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Up-regulation of platelet-derived growth factor-A
is responsible for the failure of re-initiated
interferon alpha treatment in hepatocellular
carcinoma
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Abstract

Background: Postoperative interferon-α(IFN-α) treatment delays hepatocellular carcinoma(HCC) recurrence and
prolongs patient survival, and may thus be an effective form of adjuvant therapy. However, clinical observations
found that HCC recurs in some patients within 8 months of IFN-α treatment being discontinued. We investigated
whether HCC regrowth appears after IFN-α is discontinued, whether re-initiated IFN-α is effective, and the
underlying mechanisms of IFN-α treatment.

Methods: The human HCC nude mouse model LCI-D20 was used to study the effects of IFN-α treatment,
discontinued IFN-α treatment, and re-initiated IFN-α treatment on tumor growth. Tumor weight, microvessel
density(MVD), serum vascular endothelial growth factor (VEGF), and tumor cell apoptosis were analyzed.
Angiogenesis-related factors were studied using cDNA microarray in different tumor samples and confirmed using
reverse transcription–polymerase chain reaction(RT-PCR) and Western blotting assays. Finally, imatinib was added
with re-initiated IFN-α treatment to improve efficacy.

Results: IFN-α (1.5×107 U/kg/day for 20 days) suppressed HCC growth by 60.3% and decreased MVD by 52.2%
compared with the control. However, tumor regrowth occurred after IFN-α was discontinued, and re-initiated IFN-α
treatment was not effective for inhibiting tumor growth or reducing MVD compared with a saline-treated group.
cDNA microarray showed VEGF was down-regulated while platelet-derived growth factor-A (PDGF-A) was
up-regulated when IFN-α treatment was re-initiated. These findings were further confirmed with RT-PCR and
Western blotting assay. The combination of imatinib with re-initiated IFN-α reduced HCC weight by 30.7% and
decreased MVD by 31.1% compared with IFN-α treatment only (P=0.003 and 0.015, respectively).

Conclusion: Tumor regrowth occurred after IFN-α treatment was discontinued. Re-initiated IFN-α treatment was
not effective and was associated with up-regulation of PDGF-A, while the VEGF remained suppressed. The
combination of a PDGF-receptor inhibitor with IFN-α improved the effect of the re-initiated treatment.
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Background
Hepatocellular carcinoma (HCC) is the fifth most com-
mon cancer in men and the seventh most common can-
cer in women, with an estimated 749,000 new cases and
695,000 deaths worldwide in 2008 [1]. HCC is usually a
hypervascular tumor [2], and therefore a good target for
anti-angiogenic gene therapy [3]. Although several sig-
naling pathways are involved in angiogenesis, attention
has been focused on the vascular endothelial growth fac-
tor (VEGF) family [4], especially VEGF-A, which binds
and activates VEGF receptor-2 [5-7] and thereby stimu-
lates endothelial migration and proliferation [7-10].
Interferon α (IFN-α) inhibits tumor cell production of
VEGF [11,12] and endothelial cell motility and has both
direct and indirect anti-angiogenesis activity [13]. As a
recombinant protein, IFN-α is one of a few approved
angiogenesis inhibitors, and it has been applied in the
clinical treatment of HCC [14-16], renal cancer [17],
prostate cancer [18], malignant melanoma [19-22],
chronic myelogenous leukemia [23-25], and superficial
bladder carcinoma [26].
Our previous randomized control trial showed that 18

months of postoperative IFN-α treatment delayed recur-
rence and prolonged patient survival [16], which is gener-
ally consistent with the findings of other studies [27,28].
We also found that P48 expression can be a selection bio-
marker for receiving IFN-α treatment [29]. However, we
also found that tumors recurred shortly after IFN-α treat-
ment was discontinued in some patients.
Based on this finding, the current study investigated

whether tumor relapse is inevitable after IFN-α treatment
Figure 1 Experimental design and grouping. Groups A and B show wh
regrow after IFN-α is discontinued; groups E and F, whether re-initiated IFN
of IFN-α was influenced by tumor size at the beginning of the treatment.
is stopped and whether re-initiated IFN-α treatment is ef-
fective. The results demonstrated that regrowth of tumor
vessels is certain after IFN-α therapy is discontinued; fur-
ther, tumor growth is not inhibited when IFN-α treatment
is re-initiated and re-initiated treatment is associated with
increased platelet-derived growth factor (PDGF)-A expres-
sion. Pericytes are another vascular cell type that provide
endothelial cells with crucial survival signals [30,31], and
the PDGF/PDGF-receptor (PDGFR) pathway has been
shown to regulate pericyte homeostasis. Therefore, we
hypothesized that up-regulation of PDGF-A is responsible
for the failure of re-initiated IFN-α treatment against
HCC. To test this hypothesis, we added imatinib [32,33]
(Gleevec, Novartis, Basel, Switzerland), a PDGFR inhibitor,
to the re-initiated IFN-α treatment, which resulted in sig-
nificant inhibition of tumor growth and angiogenesis. In
summary, the results indicated that up-regulation of
PDGF-A is responsible for the failure of re-initiated IFN-α
treatment when tumors recur after initial IFN-α therapy is
discontinued, and long-term disease control may be
achieved by combination therapy with imatinib in a re-
initiated IFN-α treatment course.

Methods
Animals
Male BALB/c nu/nu mice (4–6 weeks old) weighing ap-
proximately 20 g (Shanghai Institute of Materia Medica,
Chinese Academy of Sciences, Shanghai) were housed in
laminar-flow cabinets under specific pathogen-free
conditions. The experimental protocol was approved
by the Shanghai Medical Experimental Animal Care
ether IFN-α inhibits tumor growth; groups C and D, whether tumors
-α treatment remains effective; groups G and H, whether the efficacy
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Committee. The model of human HCC in nude mice
(LCI-D20) established in our institute [12,34] via ortho-
topic implantation of a histologically intact metastatic
tumor tissue (at an average volume of 1 mm3) was used
in this study.

Design of animal study
To observe the effect of IFN-α treatment, 12 HCC-
bearing mice were randomized to receive normal saline
(group A, subcutaneous injection of 0.2 ml normal sa-
line, n=6) or IFN-α (group B, subcutaneous injection of
0.2 ml at a dose of 1.5×107 U/kg/day, n=6; recombinant
human interferon-α-1b, Kexing Bioproducts Co., Shen-
zhen, China) [34]. Treatment was started on day 7 after
implantation and continued for 20 days (Figure 1, Add-
itional file 1: Figure S1).
To examine tumor growth after discontinuation of

IFN-α treatment, 12 HCC-bearing mice were first trea-
ted with normal saline (group C) or IFN-α (group D) for
20 days, after which treatment was discontinued and the
mice observed for another 20 days (both groups, n=6).
To further investigate the effect of re-initiated IFN-α
treatment, another 12 HCC-bearing mice were first trea-
ted with IFN-α for 20 days at the same dosage as group
B, then observed for another 20 days after treatment was
discontinued. The mice were then randomized to receive
either normal saline (group E, n=6) or IFN-α (group F,
n=6, at the group B dosage) for 20 days.
To study the effect of IFN-α treatment on a relatively

larger tumor, tumors were allowed to grow for 35 days
after implantation in 12 HCC-bearing mice (tumor
weight was approximately 1.5 g, the same size as the
tumor at the beginning of the re-initiated IFN-α treat-
ment). Mice were then randomized to receive either nor-
mal saline (group G, n=6) or IFN-α at a dose of 1.5 ×
107 U/kg/day (group H, n=6) for 20 days.

Enzyme-linked immunosorbent assay
The serum VEGF concentration was analyzed by
enzyme-linked immunosorbent assay (ELISA) using the
Quantikine VEGF ELISA kit (R&D Systems, Minneap-
olis, MN). All analyses were conducted in duplicate. The
concentrations of VEGF in unknown samples were
determined by comparing the optical density of the sam-
ples to the standard curve.

Immunohistochemistry
The immunohistochemical study was performed as
detailed previously[35]. The primary antibody was rat
anti-mouse CD31 (1:40, BD Biosciences, San Jose, CA) to
measure MVD. The components of Envision-plus detec-
tion system (EnVision+/HRP/Mo; Dako, Carpinteria, CA)
were applied. Reaction products were visualized by incu-
bation with 3,3’-diaminobenzidine. Negative controls were
treated identically but with the primary antibody omitted.
To measure MVD, any brown-staining endothelial cell
cluster distinct from adjacent microvessels, tumor cells, or
other stromal cells was considered a single countable
microvessel. The entire section was observed under low
magnification, and three highly vascularized areas per
tumor were then evaluated at high magnification (200×).

Immunofluorescence double staining for CD31
(endothelial cells), α smooth muscle actin (α-SMA), and
TUNEL
Frozen tissues were sectioned into 8-μm-thick slices,
which were stained with rat anti-mouse CD31 (1:40, BD
Biosciences) overnight. Bound antibodies were detected
by incubation with biotin-coupled rabbit anti-rat anti-
body (1:200, Southern Biotech, Birmingham, AL), sec-
tions were then incubated for 30 min at room
temperature with DyLight 488 streptavidin (1:500, Vec-
tor, Burlingame, CA). Vascular pericyte staining with
anti-α-SMA (1:100, sigma, St. Louis, MO) was per-
formed. The biotin-conjugated secondary antibody and
DyLight 549 streptavidin (1:500, Vector, Burlingame,
CA) were used to visualize pericytes simultaneously.
Terminal deoxynucleotidyl transferase-mediated dUTP-
biotin nick-end labeling was used to detect apoptosis
according to the manufacturer’s instructions. The apop-
totic tumor cells within areas of a viable tumor were
counted (more than 2000 cells in each sample) at 400×
magnification and proliferative indexes were calculated.

cDNA microarray analysis
The GEArray Q Series Angiogenesis Gene Array kit
(SuperArray Bioscience, Bethesda, MD) was used to
characterize the gene expression profiles of differently
treated mice. Hybridization was performed according to
the manufacturer’s instructions, as described previously
[34,36]. Experiments were performed in duplicate, and
the reproduction rate was >98% between experiments.

RNA extraction and reverse transcription–polymerase
chain reaction (RT-PCR)
Total RNA was extracted by the Trizol method (Life
Technologies Inc., Grand Island, NY). RNA was pre-
treated with DNase I (Invitrogen, Carlsbad, CA), and 3
μg of RNA was subjected to reverse transcription at 42°
C for at least 1 h in a 20-μl reaction mixture. The PCR
products were analyzed by electrophoresis in a 1.5%
agarose gel. Details on the VEGF [37] and GAPDH pri-
mers and the reaction parameters are provided in Add-
itional file 1: Table S1.

Real-time quantitative PCR
The ABI Prism Primer Express Software (Applied Bio-
systems, Foster City, CA) was used to design probes,
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forward primers, and reverse primers of VEGF165 [38],
PDGF-A, and GAPDH (Additional file 1: Table S2, San-
gon Biotech, Shanghai, China). An ABI Prism 7700 Se-
quence Detection System (Applied Biosystems) was used
to analyze RT-PCR, as described previously [38]. The
relative amounts of VEGF165 and PDGF-A mRNA were
calculated as detailed previously [39].

Protein extraction and western blotting assay
Protein expression was assessed only in the non-necrotic
part of the tumor. Western blotting was performed for
rabbit anti-VEGF, rabbit anti-PDGF-A (Santa Cruz),
rabbit anti-phosphor-VEGF receptor-2 tyrosine 951, rabbit
anti-phosphor-PDGF receptor α tyrosine 754, rabbit anti-
AKT, rabbit anti-phosphor-AKT, rabbit anti-ERK, rab-
bit anti-phosphor-ERK, and mouse anti-β-actin (Cell
Signaling Technology, Beverly, MA) after SDS-PAGE
and electrophoretic transfer to polyvinylidene fluoride
membranes. Then incubation was performed with horse-
radish peroxidase–conjugated goat anti-rabbit or goat
anti-mouse antibodies (Amersham Life Technologies,
Arlington Heights, IL) for 1 h.

Statistical analysis
Continuous data were expressed as mean and standard
deviation or mean and 95% confidence intervals (CIs).
Groups were compared with the Mann–Whitney U-test
using the software package SPSS 10.0 (SPSS Inc.,
Chicago, IL). All tests were two-tailed, and data were
considered to be statistically significant at P < 0.05.

Results
IFN-α inhibited tumor growth but tumor regrowth
occurred rapidly after it was discontinued
Tumors in IFN-α treatment group B were smaller than
those in control group A (0.27 ± 0.19 g vs. 0.68 ± 0.24 g,
P = 0.009; Figure 2A). The serum VEGF levels were also
lower in the IFN-α–treated mice than in the control
mice (24.5 ± 8.7 pg vs. 41.6 ± 12.0 pg/ml, P = 0.018,
Figure 2B), and MVD was also markedly decreased
(Figure 2C), with a mean MVD of 22/HP (95% CI = 15–
29/HP) in group B versus 46/HP (95% CI = 32–60/HP,
P = 0.004) in group A. Furthermore, a higher apoptotic
rate (Figure 2D) was found in IFN-α–treated tumors
compared with control tumors (8.60% ± 2.42% vs. 3.47%
± 1.13%, P = 0.001).
However, there was no significant difference in the

tumor weight and MVD between groups C and D when
IFN-α treatment was discontinued for 20 days (1.93 ±
0.58 g vs. 1.54 ± 0.49 g, P = 0.233; 59, 95% CI = 43–73
vs. 51, 95% CI = 38–64, P = 0.369, respectively). Serum
VEGF levels in group D were not statistically different
from those in control group C (54.3 ± 13.8 pg/ml vs.
63.7 ± 17.5 pg/ml, P = 0.327) and were much higher
than those in group B immediately after the first treat-
ment course (Figure 2), suggesting a significant relapse
of tumor growth and angiogenesis happened after IFN-α
treatment was stopped.

Re-initiated IFN-α treatment did not suppress tumor
growth
No significant inhibitory effect on tumor size (3.81 ±
0.92 g vs. 3.22 ± 0.62 g, P = 0.217), MVD (70, 95% CI =
59–81 vs. 61, 95% CI = 48–74, P = 0.198) and apoptotic
index (4.84% ± 1.16% vs. 5.56% ± 1.41%, P = 0.360)
(Figure 2) was observed between group E (normal saline
control) and group F (re-initiated IFN-α treatment).
However, the serum VEGF concentration in group F was
decreased again when IFN-α treatment was re-initiated
as compared with control mice (92.8 ± 24.3 pg/ml vs.
58.0 ± 13.7 pg/ml, P = 0.012, Figure 2B).

Tumor response to IFN-α treatment was not influenced
by pre-treatment tumor size
It is possible that poorer tumor response to re-initiated
IFN-α treatment may result from a larger tumor size
prior to treatment. To test this hypothesis, tumors were
allowed to grow for 35 days until the tumor weight was
about 1.5 g (the same size as the tumor at the beginning
of the re-initiated IFN-α treatment). IFN-α treatment for
20 days (group H) resulted in a significant reduction of
tumor weight compared with control group G (2.28 ±
0.63 vs. 3.90 ± 0.80 g, P = 0.003), which suggested that
the reduced inhibitory effect of re-initiated IFN treat-
ment was not influenced by the pre-treatment tumor
size.

Effect of IFN-α treatment on apoptosis of endothelial cells
Double immunofluorescence staining of apoptotic cells
and endothelial cells was used to investigate whether
IFN-α treatment resulted in endothelial cell apoptosis.
IFN-α treatment induced a marked increase of endothe-
lial cell apoptosis and decreased MVD in group B
compared with control group A. In the mice treated by
re-initiated IFN-α, very few apoptotic endothelial cells
could be detected in groups E and F, both of which had
a higher MVD (Figure 3A).

Changes in the angiogenesis-related gene expression
profile of HCC induced by IFN-α treatment
Two independent cDNA microarray analyses showed that
IFN-α treatment down-regulated several pro-angiogenesis
factors, including VEGF, angiogenin, basic fibroblast growth
factor (bFGF), PDGF-A, transforming growth factor (TGF),
tumor necrosis factor (TNF), granulocyte colony stimulat-
ing factor (G-CSF), epidermal growth factor (EGF), insulin-
like growth factor (IGF), and interleukin (IL)-8 in the first
treatment course. All the pro-angiogenesis factors except



Figure 2 Effects of IFN-α on (A) tumor weight, (B) serum VEGF level, (C) angiogenesis, and (D) apoptotic index. Representative photo-micrographs
of immunohistochemical and TUNEL analysis of MVD and apoptotic cells performed as described in Materials and methods, scale bar = 20 μm.
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PDGF-A were again down-regulated in group F when com-
pared with group E (Table 1).

Effects of IFN-α on the expression of VEGF165, PDGF-A,
and VEGF receptor(VEGFR)-2
PCR showed two transcripts whose base-pair length cor-
responded to those of VEGF165 and VEGF121, as well
as a small transcript corresponding to VEGF189
(Figure 3B). IFN-α treatment decreased VEGF165 ex-
pression in the first IFN-α treatment group (group B)
and the re-initiated IFN-α treatment group (group F)
compared with their control groups A and E, respect-
ively. PDGF-A expression was decreased in group B
compared with control group A, but increased in the
re-initiated IFN-α treatment group F compared with
control group E (Figure 3C, 3D). These results were
consistent with the cDNA microarray analyses.
Western blotting for VEGF165 of HCC tissues under re-
ducing conditions showed two bands of 23 and 21 kDa,
respectively (Figure 4A), consistent with two glycosylation
variants of VEGF165. No other isoform of VEGF was
detected. Tumors from group B expressed a lower level of
VEGF165 than those of group A. Similarly, the VEGF165
concentration of group F was lower than that of group E.
In addition, VEGF receptor-2 phosphorylation of Y951,
which plays a critical role in pathological angiogenesis,
was higher in control groups A and E but present at a very
low level in the IFN-α–treated groups B and F, which sug-
gests IFN-α retained its ability to inhibit VEGF signaling
in the first and re-initiated treatment courses. PDGF-A in
group B was down-regulated significantly compared with
control group A. However, in the second IFN-α treatment
course, group F had a higher PDGF-A level than its con-
trol group E (Figure 4).



Figure 3 PDGF-A expression was increased in IFN-α re-initiated treatment course. (A) Endothelial cell (red:CD31 staining/DyLight 488) and
apoptosis (green: TUNEL/FITC) were examined. The first IFN-α treatment resulted in marked endothelial cell apoptosis (yellow), but the re-initiated
IFN-α treatment did not (scale bar = 20 μm). (B) Expression of VEGF at the mRNA level in HCC. RT-PCR for GAPDH was used to compare input
mRNA integrity. (C) Effect of IFN-α on the expression of VEGF165 and PDGF-A, determined with RT-PCR and normalized to GAPDH expression. An
asterisk indicates statistical significance when compared with corresponding control groups (P < 0.05).
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Blockage of PDGF signaling by imatinib significantly
improved the efficacy of re-initiated IFN-α treatment
Combination treatment with imatinib and IFN-α
resulted in the decrease of PDGF receptor phosphoryl-
ation level and a lower AKT and ERK phosphorylation
level, compared with IFN treatment alone or the control
group (Figure 5A). Meanwhile, tumor growth was inhib-
ited significantly (2.23 ± 0.43 g) in the combination
treatment group in contrast with IFN-α treatment alone
(3.22 ± 0.62 g, P = 0.01), imatinib treatment alone (3.10
± 0.62 g), and the normal saline group (3.81 ± 0.92 g,
P = 0.003). The difference in tumor size between IFN-



Table 1 The consecutive changes of some pro-angiogenic factors in the first and re-initiated IFN-α treatment course

Unigene Gene name Description Gene
symbol

Control
group A

IFN-α
treatment
group B

Re- initiated
control
group E

Re- initiated
IFN-α
group F

Hs.283749 NM_001145 Angiogenin, RNase A family, 5 ribonuclease ANG 0.404 0.275 0.418 0.326

Hs.2233 NM_000759 Colony stimulating factor 3 (granulocyte) CSF3 0.179 0.117 0.400 0.032

Hs.419815 NM_001963 Epidermal growth factor (beta- urogastrone) EGF 0.270 0.204 0.057 0.045

Hs.284244 NM_001006 Fibroblast growth factor 2 (basic) FGF2 0.236 0.163 0.014 0.011

Hs.396530 NM_000601 Hepatocyte growth factor HGF 0.414 0.140 0.074 0.026

Hs.308053 NM_000618 Insulin-like growth factor 1 (somatomedin C) IGF1 0.242 0.062 0.032 0.006

Hs.624 NM_000583 Interleukin 8 IL-8 0.235 0.130 0.020 0.017

Hs.367877 NM_004530 Matrix metalloproteinase 2 MMP2 0.171 0.071 0.014 0.010

Hs.151738 NM_004994 Matrix metalloproteinase 9 MMP9 0.179 0.069 0.012 0.010

Hs.376032 NM_002607 Platelet-derived growth factor alpha polypeptide PDGFA 0.212 0.054 0.131 0.200

Hs.252820 NM_002632 Placental growth factor PGF 0.050 0.021 0.040 0.008

Hs.196384 NM_000963 Prostaglandin-endoperoxide synthase 2 PTGS2 0.137 0.063 0.069 0.041

Hs.170009 NM_003236 Transforming growth factor, alpha TGFA 0.169 0.082 0.080 0.028

Hs.241570 NM_000594 Tumor necrosis factor (TNF superfamily, member 2) TNG 0.076 0.044 0.097 0.026

Hs.73793 NM_003376 Vascular endothelial growth factor VEGF 0.203 0.100 0.199 0.092
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α or imatinib treatment alone and the control group
was not significant(P = 0.751). Furthermore, the de-
crease in angiogenesis was demonstrated by lower
MVD in IFN-α combined with imatinib treatment
group (42, 95% CI = 32–52) compared with IFN-α
treatment alone (61, 95% CI = 48–74, P = 0.015). The
results of immunofluorescence double staining showed
that, compared with the groups treated with IFN-α or
normal saline, the tumor vessels in the combined
treatment group had fewer signals detected by anti-α-
SMA antibody (Figure 5).

Discussion
This study demonstrated in the human HCC xenograft LCI-
D20 mouse model that tumor regrowth is inevitable when
IFN-α treatment is discontinued. Re-initiated IFN-α treat-
ment was less effective than the first treatment course and
was associated with an elevated expression of PDGF-A.
Blockage of the PDGF/PDGFR pathway by imatinib signifi-
cantly improved the efficacy of re-initiated IFN-α treatment.
Anti-angiogenesis treatment is less likely to induce

acquired drug resistance because it targets genetically
stable endothelial cells rather than unstable mutating
tumor cells [40]. However, acquired resistance may
eventually develop when using some signal transduction
inhibitors that exclusively target a cancer cell–associated
genetic or phenotypic alteration [41-44]. One of the
underlying mechanisms could be activation of another
pro-angiogenesis pathway [42,43,45]. Inevitable tumor
regrowth after discontinuation of IFN-α treatment in the
present study was consistent with the findings from our
randomized clinical trials, in which 18-month postopera-
tive IFN-α treatment delayed but did not reduce tumor
recurrence during long-term follow-up [16].
We examined whether re-initiated IFN-α treatment is

effective for tumors that were initially treated with IFN-
α. Our findings showed that re-initiated IFN-α treatment
was less effective in suppressing tumor growth com-
pared with the first treatment course. Further, the lower
efficacy was not associated with pretreatment tumor
size, implying that outgrowth of a specific subpopula-
tion, under the selection of IFN-α treatment, may pro-
duce alternative pro-angiogenesis factors or activate an
alternative pathway. To test this hypothesis, we analyzed
the expression level of several angiogenesis-related genes
by cDNA microarray to screen the differentially
expressed factors during the first and re-initiated treat-
ment courses and verified the results by RT-PCR
and Western blotting assay. In the re-initiated treat-
ment course, the pro-angiogenesis factor PDGF-A was
up-regulated, which may be partially responsible for
activating angiogenesis and compromising the VEGF
down-regulating effects. PDGF-A released by the tumor
cells induces proliferation and migration of endothelial
cells and vascular smooth muscle cells, suggesting a dir-
ect role for PDGF-A in angiogenesis. In human gastric
cancers, high levels of PDGF-A correlate with high-
grade carcinomas and reduced patient survival time [46].
Heinrich and colleagues’ elegant study also identified
PDGFRα-activating mutations in a subset of human
gastrointestinal stromal tumors, for which PDGFRα may
prove to be a useful molecular marker and therapeutic



Figure 4 The comparison of AKT phosphorylation status among different IFN-α treatment groups. (A) Representative image showing
Western blot analysis on HCC tissues in different treatment groups using indicated antibodies. (B) Quantification of VEGF, PDGF-A, phosphor-
Y951-VEGF receptor-2, and phosphor-AKT in IFN-α treatment tumors compared with controls are shown as mean band intensity with standard
deviation, *P < 0.05.
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target [47]. Our results showed PDGF-A was up-
regulated during the re-initiated IFN-α treatment, indi-
cating that the residual HCC cells after the first IFN-α
treatment would likely produce alternative pro-
angiogenesis stimulator PDGF-A. Thus, angiogenesis
may rely more on the PDGF pathway than on the VEGF
pathway (Additional file 1: Figure S2).
Our findings suggest that resistance to re-initiated IFN-α

treatment results from the changing role of pro-
angiogenesis factors, which enables a transition from pri-
mary dependence on VEGF signaling to PDGF-A, at least
in the LCI-D20 model. To test this hypothesis, we com-
bined the PDGFR inhibitor imatinib with re-initiated IFN-
α treatment. Indeed, the dual blockade of pro-angiogenesis
factors produced a significant inhibition of tumor growth
by 41.5% and of angiogenesis by 40% compared with the
group treated with normal saline and by 30.7% and 31.1%
compared with re-initiated IFN-α treatment alone. We also
showed that the combination of re-initiated IFN-α treat-
ment and imatinib significantly reduced phosphorylation
of PDGFR, AKT, and ERK. These results suggest that
PDGF-A plays a role in the failure of re-initiated IFN-α
treatment. Therefore, evasion of primary anti-angiogenesis
therapy differs from tumor resistance to cytotoxic chemo-
therapy and can be treated by adding another agent. To
our knowledge, this is the first report that shows evasion of
the anti-angiogenesis effect by IFN-α treatment in HCC.
The results indicate the need for further research of a more



Figure 5 Combination of immatinib with IFN-α improved the effect of the re-initiated treatment. The combination treatment of imatinib
(100 mg/kg/day) and re-initiated IFN-α (1.5 ×10 7 U/kg/day) resulted in decreased phosphorylation of PDGFR, AKT, and ERK compared with IFN
treatment alone or control group (A), and decreased tumor weight and MVD (B); Double staining of CD31 (for endothelial cells, green) and α-
SMA (for pericyte, red) showed fewer pericytes were found in tumor vessels in combination treatment group compared with IFN-α or normal
saline treatment groups (C), scale bar = 20 μm.
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complicated multistage anti-angiogenesis treatment, which
would be beneficial in clinical settings.

Conclusion
In conclusion, this study demonstrated that under pressure
of IFN-α treatment, tumor angiogenesis in LCI-D20 HCC
may shift from being VEGF/VEGFR dependent to being
PDGF-A/PDGFR dependent. Up-regulation of PDGF-A is
responsible for the failure of re-initiated IFN-α treatment in
HCC because the VEGF/VEGFR signal pathway remains
inhibited. Long-term disease control can be best achieved
by combination therapy with IFN-α and PDGF-A inhibitor
in the re-initiated IFN-α treatment. This regimen merits
further investigation in clinical studies.

Additional file

Additional file 1: Additional results including 2 figures and 2
tables. Two figures (Figure S1-S2) and two tables (Table S1-S2) were
included in this file.

http://www.biomedcentral.com/content/supplementary/1471-2407-12-439-S1.doc


Zhang et al. BMC Cancer 2012, 12:439 Page 10 of 11
http://www.biomedcentral.com/1471-2407/12/439
Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
ZYT, HCS, and JBZ participated in the design of the experiments, data
interpretation, and manuscript preparation. JBZ and HCS contributed equally
to this work. They performed the experiments, including in vitro experiments
and histological studies and in vivo experiments, analyzed the data, and
participated in writing of the manuscript. WDJ, PYZ, YBQ, XDZ, and LQK
participated in the in vivo studies and histological studies. LW, WZW, and
ZYT participated in the design of the experiments. All authors read and
approved the final manuscript.

Acknowledgment
This study was jointly supported by two grants (No. 30872504 and No.
30872505) from the National Natural Science Foundation of China, and the
Research Fund for the Doctoral Program of Higher Education of China (No.
200802461037).

Author details
1Liver Cancer Insitute, Zhongshan Hospital, Fudan University; Key Laboratory
of Carcinogenesis and Cancer Invasion, Ministry of Education, Shanghai,
China. 2Department of General Surgery, Anhui Provincial Hospital, Anhui
Medical University, Hefei 230001, P.R. China.

Received: 18 March 2012 Accepted: 26 September 2012
Published: 1 October 2012

References
1. Ferlay J, Shin HR, Bray F, et al: GLOBOCAN 2008 v2.0, cancer incidence and

mortality worldwide: IARC CancerBase No. 10 (Internet). Lyon: International
Agency for Research on Cancer; 2010. Available from: http://globocan.iarc.fr,
accessed on day/month/year.

2. Sun HC, Tang ZY: Angiogenesis in hepatocellular carcinoma: the
retrospectives and perspectives. J Cancer Res Clin Oncol 2004, 130:307–319.

3. Folkman J: Angiogenesis: an organizing principle for drug discovery? Nat
Rev Drug Discov 2007, 6:273–286.

4. Ferrara N: Vascular endothelial growth factor: basic science and clinical
progress. Endocr Rev 2004, 25:581–611.

5. Ferrara N, Gerber HP, LeCouter J: The biology of VEGF and its receptors.
Nat Med 2003, 9:669–676.

6. Guangqi E, Cao Y, Bhattacharya S, et al: Endogenous vascular endothelial
growth factor-A (VEGF-A) maintains endothelial cell homeostasis by
regulating VEGF receptor-2 transcription. J Biol Chem 2012, 287:3029–3041.

7. Olsson AK, Dimberg A, Kreuger J, et al: VEGF receptor signalling—in
control of vascular function. Nat Rev Mol Cell Biol 2006, 7:359–371.

8. Doi Y, Yashiro M, Yamada N, et al: VEGF-A/VEGFR-2 signaling plays an
important role for the motility of pancreas cancer cells. Ann Surg Oncol
2012, 19:2733–2743.

9. Vacca A, Ria R, Ribatti D, et al: A paracrine loop in the vascular endothelial
growth factor pathway triggers tumor angiogenesis and growth in
multiple myeloma. Haematologica 2003, 88:176–185.

10. Hoeben A, Landuyt B, Highley MS, et al: Vascular endothelial growth factor
and angiogenesis. Pharmacol Rev 2004, 56:549–580.

11. von Marschall Z, Scholz A, Cramer T, et al: Effects of interferon alpha on
vascular endothelial growth factor gene transcription and tumor
angiogenesis. J Natl Cancer Inst 2003, 95:437–448.

12. Wang L, Tang ZY, Qin LX, et al: High-dose and long-term therapy with
interferon-alfa inhibits tumor growth and recurrence in nude mice
bearing human hepatocellular carcinoma xenografts with high
metastatic potential. Hepatology 2000, 32:43–48.

13. Folkman JMJ, Ezekowitz RAB: Antiangiogenic therapy of haemangiomas
with interferon A. In The clinical applications of the interferons. Edited by
Stuart-Harris R, Penny R. London, England: Chapman & Hall Medical;
1997:255–265.

14. Patt YZ, Hassan MM, Lozano RD, et al: Phase II trial of systemic continuous
fluorouracil and subcutaneous recombinant interferon Alfa-2b for
treatment of hepatocellular carcinoma. J Clin Oncol 2003, 21:421–427.

15. Obi S, Yoshida H, Toune R, et al: Combination therapy of intraarterial 5-
fluorouracil and systemic interferon-alpha for advanced hepatocellular
carcinoma with portal venous invasion. Cancer 2006, 106:1990–1997.
16. Sun HC, Tang ZY, Wang L, et al: Postoperative interferon alpha treatment
postponed recurrence and improved overall survival in patients after
curative resection of HBV-related hepatocellular carcinoma: a
randomized clinical trial. J Cancer Res Clin Oncol 2006, 132:458–465.

17. Ravaud A, Dilhuydy MS: Interferon alpha for the treatment of advanced
renal cancer. Expert Opin Biol Ther 2005, 5:749–762.

18. DiPaola RS, Rafi MM, Vyas V, et al: Phase I clinical and pharmacologic
study of 13-cis-retinoic acid, interferon alfa, and paclitaxel in patients
with prostate cancer and other advanced malignancies. J Clin Oncol 1999,
17:2213–2218.

19. Gogas H, Ioannovich J, Dafni U, et al: Prognostic significance of
autoimmunity during treatment of melanoma with interferon. N Engl J
Med 2006, 354:709–718.

20. Gray RJ, Pockaj BA, Kirkwood JM: An update on adjuvant interferon for
melanoma. Cancer Control 2002, 9:16–21.

21. Agarwala SS, Kirkwood JM: Update on adjuvant interferon therapy for
high-risk melanoma. Oncology (Williston Park) 2002, 16:1177–87. discussion
1190–1192, 1197.

22. Krauze MT, Tarhini A, Gogas H, et al: Prognostic significance of
autoimmunity during treatment of melanoma with interferon. Semin
Immunopathol 2011, 33:385–391.

23. Ferrantini M, Capone I, Belardelli F: Interferon-alpha and cancer: mechanisms
of action and new perspectives of clinical use. Biochimie 2007, 89:884–893.

24. Wu CJ, Yang XF, McLaughlin S, et al: Detection of a potent humoral
response associated with immune-induced remission of chronic
myelogenous leukemia. J Clin Invest 2000, 106:705–714.

25. Fujii S: Role of interferon-alpha and clonally expanded T cells in the
immunotherapy of chronic myelogenous leukemia. Leuk Lymphoma 2000,
38:21–38.

26. Bukowski R, Ernstoff MS, Gore ME, et al: Pegylated interferon alfa-2b
treatment for patients with solid tumors: a phase I/II study. J Clin Oncol
2002, 20:3841–3849.

27. Lo CM, Liu CL, Chan SC, et al: A randomized, controlled trial of
postoperative adjuvant interferon therapy after resection of
hepatocellular carcinoma. Ann Surg 2007, 245:831–842.

28. Clavien PA: Interferon: the magic bullet to prevent hepatocellular
carcinoma recurrence after resection? Ann Surg 2007, 245:843–845.

29. Qian YB, Zhang JB, Wu WZ, et al: P48 is a predictive marker for outcome of
postoperative interferon-alpha treatment in patients with hepatitis B virus
infection-related hepatocellular carcinoma. Cancer 2006, 107:1562–1569.

30. Gerhardt H, Betsholtz C: Endothelial-pericyte interactions in angiogenesis.
Cell Tissue Res 2003, 314:15–23.

31. Pietras K, Hanahan D: A multitargeted, metronomic, and maximum-
tolerated dose “chemo-switch” regimen is antiangiogenic, producing
objective responses and survival benefit in a mouse model of cancer. J
Clin Oncol 2005, 23:939–952.

32. Carroll M, Ohno-Jones S, Tamura S, et al: CGP 57148, a tyrosine kinase
inhibitor, inhibits the growth of cells expressing BCR-ABL, TEL-ABL, and
TEL-PDGFR fusion proteins. Blood 1997, 90:4947–4952.

33. Joensuu H, Dimitrijevic S: Tyrosine kinase inhibitor imatinib (STI571) as an
anticancer agent for solid tumours. Ann Med 2001, 33:451–455.

34. Zhang T, Sun HC, Xu Y, et al: Overexpression of platelet-derived growth
factor receptor alpha in endothelial cells of hepatocellular carcinoma
associated with high metastatic potential. Clin Cancer Res 2005, 11:8557–
8563.

35. Weidner N, Semple JP, Welch WR, et al: Tumor angiogenesis and
metastasis—correlation in invasive breast carcinoma. N Engl J Med 1991,
324:1–8.

36. Deregibus MC, Cantaluppi V, Doublier S, et al: HIV-1-Tat protein activates
phosphatidylinositol 3-kinase/ AKT-dependent survival pathways in
Kaposi’s sarcoma cells. J Biol Chem 2002, 277:25195–25202.

37. de Bont ES, Fidler V, Meeuwsen T, et al: Vascular endothelial growth factor
secretion is an independent prognostic factor for relapse-free survival in
pediatric acute myeloid leukemia patients. Clin Cancer Res 2002, 8:2856–2861.

38. Poon RT, Lau CP, Cheung ST, et al: Quantitative correlation of serum levels
and tumor expression of vascular endothelial growth factor in patients
with hepatocellular carcinoma. Cancer Res 2003, 63:3121–3126.

39. Bieche I, Olivi M, Champeme MH, et al: Novel approach to quantitative
polymerase chain reaction using real-time detection: application to the
detection of gene amplification in breast cancer. Int J Cancer 1998,
78:661–666.



Zhang et al. BMC Cancer 2012, 12:439 Page 11 of 11
http://www.biomedcentral.com/1471-2407/12/439
40. Boehm T, Folkman J, Browder T, et al: Antiangiogenic therapy of
experimental cancer does not induce acquired drug resistance. Nature
1997, 390:404–407.

41. Hurwitz H, Fehrenbacher L, Novotny W, et al: Bevacizumab plus irinotecan,
fluorouracil, and leucovorin for metastatic colorectal cancer. N Engl J Med
2004, 350:2335–2342.

42. Viloria-Petit A, Crombet T, Jothy S, et al: Acquired resistance to the
antitumor effect of epidermal growth factor receptor-blocking
antibodies in vivo: a role for altered tumor angiogenesis. Cancer Res
2001, 61:5090–5101.

43. Casanovas O, Hicklin DJ, Bergers G, et al: Drug resistance by evasion of
antiangiogenic targeting of VEGF signaling in late-stage pancreatic islet
tumors. Cancer Cell 2005, 8:299–309.

44. Kerbel RS: Therapeutic implications of intrinsic or induced angiogenic
growth factor redundancy in tumors revealed. Cancer Cell 2005, 8:269–271.

45. Mizukami Y, Jo WS, Duerr EM, et al: Induction of interleukin-8 preserves
the angiogenic response in HIF-1alpha-deficient colon cancer cells. Nat
Med 2005, 11:992–997.

46. Katano M, Nakamura M, Fujimoto K, et al: Prognostic value of platelet-
derived growth factor-A (PDGF-A) in gastric carcinoma. Ann Surg 1998,
227:365–371.

47. Heinrich MC, Corless CL, Duensing A, et al: PDGFRA activating mutations
in gastrointestinal stromal tumors. Science 2003, 299:708–710.

doi:10.1186/1471-2407-12-439
Cite this article as: Zhang et al.: Up-regulation of platelet-derived
growth factor-A is responsible for the failure of re-initiated interferon
alpha treatment in hepatocellular carcinoma. BMC Cancer 2012 12:439.
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
	Conclusion
	Keywords

	Background
	Methods
	Animals
	Design of animal study
	Enzyme-linked immunosorbent assay
	Immunohistochemistry
	Immunofluorescence double staining for CD31
(endothelial cells), α smooth muscle actin (α-SMA), and
	cDNA microarray analysis
	RNA extraction and reverse transcription polymerase chain reaction (RT-PCR)
	Real-time quantitative PCR
	Protein extraction and western blotting assay
	Statistical analysis

	Results
	IFN-α inhibited tumor growth but tumor regrowth
occurred rapidly after it was discontinued
	Re-initiated IFN-α treatment did not suppress tumor growth
	Tumor response to IFN-α treatment was not influenced by pre-treatment tumor size
	Effect of IFN-α treatment on apoptosis of endothelial cells
	Changes in the angiogenesis-related gene expression profile of HCC induced by IFN-α treatment
	Effects of IFN-α on the expression of VEGF165, PDGF-A, and VEGF receptor(VEGFR)-2
	Blockage of PDGF signaling by imatinib significantly improved the efficacy of re-initiated IFN-á treatment

	Discussion
	Conclusion
	Additional file
	Competing interests
	Authors´ contributions
	Acknowledgment
	Author details
	References


<<
  /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




