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Abstract

Background—Mesenchymal Stromal Cells (MSC) are gaining in popularity as an experimental
therapy for a number of conditions that often require expansion ex vivo prior to use. Data
comparing clinical-grade MSC from various ages of donors is scant. We hypothesized that MSC
from older donors may display differences in cellular fitness when expanded for clinical use.

Methods—We evaluated the expression of several markers of aging, oxidative stress, and growth
kinetics, and telomere length in MSCs obtained from a wide age range (8 months to 58 years).

Results—To evaluate cellular fitness we compared MSC expanded from younger (8 months - 6
years) versus older (38 - 58 years) donors in terms of selected cell surface markers, lipofuscin,
migration ability, telomere length, and expression of iINOS, PGE,, p16INK, and SOD. Results did
not differ between these groups. Neither SOD activity (0.025 vs 0.028 U/ml) nor death after
oxidative challenge were significantly different (1% vs 1.5%, p=0.14). We did find that although
MSC from older individuals produced slightly fewer cells over a 28-day culture period and have
slightly longer doubling time (54 hrs vs 42 hrs), a satisfactory clinical product can still be ob
tained regardless of age cohort.

Discussion—Collectively, these data show that MSC can be expanded without significant
alterations in expansile properties or obvious changes in parameters associated with senescence.
Because cellular fitness was equivalent in these cohorts, MSC from donors up to age 58 years can
be used as a source of cells for cellular therapy.
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Introduction

Mesenchymal stromal cells (MSC), the supporting cells in the bone marrow
microenvironment, were definitively described in the mid-1970's by Friedenstein et a/. as a
fibroblastic shaped cell with plastic adherent properties (1, 2). Their popularity has grown in
the recent years due to their multiple biologic effects and reported multilineage
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differentiation abilities. Classically, they differentiate into osteoblasts, adipocytes, and
cartilage, but others have also cultured neurons and smooth muscle from MSC (3, 4). They
also have a potent immunosuppressive property that may be both contact and non-contact
mediated (5, 6). MSC are in clinical studies for a wide range of diseases including graft-
versus-host disease following bone marrow transplant, myocardial infarction, amyotrophic
lateral sclerosis, and Crohn's disease (7, 8). MSC have considerable regenerative capacity
with expansion potential of 4-5 logs, but at the end of this expansive lifespan, they do
undergo cellular senescence (9, 10). Some work has been done to characterize the “aging”
process of MSC in vitro. As measured by shortening of telomeres, increased DNA damage,
and increased oxidation (11, 12), there does occur a loss of cellular “fitness”. With
prolonged culture, MSC can become karyotypically abnormal which may pose a risk of
tumorigenesis (13, 14). Although, tumorigenesis of human MSC in mice has not yet been
shown, this is not true with murine-derived MSC, which have been shown to be
karyotypically unstable and form tumors in mice (15).

While cellular aging occurs during /n vitro culture expansion, the effect of donor age on the
“cellular health” of MSC has not been intensely investigated, although studies have shown
that MSC from older individuals undergo earlier cellular senescence after extended time in
culture as evidenced by a recent report that fetal MSC can be expanded to larger numbers in
culture and senesce later than MSC from post-natal sources (16). One study has shown that
there is some decrease in colony forming unit-fibroblast (CFU-F) numbers as well as cell
surface maker changes in MSC from “aged” donors compared to that of younger donors
(11). The same study also showed that MSC from older donors undergo increased oxidative
damage and have higher reactive oxygen species (ROS) though the number of individuals
was small (3 per age group) and some of the critical incubation conditions (e.g. oxygen
tension) were not provided.

We have isolated a wide range of MSC “lines” from donors of various ages (8 months — 58
years) that were expanded under conditions identical to those for a clinical product.
Specifically, MSC were expanded in a 5% oxygen environment, thereby mimicking the
bone marrow microenvironment and permitting cells to grow more robustly and with less
oxidative stress than the traditional 21% oxygen concentration (17-19). MSC were also
cultured no longer than 21-28 days (about 3 passages), since more prolonged culture times
may increase karyotypic abnormalities. While all MSC isolated were robust appearing and
differentiated equally irrespective of donor age, we sought to test the hypothesis that MSC
isolated from donors of different ages display differences in “cellular fitness”. After
measuring multiple markers of cellular fitness and quantifying total culture yield, we find
that clinical-grade MSC have similar fitness regardless of donor age. Growth curve data
showed the total cell yield tended to be higher from younger donors (2.7x1010 vs 3.8x10°,
p=0.08), although sufficient MSC (= 108/kg recipient body weight) were readily obtained
from any aged donor. Notably, our poorest expansion yielded sufficient MSC to provide 14
doses at 106 cells/kg for a 70 kg person. Taken together, we conclude that MSC expanded
for clinical use have similar cellular “fitness” at donor ages up to the highest age tested, age
58 years.

Materials and Methods

Human MSC Isolation

The filters from bone marrow harvest kits (Baxter, Deerfield, IL) were obtained after healthy
donors underwent a bone marrow harvest. The filters were each cut into two pieces and
washed with 40 milliliters MSC medium consisting of minimal essential medium-alpha
(Life Technologies, Carlsbad, CA) with 10% FBS (Hyclone, Omaha, NE), 1X Glutamax,
and 1X Penicillin-Streptomycin. This solution was layered over an equal volume of
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Isolymph (CTL Scientific Supply Corp., Deer Park, NY) and centrifuged at 400 x g for 30
minutes (without brake). The middle layer containing the bone marrow mononuclear cells
(BM MCs) was removed, washed with phosphate buffered saline (PBS), and centrifuged at
400 x g for 5 minutes. The BMMCs were re-suspended in MSC medium, plated, and
incubated at 37 °C with 5% O,. After 24 hours, non-adhered cells were removed. Adherent
cells were washed with PBS and fresh media was added every 3-4 days. Cells were
harvested at 80% confluency using 0.25% trypsin/0.53 mM EDTA (Life Technologies,
Carlsbad, CA) for 10 minutes at room temperature. Cells were re-plated at a density of 500
cells/cm? and expanded. The use of all tissue was approved by the Committee on the Use of
Human Subjects in Research at the University of Minnesota.

Flow Cytometry

Single-cell suspensions of MSC were prepared in buffer (PBS + 2% fetal bovine serum).
Flow Cytometry was performed using directly conjugated mAb (FITC or PE) to assess cell
surface antigen expression. MSC were and incubated for 30 minutes at 4°C with the
antibody of interest, washed once with PBS, and analyzed by FACS. The following mAbs
were obtained from BD Biosciences (San Jose, CA): anti-CD31, anti-CD34, anti-CDA43,
anti-CD45, anti-CD29, anti-CD166, anti-CD73, anti-CD90, Annexin V. Anti-CD105 mAb
was obtained from eBioscience (San Diego, CA). Samples were analyzed on a FACSCanto
(Becton Dickinson, San Jose, CA) using FACSDiva software. Forward and 90 degree side-
scatter were used to identity and gate the live cell population.

Positively gated cells were determined using an isotype control antibody. A minimum of
10,000 events was examined.

Sudan Black Staining

25,000 MSCs were plated in each well of a 12-well plate and incubated at 37°C for 2 days.
Cells were then rinsed with 70% ethanol to fix and stained with saturated Sudan Black
(Sigma) for 2 hours at room temperature. Cells were photographed at 10X magnification and
8-bit gray-scale. The entire image was processed with ImageJ; setting a gray threshold level
of 137 then using the particle analysis function to determine number of stained vesicles
which was then normalized to the number of cells in the field determined by hand count.

Western Blot

Human MSC were lysed using 50uL of reporter lysis buffer (Invitrogen, Carlsbad, CA).
Samples were placed on ice for 20 minutes, and then centrifuged at 10000 x g at 4°C for 2
minutes. The protein concentrations were normalized using the Coomassie Plus Assay Kit
(Thermo Scientific, Rockford, IL) per the manufacturer's instructions. 50 micrograms of
protein was separated on a 10% Bis/Tris gel using XCell SureLock Mini-Cell system
(Invitrogen) following the manufacturer's instructions. Protein was transferred to a
polyvinylidene difluoride membrane and blocked in PBS with 5% non-fat milk. Antibodies
used for western blot included anti-SOD-2 (Santa Cruz, Santa Cruz, CA) and anti-p16INK
(Santa Cruz), anti-iNOS (Abcam, Cambridge, MA), anti-progerin (Santa Cruz), and anti-f3-
actin (Cell Signaling Technology, Danvers, MA). Primary antibodies were applied for 1
hour at room temperature followed by the addition of goat anti-primary species 1gG linked
to horse radish peroxidase (Santa Cruz) at 1:5000 for 1 hour. Blots were washed and
developed using ECL Western Blotting Analysis System (GE Healthcare, Piscataway, NJ).

Hydrogen Peroxide Assay

100,000 MSCs were plated in each well of a 12-well plate and incubated overnight at 37°C.
Hydrogen Peroxide (Sigma, St. Louis, MO) was added to the culture to 150 .M and
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incubated at 37°C for 1 hour. Cells were harvested using 0.05% trypsin/0.53mM EDTA for
10 minutes at room temperature, washed, and stained using Annexin V-FITC Apoptosis
Detection Kit per the manufacturer's instructions (BD Pharmingen, San Jose, CA). Ratios of
annexin V staining post- to pre- hydrogen peroxide treatment were calculated.

Superoxide Dismutase Assay

Superoxide Dismutase activity was assessed using the Superoxide Dismutase Assay Kit Il
(Calbiochem, San Diego, CA). Briefly, 100,000 MSC were plated in each well of a 6-well
plate and incubated at 37°C for 3 days. Cells were removed by scraping, pelleted at 400 x g
for 5 minutes, and resuspended in 150 microliters of cold 2 0 mM HEPES buffer, pH 7.2,
containing ImM EGTA, 210 mM mannitol, and 70 mM sucrose. Cells were pulse-sonicated
3 times for 10 seconds each on ice, centrifuged at 1500 x g for 5 minutes at 4°C, and the
supernatant was collected. The assay was continued per manufacturers instructions using 5
microliters of sample. SOD results were normalized to protein using the Coomassie Plus
Assay Kit (Thermo Scientific) per the manufacturer's instructions.

Migration assay

Migration was assessed using the Cultrex 24-Well Cell Migration Assay (Trevigen
Gaithersburg, MD). After overnight starvation in medium with 0.2% fetal bovine serum,
50,000 MSCs were combined with 5 mg/ml Cultrex Beta-mercaptoethanol (BME) Growth
Factor Reduced Pathclear. This BME/cell mixture was added to the top chamber of each
well and plates incubated at 37°C for 1 hour. After incubation, 0.5 milliliters of MSC
medium was added to the bottom chamber and the combined apparatus was incubated at
37°C for 24 hours. Migrated cells in the lower chamber were then washed, dissociated, and
the number of cells migrated was determined following manufacturers instructions using
Calcein-AM.

Prostaglandin Production

Cells were grown to 80% confluence in a 12-well plate and culture media changed 1 day
prior to the assay. The supernatant was centrifuged to clarify and PGE, was assayed by
Parameter™ PGE, assay kit according to the manufacturer's instructions (R&D Systems,
Minneapolis, MN).

Telomere Length Analysis

Results

MSC were isolated from donors of various ages. Prior to passage 4 (28 days in culture),
DNA was harvested from one million cells by Gentra Puregene Cell Kit (Qiagen, Valencia,
CA). One microgram of DNA was digested with Hinf 111 and Rsa I, separated by gel
electrophoresis, transferred to positively charged nylon by vacuum, and dried. Telomeric
DNA was determined by hybridization to a digoxigenin-labeled telomere probe:
(TTAGGG)3. Detection was by a horseradish peroxidase labeled anti-Dig antibody (Roche,
Indianapolis, IN) and chemiluminescence. Average telomere lengths were determined by
scanning the resulting Southern blot and using the Telometric™ software program for the
analysis (20).

We have isolated MSC from bone marrow donors across a wide range of ages. MSC were
derived from the bone marrow harvest filters following the harvest. These filters have been
previously shown to be a rich source of MSC (21, 22). In our observations of culturing cells
across a wide range of donor ages (8 months to 58 years), MSC showed no phenotypic
differences in cell shape or size with respect to age of the donor under light microscopy
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(Figure 1). Typically MSC age through repeated passage and their morphology becoming
flatter and broader in shape and eventually entering into senescence (11). Though there is no
known marker to quantify the differentiation of MSC, our evaluation of over 40
differentiated MSC lines showed no qualitative age-dependent differences in the ability to
become osteocytes, adipocytes, and chondrocytes (shown by histologic staining) prior to
passage four (data not shown).

To evaluate for initial age-related differences, the initial growth kinetics and cell surface
expression of commonly profiled MSC markers (both negative and positive) were analyzed
in 41 MSC cultures. We found no significant difference in any cell surface markers with
respect to age shown in Table 1. MSC from older don ors had a slightly longer doubling
time than from younger donors, which varied depending on the timepoint in culture that was
assessed. As shown in Figure 2, doubling time was significantly greater for the older (18 -
58 yrs) donor MSC at passages 3 and 4 but not at passage 2.

We next assessed for age-related differences in a subgroup of our initial dataset, focused on
the 6 youngest don ors (8 months — 6 years) and the 6 oldest donors (38 — 58 years) thereby
maximizing the possibility of locating phenotypic differences that might be age-related. The
population doubling time differences at the second to fourth passages are reflected in the
slope of the growth curves of these subsets of MSC shown in Figure 2B.

For a clinical product a cell dose of 108, cells per kg is a common choice; therefore a 70 kg
person would require 7 x 10 cells. In every MSC expansion we performed, the total MSC
number produced within 28 days ranged between 10° and 1010 cells. As shown in Figure
2C, even our lowest expansion gave 10° cells (age 42 years) and our highest yield 6.5 x 1010
gave cells (age 5 years). Although the average yield was greater from the younger donors
versus the older donors, this did not reach statistical significance (p=0.08). Whereas it is
possible that there may be fewer actual mesenchymal stem cells (referring to the actual
progenitors of the MSC clinical product) in the initial isolation from older donors than from
younger donors, this is difficult to determine as there are no reliable a priori MSC markers
though we estimated the original starting population of MSC as a fraction of the bone
marrow mononuclear cells in our experiments to be 0.00018 % for donors 0.8 - 17 years old
(n=25) and 0.00010 % for donors 18 - 58 years (n=15 and p=0.01) (starting MSC estimate =
# cells P1/BMMC in aspirate/time in culture (hours)/doubling time at P2 (hours)). Thus,
despite these differences in growth kinetics, an abundant amount of MSC could be obtained
from a donor of any age suitable for /n vivo infusion.

As cells age they accumulate vesicles and pigment known as lipofuscin which can be stained
using Sudan black (23). We stained 9 MSC lines from various ages of donors with Sudan
Black and found no difference in staining between younger MSC donors (ages 8 months to 5
years) versus older donors (ages 51 to 58 years) (Figure 3).

Finding there were no substantial histological or MSC surface marker differences in MSC
with regard to age, we next investigated several biological functions known to change with
age. All assays were performed on MSC less than 28 days in culture. The first assays tested
markers related to oxidative stress which are generally found to increase in aging
experimental models; this includes the ability of cells to directly handle oxidative stress (24,
25). Our first evaluation was of superoxide dismutase (SOD) which is involved in the
catabolism of reactive oxygen species and regarded as an antioxidant (26). Therefore, the
expression level of SOD was evaluated in the subset of the 6 youngest and 6 oldest MSC
lines we had derived. SOD activity, previously shown to decline with increased donor age,
also was measured (11). No difference in either MSC SOD expression or functional activity
in MSC was seen with respect to age (Figure 4). An oxidative challenge can be used to
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evaluate how cells respond to high levels of reactive oxygen species, and this response is
often decreasing with increased time in culture. No difference in the ability of MSC to
respond to an oxidative challenge was observed using a hydrogen peroxide assay (Figure 4).
These data support the notion that MSC have similar antioxidant abilities regardless of
donor age.

Inducible Nitric Oxide Synthase (iNOS) is involved in inflammatory processes and can be
regulated by downstream effects of SOD (27). Chronic inflammation involving iNOS
activation may contribute to the aging process (28). Therefore, we next quantified the
expression levels of iINOS. Similar to SOD, iNOS levels in MSC were unaffected by age as
shown in Figure 4.

Additional inflammatory markers of aging include cyclooxygenase-2 (COX2) which
regulates the production prostaglandin (PGE; in cells) production in cells. COX2 and PGE,
production has variably been found to be increased or decreased in association with aging,
dependent upon the tissue or model being studied (29-33). In early passage MSC, we found
no difference in PGE, production with regard to donor age as shown in Figure 5. Another
phenomenon related to prostaglandin synthesis is cytoskeleton organization changes (34). It
has been shown that as cells age they become less migratory in the case of rat MSC (25).
Our evaluation of MSC migration in Figure 5 shows that there is no difference in the
migratory ability of MSC with respect to the age of the donor.

Recently, a novel finding has shown the structural nuclear protein progerin to be associated
with the aging process (35, 36). Progerin is a mutated form of the nuclear protein lamin A
causing one of the classic aging syndromes, Huthinson-Gilford Syndrome (37). Wild-type
cells also can accumulate progerin over time, which may play a role in the normal aging
process (38). Interestingly, there was a statistical trend toward a higher progerin level of
expression in MSC derived from older donors (Figure 6). Whether progerin will be a robust
and reliable marker of aging for MSC has yet to be determined.

Another important nuclear protein that is a marker of the aging process is p16INK which is
an inhibitor for CDK4 and CDK16 and negatively regulates cell-cycle progression leading
to a decrease in cell proliferation (correlating to an increase in senescence) (39). It has been
previously shown that PA6INK accumulates as MSC age /n vitro (35, 40). Our evaluation of
p16INK measured early in culture showed some variability in expression in younger donor,
but no significant difference in expression le vels according to age (Figure 6).

A widely recognized phenomenon that occurs as MSC age in culture is telomere attrition
due to the fact that MSC typically lack telomerase (9). Telomeres shorten linearly and
consistently during extended culture periods. Although one group determined there was no
correlation between telomere length and MSC donor age at the time of second passage
(n=28), telomere length as related to age, though most of the donors were over 20 years old
(40). We examined the telomeres from 38 of our MSC lines (11 were age 12 or less) prior to
28 days in culture and also found there was no statistically significant correlation between
age and telomere length agreeing with the prior observation but increasing the younger age
range of evaluation (Figure 7).

Discussion

We have shown here that MSC isolated from a wide age-range of donors, incubated in
hypoxic conditions and propagated for 21-28 days are very similar in terms of cellular
fitness. There is little doubt that MSC do experience age-related changes while in prolonged
culture /n vitro (41-46). MSC from older donors likely do not have the life expectancy as
those from younger donors, but importantly MSC expanded to produce a clinical product
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would not be cultured for extended periods of time primarily due to the risk of karyotypic
abnormalities and hence transformation events that may be acquired with increased passage
number (13, 14, 47). As compared to adult marrow, fetal MSC seem to be more robust
source for these cells. Fetal MSC are known to express pluripotency antigens, have long
telomeres, and express more telomerase than adult MSC (16), though fetal tissue is an
unlikely source for a clinical product.

The long-term culture issues of karyotopic abnormality development and increased
oxidative damage are most likely due to an improper environment (i.e. not a native /n vivo
environment). Also, is the fact that human MSC cultured /7 vitro undergo several log-fold
more cell divisions than they would /n7 vivo which increases the likelihood of karyotypic
abnormality. Because our clinical grade MSC products are cultured for a maximum of 28
days (are not more than 3 passages), we restricted our analysis to that time period which is
more than enough time to generate multiple doses of a MSC clinical product.

The growth curves from our data did show a significant difference between younger and
older donor MSC. This is the result of longer doubling time and possibly a smaller starting
MSC population in older donors. The humber of starting MSC cannot be known as there are
no known markers to absolutely identify MSC. Interestingly, we found population doubling
times to be significantly different in MSC at passages 3 and 4. This may be due to
heterogeneous cellular division ongoing in the MSC cultures. It is accepted the MSC
cultures in vitro are composed of a heterogeneous group of cells; these cells may have
different diving times reflecting, ultimately, in differences in the whole population doubling
time.

The culture period of our MSC expansion was less than 28 days, which is currently
acceptable for generating a clinical product. Our attempts to estimate the starting number of
potential MSC showed an increase in MSC in younger donors (0.000 18% vs 0.00010 %, p
= 0.01). Despite this small differnce, we were able to generate more than enough cells
needed from any age of donor taking into account that clinical trials use 0.5 x 10% — 9 x 106
cells per kg recipient body weight (48-50) or for a 70 kg person, up to 70 x 107 MSC for
injection. We achieved these cell numbers in any MSC culture expanded, with 14 doses for
our lowest expanded MSC line.

Our data on cell surface analysis is contrary to a prior report by Stolzing et al. who showed
that several of the “classical” MSC antigens declined with increasing donor age when
measured in early in passage; particularly CD105 and CD90 (11). We found that all surface
antigens evaluated were very similar in expression regardless of age assayed early in
passage. This may be due to the fact that we use a low-oxygen incubation of our cells to
more closely mimic the native marrow environment rather than the 21% O, often used in
other studies. Additionally, that study stated at least 3 donors were represented in each age
group, while we had over 15 per group. Several studies have shown that hypoxic (3-5% O,)
conditions promote MSC growth, extend lifespan, reduced oxidative stress, and promoted
engraftment in transplant models (17-19, 51-53). Our hypoxic conditions also may explain
why we have seen little difference in the markers of oxidative stress measured by SOD
activity, response to oxidative challenge, or iNOS expression in MSC from various ages of
donors. This is also supported by data from other cell types in which hypoxic conditions
decreased SOD production and prolonged cell life span of fibroblasts and vascular smooth
muscle cells (54, 55).

We found no difference in p16INK or progerin expression. P16INK regulates cellular
senescence by inhibition of CDK4 and CDK®6 and accumulates as cells age /n vitro (35, 40).
Since we evaluated the cells early in culture, we speculate that the mechanisms that lead to
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p16INK accumulation do not predominate at that time. Progerin has been shown to activate
members of the Notch signaling pathway when overexpressed in human MSC, and it has
been also shown to accumulated in with age, though how robust an aging marker progerin
will be and for what tissues remains to be seen (36, 38). Furthermore, finding no difference
in iINOS or SOD expression allows us to speculate our short time in culture is not sufficient
to cause an age-related effect and is perhaps inconsequential to the cell. It is also possible
that there are perhaps yet undiscovered more sensitive markers of aging that may be
expressed at lower levels earlier in culture and upstream of the proteins we evaluated that
ultimately dictate a genetic “aging program” leading to the accumulation of the downstream
known age-associated proteins.

Our evaluation of telomeres of MSC showed no significant difference when assayed from
cells less than 28 days in culture. This is in agreement with the data from Shibata ef a/. who
also showed the mean telomere length of early passage MSC did not correlate with donor
age, although mean telomere length did predict ultimate expansion potential of the cells
(40). While MSC telomeres shorten very consistently in the /n vitro culture setting, this does
not seem to be the case /n vivo. Being that MSC typically lack telomerase, the only way they
retain the ends of their chromosomes is by not dividing, and /n sitzhuman MSC probably
undergo very few founds of division consistent with the main function of MSC in
maintaining homeostasis of the bone marrow niche microenvironment. This slow turnover
of MSC /n situis supported by evidence that MSC have some resistance to chemotherapy
and radiation (56). Both are mechanisms that inflict the most injury on rapidly dividing
cells.

Therefore, as we go forward in finding new clinical applications for MSC, our data suggest
donors up to age 58 years are, in general, of equal “cellular fitness™ and can be robustly
expanded. MSC from any age donor should be acceptable as long as they are in good health
and the MSC grown under proper conditions during their expansion.
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Figure 1.

The microscopic phenotype of MSC is similar from donors 49 years apart. MSC were
isolated from marrow as described and photographed under phase-contrast microscopy at
10x magnification after 17 days in culture prior to the third passage.
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Figure2.

Initial growth properties of MSC are similar regardless of donor age. Panel A. Population
doubling time up to the fourth passage (P2, P3, P4) of MSC from various aged donors. The
p-value was calculated from a Student's t-test. Panel B shows the growth curves of MSC of
the six youngest (8 mo - 6 years dashed line) and six oldest (ages 38 - 58 years solid line).
Panel C. MSC were derived as previously described and the cumulative cell number was
determined within the 28 days in culture.
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Figure 3.

No difference in lipofuscin staining in MSC of various age donors. MSC were isolated as
described in the Methods section. Prior to 28 days in culture (between passage three and
four), cells were washed and stained with Sudan Black to detect lipofuscin deposits (n =5
younger and 4 older donors). Photos taken by bright field microscopy at 10X magnification.
A representative photo is shown on the left. Lipofuscin stained vesicles were quantified by a
particle counting algorithm in ImageJ and normalized to number of cells. A Student's t-test
was performed on the data and indicated no significance was found with a p-value of 0.53.
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Figure 4.

Markers of oxidative stress are not different between young and older MSC donors. MSC
from same 2 donors groups described in Figure 2 were harvested 26 days after isolation (this
equates to 3 passages). Panel A. Protein from whole cell lysates was immunoblotted with
antibody to SOD or iNOS (or actin for no rmalization) and signal quantified by scanning
densitometry. Results displayed as minimum-maximum boxed values as well as the mean
for the group. Error bars represent standard deviation, and the p-value was calculated from a
Student's t-test. Panel B. 100,000 MSCs (after 20 days in culture) were plated in each well
of a 6-well plate at incubated at 37°C for 3 days. The supernatant from clarified cell lysates
was collected and the SOD assay was performed using the Superoxide Dismutase Assay Kit
Il (Calbiochem) per the manufacturer's instructions and results were normalized to protein
using by Bradford assay. Data represent 3 independent experiments. Panel C. Oxidative
challenge by exposure to hydrogen peroxide in young versus old donor derived MSC.
100,000 MSC at 20 days post isolation were plated in each well of a 12-well plate and
incubated overnight at 37°C. Hydrogen Peroxide was added to the culture to 150 pM and
cells incubated at 37°C for 1 hour. Cells were stained for apoptosis using an Annexin V-
FITC antibody. Data is displayed as ratio of cells staining for Annexin V post vs pre
treatment with mean and standard deviation indicated. The p-value was calculated from a
Student's t-test.
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Figure5.

PGE, production and cell migration from younger and older donor derived MSC are similar.
Panel A. Cells were cultured to 80% confluence after 20 days in culture in a 12-well plate.
PGE; in the supernatant was assayed by Parameter™ PGE, assay kit according to the
manufacturer's instructions (R&D Systems). A Student's t-test of the results shows p=0.73.
Panel B. Migration of the same groups of MSC was assessed using Cultrex 24-Well Cell
Migration Assay. After overnight serum starvation, 50,000 MSC were then evaluated for
their ability to migrate toward a serum source using a chamber assay for 24 hours.
Afterwards, the number of migrated cells was determined. A Student's t-test of the results
shows p=0.40.
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Figure6.

Expression of other Progerin or P16INK are not different between younger and older donor
derived MSC. MSC from the younger and older donors groups were harvested 20 days after
isolation. Whole cell lysates were immunoblotted with antibody as denoted (anti-actin for
normalization) and signal quantified by scanning densitometry. Y-axis indicates relative
expression to actin. Results displayed as minimum-maximum boxed values and the mean for
the group. Error bars represent standard deviation.
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Figure7.

The average telomere length (ATL) of early passage MSC does not correlate to donor age.
MSC were isolated from donors of various ages. At 28 days in culture, DNA was harvested
from one million cells, digested by restriction enzymes and subject to Southern blot using a
dig-labeled telomere probe: (TTAGGG)3. Average telomere lengths were determined by
scanning the resulting Southern blot and using the Telometric™ software program for the
analysis (20). Pearson correlation for ATL was -0.270, p-value = 0.101. Results in Panel B
are displayed comparing the age groups 0.8 - 18 years and 19 - 58 years where a Student's t-
test showed p = 0.67.
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