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Senescence is a terminal differentiation program that
halts the growth of damaged cells and must be circum-
vented for cancer to arise. Here we describe a panel of ge-
netic screens to identify genes required for replicative
senescence. We uncover a role in senescence for the
potent tumor suppressor and ATM substrate USP28.
USP28 controls activation of both the TP53 branch and
the GATA4/NFkB branch that controls the senescence-
associated secretory phenotype (SASP). These results sug-
gest a role for ubiquitination in senescence and imply a
common node downstream from ATM that links the
TP53 and GATA4 branches of the senescence response.
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Limits on the replicative life span of human cells have
evolved to prevent the propagation of damaged cells. Sen-
escence is one such barrier that is executed by tumor sup-
pressor and cell cycle regulatory pathways and is
implicated in organismal aging (Baker et al. 2011, 2016).
Senescence bypass leads to cancer predisposition (Cam-
pisi 2005). DNA damage is a unifying feature of many
stimuli that trigger senescence (Karlseder et al. 2002; Bart-
kova et al. 2006; Di Micco et al. 2006). Cell cycle arrest,
DNA damage response (DDR) activation, life span, and
senescence-associated β-galactosidase (SA-β-Gal) activity
are frequently used to identify senescent cells (Campisi
et al. 1996; Serrano et al. 1997). The p53 and p16-Rb tumor

suppressor pathways are the best-understood senescence
regulators (Wright and Shay 1992; Smogorzewska and de
Lange 2002; Beausejour et al. 2003). p53-mediated expres-
sion of the CDK inhibitor p21 is a critical mediator of
p53’s role to promote senescence in human cells (Brown
et al. 1997). In addition, the GATA4/SASP (senescence-as-
sociated secretory phenotype) pathway forms a third
branch that controls senescence (Kang et al. 2015). In re-
sponse to ATM/ATR activation, GATA4 is stabilized
and activates NFκB.NFκBmediates expression of secreted
inflammatory cytokines (Courtois-Cox et al. 2006; Acosta
et al. 2008; Chicas et al. 2010). Themechanisms by which
senescence is established and maintained remain to be
fully elucidated. Here we present genome-wide senes-
cence bypass screens that uncover a potent tumor sup-
pressor gene (TSG), USP28, which controls multiple
branches of the senescence pathway.

Results and Discussion

To identify genes regulating senescence in primary
human cells, we sensitized human BJ fibroblasts by ex-
pression of either theHPVE6 or E7 oncoprotein that selec-
tively inhibits the p53 or Rb pathway, respectively
(Supplemental Fig. S1A), followed by infection with retro-
viral MSCV-drivenmiR30-based shRNA libraries, includ-
ing a pilot scale library consisting of 8203 shRNA and a
whole-genome library (Fig. 1A; Supplemental Fig. S1B,C;
Materials and Methods). E6 and E7 were used to reduce
the contribution of these partially redundant branches
to allow greater sensitivity in detecting defects in the re-
maining branch. Mid-passage BJ fibroblasts were trans-
duced in triplicate with a shRNA library and serially
passaged until the cells expressing a control shRNA (lucif-
erase [Luc]) ceased population doublings (PDs). p53 was
the positive control (Supplemental Figs. S1C, S2A).
shRNAs were recovered by PCR, and the fold change of
shRNAs between the start and end was used to generate
a list of candidate senescence genes (Fig. 1A; Supplemen-
tal Fig. S2B,C; Supplemental Tables S1–S4; see the Mate-
rials and Methods).
Both the pilot and genome-scale E6 BJ screens recovered

known TSGs, including RB1, p57KIP2, p16INK4a, p18INK4c,
and PTEN, suggesting targeting of the RB pathway and
genes controlling p53-independent growth arrest (Supple-
mental Fig. 2D,E; Supplemental Tables S1, S2). This data
set showed statistically significant overlap with targets of
recurrent cancer-associated mutations (P = 0.035) (Forbes
et al. 2011). As expected, p53 shRNAswere not recovered,
but p21 shRNAs were, suggesting a p53-independent
function in senescence.
Likewise, both E7 BJ screens recovered multiple

shRNAs against the known p53 pathway, DNA damage,
and cell cycle components such as p53, p21CIP1, p14ARF,
βTRCP, PIAS1, ATR, TGFβ1, and TGFβR1 (Supplemental
Fig. S2E,F; Supplemental Tables S3, S4). This data set was
enriched for cell cycle-related (P = 0.047) and cancer-
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related genes (P = 0.041) using KEGG (Kyoto Encyclopedia
of Genes and Genomes) pathway annotation (Kanehisa
1997) and targets of recurrent cancer-associated muta-
tions (P = 0.040) (Forbes et al. 2011), suggesting that
some genes may be TSGs. Of the genes meeting our crite-
ria, 10%were targeted by two ormore shRNA in the E6 BJ
screen, and 18% were targeted by two or more shRNA in

the E7 BJ screen, highlighting higher-confidence
candidates.

While largely distinct, the E6 and E7 screens have more
overlapping genes than expected randomly (P = 0.008),
suggesting that the shared genes may act independently
of both p53 and Rb. For example, we recovered multiple
components of the interleukin-1 and NF-κB pathways
known to function in the GATA4 branch, such as
IL1RL1, IRAK2, IRAK4, IKBKB, JAK1, TNFRSF17, and
MAPK8 (Fig. 1D; Orjalo et al. 2009). Furthermore, we re-
covered multiple shRNAs against CDKN2A encoding
both p16 and ARF, which are in the Rb and p53 branches,
respectively. Additionally, feedback signaling in theMAP
kinase pathway is required for oncogene-induced
senescence (Courtois-Cox et al. 2006), and we identified
negative regulators of theMAP kinase pathway, including
SMEK1, Sprouty2, RASGEF1B, DUSP1, DUSP3, DUSP11,
DUSP13, and DUSP4, regardless of genetic background.

Identifying senescence genes connected to the p53
pathway

To ask which genes might function in the p53 branch, we
screened HCT116 colon cells and normal human mam-
mary epithelial cells (HMECs) for resistance to nutlin-
3a, a molecule that activates p53 by inhibiting MDM2
(Vassilev 2004). Such genes would be potential effectors
of p53 activation and might bypass senescence in BJ E7
cells. Nutlin3a-treated and control cells were passaged
for 10 PDs and analyzed for shRNA abundance (Fig. 1A;
see the Materials and Methods). We recovered shRNAs
against p53 and pathway components such as p21CIP1,
p14ARF, βTRCP,NR4A1, PIM1, PDCD4, and ZBTB4 (Sup-
plemental Tables S5–S7). Many positive shRNAs were
shared by both HCT116 cells and HMECs (P = 2.5 ×
10−21) (Supplemental Table S8). We used a proliferation
competition assay to validate individual shRNAs from
our screen (Fig. 1B; Supplemental Fig. S2G; see the Mate-
rials and Methods). Testing 125 candidates, we had a val-
idation rate of 37% (Fig. 1B; Supplemental Fig. S2H).
Candidates showing a twofold or greater enrichment are
listed in Supplemental Table S9. As expected, we found
no significant overlap with the E6 BJ screen but a striking
overlap with hits from E7 BJ cells (P = 8.10 × 10−14) (Fig.
1A, Venn diagram). A common data set from all of our li-
brary screens includes known p53 pathway components
and many unstudied genes and represents a high-confi-
dence data set for further studies of p53-mediated cell cy-
cle arrest (Supplemental Table S10). Furthermore, our
nutlin resistance data set had significant overlap with a
data set of frequently occurring mutations associated
with cancer (P = 0.032) (Forbes et al. 2011), suggesting pu-
tative TSGs in this data set.

Validation of senescence bypass candidate genes via
sublibrary rescreening

To validate our data sets, we generated a library contain-
ing 12 shRNAs against the top 1800 scoring genes, includ-
ing all genes that overlapped between the senescence and
nutlin screens (Supplemental Table S11). Extremely po-
tent genes such as CDKN1A or USP28 (discussed below)
were excluded, as they overshadow less potent shRNAs.
This library included 50 shRNAs targeting firefly Luc
and 50 shRNAs targeting GFP (green fluorescent protein)

Figure 1. Loss-of-function screens identify high-confidence candi-
date genes. (A) Schematic showing screen design and library pool
deconvolution for the senescence bypass and nutlin resistance
screens. (Bottom left) Venn diagram showing the overlap between
the senescence bypass screen candidate gene list in E7 BJ fibroblasts
and the nutlin resistance screen performed in human mammary ep-
ithelial cells (HMECs) for the genome-scale library. The probability
of overlap was calculated by hypergeometric probability distribution.
(Right) Venn diagram showing the gene overlap between the senes-
cence resistance validation screens in E6, E7, and naïve BJs. The num-
bers shown refer to the number of genes that were enriched twofold
or greater and targeted by three or more shRNAs. (B) Representative
validation data from nutlin resistance screens as shown by multicol-
or competition assays in HMECs in the presence or absence of nutlin-
3a for three PDs. Cells expressing either Luc shRNA or mock-infect-
ed served as negative controls in HMECs expressing GFP (green fluo-
rescent protein). Cells expressing shRNAs against p21 served as
positive controls. Data are plotted as the difference between the
log2 ratios of untreated and nutlin-treated cells. (C ) Validation re-
screen data indicating the number of selected shRNAs that scored
to twofold or greater above the average of 100 negative control
shRNAs for the indicated subset of genes for the sublibrary validation
screen in E7 BJ fibroblasts (left) and naïve BJs (right). (D) Components
of the NFκB pathway that scored in our screens in E6 BJ fibroblasts.
(E) Table showing the number of selected shRNAs that scored two-
fold or greater with three or more shRNAs. (F ) Table showing the
number of shRNAs that scored above each threshold relative to the
average of the negative control shRNAs in the validation screen per-
formed in naïve BJ fibroblasts.
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as negative controls. Any shRNA enriching twofold or
greater above the mean of these controls across all three
replicates was considered a positive. We also screened na-
ïve BJ fibroblasts to find genes thatmay extend life span in
unperturbed cells.
The validation screens recovered multiple shRNAs

against many known senescence, DDR, and cell cycle reg-
ulatory genes (Fig. 1C; Supplemental Tables S12–S14). We
recovered several components of the interleukin-1 and
NF-κB pathways known to control the SASP (Fig. 1D;
Orjalo et al. 2009). Approximately 8% of genes identified
in the primary screens scored with the stringent criteria of
twofold or greater enrichmentwith three ormore shRNAs
and thus represent higher-confidence candidates (Fig. 1E).
Increasing criteria stringency to fourfold or eightfold en-
richment still maintains significant percentages of these
shRNAs (Fig. 1F), suggesting that many exhibited robust
performance.
We found genes that overlapped between two or more

cell lines and also genes that scored in only one particular
genetic background, supporting the value of our sensitized
approach (Fig. 1A, Venn diagram). When comparing data
sets between two lines or across all three lines, we recov-
ered more shRNAs in common than predicted by chance
(P = 4.3 × 10−7 for data sets recovered fromE6 BJs and naïve
BJs, P = 2.8 × 10−16 for data sets recovered from E7 BJs and
naïve BJs, and P = 1.7 × 10−65 for E7 BJs and E6 BJs). The
shRNAs identified genes that regulate either a third path-
way, such as GATA4, or both the p53 and RB pathways.
This analysis suggests that we successfully enriched for
life span and proliferation regulators that may function
in multiple genetic backgrounds.

USP28 is required for p53 regulation during replicative
and IR-induced senescence

The deubiquitinating enzyme USP28 was among the
most enriched genes in the senescence E7 BJ and nutlin
screens, suggesting a role in p53 function. USP28 binds
53BP1 and has been implicated previously in the DDR
and apoptosis following IR. It is required for proper
induction of the proapoptotic p53 target PUMA (Zhang
et al. 2006) and stabilization of MYC (Popov et al.
2007) but had not been implicated in senescence.
USP28 depletion significantly increased the proliferation
rate and strikingly delayed senescence (Fig. 2A–C; Sup-
plemental Fig. S3A). The life span extension was compa-
rable with p53 depletion. USP28 depletion also decreased
SA-β-Gal 7 d after 12 Gy of IR in IMR90 fibroblasts (Fig.
2D), suggesting a role in IR-induced senescence; led to
nutlin-3a resistance (Supplemental Fig. S3B); and result-
ed in life span extension in E7 BJ cells (Supplemental
Fig. S3C,D).
USP28 depletion decreased p53 protein, but not p53

transcript, levels in BJ cells undergoing replicative senes-
cence (Fig. 2E; Supplemental Fig. S3E,F). Furthermore,
USP28 depletion reduced levels of basal and nutlin-3a-in-
duced p21CIP1 expression (Fig. 2F), suggesting that USP28
may also affect p21CIP1 levels during replicative senes-
cence, likely through p53. Importantly, p53 depletion
leads to an increase in USP28, indicating the existence
of a potential negative feedback loop (Fig. 2E; Supplemen-
tal Fig. S3H). Together, these results support the idea that
USP28’s role in senescence and growth arrest is due in part
to a role in the p53 pathway.

The GATA4–SASP branch of the senescence pathway
also requires USP28

To explore the p53-independent roles of USP28, we exam-
ined GATA4 levels after IR-induced senescence. USP28
depletion caused marked reduction of GATA4 accumula-
tion (Fig. 2G,H). Thus, USP28 is required for both p53 and
GATA4 activation during senescence. To test whether
USP28 activity is sufficient for senescence induction,
USP28was overexpressed and found to induce senescence

Figure 2. USP28 is required for p53, p21, and GATA4 induction dur-
ing senescence. (A) Growth of late passage BJ cells expressing the in-
dicated shRNAs. (B) Quantitation of SA-β-Gal staining in BJ cells
expressing the USP28 shRNAs in A. (C ) Western blot analysis of
USP28 levels in BJ cells expressing the indicated shRNAs in A. (D)
Quantitation of IR-induced SA-β-Gal staining in BJ cells expressing
the indicated shRNAs. Data are mean ± SEM. Statistical significance
was calculated by one-way analysis of variance (ANOVA). Data are
representative of four independent experiments. (E) Western blot
analysis of late passage BJ cells expressing the indicated shRNAs. (Be-
low) Densitometric analysis to determine the USP28/GAPDH and
p53/GAPDH ratios. (F ) RT-qPCR for p21 expression in mid-passage
BJ fibroblasts expressing the indicated shRNAs with and without 8
µM nutlin treatment at 6 h. (G) Western blot analysis of IMR90 cells
expressing the indicated shRNAs 7 d after 12 Gy of IR treatment. (H)
Western blot analysis of IMR90 cells expressing the indicated
shRNAs 7 d after treatment with 12 Gy of IR. The arrow indicates
GATA4 protein.

USP28 controls senescence through p53 and GATA4
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(as indicated by growth arrest and positive SA-β-Gal stain-
ing) (Fig. 3A,B; Supplemental Fig. S3I,J) comparable with
p21CIP1 overexpression. USP28 overexpression increased
the levels of multiple senescence markers, including
p53, p21CIP1, and GATA4 proteins but not p16, again sug-
gesting that USP28 may be inducing senescence in part
through the p53 and GATA4 branches (Fig. 3C–E; Supple-
mental Fig. S3K,L). Although the magnitude of the SA-β-
Gal effects vary based on infection efficiency, it was con-
sistently observed using both constitutive and inducible
USP28 expression systems (Fig. 3B; Supplemental S3L).
USP28 overexpression does not increase GATA4 mRNA
(Supplemental Fig. S3G), suggesting post-transcriptional
regulation. Importantly, expression of a catalytically inac-
tive mutant, USP28C171A, did not exert these effects, indi-
cating that the deubiquitinating activity of USP28 is
required for senescence (Fig. 3A–E; Supplemental Fig.
S3I). Reduced growth and increased p53 and p21 levels
were also observed in E7 BJs, again only upon overexpres-
sion of wild-type, but not catalytically inactive, USP28
(Supplemental Fig. S3J,K).

To determine the dependency of p53 and GATA4 in
USP28-induced senescence, we combined doxycycline-
inducible (Tet-on) USP28 overexpression with either

p53 inhibition (via E6 expression) or GATA4 depletion
in BJ fibroblasts. E6 or GATA4 depletion blunted
USP28-induced senescence (Supplemental Fig. S4A).
While either p53 or GATA4 depletion via shRNA reduced
USP28-induced senescence as measured by SA-β-Gal ac-
tivity, codepletion of p53 and GATA4 resulted in a syner-
gistic effect (Fig. 3D). However, codepletion of p53 and RB
(via E6 and E7 expression) did not exert a synergistic effect,
consistent with our data showing that USP28 does not
regulate p16 (Supplemental Fig. S4A). Last, while the per-
centage of BrdU-positive cells decreased significantly fol-
lowing USP28 overexpression, cells depleted of either p53
or GATA4 showed no significant reduction in BrdU stain-
ing (Fig. 3E). Together, these results indicate that p53 and
GATA4 each independently contributes to USP28-in-
duced senescence. Furthermore, as USP28, like p53 and
GATA4, is regulated by ATM/ATR, our experiments
pinpoint USP28 as a potential downstream effector of
ATM and ATR that mediates GATA4 induction during
senescence.

USP28 displays a strong mutational signature as a TSG

Given the strong connection between senescence and tu-
mor suppression, we examined the possibility thatUSP28
is a TSG. Investigating a large-scale copy number analysis
of tumor samples and cancer cell lines (Beroukhim et al.
2010), we found that USP28 was significantly deleted in
cancers of multiple tissues types, falling within deletion
peaks, including a significant number of focal deletions
(Supplemental Fig. S4B). Frequent USP28 deletions were
detected within a collection of multiple cancer types
(21.7%) and epithelial cancers (25.6%) and also in specific
tumor types (Supplemental Fig. S4C). Examination of The
Cancer Genome Atlas data (Forbes et al. 2011; Davoli
et al. 2013) revealed that the P-value for deletion signifi-
cance is 1.1 × 10−88 with a q-value of 2.6 × 10−86. Analysis
of mutational patterns in USP28 also supported a TSG
role. In the somaticmutation database, the typical neutral
gene shows a high percentage of benign (nondamaging
missense and silent) mutations (54%) relative to high-
functional-impact missense mutations (34%) or nonsense
mutations (7%). In contrast, USP28 has only 27% benign
mutations, 47% high-functional-impact missense muta-
tions, and 22% nonsense mutations (Fig. 3F). According
to our analysis using the TSG prediction algorithm
TUSON Explorer, USP28 ranks as the 83rd strongest
TSG candidate out of 18,680 genes, with a P-value of
9.6 × 10−06 and a q-value of 2.1 × 10−03. Unlike some
TSGs (such as SMAD2, which is largely specific for colo-
rectal and stomach carcinomas), USP28 mutations span
all tumor types, much like p53 mutations (Supplemental
Fig. S4D). Thus, USP28 appears to be a potent TSG that
may operate by promoting replicative senescence.

Senescence control pathways

The overall structure of our screens allowed us to identify
three classes of senescence factors: (1) those that work in-
dependently of p53, (2) those that work independently of
RB, and (3) those that work independently of both p53
and Rb branches. The latter category could include genes
that either form a third pathway, such as GATA4; induce
telomerase or reduce telomere attrition; or act in both
pathways, such as components of the DDR (i.e., ATM,

Figure 3. USP28 is a TSG that controls p53 and GATA4 in a catalyt-
ic activity-dependent manner. (A) Growth of mid-passage BJ
fibroblasts expressing the indicated protein or empty vector. (B)
Quantitation of SA-β-Gal staining in mid-passage BJ fibroblasts ex-
pressing the indicated protein or empty vector. (C ) Western blotting
of BJ cells expressing USP28 or an empty vector for 10 d. (D) SA-β-
Gal staining on day 7 of doxycycline (Dox) treatment of BJ cells carry-
ing a Dox-inducible vector (Tet-on) expressing either wild-type
USP28 or the USP28C171A mutant and the indicated shRNAs. Data
are mean ± SEM. Statistical significance was calculated by one-way
ANOVA. Data are representative of three independent experiments.
(E) Levels of BrdU-positive cells on day 7 of Dox treatment of the BJ
cells described in F. Data are mean ± SEM. Statistical significance
was calculated by ANOVA. Data are representative of three indepen-
dent experiments. (F ) The distribution of different classes of USP28
mutations in a collection of 8200 tumors compared with a typical
neutral gene (Davoli et al. 2013). Polyphen2 was used to predict mis-
sense mutations as benign or damaging. A loss-of-function mutation
is defined as either a stop codon or frameshift. (G) A schematic dia-
gram indicating major senescence pathways driving cell cycle arrest
and the formation of senescence-associated heterochromatic foci
(SAHFs) and the SASP as well as points where USP28 acts within
these pathways, with genes identified in this study indicated in red.
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ATR, and CHEK2, which trigger senescence). We found
components of all three pathways, including a strong en-
richment of inflammatory signaling components (Fig.
1C,D), particularly in the E6 BJ screen, supporting the no-
tion that SASP reinforces the p53 branch of senescence.
These findings could explain the observation that cancer
cell lines have been shown to exhibit SASP, which could
be of clinical relevance for both diagnostic and therapeu-
tic purposes (Coppe et al. 2008; Ohanna et al. 2011).
Through screens for regulators of p53, we identified a sub-
set of these senescence genes that may function through
the p53 pathway.

USP28 is a potent TSG controlling both p53 and GATA4

USP28 stood out in our screens as an extremely robust hit.
USP28 had nearly as profound an effect on senescence as
p53 and p21. Our analysis of somatic mutations in cancer
suggest that USP28 is a frequent target of inactivation by
either deletion or point mutation and signature, ranking
within the top 0.5% of potential TSGs.
USP28 is required for p53 and p21 accumulation follow-

ing p53 activation (Fig. 2E–G) and is phosphorylated on at
least three sites by ATM in response to IR (Zhang et al.
2006). Since these DDR components are engaged in repli-
cative senescence, USP28 function may be explained in
part by its regulation of p53. However, USP28 also con-
trols GATA4 accumulation. p53 negatively regulates
USP28, which may explain p53’s known feedback role in
attenuating SASP (Coppe et al. 2008), much like
miR146a’s role in attenuating NF-κB signaling (Bhaumik
et al. 2009). USP28 now stands as a major node in the sen-
escence machinery, responsible for activation of two ma-
jor independent branches controlling both the cell cycle
arrest and secretory phenotypes, which are each critical
to the overall senescence response (Fig. 3G). This dual
role may explain both the robust behavior of USP28 in
our screens and its frequent inactivation by deletion or
mutation in human cancers that we reported here. These
observations highlight a potential role for ATM/ATR in
regulating both p53 and GATA4 via USP28 during senes-
cence. The USP28–GATA4 axis described here may pro-
vide a mechanistic insight into GATA4 regulation.
GATA4 is degraded by autophagy through association
with the p62 adaptor (Kang et al. 2015). How GATA4 is
recognized by p62 is not known, but p62 possesses a
UBA domain throughwhich it can bind ubiquitinated pro-
teins (Long et al. 2008). As USP28 is a deubiquitinase and
its activity is required for senescence through GATA4,
this implies a role for ubiquitin in GATA4 regulation.
This could be through direct ubiquitination of either
GATA4 or an associated protein. A speculative model
might be that in response to DNA damage, phosphoryla-
tion of USP28 might activate it to deubiquitinate either
GATA4 or an associated factor, thereby preventing its rec-
ognition by p62 and autophagic degradation, leading to
GATA4 stabilization and SASP activation.
Together, our results provide a foundation for the ge-

netic dissection of the replicative senescence program.
We identified novel senescence genes in several func-
tional classes, including genes that are required for sen-
escence and act to transmit the DNA damage signal,
are required for proper p53 function, and activate the
SASP via GATA4. Future understanding of how these
proteins act and are regulated in response to senescence

induction signals will provide a detailed picture of how
replicative senescence is accomplished and how this tu-
mor suppression program may be circumvented in can-
cer cells.

Materials and methods

Cell lines and virus production

HMECs were purchased from American Type Culture Collection
(ATCC), immortalized with telomerase, and maintained in MEGM
(Lonza). BJ and IMR90 cells were obtained from ATCC and maintained
in 3% O2. Cells were grown in DMEM with 15% FBS, penicillin–strepto-
mycin, 2 mM L-glutamine, and 0.1 mM nonessential amino acids (Invi-
trogen). Retroviruses were produced as described (Schlabach et al. 2008).
HCT116 cells were grown in DMEM, 10% FBS, and penicillin–streptomy-
cin. Viral supernatants were stored at −80°C. Nutlin-3a was obtained
from Cayman Chemical. HCT116 cells were grown in McCoy’s medium
(Invitrogen) with 10% FBS.

Genome-wide senescence resistance and nutlin resistance screens

The genome-wide shRNA screens consisted of a total of 74,905 shRNAs
targeting 19,011 genes in six independent pools of 12,800 shRNAs per
pool. Mid-passage primary human BJ fibroblasts expressing either E6 or
E7 were transduced with the MSCV-PM-shRNA retroviral library with a
representation of ∼500 at a multiplicity of infection (MOI) of <1. The pilot
screens used a previously described focused human shRNA library (Schla-
bach et al. 2008) of 8203 shRNAs. Initial reference samples of at least 1000
cells per shRNA were collected following selection in puromycin and
propagatedwith a representation of≥500 cells. End samples were collected
after cells expressing control Luc shRNA ceased to grow, as indicated in
Figure 1. Half-hairpin barcodes were PCR-amplified, labeled, and hybrid-
ized to microarrays as described in the Supplemental Material. In the
case of nutlin resistance screens, HMECs were transduced with the library
at a representation of 1000 and a MOI of <1. Initial reference samples of at
least 1000 cells per shRNAwere collected following selection in puromy-
cin, and pools were cultured with or without 1.5 µM nutlin-3a at a repre-
sentation of ≥500. End samples were collected after 10 PDs.

Sublibrary validation screening for senescence resistance genes

Avalidation sublibrary was designed against ∼1800 high-confidence genes
from the genome-wide and pilot screens. The sublibrary contained 12 new
shRNAs per gene. Included were all shRNAs scoring in the primary screen
targeting ∼1800 genes and 100 negative control shRNAs targeting Luc and
EGFP. Screens were performed as described above.

Candidate gene criteria

For analysis of the E7 BJ fibroblast pilot, we used a SAM criteria of a 5% or
less false discovery rate (FDR) and an average log2 cutoff of three or more
across all three replicates (i.e., eightfold or greater enrichment), generating
a list of 160 shRNAs (a hit rate of 1.2% of the library). For our genome-scale
screen deconvoluted by sequencing, we used a sequencing read cutoff of 33
reads and ≥10-fold enrichment in any replicate, producing a list of 1396
shRNAs (a hit rate of 1.8%). Lists were combined to generate a single
data set for the focused and genome screens in E7 BJ fibroblasts. We ana-
lyzed the focused set data from the E6 BJ fibroblasts using similar candi-
date criteria (≤5% FDR and an average log2 cutoff of three or more
across three replicates) and obtained a list of 201 shRNAs (hit rate
1.5%). In the genome-scale screen performed in E6 BJ fibroblasts, we
used criteria of ≥10-fold enrichment in two of three replicates to generate
a list of 601 candidate shRNAs (hit rate of 0.8%). Lists were combined to
generate a single data set for both screens in E6 BJ fibroblasts. Our valida-
tion sublibrary was generated using these compiled data sets. Statistical
significance analysis of the overlap between data sets was calculated using
hypergeometric distribution.
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