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Abstract

Cell proliferation, migration, and capillary network

formation of endothelial cells are the fundamental

steps for angiogenesis, which involves the formation

of new blood vessels. The purpose of this study is

to investigate the effect of a novel aminothiazole SNS-

032 on these critical steps for in vitro angiogenesis

using a coculture system consisting of human um-

bilical vein endothelial cells (HUVECs) and human

glioblastoma cells (U87MG). SNS-032 is a potent se-

lective inhibitor of cyclin-dependent kinases 2, 7, and

9, and inhibits both transcription and cell cycle. In this

study, we examined the proliferation and viability of

HUVECs and U87MG cells in the presence of SNS-032

and observed a dose-dependent inhibition of cellular

proliferation in both cell lines. SNS-032 inhibited three-

dimensional capillary network formations of endothe-

lial cells. In a coculture study, SNS-032 completely

prevented U87MG cell–mediated capillary formation of

HUVECs. This inhibitor also prevented the migration of

HUVECs when cultured alone or cocultured with

U87MG cells. In addition, SNS-032 significantly pre-

vented the production of vascular endothelial growth

factor (VEGF) in both cell lines, whereas SNS-032 was

less effective in preventing capillary network formation

and migration of endothelial cells when an active

recombinant VEGF was added to the medium. In

conclusion, SNS-032 prevents in vitro angiogenesis,

and this action is attributable to blocking of VEGF.
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Introduction

Angiogenesis is a physiological process intrinsic to the

formation of new blood vessels from the preexisting vas-

culature. This complex process is also integral to the

development and progression of tumors, which involve

endothelial cell migration, proliferation, and differentiation,

as well as tube formation [1,2]. Angiogenesis is stimulated

by several growth factors, including basic fibroblast growth

factor (FGF), platelet-derived growth factor (PDGF), transform-

ing growth factor-a, and vascular endothelial growth factor

(VEGF) family [1,3–6]. Among these, VEGF is the most potent

tumor angiogenic factor, which acts on endothelial cells and

plays a central role in their proliferation, migration, and sur-

vival. VEGF is expressed abundantly by most human and

animal tumors [7,8]. One of the most highly angiogenic primary

solid tumors is human glioblastoma, which secretes a large

quantity of VEGF [9,10]. Human glioblastoma U87MG cells

express three major VEGF isoforms: VEGF121, VEGF165, and

VEGF185, all of which are essential for the formation of new

blood vessels and for aggressive growth of tumors [11,12].

Tumor growth and metastasis are angiogenesis-dependent.

Blocking angiogenesis, specifically targeting VEGF and its

receptors, is, therefore, a feasible strategy for preventing tumor

growth and metastasis [13–17]. Several strategies have been

used to target VEGF and its receptors, such as: 1) monoclonal

antibodies that compete with activating ligands for binding with

extracellular domain; and 2) small molecules that inhibit intra-

cellular tyrosine kinase activity. An anti-VEGF monoclonal

antibody, bevacizumab (Avastin; Genentech, Oceanside,

CA), has now been approved as first-line therapy in the

treatment of metastatic colon carcinoma, in combination with

standard chemotherapy [18]. However, the role of anti-VEGF

therapy in the treatment of other solid tumors is currently under

intense investigation.

Perturbation of cell cycle regulation is a key factor in most

human neoplasias [19]. The regulatory proteins that play key

roles in controlling cell cycle progression are cyclins, cyclin-

dependent kinases (CDKs), their substrate proteins, CDK in-

hibitors, and the tumor-suppressor gene products p53 and
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pRb. Several CDK inhibitors, such as flavopiridol, UCN-01,

CYC202, and SNS-032 (formerly known as BMS-387032),

are undergoing clinical evaluation [20,21]. Flavopiridol, a

pan-CDK inhibitor, is effective as an anticancer agent that is

associated with arresting cell growth, inducing apoptosis,

inhibiting cell migration, and preventing angiogenesis [22].

In earlier reports, Brusselbach et al. [23] demonstrated the

induction of apoptosis in human umbilical vein endothelial

cells (HUVECs) by flavopitridol and possibly through the

downregulation of survivin. Hypoxic conditions in the tumor

microenvironment have been shown to induce elevated

VEGF levels. It has been also reported that flavopiridol

prevents hypoxia-induced VEGF in several cellular systems,

including human gliomas and monocytes [24,25].

The major purposes of this research are to use a more

selective CDK inhibitor and to demonstrate its efficacy in the

prevention of tumor angiogenesis. A newer generation of

CDK antagonists (such as SNS-032) that are more selective

and less cytotoxic is now entering into clinical trials [26].

However, it is not known whether this improved selectivity

retains antitumor and antiangiogenic property or compro-

mises it. Therefore, it is necessary to obtain a clear under-

standing of whether selective inhibition of a small cohort of

CDKs impacts angiogenesis. Preclinical studies have shown

that SNS-032 induces cell cycle arrest and apoptosis across

multiple cell lines. In our recent report, we demonstrated that

SNS-032 strongly inhibits cyclooxygenase-2 (COX-2) ex-

pression induced by the proinflammatory cytokine IL-1b
[27]. COX-2 has been widely proven to play a crucial role

in tumor angiogenic development and cancer metastasis

[28–30]. COX-2 inhibitors may also inhibit tumor angio-

genesis, reducing prostaglandin (PG) production by acting

on several potential cell sources such as tumor cells, endo-

thelial cells, and stromal reactive cells [31–33]. The possible

induction of VEGF expression by PGE1 and PGE2 in a non-

neoplastic cell system suggests the probable role of COX-2

in the expression of VEGF and the regulation of tumor

angiogenesis [34,35].

To the best of our knowledge, this is the first report to

suggest that SNS-032 prevents tumor cell– induced VEGF

secretion and in vitro angiogenesis in a tumor coculture

model. As an initial step, we determined the effect of this

inhibitor on endothelial cell proliferation, migration, and cap-

illary formation. We then investigated these critical steps

of angiogenesis in endothelial cells when cocultured with

glioma cells in the presence of SNS-032. In addition, we

demonstrated that SNS-032 significantly prevented the pro-

duction of VEGF in both cell lines.

Materials and Methods

Cell Culture

The human glioblastoma U87MG cell line was purchased

from the American Type Culture Collection (Manassas, VA).

The cell line was maintained in Dulbecco’s modified Eagle’s

medium (DMEM; Gibco-BRL, Buffalo/Grand Island, NY)

supplemented with 10% fetal bovine serum, 50 U/ml penicil-

lin, 50 mg/ml streptomycin, 2 mM L-glutamine, and 25 mM

HEPES. For all experiments, cells were grown to 75%

confluency and then treated as indicated. HUVECs were

purchased from Cell Applications, Inc. (San Diego, CA), and

maintained in an endothelial cell growth medium (Cell Appli-

cations, Inc.). Both U87MG and HUVECs were cultured in a

humidified atmosphere containing 5% CO2 at 37jC.

Materials

CDK inhibitor SNS-032 (MW = 416.99) was obtained from

Sunesis Pharmaceuticals, Inc. (San Francisco, CA), dissolved

in distilled water as a 10-mM stock solution, and stored at

�20jC in 100-ml aliquots. Penicillin, streptomycin, fetal bo-

vine serum, and L-glutamine were obtained from Invitrogen

(Grand Island, NY). Recombinant human VEGF was pur-

chased from R&D Systems (Minneapolis, MN). VEGF ELISA

Development Kit was purchased from Peprotech, Inc. (Rocky

Hill, NJ). Antiactin antibody was purchased from Sigma

Aldrich Co. (St. Louis, MO). Both standard Matrigel matrix

membrane and growth factor– reduced Matrigel matrix

membrane were purchased from BD Biosciences Discovery

Labware (Bedford, MA).

Cell Viability Assay and Growth Analysis

Cell Titer-Glo (CTG; Promega, Madison, WI) luminescent

assay was performed to measure the growth curves of both

HUVECs and U87MG cells. This luminescent assay de-

termines the presence of live cells in a growing culture

based on the quantitation of adenosine triphosphate re-

leased by metabolically active cells. Briefly, U87MG cells

and HUVECs (2000 cells/well) were seeded in a 96-well

microplate (Falcon, Franklin Lakes, NJ) in a final volume

of 100 ml. After 24 hours, cells were treated with various

doses of SNS-032 (0–0.5 mM) for 24, 48, or 72 hours. After

completion of the treatment, 100 ml of CTG solution was

added to each well and incubated for 20 minutes at room

temperature in the dark. Lysate (50 ml) was transferred to a

96-well white plate (GREINER 216002, Frickenhausen, Ger-

many), and luminescence was measured by POLARstar

OPTIMA, a microplate-based multidetection reader from

BMG LABTECH (Offenburg, Germany). Each point repre-

sents the mean ± SD (bars) of four values from two inde-

pendent experiments. Percent cell growth was calculated

by considering 100% growth at the time of SNS-032 addition.

Trypan blue exclusion (TBE) assay was performed to

measure cell viability. Briefly, HUVECs and U87MG cells

(3 � 105) were seeded in a 60-mm dish. Experimental con-

ditions were the same as mentioned in the CTG assay. After

treatment for indicated times, cells were trypsinized, and

monolayer cell suspensions were prepared by the collec-

tion of both attached and floating cells. Resuspended cells

and 0.4% trypan blue (Sigma-Aldrich Co.) solutions were

mixed in equal volume, incubated at room temperature for

10 minutes, and then counted using a standard hemo-

cytometer (Fisher Scientific, Itasca, IL). Viable cells (un-

stained) and nonviable cells (stained blue) were counted,

and percent cell viability was calculated as: total viable cells

(unstained)/total cells (stained + unstained) �100.
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Tube Formation Assay

We used standard Matrigel assay to evaluate in vitro

angiogenesis activity by quantifying the tube formation of

HUVECs, as previously described [36–38]. Briefly, 48-well

culture plates were coated with 200 ml of Matrigel per well

then allowed to polymerize for 30 minutes at 37jC. SNS-032
at indicated concentrations was added to HUVEC suspen-

sion 30 minutes before seeding. Cell suspensions of 150 ml
(1.5 � 104 cells) were seeded on polymerized Matrigel.

After incubation at 37jC for 8 hours, each culture was

photographed at �100 magnification using a Nikon (Melville,

NY) camera connected to an inverted microscope. There are

three parameters by which capillary structure formation can

be measured: capillary length, number of capillaries or

branched tubes, and relative capillary area per field. Tube

formation was quantified from four randomly selected fields

per experiment by measuring the total additive length of all

cellular structures, including all branches, using a scale ruler.

To examine the effect of SNS-032 on tumor cell– induced

tube formation of HUVECs, a conditioned medium was

collected from U87MG cells as indicated and used as the

growth medium for HUVECs. Briefly, cells were seeded

at 70% confluency; after overnight incubation, cells were

treated in the presence or in the absence of SNS-032, as

indicated, for 8 hours. After 8 hours, cells were washed

thoroughly with 1� phosphate-buffered saline (PBS) and

further incubated in reduced serum containing DMEM for

another 24 hours and collected as a conditioned medium.

The conditioned medium was then used to study the in vitro

tube formation assay in HUVECs, as described above.

To examine the effect of SNS-032 on VEGF-induced tube

formation, HUVECs suspended in endothelial cell basal

medium containing 0.5% fetal bovine serum (FBS) were

seeded on a culture plate coated with growth factor–reduced

Matrigel. SNS-032 (0.5 mM) was added to the cell suspen-

sion 30 minutes before plating the cells, and recombinant

human VEGF165 (100 ng/ml) was added at the time of

seeding as indicated.

Cell Migration Assay

To investigate the cell migration of HUVECs, 8-mm-pore-

size polyethylene tetraphthalate (PET) membrane inserts for

24-well plates were used (Becton Dickinson, Bedford, MA).

HUVECs (2 � 104) in 500 ml of medium with or without SNS-

032 were seeded onto the upper compartment (insert) of

each chamber and placed into wells containing 750 ml of
complete medium. Migration chambers were then incubated

for 8 hours in 5% CO2 and 95% humidified air atmosphere

at 37jC to allow cells to migrate through the membrane.

Following incubation, the inserts were fixed in absolute

methanol for 2 minutes at room temperature and stained

with 1% toluidine blue in 1% borax for 3 minutes. The cells on

the upper surface of the insert were removed with a cotton-

tipped swab. Images were taken using a Nikon camera

connected to an inverted microscope (final magnification,

�200). Quantitation of migrating cells on the lower surface of

each filter was done by manually counting 10 random fields.

Each assay was performed in duplicate and repeated thrice.

The data collected from independent experiments were

pooled for statistical analysis.

To assay for glioblastoma cell– induced migration of endo-

thelial cells, we performed a coculture assay using migration

chambers as described by Tsujii et al. [29]. Briefly, U87MG

cells were plated (70% confluency) in the outer chamber of a

24-well plate. After overnight incubation, the cells were

treated with or without SNS-032, as indicated, for 8 hours.

After this incubation period, the cells were thoroughly washed

using 1� PBS and further incubated in reduced serum (2%)

containing DMEM for another 24 hours. An insert containing

20,000 endothelial cells was then placed onto the outer

chamber. After 12 hours of incubation at 37jC, migrated cells

were analyzed using the same procedure as described above.

Tomeasure VEGF-inducedmigration, HUVECswere sus-

pended in growth factor–reduced endothelial cell medium

and seeded in the insert with or without SNS-032. Re-

combinant VEGF (100 ng/ml) was then added to both inner

and outer chambers containing growth factor–reduced me-

dium. After 12 hours of incubation at 37jC, migrated cells

were analyzed.

VEGF Quantification By Enzyme-Linked Immunosorbent

Assay (ELISA)

The VEGF protein that was released into the conditioned

medium of U87MG cells was measured using a commer-

cially available human VEGF ELISA Development Kit

(Peprotech, Inc.). Cells (5 � 105) were seeded in six-well

plates in 2 ml of complete growth medium. Twenty-four hours

later, cells were serum-starved for 24 hours and then ex-

posed to SNS-032 (0–0.5 mM) with 1 ml of DMEM con-

taining 2% FBS. After 24 hours of incubation in 5% CO2 at

37jC and 95% humidified air to allow VEGF protein se-

cretion, the conditioned medium was collected, and 1 mM

phenyl methyl sulphonyl fluoride (PMSF) was added. The

supernatant was clarified by centrifugation for 5 minutes at

14,000 rpm, aliquoted, and stored at �80jC until analysis.

Isolation and Analysis of RNA

U87MG cells were treated as indicated. Total RNA was

isolated using TRIzol (Invitrogen, Carlsbad, CA) according to

the manufacturer’s protocol, quantified by measuring absor-

bance at 260 nm, and stored at�70jC. Single-tube one-step

reverse transcription–polymerase chain reaction (RT-PCR)

was performed using a one-step RT-PCR kit (Invitrogen). The

assay was carried out in a 50-ml reaction mixture containing

2 ml (100 ng) of total RNA, 200 nM of VEGF primers 5V-

CGAAGTGGTGAAGTTCATGGATG-3V (sense) and 5V-

TTCTGTATCAGTCTTTCCTGGT-3V (antisense), 100 nM of

b-actin primers 5V-GTACCACTGGCATCGTGATGGACT-3V

(sense) and 5V-ATCCACACGGAGTACTTGCGCTCA-3V

(antisense), 25 ml of a 2� reaction mixture (0.4 mM of each

dNTP, 3.2 mM MgSO4), and 2 ml of a SuperScript III/RT

Platinum Taq Mix (Invitrogen, Carlsbad, CA). Cycling con-

ditions were as follows: reverse transcription at 51jC for

25 minutes, inactivation of reverse transcriptase and activa-

tion of Platinum Taq DNA polymerase (Invitrogen) at 94jC
for 2 minutes, 35 cycles of 94jC for 15 seconds, 55jC for
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30 seconds, and 68jC for 1 minute, with a final extension at

68jC for 5 minutes. The resulting PCR product (10 ml) was
analyzed on 2% agarose gels stained with ethidium bromide.

Quantitation of bands was performed with the National Insti-

tutes of Health Image J software (version 1.62).

Statistical Analysis

All experiments were performed in triplicate. Results are

expressed as mean ± SD. Statistical significance was deter-

mined by two-tailed Student’s t test and equal variances

using Microsoft Excel (Microsoft, Redmond, WA) and ex-

pressed as P < .05.

Results

Growth-Inhibitory Effect of SNS-032

In this study, we investigated the effects of the cell cycle

inhibitor SNS-032 on several physiologic events, including

migration, capillary formation, and VEGF regulation, that are

critical in tumor growth and metastasis. First, we measured

the growth characteristics of both endothelial and glioma cells

in response to SNS-032 using the CTG assay (Promega).

As shown in Figure 1, A and D, HUVECs and U87MG cells

were treated with increasing concentrations of SNS-032

(0–0.5 mM) from 0 to 72 hours. In this assay, percent cell

growth was calculated relative to 100% growth at the time

of SNS-032 addition. We observed that SNS-032 dose-

dependently inhibited the growth of both cell lines. A four-fold

increase (400%) in the growth of HUVECs was noticed at

72 hours in the absence of SNS-032. Treatment with 0.1 mM
SNS-032 decreased cell growth by almost two-fold (150%

and 200%) at 48 and 72 hours, respectively (Figure 1A).

Complete growth inhibition was obtained at 48 hours when

HUVECs were treated with higher doses of SNS-032 (0.3 and

0.5 mM). We also noticed that the treatment of SNS-032 at

these two concentrations had an even lower cell growth

below 100% at 72 hours, indicating possible cell death. We

then performed TBE assay (Figure 1B) to determine the

viability of HUVECs using identical doses of SNS-032 and,

at the same time, points used in CTG experiments (Fig-

ure 1A). Our results showed significant death of HUVECs

Figure 1. Effect of SNS-032 on HUVEC and U87MG cellular growth and viability. (A and D) Cell growth was measured by CTG luminescent assay in 96-well plates

in the presence of increasing doses of SNS-032, as indicated, for 24, 48, and 72 hours, and the results are expressed as percent growth inhibition in response to

SNS-032 (A, HUVEC; D, U87MG). *P < .001 compared with untreated control (0 �M). (B and E) Cell viability was measured by TBE assay. Treatment conditions

were identical as indicated in the CTG assay, and results were expressed as percent viability (B, HUVEC; E, U87MG). *P < .01 compared with untreated control

(0 �M). (C and F) Immunoblot analysis of survivin. Cells were treated as indicated, and lysates were collected at the indicated time points and immunoblotted with

survivin antibodies (C, HUVEC; F, U87MG). Bars = SD of six replicates from two independent experiments.
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(> 60%) at 72 hours when treated with 0.5 mM SNS-032. In

the case of U87MG cells, a similar growth-inhibitory effect of

SNS-032 was obtained. An exponential growth curve was

attained in untreated cells where a six-fold growth induction

(600%) was observed after 72 hours of incubation. However,

a two-fold inhibition (300%) of U87MG cell growth was

found at 72 hours in the presence of 0.1 mM SNS-032, and

treatment with higher doses of SNS-032 (0.3 and 0.5 mM)

prevented cell proliferation by almost three-fold (200%; Fig-

ure 1D). In contrast to HUVECs, growth inhibition of U87MG

cells was not associated with cell death, as confirmed in TBE

assay (Figure 1E ). The expression level of survivin, which is

an antiapoptotic protein, was also measured in response to

SNS-032 in both cell lines. A temporal decrease in survivin

expression was noticed in HUVECs (Figure 1C) in response

to SNS-032, whereas no significant change in survivin level

was observed in U87MG cells (Figure 1F ) in the presence

of 0.5 mM SNS-032. We observed no cytotoxic effect of SNS-

032 in these two cell lines for 24 hours; therefore, we selected

a treatment time frame of V 24 hours for SNS-032 for the

remaining experiments.

SNS-032 Inhibited Endothelial Tube Formation

An important function of HUVEC is that it can form capillary-

like structures spontaneously on Matrigel; this function is

crucial in blood vessel formation. Because SNS-032 strongly

inhibits HUVEC cell survival and growth, we examine the ef-

fect of this drug on HUVEC function. In this study, a HUVEC

suspension containing increasing doses of SNS-032 (0.0, 0.1,

0.3, and 0.5 mM) was plated on Matrigel-coated plates. In a

normal growth medium, HUVECs align and form cords that

ultimately become the pattern for new capillary structure

(Figure 2A). In this study, we counted the total number of

branched tubes per field formed after 8 hours of treatment

with SNS-032. The data showed that treatment of SNS-032

resulted in a dose-dependent inhibition of capillary tube for-

mation. Capillary formation was inhibited by 27% at 0.1 mM
and by 65% at 0.3 mM, whereas at 0.5 mM SNS-032, > 90%

of capillary formation was inhibited (Figure 2B). A bar graph

(pooled data from three independent experiments) shows

that SNS-032 significantly reduced the average number of

branched tubes compared to untreated controls, and reduction

was in an SNS-032 dose-dependent fashion.

SNS-032 Inhibited Endothelial Cell Migration

The migration and invasion of endothelial cells through

basement membranes are a crucial step in the develop-

ment of new blood vessels [39,40]. In this experiment, we

measure the ability of SNS-032 in these critical events in

endothelial cells using a migration chamber. HUVECs (2 �
104) were seeded onto chamber inserts and allowed to

migrate for 8 hours. Representative images are shown in

Figure 3A, and pooled results from three independent ex-

periments are plotted in Figure 3B. The data demonstrated

that SNS-032 treatment efficiently suppressed HUVEC mi-

gration for 8 hours in a dose-dependent manner. SNS-032

treatment inhibited 36%, 50%, and 60% of endothelial cell

migration at 0.1, 0.3, and 0.5 mM, respectively. We also

monitored HUVEC migration in the presence of SNS-032

at an earlier time point (3 hours) and found similar results

(data not shown).

SNS-032 Inhibited VEGF Expression

VEGF is a critical factor in new blood vessel formation

[4,41,42]. In a tumor microenvironment, cancer cells secrete

a high level of VEGF that binds to receptors on surrounding

Figure 2. Effect of SNS-032 on tube formation by HUVECs. Cells were

seeded on Matrigel-coated wells in the presence of different doses of SNS-

032, as indicated, and incubated for 8 hours to form a capillary network, and

the total number of branched tubes was then counted. The assay was run in

duplicate and repeated thrice. (A) Representative images of capillary network

formation. (B) Statistical analysis of three independent experiments. Bars,

SD. *P < .05 and **P < .001 compared with untreated control.
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observed at 0.5 mM SNS-032 at the same time point,

whereas a 21% inhibition of VEGF level was obtained at

0.1 mM SNS-032. Pooled results from three independent

experiments are shown in Figure 4A. We also demon-

strated that this inhibition of VEGF by SNS-032 in U87MG

cells was not due to cell death, as shown in Figure 1. In

contrast, untreated HUVECs released a very low level VEGF

(0.75 pg/ml), as shown in Figure 4B; therefore, we use CoCl2
to induce VEGF expression in this cell line. CoCl2 is a

hypoxia mimetic agent and is known to induce VEGF ex-

pression by upregulating hypoxia-inducible factor (HIF) 1

[25]. A 2.5-fold induction of VEGF was achieved on treat-

ment with CoCl2, and a dose-dependent decrease of VEGF

was noticed when increasing concentrations of SNS-032

were added in the presence of CoCl2 (Figure 4B). To inves-

tigate whether SNS-032 inhibited VEGF secretion through

its ability to inhibit gene transcription, we next determined

the effect of SNS-032 treatment on the levels of VEGF

mRNA expression in U87MG cells. Thus, after collecting

conditioned medium for VEGF estimation, total RNA was

extracted from remaining cells, and mRNA levels of VEGF

were measured by RT-PCR (Figure 4C). VEGF exists in at

least four different isoforms of 121, 165, 189, and 206 amino

acids that are produced by the alternative splicing of VEGF

mRNA from a single gene [45,46]. In the majority of cells and

tissues, isoforms of VEGF121 and VEGF165 are detected.

Our results show that treatment with SNS-032 reduces

the level of these two isoforms in U87MG cells in a dose-

dependent fashion (Figure 4C). Data presented in Figure 4D

are a densitometric analysis of the relative expression level of

these two isoforms that were performed in three independent

experiments. Around 85% and 60% reduction in VEGF121 and

VEGF165 isoforms, respectively, were obtained in response to

0.3 mM SNS-032 in U87MG cells (P < .001).

SNS-032 Inhibited U87MG Cell– Induced Capillary

Formation of Endothelial Cells

In this experiment, our objective was to determine: 1)

whether glioblastoma cells can induce the capillary formation

of HUVECs; and 2) to monitor the effect of SNS-032 on this

event. Therefore, we used conditioned media from U87MG

cells treated with or without SNS-032, as described in

Materials and Methods section. A HUVEC suspension was

then prepared in this conditioned medium and plated onto a

Matrigel-coated plate. Images were taken after 8 hours of

incubation; results are presented in Figure 5A, and pooled

results from three independent experiments are shown in

Figure 5B. It is clearly seen from the results that the condi-

tioned medium (without SNS-032) from U87MG cells in-

duced tube formation by three-fold compared to controls

(nonconditioned media, DMEM only). However, SNS-032–

treated conditioned media from U87MG cells produced a

complete prevention of tube formation (Figure 5B; P < .001).

We also measured the VEGF level in the conditioned

medium obtained from U87MG cells, and a 50% inhibition

of VEGF production was noticed in the presence of SNS-032

(Figure 5C). These results demonstrate that the function of

HUVEC is augmented by glioblastoma cells as measured by

capillary formation and that this activity is downregulated

when treated with SNS-032. Blocking VEGF synthesis in

glioblastoma cells is one of the major factors causing the

inhibition of HUVEC function.

SNS-032 Inhibited U87MG Cell– Induced Migration

of Endothelial Cells

Using a coculture assay, we next tested the effect of SNS-

032 on endothelial cell (HUVEC) migration induced by tumor

cells. As mentioned earlier, the coculture study was per-

formed based on the previous assay performed by Tsujii

et al., and a schematic diagram of this assay is presented in

Figure 6A. Representative images are shown in the middle

panel (Figure 6, B–D), and pooled results from three inde-

pendent experiments performed in triplicate are shown as

a bar graph in the lower panel (Figure 6E ). As shown in

Figure 6E, HUVECs cocultured with U87MG cells migrated

2.6-fold faster compared to HUVECs alone (Figure 6B). This

increased migration of HUVECs was prevented significantly

when U87MG cells were treated with SNS-032. In a parallel

experiment, we collected the medium from the bottom

chamber and measured the VEGF level, finding it to be sig-

nificantly inhibited in the presence of SNS-032 (data not

shown). These results show an increased migration of endo-

thelial cells through a matrix when cocultured with glio-

blastoma cells, and this migration is severely inhibited

when U87MG cells are treated with SNS-032.

SNS-032 Partially Inhibited VEGF-Induced Capillary

Formation and Migration of Endothelial Cells

In the previous experiment, we demonstrated that SNS-

032 inhibited tumor cell– induced capillary formation and the

motility of endothelial cells using a coculture assay. The

purpose of this experiment is to investigate the effect of

SNS-032 on endothelial cell capillary formation and migra-

tion when a functionally active VEGF was added to the

culture medium. An active form of human recombinant VEGF

(100 ng/ml) was added to the growth factor–reduced endo-

thelial cell medium either in the presence or in the absence of

SNS-032, and then we measured capillary formation and

migration. Results presented in Figure 7, A and B, show that

exogenous treatment of VEGF induced tube formation by

almost three-fold when compared to untreated controls.

However, the induction was partially inhibited (f23%), as

opposed to near-complete inhibition observed in Figure 5B

by SNS-032 treatment. In the next experiment, we deter-

mined the effect of SNS-032 on HUVEC migration induced

by the addition of exogenous VEGF. Results indicate a two-

fold induction of endothelial cell migration at 8 hours after the

addition of VEGF, and partial reduction in migration (< 25%)

was observed in the presence of SNS-032 (Figure 7, C and

D). These results indicate that SNS-032 prevents in vitro

angiogenesis primarily by blocking the production of VEGF.

Discussion

Angiogenesis, or the formation of new blood vessels, is

important for tumor growth and progression, as the process

376 SNS-032 Inhibits In Vitro Angiogenesis Ali et al.

Neoplasia . Vol. 9, No. 5, 2007









[2] Frelin C, Ladoux A, and D’Angelo G (2000). Vascular endothelial growth

factors and angiogenesis. Ann Endocrinol 61, 70–74.

[3] Brem S (1999). Angiogenesis and cancer control: from concept to thera-

peutic trial. Cancer Control 6, 436–458.

[4] Carmeliet P (2005). VEGF as a key mediator of angiogenesis in cancer.

Oncology 69 (Suppl 3), 4–10.

[5] Shih AH and Holland EC (2006). Platelet-derived growth factor (PDGF)

and glial tumorigenesis. Cancer Lett 232, 139–147.

[6] Vinals F and Pouyssegur J (2001). Transforming growth factor beta1
(TGF-beta1) promotes endothelial cell survival during in vitro angio-

genesis via an autocrine mechanism implicating TGF-alpha signaling.

Mol Cell Biol 21, 7218–7230.

[7] Ferrara N (2004). Vascular endothelial growth factor: basic science and

clinical progress. Endocr Rev 25, 581–611.

[8] Risau W and Flamme I (1995). Vasculogenesis. Annu Rev Cell Dev Biol

11, 73–91.

[9] Cantarella G, Risuglia N, Dell’eva R, Lempereur L, Albini A, Pennisi G,

Scoto GM, Noonan DN, and Bernardini R (2006). TRAIL inhibits angio-

genesis stimulated by VEGF expression in human glioblastoma cells.

Br J Cancer 94, 1428–1435.

[10] Acker T and Plate KH (2004). Hypoxia and hypoxia inducible factors

(HIF) as important regulators of tumor physiology. Cancer Treat Res

117, 219–248.

[11] Hicklin DJ and Ellis LM (2005). Role of the vascular endothelial growth

factor pathway in tumor growth and angiogenesis. J Clin Oncol 23,

1011–1027.

[12] Fischer I, Gagner JP, Law M, Newcomb EW, and Zagzag D (2005).

Angiogenesis in gliomas: biology and molecular pathophysiology. Brain

Pathol 15, 297–310.

[13] Folkman J (1971). Tumor angiogenesis: therapeutic implications. N Engl

J Med 285, 1182–1186.

[14] Mohamedali KA, Kedar D, Sweeney P, Kamat A, Davis DW, Eve BY,

Huang S, Thorpe PE, Dinney CP, and Rosenblum MG (2005). The

vascular-targeting fusion toxin VEGF121/rGel inhibits the growth of

orthotopic human bladder carcinoma tumors. Neoplasia 7, 912–920.

[15] Ran S, Mohamedali KA, Luster TA, Thorpe PE, and Rosenblum MG

(2005). The vascular-ablative agent VEGF(121)/rGel inhibits pul-

monary metastases of MDA-MB-231 breast tumors. Neoplasia 7,

486–496.

[16] Reichardt W, Hu-Lowe D, Torres D, Weissleder R, and Bogdanov A Jr

(2005). Imaging of VEGF receptor kinase inhibitor – induced anti-

angiogenic effects in drug-resistant human adenocarcinomamodel.Neo-

plasia 7, 847–853.

[17] Reiland J, Kempf D, Roy M, Denkins Y, and Marchetti D (2006). FGF2

binding, signaling, and angiogenesis are modulated by heparanase in

metastatic melanoma cells. Neoplasia 8, 596–606.

[18] Cardones AR and Banez LL (2006). VEGF inhibitors in cancer therapy.

Curr Pharm Des 12, 387–394.

[19] Benson C, Kaye S, Workman P, Garrett M, Walton M, and de Bono J

(2005). Clinical anticancer drug development: targeting the cyclin-

dependent kinases. Br J Cancer 92, 7 –12.

[20] Senderowicz AM (2003). Novel direct and indirect cyclin-dependent

kinase modulators for the prevention and treatment of human neo-

plasms. Cancer Chemother Pharmacol 52 (Suppl 1), S61–S73.

[21] Swanton C (2004). Cell-cycle targeted therapies. Lancet Oncol 5,

27–36.

[22] Senderowicz AM (2003). Novel small molecule cyclin-dependent kinases

modulators in human clinical trials. Cancer Biol Ther 2, S84–S95.

[23] Brusselbach S, Nettelbeck DM, Sedlacek HH, and Muller R (1998). Cell

cycle– independent induction of apoptosis by the anti-tumor drug flavo-

piridol in endothelial cells. Int J Cancer 77, 146–152.

[24] Melillo G, Sausville EA, Cloud K, Lahusen T, Varesio L, and Senderowicz

AM (1999). Flavopiridol, a protein kinase inhibitor, down-regulates hyp-

oxic induction of vascular endothelial growth factor expression in

human monocytes. Cancer Res 59, 5433–5437.

[25] Newcomb EW, Ali MA, Schnee T, Lan L, Lukyanov Y, Fowkes M,

Miller DC, and Zagzag D (2005). Flavopiridol downregulates hypoxia-

mediated hypoxia-inducible factor-1alpha expression in human glioma

cells by a proteasome-independent pathway: implications for in vivo

therapy. Neuro-Oncology 7, 225–235.

[26] Shapiro GI (2006). Cyclin-dependent kinase pathways as targets for

cancer treatment. J Clin Oncol 24, 1770–1783.

[27] Mukhopadhyay P, Ali MA, Nandi A, Carreon P, Choy H, and Saha D

(2006). The cyclin dependent kinase 2 inhibitor downregulates inter-

leukin 1-beta mediated induction of cyclooxygenase 2 expression in

human lung carcinoma cells. Cancer Res 66, 1758–1766.

[28] Dempke W, Rie C, Grothey A, and Schmoll HJ (2001). Cyclooxygenase-

2: a novel target for cancer chemotherapy? J Cancer Res Clin Oncol

127, 411–417.

[29] Tsujii M, Kawano S, Tsuji S, Sawaoka H, Hori M, and DuBois RN (1998).

Cyclooxygenase regulates angiogenesis induced by colon cancer cells.

Cell 93, 705–716.

[30] Wu G, Luo J, Rana JS, Laham R, Sellke FW, and Li J (2006). In-

volvement of COX-2 in VEGF-induced angiogenesis via P38 and

JNK pathways in vascular endothelial cells. Cardiovasc Res 69,

512–519.

[31] Jones MK, Wang H, Peskar BM, Levin E, Itani RM, Sarfeh IJ, and

Tarnawski AS (1999). Inhibition of angiogenesis by nonsteroidal anti-

inflammatory drugs: insight into mechanisms and implications for

cancer growth and ulcer healing. Nat Med 5, 1418–1423.

[32] Williams CS, Sheng H, Brockman JA, Armandla R, Shao J, Washington

MK, Elkahloun AG, and DuBois RN (2001). A cyclooxygenase-2 inhibi-

tor (SC-58125) blocks growth of established human colon cancer xeno-

grafts. Neoplasia 3, 428–436.

[33] Saha D, Datta PK, Sheng H, Morrow JD, Wada M, Moses HL, and

Beauchamp RD (1999). Synergistic induction of cyclooxygenase-2 by

transforming growth factor-beta1 and epidermal growth factor inhibits

apoptosis in epithelial cells. Neoplasia 1, 508–517.

[34] Form DM and Auerbach R (1983). PGE2 and angiogenesis. Proc Soc

Exp Biol Med 172, 214–218.

[35] Harada S, Nagy JA, Sullivan KA, Thomas KA, Endo N, Rodan GA, and

Rodan SB (1994). Induction of vascular endothelial growth factor ex-

pression by prostaglandin E2 and E1 in osteoblasts. J Clin Invest 93,

2490–2496.

[36] Shyu KG, Tsai SC, Wang BW, Liu YC, and Lee CC (2004). Saikosaponin

C induces endothelial cells growth, migration and capillary tube for-

mation. Life Sci 76, 813–826.

[37] Newcomb EW, Lukyanov Y, Schnee T, Ali MA, Lan L, and Zagzag D

(2006). Noscapine inhibits hypoxia-mediated HIF-1alpha expression

and angiogenesis in vitro: a novel function for an old drug. Int J Oncol

28, 1121–1130.

[38] Chang H, Shyu KG, Lee CC, Tsai SC, Wang BW, Hsien Lee Y, and Lin S

(2003). GL331 inhibits HIF-1alpha expression in a lung cancer model.

Biochem Biophys Res Commun 302, 95–100.

[39] Hotchkiss KA, Ashton AW, Mahmood R, Russell RG, Sparano JA, and

Schwartz EL (2002). Inhibition of endothelial cell function in vitro and

angiogenesis in vivo by docetaxel (Taxotere): association with impaired

repositioning of the microtubule organizing center. Mol Cancer Ther 1,

1191–1200.

[40] Bao S, Wu Q, Sathornsumetee S, Hao Y, Li Z, Hjelmeland AB, Shi Q,

McLendon RE, Bigner DD, and Rich JN (2006). Stem cell – like glioma

cells promote tumor angiogenesis through vascular endothelial growth

factor. Cancer Res 66, 7843–7848.

[41] Ferrara N (1999). Molecular and biological properties of vascular endo-

thelial growth factor. J Mol Med 77, 527–543.

[42] Folkman J (1995). Angiogenesis in cancer, vascular, rheumatoid and

other disease. Nat Med 1, 27–31.

[43] Grunstein J, Roberts WG, Mathieu-Costello O, Hanahan D, and Johnson

RS (1999). Tumor-derived expression of vascular endothelial growth fac-

tor is a critical factor in tumor expansion and vascular function. Cancer

Res 59, 1592–1598.

[44] Holash J, Maisonpierre PC, Compton D, Boland P, Alexander CR,

Zagzag D, Yancopoulos GD, and Wiegand SJ (1999). Vessel co-

option, regression, and growth in tumors mediated by angiopoietins

and VEGF. Science 284, 1994–1998.

[45] Houck KA, Ferrara N, Winer J, Cachianes G, Li B, and Leung DW

(1991). The vascular endothelial growth factor family: identification of

a fourth molecular species and characterization of alternative splicing

of RNA. Mol Endocrinol (Baltimore, MD) 5, 1806–1814.

[46] Leung DW, Cachianes G, Kuang WJ, Goeddel DV, and Ferrara N

(1989). Vascular endothelial growth factor is a secreted angiogenic

mitogen. Science 246, 1306–1309.

[47] Chaudhry IH, O’Donovan DG, Brenchley PE, Reid H, and Roberts

IS (2001). Vascular endothelial growth factor expression correlates

with tumour grade and vascularity in gliomas. Histopathology 39,

409–415.

[48] Dunn IF, Heese O, and Black PM (2000). Growth factors in glioma angio-

genesis: FGFs, PDGF, EGF, and TGFs. J Neuro-Oncol 50, 121–137.

[49] Machein MR and Plate KH (2000). VEGF in brain tumors. J Neuro-

Oncol 50, 109–120.

[50] Berkman RA, Merrill MJ, Reinhold WC, Monacci WT, Saxena A, Clark

WC, Robertson JT, Ali IU, and Oldfield EH (1993). Expression of the

vascular permeability factor/vascular endothelial growth factor gene in

central nervous system neoplasms. J Clin Invest 91, 153–159.

380 SNS-032 Inhibits In Vitro Angiogenesis Ali et al.

Neoplasia . Vol. 9, No. 5, 2007



[51] Senderowicz AM (2002). Cyclin-dependent kinases as new targets for

the prevention and treatment of cancer. Hematol/Oncol Clin North Am

16, 1229–1253.

[52] Senderowicz AM (2003). Cell cycle modulators for the treatment of lung

malignancies. Clin Lung Cancer 5, 158–168.

[53] Tran J, Master Z, Yu JL, Rak J, Dumont DJ, and Kerbel RS (2002). A

role for survivin in chemoresistance of endothelial cells mediated by

VEGF. Proc Natl Acad Sci USA 99, 4349–4354.

[54] Wall NR, O’Connor DS, Plescia J, Pommier Y, and Altieri DC (2003).

Suppression of survivin phosphorylation on Thr34 by flavopiridol en-

hances tumor cell apoptosis. Cancer Res 63, 230–235.

[55] Dvorak HF, Detmar M, Claffey KP, Nagy JA, van de Water L, and

Senger DR (1995). Vascular permeability factor/vascular endothelial

growth factor: an important mediator of angiogenesis in malignancy

and inflammation. Int Arch Allergy Immunol 107, 233–235.

[56] Tsujii M, Kawano S, and DuBois RN (1997). Cyclooxygenase-2 expres-

sion in human colon cancer cells increases metastatic potential. Proc

Natl Acad Sci USA 94, 3336–3340.

SNS-032 Inhibits In Vitro Angiogenesis Ali et al. 381

Neoplasia . Vol. 9, No. 5, 2007


