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Abstract

Brain gene transfer using viral vectors will likely become a therapeutic option for several dis-
orders. Helper-dependent (HD) canine adenovirus type 2 vectors (CAV-2) are well suited
for this goal. These vectors are poorly immunogenic, efficiently transduce neurons, are ret-
rogradely transported to afferent structures in the brain and lead to long-term transgene
expression. CAV-2 vectors are being exploited to unravel behavior, cognition, neural net-
works, axonal transport and therapy for orphan diseases. With the goal of better under-
standing and characterizing HD-CAV-2 for brain therapy, we analyzed the transcriptomic
modulation induced by HD-CAV-2 in human differentiated neurospheres derived from mid-
brain progenitors. This 3D model system mimics several aspects of the dynamic nature of
human brain. We found that differentiated neurospheres are readily transduced by HD-
CAV-2 and that transduction generates two main transcriptional responses: a DNA damage
response and alteration of centromeric and microtubule probes. Future investigations on
the biochemistry of processes highlighted by probe modulations will help defining the impli-
cation of HD-CAV-2 and CAR receptor binding in enchaining these functional pathways.
We suggest here that the modulation of DNA damage genes is related to viral DNA, while
the alteration of centromeric and microtubule probes is possibly enchained by the interac-
tion of the HD-CAV-2 fibre with CAR.
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Introduction

Due to the structural and functional compartmentalization of the central nervous system
(CNS), some brain pathologies can be challenging to understand and treat. A powerful thera-
peutic approach is the use of virus-based gene transfer vectors that allow long-term gene
expression [1,2]. In this scenario, helper-dependent (HD) canine adenovirus type 2 (CAV-2)
vectors are promising tools. Wild type CAV-2 does not propagate in humans and therefore
clinical use of these vectors should not be markedly limited by pre-existing immunity. Impor-
tantly, CAV-2 vectors preferentially transduce neurons ex vivo in human organotypic brain
slices, and mouse, rat and dog neurons in vitro and in vivo. They also efficiently traffic via ret-
rograde axonal transport to afferent structures [3]. In addition, HD-CAV-2 vectors are poorly
immunogenic in the CNS [4,5], and can harbor a variety of expression cassettes [6-8].

While the intrinsic characteristics of HD-CAV-2 vectors make them applicable for the ther-
apy of some neurodegenerative disorders, a more complete understanding of the biological
events occurring during the interaction between HD-CAV-2 and neurons is a prerequisite for
their efficient use. A second aspect prompting to analyze the effect of CAV-2 on the host cell is
that it can help address key neurobiological questions. Studies on CAV-2 interaction with the
coxsackievirus and adenovirus receptor (CAR), the mediator of CAV-2 attachment and entry
into the neuron, have provided insight into CAR biology. CAR is a widely expressed cell adhe-
sion protein belonging to the Ig superfamily [9]. Although CAR can function as a cell adhesion
molecule in epithelial cells, its role is poorly defined in neurons. Studies with CAV-2 have
shown that, upon interaction with CAV-2 or with CAV-2 fibre knob (FK“*Y), CAV-2 and
CAR can be co-transported in axons or induce CAR degradation [3,10,11]. Together these
studies suggested for a role of CAR in neuron homeostasis, adhesion and axonal transport.
Independent experiments based on the use of human adenovirus type 5 (HAd5) established a
link between HAd5, CAR, microtubules and cell migration [12], and between CAR and neurite
extension [13]. Interestingly, a virus-independent interaction of CAR with microtubules was
seen by biochemical experiments showing a direct interaction [14].

One approach to define the toxicogenomic signature of vectors and to characterize the bio-
logical pathways perturbed by vectors is to perform a genome wide transcriptome analysis of
the transduced target cells. Global transcriptional analysis has been applied to the study of
HAdJ5, HIV-1 (LV) and AAV vectors [15-21]. We previously used genechips to dissect and
compare the response to HD-HAJ5 to that of E1-deleted HAd5 vectors in hepatic cells, finding
that E1-deleted and HD-HAJ5 induce a response of equal magnitude, but with different prop-
erties [19]. Di Pasquale et al. assayed AAV5-based vectors and reported the PDGF receptor
as a functional AAV2 receptor [15]. In a recent study, we compared the toxicogenomic signa-
ture of bidimensional (2D) cultures of human midbrain derived neuronal progenitor cells
(hmNPCs) transduced with HD-CAV-2, LV and HD-HAd vector [22,23]. Through these anal-
yses we concluded that the DNA damage and cell cycle regulation responses were affected by
HD-CAV-2 transduction in the 2D system, which was vector dependent and vector specific.
Doronin and co-workers used genechips to establish a link between coagulation factor X
(FX), a co-receptor of human Ad, and the activation of the innate response in vivo by group C
HAd [24].

Here we analyzed the response of 3D cultures of human neural cells to HD-CAV-2. The use
of neurospheres is of interest for the understanding of the molecular and cellular pathways
implicated in neurological disorders. Neurospheres are particularly suited for preclinical stud-
ies because they mimic several aspects of the human brain. Notably, our recent study described
a differentiation protocol applied to 3D cultures of hmNPCs that allow the production of tis-
sue-like structures containing functional dopaminergic neurons undergoing synaptogenesis
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and spontaneous Ca** transients, and recapitulating midbrain neuron patterning events
[25,26].

Herein we report the transcriptional signature induced by HD-CAV-2 in this bona fide
brain cell model. We demonstrated that HD-CAV-2 permits high transduction efficiency, and
provokes the modulation of probes functionally belonging to the DNA damage pathway and to
the centromeric and microtubule metabolism.

Materials and Methods
Vectors and cells

HD-HAd was produced as described previously [27]. LV was prepared by combined transfec-
tion of 293T cells with the following plasmids: pRRLSIN.cPPT.PGK-GFP.WPRE, pMDLg/
PRRE, pRSV-Rev and pMD2G (all from Addgene, http://www.addgene.org/). Cell superna-
tants were collected at 48 and 72h and successively purified as described [28]. HD-CAV-2 was
produced as previously described [4]. Titers of HD-HAd, LV, and HD-CAV-2 were deter-
mined by Q-PCR on vector genomes as previously described [22].

Human midbrain-derived neural progenitor cells (hmNPCs) derived from aborted fetal
brain tissue 12 to 14 weeks post-fertilization were provided by Dr. Johannes Schwarz (Techni-
cal University of Munich, Germany) in the context of the EU FP7 BrainCAV (n. 222992) grant
agreement. Tissue was obtained with written mother’s consent and in accordance with the Eth-
ics Committee of the University of Leipzig and the German state and federal laws. Two inde-
pendent hmNCPs batches (BNA and 3821, as per indications of Johannes Schwarz) were
cultured and differentiated. Unless specifically indicated BNA cells were used. Expansion of
hmNPCs was performed on poly-L-ornithine-fibronectin (PLOF)-coated surfaces and serum-
free medium, as described previously [29-31]. 2D cultures of differentiated hmNPCs were pre-
pared as described previously [22]. To produce neurospheres, hmNPCs were cultured in
dynamic culture systems as previously described [31]. 2D cultures were transduced with differ-
ent viral vectors at an MOI of 1000 vg/cell as previously described [22]. 3D cultures of hmNPCs
were similarly transduced at an MOI of 1000 vg/cell, for 2 h [22]. CAV-2 fibre knob (FK“Y)
(residues 358-542) was prepared as described [32] and added to cells at a concentration of
2.5 ug/1.5 x 10° cells for 2 h. Next, cells were washed and total RNAs collected at 5 days.

Microscopy

GFP was analyzed on cells fixed with 4% paraformaldehyde and 2% sucrose. Cells were mounted
in DAPI-Vectashield (Vector laboratories) to stain DNA. Slides were analyzed with a Zeiss Axio-
plan epifluorescence microscope and with a Leica TCSSP2 confocal microscope equipped with a
CCD camera (CoolSnap HQ; Photometrics).

RNA extraction

At the indicated time postincubation cells were collected and RNA was isolated by using the
RNeasy Mini Kit (Qiagen, Valencia, CA, USA) following manufacturer’s recommendations.
Total RNA was treated with DNA-se (Qiagen) and reverse transcribed using the Super Script
III First Strand synthesis system (Invitrogen) for RT-PCR and Q-PCR assays.

Genechip and data analysis from neurospheres

Total RNA extracted from transduced cells was tested on disposable RNA chips (Agilent RNA
6000 Nano LabChip kit) to determine the concentration and purity/integrity of RNA samples
using Agilent 2100 bioanalyser. cDNA synthesis, biotin-labeled target synthesis, hybridization to
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HG-U133 plus 2.0 GeneChip (Affymetrix) arrays, staining and scanning were performed accord-
ing to the standard protocol supplied by Affymetrix. For each probe set on each array, a detection
call of Present, Absent or Marginal was made. Detection calls were made using the affy R/Bio-
conductor package [33]. Background corrected raw data were Log2-transformed and quantile-
normalized following the Robust Multichip Average (RMA) procedure using R (Bioconductor)
[34]. Differentially expressed genes were obtained with limma package [35], performing pairwise
comparison between the mock and vector transduced hmNPCs and picking up probe sets show-
ing a present call and a fold change > + 1.5. A moderated t-test was performed between trans-
duced and untreated groups selecting probe sets with a p-value < 0.05. The data set containing
the Affymetrix probe identifiers, selected as differentially expressed in transduced hmNPCs, and
the corresponding fold changes, were uploaded into g:Profiler (updated version 23/7/2013).
gGOSt Gene Group Functional Profiling was set with the following parameters: i) significant
only, ii) hierarchical sorting, and iii) as specified in the results section either no filtering or hierar-
chical filtering best per parent group (strong). Heat maps of differentially expressed genes and
belonging to selected enriched functions were constructed by using Excel 2007 (Microsoft Office
package). Genes were categorized based on the annotations on g:Profiler [36]. The entire micro-
array data set was submitted to the Gene Expression Omnibus repository with the accession
number GSE62687 (http://www.ncbi.nlm.nih.gov/geo/query/acc.cgitacc=GSE62687).

Comparative analyses were performed on data reported here and data submitted to the
Gene Expression Omnibus repository with the accession number GSE47130 applying the same
statistical approach described above.

PCR and Q-PCR

cDNAs from mock and treated hmNPCs were used for validation of selected genes. RT-PCR
GFP expression was evaluated by using Platinum Blue PCR SuperMix (Life Technologies) using
the following primers pairs For 5/ ~GCCGACCATTATCAACAGAACA-3" and Rev 5’ - TGGT
TGTCTGGGAGGAGCAC-23' ; for sample quantification the following beta-actin primers were
used: For 5 ~-CGGCATCGTCACCAACTG-3" and Rev 5’ ~ggcacacgcagctcattg-3'.

Q-PCR GFP and single gene expression was measured by TagMan (Universal PCR Master
Mix, Applied Biosystems), using the following TagMan Gene Expression Assays (Applied Bio-
systems): GFP, For 5 - CAACAGCCACAACGTCTATATCATG -3’ and Rev 5’ - ATGTTGTG
GCGGATCTTGAAG-3' , EN1 batch ID Hs00154977_m1, EN2 batch ID Hs00171321_m]1,
CENPM batch ID Hs00894703_g1, PLK4 batch ID Hs00179514_m]1, KIF14 batch ID
Hs00208408_m1, BIRC5, batch ID Hs04194392_s1, FANCD?2, batch ID Hs00945455_g1,
MAD2L1, batch ID Hs01554513_g1, TUJ-1 batch ID Hs00909233_m1, and TH batch ID
Hs00165941_m1, TLR3 batch ID Hs01551078_m1, CD44 batchID Hs01075861_m1, TLR4
batch ID Hs00152939_m1. Sample normalization was carried out on the basis of GAPDH
expression (Applied Biosystems, TagMan Gene Expression Assay, batch IDs Hs99999905_m1).
GAPDH was unchanged in transduced as compared to mock samples. Reactions were per-
formed using the Applied Biosystems PRISM 7300 Real Time PCR System. To obtain relative
quantification with respect to the undifferentiated mock cells, quantification cycle values (Cq,
[37]) were exported directly into an EXCEL worksheet for analysis, and the data were calculated
with the 27**“I method [38].

Statistical analyses

As indicated in the figure legends, data are reported as means + standard deviation (SD) of
triplicates or more data obtained from at least two independent experiments. Data were ana-
lyzed using two-tailed Student’s t-test.
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Results
Transduction of neurospheres with viral vectors

As a first step for the analysis of the effect of HD-CAV-2 on human differentiated neuro-
spheres, we monitored the expression of dopaminergic markers (Fig 1A). Compared to undif-
ferentiated samples, differentiated neurospheres displayed significant and robust levels of the
midbrain markers EN1 and EN2 and (30- and 10-fold increase, respectively) of the dopaminer-
gic markers TH2 and TUJ-1 (30- and 40-fold increase, respectively). These data are in line with
previous results applying the same differentiation and culture protocol [25,26,31].

Neurospheres were incubated with HD-CAV-2, LV and HD-HAd vectors. All vectors con-
tained a GFP expression cassette and were used at the MOI of 1000 vg/cell. Five-days postincu-
bation, HD-CAV-2-treated neurospheres displayed robust GFP expression as assessed by wide
field and confocal fluorescence microscopy (Fig 1B). By contrast, HD-HAd and LV-treated
neurospheres did not display notable GFP signals. Gene expression data was consistent with
the fluorescence data on the efficacy of HD-CAV-2 transduction, and showed that, compared
to LV and HD-HAd, HD-CAV-2 more efficiently transduced human neurospheres (Fig 1C
and 1D). Indeed, the 3D neural cell model accentuated the difference in transduction efficiency
of LV and of HD-HAG, but not for that of HD-CAV-2. The levels of HD-HAd and LV-medi-
ated GFP expression were reduced by ~90% in differentiated neurospheres, as compared to 2D
cultures of hmNPCs transduced using similar conditions. By contrast, the transduction efficacy
was comparable for HD-CAV-2 (Fig 1E).

Taken together, these data indicate that HD-CAV-2 efficiently transduced human differen-
tiated neurospheres, and showed that the 3D model was well suited for studying the molecular
impact of gene transfer vector on human neural cells.

Transcriptome analysis of HD-CAV-2 transduced neurospheres

To characterize the toxicogenomic signature and the biological properties of HD-CAV-2-neu-
ral cells interaction, human differentiated neurospheres, derived from the BNA hmNPC batch,
were incubated with the vector at an MOI of 1000 vg/cell. RNA was extracted at 2 h and 5 days
postincubation to analyze both early and mid-late events following vector effects. RNA was
tested on HG-U133 plus 2.0 Affymetrix genechips, which included greater than 47,000 tran-
scripts. Mas5.0 and RMA were used for raw data elaboration, R Bioconductor limma package
was then applied for statistical evaluation of modified genes. Three independently transduced
and mock samples, at the two time points, were tested. A p-value <0.05 and a fold change >
+1.5 were used as threshold values (Fig 2A). These parameters were chosen to identify statisti-
cally significant variations (p-value <0.05), and include small effects (fold change > +1.5), that
could be relevant to define the “full” picture of the potential molecular toxicity of HD-CAV-2
on human cells. The global impact of the vector was limited, indicating modest potential toxic-
ity at this MOI. But a significant response was detected at 5 days postincubation (Fig 2B).
Seventeen probes were modulated by HD-CAV-2 at 2 h postincubation (Fig 2C), 12 were
downregulated and 5 upregulated. At 5 days, the modulation included a total of 72 probes, of
which only 3 were downregulated and the rest induced (Fig 2C). At both time points, the extent
of single probe modulation ranged from a fold-change of -2.3 to 3.1.

To interpret the biological significance of global gene modulation, the full list of probes
modulated by HD-CAV-2 was uploaded into the bioinformatic online software g:Profiler. By g:
GOSt filtering we identified groups including biological processes, cellular components and
molecular functions (Fig 3 and S1 Table). Among the biological processes in silico analysis
identified cell cycle, mitosis, DNA damage, microtubule and centromere-related processes. The
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Fig 1. HD-CAV-2 efficiently transduces human neurospheres. Cultures of differentiated hmNPCs were transduced at an MOI of 1000 vg/cell with
HD-HAd, LV, and HD-CAV-2, or mock treated and analyzed 5 days posttransduction. A) Single gene expression of dopaminergic markers quantified by
Q-PCR in 3D undifferentiated and differentiated neurospheres. The horizontal line on the graphs corresponds to the average value measured in
undifferentiated samples. Results are the average of two experiments performed in duplicate. p-values were calculated by Student t-test, * p<0.05; **
p<0.01; ***p<0.001. B) Representative images of transduced neurospheres. Cells were mounted in DAPI-Vectashield and analyzed with an
epifluorescence microscope or confocal microscope as indicated. Scale bars, 200 um. C) Semi-quantitative RT PCR on RNA extracted from transduced
neurospheres. D) Q-PCR quantification of GFP expression performed on transduced neurospheres. Data are expressed as % of HD-CAV-2-samples GFP
expression levels. E) Efficiency of transduction on 3D cultures quantified by Q-PCR as compared to 2D cells. Data are expressed as % of values obtained
with the same vector on 2D cultures. D) and E) Results are the average of two experiments performed in duplicate. p-values were calculated by Student t-
test, ** p<0.01.

doi:10.1371/journal.pone.0133607.g001

centromere and microtubule aspects were revealed also by the cellular component category, and
by the molecular function grouping. To highlight single genes involved in these processes, g:
GOSt was performed with greater stringency (i.e. g:GOST hierarchical filtering parameter: best
per parent group, strong). Single genes and relative groups identified through this analysis are
reported on Fig 4. The cell cycle and DNA damage-related processes modulated by HD-CAV-2
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Fig 2. High throughput Genechip analysis of HD-CAV-2 neurospheres. A) Schematic representation of chip analysis workflow. B) Volcano plots: the
gene expression difference between transduced samples and mock samples (fold change) is plotted on the x axis in log2 scale, and p-values are plotted on
the y axis (—log10 scale). Upregulated and downregulated probes are indicated in red and green, respectively. All control probes were excluded from this
analysis. Values represent the average of the three independent replica experiments. C) Probes modulated by HD-CAV-2 at 2h and 5 days posttransduction.
The relative fold change values are indicated; in red, upregulated probes, in green, downregulated, and in grey, probes with unmodified expression with

respect to mock.

doi:10.1371/journal.pone.0133607.9002

in neurospheres are defined by the transcriptional induction of genes including BIRC5, BRCA2
and FANCD2. On the other hand, the positive modulation of the centromeric genes CENPE,
CENPH, CENPK, CENPM, CENPN, CENPW suggests that HD-CAV-2 induces the modula-
tion of the centromeric-related processes. Interestingly, several microtubule-associated molecu-
lar motors were part of the transcriptomic picture of HD-CAV-2-neurospheres. Specifically,
transduction with HD-CAV-2 induced at day 5 the modulation of the kinesins KIF14, KIF15,
KIF18A and KIF23.

Comparative analyses of the response to HD-CAV-2 of 2D and 3D
cultures

Transcriptome data related to the effect of LV and of HD-CAV-2 in 2D cultures of human neu-
rons [22] (raw data are available at the GEO site http://www.ncbi.nlm.nih.gov/geo/query/acc.
cgi?acc=GSE47130) was used to compare the 2D and neurosphere responses to HD-CAV-2.
We found that 46 probes were modulated both in the 2D and 3D conditions (Fig 5). These
results obtained in different cell batches (BNA and 3821 for 2D and BNA for 3D samples) and
two different culture conditions (2D and 3D) strengthened the reliability of the analyses
reported on Fig 2, and allowed us to identify the transcriptome alterations specifically related
to human neural cells transduced by HD-CAV-2. The g:GOSt analysis of the 46 probes com-
monly modulated by HD-CAV-2 in the 2D and 3D neurospheres, highlighted cell cycle, DNA
metabolism, the centromeric pathway, and the microtubule related processes as being the strin-
gent transcriptional signature of HD-CAV-2 transduction. The comparison of HD-CAV-2
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Molecular function

Cellular component

Fig 3. Biological processes, cellular components and molecular functions modulated by HD-CAV-2 in

human neurospheres. The bioinformatic online software g:Profiler gGOSt set as significant only,
hierarchical sorting and no hierarchical filtering was used to classify the genes transcriptionally modulated

upon transduction of human neurospheres at both 2 h and 5 days time points. Among the biological
processes the g:Profiler analysis identified cell cycle, mitosis, DNA damage, microtubule and centromere-
related processes. The centromeric and microtubule aspects were revealed also by the cellular component
category, as much as by the molecular function grouping. The full list of probes modulated in the groups is
detailed on S1 Table.

induced genes to the data obtained in the 2D system with LV reinforced the concept that the
response of neural cells to HD-CAV-2 was vector specific. Indeed, out of the 46 probes modi-
fied by HD-CAV-2 in differentiated hmNPCs, 20 were modulated by LV with opposite sign
and the rest were unchanged. We then compared the responses to HD-CAV-2 in 2D and 3D
cultures to identify probes uniquely modulated in 3D cells as compared to 2D. This analysis
showed that 30 probes were specific to the neurosphere response to HD-CAV-2 (Fig 6A); g:

doi:10.1371/journal.pone.0133607.g003

PLOS ONE | DOI:10.1371/journal.pone.0133607 July 24,2015



@‘PLOS | ONE

CAV-2 Transcriptional Signature in Neurospheres

A

Probe set
210334_x_at
214727_at
228281_at
220060_s_at
206500_s_at
220011_at
229886_at
232398_at
205167_s_at
224753_at
231772_x_at
218741_at
228559_at
226936_at
210416_s_at
232278 _s_at
219787_s_at
234944_s_at
242560_at
202580_x_at
228286_at
204318_s_at
229538_s_at
1553810_a_at
206364_at
219306_at
221258_s_at
1558750_a_at
1554768_a_at
223700_at
213599_at
219148_at
204887_s_at
226355_at
219510_at
228273_at
205024_s_at

228176_at
231938 _at

203145_at
235572_at
204033_at
215532_x_at

HD-CAV-2 LV
Gene Symbol 2D 3D 2D
BIRCS
BRCA2
C11orf82
C120rf48
C140rf106
C1orf135
Cborf34
CCDC150
CDC25C
CDCAS5
CENPH
CENPM
CENPN
CENPW
CHEK2
DEPDC1
ECT2
FAM54A
FANCD2
FOXM1
GEN1
GTSE1
IQGAP3
KIAA1524
KIF14
KIF15
KIF18A
LOC100288693
MAD2L1
MND1 1.0
OIP5
PBK
PLK4
POC1A
POLQ
PRR11
RAD51
RDM1
RFC3
S1PR3
SGOL1
SHCBP1
SPAGS
SPC24
TRIP13
ZNF492

p-value ID

Group

Biological process

Genes

1.66E-27 GO:0007049
3.76E-04 GO:0010332
2.74E-02 GO:0071277

cell cycle
response to gamma radiation
cellular response to calcium ion

Cellular component

BIRC5,BRCA2,C110RF82,CDC20,CDC25C,CDC6,CDCA5,C
BRCA2,C110RF82,CHEK2,FANCD2
ECT2,JUN,JUNB

4.91E-13 GO:0000775
4.78E-02 GO:0030496

chromosome, centromeric region

midbody

Molecular function

BIRC5,CDCA5,CENPE,CENPH,CENPK,CENPM,CENPN,CE
BIRC5,CEP55,ECT2,KIF23

2.48E-04 GO:0015631
8.12E-04 GO:0003777
1.54E-03 GO:0019899
2.35E-03 G0:0043515

tubulin binding
microtubule motor activity
enzyme binding
kinetochore binding

BIRC5,BRCA2,CENPE KIF14,KIF15,KIF18A KIF23

CENPE KIF14,KIF15,KIF18A KIF23
ACSL6,BIRC5,BRCA2,CDC20,CDC25C,CDC6,CHEK2,ECT2,
CENPE,CENPH

B

p-value D

Fig 4. Single genes and relative groups identified through stringent g:Profiler analysis. g:Profiler
gGOSt was set with the following parameters: i) significant only, ii) hierarchical sorting, and iii) hierarchical
filtering best per parent group (strong) to identify most robustly gene groups regulated by HD-CAV-2
transduction. These include the cell cycle and DNA damage related processes, and the centromeric-related
metabolism. Interestingly, several microtubule-associated molecular motors were part of the transcriptomic
picture of HD-CAV-2-neurospheres. Specifically, infection with HD-CAV-2 transduction induced the
modulation of multiple kinesins. In red, upregulated probes, in green, downregulated, and in grey, probes with
unmodified expression with respect to mock.

doi:10.1371/journal.pone.0133607.g004
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Fig 5. Comparative analysis of the response of 2D and 3D cultured hmNPCs to HD-CAV-2. In silico comparison of transcriptome data obtained from 2D
hmNPCs transduced at an MOI of 1000 with HD-CAV-2 or with LV, with data obtained from HD-CAV-2 neurospheres. A) Comparative analysis revealed that
46 probes were found modulated in both 2D and 3D hmNPCs transduced with HD-CAV-2 and with the same sign, while a completely non-overlapping
pattern is observed in LV-cells. B) g:Profiler gGOSt set as significant only, hierarchical sorting, and hierarchical filtering best per parent group (strong), was
used to classify the genes commonly modulated in 2D and 3D culture conditions by HD-CAV-2. The analysis underlines the significant modulation of DNA
damage response-, centromeric and microtubule metabolism-related probes. In red, upregulated probes, in green, downregulated, and in grey, probes with
unmodified expression with respect to mock.

doi:10.1371/journal.pone.0133607.g005
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GOSt analysis on this probe list confirmed that the cell cycle, mitotic/centromeric related gene
groups are part of the 3D related signature of HD-CAV-2 transduction (Fig 6B and S2 Table).
We then asked whether genes that were uniquely regulated in 2D (S3 Table) could have been
missed in the chip analysis of the neurospheres. We then selected three genes, TLR3, TLR4 and
CD44, among those that were found modulated only in 2D samples belonging to innate
immune response gene group that was not found modulated in the neurosphere samples and
analyzed them by Q-PCR in both 2D and 3D samples incubated with HD-CAV-2. Q-PCR data
confirmed that their expression was upregulated in 2D hmNPCs and unchanged in neuro-
spheres (Fig 6C). These results taken together suggest both common and culturing condition-
specific aspects of the response of differentiated hmNCPs to HD-CAV-2.

FK®AY and HD-CAV-2 exert specific effects on human neurons

In our previous study detailing the effect of viral vectors on 2D differentiated hmNPCs we
hypothesized that the modulation of the DNA damage response was linked to vector genomes,
and that in the absence of virus-activated counteracting functions, can activate a DNA damage
pathway [22]. This response is particularly characteristic for a linear, double-stranded DNA
genome of adenoviruses where the ends are rapidly recognized as damaged DNA. Here we

add to this interpretation, the hypothesis that the HD-CAV-2 induced modulation of microtu-
bule-related genes observed in human neural cells could be linked to the engagement of CAR,
through FK“*" binding. To test this hypothesis we selected 6 genes among those positively and
selectively modulated by HD-CAV-2, 3 related to DNA metabolism (BIRC5, FANCD2,
MAD2L1), and three to the centromere and microtubule metabolism (CENPM, KIF14, PLK4).
We firstly validated their modulation in two independent hmNPCs batches by Q-PCR (Fig
7A). We then probed their modulation in response not only to HD-CAV-2 and LV but also to
FK“*Y, which, when incubated with neurons, co-localizes and is internalized with CAR
[11,32]. In line with our hypothesis (Fig 7B), the DNA metabolism-related genes were posi-
tively regulated by HD-CAV-2 but not by FK“*V, and centromere and microtubule related
genes were upregulated in response to both HD-CAV-2 and FK“*V (Fig 7C). LV showed a
fully different biological effect, reinforcing the hypothesis that the modulation of these path-
ways is vector specific.

Discussion

Viral vectors including AAVs, LVs and Ads have been suggested for brain gene therapy
because they can transduce human neurons with varying efficacy [1,2]. HD-CAV-2 vectors
have properties that make them particularly suited for gene transfer to the neurons, including
the paucity of pre-existing humoral immunity in humans, efficient transduction, and long-
range axonal trafficking [3,39]. These characteristics have been related to the HD-CAV-2
attachment molecule, CAR. Detailed investigations have demonstrated a direct link between
FK“*V binding and CAR trafficking in the neuron [10,11]. These observations prompted
us to analyze the transcriptional response induced by HD-CAV-2 and human neural cells.
Studies addressing vector transduction have been mainly performed in vivo in nonhuman
models or in human 2D cultures. In a 2D model of dopaminergic differentiated hmNPCs we
assessed the impact of HD-CAV-2 on the human neural cells [22]. Here, we tested HD-CAV-2
vectors in a 3D model that better mimics the architecture of cell-cell and cell-extracellular
matrix interactions in the human brain. In 3D cultures of differentiated hmNPCs, the cells con-
nect in a complex tissue-like structure, eliciting spontaneous Ca** transients, voltage- and glu-
tamate-dependent currents, synaptic vesicle trafficking and release of dopamine in response to
stimuli [26]. During the differentiation process neurospheres ultrastructure is subject to intense
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Fig 6. Probes regulated uniquely in 2D or 3D cultured hmNPCs by HD-CAV-2. A) and B) In silico comparison of transcriptome data obtained from 2D
hmNPCs transduced at an MOI of 1000 with HD-CAV-2 with data obtained from HD-CAV-2 neurospheres. A) Comparative analysis revealed that 30 probes
were found modulated in 3D hmNPCs transduced with HD-CAV-2 and not in 2D cultures. B) g:Profiler gGOSt was used to classify the probes uniquely
modulated in 3D culture conditions by HD-CAV-2. The full list of probes modulated in the groups is detailed on S2 Table. C) Single gene expression was
quantified by Q-PCR in differentiated 2D and 3D neural cells transduced with HD-CAV-2 and mock treated, at 5 days postincubation. Results are the average

PLOS ONE | DOI:10.1371/journal.pone.0133607 July 24,2015 11/17



el e
@ ) PLOS ‘ ONE CAV-2 Transcriptional Signature in Neurospheres

of two experiments performed in duplicate. The difference between mock and HD-CAV-2 treated 2D cells was significant with p<0.05 for all the analyzed
genes and the difference between mock and HD-CAV-2 treated neurospheres was not statistically significant. p-values were calculated by Student t-test.

doi:10.1371/journal.pone.0133607.g006

remodeling through complex arborization of the cellular network and undergoing synaptogen-
esis and generation of dendritic spines. The analysis of the impact of HD-CAV-2 in this system
is particularly pertinent due to these intrinsic properties of the neurospheres.

The first observation that distinguished differentiated neurospheres from 2D cultures was
that the 3D cultures accentuated the difference in transduction efficacy. These results reflect
the efficient and preferential transduction of neurons by CAV-2 vectors in the brain paren-
chyma in vivo [3]. Incubation of human neurospheres with CAV-2 vectors allows transgene
expression in the inner part of the differentiated neurosphere [31]. It is probable that the entry
pathway of CAV-2, which exploits CAR functions, contributes to efficient trafficking in the
neurosphere and consequent high transduction levels. Conversely, HD-HAd and LV exploit
different and complementary entry pathways. HD-HAd binds CAR, but it can also bind other
cell surface molecules that likely lead to unproductive transduction pathways. LV vector is
VSV-G pseudotyped, and a recent study described the LDL receptor as the major entry port of
VSV-G-pseudotyped vectors in mammalian cells [40].

We chose two time points, 2 h and 5 days postincubation, to identify early and mid-late
events following vector addition to neuroshperes. We observed that at 2 h the response was
quantitatively limited. Conversely, at 5 days the modulation of the neurosphere transcriptome
included a larger number of significantly modulated probes. Notably, the 5 days time point is
expected to reflect the events accumulating in the cells starting from vector addition, because
neurons cell division is mostly arrested in these differentiated 3D cultures. Stringent statistics
on the modulated genes highlighted three main traits in the transcriptome response of the neu-
rospheres to HD-CAV-2: the regulation of cell cycle and DNA metabolism, centromeric and
microtubule related probes.

Comparing data obtained in 3D samples to those previously described for 2D cultured
hmNPCs [22] indicated that DNA metabolism-related gene modulation is a net marker of
HD-CAV-2 mediated transduction, in both 2D cultures of hmNPCs and neurospheres. The
microtubule and centromeric probes were also modulated both in 2D and 3D conditions,
although in neurospheres the modulation of these gene groups was more clear-cut. One aspect
that distinguished the 2D and 3D samples was that of the innate response, present in 2D sam-
ples and not in neurospheres [22], possibly as a consequence of the specific neuronal differenti-
ation properties of the neurosphere cells as compared to 2D cultured hmNPCs [31].

The connection between the adenoviral DNA and the activation of the DNA damage path-
way was anticipated because adenoviruses encode specific functions to counteract the activa-
tion of the DNA damage pathway. The viral E4orf3 protein can block the activity of the
Mrel1-Rad50-NBS1 DNA repair complex. The alteration of the DNA damage response path-
way is important for the virus life cycle because it blocks detrimental aspects of checkpoint sig-
naling during virus infection and inhibits concatemerization of viral DNA molecules [41,42].
Here we detected the modulation of DNA metabolism genes, including BIRC5, BRCAL,
FANCD2 and RAD51. We showed that three genes selected among those implicated in DNA
metabolism, BIRC5, FANCD2 and MAD2L1 were upregulated by HD-CAV-2, while their
expression was not altered when only FK“*" was added to the cells. These results taken
together support the hypothesis that HD-CAV-2 infection induces a DNA damage response,
an aspect that should be taken into account, especially when administrating the vectors in
humans, at high doses, in sensitive organs.
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Fig 7. HD-CAV-2 and fibre knob modulate genes related to microtubule metabolism. A) Single gene
expression validation by Q-PCR in differentiated neural cells derived from two independent hmNPC batches
(#1, BNA and #2, 3821) transduced with HD-CAV-2, LV, mock treated, at 5 days posttransduction. Results
are the average of two experiments performed in duplicate. For each gene for the difference between mock
and HD-CAV-2 treated cells and between mock and LV treated cells p-values were calculated by Student t-
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test, * p<0.05, ** p<0.01, *** p<0.001. B) Schematic representation of the experimental hypothesis
suggesting that HD-CAV-2 and fibre are able to modulate microtubule related genes, possibly through an
interaction with the CAR receptor. C) Single gene expression was quantified by Q-PCR in differentiated
neural cells transduced with HD-CAV-2, LV, mock treated, or incubated with purified fibre knob (FKAY) at 5
days posttreatment. The horizontal line on the graphs corresponds to the average value measured in mock
samples. Results are the average of two experiments performed in duplicate. p-values were calculated by
Student t-test, * p<0.05; ** p<0.01.

doi:10.1371/journal.pone.0133607.g007

The modulation of microtubule and centromeric probes is an interesting characteristic of the
transcriptome response to HD-CAV-2. The regulation of single probes belonging to these func-
tional groups was represented in the 2D model system, but in the neurosphere model it is a
quantitatively dominant trait of the response. The centromere is a specialized chromatin
domain acting as a substrate for the assembly of the kinetochore during mitosis, which mediates
chromosome segregation during cell division. CENPA, is the centromere specific histone H3
variant. CENPH, N and M have been co-isolated with CENPA and are found in the CENPA
nucleosome [43]. CENPK is a CENPA nucleosome distal component. The kinetochore interacts
with microtubules of the mitotic spindle and is linked to microtubule dynamics [44]. CENPs
modulation by HD-CAV-2 was, in our system, detected in parallel with that of microtubules-
related probes. Indeed, we found that numerous kinesins, the microtubule motors, were tran-
scriptionally activated by HD-CAV-2. We also observed the modulation of PLK4, a Polo-like
kinase family member, important in mediating microtubule nucleation [45].

These results suggest that the microtubule network could be dynamically altered by HD-
CAV-2.

A possible explanation for the modulation of CENPs could be linked to the presence of viral
DNA. Zeitlin and co-workers showed that double-strand DNA breaks recruit CENPA, along
with CENPN, CENPT and CENPU [46]. Another explanation could be the link between
HD-CAV-2, CAR and microtubule dynamics. To address this question, we tested the modula-
tion of CENPM, PLK4 and KIF14, in response to HD-CAV-2 and to FK“*V. We found that
both agents modulated these probes. These results, although restricted to a limited number of
genes, suggested that CAR engagement and possibly release of homodimeric CAR interactions
[11] could be responsible for the complex alteration of microtubule and related kinetochore
probes.

Together the data presented in this work suggest that HD-CAV-2 impacts human neural
cells transcriptome via the vector genome DNA and possibly via the FK interaction with CAR.
Future investigations on the biochemistry of biological processes highlighted by probe modula-
tions will help to unravel whether they are operative in HD-CAV-2 transduced cells and/or
whether particular signaling cascades are functionally engaged upon CAR binding, and could
be taken into consideration when designing gene therapy experiments based on viral vectors.
Finally, these results underline the importance of using updated brain related model systems to
make specific properties of viral vectors to emerge.

Supporting Information

S1 Table. Gene groups identified through g:Profiler analysis. The bioinformatic online soft-
ware g:Profiler gGOSt set as significant only, hierarchical sorting, and no hierarchical filtering

was used to classify the genes transcriptionally modulated upon transduction of human neuro-
spheres at both 2h and 5 days time points. T indicates the number of genes associated in func-

tional terms, Q is the number of genes in input list.

(XLSX)
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S2 Table. Functional classification of probes modulated uniquely in 3D hmNPCs by
HD-CAV-2. g:Profiler gGOSt was used to classify the probes uniquely modulated in 3D culture
conditions by HD-CAV-2. T indicates the number of genes associated to functional term, Q is
the number of genes in input list.

(XLSX)

$3 Table. List of probes modulated uniquely in 2D hmNPCs by HD-CAV-2. In silico com-
parison of transcriptome data obtained from 2D hmNPCs transduced at an MOI of 1000 with
HD-CAV-2 with data obtained from HD-CAV-2 neurospheres.

(XLSX)

Acknowledgments

This work was supported by EU FP7 grants BrainCAV (n. 222992) and BrainVectors (n.
286071) and by PTD/EBBBIO/119243/2010, funded by Fundacao para a Ciencia eTecnologia
(FCT), Portugal. DS was the recipient of a PhD fellowship from FCT, Portugal (SFRH/BD/
78308/2011).

Author Contributions

Conceived and designed the experiments: SP RB VL CB PA SS RN ET EJK IS. Performed the
experiments: SP RB CB MLT DS CM. Analyzed the data: SP VL EJK IS. Contributed reagents/
materials/analysis tools: ET. Wrote the paper: IS EJK.

References

1. Costantini LC, Bakowska JC, Breakefield XO, Isacson O (2000) Gene therapy in the CNS. Gene Ther
7:93-109. PMID: 10673714

2.  McMenamin MM, Wood MJ (2010) Progress and prospects: Immunobiology of gene therapy for neuro-
degenerative disease: prospects and risks. Gene Ther 17: 448—458. doi: 10.1038/gt.2010.2 PMID:
20147982

3. BruT, Salinas S, Kremer EJ (2010) An update on canine adenovirus type 2 and its vectors. Viruses 2:
2134-2153. doi: 10.3390/v2092134 PMID: 21994722

4. Soudais C, Skander N, Kremer EJ (2004) Long-term in vivo transduction of neurons throughout the rat
CNS using novel helper-dependent CAV-2 vectors. Faseb J 18: 391-393. PMID: 14688208

5. Lowenstein PR, Castro MG (2003) Inflammation and adaptive immune responses to adenoviral vectors
injected into the brain: peculiarities, mechanisms, and consequences. Gene Ther 10: 946-954. PMID:
12756415

6. Ibanes S, Kremer EJ (2013) Canine adenovirus type 2 vector generation via |-Sce1-mediated intracel-
lular genome release. PLoS One 8:e€71032. doi: 10.1371/journal.pone.0071032 PMID: 23936483

7. Fernandes P, Peixoto C, Santiago VM, Kremer EJ, Coroadinha AS, et al. (2013) Bioprocess develop-
ment for canine adenovirus type 2 vectors. Gene Ther 20: 353-360. doi: 10.1038/gt.2012.52 PMID:
22763405

8. Fernandes P, Santiago VM, Rodrigues AF, Tomas H, Kremer EJ, et al. (2013) Impact of E1 and Cre on
adenovirus vector amplification: developing MDCK CAV-2-E1 and E1-Cre transcomplementing cell
lines. PLoS One 8: €60342. doi: 10.1371/journal.pone.0060342 PMID: 23565229

9. Dermody TS, Kirchner E, Guglielmi KM, Stehle T (2009) Immunoglobulin superfamily virus receptors
and the evolution of adaptive immunity. PLoS Pathog 5: €1000481. doi: 10.1371/journal.ppat.1000481
PMID: 19956667

10. Salinas S, Bilsland LG, Henaff D, Weston AE, Keriel A, et al. (2009) CAR-associated vesicular transport
of an adenovirus in motor neuron axons. PLoS Pathog 5: €1000442. doi: 10.1371/journal.ppat.
1000442 PMID: 19461877

11. Salinas S, Zussy C, Loustalot F, Henaff D, Menendez G, et al. (2014) Disruption of the coxsackievirus
and adenovirus receptor-homodimeric interaction triggers lipid microdomain- and dynamin-dependent
endocytosis and lysosomal targeting. J Biol Chem 289: 680-695. doi: 10.1074/jbc.M113.518365
PMID: 24273169

PLOS ONE | DOI:10.1371/journal.pone.0133607 July 24,2015 15/17


http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0133607.s002
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0133607.s003
http://www.ncbi.nlm.nih.gov/pubmed/10673714
http://dx.doi.org/10.1038/gt.2010.2
http://www.ncbi.nlm.nih.gov/pubmed/20147982
http://dx.doi.org/10.3390/v2092134
http://www.ncbi.nlm.nih.gov/pubmed/21994722
http://www.ncbi.nlm.nih.gov/pubmed/14688208
http://www.ncbi.nlm.nih.gov/pubmed/12756415
http://dx.doi.org/10.1371/journal.pone.0071032
http://www.ncbi.nlm.nih.gov/pubmed/23936483
http://dx.doi.org/10.1038/gt.2012.52
http://www.ncbi.nlm.nih.gov/pubmed/22763405
http://dx.doi.org/10.1371/journal.pone.0060342
http://www.ncbi.nlm.nih.gov/pubmed/23565229
http://dx.doi.org/10.1371/journal.ppat.1000481
http://www.ncbi.nlm.nih.gov/pubmed/19956667
http://dx.doi.org/10.1371/journal.ppat.1000442
http://dx.doi.org/10.1371/journal.ppat.1000442
http://www.ncbi.nlm.nih.gov/pubmed/19461877
http://dx.doi.org/10.1074/jbc.M113.518365
http://www.ncbi.nlm.nih.gov/pubmed/24273169

@’PLOS ‘ ONE

CAV-2 Transcriptional Signature in Neurospheres

12

13.

14.

15.

16.

17.

18.

19.

20.

21.

22,

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

Warren JC, Rutkowski A, Cassimeris L (2006) Infection with replication-deficient adenovirus induces
changes in the dynamic instability of host cell microtubules. Mol Biol Cell 17: 3557-3568. PMID:
16775012

Patzke C, Max KE, Behlke J, Schreiber J, Schmidt H, et al. (2010) The coxsackievirus-adenovirus
receptor reveals complex homophilic and heterophilic interactions on neural cells. J Neurosci 30:
2897-2910. doi: 10.1523/JNEUROSCI.5725-09.2010 PMID: 20181587

Fok PT, Huang KC, Holland PC, Nalbantoglu J (2007) The Coxsackie and adenovirus receptor binds
microtubules and plays a role in cell migration. J Biol Chem 282: 7512—-7521. PMID: 17210569

Di Pasquale G, Davidson BL, Stein CS, Martins I, Scudiero D, et al. (2003) Identification of PDGFR as a
receptor for AAV-5 transduction. Nat Med 9: 1306—1312. PMID: 14502277

Haberberger TC, Kupfer K, Murphy JE (2000) Profiling of genes which are differentially expressed in
mouse liver in response to adenoviral vectors and delivered genes. Gene Ther 7: 903-909. PMID:
10849548

Martina Y, Avitabile D, Piersanti S, Cherubini G, Saggio | (2007) Different modulation of cellular tran-
scription by adenovirus 5, DeltaE1/E3 adenovirus and helper-dependent vectors. Virus Res 130: 71—
84. PMID: 17601622

Mitchell R, Chiang CY, Berry C, Bushman F (2003) Global analysis of cellular transcription following
infection with an HIV-based vector. Mol Ther 8: 674—687. PMID: 14529841

Piersanti S, Martina Y, Cherubini G, Avitabile D, Saggio | (2004) Use of DNA microarrays to monitor
host response to virus and virus-derived gene therapy vectors. Am J Pharmacogenomics 4: 345-356.
PMID: 15651896

Stilwell JL, McCarty DM, Negishi A, Superfine R, Samulski RJ (2003) Development and characteriza-
tion of novel empty adenovirus capsids and theirimpact on cellular gene expression. J Virol 77:
12881-12885. PMID: 14610209

Zhao H, Granberg F, Elfineh L, Pettersson U, Svensson C (2003) Strategic attack on host cell gene
expression during adenovirus infection. J Virol 77: 11006—11015. PMID: 14512549

Piersanti S, Astrologo L, Licursi V, Costa R, Roncaglia E, et al. (2013) Differentiated neuroprogenitor
cells incubated with human or canine adenovirus, or lentiviral vectors have distinct transcriptome pro-
files. PLoS One 8: €69808. doi: 10.1371/journal.pone.0069808 PMID: 23922808

Piersanti S, Tagliafico E, Saggio | (2014) DNA microarray to analyze adenovirus-host interactions.
Methods Mol Biol 1089: 89—104. doi: 10.1007/978-1-62703-679-5_7 PMID: 24132480

Doronin K, Flatt JW, Di Paolo NC, Khare R, Kalyuzhniy O, et al. (2012) Coagulation factor X activates
innate immunity to human species C adenovirus. Science 338: 795-798. doi: 10.1126/science.
1226625 PMID: 23019612

Simao D, Costa |, Serra M, Schwarz J, Brito C, et al. (2011) Towards human central nervous system in
vitro models for preclinical research: strategies for 3D neural cell culture. BMC Proc 5 Suppl 8: P53.
doi: 10.1186/1753-6561-5-S8-P53 PMID: 22373015

Simao D, Pinto C, Piersanti S, Weston A, Peddie CJ, et al. (2014) Modeling human neural functionality
in vitro: 3D culture for dopaminergic differentiation. Tissue Eng Part A.

Sandig V, Youil R, Bett AJ, Franlin LL, Oshima M, et al. (2000) Optimization of the helper-dependent
adenovirus system for production and potency in vivo. Proc Natl Acad SciU S A 97: 1002-1007.
PMID: 10655474

Tiscornia G, Singer O, Verma IM (2006) Production and purification of lentiviral vectors. Nat Protoc 1:
241-245. PMID: 17406239

Milosevic J, Adler I, Manaenko A, Schwarz SC, Walkinshaw G, et al. (2009) Non-hypoxic stabilization
of hypoxia-inducible factor alpha (HIF-alpha): relevance in neural progenitor/stem cells. Neurotox Res
15: 367-380. doi: 10.1007/s12640-009-9043-z PMID: 19384570

Milosevic J, Schwarz SC, Maisel M, Poppe-Wagner M, Dieterlen MT, et al. (2007) Dopamine D2/D3
receptor stimulation fails to promote dopaminergic neurogenesis of murine and human midbrain-
derived neural precursor cells in vitro. Stem Cells Dev 16: 625—-635. PMID: 17784836

Brito C, Simao D, Costa I, Malpique R, Pereira Cl, et al. (2012) 3D cultures of human neural progenitor
cells: dopaminergic differentiation and genetic modification. [corrected]. Methods 56: 452—460. doi: 10.
1016/j.ymeth.2012.03.005 PMID: 22433395

Seiradake E, Lortat-Jacob H, Billet O, Kremer EJ, Cusack S (2006) Structural and mutational analysis
of human Ad37 and canine adenovirus 2 fiber heads in complex with the D1 domain of coxsackie and
adenovirus receptor. J Biol Chem 281: 33704-33716. PMID: 16923808

Gautier L, Cope L, Bolstad BM, Irizarry RA (2004) affy—analysis of Affymetrix GeneChip data at the
probe level. Bioinformatics 20: 307-315. PMID: 14960456

PLOS ONE | DOI:10.1371/journal.pone.0133607 July 24,2015 16/17


http://www.ncbi.nlm.nih.gov/pubmed/16775012
http://dx.doi.org/10.1523/JNEUROSCI.5725-09.2010
http://www.ncbi.nlm.nih.gov/pubmed/20181587
http://www.ncbi.nlm.nih.gov/pubmed/17210569
http://www.ncbi.nlm.nih.gov/pubmed/14502277
http://www.ncbi.nlm.nih.gov/pubmed/10849548
http://www.ncbi.nlm.nih.gov/pubmed/17601622
http://www.ncbi.nlm.nih.gov/pubmed/14529841
http://www.ncbi.nlm.nih.gov/pubmed/15651896
http://www.ncbi.nlm.nih.gov/pubmed/14610209
http://www.ncbi.nlm.nih.gov/pubmed/14512549
http://dx.doi.org/10.1371/journal.pone.0069808
http://www.ncbi.nlm.nih.gov/pubmed/23922808
http://dx.doi.org/10.1007/978-1-62703-679-5_7
http://www.ncbi.nlm.nih.gov/pubmed/24132480
http://dx.doi.org/10.1126/science.1226625
http://dx.doi.org/10.1126/science.1226625
http://www.ncbi.nlm.nih.gov/pubmed/23019612
http://dx.doi.org/10.1186/1753-6561-5-S8-P53
http://www.ncbi.nlm.nih.gov/pubmed/22373015
http://www.ncbi.nlm.nih.gov/pubmed/10655474
http://www.ncbi.nlm.nih.gov/pubmed/17406239
http://dx.doi.org/10.1007/s12640-009-9043-z
http://www.ncbi.nlm.nih.gov/pubmed/19384570
http://www.ncbi.nlm.nih.gov/pubmed/17784836
http://dx.doi.org/10.1016/j.ymeth.2012.03.005
http://dx.doi.org/10.1016/j.ymeth.2012.03.005
http://www.ncbi.nlm.nih.gov/pubmed/22433395
http://www.ncbi.nlm.nih.gov/pubmed/16923808
http://www.ncbi.nlm.nih.gov/pubmed/14960456

@’PLOS ‘ ONE

CAV-2 Transcriptional Signature in Neurospheres

34.

35.

36.

37.

38.

39.

40.

4.

42,

43.

44.

45.

46.

Gentleman RC, Carey VJ, Bates DM, Bolstad B, Dettling M, et al. (2004) Bioconductor: open software
development for computational biology and bioinformatics. Genome Biol 5: R80. PMID: 15461798

Smyth GK (2004) Linear models and empirical bayes methods for assessing differential expression in
microarray experiments. Stat Appl Genet Mol Biol 3: Article3. PMID: 16646809

Reimand J, Arak T, Vilo J (2011) g:Profiler—a web server for functional interpretation of gene lists
(2011 update). Nucleic Acids Res 39: W307-315. doi: 10.1093/nar/gkr378 PMID: 21646343

Lefever S, Hellemans J, Pattyn F, Przybylski DR, Taylor C, et al. (2009) RDML: structured language
and reporting guidelines for real-time quantitative PCR data. Nucleic Acids Res 37: 2065—-2069. doi:
10.1093/nar/gkp056 PMID: 19223324

Klein D (2002) Quantification using real-time PCR technology: applications and limitations. Trends Mol
Med 8: 257-260. PMID: 12067606

Junyent F, EJ K (2015) CAV-2—why a canine virus is a neurobiologist's best friend. Current Opinion in
Pharmacology in press.

Finkelshtein D, Werman A, Novick D, Barak S, Rubinstein M (2013) LDL receptor and its family mem-
bers serve as the cellular receptors for vesicular stomatitis virus. Proc Natl Acad SciU S A 110: 7306—
7311.doi: 10.1073/pnas.1214441110 PMID: 23589850

Stracker TH, Carson CT, Weitzman MD (2002) Adenovirus oncoproteins inactivate the Mre11-Rad50-
NBS1 DNA repair complex. Nature 418: 348-352. PMID: 12124628

Carson CT, Orazio NI, Lee DV, Suh J, Bekker-Jensen S, et al. (2009) Mislocalization of the MRN com-
plex prevents ATR signaling during adenovirus infection. EMBO J 28: 652—-662. doi: 10.1038/emboj.
2009.15 PMID: 19197236

Foltz DR, Jansen LE, Black BE, Bailey AO, Yates JR 3rd, et al. (2006) The human CENP-A centromeric
nucleosome-associated complex. Nat Cell Biol 8: 458-469. PMID: 16622419

Gudimchuk N, Vitre B, Kim Y, Kiyatkin A, Cleveland DW, et al. (2013) Kinetochore kinesin CENP-E is a
processive bi-directional tracker of dynamic microtubule tips. Nat Cell Biol 15: 1079-1088. doi: 10.
1038/ncb2831 PMID: 23955301

Coelho PA, Bury L, Sharif B, Riparbelli MG, Fu J, et al. (2013) Spindle formation in the mouse embryo
requires Plk4 in the absence of centrioles. Dev Cell 27: 586-597. doi: 10.1016/j.devcel.2013.09.029
PMID: 24268700

Zeitlin SG, Baker NM, Chapados BR, Soutoglou E, Wang JY, et al. (2009) Double-strand DNA breaks
recruit the centromeric histone CENP-A. Proc Natl Acad Sci U S A 106: 15762—-15767. doi: 10.1073/
pnas.0908233106 PMID: 19717431

PLOS ONE | DOI:10.1371/journal.pone.0133607 July 24,2015 17/17


http://www.ncbi.nlm.nih.gov/pubmed/15461798
http://www.ncbi.nlm.nih.gov/pubmed/16646809
http://dx.doi.org/10.1093/nar/gkr378
http://www.ncbi.nlm.nih.gov/pubmed/21646343
http://dx.doi.org/10.1093/nar/gkp056
http://www.ncbi.nlm.nih.gov/pubmed/19223324
http://www.ncbi.nlm.nih.gov/pubmed/12067606
http://dx.doi.org/10.1073/pnas.1214441110
http://www.ncbi.nlm.nih.gov/pubmed/23589850
http://www.ncbi.nlm.nih.gov/pubmed/12124628
http://dx.doi.org/10.1038/emboj.2009.15
http://dx.doi.org/10.1038/emboj.2009.15
http://www.ncbi.nlm.nih.gov/pubmed/19197236
http://www.ncbi.nlm.nih.gov/pubmed/16622419
http://dx.doi.org/10.1038/ncb2831
http://dx.doi.org/10.1038/ncb2831
http://www.ncbi.nlm.nih.gov/pubmed/23955301
http://dx.doi.org/10.1016/j.devcel.2013.09.029
http://www.ncbi.nlm.nih.gov/pubmed/24268700
http://dx.doi.org/10.1073/pnas.0908233106
http://dx.doi.org/10.1073/pnas.0908233106
http://www.ncbi.nlm.nih.gov/pubmed/19717431

