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Abstract 

 
Preservation of adult stem cells pools is critical for maintaining tissue homeostasis into old 

age.  Exhaustion of adult stem cell pools as a result of deranged metabolic signaling and 

premature senescence as a response to oncogenic insults to the somatic genome both 

contribute to tissue degeneration with age.  Both progeria, an extreme example of early-onset 

aging, and heritable longevity have provided avenues to study regulation of the aging 

program and its impact on adult stem cell compartments.  

Stem cells are promising candidate cells for regenerative applications because they possess 

high proliferative capacity and the potential to differentiate into other cell types.  

Mesenchymal stem cells (MSCs) are easily sourced but do not retain their proliferative and 

multi-lineage differentiative capabilities after prolonged ex vivo propagation.  We investigated 

the use of hypoxia as a preconditioning agent and in differentiating cultures to enhance MSC 

function.  Culture in 5% ambient O2 consistently enhanced clonogenic potential of primary 

MSCs from all donors tested.  We determined that enhanced clonogenicity was attributable 

to increased proliferation, increased vascular endothelial growth factor (VEGF) secretion, and 

increased matrix turnover.  Hypoxia did not impact the incidence of cell death.  Application 

of hypoxia to osteogenic cultures resulted in enhanced total mineral deposition, although this 

effect was only detected in MSCs preconditioned in normoxic conditions.  Osteogenesis-

associated genes were up-regulated in hypoxia, and alkaline phosphatase activity was 

enhanced.  Adipogenic differentiation was inhibited by exposure to hypoxia during 

differentiation.  Chondrogenesis in 3-dimensional (3D) pellet cultures was inhibited by 

preconditioning with hypoxia.  However, in cultures expanded under normoxia, hypoxia 



 

 

ii	
  
applied during subsequent pellet culture enhanced chondrogenesis.  While hypoxic 

preconditioning appears to be an excellent way to expand a highly clonogenic progenitor 

pool, our findings suggest that it may blunt the differentiation potential of MSCs, 

compromising their utility for regenerative tissue engineering.  Exposure to hypoxia during 

differentiation (post normoxic expansion), however, appears to result in a greater quantity of 

functional osteoblasts and chondrocytes and ultimately a larger quantity of high quality 

differentiated tissue. 

Media formulations for MSC culture and differentiation vary between labs; two notable 

variables addressed inconsistently in the field are ascorbate supplementation and glucose 

concentration in MSC expansion medium.  Glucose and ascorbate effects are coupled to the 

Hif1α pathway. Therefore, we examined the effects of ascorbate supplementation and low 

versus high glucose medium in the settings of hypoxia and normoxia on colony formation, 

colony morphology, proliferation, VEGF secretion, and senescence of MSCs.  We found that 

there is no one medium formulation that maximizes MSC performance for all of these assays.  

Depending on the desired outcome of the culture, the medium and other culture conditions 

can be adjusted to optimize for a particular aspect of MSC biology, such as colony formation 

when clonal selection is the desired end application or delayed senescence if MSCs are to be 

expanded extensively. 

Not only do MSCs not retain their proliferative and multi-lineage differentiative 

capabilities after prolonged ex vivo propagation, there is also evidence to suggest MSCs in 

aging humans exhibit functional decline.  Modifying MSCs to resist aging during ex vivo 

propagation would yield a favorable cell source for regenerative medicine applications.  We 

developed and tested novel methods for partial transcriptional reprogramming of bulk MSC 
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populations and investigated whether this technique is effective for enhancing function in 

MSCs subjected to in vitro aging. 
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Chapter 1: Introduction  

Maintaining the Adult Stem Cell to Combat Diseases of Aging 
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1.1  Abstract 

Preservation of adult stem cells pools is critical for maintaining tissue homeostasis into old 

age.  Exhaustion of adult stem cell pools as a result of deranged metabolic signaling and 

premature senescence as a response to oncogenic insults to the somatic genome both 

contribute to tissue degeneration with age.  Both progeria, an extreme example of early-onset 

aging, and heritable longevity have provided avenues to study regulation of the aging 

program and its impact on adult stem cell compartments.  In this chapter I discuss recent 

findings concerning the effects of aging on stem cells, contributions of stem cells to age-

related pathologies, key signaling pathways at work in these processes, and lessons about 

cellular aging gleaned from the development and refinement of cellular reprogramming 

technologies.  I highlight emerging therapeutic approaches to manipulation of key signaling 

pathways corrupting or exhausting adult stem cells, as well as other approaches targeted at 

maintaining robust stem cell pools to extend not only lifespan but healthspan. 

 

1.2  Introduction 

Diseases of aging constitute a huge burden for society, both in terms of economic cost and 

quality life-years of the population.  The need for therapies to prevent and/or correct age-

related molecular events leading to these diseases is growing.  These include metabolic 

syndrome and diabetes, atherosclerosis, neurodegenerative diseases, osteoporosis, and cancer 

(Table 1.1).1  Onset of these diseases is highly correlated to advancing age across organ 

systems.  Though molecular mechanisms contributing to cancer formation have been 

extensively studied, the mechanisms underlying age-related disease on the whole have only 

begun to be elucidated.2  Molecular changes associated with age include telomere 
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dysfunction, oxidative stress and mitochondrial metabolism, inflammation, cellular 

senescence, and altered signaling of sirtuins, insulin and IGF-1, and the mTOR pathway.3, 4   

 

Table 1.1  Conserved aging phenotypes.  Adapted with permission from Macmillan 
Publishers Ltd: Nature,1 copyright 2008. 
  

Phenotype 
 

H. sapiens M. musculus D. melanogaster C. elegans 
Decreased cardiac function Yes Yes Yes NA 
Apoptosis, senescence 
(somatic cells) 

Yes Yes Yes Unknown 

Cancer, hyperplasia Yes Yes No No 
Genome instability Yes Yes Yes Yes 
Macromolecular 
aggregates 

Yes Yes Yes Yes 

Reduced memory and 
learning 

Yes Yes Yes NA 

Decline in GH, DHEA, 
testosterone, IGF 

Yes Yes Unknown Unknown 

Increase in gonadotropins, 
insulin 

Yes Yes Unknown Unknown 

Decreased thyroid function Yes Yes NA NA 
Decrease in innate 
immunity 

Yes Yes Yes Yes 

Increase in inflammation Yes Yes No No 
Skin/cuticle morphology 
changes 

Yes Yes Unknown Yes 

Decreased mitochondrial 
function 

Yes Yes Yes Yes 

Sarcopenia Yes Yes Yes Yes 
Osteoporosis Yes Yes NA NA 
Abnormal sleep/rest 
patterns 

Yes Yes Yes Unknown 

Decrease in vision Yes Yes Unknown NA 
Demyelination Yes Yes Unknown No 
Decreased fitness Yes Yes Yes Yes 
Arteriosclerosis Yes No NA NA 
Changes in fat* Yes Yes Unknown Unknown 
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A three-pronged approach exists to combatting diseases of aging in the clinic, and 

further research can improve all three areas: the first arm is prevention of age-related disease 

through better understanding of the molecular causes of systemic aging and age-related 

disease; the second is pharmacologic intervention to reverse, correct, or prevent age-related 

disease; and the third, in lieu of therapies that prevent and correct age-related molecular 

changes, is to surgically repair degenerated tissues, which sometimes includes engineering 

cells and tissues ex vivo to replace or augment regeneration of those in diseased and injured 

solid organs, nervous system components, and musculoskeletal structures.5-9  The use of adult 

stem cells for this third approach, as well as the suspected regenerative functions of adult stem 

cells in vivo, have led researchers to closely consider the effects of systemic aging on the stem 

cell pools of an individual.  Stem or progenitor cells are generally considered highly 

promising candidate cells for regenerative applications not only because they possess a high 

proliferative capacity and the potential to differentiate into other cell types,10-13 but also 

because they can be sourced autologously, eliminating any concerns about rejection or need 

for immunosuppressive therapy.7, 14-18  They possess innate immunomodulatory properties, 

home to sites of injury or inflammation, and direct the cells around them to begin a repair 

process via the production of bioactive factors and signaling molecules.  Stromal stem cells 

are currently in clinical use as gene delivery agents to enhance tissue regeneration, to destroy 

cancer cells, and to regenerate cartilage and bone, and hematopoietic stem cells (HSCs) have 

been in clinical use for many years to reconstitute the immune system in cancer and other 

illnesses.  However, studies of adult stem cells show that they do not fully retain their 

proliferative and multi-lineage differentiative capabilities in aging humans or after prolonged 

ex vivo propagation.  Genetically or epigenetically modifying adult stem cells either to 
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rejuvenate those of an elderly individual or to confer resistance to cellular aging during ex 

vivo propagation would yield a favorable cell source for regenerative medicine applications.  

Understanding the events that contribute to stem cell aging and developing methods to 

reverse those changes will also facilitate development of therapies to maintain in vivo adult 

stem cell pools as people age. 

 

1.3  Adult Stem Cells and Diseases of Aging 

Adult stem cells are thought to reside in vivo as self-renewing pools and facilitate 

repair/replacement of damaged tissues over the lifespan of the organism.  Stem cell 

quiescence lies on one end of a spectrum of self-renewal potential spanning from quiescence, 

to robust proliferation, to senescence, and death.  Maintaining stem cell quiescence is 

essential for preserving the long-term self-renewal potential of the stem cell pool in a number 

of organ systems, such as the brain, bone marrow, musculoskeletal system, and skin 19, 20.  

There is an emerging body of evidence that altered and decreased function of adult stem cells 

in vivo secondary to accumulated metabolic stress plays an important role in the initiation of 

diseases of aging.21, 22  Studies on the osteoblastic versus osteoclastic differentiation of 

progenitors in aging mouse models have shown that over time osteoblastic potential of 

stromal progenitors decreases while osteoclastic differentiation of hematopoietic progenitors 

increases, suggesting an organismal aging program that results in common diseases of aging, 

including decreased bone quality.23  Clonal diseases of the myeloid system occur more 

frequently with increasing age and become more resistant to therapy,24 and the hypothesis is 

now being investigated that this is caused by age-related genomic instability, causing a 

defective DNA damage response that results in abnormal differentiation of HSCs.25  
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Studies on the molecular causes/effects of aging in adult stem cells have shown that in 

aged subjects these cells display an altered proteome, with proteins involved in cytoskeletal 

organization and anti-oxidant defense being age-dependent and associated with functional 

impairment of the cell, including decreased responsiveness to physical environmental cues 

and decreased resistance to oxidative stress.26  Mesenchymal stem cells (MSCs) from both 

bone marrow and adipose tissue have been shown to have reduced capacity for oxidative 

stress with increasing donor age.27-29  Similarly, gene expression profiling has been done in 

adult stem cells to examine the effects of age in the setting of osteoarthritis and vice versa, 

revealing that different sets of genes were differentially regulated in association with either 

aging or osteoarthritis.30, 31  The pathways associated with aging were closely associated with 

glycan metabolism, in contrast to osteoarthritis, which was heavily associated with 

aberrations in immune signaling genes and regulators of self-renewal and differentiation, such 

as Wnt-related transcripts.  Another gene expression profiling study looking specifically in 

human skin showed sex-specific age-related changes, with females displaying increased 

expression of pro-inflammatory genes that was not observed in males.32  A recent meta-

analysis of genome-wide association studies performed to identify polymorphisms associated 

with diseases of aging revealed that genes associated with multiple diseases known to occur in 

elderly individuals are generally associated with pathways regulating either inflammation or 

cell senescence, with the most highly significant susceptibility locations mapping to regulators 

of senescence, leading the authors to conclude that germline genetic heterogeneity in 

regulators of these pathways contributes significantly to onset of age-related disease.3 

It would appear that the primary hit to adult stem cells during aging is to their 

proliferative/self-renewal potential more than their ability to undergo terminal differentiation 
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effectively, although this is somewhat lineage-dependent.  HSC populations in mice have 

been shown to actually increase in number and frequency with age, but with reduced ability 

to divide, delayed cell cycle progression, and age-related genetic changes in cell cycle 

regulators such as p21 and p18.33  In humans lower numbers of neuronal progenitor cells 

have been found in aged brains compared to young brains, but this population is still 

responsive and proliferates in response to ischemic injury.34  Circulating hematopoietic 

progenitors were shown to increase more dramatically in younger patients after 

cardiopulmonary bypass graft than in older patients, and advanced age was associated with 

impaired coronary microvascular response to VEGF.35  Conversely, advanced age has been 

associated with a higher S-phase fraction of circulating HSCs in patients with aplastic 

anemia, but this predisposed them to dysplasia and conversion to acute myeloid leukemia, 

indicative of abnormal HSC function.36   Studies of adult stem cell isolation yield in elderly 

individuals have shown that equivalent numbers of adipose-derived MSCs can be isolated 

from older individuals undergoing vascular surgical procedures as from young, healthy 

individuals,37, 38 but the question remains whether those cells can be adequately expanded in 

tissue culture and whether they are able to mobilize, proliferate, and effect tissue repair in vivo 

when they are needed.  In fact these same studies have shown that while advanced age does 

not impact availability of stem cells, fat from patients with diabetes yielded significantly fewer 

stem cells than fat from non-diabetic patients, suggesting that stem cells in the context of 

aging should probably be considered distinctly from stem cells in the context of diseases of 

aging.  Advanced glycation endproducts, which accumulate in the setting of advanced age or 

diabetes, have been shown to directly impair HSC function and induce MSC apoptosis.39, 40  

Other studies have shown that patients of increasing age yield adipose-derived MSCs that 
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can be differentiated, but frequently these studies do not compare the quality of 

differentiation to that achieved with cells from younger patients, leaving the question of 

whether differentiation potential has declined unanswered. 41  In one study looking at the 

efficacy of MSC transplantation following myocardial infarction, cells from aged donors did 

not perform as well as cells from younger donors.42  Similarly, MSCs obtained from young 

individuals have been induced to undergo neuroectodermal differentiation in vitro, but this 

effect cannot be replicated in MSCs from elderly individuals.43  A study demonstrating that 

lineage fate of MSCs from human donors was unaffected by donor age also found that 

activation from quiescence, including replicative function and quality of differentiation, was 

negatively impacted by advanced donor age.44   

A further complication in teasing apart the effects of aging on adult stem cell 

compartments is the changing interaction between stem cell types and with an aging immune 

system.45  For example, the health and age of marrow-derived stromal stem cells has been 

shown to have an impact on the quality of HSCs, both in vivo and upon co-culture ex vivo.46, 47  

Chronic pro-inflammatory cues, such as circulating inflammatory cytokines, which are 

upregulated in aged individuals,48 may both dysregulate the differentiation of stromal cells, 

and in turn negatively impact their ability to support hematopoietic progenitors, resulting in 

further dysregulation of the immune compartment.  Mouse models of premature aging have 

demonstrated induction of NF-κB signaling and secretion of high levels of pro-inflammatory 

cytokines as a causative factor in the accelerated aging phenotype.49 

Some of the most pertinent research to understanding the molecular mechanisms 

underlying aging, rather than the molecular effects resulting from aging, is in the area of 

heritable longevity and premature aging in humans.  Many genetic variants, the value of 
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which is unknown, have been identified in areas associated with longevity and disease 

resistance, including dietary restriction, metabolism, autophagy, stem cell activation, tumor 

suppression, DNA methylation, progeroid diseases, stress response, and neural processes.50, 51  

One of these variants, a single nucleotide polymorphism (SNP) in the gene TOMM40, was 

found not to be directly linked to decreased longevity, but instead reflects a linkage 

disequilibrium with multiple isoforms of the APOE gene that are deleterious to longevity and 

have been strongly associated with elevated cholesterol, cardiovascular disease, Alzheimer’s 

disease, and cognitive decline and dementia, as well as serum IGF-1 levels in women.52  

Several genetic variants in the insulin/IGF-1 pathway have been associated with longevity or 

increased healthspan and include multiple SNPs from nine different genes along this signaling 

axis: AKT1, FOXO1A, FOXO3A, GHR, GHRHR, IGF1R, IGFBP3, IGFBP4, and PTEN.  

Indeed, common SNPs in AKT1 and FOXO3A have consistently been associated with 

longevity in three independent cohorts,53 as well as a SNP in the CAMKIV gene, which in vitro 

has been shown to activate AKT, SIRT1, and FOXO3A.51  A SNP in the MNPP1 gene, which 

codes for an enzyme similar to PTEN that regulates intracellular levels of polyphosphates, 

critical for determining the rate of cell proliferation, has also been associated with longevity in 

meta-analyses of large-scale genome-wide association studies. 

Progeria, or premature aging, reflects an opposite outcome from long lifespan or long 

healthspan.  Individuals with Hutchinson-Gilford progeria syndrome (HGPS), caused by a 

point mutation in LMNA, the gene for the lamin A nuclear envelope protein, experience 

premature aging as a result of nuclear defects that lead to impaired cell division and 

transcriptional deregulation.54  This point mutation activates a cryptic splice donor site, 

leading to production of a dominant negative form of the lamin A protein which has been 
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named progerin; this splice variant is also expressed at low levels in normal individuals, 

accumulates in some cell types with normal aging, and is expressed at higher levels in several 

human cancer cell lines.55  Similarly, individuals with Werner’s syndrome, who display adult-

onset progeria, have a defect in the WRNp protein, which is critical for DNA replication and 

repair.  In both aging syndromes, telomere shortening and DNA damage synergistically 

destabilize the genome, leading to accelerated p53-dependent senescence and apoptosis; this 

phenotype has been rescued in experimental models by over-expression of hTERT or p53 

inactivation,56-58 and this process has also been documented in normal human fibroblasts.59  

Increased rates of nuclear DNA damage in all cell types, in combination with impaired stem 

cell regeneration of damaged tissues, are thought to be directly responsible for the accelerated 

aging phenotype that is observed.  As a result this disease has inspired the generation of 

several aging models, both transgenic animal models and in vitro systems employing induced 

pluripotent stem (iPS) cells derived from fibroblasts of HGPS patients.60-67  From these 

models, it has been learned that high rates of cellular senescence and apoptosis due to 

increased nuclear DNA damage correlate very well with decreased lifespan, independent of 

increased rates of cancer, whereas models with comparatively low rates of cellular senescence 

and apoptosis display increased lifespan.58, 68  Comparison of tissue phenotypes observed in 

normal aging and HGPS suggests that lamin A may play an important role in sensing and 

transducing stress response signals critical for adult stem cell and niche maintenance in all 

individuals.69  Progerin has been demonstrated to accumulate in MSCs, vascular smooth 

muscle cells, and fibroblasts, both in in vitro disease models and in human subjects, in 

association with disease and other signs of aging in the skin, musculoskeletal, and 

cardiovascular systems.62, 70, 71  MSCs have been shown not only to be most susceptible to 
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progerin accumulation and failed cell division, but also more susceptible to oxidative and 

other kinds of stress in the context of progerin acculumation both in vitro and in vivo.  In the 

absence of normal lamin A or abundance of progerin, mild oxidative stress is sufficient to 

induce nuclear disorganization and premature senescence, confirming the importance of this 

protein for maintaining tolerance to reactive oxygen species.72  These factors combine to 

effectively wipe out this adult stem cell pool in HPGS patients, leaving them with a critical 

deficit in tissue regeneration,62, 73 and it is likely this same process plays a role in progressively 

declining MSC function with normal aging.   

 

 

Figure 1.1 Hutchinson-Gilford Progeria Syndrome.  HGPS is a childhood disorder 
caused by mutations in one of the major architectural proteins of the cell nucleus. In HGPS 
patients the cell nucleus has dramatically aberrant morphology (bottom, right) rather than the 
uniform shape typically found in healthy individuals (top, right).  Reprinted from Scaffidi et 
al, The Cell Nucleus and Aging: Tantalizing Clues and Hopeful Promises, PLOS Biology, 
2005.74 

 

A wholly separate but potentially instructive area of research involves those studies 

focused on ex vivo aging of adult stem cells.  Ex vivo stem cell aging has been shown to be very 
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similar to in vivo stem cell aging in rodent models, but this has not held true on a molecular 

level in every study done with human cells.  For example, telomere shortening, which drives 

cellular senescence in cultured human cells, is not observed in rodent cells clearly undergoing 

replicative senescence.75  Despite this finding, there does appear to be an association between 

ex vivo cell senescence and organismal lifespan, and studies of telomerase mutations in humans 

have revealed an association with diseases of aging in which tissue compartments require a 

high degree of cell self-renewal.76  Similarly, short telomeres have been linked with some 

tissue-specific degenerative diseases, and telomere length is evaluated as a clinical parameter 

in determining therapeutic approaches.77  Ablation of senescent cells in progeroid mice has 

been shown to delay or rescue the aging phenotype at the organismal level, implicating 

senescent cells in the pathogenesis of age-related disease in vivo.78  Taken together, these 

findings suggest that the study of ex vivo senescence could yield information pertinent to in vivo 

aging.  Examination of adult stem cell proliferation in ex vivo tissue culture have shown that 

MSC proliferation declines precipitously after repeated passaging.79  Studies of differential 

gene expression between early and late passage MSCs showed progressive down-regulation of 

genes associated with self-renewal, such as OCT4, SOX2, and TERT and up-regulation of 

genes associated with osteogenic potential; this was accompanied by an increased propensity 

for spontaneous osteogenic differentiation and decreased proliferation over time.80  The 

authors of this work noted a concomitant increase of epigenetic dysregulation of histone H3 

acetylation in association with these differentially regulated genes, and correction of this 

dysregulation with bFGF administration during culture, resulting in promotion of 

proliferation and suppression of spontaneous osteogenesis. 
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1.4  Role of Metabolic Stress  

Adult stem cells experience many stressful insults in the course of a lifetime of tissue 

repair.  Regulation of energy metabolism is critical to withstanding stress, which comes in the 

form of nutrient deprivation, oxidative stress, DNA damage, pathogens, and other stressors.  

Blood gas levels in the marrow niche of patients sustaining a myocardical infarction have 

been correlated with maintenance of the self-renewal capacity and therapeutic efficacy of 

autologous bone marrow-derived MSCs after percutaneous coronary intervention, indicating 

that the function of these cells is highly dependent on their redox status.81  Oxidative stress is 

increasingly being recognized as a fundamental underlying component of the aging process, 

leading to hyperactivity of pro-growth pathways like insulin/IGF-1 and mTOR, subsequent 

accumulation of toxic aggregates and cellular debris, and ultimately activation of cell 

death/survival pathways leading to apoptosis, necrosis, or autophagy.82  Insulin/IGF-1, 

mTOR, FoxO, AMPK, and the sirtuin pathways all play a role in stem cell maintenance and 

differentiation through their sensing and regulation of energy availability in times of stress,83-

85 and these same pathways have been associated with advancing age in humans (Figure 

1.2).86  Studies of two independent cohorts testing the expression of mTOR-related 

transcripts in aging found robust associations for genes involved in insulin signaling (PTEN, 

PI3K, PDK1), ribosomal biogenesis (S6K), lipid metabolism (SREBF1), cellular apoptosis 

(SGK1), angiogenesis (VEGFB), insulin production and sensitivity (FOXO), cellular stress 

response (HIF1A) and cytoskeletal remodeling (PKC), all of which were negatively correlated 

with advancing age, and for genes involved in inhibition of ribosomal components (4EBP1) 

and inflammatory mediators (STAT3), which were positively correlated with advancing age.87 
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In response to sublethal insults, cells must remove or repair damaged components in 

order to reestablish homeostasis.  Autophagy is one of the processes by which cells 

accomplish stress-induced metabolic adaption, and it has been identified as a critical 

mechanism for maintenance of stem cell function with aging.88  Basal levels of autophagy are 

higher in adult stem cells from many tissue types compared to terminally differentiated cells, 

and autophagy is down-regulated during differentiation of adult stem cells.  mTORC1, 

AMPK, and the sirtuins have all been shown to induce autophagy in response to nutrient 

stress, suggesting one possible connection between starvation and resistance to aging.89   

 

Figure 1.2  Environmental cues and evolutionarily conserved pathways that 
regulate the aging process in diverse eukaryotic phyla.  Reprinted by permission 
from Macmillan Publishers Ltd: Cell Death and Differentiation,86 copyright 2008. 



 

 

15	
  
The sirtuins are a family of NAD+-dependent deacetylases which are critical for 

maintaining cellular homeostasis in the face of age-related metabolic and other stressors, 

helping to prevent diseases of aging, but they are not thought to be involved in regulation of 

organismal lifespan.90  Sirt1 coordinates stress responses and cell metabolism and regulates 

replicative senescence, is found in much higher levels in stem cells than differentiated cells, 

and is down-regulated upon differentiation of stem cells.91  HSCs are dependent upon Sirt1 

for maintenance of their undifferentiated state through elimination of reactive oxygen species, 

FOXO activation, and p53 inhibition.92  In the case of embryonic development or tissue 

revascularization following ischemic injury, Sirt1 promotes endothelial progenitor branching 

and proliferation, although it is not required for endothelial cell differentiation.84  These 

effects of Sirt1 are a result of its negative regulation of downstream effectors such as FOXO 

and Notch proteins.  Resveratrol, a known Sirt1 agonist, has been shown to enhance 

osteogenic differentiation over adipogenic differentiation of MSCs, thereby conferring bone-

protective effects and highlighting the importance of Sirt1 and its downstream target FOXO3 

in preventing age-related osteoporosis.93  Sirt1 confers sensitivity to insulin when over-

expressed, and has been shown to be significantly down-regulated in cells resistant to 

insulin.94  Given the critical function of this enzyme for maintaining robust adult stem cell 

pools and regulating their differentiation in multiple organ systems, its down-regulation in the 

context of insulin resistance provides one clue as to why metabolic disease is so damaging for 

regenerative processes in aging individuals. 
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1.4.1  Adult Stem Cells: Caught in the Balance Between Cancer and Metabolic Disease 

Regulation of organismal longevity is coordinated through many intersecting signaling 

pathways that maintain a tight balance between carcinogenesis and apoptosis in individual 

cells.95, 96  For a stem cell, which over the course of its existence travels on the self-renewal 

spectrum from unlimited proliferative potential to senescence and ultimately death, many of 

these pathways are at work in opposition to each other all the time (Figure 1.3).97  A number 

of the well characterized pathways that control cell proliferation in cancer are now being 

examined for their role in regulating stem cell renewal and aging.  One group took advantage 

of this similarity in regulatory networks between cancer cells and stem cells to study the effect 

of anti-aging reagents on induction and maintenance of self- renewal behavior and 

underlying mechanisms in stable cancer cell lines.  They found that BMI1, a well known 

proto-oncogene and critical regulator of self-renewal in multiple adult stem cells populations, 

took over the epigenetic program in cells retrogressing to a more primitive state as a result of 

the anti-aging treatments.98  This proto-oncogene has also been identified as a critical 

promoter of osteogenesis through its coordinated stimulation of SIRT1 expression and 

inhibition of p16, p19, and p27 in response to pararthyroid hormone related peptide 

(PTHrP) signaling,99 resulting in enhanced proliferation, decreased apoptosis, and decreased 

adipogenic differentiation of MSCs.100 
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Figure 1.3  Regulation of HSC potential. (a) PTEN is active in quiescent HSCs and 
represses signaling towards downstream components such as mTOR and FoxO. Active 
FoxO programs cells to remain quiescent by cell-cycle repression and induction of 
quiescence, but also allows survival by switching to a metabolic program of gluconeogenesis 
and fatty acid metabolism, together with elimination of ROS. (b) HSCs are driven to 
proliferate after loss of PTEN or FoxO.  Loss of FoxO results in increased intracellular ROS 
levels, which in turn activates p38. If PI(3)K signalling is required to drive HSCs into 
proliferation under normal conditions, what external niche signals would do so are unknown. 
However, PI(3)K signalling may function in cooperation with other signalling pathways, and 
this is illustrated by c-Myc — a downstream target of Wnt signalling.  Myc represses FoxO, 
and may also independently regulate control of proliferation. (c) Differentiation of lineage-
restricted cells further continues and is guided by extracellular signals such as interleukins 
(ILs) and various colony stimulating factor (CSFs). (d) After executing their function, all 
hematopoietic cells die and regeneration begins.  Adapted with permission from Macmillan 
Publishers Ltd: Nature Cell Biology,97 copyright 2007. 
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Network analyses of signaling pathways differentially regulated in aging suggest that, 

rather than being a tightly regulated, well-defined program, aging may reflect a 

destabilization of other programs over time, although extreme differences in lifespan between 

evolutionarily closely related species would argue that there is a dominant central aging 

program that determines organismal lifespan, as would research indicating that survival to 

old age is not correlated with absence of risk alleles for common age-related diseases, such as 

cancer, coronary artery disease, and type 2 diabetes.51  Ultimately aging at the cellular level is 

suspected to result from a disruption of the balance between alternative cellular states,101 with 

proto-oncogenes that promote stem cell function, such as BMI1 and Wnt/β-catenin, 

operating in opposition to tumor suppressor genes that induce death or senescence in stem 

cells, such as INK4A (p16Ink4a) and ARF (p19Arf).102  In the hematopoietic system aging has 

been closely linked with impaired repair response to DNA damage, leading to increased 

propensity for dysplastic syndromes and ultimately cancer.25  The occurrence of cellular 

senescence, in contrast to quiescence or proliferation, is thought to be a protective response 

against oncogenic insults.  Expression of INK4A has been shown to increase with age, and this 

progressive increase in tumor suppressor activity independent of levels of proto-oncogene 

expression may account for reduced stem cell activity with aging.102  The tumor suppressor 

AIMP3/p18, endogenous levels of which increase in aged human tissues, drives cells to 

senescence when overexpressed and in transgenic mice promotes a progeroid phenotype 

through selective degradation of normal lamin A.103 

A frequently raised concern about the therapeutic use of autologous adult stem cells from 

aged individuals is precisely that with the life-long accumulation of potentially mutagenic 

insults to their DNA, if they are still capable of robust self-renewal, they might pose an 
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increased risk for cancer upon mobilization or exogenous activation.104  That said, several 

studies have indicated that over the course of human development, as the need for growth 

decreases and the risk of oncogenesis increases, requirements for critical tumor suppressor 

mechanisms change, with adult stem cells displaying dependence on self-renewal regulatory 

signaling pathways that are not necessary in embryonic or even fetal stem cells.105   

Just like the constant struggle between carcinogenesis and apoptosis at the cellular level, 

growth versus somatic preservation is also balanced at the organismal level throughout life.  

Insulin/IGF-1 signaling, turned on at the systemic level in response to glucose or growth 

hormone, is a potent stimulator of cell growth and proliferation via the AKT-TOR pathway, 

regulating organismal growth in childhood and anabolic metabolism in adulthood.  As 

discussed above, gene variants along this pathway have been associated with longevity (age 

≥92 years) in clinical cohorts.53  Interestingly, reduced IGF-1 levels are present not only in 

extremely long-lived individuals, but also in progeroid individuals, illustrating that 

suppression of this axis is not a causative factor in increasing or decreasing lifespan and 

healthspan, but rather an adaptive response against accumulating DNA damage at the 

expense of growth and other metabolically expensive processes.106-108  Adult stem cells are 

highly responsive to insulin/IGF-1 signaling and programmed to replicate and repair, both 

metabolically costly activities.  As somatic DNA is exposed to a lifetime of potentially 

mutagenic hits, these metabolically active cells are increasingly caught in the balance between 

cancer and metabolic disease, the hallmark of which is insulin resistance.  

Pharmacologic agents targeting the insulin/IGF-1 axis – both neutralizing monoclonal 

antibodies against IGF-1/IGF-1R and tyrosine kinase inhibitors which target the insulin 

receptor and IGF-1R – have been developed to treat cancer, but in clinical trials to evaluate 



 

 

20	
  
these agents, a common side effect was hyperglycemia due to inhibition of insulin 

signaling.109  Similarly, metformin, an agent already in use for the treatment of type 2 

diabetes, has been shown to reduce the incidence of cancer, in part through AMPK-

dependent inhibition of mTOR (thus cell growth) and AMPK-independent cell cycle 

arrest,110 but also in part through decreased levels of insulin and insulin resistance.111-113   

Manipulating this pathway to combat disease in aging humans is fraught with 

complications, and creative, highly specific approaches are required to avoid trading one 

disease for another.  This is especially important to consider in the case of stem cells; 

chemotherapy-resistant cancer stem cells, characterized by a high degree of metabolic 

flexibility, have been shown to be very sensitive to metformin.114, 115  One of the proposed 

mechanisms of action of metformin on cancer stem cells is interference with TGFβ-induced 

epithelial-to-mesenchymal transition,116 and metformin has been shown to prevent 

transcriptional activation of OCT4 through AMPK activation.117  These properties of 

metformin should generate concern about the effects on adult stem cell populations during its 

use for treatment of diabetes and cancer, but studies have also shown that while metformin-

induced AMPK activation interferes with mechanisms critical for cancer stem-cell related 

tumorigenesis, adult stem cells may be less susceptible to disruption by metformin.118   

Accumulating evidence suggests that pathways governing self-renewal have distinct effects 

on normal stem cells and cancer stem cells even within the same tissue.  In their study 

demonstrating adult stem cell dependence on PTEN in the hematopoietic compartment, in 

contrast to cancer stem cells, Yilmaz et al discussed several mechanisms through which 

maintenance of normal adult stem cells may be different from that of cancer stem cells.  They 

suggested that persistent activation of PI3K in the absence of PTEN inhibition may lead to 
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the accelerated exit of normal HSCs from the progenitor pool,119 and later showed that 

PTEN deficiency induces senescence and apoptosis in normal HSCs via increased expression 

of the cell cycle-regulating tumor suppressors p16 and p53,120 in contrast to other cells from 

the hematopoietic compartment.  Effects of PTEN deficiency on the HSC pool could be 

rescued by rapamycin, indicating events downstream of mTOR are responsible, for example 

changes in AKT signaling.  It is known that mTOR inhibition activates FOXO signaling, 

resulting in increased stress resistance and longevity in invertebrate models.121  It was 

hypothesized that prolonged rapamycin treatment might actually be inhibiting AKT 

signaling through mTORC2 rather than activating AKT through mTORC1, leading to loss 

of FOXO function, an attractive explanation for the accelerated stem cell aging observed 

with PTEN deficiency.122  However, thus far this has not been shown to be the case in 

PTEN-deficient HSCs.105, 120  Cancer stem cells are able to escape this process through 

secondary mutations that attenuate mTOR-dependent tumor suppressive mechanisms.   

Similar results have been obtained in HSCs with deletion of the cell cycle regulator p21, 

showing that control of cell cycle entry under conditions of stress is crucial for maintenance of 

stem cell quiescence and prevention of premature deletion of an entire adult stem cell pool.123  

Indeed, even in the case of pluripotent cells, metformin appears to have split effects: when 

administered to mice after iPS cell transplantation, metformin prevented teratoma formation 

but did not interfere with tissue formation from all three germ layers.124  The findings are 

controversial regarding the effect of metformin on the differentiation of adult stem cells.  In 

one study on rat marrow-derived MSCs, metformin enhanced osteogenesis at the expense of 

adipogenesis, presumably through modulation of PPARγ activity,125 opposite of the effect 

observed with glitazones, which activate PPARγ and can lead to bone loss.126  However in 
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another study of human and rabbit MSCs, metformin did not induce osteogenesis, while 5-

aminoimidazole-4-carboxyamide ribonucleoside (AICAR), a small molecule activator of 

AMPK, induced robust osteogenic differentiation even in the absence of induction 

medium.127  In studies of primary osteoblasts, activation of AMPK signaling was observed 

during early differentiation events, but chemical induction of AMPK with metformin blocked 

terminal differentiation and matrix mineralization.128  

Even in the absence of pharmacologic intervention targeting these pathways, metabolic 

disease is frequently the trade-off associated with oncogenic resistance.  Perturbation of the 

aforementioned lifespan determinant pathways, such as SIRT1, insulin/IGF-1, FOXO, and 

mTOR, leads to the development of metabolic syndrome features in mice.129  Metabolic 

syndrome – characterized by the triumvirate of high cholesterol, high blood pressure, and 

high fasting blood glucose – and type 2 diabetes in turn lead to accelerated aging.  In the case 

of full-blown type 2 diabetes, this accelerated aging is evidenced at the cellular level by slower 

DNA unwinding, increased collagen cross-linking, capillary basement membrane thickening, 

increased oxidative damage, and decreased Na+K+-ATPase activity, and at the organismal 

level by an increased incidence of cataracts, vascular disease and associated events 

(myocardial infarction, stroke, and pressure ulcers), cognitive decline, hip fracture, pain, 

incontinence, infections, and depression.130 

A vicious cycle then evolves whereupon metabolic disease can in turn increase oxidative 

stress and associated dysregulation of adult stem cell function.  An expanded adipose 

compartment produces higher levels of free radicals, leading to oxidative stress, one of the 

effects of which is to disrupt adipocytokine production.  Adiponectin, an adipocytokine down-

regulated in obesity and metabolic syndrome, is an important regulator of glucose and fatty 
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acid metabolism, and in combination with other adipose-derived hormones, such as leptin, 

prevents insulin resistance.131  One of the critical functions of adiponectin is to oppose the 

actions of angiotensin II, local (adipose) over-production of which also contributes to a pro-

inflammatory state and increases oxidative stress in vivo.132  The resultant disruption to 

homeostasis has many downstream effects that further increase inflammation and co-opt 

adult stem cells in worsening the situation.  First, trafficking of multiple types of adult stem 

cells is likely altered in response to the inflammatory adipocytokines (IFNα, TNFα, IL-6) up-

regulated during this process, leading some to speculate about adult stem cell exhaustion and 

the resulting impairment of tissue repair as the primary mechanism underlying long-term 

effects of metabolic disease, and in a less fulminant way the aging process in general.22  

Additionally, fate of adult stem cells is differentially regulated in this environment.  For 

example,  enhanced production in metabolic syndrome of 20-hydroxy-5,8,11,14-

eicosatetraenoic acid (20-HETE) by the cytochrome P450 system and its cyclooxygenase-2-

derived product 20-OH-PGE2 act to bias MSCs toward adipogenic differentiation through 

up-regulation of PPARγ and β-catenin, resulting in compounded inflammation-driven 

adipogenesis and impaired peripheral tissue maintenance through loss of otherwise 

uncommitted progenitors in patients with these disorders.133-135  Activation of PPARγ has 

been shown to impair IGF-1 signaling in the marrow microenvironment,135 further 

contributing to skeletal loss, disruption of metabolic homeostasis, and potentially altering 

organismal lifespan.136  In this way adult stem cells contribute to the pathogenesis of 

metabolic disease and also are impaired in their physiologic function by the presence of 

metabolic disease. 
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Despite the occurrence of insulin resistance and other attempts by cells to thwart 

oncogenic transformation in an aging metabolic system, metabolic disease is frequently 

associated with a higher incidence of cancers,137 particularly in sites with a high degree of cell 

metabolism and/or turnover. In part this reflects not a causal relationship but twin 

manifestations of a stressed system struggling and failing to restore homeostasis.  However, 

the peripheral insulin resistance of metabolic disease also drives cancer growth through a 

decrease in hormone binding globulins (thus higher free steroid hormone levels), 

dysregulation of inflammatory cytokine and steroid and peptide hormone levels, and most 

importantly compensatory hyperinsulinemia, with many cancer cell types expressing high 

levels of insulin receptors and IGF receptors.109, 138  Large chromosomal clonal mosaic events, 

the incidence of which has been shown to increase with age,139 have been associated both 

with type 2 diabetes and with an increased risk of blood and solid organ cancers.140, 141  

Clonal mosaicism in the blood compartment in particular further contributes to cancer 

formation, as well as increased susceptibility to disease in general, by leading to a reduced 

number of immune cell clones in circulation and resultant immunosenescence with age.139 

 

1.4.2  Canonical Wnt Signaling 

As the MSC pool is skewed away from an osteogenic fate toward an adipogenic one in 

metabolic disease, there is massive disruption of signaling pathways that have implications for 

adult stem cells beyond differentiation.  One of these pathways is the Wnt pathway, which is 

not only critical during development for axial patterning, but is also critical in stem cell fate 

determination.  Many developmental events in stem cells are regulated by Wnt signaling,142-

145 including self-renewal,146-149 differentiation,150-152 aging,153, 154 and senescence.155-157  
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Extensive crosstalk has been documented between Wnt signaling and FGF,158-160 PGE2,161, 

162 BMP,144, 160, 163, 164 Notch,144, 160 TGF-β,165 and SMAD166-168 signaling pathways, with the 

common downstream target of this crosstalk being β-catenin.169, 170  In canonical Wnt 

signaling, β-catenin interacts with members of the TCF/LEF transcription factor family to 

enhance expression of their target genes,154 which in turn regulate cell proliferation, 

carcinogenesis, differentiation, embryonic patterning, and stem cell maintenance.171-173  The 

effects of Wnt signaling, however, have been shown to be highly tissue-specific and Wnt-

specific.  In the case of hair follicle stem cells in the skin, signaling through Wnt1 activated 

stem cell hyperproliferation via an mTOR-dependent mechanism, but long-term this 

activation of mTOR led to stem cell exhaustion and senescence.155  This finding led the 

authors to conclude that while Wnt signaling can be a potent stimulus for stem cell 

proliferation, prolonged mTOR activation may serve as a protective mechanism to prevent 

tumor formation.  The cost of this, of course, is exhaustion and depletion of that stem cell 

pool, ultimately resulting in impaired regeneration and aging of the tissue.  In patients with 

acute myeloid leukemia, aberrant Wnt/β-catenin signaling, which controls self-renewal in the 

HSC pool, was higher in patients with unfavorable karyotypes and predicted a shortened 

survival.174 

In HGPS the tissue-specific patterns of accelerated aging point to a defect in MSC 

function.  The defect in this adult stem cell compartment has been shown to be the result of 

both impaired self renewal and dysregulated differentiation resulting from aberrant Notch 

and Wnt signaling.175  Disruption of the nuclear lamina by progerin was shown to be directly 

responsible for downstream activation of Notch signaling effectors, spurring uncontrolled 

sporadic differentiation of MSCs along all three germ layers and enhanced osteogenesis at the 
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expense of adipogenesis when differentiation was directed.176  Wnt signaling was found to 

be severely disrupted in the progeroid Zmpste24−/− mouse model (deletion of this enzyme 

causes restrictive dermopathy in humans), where the absence of normal lamin A resulted in 

an absence of active nuclear β-catenin in follicular stem cells, leading to down-regulation of 

cyclin D1 and repression of AKT and mTOR activation.177  Further work has shown that 

LEF1 is down-regulated as a result of this impaired nuclear translocation/retention of β-

catenin; the absence of this transcription factor-activator complex in adult cells markedly 

reduced activation of canonical Wnt targets.178  In this setting of severe Wnt inhibition, stem 

cells were not reduced in number, but instead entered a senescent state earlier and failed to 

proliferate, resulting in exhaustion of the functional stem cell compartment.  The authors of 

this study also discovered increased apoptosis of the support cells in the stem cell 

microenvironment, which they suggested is another negative impact of defects in critical fate-

determining signaling pathways that enable communication between tissue-resident stem cells 

and their niches. 

Another mouse model of accelerated aging also points to aberrant Wnt signaling as a 

causative factor in degeneration due to stem cell defects, but from a different perspective.  

The Klotho mouse, which lacks klotho, a transmembrane and secreted β-glucuronidase 

involved in regulating insulin sensitivity among other functions, displays an accelerated aging 

phenotype, including short lifespan, infertility, arteriosclerosis, skin atrophy, osteoporosis, and 

emphysema.179  Analysis of tissue-resident stem cells from multiple organs in Klotho mice 

revealed that they were reduced in number and displayed abundant senescence-associated 

markers prematurely.180  Klotho was found to be a secreted Wnt antagonist capable of 

binding Wnts1, 3, 4, and 5a, and over-activation of Wnt signaling in Klotho mice drove 
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tissue-resident stem cells into an early senescent phenotype, resulting in lack of self-renewal 

and stem cell compartment exhaustion.  Taken together with findings regarding aberrant 

Wnt signaling in the Zmpste24−/− mouse, these studies reveal the exquisite sensitivity of adult 

stem cell pools to the fate-determining effects of Wnt signaling, too much or too little of which 

results in failed maintenance of quiescent progenitors in adulthood.  Perturbation of this 

pathway one way or the other has been demonstrated to result in adult stem cell aging and 

exhaustion, along with impaired differentiation, in the muscle compartment,181 the 

hematopoietic compartment,182, 183 the vasculature,178 and the skeletal system178, 184 in 

addition to the skin, the gut, and the kidney.  It is suspected that these processes unfold in 

normal aging as well as accelerated aging phenotypes, especially given the accumulation of 

low levels of progerin over time in normal individuals and declining serum levels of klotho in 

human aging.185 

Another mechanism leading to altered Wnt signaling in aging is a shift in β-catenin 

binding to favor FOXO transcription factor signaling over the canonical Wnt pathway, 

mediated by TCF/LEF transcription factor signaling, in response to increasing oxidative 

stress.   

 

1.4.3  The FOXO Family 

The FOXOs are a family of transcription factors regulating several of the previously 

discussed intersecting pathways, and have been shown to coordinate cell response in tumor 

suppression,  metabolism, and organismal longevity.2, 186, 187  In this capacity FOXO signaling 

acts to resist cellular stress opposite the growth-promoting signaling of mTOR.188  FOXO 

transcription factors are downstream targets of insulin, growth factors, and nutrient and 
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oxidative stress stimuli and in turn regulate several fundamental processes, depending on 

the cell type, including gluconeogenesis, neuropeptide secretion, cell cycle arrest, atrophy, 

autophagy, apoptosis, and stress resistance186, 189, 190 (Figure 1.4).190  Furthermore, the 

FOXOs are an interesting family of transcription factors in that several are ubiquitously 

expressed, but display both highly specialized and universal functions in distinct cell types, as 

well as distinct and redundant functions which can be attributed to different FOXOs within 

the same cell type.2 

 

 
 
Figure 1.4  Roles of FoxO transcription factors in cells and in the organism. 
FoxO transcription factors trigger a variety of cellular processes by upregulating a series of 
target genes (in italics). The cellular responses elicited by FoxO affect a variety of organismal 
processes, including tumor suppression, longevity, development and metabolism. Note that 
some cellular processes may not be exclusive to one organismal function (e.g. cell cycle 
arrest).  Reprinted by permission from Macmillan Publishers Ltd: Oncogene,190 copyright 
2008. 
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Studies on the effect of oxidative stress on adult stem cells suggest that it drives a shift in 

binding of the cellular β-catenin pool from the TCF/LEF family to the FOXO family.2, 153, 

191  As a cofactor in FOXO-mediated transcription, β-catenin facilitates defense against 

oxidative and other cellular stresses.192-194  Diversion of β-catenin binding from TCF/LEF to 

FOXO, combined with inhibitory feedback to β-catenin/TCF signaling, serves to diminish 

canonical Wnt signaling.153, 154, 195, 196  This redirection of β-catenin function secondary to 

oxidative stress and resulting change in the cell’s transcriptional program have been 

implicated in several aging-related disease processes and cell senescence.97, 154, 157  This 

transcriptional shift is particularly important in osteoporosis, where canonical Wnt signaling 

in osteoblasts is critical for skeletal homeostasis.  This is one example of how increased 

activation of FOXO signaling by oxidative stress accumulated with age serves to directly 

undermine maintenance of an entire organ system, independent of the more broadly 

discussed “oxidative hypothesis of senescence,” wherein reactive oxygen species drive cells 

into arrest by activating FOXO signaling. 

FOXO1 is of particular importance in age-associated skeletal disease.  Osteoporosis, for 

example, is characterized by decreasing bone mass, which is attributed both to declining 

numbers of osteoblasts and declining function of osteoblasts.  FOXO1 is critical for 

regulating osteoblast proliferation in the face of age-related oxidative stress and declining 

resistance to the effects of oxidative stress, both through its regulation of protein synthesis via 

interaction with the osteoblast-specific transcription factor ATF4 and through suppression of 

stress-induced p53 signaling which would otherwise lead to cell cycle arrest.197 

Several FOXOs regulate organismal metabolic function and thus play a role in metabolic 

diseases of aging and resistance to those diseases.  FOXO1, through its regulation of 
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osteocalcin secretion by osteoblasts, impacts pancreatic β-cell proliferation, insulin 

secretion, and insulin sensitivity.198  In the case of atherosclerosis and vascular diseases of 

aging, FOXOs are important downstream effectors of PI3K, AMPK, and JNK signaling.  In 

the endothelium FOXO1 serves as a negative regulator of angiogenic behavior; this 

suppressive function, which is enhanced by activities of FOXO3 and FOXO4, is critical for 

organized vessel growth during development and repair.84  FOXO1, FOXO3, and FOXO4 

are also required to maintain endothelial quiescence within healthy vessels, and formation 

and remodeling of the endothelial barrier function is regulated by FOXO1 in a β-catenin-

dependent manner. 

FOXO transcription factors also play a role in diseases of aging through their regulation of 

the immune system and its progenitor pools.199  In general, FOXOs regulate survival, cell 

cycle progression, and resistance to stress in immune progenitors and differentiated immune 

cells, as they do in many other cells types, consistent with a decline in overall immune 

function and proliferative capacity of the HSC pool with aging.  FOXO transcription factors 

also regulate immune activity via specialized functions in different cell types.  FOXO1 

specifically regulates development and trafficking of B and T lymphocytes through several 

mechanisms, including survival and homing of Pre-B cell and naïve T cells in response to 

growth factor receptor regulation, pre-B cell maturation by induction of Rag genes and B cell 

receptor recombination, and B cell class-switch recombination and somatic hypermutation in 

response to germinal center formation.   

FOXO3 has been extensively studied in the immune system, and regulates not only 

lymphocyte function, but also innate immunity.  Like FOXO1, FOXO3 regulates T and B 

lymphocyte survival and cell cycle progression, but FOXO3 additionally controls survival 
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and entry of memory T cells into a quiescent state, critical for later response to infection.  

This particular function of FOXO3 is of great interest in the human immunodeficiency virus 

(HIV) field, as inhibitors of FOXO3 might be used to prolong survival of memory T cells 

during chronic HIV infection.  FOXO3 also has similar roles in B cells, and is likely 

important for terminating immune responses to infection, and possibly for controlling 

lymphocyte responses that would result in autoimmunity.  FOXO3 also has critical specific 

regulatory functions in innate immune cells: controlling the number of neutrophils, 

monocyte/macrophages, dendritic cells (DCs), and erythrocyte progenitors (in opposition to 

erythropoietin signaling); directing neutrophil migration; and regulating inflammatory 

cytokine secretion by DCs in response to coinhibitory molecules.2, 199  Immune-specific 

functions of FOXO transcription factors, including the examples outlined here, are not well 

understood in the context of aging and increased metabolic stress, but may also contribute to 

the overall decline of cell-specific immunity observed in elderly individuals, including 

decreased maintenance of the HSC pool, increased susceptibility to infection, reactivation of 

latent viruses, and decreased immune surveillance with respect to cancer. 

 

1.5  Lessons from Transcriptional Reprogramming 

In addition to their place on a spectrum of proliferative capacity, stem cells also exist on a 

spectrum of differentiation bounded by terminally differentiated unipotent effector cells at 

one extreme and pluripotent embryonic stem cells (ESCs) at the other.200  Pluripotent cells 

are thought to be extremely rare in adult mammals.  Much work has investigated directed 

epigenetic manipulation of cell fate, inducing a cell to follow a completely different 

transcriptional program and as a result shift to an entirely different phenotype and spectrum 
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of activity.  The recent development of nuclear reprogramming methods used to generate 

iPS cells has created new opportunities for regenerative medicine using stem cells, but the 

mechanisms underpinning cell reprogramming remain incompletely understood, and many 

areas where stem cell manipulation can enhance regenerative medicine have yet to be 

explored.201, 202  Introduction of a cocktail of pluripotency-maintaining transcription factors, 

likely in combination with a series of stochastic epigenetic events, can direct terminally 

differentiated cells to revert to a state similar to that of an ESC,201, 203-206 resulting in iPS cells 

that are pluripotent and germ-line competent, and exhibit the capacity for chimerism and 

teratoma formation and a gene expression profile characteristic of ESCs.207  The exact nature 

of the pluripotency induction steps that take place during and subsequent to the expression of 

the exogenously transduced reprogramming transcription factors is an active area of 

research.  Whether the two key “stemness” features of iPS cells, proliferative capacity and 

multi-lineage differentiation potency, arise from specific epigenetic events during the 

reprogramming process and result from the synergistic action of more than one of the 

reprogramming factors is unknown.  Full reprogramming, i.e., the production of iPS cells, 

requires a minimal period of expression of these reprogramming transcription factors; this 

period was discovered by Yamanaka’s group to be significantly longer for induction of 

pluripotency in human cells compared to mouse cells, taking approximately three weeks.206  

Recent studies have also focused on the screening of small molecules capable of 

reprogramming.208, 209  However, iPS cells do not make ideal starting material for 

regenerative medicine or cell therapy.210  Like ESCs, it is technically challenging to direct 

them to undergo exclusive differentiation along a specific cellular lineage, and they exhibit a 

shift in the self-renewal spectrum that confers a high risk of carcinogenesis, frequently 
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forming tumors in animals.207, 211  It is possible that in the future we may be able to achieve 

partial reprogramming, resulting in the acquisition of renewed proliferative capacity and an 

increased differentiation lineage potential, but without other characteristics of ESCs and fully 

reprogrammed iPS cells, such as the capacity for chimerism and teratoma formation. 

Partial reprogramming is the process of moving an adult cell on the spectrum of 

differentiation from limited multipotency toward pluripotency, without returning it to the 

completely pluripotent state of an ESC.  Several groups are engaged in studying how partial 

reprogramming can most effectively be induced in adult stem cells, how it alters the 

transcriptional program and phenotype of adult stem cells, and how this approach may be 

used to preserve the potency, proliferative capacity, and regenerative utility of adult stem cells 

as they are cultured in vitro.212  Observations from Yamanaka’s work in mouse cells suggests 

that selection based on expression of FBX15 yields partially reprogrammed iPS cells.213  The 

definition of partial reprogramming described in that work was that partially reprogrammed 

iPS cells formed teratomas but lacked the ability to generate adult chimeric mice.  A lesser 

degree of partial reprogramming has been described in umbilical cord blood cells cultured in 

medium supplemented with FGF4, SCF, and FLT-3 ligand.214  These cells exhibited 

increased binding of acetylated histones H3 and H4 at the OCT4 promoter and up-regulation 

of OCT4 and Nanog expression, but their reprogramming was considered a partial event 

because they exhibited DNA hypermethylation in the OCT4 gene region, and continued H3 

and H4 acetylation at promoter regions for markers of terminal differentiation.  Other studies 

have achieved partial reprogramming by administration of growth factors or transcription 

factors to redirect a non-pluripotent progenitor cell to a pluripotent phenotype.214-216  Growth 

factor-induced partial reprogramming has been used to enhance plasticity in peripheral 
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blood monocytes and subsequently to convert them to immature β endocrine cells.215  

During the observed limited life span of increased plasticity, these cells exhibited up-

regulation of pluripotency markers.  Recently some groups have undertaken to “directly 

reprogram” or transdifferentiate cells from one terminally differentiated phenotype to 

another using both developmental and lineage-specific transcription factors for therapeutic 

application in specific organ systems.217-225  Partial reprogramming is a potentially promising 

approach to confer some of the desirable properties of ESCs onto adult stem cells or 

terminally differentiated effector cells, but it is evident that controlling partial reprogramming 

and resulting changes in potency requires a more complete understanding of underlying 

regulatory mechanisms.   

Discovery of mechanisms by which reprogramming events redefine the transcriptional 

program in adult cells, particularly signaling related not only to potency, but to telomere 

maintenance, oxidative stress, and senescence, will aid in generating techniques to increase 

the longevity of the adult stem cell in culture and preserve those cells in vivo.226-231  Regulation 

of stem cell pluripotency and differentiation has been studied at the transcriptional and 

epigenetic level in ESCs, particularly mouse ESCs.232-237 High-throughput sequencing 

methodologies are now used to characterize whole networks of regulation in ESCs238, 239 and 

analyze the roles of overlapping and interactive regulatory networks in determining stem cell 

fate, including the role of microRNAs240 and epigenetic marks.241  Regulatory networks in 

reprogrammed cells are also now being studied using genome-wide analytical tools, and 

initial results from studies of iPS cells derived from aged individuals suggests that 

reprogramming can undo many, though not all, effects of age.242  SIRT1, critical for 

maintenance of stemness in multiple types of adult stem cells, is post-transcriptionally up-
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regulated during the reprogramming process.91  Reprogramming of aged HSCs to iPS cells 

with subsequent re-derivation of HSCs showed comparable function to endogenous 

blastocyst-derived HSCs in marrow reconstitution assays.243  Perhaps the most critical lesson 

regarding stem cell aging and loss of self-renewal gleaned from reprogramming research has 

been that cell aging as we know it is a largely reversible process, characterized not by 

permanent genetic mutations so much as progressive epigenetic inflexibility.   

Studies of transcriptional reprogramming efficiency have proven very instructive in the 

area of methods for enhancing cell stemness and overcoming senescence.  Several pathways 

controlling onset of cellular senescence must be differentially regulated to achieve 

reprogramming, including telomerase, p53, and mitochondrial/oxidative stress pathways.244  

Telomere length as a measure of cellular aging has revealed interesting differences between 

reprogrammed pluripotent cells and their embryonic counterparts.  Many widely used 

human iPS cell lines derived from somatic cells display prematurely aged telomeres 

compared to hESCs with accompanying differential regulation of genes regulating telomere 

length; iPS cell clones derived from an hESC-derived mortal clone (for isogenic comparison) 

largely followed the same pattern with the exception of one clone spontaneously displaying 

levels of telomerase activity comparable to the parent hESC line, with maintenance of longer 

telomere length in culture.245  From this finding we have learned that current reprogramming 

methods do not always result in iPS cells where the aging process has been fully reversed, but 

that further – likely stochastic – epigenetic events can enable full reversal of cell aging.  

Discovery of those specific events that result in maintenance of long telomeres is a relatively 

focused research problem that is likely solvable with the massive generation of transcriptional 

network data currently underway.  Comparative studies of reprogramming in aged cells from 
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multiple organs in mice have thus far demonstrated that age is an impediment to efficient 

reprogramming; however, many groups have successfully generated bona fide iPS cells from 

somatic cells of aged human subjects,242 and with ever-improving techniques have even 

demonstrated comparable reprogramming efficiency in fibroblasts from young versus old 

patients.246 

With respect to oxidative stress and mitochondrial function, the observation has been 

made that iPS cells rely on a Warburg-type switch to glycolytic metabolism.  During 

reprogramming of fibroblasts to iPS cells, repression of H+-ATPase and up-regulation of the 

lipogenic enzymes acetyl-CoA carboxylase and fatty acid synthase is observed, as is the case 

in cells from many types of cancer, and inhibition of these lipogenic enzymes greatly 

decreases reprogramming efficiency.247  Studies of mitochondria within human iPS cells have 

revealed that they revert to an immature state similar to those of an ESC, complete with 

reduced oxidative damage, contributing significantly to rejuvenation of the cell.242, 244  

Pharmacologic induction of autophagy has also been shown to enhance reprogramming 

efficiency, perhaps through elimination of older, damaged mitochondria.88   

Metformin, an AMPK activator, has been shown to decrease reprogramming efficiency 

in multiple studies,117 despite the fact that AMPK activation induces endogenous antioxidant 

expression and reduces intracellular reactive oxygen species.248  When activated, AMPK, 

which functions as a master sensor and regulator of intracellular changes in energy status, 

prevents transcriptional activation of OCT4 (though not other reprogramming transcription 

factors) and prevents somatic cells from making the energetic switch to glycolysis, thereby 

effectively blocking reprogramming.117  This is highly instructive for two reasons.  First, the 

malignant component of teratomas derived from implanted iPS cells are driven by OCT4, 
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and application of metformin to iPS cells (after reprogramming) has been used to suppress 

or block entirely the formation of iPS-derived teratomas,124 suggesting that this well 

characterized FDA-approved drug might enable clinical application of iPS cells without risk 

of carcinoma.  Second, studies on the effects of metformin and other AMPK activators such 

as AICAR on the reprogramming process have illuminated a critical path to achieving 

pluripotency: appropriation of energetic capital.  It has long been known that many types of 

stem cells are able to survive in harsh, energetically unfavorable conditions such as hypoxia 

because of their ability to rely heavily on glycolysis (provided they are not calorically 

restricted), but the discovery that a particular metabolic phenotype is required for supporting 

the energetic requirements of the reprogramming process has resulted in the understanding 

that being able to readily shift to a glycolytic metabolic phenotype is a defining property of 

stem cells. The implications of these findings to the study of stem cells in aging are enormous, 

because manipulating the metabolic phenotype of a cell as a strategy to restore its function is 

an approachable problem. 

Ascorbate, a potent antioxidant, has been shown to accelerate the kinetics of 

reprogramming and to alleviate cell senescence by reducing levels of p53.249  Curcumin, 

another antioxidant, has been shown to have similar effects on reprogramming efficiency.250  

It is possible that ascorbate enhances reprogramming in part through reduction of reactive 

oxygen species, but more likely by increasing the rate of transcriptome changes through other 

mechanisms: it is a cofactor for several enzymes, including collagen prolyl hydroxylases, HIF 

(hypoxia-inducible factor) prolyl hydroxylases, and histone demethylases,251 and may 

facilitate histone demethylation.  Epigenetic modifiers such as valproic acid, on the other 

hand, have been shown to enhance reprogramming efficiency, either alone or in combination 
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with antioxidants, further supporting the idea that enabling histone demethylation confers 

epigenetic flexibility and enhances the ability of the cell to dramatically shift its 

transcriptional program.249  Regulation of senescence and metabolic state through the 

mTOR hub seems to be of particular importance during reprogramming and is a pathway 

that can be fine-tuned to direct cell fate.252   mTOR inhibitors, such as rapamycin and 

resveratrol (which is also a sirtuin activator), are known to slow cellular senescence in 

response to DNA damage by limiting the accumulation of p16 and p21, thereby enabling 

entry into a reversible quiescent state rather than an irreversible senescent state.  These same 

compounds have been shown to increase the efficiency of reprogramming, in addition to 

other sirtuin activators, antioxidants, autophagy inducers, and PI3K inhibitors.250  

Interestingly, although it enhances reprogramming of normal somatic cells, resveratrol 

inhibits the stemness, epithelial-mesenchymal transition, and metabolic reprogramming of 

cancer stem cells to glycolysis through activation of p53, again highlighting the innate 

differences between the molecular circuitry of normal stem cells and cancer stem cells, a 

finding that can potentially be exploited for therapeutic purposes.253 

 

1.6  Therapeutic Targets and Clinical Trials 

Given the growing evidence that many diseases of aging may reflect adult stem cell 

exhaustion, it is not surprising there is great interest in restoring adult stem cell function to 

ameliorate these conditions and regenerate aged tissues.22  Adoptive transfer of fetal MSCs 

into adult mice has been shown to extend median lifespan of the animals.254  Adult stem cell 

mobilization and transplant are two obvious strategies that have achieved moderate success 

for certain types of injury and disease in humans, and many types of adult stem cells have 
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been utilized for this purpose.255  MSC cellular therapy has proven to be safe for a number 

of vascular disorders, such as coronary artery disease, peripheral vascular disease, erectile 

dysfunction, and stroke, and is an attractive option for patients who are poor surgical 

candidates.256-260   

Despite these successes, the problem remains that adult stem cells from elderly donors, the 

very people who most frequently require enhanced peripheral stem cell function for tissue 

repair, undergo changes in their functional capacity as a result of aging.104  This decline in 

functional capacity, therefore therapeutic utility, has been combatted using some surprisingly 

simple interventions: conditioning with hypoxia prior to transplant, for example, has been 

extensively documented as effective for reducing reactive oxygen species production by adult 

stem cells and improving their therapeutic efficacy in many in vivo ischemia and other disease 

models.261-263  This has proven sufficient to counteract the impaired oxidative stress resistance 

of MSCs from elderly donors.27  Likewise, the use of naturally occurring antioxidant 

polyphenols, such as curcumin, has been documented to suppress inducible oxidative stress in 

human MSCs ex vivo and may prove to be a safe method for reducing oxidative damage to 

the in vivo MSC pool.264  Rejuvenation of aged human MSCs has been achieved by seeding 

cell scaffolds with proangiogenic growth factors, resulting in improved functional capacity of 

the aged cells after implantation into an infarcted rat heart compared to aged cells seeded on 

untreated scaffolds.265  Systemic administration of growth factors has also proven effective for 

restoring aged MSCs in vivo; in the case of senile osteoporosis, intraperitoneal injections of 

rhBMP2 were sufficient to reverse the osteoporotic phenotype, and this effect was mediated 

by an expanded MSC pool displaying increased proliferation and decreased apoptosis.266  Ex 

vivo genetic modification has also been used to overexpress rejuvenating factors in aged bone 



 

 

40	
  
marrow- and adipose-derived MSCs prior to therapeutic delivery; transplantation of aged 

MSCs overexpressing telomerase and/or myocardin was more efficacious in stimulating 

arteriogenesis and blood flow in a limb ischemia model than transplantation of control aged 

MSCs.267  A similar study achieved increased angiogenesis and less adverse matrix 

remodeling in a rat model of myocardial infarction using aged MSCs transfected with TIMP3 

or VEGF.268  

 

1.6.1  Reprogramming 

The idea has been raised that it might be possible to exploit reprogramming techniques for 

renewal of the in vivo stem cell pool to combat diseases of aging.269  While full reprogramming 

of stem cells in vivo to restore tissues degenerated as a result of age is not likely to manifest 

clinically until highly efficient reprogramming can be achieved through delivery mechanisms 

other than lentiviral vectors, the idea of “direct reprogramming” of cell fate in specific tissues 

in vivo has been pursued using developmental regulators that redirect a cell’s terminally 

differentiated state rather than returning the cell to a pluripotent state – what is known in the 

adult stem cell world as transdifferentiation, as opposed to dedifferentiation.  This approach 

has been employed successfully to convert pancreatic exocrine cells to endocrine cells, 

rescuing the hyperglycemic phenotype in a mouse model of diabetes.270  

Generation of stem cells resistant to the phenotypic changes that accompany replicative 

senescence, such as arrested proliferation and decreased differentiation potential, would 

create a more ideal cell type for use in stem cell-based tissue engineering and cell therapy.  Ex 

vivo reprogramming to achieve a kind of cell “reset” may in the future yield this improved cell 

source.  iPS cells generated from HGPS patient fibroblasts display no evidence of progerin 
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accumulation, nuclear envelope and epigenetic defects, or accelerated aging, suggesting 

this approach can in fact be used to reset an aged cell.61  In the case of HGPS-iPS cells, 

differentiation results in the rapid accumulation of progerin and restoration of the accelerated 

aging phenotype;271 however, this would not be an issue with physiologically aged donor cells.  

iPS cells derived from young and old non-progeroid human fibroblasts displayed no 

differences in mitotic activity after differentiation back to a fibroblast phenotype, suggesting 

that reprogramming is a successful approach to reset aged cells to a youthful phenotype in 

physiologically aged donors.  In this study an excisable vector was used, further illustrating 

what might be a feasible approach to ex vivo rejuvenation of aged cells.246 

Stem cell rejuvenation techniques are also needed in situations where it is preferable to use 

cells from a specific donor who happens to be of advanced age, since HSC donor age is 

correlated with adverse events after infusion.272  Meeting this need is critical for transplants 

with autologous or HLA-matched sibling HSCs from elderly donors, which result in better 

outcomes in leukemia and lymphoma than HSCs from an HLA-matched unrelated younger 

donor.273  Several groups have investigated the use of reprogramming transcription factors to 

restore differentiation potential and proliferative capacity of adult stem cells from aging 

donors.  In one such study Nanog was over-expressed in adult marrow-derived MSCs, 

resulting in reversal of lost myogenic differentiation potential and enhancement of 

proliferation comparable to that observed in neonatal marrow-derived MSCs.274  It remains 

to be seen if other approaches to dedifferentiation will restore an unblemished phenotype to 

cells to the same degree that reprogramming appears to.   
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1.6.2  Calorie Restriction and Pharmacologic Mimicry of Calorie Restriction 

Calorie restriction as a therapeutic intervention to delay aging and extend lifespan has 

been extensively studied in animal models but, at levels that would confer significant clinical 

benefit, is unlikely to gain much traction due to low rates of adherence.  Pharmacologic 

agents to reduce nutrient intake or absorption might be employed to this end.275  The effects 

of diet and exercise to reduce body weight and correct metabolic disease on adult stem cell 

populations are unknown, although reduction in visceral fat has been shown to correct 

endocrine functions of adipocytes.  Enhancement of PPARδ signaling has been suggested as 

an adjunct therapy to boost catabolism in visceral adipose tissue, perhaps in part through 

differentiation of adipose-resident MSCs to mitochondria-enriched small adipocytes.275  To 

this end PPARδ agonists have been tested in clinical trials, but despite protective effects 

against obesity and diabetes, development was discontinued due to multi-organ cancer 

formation in animal models.276, 277   

Other studies have investigated the use of pharmacologic agents to mimic the molecular 

benefits of calorie restriction for extending lifespan and healthspan (Figure 1.5).278  A recent 

report described extension of lifespan and healthspan in male mice with administration of 

metformin beginning in middle age;279 past work has established this same phenomenon in 

invertebrates.280  At the cellular level, treated mice displayed increased AMPK activity, 

decreased oxidative damage, and a transcriptomic shift mimicking the effects of calorie 

restriction, and as a result the mice maintained sensitivity to insulin and low levels of systemic 

inflammation into old age.  It should be noted that the dose of metformin used to achieve 

these effects resulted in serum drug levels an order of magnitude higher than what is typically 

achieved in patients when the drug is used as an antidiabetic therapy; a ten-fold higher dose 
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proved toxic rather than beneficial in this study.  As is the case for many pathways 

regulating longevity, cellular aging, and oncogenic resistance, the degree to which AMPK 

signaling is altered is likely to require a fine balance between too much and too little.  This, 

combined with concerns about the pleiotropic effects of metformin in vivo, which manifest 

differently with short-term versus long-term use, means that significant work is still needed 

before this potentially attractive therapy for systemic anti-aging can be safely employed. 
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Figure 1.5  The growth hormone (GH)–insulin-like growth factor I (IGF1) 
pathway and its signaling cascade, which involves PI3K and AKT, can modulate longevity 
and cancer in model systems. Calorific restriction inhibits GH–IGF1 signalling and can also 
inhibit mTOR and activate AMP-activated protein kinase (AMPK) and sirtuin 1 (SIRT1). 
Interactions between components of these pathways, and with SIRT1, remain incompletely 
understood. The role of SIRT1 in modulating mammalian aging has not been demonstrated, 
and it seems to have a dual role in cancer. DNA repair systems and DNA damage 
checkpoints prevent the DNA damage accumulation that contributes to cancer and aging, 
although possibly through different cellular mechanisms.  Reprinted by permission from 
Macmillan Publishers Ltd: Nature Reviews Cancer,278 copyright 2013. 
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1.6.3  Epigenetic Modification 

The emerging field of translational epigenetics is aimed at correcting heritable but 

potentially reversible “epimutations” with chemical modifiers, and is gaining some traction in 

diseases of aging such as metabolic syndrome281 and cancer282 because it offers the possibility 

of targeting some of the same cell processes as transcriptional reprogramming without the 

associated risks of introducing exogenous genetic material.  The treatment of epigenetically 

disrupted stem cells in cancer in particular may yield tremendous clinical benefit as the 

number of epigenetic modifiers grows, allowing for more specific targeting of known 

associated epimutations.  In the area of metabolic disease, epigenetic modification with 

nucleic acids or small molecules may allow for extending the healthspan if not the lifespan of 

patients.  The demethylase UTX-1, the activity of which increases in mid-life, removes gene 

inactivating marks such as histone H3 trimethylation on lysine 27 (H3K27me3) on members 

of the insulin/IGF-1 signaling pathway, enhancing their activity and resulting in decreased 

FOXO activity and age-related cellular decline.   Restoration of H3K4me3 on an insulin-like 

receptor gene in C. elegans has been shown to decrease insulin/IGF-1 signaling, resetting the 

cell to a more naïve epigenetic state and ultimately extending the life of the animal by 

30%.136  Although this effect was achieved through the use of RNA interference, the authors 

expressed optimism that in the near future small molecules might be employed to target 

epigenetic marks and/or modifying enzymes in a similarly specific strategy.  Similarly, the 

histone methyltransferase SUV39H1 is protected from proteasomal degradation by enhanced 

binding to progerin in Zmpste24−/− mice, resulting in increased H3K9me3 levels and 

compromised genome maintenance, which leads to accelerated senescence.283  Targeting of 

SUV39H1 in this study resulted in amelioration of the progeroid phenotype in Zmpste24−/− 
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mice, including reduction of bone loss and extension of lifespan by 60%, suggesting a 

similar strategy might be useful in the context of normal aging.  In an analogous approach, 

H4K16 hypoacetylation was targeted in the same mouse model to ameliorate the progeroid 

phenotype, with overexpression of the histone acetyltransferase Mof or addition of the 

histone deacetylase inhibitor sodium butyrate to drinking water promoting repair of damaged 

DNA and resulting in reduced evidence of disease.284  Hypoacetylation of this mark was also 

found in aged wild-type mice, suggesting that aberrant histone acetylation may play a role in 

physiologic aging and administration of HDAC inhibitors may have therapeutic value in 

disease of aging. 

 

1.6.4  Strategies to Delay Senescence 

Genetic modification strategies have specifically targeted known regulators of senescence 

and lifespan to combat diseases of aging.  Preventing senescence, clearing senescent cells, or 

interfering with the senescence-associated secretory phenotype, in which cells release 

inflammatory mediators such as cytokines and matrix metalloproteinases, are all approaches 

that might lessen the contribution of cellular aging to chronic illness.285  Given the complexity 

of the signaling crosstalk regulating senescence and associated events, identification of 

therapeutically targetable elements in this network – the “senectome” – is proceeding at 

multiple levels, the most recent of which includes senescence-associated micro-RNAs, which 

could be manipulated or used as clinical biomarkers.286  In non-healing diabetic skin ulcers, 

siRNA- or Vivo-Morpholino antisense-based gene therapy targeting of CAV1 or PTRF, which 

are both turned on by oxidative stress in diabetic fibroblasts and induce p53-dependent 

premature senescence, inhibited senescence and accelerated ulcer repair.287  Atherosclerosis, 
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especially in the context of type 2 diabetes, is related to endothelial senescence and has 

been reduced using a variety of interventions targeting nitric oxide levels and bioavailability 

in the endothelial microenvironment, including eNOS gene therapy.288  Gene therapy to 

induce telomerase activity in CD8 T cells, which undergo premature senescence in the 

context of HIV infection, results in enhanced proliferation and increased antiviral function.289  

While preliminary research in this area has not resulted in karyotypic changes or wildly 

altered growth kinetics of the CD8 compartment, the authors of this study emphasized the 

need for pharmacologic approaches that would mimic these effects without the need for 

TERT gene therapy due to the obvious risks.   

The use of pharmacologic agents to modulate senescence-associated pathways is a 

promising avenue to counteract the effects of aging in the clinic.  Mice of both genders 

treated with rapamycin starting in mid to late life display extended lifespan and reduced 

incidence of cancer.290  Treatment of cells from HGPS patients with rapamycin results in 

enhanced clearance of the mutant protein progerin by autophagy and delayed onset of 

senescence.291  Conversely, activation of AKT-mTOR signaling through inhibition of 

isoprenylcysteine carboxyl methyltransferase, the enzyme which processes prelamin A to 

lamin A and enables trafficking to the nuclear rim, in Zmpste24−/− mice also delayed onset of 

senescence and improved disease phenotype, suggesting the AKT-mTOR axis, like the Wnt 

axis, is finely tuned and must be carefully manipulated to achieve therapeutic benefit 292.  

Rapamycin is unlikely to be utilized extensively as an anti-aging therapeutic due to its side 

effects, which include hyperlipidemia and immunosuppression; however, newer analogs of 

rapamycin (rapalogs) are in development and may find use as anti-aging compounds, along 

with other agents that inhibit mTOR.293  Pharmacologic activation of SIRT1 in a rat model 
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of diabetes restored endothelial differentiation, pro-angiogenic chemokine secretion, and in 

vivo angiogenic activity of bone marrow-derived early outgrowth cells to that of cells from 

control animals.294  Pharmacologic blockade of angiotensin II signaling through its type I 

receptor, which is used clinically to lower blood pressure and prevent insulin resistance in 

metabolic syndrome, also inhibits adipogenesis in adipose- and bone marrow-derived MSCs, 

both preventing further pathologic expansion of adipose tissue and helping to maintain an 

uncommitted progenitor pool for tissue homeostasis and repair.295  In opposition to the 

enhanced production of 20-HETE by the cytochrome P450 system observed in metabolic 

syndrome, MSCs generate P450-derived epoxyeicosatrienoic acids (EETs) from arachidonic 

acids, and when administered exogenously these lipid mediators have been shown to decrease 

adipocyte differentiation of MSCs via an increase in heme oxygenase-1 and decrease in 

PPARγ, C/EBPα, and FAS and to reprogram adipocyte stem cells to a new phenotype 

displaying a smaller cell size, increased secretion of adiponectin, and decreased secretion of 

inflammatory cytokines.296  EET agonists have also been shown to reverse a metabolic 

syndrome phenotype in an obese animal model, highlighting the therapeutic potential of 

targeting production of these molecules in the adult stem cell pool to combat this age-related 

disease phenotype in humans.297 

Given the complex and sometimes unpredictable nature of these emerging pharmaceutical 

and genetic approaches to age-related disease therapy, sometimes the simplest approaches to 

maintaining health are best.  In the lifelong struggle between growth-promoting signaling 

pathways and stress resistance pathways, sleep has a critical place in determining the 

balance.188  mTOR and FOXO signaling are turned on in distinct temporal windows during 

early and late sleep, respectively, in response to alterations in somatotrophic signaling, 
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suggesting that a good night’s sleep truly does have restorative powers.  Adult stem cells 

have been demonstrated to undergo significant circadian regulation in multiple studies, with 

HSCs, marrow- and adipose-derived MSCs, and cancer stem cells all subject to 

transcriptome modulation by core circadian regulatory proteins.298  ESCs, in contrast to 

adult stem cells, are not subject to circadian regulation and have been shown to acquire 

molecular circadian oscillation upon differentiation; subsequent transcriptional 

reprogramming with Sox2, Klf4, Oct3/4, and c-Myc genes was shown to suppress circadian 

cycling, literally resetting the internal clock in the resulting iPS cells.299  Interestingly, action 

of core circadian regulatory proteins on physiologic cellular processes is opposed by SIRT1 

with aging,300 and control of central circadian cycling by SIRT1 in the brain decays over 

time.301  In general circadian rhythms break down with age, coinciding with the development 

of metabolic derangements and potentially contributing significantly to the organismal aging 

process.302  Research into the impact of macro-environmental factors, such as organismal 

circadian rhythms, on stem cell niches may open new therapeutic avenues for manipulating 

stem cell fate in diseases of aging.303  As therapeutic approaches go, good sleep hygiene is safe 

and free from side effects, cost-effective, and potentially contributes more than we currently 

know to the long-term maintenance of adult stem cell compartments. 

 

1.7  Conclusions 

Adult stem cells serve to replenish differentiated cells and direct repair at sites of tissue 

injury throughout the body, and exhaustion or dysfunction of an adult stem cell population in 

vivo with age results in degenerative disease.  Several finely tuned and contextually regulated 

pathways coordinate the activities of tissue-resident adult stem cell pools over time in 
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response to a host of cellular stressors in an effort to maintain the balance between growth-

promoting function and oncogenic resistance.  Manipulation of one or more of these 

pathways has the potential to prevent or reverse the impact of advancing age on adult stem 

cell function, but is fraught with the difficulty of tipping the balance toward metabolic 

derangement, or more likely toward cancer formation.  Harvest and manipulation of adult 

stem cells ex vivo for use in regenerative medicine is a piecemeal approach to addressing 

systemic age-related chronic illnesses, but for now may prove to be a safer approach.  In this 

regard, it is noteworthy that the clinical safety of HSCs and MSCs has been well 

documented, not in the least on the basis of decades of successful clinical outcomes of 

heterologous bone marrow transplantation. Further development of therapeutic approaches 

to maintain these cells in vivo requires that the mechanistic basis of their age-related 

degeneration or renewal be understood.  This is an area continually being informed by 

studies of early-onset aging syndromes and of families exhibiting extreme longevity.  

Transcriptional reprogramming, which effectively wipes away all signs of age from most cell 

types, is also yielding valuable insights into what makes a cell young or old.  Rejuvenating 

stem cells to stave off aging safely will require highly innovative approaches, but the results of 

this research will have far-reaching implications for regenerative medicine.  
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Chapter 2 

Human Bone Marrow-Derived Mesenchymal Stem Cells Display Enhanced 

Clonogenicity but Impaired Differentiation with Hypoxic Preconditioning 
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2.1  Abstract 

 Stem cells are promising candidate cells for regenerative applications because they possess 

high proliferative capacity and the potential to differentiate into other cell types.  

Mesenchymal stem cells (MSCs) are easily sourced but do not retain their proliferative and 

multi-lineage differentiative capabilities after prolonged ex vivo propagation.  We investigated 

the use of hypoxia as a preconditioning agent and in differentiating cultures to enhance MSC 

function.  Culture in 5% ambient O2 consistently enhanced clonogenic potential of primary 

MSCs from all donors tested.  We determined that enhanced clonogenicity was attributable 

to increased proliferation, increased vascular endothelial growth factor (VEGF) secretion, and 

increased matrix turnover.  Hypoxia did not impact the incidence of cell death.  Application 

of hypoxia to osteogenic cultures resulted in enhanced total mineral deposition, although this 

effect was only detected in MSCs preconditioned in normoxic conditions.  Osteogenesis-

associated genes were up-regulated in hypoxia, and alkaline phosphatase activity was 

enhanced.  Adipogenic differentiation was inhibited by exposure to hypoxia during 

differentiation.  Chondrogenesis in 3-dimensional (3D) pellet cultures was inhibited by 

preconditioning with hypoxia.  However, in cultures expanded under normoxia, hypoxia 

applied during subsequent pellet culture enhanced chondrogenesis.  While hypoxic 

preconditioning appears to be an excellent way to expand a highly clonogenic progenitor 

pool, our findings suggest that it may blunt the differentiation potential of MSCs, 

compromising their utility for regenerative tissue engineering.  Exposure to hypoxia during 

differentiation (post normoxic expansion), however, appears to result in a greater quantity of 

functional osteoblasts and chondrocytes and ultimately a larger quantity of high quality 

differentiated tissue. 
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2.2  Introduction 

 Adult mesenchymal stem cells (MSCs) are considered highly promising candidate cells for 

regenerative applications because they possess a high proliferative capacity and the potential 

to differentiate into other cell types.10-13  MSCs are also actively investigated for clinical use as 

gene delivery agents to enhance tissue regeneration, to destroy cancer cells, and to regenerate 

cartilage and bone.304  

It has been suggested that the high plasticity of adult MSCs, which makes them an 

attractive candidate for cell-based therapies, is due to low-level expression of a variety of gene 

families that characterize differentiated progeny, endowing them with a state of readiness to 

differentiate along one direction or another, depending on external cues.305  Hypoxia is a 

critical external cue in mesenchymal progenitor fate starting as early as embryogenesis.  A 

notable example of this is formation of the early skeleton, in which chondrogenic 

differentiation of limb mesenchymae is initiated by hypoxic niches formed when embryonic 

blood vessels regress from sites of mesenchymal cell condensation.306-310  MSCs are 

hypothesized to persist in the adult for tissue repair and remodeling, among other functions, 

in perivascular niches throughout the body.311 

One in vivo niche for MSCs is the bone marrow, where oxygen concentration has been 

reported to vary from 7% to less than 1%.312-314  However, bone marrow-derived MSCs are 

frequently cultured at atmospheric oxygen (20-21% O2) in the laboratory.  The evolved 

defenses of MSCs against oxidative stress may be overwhelmed by the level of free radicals 

generated in these culture conditions, leading to decreased utility of these cells after 

expansion in vitro.314 Many studies have thus explored the effects of low oxygen on MSCs 

relative to atmospheric oxygen, with highly variable results.  Definitions of hypoxia vary in 
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these studies, with different groups defining hypoxia at oxygen concentrations ranging 

from less than 1% O2 to 8% O2.315  MSCs are cultured under widely varying conditions, with 

different laboratories employing different isolation methods, selection markers, culture media, 

supplements, oxygen tensions, and differentiation induction strategies.316  Compounding this 

lack of consistency in the field is the heterogeneous nature of MSCs themselves, which 

perhaps reflects their high plasticity, or perhaps reflects multiple related cell types.  Many 

studies on the effect of oxygen concentration on MSC differentiation investigate only one 

lineage, such as adipogenesis.  Given the lack of consistent methodology, it is difficult to 

compare these studies to one other. 

Learning how to appropriately tune contextual cues for differentiation in synchrony, of 

which oxygen tension is only one, to recapitulate microenvironments present during 

development may yield a more desirable tissue engineered product than empiric 

manipulation of one variable in response to a single or limited set of outcome measures.  

With this motivation we undertook a comprehensive characterization of the effects of hypoxia 

on MSC differentiation along three commonly studied lineages as well as on their phenotype 

and other cell functions.  This would allow us to observe the effects of hypoxia on various 

measures of “potency” and “stemness” from the same starting conditions.  Since our primary 

interest is cartilage tissue engineering, we selected 5% ambient oxygen for our hypoxic 

condition, as one study which examined MSC chondrogenic differentiation at 0% to 35% O2 

found 5% O2 to be optimal.308 

In human MSCs the effects of hypoxia have been tested extensively with varying results.  

There is general agreement that hypoxia enhances proliferation of human MSCs; this has 

been shown at oxygen tensions varying from 1% to 5%.317-322  However, there are studies 
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that have shown decreased proliferation at low oxygen levels.  In one such study platelet 

lysate and fresh frozen plasma (FFP) were used as culture supplements in lieu of serum, and 

MSCs were isolated from pediatric patients, while most studies of hypoxia in human MSCs 

have been performed with adult-derived cells.323  

In terms of human MSC differentiation, some studies have demonstrated inhibition of 

differentiation along adipogenic and osteogenic lineages under hypoxic conditions (1% - 3% 

O2),312, 323-326 and others found adipogenic and osteogenic differentiation potential in hypoxic 

conditions (1.5% - 3% O2) comparable to normoxia.323, 327  With regard to chondrogenic 

differentiation potential, several studies showed that hypoxia as a preconditioning agent 

results in preservation of chondrogenic differentiation potential or enrichment for 

chondrogenic progenitors during ex vivo expansion, but there are fewer studies detailing the 

isolated effects of hypoxia on MSCs during induction of chondrogenic differentiation.328  

Some studies have reported that hypoxia (1% - 5% O2) enhanced chondrogenesis in pellet 

cultures of MSCs relative to 21% O2;324, 327, 329-331 however hypoxia did not enhance 

chondrogenesis in pellet cultures in other studies, with optimal chondrogenic conditions 

achieved at higher oxygen concentrations (15% - 20%).332, 333  The variability in results from 

human MSCs is frequently attributed to inter-individual differences in patient samples. 

Our study originally arose from curiosity about why colony-forming unit-fibroblasts 

(CFU-Fs) arise in greater numbers when MSCs are cultured under hypoxic conditions in our 

and other laboratories.  Hypoxia-mediated increase of MSC colony formation has been 

shown to be HIF-independent.334  Numerous factors contribute to the size and number of 

colonies in a 14-day CFU-F assay, among them (1) cell proliferation, (2) cell death, (3) cell 

migration, (4) growth factor secretion (which in turn affects cell proliferation), and (5) matrix 
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turnover (which in turn affects cell migration).  In this study we sought to address each of 

these factors in MSCs cultured under hypoxic (5% O2) and normoxic (21% O2) conditions. 

We then investigated the effects of steady-state hypoxia on differentiation.  Many studies 

have addressed the use of hypoxia in preconditioning prior to differentiating MSCs under 

normoxic conditions.  Preconditioning with hypoxia would be an easy, inexpensive, and 

theoretically benign approach for maximizing expansion of a progenitor pool before 

differentiation, expanding the clinical use of autologous MSCs, provided differentiation 

potential is preserved during hypoxic preconditioning.  Our objective in this study was to 

address this question of whether differentiation potential is preserved if MSCs are cultured 

(preconditioned) under hypoxic conditions, and then compare this with MSCs cultured in 

normoxic conditions and to do so in osteogenic, adipogenic, and chondrogenic lineages 

within the same study.  Additionally we wanted to address the effect of hypoxia during the 

differentiation stage. 

Several studies have demonstrated the negative impact of hypoxia on osteogenic potential 

of MSCs.323, 325, 334-337  One study employing an approach similar to ours demonstrated 

enhanced chondrogenesis under normoxic conditions as a result of hypoxic preconditioning 

(5% O2), however this study was performed using ovine not human MSCs, and examined 

differentiation to only one lineage.338  The same group published another study 

demonstrating this enhancement held true in 3D collagen hydrogel cultures as well as pellet 

cultures.339  Similar results for chondrogenesis have been obtained in 3D micromass cultures 

with murine adipose-derived mesenchymal stem cells (ASCs); in that study osteogenesis was 

inhibited by hypoxic preconditioning.328  Adipogenic differentiation potential has been shown 

to be enhanced by hypoxic preconditioning (2% O2) in murine MSCs.340  
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2.3  Materials and Methods 

2.3.1  Cell Culture 

MSCs were harvested from consenting arthroplasty patients with IRB approval as 

described by Baksh and Tuan, 2007.171  Adherent Passage-0 MSCs were cultured in growth 

medium consisting of high glucose Dulbecco’s Modified Eagle’s Medium (DMEM) 

(Gibco/Invitrogen) with antibiotic-antimycotic (Gibco/Invitrogen) and 10% MSC-qualified 

fetal bovine serum (Gibco/Invitrogen) until they reached 80% confluence, then passaged 

using 0.25% trypsin and replated at a density of 6.0×103 cells/cm2 as Passage-1 MSCs.   At 

80% confluence Passage-1 MSCs were trypsinized and cryopreserved in commercially 

available freeze medium (Invitrogen) and stored in liquid nitrogen.  Upon recovery from 

cryopreservation, Passage-2 MSCs were cultured in separate closed incubators purged with 

either 95% air and 5% CO2 (21% O2 or normoxia) or 5% oxygen, 5% CO2, and 90% 

nitrogen (5% O2 or hypoxia).  

 

2.3.2  Colony Forming Unit-Fibroblast (CFU-F) Assay 

CFU-F assays were performed as described by Baksh and Tuan, 2007.172  One hundred 

Passage-2 MSC’s were plated on 10 cm tissue culture-treated polystyrene dishes in triplicate 

in growth medium and cultured for 14 days with medium changes every 3 days. At the end of 

14 days colonies were rinsed with phosphate-buffered saline (PBS), fixed with crystal violet 

dye in methanol, and again rinsed with PBS to remove residual dye.  Differences in colony 

number were evaluated by a two-tailed one sample t-test to block for variability between 

individual human subjects.  
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2.3.3  Cell Proliferation Assays 

The Click-iT EdU Alexa Fluor 647 Cell Proliferation kit (Molecular Probes) was used 

according to the manufacturer’s protocol.  MSCs were incubated with 10 µM Click-iT EdU 

for 16 hours, fixed, permeabilized, labeled, and EdU was detected via flow cytometry using a 

FACSAria cytometer and FACSDiva software (Becton Dickinson).  Data were analyzed using 

FlowJo (Tree Star).  Differences in EdU incorporation were evaluated by a paired two-tailed 

t-test. 

Proliferation was also assessed with Ki67 immunostaining.  MSCs cultured on Lab-Tek 

Permanox chamber slides (Nunc) at a density of 6.0×103 cells/cm2 for 48 hours were fixed 

with 4% paraformaldehyde, permeabilized with 0.1% Triton X-100, and stained with a 

mouse anti-Ki67 antibody (Abcam, clone PP-67) overnight at 4°C, a FITC-conjugated goat 

anti-mouse secondary (Abcam), then counterstained with Vectashield DAPI (Vector Labs).  

Differences in number of Ki67 posititive cells were evaluated by a paired two-tailed t-test. 

 

2.3.4  Metabolic Activity Assay 

AlamarBlue (Invitrogen) was used to quantify MSC metabolic activity according to the 

manufacturer’s protocol.  MSCs from each condition were plated in triplicate at a density of 

3.0×103 cells/well in a 96 well plate and incubated with 10% AlamarBlue in culture medium 

for three hours.  Fluorescence was measured on a BioTek microplate reader.  AlamarBlue 

solution from an empty well and AlamarBlue solution incubated with cells overnight were 

used to determine the lower and upper bounds of the assay, respectively.  Differences in 

metabolic activity were evaluated by a two-tailed one sample t-test at 24 and 96 hour 

timepoints. 
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2.3.5  Cell Death Assays 

Cell death was measured using a fluorescent LIVE/DEAD Viability/Cytotoxicity Kit 

(Invitrogen) according to the manufacturer’s protocol.  MSCs from each condition were 

plated in triplicate at a density of 3.0×103 cells/well in a 96 well plate and incubated for 48 

hours before staining.  Fluorescence of each population was measured on a BioTek 

microplate reader, and differences in live:dead ratios were determined using a paired two-

tailed t-test. 

The DeadEnd Fluorometric TUNEL System (Promega) was used to quantify apoptosis 

according to the manufacturer’s protocol. Briefly, MSCs were plated on Lab-Tek Permanox 

Chamber Slides (Nunc), cultured under normoxic or hypoxic conditions, fixed with 4% 

paraformaldehyde, and permeabilized with 0.2% Triton X-100.  A positive control sample 

was prepared by applying DNase to the fixed, permeabilized cells.  TdT solution was applied 

to fluorescently label nick-ends of DNA fragments, and differences in the number of 

apoptotic cells were determined using a two-tailed one sample t-test. 

 

2.3.6  Immunophenotyping 

MSCs were stained after 14 days of culture according to the methods described in Nesti 

et al, 2008.341  A panel of standard positive and negative MSC markers was interrogated, 

including CD34 (clone 563), CD44 (clone 515), CD45 (clone TU116), CD73 (clone AD2), 

CD90 (clone 5E10), CD105 (clone 266), CD146 (clone P1H12) (BD Biosciences), and Stro-1 

(clone STRO-1) (BioLegend), as well as the stem cell markers Oct4 (clone 40/Oct-3), Sox2 

(clone 245610), Nanog (clone N31-355) (BD Biosciences), and c-Myc (clone 9E10) (Abcam).  
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Marker expression was measured using a FACSAria cytometer and FACSDiva software 

(Becton Dickinson).  Isotype controls for each marker were used to calculate delta mean 

fluorescence intensity for the population.  Data were analyzed using FlowJo (Tree Star), and 

two-tailed one sample t-tests were used to test for differences between hypoxic and normoxic 

cultures for each surface marker. 

 

2.3.7  Gene Expression Assay 

RT–PCR SuperArrays (SABiosciences/Qiagen) were used according to the 

manufacturer’s protocol.  RNA was isolated from MSCs using the RNeasy Mini-prep Kit 

(Qiagen), then amplified using the RT2 profiler first strand kit (SABiosciences/Qiagen).   

RT2 profiler SYBR-Green master mix with ROX (SABiosciences/Qiagen) was used to 

amplify cDNA on SuperArray plates with pre-aliquotted primers using an ABI 7900HT.  All 

data were analyzed using SDS 2.3 software and the company’s web-based PCR Array Data 

Analysis platform, as well as Excel (Microsoft), Prism (GraphPad Software), and SPSS (IBM).  

Fold regulation was determined for hypoxia, extracellular matrix and adhesion molecules, 

stem cells, osteogenesis, and apoptosis pathways at 2 days, and for hypoxia, extracellular 

matrix and adhesion molecules, cell cycle, and apoptosis pathways at 10 days, and differences 

in delta CTs were detected for each gene using two-tailed t-tests with blocking for patients 

where appropriate. 

 

2.3.8  Enzyme-Linked Immunosorbent Assay (ELISA) 

Secreted levels of growth factors, Fibroblast Growth Factor 2 (FGF2) and VEGF in 

culture media, as well as Tumor Necrosis Factor alpha (TNFα), were quantified by enzyme-
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linked immunosorbent assay (ELISA) according to the manufacturers’ protocols. FGF2 

(Abnova), and VEGF and TNFα (Pierce/ThermoFisher) ELISAs were performed on 1-day 

and 3-day culture supernatants applied to pre-coated microtiter plates, and read 

colorimetrically on a BioTek microplate reader.  All samples and standards were measured in 

duplicate.  Results were normalized to DNA content of each culture as determined by 

Picogreen assay (Invitrogen), and data were analyzed using repeated measures two-way 

ANOVA, with matched subjects serving as their own controls and Bonferroni post-tests to 

detect differences between group means. 

 

2.3.9  Matrix Metalloproteinase Activity Assay 

MMP activity was assayed using 520 MMP Fret Substrate XI (sequence 5-FAM-P-Cha-

G-Nva-HA-Dap(QXL™ 520)-NH2) (AnaSpec).  MSCs were plated in triplicate at a density 

of 3.0×103 cells/well in a black 96-well plate and cultured for three days under serum-free 

conditions.  To measure secreted MMP activity, two experimental medium replicates were 

collected without pooling from independent cultures of cells for each patient sample and 

condition.  After addition of the substrate, fluorescence was measured on a BioTek 

microplate reader every 5 minutes over 60 minutes, and a linear fit model was used to 

determine the rate of the cleavage reaction.  To measure activity of retained MMPs, 520 

MMP Fret Substrate XI solution was applied to the cells remaining after collection of 

conditioned media, and MMP activity was measured in a similar fashion, then normalized to 

the DNA content of each culture.  Differences between hypoxic and normoxic cultures were 

detected using two-tailed one sample t-tests.    
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2.3.10  Differentiation Assays 

Osteogenic differentiation was induced and assayed according to the methods described 

in Boland et al, 2004.173  Osteogenesis was induced in monolayer MSC cultures plated at a 

density of 1.0×104 cells/cm2 in 6-well and 24-well plates with osteogenic medium consisting 

of DMEM supplemented with 10% FBS, 50 µg/ml L-ascorbate-2-phosphate, 0.1 µM 

dexamethasone, 10 mM β-glycerophosphate, and 10 nM 1α,25-(OH)2 vitamin D3 (Sigma).  

On day 14, alkaline phosphatase activity was detected histochemically in 

paraformaldehyde/methanol-fixed cultures using the Leukocyte Alkaline Phosphatase Kit 

(Sigma) according to the manufacturer's protocol.  On day 21 osteogenic cultures were rinsed 

with PBS, fixed in 60% isopropanol, and stained in a 1% Alizarin Red solution (Rowley) to 

detect matrix mineralization.  For assessment of gene expression in osteogenic cultures, RNA 

was collected at day 21.  For preconditioning assays MSCs were cultured at either 5% or 

21% O2 for two weeks in growth medium, then trypsinized, counted, replated at 1.0×104 

cells/cm2 in 24-well tissue culture plates, and cultured in osteogenic medium as described 

above at either the same or the opposite oxygen tension.  This resulted in four groups: 

preconditioned and differentiated at 5% O2 (5%-5%), preconditioned at 5% O2 and 

differentiated at 21% O2 (5%-21%), preconditioned at 21% O2 and differentiated at 5% O2 

(21%-5%), or preconditioned and differentiated at 21% O2 (21%-21%).  To determine the 

contribution of preconditioning oxygen tension versus differentiation oxygen tension, as well 

as the interaction of these two variables, to the observed variance of each dependent variable 

tested, we employed two-way ANOVA.  Bonferroni corrections were used to compare the 

means of the two pairs of treatment groups to one another for each dependent variable 

tested.  This approach was used for analysis of all experiments with preconditioning. 
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Adipogenic and chondrogenic differentiation were induced and assayed as described 

previously by Baksh and Tuan, 2007.342  Preconditioning was carried out as stated above for 

osteogenic differentiation.  Adipogenesis was induced in monolayer MSCs plated at a density 

of 1.0×104 cells/cm2 in 6-well and 24-well plates with adipogenic medium consisting of 

DMEM supplemented with 10% FBS, 1 µM dexamethasone, 1 µg/ml insulin, and 0.5 mM 

3-isobutyl-1-methylxanthine (Sigma).  On day 21, hypoxic and normoxic adipogenic cultures 

were stained with Oil Red O stain (Sigma), and dye content was quantified by calculating 

area of positive staining in each culture across 3-4 photomicrograph fields.  We employed the 

analytical approach described in the previous paragraph to determine the contribution of 

preconditioning versus differentiation oxygen tension and any interaction. 

To induce chondrogenesis, MSCs were grown as high-density pellets (2.5×105 cells) in 

serum-free DMEM supplemented with ITS Premix (BD Biosciences), 50 µg/ml asorbic acid 

(Sigma), 40 µg/ml L-proline (Sigma), 100 µg/ml sodium pyruvate (Gibco/Invitrogen), 0.1 

µM dexamethasone (Sigma), and 10 ng/ml recombinant human transforming growth factor 

(TGF)-β3 (R&D Systems).  On day 28, pellets were harvested for histology to detect total 

proteoglycan content via Safranin O/Fast Green staining (Rowley) and sulfated 

glycosaminoglycan (sGAG) specifically via Alcian Blue staining (Rowley).  sGAG content was 

quantified using the Blyscan sGAG assay (Accurate Chemical & Scientific Corporation) and 

normalized to DNA content of each pellet.  We developed a modified scoring system for 

cartilage histology (Table 1) based on the system described in Im et al.343  Duplicate pellets 

from each patient and condition were independently scored by two investigators, and an 

average quality score was generated.  We employed the two-way ANOVA approach 

described above to determine the contribution of preconditioning versus differentiation 
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oxygen tension and any interaction on cartilage quality score and sulfated GAG content of 

pellets. 

 

Table 2.1  Histological and histochemical grading scale 

Cartilage Quality Score = (a x b)/2 + (b x c)  

 Score 

(a) Cellular morphology  

Small 0 

Low hypertrophy 1 

High hypertrophy 2 

(b) Matrix quality  

Fibrous tissue  0 

Incompletely differentiated mesenchyme 1 

Hyaline Articular Cartilage 2 

(c) Safranin-O staining of the matrix  

Slight to no staining 1 

Moderate 2 

Intense staining 3 
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2.4  Results 

2.4.1  Hypoxia Enhances MSC Colony Formation, Proliferation, and Metabolic Activity 

CFU-F assays performed on MSCs cultured in hypoxic or normoxic conditions showed 

that hypoxia enhanced colony formation (p<0.01).  Hypoxic conditions increased 

proliferation as shown by EdU incorporation by (p<0.05); Ki67 staining was not significantly 

enhanced by hypoxic culture.  Normalized AlamarBlue assays showed no difference in 

metabolic activity after 24 hours, but higher metabolic activity in hypoxic cultures after 96 

hours (Figure 2.1) (p<0.01). 

 

2.4.2  Hypoxia Does Not Alter Incidence of MSC Death 

LIVE/DEAD assays to quantify nonspecific cell death showed no difference in the ratio 

of viable to dead cells between MSCs cultured in hypoxic conditions and MSCs cultured in 

normoxic conditions.  To determine if there was any difference in cell death due to apoptosis 

specifically, we performed TUNEL staining, which showed a very low level of apoptosis in all 

MSC cultures, and no difference in level of apoptosis between MSCs cultured in hypoxia 

versus normoxia (Figure 2.2). 

 

2.4.3  Differential Gene Expression in Hypoxic MSC Cultures 

 We performed PCR arrays representing a number of pathways of interest to screen for 

genes differentially regulated under hypoxic versus normoxic conditions both short term (2 

days) and in the steady state (10 days).  The results of these analyses are shown in Tables 2.2 

and 2.3 and discussed below. 

 



 

 

66	
  

 
 
Figure 2.1  Hypoxia enhances clonogenicity, proliferation, and metabolic 
activity of human MSCs.  MSC colony size (A), colony number (B), and cell proliferation 
as measured by EdU incorporation (C) and Ki67 labeling (E), and quantified (F).  
AlamarBlue staining showed increased reduction of the substrate in hypoxic cultures, with a 
statistically significant difference observed in the 4 day cultures (D).  Photomicrographs 
captured at 10x, scale bar = 100µm. Significant differences of relevant comparisons are 
indicated: *, ** indicate p values of <0.05 and <0.01, respectively; ns indicates non-
significance.  Abbreviations: CFU-F = Colony Forming Unit-Fibroblast. 
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Figure 2.2  Hypoxia does not impact MSC death and apoptosis rates.  Both 
normoxic and hypoxic conditions generated similar rates of cell death as measured by 
LIVE/DEAD (A) and apoptosis as measured by TUNEL staining (C), and quantified (B).  
Photomicrographs captured at 4x, scale bar = 500µm.  Significant differences of relevant 
comparisons are indicated: ns indicates non-significance. 
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Table 2.2  Comparison of genes differentially expressed between hypoxic and normoxic two-day MSC cultures 
 

Gene 
symbol Gene title 

Fold 
regulation 

p 
value Protein function1 

Genes up-regulated in hypoxic compared to normoxic culture after two days 

ITGAM Integrin, alpha M 18.60 0.033 Adhesion, migration 

GPI  Glucose-6-phosphate isomerase 1.49 0.035 Glycolysis, gluconeogenesis, migration 

ACAN  Aggrecan 1.35 0.027 ECM in cartilaginous tissue, withstands 
compression in cartilage 

MMP8  Matrix metallopeptidase 8 (neutrophil 
collagenase) 

1.32 0.052 Breakdown of extracellular matrix 

COL9A1  Collagen, type IX, alpha 1 1.17 0.012 Major component of hyaline cartilage 

KHSRP  KH-type splicing regulatory protein 1.16 0.044 mRNA processing 

PPARA  Peroxisome proliferator-activated 
receptor alpha 

1.06 0.008 Ketogenesis, proliferation, differentiation, 
inflammation 

Genes down-regulated in hypoxic compared to normoxic culture after two days 

IPCEF1  Interaction protein for cytohesin 
exchange factors 1 

-8.03 0.004 Guanine exchange 

FGF3  Fibroblast growth factor 3 -2.92 0.026 
Embryonic development, cell growth, 
morphogenesis, tissue repair, tumor growth and 
invasion 

CDH1  Cadherin 1, type 1, E-cadherin 
(epithelial) 

-2.57 0.041 Cell-cell adhesion glycoprotein, tumor 
suppressor 

MSX1  Msh homeobox 1 -1.54 0.018 
Transcriptional repressor, developmental 
patterning 
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Gene 
symbol Gene title 

Fold 
regulation 

p 
value Protein function1 

CTNNA1  Catenin (cadherin-associated protein), 
alpha 1 

-1.52 0.04 Migration 

LAMA2  Laminin, alpha 2 -1.29 0.027 Basement membrane component, adhesion, 
migration 

SMAD3  SMAD family member 3 -1.22 0.021 TGFβ signaling 

APC  Adenomatous polyposis coli -1.14 0.011 Tumor suppressor, nuclear export 

EPAS1  Endothelial PAS domain protein 1 -1.14 0.038 HIF2A; hypoxia-induced signal transduction 

SMAD2  SMAD family member 2 -1.13 0.022 
TGFβ signaling, cell proliferation, apoptosis, 
differentiation 

1 Protein function: from Entrez Gene, UniProtKB/Swiss-Prot. 

 
  



 

 

70	
  
Table 2.3  Comparison of genes differentially expressed between hypoxic and normoxic ten-day MSC cultures 
 

Gene 
symbol Gene title 

Fold 
regulation p value Protein function1 

Genes up-regulated in hypoxic compared to normoxic culture after ten days 

LEP  Leptin 17.08 0.019 Regulation of body weight, immune and inflammatory 
responses, hematopoiesis, angiogenesis, wound healing 

MT3  Metallothionein 3 6.77 0.0002 Binds heavy metals 

IGFBP1  Insulin-like growth factor binding 
protein 1 

2.97 0.029 Prolongs the half-life of the Insulin-like Growth Factors 
and alters their interaction with cell surface receptors 

SLC2A1  Solute carrier family 2 (facilitated 
glucose transporter), member 1 2.21 0.001 Glucose transporter 

VEGFA  Vascular endothelial growth factor A 2.11 0.004 Angiogenesis, vasculogenesis, cell growth, migration, 
inhibition of apoptosis 

DDX11  DEAD/H (Asp-Glu-Ala-Asp/His) box 
helicase 11 2.04 0.004 

ATPase and DNA helicase activities; may function to 
maintain chromosome transmission fidelity and 
genome stability 

BNIP3  BCL2/adenovirus E1B 19kDa 
interacting protein 3 1.91 0.002 Regulation of apoptosis 

BHLHE40  Basic helix-loop-helix family, member 
e40 

1.62 0.0005 Control of cell differentiation 

GTSE1  G-2 and S-phase expressed 1 1.61 0.028 
Represses ability of tumor suppressor p53 to induce 
apoptosis 

TGFBI  Transforming growth factor, beta-
induced 1.59 0.001 

Induced by TGFβ; acts to inhibit cell adhesion; 
involved in cell-collagen interactions, possibly 
endochondral ossification 

ANGPTL4  Angiopoietin-like 4 1.59 0.021 
Regulates glucose homeostasis, lipid metabolism, 
insulin sensitivity 

CDC2  Cyclin-dependent kinase 1 (CDK1) 1.59 0.004 Cell cycle progression 

SPARC  Secreted protein, acidic, cysteine-rich 
(osteonectin) 1.5 0.046 

Collagen calcification; extracellular matrix synthesis, 
cell shape changes 
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Gene 
symbol Gene title 

Fold 
regulation p value Protein function1 

MAD2L1  MAD2 mitotic arrest deficient-like 1 1.45 0.016 Regulation of cell cycle progression 

CDKN2B  Cyclin-dependent kinase inhibitor 2B 
(p15, inhibits CDK4) 

1.40 0.05 
Cyclin-dependent kinase inhibitor; controls G1 
progression; induced by TGFβ 

CDKN3  Cyclin-dependent kinase inhibitor 3 1.39 0.003 
Prevents activation of CDK2 kinase, thereby inhibiting 
G1/S phase transition 

CCNB1  Cyclin B1 1.37 0.017 Regulatory protein involved in mitosis 

CKS2  CDC28 protein kinase regulatory 
subunit 2 

1.30 0.035 Binds the catalytic subunit of the cyclin dependent 
kinases; essential for their function 

ENO1  Enolase 1, (alpha) 1.28 0.047 
Glycolytic enzyme; splice variant binds c-myc 
promoter, acts as tumor suppressor 

HPRT1  Hypoxanthine 
phosphoribosyltransferase 1 

1.27 0.014 
Transferase which plays a central role in the 
generation of purine nucleotides through the purine 
salvage pathway 

Genes down-regulated in hypoxic compared to normoxic culture after ten days 

DIRAS3  DIRAS family, GTP-binding RAS-like 
3 -1.88 0.034 

Associated with growth suppression; putative tumor 
suppressor gene 

EPAS1  Endothelial PAS domain protein 1 -1.64 0.005 HIF2A; hypoxia-induced signal transduction 

HIF1A  Hypoxia inducible factor 1, alpha 
subunit -1.39 0.048 

Master regulator of cellular and systemic homeostatic 
response to hypoxia 

TNFRSF21  Tumor necrosis factor receptor 
superfamily, member 21 -1.31 0.015 

Activates NF-kappaB and MAPK8/JNK, induces 
apoptosis, mediates signal transduction of TNF-
receptors 

CDKN1A  Cyclin-dependent kinase inhibitor 1A -1.29 0.028 
Regulator of cell cycle progression in response to stress 
stimuli, DNA replication damage repair; execution of 
apoptosis following caspase activation 

CUL1  Cullin 1 -1.11 0.016 
Mediates ubiquitination of proteins involved in cell 
cycle progression, signal transduction, and 
transcription 
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Gene 
symbol Gene title 

Fold 
regulation p value Protein function1 

HIF1AN  Hypoxia inducible factor 1, alpha 
subunit inhibitor -1.09 0.036 

Functions as an oxygen sensor and, under normoxic 
conditions, the hydroxylation prevents interaction of 
HIF-1 with transcriptional coactivators 

1 Protein function: from Entrez Gene, UniProtKB/Swiss-Prot. 
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2.4.4  Hypoxic Culture Minimally Alters MSC Immunophenotype 

 Flow cytometric immunophenotyping of MSCs cultured under normoxic conditions for 

two weeks showed the cells to be CD34-, CD44+, CD45dim, CD73+, CD90++, CD105+, 

CD146dim, and Stro-1dim relative to isotype controls.  This differed slightly from the 

immunophenotype of MSCs cultured under hypoxic conditions, which showed no detectable 

CD45 expression (p=0.06) nor CD146 expression (p<0.01) (Figure 2.3).  We also performed 

intracellular staining for the transcription factors Oct4, Sox2, c-Myc, and Nanog.  Both 

normoxic and hypoxic cultures were negative for all four of these transcription factors in the 

samples tested. 

 

2.4.5  Effects of Hypoxic Culture on MSC Growth Factor and Cytokine Secretion 

 We assayed hypoxic versus normoxic cultures for differences in growth factor secretion 

and TNFα secretion.  ELISAs for VEGF showed increasing VEGF secretion from day 1 to 

day 3 in high-density cultures (6.0 ×103 cells/cm2), with slightly higher overall VEGF levels in 

hypoxic cultures, but lower VEGF production per cell in hypoxic cultures after normalization 

to cell number.  In low density cultures analogous to the conditions experienced by MSCs in 

colony-forming assays, VEGF secretion normalized for cell number was initially 

undetectable, quite high by day 3, and then decreased over time, but was maintained at 

higher levels in hypoxic cultures (oxygen tension p<0.0001; repeated measures two-way 

ANOVA, matched subjects serving as their own controls).  ELISAs for TNFα showed the 

opposite: TNFα secretion was initially high in high-density cultures, and dropped by day 3, 

with higher TNFα secretion in normoxic cultures.  In low-density cultures, there was no 

difference in TNFα secretion between hypoxic and normoxic cultures, and TNF levels at   
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Figure 2.3  Effect of hypoxia on MSC immunophenotype.  Immunophenotype 
under normoxic (left) and hypoxic (right) conditions (A).  Histograms are from one 
representative donor; isotype controls are represented as grey curves, stained samples as black 
curves.  Quantitation of surface marker expression (B), shown as delta MFI.  Data plotted are 
from three distinct donors; error bars represent standard deviation.  Significant differences of 
relevant comparisons are indicated: ‡, **,  indicate p values of 0.06 and <0.01, respectively. 
Abbreviations: MFI = Mean Fluorescence Intensity. Surface marker designations are as 
defined by HCDM/HLDA nomenclature and intracellular markers are listed as defined by 
the HGNC. 
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day 3 were low compared to high-density cultures (when normalized to cell number), but 

increased as cell density increased, with a slight lead in hypoxic cultures by day 12.  ELISAs 

for FGF2 showed that FGF2 secretion varied significantly between samples from different 

patients for high-density cultures, with a greater spread in levels of FGF2 secretion in hypoxic 

cultures.  In low-density cultures FGF2 secretion decreased over time, but overall there was 

no observable effect of oxygen tension on FGF2 secretion (Figure 2.4).  

 

2.4.6  Hypoxic Culture Enhances MMP Expression in MSCs 

 Analysis of gene expression of MMPs showed up-regulation at day 2 of several MMP 

genes under hypoxic conditions relative to normoxic conditions, most notably MMP15, with 

up-regulation of several others by day 10, especially MMP9, MMP10, MMP11, and MMP12.  

This was accompanied by an increase in overall TIMP gene expression in response to 

hypoxic culture.  TIMP1 expression in hypoxic cultures was initially the same as normoxic 

cultures (at day 2), but increased more than 3-fold compared to normoxic cultures by day 10.  

TIMP3 expression at day 2 of culture was 24-fold higher in hypoxic cultures than normoxic 

cultures, and remained highly elevated at day 10.  These results led us to test MMP activity in 

hypoxic and normoxic cultures using a broad-spectrum activity assay.  There were no 

significant differences observed in membrane-bound or secreted MMP activity between 

hypoxic and normoxic cultures when the data were normalized for cell number; however, 

there was a non-significant trend toward greater membrane-bound MMP activity in hypoxic 

cultures (Figure 2.5).   
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Figure 2.4  TNF and growth factor secretion by MSCs in normoxic and hypoxic 
cultures.  TNFα secretion (A), VEGF secretion (B), and FGF2 secretion (C) in high and low 
density cultures.  All data are normalized to cell number.  Error bars represent standard error 
of the mean computed on 3 to 5 biologic replicates (distinct donors).  Significant differences 
of relevant comparisons are indicated: *, **, ***, **** indicate p values of <0.05, <0.01, 
<0.001, and <0.0001, respectively.  Abbreviations: TNFα = tumor necrosis factor α, VEGF 
= vascular endothelial growth factor, FGF2 = basic fibroblast growth factor. 
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Figure 2.5  Effect of hypoxia on MMP expression and activity.  Fold regulation of 
MMP and TIMP gene expression in MSCs under hypoxic conditions relative to normoxic 
conditions (A).  Black = upregulated MMPs.  Gray = up-regulated TIMPs.  White = down-
regulated MMPs and TIMPs.  Dashed line indicates a fold change of 1.  Membrane-bound 
and secreted MMP activity (B). Error bars represent standard error of the mean. 
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2.4.7  Hypoxia During Differentiation but not Preconditioning Enhances Osteogenic Matrix Mineralization 

 Hypoxia enhanced alkakine phosphatase staining at 14 days of osteogenic induction, and 

quantitative PCR showed increased gene expression of osteocalcin, collagen type I, and runt-

related transcription factor 2 (RUNX2) in hypoxic osteogenic cultures relative to normoxic 

osteogenic cultures, in addition to many other markers of osteogenesis, with the exception of 

cathepsin K, which was significantly down-regulated (p=0.01) (Figure 2.6F).  Two-way 

ANOVA analyses were performed to examine the effect of preconditioning oxygen tension 

and differentiation oxygen tension on both total matrix mineralization and matrix 

mineralization normalized to cell number.  A significant interaction between the effects of 

preconditioning oxygen tension and differentiation oxygen tension on total matrix 

mineralization could not be detected (F =2.078, p=0.16).  There was a significant main effect 

of differentiation oxygen tension on total mineralization (F=7.506, p=0.01), but not of 

preconditioning oxygen tension (F=0.968, p=0.333).  Post-hoc tests (Bonferroni) of the 

differentiation oxygen tension effect showed that cultures differentiated at 5% O2 yielded 

higher total mineral content (p<0.05), but this effect was only apparent in cultures 

preconditioned at 21% O2 (Figure 2.6G).  After normalization of mineralization to DNA 

content in each culture, no significant effects of oxygen tension could be detected (Figure 

2.6H).	
  



 

 

79	
  

 

Figure 2.6  Effects of hypoxia on MSC osteogenesis.  Alizarin Red (A), staining 
quantified (C), and normalized to DNA (D).  Alkaline phosphatase (B). Expression of 
osteogenic markers (E) and osteogenesis-associated genes (F).  Black line indicates a fold-
regulation of 1; pink lines define fold-regulation of -3 to 3.  Effect of hypoxic preconditioning: 
Alizarin Red quantitation (G), normalized to DNA (H).  Significant differences of relevant 
Bonferroni comparisons are indicated: * indicates a p value of <0.05.  Abbreviations: Alk 
Phos = alkaline phosphatase, pre = preconditioning oxygen tension, diff = differentiation 
culture oxygen tension; gene abbreviations are as defined by the HGNC.  Images of the 
cultures were obtained at 1X and are representative of three donors tested.  Error bars 
represent standard error of the mean.  
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2.4.8  Adipogenesis of MSCs is Inhibited by Hypoxia 

 A two-way ANOVA performed to determine the effects of preconditioning oxygen 

tension and differentiation oxygen tension on adipogenesis revealed no significant interaction 

or main effect of either variable, but there was a trend for hypoxia applied during 

differentiation to inhibit adipogenesis relative to normoxia.  When we examined the data to 

look at the response of individual patient samples, we observed that some samples exhibited 

modest adipogenic differentiation under all experimental conditions (apparent differentiation 

relative to non-induction medium controls, but lack of responsiveness to changing oxygen 

tensions).  If we excluded these subjects, the observed effect of differentiation oxygen tension 

was statistically significant in cultures preconditioned in normoxia (p<0.05) (Figure 2.7).   

 

2.4.9  Chondrogenesis is Enhanced in MSCs Expanded in Normoxia Then Differentiated in Hypoxia  

 Overall, hypoxic preconditioning decreased chondrogenesis of MSCs in pellet cultures 

accompanied by lower cartilage quality scores on histologic analysis.  The 5%-5% condition 

generated extremely low quantities of sulfated GAGs per cell number compared to other 

conditions tested.  MSCs preconditioned in normoxic conditions differentiated robustly in 

pellet cultures under both hypoxic and normoxic conditions (21%-5% and 21%-21%).  The 

21%-5% condition showed enhanced chondrogenesis compared to the 21%-21% condition, 

as demonstrated by wet pellet size, Alcian Blue staining, and Safranin-O/Fast Green staining 

(Figure 2.7).  Two-way ANOVAs were performed to examine the effect of oxygen tension 

during preconditioning and during differentiation on both cartilage quality score and sulfated 

GAG content of pellets.  There was a significant interaction between the effects of 

preconditioning O2 and differentiation O2 on cartilage quality score (F =5.367, p=0.023).  

There was a significant main effect of preconditioning O2 on cartilage quality score (F=4.110, 
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p=0.046), but not of differentiation O2 (F=0.827, p=0.366).  Post-hoc tests of the 

preconditioning effect showed that MSCs preconditioned at 21% O2 generated pellets with 

higher cartilage quality scores when differentiated at 5% O2 (p<0.01), but the positive effect 

of preconditioning at 21% O2 was lost when the pellets were differentiated at 21% O2 

(p>0.05) (Figure 2.7F).  There was also a significant interaction between the effects of 

preconditioning O2 and differentiation O2 on sulfated GAG content of the pellets (F=8.642, 

p=0.006).  There was a significant main effect of differentiation O2 on sulfated GAG content 

(F=14.50, p=0.0006), but not of preconditioning O2 (F=2.458, p=0.126).  Post-hoc tests of the 

differentiation O2 effect showed that MSCs preconditioned at 5% O2 produced significantly 

more sulfated GAGs when subsequently differentiated at 21% O2 (p<0.0001), whereas MSCs 

preconditioned at 21% O2 were able to generate a large quantity of sulfated GAGs whether 

they were differentiated at 5% O2 or 21% O2 (p>0.05) (Figure 2.7G).  In monolayer 

chondrogenic culture, hypoxia had no discernible effect (Figure 2.8).  
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Figure 2.7  Hypoxia inhibits adipogenesis but enhances chondrogenesis. 
Adipogenesis: Oil Red O-stained accumulated intracellular lipid droplets (A), and staining 
quantified (B).  Photomicrographs captured at 10x.  Chondrogenesis: wet pellet (C), Alcian 
Blue (D), and Safranin-O/Fast Green (E).  Photomicrographs captured at 4x, scale bar = 
200µm.  Effect of hypoxic preconditioning on cartilage quality score (F) and content of 
sulfated GAGs (G).  Significant differences of relevant Bonferroni comparisons are indicated: 
*, **, **** indicate p values of <0.05, <0.01, and <0.0001, respectively.  Abbreviations: pre = 
preconditioning oxygen tension, diff = differentiation culture oxygen tension. 
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Figure 2.8  Pellet cultures from some subjects displayed hypoxic cores with 
exposure to hypoxia.  Wet pellet (A), Alcian Blue staining (B), and Safranin-O/Fast 
Green staining (C).  Photomicrographs captured at 4x.  Alcian Blue staining of monolayer 
chondrogenic cultures (D) showed no difference in sGAG content in hypoxic cultures 
compared to normoxic cultures (E).  Photographs captured at 1x. 
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2.5  Discussion 

 We observed hypoxia-enhanced MSC clonogenicity in all samples tested.  Hypoxia-

enhanced proliferation of MSCs was accompanied by no detectable change in cell death.  Of 

note, all of our proliferation experiments were conducted in high glucose culture medium 

supplemented with serum.  MSCs have been previously reported to be more sensitive to 

oxygen deprivation in the face of concurrent nutrient deprivation.344, 345 

  We employed PCR arrays to screen for signaling pathways related to colony formation, 

which might be perturbed by hypoxia.  We observed small but significant changes in several 

genes, some of which regulated glycolysis and IGF signaling, and many with interesting 

connections to regulation of Wnt /β-catenin signaling, which is critical for maintenance of 

stemness in adult and embryonic stem cell populations.346  After two days of hypoxic culture, 

among those transcripts differentially regulated were the following up-regulated transcripts: 

GPI (glucose-6-phosphate isomerase/autocrine motility factor) and MMP8; and down-

regulated transcripts: CDH1 (E-cadherin), CTNNA1(α-catenin), APC, SMAD2, and SMAD3, 

all of which are connected in regulation of epithelial-to-mesenchymal transition (EMT) and 

canonical Wnt signaling through modulation β-catenin trafficking and signaling, either 

directly or through release or increase of cell adhesions.   

 GPI is likely up-regulated to enhance glycolytic metabolism as the MSCs accommodate 

for lowered aerobic respiration in a hypoxic environment.  GPI has been shown to promote 

degradation of β-catenin, but also to enhance its expression and nuclear translocation.347  

Down-regulation of E-cadherin, α-catenin, and APC, all known to inhibit nuclear 

translocation and signaling of β-catenin,348-351 also suggests enhanced Wnt/β-catenin activity 

at this time-point.  Down-regulation of SMAD2 and SMAD3, both of which enable β-
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catenin co-activation in response to TGFβ signaling and vice versa,352-356 suggests that cross-

talk between TGFβ and Wnt signaling pathways is playing a less important role in directing 

cell fate after brief (2 day) exposure of undifferentiated MSCs to hypoxia.   

 After ten days of hypoxic culture, none of these specific genes continued to be 

significantly differentially regulated in hypoxic versus normoxic cultures, suggesting they are 

differentially regulated as the cell reestablishes homeostasis.  In the case of MSCs this is likely 

achieved through metabolic conversion to a largely glycolytic phenotype; induction of this 

phenomenon, known in cancer biology as the Warburg effect, can be mediated through Wnt 

or β-catenin activation, either in combination or with other signaling partners.357-359  At that 

point, however, when the cells are at or approaching a steady state, we observed differential 

regulation of different actors shown to impact the same signaling pathway, namely the 

following up-regulated transcripts: IGFBP1, VEGFA, CDC2, SPARC; and down-regulated 

transcripts: HIF1A, TNFRSF21 (DR6) , CDKN1A, CUL1, and HIF1AN.   

 IGFBP1 serves to stabilize IGF receptor expression at the cell surface, suggesting MSCs 

are ramping up IGF signaling in hypoxic conditions, which would enable them to make use 

of the abundant glucose in the medium for these experiments to drive cell proliferation; up-

regulation of the glucose transporter SLC2A1, also known as GLUT1, further supports this.  

However, IGFBP1 is also an inhibitor of β-catenin and may be executing signaling functions 

outside of the primary IGF axis.  HIF1A was down-regulated in long-term hypoxic culture 

relative to normoxia; regulation of HIF1A in hypoxia has been shown to occur as a result of 

altered redox status of the cell.360-362  This would suggest that in the absence of caloric 

restriction MSCs readily adapt to hypoxic conditions and are able to establish redox 

homeostasis.   
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 In longer term cultures we also observed significant up-regulation of leptin.  Hypoxia has 

been shown to induce leptin expression in multiple cell types, including preadipocytes and 

MSCs.363, 364  Leptin has a somewhat cryptic role in influencing MSC fate, due to its distinct 

systemic versus local activities and disparate effects on different mesenchymal cell types, but is 

generally thought to serve as a regulatory link between fat and bone, with secretion of leptin 

by fat serving to protect bone through maintenance of mineralization.365  Leptin has been 

shown to maintain peripheral mesenchymal progenitors in an undifferentiated state, but to 

also promote mineralization in differentiated osteoblasts.366   

 Analysis of the effect of hypoxia on immunophenotype of MSCs showed low level CD45 

expression on MSCs cultured in normoxic conditions, whereas hypoxia appeared to maintain 

MSCs in culture with no CD45 expression.  MSC fractions have been shown to have low 

CD45 and low CD146 expression directly after harvest from bone marrow,367, 368 and MSCs 

can be induced to express CD45 after epigenetic modification using 5-aza-2’-

deoxycytidine.369  MSCs cultured under normoxic conditions expressed CD146 as expected; 

however MSCs cultured under hypoxic conditions were negative for CD146, a known 

pericyte marker.  This finding has been observed by others, with CD146 expression in CFU-

Fs correlating with in situ localization to the endosteal versus perivascular space and 

induction of CD146 expression upon ex vivo culture in normoxic conditions.368  Taken 

together, these findings regarding CD45 and CD146 expression suggest that during in vitro 

culture hypoxia maintains an MSC immunophenotype more akin to what would be observed 

in vivo in the bone marrow or in avascular cartilaginous tissues than does normoxia.  CD146 

negativity has been associated with increased chondrogenic potential in adult stem cells370 

and other chondrogenic progenitor populations.371 
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 Differential expression of genes related to growth factor signaling and inflammatory 

signaling prompted our investigation of growth factor and TNF levels in the medium.  In 

low-density cultures recapitulating the environment of a colony-forming assay, we observed 

higher VEGF levels in hypoxic cultures over time, which likely contributed directly to 

enhanced colony formation in hypoxia through its regulation of proliferation.  In high-density 

cultures we observed slightly higher overall VEGF levels in hypoxic cultures, but lower 

VEGF production per cell in hypoxic cultures after normalization to cell number of the 

culture, suggesting that VEGF secretion in MSC culture is tightly regulated beyond a critical 

threshold.  VEGF secretion in MSCs was enhanced by hypoxia in several studies,372 and 

hypoxia has been shown both to induce expression of and increase the half-life of VEGF 

mRNA.373  VEGF secretion has been shown to be attenuated in hypoxic cultures by the 

presence of high glucose concentrations,345 which may explain why the observed effect here 

was not more pronounced.   

 While we observed increased expression of MMP genes and TIMP genes with hypoxia, 

there was no increase in MMP activity in supernatants from hypoxic cultures.  When we 

looked at MMPs retained on the cell surface and in the extracellular matrix, slightly higher 

overall MMP activity was observed in hypoxic cultures.  This would suggest that MSCs are in 

a matrix-stabilizing state in normoxic cultures, and that hypoxia may be a stimulus for matrix 

turnover, enabling cell migration and contributing to colony expansion, but with continued 

tight regulation of matrix metalloproteinase activity.  

 Application of hypoxia to osteogenic cultures during differentiation yielded more 

mineralized tissue, but no more mineral deposition per cell in the tissue.  This would suggest 

that hypoxia is useful for tissue engineering of bone ex vivo, but from a cell biology perspective 

does not necessarily enhance the osteogenic potential of an individual MSC.  It is possible 
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that alkaline phosphatase activity was higher in hypoxic cultures as an indication of preserved 

stemness or of enhanced osteogenic differentiation; other groups have shown that levels of 

alkaline phosphatase activity are not proportional to observed mineralization levels in in vitro 

osteogenesis assays.374  When we looked closely at gene expression data from osteogenic 

cultures, we noticed that osteogenic induction with supplemented medium up-regulates 

cathepsin K expression relative to undifferentiated MSCs.  This effect is nullified by the 

addition of hypoxia, which down-regulated cathepsin K expression in all patient samples 

tested to the level of undifferentiated cultures (Figure 2.6).  Boskey et al reported that in a 

chick limb-bud mesenchymal micromass culture system, decreased mineral deposition was 

seen upon pharmacological inhibition of cathepsin K during early stages of matrix 

mineralization.375  They proposed a mechanism whereby reduced proteoglycan catabolism in 

the extracellular matrix in the setting of cathepsin K inhibition results in inhibited 

hydroxyapatite formation.   

 Hypoxic preconditioning did not enhance osteogenesis, as indicated by Alizarin Red 

quantification of matrix mineralization, either in total or when normalized to DNA content.  

Analysis of the differentiation oxygen tension revealed that our hypoxic cultures were 

mineralized to the same degree as our normoxic cultures (per cell), but with a higher number 

of cells present.  This would suggest that matrix mineralization either starts later in hypoxic 

cultures or is less efficient per cell.  The fact that this effect was significant only after 

preconditioning in normoxia suggests that there is in fact an interaction effect of 

preconditioning and differentiation oxygen tensions, but that the effect was not great enough 

to be detected here.  We conclude that expanding cells in normoxic conditions, then 

differentiating in hypoxia generates the highest total mineral content, although this result 
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must be interpreted with caution because an increased rate of cell death can also enhance 

mineral deposition in 2D cultures.376   

 It is likely that 2D in vitro assays of osteogenesis give an incomplete picture of MSC 

osteogenic potential.  Multiple studies have demonstrated that hypoxia enhances osteogenesis 

in 3D in vitro culture, including one study where the authors directly compared 3D to 2D 

cultures and found no enhancement with hypoxia in 2D.377, 378  However, another recent 

study evaluated the effect of hypoxia on osteogenesis in 3D culture and found no 

enhancement.379  Increased oxygenation by delivery with perfluorotributylamine has been 

shown to enhance osteogenesis in a 3D in vivo model,380 yet another study examining in vivo 

osteogenesis in hypoxic (13%), normoxic (21%), or hyperoxic (50%) conditions found that no 

condition significantly improved early osteogenic or chondrogenic differentiation in a fracture 

healing model.381  Preconditioning MSCs in hypoxia ex vivo prior to implantation into a 

rabbit calvarial defect model resulted in improved bone formation compared to normoxic 

preconditioning.382  Similar results have been achieved using hypoxic preconditioning prior 

to Achilles tendon repair with MSCs in a rat model.383  It is difficult to determine the effect of 

ex vivo hypoxic preconditioning using in vivo studies of differentiation because of the enhanced 

survival and proliferation conferred on MSCs by hypoxic preconditioning, which may 

account for their enhanced function in critical defects and ischemia models, rather than 

increased differentiation potential per se.    

 It is also possible that conflicting reports exist in the literature regarding molecular events 

associated with hypoxia and osteogenesis due to inappropriate selection of housekeeping 

genes/proteins.  GAPDH, for example, is commonly used as a housekeeping gene in these 

studies despite the fact that it is differentially regulated in hypoxic versus normoxic 

conditions.384  
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 There was a trend for adipogenesis to be inhibited under hypoxic conditions, which is 

consistent with the findings of most other groups.  The HIF-1α regulated gene 

DEC1(STRA13) has been shown to repress PPARG thereby transducing oxygen sensing as a 

signal for suppression of adipogenesis.385, 386  Preconditioning with hypoxia also appeared to 

suppress adipogenesis even when MSC cultures were switched to normoxia for 

differentiation.  However, it should be noted that the effects of oxygen tension on 

adipogenesis were patient sample dependent, and as a result not statistically significant in our 

study. 

 Upon histological examination of chondrogenesis in pellet culture, we observed internal 

heterogeneity at 5% O2, with obvious cartilage formation in patches and fibrous matrix 

deposition lacking proteoglycans in other areas.  Despite this patchy differentiation, sGAG 

content was still higher overall when normalized to DNA content of the pellet compared to 

normoxic pellets, suggesting that there was a higher rate of cell death in hypoxic pellets, but 

the surviving cells differentiated robustly.  This is perhaps due to uneven oxygen diffusion 

within the 3D pellet culture.  To further assess these results, we performed a monolayer 

screen for chondrogenic potential in hypoxic versus normoxic MSC cultures.  

Chondrogenesis was poor in all monolayer cultures, consistent with the findings of others.387  

Alcian Blue staining, quantified after guanidine-HCl extraction, was not different after 

normalization to DNA content of the culture.  Markway et al have shown enhanced 

chondrogenesis with hypoxia in micropellet cultures, where oxygen concentration is more 

consistent throughout the pellet.  While that model is excellent for addressing the problem of 

gas and nutrient distribution in the pellet, its obvious limitation is that for tissue engineering 

purposes we would like to study larger pieces of cartilage in culture rather than smaller ones.   
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 For chondrogenic differentiation we found that the best overall results were obtained by 

expanding MSCs in normoxic conditions, then performing pellet culture with chondrogenic 

induction medium in hypoxic conditions.  This approach has been practiced in many labs 

based on the empiric finding that it works, but pellet cultures from some patients developed 

severely hypoxic cores (Figure 2.8).  It is possible this approach could be improved with the 

application of a flow-perfusion bioreactor to optimize diffusion of oxygen and nutrients 

throughout the pellet.  In all cases preconditioning with hypoxia failed to enhance 

chondrogenesis, and in most subjects significantly inhibited it.  When we considered these 

results in the context of our MMP expression data, the possibility emerged that enhanced 

chondrogenesis in hypoxia is mediated, at least in part, through regulation of MMP activity.  

It has been established that MMP production is critical for progression through chondrogenic 

differentiation, both in the growth plate and in pellet culture.388-392  Dose-dependent 

disruption of chondrogenic differentiation of MSCs in pellet culture has been demonstrated 

with application of pan-MMP inhibitors.392  While we did not directly analyze matrix 

turnover in cartilage pellets, a significant increase in MMP activity was not observed with 

hypoxia in conditioned medium, although increased MMP transcription and MMP 

accumulation in matrix were detected.  We observed no differential regulation of ADAMTS1, 

8, or 13 with hypoxic versus normoxic culture (data not shown).  Overall, this suggests 

hypoxia-mediated protease secretion may influence matrix accumulation by modulating 

growth factor activity and matrix molecule processing, particularly in early chondrogenesis, 

when others have shown MMPs are required for differentiation.  Extremely low oxygen 

tension may detrimentally impact matrix accumulation through unregulated high matrix 

protease activity leading to matrix degradation, which becomes evident later in chondrogenic 

pellet culture.  
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 Interestingly, HIF1A was slightly but consistently down-regulated over time in our long-

term hypoxic cultures (10 days), at which time we saw more dramatic up-regulation of MMP 

genes, as well as TIMP1 and TIMP2, in hypoxic cultures compared to normoxic cultures, 

than was observed at day 2.  Thus MMP activity may be tightly controlled by the concurrent 

hypoxia-mediated increase in protease inhibitors.  Previous data from our group indicate that 

MSCs overall maintain a matrix-protective MMP/TIMP secretion profile even in the context 

of stressors like hypoxia and inflammatory cytokines, which is consistent with the findings 

from this study.393 

 

2.6  Conclusion 

 Mesenchymal stem cells display context-specific responsiveness to hypoxia as a 

differentiation cue during development and tissue repair.  The existing conflicts in the 

literature regarding the effects of hypoxia on MSC differentiation potential likely stem from 

differences in cell culture methodology between laboratories and the specific models utilized 

to test effects on differentiation, as well as how differentiation is defined and measured.  

Oxygen tension should be carefully considered as a variable when culturing cells for tissue 

engineering applications.  Our study conclusively demonstrates that expansion of MSCs in 

normoxic culture followed by application of hypoxia during chondrogenic differentiation is a 

useful technique for enhancing ex vivo chondrogenesis.   
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Chapter 3 

Altered Colony Formation Dynamics of  

Adult Bone Marrow-Derived Mesenchymal Stem Cells  

in Response to Glucose Concentration and Ascorbate 
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3.1  Abstract 

 Media formulations for MSC culture and differentiation vary between labs; two notable 

variables addressed inconsistently in the field are ascorbate supplementation and glucose 

concentration in MSC expansion medium.  Glucose and ascorbate effects are coupled to the 

Hif1α pathway. Therefore, we examined the effects of ascorbate supplementation and low 

versus high glucose medium in the settings of hypoxia and normoxia on colony formation, 

colony morphology, proliferation, VEGF secretion, and senescence of MSCs.  We found that 

there is no one medium formulation that maximizes MSC performance for all of these assays.  

Depending on the desired outcome of the culture, the medium and other culture conditions 

can be adjusted to optimize for a particular aspect of MSC biology, such as colony formation 

when clonal selection is the desired end application or delayed senescence if MSCs are to be 

expanded extensively. 

 

3.2  Introduction 

MSCs are prized by the researchers who work with them for their ability to survive and 

function normally in conditions that would be intolerable to many cell types.  This intrinsic 

ability to withstand stress is critical for their use in cell-based therapeutic applications in vivo 

and their postulated role as on-site architects of the tissue repair process in normal wound 

healing.  As discussed in Chapter 2, it has been shown by many groups that MSCs proliferate 

and maintain or scale up their trophic functions in hypoxic environments.  Whether this 

phenomenon reflects biomimicry of the MSC niche or superior metabolic flexibility of the 

cells is a topic of active interest.  There is some evidence to suggest that MSCs strongly 

express glycolytic enzymes and transporters at baseline and are readily able to up-regulate 
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components of this pathway in response to hypoxia, in part through direct binding of HIF1α 

to promoter sequences in these genes.394  Some members of the glycolytic pathway function 

not only to enable glycolysis, but also to serve as metabolic sensors and switches, protecting 

the cell from apoptosis during hypoxia but inducing apoptosis in response to nutrient 

deprivation.395 

Metabolic flexibility has been extensively studies in several cell types, in particular cancers 

and cancer stem cells, beginning with Warburg’s work in the 1920s, for which he was 

awarded the Nobel Prize in 1931.  As discussed in Chapter 1, cells that are able to thrive in 

hypoxic environments frequently do so by switching the bulk of their metabolic dependence 

from mitochondria-dependent aerobic respiration to anaerobic glycolysis (Figure 3.1).  While 

dysregulated cancer cells can ratchet their levels of glycolysis up to more than a hundred fold 

higher than normal cells, MSCs exhibit modest but consistent increases in genes associated 

with glucose transport and carbohydrate metabolism in response to hypoxia, at least at the 

transcriptional level (see Chapter 2).  However, they have been clearly shown to become 

more dependent on glucose availability in hypoxic conditions, exhibiting higher values of 

specific consumption rate of glucose,319 and withstanding continuous, severe hypoxia for long 

periods of culture in the presence but not the absence of glucose.344  Similarly, MSCs have 

been shown to withstand hypoxia in the presence of FBS, but die in long-term hypoxic 

culture in the absence of FBS.396   

MSCs have also been shown to consume more glucose and divert it to anaerobic 

respiration when availability is higher.  One study examining glucose consumption of MSCs 

in various culture media formulations found that glucose consumption increased with the 

concentration supplied in the medium, and also that lactate-pyruvate ratios reflecting 

anaerobic versus aerobic metabolism increased as additional glucose was made available.397  
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Interestingly, addition of higher concentrations of fetal bovine serum to the medium 

enhanced this effect.  In addition, pyruvate is routinely added to MSCs in chondrogenic 

culture conditions. This may enhance glucose consumption and anarobic metabolism (Figure 

3.1), and thereby promote chondrogenesis. Whether this suggests that MSCs consume more 

nutrients, including not only glucose but the proteins provided in serum, to engage in greater 

anabolic activity or whether consumption simply increases proportionately to availability, is 

of great interest to the cell therapy and tissue engineering communities. 

Despite the supportive effects of adequate glucose in culture medium, there is also 

evidence that high glucose levels can induce excess intracellular superoxide in MSCs, leading 

to decreased HIF1α expression and, as a result, decreased expression of trophic factors such 

as VEGF and PDGF.345  This has been shown to occur at glucose concentrations of 30 mM, 

compared to the 25 mM glucose present in commercially available high-glucose media 

formulations such as the one tested in this study.  Low-glucose media formulations have 

glucose concentrations that come closer to approximating glucose levels in normal serum, on 

the order of 5 mM.   

Like high glucose, ascorbate has also been shown to contribute to HIF inhibition.  

Ascorbate is a potent antioxidant. The HIF hydroxylases, which mark HIF family members 

for ubiquitination under normoxic conditions, are ascorbate-dependent,398 and addition of L-

ascorbic acid to cultures has been shown to reduce intracellular HIF levels.399  In MSCs 

ascorbate supports many cell functions, and addition to culture media at low levels has been 

shown to promote proliferation, extracellular matrix secretion, and mesenchymal lineage 

differentiation.400  Unlike other mammals, primates lost the ability to synthesize ascorbic acid 

from glucose with the loss of functional L-gulonolactone oxidase, making recycling of the 

reduced form of ascorbic acid from dehydroascorbic acid (DHA) all the more critical for 
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cellular homeostasis, immune defense, and other functions of ascorbate in humans.  DHA is 

transported by the glucose transporters, particularly GLUT1, which, as we demonstrated in 

Chapter 2, is up-regulated in MSCs upon exposure to hypoxia. 

Given their direct role in modulating MSC metabolism and function, and their indirect 

role through regulation of HIF signaling, we employed a factorial analysis to discern the 

effects of glucose and ascorbate in MSCs under hypoxia vs. normoxia. We subjected MSCs 

to eight culture conditions representing all combinations of high (25 mM) vs. low (5 mM) 

glucose, ascorbate supplement (50 ug/ml) and hypoxia (5% pO2). We used low density CFU 

cultures to investigate colony formation, size, and cell orientation, and high density cultures 

(6.0x103 cells/cm2) to investigate cell proliferation, VEGF secretion, and senescence. 
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Figure 3.1  Aerobic versus Anaerobic Respiration.  Reprinted from Carbohydrate 
Metabolism, Connexions, OpenStax College, 2013.401  
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3.3  Materials and Methods 

3.3.1  Cell Culture 

MSCs were harvested from consenting arthroplasty patients with IRB approval as 

described in Chapter 2.  Adherent Passage-0 MSCs were cultured expanded in growth 

medium consisting of high glucose Dulbecco’s Modified Eagle’s Medium (DMEM) 

(Gibco/Invitrogen) with antibiotic-antimycotic (Gibco/Invitrogen) and 10% MSC-qualified 

fetal bovine serum (Gibco/Invitrogen) until they reached 80% confluence, then passaged 

using 0.25% trypsin and replated at a density of 6.0×103 cells/cm2 as Passage-1 MSCs.   At 

80% confluence Passage-1 MSCs were trypsinized and cryopreserved in commercially 

available freeze medium (Invitrogen) and stored in liquid nitrogen.   

Upon recovery from cryopreservation, Passage-2 MSCs were cultured in one of the 

following media: (1) low glucose (5.55 mM) Dulbecco’s Modified Eagle’s Medium (DMEM) 

(Gibco/Invitrogen) with antibiotic-antimycotic (Gibco/Invitrogen) and 10% MSC-qualified 

fetal bovine serum (Gibco/Invitrogen), (2) low glucose (5.55 mM) DMEM with antibiotic-

antimycotic, 10% fetal bovine serum, and 50 µg/ml L-ascorbate-2-phosphate, (3) high 

glucose (25 mM) DMEM with antibiotic-antimycotic and 10% fetal bovine serum, or (4) high 

glucose (25 mM) DMEM) with antibiotic-antimycotic, 10% fetal bovine serum, and 50 µg/ml 

L-ascorbate-2-phosphate.  These cultures were placed in separate closed incubators purged 

with either 95% air and 5% CO2 (21% O2 or normoxia) or 5% oxygen, 5% CO2, and 90% 

nitrogen (5% O2 or hypoxia).  

 

3.3.2  Colony Forming Unit-Fibroblast (CFU-F) Assay 

CFU-F assays were performed as described in Chapter 2.  Briefly, one hundred Passage-2 

MSC’s were plated on 10 cm tissue culture-treated polystyrene dishes in triplicate in one of 
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the four growth media described above and cultured for 14 days with medium changes every 

3 days.  At the end of 14 days colonies were rinsed with phosphate-buffered saline (PBS), 

fixed with crystal violet dye in methanol, and again rinsed with PBS to remove residual dye.  

Differences in colony number were computed as a percent change for the variables ascorbate 

supplementation and glucose concentration in both hypoxic and normoxic cultures.  

 

3.3.3  Cell Proliferation Assays 

The Click-iT EdU Alexa Fluor 647 Cell Proliferation kit (Molecular Probes) was used 

according to the manufacturer’s protocol as described in Chapter 2.  Briefly, MSCs plated at 

6.0x103 cells/cm2 were incubated with 10 µM Click-iT EdU for 16 hours, fixed, 

permeabilized, labeled, and EdU was detected via flow cytometry using a FACSAria 

cytometer and FACSDiva software (Becton Dickinson).  Data were analyzed using FlowJo 

(Tree Star).   

 

3.3.4  Enzyme-Linked Immunosorbent Assay (ELISA) 

Secreted levels of VEGF in culture media of CFU plates were quantified by enzyme-

linked immunosorbent assay (ELISA) according to the manufacturer’s protocol as described 

in Chapter 2.  VEGF  ELISAs (Pierce/ThermoFisher) were performed on 3-day and 12-day 

culture supernatants applied to pre-coated microtiter plates, and read colorimetrically on a 

BioTek microplate reader.  All samples and standards were measured in duplicate.  Results 

were normalized to DNA content of each culture as determined by Picogreen assay 

(Invitrogen). 
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3.3.5  Analysis of Cell Orientation within Colonies 

Cells organization within MSC colonies was evaluated by calculating the degree of cell 

alignment with the radial axis from the colony center. Cell orientations were compiled both 

within the outer portion of the colony, of interest because this is the zone where cell 

migration is highest, and at the leading edge of the outer portion of the colony, where cell 

density is lowest and cells are most free to change their orientation (Figure 3.2).  Absolute cell 

direction was defined as the direction of the major axis of the ellipse fitting a cell’s shape using 

NIS-Elements v 4.13 imaging software (Laboratory Imaging s.r.o., Praha, Czech Republic). 

The radial orientation was then defined as the relative angle between the global cell 

orientation and the radial line passing through the cell centroid (ellipse center). Radial 

orientations of the cell with respect to the leading edge of the colony aare demonstrated in 

Figure 3.3, where cells orthogonal to the radial line measured 90 degrees, and cells oriented 

in the same direction as the radial line measured 0 degrees.  Radial orientation was measured 

for every cell within the outer area and within the leading edge area. Results are reported 

with descriptive statistics and analyzed as described in the statistical analysis section (3.3.7).  
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Figure 3.2  Zones of cell orientation analysis.  Cells within MSC colonies were 
evaluated for their radial orientation with respect to the colony’s leading edge.  Cell 
orientations were compiled both within the outer portion of the colony (left), where cell 
migration is highest, and at the leading edge within the outer portion of the colony (right), 
where cell density is lowest and cells most free to change orientation.  
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Figure 3.3  Cell orientation measurements.  Radial orientation of the cell with respect 
to the leading edge of the colony (0mm) was measured as shown above, where cells 
orthogonal to the tangent edge measured 0 degrees, and cells oriented in the same direction 
as the tangent measured 90 degrees.  Radial orientation was measured for every cell at each 
linear position from the edge of the colony (0mm) inward for the outer 1.25mm of the colony 
(leading edge figures) or the outer 3mm of the colony (outer colony figures). 
 

 

3.3.6  Senescence-Associated β-Galactosidase Staining 

 Senescence was detected in MSC cultures plated at 6.0x103 cells/cm2 by senescence-

associated β-galactosidase (SA-β-gal) staining using a commercially available kit (Cell 

Signaling Technologies) according to the manufacturer’s protocol.  MSCs were cultured in 

one of the four media described in method 3.3.1 above in both hypoxic and normoxic culture 

conditions.  Cells were then rinsed with PBS, fixed with a 2% paraformaldehyde-based 

reagent provided in the kit, rinsed with PBS twice more, and incubated with the SA-β-gal 

stain overnight in a dry room air 37 degree incubator.  Cultures were imaged after 
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counterstaining with eosin and the ration of SA-β-gal cells to total cells manually counted.  

 

3.3.7. Statistical analysis: Significant differences in outcomes were evaluated by a repeated 

measures (blocking for patient effects) two-way ANOVA to examine the variables ascorbate 

supplementation and glucose concentration in both hypoxic and normoxic cultures, with 

matched subjects serving as their own controls and Bonferroni post-tests to detect differences 

between group means. 

 

3.4  Results 

3.4.1  Ascorbate Supplementation Does Not Enhance MSC Clonogenicity 

We demonstrated in Chapter 2 that hypoxia significantly enhances colony count in 

colony forming assays compared to normoxia (see Chapter 2).  In this chapter, we find that 

hypoxia also significantly enhanced colony diameter compared to normoxia (p<0.001) 

(Figure 3.4).  Addition of ascorbate to CFU-F cultures had no significant effect on colony 

counts or colony diameter irrespective of oxygen tension.  Performing CFU-F assays in high 

glucose culture medium significantly increased colony count (98.75% ± 2.5%, p=0.01) 

compared to low glucose medium (Fig 3.4.B) 
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Figure 3.4.A Effect of hypoxia and ascorbate supplementation on CFU-F colony diameter 
in high glucose medium.  Significant are indicated: *, **, *** indicate p values of <0.05, 
<0.01, and <0.001, respectively. 
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Figure 3.4B  High glucose medium enables glycolytic switch and colony 
formation in isolated culture conditions.  In some donors the manifestation of MSC 
reliance on caloric availability for glycolysis during times of stress manifests dramatically, as 
in this subject, where colony formation is near absent in low glucose medium. 

 

3.4.2  Ascorbate Supplementation Enhances MSC Proliferation 

 In Chapter 2 we discussed the effect of hypoxic conditions enhancing proliferation as 

shown by EdU incorporation in higher density expansion cultures.  Knowing oxygen tension 

has a significant effect, we then examined the combinatorial effects of glucose level and 

ascorbate supplementation in culture medium at both high and low oxygen tensions on 

proliferation as measured by EdU incorporation.  The use of this assay, unlike the colony 

forming assay, enabled us to look at early versus late effects on cell growth.  At day 3 we 

noted a significant enhancement of MSC proliferation with ascorbate supplementation 

regardless of medium glucose concentration or oxygen tension applied to the culture 

(p<0.001) (Figure 3.5A).  By day 10, however, this effect was only apparent in cultures raised 

in low glucose medium and then only significant in cultures exposed to a normoxic 
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atmosphere (p<0.05) (Figure 3.5B).  Glucose concentration did not have a significant effect 

on MSC proliferation at three days, but low glucose in the medium enhanced proliferation at 

ten days in the presence of ascorbate irrespective of oxygen tension (p<0.05).  There was no 

significant interaction effect of glucose and ascorbate. 

 

 

Figure 3.5  Ascorbate enhances proliferation during early expansion culture; 
low glucose later.  Combinatorial effects of ascorbate supplementation and medium 
glucose concentration in hypoxic and normoxic culture conditions after 3 days (A) and 10 
days (B).  Significant differences are indicated: *, **, ***, **** indicate p values of <0.05, 
<0.01, <0.001, and <0.0001, respectively. 
 

3.4.3  Ascorbate Supplementation Does Not Enhance MSC VEGF secretion 

We recently demonstrated that hypoxia induces maintenance of higher VEGF secretion 

by MSCs grown in low density CFU-F cultures (see Chapter 2).  In this study we examined 

the combined effects of medium glucose concentration and ascorbate supplementation on 

VEGF secretion in both hypoxic and normoxic conditions.  Mean levels of VEGF secretion 

at days 3 and 12 were not increased by low glucose. Low glucose always increased VEGF 

section at day 12 except in hypoxic cultures without ascorbate supplementation. Culture in 

low glucose medium under this single condition decreased VEGF section, indicating a 

significant interaction of glucose with hypoxia and ascorbate supplement on day 12 (p=0.02) 
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(Figure 3.6). A trend was apparent of ascorbate increasing VEGF secretion at day 3 (p=0.06). 

At day 12, it is apparent that hypoxia increases VEGF, as also observed in Chapter 2.  

 

 

Figure 3.6  Effects of oxygen tension, glucose, and ascorbate on VEGF secretion 
in CFU-F cultures after 3 days (A) and 12 days (B). 
 

3.4.4  Cell Orientation  

 We determined radial orientation as a function distance from the colony edge for MSCs 

in colonies grown in high glucose medium with or without ascorbate supplementation in 

hypoxic and normoxic cultures (Figure 3.7).  We tabulated these results for the two zones of 

interest at the colony edge, the outer region and the leading edge area. Initially we examined 

from the outer 3mm of each colony, which we characterized as the “outer colony region”, 

and subsequent to that we focused more closely on approximately the outer 1-1.5mm of each 

colony, which we termed the “leading edge zone”.  While addition of ascorbate to culture 

medium appeared to increase whorl pattern formation in the outer portion of the colony, 

there were no quantifiable differences in the range of cell orientations observed in the outer 

portion of the colony or at the leading edge.  For some conditions the slope of linear 

regressions we performed was non-zero (Figure 3.7), suggesting that cell alignment at the 
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edge of the colony was different from cell alignment closer to the center of the colony.  

However, when we analyzed the spread of cell orientations for each condition (Figure 

3.8A,C), we did not detect any patterns as a result of the individual variables we tested, 

though it is possible there are combinatorial effects that our study was underpowered to 

detect.  We binned cell orientations in 5 degree intervals and plotted histograms to detect 

differences in the distribution of cell orientations for each condition, but again, no patterns 

emerged for the variables tested here due to the large variance in cell orientation (Figure 

3.8B,D).



 

 

110	
  

 
Figure 3.7  Cell orientation measurements in the outer portion (top) and at the leading edge of colony growth (bottom). 
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Figure 3.8  Range of cell orientation measurements.  The range (box and whisker 
plots) of cell orientation measurements for each condition, shown for the outer colony region 
(A) and leading edge (C).  Whiskers represent 10-90 percentiles with outliers represented as 
dots.  The distribution (histograms) of cell orientation measurements from each condition 
centered at 0 degrees, shown for the outer colony region (B) and leading edge (D). 
 

 

3.4.5  Ascorbate Decreases MSC Senescence Resulting from Hypoxia-High Glucose 

We stained for the presence of SA-β-gal in the absence and presence of ascorbate at low 

and high oxygen tension in high and low glucose containing mediums (Figures 3.9 and 3.10).  

SA-β-gal accumulation was most evident in hypoxic cultures grown in high glucose medium 
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with no ascorbate.  The addition of ascorbate largely eliminated the presence of SA-β-gal-

stained cells (Figure 3.11).  Addition of ascorbate significantly decreased senescence (p<0.05). 

In ascorbate free cultures at hypoxia, addition of high glucose significantly increased 

senescence (p < 0.05). There were significant interactive effects of these variables (p<0.01).  

Oxygen tension, evaluated in a separate analysis, also contributed to observed differences in 

group means, with hypoxia accelerating senescence (p<0.05). 
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Figure 3.9  SA-β-gal staining in low glucose cultures.  The top panel shows SA-β-gal 
staining in the absence of ascorbate at low and high oxygen tension; the bottom panel shows 
cultures supplemented with 50 µg/ml ascorbate.  Photomicrographs were captured at 10X 
and are representative of three donors assayed. 
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Figure 3.10  SA-β-gal staining in high glucose cultures.  The top panel shows SA-β-
gal staining in the absence of ascorbate at low and high oxygen tension; the bottom panel 
shows cultures supplemented with 50 µg/ml ascorbate.  SA-β-gal accumulation is most 
evident in hypoxic cultures grown in high glucose medium with no ascorbate.  The addition 
of ascorbate largely eliminates the occurrence of SA-β-gal-stained cells.  Photomicrographs 
were captured at 10X and are representative of three donors assayed. 
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Figure 3.11  MSC senescence is more rapidly induced by culturing cells in high glucose 
medium under hypoxic conditions, likely due to more rapid cell cycling enabled by abundant 
caloric input.  Increasing the oxygen tension decreases the percentage of cells entering a 
senescent state; addition of ascorbate to the cultures brings senescence levels back down to 
those observed in low glucose medium.  Significant differences of relevant comparisons are 
indicated: *, **, *** indicate p values of <0.05, <0.01, and <0.001, respectively. 

 

3.5  Discussion 

The results of combined effects of glucose concentration and ascorbate supplementation 

suggest MSCs thrive in an environment with abundant antioxidant availability, when a 

balanced redox status allows them to engage in both aerobic and anaerobic respiration and 

undergo robust division, but not to the point of exhaustion.  MSCs can readily switch to a 

glycolytic metabolic phenotype in less advantageous circumstances, but at the expense of 

robust division over time.  Interestingly, these differences are manifested in a more extreme 

way in the low density conditions of a colony forming assay, where paracrine growth factors, 

cell-cell contact, and cell-matrix interactions play a significantly lesser role in supporting 

growth until the colony is well established.  In those harsher conditions of isolation, MSCs 

rely heavily upon the presence of high glucose concentrations in the culture medium for 

single clones to survive and establish colonies, irrescpective of oxygen tension and ascorbate 
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supplement (Figure 3.4B). 

The observed combinatorial effects of ascorbate supplementation and glucose 

concentration in culture medium on VEGF secretion by MSCs, as evidenced by statistically 

significant interactive effects, warrants further investigation, possible in larger numbers of 

human cell donors, different time points, or more stressful conditions, such as more extreme 

hypoxia.  This would allow for more firm determination of optimal conditions to maximize 

colony formation in settings where large numbers of distinct MSC clones are desired.  

Monitoring of HIF activity under such conditions might also yield valuable insight into the 

balance between these variables, particularly in cultured maintained over longer time 

periods, as is required to grow a large number of cells for therapeutic applications. 

 Our observations of varying morphology in colonies formed under these different culture 

conditions led us to undertake a systematic, quantitative examination of cell arrangement 

within the colony.  While we didn’t detect any significant differences as a result of the culture 

manipulations we studied, development of this technique will prove useful for application in 

future studies of colony formation dynamics in response to growth factors, cytokines, genetic 

manipulations, and other variables, and we will continue to develop image-based colony 

analysis methods to approach quantitation of phenomena such as whorls and other 

multicellular ordering. 

 Comparing our results from Chapters 2 and 3, we find that across all experimental 

treatments (glucose, ascorbate, and hypoxia), Vegf secretion and proliferation are positively 

correlated with low glucose, ascorbate supplementation, and hypoxia. Regulation of Vegf 

expression and cell proliferation is under regulation by several intercellular pathways, some of 

which exhibit crosstalk. Hif1a serves as a master regulator for key mesenchymal cell events, 
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such as epithelial-to-mesenchymal transition. It also serves as a key transcription factor 

linking Vegf expression to proliferation, and our separate treatments to their observed effects. 

Vegf directly increases the survival and proliferative capacity of mesenchymal stem cells,402 

and inhibition of autocrine Vegf signaling suppresses the proliferative response of stem cells 

to growth factors.403, 404 The Vegf promoter contains a HIF1a binding site,405 and increased 

Vegf expression in response to hypoxia has been extensively documented, as discussed in 

Chapter 2.  

 Superoxide, on the other hand, down-regulates expression of Hif1a and, as a result, 

expression of Vegf. The formation of superoxide radicals in vitro is lower under hypoxia 

compared to normoxia. As reviewed in Chapter 3, ascorbate is an antioxidant that suppresses 

formation of superoxide radicals found in normoxic cultures. Thus, ascorbate 

supplementation in normoxia can mimic the lower levels of superoxide radicals present in 

hypoxia, resulting in Hif1a-mediated enhancement of Vegf expression and stem cell 

proliferation. As was also reviewed in Chapter 3, high glucose can induce excess intracellular 

superoxide, leading to decreased Hif1a expression. Low glucose does not generate this effect, 

therefore higher Hif1a-mediated Vegf expression can be maintained.  Low glucose also shifts 

metabolism to a more anaerobic state, as does hypoxia.  Thus, the three treatments and their 

similar effect on mesenchymal stem cell proliferation and Vegf secretion may be coupled in a 

fundamental manner to the cellular metabolic state, specifically redox status.  

 

3.6  Conclusion 

 Addition of ascorbate to culture medium at modest doses clearly enhances MSC 

proliferation and decreases cell senescence in metabolically demanding conditions.  In 
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combination with glucose and concentration and ambient oxygen tension, it also has 

effects on VEGF secretion by MSCs.  Glucose availability in the medium is a critical factor in 

early colony establishment when cells have no reliance on paracrine trophic factors.  MSCs 

subjected to ischemic conditions of hypoxia and nutrient deprivation die in long-term 

cultures like a CFU-F assay; in this regard our findings are in complete agreement with what 

has been observed by others in the field. 
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Chapter 4:  The Next Frontier 

Regulation of Ex Vivo Adult Stem Cell Aging with Transcriptional 

Reprogramming  
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4.1 Abstract 

 As discussed in Chapter 1, MSCs are generally considered highly promising candidate 

cells for regenerative applications because they possess a high proliferative capacity and the 

potential to differentiate into other cell types, but we and other have observed that MSCs do 

not retain their proliferative and multi-lineage differentiative capabilities after prolonged ex 

vivo propagation.  There is also evidence to suggest MSCs in aging humans exhibit 

functional decline (see Chapter 1).  Modifying MSCs to resist aging during ex vivo 

propagation would yield a favorable cell source for regenerative medicine applications.  In 

the work described in this chapter we sought to develop and test novel methods for partial 

transcriptional reprogramming of bulk MSC populations and to investigate whether this 

technique is effective for enhancing function in MSCs subjected to in vitro aging. 
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4.2 Introduction 

As discussed in Chapter 1, there is an emerging body of evidence that altered and 

decreased function of adult stem cells in vivo secondary to accumulated metabolic stress plays 

a huge role in the initiation of diseases of aging 21.  Stem cells are thought to reside in vivo as 

self-renewing pools and facilitate repair/replacement of damaged tissues over the lifespan of 

the organism.  Maintaining stem cell quiescence is essential for preserving the long-term self-

renewal potential of the stem cell pool in a number of organ systems, such as the brain, bone 

marrow, musculoskeletal system, and skin.19, 20  Quiescence lies on one end of the spectrum of 

proliferative capacity of a stem cell (Figure 4.1). This spectrum spans from quiescence, to high 

proliferation, to senescence and death. 

 

 

Figure 4.1  Stem cells exist on a spectrum of self-renewal/proliferative 
capacity.  At one end of the spectrum, quiescent stem cells maintained in the niche harbor 
the largest potential for renewal of the stem cell pool.  At the other end of the spectrum, 
exhausted stem cells that have undergone many cycles of division in peripheral tissue have no 
reserve potential for self-renewal and may enter a senescent state and cease to divide for a 
period before they die. 
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Stem cells also exist on a spectrum of differentiation bounded by terminally differentiated 

unipotent effector cells at one extreme and pluripotent embryonic stem cells at the other 

(Figure 4.2).  

 
 
Figure 4.2  Stem cells exist on a spectrum of differentiation potential.  At one 
end of the spectrum, pluripotent stem cells possessive theoretically unlimited differentiation 
potential.  At the other end of the spectrum, unipotent progenitors become terminally 
differentiated cells are committed to a specific fate within a lineage. 
 
 

In theory stem cells differentiate from a pluripotent state to a multipotent progenitor state 

to a unipotent progenitor to a terminally differentiated cell type (Figure 4.3).  For many 

decades this process has been viewed as linear and one-way, but there is growing evidence 

that some cell types are plastic, particularly at the progenitor stage, and may 

transdifferentiate or dedifferentiate through switching to a new transcriptional program, 
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complete with regulation by a different master transcription factor.  This has been shown 

in our own lab with MSCs transdifferentiating from one mesenchymal lineage to another,11 

and the discovery of mechanisms enabling a programmatic transcriptional shifts in terminally 

differentiated cells as they transdifferentiate is a subject of active investigation.406 

 

 
 
Figure 4.3  Stem cells differentiate from a pluripotent state to a multipotent progenitor 
state to a unipotent progenitor to a terminally differentiated cell type.  For many decades this 
process has been viewed as linear and one-way, but there is much evidence that some cell 
types are plastic, particularly at the progenitor stage, and may transdifferentiate or 
dedifferentiate through switching to a new transcriptional program, complete with regulation 
by a different master transcription factor. 
 
 

There is great interest in manipulating a cell’s position on the spectra of self-renewal 

capacity and differentiation potential and the resulting cell fate for investigative and 

therapeutic purposes.11  Several recent studies have examined the process of replicative 

senescence in adult stem cells and demonstrated that senescence occurs as a series of 

programmed changes over the course of ex vivo propagation (Figure 4.4).21, 155, 227, 407  Our 

long-term goal is to exploit reprogramming techniques to render cultured adult stem cells 

resistant to the phenotypic changes that accompany replicative senescence, such as arrested 
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proliferation and decreased differentiation potential (Figure 4.5).  Manipulating cellular 

fate has become more feasible with the advent of nuclear reprogramming methods used to 

induce pluripotent stem (iPS) cells, as discussed in Chapter 1.203, 205, 206  In this study, we 

hypothesized that by introducing reprogramming genes to bulk populations of MSCs, it is 

possible to achieve partial reprogramming of the population, meaning some MSCs in the 

population are genetically altered, change their transcriptional program, and influence the 

functional fate of the culture as a whole. 

 

 

Figure 4.4  MSCs display signs of in vitro aging upon extended propagation.  
Passage 2 MSCs (left panel) exhibit a small, plump, spindle-shaped morphology, but upon 
expansion to Passage 8 begin to flatten and spread over larger areas of the culture surface 
(right panel). 

 

We aimed to develop an understanding of how partial reprogramming can most 

effectively be induced in adult stem cells, how it alters the phenotype of adult stem cells, and 

how this approach may be used to preserve the potency, proliferative capacity, and 

regenerative utility of adult stem cells as they are cultured in vitro.  To accomplish this we 

developed and tested methods for reprogramming MSCs with the transcription factors 
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c-Myc, Klf4, Oct4, Nanog, and Sox2 (Figure 4.6).  Based on gene transfer technologies 

reported by other laboratories408, 409 and developed in our own laboratory, several strategies 

for partially reprogramming MSCs with the transcription factors c-Myc, Oct4, Klf-4, and 

Sox2 exist.   

 

 
 
Figure 4.5  Different types of stem cells exist at different intersection points on 
the self-renewal and potency spectra.  ESCs (A), which exhibit nearly limitless capacity 
for division, are almost the most plastic of stem cells and can readily differentiate into many 
more cell types than an MSC (B).  MSCs from aging individuals or that have been aged in 
vitro by extensive passaging exhibit less self-renewal capacity than freshly harvested MSCs, 
particularly from young individuals (C).  Aged MSCs also exhibit diminished potency; this is 
thought to be one reason for conversion of musculoskeletal tissue to fat with advancing age. 
 

 

By controlling the duration of expression of these genes with transiently transfected 

pcDNA vectors, we sought to prompt a phenotypic shift in transduced MSCs to a more stem-
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like state without inducing them to a pluripotent state.  An unevenly reprogrammed 

population of cells was an acceptable outcome, with small subpopulations potentially 

becoming either fully reprogrammed or partially reprogrammed to some degree, while the 

remainders retain their non-reprogrammed MSC phenotype.  The reprogramming process 

has been demonstrated to switch cells to an entirely different transcriptional program, and we 

hypothesize that through the partial reprogramming process, some MSC clones generated 

will become more resistant to senescence and able to retain their differentiation potential.  

These cells would then either out-compete the remaining MSCs as they are subjected to in 

vitro aging or secrete trophic factors that enhance the fate of the population.  This would 

create a more ideal cultured cell source for tissue engineering.   

 

 

Figure 4.6  Reprogramming transcription factors regulate fundamental cell 
processes and each other.  
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4.3 Materials and Methods 

4.3.1  Vector Cloning and Production 

We cloned the human genes Oct4, Sox2, c-Myc, Nanog, and Klf4 from commercially 

available cDNA libraries (Open Biosystems) individually into pcDNA plasmid expression 

vectors (Invitrogen) (Figure 4.7) and performed sequencing of each construct of interest to 

ensure the correct insert was placed in the correct orientation for each construct.  We then 

subcloned our genes of interest Gateway Entry clones (Invitrogen) for transfer to pLenti 

expression vectors (Invitrogen) (Figure 4.9). 

 

 

Figure 4.7  Plasmid vector pcDNA3.1.  We used the plasmid vector pcDNA3.1 to 
transiently transfect MSCs with individual reprogramming transcription factors.   
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Figure 4.8  A schematic of molecular cloning. Reprinted with permission from Kelvin Song. 
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Figure 4.9  Lentiviral cloning strategy.  We employed directional TOPO cloning to 
insert our genes of interest in Gateway Entry Clones, then transfered them to lentiviral 
Gateway Destination vectors. 
 
 

In addition to cloning our individual transcription factors into separate lentiviral vectors, 

we also obtained a lentiviral cassettes containing all four genes Oct4, Sox2, c-Myc, and Klf4 

from the Jaenisch lab (Addgene), one constitutively active (FUW-OSKM) and the other 

inducible with tetracycline (TETO-FUW-OSKM), once they became available.410  This 

enabled us to deliver a higher number of transcription factor copies to our cells with a smaller 

quantity of vector, which we employed for some control experiments.  Lentiviral particles 

were produced using ViraPower Lentiviral Expression System (Invitrogen 3rd generation 

Lenti vector) off-site by the UCLA Vector Core and the University of Pittsburgh Cancer 

Center Vector Core (Figure 4.10).  
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Figure 4.10  Production of virus particles by packaging cells for use to infect target 
cells.  Reprinted with permission from Peter Znamenskiy. 
 
 

4.3.2  MSC Culture  

MSCs from hip arthroplasty patients were harvested from bone marrow according to 

published protocols and cryopreserved for a minimum of one week with approval of the 

Institutional Review Boards of the University of Pittsburgh and the University of Washington 

as described in previous chapters.  A portion of the cryopreserved MSCs were plated on 

tissue culture plastic at a density of 6.0×103 cells/cm2 and passaged at 80% confluency for no 

less than eight total passages. MSCs with a passage number P8 or greater were considered 

aged MSCs.  The remaining portion of cryopreserved MSCs were thawed and passaged for 

no more than three total passages. MSCs with a passage number P3 or less were considered 

non-aged MSCs. Size and morphology of aged MSCs were documented at each passage 

number over the course of their expansion and compared to non-aged MSCs. 



 

 

131	
  
4.3.3  MSC Reprogramming 

MSCs were electroporated to induce transient overexpression of Oct4, Sox2, c-Myc, and 

Klf4 using pcDNA vectors using the Amaxa Nucleofector transfection system (Lonza) 

according to the manufacturer’s protocol.  Briefly, 5.0×105 cells were combined in 

Nucleofector solution with linearized purified plasmid DNA and electroporated using the 

high-efficiency U-23 program, at which point they were transferred to pre-warmed culture 

medium supplemented with FBS.  A control vector expressing GFP was used to quantify 

transfection efficiency. 

 

4.3.4  Immunophenotyping 

Non-aged, aged, and reprogrammed MSCs were stained according to the methods 

described in Nesti et al, 2008341  for surface markers associated with MSCs and ESCs to 

generate an immunophenotype for each population. A panel of standard positive and 

negative MSC markers was interrogated, including CD34 (clone 563), CD44 (clone 515), 

CD45 (clone TU116), CD73 (clone AD2), CD90 (clone 5E10), CD146 (clone P1H12) (BD 

Biosciences), and Stro-1 (clone STRO-1) (BioLegend), as well as the stem cell markers 

SSEA-3 (clone MC631) and SSEA-4 (MC813-70) (BD Biosciences).  Marker expression was 

measured using a FACSAria cytometer and FACSDiva software (Becton Dickinson).   

 

4.3.5  Differentiation Assays 

Non-aged, aged, and reprogrammed MSCs were induced to undergo (1) osteogenic 

differentiation and (2) chondrogenic differentiation according to the methods described in 

Chapter 2.  Briefly, Osteogenesis was induced in monolayer MSC cultures plated at a density 
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of 1.0×104 cells/cm2 in 6-well and 24-well plates with osteogenic medium consisting of 

DMEM supplemented with 10% FBS, 50 μg/ml L-ascorbate-2-phosphate, 0.1 μM 

dexamethasone, 10 mM β-glycerophosphate, and 10 nM 1α,25-(OH)2 vitamin D3 (Sigma).  

On day 21 osteogenic cultures were rinsed with PBS, fixed in 60% isopropanol, and stained 

in a 1% Alizarin Red solution (Rowley) to detect matrix mineralization.  To induce 

chondrogenesis MSCs were grown as high-density pellets (2.5×105 cells) in serum-free 

DMEM supplemented with ITS Premix (BD Biosciences), 50 μg/ml asorbic acid (Sigma), 40 

μg/ml L-proline (Sigma), 100 μg/ml sodium pyruvate (Gibco/Invitrogen), 0.1 μM 

dexamethasone (Sigma), and 10 ng/ml recombinant human transforming growth factor 

(TGF)-β3 (R&D Systems) and harvested after 28 days of culture. 

 

4.3.6  Senescence-Associated β-Galactosidase Staining 

 Senescence was detected in MSC cultures as described in Chapter 3.  Briefly, SA-β-gal 

staining was performed using a commercially available kit (Cell Signaling Technologies) 

according to the manufacturer’s protocol.  Early passage, late passage, and reprogrammed 

late passage cells were fixed with 2% PFA and stained overnight.  Cultures were then 

counterstained with eosin and imaged the same day. 

  

4.4 Results 

4.4.1  Vector Cloning and Transfection of MSCs 

We successfully cloned the genes into the plasmid and lentiviral vectors described and 

confirmed proper orientation of each construct through sequencing (Figure 4.11).  We tested 

these vectors in human MSCs and adult dermal fibroblasts and confirmed expression of the 

	
  



 

 

133	
  
four transferred genes; expression of these genes was undetectable in cells transfected with 

a control vector or untreated (UT) cells; plasmid DNA was added to the final lane as a 

positive control for each construct (Figure 4.12).   

 

 
Figure 4.11  Example of construct sequencing to ensure correct orientation of the 
correct insert in each pcDNA clone.  This sequencing report is for reverse sequencing from 
the BGH polyadenylation sequence engineered into the pcDNA3.1 construct (Invitrogen). 
 

Chromas 1.45 File: OCT4WI~4.AB1 Sequence Name: (none) Run ended: (unknown) Page 1 of 2

C G G GG T T T AA
10
AC T C AA T G G T

20
G A T G G T G A T G

30
A T G A C C G G T A

40
C G C G T A G A A T

50
C G A G AC C G A G

60
G A G A G G G T T A

70
G G G AT A G G C T

80
T AC C T T C G A A

90
C C G C G G G C C C

100
T

C
00
T C T A G A C T C G

110
A G C G G C C G C C

120
A C T G T G C T G G

130
AT A T C T G C A G

140
A A T T G T C T T G

150
A C C C T T G A A T

160
GC A T G G G A G A

170
G C C C A G A G T G

180
G T G A C G G A G A

190
C A G G G G G A A A

200
G G C T T

T T C C C C C
210

T CA G G G A A A G
220

G G A C C G A G G A
230

G T AC A G T G C A
240

G T G A A G T G A G
250

G G C T C C CA T A
260

G C C T G G G G T A
270

C CA A A A T G G G
280

G C C C T G G G G C
290

CA G A G G A A A G
300

G A CA C T G G T C
310

C C C

C C C T G A G A A
320

A G GA G A C C CA
330

G CA G C C T CAA
340

A A T C C T C T C G
350

T T GT GCA TA G
360

T C GC T G C T T G
370

A T C GC T T GC C
380

C T T C T G GC GC
390

C G G T TACA G A
400

A C CA CA C T C G
410

G A C CA CA T C C
420

T T C T

T C T C GA G C C
430

CAA G C T GC T G
440

G G C G AT GT G G
450

C T GA T CT GC T
460

G CA G T GT G G G
470

T T T C G G G CA C
480

T G C A G G A A CA
490

A A T T C T C CA G
500

G T T GC C T C T C
510

A C T C G G T T C T
520

C GA TA C T G GT
530

T C GC T

C T T T C T C
540

T T T C G G GC C T
550

G CA C G A G G GT
560

T T C T GC T T T G
570

CA T A T C T C C T
580

G AA G AT T T T C
590

A T T GT T G T CA
600

G C T T C C T C CA
610

C C C AC T T C T G
620

C A G CA A G G G C
630

C GC A G C T T AC
640

AC A T G T

G T T C T T
650

G AA G C T AA G C
660

T GC A G A G C C T
670

CAAA G C G G C A
680

G A T G G T C GT T
690

T G GC T GAA T A
700

CC T T CCCA A A
710

T A GA A CC C CC
720

A G G G T G A G CC
730

CC AC A T C G G C
740

C T G T G TA TA T
750

CCC AG G G T G
7
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We confirmed expression of the target genes visually (Figure 4.13) and by flow 

cytometry (Figure 4.14) using an Oct4 promoter-reporter construct driving GFP expression 

(System Biosciences) which we introduced via lentiviral transduction.  

 
Figure 4.12  Products from RT-PCR were run on a gel to confirm expression and 
appropriate band size following transfection.  Abbreviations: exp = MSCs transfected with 
pcDNA constructs containing genes of interest, cont = MSCs transfected with a control GFP 
vector, UT = untreated, plasmid = positive control purified plasmid. 
 
 

 
 

Figure 4.13  Expression of transfected factors was confirmed with an Oct4 
promoter-reporter driving GFP by imaging.  Transfected MSCs (left); after 
dedifferentiation to iPS cells (right).  
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Figure 4.14  Expression of transfected factors was confirmed with an Oct4 
promoter-reporter driving GFP by flow cytometry.  Control cells transfected with an 
empty plasmid express no detectable GFP after transduction with the promoter-reporter 
(left), while MSCs transfected with reprogramming factors including Oct4 exhibit bright 
GFP expression (right). 
 
 

4.4.2  Non-viral Reprogramming of Late Passage MSCs Induces Partial Restoration of Immunophenotype 

Since our greatest interest is in the area of preserving stem cell-specific functions during ex 

vivo expansion, which induces a type of cellular aging, we applied this partial reprogramming 

approach utilizing transient over-expression of reprogramming factors to late passage MSCs 

to determine whether their function could be improved.  We then compared their functional 

capacity to early passage MSCs and to late passage MSCs that were not reprogrammed, 

specifically their immunophenotpye, differentiation potential, and resistance to senescence.   

We found that partial reprogramming of late passage MSC cultures restored expression of 

CD90, CD146, and Stro-1 (Figure 4.16) – which was lost in late passage control cultures – to 

levels comparable to early passage MSC cultures.  We did not observe any expression of ESC 

markers SSEA-3 and SSEA-4, which are present on the surface of human iPS cells, in late 

passage MSCs, although we did see expression of SSEA-4 on early passage MSCs (Figure 

4.17). 
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Figure 4.15  Expression of positive and negative MSC surface markers.  Single 
color flow cytometry comparing phenotypic markers on early passage cells (left panel), late 
passage cells (middle panel), and reprogrammed late passage cells (right panel).  Top row 
= CD34, middle row = CD44, bottom row = CD45. 
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Figure 4.16  Expression of positive MSC surface markers.  Single color flow 
cytometry comparing phenotypic markers on early passage cells (left panel), late passage 
cells (middle panel), and reprogrammed late passage cells (right panel).  Top row = 
CD73, second row = CD90, third row = CD146, bottom row = Stro-1 (on y axis). 
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Figure 4.17  Expression of ESC surface markers.  Single color flow cytometry 
comparing phenotypic markers on early passage cells (left panel), late passage cells (middle 
panel), and reprogrammed late passage cells (right panel).  Top row = SSEA-3, bottom 
row = SSEA-4.   
 

 

4.4.3  Non-viral Reprogramming of Late Passage MSCs Enhances Osteogenic and Chondrogenic 

Differentiation 

 We compared the extent of differentiation of reprogrammed late passage MSCs to the 

parent early passage MSCs and non-reprogrammed late passage MSCs (Figure 4.18).  In 

osteogenic cultures alizarin red staining reflecting matrix mineralization was decreased in 

response to extensive passaging, reflecting loss of osteogenic differentiation potential.  

However, in late passage MSCs that were reprogrammed, we observed restoration of matrix 

mineralization to levels approaching early passage cells.  Similarly under conditions inducing 

chondrogenesis, early passage cells formed large, well-integrated cartilage pellets, while late 
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passage MSCs exhibited almost no pelleting and had to be removed from the well with a 

pipette as a loose collection of cells.  Late passage cells that underwent reprogramming did 

form pellets, reflecting partial restoration of chondrogenic differentiation potential.  The 

pellets were more loosely held together than for early passage MSC cultures, but they could 

be removed from the culture medium as one unit without disaggregating and without the use 

of suction and displayed a clear border and three-dimensionality. 

 

 

Figure 4.18  Phenotypic differences between early passage, late passage, and 
late passage reprogrammed MSCs upon differentiation. Alizarin red stains show 
matrix mineralization in osteogenic culture.  Chondrogenic pellets show ability to make a 
cartilaginous extracellular matrix under each condition.  
 

 

4.4.4  Non-viral Reprogramming of Reduces Senescence in Late Passage MSCs 

Resistance to senescence improved in reprogrammed late passage MSC cultures 

compared to control late passage cultures, with significantly fewer cells staining positively for 

SA-β-gal and less disruption of normal cell morphology (Figure 4.19).  
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Figure 4.19  High levels of cell senescence are reduced with transcriptional 
reprogramming of late passage MSCs.  SA-β-gal staining of P8 MSC cultures shows a 
high degree of senescence at 10X (A) and 4X (C).  A smaller fraction of positively staining 
senescent cells is observed after transcriptional reprogramming of P8 MSCs at 10X (B) and 
4X (D). 
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4.5 Discussion 

The goal of this work was to exploit reprogramming techniques to render cultured adult 

stem cells resistant to the phenotypic changes that accompany replicative senescence, such as 

arrested proliferation and decreased differentiation potential, creating an ideal cell type for 

use in stem cell-based tissue engineering and paving the way for studies of partial 

reprogramming in cells directly harvested from aged donors.  We first developed non-viral 

reprogramming techniques to induce a more youthful phenotype in human MSCs.  We did 

this as a proof-of-concept study to demonstrate the feasibility of applying reprogramming 

technology to enhance translational regenerative medicine approaches, in our case for 

cartilage tissue engineering.   

We found in these preliminary studies that we were able to restore significant osteogenic 

and chondrogenic differentiation potential to near-senescent MSCs using non-viral 

transcriptional reprogramming.  This study has far-reaching implications for regenerative 

medicine. The art of reprogramming by over-expressing transcription factors has just been 

developed in the last decade, and little work has been done in the area of transient, partial 

reprogramming.  Thus, our development of techniques for partial reprogramming and our 

approach to enhancing the properties of the adult stem cells that have been considered a 

primary candidate cell type for tissue engineering by partially reprogramming them is highly 

unique.  Further refinement may yield a cell type with superior qualities for tissue 

engineering. 

As part of this work, we compared several protocols for reprogramming efficiencies on 

MSCs, including electroporation, lipid-based transfection reagents, and viral vectors.  The 

highest efficiencies were observed with electroporation of naked plasmid DNA using the 
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Amaxa Nucleofection system and with lentiviral vectors.  Dosing studies of plasmid and 

virus particle concentration indicated that lentiviral gene transfer was more efficient for 

generating iPS and partially reprogrammed MSC colonies than any other technique tested, 

and that higher viral particle concentration yielded greater numbers of colonies with minimal 

cell death.  We developed our own lentivirus-based vector system to enhance the efficiency of 

MSC reprogramming, but other groups have since generated even more efficient approaches, 

such as the broadly used all-in-one reprogramming cassette created in the Jaenisch lab.  This 

affords us a system in the future in which we can study mechanisms underlying 

reprogramming and subsequent alterations in cell fate, particulary as we differentiate 

reprogrammed MSCs, in a higher throughput approach. 

 

  



 

 

143	
  
References Cited 

1. Vijg J, Campisi J. Puzzles, promises and a cure for ageing. Nature. 2008;454:1065-
1071. 

2. Maiese K, Chong ZZ, Hou J, et al. The "O" class: crafting clinical care with FoxO 
transcription factors. Adv Exp Med Biol. 2009;665:242-260. 

3. Jeck WR, Siebold AP, Sharpless NE. Review: a meta-analysis of GWAS and age-
associated diseases. Aging Cell. 2012;11:727-731. 

4. Newgard CB, Sharpless NE. Coming of age: molecular drivers of aging and 
therapeutic opportunities. J Clin Invest. 2013;123:946-950. 

5. Shanti RM, Li WJ, Nesti LJ, et al. Adult mesenchymal stem cells: biological 
properties, characteristics, and applications in maxillofacial surgery. J Oral 
Maxillofac Surg. 2007;65:1640-1647. 

6. Chen FH, Tuan RS. Mesenchymal stem cells in arthritic diseases. Arthritis Res Ther. 
2008;10:223. 

7. Janjanin S, Djouad F, Shanti RM, et al. Human palatine tonsil: a new potential tissue 
source of multipotent mesenchymal progenitor cells. Arthritis Res Ther. 
2008;10:R83. 

8. Noth U, Steinert AF, Tuan RS. Technology insight: adult mesenchymal stem cells for 
osteoarthritis therapy. Nat Clin Pract Rheumatol. 2008;4:371-380. 

9. Tuan RS. Stemming cartilage degeneration: adult mesenchymal stem cells as a cell 
source for articular cartilage tissue engineering. Arthritis Rheum. 2006;54:3075-3078. 

10. Noth U, Osyczka AM, Tuli R, et al. Multilineage mesenchymal differentiation 
potential of human trabecular bone-derived cells. J Orthop Res. 2002;20:1060-1069. 

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

12. Tuan RS, Boland G, Tuli R. Adult mesenchymal stem cells and cell-based tissue 
engineering. Arthritis Res Ther. 2003;5:32-45. 

13. Caterson EJ, Nesti LJ, Danielson KG, et al. Human marrow-derived mesenchymal 
progenitor cells: isolation, culture expansion, and analysis of differentiation. Mol 
Biotechnol. 2002;20:245-256. 

14. Caterson EJ, Nesti LJ, Albert T, et al. Application of mesenchymal stem cells in the 
regeneration of musculoskeletal tissues. MedGenMed. 2001:E1. 



 

 

144	
  
15. Baksh D, Song L, Tuan RS. Adult mesenchymal stem cells: characterization, 

differentiation, and application in cell and gene therapy. J Cell Mol Med. 2004;8:301-
316. 

16. Jackson WM, Aragon AB, Djouad F, et al. Mesenchymal progenitor cells derived 
from traumatized human muscle. J Tissue Eng Regen Med. 2009;3:129-138. 

17. Steigman SA, Ahmed A, Shanti RM, et al. Sternal repair with bone grafts engineered 
from amniotic mesenchymal stem cells. J Pediatr Surg. 2009;44:1120-1126; 
discussion 1126. 

18. Charbord P. Bone marrow mesenchymal stem cells: historical overview and concepts. 
Human gene therapy. 2010;21:1045-1056. 

19. Chen E, Finkel T. Preview. The Tortoise, the hare, and the FoxO. Cell Stem Cell. 
2009;5:451-452. 

20. Paik JH, Ding Z, Narurkar R, et al. FoxOs cooperatively regulate diverse pathways 
governing neural stem cell homeostasis. Cell Stem Cell. 2009;5:540-553. 

21. Wagner W, Bork S, Horn P, et al. Aging and replicative senescence have related 
effects on human stem and progenitor cells. PLoS One. 2009;4:e5846. 

22. Mansilla E, Diaz Aquino V, Zambon D, et al. Could metabolic syndrome, 
lipodystrophy, and aging be mesenchymal stem cell exhaustion syndromes? Stem 
cells international. 2011;2011:943216. 

23. Kahn A, Gibbons R, Perkins S, et al. Age-related bone loss. A hypothesis and initial 
assessment in mice. Clin Orthop Relat Res. 1995:69-75. 

24. Lichtman MA, Rowe JM. The relationship of patient age to the pathobiology of the 
clonal myeloid diseases. Seminars in oncology. 2004;31:185-197. 

25. Zhou T, Hasty P, Walter CA, et al. Myelodysplastic syndrome: An inability to 
appropriately respond to damaged DNA? Exp Hematol. 2013. 

26. Kasper G, Mao L, Geissler S, et al. Insights into mesenchymal stem cell aging: 
involvement of antioxidant defense and actin cytoskeleton. Stem Cells. 
2009;27:1288-1297. 

27. De Barros S, Dehez S, Arnaud E, et al. Aging-related decrease of human ASC 
angiogenic potential is reversed by hypoxia preconditioning through ROS production. 
Molecular therapy : the journal of the American Society of Gene Therapy. 
2013;21:399-408. 

28. Sethe S, Scutt A, Stolzing A. Aging of mesenchymal stem cells. Ageing research 
reviews. 2006;5:91-116. 



 

 

145	
  
29. Stolzing A, Jones E, McGonagle D, et al. Age-related changes in human bone 

marrow-derived mesenchymal stem cells: consequences for cell therapies. 
Mechanisms of ageing and development. 2008;129:163-173. 

30. Jiang SS, Chen CH, Tseng KY, et al. Gene expression profiling suggests a 
pathological role of human bone marrow-derived mesenchymal stem cells in aging-
related skeletal diseases. Aging (Albany NY). 2011;3:672-684. 

31. Benisch P, Schilling T, Klein-Hitpass L, et al. The transcriptional profile of 
mesenchymal stem cell populations in primary osteoporosis is distinct and shows 
overexpression of osteogenic inhibitors. PLoS One. 2012;7:e45142. 

32. Swindell WR, Johnston A, Sun L, et al. Meta-profiles of gene expression during 
aging: limited similarities between mouse and human and an unexpectedly decreased 
inflammatory signature. PLoS One. 2012;7:e33204. 

33. Noda S, Ichikawa H, Miyoshi H. Hematopoietic stem cell aging is associated with 
functional decline and delayed cell cycle progression. Biochem Biophys Res 
Commun. 2009;383:210-215. 

34. Macas J, Nern C, Plate KH, et al. Increased generation of neuronal progenitors after 
ischemic injury in the aged adult human forebrain. J Neurosci. 2006;26:13114-13119. 

35. Mieno S, Boodhwani M, Clements RT, et al. Aging is associated with an impaired 
coronary microvascular response to vascular endothelial growth factor in patients. J 
Thorac Cardiovasc Surg. 2006;132:1348-1355. 

36. Tripathi AK, Tripathi P, Kumar A, et al. S-phase fraction as a useful marker for 
prognosis and therapeutic response in patients with aplastic anemia. 
Hematology/oncology and stem cell therapy. 2008;1:216-220. 

37. Harris LJ, Zhang P, Abdollahi H, et al. Availability of adipose-derived stem cells in 
patients undergoing vascular surgical procedures. J Surg Res. 2010;163:e105-112. 

38. DiMuzio P, Tulenko T. Tissue engineering applications to vascular bypass graft 
development: the use of adipose-derived stem cells. Journal of vascular surgery. 
2007;45 Suppl A:A99-103. 

39. Scheubel RJ, Kahrstedt S, Weber H, et al. Depression of progenitor cell function by 
advanced glycation endproducts (AGEs): potential relevance for impaired 
angiogenesis in advanced age and diabetes. Exp Gerontol. 2006;41:540-548. 

40. Yamagishi S, Nakamura K, Inoue H. Possible participation of advanced glycation end 
products in the pathogenesis of osteoporosis in diabetic patients. Medical hypotheses. 
2005;65:1013-1015. 



 

 

146	
  
41. Zhang P, Moudgill N, Hager E, et al. Endothelial differentiation of adipose-

derived stem cells from elderly patients with cardiovascular disease. Stem Cells Dev. 
2011;20:977-988. 

42. Fan M, Chen W, Liu W, et al. The effect of age on the efficacy of human 
mesenchymal stem cell transplantation after a myocardial infarction. Rejuvenation 
Res. 2010;13:429-438. 

43. Hermann A, List C, Habisch HJ, et al. Age-dependent neuroectodermal 
differentiation capacity of human mesenchymal stromal cells: limitations for 
autologous cell replacement strategies. Cytotherapy. 2010;12:17-30. 

44. Dexheimer V, Mueller S, Braatz F, et al. Reduced reactivation from dormancy but 
maintained lineage choice of human mesenchymal stem cells with donor age. PLoS 
One. 2011;6:e22980. 

45. Lepperdinger G. Inflammation and mesenchymal stem cell aging. Current opinion in 
immunology. 2011;23:518-524. 

46. Walenda T, Bork S, Horn P, et al. Co-culture with mesenchymal stromal cells 
increases proliferation and maintenance of haematopoietic progenitor cells. J Cell 
Mol Med. 2010;14:337-350. 

47. Wagner W, Horn P, Bork S, et al. Aging of hematopoietic stem cells is regulated by 
the stem cell niche. Exp Gerontol. 2008;43:974-980. 

48. de Gonzalo-Calvo D, Neitzert K, Fernandez M, et al. Differential inflammatory 
responses in aging and disease: TNF-alpha and IL-6 as possible biomarkers. Free 
radical biology & medicine. 2010;49:733-737. 

49. Osorio FG, Barcena C, Soria-Valles C, et al. Nuclear lamina defects cause ATM-
dependent NF-kappaB activation and link accelerated aging to a systemic 
inflammatory response. Genes Dev. 2012;26:2311-2324. 

50. Halaschek-Wiener J, Amirabbasi-Beik M, Monfared N, et al. Genetic variation in 
healthy oldest-old. PLoS One. 2009;4:e6641. 

51. Murabito JM, Yuan R, Lunetta KL. The search for longevity and healthy aging genes: 
insights from epidemiological studies and samples of long-lived individuals. The 
journals of gerontology. Series A, Biological sciences and medical sciences. 
2012;67:470-479. 

52. Deelen J, Beekman M, Uh HW, et al. Genome-wide association study identifies a 
single major locus contributing to survival into old age; the APOE locus revisited. 
Aging Cell. 2011;10:686-698. 



 

 

147	
  
53. Pawlikowska L, Hu D, Huntsman S, et al. Association of common genetic 

variation in the insulin/IGF1 signaling pathway with human longevity. Aging Cell. 
2009;8:460-472. 

54. Prokocimer M, Barkan R, Gruenbaum Y. Hutchinson-Gilford progeria syndrome 
through the lens of transcription. Aging Cell. 2013;12:533-543. 

55. Tang Y, Chen Y, Jiang H, et al. Promotion of tumor development in prostate cancer 
by progerin. Cancer cell international. 2010;10:47. 

56. Ding SL, Shen CY. Model of human aging: recent findings on Werner's and 
Hutchinson-Gilford progeria syndromes. Clinical interventions in aging. 2008;3:431-
444. 

57. Kudlow BA, Stanfel MN, Burtner CR, et al. Suppression of proliferative defects 
associated with processing-defective lamin A mutants by hTERT or inactivation of 
p53. Molecular biology of the cell. 2008;19:5238-5248. 

58. Benson EK, Lee SW, Aaronson SA. Role of progerin-induced telomere dysfunction 
in HGPS premature cellular senescence. J Cell Sci. 2010;123:2605-2612. 

59. Cao K, Blair CD, Faddah DA, et al. Progerin and telomere dysfunction collaborate to 
trigger cellular senescence in normal human fibroblasts. J Clin Invest. 
2011;121:2833-2844. 

60. Nissan X, Blondel S, Peschanski M. In vitro pathological modelling using patient-
specific induced pluripotent stem cells: the case of progeria. Biochem Soc Trans. 
2011;39:1775-1779. 

61. Liu GH, Barkho BZ, Ruiz S, et al. Recapitulation of premature ageing with iPSCs 
from Hutchinson-Gilford progeria syndrome. Nature. 2011;472:221-225. 

62. Zhang J, Lian Q, Zhu G, et al. A human iPSC model of Hutchinson Gilford Progeria 
reveals vascular smooth muscle and mesenchymal stem cell defects. Cell Stem Cell. 
2011;8:31-45. 

63. Osorio FG, Navarro CL, Cadinanos J, et al. Splicing-directed therapy in a new mouse 
model of human accelerated aging. Science translational medicine. 2011;3:106ra107. 

64. Leung GK, Schmidt WK, Bergo MO, et al. Biochemical studies of Zmpste24-
deficient mice. J Biol Chem. 2001;276:29051-29058. 

65. Mounkes LC, Kozlov S, Hernandez L, et al. A progeroid syndrome in mice is caused 
by defects in A-type lamins. Nature. 2003;423:298-301. 



 

 

148	
  
66. Sagelius H, Rosengardten Y, Schmidt E, et al. Reversible phenotype in a mouse 

model of Hutchinson-Gilford progeria syndrome. Journal of medical genetics. 
2008;45:794-801. 

67. Pendas AM, Zhou Z, Cadinanos J, et al. Defective prelamin A processing and 
muscular and adipocyte alterations in Zmpste24 metalloproteinase-deficient mice. 
Nature genetics. 2002;31:94-99. 

68. Best BP. Nuclear DNA damage as a direct cause of aging. Rejuvenation Res. 
2009;12:199-208. 

69. Pekovic V, Hutchison CJ. Adult stem cell maintenance and tissue regeneration in the 
ageing context: the role for A-type lamins as intrinsic modulators of ageing in adult 
stem cells and their niches. J Anat. 2008;213:5-25. 

70. McClintock D, Ratner D, Lokuge M, et al. The mutant form of lamin A that causes 
Hutchinson-Gilford progeria is a biomarker of cellular aging in human skin. PLoS 
One. 2007;2:e1269. 

71. Wenzel V, Roedl D, Gabriel D, et al. Naive adult stem cells from patients with 
Hutchinson-Gilford progeria syndrome express low levels of progerin in vivo. 
Biology open. 2012;1:516-526. 

72. Pekovic V, Gibbs-Seymour I, Markiewicz E, et al. Conserved cysteine residues in the 
mammalian lamin A tail are essential for cellular responses to ROS generation. Aging 
Cell. 2011;10:1067-1079. 

73. Halaschek-Wiener J, Brooks-Wilson A. Progeria of stem cells: stem cell exhaustion 
in Hutchinson-Gilford progeria syndrome. The journals of gerontology. Series A, 
Biological sciences and medical sciences. 2007;62:3-8. 

74. Scaffidi P, Gordon L, Misteli T. The cell nucleus and aging: tantalizing clues and 
hopeful promises. PLoS Biol. 2005;3:e395. 

75. Campisi J. From cells to organisms: can we learn about aging from cells in culture? 
Exp Gerontol. 2001;36:607-618. 

76. Trudeau MA, Wong JM. Genetic Variations in Telomere Maintenance, with 
Implications on Tissue Renewal Capacity and Chronic Disease Pathologies. Current 
pharmacogenomics and personalized medicine. 2010;8:7-24. 

77. Armanios M. Telomeres and age-related disease: how telomere biology informs 
clinical paradigms. J Clin Invest. 2013;123:996-1002. 

78. Baker DJ, Wijshake T, Tchkonia T, et al. Clearance of p16Ink4a-positive senescent 
cells delays ageing-associated disorders. Nature. 2011;479:232-236. 



 

 

149	
  
79. Bonab MM, Alimoghaddam K, Talebian F, et al. Aging of mesenchymal stem cell 

in vitro. BMC Cell Biol. 2006;7:14. 

80. Li Z, Liu C, Xie Z, et al. Epigenetic dysregulation in mesenchymal stem cell aging 
and spontaneous differentiation. PLoS One. 2011;6:e20526. 

81. Miettinen JA, Salonen RJ, Ylitalo K, et al. The effect of bone marrow 
microenvironment on the functional properties of the therapeutic bone marrow-
derived cells in patients with acute myocardial infarction. Journal of translational 
medicine. 2012;10:66. 

82. Haines DD, Juhasz B, Tosaki A. Management of multicellular senescence and 
oxidative stress. J Cell Mol Med. 2013. 

83. Rafalski VA, Brunet A. Energy metabolism in adult neural stem cell fate. Progress in 
neurobiology. 2011;93:182-203. 

84. Oellerich MF, Potente M. FOXOs and sirtuins in vascular growth, maintenance, and 
aging. Circ Res. 2012;110:1238-1251. 

85. Rafalski VA, Mancini E, Brunet A. Energy metabolism and energy-sensing pathways 
in mammalian embryonic and adult stem cell fate. J Cell Sci. 2012;125:5597-5608. 

86. Vellai T. Autophagy genes and ageing. Cell Death Differ. 2009;16:94-102. 

87. Harries LW, Fellows AD, Pilling LC, et al. Advancing age is associated with gene 
expression changes resembling mTOR inhibition: evidence from two human 
populations. Mechanisms of ageing and development. 2012;133:556-562. 

88. Pan H, Cai N, Li M, et al. Autophagic control of cell 'stemness'. EMBO molecular 
medicine. 2013;5:327-331. 

89. Kroemer G, Marino G, Levine B. Autophagy and the integrated stress response. Mol 
Cell. 2010;40:280-293. 

90. Hall JA, Dominy JE, Lee Y, et al. The sirtuin family's role in aging and age-
associated pathologies. J Clin Invest. 2013;123:973-979. 

91. Saunders LR, Sharma AD, Tawney J, et al. miRNAs regulate SIRT1 expression 
during mouse embryonic stem cell differentiation and in adult mouse tissues. Aging 
(Albany NY). 2010;2:415-431. 

92. Matsui K, Ezoe S, Oritani K, et al. NAD-dependent histone deacetylase, SIRT1, plays 
essential roles in the maintenance of hematopoietic stem cells. Biochem Biophys Res 
Commun. 2012;418:811-817. 



 

 

150	
  
93. Tseng PC, Hou SM, Chen RJ, et al. Resveratrol promotes osteogenesis of human 

mesenchymal stem cells by upregulating RUNX2 gene expression via the 
SIRT1/FOXO3A axis. Journal of bone and mineral research : the official journal of 
the American Society for Bone and Mineral Research. 2011;26:2552-2563. 

94. Sun C, Zhang F, Ge X, et al. SIRT1 improves insulin sensitivity under insulin-
resistant conditions by repressing PTP1B. Cell metabolism. 2007;6:307-319. 

95. Greer EL, Brunet A. FOXO transcription factors at the interface between longevity 
and tumor suppression. Oncogene. 2005;24:7410-7425. 

96. Ito K, Bernardi R, Pandolfi PP. A novel signaling network as a critical rheostat for the 
biology and maintenance of the normal stem cell and the cancer-initiating cell. Curr 
Opin Genet Dev. 2009;19:51-59. 

97. Coffer PJ, Burgering BM. Stressed marrow: FoxOs stem tumour growth. Nat Cell 
Biol. 2007;9:251-253. 

98. Oliveras-Ferraros C, Vazquez-Martin A, Menendez JA. Pharmacological mimicking 
of caloric restriction elicits epigenetic reprogramming of differentiated cells to stem-
like self-renewal states. Rejuvenation Res. 2010;13:519-526. 

99. Lu Y. Physical interation of parathyroid hormone-related protein with the epigenetic 
regulator Bmi1. Department of Biochemistry. Vol MS. Montreal, Quebec, Canada: 
McGill University; 2011. 

100. Zhang HW, Ding J, Jin JL, et al. Defects in mesenchymal stem cell self-renewal and 
cell fate determination lead to an osteopenic phenotype in Bmi-1 null mice. Journal of 
bone and mineral research : the official journal of the American Society for Bone and 
Mineral Research. 2010;25:640-652. 

101. Han JD. An aging program at the systems level? Birth Defects Res C Embryo Today. 
2012;96:206-211. 

102. Pardal R, Molofsky AV, He S, et al. Stem cell self-renewal and cancer cell 
proliferation are regulated by common networks that balance the activation of proto-
oncogenes and tumor suppressors. Cold Spring Harbor symposia on quantitative 
biology. 2005;70:177-185. 

103. Oh YS, Kim DG, Kim G, et al. Downregulation of lamin A by tumor suppressor 
AIMP3/p18 leads to a progeroid phenotype in mice. Aging Cell. 2010;9:810-822. 

104. Lepperdinger G, Brunauer R, Gassner R, et al. Changes of the Functional Capacity of 
Mesenchymal Stem Cells due to Aging or Age-Associated Disease - Implications for 
Clinical Applications and Donor Recruitment. Transfusion medicine and 
hemotherapy : offizielles Organ der Deutschen Gesellschaft fur Transfusionsmedizin 
und Immunhamatologie. 2008;35:299-305. 



 

 

151	
  
105. Magee JA, Ikenoue T, Nakada D, et al. Temporal changes in PTEN and mTORC2 

regulation of hematopoietic stem cell self-renewal and leukemia suppression. Cell 
Stem Cell. 2012;11:415-428. 

106. Marino G, Ugalde AP, Fernandez AF, et al. Insulin-like growth factor 1 treatment 
extends longevity in a mouse model of human premature aging by restoring 
somatotroph axis function. Proc Natl Acad Sci U S A. 2010;107:16268-16273. 

107. Niedernhofer LJ, Garinis GA, Raams A, et al. A new progeroid syndrome reveals that 
genotoxic stress suppresses the somatotroph axis. Nature. 2006;444:1038-1043. 

108. Garinis GA, Uittenboogaard LM, Stachelscheid H, et al. Persistent transcription-
blocking DNA lesions trigger somatic growth attenuation associated with longevity. 
Nat Cell Biol. 2009;11:604-615. 

109. Cohen DH, LeRoith D. Obesity, type 2 diabetes, and cancer: the insulin and IGF 
connection. Endocrine-related cancer. 2012;19:F27-45. 

110. Ben Sahra I, Laurent K, Loubat A, et al. The antidiabetic drug metformin exerts an 
antitumoral effect in vitro and in vivo through a decrease of cyclin D1 level. 
Oncogene. 2008;27:3576-3586. 

111. Martin-Castillo B, Vazquez-Martin A, Oliveras-Ferraros C, et al. Metformin and 
cancer: doses, mechanisms and the dandelion and hormetic phenomena. Cell Cycle. 
2010;9:1057-1064. 

112. Gallagher EJ, LeRoith D. Diabetes, cancer, and metformin: connections of 
metabolism and cell proliferation. Ann N Y Acad Sci. 2011;1243:54-68. 

113. Guertin DA, Sabatini DM. Defining the role of mTOR in cancer. Cancer cell. 
2007;12:9-22. 

114. Hirsch HA, Iliopoulos D, Tsichlis PN, et al. Metformin selectively targets cancer 
stem cells, and acts together with chemotherapy to block tumor growth and prolong 
remission. Cancer research. 2009;69:7507-7511. 

115. Herst PM, Berridge MV. Cell hierarchy, metabolic flexibility and systems approaches 
to cancer treatment. Current pharmaceutical biotechnology. 2013;14:289-299. 

116. Cufi S, Vazquez-Martin A, Oliveras-Ferraros C, et al. Metformin against TGFbeta-
induced epithelial-to-mesenchymal transition (EMT): from cancer stem cells to 
aging-associated fibrosis. Cell Cycle. 2010;9:4461-4468. 

117. Vazquez-Martin A, Vellon L, Quiros PM, et al. Activation of AMP-activated protein 
kinase (AMPK) provides a metabolic barrier to reprogramming somatic cells into 
stem cells. Cell Cycle. 2012;11:974-989. 



 

 

152	
  
118. Menendez JA, Vazquez-Martin A. Rejuvenating regeneration: metformin 

activates endogenous adult stem cells. Cell Cycle. 2012;11:3521-3522. 

119. Yilmaz OH, Valdez R, Theisen BK, et al. Pten dependence distinguishes 
haematopoietic stem cells from leukaemia-initiating cells. Nature. 2006;441:475-482. 

120. Lee JY, Nakada D, Yilmaz OH, et al. mTOR activation induces tumor suppressors 
that inhibit leukemogenesis and deplete hematopoietic stem cells after Pten deletion. 
Cell Stem Cell. 2010;7:593-605. 

121. Robida-Stubbs S, Glover-Cutter K, Lamming DW, et al. TOR signaling and 
rapamycin influence longevity by regulating SKN-1/Nrf and DAF-16/FoxO. Cell 
metabolism. 2012;15:713-724. 

122. Yilmaz OH, Morrison SJ. The PI-3kinase pathway in hematopoietic stem cells and 
leukemia-initiating cells: a mechanistic difference between normal and cancer stem 
cells. Blood Cells Mol Dis. 2008;41:73-76. 

123. Cheng T, Rodrigues N, Shen H, et al. Hematopoietic stem cell quiescence maintained 
by p21cip1/waf1. Science. 2000;287:1804-1808. 

124. Vazquez-Martin A, Cufi S, Lopez-Bonet E, et al. Metformin limits the 
tumourigenicity of iPS cells without affecting their pluripotency. Scientific reports. 
2012;2:964. 

125. Gao Y, Xue J, Li X, et al. Metformin regulates osteoblast and adipocyte 
differentiation of rat mesenchymal stem cells. The Journal of pharmacy and 
pharmacology. 2008;60:1695-1700. 

126. Viccica G, Francucci CM, Marcocci C. The role of PPARgamma for the osteoblastic 
differentiation. Journal of endocrinological investigation. 2010;33:9-12. 

127. Wu W, Ye Z, Zhou Y, et al. AICAR, a small chemical molecule, primes osteogenic 
differentiation of adult mesenchymal stem cells. The International journal of artificial 
organs. 2011;34:1128-1136. 

128. Kasai T, Bandow K, Suzuki H, et al. Osteoblast differentiation is functionally 
associated with decreased AMP kinase activity. J Cell Physiol. 2009;221:740-749. 

129. Fadini GP, Ceolotto G, Pagnin E, et al. At the crossroads of longevity and 
metabolism: the metabolic syndrome and lifespan determinant pathways. Aging Cell. 
2011;10:10-17. 

130. Morley JE. Diabetes and aging: epidemiologic overview. Clinics in geriatric 
medicine. 2008;24:395-405, v. 



 

 

153	
  
131. Matsuzawa Y, Funahashi T, Kihara S, et al. Adiponectin and metabolic syndrome. 

Arterioscler Thromb Vasc Biol. 2004;24:29-33. 

132. Ferder L, Inserra F, Martinez-Maldonado M. Inflammation and the metabolic 
syndrome: role of angiotensin II and oxidative stress. Current hypertension reports. 
2006;8:191-198. 

133. Kim DH, Puri N, Sodhi K, et al. Cyclooxygenase-2 dependent metabolism of 20-
HETE increases adiposity and adipocyte enlargement in mesenchymal stem cell-
derived adipocytes. Journal of lipid research. 2013;54:786-793. 

134. Cao JJ. Effects of obesity on bone metabolism. Journal of orthopaedic surgery and 
research. 2011;6:30. 

135. Lecka-Czernik B, Rosen CJ, Kawai M. Skeletal aging and the adipocyte program: 
New insights from an "old" molecule. Cell Cycle. 2010;9:3648-3654. 

136. Jin C, Li J, Green CD, et al. Histone demethylase UTX-1 regulates C. elegans life 
span by targeting the insulin/IGF-1 signaling pathway. Cell metabolism. 
2011;14:161-172. 

137. Campbell PT, Newton CC, Patel AV, et al. Diabetes and cause-specific mortality in a 
prospective cohort of one million U.S. adults. Diabetes care. 2012;35:1835-1844. 

138. Johnson JA, Carstensen B, Witte D, et al. Diabetes and cancer (1): evaluating the 
temporal relationship between type 2 diabetes and cancer incidence. Diabetologia. 
2012;55:1607-1618. 

139. Forsberg LA, Rasi C, Razzaghian HR, et al. Age-related somatic structural changes in 
the nuclear genome of human blood cells. American journal of human genetics. 
2012;90:217-228. 

140. Bonnefond A, Skrobek B, Lobbens S, et al. Association between large detectable 
clonal mosaicism and type 2 diabetes with vascular complications. Nature genetics. 
2013. 

141. Castillo JJ, Mull N, Reagan JL, et al. Increased incidence of non-Hodgkin lymphoma, 
leukemia, and myeloma in patients with diabetes mellitus type 2: a meta-analysis of 
observational studies. Blood. 2012;119:4845-4850. 

142. Wodarz A, Nusse R. Mechanisms of Wnt signaling in development. Annu Rev Cell 
Dev Biol. 1998;14:59-88. 

143. Willert J, Epping M, Pollack JR, et al. A transcriptional response to Wnt protein in 
human embryonic carcinoma cells. BMC Dev Biol. 2002;2:8. 



 

 

154	
  
144. Katoh M. WNT signaling pathway and stem cell signaling network. Clin Cancer 

Res. 2007;13:4042-4045. 

145. Nishihara S, Tsuda L, Ogura T. The canonical Wnt pathway directly regulates 
NRSF/REST expression in chick spinal cord. Biochem Biophys Res Commun. 
2003;311:55-63. 

146. Gregory CA, Singh H, Perry AS, et al. The Wnt signaling inhibitor dickkopf-1 is 
required for reentry into the cell cycle of human adult stem cells from bone marrow. J 
Biol Chem. 2003;278:28067-28078. 

147. Kim JA, Kang YJ, Park G, et al. Identification of a stroma-mediated Wnt/beta-catenin 
signal promoting self-renewal of hematopoietic stem cells in the stem cell niche. 
Stem Cells. 2009;27:1318-1329. 

148. Qu Q, Sun G, Li W, et al. Orphan nuclear receptor TLX activates Wnt/beta-catenin 
signalling to stimulate neural stem cell proliferation and self-renewal. Nat Cell Biol. 
2010;12:31-40; sup pp 31-39. 

149. Fodde R, Brabletz T. Wnt/beta-catenin signaling in cancer stemness and malignant 
behavior. Curr Opin Cell Biol. 2007;19:150-158. 

150. Kim YJ, Kim JT, Bae YC, et al. ICAT participates in proliferation and osteogenic 
differentiation of human adipose tissue-derived mesenchymal stem cell. Life Sci. 
2008;83:851-858. 

151. Takada I, Kouzmenko AP, Kato S. Molecular switching of osteoblastogenesis versus 
adipogenesis: implications for targeted therapies. Expert Opin Ther Targets. 
2009;13:593-603. 

152. Kang S, Bennett CN, Gerin I, et al. Wnt signaling stimulates osteoblastogenesis of 
mesenchymal precursors by suppressing CCAAT/enhancer-binding protein alpha and 
peroxisome proliferator-activated receptor gamma. J Biol Chem. 2007;282:14515-
14524. 

153. Almeida M, Han L, Martin-Millan M, et al. Oxidative stress antagonizes Wnt 
signaling in osteoblast precursors by diverting beta-catenin from T cell factor- to 
forkhead box O-mediated transcription. J Biol Chem. 2007;282:27298-27305. 

154. Manolagas SC, Almeida M. Gone with the Wnts: beta-catenin, T-cell factor, forkhead 
box O, and oxidative stress in age-dependent diseases of bone, lipid, and glucose 
metabolism. Mol Endocrinol. 2007;21:2605-2614. 

155. Castilho RM, Squarize CH, Chodosh LA, et al. mTOR mediates Wnt-induced 
epidermal stem cell exhaustion and aging. Cell Stem Cell. 2009;5:279-289. 



 

 

155	
  
156. Wood KC, Sabatini DM. Growth signaling at the nexus of stem cell life and 

death. Cell Stem Cell. 2009;5:232-234. 

157. White BD, Nguyen NK, Moon RT. Wnt signaling: it gets more humorous with age. 
Curr Biol. 2007;17:R923-925. 

158. Aman A, Piotrowski T. Wnt/beta-catenin and Fgf signaling control collective cell 
migration by restricting chemokine receptor expression. Dev Cell. 2008;15:749-761. 

159. Katoh M. Cross-talk of WNT and FGF signaling pathways at GSK3beta to regulate 
beta-catenin and SNAIL signaling cascades. Cancer Biol Ther. 2006;5:1059-1064. 

160. Katoh M. Networking of WNT, FGF, Notch, BMP, and Hedgehog signaling 
pathways during carcinogenesis. Stem Cell Rev. 2007;3:30-38. 

161. Evans T. Fishing for a WNT-PGE2 link: beta-catenin is caught in the stem cell net-
work. Cell Stem Cell. 2009;4:280-282. 

162. Goessling W, North TE, Loewer S, et al. Genetic interaction of PGE2 and Wnt 
signaling regulates developmental specification of stem cells and regeneration. Cell. 
2009;136:1136-1147. 

163. Plikus MV, Mayer JA, de la Cruz D, et al. Cyclic dermal BMP signalling regulates 
stem cell activation during hair regeneration. Nature. 2008;451:340-344. 

164. Chen D, Zhao M, Mundy GR. Bone morphogenetic proteins. Growth Factors. 
2004;22:233-241. 

165. Zhu HJ, Burgess AW. Regulation of transforming growth factor-beta signaling. Mol 
Cell Biol Res Commun. 2001;4:321-330. 

166. Millar SE. Smad7: licensed to kill beta-catenin. Dev Cell. 2006;11:274-276. 

167. Miyazono K, ten Dijke P, Heldin CH. TGF-beta signaling by Smad proteins. Adv 
Immunol. 2000;75:115-157. 

168. Yan X, Liu Z, Chen Y. Regulation of TGF-beta signaling by Smad7. Acta Biochim 
Biophys Sin (Shanghai). 2009;41:263-272. 

169. Giarre M, Semenov MV, Brown AM. Wnt signaling stabilizes the dual-function 
protein beta-catenin in diverse cell types. Ann N Y Acad Sci. 1998;857:43-55. 

170. Shimizu T, Kagawa T, Inoue T, et al. Stabilized beta-catenin functions through 
TCF/LEF proteins and the Notch/RBP-Jkappa complex to promote proliferation and 
suppress differentiation of neural precursor cells. Mol Cell Biol. 2008;28:7427-7441. 



 

 

156	
  
171. Baksh D, Boland GM, Tuan RS. Cross-talk between Wnt signaling pathways in 

human mesenchymal stem cells leads to functional antagonism during osteogenic 
differentiation. J Cell Biochem. 2007;101:1109-1124. 

172. Baksh D, Tuan RS. Canonical and non-canonical Wnts differentially affect the 
development potential of primary isolate of human bone marrow mesenchymal stem 
cells. J Cell Physiol. 2007;212:817-826. 

173. Boland GM, Perkins G, Hall DJ, et al. Wnt 3a promotes proliferation and suppresses 
osteogenic differentiation of adult human mesenchymal stem cells. J Cell Biochem. 
2004;93:1210-1230. 

174. Chen CC, Gau JP, You JY, et al. Prognostic significance of beta-catenin and 
topoisomerase IIalpha in de novo acute myeloid leukemia. American journal of 
hematology. 2009;84:87-92. 

175. Meshorer E, Gruenbaum Y. Gone with the Wnt/Notch: stem cells in laminopathies, 
progeria, and aging. The Journal of cell biology. 2008;181:9-13. 

176. Scaffidi P, Misteli T. Lamin A-dependent misregulation of adult stem cells associated 
with accelerated ageing. Nat Cell Biol. 2008;10:452-459. 

177. Espada J, Varela I, Flores I, et al. Nuclear envelope defects cause stem cell 
dysfunction in premature-aging mice. The Journal of cell biology. 2008;181:27-35. 

178. Hernandez L, Roux KJ, Wong ES, et al. Functional coupling between the 
extracellular matrix and nuclear lamina by Wnt signaling in progeria. Dev Cell. 
2010;19:413-425. 

179. Kuro-o M, Matsumura Y, Aizawa H, et al. Mutation of the mouse klotho gene leads 
to a syndrome resembling ageing. Nature. 1997;390:45-51. 

180. Liu H, Fergusson MM, Castilho RM, et al. Augmented Wnt signaling in a 
mammalian model of accelerated aging. Science. 2007;317:803-806. 

181. Brack AS, Conboy MJ, Roy S, et al. Increased Wnt signaling during aging alters 
muscle stem cell fate and increases fibrosis. Science. 2007;317:807-810. 

182. Kirstetter P, Anderson K, Porse BT, et al. Activation of the canonical Wnt pathway 
leads to loss of hematopoietic stem cell repopulation and multilineage differentiation 
block. Nature immunology. 2006;7:1048-1056. 

183. Scheller M, Huelsken J, Rosenbauer F, et al. Hematopoietic stem cell and 
multilineage defects generated by constitutive beta-catenin activation. Nature 
immunology. 2006;7:1037-1047. 



 

 

157	
  
184. Schmidt E, Nilsson O, Koskela A, et al. Expression of the Hutchinson-Gilford 

progeria mutation during osteoblast development results in loss of osteocytes, 
irregular mineralization, and poor biomechanical properties. J Biol Chem. 
2012;287:33512-33522. 

185. Xiao NM, Zhang YM, Zheng Q, et al. Klotho is a serum factor related to human 
aging. Chinese medical journal. 2004;117:742-747. 

186. Salih DA, Brunet A. FoxO transcription factors in the maintenance of cellular 
homeostasis during aging. Curr Opin Cell Biol. 2008;20:126-136. 

187. Daitoku H, Fukamizu A. FOXO transcription factors in the regulatory networks of 
longevity. J Biochem. 2007;141:769-774. 

188. Rollo CD. Aging and the Mammalian regulatory triumvirate. Aging and disease. 
2010;1:105-138. 

189. Brosens JJ, Wilson MS, Lam EW. FOXO transcription factors: from cell fate 
decisions to regulation of human female reproduction. Adv Exp Med Biol. 
2009;665:227-241. 

190. Calnan DR, Brunet A. The FoxO code. Oncogene. 2008;27:2276-2288. 

191. Essers MA, de Vries-Smits LM, Barker N, et al. Functional interaction between beta-
catenin and FOXO in oxidative stress signaling. Science. 2005;308:1181-1184. 

192. Birkenkamp KU, Coffer PJ. Regulation of cell survival and proliferation by the 
FOXO (Forkhead box, class O) subfamily of Forkhead transcription factors. Biochem 
Soc Trans. 2003;31:292-297. 

193. Furukawa-Hibi Y, Kobayashi Y, Chen C, et al. FOXO transcription factors in cell-
cycle regulation and the response to oxidative stress. Antioxid Redox Signal. 
2005;7:752-760. 

194. Huang H, Tindall DJ. Dynamic FoxO transcription factors. J Cell Sci. 
2007;120:2479-2487. 

195. He P, Shen Y. Interruption of beta-catenin signaling reduces neurogenesis in 
Alzheimer's disease. J Neurosci. 2009;29:6545-6557. 

196. Hoogeboom D, Burgering BM. Should I stay or should I go: beta-catenin decides 
under stress. Biochim Biophys Acta. 2009;1796:63-74. 

197. Rached MT, Kode A, Xu L, et al. FoxO1 is a positive regulator of bone formation by 
favoring protein synthesis and resistance to oxidative stress in osteoblasts. Cell 
metabolism. 2010;11:147-160. 



 

 

158	
  
198. Rached MT, Kode A, Silva BC, et al. FoxO1 expression in osteoblasts regulates 

glucose homeostasis through regulation of osteocalcin in mice. J Clin Invest. 
2010;120:357-368. 

199. Dejean AS, Hedrick SM, Kerdiles YM. Highly specialized role of Forkhead box O 
transcription factors in the immune system. Antioxid Redox Signal. 2011;14:663-674. 

200. Nelson TJ, Behfar A, Yamada S, et al. Stem cell platforms for regenerative medicine. 
Clinical and translational science. 2009;2:222-227. 

201. Yamanaka S. Strategies and new developments in the generation of patient-specific 
pluripotent stem cells. Cell Stem Cell. 2007;1:39-49. 

202. Takahashi K, Yamanaka S. Induced pluripotent stem cells in medicine and biology. 
Development. 2013;140:2457-2461. 

203. Yu J, Vodyanik MA, Smuga-Otto K, et al. Induced pluripotent stem cell lines derived 
from human somatic cells. Science. 2007;318:1917-1920. 

204. Yu J, Thomson JA. Pluripotent stem cell lines. Genes Dev. 2008;22:1987-1997. 

205. Takahashi K, Yamanaka S. Induction of pluripotent stem cells from mouse 
embryonic and adult fibroblast cultures by defined factors. Cell. 2006;126:663-676. 

206. Takahashi K, Tanabe K, Ohnuki M, et al. Induction of pluripotent stem cells from 
adult human fibroblasts by defined factors. Cell. 2007;131:861-872. 

207. Okita K, Ichisaka T, Yamanaka S. Generation of germline-competent induced 
pluripotent stem cells. Nature. 2007;448:313-317. 

208. Shi Y, Desponts C, Do JT, et al. Induction of pluripotent stem cells from mouse 
embryonic fibroblasts by Oct4 and Klf4 with small-molecule compounds. Cell Stem 
Cell. 2008;3:568-574. 

209. Huangfu D, Maehr R, Guo W, et al. Induction of pluripotent stem cells by defined 
factors is greatly improved by small-molecule compounds. Nat Biotechnol. 
2008;26:795-797. 

210. Diederichs S, Shine KM, Tuan RS. The promise and challenges of stem cell-based 
therapies for skeletal diseases: stem cell applications in skeletal medicine: potential, 
cell sources and characteristics, and challenges of clinical translation. BioEssays : 
news and reviews in molecular, cellular and developmental biology. 2013;35:220-
230. 

211. Yamanaka S. Elite and stochastic models for induced pluripotent stem cell 
generation. Nature. 2009;460:49-52. 



 

 

159	
  
212. Morris SA, Daley GQ. A blueprint for engineering cell fate: current technologies 

to reprogram cell identity. Cell Res. 2013;23:33-48. 

213. Hotta A, Ellis J. Retroviral vector silencing during iPS cell induction: an epigenetic 
beacon that signals distinct pluripotent states. J Cell Biochem. 2008;105:940-948. 

214. Wong CJ, Casper RF, Rogers IM. Epigenetic changes to human umbilical cord blood 
cells cultured with three proteins indicate partial reprogramming to a pluripotent state. 
Exp Cell Res. 2010;316:927-939. 

215. Ruhnke M, Ungefroren H, Nussler A, et al. Differentiation of in vitro-modified 
human peripheral blood monocytes into hepatocyte-like and pancreatic islet-like cells. 
Gastroenterology. 2005;128:1774-1786. 

216. Chang MY, Kim D, Kim CH, et al. Direct reprogramming of rat neural precursor 
cells and fibroblasts into pluripotent stem cells. PLoS One. 2010;5:e9838. 

217. Metzler KR. Directing smooth muscle cell fate: a partial reprogramming approach to 
engineer vessels. Circ Res. 2013;112:1402-1404. 

218. Karamariti E, Margariti A, Winkler B, et al. Smooth muscle cells differentiated from 
reprogrammed embryonic lung fibroblasts through DKK3 signaling are potent for 
tissue engineering of vascular grafts. Circ Res. 2013;112:1433-1443. 

219. Jayawardena TM, Egemnazarov B, Finch EA, et al. MicroRNA-mediated in vitro and 
in vivo direct reprogramming of cardiac fibroblasts to cardiomyocytes. Circ Res. 
2012;110:1465-1473. 

220. Song K, Nam YJ, Luo X, et al. Heart repair by reprogramming non-myocytes with 
cardiac transcription factors. Nature. 2012;485:599-604. 

221. Inagawa K, Miyamoto K, Yamakawa H, et al. Induction of cardiomyocyte-like cells 
in infarct hearts by gene transfer of Gata4, Mef2c, and Tbx5. Circ Res. 
2012;111:1147-1156. 

222. Qian L, Huang Y, Spencer CI, et al. In vivo reprogramming of murine cardiac 
fibroblasts into induced cardiomyocytes. Nature. 2012;485:593-598. 

223. Vierbuchen T, Ostermeier A, Pang ZP, et al. Direct conversion of fibroblasts to 
functional neurons by defined factors. Nature. 2010;463:1035-1041. 

224. Kim J, Efe JA, Zhu S, et al. Direct reprogramming of mouse fibroblasts to neural 
progenitors. Proc Natl Acad Sci U S A. 2011;108:7838-7843. 

225. Efe JA, Hilcove S, Kim J, et al. Conversion of mouse fibroblasts into cardiomyocytes 
using a direct reprogramming strategy. Nat Cell Biol. 2011;13:215-222. 



 

 

160	
  
226. Wagner W, Bork S, Lepperdinger G, et al. How to track cellular aging of 

mesenchymal stromal cells? Aging (Albany NY). 2010;2:224-230. 

227. Wagner W, Ho AD, Zenke M. Different Facets of Aging in Human Mesenchymal 
Stem Cells. Tissue Eng Part B Rev. 2010. 

228. Singh S, Dhaliwal N, Crawford R, et al. Cellular senescence and longevity of 
osteophyte-derived mesenchymal stem cells compared to patient-matched bone 
marrow stromal cells. J Cell Biochem. 2009;108:839-850. 

229. Ksiazek K. A comprehensive review on mesenchymal stem cell growth and 
senescence. Rejuvenation Res. 2009;12:105-116. 

230. Melone MA, Giuliano M, Squillaro T, et al. Genes involved in regulation of stem cell 
properties: studies on their expression in a small cohort of neuroblastoma patients. 
Cancer Biol Ther. 2009;8:1300-1306. 

231. Galderisi U, Helmbold H, Squillaro T, et al. In vitro senescence of rat mesenchymal 
stem cells is accompanied by downregulation of stemness-related and DNA damage 
repair genes. Stem Cells Dev. 2009;18:1033-1042. 

232. Chew JL, Loh YH, Zhang W, et al. Reciprocal transcriptional regulation of Pou5f1 
and Sox2 via the Oct4/Sox2 complex in embryonic stem cells. Mol Cell Biol. 
2005;25:6031-6046. 

233. Rodda DJ, Chew JL, Lim LH, et al. Transcriptional regulation of nanog by OCT4 and 
SOX2. J Biol Chem. 2005;280:24731-24737. 

234. Johnson R, Teh CH, Kunarso G, et al. REST regulates distinct transcriptional 
networks in embryonic and neural stem cells. PLoS Biol. 2008;6:e256. 

235. Jiang J, Chan YS, Loh YH, et al. A core Klf circuitry regulates self-renewal of 
embryonic stem cells. Nat Cell Biol. 2008;10:353-360. 

236. Pan G, Li J, Zhou Y, et al. A negative feedback loop of transcription factors that 
controls stem cell pluripotency and self-renewal. FASEB J. 2006;20:1730-1732. 

237. Chambers I, Tomlinson SR. The transcriptional foundation of pluripotency. 
Development. 2009;136:2311-2322. 

238. Hawkins RD, Hon GC, Lee LK, et al. Distinct epigenomic landscapes of pluripotent 
and lineage-committed human cells. Cell Stem Cell. 2010;6:479-491. 

239. Chen X, Xu H, Yuan P, et al. Integration of external signaling pathways with the core 
transcriptional network in embryonic stem cells. Cell. 2008;133:1106-1117. 



 

 

161	
  
240. Kashyap V, Rezende NC, Scotland KB, et al. Regulation of stem cell pluripotency 

and differentiation involves a mutual regulatory circuit of the NANOG, OCT4, and 
SOX2 pluripotency transcription factors with polycomb repressive complexes and 
stem cell microRNAs. Stem Cells Dev. 2009;18:1093-1108. 

241. Tollervey JR, Lunyak VV. Epigenetics: judge, jury and executioner of stem cell fate. 
Epigenetics : official journal of the DNA Methylation Society. 2012;7:823-840. 

242. Mahmoudi S, Brunet A. Aging and reprogramming: a two-way street. Curr Opin Cell 
Biol. 2012;24:744-756. 

243. Wahlestedt M, Norddahl GL, Sten G, et al. An epigenetic component of 
hematopoietic stem cell aging amenable to reprogramming into a young state. Blood. 
2013;121:4257-4264. 

244. Prigione A, Fauler B, Lurz R, et al. The senescence-related mitochondrial/oxidative 
stress pathway is repressed in human induced pluripotent stem cells. Stem Cells. 
2010;28:721-733. 

245. Vaziri H, Chapman KB, Guigova A, et al. Spontaneous reversal of the developmental 
aging of normal human cells following transcriptional reprogramming. Regen Med. 
2010;5:345-363. 

246. Wen Y, Wani P, Zhou L, et al. Reprogramming of fibroblasts from older women with 
pelvic floor disorders alters cellular behavior associated with donor age. Stem cells 
translational medicine. 2013;2:118-128. 

247. Vazquez-Martin A, Corominas-Faja B, Cufi S, et al. The mitochondrial H(+)-ATP 
synthase and the lipogenic switch: new core components of metabolic reprogramming 
in induced pluripotent stem (iPS) cells. Cell Cycle. 2013;12:207-218. 

248. Lee EK, Jeong JU, Chang JW, et al. Activation of AMP-activated protein kinase 
inhibits albumin-induced endoplasmic reticulum stress and apoptosis through 
inhibition of reactive oxygen species. Nephron. Experimental nephrology. 
2012;121:e38-48. 

249. Esteban MA, Wang T, Qin B, et al. Vitamin C enhances the generation of mouse and 
human induced pluripotent stem cells. Cell Stem Cell. 2010;6:71-79. 

250. Chen T, Shen L, Yu J, et al. Rapamycin and other longevity-promoting compounds 
enhance the generation of mouse induced pluripotent stem cells. Aging Cell. 
2011;10:908-911. 

251. Shi Y. Histone lysine demethylases: emerging roles in development, physiology and 
disease. Nat Rev Genet. 2007;8:829-833. 



 

 

162	
  
252. Menendez JA, Vellon L, Oliveras-Ferraros C, et al. mTOR-regulated senescence 

and autophagy during reprogramming of somatic cells to pluripotency: a roadmap 
from energy metabolism to stem cell renewal and aging. Cell Cycle. 2011;10:3658-
3677. 

253. Shen YA, Lin CH, Chi WH, et al. Resveratrol Impedes the Stemness, Epithelial-
Mesenchymal Transition, and Metabolic Reprogramming of Cancer Stem Cells in 
Nasopharyngeal Carcinoma through p53 Activation. Evidence-based complementary 
and alternative medicine : eCAM. 2013;2013:590393. 

254. Li J, Zhang Y, Liu GX. [Anti-aging effect of transplantation of mouse fetus-derived 
mesenchymal stem cells]. Sheng li xue bao : [Acta physiologica Sinica]. 2010;62:79-
85. 

255. Asahara T, Kalka C, Isner JM. Stem cell therapy and gene transfer for regeneration. 
Gene therapy. 2000;7:451-457. 

256. Schiavetta A, Maione C, Botti C, et al. A phase II trial of autologous transplantation 
of bone marrow stem cells for critical limb ischemia: results of the Naples and Pietra 
Ligure Evaluation of Stem Cells study. Stem cells translational medicine. 2012;1:572-
578. 

257. Liew A, O'Brien T. Therapeutic potential for mesenchymal stem cell transplantation 
in critical limb ischemia. Stem cell research & therapy. 2012;3:28. 

258. Deng W, Bivalacqua TJ, Hellstrom WJ, et al. Gene and stem cell therapy for erectile 
dysfunction. International journal of impotence research. 2005;17 Suppl 1:S57-63. 

259. Qiu X, Sun C, Yu W, et al. Combined strategy of mesenchymal stem cell injection 
with vascular endothelial growth factor gene therapy for the treatment of diabetes-
associated erectile dysfunction. Journal of andrology. 2012;33:37-44. 

260. McGuckin CP, Jurga M, Miller AM, et al. Ischemic brain injury: a consortium 
analysis of key factors involved in mesenchymal stem cell-mediated inflammatory 
reduction. Arch Biochem Biophys. 2013;534:88-97. 

261. Hu X, Yu SP, Fraser JL, et al. Transplantation of hypoxia-preconditioned 
mesenchymal stem cells improves infarcted heart function via enhanced survival of 
implanted cells and angiogenesis. J Thorac Cardiovasc Surg. 2008;135:799-808. 

262. Rosova I, Dao M, Capoccia B, et al. Hypoxic preconditioning results in increased 
motility and improved therapeutic potential of human mesenchymal stem cells. Stem 
Cells. 2008;26:2173-2182. 

263. Zhou B, Zhang PJ, Tian T, et al. Role of vascular endothelial growth factor in 
protection of intrahepatic cholangiocytes mediated by hypoxic preconditioning after 
liver transplantation in rats. Transplantation proceedings. 2010;42:2457-2462. 



 

 

163	
  
264. Yagi H, Tan J, Tuan RS. Polyphenols suppress hydrogen peroxide-induced 

oxidative stress in human bone-marrow derived mesenchymal stem cells. J Cell 
Biochem. 2013;114:1163-1173. 

265. Kang K, Sun L, Xiao Y, et al. Aged human cells rejuvenated by cytokine 
enhancement of biomaterials for surgical ventricular restoration. Journal of the 
American College of Cardiology. 2012;60:2237-2249. 

266. Turgeman G, Zilberman Y, Zhou S, et al. Systemically administered rhBMP-2 
promotes MSC activity and reverses bone and cartilage loss in osteopenic mice. J Cell 
Biochem. 2002;86:461-474. 

267. Madonna R, Taylor DA, Geng YJ, et al. Transplantation of Mesenchymal Cells 
Rejuvenated by the Overexpression of Telomerase and Myocardin Promotes 
Revascularization and Tissue Repair in a Murine Model of Hindlimb Ischemia. Circ 
Res. 2013. 

268. Yao J, Jiang SL, Liu W, et al. Tissue inhibitor of matrix metalloproteinase-3 or 
vascular endothelial growth factor transfection of aged human mesenchymal stem 
cells enhances cell therapy after myocardial infarction. Rejuvenation Res. 
2012;15:495-506. 

269. Tapia N, Han DW, Scholer HR. Restoring stem cell function in aged tissues by direct 
reprogramming? Cell Stem Cell. 2012;10:653-656. 

270. Zhou Q, Brown J, Kanarek A, et al. In vivo reprogramming of adult pancreatic 
exocrine cells to beta-cells. Nature. 2008;455:627-632. 

271. Niedernhofer LJ, Glorioso JC, Robbins PD. Dedifferentiation rescues senescence of 
progeria cells but only while pluripotent. Stem cell research & therapy. 2011;2:28. 

272. Milone G, Mercurio S, Strano A, et al. Adverse events after infusions of 
cryopreserved hematopoietic stem cells depend on non-mononuclear cells in the 
infused suspension and patient age. Cytotherapy. 2007;9:348-355. 

273. Alousi AM, Le-Rademacher J, Saliba RM, et al. Who is the better donor for older 
hematopoietic transplant recipients: an older-aged sibling or a young, matched 
unrelated volunteer? Blood. 2013;121:2567-2573. 

274. Han J, Mistriotis P, Lei P, et al. Nanog reverses the effects of organismal aging on 
mesenchymal stem cell proliferation and myogenic differentiation potential. Stem 
Cells. 2012;30:2746-2759. 

275. Curtis R, Geesaman BJ, DiStefano PS. Ageing and metabolism: drug discovery 
opportunities. Nature reviews. Drug discovery. 2005;4:569-580. 



 

 

164	
  
276. L. E. Geiger WSD, D. J. Lewis, C. Brennan, K. C. Liu and S. J., Newsholme. 

RAT CARCINOGENICITY STUDY WITH GW501516, A PPAR DELTA 
AGONIST. The Toxicologist. 2009;108:185. 

277. S. J. Newsholme WSD, T. Brodie, C. Brennan, M. Brown and L. E. Geiger. MOUSE 
CARCINOGENICITY STUDY WITH GW501516, A PPAR DELTA AGONIST. 
The Toxicologist. 2009;108:185. 

278. de Magalhaes JP. How ageing processes influence cancer. Nature reviews. Cancer. 
2013;13:357-365. 

279. Martin-Montalvo A, Mercken EM, Mitchell SJ, et al. Metformin improves healthspan 
and lifespan in mice. Nature communications. 2013;4:2192. 

280. Onken B, Driscoll M. Metformin induces a dietary restriction-like state and the 
oxidative stress response to extend C. elegans Healthspan via AMPK, LKB1, and 
SKN-1. PLoS One. 2010;5:e8758. 

281. Kirk H, Cefalu WT, Ribnicky D, et al. Botanicals as epigenetic modulators for 
mechanisms contributing to development of metabolic syndrome. Metabolism: 
clinical and experimental. 2008;57:S16-23. 

282. Selcuklu SD, Spillane C. Translational epigenetics: clinical approaches to epigenome 
therapeutics for cancer. Epigenetics : official journal of the DNA Methylation 
Society. 2008;3:107-112. 

283. Liu B, Wang Z, Zhang L, et al. Depleting the methyltransferase Suv39h1 improves 
DNA repair and extends lifespan in a progeria mouse model. Nature communications. 
2013;4:1868. 

284. Krishnan V, Chow MZ, Wang Z, et al. Histone H4 lysine 16 hypoacetylation is 
associated with defective DNA repair and premature senescence in Zmpste24-
deficient mice. Proc Natl Acad Sci U S A. 2011;108:12325-12330. 

285. Tchkonia T, Zhu Y, van Deursen J, et al. Cellular senescence and the senescent 
secretory phenotype: therapeutic opportunities. J Clin Invest. 2013;123:966-972. 

286. Bilsland AE, Revie J, Keith W. MicroRNA and senescence: the senectome, 
integration and distributed control. Critical reviews in oncogenesis. 2013;18:373-390. 

287. Bitar MS, Abdel-Halim SM, Al-Mulla F. Caveolin-1 upregulation in diabetic 
fibroblasts and wounded tissues: implication for understanding the underlying 
mechanisms of non-healing diabetic ulcers. American journal of physiology. 
Endocrinology and metabolism. 2013. 



 

 

165	
  
288. Hayashi T, Iguchi A. Possibility of the regression of atherosclerosis through the 

prevention of endothelial senescence by the regulation of nitric oxide and free radical 
scavengers. Geriatrics & gerontology international. 2010;10:115-130. 

289. Effros RB. Telomerase induction in T cells: a cure for aging and disease? Exp 
Gerontol. 2007;42:416-420. 

290. Sharp ZD, Curiel TJ, Livi CB. Chronic mechanistic target of rapamycin inhibition: 
preventing cancer to delay aging, or vice versa? Interdisciplinary topics in 
gerontology. 2013;38:1-16. 

291. Cao K, Graziotto JJ, Blair CD, et al. Rapamycin reverses cellular phenotypes and 
enhances mutant protein clearance in Hutchinson-Gilford progeria syndrome cells. 
Science translational medicine. 2011;3:89ra58. 

292. Ibrahim MX, Sayin VI, Akula MK, et al. Targeting isoprenylcysteine methylation 
ameliorates disease in a mouse model of progeria. Science. 2013;340:1330-1333. 

293. Lamming DW, Ye L, Sabatini DM, et al. Rapalogs and mTOR inhibitors as anti-
aging therapeutics. J Clin Invest. 2013;123:980-989. 

294. Yuen DA, Zhang Y, Thai K, et al. Angiogenic dysfunction in bone marrow-derived 
early outgrowth cells from diabetic animals is attenuated by SIRT1 activation. Stem 
cells translational medicine. 2012;1:921-926. 

295. Matsushita K, Wu Y, Okamoto Y, et al. Local renin angiotensin expression regulates 
human mesenchymal stem cell differentiation to adipocytes. Hypertension. 
2006;48:1095-1102. 

296. Kim DH, Vanella L, Inoue K, et al. Epoxyeicosatrienoic acid agonist regulates human 
mesenchymal stem cell-derived adipocytes through activation of HO-1-pAKT 
signaling and a decrease in PPARgamma. Stem Cells Dev. 2010;19:1863-1873. 

297. Sodhi K, Inoue K, Gotlinger KH, et al. Epoxyeicosatrienoic acid agonist rescues the 
metabolic syndrome phenotype of HO-2-null mice. The Journal of pharmacology and 
experimental therapeutics. 2009;331:906-916. 

298. Gimble JM, Floyd ZE, Bunnell BA. The 4th dimension and adult stem cells: Can 
timing be everything? J Cell Biochem. 2009;107:569-578. 

299. Yagita K, Horie K, Koinuma S, et al. Development of the circadian oscillator during 
differentiation of mouse embryonic stem cells in vitro. Proc Natl Acad Sci U S A. 
2010;107:3846-3851. 

300. Jung-Hynes B, Ahmad N. SIRT1 controls circadian clock circuitry and promotes cell 
survival: a connection with age-related neoplasms. FASEB J. 2009;23:2803-2809. 



 

 

166	
  
301. Chang HC, Guarente L. SIRT1 mediates central circadian control in the SCN by a 

mechanism that decays with aging. Cell. 2013;153:1448-1460. 

302. Tevy MF, Giebultowicz J, Pincus Z, et al. Aging signaling pathways and circadian 
clock-dependent metabolic derangements. Trends in endocrinology and metabolism: 
TEM. 2013;24:229-237. 

303. Chen CC, Chuong CM. Multi-layered environmental regulation on the homeostasis of 
stem cells: the saga of hair growth and alopecia. Journal of dermatological science. 
2012;66:3-11. 

304. Current MSC trials listed in ClinicalTrials.gov. Available at: 
http://www.clinicaltrials.gov/ct2/results?term=MSCs&Search=Search. Accessed 
05 March, 2013. 

305. Zipori D. Mesenchymal stem cells: harnessing cell plasticity to tissue and organ 
repair. Blood Cells Mol Dis. 2004;33:211-215. 

306. Amarilio R, Viukov SV, Sharir A, et al. HIF1alpha regulation of Sox9 is necessary to 
maintain differentiation of hypoxic prechondrogenic cells during early skeletogenesis. 
Development. 2007;134:3917-3928. 

307. Zuscik MJ, Hilton MJ, Zhang X, et al. Regulation of chondrogenesis and chondrocyte 
differentiation by stress. J Clin Invest. 2008;118:429-438. 

308. Caplan AI, Koutroupas S. The control of muscle and cartilage development in the 
chick limb: the role of differential vascularization. Journal of embryology and 
experimental morphology. 1973;29:571-583. 

309. Caplan AI, Syftestad G, Osdoby P. The development of embryonic bone and cartilage 
in tissue culture. Clin Orthop Relat Res. 1983:243-263. 

310. Osdoby P, Caplan AI. Osteogenesis in cultures of limb mesenchymal cells. Dev Biol. 
1979;73:84-102. 

311. Kolf CM, Cho E, Tuan RS. Mesenchymal stromal cells. Biology of adult 
mesenchymal stem cells: regulation of niche, self-renewal and differentiation. 
Arthritis Res Ther. 2007;9:204. 

312. Fehrer C, Brunauer R, Laschober G, et al. Reduced oxygen tension attenuates 
differentiation capacity of human mesenchymal stem cells and prolongs their 
lifespan. Aging Cell. 2007;6:745-757. 

313. Guitart AV, Debeissat C, Hermitte F, et al. Very low oxygen concentration (0.1%) 
reveals two FDCP-Mix cell subpopulations that differ by their cell cycling, 
differentiation and p27KIP1 expression. Cell Death Differ. 2011;18:174-182. 



 

 

167	
  
314. Lennon DP, Edmison JM, Caplan AI. Cultivation of rat marrow-derived 

mesenchymal stem cells in reduced oxygen tension: effects on in vitro and in vivo 
osteochondrogenesis. J Cell Physiol. 2001;187:345-355. 

315. Ren H, Cao Y, Zhao Q, et al. Proliferation and differentiation of bone marrow stromal 
cells under hypoxic conditions. Biochem Biophys Res Commun. 2006;347:12-21. 

316. Ma T, Grayson WL, Frohlich M, et al. Hypoxia and stem cell-based engineering of 
mesenchymal tissues. Biotechnology progress. 2009;25:32-42. 

317. Jin Y, Kato T, Furu M, et al. Mesenchymal stem cells cultured under hypoxia escape 
from senescence via down-regulation of p16 and extracellular signal regulated kinase. 
Biochem Biophys Res Commun. 2010;391:1471-1476. 

318. Lavrentieva A, Majore I, Kasper C, et al. Effects of hypoxic culture conditions on 
umbilical cord-derived human mesenchymal stem cells. Cell Commun Signal. 
2010;8:18. 

319. Dos Santos F, Andrade PZ, Boura JS, et al. Ex vivo expansion of human 
mesenchymal stem cells: a more effective cell proliferation kinetics and metabolism 
under hypoxia. J Cell Physiol. 2010;223:27-35. 

320. Grayson WL, Zhao F, Bunnell B, et al. Hypoxia enhances proliferation and tissue 
formation of human mesenchymal stem cells. Biochem Biophys Res Commun. 
2007;358:948-953. 

321. Carrancio S, Lopez-Holgado N, Sanchez-Guijo FM, et al. Optimization of 
mesenchymal stem cell expansion procedures by cell separation and culture 
conditions modification. Exp Hematol. 2008;36:1014-1021. 

322. Moussavi-Harami F, Duwayri Y, Martin JA, et al. Oxygen effects on senescence in 
chondrocytes and mesenchymal stem cells: consequences for tissue engineering. Iowa 
Orthop J. 2004;24:15-20. 

323. Holzwarth C, Vaegler M, Gieseke F, et al. Low physiologic oxygen tensions reduce 
proliferation and differentiation of human multipotent mesenchymal stromal cells. 
BMC Cell Biol. 2010;11:11. 

324. Weijers EM, Van Den Broek LJ, Waaijman T, et al. The influence of hypoxia and 
fibrinogen variants on the expansion and differentiation of adipose tissue-derived 
mesenchymal stem cells. Tissue Eng Part A. 2011;17:2675-2685. 

325. Yang DC, Yang MH, Tsai CC, et al. Hypoxia inhibits osteogenesis in human 
mesenchymal stem cells through direct regulation of RUNX2 by TWIST. PLoS One. 
2011;6:e23965. 



 

 

168	
  
326. Pattappa G, Thorpe SD, Jegard NC, et al. Continuous and uninterrupted oxygen 

tension influences the colony formation and oxidative metabolism of human 
mesenchymal stem cells. Tissue Eng Part C Methods. 2013;19:68-79. 

327. Martin-Rendon E, Hale SJ, Ryan D, et al. Transcriptional profiling of human cord 
blood CD133+ and cultured bone marrow mesenchymal stem cells in response to 
hypoxia. Stem Cells. 2007;25:1003-1012. 

328. Xu Y, Malladi P, Chiou M, et al. In vitro expansion of adipose-derived adult stromal 
cells in hypoxia enhances early chondrogenesis. Tissue Eng. 2007;13:2981-2993. 

329. Markway BD, Tan GK, Brooke G, et al. Enhanced chondrogenic differentiation of 
human bone marrow-derived mesenchymal stem cells in low oxygen environment 
micropellet cultures. Cell Transplant. 2010;19:29-42. 

330. Khan WS, Adesida AB, Tew SR, et al. Bone marrow-derived mesenchymal stem 
cells express the pericyte marker 3G5 in culture and show enhanced chondrogenesis 
in hypoxic conditions. J Orthop Res. 2010;28:834-840. 

331. Khan WS, Adesida AB, Hardingham TE. Hypoxic conditions increase hypoxia-
inducible transcription factor 2alpha and enhance chondrogenesis in stem cells from 
the infrapatellar fat pad of osteoarthritis patients. Arthritis Res Ther. 2007;9:R55. 

332. Pilgaard L, Lund P, Duroux M, et al. Transcriptional signature of human adipose 
tissue-derived stem cells (hASCs) preconditioned for chondrogenesis in hypoxic 
conditions. Exp Cell Res. 2009;315:1937-1952. 

333. Pilgaard L, Lund P, Duroux M, et al. Effect of oxygen concentration, culture format 
and donor variability on in vitro chondrogenesis of human adipose tissue-derived 
stem cells. Regen Med. 2009;4:539-548. 

334. Tamama K, Kawasaki H, Kerpedjieva SS, et al. Differential roles of hypoxia 
inducible factor subunits in multipotential stromal cells under hypoxic condition. J 
Cell Biochem. 2011;112:804-817. 

335. Volkmer E, Drosse I, Otto S, et al. Hypoxia in static and dynamic 3D culture systems 
for tissue engineering of bone. Tissue Eng Part A. 2008;14:1331-1340. 

336. Potier E, Ferreira E, Andriamanalijaona R, et al. Hypoxia affects mesenchymal 
stromal cell osteogenic differentiation and angiogenic factor expression. Bone. 
2007;40:1078-1087. 

337. Huang YC, Zhu HM, Cai JQ, et al. Hypoxia inhibits the spontaneous calcification of 
bone marrow-derived mesenchymal stem cells. J Cell Biochem. 2012;113:1407-1415. 



 

 

169	
  
338. Krinner A, Zscharnack M, Bader A, et al. Impact of oxygen environment on 

mesenchymal stem cell expansion and chondrogenic differentiation. Cell Prolif. 
2009;42:471-484. 

339. Zscharnack M, Poesel C, Galle J, et al. Low oxygen expansion improves subsequent 
chondrogenesis of ovine bone-marrow-derived mesenchymal stem cells in collagen 
type I hydrogel. Cells Tissues Organs. 2009;190:81-93. 

340. Valorani MG, Germani A, Otto WR, et al. Hypoxia increases Sca-1/CD44 co-
expression in murine mesenchymal stem cells and enhances their adipogenic 
differentiation potential. Cell Tissue Res. 2010;341:111-120. 

341. Nesti LJ, Jackson WM, Shanti RM, et al. Differentiation potential of multipotent 
progenitor cells derived from war-traumatized muscle tissue. J Bone Joint Surg Am. 
2008;90:2390-2398. 

342. Baksh D, Yao R, Tuan RS. Comparison of proliferative and multilineage 
differentiation potential of human mesenchymal stem cells derived from umbilical 
cord and bone marrow. Stem Cells. 2007;25:1384-1392. 

343. Im GI, Kim DY, Shin JH, et al. Repair of cartilage defect in the rabbit with cultured 
mesenchymal stem cells from bone marrow. J Bone Joint Surg Br. 2001;83:289-294. 

344. Deschepper M, Oudina K, David B, et al. Survival and function of mesenchymal stem 
cells (MSCs) depend on glucose to overcome exposure to long-term, severe and 
continuous hypoxia. J Cell Mol Med. 2011;15:1505-1514. 

345. Ishizuka T, Hinata T, Watanabe Y. Superoxide induced by a high-glucose 
concentration attenuates production of angiogenic growth factors in hypoxic mouse 
mesenchymal stem cells. The Journal of endocrinology. 2011;208:147-159. 

346. Wang S, Shen Y, Yuan X, et al. Dissecting signaling pathways that govern self-
renewal of rabbit embryonic stem cells. J Biol Chem. 2008;283:35929-35940. 

347. Funasaka T, Hogan V, Raz A. Phosphoglucose isomerase/autocrine motility factor 
mediates epithelial and mesenchymal phenotype conversions in breast cancer. Cancer 
research. 2009;69:5349-5356. 

348. Inge LJ, Rajasekaran SA, Wolle D, et al. alpha-Catenin overrides Src-dependent 
activation of beta-catenin oncogenic signaling. Molecular cancer therapeutics. 
2008;7:1386-1397. 

349. Munemitsu S, Albert I, Souza B, et al. Regulation of intracellular beta-catenin levels 
by the adenomatous polyposis coli (APC) tumor-suppressor protein. Proc Natl Acad 
Sci U S A. 1995;92:3046-3050. 



 

 

170	
  
350. Hwang SG, Yu SS, Ryu JH, et al. Regulation of beta-catenin signaling and 

maintenance of chondrocyte differentiation by ubiquitin-independent proteasomal 
degradation of alpha-catenin. J Biol Chem. 2005;280:12758-12765. 

351. Ito K, Okamoto I, Araki N, et al. Calcium influx triggers the sequential proteolysis of 
extracellular and cytoplasmic domains of E-cadherin, leading to loss of beta-catenin 
from cell-cell contacts. Oncogene. 1999;18:7080-7090. 

352. Hirota M, Watanabe K, Hamada S, et al. Smad2 functions as a co-activator of 
canonical Wnt/beta-catenin signaling pathway independent of Smad4 through histone 
acetyltransferase activity of p300. Cellular signalling. 2008;20:1632-1641. 

353. Clifford RL, Deacon K, Knox AJ. Novel regulation of vascular endothelial growth 
factor-A (VEGF-A) by transforming growth factor (beta)1: requirement for Smads, 
(beta)-CATENIN, AND GSK3(beta). J Biol Chem. 2008;283:35337-35353. 

354. Zhang M, Wang M, Tan X, et al. Smad3 prevents beta-catenin degradation and 
facilitates beta-catenin nuclear translocation in chondrocytes. J Biol Chem. 
2010;285:8703-8710. 

355. Tian X, Zhang J, Tan TK, et al. Association of beta-catenin with P-Smad3 but not 
LEF-1 dissociates in vitro profibrotic from anti-inflammatory effects of TGF-beta1. J 
Cell Sci. 2013;126:67-76. 

356. Lei S, Dubeykovskiy A, Chakladar A, et al. The murine gastrin promoter is 
synergistically activated by transforming growth factor-beta/Smad and Wnt signaling 
pathways. J Biol Chem. 2004;279:42492-42502. 

357. Chafey P, Finzi L, Boisgard R, et al. Proteomic analysis of beta-catenin activation in 
mouse liver by DIGE analysis identifies glucose metabolism as a new target of the 
Wnt pathway. Proteomics. 2009;9:3889-3900. 

358. Yang W, Xia Y, Ji H, et al. Nuclear PKM2 regulates beta-catenin transactivation 
upon EGFR activation. Nature. 2011;480:118-122. 

359. Esen E, Chen J, Karner CM, et al. WNT-LRP5 signaling induces Warburg effect 
through mTORC2 activation during osteoblast differentiation. Cell metabolism. 
2013;17:745-755. 

360. Jin WS, Kong ZL, Shen ZF, et al. Regulation of hypoxia inducible factor-1alpha 
expression by the alteration of redox status in HepG2 cells. Journal of experimental & 
clinical cancer research : CR. 2011;30:61. 

361. Yuan G, Peng YJ, Reddy VD, et al. Mutual antagonism between hypoxia-inducible 
factors 1alpha and 2alpha regulates oxygen sensing and cardio-respiratory 
homeostasis. Proc Natl Acad Sci U S A. 2013;110:E1788-1796. 



 

 

171	
  
362. Niecknig H, Tug S, Reyes BD, et al. Role of reactive oxygen species in the 

regulation of HIF-1 by prolyl hydroxylase 2 under mild hypoxia. Free radical 
research. 2012;46:705-717. 

363. Wang B, Wood IS, Trayhurn P. Hypoxia induces leptin gene expression and secretion 
in human preadipocytes: differential effects of hypoxia on adipokine expression by 
preadipocytes. The Journal of endocrinology. 2008;198:127-134. 

364. Basciano L, Nemos C, Foliguet B, et al. Long term culture of mesenchymal stem cells 
in hypoxia promotes a genetic program maintaining their undifferentiated and 
multipotent status. BMC Cell Biol. 2011;12:12. 

365. Hess R, Pino AM, Rios S, et al. High affinity leptin receptors are present in human 
mesenchymal stem cells (MSCs) derived from control and osteoporotic donors. J Cell 
Biochem. 2005;94:50-57. 

366. Scheller EL, Song J, Dishowitz MI, et al. Leptin functions peripherally to regulate 
differentiation of mesenchymal progenitor cells. Stem Cells. 2010;28:1071-1080. 

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

368. Tormin A, Li O, Brune JC, et al. CD146 expression on primary nonhematopoietic 
bone marrow stem cells is correlated with in situ localization. Blood. 2011;117:5067-
5077. 

369. Yeh SP, Chang JG, Lo WJ, et al. Induction of CD45 expression on bone marrow-
derived mesenchymal stem cells. Leukemia : official journal of the Leukemia Society 
of America, Leukemia Research Fund, U.K. 2006;20:894-896. 

370. Li G, Zheng B, Meszaros LB, et al. Identification and characterization of 
chondrogenic progenitor cells in the fascia of postnatal skeletal muscle. Journal of 
molecular cell biology. 2011;3:369-377. 

371. do Amaral RJ, Pedrosa Cda S, Kochem MC, et al. Isolation of human nasoseptal 
chondrogenic cells: a promise for cartilage engineering. Stem cell research. 
2012;8:292-299. 

372. Annabi B, Lee YT, Turcotte S, et al. Hypoxia promotes murine bone-marrow-derived 
stromal cell migration and tube formation. Stem Cells. 2003;21:337-347. 

373. Dibbens JA, Miller DL, Damert A, et al. Hypoxic regulation of vascular endothelial 
growth factor mRNA stability requires the cooperation of multiple RNA elements. 
Molecular biology of the cell. 1999;10:907-919. 



 

 

172	
  
374. Hoemann CD, El-Gabalawy H, McKee MD. In vitro osteogenesis assays: 

influence of the primary cell source on alkaline phosphatase activity and 
mineralization. Pathologie-biologie. 2009;57:318-323. 

375. Boskey AL, Gelb BD, Pourmand E, et al. Ablation of cathepsin k activity in the 
young mouse causes hypermineralization of long bone and growth plates. Calcified 
tissue international. 2009;84:229-239. 

376. Taboas JM. Mechanobiologic regulation of skeletal progenitor cell differentiation. 
Vol Ph.D. Ann Arbor: University of Michigan; 2004:407. 

377. Zhou Y, Guan X, Wang H, et al. Hypoxia induces osteogenic/angiogenic responses of 
bone marrow-derived mesenchymal stromal cells seeded on bone-derived scaffolds 
via ERK1/2 and p38 pathways. Biotechnology and bioengineering. 2013;110:1794-
1804. 

378. Valorani MG, Montelatici E, Germani A, et al. Pre-culturing human adipose tissue 
mesenchymal stem cells under hypoxia increases their adipogenic and osteogenic 
differentiation potentials. Cell Prolif. 2012;45:225-238. 

379. Wise JK, Alford A, Goldstein S, et al. Comparison of Uncultured Marrow 
Mononuclear Cells and Culture-Expanded Mesenchymal Stem Cells in 3D Collagen-
Chitosan Microbeads for Orthopaedic Tissue Engineering. Tissue Eng Part A. 2013. 

380. Benjamin S, Sheyn D, Ben-David S, et al. Oxygenated environment enhances both 
stem cell survival and osteogenic differentiation. Tissue Eng Part A. 2013;19:748-
758. 

381. Lu C, Saless N, Wang X, et al. The role of oxygen during fracture healing. Bone. 
2013;52:220-229. 

382. Yew TL, Huang TF, Ma HL, et al. Scale-up of MSC under hypoxic conditions for 
allogeneic transplantation and enhancing bony regeneration in a rabbit calvarial 
defect model. J Orthop Res. 2012;30:1213-1220. 

383. Huang TF, Yew TL, Chiang ER, et al. Mesenchymal stem cells from a hypoxic 
culture improve and engraft achilles tendon repair. The American journal of sports 
medicine. 2013;41:1117-1125. 

384. Zhong H, Simons JW. Direct comparison of GAPDH, beta-actin, cyclophilin, and 
28S rRNA as internal standards for quantifying RNA levels under hypoxia. Biochem 
Biophys Res Commun. 1999;259:523-526. 

385. Yun Z, Maecker HL, Johnson RS, et al. Inhibition of PPAR gamma 2 gene expression 
by the HIF-1-regulated gene DEC1/Stra13: a mechanism for regulation of 
adipogenesis by hypoxia. Dev Cell. 2002;2:331-341. 



 

 

173	
  
386. Wagegg M, Gaber T, Lohanatha FL, et al. Hypoxia promotes osteogenesis but 

suppresses adipogenesis of human mesenchymal stromal cells in a hypoxia-inducible 
factor-1 dependent manner. PLoS One. 2012;7:e46483. 

387. Caron MM, Emans PJ, Coolsen MM, et al. Redifferentiation of dedifferentiated 
human articular chondrocytes: comparison of 2D and 3D cultures. Osteoarthritis 
Cartilage. 2012;20:1170-1178. 

388. Zhou Z, Apte SS, Soininen R, et al. Impaired endochondral ossification and 
angiogenesis in mice deficient in membrane-type matrix metalloproteinase I. Proc 
Natl Acad Sci U S A. 2000;97:4052-4057. 

389. Melton JT, Clarke NM, Roach HI. Matrix metalloproteinase-9 induces the formation 
of cartilage canals in the chondroepiphysis of the neonatal rabbit. J Bone Joint Surg 
Am. 2006;88 Suppl 3:155-161. 

390. Ahmed N, Dreier R, Gopferich A, et al. Soluble signalling factors derived from 
differentiated cartilage tissue affect chondrogenic differentiation of rat adult marrow 
stromal cells. Cell Physiol Biochem. 2007;20:665-678. 

391. Borzi RM, Olivotto E, Pagani S, et al. Matrix metalloproteinase 13 loss associated 
with impaired extracellular matrix remodeling disrupts chondrocyte differentiation by 
concerted effects on multiple regulatory factors. Arthritis Rheum. 2010;62:2370-
2381. 

392. Bertram H, Boeuf S, Wachters J, et al. Matrix metalloprotease inhibitors suppress 
initiation and progression of chondrogenic differentiation of mesenchymal stromal 
cells in vitro. Stem Cells Dev. 2009;18:881-892. 

393. Lozito TP, Tuan RS. Mesenchymal stem cells inhibit both endogenous and 
exogenous MMPs via secreted TIMPs. J Cell Physiol. 2011;226:385-396. 

394. Lord-Dufour S, Copland IB, Levros LC, Jr., et al. Evidence for transcriptional 
regulation of the glucose-6-phosphate transporter by HIF-1alpha: Targeting G6PT 
with mumbaistatin analogs in hypoxic mesenchymal stromal cells. Stem Cells. 
2009;27:489-497. 

395. Mergenthaler P, Kahl A, Kamitz A, et al. Mitochondrial hexokinase II (HKII) and 
phosphoprotein enriched in astrocytes (PEA15) form a molecular switch governing 
cellular fate depending on the metabolic state. Proc Natl Acad Sci U S A. 
2012;109:1518-1523. 

396. Potier E, Ferreira E, Meunier A, et al. Prolonged hypoxia concomitant with serum 
deprivation induces massive human mesenchymal stem cell death. Tissue Eng. 
2007;13:1325-1331. 



 

 

174	
  
397. Deorosan B, Nauman EA. The role of glucose, serum, and three-dimensional cell 

culture on the metabolism of bone marrow-derived mesenchymal stem cells. Stem 
cells international. 2011;2011:429187. 

398. Flashman E, Davies SL, Yeoh KK, et al. Investigating the dependence of the 
hypoxia-inducible factor hydroxylases (factor inhibiting HIF and prolyl hydroxylase 
domain 2) on ascorbate and other reducing agents. Biochem J. 2010;427:135-142. 

399. Knowles HJ, Raval RR, Harris AL, et al. Effect of ascorbate on the activity of 
hypoxia-inducible factor in cancer cells. Cancer research. 2003;63:1764-1768. 

400. Choi KM, Seo YK, Yoon HH, et al. Effect of ascorbic acid on bone marrow-derived 
mesenchymal stem cell proliferation and differentiation. Journal of bioscience and 
bioengineering. 2008;105:586-594. 

401. OpenStaxCollege. Carbohydrate Metabolism. Available at: 
http://cnx.org/content/m46451/1.3/. Accessed October 1, 2013, 2013. 

402. Kong X, Zheng F, Guo LY, et al. [VEGF promotes the proliferation of bone marrow 
derived mesenchymal stem cells through ERK1/2 signal pathway]. Zhongguo shi yan 
xue ye xue za zhi / Zhongguo bing li sheng li xue hui = Journal of experimental 
hematology / Chinese Association of Pathophysiology. 2010;18:1292-1296. 

403. Yun SP, Lee MY, Ryu JM, et al. Role of HIF-1alpha and VEGF in human 
mesenchymal stem cell proliferation by 17beta-estradiol: involvement of PKC, 
PI3K/Akt, and MAPKs. American journal of physiology. Cell physiology. 
2009;296:C317-326. 

404. Lee J, Lee J, Hwang H, et al. Promotion of stem cell proliferation by vegetable 
peptone. Cell proliferation. 2009;42:595-601. 

405. Damert A, Ikeda E, Risau W. Activator-protein-1 binding potentiates the hypoxia-
induciblefactor-1-mediated hypoxia-induced transcriptional activation of vascular-
endothelial growth factor expression in C6 glioma cells. The Biochemical journal. 
1997;327 ( Pt 2):419-423. 

406. Vahedi G, Kanno Y, Sartorelli V, et al. Transcription factors and CD4 T cells seeking 
identity: masters, minions, setters and spikers. Immunology. 2013;139:294-298. 

407. Wagner W, Horn P, Castoldi M, et al. Replicative senescence of mesenchymal stem 
cells: a continuous and organized process. PLoS One. 2008;3:e2213. 

408. Yu J, Hu K, Smuga-Otto K, et al. Human induced pluripotent stem cells free of vector 
and transgene sequences. Science. 2009;324:797-801. 

409. Okita K, Nakagawa M, Hyenjong H, et al. Generation of mouse induced pluripotent 
stem cells without viral vectors. Science. 2008;322:949-953. 



 

 

175	
  
410. Carey BW, Markoulaki S, Hanna J, et al. Reprogramming of murine and human 

somatic cells using a single polycistronic vector. Proc Natl Acad Sci U S A. 
2009;106:157-162. 

 
 

 


	1
	Lisa Boyette - dissertation signature form
	1.5
	2
	2.5
	3
	4
	5



