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viable cells was estimated after trypan blue staining. Since there is no difference in cultivation of cells
in two types of bioreactors described above (except the volume of cultivation medium), we describe
in detail the technology of cultivation only in the bioreactor SLF 20 using 10 liter volume of
cultivation medium.

First, the suspension of cells and microcarriers in cultivation medium was prepared. A 300 ml
votume of suspension of Gelaspher M in PBS was mixed with 1.5%10% MDBK cells and added 1o
3 liters of Eagle’s MEM with 10 % ICS. After shaking the suspension was transferred into the
bioreactor and heated to 37 °C. Then the suspension was stirred for 8-12 hr discontinuously: 1 min
stirring a 50 rpm and 30 min without stirring. After this period about 80~90 % of cells attached to the
bead surface. This attachment period was controlled in samples of microcarrier suspension along
with pH and microbiological control. Then 7 liters of cultivation medium (37 ©C) was added to the
bioreactor and the suspension was kept continuously stirred at 50 rpm. The cell growth on beads was
controlled in samples after 24, 48 and 72 hr of cultivation. As a rule, about 90 % of beads were
covered by cell monolavers after 2 davs of cultivation.

Virus infection of cell microcarrier culture. The stirring was stopped. microcarriers settled down and
the medium was exhausted. Then microcarriers were washed with 3 liters of PBS and the virus
infection was carried out as follows. IBR virus was diluted in 2 liters of cultivation medium without
serum (37 ©C) to reach the multiplicity of infection of (.1 PFU per cell and added to the washed cells.
This suspension was stirred at 50 rpm for 1 hr at 37 °C. Thereafter 8 liters of complete cultivation
medium was added and the incubation continued. Samples of microcarrier suspension were taken at
various times p.i. and the cells on beads were microscopically examined for the presence of CPE.
Also samples of cultivation medium were taken for monitoring the infectious virus titer. When CPE
was complete in all cells and the virus had to be harvested. the stirring was stopped. microcarriers
were left to settle down and the cultivation medium was exhausted and saved.

Virus tirrasion. Infectious titer (TCID/mi) of IBR virus was estimated in tube cultures of MDBK
cells infected with serial tenfold dilutions of virus material. The CPE was read 5-7 days p.i.
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Fig. 2
Growth curves of MDBK cells on micro-
carriers and in stationary cultivation
X - microcarriers: o - stationary culture.
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