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We explored the comparative effects of minocycline treatment and intrastriatal BMMC transplantation after experimental striatal
stroke in adult rats. Male Wistar adult rats were divided as follows: saline-treated (N = 5), minocycline-treated (N = 5), and
BMMC-transplanted (N = 5) animals. Animals received intrastriatal microinjections of 80 pmol of endothelin-1 (ET-1).
Behavioral tests were performed at 1, 3, and 7 days postischemia. Animals were treated with minocycline (50mg/kg, i.p.) or
intrastriatal transplants of 106 BMMCs at 24 h postischemia. Animals were perfused at 7 days after ischemic induction. Coronal
sections were stained with cresyl violet for gross histopathological analysis and immunolabeled for the identification of neuronal
bodies (NeuN), activated microglia/macrophages (ED1), and apoptotic cells (active caspase-3). BMMC transplantation and
minocycline reduced the number of ED1+ cells (p < 0 05, ANOVA-Tukey), but BMMC afforded better results. Both treatments
afforded comparable levels of neuronal preservation compared to control (p > 0 05). BMMC transplantation induced a higher
decrease in the number of apoptotic cells compared to control and minocycline treatment. Both therapeutic approaches
improved functional recovery in ischemic animals. The results suggest that BMMC transplantation is more effective in
modulating microglial activation and reducing apoptotic cell death than minocycline, although both treatments are equally
efficacious on improving neuronal preservation.

1. Introduction

Acute neural disorders are untreatable conditions charac-
terized by rapid cell death and tissue loss rendering inex-
orable functional deficits. This can be observed following
stroke [1, 2], spinal cord injury (SCI), and brain trauma
[3]. Following acute neural disorders, primary pathological
events induce vascular damage with tissue necrosis and
subsequent secondary pathological effects, including exci-
totoxicity, neuroinflammation, apoptosis, and oxidative
stress [1, 2]. In the case of stroke, the initial infarct area
expands with time invading the ischemic penumbra, which
worsens the neurological outcome [1, 2].

Neuroinflammation is an important secondary event fol-
lowing stroke [4, 5]. Ischemic damage triggers an intense
inflammatory response with both humoral and cellular com-
ponents, which contribute to both detrimental and beneficial
actions [4, 5]. In hours, several cytokines are released by
neurons and glial cells [6], which increase the recruitment
of neutrophils [7, 8], lymphocytes [9–12], and intense
microglia/macrophage activation [13–15].

It has been established that microglial activation has a
dual role after stroke, with both beneficial and detrimental
actions [4]. Inhibition of microglial activation with minocy-
cline decreases the infarct area in both the cortex and stria-
tum following middle cerebral artery occlusion (MCAO)
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[13, 15, 16]. Significance of neuronal preservation has been
obtained by inhibition of microglia with PJ34, a poly(ADP-
ribose) polymerase inhibitor [17]. In addition, it has been
reported that active caspases, including caspases 3 and 8,
modulate microglia activation contributing to their neuro-
toxicity [18]. On the other hand, several papers show that
microglia may be beneficial after stroke [19–22]. This neuro-
protective effects involve engulfment of neutrophils [20],
modulation of excessive inflammation [22], and release of
growth factors [12].

Cell therapy is a promising therapeutic approach to
mitigate damage and functional impairment following
stroke and other acute and chronic neural disorders
[23, 24]. Several types of stem cells have been used for trans-
plantation after stroke and SCI, including human neural
stem cells [25], embryonic stem cells [26], oligodendrocyte
progenitor cells [27], induced pluripotent stem cells [28],
and adult stem cells [15, 16, 29]. Bone marrow mononuclear
cells (BMMCs) modulate the pathological environment,
decreasing inflammation, increasing angiogenesis by release
of growth factors, and anti-inflammatory cytokines, which
induce considerable neuroprotection and functional recovery
following stroke [15, 16, 29].

We have previously shown that both minocycline and
intravenous transplantation of BMMCs induce neuroprotec-
tion following striatal stroke [16, 30]. Nevertheless, it has
been shown that most of the intra-arterial or intravenously
transplanted BMMCs preferentially go to peripheral organs
including the lung, spleen, and bladder rather to the brain
[31–33]. A small percentage of intravenously transplanted
BMMCs gets into the ischemic brain and dies in few days
after transplantation [34]. Studies using intracerebral trans-
plant of BMMCs are needed for the sake of comparison, con-
sidering that the number of cells getting into the brain is
higher than using intravascular methods. It is possible that
the afforded neuroprotection may be higher using intravas-
cular methods. Studies comparing the anti-inflammatory
and neuroprotective effects of minocycline treatment and
intrastriatally transplanted BMMCs are not available.

In this study, we induced focal striatal ischemia using the
ET-1 model of stroke in order to compare the effects of min-
ocycline treatment and BMMC transplantation on an infarct
area, neuronal loss, microglia activation, apoptosis, and func-
tional recovery in different survival times postinjury.

2. Material and Methods

2.1. Animals. Male adult Wistar rats (220–280 g) were
obtained from the Federal University of Pará animal house.
All animals were treated with food and water available ad
libitum. All experiments were performed following the Prin-
ciples of Laboratory Animal Care (NIH publication number
86-23, revised 1985) and European Commission Directive
86/609/EEC for animal with protocol approved by the
Ethics Committee on Experimental Animals of the Federal
University of Pará. We handled animals using humane
principles, and every possible effort was accomplished to
avoid animal suffering and distress.

2.2. Model of Experimental Stroke. The method of experi-
mental stroke used microinjections of the vasoconstrictor
peptide endothelin-1 (ET-1) (Sigma, Saint Louis, MO,
USA), according to our previous publications [7, 16]. This
experimental method of ischemic stroke has been validated
by several publications by ours [7, 15, 16, 35–37] and other
research groups [38–43]. Animals were anesthetized with
ketamine hydrochloride (72mg/kg, i.p.) and xylazine hydro-
chloride (9mg/kg, i.p.) and held in a stereotaxic apparatus
abolishment of their corneal and paw withdraw reflex. The
animal temperature was measured using a rectal thermome-
ter, and temperature was maintained during the experiment
using a homoeothermic blanket unit. Further, 80 pmol of
ET-1 (Sigma, Saint Louis, MO, USA) in 1μl of sterile saline
were injected into the rat’s striatum (N = 10) over a period
of 2min using a glass micropipette. The pipette was main-
tained in the striatum for 3 minutes before slow removal.
The following stereotaxic coordinates were used in relation
to the bregma: +0.7mm lateral, +2.5mm anterior, and
4.0mm deep from the pial surface in the dorsoventral axis
[44]. After stroke induction, animals were maintained in
individual cages with free access to food and water for 7 days.

2.3. Experimental Design and Animal Groups. Animals were
randomly divided in the following experimental groups:
animals with striatal stroke and treated with sterile saline
(G1,N = 5); animals with striatal stroke and treated (i.p.) with
minocycline (G2,N = 5); and animals with striatal stroke and
intrastriatally transplanted with BMMCs (G3, N = 5). 1 rat
was used as a BMMC donor in individual experiments.

2.4. Minocycline Treatment. We have used minocycline to
inhibit microglial activation over 7 days following experi-
mental striatal stroke. First, G2 animals were injected
(twice a day) with minocycline (Sigma, Saint Louis, MO,
50mg/kg, i.p.) for two days. Treatment started at 2 hours
after ET-1 microinjections. Subsequent doses of minocycline
(25mg/kg, i.p.) were administered once a day for the next 4
days, and animals were perfused at 7 days poststroke. This
protocol is routinely used by our group [15, 16].

2.5. Isolation of Bone Marrow Mononuclear Cells. The proto-
col for isolation of BMMCs was previously published by our
group [15, 16]. Bone marrow was extracted from the femoral
and tibial bones. BMMCs were quantified using a Neubauer
chamber to a final concentration 106 cells/ml. Twenty-four
hours after induction of experimental striatal stroke, animals
were intrastriatally injected with 106 BMMCs. Isolated
BMMCs were then incubated in Hoechst solution (1μg/ml,
Sigma, Saint Louis, MO, USA) for 25min at 18°C. This proce-
dure was used to visualize BMMCs in the ischemic striatum.

2.6. Behavioral Analysis. Behavioral analysis was performed
by blinded investigators to the data. Animals were tested 1
day before and 1, 3, and 7 days after ischemia. The following
tests were used:

(1) The open-field test [45]: The open field test used a
box with dimensions of 60× 60× 50 cm and contain-
ing 16 square subdivisions of equal sizes. Experiments
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were performed using three trials (5min each). In
these trials, animals were first placed at the center of
the open field. The motor performance was recorded
by a video camera (Sony, USA). The behavioral
parameters included the number of occurrences of
the exploratory behavior of standing up on the hind
legs (rearing), body self-cleaning (grooming) latency
(time taken to leave the starting point), and distance
travelled in the open field.

(2) The modified sticky-tape test: We used a protocol
previously published [46]. A small nonremovable
tape sleeve (3.0× 1.0 cm) was placed around the ani-
mal’s forepaw. The time spent by the animal dealing
with this physical stimulus was recorded. Animals
were pretrained 24 hours before ischemia (two times
a day for 30 seconds) with a 1-hour interval between
each test. After ischemia, the test was performed at 1,
3, and 7 days postischemia. Each test consisted of five
trials in which the two best performances were con-
sidered for quantitative analysis. The left and right
paw performances were calculated to assess sensori-
motor performance [46].

2.7. Perfusion and Histological Processing. Animals were
deeply anesthetized and transcardially perfused with hepa-
rinized 0.9% phosphate-buffered saline (PBS) followed by
4% paraformaldehyde at 7 days after ischemia. Brains were
postfixed for 24 hours in the same fixative and cryoprotected
in different gradients of sucrose-glycerol solutions over 7
days. The tissue was then frozen in Tissue Tek, and 30μm
coronal sections were cut using a cryostat (Carl Zeiss Micron,
Germany). Sections were mounted onto gelatinized slides
and stored in a freezer at −20°C.

2.8. Gross Histopathological Analysis. Gross histopathology
was assessed in sections stained with cresyl violet (Sigma,
Saint Louis, MO, USA). The infarct area caused by ET-1
injection was recognized by the presence of colanyl blue,
tissue pallor, and necrosis [7].

2.9. Antibodies and Immunolabeling Protocol. To immunola-
bel cell bodies of mature neurons [47], activated macro-
phage/microglia [48], and apoptotic cells [15], we used the
following antibodies: mouse anti-NeuN (1 : 100; Temecula,
CA), mouse anti-ED1 (1 : 200, Serotec, UK), and rabbit
anti-active caspase-3 (1 : 250, Promega), respectively.

The protocol used for immunohistochemistry was
described in our previous studies [15, 49]. In short, slide-
mounted sections were removed from the freezer, kept in a
heating oven at 37°C for 30min, and rinsed once in 0.1M
PBS for 5min. To improve labeling intensity, sections were
pretreated in 0.2M boric acid (pH9.0) previously heated to
65°C for 25min. This temperature was left constant over
the pretreatment period. Sections were further allowed to
cool for about 20min and incubated under constant agitation
in 1% hydrogen peroxide in methanol for 20min. Sections
were rinsed 3 times (5min each) in 0.05% PBS/Tween
(Sigma, Saint Louis, MO, USA) and incubated with normal

serum (horse normal serum for ED1 and NeuN and goat
normal serum for caspase-3) in PBS for 1 h. Without further
rinsing, sections were then incubated with the primary anti-
body diluted in PBS for 24 h, rinsed in PBS/Tween solution
for 5min (3 times), and incubated with appropriate second-
ary antibody for 2 h. Both primary and secondary antibodies
were incubated at room temperature (20°C). As a negative
control, PBS, rather than the primary antibody, was used.
Sections were rinsed again for 5min (3 times) and incubated
in an avidin-biotin-peroxidase complex (ABC Kit, Vector
Laboratories) for 2 h. Sections were then rinsed 4 times
(3min each rinse) and DAB reacted according to a pro-
tocol published elsewhere [15]. After the DAB reaction,
sections were rinsed 3 times (3min each) in 0.1M phos-
phate buffer, dehydrated using alcohols and xylene, and
cover slipped. Some sections were also counterstained with
cresyl violet.

2.10. Qualitative Analysis.All sections stained with the differ-
ent histological methods were observed using a light micros-
copy. Illustrative images from the more representative fields
were obtained using a digital camera (Moticam 2500)
attached to the microscope (Nikon Eclipse 50i, Nikon,
Tokyo, Japan).

2.11. Quantitative Analysis. Lesion area (mm2) was measured
from the pictures of cresyl violet-stained sections for the dif-
ferent experimental groups (3 sections/animal/survival time)
using the NIH’s free software, Image J. Images containing the
lesion area were digitized using a digital camera (Moticam
2500) attached to the microscope (Nikon Eclipse 50i, Nikon,
Tokyo, Japan). The lesion area was recognized by intense
tissue pallor and inflammatory infiltrated at and around
the lesion center. We used one lesion area per section
and three sections per animal (N = 5). Using a scale bar,
Image J was set to measure lesion area. Values were aver-
aged and stored to statistical analysis. This protocol was
previously used by our group [15].

We counted the numbers of activated microglia/macro-
phages (ED1-1+ cells), apoptotic cells (active caspase-3+
cells), and mature neuronal bodies (NeuN+ cells) per field
in coronal sections, using a square 0.25mm-wide grid (objec-
tive 40x) in the eyepiece of a microscope. This grid corre-
sponds to an area of 0.0625mm2 using 40x objective. We
counted 16 fields per section and 3 sections/animal (n = 5
animals/survival time). Fields were counted in the whole
striatal area according to a protocol previously published by
our group [16]. Counts were averaged and plotted in Carte-
sian coordinates.

2.12. Statistical Analysis. Descriptive statistics was performed
for all counts, and averages, standard deviations, and stan-
dard errors were calculated for all counts. Comparisons
between the groups were assessed by analysis of variance
(ANOVA) with Tukey post hoc test. Statistical significance
was accepted for p < 0 05. All statistical analyses were per-
formed using the Software GraphPad Prism 5.0.
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3. Results

3.1. Microinjections of ET-1 Caused Focal Striatal Damage
and Acute Inflammatory Response, Which Were Reduced by
Both BMMC Transplantation and Minocycline Treatment.
Microinjections of ET-1 into the rat striatum caused pallor,
tissue loss, and intense inflammatory response, which is in
agreement with previous reports (Figures 1(a) and 1(b)).
Treatment with BMMCs (Figures 1(c) and 1(d)) or minocy-
cline (Figures 1(e) and 1(f)) decreased inflammation and tis-
sue loss in comparable proportions (Figure 1(g)). These
results were confirmed by quantitative analysis (Figure 1(g)).

3.2. Transplantation of BMMCs after Focal Striatal Ischemia
Reduces More Microglial Activation than Minocycline. We
have compared the effects of minocycline and intrastriatal
BMMC transplantation following striatal ischemia on micro-
glial activation. BothBMMCtransplantation andminocycline
treatment reduced the number of ED1+ cells in the striatum at
7 days, compared to that in saline-treated animals (Figure 2).
Nevertheless, BMMC transplantation (Figures 2(c) and 2(d))
induced a higher microglial inhibition compared to minocy-
cline treatment (Figures 2(e) and 2(f)). These results have
been confirmed by quantitative analysis (Figure 2(g)). The
averages for saline, BMMCs, and minocycline-treated ani-
mals were 276.3 (±9.3), 133.8 (±6.8), and 244.6 (± 7.1)
[ED1+ cells/field (±SD)], respectively.

3.3. BMMC Transplantation and Minocycline Treatment
Induce Comparable Neuroprotection following Focal Striatal
Ischemia. Conspicuous neuronal loss was observed following
ET-1-induced striatal ischemia (Figures 3(a) and 3(b)),
which is in agreement with previous studies [7]. In this
study, we comparatively assessed the effect of BMMC trans-
plantation and minocycline treatment on neuronal preserva-
tion. Both experimental therapies reduced neuronal loss
(Figures 3(c), 3(d), 3(e), and 3(f)). These results were con-
firmed by quantitative analysis (Figure 3(g)). The mean num-
bers of NeuN+ cells/field were 61.3 (±1.5), 86.8 (±3.4), and
81.0 (±3.4) for ischemic animals treated with sterile-saline,
BMMCs, and minocycline, respectively (Figure 3(g)). The
increased neuronal densities for the BMMC and minocycline
groups compared to those for the saline group were statisti-
cally significant (∗p < 0 05, ANOVA-Tukey, Figure 3(g)).
There was no statistical difference between the BMMC and
minocycline groups (p > 0 05, ANOVA-Tukey, Figure 3(g)).

3.4. BMMC Transplantation Reduces More Apoptotic Cell
Death than Minocycline following Striatal Ischemia.Microin-
jections of ET-1 into the rat striatum induced apoptotic cell
death as assessed by immunohistochemistry against active
caspase-3+ cells (Figures 4(a) and 4(b)). We then compared
the effects of BMMC transplantation and minocycline treat-
ment on the number of caspase-3+ cells. Both BMMC trans-
plantation (Figures 4(c) and 4(d)) and minocycline
treatment (Figures 4(e) and 4(f)) decreased the number
of caspase-3+ cells in the ischemic striatum, which was
confirmed by quantitative analysis (Figure 4(g), p < 0 05,
ANOVA-Tukey). The average numbers of caspase-3+
cells/field (±SD) were 26.5 (± 1.6), 13.1 (± 0.7), and 19.7

(±1.1) for ischemic animals treated with sterile saline,
BMMCs and minocycline, respectively (Figure 4(g)).
Reduced numbers of active caspase-3+ cells/field were statis-
tically significant compared to those of the control group
(Figure 4(g), ∗p < 0 05, ANOVA-Tukey). BMMC transplan-
tation afforded a better reduction in the number of apoptotic
cells in the ischemic striatum compared to the minocycline
group (Figure 4(g), p < 0 05, ANOVA-Tukey).

3.5. BMMC Transplantation and Minocycline Treatment
Induce Functional Recovery following Striatal Ischemia as
Assessed by Specific Behavioral Tests. To assess the effects of
BMMC transplantation and minocycline treatment on sen-
sorimotor recovery following striatal ischemia, we used the
modified sticky-tape [46] and open-field tests [45]. We first
evaluated the performances of both right and left paws using
sticky-tape test at 1, 3, and 7 days following striatal ischemia
(Figure 5). For the right paw, saline- and minocycline-treated
animals showed functional deficits at 1 day, while the BMMC
group had no change (Figure 5(a)). On the third day, only the
minocycline group differed from the baseline. Nevertheless,
all groups showed similar sensorimotor behavior and no dif-
ferences were observed compared to the baseline at 7 days
(Figure 5(a)). For the left paw, the minocycline group showed
functional deficit compared to the baseline at 1 day, but both
the BMMC and minocycline groups did not show difference
compared to the baseline at 3 and 7 days (Figure 5(b)). Only
the saline group did not improve at 7 days compared to the
baseline indicating functional recovery for both therapies.

We then explored sensorimotor behavior using the open
field test. We have evaluated the time that the animal took to
start movement in the test box (latency). It was found that
only saline-treated animals showed bradykinesia compared
to the baseline. These animals showed increased latency in
all investigated survival times (Figure 6(a)). Animals treated
with minocycline or BMMCs showed no impairment in their
ability to initiate movements in the test box (Figure 7(a)).
Statistical comparisons between the BMMC and minocycline
groups revealed differences compared to saline-treated ani-
mals, but not between themselves (Figure 6(a)). This has
been observed for the other survival times (Figure 6(a)).

In order to quantify the explored space by the rat in the
test apparatus, the walked distance was measured by count-
ing the crossings in the text box lines (Figure 6(b)). In the first
and third days, all groups showed decreased ambulation rate
compared to the baseline (Figure 6(b), p < 0 05, ANOVA-
Tukey). The BMMC and minocycline groups improved their
ambulation rates by 7 days compared to the baseline but dif-
fered from animals treated with saline (Figure 6(b), p < 0 05,
ANOVA-Tukey). In this survival time, animals treated with
minocycline walked a longer distance than BMMC-treated
animals (Figure 6(b), p < 0 05, ANOVA-Tukey).

The ambulation time was measured to all experimental
groups (Figure 6(c)). All groups presented decreased ambula-
tion time at 1 and 3 day survival times compared to the base-
line (Figure 6(c)). At 7 days, BMMC and minocycline
animals presented a longer ambulation time compared to
saline-treated animals and did not differ from the baseline
(Figure 6(c)). BMMC animals presented a longer ambulation
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Figure 1: Histopathological analysis of the ischemic lesions stained with cresyl violet. Ischemic animals treated with saline solution (a and b),
BMMCs (c and d), or minocycline (e and f). Quantitative analysis of the lesion area using Image J (g). ∗ demarcates the lesion center. Scale
bars: 400μm (a, c, e); 40μm (b, d, f).
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Figure 2: Inhibition of microglial activation by minocycline and BMMCs after striatal ischemia. Animals treated with saline (a, b), BMMCs
(c, d), or minocycline (e, f) 7 days after ischemic induction. Quantification of ED1+ cells in all experimental groups (g). Minocycline treatment
and BMMC transplantation reduced the number of ED1+ cells, with better results for BMMCs (p < 0 05).∗Comparison of saline
versus minocycline. +Comparison of saline versus BMMCs. #Comparison of BMMCs versus minocycline. Arrows point to ED1+
cells. ∗ demarcates lesion center (a–f). Scale bars: 400μm (a, c, e); 40 μm (b, d, f).
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Figure 3: Neuroprotection by BMMCs and minocycline after striatal ischemia. Animals treated with sterile-saline (a, b), BMMCs (c, d), or
minocycline (e, f) 7 days postischemic induction. Quantification of NeuN+ cells in all experimental groups (g). BMMCs and minocycline
treatments significantly reduced the number of NeuN+ cells compared to the saline group (p < 0 05, ANOVA-Tukey).∗Comparison of
saline versus minocycline. +Comparison of saline versus BMMCs. Arrows point to NeuN+ cells. ∗ demarcates lesion center (a–f). Scale
bars: 400μm (a, c, e); 40μm (b, d, f).
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Figure 4: Antiapoptotic effect of BMMCs and minocycline treatment after striatal ischemia. Animals treated with sterile-saline (a, b),
BMMCs (c, d), or minocycline (e, f) 7 days postischemic induction. Quantification of caspase-3+ cells in all experimental groups (g).
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time than saline-treated animals at 1 and 7 days, but
minocycline-treated animals presented higher ambulation
time only at 7 days post ischemia (Figure 6(c)).

We have also investigated the animal’s behavior of stand-
ing on rear limbs in the test box and against the wall (rearing
frequency). There was a decrease in the rearing frequency for
all experimental groups after ischemia compared to the base-
line at 1 and 3 days, but a slight improvement was observed in
the later survival time (Figure 7). BMMC- and minocycline-
treated animals had an improvement in function at 7 days,
but minocycline-treated animals presented a better perfor-
mance (Figure 7). Both BMMC- and minocycline-treated
animals did not differ from the baseline at 7 days (Figure 7).
Minocycline-treated animals presented an improvement
compared to saline-treated animals, as well (Figure 7).

Finally, we have investigated the rat’s self-cleaning
behavior (grooming) (Figure 7(b)). The grooming time was
lower in all experimental groups compared to the baseline

(Figure 7(b)). Minocycline-treated animals presented higher
grooming time compared to saline-treated animals or
BMMC animals at 1 day (Figure 7(b)). Similar results were
found at 3 days, except for the BMMC group, which pre-
sented a higher grooming time compared to saline- and
minocycline-treated animals. There were no differences
between groups at 7 days (Figure 7(b)).

4. Discussion

In this study, we have performed focal striatal ischemic
damage by microinjections of ET-1 in order to compara-
tively investigate the effects of BMMC transplantation
and minocycline treatment on the histopathological out-
come and functional recovery. We addressed the patterns
of ischemic lesion area, microglial activation, neuronal
protection, programmed cell death, and functional recov-
ery in both animals treated with saline and minocycline
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Figure 5: Comparison of sensorimotor behavior of the right and left paws at 1, 3, and 7 days after the ischemic event using stick-tape test.
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minocyline (p < 0 05, ANOVA-Tukey).
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or transplanted with BMMCs. Both therapies induced
comparable neuroprotection and functional recovery, but
BMMC transplantation afforded better reduction of

microglial activation and programmed cell death. Some func-
tional recovery has been observed by both therapies with
some peculiarities.
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Figure 6: Open field analysis using latency, walked distance, and ambulation time parameters. Test results for latency (a), walked distance (b),
and ambulation time (c). ∗Comparison with baseline. #Comparison with the saline group. +Comparison of BMMC versus
minocyline (p < 0 05, ANOVA-Tukey).
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The ET-1 model of stroke has been validated by several
groups including ours in both rodents [7, 15, 16, 35–37]
and primates [40]. It is based on the vasoconstrictor effects
of ET-1, which can be locally injected into the CNS to cause
considerable reduction of the blood blow for about 3 hours
[50]. ET-1 has been also used to occlude the middle cerebral
artery in several experimental conditions [42, 50, 51]. One
special particularity of ET-1 stroke model is its practicability.
The surgical procedure is much simple compared to that of
the MCAO filament model, another very used stroke model
in rodents. In addition, ET-1 microinjections can be per-
formed with very small amounts causing very focal ischemic
damage, like in the capsular model of stroke [43].

To address the survival of transplanted BMMCs was not
the purpose of this paper. Nevertheless, other authors inves-
tigated the survival of BMMCs or mesenchymal cells trans-
planted by intra-arterial injection following stroke [34]. The
data showed that about 95% of BMMCs or mesenchymal
cells intra-arterially transplanted after rat MCAO are shortly

trapped in the spleen. At 6 hours, BMMCs are present in the
brain parenchyma with a considerable increase at 12 hours.
Their numbers start decreasing at 24 hours following
MCAO. No BMMCs are present in the brain parenchyma
at 2 weeks [34], which suggests a transient existence for these
cells. Their neuroprotective and anti-inflammatory effects
seem to occur in the acute phase of stroke [34].

The results showed that intrastriatal transplants of
BMMCs induced a higher decrease in the number of ED1+
cells compared to animals treated with minocycline. It con-
firms and extends previous findings that BMMCs have a
potent anti-inflammatory and immunomodulatory effect in
experimental models of stroke [15, 16, 52, 53]. We have pre-
viously shown that intravenous BMMC transplantation
induces significant neuroprotection and decreases microg-
lia/macrophage activation [15, 16], but the present study
adds new information to the field showing that the anti-
inflammatory effect is higher than the one obtained by min-
ocycline treatment. In addition, this study extended these
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previous results by modifying the route of transplantation. A
comparative analysis of these experiments suggests that anti-
inflammatory, neuroprotective, and functional recovery are
more intense when BMMC transplantation is performed
directly into the striatum. In these circumstances, more
BMMCs have access to the brain parenchyma, considering
that around 95% of BMMCs go to peripheral organs (like
spleen) in the case of intravenous or intra-arterial transplan-
tation [34]. Shortly, about 95% of BMMCs transplanted at
2 hours after MCAO are trapped in the rat spleen. They
started to arrive into the brain at 6 hours and increased their
numbers from 12 hours and starting to decrease from 24
hours after MCAO. At 2 weeks, no BMMCs were present in
the brain parenchyma. These data show that BMMCs trans-
planted after stroke have a transient existence, and their
effects seem to occur in the stroke acute phase.

Intrastriatal transplantation of BMMCs at 24 hours after
ischemia reduced the lesion area in about 20% compared to
intravenous transplantation performed in our previous stud-
ies [15]. This might be explained by an increased amount of
BMMCs in the tissue and a better modulation of inflam-
matory response. Nevertheless, this may depend on trans-
plantation time window, as later transplantation of BMMCs
(7 days) is not so efficient in affording neuroprotection and
anti-inflammatory effects [54].

Minocycline is a very effective inhibitor of microglia
activation in experimental models of acute neural disorders
in rodents [13, 55]. It seems that minocycline possesses
pleiotropic actions, including mitochondrial protection,
inhibition of caspases 1 and 3, metalloproteinase activity
reduction, and microglial inhibition [56]. Tissue protection
obtained by microglial inhibition is also related to decreased
levels of TNF-α and other proinflammatory cytokines
released by glial cells. Another important minocycline mech-
anism of action is inhibition of high-mobility group box 1
protein, which acts as a cytokine and is critical for inflam-
matory actions of microglial cells [57]. It is likely that the
mechanisms of action of BMMCs are more efficacious and
involve release of several anti-inflammatory cytokines with
several downstream effects, including the one performed
by minocycline.

Both minocycline and BMMCs considerably reduced the
infarct area after experimental striatal stroke. These results
confirm previous studies, which have shown that minocy-
cline [13] or BMMCs [52, 58] greatly reduce the infarct area
after MCAO. An interesting possibility is that concomitant
treatment with minocycline and BMMCs has synergistic
effects after stroke. Recent studies from our group suggested
that concomitant treatment with minocycline and intrave-
nous transplantation of BMMCs has synergistic effects after
both cortical [15] and striatal [16] stroke induced by micro-
injections of ET-1. This possibility should be explored in fur-
ther studies using intrastriatal transplants of BMMCs.

ET-1 microinjections induced massive neuronal loss after
striatal ischemia. Both BMMC transplantation and minocy-
cline treatment induced comparable neuroprotection, as
revealed by preservation of NeuN+ cells. In our previous
study, we found that treatment with minocycline preserves
the white matter after striatal acute injury in adult rats

induced by NMDA microinjection [55], which is in agree-
ment with the results presented here. As previously suggested,
further studies should investigate possible neuroprotective
effects of these therapies applied concomitantly at different
survival times.

The mechanisms by which both minocycline and
BMMCS induce neuronal preservation are unknown. Never-
theless, the modulation of inflammatory response following
stroke may be involved. Several studies suggest that mod-
ification of the pathological microenvironment can reduce
neuronal loss and increases neuronal survival in the peri-
infarct area. Hamby et al. showed that microglial inhibition
with PJ34, an inhibitor of poly(ADP-ribose) polymerase,
reduces the neuronal loss in the hippocampus up to 84% in
an experimental model of global ischemia [17].

As previously suggested, similar mechanisms may be
related to the neuroprotective actions of BMMCs. The anti-
inflammatory effect of both therapies may be involved on
the reported neuronal preservation. We have also described
significant neuronal preservation after BMMC intravenous
transplantation at 24 h following both cortical and striatal
ischemia [15, 16]. The neuroprotection was increased after
concomitant treatment with BMMCs and minocycline [15,
16] suggesting a synergic effect of concomitant treatment
and that modulation of inflammation facilitates therapeutic
actions of transplanted BMMCs. Similar approach may be
used after intrastriatal transplantation of BMMCs.

BMMCs exhibit paracrine effects that may underlie the
therapeutic benefits of BMMC therapy [59, 60]. Trans-
planted BMMCs can facilitate endogenous signals that
increase neurovascular remodeling, contributing to endoge-
nous neurogenesis after stroke [61]. The induction of neuro-
protection by BMMCs may also be related to increased
angiogenesis and arteriogenesis through the release of growth
factors, proteases, and chemokines, such as transforming
growth factor beta (TGF-β), basic fibroblast growth factor
(FGFb), vascular endothelial growth factor (VEGF), and
stromal-derived factor-1 (SDF1) [62–64].

Both minocycline treatment and BMMC transplantation
reduced apoptotic cell death after striatal ischemia. Neverthe-
less, BMMC transplantation was more effective in reducing
apoptotic cell death. In a recent study, we have reported that
both therapies reduced the number of caspase-3+ cells after
intravenous infusion of BMMCs after cortical ischemia
[15]. In this study, Franco and colleagues have shown that
concomitant treatment with BMMCs and minocycline more
significantly decreased the number of apoptotic cells than the
isolated treatments. In future studies, it should be investi-
gated whether concomitant treatment with minocycline and
intrastriatally transplanted BMMCs are also more effective
in reducing apoptotic cell death.

Other authors reported that BMMC transplantation into
organotypic hippocampal culture with oxygen and glucose
deprivation also causes reduction in the number of caspase-
3+ cells [65]. Intravenous transplantation of mesenchymal
stem cells also reduces neuronal apoptosis after MCAO
[66]. Release of trophic factors such as bFGF and VEGF
seems to be responsible for the antiapoptotic effects of mes-
enchymal stem cells [67–69].
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Several studies suggest that minocycline reduces apopto-
tic cell death after stroke [15, 16], excitotoxic injury [55, 70],
and SCI [71, 72]. The primary antiapoptotic mechanism is
the direct inhibition of cytochrome C release by mitochon-
dria [73]. However, this effect seems to be dose dependent,
as doses about or higher than 100mg/kg may induce neuro-
nal death [73]. The mechanisms by which BMMCs are more
effective than minocycline in reducing apoptosis are
unknown, but a more comprehensive pleiotropic effect of
BMMCs by release of growth factor may be involved.

The use of specific behavioral tests revealed that bothmin-
ocycline treatment and BMMC transplantation improved
sensorimotor performance of ischemic animals compared to
control. These results are consistent with recent studies from
our group, which used intravenous transplantation of
BMMCs after ischemic damage to motor cortex [15] and stri-
atum [16]. Other authors reported, separately, the effects of
minocycline [41, 74] or BMMCs [75, 76] on functional recov-
ery of ischemic animals, but no studies have compared the
effects of these experimental therapies after striatal stroke
and with intravenous transplantation of BMMCs.

It is noteworthy that the evaluation of sensory motor
activity of the upper limbs is imperatively made because this
motor behavior is essential for the performance of routine
activities, which should be prioritized in the evaluation of
stroke endpoints. The results of this study show functional
recovery of the upper body quadrant. This is clinically impor-
tant, as 85% of the patients who had stroke, around 55 to 75%
may present functional deficit in the arms even three
months after stroke onset if they do not receive proper
treatment [77, 78]. It follows that future studies using
minocycline and BMMC transplantation in humans may
establish a promising therapy to minimize damage and
maximize functional recovery after stroke.

Animals treated with BMMCs and minocycline did not
show bradykinesia as compared to animals that received only
sterile saline solution. This suggests that these therapies are
promising approaches to ensure functional stability in
motion initiation capability. In patients with ischemic brain
injury, motor deficits directly impact on functional capacity,
socialization, and life’s quality, which impairs rehabilitation
as well as social interaction [79–81].

In addition, it is necessary to consider the patient’s auton-
omy during their daily activities after stroke. Therefore, the
execution of semi-independent or independent normal tasks
configures an important criterion for this patient’s life qual-
ity. Based on this, this research investigated the behavior of
standing up, self-cleaning, and ambulation in the open field
exploratory test. The results showed that the ischemic ani-
mals treated with saline solution had worse performance
than those treated with BMMCs and minocycline. These
findings have significant clinical and functional importance,
considering that motor and sensory deficits may affect the
patient’s daily living and self-care activity.

5. Conclusion

Microinjections of 80 pmol of ET-1 in adult rats’ striatum
produce focal ischemia with a clear infarct area, intense

microglia activation, apoptosis, and sensorimotor impair-
ment. Minocycline treatment or BMMC transplantation
reduces the infarct area, inhibits microglial activation,
reduces apoptosis, and induces functional recovery. Compar-
atively, BMMC transplantation affords a more intense micro-
glial inhibition and reduction of apoptosis than minocycline.
Nevertheless, both experimental therapies induce a similar
degree of neuronal preservation and functional recovery.
The results suggest that both minocycline and BMMC trans-
plantation are promising therapeutic approach to minimize
damage and maximize functional recovery after stroke.
Future studies using longer survival times are required to
investigate whether the observed effects are long lasting.

Conflicts of Interest

The authors declare no conflict of interest.

Authors’ Contributions

Celice C. Souza and Michele Castro da Silva shared first
authorship.

Acknowledgments

This work was supported by the Brazilian National Council
for Scientific and Technological Development (CNPq) and
Fundação de Amparo A Pesquisa do Estado do Pará
(FAPESPA). Walace Gomes-Leal is a principal investigator
in Grant no. 573872/2008-2 from the Ministry of Science
and Technology (MCT), Ministry of Health (MS) and
CNPq (Edital CT-Biotecnologia/MCT/CNPq/MS/SCTIE/
DECIT no. 17/2008), and FAPESPA (PRONEX-FAPE-
SPA-CNPQ-Edital 012-2009).

References

[1] E. H. Lo and M. Ning, “Mechanisms and challenges in transla-
tional stroke research,” Journal of Investigative Medicine,
vol. 64, no. 4, pp. 827–829, 2016.

[2] M. A. Moskowitz, E. H. Lo, and C. Iadecola, “The science of
stroke: mechanisms in search of treatments,” Neuron, vol. 67,
no. 2, pp. 181–198, 2010.

[3] C. S. Ahuja and M. Fehlings, “Concise review: bridging the
gap: novel neuroregenerative and neuroprotective strategies
in spinal cord injury,” Stem Cells Translational Medicine,
vol. 5, no. 7, pp. 914–924, 2016.

[4] W. Gomes-Leal, “Microglial physiopathology: how to explain
the dual role of microglia after acute neural disorders?” Brain
and Behavior: A Cognitive Neuroscience Perspective, vol. 2,
no. 3, pp. 345–356, 2012.

[5] M. Tóth, P. Little, F. Arnberg et al., “Acute neuroinflammation
in a clinically relevant focal cortical ischemic stroke model in
rat: longitudinal positron emission tomography and immuno-
fluorescent tracking,” Brain Structure & Function, vol. 221,
no. 3, pp. 1279–1290, 2016.

[6] K. L. Lambertsen, K. Biber, and B. Finsen, “Inflammatory
cytokines in experimental and human stroke,” Journal of
Cerebral Blood Flow and Metabolism, vol. 32, no. 9,
pp. 1677–1698, 2012.

13Oxidative Medicine and Cellular Longevity



[7] R. D. Souza-Rodrigues, A. M. Costa, R. R. Lima, C. D. Dos
Santos, C. W. Picanco-Diniz, andW. Gomes-Leal, “Inflamma-
tory response and white matter damage after microinjections
of endothelin-1 into the rat striatum,” Brain Research,
vol. 1200, no. 20, pp. 78–88, 2008.

[8] A. S. Easton, “Neutrophils and stroke—can neutrophils miti-
gate disease in the central nervous system?” International
Immunopharmacology, vol. 17, no. 4, pp. 1218–1225, 2013.

[9] M. Schroeter, S. Jander, O. W. Witte, and G. Stoll, “Local
immune responses in the rat cerebral cortex after middle cere-
bral artery occlusion,” Journal of Neuroimmunology, vol. 55,
no. 2, pp. 195–203, 1994.

[10] A. Liesz, E. Suri-Payer, C. Veltkamp et al., “Regulatory T
cells are key cerebroprotective immunomodulators in acute
experimental stroke,” Nature Medicine, vol. 15, no. 2,
pp. 192–199, 2009.

[11] V. H. Brait, T. V. Arumugam, G. R. Drummond, and C. G.
Sobey, “Importance of T lymphocytes in brain injury, immu-
nodeficiency, and recovery after cerebral ischemia,” Journal
of Cerebral Blood Flow and Metabolism, vol. 32, no. 4,
pp. 598–611, 2012.

[12] P. Thored, U. Heldmann, W. Gomes‐Leal et al., “Long-term
accumulation of microglia with proneurogenic phenotype
concomitant with persistent neurogenesis in adult subventri-
cular zone after stroke,” Glia, vol. 57, no. 8, pp. 835–849, 2009.

[13] J. Yrjanheikki, T. Tikka, R. Keinanen, G. Goldsteins, P. H.
Chan, and J. Koistinaho, “A tetracycline derivative, minocy-
cline, reduces inflammation and protects against focal cerebral
ischemia with a wide therapeutic window,” Proceedings of the
National Academy of Sciences of the United States of America,
vol. 96, no. 23, pp. 13496–13500, 1999.

[14] T. Morioka, A. N. Kalehua, and W. J. Streit, “Characterization
of microglial reaction after middle cerebral artery occlusion in
rat brain,” The Journal of Comparative Neurology, vol. 327,
no. 1, pp. 123–132, 1993.

[15] E. C. Franco, M. M. Cardoso, A. Gouveia, A. Pereira, and W.
Gomes-Leal, “Modulation of microglial activation enhances
neuroprotection and functional recovery derived from bone
marrow mononuclear cell transplantation after cortical ische-
mia,” Neuroscience Research, vol. 73, no. 2, pp. 122–132, 2012.

[16] M. M. Cardoso, E. C. Franco, C. C. de Souza, M. C. da Silva, A.
Gouveia, and W. Gomes-Leal, “Minocycline treatment and
bone marrow mononuclear cell transplantation after
endothelin-1 induced striatal ischemia,” Inflammation,
vol. 36, no. 1, pp. 197–205, 2013.

[17] A. M. Hamby, S. W. Suh, T. M. Kauppinen, and R. A.
Swanson, “Use of a poly(ADP-ribose) polymerase inhibitor
to suppress inflammation and neuronal death after cerebral
ischemia-reperfusion,” Stroke, vol. 38, Supplement 2,
pp. 632–636, 2007.

[18] M. A. Burguillos, T. Deierborg, E. Kavanagh et al., “Caspase
signalling controls microglia activation and neurotoxicity,”
Nature, vol. 472, no. 7343, pp. 319–324, 2011.

[19] J. Neumann, M. Gunzer, H. O. Gutzeit, O. Ullrich, K. G. Rey-
mann, and K. Dinkel, “Microglia provide neuroprotection
after ischemia,” The FASEB Journal, vol. 20, no. 6, pp. 714–
716, 2006.

[20] J. Neumann, S. Sauerzweig, R. Rönicke et al., “Microglia cells
protect neurons by direct engulfment of invading neutrophil
granulocytes: a new mechanism of CNS immune privilege,”
The Journal of Neuroscience, vol. 28, no. 23, pp. 5965–5975,
2008.

[21] A. Sierra, O. Abiega, A. Shahraz, and H. Neumann, “Janus-
faced microglia: beneficial and detrimental consequences of
microglial phagocytosis,” Frontiers in Cellular Neuroscience,
vol. 7, no. 30, p. 6, 2013.

[22] M. Lalancette-Hebert, G. Gowing, A. Simard, Y. C. Weng, and
J. Kriz, “Selective ablation of proliferating microglial cells exac-
erbates ischemic injury in the brain,” The Journal of Neurosci-
ence, vol. 27, no. 10, pp. 2596–2605, 2007.

[23] O. Lindvall and Z. Kokaia, “Stem cells for the treatment of
neurological disorders,” Nature, vol. 441, no. 7097,
pp. 1094–1096, 2006.

[24] Z. Kokaia and O. Lindvall, “Stem cell repair of striatal ische-
mia,” Progress in Brain Research, vol. 201, pp. 35–53, 2012.

[25] V.Darsalia, S. J. Allison,C.Cusulin et al., “Cell number and tim-
ing of transplantation determine survival of humanneural stem
cell grafts in stroke-damaged rat brain,” Journal of Cerebral
Blood Flow and Metabolism, vol. 31, no. 1, pp. 235–242, 2011.

[26] P. Lu, Y. Wang, L. Graham et al., “Long-distance growth and
connectivity of neural stem cells after severe spinal cord
injury,” Cell, vol. 150, no. 6, pp. 1264–1273, 2012.

[27] H. S. Keirstead, G. Nistor, G. Bernal et al., “Human embryonic
stem cell-derived oligodendrocyte progenitor cell transplants
remyelinate and restore locomotion after spinal cord injury,”
The Journal of Neuroscience, vol. 25, no. 19, pp. 4694–4705,
2005.

[28] K. Oki, J. Tatarishvili, J. Wood et al., “Human-induced plurip-
otent stem cells form functional neurons and improve recov-
ery after grafting in stroke-damaged brain,” Stem Cells,
vol. 30, no. 6, pp. 1120–1133, 2012.

[29] X. Ding, Y. Li, Z. Liu et al., “The sonic hedgehog pathway
mediates brain plasticity and subsequent functional recovery
after bone marrow stromal cell treatment of stroke in mice,”
Journal of Cerebral Blood Flow and Metabolism, vol. 33,
no. 7, pp. 1015–1024, 2013.

[30] M. Silva, Tratamento com Minociclina e Transplante Intraes-
triatal de células Mononucleares da Medula óssea após Acid-
ente Vascular Experimental encefálico. Instituto de Ciências
Biológicas. Dissertação de Mestrado, Universidade Federal do
Para, Brasil, 2011.

[31] G. V. Goldmacher, R. Nasser, D. Y. Lee, S. Yigit, R. Rosenwas-
ser, and L. Iacovitti, “Tracking transplanted bonemarrow stem
cells and their effects in the rat MCAO stroke model,” PloS
One, vol. 8, no. 3, article e60049, 2013.

[32] L. M. da Fonseca, V. Battistella, G. R. de Freitas et al., “Early
tissue distribution of bone marrow mononuclear cells after
intra-arterial delivery in a patient with chronic stroke,” Circu-
lation, vol. 120, no. 6, pp. 539–541, 2009.

[33] P. H. Rosado-de-Castro, F. R. Schmidt, V. Battistella et al.,
“Biodistribution of bone marrow mononuclear cells after
intra-arterial or intravenous transplantation in subacute
stroke patients,” Regenerative Medicine, vol. 8, no. 2,
pp. 145–155, 2013.

[34] E. Keimpema, M. R. Fokkens, Z. Nagy et al., “Early transient
presence of implanted bone marrow stem cells reduces lesion
size after cerebral ischaemia in adult rats,” Neuropathology
and Applied Neurobiology, vol. 35, no. 1, pp. 89–102, 2009.

[35] C. D. Dos Santos, C. W. Picanco-Diniz, and W. Gomes-Leal,
“Differential patterns of inflammatory response, axonal dam-
age and myelin impairment following excitotoxic or ischemic
damage to the trigeminal spinal nucleus of adult rats,” Brain
Research, vol. 1172, no. 3, pp. 130–144, 2007.

14 Oxidative Medicine and Cellular Longevity



[36] R. S. Lopes, M. M. Cardoso, A. O. Sampaio et al., “Indometh-
acin treatment reduces microglia activation and increases
numbers of neuroblasts in the subventricular zone and ischae-
mic striatum after focal ischaemia,” Journal of Biosciences,
vol. 41, no. 3, pp. 381–394, 2016.

[37] R. R. Lima, L. N. Santana, R. M. Fernandes et al., “Neuro-
degeneration and glial response after acute striatal stroke:
histological basis for neuroprotective studies,” Oxidative
Medicine and Cellular Longevity, vol. 2016, Article ID
3173564, 15 pages, 2016.

[38] L. F. Agnati, M. Zoli, M. Kurosawa et al., “A newmodel of focal
brain ischemia based on the intracerebral injection of endothe-
lin-1,” Italian Journal of Neurological Sciences, vol. 12, no. 3,
Supplement 11, pp. 49–53, 1991.

[39] K. Fuxe, A. Cintra, B. Andbjer, E. Anggard, M. Goldstein, and
L. F. Agnati, “Centrally administered endothelin-1 produces
lesions in the brain of the male rat,” Acta Physiologica Scandi-
navica, vol. 137, no. 1, pp. 155–156, 1989.

[40] D. Virley, S. J. Hadingham, J. C. Roberts et al., “A new primate
model of focal stroke: endothelin-1-induced middle cerebral
artery occlusion and reperfusion in the common marmoset,”
Journal of Cerebral Blood Flow and Metabolism, vol. 24,
no. 1, pp. 24–41, 2004.

[41] K. A. Hewlett and D. Corbett, “Delayed minocycline treatment
reduces long-term functional deficits and histological injury in
a rodent model of focal ischemia,” Neuroscience, vol. 141,
no. 1, pp. 27–33, 2006.

[42] M. M. Gresle, B. Jarrott, N. M. Jones, and J. K. Callaway,
“Injury to axons and oligodendrocytes following endothelin-
1-induced middle cerebral artery occlusion in conscious rats,”
Brain Research, vol. 1110, no. 1, pp. 13–22, 2006.

[43] S. B. Frost, S. Barbay, M. L. Mumert, A. M. Stowe, and R. J.
Nudo, “An animal model of capsular infarct: endothelin-1
injections in the rat,” Behavioural Brain Research, vol. 169,
no. 2, pp. 206–211, 2006.

[44] G. Paxinos, C. Watson, M. Pennisi, and A. Topple, “Bregma,
lambda and the interaural midpoint in stereotaxic surgery with
rats of different sex, strain and weight,” Journal of Neurosci-
ence Methods, vol. 13, no. 2, pp. 139–143, 1985.

[45] J. C. Bresnahan, M. S. Beattie, F. D. Todd 3rd, and D. H.
Noyes, “A behavioral and anatomical analysis of spinal cord
injury produced by a feedback-controlled impaction device,”
Experimental Neurology, vol. 95, no. 3, pp. 548–570, 1987.

[46] M. E. Sughrue, J. Mocco, R. J. Komotar et al., “An improved
test of neurological dysfunction following transient focal cere-
bral ischemia in rats,” Journal of Neuroscience Methods,
vol. 151, no. 2, pp. 83–89, 2006.

[47] R. J. Mullen, C. R. Buck, and A. M. Smith, “NeuN, a neuronal
specific nuclear protein in vertebrates,” Development, vol. 116,
no. 1, pp. 201–211, 1992.

[48] C. D. Dijkstra, E. A. Dopp, P. Joling, and G. Kraal, “The het-
erogeneity of mononuclear phagocytes in lymphoid organs:
distinct macrophage subpopulations in rat recognized by
monoclonal antibodies ED1, ED2 and ED3,” Advances in
Experimental Medicine and Biology, vol. 186, no. 3, pp. 409–
419, 1985.

[49] W. Gomes-Leal, D. J. Corkill, M. A. Freire, C. W. Picanco-
Diniz, and V. H. Perry, “Astrocytosis, microglia activation,
oligodendrocyte degeneration, and pyknosis following acute
spinal cord injury,” Experimental Neurology, vol. 190, no. 2,
pp. 456–467, 2004.

[50] S. Nikolova, S. Moyanova, S. Hughes, M. Bellyou-Camilleri, T.
Y. Lee, and R. Bartha, “Endothelin-1 induced MCAO: dose
dependency of cerebral blood flow,” Journal of Neuroscience
Methods, vol. 179, no. 1, pp. 22–28, 2009.

[51] M. Riek-Burchardt, P. Henrich-Noack, G. A. Metz, and K. G.
Reymann, “Detection of chronic sensorimotor impairments
in the ladder rung walking task in rats with endothelin-1-
induced mild focal ischemia,” Journal of Neuroscience
Methods, vol. 137, no. 2, pp. 227–233, 2004.

[52] S. Schwarting, S. Litwak, W. Hao, M. Bahr, J. Weise, and H.
Neumann, “Hematopoietic stem cells reduce postischemic
inflammation and ameliorate ischemic brain injury,” Stroke,
vol. 39, no. 10, pp. 2867–2875, 2008.

[53] C. Capone, S. Frigerio, S. Fumagalli et al., “Neurosphere-
derived cells exert a neuroprotective action by changing the
ischemic microenvironment,” PloS One, vol. 2, no. 4, article
e373, 2007.

[54] E. M. Andrews, S. Y. Tsai, S. C. Johnson et al., “Human adult
bone marrow-derived somatic cell therapy results in func-
tional recovery and axonal plasticity following stroke in the
rat,” Experimental Neurology, vol. 211, no. 2, pp. 588–592,
2008.

[55] J. S. Guimaraes, M. A. Freire, R. R. Lima, C. W. Picanco-Diniz,
A. Pereira, and W. Gomes-Leal, “Minocycline treatment
reduces white matter damage after excitotoxic striatal injury,”
Brain Research, vol. 1329, no. 6, pp. 182–193, 2010.

[56] V. W. Yong, J. Wells, F. Giuliani, S. Casha, C. Power, and L. M.
Metz, “The promise of minocycline in neurology,” Lancet Neu-
rology, vol. 3, no. 12, pp. 744–751, 2004.

[57] K. Hayakawa, K. Mishima, M. Nozako et al., “Delayed treat-
ment with minocycline ameliorates neurologic impairment
through activated microglia expressing a high-mobility group
box1-inhibiting mechanism,” Stroke, vol. 39, no. 3, pp. 951–
958, 2008.

[58] A. Giraldi-Guimaraes, M. Rezende-Lima, F. P. Bruno, and R.
Mendez-Otero, “Treatment with bone marrow mononuclear
cells induces functional recovery and decreases neurodegener-
ation after sensorimotor cortical ischemia in rats,” Brain
Research, vol. 9, no. 17, pp. 108–120, 2009.

[59] V. T. Ribeiro-Resende, P. M. Pimentel-Coelho, L. A. Mesen-
tier-Louro et al., “Trophic activity derived from bone marrow
mononuclear cells increases peripheral nerve regeneration by
acting on both neuronal and glial cell populations,” Neurosci-
ence, vol. 159, no. 2, pp. 540–549, 2009.

[60] A. Al-Khaldi, N. Eliopoulos, D. Martineau, L. Lejeune, K.
Lachapelle, and J. Galipeau, “Postnatal bone marrow stromal
cells elicit a potent VEGF-dependent neoangiogenic response
in vivo,” Gene Therapy, vol. 10, no. 8, pp. 621–629, 2003.

[61] M. Snapyan, M. Lemasson, M. S. Brill et al., “Vasculature
guides migrating neuronal precursors in the adult mamma-
lian forebrain via brain-derived neurotrophic factor signal-
ing,” The Journal of Neuroscience, vol. 29, no. 13,
pp. 4172–4188, 2009.

[62] Y. Li, C. H. Chen, Y. Yin,W.W.Mao, X. M. Hua, and J. Cheng,
“Neuroprotection by intravenous transplantation of bone
marrowmononuclear cells from 5-fluorouracil pre-treated rats
in a model of ischemic stroke,” Neurological Research, vol. 38,
no. 10, pp. 921–928, 2016.

[63] C. V. Borlongan, “Bone marrow stem cell mobilization in
stroke: a ‘bonehead’ may be good after all!,” Leukemia,
vol. 25, no. 11, pp. 1674–1686, 2011.

15Oxidative Medicine and Cellular Longevity



[64] C. V. Borlongan, J. G. Lind, O. Dillon-Carter et al., “Bone mar-
row grafts restore cerebral blood flow and blood brain barrier
in stroke rats,” Brain Research, vol. 1010, no. 1-2, pp. 108–
116, 2004.

[65] A. Sarnowska, H. Braun, S. Sauerzweig, and K. G. Reymann,
“The neuroprotective effect of bone marrow stem cells is not
dependent on direct cell contact with hypoxic injured tissue,”
Experimental Neurology, vol. 215, no. 2, pp. 317–327, 2009.

[66] C. V. Borlongan, J. G. Lind, O. Dillon-Carter et al., “Intrave-
nously administered BMSCs reduce neuronal apoptosis and
promote neuronal proliferation through the release of VEGF
after stroke in rats,” Neurological Research, vol. 32, no. 2,
pp. 148–156, 2010.

[67] X. Bao, J. Wei, M. Feng et al., “Transplantation of human bone
marrow-derived mesenchymal stem cells promotes behavioral
recovery and endogenous neurogenesis after cerebral ischemia
in rats,” Brain Research, vol. 1367, no. 7, pp. 103–113, 2011.

[68] X. Chen, M. Katakowski, Y. Li et al., “Human bone marrow
stromal cell cultures conditioned by traumatic brain tissue
extracts: growth factor production,” Journal of Neuroscience
Research, vol. 69, no. 5, pp. 687–691, 2002.

[69] W. Fan, R. Crawford, and Y. Xiao, “The ratio of VEGF/PEDF
expression in bone marrow mesenchymal stem cells regulates
neovascularization,” Differentiation, vol. 81, no. 3, pp. 181–
191, 2011.

[70] K. Heo, Y. J. Cho, K. J. Cho et al., “Minocycline inhibits
caspase-dependent and -independent cell death pathways
and is neuroprotective against hippocampal damage after
treatment with kainic acid in mice,” Neuroscience Letters,
vol. 398, no. 3, pp. 195–200, 2006.

[71] D. P. Stirling, K. Khodarahmi, J. Liu et al., “Minocycline treat-
ment reduces delayed oligodendrocyte death, attenuates axo-
nal dieback, and improves functional outcome after spinal
cord injury,” The Journal of Neuroscience, vol. 24, no. 9,
pp. 2182–2190, 2004.

[72] T. Y. Yune, J. Y. Lee, G. Y. Jung et al., “Minocycline alleviates
death of oligodendrocytes by inhibiting pro-nerve growth fac-
tor production in microglia after spinal cord injury,” The Jour-
nal of Neuroscience, vol. 27, no. 29, pp. 7751–7761, 2007.

[73] N. Matsukawa, T. Yasuhara, K. Hara et al., “Therapeutic
targets and limits of minocycline neuroprotection in experi-
mental ischemic stroke,” BMC Neuroscience, vol. 10, no. 1,
p. 126, 2009.

[74] Z. Liu, Y. Fan, S. J. Won et al., “Chronic treatment with mino-
cycline preserves adult new neurons and reduces functional
impairment after focal cerebral ischemia,” Stroke, vol. 38,
no. 1, pp. 146–152, 2007.

[75] J. Chen, Y. Li, M. Katakowski et al., “Intravenous bone marrow
stromal cell therapy reduces apoptosis and promotes endoge-
nous cell proliferation after stroke in female rat,” Journal of
Neuroscience Research, vol. 73, no. 6, pp. 778–786, 2003.

[76] M. Gutiérrez-Fernández, B. Rodríguez-Frutos, J. Alvarez-
Grech et al., “Functional recovery after hematic administration
of allogenic mesenchymal stem cells in acute ischemic stroke
in rats,” Neuroscience, vol. 175, no. 23, pp. 394–405, 2011.

[77] G. Kwakkel and B. Kollen, “Predicting improvement in the
upper paretic limb after stroke: A longitudinal prospective
study,” Restorative Neurology and Neuroscience, vol. 25,
no. 5-6, pp. 453–460, 2007.

[78] G. Kwakkel, B. Kollen, and E. Lindeman, “Understanding the
pattern of functional recovery after stroke: facts and theories,”

Restorative Neurology and Neuroscience, vol. 22, no. 3-5,
pp. 281–299, 2004.

[79] J. C. Hobart, L. S. Williams, K. Moran, and A. J. Thompson,
“Quality of life measurement after stroke: uses and abuses of
the SF-36,” Stroke, vol. 33, no. 5, pp. 1348–1356, 2002.

[80] F. J. Carod-Artal and J. A. Egido, “Quality of life after stroke:
the importance of a good recovery,” Cerebrovascular Diseases,
vol. 27, Supplement 1, pp. 204–214, 2009.

[81] F. J. Carod-Artal, L. Ferreira Coral, D. Stieven Trizotto, and C.
Menezes Moreira, “Self- and proxy-report agreement on the
Stroke Impact Scale,” Stroke, vol. 40, no. 10, pp. 3308–3314,
2009.

16 Oxidative Medicine and Cellular Longevity



Submit your manuscripts at
https://www.hindawi.com

Stem Cells
International

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

MEDIATORS
INFLAMMATION

of

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Behavioural 
Neurology

Endocrinology
International Journal of

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Disease Markers

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

BioMed 
Research International

Oncology
Journal of

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Oxidative Medicine and 
Cellular Longevity

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

PPAR Research

The Scientific 
World Journal
Hindawi Publishing Corporation 
http://www.hindawi.com Volume 2014

Immunology Research
Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Journal of

Obesity
Journal of

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

 Computational and  
Mathematical Methods 
in Medicine

Ophthalmology
Journal of

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Diabetes Research
Journal of

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Research and Treatment
AIDS

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Gastroenterology 
Research and Practice

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Parkinson’s 
Disease

Evidence-Based 
Complementary and 
Alternative Medicine

Volume 2014
Hindawi Publishing Corporation
http://www.hindawi.com


