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INTRODUCTION 
 
Although once thought of as passive state of cell cycle 
arrest, senescent cells are now known to govern 
physiological processes such as tumor prevention and 
tissue repair [1-5].  The senescent state can be induced 
in response to various stressors leading to irreversible 
cell cycle arrest, and often the development of an 
altered secretome.  Such stressors include telomere 
dysfunction, oncogene activation, direct DNA damage, 
elevated intracellular reactive oxygen species (ROS) 
and cell-cell fusion [1-3, 6].  Many triggers of the 
senescent program are associated with a persistent DNA 
damage response (DDR), consequently leading  to  acti- 
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vation of ataxia telangiectasia mutated (ATM) and 
ataxia telangiectasia and RAD3-related (ATR) [7-9].  
ATM and ATR can inhibit cell cycle progression by 
promoting p53 accumulation, which subsequently 
regulates a number of target genes, including cyclin-
dependent kinase inhibitor p21 (CDKN1A).  Senescent 
cells also undergo significant changes in their chromatin 
organization leading to activation of pRb-p16 pathway 
that acts in parallel with the DDR-p53 pathway to 
induce and sustain the cell cycle arrest [10, 11].  
Therefore, induction of senescence regulated by 
multiple signaling pathways performs essential 
physiological functions by limiting tumorigenesis and 
tissue damage. 
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Abstract: Cellular senescence is a stress response mechanism that limits tumorigenesis and tissue damage.  Induction of
cellular senescence commonly coincides with an immunogenic phenotype that promotes self‐elimination by components
of  the  immune  system,  thereby  facilitating  tumor  suppression  and  limiting  excess  fibrosis  during wound  repair.   The
mechanisms by which senescent cells regulate their immune surveillance are not completely understood.   Here we show
that  ligands  of  an  activating Natural  Killer  (NK)  cell  receptor  (NKG2D), MICA  and ULBP2  are  consistently  up‐regulated
following  induction  of  replicative  senescence,  oncogene‐induced  senescence  and  DNA  damage  ‐  induced  senescence.
MICA  and  ULBP2  proteins  are  necessary  for  efficient  NK‐mediated  cytotoxicity  towards  senescent  fibroblasts.    The
mechanisms  regulating  the  initial  expression  of  NKG2D  ligands  in  senescent  cells  are  dependent  on  a  DNA  damage
response, whilst continuous expression of these  ligands  is regulated by the ERK signaling pathway.    In  liver  fibrosis, the
accumulation  of  senescent  activated  stellate  cells  is  increased  in mice  lacking  NKG2D  receptor  leading  to  increased
fibrosis.  Overall, our  results provide new  insights  into  the mechanisms  regulating  the expression of  immune  ligands  in
senescent cells and reveal the importance of NKG2D receptor‐ligand interaction in protecting against liver fibrosis.   
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Whereas the transient appearance of senescent cells 
plays important physiological roles, long-term 
persistence of senescent cells may promote pathological 
conditions via continuous secretion of pro-inflammatory 
factors [2, 4, 12, 13].  The secretion of chemoattractants 
and the up-regulation of adhesion molecules also forms 
part of an immunogenic phenotype often attributed to 
senescent cells [14, 15].  This phenotype promotes self-
elimination of senescent cells by the immune system 
and can prevent the long-term negative effects 
stimulated by their presence [1, 14, 16].  The interaction 
of senescent cells with the immune system is necessary 
to fulfill the physiological functions of senescent cells 
and to prevent the long-term negative consequences of 
their presence. 
 
One of the main physiological functions of senescent 
cells is tumor suppression [17, 18].  Immuno-
surveillance of senescent cells facilitates this effect.  
Following tumor suppressor reactivation, tumor cells 
become senescent and are targeted by components of 
the innate immune system [19].  Following expression 
of mutant N-RAS, pre-malignant senescent hepatocytes 
undergo immune clearance mediated by an adaptive 
immune response [20].  Impaired immune surveillance 
of these hepatocytes promoted hepatocellular 
carcinomas in mice, demonstrating the importance of 
immunosurveillance of senescent cells as a tumor 
suppressor function. 
 
In addition to its role in tumor suppression, immune 
clearance of senescent cells is necessary to limit short 
term tissue damage response [21, 22].  Induction of cell 
senescence in activated hepatic stellate cells limited 
liver fibrosis following injury.  Subsequently, senescent 
cells are eliminated by Natural Killer (NK) cells to 
ensure proper reversion of fibrosis [21].  To eliminate 
senescent cells NK cells utilize granule exocytosis, but 
not death-receptor mediated pathway which is inhibited 
in senescent cells by DCR2 [23].  The granule 
exocytosis pathway is necessary for clearance of 
senescent cells in fibrotic livers and therefore for 
restraining fibrosis development.  NK cell mediated 
immune surveillance is therefore necessary for the 
immunosurveillance of senescent cells during 
tumorigenesis, tumor therapy and tissue damage. 
 
NK cells are a component of the innate immune 
system that rapidly responds to virally infected and 
tumor cells [24, 25].  One of the receptors responsible 
for the activation of the NK cells, NKG2D (NCBI 
symbol KLRK1) receptor, is implicated in interaction 
of NK cells with senescent cells during tumorigenesis 
and tumor therapy [26, 27].  NKG2D receptor 
recognizes ligands MICA/B and ULBP1-6 on the 

surface of stressed cells leading to direct cytotoxicity 
[24, 28, 29].   
 
To date, our understanding concerning the interaction of 
senescent cells with NK cells comes primarily from a 
limited number of studies which focused on senescence 
induction in cancer cells rather than physiologically 
normal cells [26, 27].  Senescent cells derived from 
such normal cells accumulate at sites of tissue damage 
and during ageing.  Therefore, we investigated the 
mechanisms regulating the interaction of senescent cells 
derived from normal cells with NK cells.  We show that 
senescent cells induced by various stimuli present 
NKG2D ligands MICA and ULBP2 on their cell 
surface, enabling their recognition and elimination by 
NK cells.  The expression of the ligands is regulated by 
a DNA damage response and ERK signaling. NKG2D 
receptor knockout in mice prevents efficient elimination 
of senescent cells during liver damage, leading to 
increased liver fibrosis.  Overall, our study provides 
new insights into the mechanisms of immuno-
surveillance of senescent cells and their regulatory 
pathways.  
 
RESULTS 
 
Expression of NKG2D ligands is elevated in 
senescent cells 
   
NK cell mediated immune surveillance of senescent 
cells limits tumorigenesis and tissue damage.  To fulfill 
this function NK cells preferentially induce cell death in 
senescent cells via the granule exocytosis pathway [23].  
We aimed to determine the mechanisms by which NK 
cells can specifically recognize senescent cells, leading 
to activation of the specific cytotoxicity towards 
senescent cells.  NK cells express NKG2D receptors, 
which were previously implicated in interaction 
between NK cells and damaged cells, including cancer 
cells undergoing senescence in response to p53 
reactivation or chemotherapy [19, 26, 27].  We 
therefore evaluated whether cells undergoing 
senescence in response to classical stimuli trans-
criptionally upregulate common NKG2D ligands.  In 
human cells these ligands are ULBP1-6, MICA and 
MICB.  Normal human fibroblast IMR-90 cells were 
induced to senesce via direct DNA damage through 
treatment with etoposide (DIS), replicative senescence 
(RS) associated with telomere shortening by extended 
cell culture and oncogene induced senescence (OIS) via 
overexpression of H-RASv12

.  Cell senescence was 
confirmed using several common biomarkers (Fig S1) 
and the expression level of the different NKG2D 
ligands were assessed.  The NKG2D ligands MICA, 
ULBP1 and ULBP2 were consistently upregulated at 
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least two-fold in all three types of senescent IMR-90 
fibroblasts compared to growing control cells (p<0.05; 
Fig 1A,B,C for DIS, RS and OIS cells, respectively).  
Of note, in addition to MICA, ULBP1 and ULBP2, a 
five-fold increase in ULBP4 expression was observed in 
OIS cells but not DIS or RS cells in comparison to 
growing cells (p<0.0001; Fig 1C).  Therefore, senescent 
IMR-90 cells upregulate mRNA levels of several 
ligands of NKG2D receptor.  
 
To exclude the possibility that the expression of MICA, 
ULBP1 and ULBP2 was specific to IMR-90 fibroblasts, 
the expression of these ligands was determined in 
additional fibroblasts strains, namely WI38 and BJ, 
which were induced to senesce via DNA damage 
treatment.  Similarly to IMR-90 cells, senescent WI38 
and BJ fibroblasts significantly elevated the expression 
of MICA, ULBP1 and ULBP2 compared to growing 
cells (p<0.05; Fig 1D,E for WI38 and  BJ,  respectively).   
However, senescent BJ cells also upregulated  the expres- 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

sion of ULBP4 and ULBP5 over two-fold compared to 
growing cells (p<0.05; Fig 1E).  To evaluate the 
expression of the ligands in a physiologically relevant 
cell type, we assessed the expression of NKG2D ligands 
in activated hepatic stellate cells (HSCs).  These cells 
become senescent during liver fibrosis and are essential 
in limiting the fibrotic response [21].  In concordance 
with the previous results, a significant two-fold elevation 
in MICA and ULBP2 was observed compared to 
growing activated HSCs (p<0.05; Fig 1F).  However, 
senescent cells derived from activated HSCs did not 
upregulate ULBP1 (Fig. 1F).  In addition, senescent 
activated HSCs elevated MICB, ULBP4 and ULBP5 
compared to growing cells (p<0.0001 each; Fig 1F).  
Overall, these findings demonstrate that senescent cells 
upregulate the expression of NKG2D ligands.  
Importantly, this upregulation occurs regardless of the 
senescence-inducing stimuli, and the exact expression 
profile of these NKG2D ligands can differ between cell 
strains and cell types. 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

Figure  1.  Senescent  cells  upregulate  NKG2D  ligands.  RT‐PCR  analysis  demonstrates  a  consistent  up‐
regulation of MICA, ULBP1, and ULBP2 in DNA damage‐induced senescent (DIS) (A), replicative senescent (RS) (B),
and H‐RASv12‐mediated oncogene‐induced senescent (OIS) (C)  IMR‐90 fibroblasts compared to growing (control)
cells.    Similarly, DIS WI38  (D)  and BJ  (E)  fibroblasts  and DIS  hepatic  stellate  cells  (HSCs)  (F)  also  show  an  up‐
regulation of NKG2D  ligands. The graphs represent the mean and the S.E.M of at  least triplicate measurements
from at least four independent experiments. Two‐tailed t‐test *P<0.05, **P<0.001, ***P<0.0001. 
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MICA and ULBP2 proteins are up-regulated and 
localized to the cell surface of senescent cells 
  
Localization of ligands to the plasma membrane allows 
interaction of target cells with immune cells.  Therefore, 
we wanted to determine whether NKG2D ligands are 
localized to the cell surface membrane of senescent 
cells utilizing DIS cells as a proof of principle model.  
To this end, we focused on MICA and ULBP2 
localization, since they are consistently upregulated at 
the mRNA level in all senescent cells we evaluated, 
particularly in HSCs, a physiologically relevant cell 
type (Fig 1).  We used the ImageStreamX system, that 
combines imaging and flow cytometry, to monitor the 
intensity and localization of the MICA and ULBP2 
proteins (Fig 2A).   
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

Total and membrane bound intensity of MICA or 
ULBP2 proteins in DIS IMR-90 cells was subsequently 
measured.  This analysis revealed that total intensity of 
MICA and ULBP2 was elevated two-fold (p<0.001 for 
MICA and p<0.0001 for ULBP2; Fig 2B), and the 
intensity of the protein on the cell membrane was also 
elevated two-fold in senescent cells compared to 
growing cells (p<0.05 for MICA and p<0.0001 for 
ULBP2; Fig 2B).  Of note, performing standard flow 
cytometry analysis on DIS IMR-90 cells also confirmed 
MICA and ULBP2 protein upregulation on the cell 
surface membrane (Fig S2A).  Increased protein 
abundance of MICA and ULBP2 was also observed in 
DIS WI38, BJ and IMR90 cells compared to growing 
cells as determined by fluorescent  intensity  via  immuno- 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

Figure  2.  Senescent  cells  upregulate MICA  and  ULBP2  on  the  cell  surface.  (A)  ImageStream  analysis
demonstrates higher expression levels of MICA and ULBP2 on the cell surface membrane of DIS IMR‐90 fibroblasts
(Senescent) compared to control (Growing) cells. (B) Quantification of total intensity and total membrane intensity
indicate higher levels of MICA and ULBP2 in DIS IMR‐90 cells compared to growing (control) cells. (C) Representative
immunofluorescence  staining  of MICA  and  ULBP2  performed  on  non‐permeabilized  cells  demonstrates  higher
expression  levels of  these proteins on  the cell surface membrane  in DIS WI38 and BJ cells compared  to growing
(control) cells. Scale bar: 50μm. MICA and ULBP2 are shown in red. DAPI is shown in blue. Data presented as mean
with S.E.M of three independent experiments. Two‐tailed t‐test *P<0.05, **P<0.001, ***P<0.0001. 
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cytochemistry (Fig 2C and Fig S2B).  These findings 
demonstrate that the transcriptional upregulation of 
MICA and ULBP2 is subsequently correlated with an 
elevation in protein abundance, localized at the cell 
membrane where they can be potentially identified by 
NK cells.   
 
MICA and ULBP2 facilitate NK cell mediated 
cytotoxicity towards senescent cells 
 
Following the presentation of NKG2D ligands on the 
cell surface of stressed cells, NK cells expressing 
NKG2D receptors can recognize and interact with these 
cells to promote specific cytotoxicity [24, 30].  We have 
previously showed that NK cells exhibit specific 
cytotoxicity towards senescent cells in vitro [21, 23].   
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

 
Of note, our cytotoxicity methodology quantifies the 
remaining viable cells at the end of the co-incubation 
period using a viability assay. Traditional NK-mediated 
cytotoxicity assays  that rely on the loading of the target 
cells with 51Cr cannot be applied when using senescence 
cells since efficient loading requires a threshold level of 
cell proliferation [31] which cannot be achieved in 
senescent cells. NKG2D ligands are present on the 
membrane of senescent cells (Fig 2), and we now aimed 
to determine whether these ligands are required for NK 
cell mediated cytotoxicity towards senescent fibroblasts.  
We treated DIS senescent IMR-90 cells with blocking 
antibodies against MICA and ULBP2 and incubated 
these cells with either the NK92 NK cell line (Fig 3A) 
or primary human NK cells (Fig 3B) and assessed the 
degree  of   cytotoxicity.    Blocking  antibodies  against  
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

Figure 3. NKG2D  receptor‐ligand  interaction mediates  the  recognition of  senescent  cells by NK  cells. Growing  and 
senescent  (DIS)  IMR‐90  fibroblasts were  co‐incubated with either NK92  (A) or primary NK  cells  (B)  in  the presence of different 
blocking antibodies and the percent of cytotoxicity towards senescent cells was assessed after 2 hours. (C,D) MICA and ULBP2 were 
knocked down using specific siRNA and knockdown efficiency was evaluated by quantitative RT‐PCR. (E) The degree of cytotoxicity 
of NK92 cells towards senescent cells was assessed following the knockdown of MICA and ULBP2 in senescent or growing (control)
cells. Data presented as mean with S.E.M of three independent experiments. *P<0.05, **P<0.001, ***P<0.0001. 
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either MICA or ULBP2 alone reduced NK92 mediated 
cytotoxicity towards senescent cells by 25% (p<0.05; 
Fig 3A), whereas combined inhibition of MICA and 
ULBP2 reduced cytotoxicity by NK92 and primary NK 
cells to less than a half comparing to isotype control 
antibody (p<0.05; Fig 3A,B).  To evaluate the 
contribution of the NKG2D receptor itself for the 
recognition of senescent cells, we blocked the NKG2D 
receptors on NK cells using blocking antibodies prior to 
co-culture with senescent cells.  Blocking of the 
receptor significantly reduced the cytotoxicity towards 
senescent cells by both NK92 and primary NK cells 
(80%, p<0.001 for NK92 and 90%, p<0.0001 for 
primary NK ; Fig 3A,B).  Therefore, blocking the 
interaction between MICA, ULBP2 and their receptor 
NKG2D significantly reduces the NK cell mediated 
cytotoxicity towards senescent cells. 
 
To evaluate the effect of the ligands on the recognition 
of senescent cells by NK cells using an independent 
approach, the expression of MICA and ULBP2 was 
down-regulated using specific siRNA mixes.  The 
siRNAs induced at least 75% knockdown of MICA and 
ULBP2 as was confirmed by quantitative RT-PCR 
(p<0.0001, Fig 3C and D for MICA and ULBP2, 
respectively).  Knockdown of either MICA or ULBP2 
alone reduced NK92 mediated cytotoxicity by one third 
(p<0.05; Fig 3E), whereas combined knockdown of 
MICA and ULBP2 completely blocked the cytotoxicity 
of NK cells towards DIS cells (p<0.0001; Fig 3E).  
Therefore, expression of MICA and ULBP2 in 
senescent cells is necessary for the NK mediated 
cytotoxicity towards these cells.  Overall, these 
findings demonstrate that NKG2D receptor-ligand 
interaction is essential for NK mediated killing of 
senescent cells.   
 
DNA damage response upregulates expression of 
ULBP2, but not MICA 
   
To understand the regulation of the interaction between 
senescent cells and NK cells, we aimed to underpin the 
mechanisms that promote transcriptional upregulation 
of NKG2D ligands during induction of senescence.  
Importantly, we observed a correlation between the 
levels of MICA and ULBP2 mRNA transcripts and the 
levels of protein expression on the cell surface 
membrane in senescent cells (Fig. 1A and Fig. 3). 
Therefore, we decided to focus our studies on the 
molecular mechanisms regulating mRNA expression of 
NKG2D ligands in senescent cells.  NKG2D ligands 
can be upregulated in response to different forms of 
cellular stress, including DNA damage [27, 32].  DDR 
is activated in senescent cells and therefore we wanted 
to understand the contribution of this pathway to the 

regulation of MICA and ULBP2 expression.  The 
upregulation of the ligands following genomic stress 
could either be an early response that is subsequently 
maintained when cells enter senescence or be a 
senescence specific response that occurs at later time 
points.  To distinguish between the two possibilities we 
determined the expression dynamics of MICA and 
ULBP2 over a nine-day period leading to a full 
senescent phenotype in IMR-90, WI38 and BJ cells.  
The expression of MICA (Fig 4A) and ULBP2 (Fig 4B) 
was determined at days 0, 1, 3, 5, 7 and 9 following 
treatment of proliferating cells with 100μM etoposide.  
The expression of MICA is elevated at least by two-
folds within 24hrs of etoposide treatment and is 
maintained consistently high throughout the nine days 
in all cell strains (p<0.001; Fig 4A).  ULBP2 expression 
has a slightly different expression pattern associated 
with an initial elevation in expression by about three-
fold within the first 24hrs, which subsequently 
decreased but was maintained consistently upregulated 
about two-fold (p<0.001) throughout the nine days 
compared to non-senescent control cells (Fig 4B).  In 
contrast, cells treated with 10μM etoposide to induce 
transient DNA damage and cell cycle arrest rather than 
cell senescence demonstrated an initial one and a half-
fold upregulation of MICA (p<0.05, Fig 4C) and two-
fold upregulation of ULBP2 (p<0.001).  By day 3, 
ULBP2 levels decrease by 50% compared to growing 
cells following treatment with 10μM etoposide for 
24hrs  (p<0.001, Fig 4C), while MICA levels remain 
stable.  Therefore, short-term DNA damage can activate 
transient upregulation of NKG2D ligands. 
 
To determine whether the upregulation of MICA and 
ULBP2 is a response to cell cycle arrest or rather a 
response to DNA damage, IMR-90 cells were grown to 
confluence and cells were maintained for a further 7 
days to induce quiescence via contact inhibition, a 
growth arrested state absent of DNA damage.  
Quiescence was validated by the absence of the 
proliferation marker Ki67 (Fig S3) and the ability to re-
enter the cell cycle when subsequently sub-cultured.  
Strikingly, quiescent IMR-90 cells do not upregulate the 
expression of MICA or ULBP2, but rather 
downregulate ULBP2 expression (50%, p<0.0001) 
compared to proliferating controls (Fig 4D).  Therefore, 
cell cycle arrest by itself does not contribute to the 
upregulation of the expression of the NKG2D ligands. 
 
To assess whether the upregulation of MICA and 
ULBP2 expression is regulated by DDR, proliferating 
IMR-90 cells were pretreated with the ATM inhibitor 
(KU60019) for one hour prior to the addition of 100μM 
etoposide.  Expression level of MICA and ULBP2 was 
evaluated twenty four hours following the treatment.   
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Cells pretreated with the ATM inhibitor did not 
upregulate expression of ULBP2 whilst MICA is still 
upregulated compared to etoposide only treated cells 
(p<0.0001; Fig 5A).  To evaluate the possibility that 
MICA may instead be regulated via ATR, or by both 
arms of the DDR including ATM and ATR,  we  perfor- 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
med the experiments using caffeine, an inhibitor of both 
ATM and ATR.  Pre-treatment with caffeine prevented 
upregulation of ULBP2, whereas a further upregulation 
was observed with MICA expression (p<0.05; Fig 5B).  
To determine the regulation of MICA and ULBP2 
expression in cells that have already been established as 

Figure 4. MICA and ULBP2 expression is stably upregulated in senescent, but not quiescent cells. Growing
IMR‐90, WI38 and BJ  cells were  treated with Etoposide  (100μM) and  the  level of MICA and ULBP2 expression were
assessed by RT‐PCR. The expression of MICA  (A) and ULBP2  (B) was elevated 24 hours  following  treatment and was
maintained at higher levels throughout the indicated time points. Growing cells at day 0 served as control. (C) Growing
cells were  treated with a  low  concentration of Etoposide  (10μM)  to  induce  transient growth arrest and  the  level of
MICA and ULBP2 expression were assessed by RT‐PCR. (D) IMR‐90 cells were grown to confluence and maintained for a
further 7 days until cells became quiescent. Cell‐cycle arrest induced by quiescence was not sufficient to elevate MICA
and ULBP2 expression as assessed by RT‐PCR and compared to growing and senescent cells. Data presented as mean
with S.E.M of three independent experiments. Two‐tailed t‐test *P<0.05, **P<0.001, ***P<0.0001. 
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senescent, DIS IMR-90 fibroblasts were treated with the 
ATM inhibitor for 24, 48, 72 and 96 hours with daily 
replenishments.  ATM inhibition caused a 25% 
reduction in ULBP2 expression within twenty four 
hours (p<0.001), with further reductions at later time 
points (>50%, p<0.0001, p<0.05 and p<0.001 for 48, 72 
and 96 hours, respectively; Fig 5C,D).   
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

However, ATM inhibition also further increased MICA 
expression throughout all time points observed (p< 0.001 
for 48 and 72 hours and p<0.05 for 96 hours; Fig 5C,D).  
Therefore, upregulation of ULBP2 during cell senescence 
appears to be dependent upon a DNA damage response, 
whereas the upregulation of MICA is controlled by 
mechanisms independent of DNA damage.    
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

Figure 5. Contribution of DDR for MICA and ULBP2 expression. (A,B) Growing cells were treated with
either the ATM inhibitor KU60019 (10μM, A) or the ATM/ATR inhibitor Caffeine (5mM, B) for 1 hour prior to
Etoposide treatment (100μM). Twenty four hours later the level of MICA and ULBP2 expression were assessed
by RT‐PCR.  (C,D) DIS  IMR‐90 cells were  treated with KU60019  (10μM)  for 24, 48, 72 and 96 hours and  the
expression of MICA (C) and ULBP2 (D) was assessed at each time point via RT‐PCR. Data presented as mean
with S.E.M of three independent experiments. Two‐tailed t‐test *P<0.05, **P<0.001, ***P<0.0001. 
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ERK activity regulates the expression of MICA and 
ULBP2 
 
One of the signaling pathways constitutively activated 
during cell senescence is ERK (Fig 6A and [33]).  In 
order   to   determine   additional   molecular   regulators  

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
governing the expression of immune ligands in 
senescent cells, we analyzed the role of ERK signaling 
in regulating expression of NKG2D ligands.  
Phosphorylation of ERK increases its activity and MEK 
is the kinase that phosphorylates and activates ERK.  In 
order to evaluate the impact of ERK signaling on 

Figure 6. ERK activity regulates MICA and ULBP2 expression  in DIS cells. Western blot analysis was performed on
lysates from DIS IMR‐90 cells and growing cells to evaluate ERK1/2 phosphorylation in senescent cells and to assess the effect
of PD184352 (10μM, 48 hours) on ERK1/2 phosphorylation (A). Total ERK and tubulin expression were evaluated as controls.
(B,C) The expression level of MICA and ULBP2 was determined following inhibition of ERK activity for 48 hours on DIS (B) and
OIS  (C) cells. Two additional  inhibitors of MEK  (AZD6244 and GSK1120212) also reduced ERK1/2 phosphorylation  (D and E)
and significantly reduced the expression of MICA and ULBP2 over indicated incubation periods as assessed by RT‐PCR (F and
G). PD184352 also significantly reduced the expression of  indicated cytokines as assessed by RT‐PCR (H). Data presented as
mean with S.E.M of three independent experiments. Two‐tailed t‐test *P<0.05, **P<0.001, ***P<0.0001. 
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expression of NKG2D ligands in senescent cells, DIS 
and OIS IMR-90 cells were maintained in the presence 
of a MEK inhibitor (PD184352) for 48 hours.  Western 
blot analysis confirmed inhibition of ERK 
phosphorylation in this setting (Fig 6A).  We then 
assessed the expression of MICA and ULBP2 in 
senescent cells treated with PD184352 or a vehicle 
control (DMSO) and in growing cells.  In the presence 
of PD184352, no change in the expression of MICA 
was observed, whereas a substantial decrease (>50%) in 
ULBP2 expression was observed within DIS and OIS 
cells (p<0.0001 and p<0.05 for DIS and OIS, 
respectively; Fig 6B,C).  Similarly, ERK inhibition in 
DIS WI38 cells caused ULBP2 downregulation with no 
impact on MICA expression (Fig S4).  In addition to 
PD184352, two additional MEK inhibitors (AZD6244 
and GSK1120212) were evaluated for their effect on 
MICA and ULBP2 expression in senescent cells over 
24, 48, 72 and 96 hours (Fig 6D,E).  Whilst these MEK 
inhibitors caused a mild elevation in MICA expression 
within the first 24hrs, at later time points they lead to a 
25% to 50% reduction in MICA expression, particularly 
by 72 and 96hrs following treatment (p<0.05; Fig 6F).  
These inhibitors caused a 20% reduction in ULBP2 
within 24 hours and further reductions between 25% 
and 60% at later time points (p<0.05; Fig 6G).  To rule 
out the possibility that decreases in ligand expression at 
later time points was due to cells dying rather than ERK 
inhibition per se, cell viability was determined at each 
time point.  No significant difference in cell viability 
was observed in cells treated with MEK inhibitors 
compared to DMSO treated cells (Fig S5).  Therefore, 
ERK signaling is essential for the continuous expression 
of MICA and ULBP2 in senescent cells. 
 
In addition to NKG2D ligands, the immune surveillance 
of senescent cells by NK cells is also regulated by other 
immune ligands as well as the senescent secretome, 
functioning to attract immune cells to the sites of 
senescent cells [14, 25].  Interestingly, ERK inhibition 
in DIS IMR-90 cells downregulated PVR but not 
ICAM-1 (Fig S6), two immune modulators that are 
implicated in NK-mediated cytotoxicity [34, 35].  
Furthermore, ERK inhibition promotes downregulation 
in the expression of components of the senescent 
secretome (IL-6, IL-8, CXCL1, CXCL10 and CCL2) 
that can act as chemoattractants for immune cells (Fig 
6H).  These findings suggest that ERK activity in 
senescent cells is important for their interaction with 
NK cells by regulating the expression of NKG2D 
ligands, specifically MICA and ULBP2, and the 
expression of chemoattractants.   
 

NKG2D is required for NK cell mediated immune 
surveillance of senescent cell in vivo 
 
In response to tissue damage within the liver, hepatic 
stellate cells (HSCs) become activated and undergo 
proliferative expansion that is associated with 
deposition of extracellular matrix (ECM) components 
[36].  To prevent excess fibrosis, activated HSCs 
undergo senescence and are subsequently eliminated by 
NK cells [21].  We wanted to determine whether 
NKG2D receptor-ligand interactions are required for 
NK-mediated immune clearance of senescent cells in 
vivo in liver fibrosis.  Importantly, murine Nkg2d-
ligands were shown to be upregulated in fibrotic livers 
of WT mice and to mediate NK killing of activated 
HSCs in an Nkg2d-dependent manner thereby 
ameliorating liver fibrosis in these mice [37].  To 
evaluate this we induced fibrosis in wild-type (WT) and 
Nkg2d knockout (Nkg2d−/−) C57BL/6 mice by 12 
consecutive bi-weekly injections of CCl4.  To assess 
fibrosis progression, liver sections from CCl4 and 
vehicle treated mice were stained with Hematoxylin and 
Eosin (H&E) (Fig 7A).  Fibrosis was not detected in 
vehicle treated mice, nor were there any detectable 
differences in liver architecture between WT 
and Nkg2d−/− mice.  As expected, livers from CCl4-
treated mice of both genotypes displayed a 
characteristic fibrotic histology (Fig 7A).  The fibrosis 
is characterized by activation of HSCs and deposition of 
extracellular matrix (ECM) by these cells.  The amount 
of activated HSCs and the amount of ECM deposited in 
the fibrotic scar are criteria for evaluation of the 
progression of fibrosis [36].  We therefore evaluated the 
ECM deposition and the amount of HSCs in fibrotic 
livers of WT and Nkg2d−/− mice.  Fibrotic scars were 
identified by Sirius Red staining and quantified using 
morphometric analysis of whole-liver sections.  The 
fibrotic scar area is increased by 50% in Nkg2d−/− mice 
comparing with WT (p<0.05; Fig 7A,B).  The relative 
abundance of activated HSCs was assessed by 
expression of the HSC marker αSMA (alpha smooth 
muscle actin) in whole-liver lysates.  Immunoblotting 
and RT-PCR analysis revealed more than two-fold 
increase in mRNA levels of αSMA and a corresponding 
increase in its protein level in CCl4-treated Nkg2d−/− 
livers compared with WT controls (p<0.0001; Fig 
7C,D).  These results indicate an increase in fibrosis and 
impaired elimination of HSCs in Nkg2d−/− mice. 
 
To determine whether the NKG2D-ligand interactions 
influences the abundance of senescent cells, we 
examined Nkg2d−/− and WT fibrotic livers for the 
senescent marker SA-β-gal following CCl4 treatment.  
Consistent with our previous reports [21, 23], SA-β-gal  
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positive cells were found predominantly in the livers of 
CCl4-treated mice and in areas adjacent or within the 
fibrotic scars (Fig 7E).  Quantitative imaging of the 
tissue area occupied by SA-β-gal-positive cells showed 
a 45% increase in senescent cells retained 
in Nkg2d−/− livers  compared  to  control  mice  (p<0.05;  
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

Fig 7E,F).  In summary, these findings demonstrate that 
NKG2D receptor-ligand interaction is important for the 
elimination of senescent cells in vivo and that lack of 
NKG2D impairs immune clearance of senescent cells, 
thereby contributing to excess tissue fibrosis following 
liver damage.  
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

 

Figure 7.  NKG2D receptor promotes senescent cell clearance and  limits  liver fibrosis  in vivo. Nkg2d knockout
(Nkg2d −/−) and WT mice were treated with CCl4 to induce fibrosis. (A) H&E and Sirius red staining was undertaken on liver
sections.  Scale  bar:  100μm.  (B)  Quantification  of  the  fibrotic  area  demonstrate  increased  fibrosis  in  Nkg2d−/−  livers
compared to WT following CCl4 treatment. (C) Expression of αSMA, a marker of activated HSCs, was determined by Western
blot analysis of whole‐liver extracts and (D) by quantitative RT‐PCR.  Four mice of each genotype are shown for (C). (E) SA‐β‐
gal staining identified accumulation of senescent cells along the fibrotic scar areas in the livers of WT and Nkg2d −/− mice.
Scale bar: 100μm. (F) Quantification of the SA‐β‐gal staining of the livers of WT and Nkg2d −/− mice.  At least six mice of each
genotype were used for the quantitative analysis in B and F; Two‐tailed t‐test *P<0.05, ***P<0.0001. 
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DISCUSSION 
 
Senescent cells are specifically recognized and 
eliminated by NK cells [19, 21, 23, 26, 27].  In this 
study we investigated the mechanisms which control the 
recognition of senescent cells by NK cells.  We found 
that senescent cells up-regulate the expression of 
NKG2D ligands MICA and ULBP2 regardless of the 
senescence-inducing stimuli.  The mechanisms 
regulating the expression of NKG2D ligands in 
senescent cells are partly attributed to a DNA damage 
response and activation of ERK activity.  MICA and 
ULBP2 were found to be localized at the cell membrane 
where they can interact with NK cells to mediate 
efficient killing of senescent cells.  Interaction of the 
ligands with the NKG2D receptor on the NK cells is 
necessary for the recognition of senescent cells by the 
NK cells in vitro.  Importantly, NKG2D receptor-ligand 
interaction is essential for efficient elimination of 
senescent cells in vivo and thus for restraining fibrosis 
development.  Overall, our findings demonstrate that 
NKG2D ligands on senescent cells are necessary for 
efficient recognition and elimination of senescent cells 
in vitro and during tissue damage in vivo. 
 
The increase in expression of NKG2D ligands, 
particularly MICA and ULBP2, is likely a general 
feature of human senescent cells.  A number of other 
studies have demonstrated the expression of MICA 
and/or ULBP2 in senescent cells derived from different 
cell types, namely human activated stellate cells [21], 
replicative senescent human umbilical vein endothelial 
cells [38] and chemotherapy-induced senescent multiple 
myeloma cells [27].  Furthermore, senescent cells also 
acquire unique NKG2D ligand expression profiles 
consisting of several additional NKG2D ligands that 
result from differences between cell types (or cell-
strains) and the mechanism by which senescence was 
induced.  The repertoire of NKG2D ligands in mice is 
vast and similar to human cells, however based on 
sequence comparisons, mouse ligands are not 
homologous to the human ligands [28, 39].  Of note, 
NKG2D ligands are present on mouse cells that become 
senescent following p53 reactivation, and participate in 
the interaction of these cells with NK cells [19, 26].  In 
addition to their expression in senescent cells, NKG2D 
ligands are upregulated in other cell contexts related to 
cellular stress, including cancer, virally infected cells or 
following DNA damage [24, 25, 28, 39].  Therefore, the 
expression of these ligands might be part of a general 
stress response of cells that is utilized by senescent 
cells.   
 
The expression of NKG2D ligands in senescent cells is 
independent of cell cycle arrest and regulated by several 

pathways activated in senescent cells in parallel, rather 
than an individual pathway.  This is supported by 
findings in mice demonstrating that quiescent hepatic 
stellate cells do not express the NKG2D ligand, RAE-1, 
whereas high levels are observed in activated stellate 
cells, a cell response associated with induction of 
fibrosis and senescence in this cell type [21, 37].  
Similarly, the senescent secretome is independent of 
cell cycle arrest and regulated by interconnected 
pathways involving DDR, p38, NF-κB, IL-1β and 
mTOR [1, 40-46].  Various triggers of cellular 
senescence lead to activation of persistent DDR which 
could lead to the upregulation of NKG2D ligands we 
observed.  Indeed, DNA damage was previously shown 
to induce expression of NKG2D ligands in normal 
mouse cells and human cancer cells [27, 32].  However, 
additional mechanisms in parallel with DDR likely also 
regulate the expression of ligands.  For example, Ras 
can induce expression of Nkg2d ligands in mouse cells 
independent of DDR [47].  In addition, type I 
interferon’s contribute to the expression of both MICA 
and ULBP2 once cells have become senescent [48].  
Interestingly, IFN expression has also been shown to be 
induced by DNA damaging agents, consequently 
contributing to senescence induction by further 
amplifying the DNA damage responses [49].  
Unexpected was the observation that inhibition of ATM 
elevated MICA expression but reduced ULBP2 
expression, suggesting that MICA is suppressed rather 
than activated by DDR during senescence.  
  
Another pathway that is active in senescent cells is 
extracellular signal-regulated kinase 1/2 (ERK1/2) 
cascade.  ERK signaling is a central signaling pathway 
that regulates proliferation, survival, and also stress 
response [50].  However, several studies suggest that 
phosphorylated ERK localization maintains 
cytoplasmic, but not nuclear, within senescent cells [51-
53].  Therefore, ERK could regulate NKG2D ligand 
expression in senescent cells by mechanisms 
independent of transcriptional regulation.  Our findings 
suggest that the mRNAs coding for NKG2D ligands 
might be stable in senescent cells and therefore it is 
conceivable that ERK promotes mRNA stability via 
downregulation of miRNA activity.  In fact, MICA and 
MICB have been reported to be regulated by 
endogenous miRNAs in tumors and following 
cytomegalovirus infection [39].  The longer time frame 
required to observe the same decline in MICA 
expression following ERK inhibition compared to 
ULBP2 expression may reflect differences in the 
regulation of mRNA stability between the two ligands.  
In addition to regulation of NKG2D ligands, ERK 
signaling in senescent cells regulates expression of 
chemokines that can serve as chemoattractants for NK 
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cells and other immune cells.  The expression of these 
cytokines is also regulated by the DDR [44].  This 
implies that multiple components of the senescent 
phenotype are responsible for their interaction with the 
immune system, regulated via the DDR and ERK 
signaling.  It would be important to determine if other 
aspects of non-cell-autonomous interactions of stressed 
cells, like intercellular protein transfer [54], are also 
regulated by these pathways. 
 
The accumulation of senescent cells in livers of Nkg2d 
knockout mice following tissue damage demonstrates 
the importance of the Nkg2d mediated recognition for 
the removal of senescent cells and prevention of excess 
fibrosis.  These effects are similar to the ones observed 
in Prf1 knockout mice, where cytotoxic ability of NK 
cells is impaired [23].  In addition to NK cells, T-cell 
subsets also display NKG2D receptors [28, 39], 
suggesting that immunosurveillance of senescent cells 
could be a combined function of both NK cells and T-
cells.  T-cells play an essential role in immuno-
surveillance of hepatocytes induced to senescence by 
expression of mutant N-RAS [20].  However, this 
pathway of immunosurveillance is dependent on antigen 
presentation and therefore might be independent of 
NKG2D receptors.  Another NKG2D independent 
immune system component involved in immuno-
surveillance of senescent cells are macrophages.  
Therefore, immunosurveillance of senescent cells is a 
complex program and a combination of innate and 
adaptive immune system is responsible for the proper 
clearance of senescent cells from the organism.  The 
efficient elimination of senescent cells might not only 
be necessary for restraining fibrosis and enhancing 
tumor suppression.  Whilst it is not known why 
senescent cells accumulate in later life, it has been 
suggested that ageing of the immune system may lead 
to impaired elimination of senescent cells, thereby 
promoting their accumulation within tissues [15, 55].  
The expression of NKG2D receptors on NK cells does 
not appear to alter with age, but decreases in NK 
activity have been reported [55].  Therefore, impaired 
elimination of senescent cells could lead to their 
accumulation in tissues in pathological conditions and 
ageing.  
 
Our findings add to the emerging conceptual idea that 
the senescent program might represent a change in cell 
state that is associated with conversion to an 
immunogenic phenotype, functioning to remove 
damaged cells by immune clearance rather than through 
apoptosis.  In addition to the upregulation of NKG2D 
ligands, the secretion of chemoattractants or the 
expression of adhesion molecules are further examples 
by which senescent cells become immunogenic.  

Immune clearance of senescent cells is likely beneficial 
in complex organisms where the regenerative capacity 
is dependent on non-resident stem cell populations and 
therefore temporal preservation of tissue architecture is 
necessary.  Elimination of senescent cells following 
short-term insults, mediated by immune clearance, has 
physiological functions in tumor suppression and 
wound healing.  Moreover, inefficient clearance might 
lead to the long-term persistence of senescent cells in 
tissues that has been associated with promotion of 
cancer development, ageing and age-related disease [2, 
4, 12].  Therefore, understanding the normal processes 
and mechanisms by which senescent cells are 
eliminated by the immune system will enable the 
formulation of conjectures concerning the mechanism 
responsible for impaired senescent cells elimination in 
later life.  Such an understanding could lead to novel 
therapeutic strategies that enhance elimination of 
senescent cells by the immune system to improve tissue 
repair, cancer therapy and prevent deleterious effects of 
accumulation of senescent cells. 
 
MATERIALS AND METHODS 
 
Tissue culture and cytotoxicity assays. Human diploid 
fibroblasts, IMR-90 and WI38 (ATCC, Manassas, VA, 
USA), human foreskin fibroblasts BJ (ATCC, 
Manassas, VA, USA) and primary human hepatic 
myofibroblasts (activated HSCs) (Dominion 
Pharmakine, Derio – Bizkaia, Spain) were grown in 
standard conditions (DMEM supplemented with 10% 
FCS, 1% L-Glutamine and 1% Penicillin-Streptomycin 
and kept at 37°C with 7.5% CO2). DNA damage-
induced senescent cells were generated by treating 
growing cells with Etoposide (100 μM, Sigma) for 48 
hours. Cells were considered senescent 7 days after 
Etoposide removal. Oncogene induced senescence was 
achieved by retroviral infection of IMR-90 cells with 
mCherry-H-Rasv12 or mCherry as control as previously 
described [54], and cells were considered senescent 9 
days after the end of infection. NK-92 NK cell lines 
(ATCC, Manassas, VA, USA) were grown according to 
the ATCC instructions. 
  
In vitro cytotoxicity assays using the NK cell line, NK-
92, were performed as described previously [21].  
Briefly, growing or DIS IMR-90 cells were plated in a 
12-well plate at 5X105 per well; 10X105 NK-92 cells 
were subsequently added to each well. Following 2 
hours of co-incubation, NK-92 cells were washed gently 
and the cytotoxicity was determined based on 
quantification of remaining adherent cells using Presto 
Blue (Life Technologies, CA, USA) according to the 
manufacturer’s instructions.  
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For in vitro cytotoxicity assays performed with primary 
human NK cells (gift from O. Mandelboim, The 
Hebrew University Hadassah Medical School, 
Jerusalem, Israel), target cells were plated in 12-well 
plates at 4x104 cells per well; 1x105 NK cells (more 
than 99% of CD56+;CD3- [56] were subsequently added 
to each well. Following 2 hours of co-incubation, 
primary NK cells were washed gently and the 
cytotoxicity was determined based on quantification of 
remaining adherent cells using Presto Blue (Life 
Technologies, Carlsbad, California) according to the 
manufacturer’s instructions.  
 
For in vitro cytotoxicity assays using blocking antibodies, 
growing or senescent cells were plated in 24 well plates 
at 2x105 cells per well. Growing and senescent cells were 
treated with blocking antibodies against MICA, ULBP2, 
and a mix of the isotype controls IgG2A and IgG2B 
according to the manufacturer’s instructions (R&D 
Systems, MN, USA). In brief, the blocking antibodies at 
the indicated concentrations were added to each well in 
200µl of 10% complete RPMI (1% Glutamine, 1% Non-
essential Amino Acids, 1% Pyruvate, 1% pen-strep and 
10% FCS) and incubated for 40 minutes at 37°C. 
Subsequently, 5x105 of either NK92 cells or primary NK 
cells were co-cultured with the treated target cells. 
Following 2 hours of co-incubation, NK92 or primary 
NK cells were washed gently and the cytotoxicity was 
determined based on quantification of remaining adherent 
cells using Presto Blue (Life Technologies, Carlsbad, 
California, USA) according to the manufacturer’s 
instructions. When using the blocking antibody against 
NKG2D, NK92 or primary NK cells were pre-incubated 
in the presence of αNKG2D for 40 minutes, washed, and 
then added to either growing and senescent cells. The 
cytotoxicity assay was done as described above. 
 
For in vitro cytotoxicity assays using siRNA against 
MICA and ULBP2. ON-TARGETplus SMARTpool 
small-interfering RNA targeting MICA, ULBP2 and the 
nontargeting (control) pool were transfected into 
growing IMR-90 cells with Dharmafect 1 reagent (all 
from Dharmacon, Lafayette, CO, USA) according to the 
manufacturer’s instructions. 48 hr after transfections 
cells were treated with 100μM Etoposide (Sigma) for 48 
hours. Subsequently, a second transfection was 
performed using siRNA against MICA, ULBP2 and the 
nontargeting (control) pool to ensure gene knockdown 
for 9 days until cells become fully senescent. Then, a 
cytotoxicity assay using NK-92 cell was performed as 
described above. 
  
Mice. The Nkg2d-/- mice development and 
characterization was described previously [57]. C57Bl6 
mice served as controls. For fibrosis induction, the mice 

were treated twice a week, with i.p. injection of 1 ml/kg 
CCl4, for 6 weeks as described [21]. Formalin-fixed 
paraffin-embedded tissues were sectioned and stained 
either with hematoxylin–eosin for routine examination, 
or with Sirius red for visualization of fibrotic 
deposition.  For analysis of relative fibrotic area and 
SA-β-gal activity, Images were taken from multiple 
slides using 3D Histech Panoramic MIDI Digital slide 
scanner (3DHISTECH Kft., Budapest, Hungary). The 
relative fibrotic area was calculated using the Fiji 
software [58]. The Relative fibrotic area was calculated 
by dividing the total Sirius red area by the total 
analyzed area. At least 7 mice were analyzed from each 
genotype. SA-β-gal activity was quantified (from at 
least 6 mice of each genotype) using 3D Histech 
HistoQuant software (3DHISTECH Kft., Budapest, 
Hungary). Areas of SA-β-gal activity were detected 
based on color and their total area was divided by the 
total analysis area.  
 
SA-β-gal staining. Detection of SA-β-Gal activity was 
performed on frozen sections of liver tissue or cells in 
culture. Frozen sections or cells were fixed with 0.5% 
gluteraldehyde in PBS for 15 min, washed with PBS 
supplemented with 1 mM MgCl2 at pH5.5, and stained 
for 5–6 hours at 37°C without CO2 in PBS containing 1 
mM MgCl2 at pH5.5, 1mg/ml X-Gal, and 5 mM of both 
potassium ferricyanide and potassium ferrocyanide. 
Sections were counterstained with Eosin. 
 
Detection and modification of gene expression. For 
whole livers: lysates were generated using standard 
RIPA buffer supplemented with phosphatase inhibitors 
and protease inhibitors (both from Sigma). Detection of 
protein expression by immunoblotting in whole liver 
lysates was performed using anti-αSMA (Santa Cruz), 
anti-β-Tubulin (Sigma). For quantitative RT–PCR total 
RNA was isolated using NucleoSpin kit (Macherey 
Nagel, Düren, Germany) and 2 μg was reverse 
transcribed using the RevertAid H Minus First Strand 
cDNA synthesis Kit (Fermentas, Glen Burnie, MD, 
USA). The cDNA samples were amplified using Fast 
SYBR Green Master Mix in StepOnePlus Real-Time 
PCR System (both Applied Biosystems, Foster City, 
CA, USA). The relative expression of αSMA was 
normalized using the expression levels of GAPDH. 
  
For cell culture cells: lysates were generated using 
standard RIPA buffer supplemented with phosphatase 
inhibitors and protease inhibitors (both from Sigma). 
Detection of protein expression by immunoblotting in 
cell lysates were performed using anti-p-ERK (Sigma), 
anti-Total ERK (Sigma),β-Tubulin (Santa Cruz, CA, 
USA) and GAPDH (Millipore, MA, USA) . Total RNA 
from cells was isolated with NucleoSpin RNA II kit 
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(Macherey-Nagel, Germany). In all, 1 μg of RNA was 
reverse transcribed using MMLV reverse transcriptase 
(Promega, USA) and random hexamer primers 
(Amersham – GE Healthcare, USA). qRT-PCR was 
performed using SYBR Green Master Mix (Applied 
Biosystems, USA) in a StepOnePlus instrument 
(Applied Biosystems, USA). ON-TARGETplus 
SMARTpool small-interfering RNA targeting MICA 
and ULBP2, and the nontargeting (control) pool were 
transfected into growing IMR-90 cells with Dharmafect 
1 reagent (all from Dharmacon, Lafayette, CO, USA). 
Subsequently, cells were induced to senesce by 
Etoposide treatment.  
 
To inhibit ERK activity, senescent cells were incubated 
in the presence of 10μM of either the MEK inhibitors: 
of PD184352 (Sigma), AZD6244 (Axon Medchem, 
VA, USA) or Trametinib (GSK1120212) (Selleck 
Chemicals, Boston, USA) for 24, 48, 72 or 96 hr as 
indicated. To inhibit ATM activity growing cells were 
incubated in the presence of 10μM KU60019 (R&D 
Systems, USA) for 1 hr or 5mM caffeine (Sigma) and 
then treated with 100μM Etoposide for 24 hr. to inhibit 
ATM activity in senescent cells 10μM KU60019 (R&D 
Systems, USA) was add for 24, 48, 72 and 96 hr as 
indicated. All inhibitors were replenished daily. 
Subsequently total RNA was isolated and qRT-PCR 
was performed as described above. Primer list is 
available upon request. 
 
Image Stream Flow cytometry. Senescent or growing 
IMR-90 were harvested with TryplE (Gibco, Life 
Technologies, USA), collected with DMEM and 
centrifuged with the addition of EDTA 5mM. After a 
wash with cold PBS and transfer through mesh, cells 
were labeled with 10µg/ml of αMICA or αULBP2 in 
200µl of FACS buffer (5% FCS in PBS), on ice for one 
hour. Next cells were washed once with cold PBS and 
fluorescently labeled by a secondary α-mouse antibody 
(Jackson Immunoresearch, USA) at a concentration of 
1:200 in 200µl in FACS buffer for one hour on ice. At 
the end of incubation cells were washed twice with cold 
PBS and resuspended with DAPI 1:10,000 in FACS 
buffer to label dead cells. Finally, cells were imaged in 
an ImageStreamX system and analysis was done using 
the amnis IDEAS software package.  
 
Immunofluorescence (IF). IMR-90, WI38 and BJ cells 
were grown on 0.1% gelatin-coated coverslips. 
Subsequently, cells were blocked with human IgG and 
co-incubated with 10μg/ml of antibodies against either 
MICA, ULBP2 and isotype control for 1 hour at 4°C. 
then, the coverslips were washed with PBS, incubated 
with anti-mouse Alexa 549-conjugated secondary 
antibodies in PBS for 1 h at room temperature, washed 

again with PBS, fixed with 1% PFA for 15 minutes, and 
washed again in PBS containing DAPI and mounted in 
DAKO mounting medium. Fluorescence was detected 
using a Zeiss Axioscope II fluorescent microscope and 
image acquisition was conducted with simple PCI 
software. 
 
Statistical analysis. Data are expressed as mean + S.E. 
Statistical evaluation was carried out using Student’s t 
test (two-tailed) to test for differences between the 
control and experimental results. Values of p<0.05 were 
considered statistically significant. 
 
ACKNOWLEDGEMENTS 
 
We gratefully acknowledge R. Seger from Weizmann 
Institute for generously sharing his expertise in ERK 
signaling, O. Mandelboim from Hadassah Medical 
School at Hebrew University of Jerusalem for providing 
us with primary human NK cells; Ziv Porat for help 
with Imaging Flow Cytometry and members of the 
Krizhanovsky laboratory for stimulating discussions. 
 
Funding 
 
This work was supported by Marie Curie RG grant, 
European Research Council grant under the European 
Union’s FP7 and Israel Science Foundation to V.K. VK 
is an incumbent of The Karl and Frances Korn Career 
Development Chair in Life Sciences. 
 
Conflict of interest statement 
 
The authors of this manuscript declare no conflict of 
interest. 
 
REFERENCES 
 
1. Salama R, Sadaie M, Hoare M and Narita M. Cellular senescence 
and its effector programs. Genes Dev. 2014; 28:99‐114. 
2.  Munoz‐Espin  D  and  Serrano  M.  Cellular  senescence:  from 
physiology  to  pathology. Nat  Rev Mol  Cell  Biol.  2014;  15:482‐
496. 
3. Burton DG and Krizhanovsky V. Physiological and pathological 
consequences  of  cellular  senescence.  Cell Mol  Life  Sci.  2014; 
71:4373‐4386. 
4.  Campisi  J.  Aging,  cellular  senescence,  and  cancer.  Annual 
review of physiology. 2013; 75:685‐705. 
5.  Kuilman  T,  Michaloglou  C,  Mooi  WJ  and  Peeper  DS.  The 
essence of senescence. Genes Dev. 2010; 24:2463‐2479. 
6. Chuprin A, Gal H, Biron‐Shental T, Biran A, Amiel A, Rozenblatt 
S and Krizhanovsky V. Cell fusion induced by ERVWE1 or measles 
virus  causes  cellular  senescence.  Genes  Dev.  2013;  27:2356‐
2366. 
7. Mallette FA, Gaumont‐Leclerc MF and Ferbeyre G. The DNA 
damage  signaling  pathway  is  a  critical mediator  of  oncogene‐
induced senescence. Genes Dev. 2007; 21:43‐48. 

  
www.impactaging.com                    342                                     AGING, February  2016, Vol. 8 No.2



8. Di Micco R,  Fumagalli M, Cicalese A, Piccinin  S, Gasparini P, 
Luise C, Schurra C, Garre M, Nuciforo PG, Bensimon A, Maestro 
R,  Pelicci  PG  and  d'Adda  di  Fagagna  F.  Oncogene‐induced 
senescence is a DNA damage response triggered by DNA hyper‐
replication. Nature. 2006; 444:638‐642. 
9.  Bartkova  J,  Rezaei  N,  Liontos  M,  Karakaidos  P,  Kletsas  D, 
Issaeva N, Vassiliou  LV, Kolettas  E, Niforou K,  Zoumpourlis VC, 
Takaoka  M,  Nakagawa  H,  Tort  F,  et  al.  Oncogene‐induced 
senescence is part of the tumorigenesis barrier imposed by DNA 
damage checkpoints. Nature. 2006; 444:633‐637. 
10. Narita M, Narita M, Krizhanovsky V, Nunez S, Chicas A, Hearn 
SA, Myers MP and Lowe SW. A novel role for high‐mobility group 
a  proteins  in  cellular  senescence  and  heterochromatin 
formation. Cell. 2006; 126:503‐514. 
11. Narita M, Nunez  S, Heard  E, Narita M,  Lin  AW, Hearn  SA, 
Spector  DL,  Hannon  GJ  and  Lowe  SW.  Rb‐mediated 
heterochromatin  formation  and  silencing  of  E2F  target  genes 
during cellular senescence. Cell. 2003; 113:703‐716. 
12.  Ovadya  Y  and  Krizhanovsky  V.  Senescent  cells:  SASPected 
drivers  of  age‐related  pathologies.  Biogerontology.  2014; 
15:627‐642. 
13. Naylor RM, Baker DJ and van Deursen JM. Senescent cells: a 
novel  therapeutic  target  for  aging  and  age‐related  diseases. 
Clinical pharmacology and therapeutics. 2013; 93:105‐116. 
14.  Sagiv  A  and  Krizhanovsky  V.  Immunosurveillance  of 
senescent  cells:  the  bright  side  of  the  senescence  program. 
Biogerontology. 2013; 14:617‐628. 
15. Hoenicke L and Zender L. Immune surveillance of senescent 
cells‐‐biological  significance  in  cancer‐  and  non‐cancer 
pathologies. Carcinogenesis. 2012; 33:1123‐1126. 
16.  Burton  DG  and  Faragher  RG.  Cellular  senescence:  from 
growth  arrest  to  immunogenic  conversion.  Age  (Dordr).  2015; 
37:27. 
17. Narita M and Lowe SW. Senescence comes of age. Nat Med. 
2005; 11:920‐922. 
18. Serrano M, Lin AW, McCurrach ME, Beach D and Lowe SW. 
Oncogenic  ras  provokes  premature  cell  senescence  associated 
with accumulation of p53 and p16INK4a. Cell. 1997; 88:593‐602. 
19.  Xue  W,  Zender  L,  Miething  C,  Dickins  RA,  Hernando  E, 
Krizhanovsky V, Cordon‐Cardo C and Lowe SW. Senescence and 
tumour clearance is triggered by p53 restoration in murine liver 
carcinomas. Nature. 2007; 445:656‐660. 
20.  Kang  TW,  Yevsa  T,  Woller  N,  Hoenicke  L,  Wuestefeld  T, 
Dauch D, Hohmeyer A, Gereke M, Rudalska R, Potapova A, Iken 
M,  Vucur  M,  Weiss  S,  et  al.  Senescence  surveillance  of  pre‐
malignant hepatocytes  limits  liver cancer development. Nature. 
2011; 479:547‐551. 
21.  Krizhanovsky  V,  Yon  M,  Dickins  RA,  Hearn  S,  Simon  J, 
Miething  C,  Yee  H,  Zender  L  and  Lowe  SW.  Senescence  of 
activated  stellate  cells  limits  liver  fibrosis. Cell.  2008;  134:657‐
667. 
22.  Jun  JI  and  Lau  LF.  The matricellular  protein  CCN1  induces 
fibroblast senescence and restricts  fibrosis  in cutaneous wound 
healing. Nat Cell Biol. 2010; 12:676‐685. 
23. Sagiv A, Biran A, Yon M, Simon J, Lowe SW and Krizhanovsky 
V.  Granule  exocytosis  mediates  immune  surveillance  of 
senescent cells. Oncogene. 2013; 32:1971‐1977. 
24. Iannello A and Raulet DH. Immune surveillance of unhealthy 
cells by natural  killer  cells. Cold  Spring Harb  Symp Quant Biol. 
2013; 78:249‐257. 

25. Bernardini G, Gismondi A and Santoni A. Chemokines and NK 
cells:  regulators  of  development,  trafficking  and  functions. 
Immunology letters. 2012; 145:39‐46. 
26. Iannello A, Thompson TW, Ardolino M, Lowe SW and Raulet 
DH. p53‐dependent chemokine production by senescent  tumor 
cells  supports NKG2D‐dependent  tumor  elimination  by  natural 
killer cells. J Exp Med. 2013; 210:2057‐2069. 
27. Soriani A, Zingoni A, Cerboni C, Iannitto ML, Ricciardi MR, Di 
Gialleonardo V,  Cippitelli M,  Fionda  C,  Petrucci MT, Guarini A, 
Foa  R  and  Santoni  A.  ATM‐ATR‐dependent  up‐regulation  of 
DNAM‐1  and  NKG2D  ligands  on  multiple  myeloma  cells  by 
therapeutic agents results in enhanced NK‐cell susceptibility and 
is  associated  with  a  senescent  phenotype.  Blood.  2009; 
113:3503‐3511. 
28. Lanier LL. NKG2D Receptor and  Its Ligands  in Host Defense. 
Cancer immunology research. 2015; 3:575‐582. 
29.  Eagle  RA  and  Trowsdale  J.  Promiscuity  and  the  single 
receptor: NKG2D. Nat Rev Immunol. 2007; 7:737‐744. 
30.  Soriani  A,  Fionda  C,  Ricci  B,  Iannitto ML,  Cippitelli M  and 
Santoni  A.  Chemotherapy‐elicited  upregulation  of  NKG2D  and 
DNAM‐1  ligands  as  a  therapeutic  target  in multiple myeloma. 
Oncoimmunology. 2013; 2:e26663. 
31. Chahroudi A, Silvestri G and Feinberg MB. Measuring T cell‐
mediated  cytotoxicity  using  fluorogenic  caspase  substrates. 
Methods. 2003; 31:120‐126. 
32.  Gasser  S,  Orsulic  S,  Brown  EJ  and  Raulet  DH.  The  DNA 
damage pathway regulates innate immune system ligands of the 
NKG2D receptor. Nature. 2005; 436:1186‐1190. 
33.  Deschenes‐Simard  X,  Gaumont‐Leclerc  MF,  Bourdeau  V, 
Lessard F, Moiseeva O, Forest V, Igelmann S, Mallette FA, Saba‐
El‐Leil MK, Meloche S, Saad F, Mes‐Masson AM and Ferbeyre G. 
Tumor  suppressor  activity  of  the  ERK/MAPK  pathway  by 
promoting  selective  protein  degradation.  Genes  Dev.  2013; 
27:900‐915. 
34.  Stanietsky N  and Mandelboim O.  Paired NK  cell  receptors 
controlling NK cytotoxicity. FEBS Lett. 2010; 584:4895‐4900. 
35. Chan CJ, Martinet L, Gilfillan S, Souza‐Fonseca‐Guimaraes F, 
Chow MT,  Town  L,  Ritchie  DS,  Colonna M,  Andrews  DM  and 
Smyth MJ. The receptors CD96 and CD226 oppose each other in 
the  regulation  of  natural  killer  cell  functions.  Nature 
immunology. 2014; 15:431‐438. 
36. Puche  JE,  Saiman  Y  and  Friedman  SL. Hepatic  stellate  cells 
and  liver  fibrosis.  Comprehensive  Physiology.  2013;  3:1473‐
1492. 
37. Radaeva S, Sun R,  Jaruga B, Nguyen VT, Tian Z and Gao B. 
Natural  killer  cells  ameliorate  liver  fibrosis  by  killing  activated 
stellate  cells  in  NKG2D‐dependent  and  tumor  necrosis  factor‐
related  apoptosis‐inducing  ligand‐dependent  manners. 
Gastroenterology. 2006; 130:435‐452. 
38. Kim TW, Kim HJ, Lee C, Kim HY, Baek SH, Kim  JH, Kwon KS 
and  Kim  JR.  Identification  of  replicative  senescence‐associated 
genes  in human umbilical vein endothelial cells by an annealing 
control primer system. Exp Gerontol. 2008; 43:286‐295. 
39. Stern‐Ginossar N and Mandelboim O. An  integrated view of 
the regulation of NKG2D ligands. Immunology. 2009; 128:1‐6. 
40.  Lasry  A  and  Ben‐Neriah  Y.  Senescence‐associated 
inflammatory  responses: aging and cancer perspectives. Trends 
Immunol. 2015; 36:217‐228. 
41.  Laberge RM,  Sun  Y, Orjalo AV, Patil CK,  Freund A,  Zhou  L, 
Curran SC, Davalos AR, Wilson‐Edell KA, Liu S, Limbad C, Demaria 
M, Li P, et al. MTOR regulates the pro‐tumorigenic senescence‐

  
www.impactaging.com                    343                                     AGING, February  2016, Vol. 8 No.2



associated  secretory phenotype by promoting  IL1A  translation. 
Nat Cell Biol. 2015; 17:1049‐1061. 
42. Freund A, Patil CK and Campisi  J. p38MAPK  is a novel DNA 
damage  response‐independent  regulator  of  the  senescence‐
associated secretory phenotype. EMBO J. 2011; 30:1536‐1548. 
43. Chien Y, Scuoppo C, Wang X, Fang X, Balgley B, Bolden  JE, 
Premsrirut P, Luo W, Chicas A, Lee CS, Kogan SC and Lowe SW. 
Control  of  the  senescence‐associated  secretory  phenotype  by 
NF‐{kappa}B  promotes  senescence  and  enhances 
chemosensitivity. Genes Dev. 2011; 25:2125‐2136. 
44.  Rodier  F,  Coppe  JP,  Patil  CK, Hoeijmakers WA, Munoz DP, 
Raza  SR,  Freund  A,  Campeau  E,  Davalos  AR  and  Campisi  J. 
Persistent  DNA  damage  signalling  triggers  senescence‐
associated  inflammatory cytokine secretion. Nat Cell Biol. 2009; 
11:973‐979. 
45. Kuilman T, Michaloglou C, Vredeveld LC, Douma S, van Doorn 
R, Desmet CJ, Aarden  LA, Mooi WJ and Peeper DS. Oncogene‐
induced  senescence  relayed  by  an  interleukin‐dependent 
inflammatory network. Cell. 2008; 133:1019‐1031. 
46.  Acosta  JC,  O'Loghlen  A,  Banito  A,  Guijarro MV,  Augert  A, 
Raguz S, Fumagalli M, Da Costa M, Brown C, Popov N, Takatsu Y, 
Melamed J, d'Adda di Fagagna F, et al. Chemokine signaling via 
the CXCR2 receptor reinforces senescence. Cell. 2008; 133:1006‐
1018. 
47. Liu XV, Ho SS, Tan JJ, Kamran N and Gasser S. Ras activation 
induces  expression  of  Raet1  family  NK  receptor  ligands.  J 
Immunol. 2012; 189:1826‐1834. 
48.  Katlinskaya  YV,  Carbone  CJ,  Yu  Q  and  Fuchs  SY.  Type  1 
interferons contribute to the clearance of senescent cell. Cancer 
Biol Ther. 2015; 16:1214‐1219. 
49. Yu Q, Katlinskaya YV, Carbone CJ, Zhao B, Katlinski KV, Zheng 
H, Guha M,  Li N,  Chen Q,  Yang  T,  Lengner  CJ, Greenberg  RA, 
Johnson  FB,  et  al.  DNA‐damage‐induced  type  I  interferon 
promotes  senescence and  inhibits  stem  cell  function. Cell Rep. 
2015; 11:785‐797. 
50. Wortzel  I and Seger R. The ERK Cascade: Distinct Functions 
within  Various  Subcellular  Organelles.  Genes  &  cancer.  2011; 
2:195‐209. 
51. Deschenes‐Simard X, Kottakis F, Meloche S and Ferbeyre G. 
ERKs in cancer: friends or foes? Cancer Res. 2014; 74:412‐419. 
52.  Gaumont‐Leclerc MF, Mukhopadhyay  UK,  Goumard  S  and 
Ferbeyre G. PEA‐15  is  inhibited by adenovirus E1A and plays a 
role  in  ERK  nuclear  export  and Ras‐induced  senescence.  J  Biol 
Chem. 2004; 279:46802‐46809. 
53. Lorenzini A, Tresini M, Mawal‐Dewan M, Frisoni L, Zhang H, 
Allen RG, Sell C and Cristofalo VJ. Role of the Raf/MEK/ERK and 
the  PI3K/Akt(PKB)  pathways  in  fibroblast  senescence.  Exp 
Gerontol. 2002; 37:1149‐1156. 
54. Biran A, Perelmutter M, Gal H, Burton DG, Ovadya Y, Vadai E, 
Geiger T and Krizhanovsky V.  Senescent  cells  communicate  via 
intercellular protein transfer. Genes Dev. 2015; 29:791‐802. 
55. Hazeldine  J  and  Lord  JM.  The  impact  of  ageing  on  natural 
killer  cell  function  and  potential  consequences  for  health  in 
older adults. Ageing research reviews. 2013; 12:1069‐1078. 
56. Hanna J, Wald O, Goldman‐Wohl D, Prus D, Markel G, Gazit 
R,  Katz  G,  Haimov‐Kochman  R,  Fujii  N,  Yagel  S,  Peled  A  and 
Mandelboim  O.  CXCL12  expression  by  invasive  trophoblasts 
induces  the  specific  migration  of  CD16‐  human  natural  killer 
cells. Blood. 2003; 102:1569‐1577. 
57.  Zafirova B, Mandaric  S, Antulov R,  Krmpotic A,  Jonsson H, 
Yokoyama  WM,  Jonjic  S  and  Polic  B.  Altered  NK  cell 

development  and  enhanced  NK  cell‐mediated  resistance  to 
mouse  cytomegalovirus  in  NKG2D‐deficient  mice.  Immunity. 
2009; 31:270‐282. 
58. Schindelin J, Arganda‐Carreras I, Frise E, Kaynig V, Longair M, 
Pietzsch T, Preibisch S, Rueden C, Saalfeld S, Schmid B, Tinevez 
JY, White DJ, Hartenstein V, et al. Fiji: an open‐source platform 
for biological‐image analysis. Nat Methods. 2012; 9:676‐682. 
 
 
 
 
 
 
SUPPLEMENTAL MATERIAL 
 
Please browse the Full Text version of this manuscript 
to see Supplemental Figures, Tables and Methods. 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

 
 
 
 
 
 
 
 
 
 

  
www.impactaging.com                     344                                     AGING, February 2016, Vol. 8 No.2


