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Bone marrow-derived multipotent stromal cells (MSCs), also known as mesenchymal stem cells, have great
promise due to their capacity for tri-lineage differentiation and immunosuppressive properties, which allows for
their allogeneic use and ultimately may allow for treatment of many diseases. MSCs will require extensive
expansion and passaging to obtain cells in sufficient numbers necessary for cell therapies. MSCs from many
donors could potentially be used. Because of this, there is a need to understand the role of passaging and donor
differences on differentiation capacity using quantitative approaches. Here, we evaluated MSCs from two do-
nors (noted as PCBM1632 and PCBM1641 by the manufacturer) at tissue culture passages 3, 5, and 7. We used a
colony forming unit (CFU) assay and limiting dilution to quantify clonogenicity and precursor frequency during
adipogenesis, and quantitative real-time-polymerase chain reaction for adipogenic markers to evaluate changes
on a gene expression level. Further, we observed changes in cell size, and we sorted small and large populations
to evaluate size-related adipogenic potential. While the adipogenic precursor frequency of *1 in 76 cells re-
mained similar through passages for cells from PCBM1641, we found a large decrease in the adipogenic po-
tential of MSCs from PCBM1632, with 1 in 2035 cells being capable of differentiating into an adipocyte at
passage 7. MSCs from both donors showed an increase in cell diameter with increasing passage, which correlates
with a decrease in clonogenicity by CFU analysis. We also measured adipose lineage gene expression following
induction of adipocyte differentiation. Expression of these genes decreased with passage number for MSCs from
PCBM1632 and correlated with the decrease in adipogenic potential by passage 7. In contrast, MSCs from
PCBM1641 showed increased expression of these genes with increasing passage. We have shown that several
quantitative assays can detect differences in MSC differentiation capacity, clonogenicity, and cell size between
donors and passages. These quantitative methods are useful to assess the quality of MSCs.

Introduction

Human multipotent stromal cells (hMSCs), often
termed mesenchymal stem cells, represent a promising

source of adult stem cells for regenerative medicine. There
are nearly 200 clinical trials underway utilizing MSCs.1

MSCs are readily available from adult tissues and can be
derived from fat,2–6 bone marrow,7–13 muscle,14–17 and other
sources.18–20 MSCs have the potential to differentiate along
several pathways including adipogenic,21–25 osteogenic,26–31

and chondrogenic lineages,32–36 provided they receive the
appropriate environmental cues. Not only do MSCs have the
capacity to differentiate, they also possess immunosuppres-
sive capabilities,37–43 which allow for allogeneic uses. Be-
cause large amounts of MSCs can be made from healthy
donors and MSCs can be used in allogeneic settings, they
potentially can be used to treat a wide spectrum of diseases.

MSCs have proven to be easy to expand and differentiate
in culture. MSCs are characterized by their adherent prop-
erties, expression of several surface antigens including CD73,
CD105, and CD90, and tri-lineage differentiation44; however,
investigators are continually trying to improve character-
ization due to MSC heterogeneity. Within a population of
MSCs, variability in cell properties such as proliferation,
morphology, differentiation capacity, and cell surface marker
expression profiles has been widely observed.45 These ‘‘intra-
population’’ MSC heterogeneities and their innate plasticity
may arise due to the in vivo microenvironment or also due to
long-term in vitro culture.46 It is this heterogeneous nature of
MSCs that may allow them to effectively respond to a wide
variety of cues in their local microenvironment to carry out a
particular biological function.

As these cells are widely used for investigational clinical
applications, it would be useful to develop new quantitative

Cellular and Tissue Therapies Branch, Division of Cellular and Gene Therapies, Office of Cellular, Tissue, and Gene Therapies, FDA,
Center for Biologics Evaluation and Research, Bethesda, Maryland.

TISSUE ENGINEERING: Part C
Volume 18, Number 11, 2012
ª Mary Ann Liebert, Inc.
DOI: 10.1089/ten.tec.2011.0736

877



bioassays to measure donor variability and the effect of
passaging. Such tools could help to determine the suitability
of a particular population of MSCs in treating a particular
disease. Further, these quantitative tools could be used to
assess differences in parameters such as cell source (fat, bone
marrow, and muscle), cell selection for enrichment, culture
media, cell density, and the effects of different protocols for
expansion of MSCs. Finally, these tools could enhance our
understanding of MSC heterogeneity. As stated by Wagner
and Ho,45 there is an urgent need for more precise cellular
and molecular markers to define subsets of MSCs.

While qualitative and some quantitative approaches to
assess MSCs from different donors currently exist, we are
developing robust quantitative measurements that can detect
changes as a result of passaging, donor differences, and
differences in subpopulations of MSCs. The ability to un-
dergo adipogenic differentiation is often determined by a
qualitative assay, using the presence of Oil Red O lipid
droplets after MSCs are exposed to adipogenic stimuli. Other
quantitative techniques using pixel quantitation or alcohol
extraction of the differentiated MSCs, followed by spectro-
photometric determination of Oil Red O dye quantity has
also been used.47,48 We wanted to develop a quantitative
method that could reliably measure the frequency of adipo-
genic cells, on a per cell basis, in populations of MSCs from
different donors and at different passages in tissue culture.

In this work, we report on the use of several quantitative
bioassays including limiting dilution to detect differences in
donors and passage number that may be related to MSC
differentiation capacity and multipotency. The overall goal
of this work is to develop and employ quantitative mea-
surements that will improve characterization MSCs by de-
termining the role of donor variability and passage number
as it relates to the biological properties of MSCs.

Materials and Methods

Expansion of hMSCs

Human bone marrow-derived MSCs from two donors
(PCBM1641 and PCBM1632) were purchased (All Cells) at
passage 1. According to the manufacturer, the time in culture
to passage 1 at 80% confluence was 14 and 15 days for
PCBM1641 and PCBM1632, respectively. The donors were 23
(PCBM1641) and 24 (PCBM1632) years old. MSCs were
plated at 60 cells/cm2 in T175 flasks (Cellstar), cultured in
expansion medium containing a-MEM (Invitrogen) supple-
mented with 16.5% fetal bovine serum (FBS; JMBioscience),
l-glutamine, and penstrep (Invitrogen), and cultured at 37�C
and 5% CO2, as outlined by Wolfe et al.49 The same serum lot
was used for all culture and experiments. At 80% confluence,
MSCs were harvested using 0.25% Trypsin/EDTA (Invitro-
gen) and cryopreserved in freezing medium containing 5%
dimethyl sulfoxide (Sigma-Aldrich), 30% FBS, 1% penicillin
(100 units/mL), and streptomycin (100mg/ml; Invitrogen) at
1 · 106 cells/ml at passages 3 (P3), 5 (P5), and 7 (P7). Passage
number was the number of times the cells were trypsinized
up until cryopreservation. For PCBM1641 the time to P3, P5,
and P7 was 7, 8, and 8 days, respectively. For PCBM1632 the
time to P3, P5, and P7 was 7, 9, and 17 days, respectively.

Upon harvest, an aliquot of MSCs from five to eight
pooled T175 flasks was diluted 1:1 with trypan blue and
counted using an automated cell counter (Nexcelom Cell-

ometer). In addition to cell number, the Cellometer measures
the pixel area of the cells, converts that measurement to a
surface area, and calculates a cell diameter based on the as-
sumption that the cells are circular within user-defined pa-
rameters. The frequency of cell sizes falling within a 1mm
diameter bin was calculated and graphed to determine the
size distribution.

Proliferation kinetics

MSCs from both donors at P3, P5, and P7 were plated at
2000 cells/cm2 in 24-well plates (Corning). Following cell
adhesion, cells were placed in an Incucyte Live Cell Imager
(Essen Bioscience). Nine images per well were taken every
3 h. Percent confluence measurements were averaged for
each well (n = 9) and then at each passage (n = 4), and plotted
as a function of time to measure proliferation capacity.

Colony forming unit assay

For colony forming unit (CFU) assays, MSCs from both
donors at P3, P5, and P7 were plated in 10 cm tissue culture
dishes (BD Falcon) at 100 cells/dish. Plates were kept at 37�C
and 5% CO2 for 14 days without changing the media. After
14 days, the media were removed, plates were washed with
phosphate-buffered saline (PBS), and stained with 3% Crys-
tal Violet in 100% methanol for 10 min at room temperature.
Plates were rinsed and examined under an inverted micro-
scope (Olympus IMT-2). The number of colonies > 2 mm in
diameter was recorded. The percent CFUs was calculated
from the number of colonies counted.

Limiting dilution technique

MSCs were plated at 1000, 500, 250, 125, 63, and 32 cells/
well at 48 wells/dilution in 96-well plates. After cells were
allowed to adhere for 24 h, expansion media were removed
and 100mL/well adipogenic differentiation media (NH
AdipoDiff; Miltenyi Biotec) were added (day 0). Differ-
entiation media were supplemented every 3–5 days until day
21. At day 21, plates were removed from culture, fixed with
10% formalin, and stained with Oil Red O dye (Sigma).

All wells were scanned visually by eye. Wells containing
at least one differentiated cell (stained by Oil Red O) were
scored positive. Precursor frequencies were determined by
plotting the fraction of nonresponding wells versus cell di-
lution on a semi-logarithmic plot. For calculating the pre-
cursor frequency, we plotted a value of 0.0001 for the lowest
cell dose where all wells responded. In these instances, data
for higher cell doses were not plotted. This approach was
used to employ only data that generate a linear dose re-
sponse. The inverse of the cell dose corresponding to 37%
of the nonresponding wells is the precursor frequency.50

Figure 1 shows an example of how data from this technique
can be used to determine the frequency of adipogenic pre-
cursors in a batch of MSCs.

Flow cytometry

MSCs were thawed, cultured to 80% confluence, and then
incubated with 2.4G2 antibody (ATCC) at 4�C for 30 min to
block nonspecific binding. Next, fluorochrome-labeled anti-
bodies (phycoerythrin [PE]; allophycocyanin [APC]; and
fluorescein thiocyanate [FITC]) were added to aliquots of
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MSCs. Positive markers for MSCs included: anti-CD29-APC,
anti-CD44-APC, anti-CD90-FITC, anti-CD73-PE (Becton
Dickinson), anti-CD166-FITC (US Biological), anti-CD105-PE
(Beckman Coulter), and anti-STRO-1-Alexa647 (Biolegend).
Negative markers included: anti-CD45-PE-Cy7, anti-CD34-
PE, anti-CD14-ECD, anti-CD79a-PE-Cy5, anti-CD117-APC
(Beckman Coulter), and anti-HLA-DR-FITC (BD Pharmin-
gen). Data were acquired using either the FACSCalibur or
FACS Canto II (BD Biosciences) flow cytometer and data
analysis used FlowJo Analysis Software.

Cell sorting

PCBM1641 P7 cells were thawed, expanded, and sterilely
sorted into populations of small and large cells based on for-
ward scatter (FSC) properties using the FACS Aria (BD Bios-
ciences). FSC correlates with cell size, so separate sorting gates
were applied to approximately the upper (large cells) and
lower (small cells) thirds of an FSC histogram plot. For ex-
ample, for one experiment with PCBM1641 P7 cells, this cor-
responded to a gate from 45 to 105 FSC units (small cells) and
from 170 to 258 FSC units (large cells). Cells in the middle third
were not analyzed. Sorted populations were then counted and
plated for limiting dilution analysis as described above.

RNA isolation and quantitative real-time polymerase
chain reaction

MSCs were seeded at 3.75 · 105 cells per 10 cm dish, and
cultured in adipogenic medium for 3, 7, 14, and 21 days. At
harvest, cells were rinsed with PBS and lysed with RLT
Buffer (Qiagen) for RNA isolation. For controls, undifferen-
tiated MSCs were thawed at appropriate passages, cultured
in expansion medium until 80% confluence, and then har-
vested for RNA preparation. RNA was made using QIASh-
redder and RNeasy columns following manufacturer’s
instructions (Qiagen). Total RNA quantity was determined
using a NanoDrop (Thermo Scientific) and purity was de-
termined using a Bioanalyzer (Agilent).

cDNA was synthesized using the Quantiscript Reverse
Transcription Kit according to manufacturer’s instructions
(Qiagen) at 42�C for 15 min, followed by inactivation at 95�C
for 3 min. Quantitative polymerase chain reaction (qPCR)
analysis was performed using the QuantiTect SYBR Green
PCR Kit (Qiagen) per manufacturer’s instructions. 15 ng
RNA-equivalents of cDNA was added to each reaction. The
primer sets were based on genes previously reported to be

involved in adipogenesis (Table 1). PCR was performed in
an Applied Biosystems 7900: 95�C for 15 min; 40 cycles
of 95�C for 30 s, 55�C for 30 s, and 72�C for 45 s per cycle.
Final extension was carried out at 72�C for 7 min. Melting
curve analysis ruled out nonspecific amplification. All con-
ditions were repeated in triplicate with 25 mL reaction vol-
ume per well.

Statistical analysis

Statistical analyses were carried out using Microsoft Excel.
Quantitative real-time PCR (qRT-PCR) experiments were
completed in triplicate and analyzed using a two-tailed
paired t-test. Cell size data used an unpaired t-test. Data are
expressed as mean – standard deviation in qRT-PCR data
and – standard error of the mean in cell size data. For lim-
iting dilution, we used two-tailed and unpaired t-tests. p-
Values < 0.05 were considered significant.

Results

CFU assay and proliferation potential

CFU assays are useful to measure the clonogenicity of a
heterogeneous population of MSCs.9,51 We used this assay to
detect differences in MSCs from different donors and pas-
sages. MSCs from both donors demonstrated a decrease
in % CFUs with increasing passage (Fig. 2A). However,
PCBM1641 was consistently higher at all passages compared
with PCBM1632. Percent CFUs ranged from 41%, 23%,
and 19.7% at P3, P5, and P7 respectively in PCBM1641,
while they were less in PCBM1632 at 30.7%, 17%, and 5.7%
at P3, P5, and P7 respectively. Data were statistically sig-
nificant between P3, P5, and P7 and between both donors
( p £ 0.014).

MSCs from both donors vary in their proliferative capacity
between both donors and with passage. Time to 50% con-
fluence for PCBM1641 was 4.3, 4.6, and 4.8 days at P3, P5,
and P7 respectively, while PCBM1632 reached 50% conflu-
ence at 4.5, 5.2, and 7.5 days respectively (Figs. 2B, C).

MSC cell surface marker expression

Cells were analyzed via flow cytometry to determine any
differences related to passaging and donor variability (Fig. 3,
Table 2). Cells from both donors and all passages were at
least 90% positive for CD29, CD44, CD166, CD90, CD73, and
CD105. As expected, MSCs from PCBM1632 and PCBM1641

FIG. 1. Illustration of limiting dilu-
tion methodology to calculate precur-
sor frequency. (A) Cells are plated after
serial dilution (cell dose), and are
subjected to a stimulus, that is, differ-
entiation medium. The response at
each dosage is quantified and the
number of responding wells is deter-
mined. (B) The number of non-
responding wells at each dilution is
plotted on a semi-log plot as a function
of cell dose, and points are best fit to a
trend line. Using the exponential form
of the equation, the precursor fre-
quency (x) can be calculated assuming
y = 0.37.
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were both < 5% positive for antibodies to CD45, CD34,
CD14, CD79a, CD117, and HLA-DR at all passages (data not
shown).

In contrast to the other MSC cell surface markers, STRO-1
expression exhibited changes in levels of expression for one

of the two MSC lines. In PCBM1641, STRO-1 expression was
maintained at 9.7%–12.3% between the three passages. In
contrast, PCBM1632 revealed higher STRO-1 expression at
P3 (27.2% positive), but this decreased to 17.1% and 12.6% at
P5 and P7 respectively.

Table 1. Forward and Reverse Primer Sequences for Adipocyte-Specific Genes

Used in Quantitative Polymerase Chain Reaction

Gene name Forward sequence (5¢–3¢) Reverse sequence (5¢–3¢)
Melting

temperature (�C)
Amplicon
size (bp)

Adipsin ACGACCTCCTGCTGCTAC AGGAGTGGATGACTTCATTG 55 493
Adiponectin ATCTCCTCCTCACTTCCATT ATGTCTCCCTTAGGACCAAT 55 304
PPARg CCTGAAACTTCAAGAGTACCA TCATGAGGCTTATTGTAGAGC 55 96
C/EBPa GAAGTCGGTGGACAAGAAC CATTGTCACTGGTCAGCTC 55 140
LPL AGACACAGCTGAGGACACTT GCACCCAACTCTCATACATT 55 137
FABP4 ACTGCAGATGACAGGAAAGT CACCACCAGTTTATCATCCT 55 126
ACSS2 GCAGGGTAAACTGAAAGAGA GTGACGTAGGAATGACCAGT 55 315

FIG. 2. Colony forming unit (CFU)
frequency can differ between cell lines
and with passaging. This corresponds
with a decrease in proliferation
potential and an increase in cell
passage. (A) Percent CFUs were
determined by dividing the number of
colonies detected by the number of
cells plated for cells from PCBM1641
(black) and PCBM1632 (white) at P3,
P5, and P7 as described in Materials
and Methods. Error bars represent
standard deviation; n = 3. Asterisk
indicates significant difference
( p < 0.014) between both donors at that
passage, marked with a horizontal bar.
Significance was also seen within both
donors at P3 versus P5, P5 versus P7,
and P3 versus P7 ( p < 0.038). (B, C)
Percent confluence as measured by the
Incucyte Live Cell Imager for PCBM
1641 (B) and PCBM1632 (C) as a
function of time. Error bars represent
standard deviation; n = 4. P, passage.
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Analysis of adipogenic precursor frequency
by limiting dilution

Limiting dilution has traditionally been used in immu-
nology to determine the frequency of cells that have a par-
ticular function in a mixed population.50,52–54 We applied
this method to stem cell differentiation to quantify the adi-
pocyte precursor frequency in MSC populations. PCBM1641
responded similarly within each cell dose at P3, P5, and P7,
while the fraction of responding wells at P7 in PCBM1632
drops greatly at all cell dilutions (Fig. 4A, C). As noted in the
methods, we plotted a value of 0.0001 for the lowest cell dose
where all wells responded. For example, in Figure 4A, P3 cell
doses > 500 cells per well were not plotted in Figure 4B.

The adipocyte precursor frequency for PCBM1641 was
maintained at 1 in 76, 1 in 69, and 1 in 59 cells at P3, P5, and
P7 respectively (Fig. 4C, D). PCBM1632 precursor frequencies
were similar at P3 and P5 at 1 in 121 and 1 in 123 respectively.

However, the precursor frequency for PCBM1632 dropped
drastically by P7, where only 1 in 2035 cells were capable of
differentiating into an adipocyte ( p < 0.0002, P7 compared
with P3 and P5).

Cell size as an indicator of multipotency

We observed that cell size increases with increasing pas-
sage for both PCBM1632 and PCBM1641 (Fig. 5A, B). The
average diameter of PCBM1632 was significantly larger than
PCBM1641 by P7 (Fig. 5B, p £ 0.024). Further, the distribution
of cell diameter can change with increasing passage, as seen
in PCBM1632, P7 cells (Fig. 5A).

Changes in cell size between MSC lines and passage was
further demonstrated by evaluating forward scatter (FSC)
and side scatter (SSC) using a flow cytometer (Fig. 6). FSC
correlates with cell size and SSC with granularity. The per-
cent positive cells with high FSC and SSC (i.e., ‘‘large cells’’)

FIG. 3. MSC surface marker analysis reveals limited change during cell passaging. Single color cell surface marker
analysis of cells from PCBM1641 and PCBM1632 at P3, P5, and P7 with antibodies specific for CD29, CD44, CD166,
CD90, CD73, CD105, and STRO-1. Unstained controls are shown as the white histogram; shaded histograms represent
samples stained with surface maker antibodies. The marker in each panel shows the gates used to identify percent
positive cells. MSC, multipotent stromal cells.
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in the upper right (UR) quadrant increases with increasing
passage for both cell lines, while cells with low FSC and SSC
(i.e., ‘‘small cells’’) in the lower left quadrant decrease with
increasing passage, indicating a shift toward an increase in
cell size and granularity with increasing passage. PCBM1641
and PCBM1632 at P3 displayed similarities in the percent
positive in the UR quadrant (2.37% and 2.38% respectively).
PCBM1641 increased to 3.87% and 7.02% at P5 and P7 re-
spectively, while PCBM1632 increased to 8.67% and 19.7% in
the UR quadrant at P5 and P7 respectively.

Because there were detectable changes in the FSC profile
between passages, we utilized this property to sort small and
large cells. We then applied the adipogenic precursor limit-
ing dilution method to the sorted populations to determine
whether cell size affects differentiation. PCBM1641 cells at P7
were sorted into high FSC (‘‘large’’ cells) and low FSC pop-
ulations (‘‘small’’ cells). The average cell diameter post-sort

was 14.6 and 19.3 mm for the small and large populations
respectively. The number of cells that were capable of dif-
ferentiating into an adipocyte in the small population was 1
in 126 cells, while in the large population it was 1 in 296 cells
(Fig. 7), which was statistically significant ( p £ 0.024).

Adipogenic potential as measured
by qRT-PCR analysis

To further examine differences between MSCs from dif-
ferent donors and passages on the ability to differentiate
toward an adipocyte lineage, we evaluated gene expression
levels for seven genes known to be associated with adipo-
genesis.

MSCs undergo terminal differentiation into a mature ad-
ipocyte following growth arrest, and expression of mRNAs
including lipoprotein lipase (LPL), which is involved in

Table 2. MSC Cell Surface Marker Analysis

CD29 CD44 CD166 CD90 CD73 CD105 STRO-1

PCBM1641 P3 99.9 94.3 99.8 98.9 99.8 99.9 10.8
P5 99.9 96.4 99.7 98.7 99.7 99.7 12.3
P7 99.7 91.1 98.6 97.9 98.7 99.1 9.7

PCBM1632 P3 99.9 99.4 99.9 99.4 99.9 99.9 27.2
P5 99.9 99.3 99.5 99.7 99.5 99.5 17.1
P7 99.5 95.5 98.7 97.7 96.6 96.6 12.6

The top row shows the antibodies used for multipotent stromal cell surface marker analysis by flow cytometry. The cell line designation
and passage are shown in the first two columns on the left. Numbers show the percent positive cells for each of the indicated antibodies.
MSC, multipotent stromal cells.

FIG. 4. Adipogenic precursor frequency can differ between cell lines and with cell passaging. Limiting dilution was
conducted as described in Materials and Methods. The fraction of responding wells is represented as a function of dose of
PCBM1641 (A) or PCBM1632 (C) at P3, P5, and P7. (B and D) show plots of the fraction of nonresponding wells as a function
of cell dose on a semi-log plot for PCBM1641 (B) or PCBM1632 (D) at P3, P5, and P7. The trend lines were used to calculate
the frequency of adipogenic precursors. Error bars represent standard deviation; n = 3. R2 values were > 0.96 for PCBM1641
and > 0.85 for PCBM1632 at all passages.
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lipogenesis.21 This is followed by activation of transcriptional
factors including CCAAT/enhancer binding protein alpha
(C/EBPa) and peroxisome proliferator-activated receptor
gamma (PPARc).55 Other markers of adipogenesis include
adipsin, a protease involved in glucose transport stimulation;
adiponectin, a protein in involved in insulin sensitivity reg-
ulation;56 and acyl-CoA synthetase short-chain family

member 2 (ACSS2), which is involved in lipid synthesis.21

PCBM1641 and PCBM1632 at P3, P5, and P7 were differen-
tiated toward an adipogenic lineage, and gene expression
was analyzed at days 3, 7, 14, and 21 during differentiation.
Relative fold change in gene expression was calculated tak-
ing into account the efficiency of each primer set used. Ct
values for undifferentiated control samples measuring LPL

FIG. 5. MSC sizes can differ between cell lines and with cell passaging. Cell sizes were measured as described in Materials
and Methods. (A) Bars represent size bins for pooled individual cells of PCBM1641 or PCBM1632 at P3, P5, and P7. (B)
Average size of cells from PCBM1641 (black) and PCBM1632 (white) as a function of passage. Sample sizes were the
following: PCBM1641: P3 (n = 13), P5 (n = 16), and P7 (n = 15). PCBM1632: P3 (n = 13), P5 (n = 13), and P7 (n = 5). Error bars
represent standard error of the mean. Asterisk indicates significant difference ( p < 0.019) between donors at that passage,
marked with a horizontal bar. Significance was also seen within both donors at P3 versus P5, P5 versus P7, and P3 versus P7
( p £ 0.004), as indicated by x.
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and adiponectin were undetectable and therefore were as-
signed a Ct value of 40 to allow for a fold change calculation.
Because the same amount of cDNA was used in all reactions
for all primer sets, the data were not normalized to an in-
ternal control.57 In general, PCBM1641 revealed an increase
in the relative fold change in gene expression with increasing
passage, while PCBM1632 decreased in fold change with
increasing passage. Day 21 data are shown in Figure 8.
PCBM1641 is significantly different from PCBM1632
( p £ 0.021) within each passage comparison for all genes and
all passages, with the exception of ACSS2 at P5 (Fig. 8F). The
greatest differences in fold change between donors were seen
for PPARc (Fig. 8C) and FABP4 (Fig. 8A) at P7, where
PCBM1641 is 295- and 58-fold greater in fold change than
PCBM1632 respectively. The greatest decrease in fold change
from P3 to P7 was seen for PCBM1632 in FABP4 (Fig. 8A)
and ACSS2 (Fig. 8F) expression, where a 25- and 23-fold
decrease in expression was detected respectively. A 40-fold
increase in fold change from P3 to P7 was seen in PPARc
(Fig. 8C) for PCBM1641, the largest fold increase detected
between passages. Day 7 and 14 analyses show similar pat-
terns but less expression relative to day 21 (data not shown).
Ct values at day 3 were undetectable and therefore fold
changes could not be calculated.

Discussion

Because of the heterogeneous nature of MSCs, the estab-
lishment and application of quantitative bioassays that de-
tect differences between MSCs from different donors and

passages would be of great value. Such quantitative bioas-
says could be used to compare biological properties of MSCs
from different donors and to evaluate the effect of different
tissue culture conditions and duration. These quantitative
bioassays could provide information that would potentially
aid in identification of MSC product characteristics predic-
tive of clinical outcome. Accordingly, we developed a novel
quantitative assay of adipose differentiation capacity and
employed several other existing assays to study MSCs from
two different donors at three passages and to assess whether
or not any of these assays can detect quantitative differences
between MSCs from different donors and passages.

Flow cytometry is a cell-by-cell quantitative assay to as-
sess cell surface marker patterns and can be used to deter-
mine levels of cell surface antigen expression. As outlined in
a white paper by the International Society for Cell Therapy,44

MSCs are characterized as being adherent to plastic, capable
of tri-lineage differentiation, and > 95% positive for CD73,
CD90, and CD105 by flow cytometry. In addition to these
markers, we included other MSC markers in our flow cy-
tometry analyses, namely CD29, CD44, CD166, and STRO-1.
MSCs from two different donors and three different passages
maintained expression of all three positive CD markers
mentioned in the ISCT paper above 95%. Expression of these
positive markers did not change or correlate with changes
observed using other bioassays conducted with the two
MSC lines.

In contrast, STRO-1 revealed differences between cells
from different donors and passages. Interestingly, while
PCBM1641 maintained similar expression of STRO-1 in all

FIG. 6. Flow cytometry analysis reveals changes in size in cells from PCBM1641 and PCBM1632 at P3, P5, and P7. Quadrant
gating was applied to dot plots of forward scatter (FSC) versus side scatter (SSC) for cells from the indicated cells and
passages. Percent of cells in each quadrant are shown for PCBM1641 (A–C) and PCBM1632 (D–F) at P3, P5, and P7.

884 LO SURDO AND BAUER



three passages, PCBM1632 demonstrated higher expression
at P3 and decreased in percent positive cells with increasing
passage. These differences correlated with differences seen
with the limiting dilution assay. Adipogenic precursor fre-
quencies calculated for PCBM1641 remained fairly consistent
between passages, while PCBM1632 demonstrated an
*20-fold decrease in precursor frequency by P7. This ob-
servation shows that precursor frequency can be donor- and
passage-dependent and that STRO-1 expression pattern may
correlate with adipogenic capacity. Others have also shown
that STRO-1 is potentially a useful marker of MSC quality
because STRO-1 + cells were shown to give rise to adipo-
cytes, smooth muscle, and fibroblasts, and shown by Gron-
thos et al. to give rise to cells of the osteogenic lineage.58 Also,
STRO-1 expression decreases with increasing passage in rat
bone marrow-derived MSCs.59 Investigators continue to use
STRO-1 as a marker of a clonogenic population of MSCs,60–62

and a recent article suggests that STRO-1 may be implicated
in cardiovascular paracrine activity in vitro, as evidenced by
migration, endothelial tube formation assays, and cytokine
expression.63

A traditional measure of clonogenicity in MSCs is a CFU
assay, which will quantify the number of single cells capable
of proliferating sufficiently to form a detectable colony. Our
observations for both donors are consistent with and extend
other findings in that both decrease in % CFUs with in-
creasing passage, as demonstrated by other investigators.9

While both donors demonstrated similar proliferation po-
tential at P3 and P5, proliferative capacity in PCBM1632
decreased noticeably at P7. Although the same number of
cells were used to initiate the CFU assay, it is possible that

the dramatically decreased CFU capability of PCBM1632 by
P7 was at least partially the result of its decreased prolifer-
ation rate. These findings correlate with our observations
that cell size and morphological changes increase at higher
passages. Two distinct cell morphologies have been observed
by others at low passages; small spindle-shaped cells that are
termed ‘‘rapidly self-renewing’’ cells and more mature, large,
and flattened cells that replicate more slowly.51,64 These in-
vestigators have also documented that an increase in the
percentage of self-renewing cells correlates with CFUs. Cell
size may therefore serve well as a parameter that correlates
well with stemness of MSCs.

We and others have demonstrated the utility in using cell
size measurements as a correlate of MSC clonogenicity. We
have also shown that we can detect differences in cell size
and cell size distribution between donors and passages.
MSCs from both donors show an increase in average diam-
eter with increasing passage. Interestingly by P7, the size
distribution and average size of PCBM1632 is significantly
larger than PCBM1641, which correlates with the sharp de-
crease in CFUs and adipogenic precursor frequency in
PCBM1632 P7 MSCs. Also, as shown by Larson et al., we
demonstrated that MSC size distribution could be detected
by flow cytometry using FSC and SSC analysis.65 We ex-
tended these results by showing that we could correlate cell
size with differentiation capacity in MSCs. We observed
higher adipocyte precursor frequencies in the sorted small
population when compared with the large. Consistent with
earlier publications,10,51,64 this data suggest that small cells,
which are also more frequent in low passage populations,
demonstrate greater multipotentiality and differentiation

FIG. 7. MSCs of different sizes have
different adipogenic precursor fre-
quencies. Cell size thresholds were
based on separate FSC sorting gates
that were applied to the upper (large
cells) and lower (small cells) thirds of
an FSC histogram plot. The middle
third was not analyzed. (A) The frac-
tion of responding wells was plotted
as a function of cell dose in sorted
small and large cells from PCBM1641
following limiting dilution analysis.
(B) A plot of nonresponding wells as a
function of cell dose. The trend line
was used to calculate precursor fre-
quency in populations of small and
large cells. Error bars represent stan-
dard deviation; n = 3 for both cell
populations. R2 values were 0.99 for
small cells and 0.99 for large cells.
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capacity than larger cells. Further, cell sorting for the small
population may be useful to enrich for subpopulations with
more stem cell characteristics than that of the original MSC
population. Limiting dilution revealed not only a qualitative
difference between the small and large population, but also
shows these differences can be quantified. MSC subpopula-
tions can be purified and studied separately using limiting
dilution, which will provide quantitative measurements to

better understand the role of cell size parameters in differ-
entiation and stemness. Future refinements to define donor-
specific cell size thresholds for differentiation will provide
utility in establishing predictive models for differentiation
capacity in MSCs.

One plausible explanation for the dramatically decreased
adipogenic potential of PCBM1632 at P7 is that the rate of
proliferation has decreased. However, all adipogenesis

FIG. 8. Differentiation induces differences in adipocyte-specific gene expression levels that vary between cell lines and
passages. The relative fold change in RNA expression for (A) fatty acid binding protein 4 (FABP4), (B) CCAAT/enhancer
binding protein alpha (C/EBPa), (C) peroxisome proliferator-activated receptor gamma (PPARc), (D) Adipsin, (E) Adipo-
nectin, (F) acyl-CoA synthetase short-chain family member 2 (ACSS2), and (G) lipoprotein lipase (LPL) was measured for
PCBM1641 and PCBM1632 cells from P3, P5, and P7 21 days after induction of adipose-lineage differentiation. Black and
white bars represent PCBM1641 and PCBM1632 respectively. The y-axis indicates fold change in gene expression, and is
represented in thousands in FABP4, Adiponectin, and LPL. Error bars represent standard deviation; n = 3 for all samples. (H)
Statistical analysis summary of data represented in A–G. Analysis completed between donors and between P3, P5, and P7; S
indicates significance at p < 0.05, NS indicates nonsignificance at p > 0.05.
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experiments were initiated at the same cell densities, and we
did not observe any differences in the number of cells in
wells at the end of the experiment. Also, others have shown
that induction of adipogenesis halts proliferation of bone
marrow-derived MSCs.66

We showed that different populations of MSCs can re-
spond differently to adipogenic stimulation, and then used
qRT-PCR to determine whether expression of certain adipose
lineage-specific genes correlated with our quantitative mea-
sures of cellular differentiation capacity. Gene expression
data during adipogenesis from PCBM1641 and PCBM1632
demonstrated marked differences in trends between cell lines
and passages. When MSCs were differentiated to adipocytes
at P3, P5, and P7, genes related to adipogenesis are down-
regulated with increasing passage in PCBM1632. This is
closely correlated with the decrease in PCBM1632 precursor
frequency during adipogenesis, the decrease in % CFUs, and
the decreasing expression of STRO-1. In contrast, PCBM1641
shows a different pattern of upregulated adipogenic gene
expression with increasing passage. The reason for this re-
mains unclear; however, this highlights the effect of donor
variability on adipogenesis.

While the age of both MSC donors was similar, cells from
the PCBM1641 donor may have had more multipotent stem
cells at the start of in vitro culture. The propensity for
PCBM1641 to continue to maintain its differentiation capac-
ity at P7 underscores this idea. Taken together, these inherent
differences in MSCs from donors of similar age highlight the
potential for other donor-related factors in MSC biological
variability, which may play a role in their clinical usefulness
or performance in various model systems. This re-empha-
sizes the need to determine potential biomarkers that are
predictive of donor multipotentiality and stemness. Micro-
array analyses completed by other laboratories have deter-
mined early biomarkers such as SRY sex determining region
Y-box 11 (Sox11), which may correlate with MSC clono-
genicity. Larson et al. determined that Sox11 was down-
regulated with increasing passage. Subsequent knockdown
studies showed Sox11 decreased proliferation and osteogenic
potential of MSCs.65 Our data also show that expression of
genes associated with late steps of adipogenesis are not
necessarily predictive of differentiation capacity in MSCs.
PCBM1632 was consistently higher than PCBM1641 in adi-
pogenic gene expression at P3; however by P7, PCBM1641
demonstrated significantly higher fold changes in gene ex-
pression of all markers of adipogenesis. Microarray analysis
will be useful in the future to detect early biomarkers that
correlate with gene expression patterns during differentia-
tion and passaging.

Quantitative assessments of the biological characteristics
of MSCs will allow for the detection of donor and passage-
specific differences and may be of great utility in the
discovery of molecular markers that correlate with differen-
tiation and proliferation capacity of MSCs. We showed
that limiting dilution is capable of determining a precursor
frequency that provides a quantitative measure of the
adipogenic differentiation capacity in populations of
MSCs. We have demonstrated that differentiation capacity
varies between MSCs from different donors and passages,
and that mean cell size increases with cell passage. Also,
cell size distribution can change dramatically (PCBM1632,
Fig. 5). Future work will focus more on cell size and asses-

sing differentiation in sorted small and large cells, and vali-
dation of our limiting dilution approach using other
quantitative methods such as automated microscopy, while
also quantifying additional differentiation pathways and
different donors.
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