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THE INFLUENCE OF GENETIC VARIABILITY OF TUMOR CELL
POPULATION OF MOUSE HEPATOMA MH-22a ON INTERINDUCTION
OF APOPTOSIS BETWEEN TUMOR HEPATOCYTES
AND SPLENOCYTES
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BNMUAHUE FrEHETUYECKOWN BAPUABENBHOCTU Nonynauum
OMYXOJIEBbLIX KJIETOK TENATOMbI MbILUWA MI-22a
HA MHAYKLUUIO AMNOMNTO3A B KJIETKAX FrENATOMbDI
N CMNJIEHOLUUTAX
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Heterogeneity of tumors by different features increases during tumor progression and determines the level of its
malignancy. To reveal possible correlations between different characteristics, the method of clonal analysis of the
tumor cell population should be used. The goal of this study was to reveal the influence of DNA-polymorphism level
of mouse hepatoma cells MH-22a on their abilities to differentiate upon the growth in the eye anterior chamber
(EAC), to induce apoptosis of splenocytes at cocultivation, and to resist to splenocyte-induced apoptosis. The
DNA-polymorphism was revealed using RAPD-PCR with three random primers. The ability of tumor hepatocytes
for differentiation was determined by transplantation into the EAC of syngenic mice C3HA. The capability for
apoptosis interinduction between tumor hepatocytes and syngenic splenocytes was determined upon cocultivation
in vitro with the use of electrophoresis of low molecular DNA fractions and by the method of clonal survival. It
was shown that the clonal lines MH-22a with a high level of genetic variability were unable to differentiate if they
are grown in EAC, were stable to apoptosis induction by splenocytes, but could induce apoptosis in splenocytes.
The basic population of tumor hepatocytes and clonal lines characterized by low level of genetic variability diffe-
rentiated during the growth in EAC and had capability for interinduction of apoptosis with syngenic splenocytes.
Key Words: genetic variability, RAPD-PCR, tumor, apoptosis, lymphocytes, differentiation.

I'eteporeHnocTb onyxoJeii o psay NPU3HAKOB HapacTaeT B IIpoliecce MIPOrpecCuy U oIpeieseT 3JJ0Ka4yeCTBEHHOCTb
OILYXOJIH B 11eJI0M. {15 BbISIBIEHHSI BO3BMOKHBIX KOPPEJISIIMiA MEKIY OTAeIbHBIMU IPU3HAKAMH HEOGXOUMO MPOBEIEHIHE
KJIOHAJBHOTO AHAJU3A HCCIENyeMOil NMOMyJsAIMH OMyXoJeBbiX KieTok. Ileiapio Hacrosimeii paGoThl sSIBUIOCH
HCII0Jb30BaHUe KJIOHOBBIX JUHUI rematombl Ml MI'-22a nas u3dydenus BausiHusa pasHoit crenenun JJHK-
nomMop¢hu3Ma OIyXoJIeBbIX renaToUToB Ha X cnoco6HocTh K auddepeHupoBke npu pocre B mepeHei Kamepe
rnasa (IIKT), Ha cioco6HOCTD HHAYIHMPOBATH AINOINTO3 CIUIEHOIUTOB IPH COBMECTHOM KYJIbTHBHPOBAHHH, a TAK)KE HA
YCTOWYHMBOCTD K anontosy, BbidpiBaeMoMy ciuienonuramu. JTHK-nommmopduam Beisiiasim ¢ nomompio RAPD-IITP
¢ TpeMs cayyaiiHbiMu npaiiMepamu. ClOCOGHOCTh ONMYXOJIEBbIX renaTouuToB K AuddepeHnupoBKke onpeaessm npu
ux tpaHcivianTanuu B IIKT cunrennpix mpimeit C3HA. CiocoGHOCTh K B3AUMOWH/YKIMH AIIONTO32 MEK/LY OIMYyXOJIEBbIMU
renaTouuTaMd U CUHIr€HHbIMU CIVICHOIIMTAMHU BBIABJISJIA NMIPU UX COBMECTHOM KYJbTHBHPOBAaHUHN in vitro. Hanuuue
anonTo3a onpeAessiii MeToAoM djekTpodopesa Hu3KoMoeKyasipubix ppaknuii JIHK, a B renatronurax, kpome Toro,
U METO/JOM KJIOHOT€HHOH BBI’KHBA€MOCTH. Y CTaHOBJICHO, YTO KJOHOBble JuHMH MI'-22a ¢ BBICOKMM ypOBHeM
reHeTHYECKON BapualGeIbHOCTH He cnocoOubl K auddepennuposke B IIKT, ycToiiuuesl K anonrosy, BbI3bIBAEMOMY
CIUIEHOLMTaMH, H 00JIaIal0T CHOCOGHOCTHIO HHAYIUPOBATH allONTO3 CIUIEHOUUTOB. OCHOBHASI TOMYJISIIHSI OMYXO0JEBbIX
renaTonUTOB W KJIOHOBbIE JIMHUU C HU3KUM YPOBHEM reHeTHYeCKOi BapuabeabHoCTH M depeHnupyioTcst npu pocre
B IIKT u 06/1a1a10T CIIOCOGHOCTDIO K B3aMMOMH/YKIUH alONTO3a ¢ CHHTE€HHbIMH CILIEHOIMTAMH.

Kmouegote cnosa: renernyeckast Bapuadeapnocts, RAPD-PCR, onyxoab, anonros, sumdouursl, nuddepeHnupoBka.

Disturbances of tumor caryotype, such as chromo-
some and chromatid rearrangements have been stu-
died very intensively. However, small genetic distur—
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bancies occupying only some dozens or hundreds of
nucleotides could be studied effectively only after the
appearance of a method of polymerase chain reaction
(PCR) in its different variations [17]. During the last
decade the first attempts to apply PCR technique on
the study of such disturbances in the tumor cell ge-
nome were made.

Numerous studies of apoptotic events in malignant
cells have shown that apoptosis as the genetically pro-
grammed cell death is implicated also in embryogene—
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sis and normal functioning of organs and tissues as
well as in pathology of different kinds [2, 5, 9, 13]. Thus,
the combined approach in studying apoptosis in ma-
lignant cells is required. Earlier, we have studied pos—
sible relation between genetic variability of tumor cells
and interinduction of apoptosis by PCR with primers
that were homologous to B1 repetitive elements of
mouse [3]. It was shown that the clonal lines of hepato-
ma MH-22a differed in capability for apoptosis interin—
duction upon their cocultivation with splenocytes and
that this capacity correlated with the higher level of ge—
netic variability in clonal lines. The goal of this work
was to study interrelations between quantity of genetic
rearrangements in hepatoma MH-22a clonal lines re—
vealed by RAPD-PCR and their capability for interin—
duction of apoptosis at their cocultivation with synge—
nic splenocytes. RAPD-PCR instead of B1-PCR was
applied for obtaining of higher amounts of amplified
fragments of DNA (AF DNA) in each spectrum and of
DNA fragments with higher molecular masses. Also,
the possible correlation between the quantity of revealed
genetic rearrangements in clonal lines and their ability
to differentiate in vivo upon the growth in the EAC was
examined.

MATERIALS AND METHODS

The cell line of mouse hepatoma MH-22a was ob-
tained from the Cell Cultures Museum of the Institute
of Cytology of the Russian Academy of Sciences (St.
Petersburg, Russia). The cultivation of the hepatoma
cell line was carried out under standard conditions. To
obtain the clones, hepatoma was spread on 25 mm
Petri dishes (250-300 cells/dish), and cultured under
the same conditions as the total basic cell population.

The genetic heterogeneity in the cell population of
MH-22a hepatocytes was revealed by RAPD-PCR. As
primers for RAPD-PCR, three synthetic decanucle-
otides were used: 447 (5'-AACGGTCACG-3'), 452 (5'-
CCGGCTACGG-3') and 453 (5'-AGCTGCCGGG-
3') [6]. The total DNA of the hepatocytes was isolated
by the standard procedure [4]. The cell DNA (0.05 pg)
was amplified with each primer (50 pm), Taq-poly—
merase (1.25 unit), dNTP (100 uM), and MgCl, (2.5 pl)
in reaction buffer (50 pl) during 40 cycles. The thermal
cycling was performed as follows: denaturation at 94 °C
for 30 s, annealing at 40 °C for 1 min, synthesis of DNA
at 72 °C for 1 min. The time of denaturation in the first
cycle and the time of elongation in the last one was
5 min. The products of RAPD-PCR were separated
electrophoretically on 2% agarose gel in Tris—borate
buffer, and the DNA fragments were stained with ethid—
ium bromide. RAPD-PCR probes obtained with primer
but without DNA and with DNA without primer were used
as the controls.

The hepatoma MH-22a and its clonal lines were
transplanted into subcutaneous connective tissue (SCT)
by injection of 108 cells to syngenic C3HA mice. Usu—
ally, the tumors, 1—1.5 cm in diameter, were detected
in 2 weeks. The transplantation of the tumor cells into
the EAC was performed using intraperitoneal Nembutal
narcosis (concentration — 8 mg/ml, 100 pl per mouse).

The eye was washed with a penicillin solution and then
treated with one drop of 1% atropine and one drop of
0.25% dicain after dilatation of pupil for several min.
The suspension of hepatoma cells (25-50 pl) was in—
jected into the EAC using 1 ml syringe. In 15-20 days
after transplantation the growth of transplants was
checked. The tumors were fixed in 10% neutral
paraformaldehyde, passed through ethanol of different
concentrations and embedded in paraffin.

For induction of apoptosis, splenocytes from the
spleen of the 6-9-week old syngenic C3HA male mice
were used. All mice were sacrificed after narcosis. The
experiments for interinduction of apoptosis between
hepatocytes and splenocytes were performed in the
DME medium for 18 h. Splenocytes and hepatocytes
were mixed in the ratio 50:1. Splenocytes and hepato—
cytes cultivated separately for 18 h were used as a
control. The low molecular DNA was isolated by a mod-
ified Hirt's method [21]. For the detection of the oligo-
nucleosomal DNA fragmentation the electrophoresis in
1% agarose gel was applied.

The level of apoptosis in hepatocytes was evaluat—
ed by the clonal survival test. Approximately 250 tumor
hepatocytes were placed in three Petri dishes after their
cocultivation with splenocytes. The number of clones
was counted, when they reached the diameter 1-2 mm.
Tumor hepatocytes incubated without splenocytes were
used as the control.

RESULTS

In the basic cell population of hepatoma MH-22a
cells and in its five clonal lines, DNA was studied for
genetic variability with three random primers — 447,
452, and 453. In each case, the spectra of amplified
DNA fragments (AF DNA) consisted of 14—17 AF DNA
and differed in their molecular weight range: for primer
447 — from 300 to 3000 bp, for primer 452 — from 900
to 3000 bp, and for primer 453 — from 450 to 1300 bp
(Fig. 1). The analysis of AF DNA spectra has allowed
to reveale the differences between the fragments with
respect to their variability: the appearance and disap—
pearance of new fragments, the shift of the fragments,
and an increase or decrease of fluorescence level of
AF DNA. According to the data obtained with use of all
three primers both in vitro and in vivo, the most vari—
able DNA fragments were 500, 750, 900, and 1400 bp.

Although similar results were obtained using all three
primers, the most pronounced changes were observed
in the AF DNA spectra obtained with the use of primer
447. To analyze genetic variability, the AF DNA spec—
tra of clonal lines were compared in vitro with the AF
DNA spectrum of the basic cell population MH-22a. It
was shown that the clonal lines differed in the amount
of genetic rearrangements from the basic population
and between themselves (Table). The genetic variability
in the basic population of MH-22a and its clonal lines
were also detected in vivo upon transplantation into the
EAC and SCT (Fig. 2). To detect genetic variability
in vivo, spectra of AF DNA in the EAC and SCT trans-—
plants were compared with the AF DNA spectra of the
basic cell population of hepatocytes and clonal lines



Experimental Oncology 24, 208-212, 2002 (September)

Fig.1. Electrophoregrams of AF DNA obtained from basic population of MH-22a cells and its clonal lines in vitro. a — primer 447; b —
primer 452; ¢ — primer 453; 1 — liver of C3HA mice; 2 — MH-22a; 3-7 — clonal lines: 3 — 22/4, 4 — 22/5, 5 — 22/6, 6 — 22/7 and

7 — 22/8, M — DNA ladder 100 bp (Fermentas)

in vitro. It was shown that upon those conditions ge—
netic variability both in basic population of tumor hepa-
tocytes and in clonal lines increased. The only excep—
tion was the clonal line 22/5, in which no changes were
detected (see Table). It was revealed that the level of
genetic rearrangements in the basic population and the
clonal line 22/4 decreased upon the growth in EAC in
comparison with that in SCT; didn’t differ in two clonal
lines, 22/5 and 22/8, and increased in the clonal line
22/6. Next, it was found that both the basic hepatocyte
Table. Genetic variability of MH-22a cells, their capacity to differentiate

upon the growth in the EAC and to induce/undergo apoptosis upon cocul-
tivation with syngenic splenocytes

MH-22a cell Genetic variability  Differentiation of
line of hepatocytes  hepatocytes grown in

Apoptosis revealed in

in invivo SCT EAC  hepatocytes Spleno-
CS

vitro SCT EAC EP cytesEP

Basic population +H o+ - + + ¥ +
Clonal lines:  +++ ++ + - - - - ¥
22/4

22/5 - - - - + + +
22/6 = - - - - +
22/7 ++ nd 4+ nd + + - +
22/8 + + o+ - + nd + +

In vitro — DNA polymorphism in clonal lines of tumor hepatocytes is esti-
mated in comparison with DNA polymorphism of the basic population of
MH-22a, taken as zero; /n vivo — DNA polymorphism in tumor hepatocytes
upon the growth in SCT and EAC is estimated in comparison with their DNA
polymorphism upon the growth in vitro, taken as zero; nd — no determined.

1T 2 3 4 5 6 7 8 9 M 1 2

SEEtEIL L 0

population and hepatocytes of three clonal lines (22/5,
22/7, and 22/8) were able to differentiate upon the
growth in EAC. The signs of cytotypic differentiation
(large cells, structured nuclei, the light eosinophilic cy—
toplasm, the small number of mitoses) (Fig. 3) and
moderate signs of histotypic differentiation (formation
of clusters of differentiated hepatocytes surrounded by
thin collagen fibers) were observed.

Study of interinduction of apoptosis between tumor
hepatocytes and syngenic splenocytes was carried out
with the same clonal lines of hepatoma MH-22a (see
Table). These experiments revealed that both the ba—
sic population of tumor hepatocytes and all studied
clonal lines were able to induce apoptosis in spleno—
cytes, although intensity of apoptosis in splenocytes
was different. Meanwhile, splenocytes induced apop-
tosis in tumor hepatocytes only in the basic population
and in three of five examined clonal lines, 22/5, 22/7,
and 22/8 (see Table). It is to be noted that apoptosis in
the clonal line 22/7 was detected only by the method of
clonal survival, but not by EF. It is important that in clonal
lines 22/4 and 22/6 negative results were obtained by
the both methods for apoptosis detection used in
present work. Clonal survival in these clonal lines was
99% (Fig. 4).
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Fig. 2. Electrophoregrams of amplified DNA fragments obtained from cells of the basic population of MH-22a cells and its clonal lines
after their growth in vivo in SCT and EAC with primer 447: a — basic population of MH-22a; 1 — basic population of MH-22a in vitro,
2 — SCT, 3-9 — EAC; b — clonal line 22/6; 1 — clonal line 22/6 in vitro, 2 — SCT, 3-6 — EAC; ¢ — clonal line 22/8; 1 — clonal line
22/8 in vitro, 2 — SCT, 3-7 — EAC. M — DNA Ladder 100 bp (Fermentas)
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Fig. 4. Clonal survival MH-22a cells after coincubation with syn—
genic splenocytes

DISCUSSION

It is well known that in cancerous tissues tumor pro—
gression, dream state of cells or spontaneous regres—
sion of tumor may occur [15, 16, 20]. Among the fac—
tors that determine the fate of tumor cells is the state of
their genome. The intensive investigation of apoptosis
at tumorigenesis has shown that its role on different
stages of the disease beginning from the appearance
of the first atypical cells is unquestionably important,
but it is far from being clear yet. In particular, peculia—
rities of the interinduction of apoptosis between cancer
cells and lymphocytes are poorly studied [10, 14].

The study of the heterogeneity of the hepatoma cell
line MH-22a by clonal analysis has allowed to sup-
pose the possible correlation between the genetic vari—
ability, capability for differentiation at the growth in EAC,
ability to induce apoptosis in splenocytes by tumor
hepatocytes, and the resistance of tumor hepatocytes

lants of hepatoma MH-22a in SCT (a) and EAC (b). Hematoxylin—eosin, x 400

» ¥ . .

to splenocyte-induced apoptosis. The data obtained
may be summarized in the next way:

Clonal lines 22/4 and 22/6 are characterized by high
level of genetic variability; lack of differentiation at
growth in EAC; resistance to the splenocyte-induced
apoptosis; capability for the apoptosis induction in sple—
nocytes.

Basic population, clonal lines 22/5, 22/7, and 22/8
are characterized by low level of genetic variability;
capability for differentiation at growth in EAC; interin—
duction of apoptosis between tumor hepatocytes and
splenocytes.

The data presented point to the general role of ge—
netic variability level among studied features of tumor
cells. The DNA-polymorphism studied by RAPD-PCR
did not allow reveal any definite disturbances in the tu—
mor cell genome; however, it was used as a non-spe-—
cific probe that might characterize rearrangements in
genome occupying some hundreds or thousands of
nucleotides [17]. The greater efficiency of the RAPD-
PCR method applied in this study than B1-PCR used
in our previous experiments might be possibly explained
by a higher conservatism and stability of the genome
sites, in which the B1 repeated elements of mouse were
placed [3]. Hence, it may be concluded that even non-
specific genome disturbances affected such biological
characters of tumor cells, as their capabilities for dif—
ferentiation at the growth in the EAC and interinduction
of apoptosis between tumor cells and splenocytes.

Similar results were reported in [6] and demonstrated
the heterogeneity of clonal lines in the genome rear—
rangements; it was suggested that the accumulation of
the genome aberrations could be linked, directly or in—
directly, to tumor progression.
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In another work [7], hypersensitivity to radiation—in—
duced non-apoptotic and apoptotic death was estab-
lished in cell lines from patients with the chromosome
instability syndrome. Lymphoblastic cell lines from these
patients were characterized by long—term cell cycle
arrest, increased apoptosis, and by the decrease of clo-
nogenicity after irradiation in comparison with normal
tissues. Study of the Hodgkin—Reed—Sternberg cell
line L1236, with the use of cytogenetic analysis, did
not reveal in the cells any specific chromosomal aber-
rations, whereas use of panels of microsatellite loci al-
lowed to find the regions with loss of heterozygocity in
sites of chromosomes 6p, 9q, and 17p [19].

The ability of tumors to suppress components of
immune system, in particular, the capacity of tumor cells
to influence lymphocyte apoptosis, is of special impor—
tance[1, 8, 11, 12]. We showed that the tumor hepato-
cyte population may be heterogeneous in abilities to
induce apoptosis in splenocytes and to undergo sple—
nocyte—induced apoptosis [3, 18]. The heterogeneity
in genetic variability of the studied population of tumor
hepatocytes revealed both B1- and RAPD-PCR is of
great interest, too. We demonstrated that high DNA-
polymorphism in hepatocytes revealed by RAPD-PCR
correlate with capability of tumor hepatocytes for dif-
ferentiation upon the growth in EAC. We hypothesize
that genetic rearrangements in the heterogeneous tu-
mor cell population may lead to the appearance of the
clones that, on one hand, are more stable to the lym-
phocyte-induced apoptosis, while, on the other hand,
become more aggressive to lymphocytes.
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