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Abstract

Cell cycle arrest in G1 after DNA damage depends on the presence of p53, which is stabilized following DNA damage, leading to its accumulation in cells. We
used 3-aminobenzamide (3-AB), a poly(ADP-ribose) polymerase 1 (Parpl) inhibitor, to investigate the influence of Parpl on p53 levels after gamma radiation of
C3D2F1 3T3-a cells with functional p53. After gamma irradiation with 0-8 Gy, the amount of p53 increased in a dose-dependent manner. The expression period
of newly expressed p53 showed a tendency of slight extension by 3-AB treatment during the accumulation phase after gamma-irradiation. However, the calculated
half-life of p53 was unchanged by 3-AB treatment. These results suggest that Parp1l may be involved in the regulation of the expression of newly expressed p53 after

DNA damage.

Introduction

Mutations in the tumor suppressor p53 are involved in approximately
50% of all human cancers [1,2]. According to Tsuchida et al., roughly
90% of cultured human oral cavity squamous cell carcinoma cells contain
p53 mutations [3]. It has been demonstrated that p53, a transcription
factor, has important functions after DNA damage, inducing the
expression of the cyclin-dependent kinase inhibitor WAF1/CIP1/
p21, and delaying or halting S phase and DNA replication [4-6]. G1
arrest after DNA damage is an important checkpoint mechanism in the
prevention of tumor formation. Loss of p53 function results in loss of
this checkpoint, resulting in progression to S phase without arrest and
repair [4,7]. As a result, DNA damage accumulates, and the resultant
mutations can lead to tumorigenesis. The key to G1 phase cell cycle
arrest is p53 protein [8]. Kastan et al. evaluated the response of cells to
gamma-irradiation, and showed that cells with wild-type p53 (p53**')
arrested in either G1 or G2 phase after radiation-induced DNA damage,
but in cells harboring dominant-negative mutations or null mutations
(p53vimut, p53muimuit and p537), arrest occurred only in G2 phase [8].
Additionally, when cells are treated with DNA damaging factors such as
ultraviolet radiation and 4-nitroquinoline 1-oxide or gamma radiation
and actinomycin D, p53 protein levels increase. However, it has been
suggested that this is due to post-translational extension of the half-life
of p53 [9,10] and is involved in the regulation of DNA strand break
re-joining [11,12]. The extended half-life allows p53 to accumulate
inside the cell, activating and inhibiting the transcription of gene
clusters containing p53-binding sequences, and promoting G1 arrest.
Transcriptional targets of p53 include GADD45, MDM-2, WAF1/CIP1/
P21, EGFR, and muscle creatine kinase [13-16].

Poly(ADP-ribose) polymerase 1 (Parpl) is an enzyme that
catalyzes post-translational poly(ADP-ribosylation). The presence of
3-aminobenzamide (3-AB), a Parpl inhibitor, suppresses G1 arrest
after gamma-irradiation [17,18], as do the Parp inhibitors benzamide
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and luminol. Conversely, treatment with 3-aminobenzoic acid, an
NAD analogue that does not inhibit Parps, does not suppress G1 arrest.
Thus, the suppression of G1 arrest is thought to result from the specific
inhibition of Parps [19]. In this study, we have investigated the role of
Parpl in the regulation of p53 levels by investigating the influence of
3-AB on p53 protein stabilization after gamma-irradiation-induced
DNA damage.

Materials and methods

Cell culture

C3D2F1 3T3-a cells, a fibroblast cell line established from 14-day-
old embryos of C3H/He] and DBA/2] mice, were used in this study.
The cells were established and provided by Dr K. Ogawa and his
collaborators at Asahikawa Medical University. Cells were seeded
at 3x10° cells per 10 cm dish, cultured in DMEM (ICN Biochemical
Inc., Costa Mesa, CA, USA) containing 10% fetal bovine serum, and
passaged every 3 days. The doubling time was approximately 17 hours.
This cell line has been reported to have no mutations between exon 5
and exon 9 of Trp53 [20]. 3-AB was purchased from Tokyo Chemical
Industry Co., Ltd. (Tokyo, Japan). 3-AB at 4 mM was added one hour
before gamma-irradiation in this study.
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Measurement of p53 half-life

C3D2F1 3T3-a cells were gamma-irradiated 2 days after becoming
confluent. To detect protein synthesis, [*S]L-methionine was added
as 50 pCi/mL one hour following gamma-irradiation. The cells were
washed with PBS and harvested, and protein was extracted using
high salt RIPA buffer [10 mM Tris-HCl pH 7.4, 0.6 M NaCl, 0.1%
SDS, 1% Nonidet P-40, 0.1% sodium deoxycholate, 1 mM EDTA, 10
pg/mL aprotinin (Wako Pure Chemical Industries Inc.), and 1 mM
phenylmethyl sulfonyl fluoride]. First, lysates were precleared with
mouse IgG (Sigma-Aldrich, St. Louis, MO, U.S.A.) and goat anti-
mouse IgG-Sepharose 4B (Zymed, San Francisco, CA, U.S.A.) using
proportions of liquid extract with equal amounts of radioactivity.
Next, immunoprecipitation was performed using a mouse anti-p53
monoclonal antibody, Ab246 (Merck Millipore, Darmstadt, Germany),
using mouse IgG and 4-morpholinepropanesulfonic acid (MOPS,
Sigma-Aldrich) as controls. Unbound antibodies were removed by
washing 5 times with 1 mL of RIPA buffer containing 0.15 M NaCl.
The precipitated protein was separated by 10% SDS polyacrylamide
gel electrophoresis, and the gel was dried. Radioactivity was measured
using a BAS-2000 Bio-image Analyzer (FUJIFILM Corp., Tokyo).

Results

Newly expressed p53 protein levels one hour after gamma-
irradiation

To measure the synthesis of nascent p53, [*S]L-methionine was
used as a marker of C3D2F1 3T3-a protein synthesis after gamma-

irradiation, and immunoprecipitation was performed using an anti-p53
antibody. The amount of newly expressed p53 increased gamma-ray
dose-dependent manner (Figure 1).

The effect of 3-AB on newly expressed p53 protein
accumulation after gamma-irradiation at 2 Gy and 8 Gy

The effect of 3-AB on the amount of newly expressed p53 protein
was investigated. One hour after 2 Gy (Figure 2A) and 8 Gy (Figure
2B) of irradiation, the amount of newly expressed p53 protein in the
absence of 3-AB was approximately three times and four times higher
than control cells, respectively after 2 Gy and 8 Gy irradiation. We noted
that in the presence of 3-AB, the slightly augmented increase of newly
expressed p53 protein was observed 1 hr after 2 Gy and 8 Gy of gamma-
irradiation, although the increase was not statistically significant.

Influence of 3-AB on the half-life of newly expressed p53
protein after gamma irradiation

To investigate its effect on p53 half-life, 3-AB was added to cells
one hour before gamma-irradiation. In the absence of 3-AB, the
expression of new p53 peaked 10 minutes after 8 Gy of irradiation and
then decreased over time, becoming undetectable by 60 minutes. The
expression of new p53 was comparatively delayed in the presence of
3-AB, peaking at 10-20 minutes, and remaining detectable for over 60
minutes (Figure 3A). However, the half-life of p53 was calculated from
the linear regression to be approximately 30 minutes and the half-life of
p53 was unchanged in the presence of 3-AB (Figure 3B).
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Figure 1. Nascent p53 protein levels one hour after gamma-irradiation in C3D2F1 3T3-a. [*S]L-methionine was added to culture, gamma-irradiated with different doses and
immunoprecipitation was carried out using an anti-p53 antibody. Nascent p53 protein levels were calculated with incorporated [>*S]L-methionine level at p53 protein bands on the gels
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Figure 2. The effect of 3-AB on newly expressed p53 protein accumulation after gamma irradiation. 3-AB was added to cells one hour before gamma irradiation. The p53 protein
accumulation level one hour after 2 Gy (A) and 8 Gy (B) irradiation was measured in the absence and presence of 3AB with incorporated [**S]L-methionine level at p53 protein bands on

the gels as described in Materials and Methods (n=4)
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Figure 3. Influence of 3-AB on the half-life of newly expressed p53 protein after gamma
irradiation. 3-AB was added to cells one hour before gamma-irradiation. After pulse-
labelling of nascent p53 protein, its decay was analyzed with incorporated [**S]L-methionine
level at p53 protein bands on the gels. Upper panels show the p53 protein bands detected
with ¥S radioactivity (A). The lower graph shows the decay profile of nascent p53 protein
levels and the effect of 3-AB (B)

Discussion

The signal transduction mechanisms responsible for G1 arrest
after DNA damage rely on p53. We previously reported that Gl
arrest after gamma-irradiation is suppressed by inhibitor of Parp,
3-aminobenzamide (3-AB) in C3D2F1 3T3-a cells, which has been
reported to have no mutation in exon 5 to exon 9 of the p53 gene
[17,18]. We also showed that 3-AB caused suppression of Waf1/Cipl/
p21 and Mdm2 induction after gamma-irradiation in C3D2F1 3T3-
a cells [21]. In present study, to elucidate the involvement of post-
translational poly(ADP-ribosylation) by Parpl in the regulation of p53
levels, we analyzed p53 stabilization in the cells after DNA damage in
the presence of 3-AB. After gamma-irradiation, the effect of 3-AB on
p53 stabilization was investigated. Accumulation of p53 after gamma-
irradiation has been demonstrated in many different cell types [8,22].
After gamma-irradiation, the p53 protein is stabilized, extending its
half-life. There are at least two methods to detect this stabilization,
that is determining the total amount of p53 by western blotting or
measuring the nascent p53 level using [**S]L-methionine as a metabolic
marker. The half-life of p53 is usually quite short (less than 20 minutes)
[23], and by detecting the amount of newly expressed p53 protein by
immunoprecipitation after gamma-irradiation, the response of p53
after DNA damage can be measured over time. In the present study, we
used [*S]L-methionine as a metabolic marker in C3D2F21 3T3-a cells,
and investigated changes in the amount of newly expressed p53 protein
by immunoprecipitation with an anti-p53 antibody.

Since the C3D2F21 3T3-a cells have no mutations between
exons 5-9, the p53-dependent response after DNA damage can be
investigated using this cell line [20]. Additionally, C3D2F21 3T3-a cells
are an unsynchronized cell population, with approximately 45% of cells
in S phase, and cell cycle arrests were observed in C3D2F21 3T3-a cells
treated with gamma-irradiation [24]. One hour after radiation, newly
expressed p53 protein increased in a radiation dose-dependent manner
in this cell lines.

C3D2F1 3T3-a cells were pulse labeled with [*S]L-methionine
at 0-1 hour, 1-2 hours, 2-3 hours, and 3-4 hours after gamma-
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irradiation, and the amount of newly expressed p53 protein was
observed. Regardless of the presence or absence of 3-AB, the peak
accumulation of newly expressed p53 protein was observed from 0-1
hour (data not shown). The change in the amount of newly expressed
p53 protein after gamma-irradiation was therefore investigated one
hour after irradiation with a dose of 2 Gy and 8 Gy. By the addition of
3-AB, a slight increase of newly expressed p53 protein was observed 1
hr after gamma-irradiation. Although the results were not statistically
significant, the trend in the data suggested that the presence of 3-AB
may have affected the G1 arrest process after gamma-irradiation. The
results were also consistent with the observation of a slightly increased
level of binding activity of p53 to its consensus binding sequences in the
presence of 3-AB after gamma-irradiation [21].

Lane et al. reported that 3-AB extended p53 protein stabilization
time [25]. We further investigated whether or not the half-life of newly
expressed p53 after DNA damage caused by gamma-irradiation was
influenced by 3-AB. The p53 level at any point in time will be influenced
by the rates of p53 synthesis and degradation. The increase in newly
expressed p53 after gamma-irradiation was extended in the presence
of 3-AB; however, the half-life was not changed in the presence of
3-AB. In conclusion, the rate of degradation of p53 did not change in
the presence of 3-AB. These results possibly suggest that poly(ADP-
ribosylation) by Parpl influences the expression of nascent p53 protein
after DNA damage. In the future, to elucidate the role of Parpl in p53
regulation after DNA damage, mechanisms downstream of p53 should
be further investigated. It will be especially useful to determine the
influence of Parp inhibitors to the genes on the downstream of p53
dependent pathway.
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