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Aim: To compare the capability of methotrexate, cisplatin, doxorubicine and vincristine to induce production of the transforming
growth factor B, (TGF-p,) in two cell lines — MCF-7 and T47D — of human breast carcinoma, as well as to study sensitivity
of these cells to TGF-B, and mentioned anticancer drugs. Materials and Methods: ELISA for detection of TGF-f content in con-
ditioned culture media and Western-blot analysis of the proapoptotic p5S3 and antiapoptotic Bcl-2 proteins were applied. Results:
t47d cells showing higher resistance to growth inhibiting effect of TGF-[, were also refractory to cisplatin. There was no difference
between MCF-7 and T47D cells in their sensitivity to methotrexate and doxorubicine, although T47D cells were more sensitive to
vincristine. It was found that methotrexate and vincristine did not affect TGF-f, production, while doxorubicine used at a dose of
1—-100 ug/ml, significantly induced TGF-f, production in both cell lines. p53 expression in T47D cells was higher than in MCF-7
cells where only doxorubicin induced strongly p53 expression. It should be noted, that Bcl-2 was better expressed in MCF-7 cells,
while it was almost undetectable in T47D cells. Conclusion: In cells of human mammary carcinoma of MCF-7 and T47D lines
doxorubicine, unlike vincristine and methotrexate, in dose depending manner induces production of TGF- . TGF- B, production
in carcinoma cells was associated with doxorubicine-mediated p53 expression in MCF-7 cells or high basal level of p53 in T47D
cells. The cells of MCF-7 line were more sensitive to growth inhibition by exogenous TGF- 8, and to cisplatine action than T47D
cells, but there was no difference between these cell lines in sensitivity to other anticancer drugs.
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A continuous application of chemotherapy at
cancer treatment was found to cause development
of resistance to anticancer drugs in more than one
third of cancer patients [1]. This phenomenon was
explained by the expression of proteins that ensure
multi-drug resistance in tumor cells [2]. However, in
many cases the resistance of tumor cells to different
drugs was not dependent on that mechanism [3]. Re-
cently, we discovered cross-resistance of tumor cell to
the anticancer drug cisplatin and to growth inhibitory
cytokine transforming growth factor B, (TGF-f,) [4].
While the cisplatin-sensitive parental line of murine
leukemia L1210 cells possessed intact TGF-f3, signal-
ing pathway, the cisplatin-resistant L1210/R cells were
characterized by a decreased level of type-I receptor
of this cytokine and an increased level of expression
of Smad6 protein that inhibits post-receptor TGF-f3,
signaling [4]. Thus, the regulatory pathways of the
leukemia cells resistant to growth inhibiting effect of
cisplatin are also violated, which makes these cells
refractory to the inhibiting action of TGF-f,.

Earlier, we found [5] that such anticancer drugs as
cisplatin, doxorubicine, and methotrexate affected hu-
man lung adenocarcinoma A549 cells. These drugs not
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only induced the target cells to produce more TGF-f ,
but also affected expression of mMRNA coding for type Il
receptor of TGF-B,. Besides, they caused changes in
the post-receptor Smad-dependent TGF-f, signaling
pathway, namely: 1) decreased expression of Smad2,
Smad3 and Smad4 proteins that ensure transduction
of TGF-B, regulatory signals from its specific receptors
on the target cell surface to the nucleus; 2) increased
expression of Smad7 protein that inhibits Smad-
dependent TGF-f, signaling pathway. Furthermore, it
was discovered that doxorubicine repressed a capacity
of TGF-B, to induce phosphorylation of Smad2 and
Smad3 proteins in A549 cells. Such modification of
Smad2 and Smad3 proteins is required for their activa-
tion [5]. Thus, it might be suggested that doxorubicine
inhibits transduction of TGF-f, signaling in A549 cells
by inducing both TGF-B, production and action. That
effect was specific for TGF-p, signaling pathway, since
phosphorylation of Erk-1 and Erk-2 protein kinases
participating in another regulatory pathway, was not
changed under the effect of doxorubicine [5].

Thus, regardless of the capacity of anticancer
drugs to induce TGF-B, production by tumor cells, in
some cases, this inhibitory cytokine is not capable
of displaying its negative effect towards tumor cells,
because of impairment in its signaling pathway.

Since anassumption about a potential role of TGF-f3,
produced by cancer cells, in realization of their response
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to the effect of anticancer drugs, was based on studying
a limited number of tumor cell lines, it was expedient to
continue such study using other human cancer cell lines.
To address that aim, MCF-7 and T47D lines of human
breast carcinoma cells were used. In addition to measur-
ing TGF-p, production by these cells in response to the
anticancer drugs (doxorubicine, cisplatin, methotrexate
and vincristine), an expression of proapoptotic p53 pro-
tein and antiapoptotic Bcl-2 proteins was studied which
could be helpful in discovering novel mechanisms of the
antineoplastic effect of those drugs.

MATERIALS AND METHODS

Cell lines. MCF-7 and T47D cell lines of human
breast carcinoma were obtained from cell culture collec-
tion at Ludwig Institute for Cancer Research (Uppsala,
Sweden). The cells were cultured in Dulbecco’s modi-
fied Eagle’s medium (DMEM, Sigma Chem. Co., USA),
supplemented with 10% fetal bovine serum (FBS, Sigma
Chem. Co.). In some experiments (noted in Figure leg-
ends), final concentration of FBS in the culture medium
was lowered to 2% or 0.1%. Murine leukemia cells L1210
(L1210/S and L1210/R) were obtained from the cell cul-
ture collection at R.E. Kavetsky Institute of Experimental
Pathology, Oncology and Radiobiology, National Acad-
emy of Sciences of Ukraine (Kyiv, Ukraine).

Reagents. A majority of used reagents were pro-
duced by Sigma, Fluka, Serva and Difco companies.
Other reagents were of high qualification standards.
TGF-B, and reagents for TGF-B, ELISA were manu-
factured by R & D Systems, Inc. (USA). The following
anticancer drugs were used: adriamycin (doxorubicine;
Ebeve, Austria), cisplatin (Ebeve), methotrexate (Ebeve)
and vincristine (Faulding Pharmaceuticals, Australia).

Measurements of cell proliferation and viabi-
lity. Cell number and viability was defined by the trypan
blue exclusion test. The numbers of dead (stained)
cells and alive (unstained) cells were counted in
hemocytometer after 5 min incubation with this dye.
The effects of TGF-, and specific anticancer drugs
on growth and survival of MCF-7 and T47D cells were
studied using different concentrations of these drugs
(24 hincubation) or various time of their action (noted
in the figure legends).

ELISA measurement of TGF-B, production.
TGF-B, contentin the conditioned medium was defined
by ELISA (Quantikine DB100, R&D Systems Inc., USA)
using the manufacturer’s recommendations.

Western-blot analysis. Tested cell lysates
(30 ug of protein per well) were subjected to vertical
denaturating electrophoresis in 10% polyacrylamide
gel. After electrophoresis, proteins were transferred
by electrophoresis onto a polyvinylidenedifluoride
membrane, that was incubated overnight at 4 °C with
anti-p53 rabbit polyclonal antibodies at ratio 1:2000
or anti-Bcl-2 rabbit polyclonal antibodies (both Santa
Cruz Biotechnology, USA) at ratio of 1:1000. Secon-
dary antibodies against rabbit IgG conjugated with
horseradish peroxidase (Sigma, USA) were used in
ratio 1:5000 (1 h, 4 °C, at rocking). The membrane was

exposed to the X-ray film (Fuji Film) for 10 min that was
developed under standard procedure.

Statistical analysis. All experiments were re-
peated three times with three parallel tests in each
variant. Two variables were compared on the basis of
difference certainty t-index (Student’s criterion). The
difference was considered certain when difference
certainty p was less than 0.05.

RESULTS

Effect of TGF-B, and anticancer drugs on
growth and survival of breast carcinoma cells.
It is shown in Fig. 1 that TGF-B, inhibits growth and
induces death of MCF-7cells. TGF-B, effect on cell
growth becomes distinct only on the 3rd-5th day of
the cytokine action, and can be clearly disclosed only
atthe conditions of FBS deficiency (0.1% or 2%) in cell
culture medium. In the presence of 10% FBS, growth-
inhibiting effect of TGF-p, was not observed (the data
are not presented). Cell death induction under the ef-
fect of TGF-f3, was also distinct only at the conditions
of 2% FBS in the culture medium (see Fig. 1).

The character of TGF-B, effect on growth and sur-
vival of T47D cells was different comparing to MCF-7
cells. TGF-B, did not show significant impact on cell
growth and survival even at low FBS content in the
culture medium (Fig. 2).

Methotrexate dose-dependently inhibited growth
of the MCF-7 or T47D cells, while methotrexate did
not demonstrate significant effect on survival of cells
of both celllines (Fig. 3). Doxorubicine and vincristine
were shown to possess similar dose-dependent cyto-
static action towards both studied cell lines. However,
the strongest effect of vincristine towards T47D cells
was achieved at much lower concentrations of this
drug, comparing to such effect of the drug in case
of the MCF-7 cell testing (see Fig. 3). No significant
difference between MCF-7 and T47D cells upon 24 h
treatment was found in the intensity of cell death under
the action of all studied cytostatics.

Effect of anticancer drugs on TGF-f, produc-
tion by MCF-7 and T47D cells. The results of present
study proved that doxorubicin (1-100 ug/ml) induced
a secretion of TGF-f, by both MCF-7 and T47D cells
(Fig. 4). The effect of methotrexate and vincristine was
not significant here because of considerable variations
inTGF-B, level in separate samples of culture medium
(see Fig. 4).

Expression of p53 and Bcl-2 proteins by MCF-7
and T47D cells. The results of our experiments
showed that the cells of both studied lines expressed
p53 protein but T47D cells expressed p53 on higher
level than MCF-7 cells (Fig. 5). The level of expression
of p53in the MCF-7 cells was insignificantly changed
under the effect of vincristine, methotrexate, and cis-
platin, while the doxorubicine induced p53 expression
considerably. In this experiment, cisplatin-sensitive
murine leukemia L1210/R cells as a positive control and
cisplatin-resistant L1210/S cells as a negative control
for p53 expression were used [4]. It was found that
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the above mentioned anticancer drugs did not affect
significantly p53 expression in T47D cells.

As far as Bcl-2 protein is concerned, vincristine
induced its expression in the MCF-7 cells, while the
other anticancer drugs under study had no effect onit.
Different situation was observed in T47D cells, where
the expression of Bcl-2 was found to be at a very low
level. In that experiment, Jurkat T-cells were used, as
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a positive control for Bcl-2 expression. None of the
anticancer drugs under study was capable of affecting
Bcl-2 expression in T47D carcinoma cells.

DISCUSSION

This work is a continuation of our former study
[4] devoted to the interrelations between the action
of anticancer drugs on specific tumor cells, their
production of TGF-f, in response to the drug effect,
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Fig. 1. Effect of TGF-B (10 ng/ml) on growth (a) and survival (b) of human breast carcinoma cells of MCF-7 line; (1) in the presence

of 0.1% FBS; (2) in the presence of 2.0% FBS
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Fig. 2. Effect of TGF-B, (10 ng/ml) on growth (a) and survival (b) of human breast carcinoma cells of T47D line; (1) in the presence

of 0.1% FBS; (2) in the presence of 2.0% FBS
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and the intactness of TGF-, signaling system in the
target tumor cells. Two lines — MCF-7 and T47D — of
human breast carcinoma cells were used as experi-
mental models. We studied the effects of methotrex-
ate, cisplatin, doxorubicine and vincristine towards
growth and viability of those cells, as well as on their
production of TGF-B,, and the expression of p53 and
Bcl-2 proteins.

TGF-B, is one of the most ubiquitous in human body
natural inhibitors of proliferation of cells of epithelial
origin that give rise to a majority of human tumors,
including breast cancer [16]. Earlier, we have shown
that various cytotoxic agents, in particular anticancer
drugs, specific lectins, X-rays, and hyperthermia [4, 7],
induced a significant rise in the level of TGF-B, secre-
tion by different malignant cells. In present study, it was
found that MCF-7 cells possessed higher sensitivity to
growth-inhibiting action of TGF-B, comparing to T47D
cells. At the same time, there was no significant dif-
ference between these two cell lines regarding their
sensitivity to other anticancer drugs, such as doxoru-
bicine, methotrexate, or vincristine.
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We also discovered that TGF-, secretion induced
by the anticancer drugs in breast carcinoma cells was
dependent on dose and duration of drug action. An
emphasis on measuring specific cytokines’ level is
based on their potential role as diagnostic or prognostic
indicators, in particular at estimating an effectiveness
of cancer treatment. In this field, most attention has
been paid to TGF-a, TGF-f,, endothelial growth factor,
and some other cytokines [8]. TGF-B and endothelial
growth factor have been considered as important in-
dicators of both malignant growth and regenerative
processes in the organism. At the same time, it is not
so easy to evaluate the role of changes in production
of active form of TGF-B,, or the role of impairment in its
intracellular signal transduction mechanisms that were
observed in cancer patients and in patients with severe
immunological disorders. These indicators are not so
uniform, as those found for the TGF- and endothelial
growth factor, and, thus, itis not so easy to explain their
role in the mechanisms of tumor development [9].

An elevated TGF-f3, content was revealed in blood
plasma of breast [10], lung [11, 12], and prostate
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Fig. 3. Effect of methotrexate (1), doxorubicine (2) and vincristin (3) on growth and survival of human breast carcinoma cells of MCF7

(a) and T47D (b) after 24 h of co-incubation
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cancer patients [13], as well as in patients with hepa-
tocellular carcinomas [14]. Moreover, in a series of
experimental animal models of breast and prostate
cancers, the interdependence between the TGF-f,
expression level, from one side, and tumorigenesis,
increased invasiveness, and drug resistance, from
another side, was demonstrated [15]. A similar regular-
ity has been discovered in patients bearing tumors of
rectum, stomach, endometrium, ovary, neck area, and
in glioma and melanoma patients [15]. A heightened
level of TGF-B, production was also observed in nude
rats inoculated with various human tumors [15].
However, data have been also found in literature,
although not so evident, that cancer patients, e.g.
with chronic lymphocytic leukemia, have a decreased
plasma level of TGF-B, [8]. Since in one group of
studies a heightened level of this cytokine in lung
cancer patients positively correlated with better health
prognosis [16, 17], while in another group of studies
it correlated with a worse prognosis [12], an issue of
the role of increased production of this cytokine at

®@

tumor growth requires further clarification. One of
plausible explanations for such a state of things might
be a development of resistance of malignant cells to
the TGF-B, growth inhibiting effect. It was found that
despite of small-cell lung carcinoma cells were very
actively producing TGF-, [18], at the same time, they
were resistant to its growth inhibiting effect [19].
Since it has been established that MCF-7 and T47D
cells differ in their sensitivity to the apoptosis-induc-
ing action of certain anticancer drugs, it was worth to
compare the effect of those drugs on the expression
of proapoptotic p53 protein and antiapoptotic Bcl-2
protein in the above mentioned cells. Earlier, we have
demonstrated a loss of p53 expression and a higher
level of Bcl-2 expression in the L1210/R cells, cross-
resistant to the apoptosis-inducing effect of cisplatin
and TGF-B, [4]. However, there is also evidence that p53
malfunctions and cell resistance to the action of DNA-
damaging agents inducing apoptosis, are independent
phenomena in certain types of malignant cells [20].
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Fig. 5. Effect of anticancer drug on the expression of pro-apop-
totic protein p53 and anti-apoptotic protein Bcl-2 in human breast
carcinomallines MCF7 and T47D (expression of these proteinsin-
murine leukemia cells of L1210 line was used as positive (L1210/S)
and negative (L1210/R) controls for p53 expression, and human
Jurkat T cells were used as positive control for Bcl-2 expression).
1—L1210/S;2 —L1210/R; 3 — Jurkat T cells; 4 — control (MCF7
or T47D cells); 5 — vincristin, 10 ng/ml; 6 — doxorubicine, 1 ug/ml;
7 — methotrexate, 10 ug/ml; 8 — cisplatin, 1 ug/ml

We found a decreased basal level of p53 expres-
sion in the MCF-7 cells compared with T47D cells,
and a very low level of Bcl-2 expression in T47D cells,
comparing to MCF-7 cells. These data do not corre-
spond to similar sensitivity of two carcinoma cell lines
to doxorubicine, methotrexate, and vincristine. Alto-
gether, these facts suggest the unreliability of using
p53 and Bcl-2 expression as the biological indicators
for apoptosis monitoring. It seems reasonable to use
additional biological indicators for that purpose, such
as the state of caspase system, redistribution of the
cytochrome C between mitochondria and cytoplasm,
etc. that could better characterize a development of
drug-induced apoptosis in tumor cells.

Thus, following conclusions can be suggested
taking into account the results of present study: a) in
case when the malignant cells are sensitive to TGF-f3,
inhibitory action, an induction of production of this
cytokine by the anticancer drug might cause a stronger
inhibitory effect of the drug towards growth of tumor
cells because of an additional input of TGF-f, via an
autocrine regulatory loop; b) if the anticancer drug af-
fects malignant cells resistant to the inhibitory action
of TGF-B,, the effect of the autocrine TGF-,, induced
by the drug, will be absent.
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BJINMAHUE NPOTUBOOMNYXOJIEBbIX NMPEMNAPATOB
HA NMPOAYKUUNIO TPAHCPOPMUPYIOLLLEITO ®AKTOPA POCTA
B U 9KCMNPECCUIO BEJIKOB P53 U BCL-2 KJIETKAMM JINHUA
MCF-7 U T47D KAPLLUHOMbI MOJIOYHOM XXEJIE3bl YEJIOBEKA

1]eas: mpoBeCTH CPABHUTEIIHHBINA AHAJIN3 CIOCOOHOCTH METOTPEKCATA, MUCILIATHHA, JOKCOPYOHIIWHA W BAHKPUCTHHA HHAYIUPOBATD
npoaykmio Tpancopmupyromero akropa pocra (TOP)-f, knerkamu paka MonoHoi xesespl desosexa (manun MCF-7 n T47D),
4 TAKIKe MCCIIEN0BATh TyBCTBUTENLHOCTb 3THX K1eToK K TOP-B, u ykasaHHbIM NPOTHBOOMYXOJIeBbIM Npenapatam. Mamepuasot
u memoodbr: 1nsi onpenesenus conepxanusa TOP-B, B KOHMIMOANPOBAHHOM Cpee HCTIONB30BAIN MMMYHO(DEPMEHTHbII aHAIN3.
‘Yposennb 0enkoB p53 u Bel-2 onennBanu MeTonoM nMMYHOOJIOTTHHTA. Pezyabmamu:: Knetku t47d, KoTopble XapaKTepH30BAIMCHh
GoutbiIeii Pe3sMCTEHTHOCTBIO K pocTHHIMOnpYIomemy aeiicteuio TOP-B, no cpasnennio ¢ knerkamu MCF-7, okasammch menee
YYBCTBUTENBHBIMH K IUCILIATHHY. He BbIsIBIeHO pa3mmumii Mekay 4yBCTBUTETbHOCTBIO KieTok MCF-7 u T47D Kk neiicTBuio
MeTOTpPeKCATA WM TOKCOPyOuIMHAa,, XoTs KiieTKd T47D 6111 OoJiee YyBCTBUTEILHBIMA K BAHKPUCTHHY. M eTOTpeKcaT M BAHKPHCTHH
e Bmstin Ha npoaykiao T®P-B, knerkamu MCF-7 n T47D, Torna kak mokcopyoummn B 103e 1—100 MKr/mJ1 CylIeCTBEHHO YCHIIMBAI
nponykmio TOP-B,. Dkenpecens denxa pS3 Obina Gosree uuTeHCHBHON B KiieTkax T47D, no cpashenmio ¢ kietkavu unun MCF-7,
| JIIIb B CJTydae neicTBust okcopyonmmna Ha Kietku Junnu M CF-7 0bU10 BbISIBJIEHO 3HAYMTEIbHOE OBbIIIeHHe ero ypoBHst. [Ipn
aTom 0es10K Bcl-2 0bL1 BbIsiBIeH TOIBKO B KiieTKax MCF-7. Bbi600bi: B KII€TOYHBIX JMHHSAX KAPIHMHOMbI MOJIOYHOI JKeJ1e3bI YeJIOBEKa
(MCF-7 u T47D) nokcopy0ouuun, B OTIMYHE OT BUHKPUCTHHA W METOTPEKCATA, J0303aBUCAMO HHIyIMpyeT npoxykuuo TOP-B,.
Mnxykuus nokcopyounmnom T®P-f, B KieTKax KapuuHOM acCOUMMPOBAHA ¢ MHAyKImei axcnpeccun pS3 B knerkax MCF-7
WM TIOBBIIIEHHBIM 02a3aJIbHBIM YpoBHEM 3Toro 0eika B Kietkax T47D. Knerku jmamn MCF-7, 0osiee 4yBCTBUTEIbHBIE K POCT-
MHTMOMpYIOmEeMy neicTBII0 9k30renHoro TOP-B , yem kieTku mannn T47D, onmmyarorces u 6oee BHIPAXKEHHON TyBCTBATENLHOCTHIO
K JICHiCTBUIO UCILIATHHA, HO HEe OTIMYAIOTCS MO YYBCTBUTEILHOCTH OT APYTUX IHUTOCTATHKOB.

Karoueevie caosa: pak MoodHo# Kee3bl dyenoBeka, Juaun Kietok MCF-7 u T47D, npoTtuBoonyxosieBbie mpenaparsi,
Tpanchopmupyommii pakrop pocra-f, anmonros, p53, Bel-2.
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