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RESUMO DE DISSERTAGCAO

Construcao de vetor oriC de Mycoplasma hyopneumoniae —uma ferramenta para
estudos genéticos do agente da pneumoniaenzodticasuina*
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Mycoplasma hyopneumoni&eo agente etiolégico da pneumonia enzodtica, enfermidade distribuida mundial-
mente em rebanhos suinos nas fases de crescimento e terminacdo. A pneumonia enzodtica tem sido considerada uma das me
importantes causas de perdas econdmicas na suinocultura mundial. Tendo em vista a disponibilidade dos genomas completo:
de trés linhagens diferentes e pneumoniaesendo duas patogénicas (linhagens 7448 e 232) e outra ndo patogénica
(linhagem J) e a auséncia de sistemas genéticos adequados para o estudo destes genomas, é necessidade emergente o desel
vimento de ferramentas genéticas funcionais neste organismo. Atualmente, cinco espécies de micoplasmas possuem vetore
replicativos disponiveis para transformacgédo. No entanto nenhum deles possui /biti@ameumoniae estudos sugerem
gue estes vetores sdo espécie-especificos e ndo seriam replicbtids/epneumoniadEste trabalho teve como objetivos a
construcéo de um vetor replicativo e o desenvolvimento de um sistema para transforrvag&mpgeeumoniaéOs resul-
tados alcangados constituem uma etapa prévia e imprescindivel para o estudo de supostas regifes promotoras nesta espéc
O plasmidio replicativo pOSTM construido neste trabalho foi obtido a partir do vetor pUC18, adicionando-se a origem de
replicacdo deM. hyopneumoniae o cassete de expressdo do gene de resisténcia a tetrattinacontrolado pelo
promotor do gene da espiralina Spiroplasma citri A transformagao foi realizada através de eletroporacéo e as células
transformantes foram selecionadas pelo fenétipo de resisténcia a tetraciclina. Os transformantes resistentes a tatraciclina for
confirmados através da amplificagdo por PCR de porcao do vetor inserido nas células. Tal comprovacgdo permite concluir que
o M. hyopneumoniaé um organismo susceptivel a transformagédo e que o determinante tetM heter6logo é funcional neste
patégeno.
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ABSTRACT OF THESIS

Construction of a Mycoplasma hyopneumoniae oriC vector —atool for genetic studies
on the suine enzootic pneumoniaagent
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Mycoplasma hyopneumoniae is the etiological agent of enzootic pneumonia of pigs.The disease has a worldwide
distribution in growing and finishing pigs. The enzootic pneumonia has been considered one of the most important causes of
economic losses in the worldwide swine breeding. The now available complete sequences of the genomes of two pathogenic
(7448 and 232) and one non-pathogenic strain (J) of M. hyopneumoniae and the lack of suitable genetic systems to study these
genomes points to the emergent need for the development of functional genetic tools for this organism. Currently, there are
replicating vectors available for five species of mycoplasmas. However none of them posses oriC of M. hyopneumoniae, and
studies suggest that these vectors are species-specific and they would not be functional in M. hyopneumoniae. The aim of the
present study was to construct a replicating vector and the development of a system for transformation of M. hyopneumoniae.
These constitute a previous and essential stage for the study of putative promoter regions in this species. To construct the
replicating plasmid pOSTM the oriC of M. hyopneumoniae and the expression cassette containing the gene for tetracycline
resistance (tetM), controlled by spiralin gene promoter of Spiroplasma citri, were introduced into the vector pUC18. The
transformation was achieved by electroporation and transformants were selected for tetracycline resistance. Tetraagicine resist
transformants were confirmed through PCR amplification of portion of the inserted vector. Such evidence allows the conclusion
that M. hyopneumoniae is amenable to transformation and heterologous tetM determinant is functional in this pathogen.
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