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Abstract

Background: Senescent cells are well-recognized in the aging/degenerating human disc. Senescent cells are
viable, cannot divide, remain metabolically active and accumulate within the disc over time. Molecular analysis of
senescent cells in tissue offers a special challenge since there are no cell surface markers for senescence which
would let one use fluorescence-activated cell sorting as a method for separating out senescent cells.

Methods: We employed a novel laser capture microdissection (LCM) design to selectively harvest senescent and
non-senescent annulus cells in paraffin-embedded tissue, and compared their gene expression with microarray
analysis. LCM was used to separately harvest senescent and non-senescent cells from 11 human annulus specimens.

Results: Microarray analysis revealed significant differences in expression levels in senescent cells vs non-senescent
cells: 292 genes were upregulated, and 321 downregulated. Genes with established relationships to senescence
were found to be significantly upregulated in senescent cells vs. non-senescent cells: p38 (MPAK14), RB-Associated
KRAB zinc finger, Discoidin, CUB and LCCL domain, growth arrest and DNA-damage inducible beta, p28ING5,
sphingosine-1-phosphate receptor 2 and somatostatin receptor 3; cyclin-dependent kinase 8 showed significant
downregulation in senescent cells. Nitric oxidase synthase 1, and heat shock 70 kDa protein 6, both of which were
significantly down-regulated in senescent cells, also showed significant changes. Additional genes related to
cytokines, cell proliferation, and other processes were also identified.

Conclusions: Our LCM-microarray analyses identified a set of genes associated with senescence which were
significantly upregulated in senescent vs non-senescent cells in the human annulus. These genes include p38 MAP
kinase, discoidin, inhibitor of growth family member 5, and growth arrest and DNA-damage-inducible beta. Other
genes, including genes associated with cell proliferation, extracellular matrix formation, cell signaling and other cell
functions also showed significant modulation in senescent vs non-senescent cells. The aging/degenerating disc
undergoes a well-recognized loss of cells; understanding senescent cells is important since their presence further
reduces the disc’s ability to generate new cells to replace those lost to necrosis or apoptosis.

Background
Cell senescence (also termed replicative senescence)
occurs when normal cells stop dividing. This phenom-
enon was initially described more than 40 years ago dur-
ing studies of cultured human fibroblasts [1]. Senescent
cells are viable, but exhibit alterations in phenotype and

altered gene expression patterns [2-5]. Senescent cells
may have altered responsiveness to external stimuli and
may secrete factors which can influence neighboring
cells or their nearby extracellular matrix (ECM). There
is currently a great deal of interest in the manner in
which cell senescence may contribute to age-associated
loss of function or age-related pathology in vivo, and
molecular studies are directed towards elucidating
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mechanisms and pathways which activate the senescence
program in cells [6].
The current views of cell senescence not only recog-

nize that it is a condition in which cells can no longer
respond to mitogenic signals and thus cannot prolifer-
ate, but also point out that senescence also is associated
with alterations in nuclear structure, protein processing,
gene expression and cell metabolism. The senescent
state is a complex response to specific trigger(s) or mul-
tiple signaling pathways, including telomere uncapping,
oxidative stress, DNA damage and oncogene activation
[3,7,8]. Senescence represents a general cellular response
mechanism which, when activated, results in numerous
morphologic and functional changes [2]. There is cur-
rently no one single marker for senescent cells, but
researchers now have characterized a number of impor-
tant characteristics which have been summarized by
Campisi and d’Adda di Faggana [9] and Cichowski and
Hahn [10].
Microarray analysis, which we used in the present

work, has been shown to be a powerful analytical tool in
previous studies of cell senescence in studies of cultured
cells [11]. Shelton et al. studied senescence in three cell
types, dermal fibroblasts, retinal pigment epithelial cells,
and vascular endothelial cells [12], and Zhang et al.
examined senescent fibroblasts and mammary epithelial
cells [13]. These studies, and gene expression profiling
studies [14], showed that specific cell types have specific
patterns of up- or down-regulation of gene expression
during senescence.
In the aging intervertebral disc, there is a well-recog-

nized loss of cells, which puts the remaining cell popula-
tion at risk for any diminution in cell function. A
number of years ago, Buckwalter provided insightful
comments which pointed to the need to learn more
about this process which blocks future cell division cap-
ability in the disc and alters the cell’s functional capacity
[15,16].
A number of major studies have now verified the pre-

sence of senescent cells in the aging/degenerating
human disc. Studies by Roberts et al. have provided evi-
dence that there was a greater proportion of senescent
cells in herniated than non-herniated discs, and more
senescent cells in the nucleus pulposus compared to the
annulus [17]. Work by Le Maitre et al. showed that the
senescent cell phenotype is associated with increased
catabolism involving metalloproteinase 13 (MMP 13)
and aggrecanase (ADAMTS 5) [18]. This finding was
important because it links senescence with matrix
degradation, one of the major problems in disc degen-
eration. This study also showed that disc cells exhibit
accelerated senescence with decreased telomere length.
Studies from our laboratory have shown that the pro-

portion of senescent cells increased significantly with

increasing stages of disc degeneration (p < 0.0001) [19].
Another publication from our lab has provided addi-
tional information on disc cell senescence. Using laser
capture microdissection and microarray analysis, this
study (described in more detail below) identified two
senescence-related genes which were significantly up-
regulated in more degenerated discs compared to heal-
thier discs [20]: growth arrest-specific 1 gene (GAS)
(which inhibits DNA synthesis, inhibits cell cycle pro-
gression in vitro, and is expressed in senescent fibro-
blasts [21-23]. The second significantly upregulated gene
was lysyl oxidase-like 2 (LOXL2), which has been seen
to be expressed in senescent human fibroblasts [24,25].
More recently, we have also shown that increased cell
senescence is associated in vivo with decreased cell pro-
liferation in the degenerating annulus [26].
Since senescent cells cannot divide, they may reduce

the disc’s ability to generate new cells to replace those
lost to necrosis or apoptosis. Senescent cells also accu-
mulate over time, and their metabolic products may
contribute to pathologic changes seen in degenerating
discs. Because of the importance of senescence, in the
present study we utilize laser capture microdissection
(LCM) to specifically harvest senescent cells from the
annulus, determine gene expression patterns using
microarray analysis, and then compare and contrast the
senescent cell expression patterns with patterns from
paired non-senescent cells harvested from the same his-
tologic section.

Methods
Clinical Study Population
Experimental study of human disc specimens was
approved prospectively by the authors’ Human Subjects
Institutional Review Board at Carolinas Medical Center.
The need for informed consent was waived since disc
tissue was removed as part of routine surgical practice.
Scoring of disc degeneration utilized the Thompson
scoring system; this system scores disc degeneration
over the spectrum from a healthy disc (Thompson grade
I) to discs with advanced degeneration (grade V, the
most advanced stage of degeneration) [27]. Patient spe-
cimens were derived from surgical disc procedures per-
formed on individuals with herniated discs and
degenerative disc disease. Surgical specimens were trans-
ported to the laboratory in sterile tissue culture
medium.
Disc Specimens
Table 1 presents the subject demographic features for
specimens utilized in this study. Specimens were graded
using the Thompson scoring system [27] where Grade I
describes a healthy disc with abundant proteoglycan and
normal collagen lamellar structure; grades progress up
to Grade V which denotes a severely degenerated disc
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with prominent collagen lamellar bundles and decreased
proteoglycan.
Study Design
In the present study we utilize LCM to specifically har-
vest senescent cells from the annulus, determine gene
expression patterns using microarray analysis, and then
compare and contrast the senescent cell expression pat-
terns with patterns from paired non-senescent cells har-
vested from the same histologic section.
Comparison of Histochemical Senescent Cell Staining with
the Technique Used for Senescence-Associated-b-
galactosidase Immunolocalization for Laser Capture
Micro-dissection
The traditional histochemical staining method which is
utilized routinely for identification of senescent cultured
cells unfortunately will not work on paraffin-embedded
tissue. Therefore, we carried out an initial study to con-
firm that the immunohistochemical method to be used
with LCM produced results which were not statistically
different from those seen with the histochemical stain-
ing procedure. For this study, we used cultured disc
cells from four surgical patients; annulus cells were
derived and passaged as previously described [28], and
assessed using a stress-induced in vitro model recently
developed in our lab [29]. Briefly, cells are plated on
multichamber slides (Lab-Tek™ Chamber Slide™ System
(Nunc, Napierville, IL)), allowed to attach, and are then
exposed to either control conditions or H2O2 exposure
as a method of exogenous production of stress-induced
premature cell senescence. Cells are exposed to 50 μM
H2O2 for 2 hours, rinsed, and allowed to grow for 3
days. At termination, cells are rinsed, fixed with 10%
neutral-buffered formalin for 10 min, and stored in 70%
ethanol until processed for either histochemical localiza-
tion of localization of senescence, or immunohistochem-
ical detection of senescence as described above.

Histochemical identification of senescent cells was
performed using the Senescent Cells Staining Kit
(Sigma, St Louis, MO) according to manufacturer’s
instructions. All reagents were provided in the kit. Cells
were washed two times in PBS and fixed in the fixative
solution for 7 minutes at room temperature. Cells were
then rinsed three times in PBS and then incubated in
the staining solution overnight at 37°C. Cells were
rinsed in PBS and counterstained with Nuclear Fast Red
(Sigma) for 5 minutes.
The percentage of senescent cells was determined for

each of four separate cultures of human annulus cells in
both control and H2O2-treated cultures.
Senescence-Associated-b-galactosidase
Immunolocalization for Laser Capture Microdissection
Specimens were fixed overnight in 10% neutral buffered
formalin (Allegiance, McGaw Park, IL), and then trans-
ferred to 70% Ethyl alcohol (AAPER, Shelbyville, KY) for
holding until processed for paraffin embedding. Speci-
mens were processed on TBS ATP1 Tissue Processor
(TBS, Durham, NC), and embedded in Paraplast Plus
(ThermoShandon, Pittsburgh, PA) paraffin. 4 μm sec-
tions were cut with a Leica (Nussloch, Germany)
RM2025 microtome using RNase-free techniques and
mounted on Superfrost Slides (Allegiance). Slides were
cut the day they were to be processed for immunohisto-
chemistry, and placed in 60°C oven for 30 minutes.
Slides were deparaffinized using the reagents provided
in the Paradise Reagent System (Molecular Devices,
Sunnyvale, CA).
The immunofluorescence procedure utilized the His-

togene LCM Immunofluorescence Staining Kit (Molecu-
lar Devices). The primary antibody; anti-b-galactosidase
(Promega, Madison, WI) was used at a dilution of 1:20
for 10 minutes. Biotinylated Link Antibody (Dako, Car-
penteria, CA) was applied for 5 minutes followed by

Table 1 Demographic Features of Subjects and Percentages of Senescent Cells *

Subject Number % Senescent Cells ** Age
(years)

Gender Site Thompson
Grade

1 68.1 28 Female L3-L4 3

2 76.4 46 Female L4-L5 4

3 71.8 56 Male L4-L5 4

4 74.5 45 Male L5-S1 4

5 80.2 54 Female C4-C5 4

6 92.0 32 Male L5-S1 4

7 64.4 56 Male L4-L5 5

8 68.6 37 Male L4-L5 3.5

9 57.1 57 Male L4-L5 3

10 46.1 26 Female L5-S1 3

11 51.8 37 Male L5-S1 3

* * L, lumbar; S, sacral; C, cervical.
** Determined from measurement of senescent cells (using SA-b-gal immunohistochemistry) on sections adjacent to those used for LCM.
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Cy3 Streptavidin (provided in kit). All steps were per-
formed at 4°C. Slides were dehydrated using reagents
and protocol provided in Histogene Kit, air dried for 5
minutes, and laser capture microdissection performed as
described below.
Laser Capture Microdissection
LCM was carried out using the Arcturus PixCell lle
LCM1106. Cells were harvested using standard LCM
techniques as previously described [20]. Histologic sec-
tions adjacent to those used for LCM were first exam-
ined to ensure that only annulus regions were present.
During LCM, a special film attached to a microfuge cap
was placed on top of the section. Cells of interest were
selected for laser removal and marked by circles. When
all cells had been selected, a finely focused laser pulse
was used to melt the film and allow cells to be harvested
when the cap is removed. Senescent cells were selected
and captured first. Remaining non-senescent cells were
then scraped from the histology slide. Senescent and
non-senescent cells were then processed for microarray
analysis as described below.
Microarray Analysis
Samples were prepared per instructions in the Paradise
Reagent System (Arcturus Bioscience, Inc., Mountain
View, CA) for steps 1 to 4 and the Affymetrix GeneChip
Expression Analysis Technical Manual (copyright 2002,
Affymetrix, Inc., Rev. 3, Part number 701021) for steps
5 and later. Briefly, the major steps were: 1) Total RNA
was extracted from the isolated cells; 2) The total
extracted RNA was converted to double-stranded
cDNA; 3) cDNA was expressed as cRNA by in vitro
transcription; 4) cRNA was used to prime a second
round of cDNA synthesis; 5) The second-round cDNA
was expressed as biotin-labeled cRNA with the Affyme-
trix 3’ Amplification Reagents for IVT Labeling (Affyme-
trix, P/N 900449); 6) Biotin-labeled cRNA was
fragmented non-enzymatically.
The Affymetrix human U133 X3P array, with probes

for 47,000 human transcripts with all probe sets within
300 base pairs of the 3’ end of the transcript, was used
in this study since this specialized design permits the
quantification of fragmented RNA from paraffin-
embedded tissue. The GCOS Affymetrix GeneChip
Operating System (version 1.2, Affymetrix, Santa Clara,
CA) was used for determining gene expression levels.
Microarray data used in the present study can be

viewed in the study named GSE17077 study at the fol-
lowing website: http://www.ncbi.nlm.nih.gov/geo/query/
acc.cgi?acc=GSE17077.
Statistical Analyses
GeneSifter™ web-based software (VizX Labs, Seattle,
WA, USA; http://www.genesifter.net) was used to ana-
lyze all microarray data. Using GC-RMA (Robust multi-
array average), Affymetrix ‘.cel’ files were uploaded to

the GeneSifter™ web site and normalized. Using the stu-
dent t-test (2 tailed, unpaired), statistical significance
was determined (p < 0.05). The fold change was set at
1.02. Gene Ontologies (GO) were generated by GeneSif-
ter™ based on the Gene Ontology Consortium (http://
www.geneontology.org/GO.doc.html[30]).

Results
Identification of Senescent Cells Using Senescence-
Associated-b-galactosidase Immunolocalization Does Not
Significantly Differ from Identification Using
Histochemical Senescence Detection
In the experimental design utilized here, LCM was
employed to separately harvest senescent and non-
senescent cells from paraffin sections of human disc tis-
sue. The traditional histochemical pH 6.0 staining
method routinely for identification of senescent cultured
cells [31,32] unfortunately does not work on paraffin-
embedded tissue. Therefore, senescent cells were identi-
fied here based on immunofluorescent localization of
senescence-Associated-b-galactosidase (Figure 1A). We
carried out an initial study to confirm that the immuno-
histochemical method for identification of senescent
cells did not statistically differ from the histochemical
staining of senescent cells.
This analysis required use of cultured cells. Annulus

cells were cultured from four surgical disc specimens as
previously described [28], cells expanded, and cultured
on multi chamber slides. Replicate cultures of control
cells, and cells induced into senescence via oxidative
stress [29], were then assessed using the histochemical
method or the immunohistochemical methodology
involving localization of senescence-associated-b-galac-
tosidase [19]. There was no statistically significant differ-
ence in the % of senescent cells in our in vitro study for
either control cells, or cells induced into premature
stress-induced senescence by H2O2 exposure (Figure
1B). This in vitro work validated our use of the immu-
nocytochemistry to localize senescent cells for LCM har-
vest and subsequent microarray analysis.
Clinical Study Population
Eleven annulus specimens, Thompson grade 3-4, were
utilized to harvest senescent and non-senescent cells
from the human annulus. Table 1 presents the demo-
graphic features of the subjects, and the percentages of
senescent cells, in the discs evaluated here.
Microarray Analysis
Analysis of genes with significant differences in expres-
sion levels in senescent cells vs non-senescent cells
showed that 292 genes were upregulated, and 321
downregulated. We further analyzed expression patterns
using ontology analyses for genes involved in cell prolif-
eration, in ECM formation and in ECM degradation,
cell adhesion, cell signaling, apoptosis, and genes related
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to cytokines/inflammation. Microarray data used in the
present study can be viewed in the study named
GSE17077 study at the following website: http://www.
ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE17077.
Major findings are listed below.
Genes Related to Cell Senescence or Cell Proliferation
with Significant Expression Differences in Senescent vs.
Non-Senescent Annulus Cells
One major focus of our gene analysis centered upon
genes known to have a previously established role in cell
senescence (Table 2).
Several genes related to senescence were found to be

significantly upregulated in senescent cells vs. non-senes-
cent cells: p38 (MPAK14), RB-Associated KRAB zinc fin-
ger, Discoidin, CUB and LCCL domain, growth arrest
and DNA-damage inducible beta, inhibitor of growth
family member 5 (p28ING5), sphingosine-1-phosphate
receptor 2 and somatostatin receptor 3. Another known

gene related to senescence, cyclin-dependent kinase 8,
showed significant downregulation in senescent cells.
Nitric oxidase synthase 1, and heat shock 70 kDa protein
6, both of which were significantly down-regulated in
senescent cells, also showed significant changes.
A number of genes related to the cell cycle or cell

proliferation were identified which showed significant
differences in senescent vs. non-senescent cells (Table
3). Significantly upregulated genes included bone mor-
phogenetic protein receptor, type II (serine/threonine
kinase), and protein tyrosine phosphatase, receptor type
A. Several significantly downregulated genes were also
found to be present in the senescent cells; these
included alpha-2-glycoprotein 1, tumor necrosis factor
superfamily, member 13b, integrin-linked kinase-2, the
G1 to S phase transition 2 gene, cell division cycle 2-
like 6 (CDK8-like) gene, and Ras homolog gene family
member H.

Figure 1 A: Localization of senescent cells (red; bold arrows) and non-senescent cells (thin arrows) using immunofluorescent
localization of senescent-associated-b-galactosidase in paraffin-embedded human annulus tissue. (Bar = 10 μm). B: No significant
difference was identified in vitro when control or H2O2-treated annulus cells were quantified using histochemical (H) vs. the immunofluoresce (I)
method to detect senescent cells.
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Other Significant Gene Expression Differences in
Senescent vs Non-senescent Annulus Cells
Because senescent cells remain metabolically active even
through they can no longer divide, we were also inter-
ested in other gene expression patterns in senescent
annulus cells, and in how these patterns differed from
those in non-senescent cells.
Table 4 summarizes significantly different expression

patterns for genes related to extracellular matrix (ECM)
formation and degradation, expression of growth factors
and genes related to inflammation, genes related to cells
signaling, and those to apoptosis.
Fibronectin type III and keratin 79, keratin associated

protein 4-11, thrombospondin type I, domain contain 4,
and spondin 1 (an ECM protein) were downregulated in
senescent cells. Two matrix metalloproteinase were

upregulated (MMP2 and an MIFR1), whereas ADAM
metallopeptidase domain 3A was significantly
downregulated.
Two genes related to fibroblast growth factor (FGF)

showed significant differences in senescent cells (FGF %
was downregulated, and FGF-receptor 2 was up-regu-
lated). Significant upregulation was seen for bone mor-
phogenetic protein-2 inducible kinase and interleukin
17C. Interleukin 25 and nitric oxide synthase 1 were
downregulated.
Three important genes related to cell signaling showed

significant downregulation in senescent cells: Mitogen-
activated protein kinase 8 interacting protein 2, mito-
gen-activated protein kinase kinase kinase 11, and mito-
gen-activated protein kinase 2. Two other cell signaling
genes showed significant upregulation in senescent cells:

Table 2 Senescence-Related Genes with Significant Differences in Gene Expression Levels in Senescent vs. Non-
Senescent Annulus Cells

Gene Name Ratio/Fold Change Direction P value Gene Identifier

RB-associated KRAB zinc finger 1.51 Up 0.022 AW138835

Discoidin, CUB and LCCL domain containing protein 2 1.47 Up 0.038 AW300360

p38 (p38 MAP kinase; MPAK14) 1.37 Up 0.029 AF218033

Inhibitor of growth family, member 5 (p28ING5) 1.18 Up 0.046 BC005370

Growth arrest and DNA-damage-inducible, beta 1.06 Up 0.040 AV658684

Somatostatin receptor 3 1.03 Up 0.048 NM_001051

Interferon induced transmembrane protein 1 (9-27) 1.08 Up 0.038 NM_003641

Sphingosine-1-phosphate receptor 2 1.38 Up 0.046 NM_004230

Cyclin-dependent kinase 8 (CDK8) 1.12 Down 0.049 NM_001260

Nitric oxide synthase 1 1.06 Down 0.017 U31466

Heat shock 70 kDa protein 6 (HSP70B) 1.11 Down 0.020 X51757

Table 3 Cell Proliferation or Cell Cycle Genes with Significant Expression Differences in Senescent vs. Non-Senescent
Annulus Cells

Gene Name Ratio/Fold Change Direction P value Gene Identifier

Protein tyrosine phosphatase, receptor type, A 1.68 Up 0.043 BF740139

Kallikrein-related peptidase 4 1.44 Up 0.025 AF113140

Leucine zipper, putative tumor suppressor 1 1.35 Up 0.033 BE312985

Leucine zipper, putative tumor suppressor 1 1.35 Up 0.033 BE312985

SPEG complex locus 1.26 Up 0.040 AL512705

KIAA1009 1.25 Up 0.042 NM_014895

Bone morphogenetic protein receptor, type II (serine/threonine kinase) 1.15 Up 0.023 U20165

Pyrin and HIN domain family, member 1 1.58 Down 0.005 AK024890

Alpha-2-glycoprotein 1, zinc-binding 1.23 Down 0.041 D90427

Arachidonate 15-lipoxygenase 1.21 Down 0.040 NM_001140

Ras homolog gene family, member H 1.17 Down 0.046 NM_004310

Cell division cycle 2-like 6 (CDK8-like) 1.16 Down 0.016 AA994004

Tumor necrosis factor (ligand) superfamily, member 13b 1.13 Down 0.024 AF134715

Triple functional domain (PTPRF interacting) 1.13 Down 0.027 BF223718

Sialophorin (leukosialin, CD43) 1.07 Down 0.042 J04168

G1 to S phase transition 2 1.04 Down 0.018 NM_018094
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mitogen activated protein kinase kinase kinase 10, and
cirhin.
Senescent cells showed significant downregulation of

three genes related to apoptosis: BCL2/adenovirus E1B
interacting proteins 2 and 3, and apoptotic peptidase
activating factor 1.
Significant changes were also present in senescent

cells in a number of genes related to solute transport,
ribosomal proteins, zinc finger proteins, and other genes
(Additional file 1: Table S1). Aquaporin 6 and ATG4
autophagy related 4 homolog B were significantly down-
regulated in senescent cells.

Discussion
In this study we utilized LCM to separately harvest
senescent and non-senescent cells in paraffin-embedded
section of human annulus tissue from the intervertebral
discs. LCM harvests produced mRNA in amounts which
could then be utilized in whole genome microarray ana-
lysis. This application of LCM to selectively isolate
senescent cells was especially important in our work
because this is the only methodology whereby senes-
cence cells can currently be separated from non-senes-
cent cells in tissue. Researchers who are experienced
with harvest of individual cells using laser capture
microdissection will be able to carry out studies such as
ours since senescent cells were readily visualized with
the fluorescent microscopy as illustrated in Figure 1. We
look forward to future LCM studies which also include
real-time RT-PCR analysis of genes identified in our
present work.
There is a known loss of cells in the aging and degen-

erating human disc; understanding senescent cells is
important since their presence further reduces the disc’s
ability to generate new cells to replace those lost to
necrosis or apoptosis.
Senescent cells, compared to those which were non-

senescent, showed significant upregulation of a number
of critical genes which have previously been shown to
play important roles in cell senescence (Table 2).
Our analysis showed that mitogen-activated protein

kinase p38 (also know as p38, p38 MPA kinase or
MPAK14) was significantly upregulated in senescent
compared to non-senescent annulus cells. Mitogen-acti-
vated protein kinase p38 plays an important causative
role in senescent cells following telomere shortening
[33-35]. Although we were not able to assess telomere
length in the present work, important previous studies
by LeMaitre et al [18] documented telomere shortening
in cultured cells derived from degenerating disc
specimens.
We found that senescent annulus cells showed signifi-

cant upregulation of the gene growth arrest and DNA-
damage-inducible beta (also called GADD45beta)

compared to non-senescent cells. This gene is an
upstream activator of the p38MAPK cascade (see above)
[36]. Overexpression of GADD45beta has been shown
to activate p38 via MTK1 [36-38]. Thus the GADD45-
beta gene also contributes to regulating the cell cycle.
Our analysis identified significant upregulation of the

retinoblastoma (Rb)-associated KRAB repressor gene
(also called RBAK) in senescent annulus cells compared
to levels in non-senescent cells. A number of studies
have previously shown that the retinoblastoma protein
enforces permanent cell cycle withdrawal and that this
gene plays a central role in senescence [39,40]. Addi-
tional studies have shown that the retinoblastoma-asso-
ciated KRAB repressor gene contributes to Rb-
dependent of E2F mediated transcriptional activation
and Rb-mediated cell cycle arrest [41].
We found that discoidin, CUB and LCCL domain con-

taining protein 2 was significantly upregulated in senes-
cent annulus cells compared to non-senescent cells.
Studies in vitro using 293T endothelial vascular cells,
have shown that expression of this gene caused suppres-
sion of cell division [42].
Senescent disc cells expressed significantly greater

levels of the gene inhibitor of growth family member 5
than did non-senescent cells. Members of the inhibitor
of growth gene family are tumor suppressors which reg-
ulate cell cycle progression and also apoptosis and DNA
repair; they are important cofactors of p53 [43].
Binding of somatostatin to its receptor has been

shown to initiate G-protein-dependent cell growth arrest
[44]. Our evaluation showed significantly greater expres-
sion of somatostatin receptor 3 in senescent annulus
cells compared to non-senescent cells.
Interferon-induced transmembrane protein 1 has an

important role in the anti-proliferative effects of inter-
feron-gamma [45]. Yang et al. have proposed that it has
its action by inhibiting extracellular signal-regulated
kinase, enhancing the transcriptional activity of p53, and
inhibiting p53 phosphorylation. In our work, we found
that senescent cells had significantly great expression of
interferon-induced transmembrane protein 1 compared
to non-senescent cells.
Sphingosine 1-phosphate is a serum-borne bioactive

sphingolipid which has been shown by Estrada et al. to
have signaling functions in cells [46]. The receptor sub-
types 1-3 for sphinogosine 1-phosphate are also known
to be markedly increased in senescent endothelial cells,
and Estrada et al. have shown that senescence can be
blocked when the receptors are knocked down with
molecular techniques. An series of studies have now
shown that sphingolipids may have an important role in
regulating cell senescence [47-49]. Our studies showed
significant upregulation of sphingosine 1-phosphate
receptor 2 in senescent vs. non-senescent cells.
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Altered gene expression by senescent cells is now
known to influence the surrounding microenvironment.
Nitric oxide is a good example of an important media-
tion [50]. In studies by Sato et al. nitric oxide was
shown to be inhibited by senescent endothelial cells
[51], and decreased endothelial nitric oxide synthase
mRNA, protein and activity was found to be greater in
senescent endothelial cells compared to young cells [52].
Differential expression of nitric oxide synthase (eNOS)
in senescent endothelial cells has also been identified by
Bernardini et al. [53]. In our studies, we also identified a
significant decrease in nitric oxide synthase in our
senescent annulus cells compared to the non-senescent
cells.
The p53 network, which is very complex, controls

stress responses such as cell cycle arrest. P21 is a key
mediator of p53-dependent cell cycle arrest. Cyclin-
dependent kinase 8 (CDK8) acts as a stimulus-specific
positive coregulator within the p53 system [54]. Recent
work by Firestein et al. has shown that suppression of
CDK8 expression inhibits proliferation in colon cancer
cells [55]. In our analyses, we found a significant down-
regulation of CDK8 in senescent annulus cells compared
to non-senescent cells.
The group of heat shock proteins (HSP) are stress-

induced, and have a number of members which are now
recognized to be associated with cell senescence, includ-
ing HSP70 which was shown in the present study to be
significantly downregulated in senescent annulus cells
compared to non-senescent cells. Gutsmann-Conrad et
al. have shown that the expression of HSP70 also
decreased with senescence in IMR-90 lung fibroblasts
during in vitro studies of cells from young or old sub-
jects [56] and in senescent human fibroblasts [57]. In
our analyses, we found a significantly reduced expres-
sion of HSP70 protein 6. This finding is important since
this modification of the senescent cell phenotype may
alter the cells ability to withstand hyperthermia and
other different types of physiologic stresses.
Tables 3 and 4 present other genes important to disc

cell function which showed significant differences in
senescent vs. non-senescent annulus cells. Of these, it is
interesting to note that with aging senescence-acceler-
ated mouse (SAM) model shows a change similar to our
finding with respect to the bone morphogenetic protein
type II receptor. Takae et al. found that with the pro-
gression of degeneration this receptor could be found
within annulus cells in this mouse model [58].
In closing, we would like to speak to the relevance and

potential future applications of the findings presented
here. Disc degeneration, and its associated low back
pain, are a primary cause of disability and play a major
role in this country’s medical, social and economic
structure. Estimated costs related to low back disorders

are in the range of $50-100 billion per year in the U.S.
alone [59]. Whether senescent cells are present in the
disc as a result of disc degeneration, as a result of aging,
or are due to as yet unidentified causes, it is now well-
recognized that senescent cells are a important compo-
nent of the disc cell population. A number of recent
studies have shown that cellular senescence can be
reversed, or at least attenuated [29,60-64]. Along with
other researchers in the disc field, we feel that potential
biologic therapies for disc degeneration hold much pro-
mise; information gained in the present study may one
day contribute to future approaches which include anti-
senescence therapies.

Conclusions
The novel data presented here contribute to the under-
standing of senescence in the aging/degenerating disc.
Since senescent cells have lost of the ability to divide,
this further compounds the degenerative process in the
disc. In addition, these senescent cells may be exerting
an influence upon the surrounding microenvironment
and nearby cells. Prominent in our findings of senescent
vs non-senescent in vivo gene expression patterns in
human annulus cells were senescence genes related to
the pRB/p53 and MAP kinase pathways. Our application
of LCM was a critically important experimental techni-
que which allowed us to separately analyze senescent vs
non-senescent cells. Major genes were identified which
have recognized relationships to cell senescence, and
gene-interactions within cellular senescence changes.
Findings reported here may contribute to future biologic
therapies for disc degeneration which include
approaches to prevent cellular senescence.

List of Abbreviations
ECM: extracellular matrix; FGF: fibroblast growth factor;
HSP: heat shock protein; LCM: laser capture microdis-
section; L: lumbar; S: sacral; C: cervical.

Additional file 1: Additional Genes with Significant Differential
Expression Compared to Non-Senescent Annulus Cells. This table
provides additional supplementary information for the reader.
Click here for file
[ http://www.biomedcentral.com/content/supplementary/1472-6750-10-5-
S1.DOC ]

Acknowledgements
The authors wish to thank the Carolinas Back Pain Research Endowment for
general laboratory support.

Authors’ contributions
The study was conceived and planned by HEG in collaboration with ENH.
JAL and NZ performed the slide preparation and carried out LCM cell
harvests. GLH performed RNA isolations, specimens preparations for
microarray analysis, and statistical analysis of microarray data with HEG. HEG

Gruber et al. BMC Biotechnology 2010, 10:5
http://www.biomedcentral.com/1472-6750/10/5

Page 8 of 10



wrote the manuscript assisted by GLH. All authors read and approved the
final manuscript.

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

Received: 24 September 2009
Accepted: 28 January 2010 Published: 28 January 2010

References
1. Hayflick L: The limited in vitro lifetime of human diploid cell strains. Exp

Cell Res 1965, 37:614-636.
2. Ben-Porath I, Weinberg RA: The signals and pathways activating cellular

senescence. Int J Biochem Cell Biol 2005, 37:961-976.
3. Ben-Porath I, Weinberg RA: When cells get stressed: an integrative view

of cellular senescence. J Clin Invest 2004, 113:8-13.
4. Campisi J: Senescent cells, tumor suppression, and organismal aging:

Good citizens, bad neighbors. Cell 2005, 120:513-522.
5. Campisi J: The biology of replicative senescence. Eur J Cancer 1997,

33:703-709.
6. Chen J, Goligorsky MS: Premature senescence of endothelial cells:

Methusaleh’s dilemma. Amer J Physiol Heart Circ Physiol 2006, 290:
H1729-H1739.

7. Ehrenreiter K, Piazzolla D, Velamoor V, Sobczak I, Small JV, Takeda J, et al:
Raf-1 regulates Rho signaling and cell migration. J Cell Biol 2005,
168:955-964.

8. Oshimura M, Barrett JC: Multiple pathways to cellular senescence: Role of
telomerase repressors. Eur J Cancer 1997, 33:710-715.

9. Campisi J, d’Adda di Fagagna F: Cellular senescence: when bad things
happen to good cells. Nat Rev Mol Cell Biol 2007, 8:729-740.

10. Cichowski K, Hahn WC: Unexpected pieces to the senescence puzzle. Cell
2008, 133:958-961.

11. Schwarze SR, DePrimo SE, Grabert LM, Fu VX, Brooks JD, Jarrard DF: Novel
pathways associated with bypassing cellular senescence in human
prostate epithelial cells. J Biol Chem 2002, 277:14877-14883.

12. Shelton DN, Chang E, Shittier PS, Cho D, Funk WD: Microarray analysis of
replicative senescence. Curr Biol 1999, 9:939-945.

13. Zhang H, Pan K-H, Cohen SN: Senescence-specific gene expression
fingerprints reveal cell-type dependent physical clustering of up-
regulated chromosomal loci. Proc Natl Acad Sci USA 2003, 100:3251-3256.

14. Fridman AL, Tainsky MA: Critical pathways in cellular senescence and
immortalization revealed by gene expression pathways. Oncogene 2008,
27:5975-5987.

15. Buckwalter JA: Aging and degeneration of the human intervertebral disc.
Spine 1995, 20:1307-1314.

16. Buckwalter JA: Do intervertebral discs deserve their bad reputation?. Iowa
Orthopaedic Journal 1998, 18:1-11.

17. Roberts S, Evans EH, Kletsas D, Jaffray DC, Eisenstein SM: Senescence in
human intervertebral discs. Eur Spine J 2006, 15(Suppl 3):S312-S316.

18. Le Maitre CL, Freemont AJ, Hoyland JA: Accelerated cellular senescence in
degenerate intervertebral discs: a possible role in the pathogenesis of
intervertebral disc degeneration. Arthritis Research & Therapy 2007, 9:R45.

19. Gruber HE, Ingram JA, Hoelscher G, Norton HJ, Hanley EN: Senescence in
cells of the aging and degenerating intervertebral disc:
Immunolocalization of senescence associated-b-galactosidase in human
and sand rat discs. Spine 2007, 32:321-327.

20. Gruber HE, Mougeot J-L, Hoelscher GL, Ingram JA, Hanley EN Jr: Microarray
analysis of laser capture microdissected annulus cells from the human
intervertebral disc. Spine 2007, 32:1181-1187.

21. DelSal G, Ruaro ME, Philipson L, Schneider C: The growth arrest-specific
gene, gas1, is involved in growth suppression. Cell 1992, 70:595-607.

22. Evdokiou A, Cowled PA: Growth-regulatory activity of the growth arrest-
specific gene, GAS!, in NIH3T3 fibroblasts. Exp Cell Res 1998, 240:359-367.

23. Gonos ES: Expression of the growth arrest specific genes in rat
embryonic fibroblasts undergoing senescence. Ann N Y Acad Sci 1998,
851:466-469.

24. Pascal T, Debacq-Chainiaux F, Chrétien A, Bastin C, Dabée A-F, Bertholet V,
et al: Comparison of replicative senescence and stress-induced
premature senescence combining differential display and low-density
DNA arrays. FEBS Lett 2005, 579:3651-3659.

25. Murano S, Thweatt R, Reis RJS, Jones RA, Moerman EJ, Goldstein S: Diverse
gene sequences are overexpressed in Werner syndrome fibroblasts
undergoing premature replicative senescence. Mol Cell Biol 1991,
11:3905-3914.

26. Gruber HE, Ingram JA, Davis DE, Hanley EN Jr: Increased cell senescence is
associated with decreased cell proliferation in vivo in the degenerating
human annulus. The Spine Journal 2009, 9:210-215.

27. Thompson JP, Pearce RH, Schechter MT, Adams ME, Tsang IKY, Bishop PB:
Preliminary evaluation of a scheme for grading the gross morphology of
the human intervertebral disc. Spine 1990, 15:411-415.

28. Gruber HE, Fisher EC Jr, Desai B, Stasky AA, Hoelscher G, Hanley EN: Human
intervertebral disc cells from the annulus: Three-dimensional culture in
agarose or alginate and responsiveness to TGF-b 1. Exp Cell Res 1997,
235:13-21.

29. Gruber HE, Hoelscher G, Ingram J, Bethea S, Hanley ENJr: IGF-1 rescues
human intervertebral annulus cells from in vitro stress-induced
premature senescence. Growth Factors 2008, 26:220-225.

30. Ashburner M, Ball CA, Blake JA, Botstein D, Butler H, Cherry JM, et al: Gene
ontology: tool for the unification of biology. Nature Genet 2000, 25:25-29.

31. Dimri GP, Lee X, Basile G, Acosta M, Scott G, Roskelley C, et al: A biomarker
that identifies senescent human cells in culture and in aging skin in
vivo. Proc Natl Acad Sci USA 1885, 92:9363-9367.

32. Maier AB, Westendorp RGJ, van Heemst D: b-galactosidase activity as a
biomarker of replicative senescence during the course of human
fibroblast cultures. Ann N Y Acad Sci 2007, 1100:323-332.

33. Iwasa H, Han J, Ishikawa F: Mitogen-activated protein kinase p38 defines
the common senescence-signalling pathway. Genes to Cells 2003,
8:131-144.

34. Maruyama J, Naguro I, Takeda K, Ichijo H: Stress-activated MAP kinase
cascades in cellular senescence. Current Medicinal Chem 2009,
16:1229-1235.

35. Zhang Y, Herbert B-S, Rajashekhar G, Ingram DA, Yoder MC, Clauss M, et al:
Premature senescence of highly proliferative endothelial progenitor cells
in induced by tumor necrosis factor-a via the p38 mitogen-activated
protein kinase pathway. FASEB J 2009, 23:1358-1365.

36. Takekawa M, Tatebayashi K, Itoh F, Adachi M, Imai K, Saito H: Smad-
dependent GADD45beta expression mediated delayed activation of p38
MAP kinase by TGF-beta. EMBO J 2002, 21:6473-6482.

37. Miyake Z, Takekawa M, Qingyuan G, Saito H: Activation of MTK1/MEKK4 by
GADD45 through induced N-C dissociation and dimerization-mediated
trans autophosphorylation of the MTK1kinase domain. Mol Cell Biol 2007,
27:2765-2776.

38. Takekawa M, Satio H: A family of stress-inducible GADD45-like proteins
mediate activation of the stress-responsive MTK1/MEKK4 MAPKKK. Cell
1998, 95:521-530.

39. Thomas DM, Yang H-S, Alexander KI, Hinds PW: Role of the retinoblastoma
protein in differentiation and senescence. Cancer Biol & Therapy 2003,
2:124-130.

40. Sellers WR, Rodgers JW, Kaelin WG Jr: A potent transrepression domain in
the retinoblastoma protein induces a cell cycle arrest when bound to
E2F sites. Proc Natl Acad Sci USA 1995, 92:11544-11548.

41. Skapek SX, Jansen D, Wei T-F, McDermott T, Huang W, Olson EN, et al:
Cloning and characterization of a novel Kruppel-associated box family
transcriptional repressor that interacts with the retinoblastoma gene
product, RB. J Biol Chem 2000, 275:7212-7223.

42. Kobuke K, Furukawa Y, Suga M, Tanigaki K, Ohashi N, Matsumori A, et al:
ESDN, a novel neuropilin-like membrane protein cloned from vascular
cells with the longest secretory signal sequence among eukaryotes, is
up-regulated after vascular injury. J Biol Chem 2001, 276:34105-34114.

43. Doyon Y, Cayrou C, Ullah M, Landry AJ, Cote V, Selleck W, et al: ING tumor
suppressor proteins are critical regulators of chromatin acetylation
required for genome expression and perpetuation. Molecular Cell 2006,
21:51-64.

44. Keri G, Erchegyi J, Hovath A, Mezo I, Idei M, Vantus T, et al: A tumor-
selective somatostatin analog (TT-232) with strong in vitro and in vivo
antitumor activity. Proc Natl Acad Sci USA 1996, 93:12513-12518.

45. Yang G, Xu Y, Chen X, Hu G: IFITM1 plays an essential role in the
antiproliferative action of interferon-gamma. Oncogene 2007, 26:594-603.

46. Estrada R, Zeng Q, Lu H, Sarojini H, Lee J-F, Mathis SP, et al: Up-regulating
sphingosine 1-phosphate receptor-2 signaling impaire chemotactic,

Gruber et al. BMC Biotechnology 2010, 10:5
http://www.biomedcentral.com/1472-6750/10/5

Page 9 of 10

http://www.ncbi.nlm.nih.gov/pubmed/14315085?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15743671?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15743671?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14702100?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14702100?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15734683?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15734683?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9282108?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15753127?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9282109?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9282109?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17667954?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17667954?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18555773?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11836256?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11836256?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11836256?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10508581?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10508581?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12626749?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12626749?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12626749?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18711403?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18711403?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7660243?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9807702?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16773379?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16773379?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17498290?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17498290?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17498290?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17268263?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17268263?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17268263?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17268263?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17495774?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17495774?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17495774?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1505026?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1505026?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9597009?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9597009?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9668640?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9668640?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15963989?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15963989?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15963989?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1712899?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1712899?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1712899?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18440281?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18440281?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18440281?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2363069?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2363069?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9281347?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9281347?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9281347?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19021034?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19021034?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19021034?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10802651?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10802651?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17460195?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17460195?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17460195?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12581156?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12581156?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19124561?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19124561?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19124561?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12456654?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12456654?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12456654?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17242196?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17242196?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17242196?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9827804?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9827804?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8524800?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8524800?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8524800?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10702291?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10702291?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10702291?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11447234?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11447234?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11447234?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16387653?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16387653?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16387653?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8901613?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8901613?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8901613?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16847454?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16847454?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18765664?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18765664?dopt=Abstract


wound-healing, and morphogenetic responses in senescent endothelial
cells. J Biol Chem 2008, 283:30363-30375.

47. Jayadev J, Liu B, Beilawska AE, Lee JY, Nazaire F, Pushkareva MY, et al: Role
for ceramide in cell cycle arrest. J Biol Chem 1995, 270:2047-2052.

48. Ogretmen B, Schady D, Usta J, Wood R, Kraveka JM, Luberto C, et al: Role
of ceramide in mediating the inhibition of telomerase activity in A549
human lung adenocarcinoma cells. J Biol Chem 2001, 276:24901-24910.

49. Venable ME, Lee YY, Smyth MJ, Bielawska A, Obeid LM: Role of ceramide in
cellular senescence. J Biol Chem 1995, 270:30701-30708.

50. Hayashi T, Yano K, Matsui-Hirai H, Yokoo H, Hattori Y, Iguchi A: Nitric oxide
and endothelial cellular senescence. Pharmacol Ther 2008, 120:333-339.

51. Sato I, Morita I, Kaji K, Massayuki I, Nagao M, Murota S-I: Reduction of nitric
oxide producing activity associated with in vitro aging in cultured
human umbilical vein endothelial cell. Biochem Biophys Res Commun
1993, 195:1070-10776.

52. Matsushita H, Chang E, Glassford AJ, Cooke JP, Chiu C-P, Tsao PS: eNOS
activity is reduced in senescent human endothelial cells. Preservation by
hTERT immortalization. Circ Res 2001, 89:793-798.

53. Bernardini D, Ballabio E, Mariotti M, Maier JA: Differential expression of
EDF-1 and endothelial nitric oxide synthase by proliferating, quiescent
and senescent microvascular endothelial cells. Biochim Biophys Acta 2005,
1745:265-272.

54. Donner AJ, Szostek S, Hoover JM, Espinosa M: CDK8 is a stimulus-specific
positive coregulator of p53 target genes. Molecular Cell 2007, 27:121-133.

55. Firestein R, Bass AJ, Kim SY, Dunn IF, Silver SJ, Guney I, et al: CDK8 is a
colorectal cancer oncogene that regulates b-catenin activity. Nature
2008, 455:547-551.

56. Gutsmann-Conrad A, Heydari AR, You S, Richardson R: The expression of
heat shock protein 70 decreases with cellular senescence in vitro and in
cells derived from young and old human subjects. Exp Cell Res 1998,
241:404-413.

57. Unterluggauer H, Micutokova L, Lindner H, Sarg B, Hernebring M,
Nystrom T, et al: Identification of Hsc70 as target for AGE modification in
senescent human fibroblasts. Biogerontology 2009, 10:299-309.

58. Takae R, Matsunaga S, Origuchi N, Yamamoto T, Morimoto N, Suzuki S, et al:
Immunolocalization of bone morphogenetic protein and its receptors in
degeneration of intervertebral disc. Spine 1999, 24:1397-1401.

59. Katz JN: Lumbar disc disorders and low-back pain: Socioeconomic
factors and consequences. J Bone Joint Surg [Am] 2006, 88A(Suppl
2):21-24.

60. Assmus B, Urbich D, Aicher A, Hofmann WK, Haendeler J, Rossig L, et al:
HMG-CoA reductase inhibitors reduce senescence and increase
proliferation of endothelial progenitor cells via regulation of cell cycle
regulatory genes. Circ Res 2003, 92:1049-1055.

61. Thum T, Hoeber S, Froese S, Klink I, Stichtenoth DO, Galuppo P, et al: Age-
dependent impairment of endothelial progenitor cells is corrected by
growth hormone mediated of insulin-like growth factor-1. Circ Res 2007,
100:434-443.

62. Pratsinis H, Kletsas D: PDGF, bFGF and IGF-I stimulate the proliferation of
intervertebral disc cells in vitro via the activation of the EK and Akt
signaling pathways. Eur Spine J 2007, 16:1857-1866.

63. Demidenko ZN, Shtutman M, Blagosklonny MV: Pharmacologic inhibition
of MEK and PL-3K converges on the mTOR/S6 pathway to decelerate
cellular senescence. Cell Cycle 2009, 8:1896-1900.

64. Schleicher M, Shepherd BR, Suarez Y, Fernandez-Hernando C, Yu J, Pan Y,
et al: Prohibitin-1 maintains the angiogenic capacity of endothelial cells
by regulating mitochondrial function and senescence. J Cell Biol 2008,
180:101-112.

doi:10.1186/1472-6750-10-5
Cite this article as: Gruber et al.: Senescent vs. non-senescent cells in
the human annulus in vivo: Cell harvest with laser capture
microdissection and gene expression studies with microarray analysis.
BMC Biotechnology 2010 10:5.

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

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit

Gruber et al. BMC Biotechnology 2010, 10:5
http://www.biomedcentral.com/1472-6750/10/5

Page 10 of 10

http://www.ncbi.nlm.nih.gov/pubmed/18765664?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18765664?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7836432?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7836432?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11335714?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11335714?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11335714?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8530509?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8530509?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18930078?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18930078?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7690550?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7690550?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7690550?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11679409?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11679409?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11679409?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16055206?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16055206?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16055206?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17612495?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17612495?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18794900?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18794900?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9637782?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9637782?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9637782?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19009367?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19009367?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10423782?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10423782?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12676819?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12676819?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12676819?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17234973?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17234973?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17234973?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19478560?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19478560?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19478560?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18195103?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18195103?dopt=Abstract

	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Clinical Study Population
	Disc Specimens
	Study Design

	Comparison of Histochemical Senescent Cell Staining with the Technique Used for Senescence-Associated-&beta;-galactosidase Immunolocalization for Laser Capture Micro-dissection
	Senescence-Associated-&beta;-galactosidase Immunolocalization for Laser Capture Microdissection
	Laser Capture Microdissection
	Microarray Analysis
	Statistical Analyses

	Results
	Identification of Senescent Cells Using Senescence-Associated-&beta;-galactosidase Immunolocalization Does Not Significantly Differ from Identification Using Histochemical Senescence Detection
	Clinical Study Population
	Microarray Analysis
	Genes Related to Cell Senescence or Cell Proliferation with Significant Expression Differences in Senescent vs. Non-Senescent Annulus Cells
	Other Significant Gene Expression Differences in Senescent vs Non-senescent Annulus Cells

	Discussion
	Conclusions
	List of Abbreviations
	Acknowledgements
	Authors' contributions
	Competing interests
	References

