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Poliovirus can persistently infect some human cell lines in vitro [1]. Arising in vitro conditions of
a chronic virus infection by picornaviruses, and in particular by the poliomyelitis virus, is caused by
the appearance of resistant cell clones [2,3]. In such cells a virus is replicated in lower titers
compared to control cell without causing destructive changes. The point of interest is the study of
proliferative potential changes in cancer cell cultures and degree of cells differentiation under the
influence of chronic virus infection. In other words, the cytological characteristics of the cancer cell
clones that have survived during chronic virus infection were researched.

Aim of this work is to study the dynamic of changes of different cytological parameters in
continuous cell line - HEp-2 under the influence of chronic viral infection by the standard
commercial preparation - trivalent Oral Polio Vaccine (Sabin) that used in the World Health
Organizations Expanded Program on Immunization.

Cells. In work we used the transformed continuous cell culture of a human larynx cancer - HEp-2.
Cells were cultivated in Eagle medium with glutamine and 10% bovine serum. A monolayer of the

intact cells was used in 48 hours after the passage. Cells were resowed in dose 1x10° cell/ml. The cell
lines were received from laboratory U 322 INSERM "Retrovirus et maladies associeées" Marseilles.
The choice of HEp-2 as a model is motivated by the facts from publications on susceptibility of these
cells to the Sabin poliovirus strains.

Virus. In work was used the standard trivalent Oral Polio Vaccine (OPV) (Polio Sabin ™M [oral]
Poliomyelitis vaccine, live attenuated SB BIOLOGICALS Rixensart - BELGIUM).

Chronic virus infection was received by one time infection of 48-hour monolayers of culture HEp-
2 by OPV. The multiplicity of infection was 0,000001 TCDg, per cell. Infected cells were incubated

at 36,5-37°C. Persistent infection was repeated 3 times and summarized data were presented. Viral
titer was calculated by the method of Kiarber. As a control the parallel conducted passages of
noninfected HEp-2 culture were used. Their summarized data are given in the table.

The parameters of chronicle viral infection were selected taking in account the data of literature
[4-6]. After the infection, during 2-3 passages of OPV in cell culture, cytopathogenic action of a
virus was found as the degradation of the monolayer. However, destruction of a monolayer was not
complete, and after the 3rd passage the cytopathogenic action of the virus was reduced. Received
chronically infected culture was characterized by insular and slower growth (approximately twice),
lack of capacity to form monolayer and constant allocation of a virus. During 2nd 3rd passages,
cytopathogenic action of a virus was found. After the 3rd passage the reduction of cytopathogenic



action of a virus was observed. The virus was found from the 1, 2, 3, 5, 9 passages in cell-free
medium in titers 1,5-0,5 lg/ml. The highest titer was observed only once at 3-th passage (1,75).
During the further passages the virus was found out only in cells after their destruction by freezing
in low titres (0,25-0,75).

A virus titration were done on the sensitive intact cell culture HEp-2. So, low viral titres may be
explained as a result of decreased quantity of the sensitive cells in infected culture, and in first
passages as results of low multiplicity of infection. Quantity of the cells in all passages after 2-nd
were significantly less in comparison with control. So, as follows from the table 1, in the 1-st
passage, we can observe the significant growth in the number of cells with 4 nucleoli, as well as the
tendency to increase in the percentage of cells with 5 nucleoli (0,72+0,08). This happened first of all
due to significant decrease in the number of cells with 1 nucleolus. From the 2-nd passage the
number of 4 nucleolar cells decreases and at the same time the quantity of cells with 1 nucleolus
increases. These processes continue and by the 5-th passage the number of cells with 4 nucleoli
sharply decreases, cells with 5 nucleoli almost disappear (in following passages they percent vary
from 0,07+0,01 up to 0,1620,03). In comparison with the control and the 1-st passage the quantity of
cells with 1 nucleoli significantly raised. The number of dead cells also increased (tab. 2). From 6-th
passage the quantity of nonnucleolar cells significantly increases, at practically the same parameters
of cells of other types. By the 12-th passage all these parameters almost do not changes. Only the
number of nonnucleolar cells in relation to the 6-th passage increases. In this passage in relation to
the control a significant decrease in the number of 4 nucleolar cells and increase in the quantity of 1
nucleolar cells is observed. In all the passages significantly increased the number of dead cells, and
by 12-th passage the quantity of mitoses significantly decreased. From the 6-th passage appeared
significant number in comparison with the control of nonnucleolar cells, the number of which
continued to increase, and by the 12-th passage it was significant not only in relation to the control,
but also to the 6-th passage. At the same time the number of dead cells significantly increased and
the quantity of mitoses decreases (except the 5-th passage). Significant changes in the quantity 2-
and 3- nucleolar cells were not fixed in any passage in comparison with the control.

Population of HEp-2 cells under the influence of chronic viral infection of OPV rebled
Passage 0 nucleoli 1 nucleoli 2 nucleoli 3 nucleoli 4 nucleoli
1 0.071+0.008 |[12.68+1.5  [|35.48+2.89 |[25.01+3.0 22.46+1.1
5 0.11+0.008 (39 06+1.9  [[32.39+4.1 19.03+3.2 1214028
6 1.41+0.32°  [40.0243.9  |30.91+33  |21.24+3.4  |1.18+0.3"
12 2.83+0.33  ||34.86+2.1 35.52+4.8  [21.56+£1.9  [0.92+0.2"
Control 0.075+0.007 (26.92+3.7  |33.57+1.79 |[26.5742.9  |9.79+1.15

Significant increase in comparison with the control p < 0.05

Significant decrease in comparison with the control p < 0.05



Table 2
Changes in percent of the death cell and mitosis of continuous cell line HEp-2
under the influence of chronic viral infection of OPV

Passage Death cells Mitosis

1 1.81+0.12° 1.810.19
5 5.67+0.9 3.6420.5

6 3.49+0.6 1.49+0.6
12 4.13+0.7 1.38+0.2
Control 0.1140.007 3.1540.42

Significant increase in comparison with the control p < 0.05

h Significant increase in comparison with the control p < 0.01 and 1 passage p <
<0.05

*;

Significant decrease in comparison with the control p < 0.05

The obtained data testified that: under the influence of a chronic viral functional activity of the
tumour cells in culture is decreased and in the greater degree the characteristics of their
differentiation were changed. The results of the study testify that the proliferative activity of HEp-2
cells was decreased under the influence of a chronic viral infection.

The present results indicate that there are significant differences in various nuclear and nucleolar
indices in HEp-2 cells during chronic viral infection. Summing up, at 9 - 12 passages there is an
increase in the quantity of mononucleolar cells and accordingly decreases in that of 4 nucleolar ones
and stabilization in the quantity of 2 and 3 nucleolar cells. There is also a significant decrease in the
percentage of mitosis and increase in the percentage of dead cells.

The evolution of cell population during chronic viral infection in vitro condition takes place
through selection of more resistant population of cells or less cytopathogenic virus. Viability of
infected cells in vitro during persistence is caused by the interaction of various viral and cellular
factors. In our research the chronic viral infection could be the result of action as cellular as viral
factors because of in the literature were presented data about unstable Sabin strains of poliomyelitis

at 37°C [4-6]. However, the used virus keep citotoxic effect on sensitive cells. The virus was easy
accumulated during passaging. In the other hand, in our experiment was shown significant
difference between intact cells and cells of 9-12 passages. Proliferative activity in this population
was sharply decreased. These data allow to assume, that under the influence of OPV there was a
decrease of a proliferation activity of HEp-2 cells [7-9].
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Q. U. Yupuyjui

HEp-2 g5h pohoubinh ppntihly hupklghuils YEnwith opuy Enunfuibinn
wnipoup b Juightiugmg

Uunugty £ HEp-2 poouyhti Ymyunmipuyh ppnithly dhpniuughte hupblghw (R9F) Yhlryputh
wnbkintugdus opwy Enuduytin ynjhnuhbjhnught qujghtuny: £9b-u uinugyty £ 48-dundjw
Uhuigtipn peowighls i puitt Yhpmuh thnpp nnquymy] (hplghugh puqumlhmpynitip 0.000001
TCDs5o utly poohty) vhwiwg Jupulnt dwtwwuphny: dhpniuny qupuljdws Ynynniput
punipugnymu £ nquajughtt b qquijh qumpunus wény: 8nyg L nipjus inputiubnpuwughugh
tupwplpwd peounhti g5 uh pupp pegunhtt gmguithpibph thmhnfumpymitbpp 40 wqnbgn-
prutt muly: Foouyhtt ynympughuymu hwjuunh wWwugmu b puquulnphquijughtt pphottinh
unlnup, wdmu b dhwlinphquijught pohoutiph pwtalp: Ljugmud £ dhiinqubtph vinnup b
wbjuimu dwhwgws pohoutph wnnynup: Ujuwhuny, ppnuhl hudpklgdus Ympunmput nmith
wjuqius ypnjhdtipunpy wjnhynipentie

3. A. Kapaasin

Xponunveckas nHpexknus nepeBUBHbIX KiIeTok HEp-2 :xuBoii opanabHoit
TpeXBaJIeHTHOH MOJHOMUEJINUTHON BAKIIUHON

ITomydena xponudeckass BupycHas uHpeknus (XBUW) nepeBHBHON KIETOYHOW KYyJbTYPHI
HEp-2 xuBoit aTTeHyHpOBaHHON OpaIbHOW TPEXBaJIEHTHOM MOJMOMHENUTHON BakuuHou. XBU
NOJy4YeHAa IyTEeM OJHOKPATHOrO0 HH(MUIIMPOBAHUS MAJOM 110301 BHpyca (MHOKECTBEHHOCTh
undexmmu - 0.000001 TCDs, Ha kimeTKy) 48-4acOBOr0 MOHOCIOS KJIETOK. 3apa)KeHHash BUPYCOM
KyJbTypa XapaKT€pU30BaJlach OCTPOBKOBBIM M 3HAYUTENIBHO 3aMelIeHHbIM pocToM. [lokazaHo us-
MEHEHHUE psijia KIETOYHBIX MOoKa3arenel TpaHc(hOpMUPOBAHHOM KIETOUYHOW JIMHUM MOJ IeHCTBHEM
XBU. B kieTOYHON NOMYyJISIUMHA JOCTOBEPHO CHUIKAETCS MPOLIEHT MHOTOSAPBIIIKOBBIX KIETOK,
BO3pacTaeT KOJIMYECTBO OJHOSAPHIMKOBBIX. CHMXKAETCS MPOLEHT MUTO30B U BO3PACTAaET MPOLEHT
MEpTBBIX KJIETOK. B 1iemoM XpoHHYECKH WHOHUIMPOBAaHHAS KyJbTypa UMeJa CHIDKEHHYIO MPOJIH-

(hepaTHBHYIO aKTUBHOCTb.



