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Abstract

Despite efforts to improve surgical, radiologic, and chemotherapeutic strategies, the outcome of patients with
glioblastoma (GBM) is still poor. Polo-like kinase 1 (PLK1) is a serine/threonine kinase that plays key roles in cell
cycle control and has been associated with tumor growth and prognosis. Here, we aimed at testing the radio-
sensitizing effects of the PLK1 inhibitor BI 2536 on eight GBM cell lines. For cell cycle analysis, T98G, U251, U343
MG-a, LN319, SF188, U138 MG, and U87 MG cell lines were treated with 10, 50, or 100 nM of BI 2536 for 24
hours. In addition, cell cultures exposed to BI 2536 50 nM for 24 hours were irradiated with c-rays from 60Cobalt
source at final doses of 2, 4, and 6 Gy. Combinatorial effects were evaluated through proliferation and clonogenic
capacity assays. Treatment with BI 2536 caused mitotic arrest after 24 hours, and increased apoptosis in GBM
cells. Moreover, our results demonstrate that pretreatment with this drug sensitized six out of seven GBM cell
lines to different doses of c-irradiation as shown by decreased growth and abrogation of colony-formation
capacity. Our data suggest that PLK1 blockage has a radiosensitizing effect on GBM, which could improve
treatment strategies for this devastating tumor.
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Introduction

Glioblastoma (GBM) is one of the most aggressive and
common glial tumors, and it represents the main type of

primary cancer of the central nervous system in adults. It is
associated with high mortality, a median overall survival rate
of 12.5 months in most cases, and a 2-year overall survival of
15.4%,1 being one of the hardest central nervous system tu-
mors to be treated. The actual standard treatment for GBM
combines tumor resection, chemotherapy, and radiotherapy.2

Gamma radiation is a locally effective and common
treatment strategy used in cancer, mainly due to its high
penetration that causes unrepairable DNA damage, leading
to cell death, while limiting normal tissue toxicity.3 None-

theless, the inherent radioresistance of GBM cells makes the
treatment largely unsuccessful in most cases, and patients
succumb to the disease. The inclusion of concurrent and
adjuvant chemotherapy with the alkylating agent Temozo-
lomide has only improved survival chance in a few more
months.4 Thus, the search for novel agents with more effec-
tive antitumor activity is a high priority in the treatment of
GBM.

Polo-like kinase 1 (PLK1) is a serine/threonine kinase that
plays key roles in cell cycle progression and division5 and
due to its function, this protein is found to be expressed in
proliferative cells. PLK1 has a peak of expression in G2/M
and acts as a regulator and promoter of the cell cycle: it
activates the Cdk1/Cyclin B1 complex that promotes mitosis
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entrance, promotes chromosome maturation by recruitment
of microtubules to the spindle pole bodies, and regulates the
localization of centrosomal-associated proteins and the lo-
calization of Aurora B kinase for proper maturation and
spindle assembly checkpoint. PLK1 also plays a key role in
chromosome segregation, cytokinesis, and mitosis exit
through phosphorylation and degradation of the anaphase
promoter complex and its inhibitor.6

Altered PLK1 expression has been described in different
neoplasias and correlated with prognosis.7 The inhibition of
this kinase by different methods has been shown to cause cell
cycle arrest and to increase apoptosis in several models.8

Moreover, depletion by siRNA has recently been reported to
radiosensitize rectal and head-and-neck squamous carci-
noma cells.9,10 Recently, BI 2536, an ATP-competitor dihydro-
pteridinone, has been shown to efficiently inhibit the activity
of PLK1.11 This drug has proved to be more than 1000 times
specific for PLK1 than for other kinases.12 This compound
has been tested in several tumor cells, albeit there are no
reports on its radiosensitizing effects on GBM.

Methods

Cell culture

The adult human GBM cell lines T98G, U251, U343 MG-a,
U138 MG, and U87 MG were purchased from the American
Type Culture Collection, USA. LN319 cell line was kindly
provided by Dr. Frank Furnari (Ludwig Institute for Cancer
Research), and the pediatric SF188 cell line was kindly pro-
vided by Drs. Nada Jabado and Damien Faury (McGill
University). Cells were cultured in HAM F10 (Gibco BRL,
Life Technologies�) supplemented with 10% fetal bovine
serum, penicillin (100 U/mL), and streptomycin (100 lg/mL)
at 37�C in a humidified 5% CO2 incubator.

Drug and treatments

BI 2536 was purchased from Axon Medchem, and
stock solutions were prepared in dimethyl sulfoxide (DMSO)
according to the manufacturer’s instructions and stored
at - 80�C. For experiments, cells were treated with nano-
molar concentrations (10, 50, or 100 nM) in accordance to the
literature.12 Vehicle alone was used as a control.

Cell irradiation

Cell cultures were irradiated with c-rays from 60Cobalt at a
dose rate of about 0.47 Gy/min, using a Gammatron S-80
equipment (Siemens Medical Systems, Inc.) at the Clinics
Hospital of the Faculty of Medicine of Ribeirão Preto, Uni-
versity of São Paulo.

Dose enhancement ratios (DER) by BI 2536 were calcu-
lated using the following formula: DER = (surviving fraction
at an indicated dose of radiation alone)/(surviving fraction
at an indicated dose of radiation + BI 2536). DER ratio = 1
suggests an additive radiation effect and DER >1, a supra-
additive effect as against a sub-additive effect in the case of
DER <1.13

Cell cycle analysis

For cell cycle analysis, 2 · 105 cells were seeded on 25 cm2

tissue culture flasks and treated with 10, 50, or 100 nM of BI

2536 for 24 hours. After treatment, cells were trypsinized,
fixed in 70% ethanol, stained with propidium iodide, and
analyzed on a Guava Personal Cell Analysis system (Guava
Technologies) according to the standard protocol provided
by the manufacturer. Percentages of cells in G0/G1, S, or
G2/M phase were collected and processed using the
GUAVA Cytosoft 4.2.1 version Software.

Apoptosis detection

3 · 104 cells were seeded on six-well plates and allowed to
attach. After 24 hours, the medium was replaced, and the
cells were treated with different concentrations of BI 2536
and cultured for an additional 24 hours. Briefly, the treated
cells were trypsinized, centrifuged, then mixed with 300 lL
of binding buffer, 5 lL Annexin V (BD Biosciences Pharmi-
gen), and 50 lL propidium iodide (30 lg/mL), and incubated
at 37�C for 15 minutes. Samples were then analyzed using
the GUAVA Cytosoft 4.2.1 version Software. Five thousand
events were analyzed per treatment, and cells were scored
and categorized according to differential staining.

Measurement of cell growth by XTT cell
proliferation assay

For proliferation assays, GBM cells were seeded in 25 cm2

culture flasks and treated with 50 nM BI 2536 for 24 hours,
after which the medium was replaced and the cells were
irradiated with 2, 4, and 6 Gy. After irradiation, the cells were
trypsinized, seeded in 96-well flat-bottom plates, and incu-
bated for 7 days. After that period, the culture medium was
removed and replaced with medium containing 10 lL of XTT
dye (3 mg/mL) (XTT II; Roche Molecular Biochemicals) in
each well. The plates were incubated for 2 hours at 37�C, and
the formazan product was measured at 450 nm by using an
iMark microplate reader (Bio-Rad Laboratories�). Each ex-
periment was performed in triplicate and was repeated in
three sets of tests.

Colony formation assay

Clonogenic assays were performed according to Franken
et al.14 After trypsinization, single cell suspensions of 500
cells were seeded in six-well plates and treated with BI 2536
at 50 nM concentrations for 24 hours; after that, the culture
medium was removed and replaced with drug-free medium,
and cells were treated with 2, 4, and 6 Gy of c-radiation. Cell
cultures were then incubated for 7 days, and the colonies
were rinsed with PBS, fixed with methanol, and stained with
Giemsa. Only colonies with >50 cells were counted. Assays
were performed in triplicate.

The plating efficacy (PE) represents the percentage of cells
seeded that grow into colonies under a specific culture con-
dition of a given cell line, and it was calculated as the per-
centage of the number of colonies/number of cells seeded.
The survival fraction (SF) was calculated by using the fol-
lowing formula: SF = (number of colonies formed for a spe-
cific treatment)/(number of cells seed) · (PE).14

Statistical analysis

Statistical analyses were performed by using the Sigma-
Stat software ( Jandel Scientific Company). One-way repeated-
measures analysis of variance followed by the Holm–Sidak
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Pairwise Multiple Comparison was used to establish signif-
icant differences between groups. All tests were carried out
for a = 0.05.

Results

Cell cycle analysis showed that BI 2536 after 24 hours of
treatment caused G2/M arrest in all GBM cell lines tested
when compared with untreated controls (Fig. 1A) (see Table
1). Increased apoptosis was also observed after 24 hours of
treatment with BI 2536 (Fig. 1B). Based on these results, the
concentration of 50 nM was selected to be used for combi-
natorial experiments with ionizing radiation.

A significant increase in cell death for GBM cells was
found after 24 hours of treatment with BI 2536 (Fig. 1B).
Treatment of GBM cell lines with that concentration of BI
2536 for 24 hours also caused a significant inhibition in cell
growth in all GBM cell lines used (except LN319) when
compared with control (DMSO 0.1%) (p < 0.05) (Fig. 2). Cell
proliferation was reduced by 68.5% for T98G, 64% for SF188,
53% for U251, 47.5% for U138 MG, 27.8% for U87 MG, 26.4%
for U343 MG-a, and 5% for LN319. When combined with 2,
4, and 6 Gy, results showed supra-additive effects for six out
of seven GBM cell lines, being the strongest effect observed
in the pediatric SF188 cell line (Fig. 2). On the other hand,
U87 MG showed better results when treated with irradiation
alone. However, proliferation was found to increase in some
LN319, U138 MG, and U343 MG-a cell lines after treatment

with 2 Gy; however, this increase was only significant for the
U343 MG-a cell lines.

In addition, the analysis of the capacity of GBM cell lines to
form colonies showed even more pronounced effects (see
Table 3), being supra-additive (synergic) for all cell lines at all
doses tested (see Table 2). In the case of U343 MG-a and U138
MG, the clonogenic capacity was entirely abrogated (Fig. 3A).
In addition, to confirm the radiosensitizing effect of BI 2536,
the clonogenic data were normalized to control, then com-
pared with irradiated samples, and were presented as a mean
of all GBM cell lines (Fig. 3B). Thus, PLK1 inhibition seems a
good strategy to sensitize GBM cell lines to radiation.

Discussion

GBM represents a challenge in medicine because of its
inherent chemo- and radioresistance, and also due to the
complex and redundant activation of innumerous signal-
ing pathways. The ongoing efforts to identify effective
strategies for its treatment include combinations with drugs
that target complementary or redundant pathways,2 among
which we proposed and studied the combinatorial effects of
PLK1 inhibition by BI 2536 with c-radiation on seven GBM
cell lines.

PLK1 is involved in cell cycle progression/division, con-
trolling all stages of mitosis. Its deregulation has been shown
to increase genomic instability, favoring cancer mainte-
nance15; however, the heterogeneity and prevalence in its
expression is directly associated with the proliferation rate of
the cell.16 High levels of PLK1 have been described in dif-
ferent tumor cells, including GBM,17 and its expression level
has even been correlated with prognosis.7 PLK1 inhibition by
RNAi has been demonstrated to have an antitumoral effect,
mainly causing mitotic arrest, aneuploidy, and apoptosis in
several tumor types,18 reinforcing the role of this protein in
tumor progression and maintenance.

BI 2536 is an ATP-competitor dihydropteridinone that has
been shown to be a highly specific PLK1 inhibitor, causing
blockage in mitosis and cell death.11 The pharmacological
inhibition of PLK1 by BI 2536 is highly specific and has been
proved to be well tolerated in intravenous dose regimens,
efficiently crossed the brain-blood barrier, and inhibited tu-
mor growth in vivo in several models,12 and due to this, it has
already been tested in patients in whom it has been seen to
be safe in phase I clinical trials.19,20 BI 2536 has been shown
to have anticancer activities in different tumor cells,21 mainly
due to the G2/M arrest. Moreover, PLK1 has been proved to
be essential to DNA damage repair,22 and its depletion by BI
2536 could prevent the recovery from irradiation.

Here, we reported that PLK1 inhibition causes an accu-
mulation of cells with a doubled DNA content and an in-
crease in apoptosis rate in all the GBM cell lines tested. G2/
M arrest after PLK1 inhibition has already been shown in
different cell types, including fibroblastic, primary, and
cancer cells.23–25 It is possible that after repeated efforts to
divide, cells proceed toward death through apoptosis, which
is the hallmark of PLK1 inhibition. Consistent with our
findings, increased cell death rates have also been reported
after PLK1 inhibition in pancreatic cancer cells,26 hepato-
cellular carcinomas cells,27 and squamous cell carcinoma
cells,28 among others. These confirm the importance of this
gene as a target for cancer treatment.

FIG. 1. (A) BI 2536 treatments induced blockage in mitosis
in glioblastoma (GBM) cells, with accumulation of dividing
cells at G2/M phase after 24 hours of treatment in all GBM
cell lines; (B) Increased apoptotic rates after treatment with
BI 2536 in all GBM cells lines (data are expressed as the
mean – SD of all cell lines). *p < 0.05.
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Compelling evidence has shown that combinatorial
treatment with drugs that induce G2/M arrest could en-
hance the radiosensitivity of cells.29–33 In the present study,
we demonstrate that PLK1 inhibition with BI 2536 causes
mitotic arrest in GBM cell lines, and that pretreatment with
this drug efficiently sensitizes cells to radiation by decreasing
proliferation and self-renewal in all the cell lines tested. De-
creased proliferation after treatment with BI 2536 alone has
already been demonstrated in different tumors: cervix ade-
nocarcinoma,24 leukemia,34 anaplastic thyroid carcinoma,35

melanomas,15 and osteosarcoma cells.25 Here, we also report
that the combinatorial effect of BI 2536 with radiation was

superior to treatment with the drug alone on cell prolifera-
tion, showing synergic effects. These data suggest the im-
portance of PLK1 inhibition as a sensitizer to radiation in
GBM cancer cells.

Comparatively, we also showed that clonogenic capacity
of all GBM cell lines tested was significantly diminished after
combined treatment of BI 2536 and c-radiation when com-
pared with controls and to individual treatment with either
BI 2536 or irradiation, showing a true synergistic effect. In
accordance with our results, Rodel et al.9 also demonstrated
reduced clonogenicity in rectal tumor cells using PLK1 in-
hibition by siRNA combined with radiation. Decreased

Table 1. Cell Cycle Analysis of Glioblastoma Cell Lines Treated with BI 2536 for 24 Hours

Cell line

T98G U251 U343 MG-a LN319 SF188 U138 MG U87 MG

G1 (%) DMSO 52.77 – 2.96 40.06 – 15.57 54.03 – 2.56 53.93 – 2.46 49.5 – 5.09 50.67 – 0.76 45.64 – 0.76
BI 2536 10 nM 38.21 – 7.54 29.63 – 3.41 20.40 – 3.58 33.66 – 2.86 18.41 – 2.37 44.72 – 1.84 37.68 – 4.65
BI 2536 50 nM 10.15 – 5.65 22.22 – 15.61 4.57 – 0.80 6.29 – 1.76 5.43 – 2.88 4.6 – 0.49 6.8 – 5.23
BI 2536 100 nM 10.25 – 5.16 10.77 – 8.48 11.17 – 10 3.99 – 0.26 5.65 – 0.62 5.21 – 2.02 3.36 – 0.26

S (%) DMSO 13.43 – 0.14 13.26 – 8.20 10.24 – 1.72 12.1 – 1.09 11.67 – 3.5 15.01 – 2.09 11.97 – 0.7
BI 2536 10 nM 12.50 – 0.22 11.38 – 6.1 8.94 – 0.63 7.04 – 1.10 8.67 – 5.2 17.08 – 0.57 11.2 – 0.18
BI 2536 50nM 9.23 – 1.6 6.14 – 2.84 4.91 – 2.02 3.48 – 1.54 5.99 – 6.72 5.64 – 0.63 3.92 – 2.43
BI 2536 100 nM 7.46 – 1.1 3.80 – 2.21 4.51 – 0.79 3.67 – 0.67 6.78 – 6.14 7.27 – 1.94 2.96 – 0.88

G2/M (%) DMSO 26.59 – 1.7 36.85 – 6.63 35.09 – 1.62 33.08 – 2.79 31.42 – 6.73 33.28 – 1.6 40.83 – 0.5
BI 2536 10 nM 36.03 – 5.58 55.19 – 8.53 69.58 – 3.62 58.96 – 2.33 61.59 – 1.55 35.84 – 1.16 48.91 – 5.38
BI 2536 50 nM 64.69 – 8.16 66.02 – 22.84 89.41 – 3.16 90.00 – 3.00 78.59 – 5.52 81.93 – 6.12 83.57 – 7.59
BI 2536 100 nM 70.78 – 4.15 82.58 – 9.30 81.53 – 9.42 91.81 – 0.24 78.1 – 4.52 80.65 – 5.9 91.64 – 1.05

Percentages of cells in G1, S, and G2/M phases are expressed as mean – standard deviation of triplicates.
Bold values indicate p < 0.05.
DMSO, dimethyl sulfoxide; SF, survival fraction.

FIG. 2. Reduced proliferation in GBM cell lines after treatment with BI 2536, c-radiation, or combined treatment when
compared with control (DMSO 0.2%) (*p < 0.05) are shown for each GBM cell line as a percentage of absorbance relative to
control. Pretreatment with BI 2536 50 nM significantly sensitized GBM cells to ionizing radiation. Dose enhancement ratios
(DER) = 1 suggests an additive radiation effect and DER >1, a supra-additive effect as against a sub-additive effect in the case
of DER < 1.
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clonogenicity after treatment with BI 2536 alone has previ-
ously been reported by Renner et al.34 and by Morales et al.25

in leukemia and osteosarcoma cell lines, respectively, using
different concentrations of BI 2536. In order to be able to
metastasize and to have malignant progression, cells need to
have the ability to colonize new environments. The clono-
genic assay is a central test that shows the long-term survival
and self-renewal of individual cells after treatment.36

When comparing the results of proliferation with clono-
genic capacity, differences can be seen; however, this could
be explained by the different methodologies. Once prolifer-
ation with XTT is measured, the metabolism of cells and

clonogenic capacity only measure the number of colonies
with more than 50 cells, reflecting the cell renewal of cells.
Along with the fact that 2 Gy is not considered a high dose of
radiation, it is possible to see a proliferation rate increase
after this treatment.

Table 2. Dose Enhancement Rates for each

Glioblastoma Cell Line, Irradiation Versus BI
2536 + Irradiation, Analyzed Through

Clonogenic Assay

2 Gy 4 Gy 6 Gy Cell line

BI 2536 74.167 33.667 51.667 T98G
6.76 9.4194 32.5 U251

5.8156 10.649 228 U343 MG-a
1872.7 N N U343
33.8 19.857 84 LN319

17.524 246 N SF188
N N N U138 MG

U87 cell line does not form colonies.
DER = 1 suggests an additive radiation effect and DER > 1, a supra-

additive effect as against a sub-additive effect in the case of DER <1.
N, no colonies were observed after treatment; DER, dose

enhancement ratios.

FIG. 3. (A) Reduced sur-
vival fraction (SF) in each
GBM cell line after treatment
with BI 2536, c-radiation, or
combined treatment when
compared with control. (B)
Relative SF in all GBM cell
lines after treatment with BI
2536, c-radiation, or com-
bined treatment when com-
pared with control (DMSO
0.2%) (*p < 0.05).

Table 3. Clonogenic Capacity of Glioblastoma

Cell Lines Treated with BI 2536 and

BI 2536 + Irradiation for 24 Hours

T98G U251 R286

DMSO 26.3 – 2.21 63.34 – 8.08 103.04 – 6.42
BI 12.03 – 1.53 21.26 – 1.68 52.64 – 15.96
2 Gy 5.5 – 0.68 12.25 – 1.88 21.08 – 2.33
BI + 2 Gy 4.19 – 1.24 13.63 – 2.26 12.2 – 5.46
4 Gy 10.49 – 1.42 10.11 – 5.26 22.95 – 4.55
BI + 4 Gy 0.16 – 0.76 3.14 – 1.04 9.05 – 1.6
6 Gy 0.16 – 0.1 1.30 – 0.37 1.98 – 1.24
BI + 6 Gy 0.08 – 0.13 0.42 – 0.2 0.05 – 0.13

U343 MG-a LN319 SF188 U138 MG

DMSO 28.45 – 8.01 7.74 – 1.06 11.56 – 1.23 24.86 – 2.61
BI 19.82 – 5.15 4.96 – 1.75 6.59 – 1.31 17.03 – 7.5
2 Gy 7.81 – 2.33 2.04 – 0.93 4.41 – 2.96 4.62 – 5.29
BI + 2 Gy 0.84 – 0.62 1.23 – 0.8 0.11 – 1.16 0.11 – 3.04
4 Gy 1.21 – 1.01 0.79 – 0.43 3.17 – 0.92 0.03 – 0.06
BI + 4 Gy 0.03 – 0.07 0.15 – 0.14 0.38 – 0.48 0
6 Gy 0 0.10 – 0.1 0.02 – 0.05 0
BI + 6 Gy 0 0.01 – 0.03 0 0

Represent by the mean – standard deviation for each cell line.
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GBM is a heterogeneous tumor, with variable responses to
treatment. Here, we used seven GBM cell lines, and found
that each one responded differently to BI 2536 and c-
radiation treatment; this could be mainly due to the differ-
ence in the PLK1 expression and cell metabolism (i.e., U251
expresses PLK1 gene two times more than U138 MG). GBM
radioresistance has been suggested to be caused mainly by
glioma stem-like cells; however, it is well known that the
SF188 cell line has a high percentage (7%)37 and here, we
found efficient inhibition of cell renewal (shown by colony
formation) after treatment with 6 Gy, indirectly showing the
effect of this drug on stem-like cells. In view of this, multi-
modality therapy for GBM has previously been demon-
strated to improve a patient’s survival, as has already been
proposed by several authors and including the Canadian
committee.36,38 Several phase II trials have shown synergistic
or additive effects of many drugs with different mechanisms
of action when combined with radiation and Temozolomide
in GBM39–41 though, in practice, some of these tests have not
been promising. Currently, new kinase inhibitors are being
tested in combination with Temozolomide and radiation for
cancer treatment; among them, it has been reported that
Aurora kinase inhibitors could be suitable for use as chemo-
adjuvant treatment in GBM.42 Most interestingly, different
studies have shown a certain overlap between Aurora ki-
nases and PLK1 coregulating several processes in mitosis,
and the inhibition of either of them has been shown to cause
similar phenotypes.43

In conclusion, PLK1 inhibition causes a decrease in pro-
liferation and clonogenic formation, and an increase in ap-
optosis and sensitization to radiation. These results indicate
the importance of PLK1 in GBM carcinogenesis, implying the
possibility of using this kinase as a potential target to
radiosensitize high-grade gliomas and to improve the actual
treatment.
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