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Induced p21%*" expression in H1299 cell line promotes cell senescence and
protects against cytotoxic effect of radiation and doxorubicin

Yingcai Wang', Giovanni Blandino' and David Givol*

'Department of Molecular Cell Biology Weizmann Institute of Science, Rehovot 76100, Israel

The CDK inhibitor p21* is a principal mediator of p53
function but can also be transactivated by many p53-
independent stimuli leading to cell growth arrest or
differentiation. In order to study the function of p21"* in
a p53-deficient environment, we established an inducible
expression of p21** in the p53-null lung cancer cell line
H1299, based on the muristerone-regulated system.
Overexpression of p21™ led cells to growth arrest which
after several days became irreversible and the arrested
cells acquired a senescent phenotype as judged by cell
shape, the senescence-associated f-gal marker and
inhibition of colony formation. The effect of p21™f
overexpression, in the absence of p53, on the cytotoxicity
caused by irradiation, doxorubicin and taxol was studied.
Expression of p21"* provided protection against the
cytotoxic effect of radiation and doxorubicin but not of
taxol. These results are relevant to treatment of cancer
when pS3 is inactive.
Keywords: inducible p21f; anti-cancer
drugs; radiation

se€nescence;

Introduction

The cellular response to stress and DNA damage is
largely controlled by the tumor suppressor p53 and its
target genes. The p21¥ protein functions as a mediator
of p53 activity in controlling cell growth arrest, since it
is a universal cyclin-dependent kinase (CDK) inhibitor
(Xiong et al., 1993). p21** was first discovered as a
gene overexpressed in senescence (Noda et al., 1994), a
CDK2-associated protein (Harper et al., 1993) and a
p53-activated gene (El-Deiry et al., 1993). This was
soon followed by the demonstration that p21** can be
induced by several p53-independent signaling pathways
which may result in growth arrest or differentiation
(Michieli et al., 1994; Harper and Elledge, 1996;
Steinman et al., 1994; Halevy et al., 1995). p53-
dependent activation of p21¥ is particularly impor-
tant for cell cycle arrest after DNA damage due to
radiation or chemotherapy (Brugaloras et al., 1995;
Deng et al., 1995). In such cases p21** halts cell cycle
progression, possibly providing a time window for
repair of DNA damage prior to resumption of DNA
replication. In addition to growth arrest the damaged
cell can also undergo apoptosis; the relative contribu-
tion of apoptosis versus growth arrest to prevention of
tumorigenesis may vary among different tissues and
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cell types (Hansen and Oren, 1997). Recent studies on
colon cancer in mice of p53—/— and p53+/+
background indicate that p53 may retard tumor
progression by yet another mechanism based on
irreversible growth arrest which may lead to senes-
cence (Fazeli et al., 1997) and it was also shown that
induced p53 expression in EJ cells was shown to
promote cell senescence (Sugrue et al., 1997). The
choice between reversible growth arrest, apoptosis and
senescence as a result of p53 function is under
extensive study and may depend on cell type and
developmental stage (Bates and Vousden, 1996). The
outcome of any of the above may be an important
factor in escaping from tumorigenesis and in providing
an explanation for the mechanism of p53 action as a
tumor suppressor.

Although the role of p21™ in cell growth
suppression as a CDK inhibitor is well established,
its function in promoting or inhibiting cytotoxic effects
and apoptosis is not completely known. In several
studies upregulation of p21* was observed in cases of
p53-dependent apoptosis (Kondo e al., 1997, Wald-
man et al., 1996), whereas in other cases p21* was
found to protect cells from apoptosis or drug
cytotoxicity (Poluha et al., 1996; Gorospe et al.,
1996, 1997).

Mice deficient in p21*" are more sensitive to
radiation than normal mice (Brugaloras et al., 1995;
Wang et al., 1997) and human fibroblastic cell lines
that were made deficient for p21**f bypass cellular
senescence (Brown et al., 1997). Inactivation of p21f
in colorectal cancer cells renders them prone to
apoptosis (Polyak et al, 1996). Obviously, the
function of p21** will be better understood if studied
in the absence of p53, which has many other functions
besides p21** transactivation. Therefore, we chose the
p53 deficient human cell line HI299 in order to
establish an ectopic regulatable system of p21*f
expression, using the ecdysone induction system (No
et al., 1997). We studied the role of p21*' in the
control of cell growth and in protection against
radiation and several anticancer drugs. We show that
in this system p21** protects against the cytotoxic
effect of radiation and doxorubicin and that over-
expression of p21™ facilitates cell senescence.

Results

Regulation of p21" expression by muristerone

The human lung cancer cell line H1299 was chosen to
generate the p21**-inducible cell line because it is null
for p53 due to gene truncation, it is easily transfected
and was shown to be growth arrested by transfection
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of p21*! (El-Deiry et al., 1993; Chedid et al., 1994;
Zakut and Givol, 1995). Figure 1la shows the
expression of p21* in different selected clones after
muristerone induction; Figure 1b shows the induction
of p21* expression in clone W-65 by various
concentrations of muristerone and Figure lc depicts
the time course of induction in the clone W-65 using
2 uM muristerone. The results show that although
H1299 express small basal amounts of endogenous
p21* the ectopic expression of p21*¥ is not leaky.
Maximum expression is obtained at 2 uM muristerone
(Figure 1b) and higher levels of muristerone did not
change the expression level of p21™ (data not
shown). The results also indicate that the p21*
inducible system is highly responsive to muristerone,
and that levels of the expression of the inducible gene
are easily controlled by adding increasing amounts of
muristerone to the medium. The maximum levels of
p21* is reached 24 h after induction, although p21%f
protein can be detected already as early as 3 h after
induction (Figure 1c¢). The expression level of
muristerone-induced p21** is similar to that obtained
in the temperature-sensitive cell line H1299Vall35#3
(a gift from M Oren). Hence the transcriptional
induction of p21*¥ by the ts p53Vall35 upon shifting
to 32° and the p53-independent muristerone induction
result in a similar p21¥¥ expression level (Figure 1a).
Because our p21*-inducible system is in the p53 null
background, it offers the opportunity to directly
assess the role of p21** in cell cycle arrest, in
promoting senescence as well as in response to
genotoxic agents.

The stability of the inducible p21** was analysed
by withdrawal of muristerone from the medium and
analysing the decrease of p21™ expression in a time-
dependent manner, which depends both on mRNA
and protein stability. Figure 2 shows that the half-
life time of p21* after muristerone withdrawal is
9h which include both protein synthesis and
degradation. However, in the presence of cyclohex-
amide which inhibits protein synthesis, the half-life
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Figure 1 Muristerone-induced expression of p21%% in H1299
cells. Immunoblot analysis of cell lysates. (a) p2lwaf levels in
some selected clones incubated for 24 h in the presence or absence
of muristerone (2 uMm), and compared with p21™* level in the
temperature-sensitive cell line H1299Vall35 incubated at 37°C or
switched to 32°C 6 h before harvest. (b) p2lwaf levels in W-65
cells incubated for 24 h in the presence or absence of the indicated
muristerone (2 uM) concentrations. (¢) p21waf levels in W-65 cells
incubated in the presence or absence of 2 umM muristerone for the
indicated periods
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Figure 2 Stability of the inducible p21"!. Cells were incubated for 12 h with muristerone (2 M), washed three times and incubated
in the medium with (left panel) or without (right panel) cycloheximide (25 pg/ml). Cells lysate were prepared at indicated time and
examined by Western blot analysis for p21™*. The levels of p21™*f protein at each time point were quantitated by densitometric

scanning of the resulting autoradiograms



Inhibition of colony formation and promotion of
senescence by overexpression of p21"

The effect of induced p21**" on H1299 cell growth was
measured by a cell proliferation assay. Cells were
cultured under the same conditions with or without
muristerone for 5 days and the number of cells was
counted every day. Cell growth rate was significantly
reduced in the presence of muristerone, whereas no
effect was found on the growth rate of the parental cell
line R-38 (Figure 3a). Cell cycle analysis reveals that
p21*f induction arrested the cells primarily at the Gl
phase, which increased from 45.7—62.5% within 48 h
in the presence of muristerone. However, the most
significant effect of p21+ expression in H1299 cells is
the reduction of the S phase fraction from 18.4% to
9.5% (Figure 3b). Cell cycle analysis was also
performed with R-38 cells transfected with PIND
(empty vector) treated similarly with muristerone. No
significant change was observed at the various time
points. No increase in the number of cells with sub-G1
DNA content was observed, even in the presence of
muristerone for 5 days (data not shown). Hence, p21*
induction alone does not promote apoptosis in H1299.

We also analysed the reversibility of the growth
inhibition by p21* using the colony inhibition assay.
This was performed by seeding approximately 100 cells
of clone W-65 on a 60 mm plate in either the presence
or absence of muristerone for various time periods,
after which the medium was replaced by normal
medium and the cells were allowed to multiply and
form colonies for an additional 10 days. The parental
R-38 clones served as a control. As shown in Figure 4,
p21™ induction by muristerone resulted in inhibition
of colony formation even after muristerone withdrawal.
The presence of muristerone for 4 days reduced by
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60% the number of colonies formed after muristerone
withdrawal, whereas after 10 days in the presence of
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Figure 4 Colony growth inhibition by transient induction of
p21™* in W-65 cells. (a) W-65 and R-38 cells were seeded at a
density of 100 cells per 60 mm dish. Muristerone was added 12 h
later and maintained for the indicated times followed by 10 days
of culture in the absence of muristerone. Colonies were stained
with crystal violet. (b) Graphic representation of the colony
formation efficiency data in a. The percentage of recovered
colonies was normalized relative to the control dishes without
muristerone
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Figure 3 Growth curves and cell cycle analysis of W-65 in the absence or presence of muristerone. (a) Log-phase cells were
seeded at 10° cells per 100 mm dish. After 12 h the medium was changed to a medium containing either 2 uM muristerone or no
muristerone. R-38 cells (H1299 cells transfected with pVgRXR alone) grown in the presence of muristerone, served as a control.
() 2.5x10° cells were seceded on 100 mm dish. After 24 h the medium was replaced with fresh medium containing 2 um
muristerone. Cells were harvested and prepared for cell cycle analysis at the indicated times
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muristerone the number of colonies went down to only
13% of the control. This suggested that p21%*,
originally discovered as a senescence associated gene
(Noda et al., 1994), induces senescence in H1299 cancer
cells by suppressing their ability to form colonies even
after removal of muristerone. In the presence of
muristerone, the majority of the cells were clearly
visible as well-isolated single cells or clusters of few
cells. They exhibited an increased size, flattened shape
and a morphology similar to that of senescent cells.
Senescent, but not quiescent cells have been shown to
express a specific f-galactosidase (f-Gal) with activity
detected by X-gal at pH 6.0 (Dimri et al., 1995). We
therefore analysed muristerone treated H1299 W-65
cells for the expression of this senescence-specific
marker. After 5 days in the presence of muristerone
approximately 50% of the cells stained blue with X-gal
at pH 6.0. In contrast, no positive staining for SA-f-
gal was observed in W-65 cells grown in the absence of
muristerone (Figure 5). The senescence effect of p21*f
and the inhibition of colony formation 10 days after
removal of muristerone are consistent with the notion
that p21* confers replicative senescence on H1299
cells. Taken together, our results indicate that p21™f
induction in the absence of p53 causes a preferential
G1 arrest and a reduction in the fraction of cells at S
phase, leading to irreversible growth arrest with
characteristics of senescence.

Effect of p21" overexpression on the cellular response to
y-irradiation and anti-cancer drugs

Over 50% of cancers contain p53 mutations which
render the protein inactive as a transcription factor and
unable to transactivate p21**. In many cases, this
inactivation of p53 leads to a decreased sensitivity to
DNA damaging agents. We therefore wanted to
analyse the effect of the p53-independent activation
of p21¥* on the response of cells to genotoxic agents.
H1299 cells are p53—/— and induction of p21™' in
such cells can provide insight into the direct effect of

Figure 5 SA-f-gal staining of W-65 cells induced to express
P21 W-65 cells were seeded at a density of 2x10° cells per
100 mm plate and after 12 h the medium was replaced with a
medium containing either 2 yM muristerone (a) or no muristerone
(b). This led to growth inhibition of the muristerone treated cells
(a) due to p21™* induction. Five days later the cells were washed,
fixed and stained with x-gal at pH6 and 37°C without CO, for
16 h to detect senescence-associated f-gal (Dimri et al., 1995).
Cells were photographed using a Zeiss axiophot microscope.
Approximately 50% of the muristerone treated cells were stained
blue (a)

p21*" on the cytotoxicity of radiation and anti-cancer
drugs. First, we wished to know whether such
treatment can induce p21* in a p53-independent
manner. As seen in Figure 6, y-irradiation or taxol
did not induce p21 expression in HI1299 cells.
Doxorubicin, however, induced a moderate elevation
in p21* expression, but far below that achieved by
muristerone induction (Figure 6).

We then analysed the cytotoxic effect of irradiation,
doxorubicin and taxol on HI1299 in the presence or
absence of muristerone-induced p21*. Cells were
seeded at a density of 2.5x10° per 100 mm plate.
Twenty-four hours later muristerone (2 uM) was added
together with either doxorubicin (0.5 ug) or taxol
(12.5 nMm) for 72 h. Similarly, cells were irradiated
with 10 Gy (1.5 Gy/min) after addition of muristerone.
Cells were harvested at 1 day intervals and subjected to
FACS analysis and counting of dead cells by trypan
blue uptake.

The results obtained 48 h after exposure to
treatment are shown in Figure 7. In the presence of
muristerone the cytotoxic effect of radiation was
markedly reduced, as reflected by a reduction of the
dead cell fraction from 29 to 9%. This was correlated
with a similar reduction in the subGl fraction (from 26
to 7.2%). A protective effect was also exerted against
doxorubicin cytotoxicity, with a reduction of the dead
cell count from 14.6 to 4% and the subGl1 fraction
from 10.2 to 3.6%. It should be noted that doxorubicin
induces also the expression of endogenous p21* in a
p53-independent manner (Figure 6), which may reduce
its cytotoxic efficacy. In contrast, in the case of taxol
no significant difference was observed between the
number of dead cells in the presence or absence of
muristerone. A consistent outcome of p21* over
expression was the increase in the G1 fraction in all
cases.

Discussion

We have used the muristerone-regulated expression
system in order to study the effect of p21** on the
human lung adenocarcinoma cell line H1299. This p53-
deficient cell line was employed to analyse the effect of
the p53-independent transcriptional activation of p21™f
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Figure 6 Expression of p21™*f in PIND cells after y-irradiation
and anti-cancer drugs treatment. Log-phase PIND cells (R-38
cells transfected with the empty vector PIND) were exposed to
irradiation (10 Gy, 1.5 Gy/min) or taxol (12.5 nM) or doxorubicin
(0.5 ug/ml) and after 12 h. total cell lysates were prepared and
50 ug of protein were used for Western analysis as described in
Materials and methods. W-67 cells induced by 2 uM muristerone
for 12 h were used as a control. M-muristerone; Ir-Irradiation;
Tx-taxol; Dox-doxorubicin
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Figure 7 The effect of p21™* on the response of W-65 cells to
irradiation and anti-cancer drugs. W-65 cells were seeded at
2.5%10° cells/100 mm dish. After 24 h the medium was replaced
to a medium with or without muristerone (2 um), and the cells
exposed to irradiation or taxol or doxorubicin as described in
Figure 6. After 48 h floating cells were collected, spun down and
combined with the trypsinized adherent cells. The cells were
resuspended in a total volume of 1 ml, of which 50 ul was used
for trypan blue staining and dead cell counting while the rest was
used for cell cycle analysis by using a Becton Dickinson FACScan
flow cytometer. The percentage of cells with sub-G1 DNA
content and dead cell counts are shown. Ir, y-irradiation; Dox-
doxorubicin; tax-taxol. M-muristerone

on cell growth and resistance to DNA damaging
agents. This is particularly relevant for understanding
the response of the many cancer cell types in which p53
is non-functional but expression of p21* can never-
theless be modulated by a variety of means. Our results
demonstrate that the muristerone-regulated system is
not leaky and shows rapid response to induction as
well as time-dependent expression of p21“* which can
be either up or down regulated. The major effect of
p21*f overexpression is the cell growth arrest due to
reduction in the number of cells in the S fraction and
an increase in the G1 phase fraction. We also show
that the p21™ effect resulting in growth arrest is to a
great extent irreversible leading to a senescent
phenotype. The induction of senescence by p21%f
takes 4—6 days (Figure 4) and results in loss of
colony formation capability. Previous work on over-
expression of p53 in the EJ cell line and our results on
overexpression of p53 in HI1299 cells (Wang et al.,
1998) also demonstrated that the p53-dependent
growth arrest resulted in senescence (Sugrue et al.,
1997). This raised the possibility that senescence may
be an important mechanism which prevents tumorigen-
esis and may be an alternative to apoptosis. Our results
show that overexpression of p21** has a similar
potential to that of p53 in driving cells to senescence,
and suggest that perhaps p53-driven senescence may
also be due to the p53-induced p21* expression.
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Recent work on cell senescence demonstrated that
pl6™K*Aa tumor suppressor gene that is not activated
by p53, also plays a major role in cell senescence
(Alcorta et al., 1996). In human fibroblasts replicative
senescence is a multistep process, where p21*f
expression is elevated at the initial stages of senescence
(Noda et al., 1994) and later on there is a marked
elevation of pl6 expression and a decrease in p21f
expression (Alcorta et al., 1996). This is correlated with
the results of inducible pl6 expression in glioma cells
U-1242 MG (Uhrbom et al., 1997). Removal of
tetracyclim and induction of pl6 expression in these
cells resulted in reversal of the immortal phenotype and
entrance into senescence as indicated by the SA-f-gal
staining. Thus both p16™%4* and p21* which are CDK
inhibitors and control cell cycle checkpoints play a
major role in cell sensecence. In the case of the glioma
cells the pl6-dependent senescence is somewhat
reversible (Uhrbom et al., 1997), whereas in the study
reported here no regain of colony formation by W-65
cells was observed after removal of muristerone.
Because of the importance of senescence as a
mechanism to avoid cancer further work is required
to determine the relative role of p21* and pl6 in this
process.

We next wished to examine the effect of p21*f
overexpression on the cellular response to y-irradiation
and the anti-cancer drugs doxorubicin and taxol. The
mechanism of action of the two drugs is different;
doxorubicin like ionizing radiation, leads to double
strand breaks of the DNA, whereas taxol causes
tubulin aggregation and prevents cell division. All
three agents lead to a cytotoxic effect resulting in cell
death. Our results show that p21¥ protects H1299 cells
against the cytotoxic effects of radiation and doxor-
ubicin but has no significant effect on taxol
cytotoxicity. This highlights the possibility that some
drugs, like taxol, may be more effective than others
even in the presence of elevated level of p21*. This
matter is of importance in making cancer chemother-
apy decisions since many tumors contain wt p53 which
may elevate p21¥f expression.

It is of interest that doxorubicin has a p53-
independent ability to elevate p21“ expression and
this may be one of the reasons for the relatively low
cytotoxic effect of this drug in HI1299 cells. The
induction of p21** by muristerone further reduces
this cytotoxicity. The anti-cytotoxic effect of p21*f in
cases of radiation and doxorubicin treatment is
consistent with results with cells deficient for p21+f
which show increased sensitivity to radiation and
various anti-cancer drugs (Brugardas et al., 1995;
Waldman et al., 1996; Wouters et al., 1997). These
results are also in line with the observation that p21*f
protects against apoptosis (Gorospe et al., 1996, 1997;
Polyak et al., 1996) and that loss of p21*** enhances the
apoptotic effect of ionising radiation (Wang et al.,
1997). Our results are also consistent with a previous
study showing that p21** expression increases the
clonogenic survival after irradiation (Waldman et al.,
1997).

The protection from radiation or doxorubicin
cytotoxicity by p21* on the one hand, and the
promotion of apoptosis by p53 on the other hand
bring up the question of the relevance of these
antagonistic effects to cancer treatment, since p21** is
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a mediator of the growth arrest signaling by p53.
Several lines of research have demonstrated that the
p53-driven apoptosis and growth arrest are due to
different biochemical pathways (Hansen and Oren,
1997; Bates and Vousden, 1996). Recently it was also
implied that the anti-apoptotic effect of p21** may
classify it as an ‘oncogene’ which may enhance
lymphomagenesis and that drugs which inhibit p21**
function should be considered for cancer therapy
(Deng et al., 1995). The interpretation of our results
may reconcile these possibly antagonistic views by
showing that the growth arrest caused by p21™f in
certain cancer cell lines may be irreversible and lead to
senescence which can result in escape from tumor-
igenicity. Since p21¥¥ can be activated through many
p53-independent pathways, this may open new avenues
for consideration in cancer treatment.

Materials and methods

Plasmid construction

We used the recently described ecdysone-induced system (No
et al., 1997) to achieve inducible p21** expression in H1299
cells. Plasmids pVgRXR, encoding the receptor subunits,
PIND which contains muristerone response elements and
PIND/LacZ were from Invitrogen (San Diego, CA, USA).
PIND/p21*# was prepared by cloning the 0.5 kpb BamHI/
EcoRI fragment of human p21*' cDNA (Chedid et al., 1994)
into the multiple cloning site of PIND. The ecydsone analog
muristerone was from Invitrogen.

Cell line and cell culture, and transfection

The human lung adenocarcinoma cell line H1299 (Takaha-
shi et al., 1992) was grown in RPMI medium supplemented
with 10% fetal bovine serum in a 37°C incubator with 5%
CO,. Transfections were performed using the calcium
phosphate method (Sambrook et al., 1989). To generate a
cell line expressing inducible p21* protein, a two-step
procedure was used. We first generated stable cell lines
expressing only pVgRXR in H1299 cells. To test for clonal
cell lines capable of inducing expression from the
muristerone response element in PIND about 40 cell clones
expressing pVgRxR were isolated, transiently transfected
with PIND/lacZ and maintained in the presence of
muristerone A for 24 h and then stained with X-gal. Two
of the 40 clones (R-37 and R-38) were found to be the best
expressors of lacZ and were used for generating the p21“f
expressing clone by transfection with PIND/p21+*, followed
by G418 selection (400 pug/ml). We previously used the same
clones (R-37 and R-38) to establish a p53-inducible system
in H1299 cells (Wang et al., 1998.) Western blot analysis
with anti- p21** antibody (C-19, Santa Cruz) was employed
to screen for inducible expressors. Cells were maintained
under double selection with zeocin (100 pug/ml) and G418
(400 ug/ml).

Immunoblot analysis

Whole-cell extracts were prepared by lysing cells with NP40
lysis buffer (150 mM NaCl, 50 mM Tris (pH 7.5), 1 mMm DTT,
0.5% NP40, 25 ng/ml aprotinin, 25 ng/ml leupeptin, and
1 mM phenylmethylsulfonyl fluoride) for 15 min on ice with
occasional low speed vortex. Protein content was determined
with the Bio-Rad protein assay Kit (Bio-Rad). Fifty ug total
protein mixed with equal amounts of 2 x sample buffer was
boiled for 5 min and then subjected to 15% SDS/PAGE.

Following electrophoresis, proteins were transferred to a
nitrocellulose membrane (Schleicher and Schnell). Blots were
blocked in PBS containing 0.1% Tween 20 and 2.5% non-fat
milk (PBS-T-milk) for 30 min at room temperature followed
by incubation with the first antibody in PBS-T-milk for 2 h
at room temperature then washed three times with PBS-T,
and incubated with a second antibody (goat anti rabbit-Ig)
conjugated to horseradish peroxidase for 1h at room
temperature. The filter was washed three times with PBS-T,
developed by chemiluminescence (Amersham) and exposed to
X-ray film (Fuji) for 5-60 s.

Inhibition of colony formation

Cells were seeded at a density of 100 cells per 60 mm plate
and maintained in the presence or absence of muristerone A
(2 um) for varying time periods. After withdrawal of
muristerone at the indicated time, cells were subsequently
maintained in medium without muristerone for 10 more days.
For staining, 0.5 ml of crystal violet in ethanol solution was
added to 2.5 ml medium of adherent cells and after 30 min
the plates were washed with water, air-dried and photo-
graphed.

Senescence-associated f-gal (SA-f-gal) staining

2 x 10° cells were seeded per 100 mm plate. Cells were allowed
to attach for 12h and maintained with or without
muristerone A (2 uM) for 5 days. Cells were washed with
PBS and fixed with 3% formaldehyde for 5 min at room
temperature, and stained with X-gal (pH 6.0) as described
(Dimri et al., 1995).

Growth rate and cell cycle analysis

To determine the rate of cell growth, 1 x 10° cells were seeded
on 100 mm plate and 12 h later the medium was replaced
with muristerone-containing medium and changed with the
same fresh medium every 48 h. At indicated time, cells were
trypsinized and collected separately from at least two plates
followed by cell counts with a hemacytometer. For cell cycle
analysis, 2 x 10° cells were seeded per 100 mm plate. After
24 h, fresh medium with 2 yM muristerone was added to the
cells. At the indicated times, cells were trypsinized, collected
and fixed with methanol for 30 min at —20°. Fixed samples
were washed, resuspended in PBS containing 50 ug/ml
propidium iodide (Sigma) and 50 pg/ml of RNAse. The
stained cells were then analysed on a Becton Dickinson
FACScan flow cytometer. Data were analysed using the
Cellfit program.

Cells response to radiation and anti-cancer drugs

5% 10° cells were seeded on a 100 mm plate and 24 h later the
medium was replaced by medium with or without murister-
one (2 uM) and the cells were exposed to 0.5 pug/ml
doxorubicin or 12.5 nM paclitaxel (taxol) or 10 Gy irradia-
tion using a Coy source with a dose rate of 1.5 Gy/min. At
different time points, both floating and adherent cells were
collected and used for immunoblot or cell cycle analysis as
previously described.

Acknowledgements

We thank Dr M Oren for cell line H1299Vall35#3 and for
helpful discussion, and Dr B Geiger for help in micro-
scopy. GB acknowledges a fellowship from the Italian
Association for Cancer Research (AIRC).



References

Alcorta DA, Xiong Y, Phelps D, Hannon G, Beach D and
Barrett C. (1996). Proc. Natl. Acad. Sci. USA, 93, 13742 —
13747.

Bates S and Vousden KH. (1996). Curr. Opin. Genet. Dev., 6,
12-18.

Brown JP, Wei W and Sedivy LM. (1997). Science, 277, 831 —
834.

Brugaloras J, Chandrasekaran C, Gordon JI, Beach D, Jacks
T and Hannon GJ. (1995). Nature, 377, 552—557.

Chedid M, Michieli P, Lengel C, Huppi K and Givol D.
(1994). Oncogene, 9, 3021 —-3024.

Deng C, Zhang P, Harper JW, Elledge SJ and Leder P.
(1995). Cell, 82, 675—684.

Dimri GP, Lee X, Basile G, Acosta M, Scott G, Roskelley C,
Medrano EE, Linskens M, Rubelj I, Pereira-Smith O,
Peacocke M and Campisi J. (1995). Proc. Natl. Acad. Sci.
USA, 92, 9363-9367.

El-Deiry WS, Tokino T, Velculescu VE, Levy DB, Parsons
R, Trent JM, Lin D, Mercer WE, Kinzler KW and
Vogelstein B. (1993). Cell, 75, 805-816.

Fazeli A, Steen RG, Dickinson SL, Bautista D, Dietrich WF,
Bronson RT, Bresalier RS, Lander ES, Costa J and
Weinberg RA. (1997). Proc. Natl. Acad. Sci. USA, 94,
10199-10204.

Gorospe M, Cirielli C, Wang X, Seth P, Capogrossi MC and
Holbrook NJ. (1997). Oncogene, 14, 929 —935.

Gorospe M, Wang X, Guyton KZ and Holbrook NJ. (1996).
Mol. Cell. Biol., 16, 6654 —6660.

Halevy O, Novitch BG, Spicer DB, Skapek SX, Rhee J,
Hannon GJ, Beach D and Lassar A. (1995). Science, 267,
1018 -1021.

Hansen R and Oren M. (1997). Curr. Opin. Genet. Dev., 7,
46-51.

Harper JW and Elledge SJ. (1996). Curr. Opin. Genet. Dev.,
6, 56— 64.

Harper JW, Adami GR, Wei N, Keyomarsi K and Elledge
SJ. (1993). Cell, 75, 817 —825.

Kondo Y, Kondom S, Liu J, Haqqi T, Barnett GH and
Barna BP. (1997). Exp. Cell. Res., 236, 51— 56.

Muristerone induced p21*2f expression
Y Wang et al

Maki CG and Howley PM. (1997). Mol. Cell. Biol., 17, 355—
363.

Michieli P, Chedid M, Lin D, Pierce JH, Mercer WE and
Givol D. (1994). Cancer Res., 54, 3391 —3395.

No D, Yao TP and Evans RM. (1997). Proc. Natl. Acad. Sci.
US4, 93, 3346—-3351.

Noda A, Ning Y, Venable SF, Pereira-Smith OM and Smith
JR. (1994). Exp. Cell. Res., 211, 90—-98.

Poluha W, Poluha DK, Chang B, Crosbie NE and Schonhoff
CM. (1996). Mol. Cell. Biol., 16, 1335—1341.

Polyak K, Waldman T, He TC, Kinzler KW and Vogelstein
B. (1996). Genes Dev., 10, 1945—-1952.

Sambrook J, Fritsch EF and Maniatis T. (1989). Molecular
Cloning: a Laboratory Manual, Cold Spring Harbor Lab.
Press, Plainview, NY 2nd Ed.

Steinman RA, Hoffman B, Iro A, Guillouf C, Liebermann
DA and El-Houseini ME. (1994). Oncogene, 9, 3389—
3396.

Sugrue MM, Shin DY, Lee SW and Aaronson SA. (1997).
Proc. Natl. Acad. Sci. USA, 94, 9648 —9653.

Takahashi T, Carbone D, Takahashi T, Nau MM, Hida T,
Linnoila I, Ueda R and Minna JD. (1992). Cancer Res.,
52, 23402343,

Uhrbom L, Nister M and Westermark B. (1997). Oncogene,
15, 505-514.

Waldman T, Lengauer C, Kinzler KW and Vogelstein B.
(1996). Nature, 381, 713-716.

Waldman T, Zhang Y, Dillehay L, Yu J, Kinzler K,
Vogelstein B and Williams J. (1997). Nature Med., 3,
1034-1036.

Wang YA, Elson A and Leder P. (1997). Proc. Natl. Acad.
Sci. USA, 94, 14590 —14595.

Wang Y, Blandino G, Oren M and Givol D. (1998).
Oncogene, 17, 1923 -1930.

Wouters BG, Giaccia AJ, Denko NC and Brown JM. (1997).
Cancer Res., 57,4703 —-4706.

Xiong Y, Hannon GJ, Zhang H, Casso D, Kobayashi R and
Beach D. (1993). Nature (Lond)., 366, 701 —704.

Zakut R and Givol D. (1995). Oncogene, 11, 393 —395.

2649



