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The ability of cells of mouse GI cell line to survive after treatment with different concentrations of
colchicine has been analysed. We have shown that G1 cells at 26" and 114" passages are less sensitive to
the treatment with colchicine than BALB/c mouse embryonic fibroblasts. These results indicate attenuation
of the mitotic checkpoint of G1 cells. The expression of p53 has been detected at low levels in cells of GI cell
line and its sublines G1-OA and G1-T by Western blotting. It has been shown by immunoprecipitation that
G| cells contain wild type and mutant p53 that could lead to the disfunction of p53. Genetic instability of G1
cell line is possibly associated with the failure of the mitotic checkpoint and functional inactivation of p53.
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Introduction. Chromosomal instability i.e. loss or gain
of chromosomes, also aneuploidy, is often observed in
various human tumours and is considered to be one of
the markers of solid tumours [1]. The changes in ploidy
are more significant at the later stages of tumour devel-
opment, and thus chromosomal instability correlates
with acquisition of malignant phenotypes [2, 3]. There
is a concept that chromosomal instability is a mutator,
increasing the number of mutations, which result in tu-
mour formation [4]. The molecular bases of chromo-
somal instability have not been studied enough, how-
ever, recently much attention has been paid to the issue
of genetic and epigenetic changes of the mitotic check-
point (or the checkpoint of spindle assembly), which
functions as the provider of equal distribution of chro-
mosomes between two daughter cells [5—7]. As the ma-
jority of cells are incapable of terminating their division
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as a response of to the presence of compound like
nocodazole [8], the search for mutations resulting in
chromosomal instability is narrowed to the search for
the mutations of genes of mitotic checkpoint. Similar
mutations were detected in some human cell lines,
which are characterized by chromosomal instability
[9]. However, it has been shown that the damage of mi-
totic checkpoint primarily results in the death of cells
[1, 10], and in order to obtain the phenotype of the chro-
mosomal instability, there should be at least additional
loss of p53 function [1]. The correlation between chro-
mosomal instability (ploidy change) and the loss or
mutational inactivation of p53 is observed in numerous
experimental and clinical investigations [11-17].
Tumour suppressor gene p353 (TP53 in human and
Trp53 in mice) is mutated the most in human tumours,
its mutations have been revealed in more than 50% of
human tumours [18-20]. Mutational inactivation
and/or deletion of p53 is common for different types of
tumours in the cases of sporadic and familial cancer dis-
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eases [18, 19]. Protein p53 is specific for the numerous
functions [21, 22], particularly participation in the inhi-
bition of abnormal growth of cells [23] and initiation of
apoptosis [24]. p53 has been called the guardian of the
genome due to the function of securing the genome in-
tegrity and elimination of damaged cells [25]. Besides,
some more important functions of p53 are the DNA re-
pair [26] and inhibition of angiogenesis [27]; p53 is
know to be the transcription factor of many genes [28].
The activation of target genes by p53 may result in the
growth stop either before replication of DNA in G1
phase of cell cycle or prior to mitosis in G2 phase. The
stop in growth enables the cells to repair the damaged
DNA while due to apoptosis the damaged cells are
eliminated, which prevents the securing the damages in
DNA as mutations.

In normal cells p53 protein is non-functional, it is
activated as a response to different signals only, e.g.
damage of DNA, abnormal proliferative signals,
hypoxia, the loss of cell adhesion, etc [27]. In the ma-
jority of human tumours p53 is non-functional or incor-
rect functioning also [27]. Inactivation of p53 function
may be achieved in different ways, in some cases not
only through the mutation of p53 gene but also in func-
tional changes of p53 protein during its binding to virus
proteins, localisation of protein in cytoplasm, as a result
of changes in protein encoding genes (e.g. Mdm?2), as-
sociated with p53 etc [27].

Both the studies on morphological and growth
characteristics of new embryonic germ cell line Gl
[29, 30] and the results detailed cytogenetic analysis
[31] testify in favour of spontaneous transformation of
the investigated cells in vitro, accompanied by the in-
tensive evolution of karyotype. Different aberrant
mitoses revealed [30] as well as high frequencies of
aneuploid cells in G1 cell line populations [31] indi-
cate the deregulation of division of cells and weaken-
ing of mitotic checkpoint [6]. The presence of chro-
mosomal aberrations in the cells under investigation
reveals the disfunctioning of reparation [31, 32].
Therefore, in order to identify possible factors of chro-
mosomal instability in mouse cells in vitro we have
analysed the expression of 77p53 on the level of pro-
tein and investigated the life capacity of cells of the G1
line after treatment with colchicine at different pas-
sages of in vitro cultivation.

Materials and Methods. Cell cultures. Mouse G1
cell line, obtained from embryonic material of BALB/c
mouse strain at the Department of Human Genetics of
Institute of Molecular Biology and Genetics of NAS of
Ukraine, its sublines G1-OA and G1-T, selected by the
features of transformed phenotype in vitro [29, 30], and
12.5-d.p.c. mouse embryos of BALB/c strain, which
were used to obtain mouse cell line G1 [29], were used
in the current work.

The cells were cultivated in DMEM medium
(Sigma, USA) with 1-10% of fetal bovine serum
(Sigma), 100 units/ml of penicillin, and 100 ug/ml of
streptomycin.

Activity analysis of mitotic checkpoint. To analyse
the ability of cells to survive and to divide after the
treatment with colchicine, the cells were sown in
96-well plates, 15 thousand each, and incubated at 37°C
and 5% CO, in the growth medium with the correspond-
ing concentration of fetal bovine serum for 24 hours.
The next 24 hours the cells were incubated in the
growth medium with 0.05, 0.5, and 5 pg/ml of
colchicine and with no colchicine addition. The cells
without any colchicine were used as control (control 1,
C-1) and with the addition of colchicine solvent, water,
(control 2, C-2) were used as negative control. After
the colchicine was washed away, the cells were culti-
vated for 0 and 48 hours in the growth medium. The
solvent was added to the nutrition medium in the vol-
umes, corresponding the colchicine concentrations of
0.5 and 5 pg/ml. To calculate the numbers of survived
cells in the mentioned above time, the growth medium
was added with triazolyl blue tetrazolium bromide
(Sigma) in the concentration of 75 pg per 1 ml of me-
dium and incubated for 4 hours at 37°C and 5% CO,.
The medium was removed, added with dimethyl
sulfoxide, 200 ul per well, pipetted gently and deter-
mined for the spectrophotometric density at A=540 nm.

Preparation of lysates of mammalian cells. The
cells were cultivated to 70-80% confluence and then
were washed twice with phosphate-buffered saline
(PBS, pH 7.4) and collected from the glass using 0.02%
EDTA. Cell suspense was washed twice with PBS (pH
7.4) and centrifuged at 15 000 rpm for 10 min. The cell
pellet was added with the corresponding volume of
lysis buffer. The pieces of embryonic tissues of
BALB/c mouse strain, obtained in aseptic conditions,
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were washed in PBS (pH 7.4), powdered in mortar with
liquid nitrogen and incubated with the lysis buffer.

To carry out the immunoprecipitation, lysis of cells
was performed for 30 min on ice in the buffer of the fol-
lowing contents: 0.05 M tris-HCI1 (pH 8.0), 0.15 M
NaCl, 0.005 M EDTA, 1 % NP-40, and 0.002 M
phenylmethylsulfonyl fluoride.

To carry out the Western Blotting, the cell pellet
was added with buffer of: 0.05 M trisHCI (pH 8.0), 0.15
M NaCl, 0.005 M EDTA, 0.003 M 1,4-dithiotreitol,
0.002 M phenylmethylsulfonyl fluoride and incubated
on ice for 30 min. Then the cell lysates were sonicated
on ice by ultra-sound three times, 10 sec each, with 30
sec interval, centrifuged for 30 min at 4°C at 10 000 g.
The supernatant was transferred to a fresh tube, and the
pellet was discarded.

Western Blot analysis of tissue and cell lysates.
Bradford’s quantitative method was used to determine
total protein concentration in cell lysates [31].
Gel-electrophoresis of cell lysates was performed in ac-
cordance to the recommendations [34].

Immunoprecipitation and Western Blotting were
carried out using the monoclonal anti-p53 antibodies by
Chemicon International, USA: 1) PAb240, capable of
detecting in denaturated conditions of both forms of
p53: wild type and mutants, whereas in the native con-
ditions — only the mutant form and 2) antibodies
PAb246, reactive to wild type p53 only. Species-spe-
cific antibodies, produced by Jackson
ImmunoResearch, USA, conjugated with horse-radish
peroxidase were used as secondary antibodies.

Western-Blot analysis was performed according to
recommendations, presented in [34]. The proteins were
separated by single-level electrophoresis in 10%
SDS-polyacrylamide gels. Separated proteins were
transferred from SDS-PAAG to polyvinylidene fluo-
ride membrane (Millipore, USA) using the method of
semi-dry transfer in the buffer, which contained 39 mM
of glycine, 48 mM basic tris, 0.037% SDS and 20%
methanol, pH 8.3 and using the method of tank transfer
in the buffer of the following contents: 192 mM of
glycine, 25 mM tris-HCI, 10% methanol, using the
transfer systems of BioRad, USA. After the transfer the
membranes were incubated for 1 hour with gentle agita-
tion on a platform shaker to prevent non-specific bind-
ing (0.01 M tris-HCIL, pH7.5, 0.15 M NacCl, 5% nonfat

340

dried milk). Then, membranes were incubated for 1
hour at room temperature with gentle agitation on a
platform shaker in the solution of primary monoclonal
antibodies (1 ?g/ml of antibodies in the blocking solu-
tion). The membrane was washed three times 10 min
each in buffer, containing 0.01 M tris-HCI, pH7.5, 0.15
M NaCl and 0.1% of tween-20. Species-specific sec-
ondary antibodies, conjugated with horseradish
peroxidase, were added as recommended by the manu-
facturer and incubated with the membrane during 1
hour at room temperature with gentle agitation on a
platform shaker.

Chemiluminescent reaction of the membrane was
carried out for 1 min in the solution of: 100 mM
tris-HCI, pH 8.5, 1.237 mM 3-aminophthalhydrazide
(luminol), 0.673 mM trans-4-hydroxycinnamic acid
(p-coumaric acid), and 0.011% H,O,. Membrane was
exposed to X-ray film, produced by Agfa, USA.

Immunoprecipitation. Cell lysates were centrifuged
at 10 000 g for 30 min at 4°C. 500 pg of total protein
were incubated with 40 pl of 50% protein A-sepharose
during 1 hour, then centrifuged at 30 000 g for 2 min.
The lysates was added 15 pl of antibodies (1.5 pg) and
then incubated (4°C, 16 hours). After incubation with
antibodies, 60 pul of 50% protein A-sepharose were
added and incubated again (4°C, 1 hour), then centri-
fuged at 3 000 g for 2 min. Protein A-sepharose was
washed three times in the buffer (0.05 M tris-HCI, pH
8.0, 0.15 M NaCl, 0.005 M EDTA, 1% NP-40, and
0.002 M phenylmethylsulfonyl fluoride). Protein
A-sepharose was added 20 ul 2 x Laemmli buffer and
boiled for 10 min.

Microphotography. Pictures of microobjects were
taken using Jenaval microscope (Carl Zeiss, Austria)
with lens of 25x, 40x, and 100x using the Canon
Powershot digital camera (Canon, UK) and Zoom soft-
ware.

The statistical analysis of the result obtained was
performed according to the method, described in [35].

Results and Discussion. The cell populations of
mouse G1 cell line were revealed to have different aber-
rant mitoses, namely, cells with different numbers of
nuclei, micronuclear cells, bridges, C-mitoses, efc, and
high frequencies of aneuploid cells at different pas-
sages of in vitro cultivation [30, 31]. Aberrant mitoses
revealed are consequences of both damages of chromo-
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Fig.1 Analysis of activity of mitotic checkpoint in mouse embryonic fibroblasts (MEFs, 2nd passage in vitro): a — the number of living cells,
absolute value of optical density (/ — 0 hours; 2 — 48 hours); b — relative number of living cells in comparison to the control (/ — 0 hours; 2 —
48 hours); absciss — colchicine concentration, pg/ml, C-7/ — control (cells only); C-2 — control 2 (cells and colchicine solvent — water)

somes and mitotic apparatus and cytotomy [36]. The
loss or gain of chromosomes in cells, cancer cells in
particular, are known to be the results of aberrant
mitoses [37]. Eukaryotic cells are specific for the exis-
tence of a qualitative mechanism, controlling the nor-
mal course of mitosis i.e. mitotic checkpoint, which
provides correct distribution of chromosomes during
cell division [6, 7]. Supposedly, mitotic checkpoint in
the cells of the investigated mouse cell line G1 is either
partially active or inactive at all.

The cells of defected mitotic checkpoint are not ca-
pable of terminating its division if the chromatides are
not attached to the spindle fibers or attached inproperly
as well as also in the case of damaged kinetochore or
formed several spindle poles (so called multi-polar
mitoses) etc [6, 7]. Thus the cells onset premature
anaphase.  Normal cells, treated with solution
depolymerising spindle microtubule or inhibiting the
formation of one, stop in the cell cycle and do not enter
the mitosis as their mitotic checkpoint is activated [38,
39]. The cells with damaged mitotic checkpoint are not
capable of terminating their division after treatment
with mitotic poisons, e.g. nocodazole, colchicine,
colcemide, efc [8]. Therefore, we have tested G1 cells
at the 26" and 114" passages of in vitro cultivation for
their capability to surviving and dividing after treat-
ment with colchicine of different concentrations. The
relative number of living cells, obtained testing the nor-
mal cells — mouse embryonic fibroblasts (MEFs) iso-
lated from 12.5-d.p.c. BALB/c mouse embryos, were
used as the control.

It was revealed that the number of living cells de-
creased after MEFs incubation with colchicine of dif-
ferent concentrations in no time after the change of the
medium (Fig.1). The comparison with the control
(cells and solvent) revealed the number of cells to de-
crease app. 24-33% (Fig.1, b). In 48 hours after the
change of the growth medium, the number cells in-
creased in both controls, at the same time their number
decreased in the wells, treated with different concentra-
tions of colchicine (Fig.1). The cells, treated with 0.05
?g/ml colchicine were the least sensitive — 63.9% of
cells survived; average sensitivity of cells to 0.5 ?g/ml
was 45.19% and MEFs were the most sensitive to 5
?g/ml colchicine per 1 ml of medium — 27.54% (Fig.1,
b). This fact reveals the correlation between the MEFs
sensitivity and colchicine concentration. Thus, we
have defined effective proliferation blocking and sig-
nificant decrease in the number of living cells in MEFs
population after treatment with colchicine, which also
testifies to the functional activity of mitotic checkpoint
in MEFs.

The number of G1 living cells at the 26" passage af-
ter treatment with colchicine in different concentrations
decreased insignificantly (Fig.2, ). The comparison
with the control revealed app. 13—14% decrease in the
number of cells (Fig.2, ). In 48 hours after change of
the medium, the number of living cells at 0.05 ?g/ml
colchicine exceeded that of MEFs and amounted
76.86% (Fig.1, Fig.2, a, b). The number of survived G1
cells was also increased at the 26" passage, compared to
MEFs, after treatment with 0.5 and 5 pg/ml of
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Fig.2 Analysis of activity of mitotic checkpoint in the cells of mouse G1 cell
line: a —number of living cells at the 26th passage, absolute values of optical
density; b — relative number of living cells at the 26th passage, compared to
the control; ¢ — number of living cells at the 114th passage, absolute value of
optical density; d — relative number of living cells at the 114th passage, com-

pared to the control (a—d: I — 0 hours, 2 — 48 hours); absciss — colchicine
concentration, pg/ml, C-/ — control (cells only); C-2 — control 2 (cells and
colchicine solvent — water); e — anaphase of G1 line cells at the 104th pas-

e sage of in vitro cultivation with chromosomal delay (black arrow) and
bridges between groups of anaphase chromosomes (white arrow); lens 100x,
ocular 10x.

colchicine (Fig.2), 65.67 and 68.51%, respectively. No
significant difference has been discovered in the sensi-
tivity of the investigated G1 cells to the concentration
of colchicine of 0.5 and 5 ng/ml. Therefore, the activity
of mitotic checkpoint at the 26" passage of cultivation
of cells of the mouse G1 cell line is lower, compared
with MEFs.

The analysis of the activity of the mitotic check-
point of G1 cells at the 114" passage of in vitro cultiva-
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tion revealed the highest number of survived cells after
the treatment with colchicine, in comparison with the
26" passage and MEFs. The number of survived cells in
comparison with the control decreased ~5% only at the
treatment of colchicine of 0.05 ?g/ml and ~20% at 0.5
and 5 pg/ml (Fig.2, ¢, d). In 48 hours after the change of
the growth medium, the number of survived cells at
different colchicine concentrations was at a rather high
level (79.82,79.97, and 76.44% of survived cells at the
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Fig.3 Numbers of survived cells compared to the control: @ — 0 hours and b — 48 hours of cell growth, prior treated with different colchicine
concentrations, after the change of growth medium (/ — MEFs, 2nd passage; 2 — G1, 26th passage; 3 — G1, 114th passage); absciss —
colchicine concentration, pg/ml, C-7 — control (cells only); C-2 — control 2 (cells and colchicine solvent — water)

aforementioned colchicine concentrations) (Fig.2).
Therefore, the cells of mouse G1 cell line were revealed
to be insensitive to different concentrations of
colchicine at the 114" passage of in vitro cultivation,
which testifies about weakened mitotic control.

The analysis of mitotic checkpoint in MEFs and in
Gl cell line at the 26" and 114" passages on in vitro cul-
tivation also revealed MEFs to be the most sensitive to
the effect of different concentrations of colchicine. G1
cells were shown to be less sensitive at both early and
late passages (Fig.3, a).

In 48 hours of growing of cells after the change of
the medium, the significant difference in the number of
survived cells in MEFs population at different
colchicine concentrations was observed as well as in
the numbers of survived cells in MEFs and G1 popula-
tions (Fig.3, b). G1 cells were revealed to be insensitive
to the effect of different concentrations of colchicine,
whereas every 10-time increase in colchicine concen-
trations, MEFs were shown both not to divide and die.
Therefore, the lower sensitivity of G1 cells to the effect
of colchicine at the 26" and 114" passage of cultivation,
compared to MEFs, was revealed, while the cells at the
114" passage were specific for the lowest sensitivity
(Fig.3).

The inactivation of mitotic checkpoint in cells of
the mouse G1 cell line is evidenced by the premature
separation of centromeres, compared with sister
chromatides, revealed at the 15" passage of in vitro cul-
tivation [40]. The factors, causing the loss of chromo-
some, the formation of micronuclei, and aneuploidy of
the investigated cell line, may include not only the spin-

dle defects (as multi-nuclear cells in the G1 cell popula-
tion and multipolar mitoses in their sublines were
observed) but also the defects of kinetochores, particu-
larly delay in anaphase of chromosomes (Fig.2, e).

Therefore, the obtained results reveal that the
disfunction of mitotic checkpoint is responsible for the
chromosomal instability of the cells of mouse G1 cell
line.

Some other factors are involved in the occurrence
of phenotype of chromosomal instability in mammalian
cells, e.g. the loss of function of tumorsupressor p53
[1]. Fibroblasts of p53-/- of mice were shown to reveal
high aneuploidy [11, 12-16]. The correlation between
mutation or deletion of p53 and the occurrence of
aneuploidy have been established in various human tu-
mours [17].

The mechanisms of p53 inactivation prior to the oc-
currence of chromosomal instability have not been clar-
ified yet. One of the known mechanisms is presented
by the regulation of cycle of centrosome duplication
during p53 inactivation [11, 41, 42]. Thus, loss of p53
was shown to result in hyper-amplification of
centrosomes in mouse cells in vitro, as a result high fre-
quency of aberrant mitoses (multipolar mitoses and
damaged cytokinesis) was observed, which in its turn
results in the increase in number of errors in the transfer
of chromosomes to the sister cells [11, 41]. Other pos-
sible mechanisms are related to p53 regulation of the
cell cycle and apoptosis.

Therefore, we have analysed the expression of
Trp53 gene in the cells of mouse G1 cell line and its
sublines G1-OA and G1-T at different passages of in vi-
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Fig.4 P53 protein detection: a — Western-Blot analysis of p53 with
monoclonal antibodies PAb240 in cells: / — MEFs; 2 — G1, 30th
passage; 3 —G1, 106th passage; 4 — G1-OA, 35th/24th passages; 5 —
G1-0A, 35th/65th passage; 6 — G1-T, 66th/17th passage; 7— G1-T,
66th/35th passage; b — immunoprecipitation of p53 with PAb240
antibodies (/, 2, 4) and PAb246 (3, 5) from protein extracts of cells:
1 — Gl1, 30th passage; 2, 3 — G1, 106th passage; 4, 5 — MEFs

tro cultivation using the methods of Western Blotting
and immunoprecipitation. Western Blotting was car-
ried out on monoclonal antibodies PAb240, which in
the denaturated conditions recognised both forms (na-
tive and mutant) of p53 protein [43, 44].
Immuneprecipitation was performed with antibodies
PADb246, specific to wild type p53, and PAb240, which
at the native conditions are bound with mutant p53 only
[43, 44].

Low level of p53 was revealed in all investigated
cell cultures using Western Blotting (Fig.4, a). MEFs
lysates were used as the positive control of p53 expres-
sion.

As PAb240 at denaturated conditions allows detect-
ing p53 of both mutant and wild types, therefore, to de-
termine which of the forms of p53 is present in G1 cells
we have performed immunoprecipitation of p53 at the
native conditions with PAb240 and pAB246 antibod-
ies. At these conditions PAb240 are bound to mutant
p53 only and PAb246 with wild type p53. Only wild
type p53 was immunoprecipitated from the MEFs
lysates. At the same time lysates of the G1 cells at the
106" passage of cultivation in vitro revealed the
immunoprecipitation of both wild and mutant p53
forms (Fig.4, b). Mutant p53 were detected at the 30"
and 106" passages of in vitro cultivation of G1 cells
(Fig.4, b). The presence of mutant and wild p53 forms
may result in functional inactivation of p53 due to the
formation of p53-tetramere between wild type p53 and
mutant p53, as it has been described in [45, 46].
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Therefore, the analysis of pS3 expression revealed
the mutant form of p53 in G1 line cells at the 30" and
106" passages of in vitro cultivation. These data corre-
late with the results of analysis of activity of mitotic
checkpoint in the investigated cells. Chromosomal in-
stability and destabilisation of cell line karyotype are
expected to increase at the conditions of weakened mi-
totic control and the absence of functional p53. It is
possible that simultaneous inactivation of mitotic
checkpoint and expression of p53 of both types may
provide the explanation to extended stage of establish-
ment in vitro of mouse G1 cell line with intensive evo-
lution of karyotype [31].

Thus, having performed the analysis of survivabil-
ity of the cells of mouse G1 cell line and divisibility af-
ter treatment with colchicine, it is possible to conclude
the weakening of function of mitotic checkpoint at dif-
ferent passages of in vitro cultivation. Western-Blot
analysis allowed low-level detection of p53 protein in
the cells of G1 line as well as in its sublines G1-OA and
G1-T, whereas the immunoprecipitation of p53 protein
at the native conditions revealed the mutant p53 form in
the G1 cells at the 30" and 106" passages of in vitro cul-
tivation. Both wild type and mutant p53 were detected
at the 106" passage of G1 cells. Summarising the stated
above it has to be said that increased chromosomal in-
stability and intensive process of karyotypic evolution
of spontaneously immortalised mouse G1 cell line [29,
31, 32], as well as aberrant mitoses in the cells of this
line are due to the damages in regulation of mitosis and
possibly inactivation of p53.
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'enernueckas HeCTaOMIBHOCT HIMOPHOHAIBHBIX FePMUHATHBHBIX
kietok nuHUM Gl MpIIKM W HapyuieHHe (YHKIUH KOHTPOIbHOW

TOUYKH MUTO3a U p53

Pesrome

U3zyuena svioicusaemocmov mvluuunvix kiemox aunuu G1 npu obpa-
bomKe KOIXUYUHOM 6 pPA3HbIX KOHYenmpayusx. Ycmawoeiena
MEHbULAS YYBCMBUMENbHOCMb K 0UCMEUI0 KOAXUYUHA KIEeMOK -
nuu G1 na 26-m u 114-m naccasxcax no cpagnenuio ¢ IMOPUOHANb-
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HolMu  Quopobracmamu  mviwu  aunuu  BALB/c,  umo
ceudemenvbcmayem 06 ocaabienuu KOHMpOIbHOU MOUYKU MUMO3A 8
knemkax nunuu G1. IIpu nomowu Becmepn-6iom ananusa eviseien
benox p53 Ha nuskom yposHe kak 6 kiemxax aunuu GI1, max u ee
cyonunuu GI1-OA u GI-T. Memodom ummyHonpeyunumayuu 6
kaemxax aunuu G1 onpedeneno npucymemeue 6eaxa p53 oboux mu-
nog: KaK OUK020, Mmax u Mymanmuo2o, 4mo Modicen 6bl36ams Hapy-
wenue e2o0 Qyukyuu. Ienemuueckas necmadbUIbHOCMb KIemoK
aunuu G1 molwu cesizana ¢ HapyuleHuem QYHKYuu KOHMPOAbHOU
MOUKU MUMO3A U, 6ePOSMHO, C QYHKYUOHANbHOU UHAKMUGAYUE
pi3.

Kurouegvie crnosa: kiemka mvliu in vitro, KOHMpoOIbHAsS MOYKA
MUMO3a, XxpoMOCOMHASA HECMAOUNLHOCTb, P5 3.
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