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Abstract

Background: A significant number of cancers are caused by defects in p21 causing functional defects in p21
or p53 tumour-suppressor proteins. This has led to many therapeutic approaches including restoration by gene
therapy with wild-type p53 or p21 using viral or liposomal vectors, which have toxicity or side-effect limitations.
We set out to develop a safer, novel fusion protein which has the ability to reconstitute cancer cell lines with
active p21 by protein transduction.

Methods: The fusion protein was produced from the cell-translocating peptide Antennapedia (Antp) and wild-type,
full-length p21 (Antp-p21). This was expressed and refolded from E. coli and tested on a variety of cell lines and
tumours (in a BALB/c nude xenograft model) with differing p21 or p53 status.

Results: Antp-p21 penetrated and killed cancer cells that do not express wild type p53 or p21. This included
cells that were matched to cogenic parental cell lines. Antp-p21 killed cancer cells selectively that were
malignant as a result of mutations or nuclear exclusion of the p53 and p21 genes and over-expression of MDM2.
Non-specific toxicity was excluded by showing that Antp-p21 penetrated but did not kill p53- or p21- wild-type
cells. Antp-p21 was not immunogenic in normal New Zealand White rabbits. Recombinant Antp peptide alone
was not cytotoxic, showing that killing was due to the transduction of the p21 component of Antp-p21. Antp-p21
was shown to penetrate cancer cells engrafted in vivo and resulted in tumour eradication when administered with
conventionally-used chemotherapeutic agents, which alone were unable to produce such an effect.

Conclusions: Antp-p21 may represent a new and promising targeted therapy for patients with p53-associated
cancers supporting the concept that rational design of therapies directed against specific cancer mutations will
play a part in the future of medical oncology.
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Background
Uncontrolled cellular proliferation and tumour develop-
ment can result from a malfunction in cell cycle control
which is largely regulated by cyclins and cyclin-dependent
kinases (CDKs) through phosphorylation. This is reflected
by the fact that a large number of cancers involve muta-
tions in the p53 and p21 tumour suppressor proteins [1],
which are key components in the control of cyclin/CDK
phosphorylation and complex formation. CDK inhibitor
p21 (WAF1/CIp1/SDI1) plays a key role in cell cycle G1-
arrest in response to DNA damage [2,3], and is involved
in the assembly of active cyclin–kinase complexes [4,5].
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Specifically, it blocks cycD/cdk4 complex formation,
which, in turn, keeps the retinoblastoma (Rb) protein in a
state of low phosphorylation and tightly bound to the
transcription factor E2F, inhibiting its activity. It also inhi-
bits proliferating cell nuclear antigen (PCNA)-dependent
DNA replication [6]. In addition to cell-cycle control, p21
participates in important cell processes such as differenti-
ation, senescence, apoptosis and it even has a possible
role in homeostatic controls in adult stem cell processes
[7] and cancer stem cells [8].
Reconstituting p53 in tumours has been accomplished

with both retroviral and adenoviral vectors [9], resulting
in significant growth inhibition [10,11]. Contusugene
ladenovec (AdvexinW) is a chimeric adenovirus which
delivers functional p53 to head and neck tumours [12].
Preliminary results from advanced clinical trials were
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promising showing a significant increase in survival
when patient p53-status was considered. Similarly,
adenovirus-delivered p21 inhibited tumour growth caus-
ing cell cycle arrest at G0/G1 and altering tumour
morphology [13,14]. However, there are still concerns
and limitations with viral delivery of therapeutic genes
[15,16], which have hampered their clinical and com-
mercial development [17].
Other delivery systems, including liposomes can

suffer from unstable formulations, poor pharmacokinet-
ics, and scavenging by the immuno/reticulo-endothelial
systems [18].
Peptide translocation across impermeable biological

membranes through a receptor-independent mechanism
[19-21], has unveiled novel possibilities in biopharma-
ceutical research. The so-called ‘Trojan horse’ peptides
are regions within proteins, otherwise called protein-
transduction domains (PTDs) or cell-penetrating pep-
tides (CPPs), which have the ability to traverse biological
membranes efficiently including the blood–brain barrier
[22-24], in a temperature-, receptor- and transporter-
independent fashion. They have therapeutic potential
because they can transport any pharmaceutical com-
pound [23,24]. Examples include the Tat peptide from
the HIV-1 virus and the drosophila homeotic transcrip-
tion factor Antp, the protein product of the antennape-
dia gene. The mechanism of transduction relies on the
presence of a cationic helix which is important for lipid
interactions and for penetration of the membrane [24].
Others and we reasoned that anti-mitotic therapy

would be less effective if administered to a tumour which
is defective in the proteins needed to cause G1 arrest/
apoptosis. However, if wild-type tumour-suppressor pro-
tein function is restored by protein complementation,
the cells will have regained drug sensitivity. Groups have
used either truncated or synthetic peptides to identify
regions of p21 that affect the cell-cycle [25-27]. Linking
one of the three helices from Antennapedia to peptides
corresponding to residues 17–33 or 63–77 of p21 inhib-
ited growth of two human ovarian cancer cell lines [25].
Similarly, linkage to residues 141–160 of p21 decreased
cells in S phase and blocked phosphorylation of Rb
in vivo [27]. However, in previous studies, activity was
impaired because truncated versions of Antennapedia
could only deliver truncated versions of p21. Addition-
ally, the small size of these peptides made pharmaco-
logical development of this approach unfeasible due to
rapid systemic clearance. The multi-functional role and
interactions of p21 suggests its presence in a cell is
required in an intact form [7].
In the experiments presented herein, we describe a

full-length Antp-p21 fusion protein in order to over-
come the obstacle of cell membrane penetration. We
demonstrate that the fusion protein accumulates in cells
in vitro and in vivo resulting in cell division arrest and
apoptosis, leading to tumour growth inhibition and
prolonged survival, an effect enhanced by anti-mitotic
chemotherapy. Subcutaneous human tumour xenografts
implanted into immuno-compromised mice are a well-
established system for studying cancer drug behaviour
allowing drug delivery in the context of living tissues
and the observation of therapeutic and side effects. The
significance of these results is discussed in the context
of future cancer therapeutics.

Methods
Chemicals and antibodies
Chemicals were from Sigma, Fluka & VWR. Chromatog-
raphy media and general immunochemicals from GE
Healthcare, UK. Anti-p21WAF1 mouse monoclonal IgG
was from Oncogene and anti-pentahistidine antibody
was from Qiagen.

Cell lines
Cancer cell lines were obtained from the American Type
Tissue Collection (Rockville, MD) and included SKOV3
human ovarian cancer cells that do not express p53, RKO
and RKO-E6 human colon carcinoma cells which contain
a stably integrated human papilloma virus (HPV) E6
oncogene which causes a decrease in normal p53 levels
and functions, including the transactivation of p21. Colo-
205 colorectal cancer cells express wild-type p21 and p53.
A panel of HCT116 cogenic human colorectal cancer cell
lines with different p53 and p21 statuses (p53+/p21+,
p53-/p21+, p21-/p53+, p21-/p53-) was the kind gift of
Prof. B. Vogelstein (John Hopkins University, USA) [28].

Cloning, expression, and purification of Antp, p21
and Antp-p21
The p21 gene was provided from pcDNA3-p21 (Dr Mann,
Imperial College) and cloned in vector pDS56 (Novagen).
This construct was used to express recombinant p21,
with an N-terminal polyhistidine tag for purification
(pDS56p21). The Antennapedia homeodomain (Antp)
gene was subcloned from pA4C1 (Prof. Crisanti, Imperial
College) into vector pDS56 for bacterial expression
(pDS56Antp). The fusion protein was expressed from
a construct (pDS56Antp-p21) by subcloning Antp
directly upstream of p21. DNA Constructs were trans-
formed into the E. coli M15 and selected on 2TYAmp/
Kan plates. The Antp and Antp-p21 proteins were
expressed as insoluble inclusion bodies and refolded
by denaturation and serial dialysis as described in the
supplementary methods.

Characterization of recombinant Antp-p21
Proteins were identified by SDS-PAGE and immuno-
blotting with anti-p21WAF1 mouse monoclonal IgG or
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anti-pentahistidine antibody followed by peroxidase-
conjugated antibodies. Samples containing pure proteins
were pooled and dialysed against Tris-buffered saline
(20 mM Tris–HCl, pH 7.5, 0.5 M NaCl, 0.1% Tween-20)
and then two changes of PBS (150 mM potassium phos-
phate, 0.7% NaCl, pH 7.4) for 16 hours at 4°C. The
dialysed proteins were concentrated by ultrafiltration to
2.5 mg/ml.
Penetration of recombinant Antp and Antp-p21 was

measured by incubating 100 μg/ml proteins with SKOV3
cells in serum-free media. The cells were washed with
PBS containing Tween-20, fixed with 4% paraformalde-
hyde and stained with 1:100 anti-pentahistidine antibody
and anti-mouse FITC-labelled antibody, counter-stained
using hematoxylin-eosin (HE). Cells were viewed under
a Zeiss fluorescent microscope for penetration and
localization of recombinant proteins.

Cytotoxic assays
Tumour cells cells (5x103) were seeded in DMEM
medium with 10% FCS in the presence of 5% CO2 in 96-
well plates overnight. Recombinant proteins and/or
chemotherapy were added in a concentration gradient in
the absence of serum, and incubated for 48 hours. The
relevant controls included untreated cells, cells treated
with PBS, Antp alone, p21 alone, and cells which were
totally lysed with detergent. Cell survival was determined
using the Cell Tire-96 kit (Promega). Multiple experi-
ments were performed, and cytotoxicity was expressed
as mean percent survival ± SD. Differences between test
and control samples were evaluated for statistical signifi-
cance by t-test.

Retinoblastoma phosphorylation assays
Cells (5x103) were seeded in 96-well plates, and grown
for up to 36 hours. Antp-p21 fusion protein and control
media alone was added and incubated for up to 3 hours.
The media was removed and the cells grown for a fur-
ther 3–4 hours. The cells were trypsinised, lysed and the
proteins analysed on a 7% acrylamide gel and immuno-
blotted with anti-retinoblastoma antibodies (Becton
Dickinson, USA).

Studies using animal models
All animal experiments were approved by the Imperial
College Centre for Biomedical Sciences Ethical Review
Panel and UK Home Office (project licence PPL 70/
6982). All procedures and observations complied with
UKCCCR (UK co-ordinating committee on cancer
research) guidelines.
All animal groups were randomised prior to drug

administration and measurements were blinded. Tumour
sizes (volume, V) were measured according to the
formula V= length x width x width/2. Animals were pur-
chased from Harlan UK Ltd.

In vivo administration of Antp-p21
Female BALB/c athymic mice (6–8 weeks) were im-
planted with a variety of tumours. Five million cells in
200 μl complete media were subcutaneously implanted
into the left flank of mice. The mice were housed in ster-
ilized, individually-ventilated cages. Approximately 21–
28 days later when the diameter of tumour was about
0.5 ± 0.2 cm mice were used. Acute mortality and mean
maximum body weight loss was used as a measure of
relative toxicity.

Biodistribution and histological studies
For biodistribution analyses, proteins were radiolabelled
with Iodine-125 using the IODO-GENW method (Pierce)
and tissues analysed by gamma-counting. All microscopy
slides were prepared using standard procedures, stained
with anti-pentahistidine antibody and anti-mouse FITC-
labelled antibody, counter-stained using HE staining and
viewed under a Zeiss fluorescence microscope.

Treatment studies
Ovarian and colorectal cancer models were used as
described in Table 1 (outline of treatment regimens). All
doses were administered intravenously and tumours
were measured for up to 8 weeks, every other day. For
each group, n = 8 animals. An initial experiment was
carried out using 8-20 mg/kg Antp vs 8-20 mg/kg Antp-
p21 (no chemotherapy). Animals were monitored for
mortality and weight loss and were sacrificed when their
tumour sizes tripled.

Immunogenicity of Antp-p21
Four New Zealand White Rabbits were immunized
intravenously with 2.5 mg Antp-p21 without adjuvant,
once per day for 5 days. Rabbits were bled once per
week over a 4-month period. Control rabbits were
immunized with saline. Blood samples were diluted 1:10
and 1:100 in saline, and the immune response was moni-
tored by ELISA on native Antp-p21 (coated 50 μg/ml),
detected using anti-Rabbit antibodies.

Statistical analysis
In all experiments, average of all animals were expressed
as mean± SD. Mean tumour burdens in treated animals
versus controls were compared at a given time point
using the unpaired, two-tailed t-test. Differences between
data from two animal groups were assessed by t-test and
p < 0.05 was considered significant. Survival was analyzed
using the method of Kaplan and Meier and plots were
compared for statistical significance using the log-rank
test. For tumour growth analysis, the Kruskal-Wallis



Figure 1 Coomassie-stained SDS-PAGE of purified recombinant
proteins. (A) Antennapedia (Antp) protein (expected molecular
weight-11 kDa) (B) p21 protein (expected molecular weight-23 kDa)
and (C) Antp-p21 fusion protein (expected molecular weight-30 kDa)
with molecular weight markers. An extra 2–3 kDa is added from the
host vector sequence.

Table 1 Summary of treatment schedules and Antp-p21/chemotherapy combinations

Study
No

Tumour Group Antp-p21
dose

Chemotherapy dose PBS Schedule

1 Ovarian (SKOV3) 1 20 mg/kg No No 1 per week for 5 weeks

1 Ovarian (SKOV3) 2 Cis-Pt[2.5 mg/kg]; Taxol [10 mg/kg] No 1 per week for 5 weeks

1 Ovarian (SKOV3) 3 20 mg/kg Cis-Pt[2.5 mg/kg]; Taxol [10 mg/kg] No 1 per week for 5 weeks

1 Ovarian (SKOV3) 4 No No Yes 1 per week for 5 weeks

2 Colon (RKOE6) 1 20 mg/kg No No 1 per week for 5 weeks

2 Colon (RKOE6) 2 5FU [2 mg/kg] LV [1 mg/kg] OxPt [0.2 mg/kg] No 1 per week for 5 weeks

2 Colon (RKOE6) 3 20 mg/kg 5FU [2 mg/kg] LV [1 mg/kg] OxPt [0.2 mg/kg] No 1 per week for 5 weeks

2 Colon (RKOE6) 4 No No Yes 1 per week for 5 weeks

3 Colon (RKOE6) 1 20 mg/kg No No 1 per day (Mon-Fri) for 4 weeks

3 Colon (RKOE6) 2 5FU [2 mg/kg] LV [1 mg/kg] OxPt [0.2 mg/kg] No Chemo M,W F for 4 weeks

3 Colon (RKOE6) 3 20 mg/kg 5FU [2 mg/kg] LV [1 mg/kg] OxPt [0.2 mg/kg] No 1 per day (Mon-Fri) for 4 weeks Chemo M,W F

3 Colon (RKOE6) 4 No No Yes 1 per day (Mon-Fri) for 4 weeks

4 Colon (Colo205) 1 20 mg/kg No No 1 per day (Mon-Fri) for 4 weeks

4 Colon (Colo205) 2 5FU [2 mg/kg] LV [1 mg/kg] OxPt [0.2 mg/kg] No Chemo M,W F for 4 weeks

4 Colon (Colo205) 3 20 mg/kg 5FU [2 mg/kg] LV [1 mg/kg] OxPt [0.2 mg/kg] No 1 per day (Mon-Fri) for 4 weeks Chemo M,W F

4 Colon (Colo205) 4 No No Yes 1 per day (Mon-Fri) for 4 weeks

Treatment studies, doses and schedules.
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non-parametric test for multiple comparison analysis
was used.

Results
Expression and purification of recombinant proteins
Expression of the recombinant proteins resulted in good
yields. Antp yielded 20 mg/L of culture, p21, 10 mg/L,
whilst Antp-p21 was 5 mg/L after refolding. Expression
reduced upon fusing the p21 gene to the Antp gene
often seen with chimaeric proteins. Antp-p21 protein
precipitation was seen at concentrations higher than
2.5 mg/ml. Figure 1 shows the purified protein analysis
by SDS-PAGE which all migrated at their expected
molecular weights.

Intra-nuclear uptake of the Antp-p21 fusion protein
Antp and Antp-p21 were shown to comparably pene-
trate cancer cells at a 100 μg/ml concentration (repre-
sentative cells shown in Figure 2) trafficking to the
nucleus within 1–3 hours. Cells into which the protein
had penetrated intra-nuclearly were scored positive by
immunofluorescence. No cellular uptake was seen
with free p21 protein alone demonstrating that Antp
mediated the cellular delivery.

In vitro inhibition of cellular proliferation by Antp-p21
and mechanism of action
SKOV-3 cells were incubated with Antp-p21, controls
and chemotherapy drugs. Examples of 5 μg/ml and
20 μg/ml in combination with 10 μg/ml cisplatin and/
or 8.5 μg/ml paclitaxel are shown (Additional file 1:
Figure S1). Antp was not cytotoxic alone and the higher
dose of Antp-p21 demonstrated some potency. More-
over, the potency of both doses of Antp-p21 was shown
to be enhanced by the chemotherapy. A greater under-
standing of the mechanism of action for Antp-p21 was
revealed upon treatment of genetically-identical human
colorectal tumour cell lines (HCT116) that only differ
in p53 or p21 gene expression status (Figure 3). Antp-
p21 treatment of p53+/p21+ expressing cell lines at
2 doses (5 μg/ml and 20 μg/ml) did not alter cell sur-
vival whereas up to 40% significant inhibition was seen



Figure 2 Intra-nuclear uptake of Antp and Antp-p21 fusion proteins. Immunofluorescent detection of recombinant proteins administered to
cultured cells. On the left, transmission light photographs of SKOV-3 tumour cells incubated with 0.1 mg/ml p21, Antp or Antp-p21 proteins are
shown. Trafficking of the proteins is shown in the fluorescent photographs at 30, 60 and 180 min post incubation. Antp and Antp-p21 proteins,
contrary to p21, are shown to gradually accumulate in the nucleus of the cells. (1,2) cytoplasm, (3,4) nucleus.
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in p53-deficient or p21-deficient HCT116 cells. The
effect was more pronounced in the presence of chemo-
therapy. A similar effect was seen when RKO colorectal
cancer cells were compared to E6-virally inhibited p53
(Figure 3).
Figure 3 In vitro cellular cytotoxicity on p53/p21-expressing or deficie
(grey bars) Antp-p21 fusion protein and chemotherapy alone (white bars) i
cisplatin and 8.5 μg/ml paclitaxel was investigated in a series of human co
parental p21+/+, p53+/+. (B) HCT116, p53 knock-out p21+/+, p53−/−, (C) HCT
p53+/+, (E) RKO p53+/+, (F) RKO E6 (pCMV-E6-transfected RKO)-lacks apprec
control). Bars grouped with a single star (*) are statistically significantly diffe
statistically significantly different (=p < 0.005) using the student’s T-test.
Biodistribution, pharmacokinetics and immunogenicity
of Antp-p21
Twenty micrograms of radiolabelled Antp-p21 were in-
jected intravenously and all the tissues were dissected/
counted over 6 hours. By 3–6 hours, the recombinant
nt HCT116 cell lines. The activity of 5 μg/ml (black bars), 20 μg/ml
n the absence of chemotherapy or in the presence of 10 μg/ml
lon carcinoma cell lines. The cell lines used were: (A) HCT116, p53
116, p21 parental p21+/+, p53+/+, (D) HCT116, p21 knock-out p21-/-,
iable functional p53, (G) Caco-2 (colon adenocarcinoma line used as
rent (=p < 0.05) and bars grouped with a double star (**) are highly



Kousparou et al. BMC Cancer 2012, 12:338 Page 6 of 10
http://www.biomedcentral.com/1471-2407/12/338
protein was distributed across most tissues with no par-
ticularly higher uptake in any tissue (Additional file 1:
Figure S2). In the early time points, high uptake (8-10%
injected dose/g tissue) was seen in the highly-vascularized
tissues such as lung, liver and kidney. In general, the tissue
distribution reflected the blood clearance which had an
elimination clearance rate (t½β) of 4.6 hours (Figure 4).
The tumour uptake over the 6 hours is seen to follow that
of the blood.
Intravenously-administered Antp-p21 indicated that

Antp-p21 does not raise an immune response in
immuno-competent rabbits at a dose of 12.5 mg per
week (Additional file 1: Figure S3).

Retinoblastoma phosphorylation
The under-phosphorylated form of Rb is mainly found
in resting or fully differentiated cells, whereas the highly
phosphorylated forms are present in proliferating cells
acting as a marker of cells in G0/G1-phase of the cell
cycle. The under-phosphorylated form of Rb is present
after Antp-p21 treatment, suggesting that Antp-p21-
treated cells lost their ability to phosphorylate newly
synthesized Rb at multiple sites and that under-
phosphorylated Rb may restrict cell proliferation
(Additional file 1: Figure S4).

Antitumour activity in human tumour xenografts
Details of the dosage and scheduling are listed in Table 1.

Ovarian adenocarcinoma model
The anti-tumour activity of increasing doses injected
over 5 weeks of Antp-p21 was compared to that of
Figure 4 In vivo blood clearance and tumour uptake of the
Antp-p21 fusion protein. Radiolabelled Antp-p21 was injected into
SKOV-3 tumour-bearing nude mice and the blood (●) and tumour
(○) was counted over 6 hours. The percentage of injected dose per
gram of tissue is plotted and fit to a bi-exponential decay curve. For
the blood clearance, the decay curve yielded a beta-phase half-life
value of 4.6 hours.
controls in the SKOV-3 ovarian carcinoma xenograft
model. Minor but observable growth delays and
increased survival was demonstrated (Additional file 1:
Figure S5). Better effects were seen when Antp-p21 was
combined with conventional ovarian cancer chemother-
apy. Antp-p21 (0.2 ml of 2.5 mg/ml equalling 20 mg/kg)
was administered once a week for five weeks in combin-
ation with 2.5 mg/kg cisplatin and 10 mg/kg taxol with
appropriate controls. Figure 5a shows that Antp-p21,
cisplatin, taxol, and the combination of taxol/cisplatin
were only modestly active against this tumour, whilst
the combination of Antp-p21/cisplatin/taxol was signifi-
cantly more effective, with significant growth delay
(p = 0.023). Little toxicity was observed for all the treat-
ment regimens. However, on cessation of treatment,
the tumours grew at approximately the same rate. The
Kruskal-Wallis non-parametric test for multiple com-
parison analysis demonstrated superiority of the Antp-
p21/cisplatin/taxol treatment group versus all the other
treatment groups (p = 0.045). This group demonstrated
a statistically significant (p = 0.0204) increased overall
survival compared to the other treatment groups,
(Figure 5b).

Colorectal cancer model
Antp-p21 was investigated in the RKOE6 model. The regi-
men was the same as described for the ovarian cancer
model (Table 1), however, the supplementary chemother-
apy was modified into one for colorectal carcinomas
(modified De Gramond protocol [29]-combination of
2 mg/kg fluorouracil/ 1 mg/kg leucovorin with 0.2 mg/kg
oxaliplatin). This is considered as the standard therapy
currently used for metastatic colon cancer. Figure 5c
demonstrates the enhanced tumour growth inhibitory ac-
tivity of 20 mg/kg Antp-p21 when used in combination
with this protocol. Tumours in the Antp-p21/fluorouracil/
leucovorin/oxaliplatin group experienced near-complete
regression during therapy in contrast to those in the other
treatment groups. This combination treatment was super-
ior in terms of prolonging survival (Figure 5d) versus the
other treatment groups (p= 0.044) using log rank test and
(p= 0.018) using independent sample t-test.
In this model, the therapy was expanded to a faster

dosing schedule: the same chemotherapy was adminis-
tered three times per week for four weeks with/without
the 20 mg/kg Antp-p21 fusion protein (once per day for
5 days for four weeks). Beneficial effects were seen when
this regimen was compared to the results of the previous
study, suggesting a dose response effect of the total
fusion protein delivered to the tumour (Figure 5e).
No increased apparent toxicity was seen with increased
dose administration; animal weights, behaviour and
appearance were similar in all groups. Superior efficacy
(Figure 5e) and improved survival (Figure 5f ) were
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demonstrated by the animal group receiving Antp-p21
in combination with chemotherapy compared to che-
motherapy alone. For the growth curve (Figure 5e), the
Kruskal-Wallis non-parametric test for multiple com-
parison analysis demonstrated significant reduction
in tumour burden in both the treatment groups
versus control (Antp-p21/5-fluorouracil/oxaliplatin-treated
group p=0.008, 5-fluorouracil/oxaliplatin-treated group
p=0.043). The Antp-p21/5-fluorouracil/oxaliplatin-treated
group was superior to that receiving chemotherapy alone
Figure 5 (See legend on next page.)
with respect to survival (p = 0.0027), demonstrating
statistical significance (Figure 5f). Complete tumour re-
gression rate in the Antp-p21/5-fluorouracil/oxaliplatin-
treated group was 40% and response-to-treatment rate
was 100%, whilst in the chemotherapy-receiving group
these were 0% and 100% respectively. Both groups
were significantly superior to the PBS control group
(p < 0.001).
Finally, the p21-wild type Colo-205 [30] model was as

a negative tumour control with the same rapid dosing



(See figure on previous page.)
Figure 5 Combined therapy experiments (see Table 1 for scheduling). (A-B) Single-agent versus combination treatment in the SKOV-3
ovarian carcinoma model. (A) Tumour growth analyses. A comparison of the means of the growth curves using multiple comparison
analysis demonstrated that 20 mg/kg Antp-p21:2.5 mg/kg cisplatin:10 mg/kg taxol treatment group performed better (smaller tumour burden,
lowest mean rank) versus all the other treatment groups (taxol, cisplatin, cisplatin/taxol alone) in a statistically significant manner (p= 0.023).
The Kruskal-Wallis non-parametric test for multiple comparison analysis demonstrated superiority of the Antp-p21/ cisplatin/taxol treatment group
versus all the other treatment groups (p= 0.045). (B) Kaplan-Meier survival plot. Antp-p21/cisplatin/taxol combination treatment demonstrated
a statistically significant increased overall survival versus the other treatment groups (p= 0.0204).(C-D) Single-agent versus combination
treatment in the RKO E6 colon carcinoma model. (C) Tumour growth analyses. Treatment with 20 mg/kg Antp-p21:2 mg/kg fluorouracil:1 mg/kg
leucovorin: 0.2 mg/kg oxaliplatin combination treatment was superior in terms of tumour growth retardation. (D) Kaplan-Meier survival curve.
Antp-p21/fluorouracil/oxaliplatin combination treatment was superior in terms of prolonging survival to the other treatment groups (p=0.044)
using log rank test and (p=0.018) using independent sample t-test. (E-F) Chemotherapy versus combination treatment in the RKO E6
colon carcinoma model with a higher dosage schedule. (E) Tumour growth analyses. The Kruskal-Wallis non-parametric test for
multiple comparison analysis demonstrated significant reduction on tumour burden in both the treatment groups versus control (20 mg/kg
Antp-p21:2 mg/kg 5-fluorouracil: 1 mg/kg leucovorin: 0.2 mg/kg oxaliplatin-treated group p=0.008, 5-fluorouracil/leucovorin/oxaliplatin-treated
group p= 0.043). (F) Kaplan-Meier survival curve. The Antp-p21/5-fluorouracil/oxaliplatin-treated group was superior to that receiving
chemotherapy alone with respect to survival (p=0.0027). (G-H) Chemotherapy versus combination treatment in the Colo 205 colon
carcinoma model. (G) Tumour growth analyses. The growth rates of the tumours in these two animal groups (20 mg/kg Antp-p21:2 mg/kg
fluorouracil:1 mg/kg leucovorin: 0.2 mg/kg oxaliplatin) vs the same chemotherapy alone demonstrated no significant difference (p= 0.773).
(H) Kaplan-Meier survival curve. The animal group receiving chemotherapy demonstrated a median overall survival of 29.76 days whereas the
group receiving both chemotherapy and fusion protein 29.33 days (p= 0.349).
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as above. In our hands, the model was more reliable to
establish in vivo and behaves similarly to the RKO cells
in vitro (data not shown). The growth rates of the
tumours in these two animal groups demonstrated no
significant difference (p = 0.773) (Figure 5g) with no tox-
icity seen with increased dose administration. For animal
survival (Figure 5h), the animal group receiving che-
motherapy demonstrated a median overall survival of
29.76 days whereas the group receiving both chemother-
apy and fusion protein 29.33 days (p = 0.349). Both treat-
ments were superior to PBS (p = 0.0012).

Discussion
In cells where p53 or p21 function is defective, responses
to genotoxic stress are also impaired. This frequently
leads to resistance to chemotherapeutic drugs. Examples
of such genotoxic exposures include cisplatin, which
forms DNA adducts that cannot be repaired by the exci-
sion repair system [31], oxaliplatin, which forms reactive
platinum complexes with DNA, thus inhibiting synthe-
sis, paclitaxel, which disrupts mitosis by interacting with
the assembly of microtubules, and fluorouracil which
results in decreased DNA synthesis and repair, and
ultimately decreased cell proliferation. Consequently,
restoration of wild-type p53 or p21 functions is seen as a
particularly promising approach for cancer therapy.
We have developed a fusion protein, Antp-p21 com-

prising of a transduction domain antennapedia and a
cyclin-dependent kinase inhibitor p21 that penetrates
indiscriminately living cells including penetrating through
the blood brain barrier. In all animal experiments, no
demonstrable toxicity or immunogenicity were seen, but
these were very much preliminary observations. Further
work in more elaborate animal models would be needed.
Antp-p21 was found to penetrate in vitro and in vivo and
kill cancer cells derived from different tissues. Non-
specific toxicity of Antp-p21 was excluded by the lack
of cytotoxicity for Colo-205 cells, unresponsive to p21.
On the other hand the degree of cytotoxicity of Antp-p21
for cancer cells with absent expression of p53 or p21
was remarkable.
Our proposed mechanism of action is that the delivery

of functional p21 is able to restore p21 function in
tumours resulting in tumour apoptosis and regression
upon exposure to chemotherapy in two human tumour
models. This mechanism is supported by the fact that p53
or p21 wild-type tumour cells failed to respond to this
combination therapy. Our approach is further supported
by the use of cogenic human tumour cells lines, which
only differ in p53 and p21 status. This system eliminates
the unpredictability due to other undefined genetic muta-
tions. We observed that HCT116 cells deficient in p21
(directly or via p53 control) were more sensitive to Antp-
p21 therapy compared to parental cell line controls. The
effect was also seen in RKO cells. The difference was clear
and significant and supports our in vivo observations.
Therapeutic efficacy was related to the frequency and

intervals between agent administrations; treatment with
Antp-p21 simultaneously with chemotherapy every 72
hours was significantly superior to therapy given on a
weekly basis. The Antp-p21 fusion protein has a fast
clearance rate in vivo, likely due to its small molecular
weight. This may also explain the dose scheduling obser-
vations. Although detailed pharmacokinetic studies have
not been carried out in mice, it is likely that the optimal
administration of Antp-p21 would be in conjunction
with conventional chemotherapy, possibly within a sta-
bilizing formulation [32].
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As previously documented in the metastatic setting of
colorectal cancer [33], greater p21 presence in tumours
resulted in greater chemosensitivity. Our results further
support this view in the non-metastatic setting. p21 has
been previously shown to be the mediator of cell cycle
phenomena in colorectal carcinoma cells and to play a
critical role in apoptotic responses [34]. In the present
study, we speculate that the mechanism of action is the
induction of cellular senescence and apoptosis after
exposure to genotoxic insults. This mechanism is achieved
due to the restoration of the previously-corrupted p21
function and other downstream pathways of the cell
cycle. The microscopy data and the retinoblatoma status
data support this view, but a more detailed mechanistic
analysis is in progress.

Conclusions
This study proposes a new paradigm, where based on
genomic selection of tumour types, the fusion protein
Antp-p21 can act on its own and also enhance the effi-
cacy of chemotherapy leading to tumour eradication in
p53- or p21-mutated tumours. This work supports the
concept of developing individualised therapy for cancer
based on the mutation status of patients’ cancers but
needs, of course, to be demonstrated in a clinical setting.

Additional file

Additional file 1: Figure S1. In vitro potency of Antp-p21. Antp-p21
at 5μg/ml (black bars) and 20μg/ml (grey bars) was incubated with
SKOV3 (which are p53 deficient) with various combination of
chemotherapy drugs (Cisplatin (10 μg/ml), and Taxol (8.54 μg/ml). The
double combination together with Antp-p21 showed an additive effect
in reducing cell proliferation. Figure S2. Biodistribution of Antp-p21 in
tumour-bearing mice. Radiolabelled Antp-p21 was injected into
tumour-bearing mice and tissues analysed by gamma counting over
15 minutes to 18 hours. A high level of Antp-p21 was observed in the
majority of the major organs which cleared after around 1 hour.
No net accumulation was seen for any particular tissue. Figure S3.
Immunogenicity of Antp-p21 in rabbits. Antp-p21 did not raise an
immune response in immuno-competent rabbits at a dose of 12.5 mg
over a week of immunizations. Figure S4. Rb-phosphorylation assay of
Antp-p21 treated cells. Antp-p21 (20μg/ml) was shown to Inhibit the
phosphorylation of retinoblastoma protein (Rb) in SKOV3 cells compared
to a non-treated control. Figure S5. Efficacy of Antp versus Antp-p21
treatment – Dose escalation study. Mice (8/group) with s.c. SKOV-3
tumours received either Antp alone in increasing dosages (once per
week for five weeks), or Antp-p21 alone in increasing dosages (once per
week for five weeks), or PBS (once per week for five weeks). (A) Tumour
growth during study after the first i.v. administration. (B) Kaplan-Meier
survival of animals following these treatments.

Competing interests
Dr Kousparou and Professor Epenetos are co-founders of Trojantec who are
developing the antennapedia platform. Dr Kousparou and Professor
Epenetos also own equity in the form of shares in Trojantec Ltd.

Authors’ contributions
CK and AAE conceived the study ideas. CK and EY carried out the in vitro
cell-based work, MPD and CK performed the in vivo animal model
experiments, CK, MPD nad AAE analysed and interpreted the data and all
four authors prepared, wrote, read and approved the manuscript.
Acknowledgements
We thank Dr Alona Koukouma for the statistical analysis of the results. This
research was supported by grants from The AG Leventis Foundation and The
Research Promotion Foundation of Cyprus.

Received: 31 October 2011 Accepted: 18 July 2012
Published: 3 August 2012
References
1. Waldman T, Kinzler KW, Vogelstein B: p21 is necessary for the p53-

mediated G1 arrest in human cancer cells. Cancer Res 1995, 55:5187–5190.
2. Leonardo AD, Linke SP, Clarkin K, Wahl GM: DNA damage triggers a

prolonged p53-dependent G1 arrest and long-term induction of Cip1 in
normal human fibroblasts. Genes Dev 1994, 2540–2551.

3. Gartel AL, Serfas MS, Tyner AL: p21-negative regulator of the cell cycle.
Proc Soc Exp Biol Med 1996, 213:138–149.

4. Xiong Y, Hannon GJ, Zhang H, Casso D, Kobayashi R, Beach D: P21 is a
universal inhibitor of cyclin kinases. Nature 1993, 366:701–704.

5. Harper JW, Adami GR, Wei N, Keyomarsi K, Elledge SJ: The p21 Cdk-
interacting protein Cip1 is a potent inhibitor of G1 cyclin-dependent
kinases. Cell 1993, 75:805–816.

6. Li R, Waga S, Hannon GJ, Beach D, Stillman B: Differential effects by the
p21 CDK inhibitor on PCNA-dependent DNA replication and repair.
Nature 1994, 371:534–537.

7. Abbas T, Dutta A: p21 in cancer: intricate networks and multiple
activities. Nat Rev Cancer 2009, 9:400–414.

8. Clarke RB, Spence K, Anderson E, Howell A, Okano H, Potten CS: A putative
human breast stem cell population is enriched for steroid receptor-
positive cells. Dev Biol 2005, 277:443–456.

9. Templeton NS, Lasic DD: Gene Therapy: Therapeutic Mechanisms and
Strategies. New York: Marcel Dekker; 2000.

10. Nielsen LL, Maneval IDC: p53 tumour suppressor gene therapy for cancer.
Cancer Gene Ther 1998, 5:52–63.

11. Blagosklonny MV, El-Deiry WS: In vitro evaluation of a p53-expressing
adenovirus as an anticancer drug. Int J Cancer 1996, 67:386–392.

12. Buller RE, Runnebaum IB, Karlan BY, Horowitz JA, Shahin M, Buekers T,
Petrauskas S, Kreienberg R, Slamon D, Pegram M: A phase I/II trial of rAd/
p53 (SCH 58500) gene replacement in recurrent ovarian cancer. Cancer
Gene Ther 2002, 9:553–566.

13. Katayose D, Wersto R, Cowun KH, Seth P: Effects of a recombinant
adenovirus expressing WAFI/CIPI on cell growth, cell cycle and
apoptosis. Cell Growth Differ 1995, 6:1207–1212.

14. Prabhu NS, Blagosklonny MV, Zeng YX, Wu GS, Waldman T, El-Deiry WS:
Suppression of cancer cell growth by adenovirus expressing p21
(WAF1/CIP1) deficient in PCNA interaction. Clin Cancer Res 1996,
2:1221–1229.

15. Kafri T, Morgan D, Krahl T, Sarvetnick N, Sherman L, Verma I: Cellular
immune response to adenoviral vector infected cells does not require
de novoviral gene expression: Implications for gene therapy. Proc Natl
Acad Sci USA 1998, 95:11377–11382.

16. Somia N, Verma IM: Gene therapy: trials and tribulations. Nat Rev Genet
2000, 1:91–99.

17. Walsh G: Biopharmaceutical benchmarks 2010. Nature Biotech. 2010,
28:917–924.

18. Torchilin VP: Recent advances with liposomes as pharmaceutical carriers.
Nat Rev Drug Discov 2005, 4:145–160.

19. Derossi D, Joliot AH, Chassaing G, Prochiantz A: The third helix of the
Antennapedia homeodomain translocates through biological
membranes. J Biol Chem 1994, 269:10444–10450.

20. Derossi D, Chassaing G, Prochiantz A: Trojan peptides: the penetratin
system for intracellular delivery. Trends Cell Biol 1998, 8:84–87.

21. Fonseca SB, Pereira MP, Kelley SO: Recent advances in the use of cell-
penetrating peptides for medical and biological applications. Adv Drug
Deliv Rev 2009, 61:953–964.

22. Schwarze SR, Ho A, Vocero-Akbani A, Dowdy S: In vivo protein
transduction: Delivery of a biologically active protein into the mouse.
Science 1999, 285:1569–1572.

http://www.biomedcentral.com/content/supplementary/1471-2407-12-338-S1.pdf


Kousparou et al. BMC Cancer 2012, 12:338 Page 10 of 10
http://www.biomedcentral.com/1471-2407/12/338
23. Schwarze SR, Hruska KA, Dowdy SF: Protein transduction: unrestricted
delivery into all cells? Trends Cell Biol 2000, 10:290–295.

24. Sawant R, Torchilin V: Intracellular transduction using cell-penetrating
peptides. Mol Biosyst 2010, 6:628–640.

25. Bonfanti MS, Taverna M, Salmona M, D’Incalci M, Broggini M: p21WAF1-
derived peptides linked to an internalization peptide inhibit human
cancer cell growth. Cancer Res 1997, 57:1442.

26. Ball KLS, Lain R, Fahraeus CS, Lane DP: Cell-cycle arrest and inhibition of
Cdk4 activity by small peptides based on the carboxyterminal domain of
p21WAF1. Curr Biol 1997, 7:71.

27. Mutoh M, Lung FD, Long YQ, Roller PP, Sikorski RS, O’Connor PM: A p21
(Waf1/Cip1) carboxylterminal peptide exhibited cyclin-dependent
kinase-inhibitory activity and cytotoxicity when introduced into human
cells. Cancer Res 1999, 59:3480–3488.

28. Chung HK, Cheon GJ, Choi CW, Kim MJ, Lee SJ, Lim SM: Comparison of
cellular metabolic responses of (18)F-FDG according to the effect of
beta-irradiation in p53 wild and deleted cell lines. Cancer Biother
Radiopharm 2007, 22:636–643.

29. De Gramont A, Cervantes A, Andre T, OPTIMOX study: FOLFOX 7/LV5FU2
compared to FOLFOX 4 in patients with advanced colorectal cancer.
Proc Am Soc Clin Oncol 2004, 22:251s.

30. Min-Hsiung P, Wei-Jen C, Shoei-Yu LS, Chi-Tang H, Jen-Kun L: Tangeretin
induces cell-cycle G1 arrest through inhibiting cyclin-dependent kinases
2 and 4 activities as well as elevating Cdk inhibitors p21 and p27 in
human colorectal carcinoma cells. Carcinogenesis 2002, 23:1677–1684.

31. Jamieson ER, Lippard SJ: Structure, Recognition, and Processing of
Cisplatin-DNA Adducts. Chem Rev 1999, 99:2467–2498.

32. Shire SJ: Formulation and manufacturability of biologics. Curr Opin
Biotechnol 2009, 20:708–714.

33. Cheng JD, Werness BA, Babb JS, Meropol NJ: Paradoxical correlations of
cyclin-dependent kinase inhibitors p21waf1/cip1 and p27kip1 in
metastatic colorectal carcinoma. Clin Cancer Res 1999, 5:1057–1062.

34. Geller JI, Szekely-Szucs K, Petak I, Doyle B, Houghton JA: P21cip1 is a critical
mediator of the cytotoxic action of thymidylate synthase inhibitors in
colorectal carcinoma cells. Cancer Res 2004, 64:6296–6303.

doi:10.1186/1471-2407-12-338
Cite this article as: Kousparou et al.: Generation of a selectively cytotoxic
fusion protein against p53 mutated cancers. BMC Cancer 2012 12:338.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Chemicals and antibodies
	Cell lines
	Cloning, expression, and purification of Antp, p21 and Antp-p21
	Characterization of recombinant Antp-p21
	Cytotoxic assays
	Retinoblastoma phosphorylation assays
	Studies using animal models
	In vivo administration of Antp-p21
	Biodistribution and histological studies
	Treatment studies
	Immunogenicity of Antp-p21
	Statistical analysis

	Results
	Expression and purification of recombinant proteins
	Intra-nuclear uptake of the &b_k;Antp-&e_k;&b_k;p21&e_k; fusion protein
	In vitro inhibition of cellular proliferation by &b_k;Antp-&e_k;&b_k;p21&e_k; and mechanism of action

	link_Fig1
	link_Tab1
	Biodistribution, pharmacokinetics and immunogenicity of Antp-p21

	link_Fig2
	link_Fig3
	Retinoblastoma phosphorylation
	Antitumour activity in human tumour xenografts
	Ovarian adenocarcinoma model
	Colorectal cancer model

	link_Fig4
	Discussion
	link_Fig5
	Conclusions
	Additional file
	Competing interests
	Authors´ contributions
	Acknowledgements
	References
	link_CR1
	link_CR2
	link_CR3
	link_CR4
	link_CR5
	link_CR6
	link_CR7
	link_CR8
	link_CR9
	link_CR10
	link_CR11
	link_CR12
	link_CR13
	link_CR14
	link_CR15
	link_CR16
	link_CR17
	link_CR18
	link_CR19
	link_CR20
	link_CR21
	link_CR22
	link_CR23
	link_CR24
	link_CR25
	link_CR26
	link_CR27
	link_CR28
	link_CR29
	link_CR30
	link_CR31
	link_CR32
	link_CR33
	link_CR34


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


