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In-vitro propagation of B. bovis using microaerophilous stationary phase (MASP) were
investigated. Medium I 99 (Med I99) containing 40% bovine serum showed good propagation of
the parasites represented by the percent of infected red blood corpuscles. Reduction in bovine
serum content in Med l99 to 20% or less resulted in lower growth of the parasite.

LH-l medium containing 20% bovine serum was gradually replaced Med l99 containing 40%
serum. After ten serial passages, the parasite was adapted for growth in the LH-l medium with
20% serum. Other successful trials to reduce serum content in the culture to 10% were done.
There were no clear differences in the percent of infected RBCs when Med 199 containing 40%
serum, LH-l medium containing 20% bovine serum or LH-1 medium containing 10% bovine
serum.

The viability of cryopreserved parasites which had been stored in liquid nitrogen was realized
encountered after re-cultivation in MASP under optimum conditions in 5% CO2 atmosphere.

INTRODUCTION

Babesia (B) bovis IS a
haemoprotozoan which causes bovine
babesioisis (Texas fever), a heamolytic tick
born disease. The disease is of high economic
importance in livestock production animals
(1,2). Before 1978, several unsuccessful
attempts to in-vitro propagation of Babesia
organisms have been made to produce antigens
for serological tests and immunogens for
disease control (3,4).

The development of continuous in-vitro
cultures of B. bovis using microaerophilous
stationary phase (MASP) provided
reproducible sources of tissue culture live
attenuated vaccine, dead antigens and soluble
derived exoantigens (5). Exoantigens are
soluble proteins naturally released into the
supernatant medium of cultures of these
organisms.

A major problem of continuous in-vitro
cultures of B. bovis in MASP is the high
concentration of bovine serum protein
requirement (40%) which provided only from
a full susceptible calf (a haemo-parasite free
calf kept ticks free yard). Not all babesia free

young or adult cattle provide serum that
supports growth potential donors need to be
screened in on-going culture for growth
supporting capabilities (6).

The aim of the present study was to
fulfill the following itemes : 1- detecting the
most suitable conditions for optimizing the
growth of B. bovis (Egyptian strain as a source
of immunogens. 2- Gradually replacing
conventional medium (medium 199 with 40%
normal adult bovine serum) with HL-1
medium containing low serum content. 3
storing in liquid nitrogen and retrieving the
viabil ity of the cryopreserved parasites.

MATERIAL AND METHODS

l.Donor animal: a haemo-parasite free calf,
as confinned by Giemsa-staind blood
smears and Indirect Immuno-fluorecent
Antibody technique (IFA) using B. bovis
specific IgG (7,8)., was kept under
hygienic conditions in tick free yard. This
calf was used for collection of serum and
defibrinated blood for uninfected
erythrocytes. The erythrocytes were
prepared as a 50% suspension in Puck's


















