
Abstract. The cytotoxic activity of bleomycin (BLM) was
evaluated in cisplatin (CDDP)-sensitive (A2780) and -
resistant (2780CP) human ovarian cancer cells, and the
mechanism of increased antitumor activity of BLM in the
2780CP cells was investigated. Compared with the A2780 cells,
the 2780CP cells exhibited a 4.5-fold increase in resistance to
CDDP, but were 4.0-fold more sensitive to BLM. The cellular
glutathione (GSH) levels in the 2780CP cells were significantly
higher than those in the A2780 cells, however, GSH depletion
in the 2780CP cells below the levels in the A2780 cells by
using buthionine-[S,R]-sulfoximine (BSO) did not affect the
sensitivity to BLM. BLM decreased 5-bromo-2’-deoxyuridine
(BrdU) incorporation after 24-h exposure by 27.5% -90%
compared to that of the untreated control at BLM doses of
25-500 ng/ml in the 2780CP cells, but only by 1.5% -45.8% in
the A2780 cells. Furthermore, in the 2780CP cells, the
percentage of S-phase cells markedly decreased, with an
increase in G2/M-phase cells as determined by flow cytometry
after exposure to BLM. The enhanced cytotoxity of BLM in
CDDP-resistant 2780CP cells could be attributed to BLM-
induced G2/M accumulation and significantly inhibited DNA
synthesis, not to increased cellular GSH levels.

Cisplatin (CDDP) is considered one of the most effective
antitumor agents in the treatment of a wide range of human
malignancies, however, the emergence of acquired resistance to

the drug remains a major clinical problem. Tumor cells with
acquired resistance to a certain antitumor agent are frequently
cross-resistant to other structurally and functionally unrelated
antineoplastic drugs (1-4). CDDP-resistant 2780CP cells
established in vitro from A2780, a human ovarian cancer cell
line, also showed marked cross-resistance to 5-fluorouracil
(5-FU), a pyrimidine antagonist belonging to the group of
antitumor agents termed antimetabolites, amphotericin B, a
polyene antibiotic increasing the permeability of the cell
membrane, and aphidicolin, a specific inhibitor of DNA
polymerase α, in our previous research (5-7). Less commonly,
drug-resistant tumor cells exhibit collateral sensitivity to other
agents (8, 9). Bleomycin (BLM) is a family of glycopeptide-
derived antibiotics and exerts its therapeutic activity by binding
to DNA, especially adjacent to guanine residues. BLM is not a
routinely used antineoplastic drug for the treatment of human
ovarian cancer, although it is active against several human
carcinomas, including cancer of the head and neck, testicular
carcinomas and Hodgkin’s disease (10). However, investigating
the mechanisms of sensitivity to BLM would be useful in
overcoming not only acquired resistance, but intrinsic resistance
to BLM. Glutathione (GSH) is an intracellular non-protein
compound, which plays a key role as a drug detoxification
compound (11, 12), and elevated intracellular GSH levels have
been found to be part of the CDDP-resistant phenotype in many
studies (13, 14), including in a human ovarian cancer cell line
(11, 15). The effect of the GSH level on BLM sensitivity and
the effects of BLM on cell progression and DNA synthesis
ability in CDDP-resistant 2780CP cells were investigated.

Materials and Methods

Chemicals. Eagle’s minimum essential medium (MEM) was
obtained from Nissui (Tokyo, Japan); fetal bovine serum (FBS) and
trypsin were from GIBCO (Grand Island, NY, USA); CDDP and

2663

Correspondence to: Toshiko Tanaka, Division of Multidisciplinary
Studies, Department of Bioscience, Kyushu Dental College, 2-6-1
Manazuru, Kokura-kitaku, Kitakyushu 803-8580, Japan. Fax: +81
935826000, e-mail: tana-tos@kyu-dent.ac.jp

Key Words: Bleomycin, cisplatin, glutathione, cell cycle, DNA
synthesis, cisplatin resistance.

ANTICANCER RESEARCH 28: 2663-2668 (2008)

Increased Glutathione Level Is not Involved in Enhanced
Bleomycin Sensitivity in Cisplatin-resistant 2780CP Cells

TOSHIKO TANAKA1, HIDEO KUROKAWA2, KOJI MATSUNO3,
SHINOBU MATSUMOTO4 and YUTAKA HAYASHIDA5

1Division of Multidisciplinary Studies, Department of Bioscience, 4Division of Diagnostic Radiology,
Department of Oral Diagnostic Science and 5Division of Surgery, Department of Control for Physical Functions,

Kyushu Dental College, 2-6-1 Manazuru, Kokura-kitaku, Kitakyushu 803-8580;
2Department of Oral and Maxillofacial Surgery, Oita Red Cross Hospital, 3-2-37 Chiyo-machi, Oita 870-0033;

3Faculty of Hygienic Chemistry, School of Pharmaceutical Science,
Kyushu University of Health and Welfare, 1714-1 Yoshino-machi, Nobeoka, Miyazaki 882-8580, Japan

0250-7005/2008 $2.00+.40



BLM were from Nippon Kayaku (Tokyo, Japan); buthionine-[S,R]-
sulfoximine (BSO), propidium iodide (PI) and RNase were from
Sigma (St. Louis, MO, USA); 3-(4,5-dimethyl-2-thiazol)-2,5-
diphenyl-2H-tetrazolium bromide (MTT) and the total glutathione
quantification kit were from Dojindo (MD, USA); cell proliferation
ELISA BrdU kit was from Roche (Penzberg, Germany) and
L-glutamine was from Wako (Tokyo, Japan).

Cell line and culture. The A2780 cell line, an ovarian cancer cell
line derived from an untreated patient and the CDDP-resistant
2780CP cell line, which was produced by step-wise exposure of
A2780 cells to increasing concentrations of CDDP up to 70 μM
(16) were provided by T. C. Hamilton (Fox Chase Cancer Center,
Philadelphia, Pa.) and used. Both cell lines were maintained as
monolayers in MEM supplemented with 10% (v/v) FBS, 60 μg/ml
kanamycin and 0.3 mg/ml glutamine at 37˚C in a humidified
atmosphere of 5% CO2-95% air.

Drug treatment. Log-phase growing cells were plated at a density
of 500 cells/well for the cytotoxicity studies and 5×103 cells/well
for DNA synthesis in a 96-well microplate, and at a density of
5×105 cells/dish for the GSH assays and 1×106 cells/dish for cell
cycle analysis in 6 cm diameter dishes. After 24 h incubation, the
cells were exposed to various doses of BLM for 24 h or CDDP for
2 h, washed twice with Hanks’ solution, and subsequently incubated
in fresh culture medium for the required time interval at 37˚C. BSO,
a selective inhibitor of γ-glutamylcysteine synthetase that catalyzes
the limiting step of glutathione synthesis, was added to each well
or each dish at the same time as the cells were seeded into the 96-
well plates or dishes and continued during BLM treatment.

Cell survival studies. After drug treatment, the medium was replaced
with fresh medium (200 μl) and the cells were cultured for 72 h, and
then tetrazolium agent (20 μl of 4 mg MTT/ml PBS) and 0.1 M
sodium succinate (20 μl) were added to each well. After 2.5 h
incubation at 37˚C, the medium was discarded and 100 μl DMSO
were then added per well. Cell survival was determined according to
colorimetric comparison by optical density values from a microplate
reader (NJ-2300; Nalge Nunc International, Tokyo, Japan) at an
absorption wavelength of 540 nm.

GSH assay. The cultures were treated with or without BSO for 48 h
and then switched to fresh medium. Cells were harvested every 24
h from day 2 to day 4 of culture and 5×105 cells were centrifuged at
200 ×g for 10 min at 4˚C. The pellets were washed twice with PBS
and lysed with 80 μl of 10 mM HCl. The lysates were alternately
frozen and thawed twice and then 20 μl of 5% (w/v) 5-
sulfosalicylic acid was added. The sample was centrifuged at 8000
×g for 10 min and the supernatant was retained for measurement.
The GSH content of the supernatant was determined with the total
glutathione quantification kit. The cellular GSH content was
expressed in nmol GSH/106 cells.

DNA synthesis ability. After BLM exposure, the DNA synthesis
ability of the A2780 and 2780CP cells was determined by measuring
5-bromo-2’-deoxyuridine (BrdU) incorporation using the cell
proliferation ELISA BrdU kit. The absorbance of each well was
measured at 405 nm with a reference wavelength at 490 nm using a
microplate reader. Simultaneously, cellular metabolic activity was
assessed by MTT assay in the two cell lines.

Flow cytometric analysis. After BLM exposure, the cells were
trypsinized, washed twice with PBS, and fixed in 10 ml of cold
(–20˚C) 70% methanol for 2 h at 4˚C. After washing twice with
PBS, the cells were incubated in PBS solution containing 0.25
mg/ml RNase for 60 min at 37˚C. The cells were then stained with
PI at a final concentration of 50 μg/ml and stored until analysis at
4˚C. The fluorescence of individual cells was detected using a flow
cytometer (EPICS XL-MCL; Beckman-Coulter International,
Miami, FL, USA; Bio-information Research Center, University of
Occupational and Environmental Health) and EPICS XL-MCL
System II version 3.0 software was employed to analyze the cell
cycle parameters.

Results

CDDP and BLM sensitivity. Table I presents the IC50 for the
A2780 and 2780CP cells determined using a MTT assay and
2-h exposure to CDDP or 24-h exposure to BLM. By
comparing the IC50 of CDDP for each cell line, the 2780CP
cells were 4.5-fold more resistant to CDDP than the A2780
cells. By contrast, the IC50 for BLM was 180.0 ng/ml in the
A2780 cells and 45.0 ng/ml in the 2780CP, and the 2780CP
cells were thus 4.0 times more sensitive to BLM than the
A2780 cells.

GSH level and effect of BSO on GSH level. Figure 1 shows the
cellular GSH concentration determined in the log-growth phase in
A2780 and in 2780CP cells and the effect of BSO treatment on
GSH levels in the 2780CP cells. The GSH levels in the A2780 cells
were 36.1±2.3, 9.6±0.8 and 4.0±0.8 nmol/106 cells at 24, 48 and
72 h after seeding cells, respectively, while, in the 2780CP cells,
they were 61.4±1.6, 22.9±0.2 and 20.8±0.5 nmol/106 cells,
respectively. The GSH levels were thus markedly higher in the
2780CP cells than in the A2780 cells. The GSH levels in the
2780CP cells were depleted in a dose-dependent manner by the
addition of BSO. The 2.5 μM BSO treatment reduced the GSH
levels in the 2780CP cells to a level lower than or equal to that in
the A2780 cells (24.2±3.5, 7.0±0.5 and 3.4±0.8 nmol/106 cells at
24, 48 and 72 h, respectively). Furthermore, the 2.5 μM BSO
treatment did not affect cell growth in the 2780CP cells (data not
shown).
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Table I. Sensitivity of A2780 and 2780CP cells to 2-h exposure to CDDP
or 24-h exposure to BLM. Results are the means of three independent
experiments.

Cell type CDDP BLM

IC50 Fold IC50 Fold
(μg/ml) resistance (ng/ml) resistance

A2780 1.5±0.1 - 180.0±9.0 4.0
2780CP 6.8±0.4 4.5 45.0±2.1 -

CDDP, cisplatin; BLM, bleomycin.



Effect of GSH depletion on BLM cytotoxicity. To investigate
the effect of GSH on BLM cytotoxity, cell survival
experiments were performed after manipulating the cellular
GSH using BSO. The 2780CP cells were incubated with 1.0
or 2.5 μM BSO, beginning 24 h prior to BLM treatment and
continuing during BLM treatment. The survival rates were
almost identical in the BLM alone and 1.0 μM BSO/BLM
combination (Figure 2). The treatment with 2.5 μM BSO, at
BLM doses of 10.0 and 25.0 ng/ml reduced cell survival
slightly compared with BLM alone and had no influence on
cell survival at BLM doses of 50-250 ng/ml. The treatment
with 1.0 μM BSO in the A2780 cells also had no effect on
the survival rate with BLM treatment.

Effect of BLM on DNA synthesis ability. DNA synthesis ability
as measured by BrdU incorporation immediately after the
removal of BLM in the A2780 and 2780CP cells is shown in
Figure 3, and cellular metabolic activity is shown
simultaneously. In the A2780 and 2780CP cells, DNA synthesis
was blocked by BLM treatment, although cellular metabolic
activity was hardly inhibited. At BLM doses of 25, 50 and 100
ng/ml, when cellular metabolic activity was more than 90% in
both cell lines, the 2780CP cells showed 27.5, 40.4 and 58.5%
reductions in their total BrdU incorporation, respectively,
compared with only 1.5, 4.6 and 7.4% for the 2780CP cells.
Furthermore, treatment with 250.0 and 500.0 ng/ml BLM
reduced BrdU incorporation in the 2780CP cells by 80.0 and
90.0% , respectively, compared with 21.5 and 45.8% for the
A2780 cells. Thus, BLM inhibited DNA synthesis in the
2780CP cells much more than in the A2780 cells.

Effect of BLM on A2780 and 2780CP cell cycle progression.
In order to investigate whether BLM affected the cell cycle
progression, the DNA content of the A2780 and 2780CP
nuclei was measured by flow cytometry using PI fluorescence
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Figure 1. Total cellular GSH levels in A2780 and 2780CP cells and the
effect of BSO on cellular GSH levels in 2780CP cells. Cells were incubated
in the absence or presence of BSO. GSH was measured at 24, 48 or 72 h
after seeding cells. Values are the means±SD of four measurements.

Figure 2. Effect of BSO on the sensitivity to BLM in A2780 (open
symbols) and 2780CP (closed symbols) cells. Cells were incubated in
the absence (circles), or presence of 1.0 (square) and 2.5 (triangles)
μM BSO beginning 24 h prior to BLM exposure and continuing during
BLM treatment. Values are the means±SD of three measurements.

Figure 3. BrdU incorporation (circles) and cellular metabolic activity
(squares) immediately after removal of BLM in A2780 (open symbols)
and 2780CP cells (closed symbols). Cells were incubated with BLM for
24 h. Values are the means±SD of three measurements.



at 24 h after BLM addition. As shown in Figure 4A, when the
A2780 cells were treated with 0.25 or 0.50 μg/ml BLM, the
distribution in the G0/G1, S and G2/M phases was almost the
same as that of cells untreated with BLM. On the other hand,
in the 2780CP cells, treatment with BLM caused enhanced
accumulation of G2/M-phase cells and a marked S-phase
decrease in a dose-dependent manner (Figure 4B).

Discussion

In the present study, it is of interest that the CDDP-resistant
2780CP cell line showed more elevated sensitivity to BLM
than did the A2780 parent cell line. Three major mechanisms
of acquired CDDP resistance have been identified: decreased
CDDP accumulation in cells (17, 18), enhanced repair
activity of platinum-DNA lesions (19-21) and increased
detoxification by elevated intracellular levels of GSH and
metallothionein (11, 15, 22). In our studies, the cellular
platinum concentrations after CDDP treatment for 2 h were
almost the same in both the A2780 and 2780CP cells (data
not shown). Additionally, the amount of DNA-bound
platinum (Pt-DNA), which corresponds to the amount of
DNA-bound CDDP, was nearly equal in the A2780 and
2780CP cells, as shown in our previous report (7), however,
removal of Pt-DNA from DNA in the 2780CP cells began at
6 h after CDDP treatment, whereas Pt-DNA in the A2780
cells did not decrease at all until at least 12 h after CDDP
treatment (5). Furthermore, 41.9% of the platinum was
removed from DNA in the 2780CP cells by 24 h after CDDP
treatment (10.0 μg/ml for 2 h), compared to 17.2% from

DNA in the A2780 cells (5). The 2780CP cells also had
noticeably higher GSH levels than the A2780 cells (Figure
1). Thus, as compared with A2780 cells, the resistance
mechanism of 2780CP cells was characterized by increased
repair ability of CDDP-induced DNA damage and by an
increase in cellular GSH.

Several DNA repair systems in cells protect the genome by
repairing DNA adducts, crosslinks and double- or single-
strand breaks (23). Most of these systems are more or less
specific for certain types of damage. The nucleotide excision
repair system is believed to be the main and most important
DNA repair mechanism of DNA damage caused by CDDP
(24, 25). In addition, recombinational repair, translesion
synthesis and mismatch repair pathways are involved in DNA
repair of CDDP-induced damage (23, 24). However, the
enhanced repair ability of CDDP-DNA adducts in a CDDP-
resistant tumor cell line, in any repair system, would not
increase the sensitivity to BLM, but would promote resistance
because BLM promotes cell killing by binding to DNA and
causing single- and double-stranded breaks. Mei et al. (26)
actually demonstrated that deficiency of human 8-oxoguanine
DNA glycosylase (hOGG1), an important base excision repair
enzyme, increased BLM sensitivity in a human lung cancer
cell line. Thus, it seems that enhanced ability to repair CDDP-
induced DNA damage is not associated with the increased
antitumor activity of BLM in 2780CP cells.

The chemical mechanisms of DNA strand breaks caused
by BLM have previously been analyzed in detail. BLM acts
by binding to DNA, especially adjacent to guanine residues,
causing single-strand and some double-strand breaks. Strand

ANTICANCER RESEARCH 28: 2663-2668 (2008)

2666

Figure 4. Flow cytometric profiles of A2780 (A) and 2780CP (B) cells after BLM treatment. Cells were incubated with 0, 0.25 and 0.50 μg/ml of BLM
for 24 h, and then immediately fixed with methanol and stained with PI.



cleavage correlates with the inhibition of cancer cell
proliferation. BLM is a powerful chelator of transition metal
ions, such as Cu2+, Co2+, Zn, Fe2+, Fe3+ and Ni2+, by the
donation of electrons from nitrogen atoms and from carbonyl
groups to the metal ion, however, only iron ions seem likely
to mediate BLM-induced DNA damage in vivo (27) and O2 is
also needed. The ability of BLM to attack the DNA of tumor
cells (and some normal cells) in vivo presumably means that
it is able to chelate iron, e.g. from the intracellular low
molecular mass iron pool (28). The action of BLM on DNA
is considered to be as follows. Fe(II) combines with BLM,
and then this species rapidly forms a ternary Fe(II)-O2-BLM
complex by binding to free oxygen (O2). Activated BLM,
BLM-Fe(III)-OOH–, produced by reduction of this complex,
causes DNA degradation and DNA damage (29). When not
ferrous but ferric iron coordinates with BLM, BLM cannot
cause DNA-strand breaks because free oxygen is not
activated by ferric iron. An Fe(II)-BLM complex capable of
degrading DNA in the presence of O2 can be generated by
adding Fe(II) salts to BLM or by the reducing an Fe(III)-
BLM complex with such biological reducing agents as
ascorbate, GSH or a system generating superoxide radicals
(27). Since the GSH levels in the 2780CP cells were
significantly higher than in the A2780 cells, we speculated
that one of the biochemical mechanisms of the increased
antitumor activity of BLM in the 2780CP cells was related to
the elevated levels of GSH. It was most likely that many more
Fe(III)-BLM complexes could be reduced to Fe(II)-BLM
complexes by the high level of cellular GSH, and the
activated BLM subsequently generated would also increase,
thereby enhancing DNA-strand breaks and cytotoxicity in the
2780CP cells. Depletion of the cellular GSH using BSO,
however, did not decrease the cytotoxicity of BLM in the
2780CP cells (Figure 2), which was far from returning to the
sensitivity levels in A2780 parental cells. Thus, the elevation
of cellular GSH alone did not contribute to the increased
antitumor activity of BLM in the 2780CP cells and suggested
that another mechanism may be involved. Tsuruo et al. (30)
also showed that three cell lines resistant to adriamycin,
melphalan and cisplatin were approximately twice as sensitive
to BLM as the parent ovarian cancer cell line, and reported
that the higher concentration of GSH in these resistant tumor
cell lines might be related to the high susceptibility of these
resistant cells to BLM. They did not, however, observe a
relationship between the concentration of GSH in the cells
and the sensitivity of the cells to BLM and did not
demonstrate experimental cellular GSH depletion, so the role
of GSH in collateral sensitivity to BLM was not elucidated.

BLM has been shown to induce G2/M accumulation and to
be selectively toxic to cells in the G2- and M-phases of the cell
cycle (31-34). In contrast, Islaih M et al. (35) reported that
cells exposed to BLM had little or no G2/M arrest at 24 h. In
the present study, the A2780 cells had little accumulation in the

G2/M phase by BLM treatment, however, in CDDP-resistant
2780CP cells exposed to BLM, the population of cells in the
G2/M phase increased and DNA synthesis was significantly
inhibited. Recently, another agent, EF24 (a synthetic curcumin
analog), which has an anticancer effect on a variety of cancer
cells, but not BLM, was found to effectively inhibit the growth
of CDDP-resistant human ovarian cancer (36). It was reported
in detail that the inhibitory effect of EF24 on cell proliferation
was associated with G2/M-phase cell cycle arrest and
increased G2/M checkpoint protein levels. Further studies are
necessary to demonstrate how low levels of DNA synthesis
and the accumulation of cells in the G2/M-phase are caused
in 2780CP cells.

The enhanced cytotoxicity of BLM in 2780CP cells is
associated with the inhibition of DNA synthesis and G2/M
accumulation and does not depend on increased cellular
GSH levels.
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