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Perinatal hypoxic-ischemic (HI) brain injury occurs in 1 in 1,000 live births and remains

the main cause of neurological disability and death in term infants. Cytotherapy has

recently emerged as a novel treatment for tissue injury. In particular, mesenchymal stem

cells (MSCs) are thought to have therapeutic potential, but little is known about the

differences according to their origin. In the current study, we investigated the therapeutic

effects and safety of intravenous injection of allogeneic bone marrow-derived MSCs

(BM-MSCs) and adipose-derived stem cells (ADSCs) in a rat model of HI brain injury.

HI models were generated by ligating the left carotid artery of postnatal day 7 Wistar/ST

rats and exposing them to 8% hypoxia for 60min. Bone marrow and adipose tissue

were harvested from adult green fluorescent protein transgenic Wistar rats, and cells

were isolated and cultured to develop BM-MSCs and ADSCs. At passaging stages 2–3,

1 × 105 cells were intravenously injected into the external right jugular vein of the HI

rats at 4 or 24 h after hypoxia. Brain damage was evaluated by counting the number

of cells positive for active caspase-3 in the entire dentate gyrus. Microglial isotypes

and serum cytokines/chemokines were also evaluated. Distribution of each cell type

after intravenous injection was investigated pathologically and bio-optically by ex vivo

imaging (IVIS®) with a fluorescent lipophilic tracer DiR. The mortality rate was higher in

the ADSC group compared to the BM-MSC group, in pups injected with cells 4 h after

hypoxia. The number of active caspase-3-positive cells significantly decreased in the

BM-MSC group, and the percentage of M1 microglia (a proinflammatory isotype) was

also lower in the BM-MSC vs control group in the penumbra of the cortex. Moreover,
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BM-MSC administration increased anti-inflammatory cytokine and growth factor levels,

while ADSCs did not. Each injected cell type was mainly distributed in the lungs and

liver, but ADSCs remained in the lungs longer. Pathologically, pulmonary embolisms and

diffuse alveolar hemorrhages were seen in the ADSC group. These results indicated that

injection of allogeneic BM-MSCs ameliorated neonatal HI brain injury, whereas ADSCs

induced severe lung hemorrhage and higher mortality.

Keywords: neonatal encephalopathy, regenerative medicine, cytotherapy, M1 microglia, serum chemokine,

multiplex, cell distribution

INTRODUCTION

Perinatal hypoxic-ischemic (HI) brain injury occurs in 1 in 1,000
live births and remains a main cause of neurological disabilities
and death in term infants (1, 2). Therapeutic hypothermia
is the only established treatment option; however, its effect
is limited (3–5). Meanwhile, cytotherapy has been emerging
as a novel therapy for HI. Recently, we demonstrated the
beneficial effect of umbilical cord blood mononuclear cells in
rat neonatal HI and mouse stroke models (6–8), and autologous
umbilical cord blood cells therapy is now at the clinical
trials stage(ClinicalTrials.gov: NCT02256618) (9). However,
in situations where asphyxiated babies are born, there is a chance
of failure of cord blood collection owing to the clinical staff being
busy treating the mother and resuscitating the infant. Allogeneic
cell transplantation should be considered as a treatment for such
asphyxiated infants.

In animal models, neural stem cells have been shown to
have a powerful effect on regeneration of damaged brain regions
(10, 11). However, ethical issues discourage their clinical use
because such treatments require a fetal brain to obtain the
neural stem cells. As a result, other cell types, such as bone
marrow-derivedmesenchymal stem cells (BM-MSC) and adipose
tissue-derived stem cells (ADSC), have been investigated and
employed as alternatives. MSCs are thought to be a practical cell
source, and many studies have demonstrated that they attenuate
tissue damage in various inflammation and/or ischemic models
(12–17). The beneficial effect of MSC transplantation is related
to their potency to differentiate into multiple lineages (18).
Their administration has been shown to improve the tissue
environment via endocrine/paracrine effects (19, 20) and have
immunosuppressive effects (21, 22).

In particular, ADSCs have some advantages over BM-MSC
as adipose tissue is easy to collect under local anesthesia
(liposuction), can be collected repeatedly (23), and greater
numbers can be collected at one time. Moreover, ADSCs
proliferate faster than BM-MSCs (24). Despite the numerous

Abbreviations:ADSC, adipose tissue-derived stem cells; BM-MSC, bone marrow-

derived mesenchymal stem cells; CA, cornu ammonis; DAPI, 4’,6-diamidino-

2-phenylindole; DiR, 1,1-dioctadecyl-3,3,3,3-tetramethyl indotricarbocyanine

iodide; EDTA, ethylenediaminetetraacetic acid; FBS, fetal bovine serum; GFP,

green fluorescent protein; Tg, transgenic; HI, hypoxic-ischemic; Iba1, ionized

calcium-binding adapter molecule 1; iNOS, inducible nitric oxide synthase; MEM,

modified Eagle’s medium; P7, postnatal day 7; PBS, phosphate-buffered saline;

DIC, disseminated intravascular coagulation.

reports about the efficacy of ADSCs (25, 26) and their use
in clinical trials (27), there is still no report on their use for
neonatal HI. On the other hand, there is some debate about the
safety of intravenous administration of ADSCs. Recent reports
warn of embolism after intravenous ADSC administration (28),
and increased coagulation activity after transplantation (29, 30)
is thought to be an underlying cause. In addition, cellular
distribution after intravenous administration of ADSCs has not
been well-investigated, especially in the subacute/chronic phase,
raising safety concerns, such as risk of pulmonary embolism.
In the current study, we investigated the safety and efficacy of
intravenous administration of ADSCs and BM-MSCs in a rat
model of neonatal HI brain injury.

MATERIALS AND METHODS

Animals
This study was carried out in accordance with the Regulations
on Animal Experiments in Nagoya University. The protocol
was approved by the Institutional Review Board of Animal
Experimentation of Nagoya University School of Medicine
(Nagoya, Japan; Protocol No.: 24337-2012, 25170-2013, 26128-
2014). Wister/ST rats (SLC Inc., Shizuoka, Japan) were used
for the HI model. MSCs were harvested from green fluorescent
protein (GFP)-Transgenic (Tg) Wistar rats which were supplied
by the National BioResource Project-Rat, Kyoto University
(Kyoto, Japan). All rats were maintained under a 12 h light/12 h
dark cycle (lights on from 9:00 AM to 9:00 PM) with ad libitum
access to food and water. Every effort was made to reduce animal
suffering.

Hypoxic-Ischemic Brain Injury Animal
Model
HI rat models were made according to the method of Rice et al.
(31) withminormodification as described in our previous reports
(7, 32). On postnatal day 7 (P7), Wistar/ST male and female rat
pups were anesthetized with isoflurane and their left common
carotid artery was double-ligated with 5-0 surgical silk and cut
between the ligatures. The anesthesia time never exceeded 10min
for each pup. After a 1 h rest with dam, they were exposed to 8%
hypoxia at 37 C in an incubator for 60min.

Cell Preparation
For preparation of BM-MSCs, 3- to 5-week-old female GFP-Tag
Wistar/ST rats were anesthetized with isoflurane and their femurs
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and tibias were removed aseptically. Then, heparinized saline
was used to flush the marrow shafts using a 23-G needle, and
the bone marrow suspension was harvested. After washing with
0.1mM EDTA-saline, cells were resuspended in 5mL of Minimal
Essential Medium (MEM) alpha (Invitrogen, Carlsbad, CA,
USA) with 2% albumin (Japan Blood Products, Tokyo, Japan).
Mononuclear cells were isolated with Ficoll R©-Paque PLUS (GE
Healthcare Life Sciences, Uppsala, Sweden). To culture BM-
MSCs, mononuclear cells were suspended in 5mL MEM alpha
with 20% FBS (Thermo Fisher Scientific, Waltham, MA, USA),
and plated at 4–6 × 106 cells per 25-cm2 flask and incubated at
37◦C in a humidified atmosphere with 5% CO2 for 1–2 weeks
until the first passage. We selected these plastic-adherent cells as
BM-MSCs. BM-MSCs were used for injection after the second or
third passage.

ADSCs were also prepared from 3- to 5-week-old female GFP-
TagWistar/ST Rats. Rats were gently killed by CO2 asphyxiation,
and adipose tissues were obtained from the fatty layer of the
subcutaneous tissue. Generally, 2–4 g of adipose tissue was
obtained from each rat. Adipose tissue was well-minced in MEM
alpha (Gibco R©) and digested with 1 mg/mL collagenase type II
solution (Invitrogen) with stirring for 1 h at 37◦C. The digested
tissue was filtered using a 100-µm cell strainer. Then stromal
vascular fraction was precipitated by centrifugation at 1,200
rpm for 5min at room temperature then washed twice with
MEM alpha containing FBS and antibiotics. Stromal vascular
fraction cells were seeded (2 × 106 cells) in 225-cm2 T-flasks
and cultured in Dulbecco’s MEM (Gibco R©) containing 20% FBS
at 37◦C in a humidified atmosphere with 5% CO2 and 95%
air. Four to Five days later, unattached cells were removed, and
the medium changed to Dulbecco’s MEM containing 3% FBS.
Cells were collected from culture flasks at 90% confluence using
0.05% trypsin-EDTA (Wako, Osaka, Japan) and reseeded at 1,000
cells/cm2 to ensure optimal proliferation. ADSCs were used for
injection after the second or third passage.

Intravenous Injection of Cells
Rats were set on an electric warmer plate tomaintain proper body
temperature and anesthetized with inhaled isoflurane. Then, the
skin was cut to expose the right external jugular vein. ADSCs or
BM-MSCs were injected slowly into the vein using a 35-G needle;
cells were suspended in 0.1mL phosphate-buffered saline (PBS)
and kept on ice until being rewarmed to room temperature just
before injection. To evaluate the treatment effect, each cell or
vehicle was administered at 24 h after HI. To assess the mortality
and pathological findings, cells and vehicle were given at 4 or 24 h
after HI.

Cell Labeling With DIR
Injected cells were labeled with the fluorescent tracer 1, 1-
dioctadecyl-3,3,3,3-tetramethyl indotricarbocyanine iodide
(DiR; Caliper Life Sciences, Hopkinton, MA, USA) following to
the manufacturer’s protocol. Briefly, cells were incubated with
DiR for 30min at 37◦C, centrifuged for 5min at 1,500 rpm at
room temperature, and then rinsed twice with PBS. In all the
cases, DiR-labeled cells were suspended in PBS, and 1× 105 cells
were injected within 2 h after labeling.

Ex vivo Imaging and Analysis
To reduce fluorescent noise, all rats used for ex vivo imaging
were fed an alfalfa-free diet (D10001, Research Diets Inc., New
Brunswick, NJ, USA). DiR-labeled BM-MSCs (n= 18) or ADSCs
(n = 18) were intravenously injected into neonatal HI rats
24 h after the hypoxic insult. Of these, three rats from each
cell type-treatment group were sacrificed at 1 h, 1 d, 3 d, 7 d,
14 d, and 28 d after injection to collect brain, lungs, heart,
liver, spleen, gut, kidney, and bladder for ex vivo imaging. The
collected organs were imaged using IVIS R© Spectrum (Caliper
Life Sciences). Filter conditions and illuminations settings for
DiR imaging were set an excitation/emission of 710/760 nm,
high lamp level, medium binning, filter 1, and 1.0 sec exposure
time. Grayscale and fluorescent images of each organ were
analyzed using Living Image software version 4.3 (Xenogen).
Regions of interest of each organ were automatically drawn over
the signals on images and, if necessary, they were manually
corrected according to the grayscale image. Quantification
was made according to the method of Cho et al. (33) with
modification. The distribution of each DiR-labeled cell in each
organ was quantified as the average radiant efficiency (total
photons/s/cm2/steradian) in the irradiance range (µW/cm2):
(photons/s/cm2/steradian)/(µW/cm2). To reduce variability in
measurements, the ratio of the average radiant efficiency of
the organs to the background was calculated. The minimum
detectable fluorescence required 1 × 103 cells as in a previous
report (34).

Immunohistochemistry
Immunostaining of brain sections with anti-active caspase-
3 was performed as previously described (35) with
minor modifications. Briefly, rats were anesthetized with
pentobarbital (Kyoritsu Seiyaku Co., Tokyo, Japan) and
intracardially perfusion-fixed with 0.9% NaCl, followed by 4%
paraformaldehyde in PBS. Then, brains were immersion-fixed in
4% paraformaldehyde in PBS at 4◦C for 24 h, dehydrated with a
graded series of ethanol and xylene, embedded in paraffin, and
cut into 5-µm-thick coronal sections. After deparaffinization
and rehydration, antigen retrieval was performed by heating
sections for 10min in 10-mM citrate buffer (pH 6.0). Then,
sections were blocked in PBS containing 0.1% Triton and 4%
donkey serum and incubated overnight at 4◦C with rabbit
anti-active caspase-3 (1:200; BD Pharmingen, Franklin Lakes, NJ,
USA). Sections were subsequently incubated with a donkey anti-
rabbit biotinylated secondary antibody (Vector Laboratories,
Burlingame, CA, USA) for 1 h at room temperature. Endogenous
peroxidase activity was blocked with 3% H2O2 in PBS for 10min
and then an avidin-biotin-peroxidase complex (Vectastain
ABC Elite kit; Vector Laboratories), followed by peroxidase
detection for 10min (0.12 mg/mL 3,3’-diaminobenzidine, 0.01%
H2O2, and 0.04% NiCl2). For immunostaining of cells injected
into the lungs, rats were euthanized by decapitation, and the
lungs were removed and fixed with 4% paraformaldehyde in
PBS. Subsequent immunostaining procedures were performed
in the same way as for brain sections, except lung sections
were incubated with a rabbit anti-GFP (1:200; MBL) primary
antibody. To evaluate microglia, two brain sections per pup at
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the hippocampal and basal ganglia level were used. After antigen
retrieval and blocking of nonspecific binding, sections were
incubated with anti-ionized calcium-binding adapter molecule
(Iba) 1 (1:100; Wako) and anti-inducible nitric oxide synthase
(iNOS; 1:40; Abcam, Cambridge, MA, USA) primary antibodies
at 4◦C overnight. Sections were subsequently incubated with
Alexa-548 and Alexa-488 for 1 h at room temperature, and
mounted with ProLong Gold Antifade reagent containing DAPI
(Thermo Fisher Scientific Inc.).

Cell Counting
For counting of anti-active caspase-3-positive cells, every
50th section at the hippocampus level (typically 5 sections)
were stained using an anti-active caspase-3 primary antibody
(1:1000). The hippocampal CA3 and dentate gyrus were outlined
under low magnification (40×), and active caspase-3-positive
cells in these areas were counted under high magnification
(200×) using Stereo Investigator version 10 stereology software
(MicroBrightField Europe EK, Magdeburg, Germany). The total
number of cells was calculated using the following formula:
N = ΣA × P, where N = the total number of cells, ΣA = the
sum of the counted number of cells, and P = the inverse of the
sampling fraction.

For evaluation of microglial M1 polarization, Iba1- (pan-
microglia marker) and iNOS- (M1 microglia marker) positive
cells were counted. M1 polarity was calculated by the percentage
of iNOS/Iba1 double-positive cells in Iba1-positive cells (36).
All positive cells were counted within a 200-µm2 area in the
hippocampus (CA3), basal ganglia, and upper/lower side of the
penumbra of the cortex in the two sections.

Serum Cytokine, Chemokine, and Growth
Factor Analyses
Blood samples were collected from the heart at sacrifice
for immunohistochemical evaluation. To obtain serum
samples, blood samples were immediately centrifuged and
kept on ice until freezing. Serum samples were analyzed
by MILLIPLEX R© Multiplex Assays using Luminex R© with
a rat cytokine/chemokine panel (Merck Millipore, Billerica,
MA, USA) according to the manufacture’s protocol. The
MILLIPLEX R© plate was read with Luminex MagPix technology.
Data was analyzed using xPONENT R© software (Luminex,
Austin, TX, USA).

Pathology
ADSCs or BM-MSCs (1 × 104, 1 × 105 or 1 × 106 cells) were
injected intravenously 4 h after HI insult. Organs of interest
were excised 15min after injection without perfusion then
fixed in paraformaldehyde, embedded in paraffin, cut into 10-
mm sections, and stained with hematoxylin-eosin. Pathological
findings were determined by our pathologist (Y Shimoyama).

Statistical Analyses
The sample size was decided to be 5 to 10 in each group
based on our previous studies (7, 32). Statistical analyses were
performed using JMP11.0 software (SAS Institute, Cary, NC,
USA). Mortality after injection was compared using a Fisher’s
exact test. For analyses of immunohistochemistry and serum
cytokine/chemokine and growth factor levels, one-way analysis
of variance was used, followed by a Dunnett’s post-hoc test. Two-
group analyses of organ fluorescence by ex vivo imaging were
compared using a Student’s t-test. All data are expressed as the
mean ± standard error of the mean. A P-value of less than 0.05
was considered statistically significant.

RESULTS

Mortality After Administration of ADSC or
BM-MSC
To assess the safety of each cytotherapy, ADSCs or BM-MSCs
(1 × 105 cells/0.1mL PBS) or vehicle (0.1mL PBS) were given
4 or 24 h after HI insult. The mortality rate within 24 h after
administration was significantly higher in the ADSC group (64%)
than the BM-MSC group (6%) when cells were given 4 h after
hypoxia exposure (Table 1). However, there was no significant
difference among ADSC, BM-MSC, and vehicle groups when
cells were given 24 h after hypoxia exposure.

Impact of ADSC and BM-MSC
Administration on Apoptosis After HI
Twenty-four hours after HI, P7 rats were injected with 1×105

ADSCs (n = 8), BM-MSCs (n = 7), or vehicle (n = 8). The rats
were sacrificed 24 h after injection, and the numbers of active
caspase-3-positive cells in the CA3 area and entire dentate gyrus
were counted. Photomicrographs of representative hippocampal
sections are shown in Figure 1. The number of active caspase-
3-positive cells significantly decreased in CA3 area and dentate
gyrus by 76% (P < 0.05) and 59% (P < 0.05), respectively, in the
BM-MSC group but not in the ADSC group (Figure 2).

TABLE 1 | Mortality within 24 h after administration of MSCs.

Time of cell administration after HI (hour) 4 24

Agent Vehicle ADSC BM-MSC Vehicle ASC BM-MSC

given cell count – 1 × 105 1 × 105 – 1 × 105 1 × 105

Number of the rat (dead within 24 h/total) 0/6 9/14 1/16 0/31 7/85 2/42

Mortality within 24 h 0% 64% 6% 0% 8% 5%

Fisher’s exact test vs. Vehicle – p < 0.01 n.s. – n.s. n.s.
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FIGURE 1 | Photomicrographs of anti-active caspase-3 staining of the

hippocampus. Representative photomicrographs of the hippocampus 48 h

after HI insult. Sections are from rats injected with vehicle (PBS), ADSCs, or

BM-MSCs; bar = 500µm. Insets show higher magnification; bar = 50 µm.

Microglial M1 Polarization After
Administration of ADSCS and BM-MSCS
To evaluate the impact of ADSCs and BM-MSCs on microglial
M1 polarization, we double-stained brain sections with anti-
Iba1 and anti-iNOS antibodies. Then, the number of Iba1/iNOS
double-positive cells and Iba1-positive/iNOS-negative cells
was counted. Representative photomicrographs are shown in
Figure 3A. The number of Iba1-positive cells in the BM-
MSC group tended to decrease in the penumbra of the
cortex, hippocampus, and basal ganglia but was not statistically
significant (Figure 3B); this was not observed in the ADSC
group.

In the BM-MSC group, the number of Iba1/iNOS double-
positive cells and the ratio of Iba1/iNOS double-positive to Iba1-
positive cells were found to be significantly decreased in the
penumbra of the cortex compared to the vehicle group (both,
P < 0.05; Figures 3A,B); no significant change was found for the
ADSC group. The same trend was seen in the hippocampus and
basal ganglia. This indicates that intravenous injection of BM-
MSCs, but not ADSCs, decreased the polarity of M1 microglia.

Impact of ADSC and BM-MSC
Administration on Serum
Cytokines/Chemokines
To evaluate the serological effect of BM-MSCs or ADSCs,
serum cytokine/chemokine levels 24 h after injecting ADSCs or
BM-MSCs were analyzed by multiplex assay (MILLIPLEX R©). All
cytokine/chemokine levels measured are listed in Table 2.
BM-MSC administration significantly increased anti-
inflammatory cytokine interleukin (IL)-2 level compared to
vehicle (Figure 4A). And anti-inflammatory cytokine IL-4
also tended to be increased, but not significantly (p = 0.068).
Granulocyte colony stimulating factor (G-CSF) levels were
also significantly elevated in the BM-MSC group compared
with control (Figure 4B). BM-MSCs also significantly
reduced the levels of several chemotactic chemokines,
including CCL2 (monocyte chemoattractant protein-1), CCL3
(macrophage inflammatory protein-1a), CX3CL1 (Fractalkine),
CXCL1 (human growth-regulated oncogene/keratinocyte
chemoattractant), CXCL2 (monocyte inflammatory protein-2),
CXCL3 (lipopolysaccharide-induced CXC chemokine), and
CXCL10 (interferon-γ-induced protein-10) [Figures 4C–I]. In
contrast, BM-MSCs significantly increased three inflammatory
cytokines, IL-12p70, IL-17a, and tumor necrosis factor-α
(Figures 4J–L). ADSC administration, however, made little
impact on cytokines/chemokines or growth factor levels in
serum (Figures 4A-L).

Time-Course of Distribution and Fate of
ADSCS and BM-MSCS After Intravenous
Injection
The distribution and fate of ADSCs and BM-MSCs after injection
were evaluated serially by ex vivo imaging. Figure 5A shows
representative pictures of the time-course of distribution in
ADSC and BM-MSC groups. Both ADSCs and BM-MSCs mainly
distributed in the lungs and liver within 3 d (Figures 5A,C,D).
After that time, BM-MSC levels gradually reduced in the lungs.
On the other hand, ADSCs remained in the lungs longer, even up
to 28 d after injection (Figures 5A,C). No significant fluorescence
was detected in the brain (Figures 5B,E) or kidney (Figure 5F) in
either group at any time point.

Pathological Findings After Injection of
ADSCS Or BM-MSCS 4H After HI
Gross pathological observation after ADSC or BM-MSC injection
revealed much more severe lung hemorrhaging in the ADSC
group vs. the BM-MSC group (Figures 6A–D). The hemorrhages
in the ADSC group were exacerbated as the number of cells
injected increased. In rats given ADSC (1× 105 cells; n= 2), the
hemorrhages were diffuse and filled the lung surface (Figure 6A).
In rats given fewer ADSCs (1× 104 cells; n= 2), the hemorrhages
were diffuse but not as extensively (Figure 6B). On the other
hand, rats administered BM-MSCs (1 × 105 or 1 × 104 cells)
showed sparse bleeding (Figures 6C,D).

Micropathologically, pulmonary embolism and alveolar
hemorrhage were seen in both cell groups. Similarly, rats given
ADSCs exhibited more severe pathology than BM-MSC rats,
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FIGURE 2 | Number of active caspase-3-positive cells in the CA3 and dentate gyrus of the affected side. Impact of vehicle (PBS) (n = 7), ADSCs (n = 7), and

BM-MSCs (n = 8) on apoptosis 24 h after injection. The number of active caspase-3-positive cells was significantly decreased in BM-MSC rats but not ADSC rats

compared with vehicle. *P < 0.05.

and severity increased by injected cell number. In the ADSC
group (1 × 106 cells; n = 2), pulmonary thrombosis by cells
with large nuclei and fibrins were seen in some large vessels in
the lung (Figure 6E) but not in the kidney or liver. This finding
was compatible with pulmonary embolism. ADSC rats (1 × 105

cells; n = 2) also had diffuse alveolar hemorrhages and fibrin
deposition in small vessels; no special findings were seen in other
organs. Administration of 1 × 105 ADSCs per pup resulted
in small vessel embolism and diffuse alveolar hemorrhage
(Figure 6F). Immunohistopathology of lung tissue using anti-
GFP showed that cells with large nuclei filling pulmonary vessels
were GFP-positive (Figures 6G,H), which were injected cells
derived from GFP-Tg rats. In contrast, BM-MSC rats (1× 105 or
1× 106 cells; n= 2) had cells with large nuclei in alveolar vessels,
depending on the amount of injected cells, but hemorrhages and
fibrin deposition were rare.

DISCUSSION

In the present study, we showed that intravenous administration
of BM-MSCs had a therapeutic effect on HI brain injury
in rats that resulted in reduction of apoptotic cells in the
hippocampus. BM-MSC administration 24 h after HI decreased
serum chemokine levels and increased anti-inflammatory
cytokines. In addition, BM-MSCs also significantly decreased
proinflammatory M1 microglia. In contrast, ADSC injection
did not exhibit any such therapeutic effects but induced severe
lung hemorrhaging and pulmonary embolism, leading to high
mortality.

Herein, intravenous injection of BM-MSCs reduced apoptosis
induced by HI in the CA3 area and dentate gyrus of the
hippocampus, the most vulnerable areas to HI insult in
premature brain (37). This finding corresponds with those
we recently reported using mononuclear cells derived from
human umbilical cord blood cells (7) and dedifferentiated fat
cells (32). Furthermore, BM-MSCs have been shown to exert
a therapeutic effect through different administration routes,

including intracranial (38, 39), intracardiac (40), and intranasal
(38).

One of the possible mechanisms related to this positive
effect was that BM-MSC administration decreased M1 microglia.
Recently, it was shown that not only macrophages but also
microglia are divided into two types, proinflammatory (M1) and
anti-inflammatory [M2] (41, 42). In the present study, BM-MSCs
reduced the number of M1 microglia. This microglial change is
one of the emerging targets for the treatment of neuronal injury
or degenerative diseases (36, 43, 44). In the neonatal HI model,
Donega et al. (45) also showed that intranasal administration
of BM-MSCs decreased the M1 microglia, in accordance with
our previous data showing the same change with intravenous
injection of umbilical cord blood cells (8).

To elucidate further BM-MSC therapeutic mechanisms and
support the observed microglial change, we also evaluated
the impact of ADSC and BM-MSC administration on serum
cytokine/chemokine levels in the current study. For the first
time in neonatal HI rat models, we demonstrated serological
amelioration of chemokines and anti-inflammatory cytokines
by administration of BM-MSCs. Several proinflammatory
chemokines/cytokines known to activate microglia were
markedly decreased in the BM-MSC group, including CCL3,
CX3CL1, CXCL1, CXCL2, CXCL3, and CXCL10 (46, 47).
Thus, chemokine reduction, especially CX3CL1, is likely one
mechanism by which BM-MSCs exert their therapeutic effect
and reduce the M1 phenotype of microglia (48, 49). On the other
hand, CCL2 levels, which are thought to decrease M1 phenotype,
were decreased in our model. However, this chemokine is also
known to activate circulating inflammatory monocytes (46).
Therefore, its reduction may reflect an immunosuppressive
effect of BM-MSC injection (50). Moreover, anti-inflammatory
cytokines IL-2 and IL-4 were increased with BM-MSC injection.
These anti-inflammatory cytokines are known to change
microglial polarity M1 to M2 phenotype and are considered
to be promising neuroprotective agents/targets (51). BM-
MSC also significantly increased serum granulocyte colony
stimulating factor levels. Granulocyte colony stimulating
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FIGURE 3 | Impact of BM-MSCs and ADSCs on microglial M1 polarization in the cortex, hippocampus, and basal ganglia. (A) Representative photomicrographs of

the affected side cortex stained with anti-Iba-1 (pan-microglia marker) and anti-iNOS (M1 phenotype marker) 24 h after injection. Bar = 50µm. (B) Number of

Iba-1/iNOS positive cells, and the ratio of iNOS to Iba-1 in the penumbra of the cortex, hippocampus, and basal ganglia. In the penumbra of the cortex, iNOS-positive

cell and the iNOS/Iba-1 ratio were significantly decreased in BM-MSC rats (n = 8), but not in ADSC rats (n = 7), compared to those in the vehicle group (n = 7). These

parameters in hippocampus basal ganglia, and the number of Iba-1 in penumbra of the cortex and hippocampus showed the same trend. *P < 0.05.

factor is also known as another agent that reduces M1
microglia (52). In adult stroke studies, many clinical trials
using granulocyte colony stimulating factor are now undergoing

(53). These chemokines/cytokines changes following BM-MSC
administration support immunohistochemical findings on
microglial status herein (i.e., reduced M1 phenotype).
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TABLE 2 | Serum cytokine/ chemokine / growth factor analysis at 24 h after administration of MSCs.

Vehicle (n = 7) ADSC (n = 8) BM-MSC (n = 7) P value

Median IQR Median IQR Median IQR ADSC vs. vehicle BM-MSC vs. vehicle

Inflamatory cytokines IL-1a 66.6 75.8 53.2 70.2 51.0 48.2 0.101 0.091

IL-1b 89.6 18.7 78.7 42.1 77.9 56.9 0.288 0.2

IL-5 244.6 61.8 255.5 49.1 298.9 68.2 0.953 0.146

IL-6 580.1 465.1 473.4 327.6 804.4 453.2 0.666 0.999

IL-17a 88.5 40.6 89.0 81.7 152.6 35.3 0.556 0.022

IL-18 1882.0 4791.5 1603.5 1594.5 937.0 479.1 0.317 0.067

TNFa 35.3 21.5 48.3 49.0 67.5 30.5 0.256 0.012

INFγ 574.6 388.6 458.6 407.0 484.7 507.3 0.883 0.892

CCL11 (Eotaxin) 52.2 17.3 48.0 17.0 58.0 13.8 0.805 0.67

CXCL5 (LIX) 4695.0 1677.0 3473.5 1017.5 3025.0 1989.0 0.127 0.005

Anti-inflamatory cytokines IL-2 115.5 67.8 147.6 137.6 212.4 65.9 0.274 0.016

IL-4 87.2 49.5 106.9 82.8 148.4 46.6 0.742 0.068

IL-12P70 657.1 370.4 785.3 849.7 1304.0 376.0 0.397 0.012

IL-10 99.3 21.3 79.9 24.6 92.2 35.4 0.04 0.071

IL-13 99.7 58.2 83.6 46.2 99.7 39.5 0.411 0.794

Chemotactic chemokines CCL2 (MCP-1) 5947.0 1690.5 6023.5 2317.5 4878.0 1573.0 0.858 0.095

CCL3 (MIP-1a) 78.4 31.3 73.1 17.3 47.6 17.3 0.606 0.009

CCL5 (RANTES) 23243.0 18483.0 15889.5 12820.0 10978.0 3204.0 0.062 0.002

CX3CL1 (Fractalkine) 208.2 61.9 186.5 106.0 153.0 9.8 0.188 0.012

CXCL1 (GRO/KC) 245.7 102.8 158.9 164.6 116.8 60.6 0.125 0.017

CXCL2 (MIP-2) 193.7 54.2 154.9 74.6 112.8 20.0 0.034 0.0001

CXCL10 (IP-10) 650.0 472.7 376.7 233.1 421.6 170.1 0.003 0.006

Growth factors GM-CSF 55.7 64.2 37.6 81.4 8.6 0.0 0.581 0.011

G-CSF 30.3 23.7 36.3 46.7 65.8 33.1 0.838 0.045

EGF 1.4 2.3 2.8 4.4 5.1 4.7 0.836 0.109

VEGF 250.9 91.5 248.4 86.4 229.3 39.5 0.832 0.085

IL, interleukin; TNF, tumor necrosis factor; INF, interferon; CCL, C-C motif chemokinne ligand; CXCL, C-X-C motif ligand; LIX, LPS-induced CXC chemokine; MCP, monocyte

chemoattractant protein; MIP, macrophage inflammatory protein; RANTES, regulated on activation, normal T cell expressed and secreted; CX3CL, C-X3-C motif chemokine; IP, interferon

gamma-induced protein; GM-CSF, granulocyte macrophage colony stimulating factor; G-CSF, granulocyte-colony stimulating factor; EGF, epidermal growth factor; VEGF, vascular

endothelial growth factor.

Conversely, inflammatory cytokines, tumor necrosis factor-
α and IL-12p70 were increased by BM-MSC injection. It has
been shown that injection of MSCs alone can increase serum
inflammatory cytokines levels (54). As the distribution of BM-
MSCs was more systemic than that of ADSCs in the present
study, BM-MSCs may be more likely to elevate reaction products
in serum, whereas ADSCs remained in the lungs and induced
local reactions.

The most amazing finding in the present study was that ADSC
administration did not elicit any therapeutic effects (no change
in apoptosis, microglial polarity, or serum chemokine/cytokine
levels) but increased mortality instead. Pathologically, injection
of 1 × 106 ADSCs resulted in pulmonary embolisms with
local inflammatory findings, and the embolisms contained many
GFP-positive ADSCs. Even with a lower dose, (1 × 105 cells)
ADSC injection resulted in alveolar hemorrhage. There are some
reports ofMSCs having procoagulant activity when intravenously
injected (29, 30, 55). However, it is unknown why ADSCs are
more likely to cause such a response. Shiratsuki et al. (30)
reported that ADSCs, but not BM-MSCs markedly increased

prothrombin time, indicating that ADSCs potentially enhance
procoagulation activity. In addition, we showed that ADSCs
remained in the lungs longer than BM-MSCs after injection. A
longer stay in the lungs can exacerbate the negative features of
ADSCs action. In the present study, severe pulmonary embolisms
were seen but were not present in the kidneys. If the procoagulant
effect of ADSCs is systemic, like disseminated intravascular
coagulation (DIC), similar findings should also be seen in the
kidneys. Therefore, the hypercoagulable condition is thought to
be due to a local reaction. The longer time spent by ADSCs in the
lung may partially explain the local reactions observed therein.

One possible reason why ADSCs remain longer in the lungs
than BM-MSCs may be due to different expression of cell
adhesion molecules. Yang et al. (56) reported that BM-MSCs
express CD106 (vascular cell adhesionmolecule-1), while ADSCs
do not. Vascular cell adhesion molecule-1 plays an important
role in cellular adhesion to vessels (57). Intravenously injected
cells first encounter blood capillaries in the lungs. Therefore, the
lack of such an adhesion molecule may cause a “rough landing”
on the capillaries, resulting in inflammation and embolism.
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FIGURE 4 | Impact of BM-MSCs and ADSCs on serum cytokines/chemokines. Various serum cytokines/chemokines were measured by multiplex assay 24 h after

injection. Serum levels of various cytokines/chemokines were significantly altered in the BM-MSC group but not the ADSC group. BM-MSCs, but not ADSCs,

increased anti-inflammatory cytokine IL-2 (A) and granulocyte colony stimulating factor (B) levels. BM-MSCs also decreased chemotactic chemokines CCL2 (C),

CCL3 (D), CX3CL1 (E), CXCL1 (F), CXCL2 (G), CXCL3 (H), and CXCL10 (I). On the other hand, levels of inflammatory cytokines IL-12p70 (J), IL-17a (K), and tumor

necrosis factor (L) were increased by BM-MSC administration, but not ADSC. *P < 0.05.

Moreover, another previous report revealed that allogenic BM-
MSCs upregulate urokinase plasminogen activator expression in
a mouse model of pulmonary embolism (58). Thus, BM-MSCs
may inherently prevent emboli.

There are two limitations in the present study. One limitation
is that there is no evaluation of M2 microglia. Considering the

cytokine/chemokine result in the present study and previous
publications (8, 45), changing microglial polarity from M1 into
M2 is most plausible, but it is not shown in the present study. The
other limitation is that each cell type was injected intravenously
using simple preparations (i.e., suspended in 0.1mL of PBS
without any measures). A safe method of ADSC injection
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FIGURE 5 | Distribution of ADSCs and BM-MSCs after intravenous injection. The distribution of ADSCs (n = 3) and BM-MSC (n = 3) after injection was detected by

ex vivo imaging (IVIS®). Cells were labeled with DiR and injected 24 h after HI. ADSCs (red line) and BM-MSCs (blue line) mainly distributed into the lungs and liver in

the first 3 d (A,C,D). From 7 d after injection, the radiant efficiency of the lungs in ADSC-injected rats was significantly higher than those in the BM-MSC group (A,C).

Neither ADSCs nor BM-MSCs were detected in the brain at any time point (B,E). There were no difference of fluorescence in the kidney (F). *P < 0.05.
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FIGURE 6 | Pathological findings. Macroscopic evaluations after injection of 1 × 105 ADSCs (A) and 1 × 104 ADSCs (B) showed diffuse lung hemorrhages were

markedly more severe in the ADSC group compared with rats injected with 1 × 105 (C) and 1 × 104 (D) BM-MSCs. Microscopic evaluation of the lungs after ADSC

(1 × 106 cells) injection [40 × magnification, HE] (E) revealed cell emboli (arrowhead) and fibrin deposition (arrow) in the large vessel. Fibrin deposition suggests

embolism, inflammation, and coagulation. In the lungs of rats injected with 1 × 105 ADSCs [200 × magnification, HE] (F), diffuse alveolar hemorrhages were seen.

Immunohistochemistry with anti-GFP (G) in the same blood vessel as (E) showed that cells with large nuclei filling pulmonary vessels were GFP-positive (arrowhead).

The micrograph of lungs injected with 1 × 105 ADSCs (H) showed the presence of many GFP-positive cells in the alveolar vessel (arrowhead).

has not yet been fully investigated, but there are reports on
countermeasures against embolism. For example, Yukawa et al.
(59) showed that co-administration of an antithrombin agent
prevented lung entrapment of ADSCs in a rodent model. As
another countermeasure, cell culture methods may be able to
improve development of embolisms. Our low serum-cultured
ADSCs (23) have been shown to effectively ameliorate kidney
disease in a rodent model via intravenous administration (20). In
our preliminary experiments, low serum-cultured ADSCs could

be administered to the present HI model as safely as BM-MSCs
without adding antithrombin agent (Supplemental Table).

CONCLUSION

Intravenous injection of allogeneic BM-MSCs, but not ADSCs,
ameliorated neonatal rat HI injury by reducingM1microglia and
suppressing expression of inflammatory cytokines/chemokines.
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In contrast, administration of ADSCs induced severe lung
hemorrhage and higher mortality.
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