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Abstract

Oligodendrocyte precursor cells (OPCs) are the progenitors of myelinating oligodendrocytes in brain development and repair.
Successful myelination depends on the control of adhesiveness during OPC migration and axon contact formation. The
decoration of cell surface proteins with the glycan polysialic acid (polySia) is a key regulatory element of OPC interactions
during development and under pathological conditions. By far the major protein carrier of polySia is the neural cell adhesion
molecule NCAM, but recently, polysialylation of the synaptic cell adhesion molecule SynCAM 1 has been detected in the
developing mouse brain. In mice, polySia-SynCAM 1 is associated with cells expressing NG2, a marker of a heterogeneous
precursor cell population, which is the primary source for oligodendrocytes in development and myelin repair but can also give
rise to astrocytes and possibly neurons. It is not yet clear if polySia-SynCAM 1 is expressed by OPCs and its occurrence in humans
is elusive. By generating uniform human embryonic stem cell-derived OPC cultures, we demonstrate that polySia is present on
human OPCs but down-regulated during differentiation into myelin basic protein-positive oligodendrocytes. PolySia on NCAM
resides on the isoforms NCAM-180 and NCAM-140, and SynCAM 1 is identified as a novel polySia acceptor in human OPCs.

© 2015 The Authors. Published by Elsevier B.V. This is an open access article under the CC BY

license (http://creativecommons.org/licenses/by/4.0/).

Abbreviations: Endo, endosialidase; MBP, myelin basic protein;
NCAM, neural cell adhesion molecule; OPC, oligodendrocyte
precursor cells; PDGFRa, platelet-derived growth factor receptor
alpha; polySia, polysialic acid; polyST, polysialyltransferase;
SynCAM, synaptic cell adhesion molecule.
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Introduction

Developmental myelination and myelin repair after demyelin-
ation are mediated by oligodendrocyte precursor cells (OPCs).
OPCs are characterized by markers such as PDGFRa and the
chondroitin sulfate proteoglycan NG2 (Dubois-Dalcq et al.,
2008; Franklin and Ffrench-Constant, 2008; Nishiyama et al.,
2009; Trotter et al., 2010). Differentiation protocols for the
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production of human embryonic stem cell-derived (hESCd)
OPCs have been described and successful myelination was
achieved by grafting of hESCd-OPCs into brain or spinal cord of
myelin-deficient shiverer mice (Nistor et al., 2005; Hu et al.,
2009a,b). Remyelination and improved functional recovery
after transplantation of hESCd-OPCs have also been demon-
strated in rat spinal cord injury (Keirstead et al., 2005; Sharp
et al., 2010) and recently, myelination by human induced
pluripotent stem cell (iPSC)-derived OPCs has been demon-
strated in the mouse model (Wang et al., 2013; Douvaras et al.,
2014). Thus, human stem cell-derived OPCs are on the way to
be used in replacement therapies for treating demyelinating
diseases (Goldman et al., 2012; Fox et al., 2014). Besides
environmental and axonal cues, the efficiency of myelination
is determined by the capacity of OPCs to migrate and to
interact with non-myelinated axons.

A regulatory factor of particularly these OPC properties is
the modification of the cell surface with the unique glycan
polysialic acid (polySia or PSA). The major carrier of polySia
is the neural cell adhesion molecule NCAM and its main
function is the modulation of cell surface interactions during
brain development and plasticity (Rutishauser, 2008;
Schnaar et al., 2014). PolySia on OPCs supports migration
towards demyelinated lesions (Wang et al., 1994;
Nait-Oumesmar et al., 1999, 2007; Zhang et al., 2004).
Accordingly, enhanced polysialylation improved the migra-
tion capacity of mouse ESC- and human iPSC-derived OPCs
(Glaser et al., 2007; Czepiel et al., 2014). In the course of
oligodendrocyte maturation and myelin formation, polySia
on OPCs is down-regulated and myelination is impairedwhen
the down-regulation of polySia is prevented (Fewou et al.,
2007). Moreover, polySia on axons inhibits myelination in
vitro (Charles et al., 2000) and chronically demyelinated
axons in multiple sclerosis lesions re-express polySia,
whereas shadow plaques with partial remyelination are
polySia-negative (Charles et al., 2002). Thus, polySia on
OPCs facilitates OPC recruitment and the presence of
polySia on OPCs and on axons may act as a negative
regulator of myelin formation.

PolySia synthesis is mediated by two independently
regulated polysialyltransferases (polySTs), ST8SIA2 and
ST8SIA4. Both enzymes show high acceptor specificity and
therefore polySia is restricted to only few carrier molecules
(Muhlenhoff et al., 2013). In addition to the major polySia
carrier NCAM, we recently described the ST8SIA2-mediated
polysialylation of a fraction of the synaptic cell adhesion
molecule SynCAM 1 within a subset of NG2 cells of the early
postnatal mouse brain (Galuska et al., 2010; Rollenhagen et
al., 2012). NG2 cells are able to communicate with neurons
via specialized neuron-NG2 cell synapses (Bergles et al.,
2000; Karadottir et al., 2005; Kukley et al., 2007; Etxeberria
et al., 2010). This axo-glial signaling may be involved in the
onset of myelination (De Biase et al., 2010; Kukley et al.,
2010). As SynCAM 1 is critical for assembly, organization and
maintenance of neuronal synapses (Biederer et al., 2002;
Stagi et al., 2010; Fogel et al., 2011) it may also contribute
to the formation of synapses between neurons and NG2 cells.
And because polySia attenuates adhesive interactions, it has
been proposed that polysialylation of SynCAM 1 modulates
the assembly or disassembly of neuron-NG2 cell synapses
(Galuska et al., 2010). However, many aspects of OPC
biology differ fundamentally between mice and humans (Sim

et al., 2009) and so far, the polySia modification of SynCAM 1
has only been shown in mice (Galuska et al., 2010;
Rollenhagen et al., 2012). Therefore, the present study
was designed to assess polySia acceptors in human OPCs
generated from ESCs.

Materials and methods

hESC culture and differentiation to OCPs
and oligodendrocytes

Human embryonic stem cells ESO3 (hESCs, ES Cell Interna-
tional, National Stem Cell Bank Wisconsin) were main-
tained as described previously (Konze et al., 2014). The
protocol for OPC differentiation was adapted from Hu et al.
(2009a,b) (for details, see Supplementary material, extend-
ed methods).

Immunocytochemistry and microscopy

For immunocytochemistry hESCd-OPCs were cultivated in
24-well plates on glass coverslips coated with poly-L-
ornithine/laminin (Sigma-Aldrich). Fixed cells were perme-
abilized with 0.1% Triton X-100, stained and imaged as
described (Schiff et al., 2009). For details on antibodies,
specificity controls and image acquisition, see Supplemen-
tary material, extended methods.

RNA extraction, reverse transcription,
and quantitative real-time PCR

Total RNA from hESCd-OPCs was extracted using NucleoSpin
RNA Il kit (Macherey-Nagel) and reverse transcribed as
described (Rollenhagen et al., 2012). Quantitative real-time
PCR was performed as described previously (Konze et al.,
2014). Relative mRNA levels of target genes were determined
by normalization to glyceraldehyde 3-phosphate dehydroge-
nase (GAPDH; forward: 5’-ATGACATCAAGAAGGTGGTG-3/,
reverse: 5-CATACCAGGAAATGAGCTTG-3’). Amplification of
ST8SIA2 and ST8SIA4 cDNA was performed using primers
specific for ST8SIA2 (forward: 5-TGACGCCCACAGCTTCG-3/,
reverse: 5-CATCCCGGGCATACTCCTG-3’) and ST8SIA4 (for-
ward: 5'-GACAAAAGAAATAGCAAGAACTGAGGA-3’, reverse:
5’-CCGACTCAAAGACAATTCACC-3’), generating products of
62 bp and 76 bp, respectively. PCR products were separated
on 6% non-denaturating polyacrylamide gels and visualized by
ethidium bromide.

Immunoprecipitation, SDS-PAGE and Western blotting

hESCd-OPCs were lysed in 500 pl of 50 mM Tris/HCL, pH 8.0,
containing 150 mM NaCl, 5 mM EDTA, 2% (v/v) Triton
X-100, 0.5% (w/v) sodium deoxycholate, 200 U/ml aprotinin,
10 pg/ml leupetin and 2 mM phenylmethylsulfonylfluoride.
After centrifugation cell lysates were mixed with 100 pl of
mAb 735-conjugated tosylactivated magnetic dynabeads
(Invitrogen), incubated shaking for 2 h at 4 °C, washed and
eluted with Laemmli buffer. Immunoprecipitation (IP) of
SynCAM or depletion of NCAM from cell lysates was
performed accordingly, using Protein G Sepharose 4 Fast
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Flow (GE Healthcare) and 10 pg of anti-SynCAM pAb or Results and discussion

anti-NCAM mAb. For enzymatic removal of polySia, eluted

proteins were treated with 6 pg/ml endosialidase (Endo, hESCd-OPCs are positive for polySia,
Stummeyer et al., 2005) for 30 min at 37 “C. SDS-PAGE (8%) ~ NCAM and SynCAM 1

and Western blotting were carried out as described (Galuska

et al., 2010). For details, see Supplementary material, The differentiation procedure started from hESCs cultured
extended methods. on +-irradiated human fibroblasts as described previously
A
do d, d; dyp dys dzs dss dyo ds7 dog dy3,
[ scm |[nescm || NDM | +retinoicacid | +bFGF]| GDM |
I + purmorphamine |
3K
lzi)p;o(l:a;r oligodendrocytes

DAPI PDGFRa
.
D B PDGFRa'/OLIG2* | hESCd-
[ ] PDGFRa/OLIG2- OPCs

100 - 100-
75 | 754 10iEp—
80bp-
50 - 50- 60 bp IS
25 | 25.
40 bp
0 0

% of DAPI* % of polySia* |ST88IA 2 | 4

Figure 1  Efficient generation of polySia-positive OPCs from hESCs. (A) Schematic procedure for the directed differentiation of
hESCs into OPCs and mature oligodendrocytes. Stem cell medium (SCM), hESC medium (hESCM), neural differentiation medium
(NDM), glial differentiation medium (GDM), neuroepithelial spheres (NES). For details see Supplementary material, extended
methods. Micrographs show representative images of cells at the indicated days of differentiation (d). do—doss, bright field images,
d432, immunofluorescence staining of myelin basic protein (MBP). (B, C) Expression of the OPC markers OLIG2 and PDGFRa at dog.
Nuclear counterstain with DAPI (blue). (D) Evaluation of PDGFRa and OLIG2 double-positive or double-negative cells in hESCd-OPC
cultures at dog expressed as % of all DAPI- or polySia-positive cells, as indicated (mean + SEM from n = 3 independent cultures).
(E) Co-staining of polySia with OLIG2 and PDGFRa at dos. (E’) Micrograph acquired with short exposure time highlights strong
perinuclear polySia immunoreactivity (arrow) of the cell depicted in (E). (F-H) Staining for NCAM and SynCAM 1 in NG2- and
polySia-positive cells. Scale bars, 50 uM (A) or 20 pM (B, C, E-H). (I) Bands obtained by reverse transcription PCR performed from dyg
hESCd-OPC cultures with primers specific for ST8SIA2 and ST8SIA4.
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(Konze et al., 2014) and is depicted in Fig. 1A. After 98 days
of differentiation (dyg) this procedure reproducibly generat-
ed cultures containing >90% hESC-derived bi- and multipolar
cells positive for OLIG2, PDGFRa and NG2 (Fig. 1B-—F).
Although none of these markers on its own is exclusive to the
oligodendrocyte lineage (Nishiyama et al., 2009; Trotter et
al., 2010), the combined expression of these markers
provides substantial evidence that the differentiation pro-
cedure gives rise to OPCs. To corroborate the largely uni-
form composition, dgg OPC cultures were screened for
the presence of astrocytic or neuronally committed cells
using GFAP-, Pax6-, B-lll-tubulin- and doublecortin (DCX)-
specific antibodies. In contrast to neurally induced hESC-
derived cultures with numerous Pax6-, B-lll-tubulin- and
DCX-positive neural precursor cells (NPCs; see Supplemen-
tary material, Fig. S1), none of these markers could be
detected in dgg OPC cultures. Virtually all cells identified
as OPCs showed polySia immunoreactivity, while the few
PDGFRa- and OLIG2-negative cells were essentially devoid
of polySia signals (Fig. 1D—F). This is consistent with previous
reports showing polySia on murine OPCs and human sub-
ventricular zone-derived glial progenitors in vivo (Nait-
Oumesmar et al., 1995, 1999, 2007; Picard-Riera et al.,
2002) and with a recent study demonstrating the presence of
polySia in human iPSC-derived OPCs (Czepiel et al., 2014).
PolySia was distributed over the whole cell body, including
protrusions (Fig. 1E—H), but micrographs acquired with short
exposure time indicated a particularly strong perinuclear
signal (Fig. 1E’, arrow). In addition to NCAM, which so far
is the only known polySia acceptor in the human brain (Cox
et al., 2009), all hESCd-OPCs expressed SynCAM 1 together
with NG2 and polySia (Fig. 1F-H). Analysis by RT-PCR in-
dicated mRNA expression of the two mammalian polySTs
ST8SIA2 and ST8SIA4 (Fig. 1l). PolySia on NCAM can be
produced by both enzymes, whereas murine SynCAM 1 is
polysialylated exclusively by ST8SIA2 (Rollenhagen et al.,
2012). Therefore, the presence of both polyST transcripts

indicates that hESCd-OPCs have the capacity to polysialylate
NCAM and SynCAM 1.

PolySia in hESCd-OPCs is attached to NCAM
and SynCAM 1

To identify polySia acceptors in hESCd-OPCs, total
polysialylated proteins were isolated by immunoprecipita-
tion (IP) with the polySia-specific mAb 735. Immunoblotting
demonstrated broad signals characteristic for polysialylated
proteins, ranging from ~95 to 220 kDa (Fig. 2A) (Muhlenhoff
et al., 1996; Galuska et al., 2010; Rollenhagen et al., 2012,
2013). These signals were completely abolished by incuba-
tion of samples with Endo, which degrades polySia with high
specificity (Stummeyer et al., 2005). Western blot analysis
with NCAM-specific antibodies demonstrated that the strong
polySia signal above -140 kDa represents polySia-NCAM.
After Endo treatment the polySia-NCAM smear resolved into
two sharp bands corresponding to NCAM-140 and NCAM-180.
This is the first evidence that human OPCs carry polySia on
the same NCAM isoforms that are known to be polysialylated
during postnatal development in mouse brain and human
cortex (Oltmann-Norden et al., 2008; Cox et al., 2009).
NCAM depletion from hESCd-OPC lysates resulted in a clear
reduction of the polySia signal above ~140 kDa, whereas the
polySia signal centered around 110 kDa was not affected
(Fig. 2B, left). Immunodetection with SynCAM-specific anti-
body on the same membrane resulted in bands corresponding
to the lower polySia signal, which broadened towards lower
apparent molecular masses upon polySia removal by Endo
treatment (Fig. 2B, right). Reversely, IP with SynCAM-specific
antibody resulted in polySia and SynCAM signals centered
around 110 kDa (Fig. 2C). In addition, non-polysialylated
SynCAM was detected in the lower molecular weight range
between ~60 and 75 kDa. These signals correspond to the
extensively glycosylated, but not polysialylated SynCAM

A |P: polySia B IP: polySia (NCAM depleted) C IP: SynCAM (pAb)
WB: polySia NCAM WB:  polySia SynCAM WB:  polySia SynCAM
200+
200 - 200+ ~
o 116 . . b
116+ 116+ . 97+
97 97+ .
66 66
Endo| - + - | + |Endo - | + - | < |Endo - | H - | &
Figure 2  PolySia is attached to NCAM and SynCAM 1 in hESCd-OPCs. (A) IP of total polysialylated proteins from hESCd-OPC lysates

with mAb 735-conjugated beads. Prior to SDS-PAGE, one part of each sample was treated with endosialidase (Endo +). Western blot
developed with polySia-specific mAb 735, and, after stripping, with NCAM-specific mAb 123C3, as indicated. Due to steric hindrance
in the presence of polySia, the binding of mAb 123C3 to its epitope in the extracellular domain of polysialylated NCAM is strongly
reduced (Hildebrandt et al., 1998). (B) IP of polysialylated proteins from hESCd-OPC lysates after depletion of NCAM by IP with mAb
123C3. Western blot with mAb 735, and, after stripping, with SynCAM-specific pAb. Endo treatment as indicated [see (A)]. (C) IP from
hESCd-OPC lysates with SynCAM-specific pAb. WB and Endo treatment as in (B). Asterisk marks polySia-negative SynCAM species.

Molecular masses (kDa) of standard proteins are indicated.
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species detected in rat and mouse brain samples (Biederer minor shift caused by the specific removal of polySia are in
etal., 2002; Rollenhagen et al., 2012). The concordant polySia perfect agreement with the features described for
and SynCAM signals obtained by Western blot as well as the polySia-SynCAM 1 isolated from mouse brain (Galuska et al.,
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Figure 3  Polysialylation of NCAM and SynCAM 1 is down-regulated during differentiation of OPCs into mature oligodendrocytes.
(A—C) Cells stained for myelin basic protein (MBP), NG2 and polySia in hESCd-cultures at dog and d;3; as indicated. Scale bars, 20 uM.
(D) PolySia IP of dq3; cultures and Western blot analysis of untreated or Endo-treated samples with polySia-, NCAM-, and
SynCAM-specific antibodies. (E) Western blot analysis of SynCAM in the range of ~110 kDa in untreated or Endo-treated lysates of d;3;
hESCd cultures. Molecular masses (kDa) of standard proteins are indicated. (F) Relative mRNA level for ST8SIA2 and ST8SIA4 in
hESCd-cultures at dgg and d3;,. Values represent mean + SEM from 3 independent replicates. *, significant differences with P < 0.05,
t-test.
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2010; Rollenhagen et al., 2012). Together, these data prove
that human ESC-derived OPCs express polysialylated SynCAM 1
and provide the first evidence that SynCAM 1 is an acceptor for
posttranslational modification with polySia in humans.

PolySia is down-regulated during
oligodendrocyte maturation

PolySia expression of rodent OPCs is down-regulated during
differentiation into mature myelinating oligodendrocytes
(Trotter et al., 1989; Bartsch et al., 1990; Nait-Oumesmar
et al., 1995; Wang et al., 1994). We therefore analyzed
changes of polySia expression between dyg hESCd-OPCs and
cultures differentiated until d;3,. At dog, almost all of the cells
expressed OPC markers and had only few processes (see
Fig. 1). In addition, none of the cells were immunopositive for
MBP, which was assessed by mAb SMI-99, a marker of mature
oligodendrocytes in rodents and humans (Sternberger et al.,
1978; Back et al., 2001) (Fig. 3A). At d43, most of the cells had
the appearance of mature oligodendrocytes with multiple
branched processes and were positive for MBP, but not NG2
or polySia (Fig. 3B). Only some cells (~5%) remained positive
for NG2 and polySia (Fig. 3C). In addition, a few scarce
GFAP-immunoreactive cells (<1% of all DAPI* cells), but no
neuronal, Pax6-, B-lll-tubulin- or DCX-positive cells were
detected (see Supplementary material, Fig. S1). Despite the
relatively high proportion of cells that acquired MBP expres-
sion in dq3; cultures, cellular heterogeneity is an inherent
confounding feature of pluripotent stem cell differentiation
systems. As broadly discussed by, e.g., Solozobova et al.
(2012) it is hardly possible to maintain cell type identity by
in vitro differentiation approaches, like the one employed in
the current study. Thus, for biomedical applications possible
deviations from the oligodendrocytic specification achieved
by the current protocol should be critically monitored.

The analysis of polySia after IP from dy3; cultures revealed
a depletion of polySia-SynCAM 1 below the detection level,
and a strong reduction of polySia-NCAM immunoreactivity
(Fig. 3D). Western blot analysis of SynCAM in whole cell lysates
of dq3; cultures demonstrated that the broad SynCAM signal in
the range of 110 kDa is still present, implicating a specific
down-regulation of the polysialylated fraction of SynCAM 1
upon further differentiation (Fig. 3E). As polySia expression
depends mainly on the balance between synthesis and
degradation of polysialylated structures (Hildebrandt et al.,
2010) we sought to assess if the down-regulation of polySia
during oligodendrocyte maturation is a consequence of
reduced polyST expression. As shown in Fig. 3F, a significant
reduction of the ST8SIA2Z mRNA level and a trend towards a
reduction of ST8SIA4 was detected, suggesting regulation at
the transcriptional level. In contrast to NCAM, polysialylation
of SynCAM 1 is exclusively mediated by ST8SIA2 (Rollenhagen
et al., 2012). Hence, the stronger reduction of ST8SIA2Z mRNA
is consistent with the more pronounced decrease of
polySia-SynCAM 1. It will be of interest to further explore the
mechanisms behind this transcriptional down-regulation, e.g.,
if it is mediated by miRNAs. So far, however, little is known
about miRNA regulation of polySTs. As judged by the total
number of predicted miRNA binding sites within the 3’UTR,
both polySTs show a relatively high level of miRNA regulation
(Kasper et al., 2014) and ST8SIA4 is a predicted target of

miR-30b, which is abundant in primary human neuronal and
glial cells and under-expressed in Parkinson's disease patients
(Martins et al., 2011).

In summary, the current study demonstrates that human
ESC-derived OPCs express polySia on the NCAM isoforms
NCAM-180 and NCAM-140, and identifies SynCAM 1 as a novel
polySia acceptor in human OPCs. So far, polySia has not been
detected on OPCs of the human CNS, but on demyelinated
axons and astrocytic cells in the vicinity of polySia-negative
remyelinated axons of chronic multiple sclerosis lesions
(Charles et al., 2002). Possibly, polysialylated OPCs were not
found because OPCs are reduced and/or in a quiescent state in
chronic multiple sclerosis lesions, which may prevent the
generation of new myelin-forming oligodendrocytes (Wolswijk,
2002). Based on the broad evidence for a crucial role of polySia
in OPC performance, the current finding that polySia-positive
human OPCs readily produce polySia-negative, MBP-positive
oligodendrocytes raises the expectation that polySia-positive
OPCs provide a source for actively remyelinating cells in
transplantation approaches for treating demyelinating dis-
eases. Furthermore, considering the role of SynCAM 1 in the
coordination of synaptic adhesion, the regulation of polySia-
SynCAM 1 during oligodendrocyte maturation holds the
potential to modulate synaptic contacts between NG2 cells/
OPCs and axons and may be important for the onset of
myelination. Since the polysialylation of SynCAM 1 depends
exclusively on ST8SIA2 (Rollenhagen et al., 2012) the manip-
ulation of ST8SIA2 activity should be considered as a strategy
for guiding myelination from human stem cell-derived OPCs
in biomedical applications. Indeed, ST8SIA2 may be an
interesting druggable target to control polySia expression.
Although further studies are needed to develop reagents such
as specific small molecule inhibitors of polyST activity (Al
Saraireh et al., 2013) or vectors for ST8SIA2 RNA interference
(Brocco and Frasch, 2006), the time-controlled inhibition of
ST8SIA2 after grafting of OPCs may offer a valuable tool in
novel therapeutic approaches for, e.g., multiple sclerosis or
spinal cord injury.

Supplementary data to this article can be found online at
http://dx.doi.org/10.1016/j.scr.2015.03.001.

Acknowledgments

We thank Robert Zweigerdt for providing ES03, Sarah Konze
for help with ES cell cultures, Hannelore Burkhardt and
Astrid Oberbeck for expert technical assistance, and Martin
Stangel for his valuable comments.

References

Al Saraireh, Y.M., Sutherland, M., Springett, B.R., Freiberger, F.,
Ribeiro, M.G., Loadman, P.M., Errington, R.J., Smith, P.J., Fukuda,
M., Gerardy-Schahn, R., Patterson, L.H., Shnyder, S.D., Falconer,
R.A., 2013. Pharmacological inhibition of polysialyltransferase
ST8Siall modulates tumour cell migration. PLoS One 8, e73366.

Back, S.A., Luo, N.L., Borenstein, N.S., Levine, J.M., Volpe, J.J.,
Kinney, H.C., 2001. Late oligodendrocyte progenitors coincide
with the developmental window of vulnerability for human
perinatal white matter injury. J. Neurosci. 21, 1302—1312.

Bartsch, U., Kirchhoff, F., Schachner, M., 1990. Highly sialylated
N-CAM is expressed in adult mouse optic nerve and retina.
J. Neurocytol. 19, 550-565.


http://creativecommons.org/licenses/by/4.0/
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0005
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0005
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0010
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0010
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0010
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0015
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0015
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0015

Polysialic acid in human ES cell-derived OPCs

345

Bergles, D.E., Roberts, J.D., Somogyi, P., Jahr, C.E., 2000.
Glutamatergic synapses on oligodendrocyte precursor cells in
the hippocampus. Nature 405, 187—-191.

Biederer, T., Sara, Y., Mozhayeva, M., Atasoy, D., Liu, X., Kavalali,
E.T., Sudhof, T.C., 2002. SynCAM, a synaptic adhesion molecule
that drives synapse assembly. Science 297, 1525-1531.

Brocco, M.A., Frasch, A.C., 2006. Interfering polysialyltransferase
ST8Siall/STX mRNA inhibits neurite growth during early hippo-
campal development. FEBS Lett. 580, 4723-4726.

Charles, P., Hernandez, M.P., Stankoff, B., Aigrot, M.S., Colin, C.,
Rougon, G., Zalc, B., Lubetzki, C., 2000. Negative regulation of
central nervous system myelination by polysialylated-neural cell
adhesion molecule. Proc. Natl. Acad. Sci. U. S. A. 97, 7585-7590.

Charles, P., Reynolds, R., Seilhean, D., Rougon, G., Aigrot, M.S.,
Niezgoda, A., Zalc, B., Lubetzki, C., 2002. Re-expression of PSA-
NCAM by demyelinated axons: an inhibitor of remyelination in
multiple sclerosis? Brain 125, 1972-1979.

Cox, E.T., Brennaman, L.H., Gable, K.L., Hamer, R.M., Glantz, L.A.,
LaMantia, A.S., Lieberman, J.A., Gilmore, J.H., Maness, P.F.,
Jarskog, L.F., 2009. Developmental regulation of neural cell
adhesion molecule in human prefrontal cortex. Neuroscience
162, 96—105.

Czepiel, M., Leicher, L., Becker, K., Boddeke, E., Copray, S., 2014.
Overexpression of polysialylated neural cell adhesion molecule
improves the migration capacity of induced pluripotent stem
cell-derived oligodendrocyte precursors. Stem Cells Transl. Med.
3, 1100-1109.

De Biase, L.M., Nishiyama, A., Bergles, D.E., 2010. Excitability and
synaptic communication within the oligodendrocyte lineage.
J. Neurosci. 30, 3600-3611.

Douvaras, P., Wang, J., Zimmer, M., Hanchuk, S., O'Bara, M.A.,
Sadiq, S., Sim, F.J., Goldman, J., Fossati, V., 2014. Efficient
generation of myelinating oligodendrocytes from primary pro-
gressive multiple sclerosis patients by induced pluripotent stem
cells. Stem Cell Rep. 3, 250-259.

Dubois-Dalcq, M., Williams, A., Stadelmann, C., Stankoff, B., Zalc,
B., Lubetzki, C., 2008. From fish to man: understanding
endogenous remyelination in central nervous system demyelin-
ating diseases. Brain 131, 1686—1700.

Etxeberria, A., Mangin, J.M., Aguirre, A., Gallo, V., 2010. Adult-
born SVZ progenitors receive transient synapses during
remyelination in corpus callosum. Nat. Neurosci. 13, 287-289.

Fewou, S.N., Ramakrishnan, H., Bussow, H., Gieselmann, V.,
Eckhardt, M., 2007. Down-regulation of polysialic acid is required
for efficient myelin formation. J. Biol. Chem. 282, 16700-16711.

Fogel, A.l., Stagi, M., Perez, dA, Biederer, T., 2011. Lateral
assembly of the immunoglobulin protein SynCAM 1 controls its
adhesive function and instructs synapse formation. EMBO J. 30,
4728-4738.

Fox, I.J., Daley, G.Q., Goldman, S.A., Huard, J., Kamp, T.J.,
Trucco, M., 2014. Stem cell therapy. Use of differentiated
pluripotent stem cells as replacement therapy for treating
disease. Science 345, 1247391.

Franklin, R.J., Ffrench-Constant, C., 2008. Remyelination in the
CNS: from biology to therapy. Nat. Rev. Neurosci. 9, 839—855.

Galuska, S.P., Rollenhagen, M., Kaup, M., Eggers, K., Oltmann-Norden,
., Schiff, M., Hartmann, M., Weinhold, B., Hildebrandt, H., Geyer,
R., Mihlenhoff, M., Geyer, H., 2010. Synaptic cell adhesion
molecule SynCAM 1 is a target for polysialylation in postnatal
mouse brain. Proc. Natl. Acad. Sci. U. S. A. 107, 10250-10255.

Glaser, T., Brose, C., Franceschini, I., Hamann, K., Smorodchenko,
A., Zipp, F., Dubois-Dalcq, M., Brustle, O., 2007. Neural cell
adhesion molecule polysialylation enhances the sensitivity of
embryonic stem cell-derived neural precursors to migration
guidance cues. Stem Cells 25, 3016-3025.

Goldman, S.A., Nedergaard, M., Windrem, M.S., 2012. Glial
progenitor cell-based treatment and modeling of neurological
disease. Science 338, 491-495.

Hildebrandt, H., Becker, C., Gluer, S., Rosner, H., Gerardy-Schahn,
R., Rahmann, H., 1998. Polysialic acid on the neural cell adhesion
molecule correlates with expression of polysialyltransferases and
promotes neuroblastoma cell growth. Cancer Res. 58, 779-784.

Hildebrandt, H., Muihlenhoff, M., Gerardy-Schahn, R., 2010.
Polysialylation of NCAM. Adv. Exp. Med. Biol. 663, 95—109.

Hu, B.Y., Du, Z.W., Li, X.J., Ayala, M., Zhang, S.C., 2009a. Human
oligodendrocytes from embryonic stem cells: conserved SHH
signaling networks and divergent FGF effects. Development 136,
1443-1452.

Hu, B.Y., Du, Z.W., Zhang, S.C., 2009b. Differentiation of human
oligodendrocytes from pluripotent stem cells. Nat. Protoc. 4,
1614-1622.

Karadottir, R., Cavelier, P., Bergersen, L.H., Attwell, D., 2005.
NMDA receptors are expressed in oligodendrocytes and activated
in ischaemia. Nature 438, 1162—1166.

Kasper, B.T., Koppolu, S., Mahal, L.K., 2014. Insights into miRNA
regulation of the human glycome. Biochem. Biophys. Res.
Commun. 445, 774-779.

Keirstead, H.S., Nistor, G., Bernal, G., Totoiu, M., Cloutier, F.,
Sharp, K., Steward, 0., 2005. Human embryonic stem cell-
derived oligodendrocyte progenitor cell transplants remyelinate
and restore locomotion after spinal cord injury. J. Neurosci. 25,
4694-4705.

Konze, S.A., van Diepen, L., Schroder, A., Olmer, R., Moller, H.,
Pich, A., Weissmann, R., Kuss, A.W., Zweigerdt, R., Buettner,
F.F., 2014. Cleavage of E-cadherin and beta-catenin by calpain
affects Wnt signaling and spheroid formation in suspension
cultures of human pluripotent stem cells. Mol. Cell. Proteomics
13, 990-1007.

Kukley, M., Capetillo-Zarate, E., Dietrich, D., 2007. Vesicular
glutamate release from axons in white matter. Nat. Neurosci.
10, 311-320.

Kukley, M., Nishiyama, A., Dietrich, D., 2010. The fate of synaptic
input to NG2 glial cells: neurons specifically downregulate
transmitter release onto differentiating oligodendroglial cells.
J. Neurosci. 30, 8320-8331.

Martins, M., Rosa, A., Guedes, L.C., Fonseca, B.V., Gotovac, K.,
Violante, S., Mestre, T., Coelho, M., Rosa, M.M., Martin, E.R.,
Vance, J.M., Outeiro, T.F., Wang, L., Borovecki, F., Ferreira,
J.J., Oliveira, S.A., 2011. Convergence of miRNA expression
profiling, alpha-synuclein interaction and GWAS in Parkinson's
disease. PLoS One 6, €25443.

Muhlenhoff, M., Eckhardt, M., Bethe, A., Frosch, M., Gerardy-
Schahn, R., 1996. Polysialylation of NCAM by a single enzyme.
Curr. Biol. 6, 1188—1191.

Miihlenhoff, M., Rollenhagen, M., Werneburg, S., Gerardy-Schahn, R.,
Hildebrandt, H., 2013. Polysialic acid: versatile modification of
NCAM, SynCAM 1 and neuropilin-2. Neurochem. Res. 38, 1134-1143.

Nait-Oumesmar, B., Decker, L., Lachapelle, F., Avellana-Adalid, V.,
Bachelin, C., Van Evercooren, A.B., 1999. Progenitor cells of the
adult mouse subventricular zone proliferate, migrate and
differentiate into oligodendrocytes after demyelination. Eur.
J. Neurosci. 11, 4357-4366.

Nait-Oumesmar, B., Picard-Riera, N., Kerninon, C., Decker, L.,
Seilhean, D., Hoglinger, G.U., Hirsch, E.C., Reynolds, R., Baron-
van, Evercooren A., 2007. Activation of the subventricular zone
in multiple sclerosis: evidence for early glial progenitors. Proc.
Natl. Acad. Sci. U. S. A. 104, 4694—4699.

Nait-Oumesmar, B., Vignais, L., Duhamel-Clerin, E., Avellana-
Adalid, V., Rougon, G., Baron-van, Evercooren A., 1995.
Expression of the highly polysialylated neural cell adhesion
molecule during postnatal myelination and following chemically
induced demyelination of the adult mouse spinal cord. Eur.
J. Neurosci. 7, 480-491.

Nishiyama, A., Komitova, M., Suzuki, R., Zhu, X., 2009.
Polydendrocytes (NG2 cells): multifunctional cells with lineage
plasticity. Nat. Rev. Neurosci. 10, 9-22.


http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0020
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0020
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0025
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0025
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0030
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0030
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0030
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0035
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0035
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0035
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0040
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0040
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0040
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0045
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0045
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0045
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0050
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0050
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0050
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0050
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0055
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0055
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0055
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0060
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0060
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0060
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0060
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0065
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0065
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0065
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0070
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0070
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0070
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0075
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0075
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0280
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0280
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0280
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0280
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0285
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0285
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0285
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0080
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0080
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0085
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0085
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0085
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0090
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0090
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0090
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0090
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0095
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0095
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0095
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0100
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0100
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0100
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0105
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0110
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0110
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0110
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0110
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0115
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0115
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0115
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0120
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0120
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0125
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0125
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0125
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0130
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0130
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0130
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0130
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0135
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0135
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0135
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0135
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0140
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0140
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0140
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0145
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0145
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0145
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0145
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0150
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0150
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0150
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0155
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0155
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0160
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0160
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0165
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0165
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0165
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0165
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0170
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0170
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0170
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0175
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0175
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0175
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0175
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0180
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0180

346

S. Werneburg et al.

Nistor, G.l., Totoiu, M.O., Haque, N., Carpenter, M.K., Keirstead,
H.S., 2005. Human embryonic stem cells differentiate into
oligodendrocytes in high purity and myelinate after spinal cord
transplantation. Glia 49, 385-396.

Oltmann-Norden, I., Galuska, S.P., Hildebrandt, H., Geyer, R.,
Gerardy-Schahn, R., Geyer, H., Mihlenhoff, M., 2008. Impact of
the polysialyltransferases ST8Siall and ST8SialV on polysialic acid
synthesis during postnatal mouse brain development. J. Biol.
Chem. 283, 1463-1471.

Picard-Riera, N., Decker, L., Delarasse, C., Goude, K., Nait-
Oumesmar, B., Liblau, R., Pham-Dinh, D., Evercooren, A.B.,
2002. Experimental autoimmune encephalomyelitis mobilizes
neural progenitors from the subventricular zone to undergo
oligodendrogenesis in adult mice. Proc. Natl. Acad. Sci. U. S. A.
99, 13211-13216.

Rollenhagen, M., Buettner, F.F., Reismann, M., Jirmo, A.C., Grove,
M., Behrens, G.M., Gerardy-Schahn, R., Hanisch, F.G.,
Muhlenhoff, M., 2013. Polysialic acid on neuropilin-2 is exclu-
sively synthesized by the polysialyltransferase ST8SialV and
attached to mucin-type O-glycans located between the b2 and
c domain. J. Biol. Chem. 288, 22880-22892.

Rollenhagen, M., Kuckuck, S., Ulm, C., Hartmann, M., Galuska, S.P.,
Geyer, R., Geyer, H., Mihlenhoff, M., 2012. Polysialylation of
the synaptic cell adhesion molecule 1 (SynCAM 1) depends
exclusively on the polysialyltransferase ST8Siall in vivo. J. Biol.
Chem. 287, 35170-35180.

Rutishauser, U., 2008. Polysialic acid in the plasticity of the
developing and adult vertebrate nervous system. Nat. Rev.
Neurosci. 9, 26-35.

Schiff, M., Weinhold, B., Grothe, C., Hildebrandt, H., 2009. NCAM and
polysialyltransferase profiles match dopaminergic marker gene
expression but polysialic acid is dispensable for development of
the midbrain dopamine system. J. Neurochem. 110, 1661-1673.

Schnaar, R.L., Gerardy-Schahn, R., Hildebrandt, H., 2014. Sialic
acids in the brain: gangliosides and polysialic acid in nervous
system development, stability, disease, and regeneration.
Physiol. Rev. 94, 461-518.

Sharp, J., Frame, J., Siegenthaler, M., Nistor, G., Keirstead, H.S.,
2010. Human embryonic stem cell-derived oligodendrocyte

progenitor cell transplants improve recovery after cervical spinal
cord injury. Stem Cells 28, 152-163.

Sim, F.J., Windrem, M.S., Goldman, S.A., 2009. Fate determination
of adult human glial progenitor cells. Neuron Glia Biol. 5, 45-55.

Solozobova, V., Wyvekens, N., Pruszak, J., 2012. Lessons from the
embryonic neural stem cell niche for neural lineage differenti-
ation of pluripotent stem cells. Stem Cell Rev. 8, 813-829.

Stagi, M., Fogel, A.l., Biederer, T., 2010. SynCAM 1 participates in
axo-dendritic contact assembly and shapes neuronal growth
cones. Proc. Natl. Acad. Sci. U. S. A. 107, 7568-7573.

Sternberger, N.H., ltoyama, Y., Kies, M.W., Webster, Hd, 1978.
Immunocytochemical method to identify basic protein in myelin-
forming oligodendrocytes of newborn rat C.N.S. J. Neurocytol. 7,
251-263.

Stummeyer, K., Dickmanns, A., Mihlenhoff, M., Gerardy-Schahn,
R., Ficner, R., 2005. Crystal structure of the polysialic acid-
degrading endosialidase of bacteriophage K1F. Nat. Struct. Mol.
Biol. 12, 90-96.

Trotter, J., Bitter-Suermann, D., Schachner, M., 1989. Differentiation-
regulated loss of the polysialylated embryonic form and expression
of the different polypeptides of the neural cell adhesion molecule
by cultured oligodendrocytes and myelin. J. Neurosci. Res. 22,
369-383.

Trotter, J., Karram, K., Nishiyama, A., 2010. NG2 cells: properties,
progeny and origin. Brain Res. Rev. 63, 72-82.

Wang, C., Rougon, G., Kiss, J.Z., 1994. Requirement of polysialic
acid for the migration of the 0O-2A glial progenitor cell from
neurohypophyseal explants. J. Neurosci. 14, 4446—4457.

Wang, S., Bates, J., Li, X., Schanz, S., Chandler-Militello, D.,
Levine, C., Maherali, N., Studer, L., Hochedlinger, K., Windrem,
M., Goldman, S.A., 2013. Human iPSC-derived oligodendrocyte
progenitor cells can myelinate and rescue a mouse model of
congenital hypomyelination. Cell Stem Cell 12, 252-264.

Wolswijk, G., 2002. Oligodendrocyte precursor cells in the
demyelinated multiple sclerosis spinal cord. Brain 125, 338—349.

Zhang, H., Vutskits, L., Calaora, V., Durbec, P., Kiss, J.Z., 2004. A
role for the polysialic acid-neural cell adhesion molecule in
PDGF-induced chemotaxis of oligodendrocyte precursor cells.
J. Cell Sci. 117, 93-103.


http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0185
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0185
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0185
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0190
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0190
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0190
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0190
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0195
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0195
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0195
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0195
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0200
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0200
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0200
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0200
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0205
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0205
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0205
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0205
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0210
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0210
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0210
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0215
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0215
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0215
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0215
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0220
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0220
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0220
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0220
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0225
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0225
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0225
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0230
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0230
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0235
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0235
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0235
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0290
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0290
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0290
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0240
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0240
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0240
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0245
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0245
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0245
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0250
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0250
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0250
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0250
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0250
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0255
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0255
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0260
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0260
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0260
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0265
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0265
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0265
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0270
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0270
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0275
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0275
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0275
http://refhub.elsevier.com/S1873-5061(15)00041-0/rf0275

