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Phenotype, donor age and gender affect function
of human bone marrow-derived mesenchymal
stromal cells
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Abstract

Background: Mesenchymal stromal cells (MSCs) are attractive for cell-based therapies ranging from regenerative
medicine and tissue engineering to immunomodulation. However, clinical efficacy is variable and it is unclear how
the phenotypes defining bone marrow (BM)-derived MSCs as well as donor characteristics affect their functional
properties.

Methods: BM-MSCs were isolated from 53 (25 female, 28 male; age: 13 to 80 years) donors and analyzed by:
(1) phenotype using flow cytometry and cell size measurement; (2) in vitro growth kinetics using population
doubling time; (3) colony formation capacity and telomerase activity; and (4) function by in vitro differentiation
capacity, suppression of T cell proliferation, cytokines and trophic factors secretion, and hormone and growth factor
receptor expression. Additionally, expression of Oct4, Nanog, Prdm14 and SOX2 mRNA was compared to pluripotent
stem cells.

Results: BM-MSCs from younger donors showed increased expression of MCAM, VCAM-1, ALCAM, PDGFRβ, PDL-1,
Thy1 and CD71, and led to lower IL-6 production when co-cultured with activated T cells. Female BM-MSCs showed
increased expression of IFN-γR1 and IL-6β, and were more potent in T cell proliferation suppression. High-
clonogenic BM-MSCs were smaller, divided more rapidly and were more frequent in BM-MSC preparations from
younger female donors. CD10, β1integrin, HCAM, CD71, VCAM-1, IFN-γR1, MCAM, ALCAM, LNGFR and HLA ABC
were correlated to BM-MSC preparations with high clonogenic potential and expression of IFN-γR1, MCAM and HLA
ABC was associated with rapid growth of BM-MSCs. The mesodermal differentiation capacity of BM-MSCs was
unaffected by donor age or gender but was affected by phenotype (CD10, IFN-γR1, GD2). BM-MSCs from female
and male donors expressed androgen receptor and FGFR3, and secreted VEGF-A, HGF, LIF, Angiopoietin-1, basic
fibroblast growth factor (bFGF) and NGFB. HGF secretion correlated negatively to the expression of CD71, CD140b
and Galectin 1. The expression of Oct4, Nanog and Prdm14 mRNA in BM-MSCs was much lower compared to
pluripotent stem cells and was not related to donor age or gender. Prdm14 mRNA expression correlated positively
to the clonogenic potential of BM-MSCs.

Conclusions: By identifying donor-related effects and assigning phenotypes of BM-MSC preparations to functional
properties, we provide useful tools for assay development and production for clinical applications of BM-MSC
preparations.
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Background
More than 40 years ago Alexander Friedenstein de-
scribed cells that could be isolated from the bone mar-
row (BM) and cultured as fibroblastoid colony forming
cells ex vivo [1,2]. Depicted as mesenchymal stromal
cells (MSCs), these cells were shown to support
hematopoiesis [3] and osteogenesis [4]. Since then, it has
become clear that BM-MSCs offer promising therapeutic
potential in regenerative medicine and immunotherapy
[5-7]. The most commonly applied technology in re-
search and clinic to isolate and culture BM-MSCs from
fresh BM is the removal of non-adherent BM cells and
subsequent expansion of the adherent BM-MSCs (BM-
MSC preparations) [6,8-10]. Studies reporting on varia-
tions in the growth kinetics and gene expression of BM-
MSC preparations obtained from different donors [11],
variable properties of BM-MSC clones [12], and surface
markers identifying BM-MSC subpopulations, such as
CD173, CD271, GD2, stage-specific embryonic antigen
(SSEA)-4, or mesenchymal stem cell antigen (MSCA)-1
[13-15], highlighted the heterogeneity of MSC prepara-
tions. Moreover, their mechanisms of action are still not
fully elucidated. Recently, MSC therapies have come
under criticism [16] as, despite decades of research, rele-
vant translational questions of MSC biology and func-
tion remain unanswered. Many studies reported on the
osteogenic, adipogenic and chondrogenic differentiation
potential and the immunomodulatory properties of BM-
MSCs [15,17,18]; however, controversies prevail about
their myogenic or even non-mesodermal differentiation
capacity [10,19,20]. In vivo efficacy paired with poor sur-
vival and homing rate to the damaged tissue points to-
ward mechanisms that most presumably are mediated
by factors secreted by BM-MSCs [21,22]. Recently, more
straightforward studies reported on gene expression pro-
filing and phenotype of freshly sorted CD271+ cells from
the BM, and some transcripts appeared to be related to
the donor age [23,24]. However, the presence or absence
of one single marker as like as CD271 does not suffi-
ciently define all BM-MSC subpopulations within hu-
man BM-MSC preparations. Therefore, clarification of
how the phenotypes defining BM-MSC subpopulations,
as well as age and gender of donors, might affect func-
tional properties of BM-MSCs would mark a significant
step forward in our understanding of BM-MSC biology.
However, different isolation/expansion technologies/re-
agents [15] and donor-to-donor variations [11] result in
variable fractions of MSC subpopulations per donor/
preparation and hamper reliable statistical analyses.
Therefore, we obtained BM-MSC preparations from 53
donors of both genders. These multiple BM-MSC prepa-
rations were isolated using the most commonly applied
technology in research and the clinic [6,8-10], that is, re-
moval of non-adherent BM cells and expansion of the
adherent mononuclear BM cells. The BM-MSCs were
cultured under identical conditions and analyzed at early
passage for phenotype, proliferation capacity, cell size,
clonogenic potential, differentiation potential, immuno-
modulatory potential, secretion of trophic factors, gene
expression profile and telomerase activity. Hereby,
donor-to-donor variations and variations within the BM-
MSC preparations could be identified; however, the great
number of BM-MSC preparations allowed statistically
robust correlation analyses of phenotype, donor gender
and age to functional properties of BM-MSCs.

Methods
Isolation and culture of human BM-MSCs
Human BM-MSCs were isolated and cultured as de-
scribed previously [14]. After written informed consent
and approval of the ethical committee of the University
Hospital Tübingen, Germany, BM from patients without
metabolic or neoplastic diseases was obtained during
orthopedic operations. BM mononuclear cells were iso-
lated by density gradient centrifugation on Lymphoflot
(Biotest, Dreieich, Germany), washed twice with PBS
(Lonza, Walkersville, MD, USA), counted and seeded at
a density of 1 × 105 cells per cm2 in standard culture
medium (SCM), composed of α-MEM (Lonza), 1%
penicillin-streptomycin (Lonza) and 10% pooled human
blood group AB serum (PHS) (ZKT Tübingen,
Germany), to tissue culture flasks (Nunc, Roskilde,
Denmark). The average concentrations of sex hormones
in the PHS (obtained only from male donors) were in
the normal ranges for male individuals above 15 years
(testosterone: 16.18 nmol/l; estradiol (eE2): 106.8 pmol/l;
estrone (E1): 169.4 pmol/l) and the average bFGF con-
centration was 75.12 pg/ml. The resulting passage (P)0
cultures were kept under standard culture conditions at
37°C in humidified atmosphere with 5% CO2. Non-
adherent cells were removed after 24 hours and the ad-
herent cells were cultured in SCM. SCM was changed
twice a week until cells reached subconfluency, defined
as 90% surface coverage by cells corresponding to
15,000 to 20,000 cells per cm2. At this point, the BM-
MSCs were detached using Trypsin-EDTA (Lonza),
counted using a CASY® cell counter (Roche, Basel,
Switzerland) and plated to fresh tissue culture flasks for
the next passage (P1) at a density of 1,000 cells per cm2.

Flow cytometry
Flow cytometry analysis of all BM-MSC preparations
was performed at the end (subconfluency) of P1 with
a FACScan instrument (BD Biosciences, Franklin
Lakes, NJ, USA) using BD CellQuest Pro software
and the following (secondary) PE-labeled antibodies:
anti-CD10, -CD14, -CD19, -CD29, -CD31, -CD34,
-CD43, -CD44, -CD45, -CD56, -CD59, -CD71, -CD73,
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-CD80, -CD86, -CD90, -CD105, -CD106, -CD117,
-CD119, -CD130, -CD140a, -CD140b, -CD146, -CD166,
-CD273, -CD274, -GD2, SSEA-1, -SSEA-4 and -HLA class
I (BD Biosciences); -CD93, -Galectin 1 (R&D Systems,
Minneapolis, MN, USA); -CD133 and -CD271 (Miltenyi
Biotec, Bergisch Gladbach, Germany); -CD243 (Chemicon
(Millipore Corporation), Billerica, MA, USA); -CD173
(AbD Serotec, Puchheim, Germany) and –MSCA-1
(BioLegend, San Diego, CA, USA). PE-conjugated or non-
labeled IgG1, -IgG2a, IgG3 and -IgM antibodies (BD Bio-
science) were used as isotype matched controls. Secondary
antibody was a polyclonal PE-conjugated goat anti-mouse
Ig (BD Bioscience). Dead cells were excluded by uptake of
7-Aminoactinomycin D (for gating strategy see Additional
file 1: Figure S4, for density plots see Additional file 2:
Figure S5). Analysis of percentage of antigen positive
cells and fluorescence intensity was performed using
FlowJo-7.2.5 software (Tree Star, Ashland, OR, USA).
For compensation of unspecific antibody binding, the
positivity of the respective matched isotype control was
subtracted from all samples.

Analysis of cell size and PDT
Cell count and analysis of cell size was performed at the
end of each passage using a CASY cell counter (Roche).
Population doubling time (PDT) during P1 was calcu-
lated by the equation PDT = (culture time*ln2)/ln(cell
numberharvested/cell numberseeded). Seeding density was
kept constant at 1,000 cells per cm2.

Colony forming assays
For assessment of colony formation capacity, subconfluent
primary BM-MSCs (P0) were trypsinized, counted and
seeded at a density of 100, 200 and 500 cells per well (for
two MSC populations additional data points with 1,000
cells per well were acquired) in six-well plates at P1
(Nunc, Wiesbaden, Germany). To address possible effects
of seeding density on colony formation each MSC prepar-
ation was seeded at the aforementioned densities. Cells
were cultured during 10 days in MesenCult™ Proliferation
Kit (human) medium (Stem Cell Technologies, Vancouver,
BC, Canada), then fixed and stained with crystal violet
containing 4% formalin. Colonies containing >50 cells
were counted microscopically. The number of colonies
per 100 seeded cells (percentage colony formation) was
calculated for each seeding density for each MSC prepar-
ation. These percentages were averaged for each MSC
preparation (two experiments for each BM-MSC prepar-
ation) and used as one CFU-F data point for the respective
MSC preparation for statistical analysis.

In vitro differentiation assays
Functional characterization of BM-MSCs included in-
duction of adipogenic, osteogenic and chondrogenic
differentiation in vitro as described previously [14].
Briefly, for adipogenic and osteogenic differentiation,
BM-MSCs were seeded at a density of 1,000 cells per
cm2 at P1 and kept under standard culture conditions
until reaching subconfluency. Subsequently, either
adipogenic differentiation was induced using the hMSC
Adipogenic BulletKit (PT-3004, Lonza), or osteogenic
differentiation was induced using “osteogenic medium”
composed of SCM with 10-8 M dexamethasone, 0.2 mM
ascorbic acid and 10 mM β-glycerolphosphate (Sigma).
After three weeks under differentiation conditions cells
were processed for RNA isolation or for lineage specific
staining: lipid vacuoles in adipogenic cultures were
stained with Oil Red O and calcium deposits of osteo-
genic cultures with Alizarin Red S, respectively.
For chondrogenic differentiation, 2.5 × 105 BM-MSCs

at P1 were kept in micromass pellet cultures for subse-
quent staining or in monolayer cultures for RNA isola-
tion respectively. Differentiation was induced using the
hMSC Chondrogenic Differentiation BulletKit (PT-3003,
Lonza), supplemented with TGF-β 3 (PT-4124, Lonza)
as a growth factor. After four weeks of differentiation,
cells were processed for RNA isolation or frozen sections
of fixed pellets were stained with Safranin O.

Quantitative RT-PCR
For quantitative analysis of lineage specific mRNA indi-
cative for adipogenic, osteogenic and chondrogenic dif-
ferentiation potential, as well as for expression analysis
of octamer-binding transcription factor (Oct4), Nanog,
PR domain containing (Prdm)14, sex determining region
Y-box (SOX)2, indoleamine 2,3-dioxygenase (IDO)1 and
IDO2 mRNA from differentiated and undifferentiated
BM-MSCs was isolated and reversely transcribed to
cDNA. To compare Oct4, Nanog, Prdm14 and SOX2
mRNA expression in BM-MSCs to pluripotent stem
cells, mRNA was isolated from the human pluripotent
teratocarcinoma cell line NCCIT (ATCC-CRL-2073, Ch#
5097030, ATCC, Manassas, VA, USA), and from the hu-
man pluripotent embryonic stem cell (hESC) line
HUES9 (generously provided by the Harvard Stem Cell
Institute, Cambridge, MA, USA). Quantitative PCR was
performed on resulting cDNA and gene expression was
normalized to the expression of the housekeeping gene
GAPDH for each sample. Gene induction for differenti-
ation markers was calculated by normalization of the
gene expression of differentiated cultures to undifferenti-
ated controls.

RNA isolation
RNA from adipogenic, osteogenic and chondrogenic dif-
ferentiated MSCs, as well as from undifferentiated BM-
MSCs (controls) at P1 was isolated using peqGOLD
TriFast according to the manufacturer’s instructions.
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RNA for analysis of Oct4, Nanog, Prdm14, SOX2, IDO1
and IDO2 expression was extracted using the RNeasy
Mini Kit (Qiagen, Hilden, Germany) according to the
manufacturer’s instructions. Remaining genomic DNA
was digested using the RNase-Free DNase Set (Qiagen).
RNA concentration was assessed using a NanoDrop

photometer (Thermo Scientific, Wilmington, DE, USA.
RNA was stored at −80°C for up to three months.

Reverse transcription
For analysis by quantitative PCR, 250 μg RNA from each
sample was reversely transcribed using the Transcriptor
First Strand cDNA Synthesis Kit (Roche) according to
the manufacturer’s instructions. Resulting cDNA was
stored at −20°C for up to six months.

Quantitative PCR
For the adipogenic differentiation markers LPL and
PPAR-γ, the osteogenic markers AP and OPN, and the
chondrogenic markers SOX9 and COLL2 as well as for
GAPDH as housekeeping gene, PCR analysis of cDNA
obtained from differentiated and undifferentiated BM-
MSC cultures was performed using ready-to-use amplifi-
cation primer mixes for RT-PCR (search-LC, Heidelberg,
Germany) in combination with LightCycler FastStart
DNA Master SYBR Green I (Roche) and the LightCycler
Instrument (Roche), according to the manufacturer’s in-
structions. Quantitative PCR assays for Oct4, Nanog,
Prdm14 and SOX2 expression of undifferentiated BM-
MSCs were performed in the same way.
For the PCR targets IDO1 and IDO2, primers were or-

dered from Sigma Aldrich (St. Louis, MO, USA) and used
in combination with the QuantiTect SYBR Green PCR Kit
(Qiagen). Primer sequences were CGGGACACTTTGCT
AAAGGCGCT and GGGGGTTGCCTTTCCAGCCAG
for IDO1 and CCTGCAGAGGTCCTGCCAAGGAA and
ATGCAGGCTCTCTCCCCCAGG for IDO2 cDNA. The
primer annealing step was performed at 60°C. PCR speci-
ficity for IDO1 and IDO2 was confirmed by product
sequencing (4base lab, Reutlingen, Germany).
PCR results were analyzed by normalizing the expres-

sion of each target gene to the expression of the house-
keeping gene GAPDH in each sample. Gene induction for
differentiation markers was calculated by normalization of
the gene expression of differentiated cultures to undiffer-
entiated controls.

T cell proliferation assays
The immunosuppressive properties of BM-MSCs were
analyzed in co-culture assays with activated allogeneic T
cells. BM-MSCs at P2 were mitotically inactivated by
treatment with 40 μg/ml mitomycin C for 30 minutes at
37°C in serum free medium. Thereafter, BM-MSCs were
washed three times in SCM and seeded into 96-well
plates (Nunc, Roskilde, Denmark) in triplicates at a
density of 2 × 104 cells per well. After 24 hours, 1 × 105

PBMNCs, freshly isolated by density-gradient centrifuga-
tion from heparinized blood of healthy donors and nor-
malized to the lymphocyte number, were added to the
appropriate wells of BM-MSC cultures. T cells were stim-
ulated by addition of 10 μg/ml Phytohaemagglutinin-L
(Sigma) and cultured for 72 hours under standard cul-
ture conditions. During the last six hours, 100 μM
Bromodeoxyuridine (BrdU) labeling solution from the
Cell Proliferation ELISA, BrdU (colorimetric) Kit
(Roche) was added to the (co-) cultures and cell prolif-
eration was assessed by the subsequent ELISA, using
the anti-BrdU antibody provided in the kit according to
the manufacturer’s instructions. Photometric light ab-
sorption was measured in a plate reader and absorb-
ance values were averaged and normalized to the
PBMNC only control of the respective blood donor. Su-
pernatants of T cell proliferation assays were collected
and stored at −80°C for subsequent analysis of cytokine
production.

Multiplex analysis of cytokine production
Cytokine production of BM-MSCs alone and of BM-
MSC-PBMNC co-cultures was analyzed in supernatants
of T cell proliferation assays. Samples of 25 μl cell cul-
ture supernatant were analyzed in triplicates using hu-
man cytokine/chemokine multiplex kits (Millipore)
according to the manufacturer’s instructions. The Kits
were composed of beads for detection of IL-2, IL-4, IL-6,
IL-8, IL-10, IFN-γ and TNF-α. Analysis was performed
using a Luminex® 200 instrument (Luminex Corporation,
Austin, TX, USA).

Analysis of trophic factor secretion
For evaluation of trophic factor secretion, BM-MSCs
MSCs from 11 unrelated donors (5 female, 6 male; age:
50.9 y ± 13.3 y) (P2) were seeded to six-well plates at a
subconfluent density of 20,000/cm2. The cells were kept
under standard culture conditions and the medium was
renewed after 24 hours to a precise volume of 3.0 ml per
well. After 72 additional hours, culture supernatants
were transferred to Eppendorf cups and frozen at −80°C
for subsequent cytokine analysis.
Samples were sent to Multimetrix (Heidelberg,

Germany) for multiplex analysis of HGF, LIF, VEGF-A,
bFGF and NGFB expression in a commercial Luminex®
system. Expression of BMP4 and Angiopoietin-1 was an-
alyzed with Quantikine™ ELISA systems (R&D Systems)
per the manufacturer’s instructions. ELISA standard
curves were aligned using a five-parameter logistic re-
gression model for sample quantification. Background
concentration of all factors was measured in complete
culture medium and subtracted from the detected
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concentrations of the respective culture supernatants for
both Luminex® analysis and ELISAs. All samples were
analyzed in technical duplicates.

Analysis of hormone and growth factor receptor
expression
For analysis of androgen receptor and FGFR3 expres-
sion, BM-MSCs from 14 unrelated donors (7 female, 7
male; age: 53.7 y ± 13.8 y) (P2) were seeded into 12-well
plates in a density of 20,000 cells/cm2 and kept under
standard culture conditions for 24 hours. Thereafter, the
cell monolayers were washed with ice cold PBS, lysed in
300 μl Procarta™ lysis buffer (Affymetrix, Santa Clara,
CA, USA) and frozen at −80°C.
Samples were analyzed for FGFR3 and androgen re-

ceptor content with ELISA systems (USCN Life Science,
Wuhan, China) per the manufacturer’s instructions.
ELISA standard curves were aligned using a five-
parameter logistic regression model for sample quantifi-
cation. Background concentration was measured in pure
lysis buffer and subtracted from the detected concentra-
tions of the respective cell lysates. All samples were ana-
lyzed in technical duplicates.

Telomerase activity assay
To quantify telomerase activity, the Telo TAGGG
Telomerase PCR ELISA kit (Roche Applied Science,
Mannheim, Germany), based on the Telomeric Repeat
Amplification Protocol (TRAP), was used on 2 × 105 BM-
MSCs at P1 according to the manufacturer’s instructions.
Samples were classified as telomerase negative when the
extinction value was <0.2 after subtracting the negative
control.

Statistical analysis
The statistical analyses were performed using ANOVA
analysis of variance, the Spearman two-tailed correlation
test, or the two-tailed Student’s t-test. Differences were
considered significant when P <0.05.

Results
BM-MSC preparations are composed of BM-MSC
subpopulations with a heterogenic phenotype
Flow cytometric analysis was performed with 38 BM-
MSC preparations (even distribution of gender and age
(20 male, age: 54.4 y ± 11.3 y SD; 18 female, age 50.3 y ±
16.9 y SD)) revealing three different patterns of surface
markers on the cells that composed the BM-MSC prepa-
rations in vitro: First, CD29, CD44, CD59, CD73, CD90,
CD105, CD140b, CD166 and HLA ABC were expressed
on the majority of cells within the MSC preparations
(>96%) (n = 33). Second, no or very few (≤0.5%) cells ex-
pressing CD14, CD19, CD34, CD43, CD45, CD86,
CD93, CD133, CD243 and SSEA-1 could be detected
in the BM-MSC preparations (n = 33 except for CD86
(n = 30)) (Figure 1A). In contrast to these two marker
groups, a third marker group showed a great hetero-
geneity of BM-MSC subpopulations expressing these
antigens (2.6% to 84.2%) within the respective BM-
MSC preparations with great standard variations be-
tween the BM-MSC preparations: CD10 (84.2% ±
11.7% SD), CD31 (6.2% ± 5.7% SD), CD56 (9.4%±7.0%SD),
CD71 (71.0% ± 14.4% SD), CD80 (5.5% ± 3.8% SD),
CD106 (76.4% ± 14.8% SD), CD119 (80.3% ± 10.9% SD),
CD130 (63.6% ± 13.3% SD), CD140a (31.5% ± 26.5% SD),
CD146 (77.7% ± 13.3% SD), CD173 (2.6% ± 3.3% SD),
CD271 (13.0% ± 9.8% SD), CD273 (56.9% ± 22.8% SD),
CD274 (37.8% ± 22.9% SD), Galectin 1 (60.8% ± 31.2%
SD), GD2 (35.3% ± 15.1% SD), MSCA-1 (80.0% ± 14.1%
SD), and SSEA-4 (6.8% ± 7.8% SD) (n = 33 except for
CD80 (n = 30), CD119 (n = 27), CD130 (n = 34), CD273
(n = 30), CD274 (n = 30), Galectin 1 (n = 24), and SSEA-4
(n = 36)) (Figure 1B).
Analyses of specific antibody mediated mean fluores-

cence intensity (MFI) per cell (ΔGeo Mean) showed that
the markers that were expressed on most of the cells
(Figure 1A) were also expressed at high density per cell
(Figure 1C). Here, CD90 could be identified as the
marker that was expressed at highest density per cell
(476.8 MFI ±212 SD). In the group of markers that showed
a heterogenic expression profile MSCA-1 was expressed at
highest density per cell (46.7 MFI ±38.8 SD) (n = 36 except
for CD80 (n = 32), CD86 (n = 32), CD119 (n = 29),
CD130 (n = 37), CD273 (n = 32), CD274 (n = 32),
Galectin 1 (n = 26), and SSEA-4 (n = 39)) (Figure 1D).

The phenotype of BM-MSCs from younger donors is
different compared to older donors
The percentage of CD71+, CD146+, and CD274+ cells
correlated negatively with the donor age indicating that
BM-MSC preparations from younger donors contained
more CD71+, CD146+, and CD274+ MSC subpopula-
tions compared to BM-MSC preparations from older do-
nors (n = 34 except for CD274 (n = 31)) (Figure 2A-C).
Similarly, the specific antibody mediated fluorescence

per cell (ΔGeo Mean) of CD71, CD90, CD106, CD140b,
CD146, CD166 and CD274 correlated negatively with
the donor age indicating that the expression of CD71,
CD90, CD106, CD140b, CD146, CD166 and CD274 per
cell was higher in BM-MSC preparations from younger
donors compared to MSC preparations from older do-
nors (n = 34 except for CD274 (n = 31)) (Figure 2D-J).

BM-MSC preparations from female donors contain more
CD119+ and CD130+ cells and smaller cells that divide
more rapidly
BM-MSC preparations from female donors harbored sig-
nificantly more CD119+ cells (86.8% ± 7.3% SD) (n = 11)



Figure 1 Flow cytometric analyses. The expression of CD10, CD14, CD19, CD29, CD31, CD34, CD43, CD44, CD45, CD56, CD59, CD71, CD73,
CD80, CD86, CD90, CD93, CD105, CD106, CD119, CD130, CD133, CD140a, CD140b, CD146, CD173, CD166, CD243, CD271, CD273, CD274, Galectin 1,
GD2, MSCA-1, SSEA-1, SSEA-4 and HLA class I was analyzed by flow cytometry in MSC preparations from multiple donors identifying three groups of
marker expression. Markers that were expressed on all/most of the cells or on none/very few of the cells within the respective MSC preparation
(A) and markers that identified MSC subpopulations by presence or absence of the respective marker (B) (n = 33 except for CD80 (n = 30), CD86
(n = 30), CD119 (n = 27), CD130 (n = 34), CD273 (n = 30), CD274 (n = 30), Galectin 1 (n = 24), and SSEA-4 (n = 36)). Analyses of specific antibody
mediated fluorescence per cell (ΔGeo Mean) identified markers that were expressed at high and low density per cell (C, D) (n = 36 except for CD80
(n = 32), CD86 (n = 32), CD119 (n = 29), CD130 (n = 37), CD273 (n = 32), CD274 (n = 32), Galectin 1 (n = 26), and SSEA-4 (n = 39)). ANOVA analysis of
variance followed by Tukey’s Multiple Comparison Test (***P <0.001). Error bars: SD.
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and CD130+ cells (68.6% ± 11.3% SD) (n = 16) compared
to BM-MSC preparations from male donors (CD119+

cells: 73.9% ± 13.1% SD (n = 17); CD130+ cells: 58.7% ±
13.2% SD (n = 19)) (Figure 2K,L). The diameter of
BM-MSCs from female donors (20.9 μm ± 0.8 μm SD)
(n = 14) was slightly but significantly smaller compared to
male donors (22.0 μm ± 1.1 μm SD) (n = 11) (Figure 3A).
The population doubling time (PDT) of BM-MSCs from
female donors (3.3 d ± 1.9 d SD) (n = 25) was significantly
reduced compared to BM-MSCs from male donors (5.0
d ± 3.7 d SD) (n = 27) (Figure 3B) indicating the pres-
ence of smaller, more rapidly dividing cells in BM-MSC
preparations from female donors compared to male do-
nors. This finding was confirmed by the positive correl-
ation of the cell size to the PDT (n = 25) (Figure 3C). No
correlation was found between the donor age and the



Figure 2 (See legend on next page.)
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Figure 2 Correlation analyses of marker expression to donor age and gender distribution. The percentage of CD71+, CD146+, and CD274+

cells and the specific antibody mediated fluorescence per cell (ΔGeo Mean) of CD71, CD90, CD106, CD140b, CD146, CD166 and CD274 correlated
negatively with the donor age (n = 34 except for CD274 (n = 31)) (A-J). Spearman two-tailed correlation test (*P <0.05; **P <0.01). MSC
preparations from female donors harbored significantly more CD119+ cells (n = 11) and CD130+ cells (n = 16) compared to MSC preparations
from male donors (CD119+ cells: n = 17; CD130+ cells: n = 19) (K, L). Two-tailed Student’s t-test (*P <0.05; **P <0.01). Error bars: SD.
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proliferation capacity of the BM-MSCs (n = 52) (Figure 3D)
and between the donor age to the cell size (n = 25)
(Figure 3E).

BM-MSC preparations containing smaller cells are
composed of subpopulations that express surface
markers at a higher density
The specific antibody mediated fluorescence per cell
(ΔGeo Mean) of CD105, CD119, CD140a, CD166 and
HLA ABC correlated negatively with the cell size
Figure 3 Analyses of cell size and growth kinetics. The diameter of MS
compared to male donors (n = 11) (A). The PDT of MSCs from female don
donors (n = 27) (B). Two-tailed Student’s t-test (*P <0.05). Error bars: SD. Th
correlation was found between the donor age and the proliferation capaci
(n = 25) (E). The specific antibody mediated fluorescence per cell (ΔGeo M
negatively with the cell size (n = 22 except for CD119 (n = 17)) (F-J). The s
CD105, CD119, and HLA ABC correlated negatively with the PDT (n = 27 ex
the percentage of CD146+ cells within the MSC preparations (n = 27) (N). S
****P <0.0001).
indicating that the expression of these antigens was
higher on cells within BM-MSC preparations that con-
tain more small cells (n = 22 except for CD119 (n = 17))
(Figure 3F-J).

BM-MSC preparations containing more rapidly dividing
cells are composed of subpopulations that express
surface markers at a higher density
The specific antibody mediated fluorescence per cell
(ΔGeo Mean) of CD105, CD119 and HLA ABC
Cs from female donors (n = 14) was slightly but significantly smaller
ors (n = 25) was significantly reduced compared to MSCs from male
e cell diameter correlated positively to the PDT (n = 25) (C). No
ty of the MSCs (n = 52) (D) and between the donor age to the cell size
ean) of CD105, CD119, CD140a, CD166 and HLA ABC correlated
pecific antibody mediated fluorescence per cell (ΔGeo Mean) of
cept for CD119 (n = 21)) (K-M). The PDT correlated negatively with
pearman two-tailed correlation test (*P <0.05; **P <0.01; ***P <0.001;
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correlated negatively with the PDT indicating that the
expression of these antigens was higher on cells within
BM-MSC preparations that contain more rapidly dividing
cells (n = 27 except for CD119 (n = 21)) (Figure 3K-M).
Moreover, the PDT correlated negatively with the per-
centage of CD146+ cells within the BM-MSC prepara-
tions (n = 27) (Figure 3N).

High-clonogenic BM-MSCs are smaller, divide more
rapidly and are more frequent in BM-MSC preparations
from younger, female donors
To assess the clonogenic activity of the BM-MSC prepa-
rations, a total of 50 BM donors were analyzed (donor
distribution shown in Additional file 3: Table S1). Com-
paring all ages and both genders, MSC preparations
from the BM of younger donors trended toward more
colony forming cells than MSC preparations from older
donors (n = 50) (Figure 4A). Comparing age groups in-
cluding both genders, significantly more colonies could
be detected in young (<45 years) donors (12.3% ± 7.1%
SD; n = 11) compared to middle-aged (45 to 65 years;
5.6% ± 4.5% SD; n = 26) and older donors (>65 years;
6.9% ± 4.0% SD; n = 13) (Figure 4B). In BM-MSC prepa-
rations from female donors more colony forming cells
could be detected (9.3% ± 6.2% SD; n = 23) compared to
BM-MSC preparations from male donors (5.9% ± 4.8% SD)
(n = 27) (Figure 4C). Age group specific analyses for each
gender confirmed that more colonies could be detected in
young female donors (<45 years) compared to older donors
(Figure 4D,E). The clonogenic potential of the cells
within the BM-MSC preparations was inversely related
to the population doubling time (n = 42) and the cell
diameter (n = 22) indicating a more rapid growth of
smaller, high-clonogenic BM-MSC subpopulation(s)
(Figure 4F,G).
The percentage of CD10+, CD71+, CD106+, CD119+

CD146+, CD166+ and CD271+ cells correlated positively
with the clonogenic potential of the BM-MSCs (n = 31
except for CD119 (n = 25)) (Figure 4H-N). The specific
antibody mediated fluorescence per cell (ΔGeo Mean) of
CD29, CD44, CD119, CD146, CD166 and HLA ABC
correlated positively with the clonogenic potential of the
MSCs (n = 31 except for CD119 (n = 25)) (Figure 4O-T).
These data suggest that CD10, CD29, CD44, CD71,
CD106, CD119, CD146, CD166, CD271 and HLA ABC
indicate BM-MSC preparations with high clonogenic
potential.
The pooled human serum (PHS) used in our study

was obtained from male donors only, consequently
containing more testosterone (16.18 nmol/l) than would
be expected in PHS from female individuals (normal
range of testosterone in male serum: 9 to 30 nmol/l;
normal range of testosterone in female serum: 0.5 to
2.6 nmol/l). Moreover, the PHS contained 75.12 pg/ml
basic fibroblast growth factor (bFGF). To investigate
possible contributions of testosterone and/or bFGF to
the observed differences between female and male BM-
MSCs, we compared androgen receptor and fibroblast
growth factor receptor 3 (FGFR3) expression of BM-
MSC preparations by ELISA. No difference was
detected in the androgen receptor or FGFR3 expression
nor was there any significant correlation of these receptors
to donor age (n = 14 (7 female, 7 male)) (see Additional
file 4: Figure S1).

BM-MSC preparations from female donors demonstrated
higher levels of allogeneic T cell proliferation suppression
BM-MSCs from both female and male donors signifi-
cantly suppressed the proliferation of activated allogen-
eic T cells obtained from six different donors. BM-MSCs
from female donors (nine donors, tested with allogeneic
T cells from two different donors; n = 18) showed a sig-
nificantly increased suppression of T cell proliferation
compared to BM-MSCs from male donors (eight donors,
tested with allogeneic T cells from two different donors;
n = 16) (Figure 5A). No correlation of the donor age to
the potential to suppress T cell proliferation could be
detected (Figure 5B). Upon co-culturing of BM-MSCs
from older donors with activated allogeneic T cells more
interleukin IL-6 could be detected in the supernatant
compared to BM-MSCs from younger donors that were
co-cultured with activated T cells (n = 17) (Figure 5C).
No differences could be detected with respect to IL-2,
IL-4, IL-8, IL-10, IFN-γ and TNF-α concentrations in
the supernatants of BM-MSCs cultured with or without
activated allogeneic T cells (data not shown).
BM-MSCs from both female and male donors

expressed IDO 1 mRNA but no IDO 2 mRNA (data not
shown). Although a trend toward a negative correlation
was observed, no significant correlation of IDO 1 mRNA
expression to T cell proliferation could be detected (n = 8)
(Figure 5D). No difference of IDO 1 mRNA expression
from male BM-MSC donors compared to female BM-
MSC donors could be detected and no correlation of the
IDO 1 mRNA expression to the donor age could be ob-
served (n = 22) (Figure 5E,F).

The in vitro mesodermal differentiation capacity of BM-
MSCs is not affected by donor age and donor gender but
by phenotype
No donor age or gender related differences could be
detected for the adipogenic, osteogenic and chondrogenic
in vitro differentiation capacity of the BM-MSC prepara-
tions as analyzed by lineage specific staining (Oil Red O for
adipogenesis; Alizarin Red for osteogenesis, and Safranain
O for chondrogenesis (n = 32); Figure 6A-E) and no statis-
tically significant differences could be detected for the
lineage specific mRNA induction (LPL (n = 44) and PPARγ
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Figure 4 Analyses of clonogenic potential. Comparing all ages and both genders, MSC preparations from the BM of younger donors trended
toward more colony forming cells than MSC preparations from older donors (n = 50) (A). Spearman two-tailed correlation test. Comparing age
groups including both genders, significantly more colonies could be detected in young donors (<45 years) (n = 11) compared to middle-aged
(n = 26) and older donors (n = 13) (B). ANOVA analysis of variance followed by Tukey’s Multiple Comparison Test (*P <0.05; **P <0.01). Error bars:
SD. In BM-MSC preparations from female donors more colony forming cells could be detected (n = 23) compared to BM-MSC preparations from
male donors (n = 27) (C). Two-tailed Student’s t-test (*P <0.05). Error bars: SD. Age-group specific analyses for each gender confirmed that more
colonies could be detected in young female donors (<45 years) compared to older donors (D, E). ANOVA analysis of variance followed by Tukey’s
Multiple Comparison Test (*P <0.05). Error bars: SD. The clonogenic potential of the cells within the BM-MSC preparations was negatively correlated to
the population doubling time (n = 42) and the cell diameter (n = 22) (F, G). Spearman two-tailed correlation test (**P <0.01; ****P <0.0001). The
percentage of CD10+, CD71+, CD106+, CD119+ CD146+, CD166+ and CD271+ cells correlated positively with the clonogenic potential of the BM-MSCs
(n = 31 except for CD119 (n = 25)) (H-N). The specific antibody mediated fluorescence per cell (ΔGeo Mean) of CD29, CD44, CD119, CD146, CD166
and HLA ABC correlated positively with the clonogenic potential of the MSCs (n = 31 except for CD119 (n = 25)) (O-T). Spearman two-tailed
correlation test (*P <0.05; **P <0.01; ***P <0.001; ****P <0.0001).
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(n = 48) for adipogenesis; OPN (n = 17) and AP (n = 41)
for osteogenesis; SOX9 (n = 47) and COLL2 (n = 32) for
chondrogenesis; Figure 6F-Q).
The percentage of CD10+ cells (n = 27) and the specific

antibody mediated fluorescence per cell (ΔGeo Mean) of
CD119 (n = 22) correlated positively with the induction of
Figure 5 Analyses of the immunosuppressive potential of MSCs. MSC
proliferation of activated allogeneic T cells. MSCs from female donors (n =
proliferation than MSCs from male donors (n = 16). Data are normalized to
variance followed by Tukey’s Multiple Comparison Test (*P <0.05; ***P <0.0
suppress T cell proliferation could be detected (B). Upon co-culturing of MSC
detected in the supernatant compared to MSCs from younger donors that w
correlation test (*P <0.05). Although a trend toward a negative correlation wa
proliferation could be detected (n = 8) (D). Spearman two-tailed correlation te
compared to female MSC donors could be detected (n = 22) (E). Two-tailed S
expression to the donor age could be observed (n = 22) (F). Spearman two-ta
PPARγ mRNA under adipogenic differentiation (Additional
file 5: Figure S2A-D). Moreover, the percentage of GD2+

cells and the specific antibody mediated fluorescence
per cell (ΔGeo Mean) of GD2 correlated negatively with
the induction of LPL mRNA under adipogenic differen-
tiation (n = 26) (Additional file 5: Figure S2E,F).
s from both female and male donors significantly suppressed the
18) showed a significantly higher potency to suppress T cell
the proliferation index of PBMNCs alone (A). ANOVA analysis of
01). Error bars: SD. No correlation of the donor age to the potential to
s from older donors with activated allogeneic T cells more IL-6 could be
ere co-cultured with activated T cells (n = 17) (C). Spearman two-tailed
s observed, no significant correlation of IDO 1 mRNA expression to T cell
st. No difference of IDO 1 mRNA expression from male MSC donors
tudent’s t-test. Error bars: SD. No correlation of the IDO 1 mRNA
iled correlation test.



Figure 6 Mesodermal differentiation potential of MSCs. No donor age or gender related differences could be detected for the adipogenic,
osteogenic and chondrogenic in vitro differentiation capacity of the MSC preparations as analysed by lineage specific staining (Oil Red O for
adipogensis; Alizarin Red for osteogenesis, and Safranain O for chondrogenesis (n = 40); differentiation: A, C, E; negative controls: B, D) and no
statistically significant differences could be detected for the lineage specific mRNA expression (LPL (n = 44) and PPARγ (n = 48) for adipogenesis;
OPN (n = 17) and AP (n = 41) for osteogenesis; SOX9 (n = 47) and COLL2 (n = 32) for chondrogenesis; F-Q). Two-tailed Student’s t-test and
Spearman two-tailed correlation test. Error bars: SD. Scale bars: 100 μm.
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The phenotype of BM-MSCs but not donor age or gender
affects the secretion of trophic factors
BM-MSCs secreted the highest concentrations of VEGF-
A and HGF, followed by LIF, Angiopoietin-1, bFGF and
NGFB. BMP4 could not be detected in the supernatants
of the tested BM-MSC preparations (six female, five
male; age: 50.9 y ± 12.7 y SD) (see Additional file 6:
Figure S3A). Correlation analyses of the six secreted fac-
tors to markers potentially defining BM-MSC subpopula-
tions (Figure 1) revealed a significant negative correlation
of HGF secretion to the expression of CD71, CD140b and
Galectin 1 (n = 11 except for Galectin 1 (n = 9)) (see
Additional file 6: Figure S3B), and no positive correl-
ation of the tested markers to the secretion of trophic
factors could be identified. Moreover, neither donor age
nor gender affected the secretion of trophic factors (see
Additional file 6: Figure S3C,D). Interestingly, we
detected Angiopoietin-1 in the supernatants of only 4
of the 11 tested BM-MSC populations (see Additional
file 7: Table S2). Age and gender distribution within the
“secretor” group (53.3 y ± 16.6 y; two female, two male)
and the “non-secretor” group (49.6 y ± 9.6 y; three female,
four male) was balanced, and no correlation of the marker
expression to the Angiopoietin-1 “(non-)secretor” status
of the BM-MSCs could be identified (see Additional file 6:
Figure S3E,F).
Oct4, Nanog and Prdm14 mRNA expression is low
compared to pluripotent stem cells and is not affected by
age or gender in BM-MSC preparations in vitro
Oct4, Nanog and Prdm14 mRNA was expressed by BM-
MSCs in vitro whereas SOX2 mRNA could only be
detected at minimal level in 5 out of 18 analyzed BM-
MSC preparations. The BM-MSCs expressed signifi-
cantly more Oct4 mRNA than Nanog mRNA or Prdm14
mRNA however, no significant difference in Nanog
mRNA expression compared to Prdm14 mRNA ex-
pression could be detected (n = 28 except for Prdm14
(n = 23)) (Figure 7A). Compared to pluripotent human
ESCs (HUES9) and a human pluripotent germ cell
tumor line (NCCIT) the expression of Oct4 mRNA,
Nanog mRNA and Prdm14 mRNA was much lower in
BM-MSCs. HUES9 cells and NCCIT cells expressed 103

to 104 times more Oct4, Nanog and PRDM14 mRNA than
BM-MSCs (Figure 7B-D). Moreover, no correlation of the
expression of Oct4, Nanog and Prdm14 mRNA to donor
age (n = 28 except for Prdm14 (n = 23)) (Figure 7E-G) or
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Figure 7 Expression of Oct4, Nanog and Prdm14 mRNA and functional relevance. The MSCs expressed significantly more Oct4 mRNA than
Nanog or Prdm14 mRNA; however, no significant difference in Nanog mRNA expression compared to Prdm14 mRNA expression could be
detected (n = 28 except for Prdm14 (n = 23)) (A). Compared to pluripotent HUES9 cells and pluripotent NCCIT cells the expression of Oct4 mRNA,
Nanog mRNA and Prdm14 mRNA was much lower in MSCs (B-D). Compared to NCCIT cells the HUES9 cells expressed more Oct4 mRNA, Nanog
mRNA and Prdm14 mRNA (B-D). ANOVA analysis of variance followed by Tukey’s Multiple Comparison Test (*P <0.05; ***P <0.001). Error bars: SD.
No correlation of the expression of Oct4, Nanog and Prdm14 mRNA to donor age (n = 28 except for Prdm14 (n = 23)) (E-G) or any gender-related
differences could be detected (n = 28 except for Prdm14 (n = 23)) (H-J). The clonogenic potential of MSCs correlated positively to the expression
of Prdm14 mRNA (n = 18) but not to Oct4 (n = 24) or Nanog mRNA (n = 24) (K-M). Two-tailed Student’s t-test and Spearman two-tailed
correlation test (**P <0.01). Error bars: SD.
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any gender-related differences could be detected (n = 28
except for Prdm14 (n = 23)) (Figure 7H-J).

Prdm14 mRNA expression is positively correlated to the
clonogenic potential of MSCs in vitro
The clonogenic potential of BM-MSCs correlated posi-
tively to the expression of Prdm14 mRNA (n = 18) but not
to Oct4 (n = 24) or Nanog mRNA (n = 24) (Figure 7K-M).
Interestingly, the clonogenic potential of the BM-MSC
preparations did not correlate to the induction of lineage
specific mRNA expression (LPL, PPARγ, OPN, AP, SOX9
and COLL2) under differentiation in vitro (data not
shown; summary in Table 1). Moreover, the expression of
Oct4, Nanog and Prdm14 mRNA in undifferentiated BM-
MSCs did not correlate to the induction of lineage specific
mRNA expression under differentiation of the respective
MSC preparations in vitro (LPL, PPARγ, OPN, AP, SOX9
and COLL2) except for a negative correlation of SOX9
mRNA expression under chondrogenic differentiation to
Oct4 (n = 25) and Prdm14 mRNA (n = 19) expression
(data not shown; summary in Table 1).
Table 1 Not significantly correlated parameters

Parameter 1 Parameter 2

Donor age Diameter

Donor age PDT

Donor age Secretion of IL-2, IL-4, IL-8, IL-10

Donor age Expression of Oct4 mRNA

Donor age Expression of Nanog mRNA

Donor age Expression of Prdm14 mRNA

Donor gender Antigen density per cell(ΔGeo

Donor gender Secretion of IL-2, IL-4, IL-6, IL-8,

Donor gender Secretion of IL-2, IL-4, IL-6, IL-8,
allogeneic T cells)

CFU-F Induction of LPL, PPARγ, OPN, A

CFU-F Expression of Oct4 mRNA

CFU-F Expression of Nanog mRNA

Expression Oct4 mRNA (undifferentiated) Induction of LPL, PPARγ, OPN, A

Expression Nanog mRNA (undifferentiated) Induction of LPL, PPARγ, OPN, A

Expression Prdm14 mRNA (undifferentiated) Induction of LPL, PPARγ, OPN, A

Donor age, donor gender Secretion of Angiopoietin-1, NG
Human BM-MSCs show no telomerase activity in vitro
No telomerase activity could be detected in 24 analyzed
BM-MSC preparations (11 female, 13 male; average age
53.7 years ± 12.7 years SD) (data not shown).

Discussion
BM-MSC preparations in vitro are known to be a
heterogenic mix of adherently growing cells sharing
similar, that is, spindle shaped, morphology [25]. Studies
have revealed that BM-MSC preparations in vitro are
composed of poorly defined subpopulations, and that a
minority of clonally expanded MSCs showed full “tri-
lineage” (adipogenic, osteogenic and chondrogenic) dif-
ferentiation potential [12,14,26,27], pointing toward
functional differences of BM-MSC subpopulations. In
addition to intra-individual heterogeneity, donor-related
variations of differentiation potential and growth kinetics
of MSC preparations point toward significant inter-
individual heterogeneity [11,12]. Studies that identify in vivo
stromal cell subpopulations are rare and focus on very few
markers [24,28,29]. Attempts were, therefore, made to find
n

25

52

, TNFα, IFNγ(BM-MSCs alone) 17

28

28

23

Mean Fluorescence) 34

IL-10, TNFα, IFNγ(BM-MSCs with stimulated allogeneic T cells) 17

IL-10, TNFα, IFNγ(BM-MSCs alone or with stimulated 17

P, SOX9 and COLL2 mRNA (differentiation) 13 to 39

24

24

P and COLL2 mRNA (differentiation) 25

P, SOX9, and COLL2 mRNA (differentiation) 25

P and COLL2 mRNA (differentiation) 19

FB, LIF, bFGF, VEGF-A, HGF 11
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distinct markers to identify the most “potent”MSC subpop-
ulations for possible clinical use [13,15,23,30-32], resulting
in greatly improved characterization of MSC prepara-
tions in vitro. Whether a distinct phenotype correlated
with specific functional properties was addressed by
sorting and analyzing few subpopulations but likely left
many uncharacterized. As to heterogeneity, in vitro
data are not conclusive due to study-to-study variations
on BM-MSC performance (for example, differentiation
potential) and reproducibility challenges. Therefore, it
is difficult to understand the in vivo nature and com-
position of the BM stroma as well as the impact of
in vitro selection and culture conditions on BM-MSC
subpopulations. Analysis of sorted BM-MSC subpopu-
lations, requiring thorough optimization of culture con-
ditions for each subpopulation, is one option. We
analyzed great numbers of human BM-MSC preparations
to identify statistically robust correlations of phenotype,
donor gender and age to functional properties.
We identified three surface marker patterns on adher-

ent BM-MSCs in vitro: (1) markers uniquely expressed
by all cells; (2) markers not expressed by any cells; and
(3) markers heterogeneously expressed by subpopulations.
Here we saw prominent inter-individual heterogeneity.
With respect to distinct phenotypes of BM-MSC subpop-
ulations, these markers appear most interesting and prob-
ably allow correlation of MSC preparations to potency.
The great heterogeneity of MSC preparations still ham-
pers the development of marker-based potency assays
for MSCs, such as the well-established quantification of
CD34+ cells in hematopoietic stem cell preparations.
Quantification of cells expressing (or lacking) these

markers allowed us to distinguish markers expressed on
rare (≤10%) subpopulations versus those on more fre-
quent subpopulations.
To what extent, if any, adult BM-MSCs exhibit stem

cell properties (that is, self-renewal and broad differenti-
ation capacity) has been under debate for over a decade
[33]. Despite difficulties in distinguishing self-renewal
from proliferation or selection of immortalized clones,
studies suggest MSCs might have self-renewal capacity
[34]. Clonal growth is associated with self-renewal, regu-
lated by factors such as LIF and BMPs [35,36]. However,
determination of a stem cell character cannot be based
on clonal growth alone because the differentiation po-
tential of cell clones derived from BM is highly variable
and only a minority of clones exhibit mesodermal “tri-
lineage” differentiation capacity [26]. Regarding differen-
tiation capacity, functional data on non-mesodermal or
myogenic differentiation of human BM-MSCs are miss-
ing or controversial [10,19,37] and no study has reported
on differentiation of adult human BM-MSCs, isolated by
plastic adherence, into cells or tissue(s) of all three germ
layers upon blastocyst transfer or teratoma formation
in vivo. The surface antigen SSEA-4 and the transcrip-
tion factors Oct4, Nanog and Prdm14 are regarded as
stem cell markers [33,38,39]. SSEA-4+ MSCs [40,41],
multipotent adult progenitor cells (MAPC), marrow-
isolated adult multi-lineage inducible cells (MIAMI) and
very small embryonic-like (VSEL) stem cells were shown
to express stem cell markers, and could be differentiated
into various mesodermal and non-mesodermal cell types
[42-47]. We have also shown in vivo that adult human
BM harbors distinct stromal cell entities expressing
Oct4, Nanog and SSEA-4 on the protein/antigen level
[48]. To put these observations into context with BM-
MSCs in vitro, we analyzed clonogenic potential, meso-
dermal differentiation potential, expression of stem cell
markers, and telomerase activity of the BM-MSC prepa-
rations. A variety of antigens, but not SSEA-4, were cor-
related to BM-MSC preparations with high clonogenic
potential. Notably, the clonogenic potential of BM-
MSCs did not correlate to differentiation potential or
telomerase activity, and BM-MSCs expressed much
lower levels of stem cell marker mRNA compared to
pluripotent stem cells. Our data suggest that BM-MSC
preparations isolated and cultured under standard
conditions do not contain cells with stem cell proper-
ties, in possible contrast to MAPC, MIAMI or VSEL
stem cells that require specialized isolation and cul-
ture conditions.
Our correlation analyses suggest the presence of BM-

MSC phenotypes with either higher (CD10, CD119) or
lower (GD2) adipogenic differentiation potential in vitro.
Human BM harbors adipogenic stromal cells expressing
CD10 but not GD2 in vivo [48]. We speculate that this
cell type was, among others, positively selected by plastic
adherence thereby being able to give rise to terminally dif-
ferentiated adipocytes when exposed to the respective dif-
ferentiation medium in vitro. To verify this hypothesis, we
suggest future studies on sorted cells investigating the
adipogenic differentiation potential of CD10+CD119+GD2-

and CD10-CD119-GD2+ BM-MSC subpopulations.
BM-MSC-mediated immunomodulation mainly comes

as potent immunosuppression [18,49]. Therefore, BM-
MSCs are used in the clinic for treatment of graft-ver-
sus-host disease (GvHD) [6,50] and multiple sclerosis
(MS) [9,51,52], and clinical trials to treat type-1 diabetes
(T1D) are underway. Here we investigated the expres-
sion of factors in BM-MSC preparations that are in-
volved in BM-MSC immunomodulation. We show for
the first time that human BM-MSCs express IDO1 but
not IDO2, consistent with the fact that IDO1 but not
IDO2 is involved in tryptophan degradation [53].
François et al. [54] reported on the great variability of
seven BM-MSC preparations to suppress T cell prolifera-
tion. Moreover, in analyzing 21 data points, they ob-
served a positive correlation between IDO production by
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BM-MSCs and their potential to suppress T cell prolifer-
ation [54]. In our study, despite donor-to-donor variabil-
ity, MSCs from female donors showed significantly
increased suppression of T cell proliferation compared
to male donors. Although we observed only trends in
greater IDO1 mRNA expression in female BM-MSCs
and stronger suppression of T cell proliferation by BM-
MSCs expressing more IDO1 mRNA, we hypothesize
that the superior immunosuppressive properties of fe-
male BM-MSCs might be mediated by IDO1.
Galectin 1, located either on the surface or in the

cytoplasma of BM-MSCs, plays an important role in
MSC-mediated suppression of T cell proliferation [55]
and Galectin 1+ stromal cells contribute to the
hematopoietic niche in the BM [56]. We detected
Galectin 1, and for the first time on human BM-MSCs,
PDL-1 and PDL-2 on approximately 50% of the cells
within BM-MSC preparations, however, at relatively low
densities per cell. Activation of Programmed Death 1
(PD-1) by the negative co-stimulatory molecules PDL-1
and PDL-2 leads to inactivation of T cells [57] and mur-
ine BM-MSCs were shown to exert their immunosup-
pressive function using the PD-1 pathway [58,59]. We
did not observe significant correlations of function, in
particular immunomodulation, to the expression of
Galectin 1, PDL-1 or PDL-2 on BM-MSCs. However,
our results do not negate potential contributions of
these molecules in human BM-MSC function as the
functional analyses of the immunomodulatory properties
were performed with fewer BM-MSC preparations, pos-
sibly hampering the identification of significant differ-
ences or correlations.
Many functional parameters of BM-MSCs did not cor-

relate to donor age or gender (Table 1). We, however,
found that high-clonogenic BM-MSCs were smaller, di-
vided more rapidly and were more frequent in BM-MSC
preparations from younger, female donors. These find-
ings correspond to a study that reported a higher growth
rate and clonogenic potential of BM-MSCs from chil-
dren versus adults [60]. Alves et al. [61] recently associ-
ated several in vitro characteristics of BM-MSCs to
donor age. We found no correlation of donor age to
adipogenic, osteogenic and chondrogenic differentiation
in vitro as confirmed by an extended panel of lineage
specific markers. We identified several differentially
expressed proteins on BM-MSCs from younger donors
compared to older donors. Interestingly, none of these
targets correlated to donor age at the mRNA level in the
Alves et al. study [61]. Besides possible age-related post-
transcriptional impact on protein expression, the expos-
ure of fetal bovine serum plus addition of bFGF in this
study (versus PHS without any additional growth factors
in our study) could have contributed to these discrepant
results.
Studies have shown that MSC function in vivo is medi-
ated by secreted trophic factors [7,62-66] although few
studies, mainly on rodent MSCs, report gender di-
morphism of MSC secretion of trophic factors or cyto-
kines [67,68]. We propose the pre-transplantation
assessment of BM-MSC-secreted trophic factors as a
clinically relevant issue. We, therefore, analyzed the se-
cretion of factors shown to mediate tissue regeneration
and immunomodulation: VEGF-A (angiogenesis), HGF
(angiogenesis, anti-proliferative effects on T-cells), LIF
(induction of Foxp3+ T cells, anti-proliferative effects on
T-cells), Angiopoietin-1 (angiogenesis), bFGF (angiogen-
esis, cell proliferation and migration), BMP4 (cell prolif-
eration, osteogenesis) and NGFB (neuroprotection)
[18,22]. We detected Angiopoietin-1 in the supernatants
of only 4 of 11 tested BM-MSC preparations thereby
identifying “Angiopoietin-1-secretor” and “Angiopoietin-
1-non-secretor” BM-MSC preparations. Angiopoietin-1
secretor status was not determined by age, gender or
marker expression. For further characterization we rec-
ommend RNA microarray screening analyses followed
by functional assessments in vitro and in vivo. Previous
studies reported on rat BM-MSC secretion of BMP4, a
factor in proliferation and differentiation [69,70]. Inter-
estingly, we could not detect BMP4 in the supernatants
of human BM-MSC preparations, which suggests that
secreted BMP4 might not be an ideal target to assess hu-
man BM-MSC preparations in vitro.
PDGF and bFGF play pivotal roles in MSC prolifera-

tion [71,72]. We detected CD140b (PDGFRb) on nearly
all cells in the BM-MSC preparations. For CD140a
(PDGFRa) expression, though possibly defining a sub-
population, we did not find a difference in gender distri-
bution or correlation to BM-MSC proliferation. We,
therefore, lack evidence of a crucial role for PDGF in
gender dimorphism of BM-MSC proliferation. We then
evaluated the possible influence of bFGF on BM-MSC
proliferation. FGF receptors play important roles in pro-
liferation, differentiation and possibly self-renewal of
MSCs [73-75]. Kim et al. [73] showed that human
synovium-derived MSCs transcribed FGFR 1–4 mRNA
but expressed only FGFR3 at the protein level. We ana-
lyzed FGFR3 protein expression in BM-MSCs without
detecting differences between female and male donors,
or identifying a correlation to donor age. The PHS used
in our study was obtained from male donors only, with
consequently more testosterone than expected from fe-
male individuals. To evaluate the role of testosterone in
BM-MSC gender dimorphism, we analyzed the expression
of androgen receptors in BM-MSCs. We found no differ-
ence between genders or a correlation to donor age. This
corresponds to studies reporting that treatment with sex
hormones (dihydrotestosterone, 17β-estradiol) did not in-
crease the proliferative capacity of human MSCs [76,77].
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Last, we identify three markers associated with several
functional properties of BM-MSCs, that is, CD119,
CD146 and HLA ABC (Table 2). We suggest future
studies on sorted CD119+, CD146+ and HLA ABC+ BM-
MSCs to analyze the expression profile of genes that me-
diate therapeutic potential as well as performance in
functional assays.
Conclusions
It has become evident that the currently most widely
used BM-MSC isolation technology, that is, culture of
plastic adherent BM-cells and removal of non-adherent
BM-cells, is a significant selection process for BM-MSC
subpopulations. Hereby, rare MSC subpopulations that
possibly feature stem cell-related properties will be lost.
On the other hand, a heterogenic mix of MSC subpopu-
lations adapts very well to these conditions and prolifer-
ates in vitro as BM-MSC preparations. By analyzing and
extensively characterizing a great number of BM-MSC
preparations, we overcame a major challenge in research
on primary BM-MSCs of donor-to-donor variation. We
hereby identify phenotypes featuring functional proper-
ties that are partially donor-related, and propose future
studies on CD119+, CD146+, HLA ABC+ BM-MSC sub-
populations, as well as on Angiopoietin-1 secreting and
non-secreting BM-MSC preparations.
For clinical production of BM-MSCs, markers that

correlate positively and negatively to functional proper-
ties of BM-MSC preparations and markers that define
rare subpopulations could be useful for the development
of assays to define release or characterization criteria for
quality control purposes and clinical applications. More-
over, the gender-related effect on growth kinetics of BM-
MSCs could help to plan their scale-up production.
Table 2 Assignment of functional and phenotypical
properties to CD119, CD146 and HLA ABC expression

Marker Parameter Correlation n

CD119 (IFNγR1) antigen density per
cell (ΔGeo Mean Fluorescence)

CFU-F Positive 25

diameter Negative 17

PDT Negative 21

Induction PPARγ
mRNA

Positive 22

Female donors
> male donors*

n.a. 28

CD146 (MCAM) antigen density per
cell (ΔGeo Mean Fluorescence)

CFU-F Positive 31

PDT* Negative 27

Donor age Negative 34

HLA ABC antigen density per cell
(ΔGeo Mean Fluorescence)

CFU-F Positive 31

Diameter Negative 22

PDT Negative 27

*Percentage of antigen positive cells.
For clinical applications, our data might, on one hand,
provide evidence to initiate clinical phase I trials com-
paring the immunomodulatory potential of allogeneic
BM-MSC preparations from female to male donors for
diseases such as GvHD, MS or T1D. On the other hand,
donor age or gender might not affect BM-MSC perform-
ance in clinical applications where BM-MSC-derived
trophic factors are considered to contribute substantially
to efficacy of the cell therapy (for example, stroke or
myocardial infarction).
Additional files

Additional file 1: Figure S4. Flow cytometry gating strategy. FSC–SSC
gating to separate debris from intact cells (G1). Dead cells were excluded
by uptake of 7-AAD (G2 on 7-AAD negative (= live) cells). Percentage
analysis of antigen-positive cells and fluorescence intensity was
performed with FlowJo-7.2.5 software. For compensation of unspecific
antibody binding, the positivity of the respective matched isotype
control was subtracted from all samples.

Additional file 2: Figure S5. Flow cytometry density plots. Density
plots from flow cytometric analysis show a representative BM-MSC
preparation (P1). Overlay density plots show gated cells after excluding
non-viable cells and debris. Green: specific antibody; red: isotype control.

Additional file 3: Table S1. Donor distribution and data for CFU-F
analyses.

Additional file 4: Figure S1. Expression of androgen receptor and
FGFR3 by BM-MSCs. No difference was detected in androgen receptor
and FGFR3 expression between BM-MSC preparations of female and
male donors (A, B) and no significant correlation was found between
these receptors and donor age (C, D) (n = 14 (7 female, 7 male)). Lower
detection limits (ELISA): Androgen receptor: 113 pg/ml; FGFR3: 55 pg/ml.
Two-tailed Student’s t-test and Spearman two-tailed correlation test, error
bars: SD.

Additional file 5: Figure S2. Adipogenic differentiation potential of
MSCs. The percentage of CD10+ cells (n = 27) and the specific antibody
mediated fluorescence per cell (ΔGeo Mean) of CD119 (n = 22)
correlated positively with the induction of PPARγ mRNA under
adipogenic differentiation (A-D). Moreover, the percentage of GD2+ cells
and the specific antibody mediated fluorescence per cell (ΔGeo Mean) of
GD2 correlated negatively with the induction of LPL mRNA under
adipogenic differentiation (n = 26) (E, F). Hereby, we identified two
phenotypes with either higher (CD10, CD119) or lower (GD2) adipogenic
differentiation potential within the BM-MSC preparations. Spearman two-
tailed correlation test (*P <0.05; **P <0.01).

Additional file 6: Figure S3. Secretion profile of MSC trophic factors.
BM-MSCs secreted the highest concentrations of VEGF-A and HGF,
followed by LIF, Angiopoietin-1, bFGF and NGFB (n = 11) (A). Correlation
analyses of the secreted factors to markers potentially defining MSC
subpopulations revealed a significant negative correlation for HGF
secretion to the expression of CD71, CD140b and Galectin 1 (n = 11
except for Galectin 1 (n = 9)) (B); no positive correlation of the tested
markers to the secretion of trophic factors was identified. Neither donor
age nor gender affected the secretion of trophic factors (C, D); no
correlation of the marker expression to the Angiopoietin-1 “(non-)
secretor” status of the MSCs was identified (n = 11) (E, F). Lower
detection limits (Luminex® and ELISA): NGF-b: 3.9 pg/ml; LIF: 2.5 pg/ml;
FGF-b: 13.2 pg/ml; VEGF-A: 11.2 pg/ml; HGF: 2.2 pg/ml; Angiopoietin-1:
3.45 pg/ml; BMP4: 1.04 pg/ml. ANOVA analysis of variance followed by
Tukey`s Multiple Comparison Test, Two-tailed Student’s t-test and
Spearman two-tailed correlation test (*P <0.05; **P <0.01; ***P <0.001).
Error bars: SD.

Additional file 7: Table S2. Donor variations and data of Angiopoietin-
1 secretion.
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receptor; PDT: Population doubling time; PD(L)-1: Programmed death
(ligand)1; PE: Phycoerythrin; PHS: Pooled human serum; PPAR-γ: Peroxisome
proliferator-activated receptor-γ; Prdm14: PR domain containing 14;
SCM: Standard culture medium; SD: Standard deviation; Sox2/9: SRY (sex
determining region Y)-box 2/9; SSEA-4: Stage-specific embryonic antigen 4;
T1D: Type-1 diabetes; VEGF-A: Vascular endothelial growth factor-A.

Competing interests
The authors declare no competing interests.

Authors’ contributions
GS contributed to the conception and design of the study and to
manuscript writing, and was responsible for collection of data. TK and KB
were involved in the conception and design of the study, provision of the
study material and the collection of data.. UHK collected the data. HN
provided administrative support and helped with manuscript writing. RS was
responsible for the conception and design of the study, assembled, analyzed
and interpreted data, and wrote the manuscript. All authors read and
approved the final manuscript.

Acknowledgements
The authors wish to thank Dr. Laurence Dahéron, Ph.D. (Harvard Stem Cell
Institute, Cambridge, MA, USA) for kindly providing mRNA from HUES9
hESCs, and Cindy H. Samos (Department of Neurosurgery, Stanford
University, Stanford, CA, USA) for article editing. We acknowledge the
support by the Deutsche Forschungsgemeinschaft and the Open Access
Publishing Fund of the University of Tübingen.

Author details
1Institute of Clinical and Experimental Transfusion Medicine (IKET), University
Hospital Tübingen, Otfried-Müller-Strasse 4/1, D-72076, Tübingen, Germany.
2Department of Orthopaedic Surgery, University Hospital Tübingen,
Hoppe-Seyler-Strasse 3, D-72076, Tübingen, Germany. 3Institute of
Transfusion Medicine and Immunology, German Red Cross Blood Service of
Baden-Württemberg-Hessen, Medical Faculty Mannheim, Heidelberg
University, Friedrich-Ebert Strasse 107, D-68167, Mannheim, Germany.
4Department of Neurosurgery, Stanford Institute for Neuro-Innovation and
Translational Neurosciences, Stanford University School of Medicine, 1201
Welch Road, Stanford, CA 94305-5487, USA.

Received: 17 December 2012 Accepted: 17 May 2013
Published: 11 June 2013

References
1. Friedenstein AJ, Petrakova KV, Kurolesova AI, Frolova GP: Heterotopic of

bone marrow. Analysis of precursor cells for osteogenic and
hematopoietic tissues. Transplantation 1968, 6:230–247.

2. Friedenstein AJ, Chailakhyan RK, Latsinik NV, Panasyuk AF, Keiliss-Borok IV:
Stromal cells responsible for transferring the microenvironment of the
hemopoietic tissues. Cloning in vitro and retransplantation in vivo.
Transplantation 1974, 17:331–340.

3. Muguruma Y, Yahata T, Miyatake H, Sato T, Uno T, Itoh J, Kato S, Ito M,
Hotta T, Ando K: Reconstitution of the functional human hematopoietic
microenvironment derived from human mesenchymal stem cells in the
murine bone marrow compartment. Blood 2006, 107:1878–1887.
4. Miura Y, Miura M, Gronthos S, Allen MR, Cao C, Uveges TE, Bi Y, Ehirchiou D,
Kortesidis A, Shi S, Zhang L: Defective osteogenesis of the stromal stem
cells predisposes CD18-null mice to osteoporosis. Proc Natl Acad Sci U S A
2005, 102:14022–14027.

5. Horwitz EM, Gordon PL, Koo WK, Marx JC, Neel MD, McNall RY, Muul L,
Hofmann T: Isolated allogeneic bone marrow-derived mesenchymal cells
engraft and stimulate growth in children with osteogenesis imperfecta:
Implications for cell therapy of bone. Proc Natl Acad Sci U S A 2002,
99:8932–8937.

6. Le Blanc K, Frassoni F, Ball L, Locatelli F, Roelofs H, Lewis I, Lanino E,
Sundberg B, Bernardo ME, Remberger M, Dini G, Egeler RM, Bacigalupo A,
Fibbe W, Ringdén O, Developmental Committee of the European Group for
Blood and Marrow Transplantation: Mesenchymal stem cells for treatment
of steroid-resistant, severe, acute graft-versus-host disease: a phase II
study. Lancet 2008, 371:1579–1586.

7. Williams AR, Hare JM: Mesenchymal stem cells: biology, pathophysiology,
translational findings, and therapeutic implications for cardiac disease.
Circ Res 2011, 109:923–940.

8. Duijvestein M, Vos AC, Roelofs H, Wildenberg ME, Wendrich BB, Verspaget
HW, Kooy-Winkelaar EM, Koning F, Zwaginga JJ, Fidder HH, Verhaar AP,
Fibbe WE, van den Brink GR, Hommes DW: Autologous bone marrow-
derived mesenchymal stromal cell treatment for refractory luminal
Crohn’s disease: results of a phase I study. Gut 2010, 59:1662–1669.

9. Freedman MS, Bar-Or A, Atkins HL, Karussis D, Frassoni F, Lazarus H,
Scolding N, Slavin S, Le Blanc K, Uccelli A: The therapeutic potential of
mesenchymal stem cell transplantation as a treatment for multiple
sclerosis: consensus report of the international MSCT study group.
Mult Scler 2010, 16:503–510.

10. Phinney DG, Prockop DJ: Concise review: mesenchymal stem/multipotent
stromal cells: the state of transdifferentiation and modes of tissue
repair–current views. Stem Cells 2007, 25:2896–2902.

11. Phinney DG, Kopen G, Righter W, Webster S, Tremain N, Prockop DJ: Donor
variation in the growth properties and osteogenic potential of human
marrow stromal cells. J Cell Biochem 1999, 75:424–436.

12. Russell KC, Phinney DG, Lacey MR, Barrilleaux BL, Meyertholen KE, O’Connor
KC: In vitro high-capacity assay to quantify the clonal heterogeneity in
trilineage potential of mesenchymal stem cells reveals a complex
hierarchy of lineage commitment. Stem Cells 2010, 28:788–798.

13. Quirici N, Soligo D, Bossolasco P, Servida F, Lumini C, Deliliers GL: Isolation
of bone marrow mesenchymal stem cells by anti-nerve growth factor
receptor antibodies. Exp Hematol 2002, 30:783–791.

14. Schäfer R, Schnaidt M, Klaffschenkel RA, Siegel G, Schüle M, Rädlein MA,
Hermanutz-Klein U, Ayturan M, Buadze M, Gassner C, Danielyan L, Kluba T,
Northoff H, Flegel WA: Expression of blood group genes by mesenchymal
stem cells. Br J Haematol 2011, 153:520–528.

15. Schäfer R, Dominici M, Müller I, Horwitz E, Asahara T, Bulte JW, Bieback K,
Le Blanc K, Bühring HJ, Capogrossi MC, Dazzi F, Gorodetsky R, Henschler
R, Handgretinger R, Kajstura J, Kluger PJ, Lange C, Luettichau I,
Mertsching H, Schrezenmeier H, Sievert KD, Strunk D, Verfaillie C,
Northoff H: Basic research and clinical applications of non-
hematopoietic stem cells, 4–5 April 2008, Tubingen, Germany.
Cytotherapy 2009, 11:245–255.

16. Bianco P, Barker R, Brustle O, Cattaneo E, Clevers H, Daley GQ, De Luca M,
Goldstein L, Lindvall O, Mummery C, Robey PG, Sattler de Sousa E Brito C,
Smith A: Regulation of stem cell therapies under attack in Europe: for
whom the bell tolls. EMBO J 2013. Epub ahead of print.

17. Dominici M, Le Blanc K, Mueller I, Slaper-Cortenbach I, Marini F, Krause D,
Deans R, Keating A, Prockop D, Horwitz E: Minimal criteria for defining
multipotent mesenchymal stromal cells. The International Society for
Cellular Therapy position statement. Cytotherapy 2006, 8:315–317.

18. Siegel G, Schäfer R, Dazzi F: The immunosuppressive properties of
mesenchymal stem cells. Transplantation 2009, 87(9 Suppl):S45–S49.

19. Siegel G, Krause P, Wohrle S, Nowak P, Ayturan M, Kluba T, Brehm BR,
Neumeister B, Kohler D, Rosenberger P, Just L, Northoff H, Schäfer R: Bone
marrow-derived human mesenchymal stem cells express
cardiomyogenic proteins but do not exhibit functional cardiomyogenic
differentiation potential. Stem Cells Dev 2012, 21:2457–2470.

20. Song L, Tuan RS: Transdifferentiation potential of human mesenchymal
stem cells derived from bone marrow. FASEB J 2004, 18:980–982.

21. Caplan AI, Dennis JE: Mesenchymal stem cells as trophic mediators. J Cell
Biochem 2006, 98:1076–1084.



Siegel et al. BMC Medicine 2013, 11:146 Page 19 of 20
http://www.biomedcentral.com/1741-7015/11/146
22. Doorn J, Moll G, Le Blanc K, van Blitterswijk C, de Boer J: Therapeutic
applications of mesenchymal stromal cells: paracrine effects and
potential improvements. Tissue Eng Part B Rev 2012, 18:101–115.

23. Cox G, Boxall SA, Giannoudis PV, Buckley CT, Roshdy T, Churchman SM,
McGonagle D, Jones E: High abundance of CD271(+) multipotential
stromal cells (MSCs) in intramedullary cavities of long bones. Bone 2012,
50:510–517.

24. Churchman SM, Ponchel F, Boxall SA, Cuthbert R, Kouroupis D, Roshdy T,
Giannoudis PV, Emery P, McGonagle D, Jones EA: Transcriptional profile of
native CD271+ multipotential stromal cells: evidence for multiple fates,
with prominent osteogenic and Wnt pathway signaling activity. Arthritis
Rheum 2012, 64:2632–2643.

25. Dominici M, Paolucci P, Conte P, Horwitz EM: Heterogeneity of
multipotent mesenchymal stromal cells: from stromal cells to stem cells
and vice versa. Transplantation 2009, 87(9 Suppl):S36–S42.

26. Muraglia A, Cancedda R, Quarto R: Clonal mesenchymal progenitors from
human bone marrow differentiate in vitro according to a hierarchical
model. J Cell Sci 2000, 113:1161–1166.

27. Russell KC, Lacey MR, Gilliam JK, Tucker HA, Phinney DG, O’Connor KC:
Clonal analysis of the proliferation potential of human bone marrow
mesenchymal stem cells as a function of potency. Biotechnol Bioeng 2011,
108:2716–2726.

28. da Silva ML, Caplan AI, Nardi NB: In search of the in vivo identity of
mesenchymal stem cells. Stem Cells 2008, 26:2287–2299.

29. Jones E, McGonagle D: Human bone marrow mesenchymal stem cells
in vivo. Rheumatology (Oxford) 2008, 47:126–131.

30. Battula VL, Treml S, Bareiss PM, Gieseke F, Roelofs H, de Zwart P, Muller I,
Schewe B, Skutella T, Fibbe WE, Kanz L, Bühring HJ: Isolation of functionally
distinct mesenchymal stem cell subsets using antibodies against CD56,
CD271, and mesenchymal stem cell antigen-1. Haematologica 2009,
94:173–184.

31. Bühring HJ, Battula VL, Treml S, Schewe B, Kanz L, Vogel W: Novel markers
for the prospective isolation of human MSC. Ann N Y Acad Sci 2007,
1106:262–271.

32. Martinez C, Hofmann TJ, Marino R, Dominici M, Horwitz EM: Human bone
marrow mesenchymal stromal cells express the neural ganglioside GD2:
a novel surface marker for the identification of MSCs. Blood 2007,
109:4245–4248.

33. Schäfer R: Does the adult stroma contain stem cells? Adv Biochem Eng
Biotechnol 2013, 129:177–189.

34. Phinney DG: Functional heterogeneity of mesenchymal stem cells:
implications for cell therapy. J Cell Biochem 2012, 113:2806–2812.

35. Buick RN, MacKillop WJ: Measurement of self-renewal in culture of
clonogenic cells from human ovarian carcinoma. Br J Cancer 1981,
44:349–355.

36. Thomson SP, Meyskens FL Jr: Method for measurement of self-renewal
capacity of clonogenic cells from biopsies of metastatic human
malignant melanoma. Cancer Res 1982, 42:4606–4613.

37. Rose RA, Jiang H, Wang X, Helke S, Tsoporis JN, Gong N, Keating SC, Parker
TG, Backx PH, Keating A: Bone marrow-derived mesenchymal stromal
cells express cardiac-specific markers, retain the stromal phenotype, and
do not become functional cardiomyocytes in vitro. Stem Cells 2008,
26:2884–2892.

38. Henderson JK, Draper JS, Baillie HS, Fishel S, Thomson JA, Moore H,
Andrews PW: Preimplantation human embryos and embryonic stem cells
show comparable expression of stage-specific embryonic antigens. Stem
Cells 2002, 20:329–337.

39. Tsuneyoshi N, Sumi T, Onda H, Nojima H, Nakatsuji N, Suemori H: PRDM14
suppresses expression of differentiation marker genes in human
embryonic stem cells. Biochem Biophys Res Commun 2008, 367:899–905.

40. Battula VL, Bareiss PM, Treml S, Conrad S, Albert I, Hojak S, Abele H, Schewe
B, Just L, Skutella T, Bühring HJ: Human placenta and bone marrow
derived MSC cultured in serum-free, b-FGF-containing medium express
cell surface frizzled-9 and SSEA-4 and give rise to multilineage
differentiation. Differentiation 2007, 75:279–291.

41. Fazzi R, Pacini S, Carnicelli V, Trombi L, Montali M, Lazzarini E, Petrini M:
Mesodermal progenitor cells (MPCs) differentiate into mesenchymal
stromal cells (MSCs) by activation of Wnt5/calmodulin signalling
pathway. PLoS One 2011, 6:e25600.

42. Roobrouck VD, Clavel C, Jacobs SA, Ulloa-Montoya F, Crippa S, Sohni A,
Roberts SJ, Luyten FP, Van Gool SW, Sampaolesi M, Delforge M, Luttun A,
Verfaillie CM: Differentiation potential of human postnatal mesenchymal
stem cells, mesoangioblasts, and multipotent adult progenitor cells
reflected in their transcriptome and partially influenced by the culture
conditions. Stem Cells 2011, 29:871–882.

43. Jiang Y, Jahagirdar BN, Reinhardt RL, Schwartz RE, Keene CD, Ortiz-Gonzalez
XR, Reyes M, Lenvik T, Lund T, Blackstad M, Du J, Aldrich S, Lisberg A, Low
WC, Largaespada DA, Verfaillie CM: Pluripotency of mesenchymal stem
cells derived from adult marrow. Nature 2002, 418:41–49. Erratum in:
Nature 2007, 447:879–880.

44. Serafini M, Dylla SJ, Oki M, Heremans Y, Tolar J, Jiang Y, Buckley SM, Pelacho
B, Burns TC, Frommer S, Rossi DJ, Bryder D, Panoskaltsis-Mortari A,
O'Shaughnessy MJ, Nelson-Holte M, Fine GC, Weissman IL, Blazar BR,
Verfaillie CM: Hematopoietic reconstitution by multipotent adult
progenitor cells: precursors to long-term hematopoietic stem cells. J Exp
Med 2007, 204:129–139.

45. D’Ippolito G, Diabira S, Howard GA, Menei P, Roos BA, Schiller PC: Marrow-
isolated adult multilineage inducible (MIAMI) cells, a unique population
of postnatal young and old human cells with extensive expansion and
differentiation potential. J Cell Sci 2004, 117:2971–2981.

46. Kucia M, Halasa M, Wysoczynski M, Baskiewicz-Masiuk M, Moldenhawer S,
Zuba-Surma E, Czajka R, Wojakowski W, Machalinski B, Ratajczak MZ:
Morphological and molecular characterization of novel population of
CXCR4+ SSEA-4+ Oct-4+ very small embryonic-like cells purified from
human cord blood: preliminary report. Leukemia 2007, 21:297–303.

47. Kucia M, Reca R, Campbell FR, Zuba-Surma E, Majka M, Ratajczak J, Ratajczak
MZ: A population of very small embryonic-like (VSEL) CXCR4(+)SSEA-1(+)
Oct-4+ stem cells identified in adult bone marrow. Leukemia 2006,
20:857–869.

48. Rasini V, Dominici M, Kluba T, Siegel G, Lusenti G, Northoff H, Horwitz EM,
Schäfer R: Mesenchymal stromal/stem cells markers in the human bone
marrow. Cytotherapy 2013, 15:292–306.

49. Ren G, Zhang L, Zhao X, Xu G, Zhang Y, Roberts AI, Zhao RC, Shi Y:
Mesenchymal stem cell-mediated immunosuppression occurs via
concerted action of chemokines and nitric oxide. Cell Stem Cell 2008,
2:141–150.

50. Le Blanc K, Rasmusson I, Sundberg B, Gotherstrom C, Hassan M, Uzunel M,
Ringden O: Treatment of severe acute graft-versus-host disease with third
party haploidentical mesenchymal stem cells. Lancet 2004, 363:1439–1441.

51. Connick P, Kolappan M, Crawley C, Webber DJ, Patani R, Michell AW, Du
MQ, Luan SL, Altmann DR, Thompson AJ, Compston A, Scott MA, Miller DH,
Chandran S: Autologous mesenchymal stem cells for the treatment of
secondary progressive multiple sclerosis: an open-label phase 2a proof-
of-concept study. Lancet Neurol 2012, 11:150–156.

52. Connick P, Kolappan M, Patani R, Scott MA, Crawley C, He XL, Richardson K,
Barber K, Webber DJ, Wheeler-Kingshott CA, Tozer DJ, Samson RS, Thomas
DL, Du MQ, Luan SL, Michell AW, Altmann DR, Thompson AJ, Miller DH,
Compston A, Chandran S: The mesenchymal stem cells in multiple
sclerosis (MSCIMS) trial protocol and baseline cohort characteristics: an
open-label pre-test: post-test study with blinded outcome assessments.
Trials 2011, 12:62.

53. Löb S, Konigsrainer A, Schäfer R, Rammensee HG, Opelz G, Terness P: Levo-
but not dextro-1-methyl tryptophan abrogates the IDO activity of
human dendritic cells. Blood 2008, 111:2152–2154.

54. Francois M, Romieu-Mourez R, Li M, Galipeau J: Human MSC suppression
correlates with cytokine induction of indoleamine 2,3-dioxygenase and
bystander M2 macrophage differentiation. Mol Ther 2012, 20:187–195.

55. Gieseke F, Bohringer J, Bussolari R, Dominici M, Handgretinger R, Müller I:
Human multipotent mesenchymal stromal cells use galectin-1 to inhibit
immune effector cells. Blood 2010, 116:3770–3779.

56. Mourcin F, Breton C, Tellier J, Narang P, Chasson L, Jorquera A, Coles M,
Schiff C, Mancini SJ: Galectin-1-expressing stromal cells constitute a
specific niche for pre-BII cell development in mouse bone marrow. Blood
2011, 117:6552–6561.

57. Fife BT, Pauken KE: The role of the PD-1 pathway in autoimmunity and
peripheral tolerance. Ann N Y Acad Sci 2011, 1217:45–59.

58. Augello A, Tasso R, Negrini SM, Amateis A, Indiveri F, Cancedda R, Pennesi
G: Bone marrow mesenchymal progenitor cells inhibit lymphocyte
proliferation by activation of the programmed death 1 pathway. Eur J
Immunol 2005, 35:1482–1490.

59. Fiorina P, Jurewicz M, Augello A, Vergani A, Dada S, La Rosa S, Selig M,
Godwin J, Law K, Placidi C, Smith RN, Capella C, Rodig S, Adra CN, Atkinson



Siegel et al. BMC Medicine 2013, 11:146 Page 20 of 20
http://www.biomedcentral.com/1741-7015/11/146
M, Sayegh MH, Abdi R: Immunomodulatory function of bone marrow-
derived mesenchymal stem cells in experimental autoimmune type 1
diabetes. J Immunol 2009, 183:993–1004.

60. Choumerianou DM, Martimianaki G, Stiakaki E, Kalmanti L, Kalmanti M,
Dimitriou H: Comparative study of stemness characteristics of
mesenchymal cells from bone marrow of children and adults.
Cytotherapy 2010, 12:881–887.

61. Alves H, van Ginkel J, Groen N, Hulsman M, Mentink A, Reinders M, van
Blitterswijk C, de Boer J: A mesenchymal stromal cell gene signature for
donor age. PLoS One 2012, 7:e42908.

62. Kurozumi K, Nakamura K, Tamiya T, Kawano Y, Ishii K, Kobune M, Hirai S,
Uchida H, Sasaki K, Ito Y, Kato K, Honmou O, Houkin K, Date I, Hamada H:
Mesenchymal stem cells that produce neurotrophic factors reduce
ischemic damage in the rat middle cerebral artery occlusion model. Mol
Ther 2005, 11:96–104.

63. Nomura T, Honmou O, Harada K, Houkin K, Hamada H, Kocsis JD: I.V.
infusion of brain-derived neurotrophic factor gene-modified human
mesenchymal stem cells protects against injury in a cerebral ischemia
model in adult rat. Neuroscience 2005, 136:161–169.

64. Nguyen BK, Maltais S, Perrault LP, Tanguay JF, Tardif JC, Stevens LM, Borie
M, Harel F, Mansour S, Noiseux N: Improved function and myocardial
repair of infarcted heart by intracoronary injection of mesenchymal
stem cell-derived growth factors. J Cardiovasc Transl Res 2010, 3:547–558.

65. van Poll D, Parekkadan B, Cho CH, Berthiaume F, Nahmias Y, Tilles AW,
Yarmush ML: Mesenchymal stem cell-derived molecules directly
modulate hepatocellular death and regeneration in vitro and in vivo.
Hepatology 2008, 47:1634–1643.

66. Lee JW, Fang X, Krasnodembskaya A, Howard JP, Matthay MA: Concise
review: mesenchymal stem cells for acute lung injury: role of paracrine
soluble factors. Stem Cells 2011, 29:913–919.

67. Crisostomo PR, Wang M, Herring CM, Morrell ED, Seshadri P, Meldrum KK,
Meldrum DR: Sex dimorphisms in activated mesenchymal stem cell
function. Shock 2006, 26:571–574.

68. Crisostomo PR, Wang M, Herring CM, Markel TA, Meldrum KK, Lillemoe KD,
Meldrum DR: Gender differences in injury induced mesenchymal stem
cell apoptosis and VEGF, TNF, IL-6 expression: role of the 55 kDa TNF
receptor (TNFR1). J Mol Cell Cardiol 2007, 42:142–149.

69. Chen DF, Du SH, Zhang HL, Li H, Zhou JH, Li YW, Yi XH, Hou QK, Wu J,
Zeng HP, Hua ZC: Autocrine BMP4 signaling involves effect of cholesterol
myristate on proliferation of mesenchymal stem cells. Steroids 2009,
74:1066–1072.

70. Wislet-Gendebien S, Bruyere F, Hans G, Leprince P, Moonen G, Rogister B:
Nestin-positive mesenchymal stem cells favour the astroglial lineage in
neural progenitors and stem cells by releasing active BMP4. BMC
Neurosci 2004, 5:33.

71. Ng F, Boucher S, Koh S, Sastry KS, Chase L, Lakshmipathy U, Choong C,
Yang Z, Vemuri MC, Rao MS, Tanavde V: PDGF, TGF-beta, and FGF
signaling is important for differentiation and growth of mesenchymal
stem cells (MSCs): transcriptional profiling can identify markers and
signaling pathways important in differentiation of MSCs into adipogenic,
chondrogenic, and osteogenic lineages. Blood 2008, 112:295–307.

72. Fekete N, Gadelorge M, Fürst D, Maurer C, Dausend J, Fleury-Cappellesso S,
Mailänder V, Lotfi R, Ignatius A, Sensebé L, Bourin P, Schrezenmeier H,
Rojewski MT: Platelet lysate from whole blood-derived pooled platelet
concentrates and apheresis-derived platelet concentrates for the
isolation and expansion of human bone marrow mesenchymal stromal
cells: production process, content and identification of active
components. Cytotherapy 2012, 14:540–554.

73. Kim JH, Lee MC, Seong SC, Park KH, Lee S: Enhanced proliferation and
chondrogenic differentiation of human synovium-derived stem cells
expanded with basic fibroblast growth factor. Tissue Eng Part A 2011,
17:991–1002.

74. Lai WT, Krishnappa V, Phinney DG: Fibroblast growth factor 2 (Fgf2)
inhibits differentiation of mesenchymal stem cells by inducing Twist2
and Spry4, blocking extracellular regulated kinase activation, and
altering Fgf receptor expression levels. Stem Cells 2011, 29:1102–1111.

75. Coutu DL, Francois M, Galipeau J: Inhibition of cellular senescence by
developmentally regulated FGF receptors in mesenchymal stem cells.
Blood 2011, 117:6801–6812.

76. Gupta V, Bhasin S, Guo W, Singh R, Miki R, Chauhan P, Choong K, Tchkonia
T, Lebrasseur NK, Flanagan JN, Hamilton JA, Viereck JC, Narula NS, Kirkland
JL, Jasuja R: Effects of dihydrotestosterone on differentiation and
proliferation of human mesenchymal stem cells and preadipocytes. Mol
Cell Endocrinol 2008, 296:32–40.

77. Breu A, Sprinzing B, Merkl K, Bechmann V, Kujat R, Jenei-Lanzl Z, Prantl L,
Angele P: Estrogen reduces cellular aging in human mesenchymal stem
cells and chondrocytes. J Orthop Res 2011, 29:1563–1571.

doi:10.1186/1741-7015-11-146
Cite this article as: Siegel et al.: Phenotype, donor age and gender
affect function of human bone marrow-derived mesenchymal stromal
cells. BMC Medicine 2013 11:146.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Isolation and culture of human BM-MSCs
	Flow cytometry
	Analysis of cell size and PDT
	Colony forming assays
	In vitro differentiation assays
	Quantitative RT-PCR
	RNA isolation
	Reverse transcription
	Quantitative PCR

	T cell proliferation assays
	Multiplex analysis of cytokine production
	Analysis of trophic factor secretion
	Analysis of hormone and growth factor receptor expression
	Telomerase activity assay
	Statistical analysis

	Results
	BM-MSC preparations are composed of BM-MSC subpopulations with a heterogenic phenotype
	The phenotype of BM-MSCs from younger donors is different compared to older donors
	BM-MSC preparations from female donors contain more CD119+ and CD130+ cells and smaller cells that divide more rapidly
	BM-MSC preparations containing smaller cells are composed of subpopulations that express surface markers at a higher density
	BM-MSC preparations containing more rapidly dividing cells are composed of subpopulations that express surface markers at a higher density
	High-clonogenic BM-MSCs are smaller, divide more rapidly and are more frequent in BM-MSC preparations from younger, female donors
	BM-MSC preparations from female donors demonstrated higher levels of allogeneic T cell proliferation suppression
	The in�vitro mesodermal differentiation capacity of BM-MSCs is not affected by donor age and donor gender but by phenotype
	The phenotype of BM-MSCs but not donor age or gender affects the secretion of trophic factors
	Oct4, Nanog and Prdm14 mRNA expression is low compared to pluripotent stem cells and is not affected by age or gender in BM-MSC preparations in�vitro
	Prdm14 mRNA expression is positively correlated to the clonogenic potential of MSCs in�vitro
	Human BM-MSCs show no telomerase activity in�vitro

	Discussion
	Conclusions
	Additional files
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


