescue apoptotic neurons. J Biol Chem 2011,
286:2675 ? 2680.

10. Airavaara M, Harvey BK, Voutilainen MH, Shen H, Chou J, Lindholm P,
Lindahl M, Tuominen RK, Saarma M, Hoffer B, Wang Y: CDNF protects the
nigrostriatal dopamine system and promotes recovery after MPTP
treatment in mice. Cell Transplant 2012, 21:1213 ? 1223.

11. Ren X, Zhang T, Gong X, Hu G, Ding W, Wang X: AAV2-mediated striatum
delivery of human CDNF prevents the deterioration of midbrain
dopamine neurons in a 6-hydroxydopamine induced parkinsonian rat
model. Exp Neurol 2013, 248:148? 156.

12. Back S, Peranen J, Galli E, Pulkkila P, Lonka-Nevalaita L, Tamminen T,
Voutilainen MH, Raasmaja A, Saarma M, Mannisto PT, Tuominen RK: Gene
therapy with AAV2-CDNF provides functional benefits in a rat model of
Parkinson? s disease. Brain Behav 2013, 3:75? 88.

13. Voutilainen MH, Back S, Peranen J, Lindholm P, Raasmaja A, Mannisto PT, Saarma
M, Tuominen RK: Chronic infusion of CDNF prevents 6-OHDA-induced deficits
in a rat model of Parkinson?s disease. Exp Neurol 2011, 228:99? 108.

14. Cheng L, Liu Y, Zhao H, Zhang W, Guo YJ, Nie L: Lentiviral-mediated
transfer of CDNF promotes nerve regeneration and functional recovery
after sciatic nerve injury in adult rats. Biochem Biophys Res Commun 2013,
440:330? 335.

15. Cheng L, Zhao H, Zhang W, Liu B, Liu Y, Guo Y, Nie L: Overexpression of
conserved dopamine neurotrophic factor (CDNF) in astrocytes alleviates
endoplasmic reticulum stress-induced cell damage and inflammatory
cytokine secretion. Biochem Biophys Res Commun 2013, 435:34? 39.

16. Zhao H, Cheng L, Liu Y, Zhang W, Maharjan S, Cui Z, Wang X, Tang D, Nie L:
Mechanisms of anti-inflammatory property of conserved dopamine
neurotrophic factor: inhibition of JNK signaling in lipopolysaccharide-
induced microglia. J Mol Neurosci 2014, 52:186? 192.

17. Boka G, Anglade P, Wallach D, Javoy-Agid F, Agid Y, Hirsch EC: Immunocyto-
chemical analysis of tumor necrosis factor and its receptors in Parkinson?s
disease. Neurosci Lett 1994, 172:151? 154.

18. Mogi M, Harada M, Kondo T, Riederer P, Inagaki H, Minami M, Nagatsu T:
Interleukin-1 beta, interleukin-6, epidermal growth factor and transforming
growth factor-alpha are elevated in the brain from parkinsonian patients.
Neurosci Lett 1994, 180:147? 150.

19. Mogi M, Harada M, Riederer P, Narabayashi H, Fujita K, Nagatsu T: Tumor
necrosis factor-alpha (TNF-alpha) increases both in the brain and in the
cerebrospinal fluid from parkinsonian patients. Neurosci Lett 1994,
165:208? 210.

20. Basso M, Giraudo S, Corpillo D, Bergamasco B, Lopiano L, Fasano M:
Proteome analysis of human substantia nigra in Parkinson ? s disease.
Proteomics 2004, 4:3943 ? 3952.

21. Teismann P, Schulz JB: Cellular pathology of Parkinson ? s disease:
astrocytes, microglia and inflammation. Cell Tissue Res 2004, 318:149? 161.

22. Taylor JM, Main BS, Crack PJ: Neuroinflammation and oxidative stress:
co-conspirators in the pathology of Parkinson ? s disease. Neurochem Int
2013, 62:803 ? 819.

23. Knott C, Stern G, Wilkin GP: Inflammatory regulators in Parkinson ? s
disease: iNOS, lipocortin-1, and cyclooxygenases-1 and -2. Mol Cell
Neurosci 2000, 16:724 ? 739.

24. Bove J, Perier C: Neurotoxin-based models of Parkinson? s disease.
Neuroscience 2012, 211:51? 76.

25. Jackson-Lewis V, Blesa J, Przedborski S: Animal models of Parkinson ? s
disease. Parkinsonism Relat Disord 2012, 18(Suppl 1):S183 ? S185.

26. Decressac M, Mattsson B, Bjorklund A: Comparison of the behavioural and
histological characteristics of the 6-OHDA and alpha-synuclein rat
models of Parkinson ? s disease. Exp Neurol 2012, 235:306 ? 315.

27. Blandini F: Neural and immune mechanisms in the pathogenesis of
Parkinson? s disease. J Neuroimmune Pharmacol 2013, 8:189? 201.

28. Sanchez-Iglesias S, Rey P, Mendez-Alvarez E, Labandeira-Garcia JL, Soto-
Otero R: Time-course of brain oxidative damage caused by intrastriatal
administration of 6-hydroxydopamine in a rat model of Parkinson? s
disease. Neurochem Res 2007, 32:99? 105.

29. Walsh S, Finn DP, Dowd E: Time-course of nigrostriatal neurodegeneration
and neuroinflammation in the 6-hydroxydopamine-induced axonal and
terminal lesion models of Parkinson? s disease in the rat. Neuroscience 2011,
175:251? 261.

30. Chertoff M, Di Paolo N, Schoeneberg A, Depino A, Ferrari C, Wurst W,
Pfizenmaier K, Eisel U, Pitossi F: Neuroprotective and neurodegenerative
effects of the chronic expression of tumor necrosis factor alpha in the
nigrostriatal dopaminergic circuit of adult mice. Exp Neurol 2011,
227:237? 251.

31. Leal MC, Casabona JC, Puntel M, Pitossi FJ: Interleukin-1beta and tumor
necrosis factor-alpha: reliable targets for protective therapies in
Parkinson? s disease? Front Cell Neurosci 2013, 7:53.

32. Song C, Zhang Y, Dong Y: Acute and subacute IL-1beta administrations
differentially modulate neuroimmune and neurotrophic systems:
possible implications for neuroprotection and neurodegeneration.
J Neuroinflammation 2013, 10:59.

33. Doetsch F, Caille I, Lim DA, Garcia-Verdugo JM, Alvarez-Buylla A: Subventricular
zone astrocytes are neural stem cells in the adult mammalian brain.
Cell 1999, 97:703? 716.

34. Seri B, Garcia-Verdugo JM, Collado-Morente L, McEwen BS, Alvarez-Buylla A:
Cell types, lineage, and architecture of the germinal zone in the adult
dentate gyrus. J Comp Neurol 2004, 478:359 ? 378.

35. Buffo A, Rite I, Tripathi P, Lepier A, Colak D, Horn AP, Mori T, Gotz M: Origin
and progeny of reactive gliosis: a source of multipotent cells in the
injured brain. Proc Natl Acad Sci U S A 2008, 105:3581 ? 3586.

36. Nishiyama A: Polydendrocytes: NG2 cells with many roles in
development and repair of the CNS. Neuroscientist 2007, 13:62? 76.

37. Hill RA, Nishiyama A: NG2 cells (polydendrocytes): listeners to the neural
network with diverse properties. Glia 2014, 62:1195 ? 1210.

38. Belachew S, Chittajallu R, Aguirre AA, Yuan X, Kirby M, Anderson S, Gallo V:
Postnatal NG2 proteoglycan-expressing progenitor cells are intrinsically
multipotent and generate functional neurons. J Cell Biol 2003, 161:169? 186.

39. Labombarda F, Meffre D, Delespierre B, Krivokapic-Blondiaux S, Chastre A,
Thomas P, Pang Y, Lydon JP, Gonzalez SL, De Nicola AF, Schumacher M,
Guennoun R: Membrane progesterone receptors localization in the
mouse spinal cord. Neuroscience 2010, 166:94 ? 106.

40. Tripathi RB, Rivers LE, Young KM, Jamen F, Richardson WD: NG2 glia
generate new oligodendrocytes but few astrocytes in a murine
experimental autoimmune encephalomyelitis model of demyelinating
disease. J Neurosci 2010, 30:16383 ? 16390.

41. Leoni G, Rattray M, Butt AM: NG2 cells differentiate into astrocytes in
cerebellar slices. Mol Cell Neurosci 2009, 42:208? 218.

42. Zhu X, Bergles DE, Nishiyama A: NG2 cells generate both
oligodendrocytes and gray matter astrocytes. Development 2008,
135:145? 157.

43. Kitamura Y, Inden M, Minamino H, Abe M, Takata K, Taniguchi T: The
6-hydroxydopamine-induced nigrostriatal neurodegeneration produces
microglia-like NG2 glial cells in the rat substantia nigra. Glia 2010,
58:1686? 1700.

44. Martinez-Fong D, Bannon MJ, Trudeau LE, Gonzalez-Barrios JA, Arango-
Rodriguez ML, Hernandez-Chan NG, Reyes-Corona D, Armendariz-Borunda J,
Navarro-Quiroga I: NTS-Polyplex: a potential nanocarrier for neurotrophic
therapy of Parkinson? s disease. Nanomedicine 2012, 8:1052? 1069.

45. Martinez-Fong D, Navarro-Quiroga I: Synthesis of a non-viral vector for
gene transfer via the high-affinity neurotensin receptor. Brain Res Brain
Res Protoc 2000, 6:13? 24.

46. Alvarez-Maya I, Navarro-Quiroga I, Meraz-Rios MA, Aceves J, Martinez-Fong
D: In vivo gene transfer to dopamine neurons of rat substantia nigra via
the high-affinity neurotensin receptor. Mol Med 2001, 7:186 ? 192.

47. Arango-Rodriguez ML, Navarro-Quiroga I, Gonzalez-Barrios JA, Martinez-
Arguelles DB, Bannon MJ, Kouri J, Forgez P, Rostene W, Garcia-Villegas R,
Jimenez I, Martinez-Fong D: Biophysical characteristics of neurotensin
polyplex for in vitro and in vivo gene transfection. Biochim Biophys Acta
2006, 1760:1009 ? 1020.

48. Hernandez-Baltazar D, Martinez-Fong D, Trudeau LE: Optimizing NTS-polyplex
as a tool for gene transfer to cultured dopamine neurons. PLoS One 2012,
7:e51341.

49. Gonzalez-Barrios JA, Lindahl M, Bannon MJ, Anaya-Martinez V, Flores G,
Navarro-Quiroga I, Trudeau LE, Aceves J, Martinez-Arguelles DB, Garcia-
Villegas R, Jim?nez I, Segovia J, Martinz-Fong D: Neurotensin polyplex as
an efficient carrier for delivering the human GDNF gene into nigral
dopamine neurons of hemiparkinsonian rats. Mol Ther 2006, 14:857 ? 865.

50. Hernandez ME, Rembao JD, Hernandez-Baltazar D, Castillo-Rodriguez RA,
Tellez-Lopez VM, Flores-Martinez YM, Orozco-Barrios CE, Rubio HA,
Sanchez-Garcia A, Ayala-Davila J, Arango-Rodriguez ML, Pav?n L, Mejia-Castillo
T, Forgez P, Martinez-Fong D: Safety of the intravenous administration of
neurotensin-polyplex nanoparticles in BALB/c mice. Nanomedicine 2014,
10:745? 754.



Nadella et al. Journal of Neuroinflammation 2014, 11:209 Page 18 of 18
http://www.jneuroinflammation.com/content/11/1/209
51. Hernandez-Baltazar D, Mendoza-Garrido ME, Martinez-Fong D: Activation of
GSK-3beta and caspase-3 occurs in nigral dopamine neurons during
the development of apoptosis activated by a striatal injection of
6-hydroxydopamine. PLoS One 2013, 8:e70951.

52. Navarro-Quiroga I, Antonio Gonzalez-Barrios J, Barron-Moreno F, Gonzalez-Bernal
V, Martinez-Arguelles DB, Martinez-Fong D: Improved neurotensin-vector-
mediated gene transfer by the coupling of hemagglutinin HA2 fusogenic
peptide and Vp1 SV40 nuclear localization signal. Brain Res Mol Brain Res 2002,
105:86? 97.

53. Castillo-Rodr?guez RA, Arango-Rodr?guez ML, Escobedo L, Hernandez-Baltazar
D, Gompel A, Forgez P, Martinez-Fong D: Suicide HSVtk gene delivery by
neurotensin-polyplex nanoparticles via the bloodstream and GCV
treatment specifically inhibit the growth of human MDA-MB-231 triple
negative breast cancer tumors xenografted in athymic mice. PLoS ONE
2014, 13:e97151.

54. Zhang Y, Chen Q: Changes of matrilin forms during endochondral
ossification. Molecular basis of oligomeric assembly. J Biol Chem 2000,
275:32628 ? 32634.

55. Xiang QF, Zhang DM, Wang JN, Zhang HW, Zheng ZY, Yu DC, Li YJ, Xu J, Chen
YJ, Shang CZ: Cabozantinib reverses multidrug resistance of human
hepatoma HepG2/adr cells by modulating the function of P-glycoprotein.
Liver Int 2014. (In Press).

56. Livak KJ, Schmittgen TD: Analysis of relative gene expression data using
real-time quantitative PCR and the 2(−Delta Delta C(T)) Method.
Methods 2001, 25:402 ? 408.

57. Erickson MA, Banks WA: Cytokine and chemokine responses in serum and
brain after single and repeated injections of lipopolysaccharide:
multiplex quantification with path analysis. Brain Behav Immun 2011,
25:1637? 1648.

58. Blanco-Alvarez VM, Lopez-Moreno P, Soto-Rodriguez G, Martinez-Fong D,
Rubio H, Gonzalez-Barrios JA, Pina-Leyva C, Torres-Soto M, Gomez-Villalobos
Mde J, Hernandez-Baltazar D, Brambila E, Eguibar JR, Ugarte A, Cebada J,
Leon-Chavez BA: Subacute zinc administration and L-NAME caused an
increase of NO, zinc, lipoperoxidation, and caspase-3 during a cerebral
hypoxia-ischemia process in the rat. Oxid Med Cell Longev 2013,
2013:240560.

59. Zhu X, Hill RA, Nishiyama A: NG2 cells generate oligodendrocytes and
gray matter astrocytes in the spinal cord. Neuron Glia Biol 2008, 4:19 ? 26.

60. Franco Rodriguez NE, Duenas Jimenez JM, De la Torre VB, Lopez Ruiz JR,
Hernandez Hernandez L, Duenas Jimenez SH: Tamoxifen favoured the rat
sensorial cortex regeneration after a penetrating brain injury. Brain Res
Bull 2013, 98:64? 75.

61. Greenbaum D, Colangelo C, Williams K, Gerstein M: Comparing protein
abundance and mRNA expression levels on a genomic scale. Genome
Biol 2003, 4:117.

62. Maier T, Guell M, Serrano L: Correlation of mRNA and protein in complex
biological samples. FEBS Lett 2009, 583:3966? 3973.

63. Vogel C, Marcotte EM: Insights into the regulation of protein abundance from
proteomic and transcriptomic analyses. Nat Rev Genet 2012, 13:227? 232.

64. Vogel C, Silva GM, Marcotte EM: Protein expression regulation under
oxidative stress. Mol Cell Proteomics 2011, 10:M111 009217.

65. Fournier ML, Paulson A, Pavelka N, Mosley AL, Gaudenz K, Bradford WD, Glynn
E, Li H, Sardiu ME, Fleharty B, Seidel C, Florens L, Washburn MP: Delayed
correlation of mRNA and protein expression in rapamycin-treated cells and
a role for Ggc1 in cellular sensitivity to rapamycin. Mol Cell Proteomics 2010,
9:271? 284.

66. Sacchetti P, Brownschidle LA, Granneman JG, Bannon MJ: Characterization
of the 5′-flanking region of the human dopamine transporter gene.
Brain Res Mol Brain Res 1999, 74:167 ? 174.

67. Hiromura M, Suizu F, Narita M, Kinowaki K, Noguchi M: Identification of
nerve growth factor-responsive element of the TCL1 promoter as a
novel negative regulatory element. J Biol Chem 2006, 281:27753 ? 27764.

68. Iwawaki T, Kohno K, Kobayashi K: Identification of a potential nurr1
response element that activates the tyrosine hydroxylase gene promoter
in cultured cells. Biochem Biophys Res Commun 2000, 274:590 ? 595.

69. Kadkhodaei B, Ito T, Joodmardi E, Mattsson B, Rouillard C, Carta M,
Muramatsu S, Sumi-Ichinose C, Nomura T, Metzger D, Chambon P, Lindgvist
E, Larsson NG, Olson L, Bjorklund A, Ichinose H, Perlmann T: Nurr1 is
required for maintenance of maturing and adult midbrain dopamine
neurons. J Neurosci 2009, 29:15923 ? 15932.
70. Zetterstrom RH, Williams R, Perlmann T, Olson L: Cellular expression of the
immediate early transcription factors Nurr1 and NGFI-B suggests a gene
regulatory role in several brain regions including the nigrostriatal
dopamine system. Brain Res Mol Brain Res 1996, 41:111? 120.

71. Garcia-Yague AJ, Rada P, Rojo AI, Lastres-Becker I, Cuadrado A: Nuclear
import and export signals control the subcellular localization of Nurr1
protein in response to oxidative stress. J Biol Chem 2013, 288:5506? 5517.

72. Sawada H, Hishida R, Hirata Y, Ono K, Suzuki H, Muramatsu S, Nakano I,
Nagatsu T, Sawada M: Activated microglia affect the nigro-striatal
dopamine neurons differently in neonatal and aged mice treated with
1-methyl-4-phenyl-1,2,3,6-tetrahydropyridine. J Neurosci Res 2007,
85:1752? 1761.

73. Kuno R, Yoshida Y, Nitta A, Nabeshima T, Wang J, Sonobe Y, Kawanokuchi J,
Takeuchi H, Mizuno T, Suzumura A: The role of TNF-alpha and its receptors in
the production of NGF and GDNF by astrocytes. Brain Res 2006, 1116:12? 18.

74. Figiel I: Pro-inflammatory cytokine TNF-alpha as a neuroprotective agent
in the brain. Acta Neurobiol Exp (Wars) 2008, 68:526 ? 534.

75. Saha RN, Liu X, Pahan K: Up-regulation of BDNF in astrocytes by
TNF-alpha: a case for the neuroprotective role of cytokine.
J Neuroimmune Pharmacol 2006, 1:212 ? 222.

76. Jana M, Anderson JA, Saha RN, Liu X, Pahan K: Regulation of inducible
nitric oxide synthase in proinflammatory cytokine-stimulated human
primary astrocytes. Free Radic Biol Med 2005, 38:655 ? 664.

77. Poli V: The role of C/EBP isoforms in the control of inflammatory and
native immunity functions. J Biol Chem 1998, 273:29279 ? 29282.

78. Sticozzi C, Belmonte G, Meini A, Carbotti P, Grasso G, Palmi M: IL-1beta
induces GFAP expression in vitro and in vivo and protects neurons from
traumatic injury-associated apoptosis in rat brain striatum via NFkappaB/
Ca(2)(+)-calmodulin/ERK mitogen-activated protein kinase signaling
pathway. Neuroscience 2013, 252:367 ? 383.

79. Scheller J, Chalaris A, Schmidt-Arras D, Rose-John S: The pro- and
anti-inflammatory properties of the cytokine interleukin-6. Biochim
Biophys Acta 2011, 1813:878? 888.

80. Tilg H, Trehu E, Atkins MB, Dinarello CA, Mier JW: Interleukin-6 (IL-6) as an
anti-inflammatory cytokine: induction of circulating IL-1 receptor antagonist
and soluble tumor necrosis factor receptor p55. Blood 1994, 83:113? 118.

81. Xing Z, Gauldie J, Cox G, Baumann H, Jordana M, Lei XF, Achong MK: IL-6 is
an antiinflammatory cytokine required for controlling local or systemic
acute inflammatory responses. J Clin Invest 1998, 101:311 ? 320.

82. Yasukawa H, Ohishi M, Mori H, Murakami M, Chinen T, Aki D, Hanada T,
Takeda K, Akira S, Hoshijima M, Hirano T, Chien KR, Yoshimura A: IL-6
induces an anti-inflammatory response in the absence of SOCS3 in
macrophages. Nat Immunol 2003, 4:551? 556.

83. Islam O, Gong X, Rose-John S, Heese K: Interleukin-6 and neural stem cells:
more than gliogenesis. Mol Biol Cell 2009, 20:188? 199.

84. Marz P, Cheng JG, Gadient RA, Patterson PH, Stoyan T, Otten U, Rose-John
S: Sympathetic neurons can produce and respond to interleukin 6. Proc
Natl Acad Sci U S A 1998, 95:3251 ? 3256.

85. Marz P, Otten U, Rose-John S: Neural activities of IL-6-type cytokines often
depend on soluble cytokine receptors. Eur J Neurosci 1999, 11:2995 ? 3004.

86. Nguyen MD, Julien JP, Rivest S: Innate immunity: the missing link in
neuroprotection and neurodegeneration? Nat Rev Neurosci 2002, 3:216? 227.

doi:10.1186/s12974-014-0209-0
Cite this article as: Nadella et al.: Transient transfection of human CDNF
gene reduces the 6-hydroxydopamine-induced neuroinflammation in
the rat substantia nigra. Journal of Neuroinflammation 2014 11:209.


	Abstract
	Background
	Methods
	Results
	Conclusion

	Background
	Methods
	Plasmids
	Synthesis of the neurotensin carrier and polyplexes
	Intracranial injections
	qRT-PCR (quantitative Reverse TranscriptionPolymerase Chain Reaction)
	ELISA
	Immunofluorescence
	Nitrite assay
	Lipoperoxide assay
	Ethics statement
	Statistical analysis

	Results
	Pattern and levels of total CDNF expression in the SN
	Activation and conversion of NG2 cells into astrocytes that produce CDNF in the SNr
	hCDNF transfection reduces nitrosative stress in the SN
	hCDNF transfection reduces activated glial cells in the SNc
	Expression levels of total CDNF in the striatum
	Levels of Inflammatory cytokines in the nigrostriatal system

	Discussion
	Conclusions
	Additional files
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References

