
Abstract. Therapies targeting p53 mostly concentrate on
(re)activation of the p53 protein, to further induce apoptosis
in cancer cells. In the present investigations, the focus was
on the identification of small molecules that block the DNA-
binding domain of p53 and thus inhibit its function. Using
high-throughput in silico screening of approximately
300,000 compounds, we identified eight putatively
interacting with the DNA-binding domain of p53.
Subsequently, HCT116 p53 wild-type (p53+/+) and knockout
(p53–/–) cells were irradiated with 16 Gy and treated with
these compounds. Among the eight compounds, NSC 23175
offered the best protection against γ-irradiation-mediated
injury. Microarray-based mRNA expression profiling
revealed many downstream p53-dependent genes in
irradiated and NSC 23175-treated p53+/+ cells. Using a
luciferase reporter assay, we showed that NSC 23175
suppressed p53 binding to the promoter of EGR1, a p53-
regulated gene. The fact that NSC 23175 protected p53+/+

cells implicates a putative protective effect of the compound

during radiotherapy of p53-mutated tumors. The role of
NSC 23175 as protecting agent, in reducing radiotherapy-
related side-effects merits future investigation.

Cancer is frequently correlated with the altered expression of
p53, discovered in 1979 as oncogene and re-discovered as a
tumor suppressor in 1989 (1-4). p53 acts as an on-off switch for
a variety of downstream processes, including apoptosis and
growth arrest, after activation by post-translational modifications
such as phosphorylation, acetylation, and methylation (5-9). The
mechanisms of apoptosis induced by p53 consist of
transcriptional activation of FAS, KILLER/DR5, and the
mitochondrial pathways (6, 10, 11). Furthermore, genes
promoting cell survival such as BCL2, IGFR, MCL-1, survivin
and PIK3CA are inhibited by the activated form of p53 through
several different mechanisms (12-16). p21, GADD45, 14-3-3σ,
and PTGFβ are also involved in the p53 function via
transactivation and direct DNA binding (10, 17). In contrast to its
producing apoptotic effects, p53 can also act by promoting cell
survival (12, 18). Indeed, p53 has become one of the most
investigated proteins. It is mutated in more than 50% of all
human carcinomas (http://www.iarc.fr/p53). Most of the
mutations occur in the DNA-binding domain and lead either to
misfolding of the protein (e.g. if residues 175H, 249S or 281G
are mutated) or to disruption of the DNA-binding ability (e.g.
through mutations at 248W and 273H) (19). Mutations in the
gene encoding p53 induced by radiation lead to a conformational
change of the p53 protein, in many cases causing loss of
function. The loss of its apoptotic function can lead to the
development of radio- and drug-resistant cancer cells (20-24).
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The effect of radiation on p53 activation and p53-induced
cell death was first observed in mouse thymocytes (25, 26).
A number of subsequent reports confirmed the crucial role
of p53 as a mediator of apoptosis, and tremendous efforts
were undertaken to develop therapies targeting this key
molecule in order to restore its function in cancer cells (27).

Considering the facts discussed above, the plausibility of
pharmacological inhibition of p53 may seem questionable.
However, transient inhibition of p53 would be highly
desirable in order to reduce side-effects of radiation or
chemotherapy. Successful inhibition has been demonstrated
by pifithrin (PFT)-α and PFT-μ, two small molecules that
directly target the DNA-binding domain of p53. These
compounds protected mice from carcinogenesis driven by
irradiation-induced p53 mutations when subjected to high
doses of irradiation (28, 29). Although mutations in p53
foster cancer development and therapy resistance in many
tumor types, this is not true for all cancer types. In
nasopharyngeal carcinoma, p53 was found to exist mostly in
its wild-type form, and wild-type p53 is correlated with
radioresistance of tumors and poor prognosis for patients
(30, 31). Moreover, in colon cancer, a direct relationship was
observed between p53 deficiency and radiosensitization (32).
In the past years, accumulated evidence has created
indications of a new role of p53 as an anti-apoptotic and pro-
survival player in cancer (18, 33). 

In the present investigation, we identified novel inhibitors
that target the DNA-binding domain of p53. We screened for
the chemical compound library of the National Cancer
Institute (NCI), USA, consisting of approximately 300,000
individual chemical structures and tautomeric forms by an in
silico approach. As a second step, identified candidate

compounds were tested in combination with irradiation in
p53 wild-type and knockout HCT116 colon cancer cells to
determine the putative therapeutic effects of p53 targeting.
Furthermore, microarray-based gene expression profiling was
performed to investigate whether expression of downstream
p53-regulated genes is affected by these compounds. 

Materials and Methods

In silico screening. Glide (Grid-based ligand docking energetics)
software (Schrödinger, Mannheim, Germany) was used for in silico
screening, and was run from the graphical interface of Maestro
(Schrödinger, Mannheim, Germany). The drug library of the NCI
(Bethesda, MA, USA) consisting of approximately 300,000 individual
structures was downloaded (http://cactus.nci.nih.gov/ download/nci/)
and prepared using the LigPrep task to produce structural variations,
perform corrections, exclude undesirable structures, generate
tautomers, add hydrogen atoms, neutralize charged groups and
optimize ligand structures for a pH range from 5 to 9. 

The receptor grid box was set directly on the DNA-binding
domain of the p53 crystal structure 1TUP (chain C) from the PDB
database (www.pdb.org) after extraction of the included DNA
molecule. The amino acids R248 and R273 were covered by the grid
box, as they are known to be important for DNA binding (34). For
the first run, the grid files were chosen and the high-throughput
virtual screening HTVS option was selected. For the second run, a
new drug library was generated consisting of the 10% best-evaluated
structures from the first run. The settings for screening were
switched from HTVS to standard precision (SP) with post-docking
minimization. The best 10% of the evaluated structures were
transferred to the final run at extra precision (XP). The results of
this run were manually evaluated and 25 compounds were chosen
for cross validation using a different docking algorithm, AutoDock
4 (35). Finally, eight compounds with results in both docking
programs were chosen for further experimental analysis. These
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Figure 1. Structural formula of the eight chemicals bioinformatically-identified as putative p53-interacting compounds. 
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Figure 2. Putative orientation of the candidate compounds in the DNA-binding cavity of p53. The residues important for p53 activity, R248 (right)
and R273 (left), are highlighted in yellow. The compounds are shown in red. In all dockings, the corresponding compound blocked the DNA-binding
site flanked by R248 and R273.



compounds were obtained from the Drug Synthesis and Chemistry
Branch of the national Cancer Institute (Bethesda, Maryland, USA).
Their chemical structures are shown in Figure 1.

Cell lines. Human wild-type HCT116 colon cancer cells p53+/+, as
well as knockout clones p53–/– derived by homologous
recombination (36, 37) were a generous gift from Dr B. Vogelstein
and H. Hermeking (Howard Hughes Medical Institute, Baltimore,
MD, USA). The cells were cultured in RPMI-1640 medium without
L-glutamine, supplemented with 10% (v/v) fetal bovine serum and
100 μg/ml penicillin/streptomycin (all from Invitrogen, Darmstadt,
Germany).

XTT proliferation assay. Cell proliferation was assessed using the 2,3-
bis[2-methoxy-4-nitro-5-sulfophenyl]-2H-tetrazolium-5-carboxanilide
inner salt (XTT) assay (Roche Diagnostics, Mannheim, Germany),
which measures the metabolic activity of viable cells (38). This assay
is based on cleavage of the yellow XTT by dehydrogenases
ubiquitous in viable cells, which leads to the formation of orange
formazan dye. The amount of formazan dye is commensurate to the
number of metabolically active cells. The assay was performed as
previously described (39). The cytotoxic effect of the treatment was
determined by calculating the percentage of viable cells as compared
to untreated control wells. Microsoft Excel 2007 software was used
for analysis.

Eight compounds (NCS 371177, NSC 23175, NSC 49671, NSC
30831, NSC 56097, NSC 254192, NSC 5548, NSC 158437) were
obtained from the Drug Repository of the Development
Therapeutics Program of the NCI (http:/dtp.nci.nih.gov) (Figure 1).

Transfection and luciferase assay. D-Luciferin was obtained from
Applichem (Darmstadt, Germany), CoA from Sigma-Aldrich
(Taufkirchen, Germany), ATP from Roth (Karlsruhe, Germany), and
coelenterazine from Biotrend (Köln, Germany). A total of 2×104

HCT-116 cells were seeded in 96-well CellBind plates
(Costar/Corning, Amsterdam, the Netherlands). On the following
day they were transiently transfected with 0.25 μg pFW-EBSI4-luc
and 0.25 μg pRL-TK renilla (Promega, Heidelberg, Germany) using
FuGENE® HD transfection reagent (Roche, Mannheim, Germany)
according to manufacturer’s instructions. pFW-EBSI4-luc contains
four EGR1 binding sites and was a gift from Prof. Gerald Thiel
(Saarland University Medical Center, Homburg, Germany) (40).
After 16 h, cells were treated with the test compounds and lysed in
1× passive lysis buffer (Promega, Heidelberg, Germany) at –80˚C.
Lysates were transferred into white 96-well plates (NUNC/Thermo
Scientific, Langenselbold, Germany) and luminescence
measurements were carried out by automated addition of firefly
luciferase substrate buffer (20 mM tricine, 2.7 mM MgCO3, 1 mM
MgSO4, 0.1 μM EDTA, 530 μM EDTA, 33.3 μM DTT, 470 mM D-
luciferin, 270 μM CoA, pH 7.8) or renilla substrate buffer (0.1 m
NaCl, 25 mM Tris, 1 mM CaCl2, 0.9 μM coelenterazine, pH 7.5)
using a POLARstar Omega and the Omega software (both from
BMG Labtech, Offenburg, Germany). 

RNA isolation and analysis. Total RNA was isolated using the
RNeasy Kit (Qiagen, Hilden, Germany), according to the
manufacturer’s instructions. RNA was resuspended/eluted in Tris-
EDTA/water. The quality of total RNA was checked by gel analysis
using the total RNA Nano Chip Assay on an Agilent 2100
Bioanalyzer (Agilent Technologies GmbH, Berlin, Germany). RNA

concentrations were determined using a NanoDrop spectrophotometer
(NanoDrop Technologies, Wilmington, DE). Samples were analyzed
in two different ways, firstly by measuring the rRNA integral ratio of
28S to 18S rRNA peaks and by assessing the RNA integrity through
a RIN-value. Samples having an rRNA ratio above 2.0 or a RIN-value
above 6 were considered for microarray analysis.

Probe labeling and Illumina Sentrix BeadChip array hybridization.
Biotin-labeled cRNA samples were prepared for hybridization on
Illumina Human Sentrix-6 or 12 BeadChip arrays (Illumina, Inc),
according to Illumina’s recommended sample labeling procedure,
based on a modified protocol (41). In brief, 250-500 ng total RNA
was used for complementary DNA (cDNA) synthesis, followed by an
amplification/labeling step (in vitro transcription) to synthesize biotin-
labeled cRNA according to the MessageAmp II aRNA Amplification
kit (Ambion, Inc., Austin, TX, USA). Biotin-16-UTP was purchased
from Roche Applied Science (Penzberg, Germany). The cRNA was
column-purified according to TotalPrep RNA Amplification Kit, and
eluted in 60-80 μl of water. Quality of cRNA was assessed using the
RNA Nano Chip Assay on an Agilent 2100 Bioanalyzer and
spectrophotometrically quantified (NanoDrop Technologies). 

Hybridization was performed at 58˚C, in GEX-HCB buffer
(Illumina Inc.) at a concentration of 100 ng cRNA/μl, unsealed in a
wet chamber for 20 h. Spike-in controls for low, medium and highly
abundant RNAs were added, as well as mismatch control and
biotinylation control oligonucleotides. Microarrays were washed
once in High Temp wash buffer (Illumina Inc.) at 55˚C and then
twice in E1BC buffer (Illumina Inc.) at room temperature for 5 min.
Between E1BC washes, microarrays were washed with ethanol at
room temperature. After blocking for 5 min in 4 ml of 1% (wt/vol)
Blocker Casein in phosphate-buffered saline, Hammarsten grade
(Pierce Biotechnology, Inc., Rockford, IL), array signals were
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Figure 3. Effect of γ-irradiation on cell viability of p53 wild-type (p53+/+)
and knockout (p53–/–) HCT116 cells. The data was normalized to the
viability of non-radiated cells. The bars indicate SEM values of two
independent experiments consisting each of four parallel measurements. 



developed by a 10-min incubation in 2 ml of 1 μg/ml Cy3-
streptavidin (Amersham Biosciences, Buckinghamshire, UK)
solution and 1% blocking solution. After a final wash in E1BC, the
arrays were dried and scanned.

Scanning and data analysis. Microarray scanning was performed
using a Beadstation array scanner with settings adjusted to a
scaling factor of 1 and PMT settings at 430. Data extraction was
carried out for each bead individually, and outliers with values >2.5
median absolute deviation (MAD) were removed. All remaining
data points were used for the calculation of the mean average signal
for a given probe, and the standard deviation for each probe was
calculated.

Data analysis was performed by normalization of the signals
using the quantile normalization algorithm without background
subtraction, and differentially regulated genes were identified by
calculating the standard deviation differences for a given probe in
one-by-one comparisons of samples or groups.

Microarray data analysis. Expression data was further analyzed
using Chipster (http://chipster.csc.fi/), for filtering genes by varying
expression and significance. These steps include filtering of genes
to isolate those that were up- or down-regulated by one to three
times the standard deviation (depending on number of extremely
up- or down-regulated genes). A subsequent assessment of
significance using empirical Bayes t-test, further narrowed the pool
of genes (12). All genes further considered exhibited a significant
difference from the control with a p-value <0.05, or otherwise are
noted in the appropriate section. Finally, filtered data were used for
Ingenuity pathway analysis for Core analysis, in order to determine
networks and pathways influenced by drug treatments
(http://www.ingenuity.com/). 

Results 

In silico screening. Out of approximately 300,000
compounds, eight candidates were chosen after in silico
screening using Glide and confirmation by AutoDock (Figure
1). The calculated binding sites of these compounds at the
DNA-binding region of p53 are presented in Figure 2.

As a next step, p53+/+ and p53–/– cells were treated with
varying doses of γ-irradiation. As shown in Figure 3, p53–/–

cells were more sensitive towards 0.5 to 4 Gy than were
p53+/+ cells. At higher doses, there was no significant
difference between the two cell lines.

Candidate compounds identified by in silico screening were
applied to p53+/+ and p53–/– cells at a concentration of 100 μM
in combination with and without γ-irradiation (16 Gy). This
radiation dose was chosen for further experiments because it
produced similar antiproliferative effects in both cell lines
(Figure 3). The effect of each of the eight compounds on cell
proliferation is illustrated in Figure 4. The compounds NSC
371177 and NSC 5548 did not produce differing effects on
p53+/+ and p53–/– cells. In contrast, all other tested compounds
resulted in a significantly higher proliferation rate for p53+/+

cells, as compared to the p53–/– cells. NSC 23175 produced the
strongest effect on p53+/+ cells of the compounds tested. 
Proliferation assays. The putative p53-interfering compounds
were further analyzed in order to investigate the effect on
proliferation rates when the compounds were applied before
and after irradiation with 16 Gy (Figure 5). The cells were
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Figure 4. Effect of the candidate compounds (100 μM) on proliferation of p53+/+ and p53–/– cells. The results are expressed as the percentage
viability relative to that of the untreated control. 



exposed to the compounds either directly before radiation, or
immediately after radiation to test for the sensitivity of the
compounds to radiation in dependence of the mode of
application. Differing effects were observed in p53–/– cells for

seven out of the eight compounds, indicating that radiation may
cause a functional change of these compounds. The most
significant difference in viability for treatment with a substance
after irradiation was observed for NSC23175 at 100 μM.
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Figure 5. Effects of the candidate compounds on proliferation of p53+/+ (A) and p53–/– cells (B) before and after γ-irradiation (16 Gy). The results
are expressed as the percentage viability relative to that of the untreated controls. 



NSC 23175 was selected for further analyses, since it
presented the strongest growth promoting effects out of all
eight compounds in p53+/+ cells, in comparison to p53–/–

cells (Figure 5). 

p53 luciferase reporter assay. A reporter assay based on
EGR1 as a p53-regulated downstream gene was applied to
analyze the activity of NSC 23175. We that hypothesized
luciferase luminescence would be inhibited if NSC 23175
inhibits p53 binding to EGR1 promoter sequences. Phorbol
12-myristate 13-acetate (PMA) is a well-known inducer of
EGR1 expression (42). Therefore, PMA was used to stimulate
EGR1 promoter activity (Figure 6). DMSO used as a solvent
for NSC 23175 also induced egr-1 activity, if applied alone.
However, the addition of NSC 23175 with or without PMA
addition inhibited EGR1 promoter activity in a dose-
dependent manner, suggesting that p53 binding to the EGR1
promoter was suppressed by this compound (Figure 6). 

Gene expression profiling of HCT116 cells after treatment
with NSC 23175. As a next step, cells irradiated with 16 Gy
were treated with 100 μM of NSC 23175 to investigate for
gene expression profiles of p53+/+ and p53–/– cells. RNA
samples of treated and untreated cells from two independent
experiments were subjected to microarray hybridization.
Using the Chipster filtering tool and Bayes t-test, 213
differentially regulated genes were identified in p53–/– cells
and 844 genes in p53+/+ cells. Then, we compiled the genes
known to be regulated by p53. Table I shows the p53-
downstream genes, which were differentially regulated in
p53+/+ and p53–/– genes upon irradiation. Comparing a list of
genes downstream of p53 for from the Cold Spring Harbor
Laboratory (Cold Spring Harbor, New York, USA)
(http://rulai.cshl.edu/TRED/GRN/p53.htm), it was revealed
that 34 genes in p53+/+ cells, but only eight genes in p53–/–

cells were differentially regulated upon treatment with NSC
23175. As expected the number of genes was much higher in
p53+/+ cells than in p53–/– cells, indicating that NSC 23175
may indeed induce p53-dependent effects by binding to p53.

Discussion

The severe side-effects of radio- and chemotherapy prohibit
the application of doses high enough to kill all cancer cells,
which in turn leads to the development of radio- and
chemoresistance. Many strategies have been proposed to
improve radiotherapy, most of which are based on two main
concepts: Firstly, the sensitization of tumor tissues for
radiation, which allows radioresistant tumor populations to be
killed and/or radiation doses to be reduced (43). Secondly, the
protection of normal tissues from radiation damage by
chemical compounds. A novel concept is the specific
targeting of the tumor suppressor p53 as a key player of

apoptosis to reach radiosensitization of tumors and
radioprotection of normal tissues. Small molecules such as
PRIMA-1, RITA, and pifitrin-α (PFT), change the sterical
conformation of mutated p53 back to the conformation of
wild-type p53 (44-47). Hence, p53 is then able to induce
apoptosis again in tumor cells and confer re-sensitization to
radiation therapy. In the present investigation, we
demonstrated that wild-type p53 can also be targeted by small
molecules. The inhibition of the function of wild-type p53 in
normal tissues may suppress induction of apoptosis in normal
tissues and, hence, may prevent radiotherapy-associated
damage in healthy tissues of cancer patients (Figure 7). 

After virtual screening of approximately 300,000
compounds of the NC1 (http://dtp.nci.nih.gov/
repositories.html), eight candidate compounds were
identified as interacting with the DNA-binding domain of
p53. The compounds identified by Glide were confirmed by
molecular docking using AutoDock. In cell proliferation
assays, NSC 23175 showed the most potent effect on
HCT116 p53+/+ cells, compared with HCT116 p53–/– cells,
indicating that this compound likely targeted p53. In
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Figure 6. p53 luciferase assay with NSC 23175. HCT-116 cells were co-
transfected with pFW-EBSI4-luc and pRL-TK renilla and pre-treated
with different concentrations of NSC 23175, or an equal volume of
DMSO as solvent control for 2 h. EGR1 activation was induced by
addition of 2 μM PMA for another 5 h and measured by luciferase
assay. Luciferase values were normalized to renilla values, and data for
DMSO-treated cells were set as 100%. Data shown are the mean±SEM
of two independent experiments performed in quadruplicates each. 



combination treatments, NSC 23175 revealed the most
considerable effect on p53+/+ cells upon irradiation, but had
no effect on p53–/– cells. Compound administration before
or after radiation was investigated, since it is important to

demonstrate that radiation did not modify the compound
resulting in unpredictable cellular effects (e.g. as a radical
molecule). Another possibility addressed was the non-
specific protection of cells in case the compound itself would
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Table I. Differentially regulated genes downstream of p53 in HCT116 p53 wild-type and knockout cells after irradiation and treatment with NSC 23175. 

p53+/+ p53–/– Symbol Name Functional class

+ + ALDH1A3 Aldehyde dehydrogenase-1 family, member A3 Oxidoreductase
+ ATF3 Activating transcription factor-3 Transcription factor
+ BCL3 B-Cell CLL/lymphoma-3 Proliferation (transcription factor, inhibits NF-κB)
+ BIRC5 Baculoviral IAP repeat containing-5 Proliferation (mitosis regulator, apoptosis inhibitor)
+ BLM Bloom syndrome, RecQ helicase-like DNA replication and repair (p53-binding)
+ BTG1 B-Cell translocation gene-1, anti-proliferative Proliferation (transcription cofactor, anti-proliferative protein)
+ CCNA2 Cyclin A2 Proliferation (cell-cycle control at G1/S)
+ CCNB1 Cyclin B1 Proliferation (cell-cycle control at G2/M)
+ CCND1 Cyclin D1 Proliferation (cell-cycle control at G1/S)
+ CDC25C Cell division cycle 25 homolog C (S. pombe) Proliferation (mitosis control)
+ DGKD Diacylglycerol kinase, delta 130 kDa Proliferation (signal transducer, cell growth, carcinogenesis)
+ E2F2 E2F transcription factor-2 Proliferation (cell cycle control at G1/S)
+ EGFR Epidermal growth factor receptor Proliferation and apoptosis (receptor tyrosine kinase)
+ ETS1 v-Ets erythroblastosis virus E26 oncogene Oncogene (transcription factor)

homolog-1 (avian) 
+ EZH2 Enhancer of zeste homolog 2 (Drosophila) Stem cell differentiation (transcriptional repressor)
+ + FBLN1 Fibulin-1 Tumor suppressor (cell adhesion, migration)
+ + FOS FBJ murine osteosarcoma viral oncogene Oncogene (transcription factor)

homologue
+ + GDF15 Growth differentiation factor-15 Proliferation (growth factor, cytokine)
+ LGALS3 Lectin, galactoside-binding, soluble-3 Immune response (inflammation)
+ MCM2 Minichromosome maintenance complex Proliferation (helicase, DNA replication, 

component 2 S-Phase entry, cell division)
+ MKI67 Antigen identified by monoclonal antibody Ki-67 Proliferation
+ PLK2 Polo-like kinase-2 Proliferation (tumor suppressor, centriole duplication, 

G1/S transition, mitotic checkpoint)
+ POLD1 Polymerase (DNA directed), delta-1, Proliferation (DNA synthesis)

catalytic subunit 125 kDa 
+ PRODH Proline dehydrogenase (oxidase)-1 Oxidoreductase (converts proline to δ-1-pyrroline

-5-carboxylate)
+ PTTG1 Pituitary tumor-transforming-1 DNA repair (p53 pathway regulation, chromosome stability, 

mitosis regulation)
+ RAD51 RAD51 homolog (S. cerevisiae) DNA repair (homologous recombination, double-strand 

break repair, regulates mitochondrial DNA copy number) 
+ + S100A4 S100 calcium binding protein A4 Proliferation (cell-cycle regulation, invasion and metastasis)
+ SESN2 Sestrin-2 Involved in the reduction of peroxiredoxins
+ STAT1 Signal transducer and activator of transcription-1, Proliferation (signal transducer after stimulation by 

91 kDa interferons, cytokines and growth factors)
+ + STMN1 Stathmin-1 Proliferation (destabilizes microtubuli)
+ TK1 Thymidine kinase-1, soluble Thymidine kinase
+ TOP2A Topoisomerase (DNA) II α170 kDa Proliferation (breakage and rejoining of DNA strands)
+ TP53I3 Tumor protein p53-inducible protein-3 Oxidoreductase, generation of reactive oxygen species
+ TP53INP1 Tumor protein p53-inducible nuclear protein-1 Apoptosis (promotes p53 phosphorylation after 

DNA double-strand breaks)
+ NDRG1 N-Myc downstream regulated-1 Proliferation and apoptosis (tumor suppressor, p53- 

mediated mitotic spindle checkpoint and caspase activation)
+ TNFRSF10A Tumor necrosis factor receptor superfamily, Apoptosis (binds TRAIL, promotes NF-κB activation)

member 10a 

+; Differentially regulated after treatment with NSC 23175. Information on gene functions was obtained from the OMIM database, NCI, USA
(http://www.ncbi.nlm.nih.gov/Omim/) and from the GeneCard database of the Weizman Institute of Science, Rehovot, Israel
(http://bioinfo.weizmann.ac.il/cards/index.html).



absorb radiation after treament. After radiation and
subsequent treatment with NSC 23175, no considerable
effects on proliferation were observed. 

Afterwards, p53+/+ and p53–/– cells were radiated, then
treated with NSC 23175, and subjected to microarray-based
gene expression profiling. Among the differentially regulated
genes were genes from diverse functional groups such as cell
proliferation (BCL3, BIRC5, CCNA2, CCNB1, CCND1,
CDC25C, DGKD, E2F2, EGFR, GDF15, MCM2, MKI67,
PLK2, POLD1, S100A4, STAT1, STMN1, TOP2A, NDRG1,
TNFRSF10A), DNA repair (BLM, PTTG1, RAD51), apoptosis
regulation (EGFR, TP53I3, NDRG1), oxidoreductases
(ALDH1A3, PRODH, TP53I3), and others (EZH2, FBLN1,
LGALS3, SESN2, TK1). Some of them act as oncogenes (ETS1,
FOS), tumor suppressors (FBLN1, PLK2), and/or transcription
factors (ATF3, BCL2, BTG1, ETS1, FOS). A synopsis of this
set of differentially regulated genes show that NSC 23175 may
affect proliferation and apoptosis by p53-mediated regulation.
This hypothesis merits further investigation. 

Some genes were differentially regulated by NSC 23175
in both p53+/+ and p53–/– cells (ALDH1A3, FBLN1, FOS,
GDF15, STMN1 and S100A4). This may be explained by the
fact that our virtual compound screening focused only on the
DNA-binding domain of p53. Therefore, close relatives to
p53 such as p63 or p73 could also be targets of NSC 23175.
The DNA-binding domains of p53, p63 and p73 are highly
similar (63% similarity between p53 and p73, and 60%
similarity between p53 and p63) (48). From a functional
point of view, p73 in particular shares a large subset of
overlapping downstream genes with p53 and is also involved
in response to DNA damage (48). Furthermore, experiments
in mouse models have shown that loss of p73 is linked to
chronic inflammation (49), since p73-deficient mice reveal

inflammatory defects. If NSC 23175 inhibits not only the
DNA-binding domain of p53, but also that of p73, it is
conceivable that networks related to inflammation may be
detected not only in p53+/+ cells but also in p53–/– cells. 

Although our data, obtained by microarray hybridization
and luciferase reporter assays, provide clear evidence that
NSC 23175 may indeed affect binding of p53 to DNA, it
should be kept in mind that many differentially expressed
genes found in the microarray analysis were not related to
p53. This may indicate that NSC 23175 exerts additional
modes of action, independently of p53. The further
development of NSC 23175 as p53-specific drug would,
therefore, necessitate the identification of derivatives with
higher specificity for p53 and fewer off-target effects.
Nevertheless, NSC 23175 may serve as a valuable lead
compound to develop a novel class of compounds inhibiting
DNA-binding of wild-type p53.

Another potential issue might be that the protection of
normal tissue by NSC 23175 from radiation-induced cell
death may lead to the acquisition of persistent irradiation-
induced DNA damage and, hence, to carcinogenesis. The
therapeutic utility of radioprotective drugs with target
specificity to wild-type p53 may, therefore, depend on their
plasma half-life. If such a drug has a short half-life, it will
be rapidly degraded after radiotherapy. Mechanisms which
maintain cell integrity, e.g. DNA repair and apoptosis, can
then repair or eliminate damaged cells preventing tumor
development. At present, the half-life of NSC 23175 in
tumors is unknown. This compound may, however, serve as
lead compound for further derivatization, not only to improve
binding to p53 and target specificity, but also to obtain
compounds with a sufficiently short half-life to prevent
carcinogenesis. 
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Figure 7. Radiosensitivity of tumor cells and radioprotection of normal cells by small molecules binding to wild-type or mutated p53.



In conclusion, NSC 23715 protects cells from the
inhibitory effects of γ-irradiation. A bioinformatical
approach suggested that NSC 23715 binds to p53, which was
supported by microarray-based mRNA expression profiling.
The fact that NSC 23715 protects p53+/+ implicates that
normal cells with wild-type p53 might also be protected by
this compound during radiotherapy of p53-mutated tumors.
The role of NSC 23715 as a radioprotecting agent to reduce
radiotherapy-related side-effects, merits further
investigations.

Acknowledgements

This work was supported by a grant of Mathworks, USA. 

References

1 Linzer DI and Levine AJ: Characterization of a 54 k Dalton
cellular SV40 tumor antigen present in SV40-transformed cells
and uninfected embryonal carcinoma cells. Cell 17: 43-52, 1979.

2 Lane DP and Crawford LV: T-Antigen is bound to a host protein
in SV40- transformed cells. Nature 278: 261-263, 1979.

3 Baker SJ, Fearon ER, Nigro JM, Hamilton SR, Preisinger AC,
Jessup JM, vanTuinen P, Ledbetter DH, Barker DF, Nakamura Y,
White R and Vogelstein B: Chromosome 17 deletions and p53 gene
mutations in colorectal carcinomas. Science 244: 217-221, 1989.

4 Finlay CA, Hinds PW and Levine AJ: The p53 proto-oncogene
can act as a suppressor of transformation. Cell 57: 1083-1093,
1989.

5 Ko LJ and Prives C: p53: Puzzle and paradigm. Genes Dev 10:
1054-1072, 1996.

6 Levine AJ: p53, the cellular gatekeeper for growth and division.
Cell 88: 323-331, 1997.

7 Bode AM and Dong Z: Post-translational modification of p53 in
tumorigenesis. Nat Rev Cancer 4: 793-805, 2004. 

8 Brooks CL and Gu W: Ubiquitination, phosphorylation and
acetylation: The molecular basis for p53 regulation. Curr Opin
Cell Biol 15: 164-171, 2003. 

9 Scoumanne A and Chen X: Protein methylation: A new
mechanism of p53 tumor suppressor regulation. Histol
Histopathol 23: 1143-1149, 2008.

10 Vogelstein B, Lane D and Levine AJ: Surfing the p53 network.
Nature 408: 307-310, 2000.

11 Green DR and Kroemer G: Cytoplasmic functions of the tumour
suppressor p53. Nature 458: 1127-1130, 2009.

12 Oren M: Decision making by p53: Life, death and cancer. Cell
Death Differ 10: 431-442, 2003.

13 Ho J and Benchimol S: Transcriptional repression mediated by
the p53 tumour suppressor. Cell Death Differ 10: 404-408, 2003.

14 Astanehe A, Arenillas D, Wasserman WW, Leung PC, Dunn SE,
Davies BR, Mills GB and Auersperg N: Mechanisms underlying
p53 regulation of PIK3CA transcription in ovarian surface
epithelium and in ovarian cancer. J Cell Sci 121: 664-674, 2008.

15 Pietrzak M and Puzianowska-Kuznicka M: p53-Dependent
repression of the human MCL-1 gene encoding an anti-apoptotic
member of the BCL-2 family: The role of Sp1 and of basic
transcription factor binding sites in the MCL-1 promoter. Biol
Chem 389: 383-393, 2008.

16 Riley T, Sontag E, Chen P and Levine A: Transcriptional control
of human p53-regulated genes. Nat Rev Mol Cell Biol 9: 402-
412, 2008.

17 Sun Y: p53 and its downstream proteins as molecular targets of
cancer. Mol Carcinog 45: 409-415, 2006.

18 Janicke RU, Sohn D and Schulze-Osthoff K: The dark side of a
tumor suppressor: anti-apoptotic p53. Cell Death Differ 15: 959-
976, 2008.

19 Hollstein M, Rice K, Greenblatt MS, Soussi T, Fuchs R, Sørlie
T, Hovig E, Smith-Sørensen B, Montesano R and Harris CC:
Database of p53 gene somatic mutations in human tumors and
cell lines. Nucleic Acids Res 22: 3551-3555, 1994. 

20 Bergh J, Norberg T, Sjögren S, Lindgren A and Holmberg L:
Complete sequencing of the p53 gene provides prognostic
information in breast cancer patients, particularly in relation to
adjuvant systemic therapy and radiotherapy. Nat Med 1: 1029-
1034, 1995.

21 Aas T, Børresen AL, Geisler S, Smith-Sørensen B, Johnsen H,
Varhaug JE, Akslen LA and Lønning PE: Specific p53 mutations
are associated with de novo resistance to doxorubicin in breast
cancer patients. Nat Med 2: 811-814, 1996.

22 Geisler S, Børresen-Dale AL, Johnsen H, Aas T, Geisler J,
Akslen LA, Anker G and Lønning PE: TP53 gene mutations
predict the response to neoadjuvant treatment with 5-fluorouracil
and mitomycin in locally advanced breast cancer. Clin Cancer
Res 9: 5582-5588, 2003.

23 Bertheau P, Espié M, Turpin E, Lehmann J, Plassa LF, Varna M,
Janin A and de Thé H: TP53 status and response to
chemotherapy in breast cancer. Pathobiology 75: 132-139, 2008.

24 Jansson T, Inganäs M, Sjögren S, Norberg T, Lindgren A,
Holmberg L and Bergh J: p53 Status predicts survival in breast
cancer patients treated with or without postoperative
radiotherapy: A novel hypothesis based on clinical findings. J
Clin Oncol 13: 2745-2751, 1995.

25 Clarke AR, Purdie CA, Harrison DJ, Morris RG, Bird CC,
Hooper ML and Wyllie AH: Thymocyte apoptosis induced by
p53-dependent and independent pathways. Nature 362: 849-852,
1993.

26 Lowe SW, Schmitt EM, Smith SW, Osborne BA and Jacks T:
p53 Is required for radiation-induced apoptosis in mouse
thymocytes. Nature 362: 847-849, 1993.

27 Chen F, Wang W and El-Deiry WS: Current strategies to target
p53 in cancer. Biochem Pharmacol 80: 724-730, 2010.

28 Komarov PG, Komarova EA, Kondratov RV, Christov-Tselkov
K, Coon JS, Chernov MV and Gudkov AV: A chemical inhibitor
of p53 that protects mice from the side effects of cancer therapy.
Science 285: 1733-1737, 1999.

29 Strom E, Sathe S, Komarov PG, Chernova OB, Pavlovska I,
Shyshynova I, Bosykh DA, Burdelya LG, Macklis RM, Skaliter
R, Komarova EA and Gudkov AV: Small-molecule inhibitor of
p53 binding to mitochondria protects mice from gamma
radiation. Nat Chem Biol 2: 474-479, 2006.

30 Chakrani F, Armand JP, Lenoir G, Ju LY, Liang JP, May E and
May P: Mutations clustered in exon 5 of the p53 gene in primary
nasopharyngeal carcinomas from southeastern Asia. Int J Cancer
4: 316-320, 1995.

31 Masuda M, Shinokuma A, Hirakawa N, Nakashima T and
Komiyama S: Expression of bcl-2-, p53, and Ki-67 and outcome
of patients with primary nasopharyngeal carcinomas following
DNA-damaging treatment. Head Neck 20: 640-644, 1998.

CANCER GENOMICS & PROTEOMICS 10: 35-46 (2013)

44



32 Hendry JH, Cai WB, Roberts SA and Potten CS: p53 Deficiency
sensitizes clonogenic cells to irradiation in the large but not the
small intestine. Radiat Res 148: 254-249, 1997.

33 Wang Z and Sun Y: Targeting p53 for novel anticancer therapy.
Transl Oncol 3: 1-12, 2010.

34 Tomoda K, Takahashi N, Hibi Y, Asamitsu K, Ishida H, Kondo
T, Fujii Y and Okamoto T: Molecular docking analysis of the
protein protein interaction between RelA-associated inhibitor
and tumor-suppressor protein p53 and its inhibitory effect on p53
action. Cancer Sci 99: 615-622, 2008.

35 Morris GM, Goodsell DS and Halliday RS: Automated docking
using a Lamarckian genetic algorithm and an empirical binding
free energy function. J Comput Chem 19: 1639-1662, 1998. 

36 Waldman T, Kinzler KW and Vogelstein B: p21 Is necessary for
the p53-mediated G1 arrest in human cancer cells. Cancer Res
55: 5187-5190, 1995.

37 Bunz F, Dutriaux A, Lengauer C, Waldman T, Zhou S, Brown
JP, Sedivy JM, Kinzler KW and Vogelstein B: Requirement for
p53 and p21 to sustain G2 arrest after DNA damage. Science
282: 1497-1501, 1998.

38 Scudiero DA, Shoemaker RH, Paull KD, Monks A, Tierney S,
Nofziger TH, Currens MJ, Seniff D and Boyd MR: Evaluation
of a soluble tetrazolium/formazan assay for cell growth and drug
sensitivity using human and other tumor cell lines. Cancer Res
48: 4827-4833, 1988.

39 Konkimalla VB, Blunder M, Bauer R and Efferth T: Inhibition of
inducible nitric oxide synthase by bis(helenalinyl)glutarate in
RAW264.7 macrophages. Biochem Pharmacol 79: 1573-1580,
2010.

40 Kaufmann K, Bach K and Thiel G: The extracellular signal-
regulated protein kinases Erk1/Erk2 stimulate expression and
biological activity of the transcriptional regulator Egr-1. Biol
Chem 382: 1077-1081, 2001.

41 Eberwine J, Spencer C, Miyashiro K, Mackler S and Finnell R:
Complementary DNA synthesis in situ: methods and
applications. Methods Enzymol 216: 80-100, 1992.

42 Birnboim HC, Motora D and Liteplo RG: Indomethacin shifts
the peak of c-fos, egr-1, and c-myc gene expression in confluent
fibroblasts induced by phorbol myristate acetate. Biochem
Biophys Res Commun 161: 508-513, 1989.

43 Efferth T and Langguth P: Transport processes of radio-
pharmaceuticals and -modulators. Radiat Oncol 6: 59, 2011.

44 Bykov VJN, Issaeva N, Shilov A, Hultcrantz M, Pugacheva E,
Chumakov P, Bergman J, Wiman KG and Selivanova G:
Restoration of the tumor suppressor function to mutant p53 by a
low-molecular-weight compound. Nat Med 2: 282-288, 2002.

45 Issaeva N, Bozko P, Enge M, Protopopova M, Verhoef LGGC,
Masucci M, Pramanik A and Selinova G: Small molecule RITA
binds to p53, blocks p53-HDM-2 interaction and activates p53
function in tumors. Nat Med 10: 1321-1328, 2004.

46 Murphy PJ, Galigniana MD, Morishima Y, Harrell JM, Kwok
RP, Ljungman M and Pratt WB: Pifithrin-alpha inhibits p53
signaling after interaction of the tumor suppressor protein with
hsp90 and its nuclear translocation. J Biol Chem 279: 30195-
30201, 2004.

47 Sohn D, Graupner V, Neise D, Essmann F, Schulze-Osthoff K
and Jänicke RU: Pifithrin-alpha protects against DNA damage-
induced apoptosis downstream of mitochondria independent of
p53. Cell Death Differ 16: 869-878, 2009.

48 Levrero M, De Laurenzi V, Costanzo A, Gong J, Wang JY and
Melino G: The p53/p63/p73 family of transcription factors:
Overlapping and distinct functions. J Cell Sci 113: 1661-1670,
2000.

49 Yang A, Walker N, Bronson R, Kaghad M, Oosterwegel M,
Bonnin J, Vagner C, Bonnet H, Dikkes P, Sharpe A, McKeon F
and Caput D: p73-Deficient mice have neurological, pheromonal
and inflammatory defects but lack spontaneous tumours. Nature
404: 99-103, 2000.

Received December 11, 2012
Revised January 14, 2013

Accepted January 14, 2013

Eichhorn et al: Protection of Irradiated p53 Wild-type Cells by Small Molecules 

45


