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Abstract
Purpose Chemoprotective eVect of diphenylmethyl sele-
nocyanate against cyclophosphamide (CP) induced cellular
toxicity and antitumor eYcacy was evaluated in mice bear-
ing Ehrlich ascites carcinoma.
Methods Diphenylmethyl selenocyanate (3 mg/kg.b.w.)
was administered orally and CP was given intraperitoneally
(25 mg/kg.b.w). The eVects were observed on the level of
lipid peroxidation, antioxidant enzymes status, serum trans-
aminase (ALT, AST) activity, hematological proWle, trans-
plantable murine tumor growth, apoptosis induction in
tumor cells, and life span of tumor bearing hosts.
Results The selenium compound restored the levels of
antioxidant enzymes system, decreased the level of lipid
peroxidation and serum transaminase activity. Hematologi-
cal proWle reverted to near normal level after selenium
compound treatment. Treatment with the selenium com-
pound also resulted in signiWcant tumor growth regression
along with signiWcant upregulation of apoptosis, increased
in mean survival time and life span of tumor bearing host.
Conclusions Results clearly indicate that diphenylmethyl
selenocyanate has the potential to reduce the cellular toxic-
ity of CP at the same time improving its antitumor eYcacy.

Keywords Cyclophosphamide · Diphenylmethyl 
selenocyanate · Oxidative stress · Antioxidant · 
Antitumor activity

Introduction

Treatment of cancer by chemotherapy is often accompanied
by toxic side eVects caused in part by oxidative stress
induced by chemotherapeutic drugs [1]. Cyclophosphamide
(CP), a widely used drug in cancer chemotherapy is also not
free of such complications [2]. Numerous studies reveal that
CP induces oxidative stress and is cytotoxic to normal cells.
Generation of reactive oxygen species (ROS) by CP results
in enhanced lipid peroxidation (LPO) and reduction in tissue
antioxidant enzymes system and is one of the mechanism by
which CP and its metabolites exert their toxic eVects in
diVerent tissues of experimental animals [3, 4].

A novel strategy to prevent chemotherapy induced toxic-
ity based on the administration of antioxidants to reduce
side eVects caused by the occurrence of oxidative stress [5].
Antioxidants are natural or synthetic molecules preventing
the uncontrolled formation of ROS or inhibiting their reac-
tions with biological structures. Selenium is considered to
be highly potent and a well established nutritional antioxi-
dant for animal and human beings, this nutrient is an impor-
tant part of antioxidant enzymes that protect cells against
the harmful eVects of free radicals [6]. There is increasing
evidence that selenium can act as an anticarcinogen and
inhibit tumor initiation and progression [7, 8]. However,
the use of the main known dietary sources of selenium,
such as selenomethionine, selenocysteine, and inorganic
selenium such as sodium selenite are limited due to their
toxicity [9, 10]. Therefore the development of new organo-
selenium compound with higher cancer chemopreventive
eYcacy and better tolerance continues to be a priority in
cancer chemoprevention research. Attempts are being made by
various laboratories including our own, to develop new organic
forms of selenium compounds with reduced toxicity and
enhanced cancer chemopreventive eYcacy. Diphenylmethyl
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selenocyanate, a synthetic organoselenium compound was
reported earlier as a potential cancer chemopreventive
agent against chemically induced murine toxicity and carci-
nogenesis models in vivo [11, 12]. The present study was
carried out to evaluate the chemoprotective eYcacy of
diphenylmethyl selenocyanate against CP induced toxicity
in mice bearing Ehrlich ascites carcinoma (EAC) cells, on
the basis of changes in some enzymatic as well as non
enzymatic antioxidants and hematological parameters in
tumor bearing mice.

Materials and methods

Animals

Adult (5–6 weeks) Swiss albino male mice (23 § 2 g), bred
in the animal colony of Chittaranjan National Cancer Insti-
tute, Kolkata, used for this study, were maintained at
controlled temperature under alternating light and dark
conditions. Standard food pellets (Lipton India Ltd) and
drinking water was provided ad libitum. The experiments
were carried out following strictly the Institute’s guideline
for the care and use of laboratory animals.

Tumor cells

EAC cells was maintained in Swiss mice by weekly intra-
peritoneal (i.p.) transplantation of 1 £ 106 viable tumor
cells suspended in phosphate buVer saline (PBS).

Chemicals

Cyclophosphamide was obtained from Cadila Pharmaceuti-
cals (India). Diphenylmethyl bromide, potassium seleno-
cyanate (KSeCN), 1-Chloro-2, 4-dinitrobenzene (CDNB),
ethylene diamine tetra acetic acid (EDTA), reduced glutathi-
one (GSH), pyrogallol, 5,5�-dithio-bis(2-nitro benzoic
acid)(DTNB), sodium dodecyl sulphate (SDS), bovine
serum albumin (BSA), �-nicotinamide adenine dinucleotide
phosphate (reduced) (�-NADPH) and glutathione reductase
were obtained from Sigma-Aldrich Chemicals Private Lim-
ited, India. Hydrogen peroxide (H2O2) 30%, propylene gly-
col, hexane, and thioberbituric acid (TBA) were obtained
from Merck Specialties Private Limited, India. Serum ALT
and AST assay kits were obtained from Span Diagnostics
Limited, India. In situ cell detection kit, AP was purchased
from Roche Diagnostics India Private Limited.

Synthesis of the compound

Diphenylmethyl selenocyanate was prepared following a
literature procedure [13]. BrieXy, diphenylmethyl bromide

was treated with KSeCN in acetone at 60–70°C for 5 h.
Acetone was removed under reduced pressure and the
resulting solid was extracted with diethyl ether. Usual work
up then aVorded the desired compound (1), which was
crystallized from hexane to get a colorless crystalline solid
m.p. 68–69°C.

Drug preparation

Synthetic organoselenium compound diphenylmethyl sele-
nocyanate was used as a suspension in 5.5% propylene
glycol in water.

Experimental design

Animals were divided into seven groups Gr. (I–VII) each
group consisting of 12 animals. Six animals from each
group were taken for the study of biochemical, hemato-
logical parameters, and antitumor activity. The rest of the
animals in each of the groups were kept to check the mean
survival time of animals in each group. Animals of
Gr. (II–VII) were injected with EAC cells (1 £ 106 cells/
mouse) intraperitoneally. The day of EAC cell inoculation
was count as day zero. No treatment was given on the day
of EAC cell inoculation. The groups were treated as
follows:

Gr. I (Vehicle control): Animals were given 5.5% pro-
pylene glycol in water by oral gavage from day 1 to
day 6.
Gr. II (EAC control): Animals were given 5.5% pro-
pylene glycol in water by oral gavage from day 1 to
day 6.
Gr. III (CP only treated group): Animals were given
CP at a dose of 25 mg/kg.b.w. in water by intraperito-
neal administration and received 5.5% propylene gly-
col in water by oral gavage from day 1 to day 6.
Gr. IV (Diphenylmethyl selenocyanate only treated
group): Animals were pretreated with diphenylmethyl
selenocyanate orally at a dose of 3 mg/kg.b.w. 7 days
prior to tumor inoculation and the treatment continued
24 h after tumor inoculation from day 1 to day 6. (The
day of EAC cell inoculation was count as day zero).
Gr. V (Diphenylmethyl selenocyanate only treated
group): Animals were treated only with diphenyl-
methyl selenocyanate (3 mg/kg.b.w.) 24 h after tumor
inoculation from day 1 to day 6.
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Gr. VI (Diphenylmethyl selenocyanate + CP treated
group): Diphenylmethyl selenocyanate (3 mg/kg.b.w.)
was administered orally 7 days prior to tumor inocula-
tion and then continued 24 h after tumor inoculation
along with CP (25 mg/kg.b.w.) from day 1 to day 6.
Gr. VII (Diphenylmethyl selenocyanate + CP treated
group): Diphenylmethyl selenocyanate (3 mg/kg.b.w.)
along with CP (25 mg/kg.b.w.) was administered from
day 1 to day 6.

Twenty-four hours after the last dose, six animals from
each group were sacriWced, and the parameters described
below were studied.

Biochemical estimation

Quantitative estimation of LPO

LPO was estimated in liver and lung microsomal fraction.
The level of lipid peroxides formed was measured using
thiobarbituric acid and expressed as nmol of thiobarbituric
acid reactive substances (TBARS) formed per mg of pro-
tein using extinction co-eYcient of 1.56 £ 105 M¡1 cm¡1

[14].

Estimation of GSH level

GSH level was estimated in liver and lung cytosol spectro-
photometrically by determination of DTNB reduced by
–SH groups by measuring the absorbance at 412 nm. The
level of GSH was expressed as nmol/mg¡1 of protein [15].

Estimation of glutathione -S-transferase (GST) activity

GST activity in liver and lung cytosol was determined from
the increase in absorbance at 340 nm with CDNB as the
substrate and speciWc activity of the enzyme expressed as
formation of CDNB–GSH conjugate/min/mg of protein
[16].

Estimation of glutathione peroxidase (GPx) activity

GPx activity in liver and lung tissue sample was determined
by NADPH oxidation using a coupled reaction system con-
sisting of reduced glutathione, glutathione reductase, and
hydrogen peroxide [17]. BrieXy, 100 �l of enzyme sample
was incubated for 10 min with 800 �l reaction mixture
(0.25 M potassium phosphate buVer containing 2.5 mM
EDTA and 2.5 mM sodium azide, 10 mM reduced glutathi-
one, 2.5 mM NADPH, and 2.4 units of glutathione reduc-
tase). The reactions started by adding 100 �l H2O2 and
follow the decrease in NADPH absorbance at 340 nm for

3 min. The enzyme activity was expressed as �mol
NADPH utilised/min/mg of protein using extinction coeY-
cient of NADPH at 340 nm as 6,200 M¡1 cm¡1.

Estimation of catalase (CAT) activity

Activity of CAT in liver and lung tissue sample was deter-
mined spectrophotometrically at 250 nm and expressed as
unit/mg of protein where the unit is the amount of enzyme
that liberates half the peroxide oxygen from H2O2 in sec-
onds at 25°C [18].

Estimation of Superoxide dismutase (SOD) activity

SOD activity in liver and lung tissue sample was deter-
mined by quantiWcation of pyrogallol auto oxidation inhibi-
tion and the amount of enzyme necessary for inhibiting the
reaction by 50%. Auto oxidation of pyrogallol in Tris–HCl
buVer (50 mM, pH 7.5) is measured by increase in absor-
bance at 420 nm [19, 20].

Determination of serum alanine transaminase (ALT) 
and aspartate transaminase (AST) activity

Serum were collected from blood sample of mice by centri-
fugation, then the serum ALT, AST levels were measured
spectrophotometrically by standard enzymatic method
using commercial kits.

Hematological studies

Hemoglobin (Hb) content of blood samples was measured
following Sahli’s method [21]. Red blood cell (RBC) and
white blood cell (WBC) counts were made following a lit-
erature procedure [22, 23]. DiVerential WBC count [24]
was carried out from Leishaman stained blood smears.

Estimation of protein

Protein was estimated spectrophotometrically [25] with
bovine serum albumin as standard.

Tumor growth response

The antitumor eVect of CP along with diphenylmethyl sele-
nocyanate was assessed by measuring the changes in asci-
tes tumor volume, packed cell volume and viable tumor cell
count. Mean survival time (MST) of each group containing
six mice was monitored and percentage increase in life span
(% ILS) was calculated using following equation [26, 27].
MST = (Day of Wrst death + Day of last death)/2. ILS
(%) = [(Mean survival time of treated group/mean survival
time of control group) ¡ 1] £ 100.
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In situ cell death detection (apoptosis)

Apoptosis of EAC cells were determined by using the ter-
minal deoxynucleotidyl transferase (TdT)-mediated dUTP-
nick end labelling (TUNEL) method with the help of in situ
cell death detection kit, AP [28].

Statistical analysis

The diVerences in mean values of diVerent groups were
tested and the values are expressed as mean § SD. The data
were analyzed using the student’s t test and P < 0.05 was
considered to be signiWcant.

Results

Microsomal LPO level

In order to determine the oxidative damage triggered by
cyclophosphamide and the eVect of diphenylmethyl seleno-
cyanate on this event, the degree of lipid peroxidation was
examined. The level of LPO in liver and lung tissues were
increased signiWcantly (P < 0.05) by 30.3 and 52.3% in the
EAC control group (Gr. II) as compared to the vehicle con-
trol (Gr. I) (Fig. 1a, b). CP treatment of tumor bearing mice
for 6 days showed a further signiWcant increase of LPO
level in liver and lung by 23.2 and 22.2% (Gr. III) in com-
parison to the EAC control. The compound diphenylmethyl
selenocyanate itself reduced LPO level by 30.3 (Gr. IV)
and 24.2% (Gr.V) in liver and by 47.6 (Gr. IV) and 40.4%
(Gr. V) in lung as compared with EAC control. Diphenyl-
methyl selenocyanate during CP treatment also reduced the
level of LPO in liver and lung tissue signiWcantly
(P < 0.05) by 41.8 and 55.5% in case of 7 days pretreat-
ment (Gr. VI) and by 32.5 and 46.2% in case of concomi-
tant treatment (Gr. VII) as in comparison to CP only treated
group.

Esitmation of nonenzymatic and enzymatic antioxidants

In order to investigate whether the antioxidant properties
of diphenylmethyl selenocyanate were mediated by an
increase in nonenzymatic and enzymatic antioxidants,
GSH,GST, GPX, CAT, and SOD activities were measured.

GSH level

Inoculation of EAC drastically decrease the GSH content in
liver and lung by 54.4 and 35.9% in the EAC control
(Gr. II) when compared with the vehicle control (Gr. I)
(Fig. 2a, b). CP treatment of tumor bearing mice showed a
further signiWcant decrease of GSH level in liver by 37.05%

and in lung by 41.6% in comparison to Gr. II. Diphenyl-
methyl selenocyanate itself increased GSH level in liver by
56.3 (Gr. IV) and 50.6% (Gr. V) and in lung by 57.5 (Gr.
IV) and 48.5% (Gr. V) as compared with Gr. II. Diphenyl-
methyl selenocyanate during CP treatment also signiW-
cantly (P < 0.05) increased the GSH level in liver and lung
by 69.6 and 70.01% in case of 7 days pretreatment
(Gr. VI), and by 57.4 and 56.1% in case of concomitant
treatment (Gr. VII) as in comparison to CP only treated
group(Gr. III).

GST activity

The activity of GST in the liver and lung of EAC bearing
mice decreased signiWcantly (P < 0.05) by 38.0 and 33.2%
as compared with vehicle control (Fig. 3a, b). After intra-
peritoneal administration of CP, GST activity in liver and
lung further decreased by 36.3 and 25.3% in comparison to the
EAC control group (Gr. II). Diphenylmethyl selenocyanate

Fig. 1 EVect of diphenylmethyl selenocyanate on LPO level of CP
treated EAC bearing mice liver (A) and lung (B). Values are expressed
as mean § SD, n = 6. aP < 0.05 statistically compared with Gr. I
(Vehicle control), bP < 0.05 statistically compared with Gr. II (EAC
control), cP < 0.05 statistically compared with Gr. III (CP only treated
group)
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itself increased GST activity in liver by 41.7 (Gr. IV) and
29.2% (Gr. V) and in lung by 38.9 (Gr. IV) and 27.2%
(Gr. V) as compared with Gr. II. Diphenylmethyl selenocy-
anate also sharply increased GST activity during CP treat-
ment in liver and lung by 57.5 and 51.2% in case of 7 days
pretreatment (Gr. VI), however concomitant treatment
(Gr. VII) with the same compound elevated GST activity
by 46.9 and 39.2% as compared to CP only treated group.

GPx activity

GPx activity in liver and lung of EAC bearing mice
decreased signiWcantly (P < 0.05) by 43.18 and 66.1% as
compared with vehicle control (Gr. I) (Fig. 4a, b). After
intraperitoneal administration of CP, GPx activity in liver
and lung further decreased by 34 and 58.5% in comparison
to the EAC control (Gr. II). Diphenylmethyl selenocyanate

itself increased GPx activity in liver by 39.0 (Gr. IV) and
19.35% (Gr. V) and in lung by 67.2 (Gr. IV) and 56.5%
(Gr. V) as compared with Gr. II. Diphenylmethyl selenocy-
anate also increased GPx activity during CP treatment in
liver and lung by 53.5 and 86.1% respectively in case of
pretreatment (Gr. VI), and by 44.0 and 79.2% respectively
in case of concomitant treatment (Gr. VII) as compared to
CP only treated group.

CAT activity

CAT activity in the liver of EAC control group signiWcantly
decrease by 43.3% in comparison with the vehicle control
(Gr. I) (Fig. 5a). CP treatment further decreased CAT activ-
ity signiWcantly by 37.5% in comparison with the EAC
control group. The compound diphenylmethyl selenocya-
nate alone were able to increased CAT activity in liver by
40.1 (Gr. IV) and 23.5% (Gr. V) in comparison to Gr. II.
Diphenylmethyl selenocyanate during CP treatment also

Fig. 2 EVect of diphenylmethyl selenocyanate on GSH level of CP
treated EAC bearing mice liver (A) and lung (B). Values are expressed
as mean § SD, n = 6. aP < 0.05 statistically compared with Gr. I
(Vehicle control), bP < 0.05 statistically compared with Gr. II (EAC
control), cP < 0.05 statistically compared with Gr. III (CP only treated
group)

Fig. 3 EVect of diphenylmethyl selenocyanate on GST activity of CP
treated EAC bearing mice liver (A) and lung (B). Values are expressed
as mean § SD, n = 6. aP < 0.05 statistically compared with Gr. I
(Vehicle control), bP < 0.05 statistically compared with Gr. II (EAC
control), cP < 0.05 statistically compared with Gr. III (CP only treated
group)
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signiWcantly (P < 0.05) enhanced the enzyme activity in
liver by 59.8% in case of 7 days pretreatment (Gr. VI) and
by 45.4% in case of concomitant treatment (Gr. VII). No
signiWcant alteration of CAT activity was observed in the
lung cytosol.

SOD activity

SOD activity in the liver of EAC bearing mice signiWcantly
decreased by 27.7% as in comparison with the vehicle con-
trol (Gr. I) (Fig. 5b). CP treatment further decreased the
activity in liver by 37.01% (Gr. III) as in comparison with
EAC control (Gr. II). The compound diphenylmethyl sele-
nocyanate alone were able to increased SOD activity in
liver by 49.6 (Gr. IV) and 39.04% (Gr. V) as compared to
EAC control. Diphenylmethyl selenocyanate during CP
treatment also signiWcantly (P < 0.05) elevated the activity
by 64.2% in case of 7 days pretreatment (Gr. VI) and by
43.9% in case of concomitant treatment (Gr. VII). No

signiWcant alteration of SOD activity was observed in the
lung cytosol.

EVect of diphenylmethyl selenocyanate along with CP 
on hematological parameters and serum transaminase 
(ALT and AST) activity

Hematological parameters of tumor bearing mice altered
signiWcantly compared to the normal mice (Table 1). The
total WBC count was found to be increased with a
reduction of Hb content and RBC count. In diVerential
count of WBC, the percent of neutrophils increased while
the lymphocyte count decreased signiWcantly (P < 0.05) in
tumor bearing mice compared to normal mice (Gr. I). CP
administration result in further decreased in WBC, RBC
counts and Hb content. In diVerential count of WBC, the
percent of neutrophils and lymphocyte count also

Fig. 4 EVect of diphenylmethyl selenocyanate on GPx activity of CP
treated EAC bearing mice liver (A) and lung (B). Values are expressed
as mean § SD, n = 6. aP < 0.05 statistically compared with Gr. I
(Vehicle control), bP < 0.05 statistically compared with Gr. II (EAC
control), cP < 0.05 statistically compared with Gr. III (CP only treated
group)

Fig. 5 EVect of diphenylmethyl selenocyanate on CAT activity in liv-
er of CP treated EAC bearing mice (A). EVect of diphenylmethyl sele-
nocyanate on SOD activity in liver of CP treated EAC bearing mice
(B). Values are expressed as mean § SD, n = 6. aP < 0.05 statistically
compared with Gr. I (Vehicle control), bP < 0.05 statistically com-
pared with Gr. II (EAC control), cP < 0.05 statistically compared with
Gr. III (CP only treated group)
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decreased. Diphenylmethyl selenocyanate alone (Gr. IV,
Gr. V) and during CP treatment (Gr. VI, Gr. VII) results in
changed these altered parameters more or less normal.
Tumor growth was associated with alteration in liver func-
tion as revealed by sharp rise in serum ALT and AST activ-
ities (Table 1). The activity of ALT in serum of EAC
bearing mice increased signiWcantly (P < 0.05) by 47.12%
(Gr. II) as compared with vehicle control (Gr. I). After CP
treatment (Gr. III) ALT activity in serum again increased
by 46.29% in comparison to the EAC control group.
Diphenylmethyl selenocyanate itself reduced the ALT
activity by 52.8 (Gr. IV) and 31.49% (Gr. V) as in compar-
ison to Gr. II. Diphenylmethyl selenocyanate during CP
treatment also signiWcantly reduced the ALT activity by
62.14% in case of 7 days pretreatment (Gr. VI) and by
53.4% in case of concomitant treatment (Gr. VII) as in
comparison with Gr. III. There was also a signiWcant rise in
AST activity by 44.6% in the EAC control group (Gr. II) as
compared to vehicle control (Gr. I) (Table 1). CP treatment
again increased the AST activity by 40.1% in comparison
to EAC control group (Gr. II). Diphenylmethyl selenocya-
nate itself decreased AST activity by 50.6 (Gr. IV) and
39.1% (Gr. V) as compared to EAC control group (Gr. II).
Diphenylmethyl selenocyanate during CP treatment also
decreased AST activity signiWcantly by 66.8% in case of
7 days pretreatment (Gr. VI) and by 53.41% in case of
concomitant treatment (Gr. VII) as compared to Gr. III.

EVect of diphenylmethyl selenocyanate along with CP 
on tumor growth, mean survival time, % ILS and apoptosis

Antitumor activity of CP along with diphenylmethyl sele-
nocyanate against EAC bearing mice was assessed by the
parameters such as tumor volume, packed cell volume, via-
ble cell count, mean survival time, and % ILS (Table 2). It
has been observed that the mean § (SD) tumor volume and
packed cell volume of control EAC bearing mice (Gr. II) at

day 7 after tumor transplantation were 2.5 § 0.3 and
1.5 § 0.4 ml respectively. After administration of CP
(Gr. III), diphenylmethyl selenocyanate (Gr. IV, Gr. V) and
a combination of both CP plus diphenylmethyl selenocya-
nate (Gr. VI, Gr. VII) the mean § (SD) tumor volume were
0.4 § .05, 1.6 § 0.2, 1.7 § 0.08, 0.2 § 0.1, 0.3 § 0.05 and
packed cell volume were 0.27 § 0.09, 0.75 § 0.2,
0.87 § 0.2, 0.12 § 0.05, 0.17 § 0.05 respectively, much
more reduction of tumor volume and packed cell volume
were observed in case of diphenylmethyl selenocyanate
plus CP treated groups. It has been noted that mean § (SD)
of viable tumor cell counts was 27.6 § 2.5 in EAC control
group (Gr. II). After administration of CP (Gr. III), diphen-
ylmethyl selenocyanate (Gr. IV, Gr. V) and a combination
of both CP and diphenylmethyl selenocyanate (Gr. VI,
Gr. VII) the mean § (SD) viable tumor cell counts were
13.5 § 0.8, 17.1 § 0.8, 19.1 § 1.0, 7.0 § 0.3, 11.1 § 0.7
respectively, much more reduction of viable tumor cell
counts were observed in case of diphenylmethyl selenocya-
nate plus CP combined treated groups. Control EAC tumor-
transplanted mice survived for 23 days. The survival time
signiWcantly (P < 0.05) increased to 35 (Gr. III), 29
(Gr. IV) and 28 (Gr. V) days with CP and diphenylmethyl
selenocyanate alone treated groups. In the groups treated
with diphenylmethyl selenocyanate and CP in combination
a further signiWcant (P < 0.05) increase in survival up to 62
(Gr. VI) and 55 (Gr. VII) days was observed. The increase
in the lifespan of tumor bearing mice treated with CP and
diphenylmethyl selenocyanate itself was 52.1 (Gr. III), 26.0
(Gr. IV) and 21.7% (Gr. V) respectively. Combination of
CP and DMSE increases lifespan much more signiWcantly
by 169.5 (Gr. VI) and 139.1% (Gr. VII) respectively.

Apoptosis enhancement eVect of diphenylmethyl seleno-
cyanate along with CP on EAC cell was conWrmed by tun-
nel assay (Table 2). Apoptotic index (AI) in the EAC
control group was 6.2 § 1.1 (Gr. II), which was increased
signiWcantly after treatment with CP and DMSE and the

Table 1 EVect of diphenylmethyl selenocyanate and CP on hematological parameters and serum transaminase (ALT and AST) activity

Values are expressed as mean § SD, n = 6
a P < 0.05 statistically compared with Gr. I (Vehicle control)
b P < 0.05 statistically compared with Gr. II (EAC control)
c P < 0.05 statistically compared with Gr. III (CP only treated group)

Groups Hb content (g/dl) RBC (106/mm3) WBC (103/mm3) Neutrophil (%) Lymphocyte (%) ALT (U/ml) AST (U/ml)

I 12.7 § 0.3 6.1 § 0.2 6.2 § 0.3 9.3 § 0.7 87 § 8.2 11.5 § 0.5 45.2 § 4.5

II 9.8 § 0.2a 5.0 § 0.1a 16.3 § 1.8a 32 § 3.5a 58.6 § 5.4a 21.7 § 2.3a 81.7 § 8.8a

III 8.3 § 0.1b 4.0 § 0.1b 11.4 § 0.3b 20.8 § 1.1b 35.2 § 4.1b 40.5 § 4.2b 136.6 § 11.5b

IV 11.8 § 0.2b 6.1 § 0.1b 7.2 § 0.1b 14.8 § 1.3b 86.5 § 5.7b 10.2 § 1.2b 40.3 § 2.5b

V 11.0 § 0.5b 6.0 § 0.05b 7.6 § 0.9b 16.1 § 1.2b 68 § 5.1b 14.9 § 1.0b 49.7 § 3.8b

VI 11.6 § 0.7c 6.1 § 0.2c 7.1 § 1.1c 14.7 § 0.8c 85 § 7.8c 15.3 § 1.1c 45.3 § 2.3c

VII 10.8 § 0.7c 5.8 § 0.3c 7.3 § 1.1c 17.4 § 0.6c 64 § 4.8c 18.8 § 2.3c 63.6 § 6.3c
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values were 24.9 § 1.8 (Gr. III), 13.6 § 2.1 (Gr. IV) and
12.6 § 1.6 (Gr. V) but much more pronounced enhance-
ment of apoptotic induction was observed in combined
treatment with diphenylmethyl selenocyanate and CP and
AI was found to be 64.0 § 6.1 (Gr. VI) and 43.1 § 4.0
(Gr. VII) respectively.

Discussion

ROS generated from oxidation–reduction reaction or from
activated oxygen species mediated reactions are responsi-
ble for a wide range of chemotherapy induced side eVects
[29]. Selenium has become widely recognized as a nutri-
tional antioxidant and shown to help cancer chemotherapy
treatment by enhancing the eYcacy of the anticancer drug
treatment and reducing the toxicity imparted by the chemo-
therapeutic drugs [30, 31].

Cancer cells can generate large amounts of hydrogen
peroxide which may contribute to their ability to mutate
and damage normal tissues, and moreover, facilitate tumor
growth and invasion [32]. A number of in vivo and in vitro
studies have indicated that tumor growth can cause antioxi-
dant disturbances and induction of lipid peroxidation in
tumor hosts [33]. CP administration also results in the build
up of free radicals mediated oxidative stress, which leads to
inactivation of membrane bound enzymes and induction of
lipid peroxidation [34]. The present study also shows that
the enhancement in lipid peroxidation level is accompanied
by concomitant decrease in the level of reduced glutathione
and as well as the activities of the antioxidant enzymes,
namely GST, GPx, SOD, CAT in the CP treated animals
which is an indication of oxidative stress induced by CP.
The signiWcant decrease in lipid peroxidation level coupled
with the enhancement of reduced glutathione and antioxi-
dant enzymes by treatment with the selenium compound
indicates its role in reducing CP induced oxidative stress.

GSH plays an important role in the detoxiWcation of
xenobiotics and in the scavenging of ROS and free radicals,
and a decline in its cellular level has been considered to be
indicative of oxidative stress mediated cellular damage pro-
duced by CP metabolites [35]. The depletion of thiol con-
tent observed in CP treated mice liver and lung may also be
due to the direct conjugation of 4-hydroxycy-CP (4-OHCP)
with cellular thiols to form an alkyl-thio derivative. The
alkyl-thio derivative thus formed exists in equilibrium with
4-OHCP and can act as a storage point for alkylating activ-
ity [35]. It has been suggested that the reactions of 4-OHCP
with various thiol compounds enhance the stability of its
metabolites in plasma, as well as facilitate their entry into
cells [36]. The protective eVect of diphenylmethyl seleno-
cyanate against CP induced toxicity is may be in part due to
the reduction of 4-OHCP level resulting in formation of
alkyl-thio derivative. Another possible mechanism of pro-
tection may be by its ability to deliver phosphoramide mus-
tard to the appropriate targets by increasing the thiol
content of the cell. Antioxidant enzyme GST, catalyses the
detoxiWcation of endogenous compouns such as lipid per-
oxide, as well as the metabolites of xenobiotics like acro-
lein from CP through cojugation of GSH via the sulfhydryl
group with these toxic compounds [37]. The increase in
GST activity by diphenylmethyl selenocyanate treatment in
liver and lung tissue signiWcantly improves the host defense
system by catalysing the conjugation of GSH with toxic
metabolites from CP. SOD, CAT, and the seleno enzyme
GPx are involved in the clearance of superoxide, H2O2, as
well as lipid peroxides thereby reducing oxidative stress.
Therefore enhancement of theses enzymes levels by
diphenelmethyl selenocyanate improves the host defense
system of the animals during CP treatment.

Myelosuppression and anemia are the most common
adverse eVects of chemotherapy [38]. Chemotherapeutic
drugs kill rapidly dividing cells in the body, including can-
cer cells and normal cells which include red blood cells, at

Table 2 EVect of diphenylmethyl selenocyanate along with CP on tumor growth, mean survival time, % ILS and apoptosis

Values are expressed as mean § SD, n = 6
b P < 0.05 statistically compared with Gr. II (EAC control)
c P < 0.05 statistically compared with Gr. III (CP only treated group)

Groups Tumor 
volume (ml)

Packed cell
volume (ml)

Total viable tumor 
cell count (£ 106)

Mean survival
time (days)

% increased life 
span (% ILS)

Apoptotic 
index (%)

II 2.5 § 0.3 1.5 § 0.4 27.6 § 2.5 23 § 0.8 – 6.2 § 1.1

III 0.4 § 0.05b 0.27 § 0.09b 13.5 § 0.8b 35 § 3.4b 52.1 24.9 § 1.8b

IV 1.6 § 0.2b 0.75 § 0.2b 17.1 § 0.8b 29 § 1.1b 26.0 13.6 § 2.1b

V 1.7 § 0.08b 0.87 § 0.2b 19.1 § 1.0b 28 § 1.6b 21.7 12.6 § 1.6b

VI 0.2 § 0.1c 0.12 § 0.05c 7.0 § 0.3c 62 § 5.4c 169.5 64.0 § 6.1c

VII 0.3 § 0.05c 0.17 § 0.05c 11.1 § 0.7c 55 § 3.4c 139.1 43.1 § 4.0c
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the same time suppress bone marrow’s ability to produce
new ones, resulting decrease in blood hemoglobin level.
Treatment with diphenylmethyl selenocyanate brought
back the hemoglobin level, RBC, and WBC count more or
less to near normal levels, indicating the protective eVects
of diphenylmethyl selenocyanate on the hemopoietic sys-
tem. ALT and AST are two marker enzymes for assessment
of liver function. If the liver is injured, the liver cells spill
the enzymes into blood, raising the enzyme levels in blood
and signaling liver damage such as liver necrosis and
inXammation. CP treatment of EAC bearing mice signiW-
cantly elevated the levels of theses transaminases the rea-
son may be due to the formation of toxic metabolites
specially acrolein [39] from CP which damaged the liver
cells and released these transaminases in to blood. The sele-
nium compound signiWcantly reduced the level of these
transaminase activities. This might be due to the scaveng-
ing activity of diphenylmethyl selenocyanate against the
toxic metabolite that was produced during the activation of
the CP by liver microsomal enzymes.

It has been reported that chemotherapy induced ROS
generation diminish the eYcacy of the cancer treatment by
interfering with anticancer drug induced apoptosis, which is
important for chemotherapeutic agents to exert their opti-
mal eVect on cancer cells [40]. It is thought that death by
apoptosis is physiologically advantageous because apopto-
tic cells are cleared by phagocytosis and subsequent intra-
cellular degradation and thus apoptotic cells are cleared
without causing damage to the surrounding tissue. So agent
that modulate the ability of antineoplastic drugs to induce
apoptosis may enhanced drug eYcacy, and prevent tissue
damaging inXammatory response. In the present study
diphenylmethyl selenocyanate signiWcantly modulate the
ability of CP to induce apoptosis as revealed from the sig-
niWcant enhancement of apoptotic index in the groups
treated with diphenylmethyl selenocyanate and CP in com-
bination as compared to only CP treated group. This eVect
was inline with the observation that diphenylmethyl seleno-
cyanate along with CP signiWcantly arrested the tumor
growth by decreasing the nutritional Xuid volume and via-
ble cell count and the eVect was much more than only with
CP treatment. The present study also shows a very signiW-
cant increase in survival of tumor bearing mice treated with
diphenylmethyl selenocyanate and CP in combination as
compared with treatment using only CP. The results clearly
demonstrated that diphenylmethyl selenocyanate does not
interfere with the antitumor eYcacy of CP on the other
hand administration of diphenylmethyl selenocyanate in CP
treated animals synergistically enhanced the therapeutic
eYcacy of CP.

The mechanism of such selective protection of bone
marrow cells versus tumor cell growth by diphenylmethyl
selenocyanate against CP toxicity is not known. These

diVerences may be due to a number of mechanisms [41]
including, (1) diVerential accumulation of antioxidants by
normal and cancer cells, (2) diVering requirements for oxi-
dative stress in tumor versus normal cells, with reduction of
ROS in cancer cells possibly leading to proliferation inhibi-
tion and increased apoptosis, (3) modulation of cellular
uptake of drug with some pathways linked to enhanced cell
survival and others to cell death depending upon cell type,
(4) diVerential signaling mechanism in cytoprotection of
normal cells versus cytotoxicity in tumor cells. The
selenium compound was found to be non-toxic at the dose
used for the experiment and also at higher doses as seen
from the changes of body weight and hair texture [11].
The LD50 was found to be above 500 mg/kg body weight
[11]. It was also observed that this compound did not
have any adverse eVect on the hepatic lipid peroxidation
and also on the serum ALT and AST level in normal mice
(unpublished data).

In summary, the present Wndings suggest that treatment
with diphenylmethyl selenocyanate, a synthetic organic
selenium compound protects against CP induced oxidative
stress and cellular toxicity in part by upregulating the anti-
oxidant enzymes and GSH levels, modulating serum AST,
ALT levels and also normalizing the hematological param-
eters. It is also evident from this study that diphenylmethyl
selenocyanate has the potential to act both as a chemopro-
tector and tumor growth inhibitor. Further investigations
are required to fully explore the exact molecular mode of
action of diphenylmethyl selenocyanate on CP induced
toxicity and antitumour eYcacy.

Acknowledgments The authors wish to thank the Dr. Jaydip Biswas,
Director, Chittaranjan National Cancer Institute, India for support in
this study.

References

1. Weijl NI, Cleton FJ, Osanto S (1997) Free radicals and antioxi-
dants in chemotherapy-induced toxicity. Cancer Treat Rev
23:209–240

2. Moore MJ (1991) Clinical pharmacokinetics of cyclophospha-
mide. Clin pharmacokin 20:194–208

3. Sulkowska M, Sulkowski S, Skrzydlewska E, Farbiszewski R
(1998) Cyclophosphamide-induced generation of reactive oxygen
species. Comparison with morphological changes in type II alveo-
lar epithelial cells and lung capillaries. Exp Toxicol Pathol
50:209–220

4. Berrigan MJ, Struck RF, Gurtoo HL (1987) Lipid peroxidation
induced by cyclophosphamide. Cancer Biochem Biophys
9:265–270

5. Weijl NI, Elsendoorn TJ, Lentjes EG, Hopman GD, Wipkink-
Bakker A, Zwinderman AH, Cleton FJ, Osanto S (2004) Supple-
mentation with antioxidant micronutrients and chemotherapy-
induced toxicity in cancer patients treated with cisplatin-based
chemotherapy: a randomized, double-blind, placebo-controlled
study. Eur J Cancer 40:1713–1723
123



980 Cancer Chemother Pharmacol (2009) 64:971–980
6. Burk RF (2002) Selenium, an antioxidant nutrient. Nutr Clin Care
5:75–79

7. Darodo RD, Porta EA, Aquino TM (1985) EVects of dietary sele-
nium on hepatic and renal tumorogenesis induced in rat by diet-
hylnitrosamine. Hepatol 5:1201–1208

8. Milner JA (1985) EVect of selenium on virally induced and trans-
plantable tumor models. Fed Proc 44:2568–2572

9. IpC (1998) Lessons from basic research in selenium and cancer
prevention. J Nutr 128:1845–1854

10. Narajji C, Karvekar MD, Das AK (2007) Biological importance of
organoselenium compounds. Indian J Pharm Sci 69:344–351

11. Das RK, Ghosh S, Sengupta A, Das S, Bhattacharya S (2004) Inhi-
bition of DMBA/croton oil-induced two-stage mouse skin carcino-
genesis by diphenylmethyl selenocyanate. Eur J Cancer Prev
13:411–417

12. Das RK, Sk HU, Bhattacharya S (2005) Diphenylmethyl selenocy-
anate inhibits DMBA-croton oil induced two-stage mouse skin
carcinogenesis by inducing apoptosis and inhibiting cutaneous cell
proliferation. Cancer Lett 23:90–101

13.  Pederson CTh (1963) Preparation of some 4-substituted selenose-
micarbazides. Acta Chem Scand 17:1459–1461

14. Okhawa H, Ohishi N, Yagi K (1979) Assay for lipid peroxides in
animal tissue by thioberbituric acid reaction. Annal Biochem
95:351–358

15. Sedlack J, Lindsay RN (1968) Estimation of total protein bound
and non-protein sulphydryl groups in tissue with ellman reagent.
Anal Biochem 25:192–205

16. Habig WH, Pabst MJ, Jacoby WB (1974) Glutathione-S-transfer-
ase, the Wrst enzymatic step in marcapturic acid formation. J Biol
Chem 249:7130–7139

17. Paglia DE, Valentine WN (1967) Studies on the quantitative and
qualitative characterization of erythrocyte glutathione peroxidase.
J Lab Clin Med 70:158–169

18. Luck H (1963) A spectrophotometric method for estimation of cat-
alase. In: Bergmeyer HV (ed) Methods of enzymatic analysis.
Acad Press, New York, pp 886–888

19. Marklund S, Marklund G (1974) Involvement of the superoxide
anion radical in autooxidation of pyrogallol and a convenient assay
for superoxide dismutase. Europ J Biochem 47:469–474

20. McCord JM, Fridovich I (1969) Superoxide dismutase: an enzy-
matic function for erythrocuprein (hemoprotein). J Biol Chem
244:6049–6055

21. Sahli H (1909) Klinische Untersuchungsmethoden. Leipsic and
Vienna, 5th edn. pp 845

22. D’Armour FE, Blood FR, Belden DA (1965) The manual for lab-
oratory work in mammalian physiology, 3rd edn. The University
of Chicago Press, Chicago, pp 4–6

23. Wintrobe MM, Lee GR, Boggs DR, Bithel TC, Athens JW,
Foerester J (1961) Clinical hematology, 5th edn. Lea and Febiger,
Philadelphia, p 326

24. Dacie JV, Lewis SM (1958) Practical hematology. 2nd edn., J and
A, Churchill Ltd, London, pp 38–48

25. Lowry OH, Rosenbrough NJ, Farr AL, Randall RJ (1951)
Protein measurement with the folinphenol reagent. J Biol
Chem 193:265–276

26. Mazumder UK, Gupta M, Maiti S, Mukherjee M (1997) Antitu-
mor activity of Hygrophilaspinosa on Ehrlich ascites carcinoma
and sarcoma-180 induced mice. Indian J Exp Biol 35:473–477

27. Gupta M, Mazumder UK, Rath N, Mukhopadhyay DK (2000)
Antitumor activity of ethanolic extract of Cassia Wstula L. seed
against Ehrlich ascites carcinoma. J Ethnopharmacol 72:151–156

28. Caderni G, DeFilippo C, Luceri C, Salvadori M, Giannini A,
Biggeri A, Remy S, Cheynier V, Dolara P (2000) EVects of black
tea, green tea and wine extracts on intestinal carcinogenesis induced
by azoxymethane in F344 rats. Carcinogenesis 21:1965–1969

29. Wessner B, Strasser EM, Koitz N, Schmuckenschlager C, Unger-
Manhart N, Roth E (2007) Green tea polyphenol administration
partly ameliorates chemotherapy-induced side eVects in the small
intestine of mice. J Nutr 137:634–640

30. Shen CL, Song W, Pence BC (2001) Interactions of selenium com-
pounds with other antioxidants in DNA damage and apoptosis in
human normal keratinocytes. Cancer Epidemiol Biomarkers Prev
10:385–390

31. Conklin KA (2004) Cancer chemotherapy and antioxidants. J Nutr
134:3201S–3204S

32. Szatrowski TP, Nathan CF (1991) Production of large amounts of
hydrogen peroxide by human tumor cells. Cancer Res 51:794–798

33. Burlakova EB, Molochkina EM (1973) Change in the antioxida-
tive activity of mouse liver lipids during experimental carcinogen-
esis. BioWzika 18:293–298

34. Yagi K (1991) Lipid peroxides and human diseases. Chem Physiol
Lip 45:337–351

35. Hohorst HJ, Draeger U, Peter G, Voelcker G (1976) The problem
of oncostatic speciWcity of cyclophosphamide (NSC-26271): stud-
ies on reactions that control the alkylating and cytotoxic activity.
Cancer Treat Rep 60:309–315

36. Anderson D, Bishop JB, Garner RC, Ostrosky-Wegman P, Selby
PB (1995) Cyclophosphamide: review of its mutagenicity for an
assessment of potential germ cell risks. Mutat Res 330:115–181

37. Dirven HA, van Ommen B, van Bladeren PJ (1994) Involvement
of human glutathione-S-transferase isoenzymes in the conjugation
of cyclophosphamide metabolites with glutathione. Cancer Res
54:6215–6220

38. Hogland HC (1982) Hematological complications of cancer che-
motherapy. Semin Oncol 9:95–102

39. Honjo I, Suou T, Hirayama C (1988) Hepatotoxicity of cyclophos-
phamide in man: pharmacokinetic analysis. Res Commun Chem
Pathol Pharmacol 61:149–165

40. Conklin KA (2004) Chemotherapy-associated oxidative stress:
impact on chemotherapeutic eVectiveness. Integr Cancer Ther
3:294–300

41. Ambrosone CB, Ahn J, Schoenenberger V (2005) Antioxidant
supplements, genetics and chemotherapy outcomes. Curr Cancer
Ther Rev 1:251–258
123


	Chemoprotection and enhancement of cancer chemotherapeutic eYcacy of cyclophosphamide in mice bearing Ehrlich ascites carcinoma by diphenylmethyl selenocyanate
	Introduction
	Materials and methods
	Animals
	Tumor cells
	Chemicals
	Synthesis of the compound
	Drug preparation
	Experimental design

	Biochemical estimation
	Quantitative estimation of LPO
	Estimation of GSH level
	Estimation of glutathione -S-transferase (GST) activity
	Estimation of glutathione peroxidase (GPx) activity
	Estimation of catalase (CAT) activity
	Estimation of Superoxide dismutase (SOD) activity
	Determination of serum alanine transaminase (ALT) and aspartate transaminase (AST) activity
	Hematological studies
	Estimation of protein
	Tumor growth response
	In situ cell death detection (apoptosis)
	Statistical analysis

	Results
	Microsomal LPO level
	Esitmation of nonenzymatic and enzymatic antioxidants
	GSH level
	GST activity
	GPx activity
	CAT activity
	SOD activity
	EVect of diphenylmethyl selenocyanate along with CP on hematological parameters and serum transaminase (ALT and AST) activity
	EVect of diphenylmethyl selenocyanate along with CP on tumor growth, mean survival time, % ILS and apoptosis

	Discussion
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /SyntheticBoldness 1.00
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /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
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /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)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /Description <<
    /ENU <>
    /DEU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [5952.756 8418.897]
>> setpagedevice


