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Abstract

Glucocorticoids and immunosuppressive drugs are commonly used to treat inflammatory
disorders, such as inflammatory bowel disease (IBD), and despite a few improvements, the
remission of IBD is still difficult to maintain. Due to theirimmunomodulatory properties, mes-
enchymal stem cells (MSCs) have emerged as regulators of the immune response, and
their viability and activation of their migratory properties are essential for successful cell
therapy. However, little is known about the effects of immunosuppressant drugs used in
IBD treatment on MSC behavior. The aim of this study was to evaluate MSC viability, nucle-
ar morphometry, cell polarity, F-actin and focal adhesion kinase (FAK) distribution, and cell
migratory properties in the presence of the immunosuppressive drugs azathioprine (AZA)
and dexamethasone (DEX). After an initial characterization, MSCs were treated with DEX
(10 uM) or AZA (1 uM) for 24 hrs or 7 days. Neither drug had an effect on cell viability or nu-
clear morphometry. However, AZA treatment induced a more elongated cell shape, while
DEX was associated with a more rounded cell shape (P < 0.05) with a higher presence of
ventral actin stress fibers (P < 0.05) and a decrease in protrusion stability. After 7 days of
treatment, AZA improved the cell spatial trajectory (ST) and increased the migration speed
(24.35%, P < 0.05, n = 4), while DEX impaired ST and migration speed after 24 hrs and

7 days of treatment (-28.69% and -25.37%, respectively; P < 0.05, n = 4). In conclusion, our
data suggest that these immunosuppressive drugs each affect MSC morphology and migra-
tory capacity differently, possibly impacting the success of cell therapy.

PLOS ONE | DOI:10.1371/journal.pone.0120538 March 10, 2015

1/20


http://crossmark.crossref.org/dialog/?doi=10.1371/journal.pone.0120538&domain=pdf
http://creativecommons.org/licenses/by/4.0/

@' PLOS ‘ ONE

Immunosuppressants Affect MSC Migratory Behavior

Competing Interests: The authors have declared
that no competing interests exist.

Introduction

Inflammatory bowel disease (IBD) is a family of chronic inflammatory disorders of the gastro-
intestinal tract, which includes Crohn’s Disease (CD) and ulcerative colitis (UC), and is charac-
terized by the dysfunction of T cells and uncontrolled production of inflammatory cytokines
[1]. Evidence indicates that IBD results from an interaction between genetic, environmental
and microbial factors, resulting in an exaggerated and imbalanced mucosal immune response
to the normal intestinal microflora. This inflammation is sustained by an alteration of the mu-
cosal barrier and other immune system defects, which open possibilities for new treatments
targeting immunomodulation and tissue repair [1-3].

IBD patients usually suffer from a poor quality of life and multiple adverse effects, and the
disease remission often remains difficult to maintain. Despite improvements in current drug
treatments, they are not entirely effective [1,4]. Furthermore, the incidence of IBD has in-
creased in pediatric patients, who present a history of multiple intestinal resections and im-
mune modulating treatments with or without biological agents. Their response in the long
term is uncertain, which is one of the many reasons why there is a search for new therapies and
why mesenchymal stem cells are being looked to as one of the best options to treat these in-
flammatory conditions [3].

Mesenchymal stem cells (MSCs) possess a fibroblast-like cell shape and are plastic-adherent;
a panel of markers is used to help characterize these cells, along with differentiation into osteo-
cytes, adipocytes and chondrocytes [5,6]. MSCs present great plasticity and multipotent capaci-
ty and have emerged as potent regulators of the immune response. These cells are known for
having low immunogenicity, being able to escape recognition by T cells due to a low expression
of HLA class I, and the lack of HLA class II and co-stimulatory molecules [7-9]. MSCs also se-
crete a variety of cytokines that suppress the local immune system, controlling inflammation
and assisting in tissue repair [10-12]. These cells can be isolated from different organs and tis-
sues, including bone marrow, muscle, adipose tissue, and feto-maternal organs. In addition,
the use of postnatal placental tissue has shown several benefits as a source of MSCs [13-15].
When compared to other sources, placental-derived MSCs have been shown to possess a better
proliferation rate [16] and superior engraftment capacity [17], to share some of the same mark-
ers encountered in embryonic stem cells [18] and to present increased immunosuppressive
properties [19,20]. These cells also possess a great migration capacity both in vitro [21] and in
vivo [22]. These results led to the successful administration of fetal-derived MSCs in a phase I
study for the treatment of CD and UC [23].

To date, there have been competing theories over the mechanisms by which MSCs migrate
to inflamed tissues. MSC homing is defined as the arrest of MSCs in the tissue vasculature fol-
lowed by endothelial transmigration. Unlike the well-characterized adhesion cascade of leuko-
cyte homing, there is currently an absence of a clear mechanism for MSC homing. The exact
positioning of MCSs after infusion is unclear and makes it difficult to determine if cells have
been arrested within the vessels or have gone through transendothelial migration [24]. Despite
studies visualizing MSCs trapped in the lungs after intravenous infusion [25,26], several groups
have found systemically administered MSCs reaching the target injured tissue, such as the
brain [22,27], spinal cord [28], heart [29], colon [30] and kidney [31]. These data suggest that
MSCs might have a homing capacity in vivo towards the injured site.

The use of cell therapies capable of local immunomodulation could be an alternative to im-
prove current IBD outcomes, and different phase I-III clinical trials regarding IBD treatments
using MSCs have resulted in promising and diverse outcomes [1,3,7,32-36]. MSC therapeutic
approaches still rely on adequate cell homing towards the inflamed or injured site. Cell migra-
tion is a complex process that involves the break of cell polarity with the formation of a cell
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front and rear, which is characterized by the polymerization of actin and formation of nascent
adhesions at the cell front, maturation of cell adhesions, contractility of cell body and detach-
ment of adhesions at the cell rear [37-39]. Actin polymerization is involved in the formation of
cell protrusions, and it depends on a fine regulation among several signaling and effector pro-
teins [40]; the organization of the actin network is known to reflect different stages of cell mi-
gration [41,42]. The speed and the spatial trajectory of migrating cells are essential for the MSC
homing process, and it relies on an efficient regulation of cell polarity and actin dynamics,
which might be impaired by different physiological or pharmacological conditions [43,44].

IBD clinical treatments include administration of immunosuppressive drugs, such as azathi-
oprine (AZA) and dexamethasone (DEX). Their immunosuppressive action targets the inhibi-
tion of purine nucleotide synthesis and the synthesis and metabolism of RNA or control the
transcription of inflammatory genes, respectively [45,46]. Previous studies have analyzed im-
munosuppressive drug interactions with MSCs regarding cellular proliferation and functionali-
ty, including migratory chemotaxis capacity through transwell assay; however, while some
studies conclude that these drugs might affect MSCs, there are others that show otherwise
[47-51]. Considering cell therapy as a strong alternative for the treatment of IBD, it is impera-
tive to study the interaction of MSCs and drugs commonly used in conventional treatment. To
address this matter, we examined human chorion-derived MSCs for cell viability, nuclear mor-
phometry, cell polarity, F-actin and FAK distribution, and cell migration in the presence of
AZA or DEX at concentrations similar to those used in clinical treatments (1 uM and 10 pM,
respectively) [1,48,52,53]. We observed early changes in cell polarity and cytoskeletal distribu-
tion (24 h) with DEX treatment. After 7 d, DEX impaired cell migration, while AZA was able
to increase cellular speed; both results have strong relevance to MSC therapy outcome.

Materials and Methods
Ethics statement

Ethical approval was given by the Research Ethics Committee of Hospital de Clinicas de Porto
Alegre (GPPG12-0082).

Mesenchymal stem cells isolation and expansion

MSCs were isolated from human term chorionic membranes after written consent from the
mothers. The tissue was separated (3 x 2.5 cm) and thoroughly washed with phosphate-buft-
ered saline (PBS). It was minced and proteolytically digested with 1 mg/ml collagenase type I
(Sigma, MO, USA) at 37°C for 1 h 45 min and centrifuged at 500 x g for 10 min at room tem-
perature. Cells were plated in 6-well plates (TPP, Trasadingen, CH) using Dulbecco’s Modified
Eagle’s Medium (DMEM,; Gibco, CA, USA) low glucose supplemented with 20% fetal bovine
serum (FBS; Gibco, CA, USA), 1% 100 units/ml penicillin and 100 mg/ml streptomycin (PS;
Gibco, CA, USA) as standard medium. The media were replaced twice a week. For experi-
ments, cells were used at passage 4-8, and the results of each experimental condition were com-
pared among cells at the same passage.

In vitro differentiation

In order to characterize MSCs in accordance with The International Society for Cellular Thera-
py Statement [5], two different experimental procedures were employed. Osteogenic differenti-
ation was carried out using DMEM low glucose supplemented with 10% FBS, 1% PS, 0.1 uM
dexamethasone, 10 mM f-glycerophosphate (Sigma-Aldrich, MO, USA) and 50 pM ascorbic
acid 2-phosphate (Sigma-Aldrich, MO, USA), with 5000 cells/well in 24-well plates for 21 d.
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Differentiation was further confirmed by Alizarin Red (Sigma-Aldrich, MO, USA) staining
[14].

Adipogenic differentiation was induced by culturing MSCs for 21 d in DMEM low glucose
supplemented with 10% FBS, 1% PS, 1 uM dexamethasone, 0.5 mM isobutyl methylxanthine
(Sigma-Aldrich, MO, USA), 10 ug/ml insulin and 200 uM indomethacin (Sigma-Aldrich, MO,
USA). Adipogenic differentiation was confirmed by Oil Red (Sigma-Aldrich, MO, USA) stain-
ing [14].

Flow cytometry analysis

In order to characterize the cell population according to surface molecular markers [5], immu-
nophenotyping was performed. Cells were detached with trypsin-0.25% EDTA (Gibco, CA,
USA) and washed by centrifugation (300 x g, 5 min) with PBS. Antibodies (CD73, CD90,
CD105, CD45, CD34, CD14, CD19 and HLA-DR) were added to the cells (1x10° cells) and in-
cubated for 30 min at 4°C following the manufacturer’s protocol. Cells were then washed with
PBS and analyzed using a BD FACSCalibur flow cytometer (Becton-Dickinson, NJ, USA) and
Cellquest and PAINT-A-GAIT software. This analysis was also carried out after incubation of
MSCs in the presence of AZA or DEX for 7d to ensure their stemness.

Inflammatory bowel disease drugs

AZA and DEX (Sigma-Aldrich, MO, USA) were used at the relevant clinical concentrations of
1 uM and 10 pM, respectively. AZA was dissolved in dimethyl sulfoxide (DMSO; Sigma-
Aldrich, MO, USA), and DEX was dissolved in DMEM low glucose. The AZA and DEX vehicle
control groups were treated with complete standard medium supplemented with DMSO
(0.5%) and DMEM low glucose, respectively. The range of concentrations of AZA and DEX
used in the present study is comparable to those found in sera of patients with inflammatory
conditions under these drugs treatments and is also commonly used for in vitro and in vivo
studies [1,48,52,53].

Cell viability by MTT assay

MSCs were seeded in a 24-well plate at 5000 cells/well and cultivated in the presence of drugs
for 24 h or 7 d. After that, MSCs were incubated with standard medium containing 3-
(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT; Sigma-Aldrich, MO,
USA) (final concentration of 555.56 pg/ml) for 4 h at 37°C. At the end of the experiment, the
medium was removed, and DMSO was added. The absorbance was read at 570 nm in a 96-well
plate using a microplate reader (Biochrom Anthos Zenyth 200rt microplate reader, Cambridge,
UK). Experiments were performed in quadruplicate from four independent assays [48,54].

Nuclear morphometric analysis, actin cytoskeleton and
immunofluorescence

Cells were plated (5000 cells/well) in a 24-well plate, which was followed by treatments with
drugs for 24 h and 7 days. In sequence, cells were detached with trypsin-0.25% EDTA, washed
and plated on fibronectin-coated glass coverslips (2 pg/ml, Sigma-Aldrich, MO, USA) and al-
lowed to attach overnight (ON) in an incubator (37°C, 5% CO,). MSCs were washed with PBS,
fixed with 4% paraformaldehyde and 4% sucrose for 15 min at room temperature (RT), and
washed (PBS), and the membrane was permeabilized with PBS 0.3% Tween 20 (Sigma-Aldrich,
MO, USA) for 10 min at RT. Cells were washed (PBS), blocked with normal goat serum (1:10,

1 h, RT), incubated with focal adhesion kinase (FAK; Cell Signaling) ON at 4°C, washed (PBS)
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and incubated with AlexaFluor 488 (Molecular Probes—Invitrogen, Oregon, USA) for 2 h at
RT. After washing, actin staining was performed with rhodamine-phalloidin (1:100 in PBS,
Molecular Probes—Invitrogen, Oregon, USA) for 1 h at 4°C, and coverslips were mounted
using Prolong (Sigma- Aldrich, MO, USA) containing dye (DAPI) for nuclear staining and
sealed with nail polish.

A nuclear morphometric analysis (NMA) was performed as described by Filippi-Chiela
etal. (2012) [55] on an Axio Observer Z1 microscope (Zeiss, Gottingen, Germany) with a
charge coupled device camera (Axiocam mrn, Zeiss, Gottingen, Germany) using a 10x objec-
tive (Ecplan-Neofluar 10x/0.3 aperture, Zeiss, G6ttingen, Germany) and AxioVision Software
(Zeiss, Gottingen, Germany). Briefly, DAPI-stained cells were excited with a mercury lamp
and an excitation filter (EX G 365, EM BP445/50). Images were taken from a total of 100-300
nuclei, obtained from random fields, from 4 independent experiments. Images were analyzed
using Image J Software, for the acquisition of the nuclear area and the parameters of nuclear ir-
regularity (roundness, aspect, radius ratio and area/box, which are grouped in an index, named
the nuclear irregularity index (NII)). The plot of nuclear area per NII permits the separation of
different nuclear populations and the inference of different cell death and growth inhibition
mechanisms such as apoptosis (small and regular nuclei—SR nuclei), senescence (large and
regular nuclei—LR nuclei) and irregular nuclei (I nuclei) [55,56].

Actin staining and FAK images were obtained with a confocal microscope (Leica TCS SP5
I, Wetzlar, Germany) using a 40x objective (HCX PL APO 40x/1.30 oil immersion). Rhoda-
mine was excited using the 514 nm laser line of an Argon laser; DAPI was excited with a 405
nm laser line of a 405 Diode laser; and Alexa488 was excited with 488 nm laser line of an
Argon laser (Melles Griot, Albuquerque, NM). Fluorescence images were acquired using Leica
LASAF Software (Leica, Wetzlar, Germany). In each experiment (n = 4), 10 images per condi-
tion were collected (total of 40 images), and the most representative samples of each set of ex-
periments were selected.

In order to quantify stress fiber density, 20 images per condition were randomly selected,
and the analysis was carried out using Image J software as previously described [57]. After the
elimination of background fluorescence using the threshold tool, a perpendicular line was
drawn at the protrusion extension, and the average pixel intensities were measured using the
plot profile function. The stress fiber density ratio was calculated as the pixel values greater
than the threshold limit divided by the total line distance. Additionally, the total number of
dorsal and ventral stress fibers per cell was quantified, as described by Kovac et al. (2013) [58].

Cell polarity

To assess cell polarity, the polarity index was calculated as the length of the major migration
axis (parallel to the membrane protrusion) divided by the length of the perpendicular axis that
intersects the center of the cell nucleus (S1 Fig.) [44]. A total of 80-100 live cells were analyzed
in each condition from 4 independent experiments.

Migration assay

Cells were plated in a 6-well plate (6x10* cells/well) and then treated with drugs or vehicle
media for 24 h or 7 d. After the treatments, cells were detached with trypsin-0.25% EDTA,
washed and plated on fibronectin-coated glass-bottomed dishes (2 ug/ml) in DMEM low glu-
cose 10% FBS with or without drugs for 1 h, and the cells were then maintained in an incubator
at 37°C. For analysis of the migration properties, phase microscopy time-lapse images were
captured for a period of 20 h at 10 min intervals (migration speed and spatial trajectory (ST))
or 50 min at 10 s intervals (protrusion activity) (Ecplan-Neofluar 10x/0.3 aperture objective)
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with a charge coupled device camera (Axiocam mrn, Zeiss, Gottingen, Germany) attached to
an inverted microscope (Axio Observer Z1, Zeiss, Gottingen, Germany) using AxioVision Soft-
ware (Zeiss, Gottingen, Germany). The values for the assessment of migration speed and ST
were obtained using Image J (National Institute of Health, MA, USA) software, and the data
were processed as previously described [44]. For ST analysis, a polar plot graph was con-
structed, which represents the spatial trajectory developed by each migratory cell, where the X
and Y coordinates of each cell trajectory were normalized to start at a virtual (X=0and Y = 0)
position. A total of 80-100 cells were analyzed from 4 independent experiments for

each condition.

Statistics

Experimental data are presented as the mean + SEM, unless indicated otherwise. Statistical
analyses were performed using GEE (Generalized Estimated Equations) for viability, Kruskal-
Wallis post-hoc Dunn for Polarity Index analysis, ANOVA post-hoc Student-Newman-Keuls
(SNK) for actin quantification and ANOVA post-hoc Tukey HSD for migration speed in
PASW Statistics (SPSS—version 18.0). ANOVA post-hoc Student-Newman-Keuls (SNK) for
multiple comparisons was used for nuclear morphometric analysis in GraphPad INSTAT
(GraphPad Software, San Diego, California, USA). From these analyses, P-values less than 0.05
were considered significantly different.

Results
Isolation and characterization of chorion-derived MSCs

MSCs from human chorion membrane were isolated and cultured, presenting a fibroblast-like
cell shape as expected (Fig. 1A). To investigate the differential potential of MSCs, adipogenic
and osteogenic differentiation was induced in vitro. A clear potential for adipogenic differentia-
tion was detected by oil red staining of lipid vacuoles (Fig. 1B), and osteogenic differentiation
was confirmed by alizarin red staining of calcium deposits (Fig. 1C). Cells expressed the mesen-
chymal markers CD73 (99.4%), CD90 (99.9%) and CD105 (99.9%), but they lacked CD45
(0.10%), CD34 (0.067%), CD14 (0.15%), CD19 (0.078%) and HLA-DR (0.15%) (Fig. 1D-K).

MSCs maintain their stemness in the presence of immunosuppressive
drugs

MSC immunophenotyping was preserved in the presence of AZA and DEX after 7 d of cultiva-
tion. Cells in the presence of AZA expressed the mesenchymal markers CD73 (99.2%), CD90
(99.8%) and CD105 (99.8%), but not CD45 (0.038%), CD34 (0.049%), CD14 (0.013%), CD19
(0.012%) and HLA-DR (0.05%) (Fig. 2A-H). Additionally, cells in the presence of DEX ex-
pressed the mesenchymal markers CD73 (97.5%), CD90 (99.9%) and CD105 (99.9%), but not
CD45 (0.013%), CD34 (0.062%), CD14 (0.025%), CD19 (0.012%) and HLA-DR (0.025%)

(Fig. 21-P).

Cell viability and nuclear morphometry are not affected by IBD drugs

Changes in cell viability could result in a diminished number of cells and a low effectiveness of
cell therapy. In order to verify the effects of drugs on MSC viability, cells were incubated with
immunosuppressive drugs for 24 h and 7 d, and mitochondrial dehydrogenase activity was
measured in the living cells by MTT assay [54]. The results showed no difference at the enzyme
level under DEX and AZA treatments (Fig. 3A, P > 0.05, n = 4). Therefore, nuclear morphom-
etry can indicate several cell fates such as early apoptosis and senescence, which may
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Fig 1. MSC characterization. Human chorionic-derived stem cells exhibit a fibroblast-like cell shape (A) and showed successful adipogenic (B) and

osteogenic (C) differentiation potential, presenting a positive signal for (D-F) CD73, CD90 and CD105 and no signal for (G-K) CD45, CD34, CD14, CD19 and
HLA-DR markers (n = 4).

doi:10.1371/journal.pone.0120538.9001

compromise MSC quality for therapeutic purposes. In order to analyze the nuclear morphome-
try, NMA was carried out, and no difference was observed in nuclear morphometry at all dif-
ferent drug treatments and time points (Fig. 3B, P > 0.05, n = 4). Altogether, our results from
the viability analysis and NMA show that DEX and AZA treatments are not toxic for MSCs.

IBD drugs change the polarity profile of the cells

Cell polarity results from the internal organization of the cell and is a key step for the induction
of cell motility, where a more elongated morphology is usually associated with a better mesen-
chymal cell migratory performance [59,60]. The drugs’ effects on cell polarity at each time
point (24 h and 7 d) were assessed through a polarity index, where the values closer to 1.0 rep-
resent a rounded cell shape and values higher than 3.0 represent elongated cells (Fig. 4A and
4B, respectively; S1 Fig.). AZA and DEX vehicles had no effect on the polarity index when com-
pared to the control group. AZA tended to induce elongated shaped cells (2.8 (2.1; 4.1) vs. 2.7
(2.1;3.3)in 24 h, 3.08 (1.9; 4.5) vs. 2.7 (1.9 3.9) in 7 d; AZA vs. Control, respectively), while
DEX treatment resulted in a higher presence of rounded shape cells (2.1 (1.6; 2.9) vs. 2.7 (2.1;
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Fig 2. MSC immunophenotyping under DEX or AZA treatments. MSCs were cultured for 7 d under AZA or DEX treatments, and immunophenotyping
analysis was performed in order to ensure that the cells still maintained their stemness. MSCs under AZA (A-H) or DEX (I-Q) treatments presented a positive
signal for CD73, CD90 and CD105 but no signal for CD45, CD34, CD14, CD19 and HLA-DR markers (n = 4).

doi:10.1371/journal.pone.0120538.g002

3.3)in 24 h, 2.4 (1.7; 3.7) vs. 2.7 (2.1; 3.3) in 7 d; DEX vs. Control, respectively, P < 0.05).
These data suggest that DEX could impair the migratory activity of MSCs.

IBD drugs alters MSC actin organization

Actin filaments are responsible for changes to the cell shape in response to stimuli, coordinat-
ing cellular protrusions and locomotion [38]. We observed morphological changes when drugs
were added to the culture media; DEX induced a higher presence of stress fibers, while AZA
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assessment (B). All groups and experiments were compared, resulting in no difference between control and
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The MTT assay was analyzed using the GEE test, and nuclear morphometry was analyzed using ANOVA
post-hoc SNK.

doi:10.1371/journal.pone.0120538.g003

preserved some of the lamellipodia (Fig. 5A-X; S2 Fig.). In mesenchymal cells, filamentous
actin is observed as dorsal, transverse arcs or ventral stress fibers (Fig. 6A), where dorsal fibers
are associated with a better migratory output, while ventral fibers reflect a more contractile and
slower migratory phenotype [42,58]. We observed that the AZA 7 d treatment tended to induce
an increase in the presence of dorsal stress fibers (Fig. 5Q), while the DEX 24 h and 7 d treat-
ments were associated with a higher actin fiber density (54.7% and 58.2%, respectively, in com-
parison to control group; Fig. 6B, P < 0.05), with a predominance of ventral stress fibers
(48.2% and 36.1%, respectively, in comparison to control group; Fig. 6D, P < 0.05). The analy-
sis of the cell adhesion marker, FAK, correlated with these findings, with DEX inducing the
presence of larger adhesions throughout the cell body (Fig. 5S and 5V), while AZA and control
cells showed the presence of large adhesions at the cell rear and smaller adhesions at the cell
cortex (Fig. 5A, 5D, 5M and 5P). To confirm these changes in the actin network organization
and adhesion properties, we performed time-lapse movies in order to analyze the protrusion
dynamics. Control, vehicle-treated and AZA 24 h and 7 d cells showed stable protrusions

(Fig. 5A-R; S1 and S2 Movies); however, after 24 h of DEX treatment, MSCs presented
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@ PLOS | one

Immunosuppressants Affect MSC Migratory Behavior

o
=
e L)
3
T @ - .
= )
E -
T
o
< 4 E
™7 %
A Control Aza Dex Aza Vehicle Dex Vehicle
o - # °
. - *
o |
v L] L]
.
L]
I o : : M
£ : —t ' 4+
= s H — I f
= ] ' .
3 o ¢ v H e
& &
o
™~ A ]
e
B Control Aza Dex Aza Vehicle Dex Vehicle

Fig 4. Cell Polarity Index. MSCs were cultured for 24 h (A) or 7 d (B) with or without AZA 1 uM or DEX

10 pM, and their polarity index was measured according to S1 Fig. Pl values were obtained from 80-100 cells
(n = 4), and the results showed that DEX treatment induced a more rounded cell shape (*P < 0.05), while
AZA showed a tendency to induce more elongated cells when compared to the control group. Graphs present
the median value between the lower and upper quartiles, while showing the variability outside this range. The
polarity index assay was analyzed using Kruskal-Wallis post-hoc Dunn.

doi:10.1371/journal.pone.0120538.g004

increased membrane activity that was followed by the presence of unstable protrusions after
7 days of treatment (Fig. 55-X; S3 Movie). These data suggest that immunosuppressive drugs
may have different effects on the actin dynamics of MSCs, with possible effects on its
migratory activity.

Dexamethasone impairs MSC migration

The MSC homing capacity towards inflammation and injured sites is an essential process to a
successful cell therapy. MSC migration speed and spatial trajectory under 24 h or 7 d of immu-
nosuppressant treatment were assessed through time-lapse analysis. The vehicle treatment had
no influence on migration speed when compared to the control group (Fig. 7A). The 24 h AZA
treatment had a small effect on cell migration; however, a 24.35% increase was observed after
the 7 d treatment in comparison to control group (P < 0.05, n = 4). DEX treatment impaired
the cell speed after 24 h and after 7 d by-28.69% and -25.37%, respectively, in comparison to
control group (P < 0.05, n = 4). The analysis of ST showed that the control group (54 Movie)
presented a high number of migratory cells that were able to reach long distances from the
starting migratory point and a few cells that did not explore the field (Fig. 7B). The 7 d vehicle
treatment showed no changes in MSC migration when compared to the control group (Fig. 7E,
H, S5 and S6 Movies). The AZA 24 h treatment induced no change in cells with a high ST

(Fig. 7C, S7 Movie), while the 7 d AZA treatment increased the number of cells that migrated
long distances (Fig. 7D, S8 Movie). The DEX 24 h treatment resulted in cells with low ST
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Fig 5. Actin cytoskeleton and FAK distribution. MSCs were cultured for 24 h or 7 d with or without drugs, plated on fibronectin-coated dishes overnight,
fixed and stained for focal adhesion kinase (FAK) and actin analysis. FAK (green) and actin (magenta) co-localization (white) is demonstrated on merged
images. Control cells showed small adhesions at the cell border (A and D) and actin stress fibers (B and E) that showed no variation in the presence of AZA
vehicle for 24 h (G-I) or 7 days (J-L). Cells treated with AZA (1 uM) presented large adhesions at the cell rear and smaller adhesions at the cell cortex (M and
P), the presence of ventral stress fibers (N) and a tendency of increased presence of dorsal stress fibers (Q). After 24 h or 7 days of DEX treatment, there was
an increase in adhesion size throughout the cell body (S and V) and ventral stress fibers (T, W), which was followed by an increase in instable membrane
projections at 7 days (X). Bar = 40 pm; representative images of n = 40 cells per condition.

doi:10.1371/journal.pone.0120538.9005

(Fig. 7F, S9 Movie), and this effect was more pronounced after 7 d of treatment (Fig. 7G,
S10 Movie). Taken together, these results suggest that, after 7 d treatment, AZA might improve
MSC migration, while DEX would impair MSC migratory capacity.

Discussion

The currently available IBD treatments rely on immunosuppressive drugs and glucocorticoids
but are not entirely effective, and remission often remains difficult to maintain [1,2]. Asa
novel IBD therapeutic approach, MSCs have emerged as potent regulators of the immune re-
sponse [7-9], but little is known about their interaction with immunosuppressive drugs. In ad-
dition to controversies surrounding MSC homing, it has been previously shown that these cells
do interact with endothelial cells through coordinated rolling and adhesion [61]. Furthermore,
our group has recently published a study on different routes of MSC administration in experi-
mental UC and showed that the intravenous route can ameliorate the clinical and histological
status of the animals [62]. There is evidence of the benefits from local delivery of MSCs in ther-
apy [28,63]; however, intravenous administration of MSCs is a convenient, minimally invasive
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Fig 6. Actin analysis. MSCs were cultured for 24 h or 7 d with or without drugs and stained with rhodamine-phalloidin in order quantify actin density and
dorsal or ventral stress fibers (A) through Image J. MSCs treated with DEX presented an increase in actin density (B), consistent with a higher presence of
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Actin quantification was analyzed through ANOVA post-hoc SNK. Bar =40 pm.

doi:10.1371/journal.pone.0120538.9006

way that opens options for repeated doses of cell therapy and for cells to reach surgically un-
available sites. Considering that confluence of cells in culture, MSC passage number and the
number of cells administered may already modify MSC homing capacity [24,64], it is impera-
tive to better understand how MSCs interact with the immunosuppressive drugs conventional-
ly used for IBD.

We observed herein that the clinical concentrations of the IBD drugs AZA and DEX did not
substantially affect the viability of human-derived MSCs. Previous studies have tested different
concentrations of DEX and AZA in order to register any changes in cell viability [48,51]. Cor-
roborating with our data, it was postulated that neither drug has an influence on human MSC
viability at a variable range of times. However, the glucocorticoid DEX was shown to affect cell
viability at high concentrations (up to 1 mg/ml) [48,51]. We used lower drug concentrations in
accordance with the drug levels that would be found in the serum of IBD patients under con-
ventional treatment and to which MSCs would be exposed. It is possible that the non-toxic
effect of DEX observed in our study could be explained by its action of reducing cell density-
related apoptosis in MSCs [65].

In addition to no effects on cell viability, we found that DEX and AZA were able to alter the
cell shape and cell migratory behavior. Cell migration depends on the activation of several
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Fig 7. MSC migration speed and spatial trajectory. MSCs were cultured for 24 h or 7 d with or without AZA 1 uM or DEX 10 pM, plated on fibronectin

2 yg/mL and imaged using time-lapse analysis. (A) DEX treatment induced a decrease in migration speed, while AZA was associated with a faster motility
property. The ST of each migratory cell was accessed through the use of X and Y values, which were normalized to start at a virtual migratory starting point
(X=0and Y =0) (B-H). Individual lines on polar plots represent the ST of each cell, while red lines represent cells that stayed close to the starting point and
blue lines represent cells that were more exploratory. DEX-treated cells were associated with a lower ST, while AZA showed a tendency to induce a more

exploratory phenotype. *P < 0.05, n = 4. MSC migration speed was analyzed through ANOVA post-hoc Tukey HSD, and comparisons were made between
all groups; the differences among the main groups are represented in the graphic.

doi:10.1371/journal.pone.0120538.g007

signaling pathways that result in the break of cell asymmetry, where a more elongated cell cor-
relates to a more effective migratory process [60,66]. Using a polarity index distribution, we
demonstrated that 7 days of AZA treatment could indicate a more elongated cell shape, while
DEX resulted in a more rounded morphology. The analysis of the cytoskeletal organization,
the distribution of FAK and the analysis of membrane dynamics using time-lapse video
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corroborated with the polarity index because the control and AZA-treated cells showed the
presence of stable protrusions, while DEX-rounded shape cells showed a higher presence of
ventral stress fibers and unstable protrusions. In this way, Chen et al. (2013) [67] demonstrated
that DEX induced the presence of stress fibers on epithelial cells that involved Stomatin expres-
sion and F-actin rearrangements. It was shown that endothelial cells treated with DEX pre-
sented higher levels of caveolin-1 protein, a regulatory protein of cell surface receptor also
involved in the recycling of adhesion receptors [68,69].

It is possible that the immunosuppressant drugs might impair the balance of signaling path-
ways related to cell migration, such as FAK, which can be associated with activators and/or in-
hibitors of small GTPases (such as Rac) and modify the polymerization or stabilization of the
actin cytoskeleton [70]. For instance, the RhoGTPases are involved in the control of the main
migration steps; Racl is associated with a fast actin dynamic, while RhoA is associated with ad-
hesion maturation and cell contractility [60]. Our results suggest that the higher presence of
dorsal actin fibers associated with small adhesions containing FAK at the cell border indicate
that AZA might affect the activity of Racl, while the association of a higher presence of ventral
stress fibers and large adhesions induced by DEX indicate an increase in RhoA activity. Howev-
er, more experiments are necessary to demonstrate a direct action of immunosuppressive
drugs on cell migration signaling.

The differences in cell polarity and actin organization induced by AZA and DEX might re-
flect a differential effect of immunosuppressant drugs on the MSC migratory ability. Changes
in cell polarity and actin organization might reflect alterations in the cell migratory properties
[60,66], which are essential for the MSC homing process. We observed that 7 days of AZA
treatment resulted in a significant increase in cell speed and spatial trajectory when compared
to the control group. Poppe et al. (2006) [71] showed that AZA suppressed T cells’ ability to
create flexible regions in the plasma membrane and lamellipodia, concluding that AZA could
block Ezrin-Radixin-Moesin (ERM) protein dephosphorylation. Interestingly, in our work,
AZA treatment partially preserved these structures on MSCs. It is possible that these changes
might be associated with adhesion signaling because leukocytes might be considered non-ad-
herent cells. However, it is still unknown how AZA acts on MSCs because previous studies
have mainly focused on explaining the mechanisms affecting immune cells. Additionally, AZA
could be positive for stem cell therapy since Manchefio-Corvo et al. (2013) [72] demonstrated
an important role of this immunosuppressant as a protective drug towards MSCs due to a re-
duction in the activation and degranulation of natural killer cells, reducing the cell-mediated
lysis of allogeneic MSCs. This study speculates that patients could benefit from concomitant
treatment with AZA since the clearance of allogeneic MSCs might be delayed, creating an ex-
tended time window for these cells to perform their therapeutic effect. Along with our results
regarding increased migratory speed, this immunosuppressant may be able to improve homing
of MSCs towards the injury site, enabling a better cell therapy outcome.

Regarding DEX treatment, we found that after 24 h, there was a decrease in cell speed and
spatial trajectory, which became more evident after 7 d of treatment. These results might be as-
sociated with the higher presence of stress fibers observed following DEX treatment. Similar
MSCs shape alterations were described by Geifler et al. (2012) [43], who observed that chrono-
logical and in vitro aging promoted round-shaped MSCs and diminished their migration po-
tential, along with a decrease in the expression of genes associated with cytoskeletal
organization. Another study demonstrated that DEX treatment induced a more rigid cell struc-
ture and impaired T cell migration in a mechanism that involves the activation of the ERM
complex, which is related to cytoskeletal rearrangements [73]. In addition to its effects on in
vitro cell migration, a recently published paper demonstrated that DEX can abolish MSC thera-
peutic effects in vivo in an animal model of liver inflammation by inhibition of MSC nitric
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oxide synthase, recommending that concomitant treatment with steroids and MSCs should be
avoided [74].

Despite the controversies involving migration of MSCs to damaged tissues, the homing pro-
cess continues to be a key step for MSCs to participate in tissue repair and immunomodulation.
Several factors are being identified as regulators of this process and studied in order to enhance
cellular migration and improve cell therapy [75-77]. Additionally, studies have explored the in-
teraction between MSC migration and drugs, aiming to better understand this process and im-
prove cell therapy. A recent study tested the multi-tyrosine kinase inhibitor sorafenib on
endometrial derived-MSCs and demonstrated that the increased migratory capacity of the cells
could be reverted by this drug through the inhibition of ezrin (an ERM component), which
was an important finding targeting the eradication of endometriotic implants [78]. Xinaris
etal. (2013) [79] demonstrated that MSC preconditioning with insulin-like growth factor-1
(IGF-1) resulted in the improvement of cell migration and the restoration of normal renal
function in an animal model, supporting the idea that improving MSC migration could in-
crease therapeutically relevant effects.

Our study aimed to better understand the influence of the conventional treatment of IBD
on MSCs, focusing on the main key to a successful therapy. DEX decreased cell motility while
AZA ameliorated cellular migration after a prolonged treatment, and both results were influ-
enced by cellular morphology and cytoskeletal organization. Further studies are needed to bet-
ter understand these processes; however, these findings provide substantial data for the careful
evaluation of patients under DEX treatment for ongoing MSC therapy. On the other hand,
AZA could be an addition to combined therapy with MSCs, possibly enhancing the results of
cell therapy in IBD.

Supporting Information

S1 Fig. Polarity index analysis. Polarity index was calculated as the length of the major migra-
tion axis parallel to the direction of movement (a) divided by the length of the perpendicular
axis that intersects the center of the cell nucleus (b). (Bar = 100um)

(TTF)

S2 Fig. Cytoskeletal morphology. MSCs were cultured for 24 h, 48 h or 7 d with or without
drugs, plated on fibronectin-coated dish overnight, fixed and stained for actin analysis. Results
showed that control (A-C) and vehicle-treated (J-O) cells presented lamellipodia (arrowheads)
and a small amount of stress fibers in the cell body. After incubation with AZA for 24 hand 7d
(D-F) it was observed the presence of lamellipodia in some cells (arrowheads) and a few mem-
brane projections (arrows). DEX-treated cells showed a decrease on lamellipodia after 24 h
(G), which was accompanied by an increase in the presence of thin membrane projections

(H and I, arrows) and a more intense presence of actin stress fibers. (Bar = 100um); nuclei
staining = DAPL

(TIF)

S1 Movie. Control. Movie shows the migratory activity of mesenchymal stem cells cultured
with standard media in the presence (right cell) or absence (left cell) of DMSO (0.5%) for 7
days and plated under migration promotion conditions. Total time = 50 min, time interval = 10
s.n=4.

(MOV)

$2 Movie. Azathioprine. Movie shows the migratory activity of mesenchymal stem cells cul-
tured with standard media in the presence of AZA (1 uM) for 24 h (left cell) or 7 days (right
cell) and plated under migration promotion conditions. Total time = 50 min, time interval = 10
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s.n=4.
(MOV)

$3 Movie. Dexamethasone. Movie shows the migratory activity of mesenchymal stem cells
cultured with standard media in the presence of DEX (10 uM) for 24 h (left cell) or 7 days
(right cell) and plated under migration promotion conditions. Total time = 50 min, time inter-
val=10s.n=4.

(MOV)

$4 Movie. Control. Movie shows the migratory activity of mesenchymal stem cells cultured
with standard media and plated under migration promotion conditions. This movie corre-
sponds to Fig. 5B. Total time = 20 h, time interval = 10 min. n = 4.

(MOV)

§5 Movie. AZA Vehicle 7 d. Movie shows the migratory activity of mesenchymal stem cells
cultured with AZA vehicle for 7 d and plated under migration promotion conditions. This
movie corresponds to Fig. 5E. Total time = 20 h, time interval = 10 min. n = 4.

(MOV)

$6 Movie. DEX Vehicle 7 d. Movie shows the migratory activity of mesenchymal stem cells
cultured with DEX vehicle for 7 d and plated under migration promotion conditions. This
movie corresponds to Fig. 5H. Total time = 20 h, time interval = 10 min. n = 4.

(MOV)

S7 Movie. Azathioprine 24 h. Movie shows the migratory activity of mesenchymal stem cells
cultured with AZA for 24 h and plated under migration promotion conditions. This movie cor-
responds to Fig. 5C. Total time = 20 h, time interval = 10 min. n = 4.

(MOV)

S8 Movie. Azathioprine 7 d. Movie shows the migratory activity of mesenchymal stem cells
cultured with AZA for 7 d and plated under migration promotion conditions. This movie cor-
responds to Fig. 5D. Total time = 20 h, time interval = 10 min. n = 4.

(MOV)

$9 Movie. Dexamethasone 24 h. Movie shows the migratory activity of mesenchymal stem
cells cultured with DEX for 24 h and plated under migration promotion conditions. This
movie corresponds to Fig. 5F. Total time = 20 h, time interval = 10 min. n = 4.

(MOV)

$10 Movie. Dexamethasone 7 d. Movie shows the migratory activity of mesenchymal stem
cells cultured with DEX for 7 d and plated under migration promotion conditions. This movie
corresponds to Fig. 5G. Total time = 20 h, time interval = 10 min. n = 4.

(MOV)

Acknowledgments

The authors would like to thank Cristina Flores, MD, PhD (Hospital de Clinicas de Porto Ale-
gre) for her support during this study and Alvaro Macedo Laureano, PhD (Graduate Program
in Medical Sciences, UFRGS) for his assistance with flow cytometry analysis.

Author Contributions

Conceived and designed the experiments: NS MLL AHP. Performed the experiments: NS FCG
FOP PLL ABA BP MLL AHP. Analyzed the data: NS MLL AHP. Contributed reagents/

PLOS ONE | DOI:10.1371/journal.pone.0120538 March 10, 2015 16/20


http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0120538.s005
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0120538.s006
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0120538.s007
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0120538.s008
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0120538.s009
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0120538.s010
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0120538.s011
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0120538.s012

@ PLOS | one

Immunosuppressants Affect MSC Migratory Behavior

materials/analysis tools: EPP EOC LM. Wrote the paper: NS FCG MLL AHP. Supervised the
study design, execution, and analysis: MLL AHP.

References

1.

10.

11.

12

13.

14.

15.

16.

17.

18.

19.

Duijvestein M, Vos AC, Roelofs H, Wildenberg ME, Wendrich BB, Verspaget HW, et al. Autologous
bone marrow-derived mesenchymal stromal cell treatment for refractory luminal Crohn’s disease: re-
sults of a phase | study. Gut. 2010 Dec; 59: 1662—9. doi: 10.1136/gut.2010.215152 PMID: 20921206

Bouma G, Strober W. The Immunological and Genetic Basis of Inflammatory Bowel Disease. Nat Rev
Immunol. 2003 Jul; 3(7): 521-33. PMID: 12876555

Martinez-Montiel MP, Gémez-Gomez GJ, Flores Al. Therapy with stem cells in inflammatory bowel dis-
ease. World J Gastroenterol. 2014 Feb 7; 20(5): 1211-1227. doi: 10.3748/wjg.v20.i5.1211 PMID:
24574796

Anderson P, Souza-Moreira L, Morell M, Caro M, O’Valle F, Gonzalez-Rey E, et al. Adipose-derived
mesenchymal stromal cells induce immunomodulatory macrophages which protect from experimental
colitis and sepsis. Gut. 2013 Aug; 62: 1131-1141. doi: 10.1136/gutjnl-2012-302152 PMID: 22637701

Dominici M, Le Blanc K, Mueller |, Slaper-Cortenbach |, Marini F, Krause D, et al. Minimal criteria for de-
fining multipotent mesenchymal stromal cells. The International Society for Cellular Therapy position
statement. Cytotherapy. 2006; 8(4): 315—7. PMID: 16923606

Horwitz EM, Le Blanc K, Dominici M, Mueller |, Slaper-Cortenbach |, Marini FC, et al. Clarification of the
nomenclature for MSC. The International Society for Cellular Therapy position statement. Cytotherapy.
2005; 7(5): 393-5. PMID: 16236628

Forbes GM, Sturm MJ, Leong RW, Sparrow MP, Segarajasingam D, Cummins AG, et al. A phase 2
study of allogeneic mesenchymal stromal cells for luminal Crohn’s disease refractory to biologic thera-
py. Clin Gastroenterol Hepatol. 2014 Jan; 12(1): 64—71. doi: 10.1016/j.cgh.2013.06.021 PMID:
23872668

Gonzalez-Rey E, Anderson P, Gonzéalez MA, Rico L, Blscher D, Delgado M. Human adult stem cells
derived from adipose tissue protect against experimental colitis and sepsis. Gut. 2009 Jul; 58(7):
929-939. doi: 10.1136/gut.2008.168534 PMID: 19136511

Le Blanc K, Tammik C, Rosendahl K, Zetterberg E, Ringdén O. HLA expression and immunologic prop-
erties of differentiated and undifferentiated mesenchymal stem cells. Exp Hematol. 2003 Oct; 31(10):
890-6. PMID: 14550804

Caplan Al, Dennis JE. Mesenchymal Stem Cells as Trophic Mediators. J Cell Biochem. 2006 Aug 1; 98
(5): 1076-84. PMID: 16619257

Miller RJ, Banisadr G, Bhattacharyya BJ. CXCR4 signaling in the regulation of stem cell migration and
development. J Neuroimmunol. 2008 Jul 31; 198(1-2): 31-8. doi: 10.1016/j.jneuroim.2008.04.015
PMID: 18538866

Mokbel AN, El Tookhy OS, Shamaa AA, Rashed LA, Sabry D, El Sayed AM. Homing and reparative ef-
fect of intra-articular injection of autologous mesenchymal stem cells in osteoarthritic animal model.
BMC Musculoskelet Disord. 2011 Nov 15; 12: 259. doi: 10.1186/1471-2474-12-259 PMID: 22085445

Hass R, Kasper C, B6hm S, Jacobs R. Different populations and sources of human mesenchymal stem
cells (MSC): A comparison of adult and neonatal tissue-derived MSC. Cell Commun Signal. 2011 May
14;9: 12. doi: 10.1186/1478-811X-9-12 PMID: 21569606

Indumathi S, Harikrishnan R, Mishra R, Rajkumar JS, Padmapriya V, Lissa RP, et al. Comparison of
feto-maternal organ derived stem cells in facets of immunophenotype, proliferation and differentiation.
Tissue Cell. 2013 Dec; 45(6): 434—42. doi: 10.1016/j.tice.2013.07.007 PMID: 24008115

Meirelles LS, Chagastelles PC, Nardi NB. Mesenchymal stem cells reside in virtually all post-natal or-
gans and tissues. J Cell Sci. 2006 Jun 1; 119(Pt 11): 2204—13. PMID: 16684817

Barlow S, Brooke G, Chatterjee K, Price G, Pelekanos R, Rossetti T, et al. Comparison of human pla-
centa- and bone marrow-derived multipotent mesenchymal stem cells. Stem Cells Dev. 2008 Dec; 17
(6): 1095-107. doi: 10.1089/scd.2007.0154 PMID: 19006451

Brooke G, Tong H, Levesque JP, Atkinson K. Molecular trafficking mechanisms of multipotent mesen-
chymal stem cells derived from human bone marrow and placenta. Stem Cells Dev. 2008 Oct; 17(5):
929-40. doi: 10.1089/scd.2007.0156 PMID: 18564033

Yen BL, Huang HI, Chien CC, Jui HY, Ko BS, Yao M, et al. Isolation of multipotent cells from human
term placenta. Stem Cells. 2005; 23(1): 3—-9. PMID: 15625118

Li X, Bai J, Ji X, Li R, Xuan Y, Wang Y. Comprehensive characterization of four different populations of
human mesenchymal stem cells as regards theirimmune properties, proliferation and differentiation.
Int J Mol Med. 2014 Sep; 34(3): 695-704. doi: 10.3892/ijmm.2014.1821 PMID: 24970492

PLOS ONE | DOI:10.1371/journal.pone.0120538 March 10, 2015 17/20


http://dx.doi.org/10.1136/gut.2010.215152
http://www.ncbi.nlm.nih.gov/pubmed/20921206
http://www.ncbi.nlm.nih.gov/pubmed/12876555
http://dx.doi.org/10.3748/wjg.v20.i5.1211
http://www.ncbi.nlm.nih.gov/pubmed/24574796
http://dx.doi.org/10.1136/gutjnl-2012-302152
http://www.ncbi.nlm.nih.gov/pubmed/22637701
http://www.ncbi.nlm.nih.gov/pubmed/16923606
http://www.ncbi.nlm.nih.gov/pubmed/16236628
http://dx.doi.org/10.1016/j.cgh.2013.06.021
http://www.ncbi.nlm.nih.gov/pubmed/23872668
http://dx.doi.org/10.1136/gut.2008.168534
http://www.ncbi.nlm.nih.gov/pubmed/19136511
http://www.ncbi.nlm.nih.gov/pubmed/14550804
http://www.ncbi.nlm.nih.gov/pubmed/16619257
http://dx.doi.org/10.1016/j.jneuroim.2008.04.015
http://www.ncbi.nlm.nih.gov/pubmed/18538866
http://dx.doi.org/10.1186/1471-2474-12-259
http://www.ncbi.nlm.nih.gov/pubmed/22085445
http://dx.doi.org/10.1186/1478-811X-9-12
http://www.ncbi.nlm.nih.gov/pubmed/21569606
http://dx.doi.org/10.1016/j.tice.2013.07.007
http://www.ncbi.nlm.nih.gov/pubmed/24008115
http://www.ncbi.nlm.nih.gov/pubmed/16684817
http://dx.doi.org/10.1089/scd.2007.0154
http://www.ncbi.nlm.nih.gov/pubmed/19006451
http://dx.doi.org/10.1089/scd.2007.0156
http://www.ncbi.nlm.nih.gov/pubmed/18564033
http://www.ncbi.nlm.nih.gov/pubmed/15625118
http://dx.doi.org/10.3892/ijmm.2014.1821
http://www.ncbi.nlm.nih.gov/pubmed/24970492

@ PLOS | one

Immunosuppressants Affect MSC Migratory Behavior

20.

21,

22,

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

ZhuY,YangY, Zhang Y, Hao G, Liu T, Wang L, et al. Placental mesenchymal stem cells of fetal and
maternal origins demonstrate different therapeutic potentials. Stem Cell Res Ther. 2014 Apr 10; 5(2):
48. doi: 10.1186/scrt436 PMID: 24721710

Li G, Zhang XA, Wang H, Wang X, Meng CL, Chan CY, et al. Comparative proteomic analysis of mese-
chymal stem cells derived from human bone marrow, umbilical cord, and placenta: implication in migra-
tion. Proteomics. 2009 Jan; 9(1): 20-30. doi: 10.1002/pmic.200701195 PMID: 19116983

Kholodenko IV, Yarygin KN, Gubsky LV, Konieva AA, Tairova RT, Povarova OV, et al. Intravenous xe-
notransplantation of human placental mesenchymal stem cells to rats: comparative analysis of homing
in rat brain in two models of experimental ischemic stroke. Bull Exp Biol Med. 2012 Nov; 154(1):
118-23. PMID: 23330106

Liang J, Zhang H, Wang D, Feng X, Wang H, Hua B, et al. Allogeneic mesenchymal stem cell trans-
plantation in seven patients with refractory inflammatory bowel disease. Gut. 2012 Mar; 61(3): 468-9.
doi: 10.1136/gutjnl-2011-300083 PMID: 21617158

Karp JM, Leng Teo GS. Mesenchymal stem cells homing: the devil is in the details. Cell Stem Cell.
2009 Mar 6; 4(3): 206—16 doi: 10.1016/j.stem.2009.02.001 PMID: 19265660

Parekkadan B, Milwid JM. Mesenchymal stem cells as therapeutics. Annu Rev Biomed Eng. 2010 Aug
15; 12:87-117. doi: 10.1146/annurev-bioeng-070909-105309 PMID: 20415588

Schrepfer S, Deuse T, Reichenspurner H, Fischbein MP, Robbins RC, Pelletier MP. Stem cell trans-
plantation: the lung barrier. Transplant Proc. 2007 Mar; 39(2): 573-6. PMID: 17362785

Jackson JS, Golding JP, Chapon C, Jones WA, Bhakoo KK. Homing of stem cells to sites of inflamma-
tory brain injury after intracerebral and intravenous administration: a longitudinal imaging study. Stem
Cell Res Ther. 2010 Jun 15; 1(2): 17. doi: 10.1186/scrt17 PMID: 20550687

Kim JW, Ha KY, Molon JN, Kim YH. Bone marrow-derived mesenchymal stem cell transplantation for
chronic spinal cord injury in rats: comparative study between intralesional and intravenous transplanta-
tion. Spine (Phila Pa 1976). 2013 Aug 1; 38(17): E1065-74. doi: 10.1097/BRS.0b013e31829839fa
PMID: 23629485

Zhang D, Fan GC Zhou X, Zhao T, Pasha Z, Xu M, et al. Over-expression of CXCR4 on mesenchymal
stem cells augments myoangiogenesis in the infarcted myocardium. J Mol Cell Cardiol. 2008 Feb; 44
(2): 281-92. doi: 10.1016/j.yjmcc.2007.11.010 PMID: 18201717

Liang L, Dong C, Chen X, Fang Z, Xu J, Liu M, et al. Human umbilical cord mesenchymal stem cells
ameliorate mice trinitrobenzene sulfonic acid (TNBS)-induced colitis. Cell Transplant. 2011; 20(9):
1395-408. doi: 10.3727/096368910X557245 PMID: 21396175

Zhuo W, Liao L, FuY, Xu T, Wu W, Yang S, et al. Efficiency of endovenous versus arterial administra-
tion of mesenchymal stem cells for ischemia-reperfusion-induced renal dysfunction in rats. Transplant
Proc. 2013 Mar; 45(2): 503—-10. doi: 10.1016/j.transproceed.2012.07.162 PMID: 23498785

A Randomized, Double-Blind, Placebo-Controlled Dose-Escalation Study to Determine the Safety and
Efficacy of Intravenous Infusion of Human Placenta-Derived Cells (PDA001) for the Treatment of
Crohn's Disease. ClinicalTrials, NCT01769755. Available: http://clinicaltrials.gov/show/NCT01769755.

Gazouli M, Roubelakis MG, Theodoropoulos GE. Stem cells as potential targeted therapy for inflamma-
tory bowel disease. Inflamm Bowel Dis. 2014 May; 20(5): 952—5. doi: 10.1097/01.MIB.0000442922.
85569.21 PMID: 24572208

Ciccocioppo R, Bernardo ME, Sgarella A, Maccario R, Avanzini MA, Ubezio C, et al. Autologous boné
marrow-derived mesenchymal stromal cells in the treatment of fistulising Crohn’s disease. Gut. 2011
Jun; 60(6): 788—98. doi: 10.1136/gut.2010.214841 PMID: 21257987

Garcia-Olmo D, Herreros D, Pascual |, Del-Valle E, Zorrilla J, De-La-Quintana P, et al.Expanded adi-
pose-derived stem cells for the treatment of complex perianal fistula: a phase Il clinical trial. Dis Colon
Rectum. 2009 Jan; 52(1): 79-86. doi: 10.1007/DCR.0b013e3181973487 PMID: 19273960

Osiris Therapeutics. A phase Ill, multicenter, placebocontrolled, randomized, double-blind study to
evaluate the safety and efficacy of Prochimal (ex vivo cultured adult human mesenchymal stem cells)
intravenous infusion for induction of remission in subjects experiencing treatmentrefractory moderate-
to-severe Crohn’s disease. ClinicalTrials, NCTO0482092. Available: http://www.clinicaltrials.gov/ct2/
show/NCT00482092.

Li R, Gundersen GG. Beyond polymer polarity: how the cytoskeleton builds a polarized cell. Nat Rev
Mol Cell Biol. 2008 Nov; 9(11): 860-73. doi: 10.1038/nrm2522 PMID: 18946475

Pollard TD, Cooper JA. Actin, a central player in cell shape and movement. Science. 2009 Nov 27; 326
(5957): 1208—12. doi: 10.1126/science.1175862 PMID: 19965462

Swaney KF, Huang CH, Devreotes PN. Eukaryotic chemotaxis: a network of signaling pathways con-
trols motility, directional sensing, and polarity. Annu Rev Biophys. 2010; 39: 265-89. doi: 10.1146/
annurev.biophys.093008.131228 PMID: 20192768

PLOS ONE | DOI:10.1371/journal.pone.0120538 March 10, 2015 18/20


http://dx.doi.org/10.1186/scrt436
http://www.ncbi.nlm.nih.gov/pubmed/24721710
http://dx.doi.org/10.1002/pmic.200701195
http://www.ncbi.nlm.nih.gov/pubmed/19116983
http://www.ncbi.nlm.nih.gov/pubmed/23330106
http://dx.doi.org/10.1136/gutjnl-2011-300083
http://www.ncbi.nlm.nih.gov/pubmed/21617158
http://dx.doi.org/10.1016/j.stem.2009.02.001
http://www.ncbi.nlm.nih.gov/pubmed/19265660
http://dx.doi.org/10.1146/annurev-bioeng-070909-105309
http://www.ncbi.nlm.nih.gov/pubmed/20415588
http://www.ncbi.nlm.nih.gov/pubmed/17362785
http://dx.doi.org/10.1186/scrt17
http://www.ncbi.nlm.nih.gov/pubmed/20550687
http://dx.doi.org/10.1097/BRS.0b013e31829839fa
http://www.ncbi.nlm.nih.gov/pubmed/23629485
http://dx.doi.org/10.1016/j.yjmcc.2007.11.010
http://www.ncbi.nlm.nih.gov/pubmed/18201717
http://dx.doi.org/10.3727/096368910X557245
http://www.ncbi.nlm.nih.gov/pubmed/21396175
http://dx.doi.org/10.1016/j.transproceed.2012.07.162
http://www.ncbi.nlm.nih.gov/pubmed/23498785
http://clinicaltrials.gov/show/NCT01769755
http://dx.doi.org/10.1097/01.MIB.0000442922.85569.21
http://dx.doi.org/10.1097/01.MIB.0000442922.85569.21
http://www.ncbi.nlm.nih.gov/pubmed/24572208
http://dx.doi.org/10.1136/gut.2010.214841
http://www.ncbi.nlm.nih.gov/pubmed/21257987
http://dx.doi.org/10.1007/DCR.0b013e3181973487
http://www.ncbi.nlm.nih.gov/pubmed/19273960
http://www.clinicaltrials.gov/ct2/show/NCT00482092
http://www.clinicaltrials.gov/ct2/show/NCT00482092
http://dx.doi.org/10.1038/nrm2522
http://www.ncbi.nlm.nih.gov/pubmed/18946475
http://dx.doi.org/10.1126/science.1175862
http://www.ncbi.nlm.nih.gov/pubmed/19965462
http://dx.doi.org/10.1146/annurev.biophys.093008.131228
http://dx.doi.org/10.1146/annurev.biophys.093008.131228
http://www.ncbi.nlm.nih.gov/pubmed/20192768

@ PLOS | one

Immunosuppressants Affect MSC Migratory Behavior

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

Vicente-Manzanares M, Webb DJ, Horwitz AR. Cell migration at a glance. J Cell Sci. 2005 Nov 1; 118
(Pt21): 4917-9. PMID: 16254237

Tojkander S, Gateva G, Lappalainen P. Actin stress fibers—assembly, dynamics and biological roles.
J Cell Sci. 2012 Apr 15; 125(Pt 8): 1855—64. doi: 10.1242/jcs.098087 PMID: 22544950

Vallenius T. Actin stress fibre subtypes in mesenchymal-migrating cells. Open Biol. 2013 Jun 19; 3(6):
130001. doi: 10.1098/rsob.130001 PMID: 23782578

GeiBler S, Textor M, Kithnisch J, Kénnig D, Klein O, Ode A, et al. Functional Comparison of Chronologi-
cal and In Vitro Aging: Differential Role of the Cytoskeleton and Mitochondria in Mesenchymal Stromal
Cells. PLoS One. 2012; 7(12): €52700. doi: 10.1371/journal.pone.0052700 PMID: 23285157

Lamers ML, Almeida ME, Vicente-Manzanares M, Horwitz AF, Santos MF. High glucose-mediated oxi-
dative stress impairs cell migration. PLoS One. 2011; 6(8): €22865. doi: 10.1371/journal.pone.0022865
PMID: 21826213

LiuL, Yuan S, Long Y, Guo Z, Sun Y, Li Y, et al. Imnmunomodulation of Rheum tanguticum polysaccha-
ride (RTP) on the immunosuppressive effects of dexamethasone (DEX) on the treatment of colitis in
rats induced by 2,4,6-trinitrobenzene sulfonic acid. Int Immunopharmacol. 2009 Dec; 9(13-14):
1568-77. doi: 10.1016/j.intimp.2009.09.005 PMID: 19755174

Pham PT, Pham PC. The impact of mycophenolate mofetil versus azathioprine as adjunctive therapy
to cyclosporine on the rates of renal allograft loss due to glomerular disease recurrence. Nephrol Dial
Transplant. 2012 Jul; 27(7): 2965—71. doi: 10.1093/ndt/gfr731 PMID: 22207327

Buron F, Perrin H, Malcus C, Héquet O, Thaunat O, Kholopp-Sarda MN, et al. Human Mesenchymal
Stem Cells and Immunosuppressive Drug Interactions in Allogeneic Responses: An In Vitro Study
Using Human Cells. Transplant Proc. 2009 Oct; 41(8): 3347-52. doi: 10.1016/j.transproceed.2009.08.
030 PMID: 19857747

Duijvestein M, Molendijk I, Roelofs H, Vos AC, Verhaar AP, Reinders ME, et al. Mesenchymal stromal
cell function is not affected by drugs used in the treatment of inflammatory bowel disease. Cytotherapy.
2011 Oct; 13(9): 1066—73. doi: 10.3109/14653249.2011.597379 PMID: 21846292

Hoogduijn MJ, Crop MJ, Korevaar SS, Peeters AM, Eijken M, Maat LP, et al. Susceptibility of Human
Mesenchymal Stem Cells to Tacrolimus, Mycophenolic Acid, and Rapamycin. Transplantation. 2008
Nov15; 86(9): 1283-91. doi: 10.1097/TP.0b013e31818aa536 PMID: 19005411

Nichols JE, Niles JA, DeWitt D, Prough D, Parsley M, Vega S, et al. Neurogenic and neuro-protective
potential of a novel subpopulation of peripheral blood-derived CD133+ ABCG2+CXCR4+ mesenchy-
mal stem cells: development of autologous cell-based therapeutics for traumatic brain injury. Stem Cell
Res Ther. 2013 Jan 6; 4(1): 3. doi: 10.1186/scrt151 PMID: 23290300

Nuzzi R, Gunetti M, Rustichelli D, Roagna B, Fronticelli Bardelli F, Fagioli F, et al. Effect of In Vitro Ex-
posure of Corticosteroid Drugs, Conventionally Used in AMD Treatment, on Mesenchymal Stem Cells.
Stem Cells Int. 2012; 2012: 946090. doi: 10.1155/2012/946090 PMID: 22693520

Giamarellos-Bourboulis EJ, Dimopoulou I, Kotanidou A, Livaditi O, Pelekanou A, Tsagarakis S, et al.
Ex-vivo effect of dexamethasone on cytokine production from whole blood of septic patients: Correla-
tion with disease severity. Cytokine. 2010 Jan; 49(1): 89-94. doi: 10.1016/j.cyt0.2009.08.016 PMID:
19783455

Scroll S, Sarlette A, Ahrens K, Manns MP, Goke M. Effects of azathioprine and its metabolites on repair
mechanisms of the intestinal epithelium in vitro. Regul Pept. 2005 Nov; 131(1-3): 1-11. PMID:
16122821

Mosmann T. Rapid colorimetric assay for cellular growth and survival: application to proliferation and
cytotoxicity assays. J Immunol Methods. 1983 Dec 16; 65(1—2): 55—63. PMID: 6655246

Fillipi-Chiela EC, Oliveira MM, Jurkovski B, Callegari-Jacques SM, da Silva VD, Lenz G. Nuclear mor-
phometric analysis (NMA): screening of senescence, apoptosis and nuclear irregularities. PLoS One.
2012; 7(8): e42522. doi: 10.1371/journal.pone.0042522 PMID: 22905142

Lopez PL, Fillipi-Chiela EC, Silva AO, Cordero EA, Garcia-Santos D, Pelegrini AL, et al. Sensitization
of glioma cells by X-linked inhibitor of apoptosis protein knockdown. Oncology. 2012; 83(2): 75-82. doi:
10.1159/000337978 PMID: 22760199

Peacock JG, Miller AL, Bradley WD, Rodriguez OC, Webb DJ, Koleske AJ. The Abl-related gene tyro-
sine kinase acts through p190RhoGAP to inhibit actomyosin contractility and regulate focal adhesion
dynamics upon adhesion to fibronectin. Mol Biol Cell. 2007 Oct; 18(10): 3860—-72. PMID: 17652459

Kovac B, Teo JL, Méakela TP, Vallenius T. Assembly of non-contractile dorsal stress fibers requires a-
actinin-1 and Rac1 in migrating and spreading cells. J Cell Sci. 2013 Jan 1; 126(Pt 1): 263-73. doi: 10.
1242/jcs. 115063 PMID: 23132927

Larsen M, Tremblay ML, Yamada KM. Phosphatases in cell-matrix adhesion and migration. Nat Rev
Mol Cell Biol. 2003 Sep; 4(9): 700-11. PMID: 14506473

PLOS ONE | DOI:10.1371/journal.pone.0120538 March 10, 2015 19/20


http://www.ncbi.nlm.nih.gov/pubmed/16254237
http://dx.doi.org/10.1242/jcs.098087
http://www.ncbi.nlm.nih.gov/pubmed/22544950
http://dx.doi.org/10.1098/rsob.130001
http://www.ncbi.nlm.nih.gov/pubmed/23782578
http://dx.doi.org/10.1371/journal.pone.0052700
http://www.ncbi.nlm.nih.gov/pubmed/23285157
http://dx.doi.org/10.1371/journal.pone.0022865
http://www.ncbi.nlm.nih.gov/pubmed/21826213
http://dx.doi.org/10.1016/j.intimp.2009.09.005
http://www.ncbi.nlm.nih.gov/pubmed/19755174
http://dx.doi.org/10.1093/ndt/gfr731
http://www.ncbi.nlm.nih.gov/pubmed/22207327
http://dx.doi.org/10.1016/j.transproceed.2009.08.030
http://dx.doi.org/10.1016/j.transproceed.2009.08.030
http://www.ncbi.nlm.nih.gov/pubmed/19857747
http://dx.doi.org/10.3109/14653249.2011.597379
http://www.ncbi.nlm.nih.gov/pubmed/21846292
http://dx.doi.org/10.1097/TP.0b013e31818aa536
http://www.ncbi.nlm.nih.gov/pubmed/19005411
http://dx.doi.org/10.1186/scrt151
http://www.ncbi.nlm.nih.gov/pubmed/23290300
http://dx.doi.org/10.1155/2012/946090
http://www.ncbi.nlm.nih.gov/pubmed/22693520
http://dx.doi.org/10.1016/j.cyto.2009.08.016
http://www.ncbi.nlm.nih.gov/pubmed/19783455
http://www.ncbi.nlm.nih.gov/pubmed/16122821
http://www.ncbi.nlm.nih.gov/pubmed/6655246
http://dx.doi.org/10.1371/journal.pone.0042522
http://www.ncbi.nlm.nih.gov/pubmed/22905142
http://dx.doi.org/10.1159/000337978
http://www.ncbi.nlm.nih.gov/pubmed/22760199
http://www.ncbi.nlm.nih.gov/pubmed/17652459
http://dx.doi.org/10.1242/jcs.115063
http://dx.doi.org/10.1242/jcs.115063
http://www.ncbi.nlm.nih.gov/pubmed/23132927
http://www.ncbi.nlm.nih.gov/pubmed/14506473

@ PLOS | one

Immunosuppressants Affect MSC Migratory Behavior

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

77.

78.

79.

Ridley AJ, Schwartz MA, Burridge K, Firtel RA, Ginsberg MH, Borisy G, et al. Cell migration: integrating
signals from front to back. Science. 2003 Dec 5; 302(5651): 1704-9. PMID: 14657486

Ruster B, Géttig S, Ludwig RJ, Bistrian R, Muller S, Seifried E, et al. Mesenchymal stem cells display
coordinated rolling and adhesion behavior on endothelial cells. Blood. 2006 Dec 1; 108(12): 3938—44.
PMID: 16896152

Goncalves FdaC, Schneider N, Pinto FO, Meyer FS, Visioli F, Pfaffenseller B, et al. Intravenous versus
intraperitoneal mesenchymal stem cells administration: What is the best route for treating experimental
colitis? World J Gastroenterol. 2014 Dec 28; 20(48): 18228-39. doi: 10.3748/wjg.v20.i48.18228 PMID:
25561790

Charwat S, Gyoéngyosi M, Lang |, Graf S, Beran G, Hemetsberger R, et al. Role of adult bone marrow
stem cells in the repair of ischemic myocardium: current state of the art. Exp Hematol. 2008 Jun; 36(6):
672-80. doi: 10.1016/j.exphem.2008.01.005 PMID: 18358589

Maijenburg MW, van der Schoot CE, Voermans C. Mesenchymal stromal cell migration: possibilities to
improve cellular therapy. Stem Cells Dev. 2012 Jan; 21(1): 19-29. doi: 10.1089/scd.2011.0270 PMID:
21732817

Song IH, Caplan Al, Dennis JE. Dexamethasone inhibition of confluence-induced apoptosis in human
mesenchymal stem cells. J Orthop Res. 2009 Feb; 27(2): 216—-21. doi: 10.1002/jor.20726 PMID:
18683880

Friedl P, Alexander S. Cancer invasion and the microenvironment: plasticity and reciprocity. Cell. 2011
Nov 23; 147(5): 992—-1009. doi: 10.1016/j.cell.2011.11.016 PMID: 22118458

Chen JC, CaiHY, Wang Y, Ma YY, Song LN, Yin LJ, et al. Up-regulation of stomatin expression by hyp-
oxia and glucocorticoid stabilizes membrane-associated actin in alveolar epithelial cells. J Cell Mol
Med. 2013 Jul; 17(7): 863—72. doi: 10.1111/jcmm.12069 PMID: 23672602

Igarashi J, Hashimoto T, Shoji K, Yoneda K, Tsukamoto |, Moriue T, et al. Dexamethasone induces
caveolin-1 in vascular endothelial cells: implications for attenuated responses to VEGF. Am J Physiol
Cell Physiol. 2013 Apr 15; 304(8): C790-800. doi: 10.1152/ajpcell.00268.2012 PMID: 23426970

Boscher C, Nabi IR. Caveolin-1: role in cell signaling. Adv Exp Med Biol. 2012; 729: 29-50. doi: 10.
1007/978-1-4614-1222-9_3 PMID: 22411312

Mitra SK, Hanson DA, Schlaepfer DD. Focal adhesion kinase: in command and control of cell motility.
Nat Rev Mol Cell Biol. 2005 Jan; 6(1): 56—68. PMID: 15688067

Poppe D, Tiede |, Fritz G, Becker C, Bartsch B, Wirtz S, et al. Azathioprine suppresses ezrin-radixin-
moesin-dependent T cell-APC conjugation through inhibition of Vav guanosine exchange activity on
Rac proteins. J Immunol. 2006 Jan 1; 176(1): 640-51. PMID: 16365460

Manchefio-Corvo P, Franquesa M, de la Rosa O, Ramirez C, Garcia-Benzaquén L, Fernandez V, et al.
Adipose mesenchymal stromal cell function is not affected by methotrexate and azathioprine. Biores
Open Access. 2013 Dec 1; 2(6): 431-9. doi: 10.1089/biores.2013.0040 PMID: 24380053

Miller N, Fisher HJ, Tischner D, van den Brandt J, Reichardt HM. Glucocorticoids indue effector T cell
depolarization via ERM proteins, thereby impeding migration and APC conjugation. J Immunol. 2013
Apr 15; 190(8): 4360-70. doi: 10.4049/jimmunol.1201520 PMID: 23475220

Chen X, Gan Y, LiW, Su J, Zhang Y, Huang Y, et al. The interaction between mesenchymal stem cells
and steroids during inflammation. Cell Death Dis. 2014 Jan 23; 5: €1009. doi: 10.1038/cddis.2013.537
PMID: 24457953

Li L, Juang J. Regulatory factors of mesenchymal stem cell migration into injured tissues and their sig-
nal transduction mechanisms. Front Med. 2011 Mar; 5(1): 33-9. doi: 10.1007/s11684-011-0114-1
PMID: 21681672

Qiu Y, Marquez-Curtis LA, Janowska-Wieczorek A. Mesenchymal stromal cells derived from umbilical
cord blood migrate in response to complement C1q. Cytotherapy. 2012 Mar; 14(3): 285-95. doi: 10.
3109/14653249.2011.651532 PMID: 22264191

Sohni A, Verfaillie CM. Mesenchymal Stem Cells Migration Homing and Tracking. Stem Cell Int. 2013;
2013:130763. doi: 10.1155/2013/130763 PMID: 24194766

Moggio A, Pittatore G, Cassoni P, Marchino GL, Revelli A, Bussolati B. Sorafenib inhibits growth, migra-
tion, and angiogenic potential of ectopic endometrial mesenchymal stem cells derived from patients
with endometriosis. Fertil Steril. 2012 Dec; 98(6): 1521-30.e2. doi: 10.1016/j.fertnstert.2012.08.003
PMID: 22981172

Xinaris C, Morigi M, Benedetti V, Imberti B, Fabricio AS, Squarcina E, et al. A novel strategy to enhance
mesenchymal stem cell migration capacity and promote tissue repair in an injury specific fashion. Cell
Transplant. 2013; 22(3): 423-36. doi: 10.3727/096368912X653246 PMID: 22889699

PLOS ONE | DOI:10.1371/journal.pone.0120538 March 10, 2015 20/20


http://www.ncbi.nlm.nih.gov/pubmed/14657486
http://www.ncbi.nlm.nih.gov/pubmed/16896152
http://dx.doi.org/10.3748/wjg.v20.i48.18228
http://www.ncbi.nlm.nih.gov/pubmed/25561790
http://dx.doi.org/10.1016/j.exphem.2008.01.005
http://www.ncbi.nlm.nih.gov/pubmed/18358589
http://dx.doi.org/10.1089/scd.2011.0270
http://www.ncbi.nlm.nih.gov/pubmed/21732817
http://dx.doi.org/10.1002/jor.20726
http://www.ncbi.nlm.nih.gov/pubmed/18683880
http://dx.doi.org/10.1016/j.cell.2011.11.016
http://www.ncbi.nlm.nih.gov/pubmed/22118458
http://dx.doi.org/10.1111/jcmm.12069
http://www.ncbi.nlm.nih.gov/pubmed/23672602
http://dx.doi.org/10.1152/ajpcell.00268.2012
http://www.ncbi.nlm.nih.gov/pubmed/23426970
http://dx.doi.org/10.1007/978-1-4614-1222-9_3
http://dx.doi.org/10.1007/978-1-4614-1222-9_3
http://www.ncbi.nlm.nih.gov/pubmed/22411312
http://www.ncbi.nlm.nih.gov/pubmed/15688067
http://www.ncbi.nlm.nih.gov/pubmed/16365460
http://dx.doi.org/10.1089/biores.2013.0040
http://www.ncbi.nlm.nih.gov/pubmed/24380053
http://dx.doi.org/10.4049/jimmunol.1201520
http://www.ncbi.nlm.nih.gov/pubmed/23475220
http://dx.doi.org/10.1038/cddis.2013.537
http://www.ncbi.nlm.nih.gov/pubmed/24457953
http://dx.doi.org/10.1007/s11684-011-0114-1
http://www.ncbi.nlm.nih.gov/pubmed/21681672
http://dx.doi.org/10.3109/14653249.2011.651532
http://dx.doi.org/10.3109/14653249.2011.651532
http://www.ncbi.nlm.nih.gov/pubmed/22264191
http://dx.doi.org/10.1155/2013/130763
http://www.ncbi.nlm.nih.gov/pubmed/24194766
http://dx.doi.org/10.1016/j.fertnstert.2012.08.003
http://www.ncbi.nlm.nih.gov/pubmed/22981172
http://dx.doi.org/10.3727/096368912X653246
http://www.ncbi.nlm.nih.gov/pubmed/22889699

