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Objetivos

Avaliar a lactalbumina (ALA) e ovalbumina
(OVA) como potenciais substitutos a albumina
sérica bovina (BSA) utilizada no
enriguecimento do meio EMJH empregado
para o cultivo e manutencdo de Leptospira
spp., consequentemente, barateando o custo
de producéo deste enriquecimento.

Métodos e Procedimentos

O enriquecimento foi preparado de acordo com
Faine (1982) e utilizado a 10% no meio basal
(EMJH-DIFCO™), sendo que duas formulacGes
foram produzidas: a primeira utilizada como
controle, na qual foi empregada a albumina
sérica bovina fracdo V (BSA); na segunda, a
BSA foi substituida pela ovalbumina (OVA).

As  solucdes  estoques dos  demais
componentes do enriguecimento  foram
preparadas, e em seguida, adicionadas

lentamente a solucdo de BSA e ovalbumina ja
filtrada até alteracdo de cor, com posterior
afericdo de pH e filtragdo em membrana de
0,22 um.

Apés a hidratacdo e esterilizacdo em autoclave
a 15 psi de presséo (121 °C) por 15 minutos, 0s
enriquecimentos foram distribuidos igualmente
em tubos de ensaio esterilizados.

Foram selecionados aleatoriamente 10
sorotipos vivos de Leptospira spp.: sorovares
Bratislava, Castellonis, Canicola, Copenhageni,

Javanica, Pomona, Hardjo-Prajitno, Shermani,
Tarassovi e Andamana.

Os sorotipos foram mantidos em meio de
semissoélido de Fletcher, sendo repicado
individualmente na proporcédo de 1:10 em tubos
contendo os meios de EMJH enriquecidos com
seus respectivos suplementos (repigue inicial —
109). Os repiques semanais consecutivos foram
realizados até um terceiro repique (107%).

Cada sorotipo foi examinado através da
observacdo macro e microscépica, sendo
considerado ideal os cultivos que atingiram
uma concentragdo de = 2 x 108 leptospiras/mL.

Resultados

Na andlise macroscopica dos meios de cultura,
ndo houve contaminacdo e os meios tinham
uma coloracdo discretamente amarelada e
limpida. No teste funcional, todos os 10
sorotipos cresceram de forma satisfatoria no
meio EMJH com o enriquecimento controle,
contendo albumina sérica bovina fracdo V
(BSA); porém, no meio de EMJH contendo o
enriguecimento a base de ovoalbumina,
apenas quatro sorotipos cresceram de forma
satisfatéria (sorovares: Bratislava, Canicola,
Copenhageni e Hardjo-Prajitno). Os sorovares
Andamana, Javanica e Pomona tiveram
crescimento satisfatério apenas no primeiro
repigue, jA& que nos repiques seguintes nao
foram observadas leptospiras viaveis. Os
demais sorovares ndo cresceram desde o
primeiro repique.
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Figura 1: Tubo a esquerda contém o meio
EMJH suplementado com o enriguecimento a
base da ovalbumina onde foi semeado o

sorovar Hardjo-Prajitno. O tubo central contém

0o meio EMJH suplementado com o
enriquecimento a base da albumina bovina
(controle) onde foi semeado 0 mesmo sorovar
citado anteriormente e o tubo a direita contém o
mesmo meio descrito para o tubo central, sem

leptospiras.

Conclusodes

Seria possivel a realizacdo da substituicdo do
meio EMJH enriquecido a base de albumina
bovina por ovoalbumina apenas em culturas de
sorovares Bratislava, Canicola, Copenhageni e
Hardjo-Prajitno. Estes quatro  sorovares
apresentaram o mesmo desempenho no meio
EMJH contendo a albumina bovina (controle),
tanto em coloragdo quanto no aspecto de
turvacédo do meio.

Houve uma dificuldade na dissolu¢do completa
da ovalbumina, assim como na filtracdo para
esterilizacdo do enriguecimento contendo este
reagente, o que pode ter resultado na perda
parcial da albumina, durante a producdo do
enriquecimento, influenciando no crescimento
dos demais sorovares. Outras formas de
processar a ovalbumina devem ser estudadas
na composicao deste enriqguecimento para uma
melhor avaliacéo.
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Objectives

Evaluate lactaloumin (ALA) and ovalbumin
(OVA) as potential substitutes for bovine serum
albumin (BSA) used in the enrichment of EMJH
medium used for the cultivation and
maintenance of this enrichment.

Materials and Methods

The enrichment was prepared according to
Faine (1982) and used at 10% in the basal
medium (EMJH-DIFCOTM), being that two
formulations were produced: the first used as
control, in which bovine serum albumin fraction
V (BSA) was used; in the second, BSA was
replaced by ovalbumin (OVA)

Stock solutions of the other enrichment
components were prepared, and then, slowly
added to the filtered BSA and ovalbumin
solution until color change, with subsequent pH
measurement and 0.22 um membrane filtration.
After hydration and sterilization in an autoclave
at 15 psi of pressure (121 °C) for 15 minutes,
the enrichments were distributed evenly in
sterilized test tubes.

Ten live Leptospira spp. antigens were
randomly  selected: serovars Bratislava,
Castellonis, Canicola, Copenhageni, Javanica,
Pomona, Hardjo-Prajitno, Shermani, Tarassovi
and Andamana.

The antigens were kept in Fletcher’'s semi-solid
medium, being individually pealed at a

proportion of 1:10 in tubes containing EMJH
media enriched with their respective
supplements  (initial subculture -  100°).
Consecutive weekly peals were performed until
a third peal (103).

Each antigen was examined through macro and
microscopic observation, and cultures that
reached a concentration of = 2 x 108
leptospires/mL were considered ideal.

Results

In the macroscopic analysis of the culture
media, there was no contamination, and the
media had a slightly yellowish and clear color.
In the functional test, all 10 antigens grew
satisfactory in the EMJH medium with the
control enrichment, containing bovine serum
albumin fraction V (BSA); however, in the
medium  containing the ovalbumin-based
enrichment, only four antigens grew satisfactory
(serovars: Bratislava, Canicola, Copenhageni e
Hardjo-Prajitno). The serovars Andamana,
Javanica e Pomona had satisfactory growth
only in the first peal, since in the following peals
no viable leptospires were observed. The other
serovars did not grow from the first peal.
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Figura 1: Tub on the left contains EMJH
medium supplemented with ovalbumin-based
enrichment where serovar Hardjo-Prajitno was
seeded. The central tube contains the EMJH
medium supplemented with enrichment based
on bovine albumin (control) where the same
serovar mentioned above was seeded and the
tube on the right contains the same medium
described for the central tube, without
leptospires.

Conclusions

It would be possible to replace EMJH medium
enriched with bovine albumin by ovalbumin only
in cultures of serovars Bratislava, Canicola,
Capenhageni and Hardjo-Prajitno. These four
serovars showed the same performance in
EMJH medium containing bovine albumin
(control), both in color and in the turbidity
aspect of the medium.

There was a difficulty in the complete
dissolution of ovalbumin, as well as in the
filtration to sterilize the enrichment containing
this reagent, which may have resulted in the
partial loss of albumin during the enrichment
production, influencing the growth of the other
serovars. Other ways of processing ovalbumin
should be studied in the composition of this
enrichment for a better evaluation.
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