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tissue repair thereby enhancing vascular recovery.

Abstract: Human stem cells from adult sources have been shown to contribute to the regeneration of muscle,
liver, heart, and vasculature. The mechanisms by which this is accomplished are, however, still not well understood.
We tested the engraftment and regenerative potential of human umbilical cord blood-derived ALDH"Lin’, and
ALDH"Lin" cells following transplantation to NOD/SCID or NOD/SCID B2m null mice with experimentally induced
acute myocardial infarction. We used combined nanoparticle labeling and whole organ fluorescent imaging to
detect human cells in multiple organs 48 hours post transplantation. Engraftment and regenerative effects of cell
treatment were assessed four weeks post transplantation. We found that ALDH"Lin" stem cells specifically located
to the site of injury 48 hours post transplantation and engrafted the infarcted heart at higher frequencies than
ALDH®Lin" committed progenitor cells four weeks post transplantation. We found no donor derived
cardiomyocytes and few endothelial cells of donor origin. Cell treatment was not associated with any detectable
functional improvement at the four week endpoint. There was, however, a significant increase in vascular density
in the central infarct zone of ALDH™Lin" cell-treated mice, as compared to PBS and ALDH"Lin™ cell-treated mice.

Conclusions: Our data indicate that adult human stem cells do not become a significant part of the regenerating
tissue, but rapidly home to and persist only temporarily at the site of hypoxic injury to exert trophic effects on

Introduction

Acute myocardial infarction (AMI) and the resulting
complications are a leading cause of morbidity and mor-
tality in the Western world. While conventional treat-
ment strategies for AMI may efficiently alleviate
symptoms and hinder disease progression, recovery of
lost cells and tissue is rarely achievable. Transplantation
of primitive progenitor cells of hematopoietic, mesench-
ymal, and endothelial lineages have, however, been
found to enhance endogenous tissue repair in small ani-
mal disease models and to improve overall function of
the affected tissues in early phase clinical trials [1]. The
exact mechanism of repair is not known but may
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involve paracrine signaling by the donor cells or direct
replacement of damaged tissue by donor cells[2].

Stem and progenitor cells derived from hematopoietic
tissue have attracted much attention as a source of
transplantable cells for cell-based regenerative therapy.
Hematopoietic, mesenchymal, and endothelial progeni-
tors have been identified in human bone marrow (BM)
and umbilical cord blood (UCB) [3-5]. All three progeni-
tor populations can be simultaneously isolated from
human BM based on the expression of the cytosolic
enzyme aldehyde dehydrogenase (ALDH) [6], although
the relative contributions of the different sub-popula-
tions and consequently their relative therapeutic contri-
bution may vary between the different cell sources. We
and others have found that lineage depleted (Lin") cells
from BM and UCB that express high levels of ALDH
(ALDH"Lin) have superior long term repopulating
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potential in the hematopoietic tissues of NOD/LtSz-
scid/scid (NOD/SCID) mice whereas lineage depleted
cells that express low levels of ALDH (ALDH'°Lin") are
virtually devoid of long term repopulating potential in
spite of an apparent overlap in expression of the puta-
tive human hematopoietic stem cell marker CD34
between the two populations [7-10]. Furthermore, as
few as 2 x 10° ALDHMLin" cells purified from UCB can
engraft multiple tissues in the B-glucuronidase (GUSB)
deficient NOD/SCID/MPSVII mouse model, including
the pancreas, retina, lung, liver, kidney and heart at 10-
12 weeks post transplantation [11].

Xenotransplantation of human hematopoietic stem
cells and progenitor cells to immune deficient mice is
extensively used to study human hematopoiesis and
diseases involving the hematopoietic system [12]. The
studies of diseases of solid organs using xenotransplan-
tation models is, however, hampered by the lack of sim-
ple and sensitive methods for identifying human donor
cells, an issue which we addressed in the current studies.
We adapted the left anterior descending (LAD) coronary
artery occlusion model of AMI recently described by
van Laake et al [13] to highly immune deficient NOD/
SCID and NOD/SCID B2-microglobulin null mice
(NOD/SCID B2m null). The NOD/SCID B2m null
mouse strain is deficient in the expression of the MHC
class I associated cell surface protein 2-microglubulin
(B2m), which is normally expressed on all nucleated
cells [14]. Engrafting donor cells can thus easily be
detected by immune staining for f2m.

Macroscopic evaluation of donor cell distribution to
various organs following global or localized delivery is
key to understanding the dynamics of stem cell engraft-
ment in target tissues and has been described using
labeling with radionuclides, fluorescent dyes, or biolumi-
nescent or fluorescent reporter proteins [15,16]. We
have recently documented that engrafting human donor
cells can be visualized in situ without adversely affecting
cell viability and engraftment potential by a combination
of nanoparticle labeling and whole organ fluorescent
imaging [17]. Using a similar approach, we have in the
present study: 1) evaluated donor cell distribution to
multiple organs, including the infarcted heart, at 48-72
hours post transplantation and 2) analyzed long term
engraftment in multiple organs and the infarct zone as
well as the regenerative effects of cell treatment by
molecular and mechanistic approaches at four weeks
post transplantation. By the combined nanoparticle
labeling and whole organ fluorescent imaging, we found
a more pronounced infarct-specific distribution of
ALDHMLin™ stem cells, as compared to committed pro-
genitor cells at 48-72 hours post transplantation. At
four weeks post transplantation, ALDHMLin™ cells
engrafted multiple organs, including the heart, liver and
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kidney, at higher frequencies than ALDH'°Lin" cells.
Under these highly permissive conditions for human cell
engraftment, we found no donor derived cardiomyocytes
and only few endothelial cells of donor origin at four
weeks. Cell treatment was not associated with a signifi-
cant improvement in cardiac performance at four weeks.
There was, however, a significant increase in the vascu-
lar density of large caliber vessels in the central infarct
zone of ALDHMLin™ cell-treated mice, as compared to
PBS and ALDH™Lin" cell-treated animals.

Materials and methods

Mice

NOD/SCID and NOD/SCID B2m null mice (originally
from Jackson Laboratories, Bar Harbor, ME) were bred
and maintained at the animal facilities at the Washing-
ton University School of Medicine. All animal experi-
ments and protocols were approved by the animal
studies committee at Washington University School of
Medicine, and conducted in compliance with the Guide
for the Care and Use of Laboratory Animals published
by the US National Institutes of Health (NIH Publica-
tion No. 85-23, revised 1996), and all University
requirements.

Human cell purification

Umbilical Cord Blood (UCB) that failed to meet the
minimal total nucleated cell count was obtained from
the cord blood banking facility at Cardinal Glennon
Children’s Hospital, St Louis, MO, and used in accor-
dance with the ethical guidelines at Washington Univer-
sity School of Medicine and the principles outlined in
the Declaration of Helsinki. Mononuclear cells (MNCs)
were isolated from UCB by Hypaque-Ficoll centrifuga-
tion (Pharmacia Biotech, Uppsala, Sweden). MNCs from
different cord blood samples were pooled (24 cords
were used in total) and lineage depleted or enriched for
CD34" cells as previously described [8]. Briefly, UCB
MNCs were incubated with a human-specific lineage
depletion antibody cocktail or anti human CD34 anti-
body followed by magnetic bead labeling before negative
or positive selection, respectively, on an immunomag-
netic separation column, according to the manufac-
turer’s directions (Stem Cell Technologies, Vancouver,
BC, Canada).

FACS sorting of aldehyde dehydrogenase high and low
expressing cells

Cells to be sorted were cultured overnight in X-Vivo 15
media (Lonza Group, Basel, Switzerland) on RetroNectin
coated plates (25 pg/cm? Takara Bio INC., Otsu, Japan)
in the presence of recombinant human SCF, Flt3-L and
TPO (all 10 ng/ml, R&D Systems, Minneapolis, MN)
and nano-particles in selected experiments as indicated
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below. Total cells were detached on the following day by
gentle washing with Cell Dissociation Buffer (CDB, Invi-
trogen, Carlsbad, CA) and purified according to their
levels of ALDH activity by staining with the Aldefluor
reagent (Aldagen, Durham, NC), according to the manu-
facturer’s specifications. Briefly, Aldefluor substrate
(0.625 pg/mL) was added to 1 to 5 x 10° Lin™ cells/mL
suspended in Aldefluor assay buffer and incubated for
20 to 30 minutes at 37°C. Cells were then FACS sorted
on a MoFlo (BD, San Jose, CA) according to high and
low Aldefluor signal as described [8].

Whole organ fluorescent imaging

655 nm fluorescent emitting nano-patrticle labeling

Human UCB Lin" or CD34" cells were incubated with
655 nm fluorescent Quantum Dot nano crystals
(QD655, Invitrogen) in cell media (X-Vivo with recom-
binant human SCF, FIt3-L and TPO (all 10 ng/ml)) in
the presence of 0.1 nM protamine sulphate for 15 min
followed by overnight incubation in cell media at 10°
cells/well on Retronectin coated non-tissue culture trea-
ted 24 well plates at 37°C and 5% CO;. The following
day the Lin™ cells were then detached by gentle washing
with CDB and resuspended in PBS and sorted according
to high or low expression of ALDH as described above.
The cells were then subjected to a second round of
labeling overnight as described. CD34+ sorted cells were
labeled in parallel but without sorting for ALDH
activity.

750 nm fluorescent emitting nano-particle labeling

The 750 nm fluorescently labeled paramagnetic Feridex
iron nanoparticle protocol was essentially identical to
the 655 nm nano-particle labeling protocol with the fol-
lowing modifications: Human UCB Lin" cells were only
subjected to a single round of labeling followed by sort-
ing for high and low expression of ALDH as described.
Labeled and sorted cells were incubated overnight in
cell media without further labeling.

Transplantation of nano-labeled cells

Cells to be transplanted were detached on the following
day by gentle washing with CDB and maintained in cell
media until transplantation. NOD/SCID or NOD/SCID
B2m null mice to be transplanted were subjected to
AMI on the day before transplantation as described [18]
and transplanted with QD655 or Feridex750 labeled
cells (2 x 10° CD34*, 1.6 - 4 x 10° ALDH"°Lin; 2.3 -
4 x 10° ALDHMLin") by a single intravenous (IV) injec-
tion via the tail vein. PBS injected or control animals
(no AMI) were analyzed in parallel. Mice were sacrificed
48 - 72 hours post transplantation and organs were har-
vested, rinsed in PBS and analyzed on a Kodak 4000
MM CCD/X-ray imaging station (Molecular Imaging
Systems, Eastman Kodak Company, New Haven, CT) as
described [17]. Relative intensities were measured by
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comparing regions of interest (ROI) applied to the tissue
images. ROI values of untreated controls were defined
as 1.

Four week transplantation experiment

NOD/SCID B2m null mice to be transplanted were sub-
jected to AMI on the day before transplantation, as
described [18]. Human UCB Lin~ cells were sorted
according to high or low expression of ALDH as
described above and 0.5-1 x 10° ALDH°Lin" (n = 6) or
0.6-1 x 10° ALDHMLin™ (n = 11) cells or PBS (n = 13)
was transplanted by a single IV injection. Mice were
sacrificed 28 days post transplantation and organs were
harvested and processed for frozen sectioning.

Echocardiography

Transthoracic echocardiography was performed in
anesthetized mice by using an Acuson Sequoia 256
Echocardiography System (Acuson Corp., Mountain
View, California, USA) equipped with a 15-MHz (15L8)
transducer as previously described [19]. Ejection fraction
(EF), left ventricular end diastolic volume (LV-EDV), left
ventricular end systolic volume (LV-ESV), and segmen-
tal wall motion scoring index (SWMSI) were evaluated
on the day of transplantation (day 1 post surgery) and at
one and four weeks post transplantation as described
[20]. Animals were stratified into groups with small,
medium and large infarcts, as described [20]. The echo-
cardiographer was always blinded to the specific treat-
ments of the animals.

Immunofluorescence

Hearts, spleens, lungs, livers, and kidneys were quickly
removed and placed in PBS at room temperature for
5 minutes to allow excess blood to drain out. The
organs were then placed in ice-cold PBS and processed
for frozen sectioning. Hearts were cut into three trans-
verse sections in a bread loaf manner and embedded in
O.C.T compound before rapid freezing in liquid nitro-
gen cooled acetone/methanol. Spleens and sections from
livers, lungs, and kidneys were processed in parallel.
5 pm frozen sections were mounted on Superfrost
microscope slides. Human cells were detected using
human specific antibodies: rabbit anti-B2-Microglobulin
(1:800, Abcam, Cambridge, United Kingdom), mouse
anti-CD45 (1:200, Vector Laboratories, Burlingame, CA)
and mouse anti-CD31 (1:100, DAKO, Glostrup, Den-
mark). Staining was visualized using highly cross-
adsorbed goat anti-mouse or anti-rabbit secondary anti-
bodies conjugated with either Alexa488 or Alexa594
antibodies (1:000, all Invitrogen) and sections were
mounted with DAPI containing Neomount mounting
medium (Invitrogen). Relevant isotype controls were
stained in parallel. Comparable frozen sections of hearts
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from PBS injected mice or human heart were used as
negative and positive controls, respectively. Sections
were analyzed on a Zeiss Axiovert4000 wide field fluor-
escent microscope (Carl Zeiss Inc., Oberkochen, Ger-
many) using the Metamorph software (Molecular
Devices, Sunnyvale, CA). Image stacks of thin serial sec-
tions were obtained from selected sections by Z-stage
scanning. Blinded 3D deconvolution (Autoquant, Media
Cybernetics, Inc., MD) was used to reduce out of focus
light and enhance signal to noise ratio. Single thin opti-
cal sections were generated using the Image] software
(Rasband, W.S., Image], U. S. National Institutes of
Health, Bethesda, Maryland, USA, http://rsb.info.nih.
gov/ij/, 1997-2006).

Vascular density

5 um frozen sections from the basal and medial portion
of the hearts from each treatment group (PBS: n = 12;
ALDH"Lin": n = 5; ALDH"Lin": n = 9) were stained
with mouse-specific rat anti-CD31 antibody (1:100, BD
Biosciences, San Diego, CA) and visualized using a
HRP-conjugated secondary goat anti-mouse antibody
(Acriz Antibodies GmbH, Hiddenhausen, Germany) and
DAB+ chromagen according to the manufacturer’s
instruction (DAKO). For each heart, bright field images
were recorded from 10 randomly selected visual fields
(40x magnification) in the tissue sub-served by the
infarct related artery. Mean vascular density per um? tis-
sue was estimated for each group. Only CD31 positive
structures with a well defined tubular morphology or
structures with a linear extension equal to or larger
than 50 pm were scored as positive. Images were ana-
lyzed using the Image] software.

Statistical analyses

All data were analyzed by ANOVA with Bonferroni cor-
rection for multiple comparisons. p-values smaller than
or equal to 0.05 were considered significant. Hadis
method to identify outliers in multivariate data [21] was
applied to the vascular density data with a 95% signifi-
cance level.

Results

Distribution of ALDH"Lin", ALDH"Lin", and CD34" cells at

48-72 hours post transplantation

We first evaluated the short term homing potential of
three human stem and progenitor cell populations,
ALDH"Lin", ALDH"°Lin", and CD34", purified from
UCB as previously described [8]. Purified cells were
labeled with QD655 or Feridex750 fluorescent particles
(2 x 10° CD34", 1.6 - 4 x 10° ALDH" Lin7; 2.3 - 4 x 10°
ALDH"Lin"), transplanted to NOD/SCID or NOD/SCID
B2m null mice with surgically induced AMI and selected
organs were analyzed on a Kodak 4000 MM CCD/X-ray
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imaging station 48-72 hours post transplantation as
described [17] (Figure 1). We found greater signal inten-
sity at the site of injury in the hearts of ALDH™Lin" cell
treated animals, as compared to ALDH" Lin" cell treated
mice (Figure 1A). Donor cells were predominantly
located at the site of injury as evident from images
taken of the posterior, non-infarcted wall (Figure 1B).
Although based on limited data, it was also interesting
to note that CD34" cells, although representing a major
sub-population in the ALDHMLin" fraction, did not
appear to home with the same specificity or robustness.
To exclude the possibility that the fluorescent signal was
derived from contaminating free nanoparticles co-
injected with the donor cells, we sorted for high or low
ALDH expression after labeling with Feridex750 nano-
particles and prior to transplantation. As can be seen in
Additional file 1, we confirmed the preferential infarct
specific distribution of the ALDH"Lin" sorted cells.
Interestingly, using cells purified after Feridex nanoparti-
cle labeling, it could be observed that ALDH"Lin" cells,
which represent a committed progenitor population,
appeared to traffic to the spleen at greater frequency in
comparison to ALDH"Lin" cells, as evident from the
higher fluorescent intensity in the spleens of animals
transplanted with ALDH'Lin" cells, as compared to ani-
mals that received ALDHMLin" cells. In contrast, as also
seen in figure 1, the more primitive ALDH™Lin" stem cell
population preferentially homed to the infarcted heart.

Multi-organ engraftment

Next, we evaluated the engraftment and regenerative
potential of highly purified ALDH" Lin" and ALDH"Lin"
cells that had been FACS sorted from human Lin™ UCB
in NOD/SCID B2m null mice with surgically induced
AMI four weeks post transplant (ALDH™Lin" (n = 6) or
ALDHMLin" (n = 11) cells or PBS (n = 13)).

The NOD/SCID B2m null mouse strain is null for the
MHC-I associated B-2-microglobulin gene product that
is expressed on all nucleated cells. This allowed us to
specifically detect human cells regardless of phenotypic
fate in the murine background by antibody-mediated
staining for f2m. Sections from spleen, lung, kidney,
liver and heart revealed human engraftment in 10 of 11
ALDH"Lin transplanted animals (Figure 2) and in four
of six ALDH"Lin" transplanted animals (data not
shown). The human engraftment in the ALDH™Lin"
transplanted animals was generally more widespread
with human cell present in the spleen, lung, liver, heart,
and kidney. Only sporadic human cells were detected in
ALDH"Lin" transplanted animals and never in multiple
organs of the same animal (data not shown). Engrafting
human cells appeared small and round to oval shaped
with a small cytoplasm relative to the nucleus. Engraft-
ment appeared evenly dispersed throughout the tissues,
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Figure 1 Distribution of human UCB CD34%, ALDH'"Lin", or ALDH"Lin" sorted cells to the site of injury in NOD/SCID mice with AMI.
AMI was induced in NOD/SCID mice by permanent ligation of the LAD. On the following day, animals were transplanted with 2 x 10° CD34, 4 x
10° ALDH Lin’, or 4 x 10° ALDH"Lin" UCB cells labeled with QD655 fluorescent nanoparticles. Hearts were removed 48 hours post transplant and
near infra-red images were recorded. (A) Anterior wall, (B) posterior wall. Values indicate relative fluorescent intensity. Value of the control is set at 1.
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NOD/SCID B2m null mice with AMI were transplanted with ALDH"Lin" sorted human UCB cells and human engraftment in multiple organs was
assessed by staining for human specific 2m four weeks post transplant. (A) Spleen, (B) lung, (C) liver, (D) kidney, (E) heart, (F) liver. Nuclei: blue,
B2m: red. Scale bar represents 25 um.

Figure 2 Multi-organ engraftment in NOD/SCID B2m null mice four weeks after transplantation of ALDH"Lin™ sorted human UCB cells.
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mostly as single cells and only rarely in clusters of two
or more cells (Figure 2F).

Engrafting human cells were further characterized by
double staining for human-specific B2m in combination
with either a human-specific CD45 pan-leukocyte anti-
body or a human-specific CD31 endothelial antibody.
CD45 positive cells accounted for the majority of the
engrafting cells (Figures 3A-L). We found very few
donor derived CD31 positive cells (representative stain-
ing from the lung shown in Figures 3M-P).

Cardiac engraftment

We analyzed hearts from the two cell-treated groups in
greater detail. To estimate the level of engraftment, we
identified f2m-positive nucleated human cells in a total
of 150 individual sections obtained from the basal, med-
ial, and apical portions of the hearts. Human engraftment
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in the heart, defined as the presence of at least three indi-
vidual B2m- positive cells in the combined tissue ana-
lyzed from the basal, medial, or apical sections, was seen
in 10 of 11 ALDHMLin" transplanted animals. Human
cardiac engraftment was determined by PCR on purified
DNA from thin frozen sections as described [22] and
revealed that all of the ALDHMLin" treated animals but
none of the ALDH"°Lin" treated animals were positive for
human specific Alu sequence. We have recently reported
this same phenomenon in the liver, with only the
ALDH" cells homing to the site of tissue damage, as ver-
ified by FACS and ALU analysis [23]. Human cells were
found in only one of the ALDH"Lin" transplanted ani-
mals. For each section analyzed, we found 1 to 10 human
cells in the hearts of ALDH"Lin" cell-transplanted ani-
mals. The human cells were primarily found as individual
cells located in the non-infarcted healthy myocardium

25 um.

Figure 3 Multi-lineage human engraftment in selected organs in NOD/SCID B2m null mice four weeks after transplantation of ALDHM
Lin” sorted human UCB cells. NOD/SCID $2m null mice with AMI were transplanted with ALDH"Lin" sorted human UCB cells. The lineage of
human engrafting cells in selected organs was assessed by double staining for human-specific 2m and CD45 (A-L) or CD31 (M-P) four weeks
post transplantation. (A-D) Lung, (E-H) Kidney, (I-L) Spleen, (M-P) Lung. Nuclei: blue, CD45 and CD31: green, B2m: red. Scale bar represents

Merge

Merge




Sondergaard et al. Journal of Translational Medicine 2010, 8:24
http://www.translational-medicine.com/content/8/1/24

(Figure 4) and only rarely in the infarcted tissue or infarct
border. Occasionally two or three cells were found clus-
tered together. The human cells were small and round to
oval shaped with a small cytoplasm relative to the
nucleus. We found no cells with cardiomyocyte morphol-
ogy in the 150 individual sections analyzed. Staining for
human hematopoietic and endothelial cells with human-
specific CD45 or CD31 antibodies, respectively, revealed
a pattern similar to that found in the lung, liver, kidney,
and spleen. The majority of the human cells co-expressed
CD45 (Figure 4D) while f2m/CD31 double positive
human cells were rare and not integrated in the epithe-
lium of large caliber vessels (Figure 4H).

Functional recovery

We have previously shown that the initial infarct size in
the murine AMI model is critical for the disease pro-
gression and late infarct size [20]. Thus, animals that
only receive a small infarct recover easily from injury to
levels comparable to sham operated controls. Stratifying
the mice based on the day 0 infarct size in the present
study did not, however, influence the interpretation of
the data and all transplanted animals were included in
the final evaluation.

NOD/SCID B2m null mice with AMI were trans-
planted with ALDH'°Lin" (Figure 5 - Red square) or
ALDHMLin" (Figure 5 - Green triangle) sorted human
UCB cells or PBS (Figure 5 - Blue diamond). Serial
echocardiographic images were recorded for all treat-
ment groups (PBS, ALDH'’Lin", and ALDH"'Lin") on
the day following surgery (day 0) and again at one and
four weeks post transplantation. All treatment groups
had similar sized infarcts at the time of transplantation,
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as evident from day 0 SWMSI. There was no improved
cardiac function at the experimental end point. At four
weeks, we thus found no significant difference in EF,
LV-EDV, LV-ESV or SWMSI between any of the treat-
ment groups (Figure 5).

Vascular density

We analyzed whether the transplanted cells promoted
re-vascularization of the infarcted tissue by host
endothelial cells. Sections were stained with a murine-
specific CD31 endothelial antibody and we evaluated the
mean vascular density in the infarcted tissue sub-served
by the infarct related artery normalized to the um? tis-
sue analyzed. CD31 is expressed on platelets and a num-
ber of hematopoietic cell types that infiltrate infarcted
tissue including macrophages, neutrophils, and NK cells
[24]. To avoid the potential inclusion of non-endothelial
cell types (Figure 6, open arrows) in the estimation of
vascular density, we only counted CD31 positive struc-
tures with a well defined tubular morphology or an
open lumen, or structures with a linear extension equal
to or larger than 50 um (Figure 6, solid arrows). We
found a mean capillary density of 6.0, 5.4, and 4.1 large
caliber vessels pr. 1000 pm2 tissue in the ALDHMLin",
ALDH'Lin" and PBS treated groups, respectively (95%
confidence interval [5.0-7.0], [4.4-6.5], [3.3-5.0]; Table
1). We found a significant increase in capillary density
in the ALDHMLin" treated group as compared to the
PBS treated group at four weeks post transplantation
(p = 0.011 versus PBS; Table 1). Although the ALDH'
Lin~ treated group was not significantly different from
the PBS treated group, we noted a tendency toward an
intermediate improvement in vascular density in the

Figure 4 Human engraftment in the heart of NOD/SCID B2m null mice with AMI four weeks after transplantation of ALDH" Lin"
sorted human UCB cells. NOD/SCID p2m null mice with AMI were transplanted with ALDH"Lin" sorted human UCB cells. The lineage of
human engrafting cells in selected organs was assessed by double staining for human specific 2m and CD45 (A-D) or CD31 (E-H) four weeks
post transplantation. Nuclei: blue, CD45 and CD31: green, 2m: red. Scale bar represents 25 um.
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Figure 5 Cardiac function of NOD/SCID B2m null mice with AMI four weeks after transplantation of ALDH'" Lin™ or ALDH" Lin™ sorted
human UCB cells or PBS. NOD/SCID B2m null mice with AMI were transplanted with ALDH Lin" (Red square) or ALDH"Lin" (Green triangle)
sorted human UCB cells or PBS (Blue diamond). Echocardiographic images were recorded on the day of transplantation (day 0) and again at day
7 and day 28. Segmental wall motion scoring index (A), end diastolic volume (B), end systolic volume (C), and ejection fraction (D) were
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ALDH"Lin" treated groups. Using the Hadis method to
identify outliers in multivariate data [21] with a 95% sig-
nificance level eliminated two high power fields in the
PBS treated groups and one outlier in the ALDH™Lin"
treated group. Between group comparison after elimina-
tion of outliers revealed that both the ALDH"Lin" trea-
ted and the ALDH'Lin~ treated groups were
significantly different from the PBS treated group (p =
0.001 and p = 0.031, respectively).

Discussion
In the current studies we have adapted the LAD occlu-
sion model of AMI to immune deficient NOD/SCID and
NOD/SCID B2m null mice. We used this model to evalu-
ate the global engraftment potential of purified human
UCB cell populations as well as the distribution, engraft-
ment, and regenerative potential for the infarcted heart.
We first used fluorescent nanoparticle labeling to trace
the donor cell distribution to various organs, including

the infarcted myocardium, following IV injection. We
have recently documented that sorting of the labeled
cells is essential to avoid infusing large numbers of
unbound nanoparticles [17]. Non-cell mediated splenic
sequestering of fluorescent nanoparticles was indeed
pronounced in our previous report when control NOD/
SCID B2m null mice received free 750 nm fluorescently
conjugated Feridex nanoparticles [17]. The fluorescent
intensities found in the NOD/SCID mice transplanted
with QD655 labeled cells in the present study may thus
include both cell specific and unspecific non-cell
mediated fluorescence. Our present results from animals
transplanted with 750 nm Feridex labeled cells sorted
prior to infusion, however, confirm a significant distri-
bution of labeled donor cells to the infarcted tissue in
the absence of nonspecific signal from free nanoparti-
cles. We have previously found a labeling efficiency
between 28% and 40% with fluorescently conjugated
Feridex nanoparticles, depending of the purification
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Figure 6 Vascular density in the infarct zone of NOD/SCID f2m
null mice with AMI four weeks after transplantation of ALDH'
Lin" or ALDH" Lin™ sorted human UCB cells. NOD/SCID f2m null
mice with AMI were transplanted with ALDHLin or ALDH"Lin’
sorted human UCB cells or PBS. Frozen sections were stained with a
mouse specific CD31 antibody and visualized with DAB+
chromagen. Ten high power fields were recorded from each heart
(PBS: n = 12; ALDH®Lin: n = 5; ALDH"Lin n = 9) in the tissue sub
served by the infarct related injury. Representative CD31 labeling
from the infarct zone of an ALDH"Lin" or ALDH®Lin" transplanted
animal are shown in (A) and (B), respectively. Arrows point to
representative CD31 stained structures that were excluded (open
arrows) or included (solid arrows) in the estimation of vascular
density. See text for further explanation. Nuclei: blue, CD31: brown.
Scale bar represents 50 um.

method [17]. Specifically, the Feridex labeling efficiency
of UCB CD34" purified cells was approximately 32%
while Lin~ purified UCB cell labeled at approximately
39%. Although we did not measured the QD655 and
Feridex nanoparticle labeling efficiency of the Lin”
ALDHM and Lin"ALDH" purified cells used in the pre-
sent study, we expect that differential labeling efficiency
is not responsible for the observed difference in signal
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intensity. Although we were clearly able to visualize a
specific trafficking of ALDH"Lin" cell to the site of
injury, we were unable to image the organs non-inva-
sively thus precluding a longitudinal evaluation of donor
cell distribution. Using a similar cell sorting and labeling
strategy we, however, recently demonstrated that donor
cells could be detected in the ischemic hind limb up to
seven days after transplantation [17]. The difference in
sensitivity between our previous study and the present
one is likely due to interference from the additional
overlying tissue of the thoracic cavity and localized
transplantation and/or labeling with fluorescent nano-
particles emitting in the far red range may be needed in
order to improve tissue penetration and allow non-inva-
sive visualization of labeled cells in situ [17]. Also, the
electron-dense properties of the fluorescent nanoparti-
cles presently employed potentially allow for multimodal
non-invasive visualization of labeled cells using both
fluorescent and magnetic resonance imaging [17]. We
have also recently worked with perfluorocarbon nano-
beacons, which have a higher emission and penetrance
without background and might be better suited for in
vivo imaging of deep tissues [17].

Both the NOD/SCID and the NOD/SCID 2m null
strains presently used are known to support multi-line-
age engraftment of human hematopoietic cells. Identifi-
cation of engrafting human cells in solid organs is,
however, difficult and requires labeling of donor cells
prior to transplantation by ex vivo manipulation of tar-
get cells prior to transplantation or by application of
complex immunoassay techniques. Extensive ex vivo
manipulation of the donor cells is undesirable and may
adversely affect the cells and increase the risk of con-
tamination while antibody staining for specific human
lineage markers typically requires knowledge of the
expected differentiation pattern of the transplanted cells,
so unexpected cell phenotypes may go unnoticed. Anti-
body staining for B2m is, on the other hand, quick and
versatile, and requires no ex vivo manipulation of the
donor cell. Moreover, no nonspecific staining of endo-
genous f2m is seen in NOD/SCID B$2m null strain and
donor derived cells are detected regardless of post trans-
plantation phenotypic fate. A drawback of the f2m
staining approach relates to the possible down regula-
tion of B2m expression by some types of cancer cells as
a mechanism to avoid normal host cancer surveillance
[25]. Although we are not aware of any literature
describing a similar down regulation of f2m expression
by non-carcinogenic cells in the setting of xenogeneic
transplantation, we cannot exclude the fact that we may
underestimate the number of engrafting human cells by
this method. To compensate for this shortcoming and
to confirm the human specificity of our f2m staining,
we employed human specific lineage specific antibodies
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Table 1 Mean vascular density in the infarct zone of NOD/SCID 2m null mice with AMI four weeks post transplant of

PBS, ALDH' Lin or ALDH" Lin" sorted human UCB cells

Treatment® n®

Mean vascular density/1000 pum¢

95% Confidence interval p versus PBS

PBS 12 41
ALDH"Lin" 5 54
ALDHMLin" 9 6.0

[3.3-5.0] -
[44-6.5] 0.279 (0.031)¢
[5.0-7.0] 0011 (0.001)¢

2 NOD/SCID B2m null mice with AMI were transplanted with ALDH"Lin™ or ALDH"Lin" sorted human UCB cells or PBS. Frozen sections were stained with a mouse

specific CD31 antibody and visualized with DAB+ chromagen.

® Number of hearts analyzed pr. group; 10 randomly selected visual fields (40x magnification) in the tissue sub-served by the infarct related artery were analyzed

from each heart.

€ CD31 positive vascular structures with a well defined tubular morphology or an open lumen or structures with a linear extension equal to or larger than 50 um

were included.
9 p-value after correction for outliers.

throughout the study. Alternatively, we have also
recently described an alternative murine xenograft
model based on the B-glucuronidase (GUSB) deficient
NOD/SCID/MPSVII mouse strain [17,23]. The lack of
GUSB expression by the host tissue similarly allows
rapid and precise identification of engrafting human
cells by staining for donor GUSB activity. Using the
NOD/SCID/MPSVII model, we demonstrated multi-
organ engraftment of human UCB-derived ALDH"Lin"
cells 10-12 weeks post transplantation [11]. Both the
present model and the NOD/SCID/MPSVII model are
thus ideally suited for pre-clinical evaluation of prospec-
tive cell populations and application strategies in cell-
based regenerative therapy.

We and others have previously shown that ALDH""
Lin™ cells have a superior hematopoietic repopulating
potential in the BM and spleen of NOD/SCID and
NOD/SCID B2m null mice, as compared to CD34" or
ALDH'Lin" cells [7-10]. ALDH"Lin" cells are, as veri-
fied in the present study, indeed virtually devoid of long
term repopulation potential. In addition, we have
recently shown that ALDH"Lin" sorted cells from
human BM contained populations of functionally primi-
tive mesenchymal progenitor populations [26]. UCB, as
used in the present study, is, however, known to contain
lower numbers of mesenchymal progenitors in compari-
son to BM [17]. We cultured the cells overnight under
conditions that promote retention of primitive hemato-
poietic phenotypes [17]. The present AMI xenotrans-
plantation study thus predominantly reflects the
regenerative potential of highly purified hematopoietic
stem and progenitor cells. Gentry et al. have previously
shown that ALDH" sorted cells contain subsets of pri-
mitive stem and progenitor cells of non-hematopoietic
lineages, including mesenchymal stem cells and
endothelial progenitor cells [6]. Although we did not
assess the proportion of these non-hematopoietic cells
in the present study, due to the cell source and isolation
and culture method, it is unlikely that they contributed
to the observed results in a substantial way. We found
no evidence of a direct contribution of the transplanted

cells to regenerated infarcted tissue although down reg-
ulation of B2m expression by the donor cells as dis-
cussed above may have rendered some donor-derived
cells types undetectable by our present methods.
Engrafting human cells were predominantly of a hema-
topoietic phenotype, although non-hematopoietic cells
were also identified. These CD45 negative cells rarely
appeared in the infarcted tissue and it is therefore unli-
kely that they represent primitive cardiomyocytes. We
were unable to precisely determine if the engrafting
cells were tissue resident cells or circulating hemato-
poietic cells retained in the microvasculature. Although
none of the donor cells appeared to reside in large cali-
ber vessels we did, however not analyze peripheral
blood samples to confirm the presence of a circulating
pool of donor derived cells. Moreover, although we
recently reported that fusion of human donor UCB
ALDH"MLin" cells and host murine hepatocytes could
generate hybrid cells that only retained minimal
amounts of human DNA in a NOD/SCID/MPSVII liver
injury model, this was indeed a very rare event [23].
The present results are thus more in line with our pre-
vious results and recent reports on the role of donor
hematopoietic cells in the regeneration of damaged tis-
sue [17,26-28]. In a recent study we also failed to
detect any long term human myocardial engraftment
or functional improvement following intramyocardial
injection of human CD34" sorted mobilized peripheral
blood progenitors in athymic nude rats with AMI [29].
In the present study we were similarly unable to detect
an improvement in cardiac function as a result of cell
treatment in either the ALDH'’Lin” or ALDH"Lin"
treated groups. We did, however detect a significantly
better vascularization of the central infarct area in the
ALDHMLin" treated group as compared to the ALDH'®"
Lin and PBS treated groups. The fact that the ALDH'"
Lin~ cells also appeared to improve vascular density
compared to PBS when correcting for outliers sug-
gested that this population, although devoid of long
term repopulating cells, may include a transiently pre-
sent population of cells with angiogenic potential.
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The most well described larger randomized clinical
study of cell-based regenerative therapy for AMI reports
a modest 2.5% increase in left ventricular EF following
intra-coronary infusion of BM MNCs [30]. We were
unable to detect an improvement in cardiac function as
a result of cell treatment in either the ALDH'Lin" or
ALDHMLin" treated groups. It should, however, be
noted that the study was not powered to detect small
improvements in cardiac function and modest improve-
ments as reported in clinical trials would thus go unno-
ticed in the present study. The fact that we found a
superior vascularization in the ALDHMLin™ treated
group but no improvement in cardiac function may
indeed be due to the relatively large variation in the
echocardiographic data. The lack of a detectable func-
tional improvement can, alternatively, be explained by
the early end point of functional evaluation. It is indeed
at this point not clear whether the vascular structures
that we detected in the central infarct area are patent
and thus represent mature and functional blood vessels.
These questions may be resolved in future studies by
both including a more direct measure of blood flow to
the infracted area as well as extending the evaluation
period to eight weeks and beyond. Nonetheless, a long
term benefit is not likely to depend on a direct contri-
bution of the transplanted cells to the regenerating myo-
cardium, since we found no evidence of a substantial
donor derived population in the central infarct area or
in the blood vessels. These results are in agreement with
our recent findings that human BM derived ALDH™Lin"
cells improve perfusion to the ischemic hind limb of
NOD/SCID B2m null mice and improve vascular density
as compared to ALDH'°Lin” or MNC control treated
mice [26]. Moreover, using a similar labeling strategy as
the one employed in the present study, we found that
the human donor cells only transiently engrafted the
ischemic tissue. Only few cells were detected at 21 to 28
days post transplant in animals receiving ALDHMLin"
cells while animals receiving ALDH"Lin" cells were
devoid of engrafting donor cells at the endpoint.
Although there are obvious differences with respect to
the cell source and the details of the purification proto-
cols employed in our hind limb ischemia study and the
present study, the lack of long term engraftment of the
ALDH™Lin" cells as shown in the hind limb ischemia
model is corroborated by the present immunofluores-
cent and PCR data. The sensitivity of our PCR assay
may however allow for a non-detected low level of
engraftment to persist although we have previously been
able to detect ~2 human cells per 10.000 murine cells in
a related PCR system [31]. Even though we found similar
results using UCB and BM in the present cardiac infarc-
tion models and in our previously reported hind limb
ischemia model, respectively, in a direct comparison of
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BM and UCB derived human CD133" purified cells, Ma
et al found that only BM derived cells induced functional
recovery as measured by improved shortening fraction
at four weeks post intramyocardial transplantation of
5 x 10° human donor cells in a NOD/SCID cryo-injury
model of AMI [32]. Interestingly, in spite of the signifi-
cant difference in functional recovery between UCB and
BM treated animals, no difference was observed in infarct
size and capillary density between the two cell treatment
groups.

In conclusion, we found that a larger proportion of
human UCB cells selected according to high expression
of the cytosolic enzyme aldehyde dehydrogenase specifi-
cally distributed to the infarcted tissue as compared to
cells with low aldehyde dehydrogenase activity. ALDH™"
Lin" cells also had a superior global engraftment poten-
tial in multiple organs including the infarcted heart at
four weeks post transplantation. Although no significant
improvement in cardiac performance was detected at
four weeks post transplantation, the superior engraft-
ment potential was associated with an increased vessel
density in the infarct zone, as compared to controls.
The significant increase in vessel density in the stem
cell-injected mice, as compared to the injured but non-
transplanted, or committed progenitor - transplanted
controls, is interesting, and the mechanism responsible
is not yet known. The increased density of large-caliber
vessels could be caused by an enlargement in size and
function of pre-existing tiny vessels, or could be caused
by neovascularization into the infarct zone. Future stu-
dies will examine those possibilities.

Additional file 1: Distribution of human UCB ALDH'"Lin’, or
ALDH"'Lin" nanoparticle-labeled and re-sorted cells to the site of
cardiac injury vs. spleen in NOD/SCID B2m null mice with AMI. AMI
was induced in NOD/SCID B2m null mice by permanent ligation of the
LAD. On the following day, animals were transplanted with 2 x 10° CD34*,
4% 10° ALDH" Lin’, or 4 x 10° ALDH"Lin" UCB cells that had been labeled
with Feridex750 fluorescent nanoparticles and then sorted to remove
unbound particles. Hearts were removed 48 hours post transplant and
near infra-red images were recorded. (A) Anterior wall-infarct site,

(B) spleen lodgment. Values indicate relative fluorescent intensity.

Value of the control is set at 1.

Click here for file

[ http//www.biomedcentral.com/content/supplementary/1479-5876-8-24-
S1.PDF]

Acknowledgements

We thank the St. Louis cord blood bank for providing donated, anonymized
umbilical cord blood samples which had failed to meet the criteria for
public banking. This work was supported by the Danish Medical Research
Council (Grant 22-03-0254 to LP), the Danish Heart Association (Grant 06-10-
B41-A1219-22332 to LP), The UC Davis Stem Cell program start-up funding
from the Deans’ Office (JAN) and the Department of Surgery (CSS), UC Davis
Health Sciences Campus, and the National Institutes of Health (NIH), National
Institutes of Diabetes and Digestive and Kidney Diseases (NIDDK
#2R01DK61848 and 2ROTDK53041 (JAN)), and National Heart, Lung and
Blood Institute (NHLBI #RO1THL073256 (JAN). Funding bodies supported



Sondergaard et al. Journal of Translational Medicine 2010, 8:24
http://www.translational-medicine.com/content/8/1/24

salaries, equipment, mice and supplies needed for the collection and
analysis of the data.

Author details

'Department of Molecular Biology, Department of Hematology and Institute
of Clinical Medicine, Aarhus University, Aarhus, Denmark. 2Program in
Regenerative Medicine, Krembil Centre for Stem Cell Biology, Vascular
Biology Group, Robarts Research Institute and the University of Western
Ontario, London, ON, Canada. 3Depar’[ment of Molecular Biology and
Pharmacology, Molecular Imaging Center, Mallinckrodt Institute of Radiology,
Washington University School of Medicine, St Louis, MO, USA. “Department
of Surgery, Center for Cardiovascular Research, Washington University School
of Medicine, St Louis, MO, USA. °Division of Oncology, Hematopoietic
Development and Malignancy Program, Washington University School of
Medicine, St Louis, MO, USA. ®Department of Pathology, Umbilical Cord
Blood Bank, Cardinal Glennon Children’s Hospital, St Louis, MO, USA.
Department of Internal Medicine, Stem Cell Program and Institute for
Regenerative Cures, University of California, Davis, Sacramento CA, USA.

Authors’ contributions

CSS and DH conceived of the study and carried out its design and
coordination. DM and DPW were responsible for imaging studies. CW
performed LAD ligation to promote cardiac injury. IR assisted in stem cell
isolation and Flow cytometry. MC provided umbilical cord blood samples
discarded form the St. Louis cord blood bank and reviewed data. AK
performed functional cardiology studies in the murine recipients of the
human stem cells. LP and JAN funded the study, approved of its design,
reviewed and interpreted the data. CSS and JAN wrote the manuscript and
performed editorial revisions. All authors read and approved the manuscript.

Competing interests
The authors declare that they have no competing interests.

Received: 28 August 2009 Accepted: 9 March 2010
Published: 9 March 2010

References

1. Grove JE, Bruscia E, Krause DS: Plasticity of bone marrow-derived stem
cells. Stem Cells 2004, 22(4):487-500.

2. Vieyra DS, Jackson KA, Goodell MA: Plasticity and tissue regenerative
potential of bone marrow-derived cells. Stem Cell Rev 2005, 1(1):65-69.

3. Broxmeyer HE, Douglas GW, Hangoc G, Cooper S, Bard J, English D, Arny M,
Thomas L, Boyse EA: Human umbilical cord blood as a potential source
of transplantable hematopoietic stem/progenitor cells. Proc Natl Acad Sci
USA 1989, 86(10):3828-3832.

4. Lee OK, Kuo TK, Chen WM, Lee KD, Hsieh SL, Chen TH: Isolation of
multipotent mesenchymal stem cells from umbilical cord blood. Blood
2004, 103(5):1669-1675.

5. Murohara T, lkeda H, Duan J, Shintani S, Sasaki K, Eguchi H, Onitsuka |,
Matsui K, Imaizumi T: Transplanted cord blood-derived endothelial
precursor cells augment postnatal neovascularization. J Clin Invest 2000,
105(11):1527-1536.

6. Gentry T, Foster S, Winstead L, Deibert E, Fiordalisi M, Balber A:
Simultaneous isolation of human BM hematopoietic, endothelial and
mesenchymal progenitor cells by flow sorting based on aldehyde
dehydrogenase activity: implications for cell therapy. Cytotherapy 2007,
9(3):259-274.

7. Fallon P, Gentry T, Balber AE, Boulware D, Janssen WE, Smilee R, Storms RW,
Smith C: Mobilized peripheral blood SSCloALDHbr cells have the
phenotypic and functional properties of primitive haematopoietic cells
and their number correlates with engraftment following autologous
transplantation. Br J Haematol 2003, 122(1):99-108.

8. Hess DA, Meyerrose TE, Wirthlin L, Craft TP, Herrbrich PE, Creer MH,

Nolta JA: Functional characterization of highly purified human
hematopoietic repopulating cells isolated according to aldehyde
dehydrogenase activity. Blood 2004, 104(6):1648-1655.

9. Hess DA, Wirthlin L, Craft TP, Herrbrich PE, Hohm SA, Lahey R, Eades WC,
Creer MH, Nolta JA: Selection based on CD133 and high aldehyde
dehydrogenase activity isolates long-term reconstituting human
hematopoietic stem cells. Blood 2006, 107(5):2162-2169.

20.

22.

23.

24.

25.

26.

27.

28.

29.

Page 12 of 13

Storms RW, Trujillo AP, Springer JB, Shah L, Colvin OM, Ludeman SM,
Smith C: Isolation of primitive human hematopoietic progenitors on the
basis of aldehyde dehydrogenase activity. Proc Natl Acad Sci USA 1999,
96(16):9118-9123.

Hess DA, Craft TP, Wirthlin L, Hohm S, Zhou P, Eades WC, Creer MH,

Sands MS, Nolta JA: Widespread nonhematopoietic tissue distribution by
transplanted human progenitor cells with high aldehyde dehydrogenase
activity. Stem Cells 2008, 26(3):611-620.

Meyerrose TE, Herrbrich P, Hess DA, Nolta JA: Immune-deficient mouse
models for analysis of human stem cells. Biotechniques 2003,
35(6):1262-1272.

van Laake LW, Passier R, Monshouwer-Kloots J, Nederhoff MG,

Oostwaard DWV, Field LJ, van Echteld CJ, Doevendans PA, Mummery CL:
Monitoring of cell therapy and assessment of cardiac function using
magnetic resonance imaging in a mouse model of myocardial
infarction. Nat Protoc 2007, 2(10):2551-2567.

Kollet O, Peled A, Byk T, Ben-Hur H, Greiner D, Shultz L, Lapidot T: beta2
microglobulin-deficient (B2 m(null)) NOD/SCID mice are excellent
recipients for studying human stem cell function. Blood 2000,
95(10):3102-3105.

Bonde J, Hess DA, Nolta JA: Recent advances in hematopoietic stem cell
biology. Curr Opin Hematol 2004, 11(6):392-398.

Koo V, Hamilton PW, Williamson K: Non-invasive in vivo imaging in small
animal research. Cell Oncol 2006, 28(4):127-139.

Maxwell DJ, Bonde J, Hess DA, Hohm SA, Lahey R, Zhou P, Creer MH,
Piwnica-Worms D, Nolta JA: Fluorophore-conjugated iron oxide
nanoparticle labeling and analysis of engrafting human hematopoietic
stem cells. Stem Cells 2008, 26(2):517-524.

Lau JM, Jin X, Ren J, Avery J, DeBosch BJ, Treskov |, Lupu TS, Kovacs A,
Weinheimer C, Muslin AJ: The 14-3-3tau phosphoserine-binding protein is
required for cardiomyocyte survival. Molecular and cellular biology 2007,
27(4):1455-1466.

Rogers JH, Tamirisa P, Kovacs A, Weinheimer C, Courtois M, Blumer KJ,
Kelly DP, Muslin AJ: RGS4 causes increased mortality and reduced cardiac
hypertrophy in response to pressure overload. J Clin Invest 1999,
104(5):567-576.

Kanno S, Lerner DL, Schuessler RB, Betsuyaku T, Yamada KA, Saffitz JE,
Kovacs A: Echocardiographic evaluation of ventricular remodeling in a
mouse model of myocardial infarction. J Am Soc Echocardiogr 2002,
15(6):601-609.

Hadi AS: A Modification of a Method for the Detection of Outliers in
Multivariate Samples. Journal of the Royal Statistical Society Series B
(Methodological) 1994, 56(2):393.

Fukuchi Y, Miyakawa Y, Kizaki M, Umezawa A, Shimamura K, Kobayashi K,
Kuramochi T, Hata J, lkeda Y, Tamaoki N, et al: Human acute myeloblastic
leukemia-ascites model using the human GM-CSF- and IL-3-releasing
transgenic SCID mice. Annals of hematology 1999, 78(5):223-231.

Zhou P, Hohm S, Olusanya Y, Hess DA, Nolta J: Human progenitor cells
with high aldehyde dehydrogenase activity efficiently engraft into
damaged liver in a novel model. Hepatology 2009, 49(6):1992-2000.
Woodfin A, Voisin MB, Nourshargh S: PECAM-1: a multi-functional
molecule in inflammation and vascular biology. Arterioscler Thromb Vasc
Biol 2007, 27(12):2514-2523.

Seliger B: Different regulation of MHC class | antigen processing
components in human tumors. Journal of immunotoxicology 2008,
5(4):361-367.

Capoccia BJ, Robson DL, Levac KD, Maxwell DJ, Hohm SA, Neelamkavil MJ,
Bell GI, Xenocostas A, Link DC, Piwnica-Worms D, et al: Revascularization of
ischemic limbs after transplantation of human bone marrow cells with
high aldehyde dehydrogenase activity. Blood 2009, 113(21):5340-5351.
Gnecchi M, He H, Liang OD, Melo LG, Morello F, Mu H, Noiseux N, Zhang L,
Pratt RE, Ingwall JS, et al: Paracrine action accounts for marked protection
of ischemic heart by Akt-modified mesenchymal stem cells. Nat Med
2005, 11(4):367-368.

Iso Y, Spees JL, Serrano C, Bakondi B, Pochampally R, Song YH, Sobel BE,
Delafontaine P, Prockop DJ: Multipotent human stromal cells improve
cardiac function after myocardial infarction in mice without long-term
engraftment. Biochemical and biophysical research communications 2007,
354(3):700-706.

Sondergaard CS, Bonde J, Dagnaes-Hansen F, Nielsen JM, Zachar V,

Holm M, Hokland P, Pedersen L: Minimal Engraftment of Human CD34(+)


http://www.ncbi.nlm.nih.gov/pubmed/15277695?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15277695?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17132877?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17132877?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2566997?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2566997?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14576065?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14576065?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10841511?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10841511?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17464758?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17464758?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17464758?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12823351?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12823351?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12823351?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12823351?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15178579?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15178579?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15178579?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16269619?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16269619?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16269619?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10430905?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10430905?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18055447?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18055447?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18055447?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14682062?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14682062?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17947998?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17947998?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17947998?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10807775?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10807775?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10807775?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15548993?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15548993?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16988468?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16988468?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18055451?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18055451?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18055451?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17145769?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17145769?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10487771?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10487771?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12050601?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12050601?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10391103?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10391103?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10391103?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19437487?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19437487?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19437487?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17872453?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17872453?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19404870?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19404870?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19324906?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19324906?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19324906?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15812508?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15812508?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17257581?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17257581?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17257581?dopt=Abstract

Sondergaard et al. Journal of Translational Medicine 2010, 8:24
http://www.translational-medicine.com/content/8/1/24

30.

31

32.

Cells Mobilized from Healthy Donors in the Infarcted Heart of Athymic
Nude Rats. Stem cells and development 2008.

Schachinger V, Erbs S, Elsasser A, Haberbosch W, Hambrecht R,
Holschermann H, Yu J, Corti R, Mathey DG, Hamm CW, et al: Intracoronary
bone marrow-derived progenitor cells in acute myocardial infarction. N
Engl J Med 2006, 355(12):1210-1221.

Meyerrose T, De Ugarte D, Hofling A, Herrbrich PE, Cordonnier TD,

Shultz LD, Eagon JC, Wirthlin L, Sands MS, Hedrick MA, et al: In vivo
distribution of human adipose-derived mesenchymal stem cells in novel
xenotransplantation models. Stem Cells 2007, 25(1):220-227.

Ma N, Ladilov Y, Moebius JM, Ong L, Piechaczek C, David A, Kaminski A,
Choi YH, Li W, Egger D, et al: Intramyocardial delivery of human CD133+
cells in a SCID mouse cryoinjury model: Bone marrow vs. cord blood-
derived cells. Cardiovasc Res 2006, 71(1):158-169.

doi:10.1186/1479-5876-8-24

Cite this article as: Sondergaard et al: Human cord blood progenitors
with high aldehyde dehydrogenase activity improve vascular density in
a model of acute myocardial infarction. Journal of Translational Medicine
2010 8:24.

Page 13 of 13

Submit your next manuscript to BioMed Central
and take full advantage of:

e Convenient online submission

e 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

( BioMed Central



http://www.ncbi.nlm.nih.gov/pubmed/16990384?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16990384?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16960135?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16960135?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16960135?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16730684?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16730684?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16730684?dopt=Abstract

	Abstract
	Conclusions

	Introduction
	Materials and methods
	Mice
	Human cell purification
	FACS sorting of aldehyde dehydrogenase high and low expressing cells
	Whole organ fluorescent imaging
	655 nm fluorescent emitting nano-particle labeling
	750 nm fluorescent emitting nano-particle labeling
	Transplantation of nano-labeled cells

	Four week transplantation experiment
	Echocardiography
	Immunofluorescence
	Vascular density
	Statistical analyses

	Results
	Distribution of ALDHloLin-, ALDHhiLin-, and CD34+ cells at 48-72 hours post transplantation
	Multi-organ engraftment
	Cardiac engraftment
	Functional recovery
	Vascular density

	Discussion
	Acknowledgements
	Author details
	Authors' contributions
	Competing interests
	References

