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There is a population of activated microglia accumulated in the early postnatal SVZ. Aa7, Distribution of microglia in the postnatal VZ/SVZ (P1, P4, P10, P14, P30). Sagittal sections of

forebrains were immunostained with anti-lba1 (green: microglia) and anti-GFAP antibodies (red: neural stem cells and astrocytes). Aa2, Magnified images of the hatched squares in AaT. The
accumulation in the SVZin P4 and P10 was distinctive. Aa3, Magnified images of the hatched squares in Aa2. Morphological changes of microglia with age from amoeboid shape to more ramified
shapeis remarkable (P4, P10, P30). Bb1, Activation of microgliain P10 SVZ. Sagittal sections immunostained with anti-CD11b (red: activated microglia) and anti-Iba1 antibodies (green: microglia).
Right panel, Magnified image of the hatched square in the left panel. The microglia in the SVZ have an amoeboid shape and positive for (D11b (white arrowheads), whereas those outside SVZ have
more ramified shape and are negative for (D11b (black arrowheads). Bb2, Sagittal sections immunostained with anti-CD68 (red: activated microglia) and anti-Iba1 antibodies (green: microglia).
Right panel, Magnified image of the hatched square in the left panel. The microglia in the SVZ have an amoeboid shape and positive for CD68 (white arrowheads), whereas those outside SVZ have
more ramified shape and are negative for CD68 (black arrowheads). Similar results were obtained in three independent experiments.

access to food and water. Minocycline (30 mg/kg) or the same volume of
PBS was injected into rats of either sex intraperitoneally for 3 d from
postnatal day 2 (P2). Six hours after the last injection, rats were deeply
anesthetized and the brains were removed on ice.
Immunohistochemistry (sagittal sections). Rats (P1, P4, P10, P14, P30)
were anesthetized and then perfused with saline followed by 4% PFA, and
then the brains were removed. From each half brain, sagittal sections
were cut laterally ata thickness of 30 m beginning 2 mm lateral from the
midline. The sections were incubated for 2 h at room temperature in a
blocking solution (3% normal goat serum, 0.3% Triton X-100 in PBS)
and incubated for 24 h at 4°C in the solution, including the primary
antibodies (rabbit anti-Ibal antibody [019-9741, Wako; 1:500], mouse
anti-GFAP antibody [MAB3402, Millipore; 1:200], mouse anti-rat
CD11b antibody [MAB1405, AbD Serotec; 1:100], anti-rat CD68 anti-
body [MCA341R, AbD Serotec; 1:100], rabbit anti-Ki-67 [SP6, M3061,
Spring Bioscience; 1:10], anti-nestin antibody [MAB353, Millipore;
1:100], goat anti-doublecortin [Dcx] antibody [sc-8066, Santa Cruz Bio-
technology; 1:200], goat anti-PDGFRa antibody [sc-31178, Santa Cruz
Biotechnology; 1:50], anti-oligodendrocyte marker O1 [O1] antibody
[MAB344, Millipore, 1:50], mouse anti-MBP antibody [MAB 382, Mil-
lipore; 1:50], rabbit anti-ALDH1L1 antibody-astrocyte marker antibody
[ab87117, Abcam; 1:1000], mouse anti-S1008 antibody [S2532, Sigma;
1:100], rabbit anti IGF-1 antiserum [GroPep Biotechnology; [1:200]).

After incubation, the sections were washed and incubated for 3 h at room
temperature in the solution, including the secondary antibodies
(anti-rabbit IgG-conjugated Alexa Fluorochrome or anti-mouse IgG-
conjugated Alexa Fluorochrome [Invitrogen; 1:1000]). The stained
sections were analyzed using a Nikon A1R-Al confocal microscope
system. To count the number of cells positive for each differentiation
marker, 613 X 613 um? and 1024 X 1024 wm? squares were set on
both sides of the fornix. The cell numbers in the two squares were
counted and averaged for the cell numbers in one section. The aver-
aged data of 3 sections at 90 wm intervals were treated as the data of
one animal and the data from 6 animals were statistically analyzed.
Immunohistochemistry (coronal sections). Three points on the skull at
three different rostrocaudal stereotaxic coordinates (i.e., anterior, mid-
dle, posterior) were marked with animal tattoo ink (Ketchum) at P1.
These three points with different rostrocaudal levels were determined
according to a previous report (Suzuki and Goldman, 2003): rostral
point: 2 mm anterior, 1 mm lateral to the bregma; middle point: 0.7 mm
anterior, 1 mm lateral to the bregma; caudal point: 0.5 mm posterior, 1
mm lateral to the bregma. Then the animals were perfused at P1, P3, P10,
and P30, and the brains were removed as described above. From each half
brain, coronal sections were cut at each marked point from anterior to
posterior. The sections were immunostained with anti-Ibal and anti-
CD68 as described above. After immunostaining, the sections were coun-
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terstained with DAPI (1:500; Invitrogen) for 30 min to visualize the SVZ.
The cell numbers of microglia (Ibal *) and activated microglia (Ibal *
CD68 ™) in the SVZ (the region with dense DAPI signals) were counted
in one section. The averaged data of three sections at 90 pm intervals
across the marked points were treated as the data for each rostrocaudal
level. The data from 6 to 9 hemispheres per one rostrocaudal level were
statistically analyzed.

Western blotting. P4 Wistar rat brains were cut into sagittal sections.
Under a microscope, a parasagittal section (from 1 mm lateral, 2 mm
thickness) was taken from each half brain and meninges were carefully
removed. The VZ/SVZ was identified by its slightly darker, more trans-
parent appearance compared with the overlying corpus callosum. We cut
out the VZ/SVZ between 0.4 mm anterior and 3 mm posterior (posterior
end of SVZ) from bregma so as not to include the rostral migratory
stream. Dissected VZ/SVZ tissues were homogenized on ice in extraction
buffer (20 mum Tris, 2 mm EDTA, 0.5 mm EGTA, 0.32 M sucrose, protease
inhibitor mixture), and centrifuged at 1000 X g for 10 min. Proteins in
the lysates were resolved with SDS-PAGE and transferred to PVDF mem-
branes. The membranes were incubated overnight in BlockAce blocking
solution at 4°C. Then the membranes were incubated with primary an-
tibodies (anti-CD11b [1:1000], anti-CD68 [1:2000], anti-nestin [1:
1000], anti-PDGFRa [1:200], anti-ALDHILI {1:1000], anti-S1008 [1:
2000]) for 1 h at 25°C. After washing three times, the membranes were
incubated with HRP-conjugated anti-rabbit or anti-mouse antibody
(1:5000) for 1 h at 25°C. The membranes were then washed three
times and signals were visualized by chemiluminescence detectors
LAS3000 (Fuji film).

Measurement of cytokine levels. Cytokine levels in the SVZ were deter-
mined with Bio-Plex cytokine analysis system (Bio-Rad Laboratories).
Tissue lysates of VZ/SVZ fractions were obtained from rats at P1, P4, P10,
and P30 as described in Western blotting. The concentrations of Il-1¢,
1-1B,1L-2,1L-4, IL-6, I1-10, GM-CSF, IFN-v, and TNF-« were measured
by the Bio-Plex rat cytokine 9 plex kit according to the manufacturer’s
instruction. In some cases, IGF-1, Il-13 IL-6, TNF-q, and IFN-+y concen-
trations were measured by ELISA kit according to the manufacturer’s
instruction. The protein levels of tissue lysates were measured by BCA
protein assay. The amount of each cytokine in 100 pg of total protein is
shown for comparison. To determine the cytokine release from activated
microglia in vitro, microglia were activated by LPS (10 ng/ml) in the
presence or absence of minocycline (10 um) for 30 min and washed
carefully and incubated in the normal medium for 24 h. After 24 h
incubation, the cell culture supernatants were collected, and concentra-
tion of II-1, IL-6, IFN-v, and TNF-a were measured by ELISA kit.

Cell culture: neurosphere culture. Rat neural stem cells were cultured as
previously described (Reynolds et al., 1992; Hamanoue et al., 2009) with
slight modifications. Briefly, telencephalons were dissected from embry-

P,

Figure2. The temporal and spatial dynamics of activated microglia in the postnatal SVZ. 4,
A schematic of the rostrocaudal levels in this experiment. B, The distribution of microglia in the
rostral, medial, and caudal SVZ at P1, P4, P10, and P30. Coronal sections of forebrains at rostral
(2 mm anterior to the bregma), medial (0.7 mm anterior to the bregma), and caudal (0.5 mm
posterior to the bregma) levels were immunostained with anti-Iba1 (green: microglia) followed
by DAPi staining (blue: cell nuclei). A population of activated microglia accumulated within the
SVZatP1-P10. Cc1, Typical morphology of microglia in the middle SVZat P1, P4, P10, and P30.
Morphological change of microglia with age from amoeboid shape to more ramified shape is
remarkable. Cc2, The middle SVZ sections immunostained with anti-(D68 (red: activated mi-
croglia) and anti-Iba1 antibodies (green: microglia). The microglia at P1, P4, and P101n the SVZ
have an amoeboid shape and are positive for (D68 (representative cells: white arrowheads),
whereas those at p30 have a more ramified shape and are negative for (D68. D, The quantifi-
cation of the number of Iba1 ™ cells in the SVZ. d7, Time course of the Iba1 ™ microglia in the
middle SVZ. The number peaked at P10. d2, d3, The comparison of the numbers of microglia
among the rostral, middie, and caudal SVZ at P4 (d2) and P10 (d3). *p << 0.05 versus p1 or rost
group (Tukey's test by ANOVA). Data are mean = SEM. E, The cell density of Iba1 * microglia at
differentrostrocaudal levels at P1, P4, P10, and P30. The cell density of microglia in the SVZ paralleled
with that of the number of microglia throughout a period of the observation. £, The ratio of activated
microgliainthe SVZ(CD68 */Iba1 ™). During the experimental period, the highest ratio was obtained
at P1. We confirmed the similar results in three independent experiments.
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onic day 16 (E16) rats of either sex in ice-cold DMEM/F12, minced, and
dispersed into single cells by pipetting. Cells were then cultured in
DMEM/F12 containing B27 supplement (X200), 20 ng/ml FGF2, and 20
ng/ml EGF for 7 d. The primary neurospheres and single cells were dif-
ferentiated in growth factor-free medium in glass chambers coated with
ornithine/fibronectin. In some cases, primary neurosphere were in-
cubated with TrypLE Select for 15 min and dissociated by pipetting.
Single cells were differentiated in glass chambers coated with
polyornithine/laminin.

Microglia culture. Rat microglia were cultured as previously described
(Nakajima et al,, 1992). In brief, mixed glial cultures were prepared from
the cerebral cortex of P1 Wistar rats and maintained for 12-23 d
in DMEM containing 10% FBS. The floating microglia over the mixed
glial cultures were collected and transferred to appropriate dishes or
transwells.

Neural stem cell differentiation assay. To examine the effects of acti-
vated microglia on neural development and the contribution of cyto-
kines to the effects, we used modified cocultures of neurospheres with
activated microglia. Microglia cultured independently of neurospheres
on transwells were activated by LPS (10 ng/ml) in the presence or absence
of minocycline (10 um) for 30 min and washed carefully to prevent
residual LPS and minocycline. The transwells on which microglia were
cultured were set on the neurospheres 1 d after the starting point of the
differentiation and incubated for differentiation periods suitable for neu-
rons (7 d) or oligodendrocytes (11 d). In some cases, we performed the
coculture of cells dissociated from neurospheres and activated microglia.
To check the effects of minocycline alone, these cells were incubated in
the presence of minocycline (10 um) for 7 d. Neurospheres and single
neural stem cells were immunohistochemically stained for B3-tubulin,
PDGFRa, 04, GFAP, and TOTO3 according to the manufacture’s in-
struction (Stem Cell Kits, R&D Systems). To examine the effects of
function-blocking antibodies on differentiation, the neurospheres
were differentiated in the presence of function-blocking antibodies
(goat anti-rat IL-18 antibody [AF-501-NA, R&D Systems], goat anti-rat
IL-6 antibody [AF-506, R&D Systems], TNF-« antibody [70R-TR007X,
Fitzgerald], and goat anti-mouse/rat IEN-vy antibody [AF-585-NA, R&D
Systems]) (1 ug/ml for each). The effects of these function-blocking
antibodies were compared with the same concentration of isotype-
matched control IgG: normal goat IgG control [AB-108-C, R&D Sys-
tems] and rabbit IgG control [31R-AR001, R&D Systems] (1 ug/ml for
each). The effect of the mixture of function blocking antibodies (goat
anti-rat IL-18 antibody, goat anti-rat IL-6 antibody, TNF-« antibody,
and goat anti-mouse/rat IFN-vy antibody, 1 ug/ml for each) was com-
pared with the control, which included same concentrations of isotype-
matched control IgGs (i.e., 3 pg/ml of normal goat IgG control and 1
pg/ml of rabbit IgG control). To examine the effects of a single cytokine,
the neurospheres were differentiated in the presence of each individual
recombinant cytokine (rIL-1B, rIL-6, rTNF-q, and rIFN-vy at 1 or 10
ng/ml). After the differentiation period, the cells were stained immuno-
cytochemically as described above.

Data analysis and statistics. All data are shown as the mean * SEM.
Statistical analysis was performed using Student’s ¢ test, or Tukey’s test by
ANOVA. Differences were considered to be significant at p < 0.05.

Materials. Minocycline, LPS, anti-S1008 antibody (52532), and EGF
were purchased from Sigma. Bio-Plex rat cytokine 9 plex was purchased
from Bio-Rad Laboratories. Recombinant cytokines (rIL-1f8, rIL-4,
rIL-6, rIFN-v, rTNF-a) and FGF2 were purchased from PeproTech.
Maximum sensitivity substrate and BCA protein assay were purchased
from Thermo Scientific. CanGet Signals was purchased from Toyobo.
HRP-conjugated anti-rabbit, mouse antibodies were purchased from GE
Healthcare Life Science. DAPI, TOTOS3, anti-mouse, sheep, rabbit IgG,
and anti-mouse IgM-conjugated AlexaFluor were purchased from Invit-
rogen. BlockAce was purchased from DS Pharma Biomedical. B27 sup-
plement, TrypLE Serect, FBS, and DMEM were purchased from
Invitrogen.

Results
We first investigated the distribution of microglia in the postnatal
rat forebrain (Figs. 1 and 2). Sagittal sections were immuno-
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Minocydline suppressed microglial activation in vivo. A, Effects of minocycline on the number of Iba1 * cells in the SVZ and their morphologies. Minocycline was administered by

intraperitoneal injection for 3 d beginning at P2 (30 mg/kg/d, P2-P4, n = 6/group). Sagittal sections of minocycline-treated forebrains were immunostained for Iba1 (green) followed by DAPI
staining (cyan). Although the number of Iba1 * microgliain the SVZ did not change (graph), their shape shifted from an amoeboid type to amore ramified type by minocycline (bottom). Bb1, Effects
of minocycline on the expression of activation markers and the morphologies of microglia. Sagittal sections of minocycline-treated forebrains were immunostained for IbaT (green), and (D11b (red),
and (D68 (red). Minocycline significantly decreased the number of cells positive for CD11b or CD68. The morphologies of the cells were also changed from amoeboid shape to more ramified shape.
Bb2, The significant decrease in the expression of CD11b and (D68 was confirmed by Western blotting of the SVZ as well. *p << 0.05 (Student's ¢ test). Data are mean == SEM. Similar results were

obtained in three independent experiments.

stained with anti-Ibal, the marker for all microglia (green: mi-
croglia), and anti-GFAP antibodies (red: neural stem cells and
astrocytes) at P1, P4, P10, P14, and P30. We found that a large
number of microglia accumulated in the postnatal SVZ from P1
to P10 (Fig. 1A), especially at P4. The microglia in the VZ/SVZ at
P1 and P4 display an amoeboid shape, whereas those outside the
SVZ have a more ramified shape (Fig. 1Aa2). At P10, the number
of microglia outside the SVZ had dramatically increased; the mi-
croglia in the VZ/SVZ remained amoeboid. At P14, the number
of microglia had increased further and now ramified microglia
were also observed in the VZ/SVZ. At P30, the numbers of mi-
croglia in the SVZ had decreased and most of the microglia had
assumed a ramified shape. Further magnified images in Figure
1Aa3 show that the shape of microglia in the SVZ changed grad-
ually from amoeboid (P4) to ramified (P30). Figure 1B shows the
expression of CD11b (Fig. 1Bb1) and CD68 (Fig. 1Bb2) in the
SVZ microglia at P10. CD11b is potentially a marker for all mi-
croglia; however, its level is highly elevated by activation. CD68 is
a marker for activated microglia. The levels of CD11b and
CD68 are much higher in the amoeboid microglia in the SVZ
(white arrowheads) than in the ramified ones outside the SVZ
(black arrowheads), indicating that the SVZ amoeboid micro-
glia have an activated phenotype.

To examine the developmental dynamics of microglia in the
SVZ temporally and spatially, we examined the distribution of
microglia in coronal sections that include rostral, medial, and

caudal SVZ at P1, P4, P10, and P30 (Fig. 2). Each rostrocaudal
level was determined according to a previous report (Suzuki and
Goldman, 2003). Coronal sections were immunostained with
anti-Ibal (green: microglia) followed by DAPI staining (blue: cell
nuclei) (Fig. 2B,C). The SVZ could be clearly delineated by its
dense cellularity. From P1 to P10, a large number of microglia
accumulated at all rostral, middle, and caudal levels. When we
quantified the number of microglia in the SVZ, they gradually
increased from P1 to P10, reached a maximum at p10, and de-
creased at P30 at all coronal levels (Fig. 2B,D, d1). Microglia
displayed an amoeboid shape at P1, P4, and P10 but had become
more ramified at P30 (Fig. 2Cc1). Among the different rostrocau-
dal levels, the number of microglia in the middle SVZ was signif-
icantly larger than in other levels at all ages (Fig. 2D, d2, d3). The
changes in cell density (i.e., the ratio of Ibal */DAPI *) of micro-
glia in the SVZ paralleled that of the number of microglia
throughout the period of observation (Fig. 2E). We next exam-
ined immunostaining for CD68 in SVZ microglia. Figure 2Cc2
shows representative images of double staining with anti-Ibal
and anti-CD68. At P1 and P4, most Ibal+ microglia in the SVZ
were also positive for CD68. At P4, the CD68 signals became
much stronger. At P10, a few microglia had appeared that had
little CD68. At P30, double-positive cells were markedly de-
creased in number. The time course of the ratio of CD68 */Ibal *
cells is shown in Figure 2F: the highest ratio was obtained at P1.
The ratios at P4 and P10 were almost equivalent and then were
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Figure 4.  Minocycline decreased the numbers of proliferating cells, neuronal progenitors, and oligodendrocyte progenitors in the early postnatal SVZ. A, Minocydine was administered by
intraperitoneal injection for 3 d beginning at P2 (30 mg/kg/d, P2-P4, n = 6/group). Sagittal sections of forebrains were immunostained with antibodies to Ki67, nestin, Dcx, PDGFRe, 01, MBP,
ALDH1L1, and S1003. The numbers of cells positive for Ki67, Dcx, MBP, or 01 were counted, whereas the protein levels of nestin, PDGFRer, ALDH1L1, and S10013 (Figure legend continues.)
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Figure 5.

remarkably decreased at P30. These results are consistent with
those obtained from the sagittal sections (Fig. 1), showing the
population of activated microglia that accumulated within the
SVZ during the early postnatal period.

We therefore examined the specific roles of these microglia in
the early postnatal SVZ. At early postnatal ages, both neurogen-
esis and gliogenesis are active in the SVZ (Gould et al., 1999;
Wagner et al., 1999; Doetsch and Scharff, 2001; Zerlin et al., 2004;
Marshall et al., 2008). To suppress the activation of microglia, we
used minocycline, a tetracycline antibiotic, long used to suppress

s

(Figure fegend continued.) were examined by Western blotting. Minocycline significantly de-
creased the number of Ki67 * proliferating cells and decreased the level of nestin. The number
of cells positive for Dex was significantly reduced. Minocycline decreased the numbers of cells
positive for 01 and MBP, whereas the expression level of PDGFRc tended to increase. *p <
0.05,**p < 0.01 (Student's test). n = 6 mice/group. Dataare mean = SEM. B, Theratio of the
Ki67 * cells also positive for respective differentiation markers did not change in the absence or
presence of minocycline (left graph). Typicalimages of the cells positive for Ki67 and Nestin, and
the cells positive for Ki67 and Dex in the control group are shown (right panels). We confirmed
the same results in three independent experiments.

TNF-a

cont mino

The activated microglia raised the cytokine levels in the SVZ. A, A subpopulation of the microglia express IGF-1n the
early postnatal SVZ, but IGF-1 is not involved in the action of activated microglia during this period. Sagittal sections were
immunostained with anti-CD11b (green: microglia) and anti IGF-1 (red) antibodies. Right panel, Magnified image of the square in
the left. A subpopulation of microglia is positive for IGF-1 (arrowheads). The percentage of (D11b *IGF-17 was 43.42 = 6.72%
in(D11b ™ cells. B, Minocycline did not affect the amount of IGF-1in the early postnatal SVZ. Minocycline was administered by
intraperitoneal injection for 3 d beginning at P2 (30 mg/kg/d, P2-P4, n = 6/group), and the amount of IGF-1 in the SVZ was
quantified by ELISA. €, Minocycline decreased the amount of inflammatory cytokines in the SVZ. IL-1¢y, IL-183, IL-2, IL-4, IL-6,
IL-10, GM-CSF, IFN-y, and TNF-cx levels in the SVZ tissue lysate were measured by BioPlex cytokine detection assay system. *p <
0.05 (Student's t test). n = 6 rats/group. Data are mean = SEM. Similar results were obtained in two independent experiments.
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microglial activation (Tikka et al., 2001;
Zhao et al., 2007). We first verified the
effects of minocycline on the activation of
microglia. Minocycline was administered
by intraperitoneal injection for 3 d begin-
ning at P2 (30 mg/kg/d, P2-P4, n =
6/group), and sagittal sections of
minocycline-treated rat forebrains were
immunostained for Ibal, CDI11b, and
CD68. Minocycline did not change the
numbers of Ibal-positive microglia in the
VZ/SVZ (Fig. 3A, top), but it dramatically
changed their shape from amoeboid to
more ramified (Fig. 34, bottom). The
number of CD11b * cells was significantly
decreased (Fig. 3Bb1, top and graph), and
the decrease in CD11b levels in the SVZ
was confirmed by Western blotting (Fig.
3Bb2, top graph and photo). The number
of CD68 * cells and the level of CD68 were
also decreased (Fig. 3B, bottom data).
These results indicate that our adminis-
tration of minocycline suppresses the ac-
tivation of SVZ microglia.

We then investigated the effects of
minocycline on early postnatal differentia-
tion. After the administration of minocy-
cline, sagittal sections were immunostained
with differentiation markers: Ki67 (prolif-
erating cells), nestin (stem cells), Dcx
(neuronal progenitors), PDGFRa (oli-
godendrocyte progenitors [polydendro-
cytes]), Ol (oligodendrocyte progenitors
[premyelinating oligodendrocytes]), MBP
(mature oligodendrocyte [premyelinat-
ing and myelinating oligodendrocytes]
(Nishiyama et al., 2009), ALDHIL1 (as-
trocyte progenitors), and S1008 ™ (astro-
cytes) (Fig. 4A). The numbers of cells
positive for Ki67, Dcx, O1, and MBP were
counted, whereas the levels of nestin,
PDGFa, ALDHI1LI, and S10083 were ex-
amined by Western blotting because it
was hard to discriminate the cell morphologies by these signals.
Minocycline significantly decreased the number of Ki67 * cells
and slightly decreased the level of nestin. The number of cells
positive for Dcx was also significantly reduced. Furthermore, mi-
nocycline decreased the numbers of cells positive for O1 and
MBP, whereas the numbers of PDGFRa ™ cells rather tended to
increase. The levels of ALDHIL1 and S10083 did not change.
These results suggest that activated microglia in the early postna-
tal SVZ enhance neurogenesis and oligodendrogenesis, and ac-
tivated microglia affect oligodendrocyte progenitors at rather
later stage of differentiation. We also performed the double
staining of Ki67 with the respective differentiation markers
(Fig. 4B). Although the total number of Ki67 ™ cells was de-
creased by minocycline, consistent with Figure 4A, the per-
centage of Ki67 " cells also positive for the respective
differentiation markers did not change in the absence or pres-
ence of minocycline (Fig. 4B, left graph), suggesting that mi-
nocycline did not affect the proliferation of progenitors of the
specific cell types. Typical images of the SVZ cells positive for
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Ki67 and Nestin, and the cells positive
for Ki67 and Dcx in the control group
are shown (Fig. 4B, right panels).

Butovsky et al. (2006a) have reported
that IGF-1 released from activated micro-
glia promoted neurogenesis and oligoden-
drogenesis from adult stem/progenitor
cells. We examined whether microglia in
the early postnatal SVZ produce IGF-1
(Fig. 5A). Microglia did contain IGF-1
protein, but the percentage of CD11b "
cells also positive for IGF-1 " was 43.42 *
6.72%. Furthermore, the amount of
IGF-1 in the SVZ tissue lysates was not
decreased by minocycline (Fig. 5B). These
results suggest that, although a fraction of
activated microglia in the early postnatal
SVZ did produce IGF-1, the effects of ac-
tivated microglia on neurogenesis and oli-
godendrogenesis obtained in our study
were independent of IGF-1. Activated
microglia release a number of cytokines.
In some cases other than pathological
conditions, cytokines also have physiolog-
ical roles (Schifers and Sorkin, 2008;
Spedding and Gressens, 2008; Camacho-
Arroyo et al., 2009; Miller et al., 2009;
Spooren et al., 2011). We therefore inves-
tigated whether the SVZ microglia cause
the increase in cytokine concentrations in
the early postnatal SVZ (Fig. 5C). We ex-
amined the effects of minocycline on the
levels of IL-1¢, IL-13, IL-2, IL-4, IL-6, IL-
10, GM-CSF, IFN-vy, and TNF-a. To mea-
sure multiple cytokines in a small volume
of tissue samples simultaneously, we used
the BioPlex cytokine detection assay sys-
tem (Bio-Rad). The levels of IL-1p, IL-6,
and TNF-a were significantly decreased
by the 3-day intraperitoneal administra-
tion of minocycline (Fig. 5C). Although
the difference was not significant, the level
of IFN-vy also tended to be decreased.

To examine more directly whether
these cytokines affected neurogenesis and
oligodendrogenesis, we performed in vitro
experiments, coculturing neural stem cells
with activated microglia. Microglia cul-
tured independently of neurospheres on
transwells were activated by LPS (10 ng/
ml, 30 min) in the presence or absence of
minocycline (10 uMm). The microglia were
carefully washed to remove residual LPS
and minocycline, and then the transwell
on which microglia were cultured was set
onto the neurosphere cultures in prodif-
ferentiation conditions. The activated mi-
croglia significantly increased the number
of B3-tubulin " and O4 ™ cells but had no
effects on GFAP* cells in neurospheres
(Fig. 6A,B). Minocycline almost com-
pletely suppressed the effects of activated
microglia on the numbers of cells positive
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Figure 6.  The reproduction of the enhancement of neurogenesis and oligodendrogenesis by activated microglia in vitro. Mi-

croglia cultured independently of neurosphere on transwells were activated by LPS (10 ng/ml, 30 min) in the presence or absence
of minocycline (10 wu), washed carefully, and the transwells were set onto the neurospheres or dissociated cells from neurosphere
in prodifferentiation conditions. After differentiation periods suitable for neurons (7 d) or oligodendrocytes (11 d), neurospheres
were stained for 33-tubulin (green), PDGFRcx (green), 04 (green), GFAP (red), and TOTO3 (cyan). To check the effects of minocy-
cline alone, dissociated cells were incubated in the presence of minocycline (10 wum) for 7 d. 4, Quantification of the numbers of
neurons, oligodendrocyte progenitors, or astrocytes differentiated from neurospheres cocultured with activated microglia in the
presence or absence of minocycline. ***p << 0.001 (Tukey's test by ANOVA). n = 12 neurospheres/group. Data are mean = SEM.
B, Representative immunostained images of neurospheres cocultured with activated microglia in the presence or absence of
minocycline. C, The effects of activated microglia on differentiation of single cells dissociated from neurospheres in the presence or
absence of minocycline. The effects of minocycline alone were also shown (mino-cont in each graph). *p << 0.05, **p < 0.01,
**%p < 0.001. (Tukey's testby ANOVA). n = 12 neurospheres/group. Data are mean == SEM. D, Images of cellsimmunostained for
differentiation markers. Arrowheads indicate the representative cells positive for the differentiation markers.
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The in vitro enhancement of neurogenesis and oligodendrogenesis by activated microglia was suppressed by the mixture of function-blocking antibodies (anti-IL-13, anti-IL-6,

anti-TNF-c, and anti-IFN-+). A, The release of IL-1/3, IL-6, TNF-c, or IFN-+ from activated microglia was suppressed by minocycline. Cultured microglia were activated by LPS (10 ng/ml, 30 min)
in the absence and presence of minocycline (10 ru). The concentration of each cytokine in the supernatant was measured by ELISA 24 h after. *p < 0.05 (Student's t test). Data are mean == SEM.
B, Effects of function-blocking antibodies to IL-1/3, IL-6, TNF-cx, and IFN--y on enhanced neurogenesis and oligodendrogenesis by the activated microglia. The neurospheres were differentiated in
the absence or presence of functional blocking antibodies (goat anti-rat IL-13 antibody, goat anti-rat IL-6 antibody, TNF-cc antibody, or goat anti-mouse/rat IFN-y antibody) (1 wg/ml for each) and
amixture of all of these antibodies. After a differentiation period suitable for neurons (7 d) or oligodendrocytes (11 d), neurospheres were stained for 33-tubulin (green), 04 (green), and T0T03
(cyan). The data of single function blocking antibodies were compared with the controls, which include the same concentration of isotype-matched control IgGs (1 p.g/ml for each). The data of the
mixture of function blocking antibodies were compared with the controls, which include the same concentrations of isotype-matched control IgGs (i.e., 3 ug/ml of normal goat IgG control and 1
g/ml of rabbit IgG control). *p << 0.05. **p << 0.01, versus isotype-matched control IgG group (Tukey's test by ANOVA). Data are mean == SEM. (, Representative immunostained images of
neurospheres cocultured with activated microglia in the absence or presence of the mixture of the function-blocking antibodies. We confirmed the same results in three independent experiments.

for B3-tubulin or O4. We further confirmed these results using a
differentiation assay with cells dissociated from neurospheres
(Fig. 6C,D). With this protocol, the morphology of each cell
could be discriminated more clearly. Consistent with the results
described above, an increase in the numbers of cells positive for
B3-tubulin and O4 was induced by activated microglia (Fig.
6C,D). Of note, PDGFRa * cells were decreased by activated mi-

croglia, whereas O4 * cells were increased by activated microglia.
Minocycline suppressed both of these effects, suggesting that ac-
tivated microglia affect the later stage of oligodendrogenesis,
thereby reducing the size of PDGFa ™ progenitor pool. In this
experiment, we also checked the effects of minocycline alone (10
uM) on neurogenesis and oligodendrogenesis (Fig. 6C, “mino-
cont” in each graph). Minocycline did not affect the numbers of
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same results were obtained in two independent experiments.

cells positive for B3-tubulin, O4, PDGFRe, or GFAP, indicating
that minocycline itself had little direct effects on neurogenesis
and oligodendrogenesis. Together, these results demonstrated
that we could reproduce the in vivo data in an in vitro coculture
experiment. We further confirmed that activated microglia en-
hanced neurogenesis and oligodendrogenesis, and minocycline
specifically suppressed the effects of microglia. We therefore ex-
amined the effects of minocycline on the release of IL-1, IL-6,
TNF-q, and IFN-v from activated microglia in vitro. In the pres-
ence of minocycline, the release of all of these cytokines was sig-
nificantly suppressed (Fig. 7A), consistent with in vivo data (Fig.
5C). To examine the extent of the contribution of each cytokine
to the enhancement of neurogenesis and oligodendrogenesis, we
applied function-blocking antibodies to IL-1p, IL-6, TNF-«, and
IFN-vy (1 pg/ml) to cocultures of activated microglia and neuro-
spheres (Fig. 7B). The same concentration of isotype-matched
control IgG (both of goat and rabbit) (1 ug/ml) did not have any
effects on either neurogenesis or oligodendrogenesis. Unexpect-
edly, any single function-blocking antibody to IL-1j3, IL-6,
TNE-a, or IEN-+y did not change the effects of activated microglia
on neurogenesis and oligodendrogenesis (Fig. 7B). We then tried
a mixture of all of these function-blocking antibodies (goat anti-
rat IL-1B antibody, goat anti-rat IL-6 antibody, TNF-« antibody,
and goat anti-mouse/rat IFN-vy antibody, 1 ug/ml for each).

When compared with the control which included the same con-
centrations of isotype-matched control IgGs (i.e., 3 ug/ml of nor-
mal goat IgG control and 1 ug/ml of rabbit IgG control), the
effects of activated microglia were significantly suppressed by a
mixture of all of these function-blocking antibodies (Fig. 7B, Anti
Mix in the right graphs in 33-tubulin and O4, respectively). The
representative images of the expression of 33-tubulin (left) or O4
(right) in neurospheres cocultured with activated microglia in
the presence of the mixture of function-blocking antibodies are
shown in Figure 7C. We also examined the direct effects of each
single cytokine on neurogenesis and oligodendrogenesis sepa-
rately (Fig. 8). IL-1B and IFN-y enhanced neurogenesis at 1 ng/
ml, although the effects became weaker at 10 ng/ml (Fig. 8A).
IL-1pB and IL-6 enhanced oligodendrogenesis at 10 ng/ml (Fig.
8A). IFN-vy suppressed oligodendrogenesis. These results suggest
that IL-1$3 and IFN-vy are important for neurogenesis, whereas
IL-1B and IL-6 are important for oligodendrogenesis, and the
combinations and concentrations optimal for neurogenesis and
oligodendrogenesis are different. Representative data of the neu-
rospheres treated with the cytokines are shown in Figure 8B. We
confirmed that each single cytokine did not affect cell viability at
10 ng/ml in our experimental protocol (Fig. 8C). These in vitro
data indicate that activated microglia regulate neurogenesis and
oligodendrogenesis through released cytokines, and the cyto-
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kines produce their effects in a synergistic manner. It also appears
that the combinations and concentrations optimal for neurogen-
esis and oligodendrogenesis are different.

Discussion

In the postnatal mammalian brain, neural stem cells (NSCs) are
mainly localized in two areas: the forebrain SVZ (Doetsch and
Scharff, 2001) and the subgranular zone of the dentate gyrus
(Zerlin et al., 2004) of the hippocampus (Gould et al., 1999; Lie et
al., 2004). The microenvironments that are permissive for neu-
rogenesis and gliogenesis are composed of a variety of cell types,
such as stem cells, progenitor cells, astrocyte cells, and microglial
cells. Increasing evidence indicates the importance of the sur-
rounding glial cells in neurogenesis (Doetsch et al., 1999; Temple,
2001). Goings et al. (2006) have shown that microglia in the adult
SVZ are semiactivated, but microglial contribution to neurogen-
esis is complex. So far, the role of microglia in neurogenesis has
been examined mainly in pathological conditions (Ekdahl et al.,
2003; Monje et al., 2003). Activated microglia in inflammatory
settings, such as intraperitoneal administration of LPS, inhibited
neurogenesis (Ekdahl et al., 2003; Monje et al., 2003; Cacci et al.,
2008). However, a growing number of studies have suggested that
activated microglia are beneficial for neurogenesis (Aarum et al.,
2003; Butovsky et al., 2005, 2006a; Walton et al., 2006; Ziv et al.,
2006; Hanisch and Kettenmann, 2007; Ekdahl et al., 2009; Bach-
stetter et al., 2011; Ekdahl, 2012; Vukovic et al., 2012), even in
pathological conditions, such as an animal model of multiple
sclerosis (Butovsky et al., 2006b), ischemia (Thored et al., 2009;
Deierborg et al., 2010), and epilepsy (Bonde et al., 2006). Such
variability concerning the effects of microglia on neurogenesis
may reflect the different polarization of microglia and/or the pre-
cise status of NSCs/neuronal progenitor cells (NPCs) (Cacci et
al., 2008; Li et al., 2010; Ekdahl, 2012; Ortega et al., 2013), and
crosstalk between them (Mosher et al., 2012).

Concerning the origin of microglia, various data have been
reported. In vivo lineage tracing studies have established that mi-
croglia differentiate from primitive myeloid progenitors that
arise before embryonic day 8 and are identified in the CNS pa-
renchyma even before definitive hematopoiesis (Ginhoux et al.,
2010), although it has been shown that microglia migrate from
lateral ventricle into brain via SVZ in the postnatal brain (Mohri
et al., 2003). Microglia in the embryonic SVZ limit the produc-
tion of cortical neurons by phagocytosing neural precursor cells
(Cunningham et al., 2013). Even in the adult brain, microglia
appear densely populated in neurogenic niches, such as the SVZ
(Mosher et al., 2012), and appear more activated in the adult SVZ
than in non-neurogenic zones (Goings et al., 2006). Although
these data strongly suggest that microglia play important roles in
CNS development and an increasing number of studies have elu-
cidated various roles of microglia during developmental periods
(Wu et al.,, 1993; Pont-Lezica et al., 2011; Tremblay et al., 2011),
the detailed dynamics of microglia in the SVZ from early postna-
tal stages to a young adult stage remain to be elucidated. Further-
more, few studies have examined the role of microglia in normal
developmental processes during this period. In this study, we
found that activated microglia first accumulated in the SVZ and
then dispersed to white matter, where they became more rami-
fied. In addition, the number of activated microglia was largest in
the medial SVZ throughout the studied period (P30). We here
elucidated that activated microglia in the early postnatal SVZ
enhance neurogenesis and oligodendrogenesis through the
mechanisms described below. Our present data and the previous
reports concerning developmental changes in the distribution
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suggest that the developmental roles of microglia in the SVZ are
not transient but more general throughout life.

Using a combination of in vivo and in vitro approaches, we
demonstrated that these activated microglia in the early postnatal
SVZ enhanced neurogenesis and oligodendrogenesis through re-
leasing cytokines. Butovsky et al. (2006a) reported that the
beneficial effects of microglia on adult neurogenesis/oligoden-
drogenesis was achieved by IGF-1 after IL-4 and IFN-vy release
from activated microglia. In our study, although the activated
microglia in the early postnatal SVZ did produce IGF-1, the ef-
fects of activated microglia on neurogenesis and oligodendrogen-
esis observed here were independent of IGF-1. We clarified that
the SVZ microglia facilitate neurogenesis and oligodendrogenesis
via production of cytokines. Interestingly, in in vitro coculture
experiments, the enhancement of neurogenesis and oligodendro-
genesis was suppressed by a mixture of function-blocking anti-
bodies (anti-IL-18, anti-IL-6, anti-TNF-¢, anti-IFN-v), but not
by a single function-blocking antibody. These results suggest that
microglial cytokines enhance neurogenesis and oligodendrogen-
esis in combinations. In support of this, among the cytokines we
examined, only IL-1B and I[FN-y enhanced neurogenesis,
whereas only IL-18 and I1L-6 showed potentials of enhancing
oligodendrogenesis. Previous reports have shown that NPCs ex-
press IL-183, IL-1RI and IL-1RIL, and IL-1p regulates the prolif-
eration and differentiation of NPCs (Wang et al., 2007). It has
been shown that IL-18 promotes proliferation and differentia-
tion of oligodendrocyte progenitor cells (Vela et al., 2002). Fur-
thermore, IL-6 and IL-6R are reported to promote neurogenesis
and gliogenesis (Islam et al., 2009; Oh et al., 2010). Li et al. (2010)
showed that IFN-vy stimulated neurosphere formation from em-
bryonic brain, but the effects of IFN-vy are modified in the pres-
ence of microglia, supporting the complementary interactions
between cytokines.

These proinflammatory cytokines had been thought to cause
suppression of neurogenesis in pathological conditions, such as
chronic LPS stimulation (Monje et al., 2003), allergic encephalo-
myelitis (Ben-Hur et al., 2003), and status epilepticus (losif et al.,
2006; Koo and Duman, 2008). However, recent reports have
shown that that the different polarizations of microglia are in-
duced by different application protocols of LPS (Cacci et al,,
2008), suggesting that the combination and the concentration of
cytokines released by microglia change depending on the ambi-
ent conditions. Indeed, some previous reports suggest that each
cytokine reveals different effects at different concentrations (Ber-
nardino et al., 2008; Cacci et al., 2008; Das and Basu, 2008; Russo
et al., 2011). Bernardino et al. (2008) have shown that TNF-«
results in proliferation of neural stem cells at 1 ng/ml but caused
apoptosis at 10-100 ng/ml. Microglia in the developmental
brains may sense the change of environment and release a certain
combination of cytokines at suitable concentrations for neuro-
genesis and oligodendrogenesis, whereas overactivation of mi-
croglia in pathological inflammation or nerve injury induces
massive proinflammatory cytokine production, resulting in the
suppression of neurogenesis. Nakanishi et al. (2007) showed that
IL-6 promoted astrocytogenesis from the SVZ neurospheres. In
our study, however, although activated microglia release IL-6, the
effects on astrocytogenesis were not observed either in vivo or in
vitro. This might be because of different medium compositions
(i.e., growth factors) used for differentiation of neurosphere.
Compared with the other cytokines, only IFN-+y suppressed oli-
godendrogenesis, suggesting that a proper concentration range of
IFN-v to enhance oligodendrogenesis might be narrower than
the other cytokines.
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Of interest, our results suggest that activated microglia signif-
icantly increased O4 " cells while decreasing PDGFRa ™ Cells.
These results suggest that activated microglia enhance oligoden-
drogenesis at later stages of oligodendrocyte differentiation. Re-
cently, Miron et al. (2013) showed that a switch from M1 to M2
occurred in microglia during remyelination, and oligodendro-
cyte differentiation was enhanced by M2 cell releasing factors. A
comprehensive analysis about the released factors from micro-
glia, including cytokines, and the precise identification of the cell
population (NSCs and/or NPCs) that are responsive to these fac-
tors will be necessary to understand fully the mechanisms under-
lying the effects of microglia on neurogenesis and gliogenesis.

In conclusion, we have found a population of activated micro-
glia accumulating in the early postnatal SVZ that facilitate neu-
rogenesis and oligodendrogenesis. A synergism among cytokines
was important for the effects. To our knowledge, this is the first
report to show that microglia regulate cell differentiation via re-
leasing cytokines in early postnatal brain development.
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ABSTRACT — Carbon nanotubes (CNTs) are used in many fields; however, little is known about the
effects of CNTs on the central nervous system (CNS). In this study, we found that extracts of sonicated
CNTs suppressed the proliferation of neural stem cells (NSCs). Single-walled CNTs (SWCNTs) and mul-
tiple-walled CNTs (MWCNTs) were suspended in PBS (1 mg/mL) and sonicated for 5 hr using a water
bath sonicator. Supernatants from both types of CNTs suppressed NSC proliferation. The effects weak-
ened in a dilution-ratio-dependent manner and strengthened in a sonication time-dependent manner. Metal
concentrations extracted from SCNTs and MCNTs after 5-hr of sonication were determined using induc-
tively coupled plasma mass spectrometry. Mn, Rb, Cs, Tl, and Fe were detected in the SWCNT super-
natant, and Mn, Cs, W, and Tl were detected in the MWCNT supernatant. The concentration of Mn, Rb,
and Fe eluted from the SWCNTs and Rb eluted from MWCNTs following sonication were sufficient to
suppress NSC proliferation alone. N-acetyl cysteine (NAC) and ascorbic acid (AA) reversed the effects
of Mn and Fe and restored NSC proliferation. The effects of Rb and Tl were not affected by the antioxi-
dants. Both antioxidants largely restored the suppression of NSC proliferation induced by the SWCNT
and MWCNT supernatants. These results suggest that metals extracted from CNTs via a strong vibration
energy can suppress NSC proliferation through ROS production by the extracted metals.

Key words: Carbon nanotube, Neural stem cell, Metals, Proliferation

INTRODUCTION

CNTs are fiber-shaped nanomaterials that consist of
graphite hexagonal-mesh planes (graphene sheet) in a sin-
gle-layer (single-walled carbon nanotubes (SWCNTSs)) or
in multiple layers with nest accumulation (multi-walled
carbon nanotubes (MWCNTs)). The structure of SWC-
NTs is a honeycomb carbon lattice rolled into a cylinder,
and the basic morphology consists of a sheet of tangled
SWCNT (with a diameter of approximately 2 nm) bundles
with diameters tens of nanometers in length. The structure
of MWCNTs consists of honeycomb carbon lattices rolled
into a multi-layer tubular shape, and the basic morpholo-

gy is composed of particles of tangled MWCNTs with a
diameter of approximately 30 nm. CNTs are used in many
fields, including energy, healthcare, environment, materi-
als, and electronics. However, adverse effects of CNTs on
human health are poorly understood. Exposure to asbes-
tos is known to cause asbestosis, bronchogenic carcino-
ma, mesothelioma, pleural fibrosis and pleural plaques,
indicating that both the lungs and the pleura are targets
of asbestos (Donaldson et al., 2013). CNTs also exist as
fibers or compact particles; thus, most studies concerning
the adverse effects of CNTs have focused on lung toxicity
(Jaurand et al., 2009; Pacurari et al., 2010) based on the
fiber pathogenicity paradigm developed in the 1970-80s.
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However, recent reports showed that nano-particles can
cross the blood-brain barrier (BBB) and enter the brain
(Sharma and Sharma, 2007). Furthermore, it has been
suggested that the olfactory nerve pathway is a portal of
entry into the CNS (Henriksson and Tjalve, 2000; Persson
et al., 2003; Mistry et al., 2009; Balasubramanian
et al., 2013). Recent reports showed that MWCNTs are
toxic to neural cells (Belyanskaya et al., 2009; Xu ef al.,
2009; Gavello et al., 2012). Here, we investigated the
effects of CNTs on the self-renewal of neural stem cells
(NSCs). The mammalian CNS comprises various cell
types, including neurons, astrocytes, and oligodendro-
cytes, and these cells differentiate from NSCs at specif-
ic brain developmental stages. Sufficient proliferation of
NSCs before differentiation is essential to supply the neu-
rons and glia required for brain function (Caviness et al.,
1995; Kriegstein and Alvarez-Buylla, 2009). In addition,
NSCs are maintained in the subventricular zone and the
hippocampal subgranular zone in the adult brain. Adult
neurogenesis from these NSCs plays a key role in high-
er-order brain functions, such as cognition, learning and
memory (Couillard-Despres et al., 2011; Eisch and Petrik,
2012; Rolando and Taylor, 2014). Thus, the effects of
CNTs on the proliferation of NSCs need to be determined
for both of brain development and brain function. Here,
we report that sonicated extracts of CNTs suppressed
the proliferation of NSCs. We also determined that these
effects were mediated through ROS produced by residual
metals in the CNTs.

MATERIALS AND METHODS

Materials

CNTs (SWCNT: purity > 95%; Lot No.: SW1859;
MWCNT: purity: > 98%; Lot No.: 04-12/10#1-(4)) were
supplied by Nikkiso Co., Ltd. (Shizuoka, Japan). Both
test materials were not coated or modified. The detailed
physiochemical properties of Nikkiso CNTs have been
previously reported (Ema et al., 2011; Matsumoto et al.,
2012). Epidermal growth factor (EGF), MnCl,, RbCl,
TICl; FeCl,, FeCl;, and NAC were purchased from
Sigma (St. Louis, Mo, USA). Fibroblast growth factor 2
(FGF2) was purchased from PeproTech (Rocky Hill, NJ,
USA). AA was purchased from WAKO (Osaka, Japan).
The BrdU cell proliferation assay kit was purchased from
Merck (Darmstadt, Germany). B27 supplement, TrypLE
Select, FBS, and DMEM were purchased from Life Tech-
nologies (Grand Island, NY, USA).

Vol. 1 No. 3

Preparation of supernatants of sonicated CNT
solutions

SWCNTs and MWCNTs were suspended in PBS
(1 mg/mL) and sonicated for 10 min or 5 hr using a water
bath-sonicator (Hitachi-Kokusai Electric Inc., Tokyo,
Japan) at a frequency of 36 kHz and a watt density of 65
W/264 cm?. The supernatants of sonicated CNT suspen-
sions were diluted with culture medium 10- to 1,000-fold.

Rat neural stem cell (NSC) culture

Rat NSCs were cultured as previously described
{Reynolds ef al., 1992; Hamanoue et /., 2009) with slight
modifications. Briefly, the telencephalons were dissected
from embryonic day 16 (E16) rats of either sex in ice-cold
DMEM/F12. The tissue was then minced and dispersed
into single cells by pipetting. Cells were then cultured
in DMEM/F12 containing B27 supplement (1/200),
20 ng/mL fibroblast growth factor 2 (FGF2) and 20 ng/mL
epidermal growth factor (EGF) for 7 days. The prima-
ry neurospheres were incubated with TrypLE Select for
15 min and dissociated by pipetting. Single cells were
seeded in 96-well plates for the proliferation assay.

Measurement of metal concentrations

CNTs were suspended in PBS (1 mg/mL) and sonicated
for 5 hr using a water bath sonicator. The metal concen-
trations in the CNT supernatants were quantified using an
inductively coupled plasma mass spectrometer (ICP-MS)
(Agilent 7500ce ICP-MS, Agilent Technologies,
Santa Clara, CA, USA) fitted with a collision/reaction
cell in helium mode. We first detected metals at concen-
trations exceeding the detection limits using a semi-quan-
titative analysis. Next, we determined the concentration
of the detected metals (i.e., Mn, Fe, Rb, Cs, W, and TI)
using a full quantitative analysis with calibration curves.

Treatment of NSCs with the supernatants
of sonicated CNT suspensions, metals, and
antioxidants

NSCs were treated with the supernatants of sonicat-
ed CNT suspensions, MnCl, (1-100 ppb), RbCI (1-100
ppb), TICl, (0.1-10 ppb), FeCl, (100-10,000 ppb) or FeCl,
(100-10,000 ppb) with or without 10 uM N-acetyl
cysteine (NAC) or 10 uM ascorbic acid (AA) for 24 hr.

NSC proliferation assay

We quantified NSC proliferation according the
instructions from the BrdU cell proliferation assay kit
(Calbiochem, Hayward, CA, USA). The primary neu-
rospheres were dissociated into single cells and seed-
ed in 96-well plates at a density of 2 x 10¢ cells/
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well. BrdU was added to the medium during the treat-
ment of NSCs. After incubation, the cells were fixed,
and BrdU-immuno-labeling was performed. The flu-
orescence intensities were used as a marker of prolif-
eration. The fluorescence was measured at an excita-
tion wavelength of 320 nm and emission wavelength of
460 nm with a fluorescence microplate reader (Spectra
Max Microplate reader, Molecular Devices, Sunnyvale,
CA, USA).

Data analysis and statistics

All data are shown as the mean + S.E.M. The statis-
tical analysis was performed using Student’s #-test or an
ANOVA followed by a Tukey’s test. Differences were
considered to be significant at p < 0.05.

RESULTS

SWCNTs and MWCNTs were suspended in PBS
(1 mg/mL) and sonicated for 5 hr using a water bath soni-
cator. The supernatants of the sonicated CNT suspensions
were collected and diluted with culture medium 10- to
1,000-fold. We found that a 24-hr treatment with super-
natants of SWCNT and MWCNT suppressed NSC prolif-
eration in a dilution ratio-dependent manner (Fig. 1). The
suppression of proliferation was stronger with the SWC-
NT supernatant when compared with the MWCNT super-
natant. The effects of sonication time were also assessed.
The suppressive effects of both supernatants disappeared
when the sonication time was changed from 5 hr to
10 min (Fig. 2). These results suggest that the suppression
of NSC proliferation is due to factors released from CNTs
in a sonication time-dependent manner.

CNTs are manufactured using metallic catalysts
(Ding et al., 2008; Yazyev and Pasquarello, 2008;
Banhart, 2009; Tyagi et al., 2011). Thus, we speculat-
ed that residual metals extracted from CNTs during the
5-hr sonication may be responsible for the suppression of
NSC proliferation. We therefore quantified the metal con-
tents in the CNT supernatants. The metals in the SWCNT
and MWCNT supernatants were first analyzed using ICP-
MS in a semi-quantitative mode. Next, the concentra-
tions of metals were determined using calibration curves
(Table 1). We found that a 5-hr sonication induced the
extraction of multiple metals from the CNTs. Mn, Rb,
Cs, Tl, and Fe were detected in the SWCNT supernatant,
whereas Mn, Cs, W, and TI were detected in the MWC-
NT supernatant. Among these metals, the concentration
of Fe in SWCNT supernatant was remarkably high (from
N.D. to 7,110 ppb). The concentrations of these metals in
PBS were largely negligible and did not change after a
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Fig. 1. Effects of the supernatants of sonicated CNT suspen-
sions on the proliferation of rat NSCs. The superna-
tants of SWCNTs and MWCNTs suppressed NSC
proliferation in a dilution ratio-dependent manner.
*:p <0.05, **: p <0.01 vs. control group (N = 6),
ANOVA followed by a Tukey’s test.
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Fig. 2. Sonicationtime-dependence of CNT supernatant effects.

The effects of SWCNT and MWCNT supernatants dis-
appeared with a sonication time of 10 min. However,
a 5-hr sonication time produced a significant suppres-
sion of NSC proliferation. *: p < 0.05 vs. control group
(N = 6), ANOVA followed by a Tukey’s test.

5-hr sonication.

Next, we examined the direct effects of the metals at
concentration ranges detected in the supernatants. Fig. 3
shows the metals that had a suppressive effect on NSC
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Table 1. Metals eluted from CNTs by sonication for 5 hr.

Concentrations of metals (ppb) 1 ppb=10%%

PBS PBS SWCNT SWCNT MWCNT MWCNT

sonication - + - + - +

Mn nd nd 0.33 16.04 nd 0.26
Rb 3.97 3.84 6.88 13.33 4.06 4.61
Cs nd nd 0.1 0.32 nd 0.59
w nd 0.05 nd 0.08 nd 0.4
Tl md nd 0.05 0.17 nd 0.37
Fe nd nd nd 7110 nd nd

The metal concentrations in the supernatant of SWCNT and MWCNT were quantified using ICP-MS in a semi-quantitative mode
followed by a full quantitative mode. Mn, Rb, Cs, W, Tl, and Fe were detected in the SWCNT supernatant. Mn, Rb, Cs, W, T1, and
Fe were detected in the MWCNT supernatant. The concentration of Fe in the SWCNT supernatant was remarkably high (7,110 ppb).
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Fig. 3. The direct effect of metals in CNT supernatants. Mn2*,
tration-dependent manner. *: p <0.05, **: p <0.01 vs.

proliferation (Fig. 3). Mn?*, Rb*, TI**, Fe?*, and Fe** sup-
pressed the proliferation of NSCs in a concentration-de-
pendent manner. These results indicate that Mn, Rb, and
Fe were present in the SWCNT supernatant at a concen-
tration high enough to suppress NSC proliferation. This
effect was induced by the Rb in the MWCNT supernatant.
Some metals are known to produce reactive oxygen spe-
cies (Ding et al., 2008) that can result in oxidative stress
on lipids, DNA and proteins (Henriksson and Tjalve,
2000; Choi et al., 2007; Alekseenko et al., 2008; Kim
et al., 2011, Latronico et al., 2013; Roth and Eichhorn,
2013; Sripetchwandee et al., 2013). Thus, we examined
the involvement of ROS in the suppression of NSC pro-
liferation. N-acetyl cysteine (NAC) (10 uM) and ascorbic

Vol. 1 No. 3

Rb*, T3+, Fe?*, and Fe3* suppressed NSC proliferation in a concen-
control group (N = 12), ANOVA followed by a Tukey’s test.

acid (AA) (10 uM) are typical antioxidants that can sig-
nificantly restore the suppression of the NSC proliferation
caused by Mn?*, Fe?*, and Fe3* (Fig. 4A). The effect of Rb
and TI were not affected by NAC or AA (data not shown).
These results suggest that ROS is involved in the suppres-
sive effects produced by Mn and Fe. We also examined
whether ROS played a role in the suppression of NSC
proliferation by the CNT supernatants (Fig. 4B). Both
NAC and AA markedly restored the decrease in NSC pro-
liferation caused by the SWCNT and MWCNT superna-
tants. We confirmed that both of these antioxidants alone
did not affect NSC proliferation (data not shown). Taken
together, these results suggest that the suppressive effects
of the sonicated extract of CNTs were mainly caused by
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Antioxidants attenuated the reduction in NSC proliferation caused by metals and CNT supernatants. The suppression of

the NSC proliferation caused by Mn?, Fe?", Fe3* (A) and the supernatants of CNTs (B) was significantly restored by NAC
(10 uM) and AA (10 pM). *: p <0.05,**: p < 0.01 vs. control group, #: p < 0.05, ##: p <0.01 vs. metal or CNT-superna-
tant-treated groups (N = 7), ANOVA followed by a Tukey’s test.

ROS produced by residual metals.
DISCUSSION

We found that the supernatants of sonicated CNT sus-
pensions suppress NSC proliferation. We also determined
that these effects were largely mediated by ROS produc-
tion from residual metals. To demonstrate the involve-
ment of ROS, we used the two antioxidants NAC and
AA. NAC exerts its protective by increasing glutathione

levels (Yim et al., 1994; Arfsten et al., 2007; Li et al.,
2009), directly scavenging ROS, and activating ERK1/2
(Zhang et al., 2011). AA is a powerful water-soluble anti-
oxidant that acts by scavenging ROS and reactive nitro-
gen species (Carr and Frei, 1999; Kojo, 2004). The con-
centrations of NAC and AA used in this study were at a
level shown to suppress the effects of ROS in previous
studies (Carr and Frei, 1999; De la Fuente and Victor,
2001; Nakajima et al., 2009).

Proliferative NSCs have a high endogenous ROS lev-
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el (Le Belle er al., 2011), and redox balance is impor-
tant to regulate NSC/neural progenitor cell (NPC)-self-
renewal and differentiation (Smith et al., 2000; Li et al.,
2007; Hou et al., 2012; Topchiy et al., 2013). For exam-
ple, mitochondrial superoxide negatively regulates NPC-
self-renewal in the developmental cerebral cortex (Hou et
al., 2012). High levels of ROS inhibit O-2A progenitor
proliferation (Smith et al., 2000; Li et al., 2007). In oth-
er cases, NADPH oxidase (Nox) 4-generated superoxide
drives mouse NSC proliferation (Topchiy et al., 2013).
Ketamine-induced ROS enhanced the proliferation of
NSCs derived from human embryonic stem cells (Bai et
al., 2013). The effect of ROS on NSC/NPC proliferation
may change depending on the subcellular localization of
the ROS generation and the timing of the ROS genera-
tion.

The suppression of NSC proliferation by the superna-
tants of both CNTs were virtually restored by the anti-
oxidants, suggesting that the effects of CNT-supernatants
were mediated through ROS stress. After a 5-hr sonica-
tion, multiple metals were detected in the SWCNT and
MWCNT supernatants using ICP-MS. Mn, Rb, Cs, T1,
and Fe were detected in the SWCNT supernatant, and
Mn, Cs, W, and T1 were detected in the MWCNT super-
natant. Out of these SWCNT metals, the effects of Mn
and Fe were reversed by antioxidants, suggesting that Mn
and Fe play the main role in the suppression of NSC pro-
liferation by CNT supernatants. In the MWCNT superna-
tant, the concentrations of Mn and Fe were insufficient to
suppress NSC proliferation. Thus, a combination of ROS
produced by multiple metals might produce synergistic
suppressive effects.

Fe is essential for biological processes, but it is also
known to be toxic in excess. Fe2* overload into the cells
and shuttling of Fe?* to Fe’* leads to cellular malfunctions
due to ROS production (Halliwell and Gutteridge, 1992;
Touati, 2000). Although Fe3* has been largely consid-
ered as non-cytotoxic (Braun, 1997; Bruins et al., 2000),
it has its own mechanisms that can alter cell viability
(Chamnongpol et al., 2002). Fe3* shows ROS production
even while bound to proteins (Alekseenko et al., 2008).
GSH revealed pro-oxidant effects in the presence of an
exogenous Fe3* (Zager and Burkhart, 1998). Furthermore,
Fe?+ and Fe3* were shown to enter brain mitochondria and
cause mitochondrial depolarization and ROS production
(Sripetchwandee et al., 2013). Mn is also essential for bio-
logical processes, but it has been known to be a neurotox-
icant in excess. Mn induces oxidative stress (Choi et al.,
2007; Park and Park, 2010) and the release of cytokines
(Park and Park, 2010). Mn further potentiates inflamma-
tion by the release of MMP9 through ROS production
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and modulation of ERK (Latronico ef al., 2013). Rb was
also detected in the supernatants of SWCNT and MWC-
NT. Here, we found that Rb alone suppressed NSC prolif-
eration in a ROS-independent manner. Rb has long been
considered as nontoxic. Rb is generally used as a medi-
cal contrast medium because of its long half-life. Thus,
the mechanism behind the Rb effects should be clarified
quickly.

Most commercial CNTs contain ultrafine metal parti-
cles composed of Fe, Ni, Y, Co, Pb, and Cu that are used
as catalysts (Ding et al., 2008; Yazyev and Pasquarello,
2008; Banhart, 2009; Tyagi et al., 2011). Recent studies
showed that metal impurities play a major role in CNT
cytotoxicity (Liu et al., 2008; Kim et al., 2010). The resid-
ual metals can remain in the contact solvent or embed
inside the CNTs (Pumera, 2007; Fubini et al., 2011;
Aldieri et al., 2013). In our study, the content of Fe in
SWCNT was remarkable. A SWCNT is a graphene sheet
protected metal core/shell of nanoparticles (Pumera,
2007). This structure may have caused the higher levels
of metal impurities when compared with MWCNTSs. Our data
suggest that the residual metallic catalysts are released by
vibration energy with a sonication frequency of 36 kHz,
watt density of 65 W/264 cm? and sonication time of
5 hr. Pumera ef al. indicated that washing with concen-
trated nitric acid removed up to 88% (w/w) of metal cat-
alyst nanoparticles (Pumera, 2007). For public health and
the safer applications of CNTs in nano-medicine, it is
preferable to decrease the amount of the metal impurities
by improving the washing process.
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