PADRONIZA(;NAO DA TECNICA DE IMUNO-HISTOQUIMICAE
INVESTIGACAO DE COMPONENTES DESENCADEADORES DA
CONTRATURA ARTICULAR EM OVINOS

RESUMO

As contraturas articulares sdo complicacgdes severas de doencas articulares que podem limitar
permanentemente a fungdo de extremidades. Os tratamentos atuais para contratura em seres
humanos tém pouca eficicia e ha uma evidente necessidade de esclarecimento sobre a
patofisiologia dessa disfuncdo crbnica e incapacitante. A articulagdo do ovino é um modelo
promissor para a investigacdo dos estados normais e patoldgicos, pela semelhanca com a
biomecanica de determinadas articulagdes humanas. O objetivo deste trabalho foi investigar
por meio das técnicas de imuno-histoquimica e citoquimica a presenga de componentes-chave
para o desenvolvimento da contratura articular na espécie ovina e avaliar a potencialidade
desta espécie como modelo experimental para estudo desta patologia. Para tanto, foram
utilizadas 15 cépsulas articulares de joelhos de ovelhas Santa Inés sadias para localizacéo de
miofibroblastos e mastocitos. Para investigacdo de miofibroblastos foi realizada a técnica de
imuno-histoquimica. Apds a preparacdo para rotina histoldgica, a recuperagéo antigénica foi
realizada por aquecimento em citrato, seguida pelo bloqueio das peroxidades, bloqueio de
proteinas inespecificas e entdo, o anticorpo primario foi incubado. Apds, o anticorpo
secundario foi acrescentado aos cortes, e 0 cromdgeno DAB foi adicionado. As laminas foram
contracoradas com Hematoxilina de Harris e montadas. Na técnica citoquimica, foi aplicada
a coloracdo de Azul de Toluidina para evidenciacdo dos mastécitos. As anélises dos cortes
foram feitas em microscopio de luz. Os controles positivos da pesquisa de a-SMA (cérvix
ovina) e de mastocitos (corddo umbilical) foram marcados ou corados satisfatoriamente pelas
respectivas técnicas. Nas capsulas articulares, a proteina foi observada na parede de artérias
e raros miofibroblastos foram observados em cada corte, assim como poucos mastocitos
foram corados. Outros estudos sobre lesbes de céapsula articular de ovinos devem ser
conduzidos para confirmar a presenca de miofibroblastos e o desenvolvimento da contratura
articular.
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STANDARDIZATION OF IMMUNOHISTOCHEMICAL TECHNIQUE AND INVESTIGATION OF
COMPONENTS RELATED TO JOINT CONTRACTURE IN SHEEP

ABSTRACT

Joint contractures are a severe complication of joint injuries that can permanently limit the
extremity function. Current treatments for contractures in humans have little effect and
there is an obvious need for clarification of the pathophysiology of this chronic and disabling
dysfunction. Sheep joint is a promising model for the investigation of normal and pathologic
states by the similarity with the biomechanics of certain human joints. The aim of this study
was to investigate by the techniques of immunohistochemistry and cytochemistry the
presence of key components for the development of joint contractures in sheep and to
evaluate the potential of this species as an experimental model to study this disease.
Therefore, we used 15 knee joint capsules of healthy Santa Inés ewes to identify
myofibroblasts and mast cells. For investigation of myofibroblasts was performed
immunohistochemical technique. Following histologic routine preparation, the antigen
retrieval was performed by heating in citrate, followed by peroxidases blockage, blocking
nonspecific protein and then primary antibody was incubated. After the secondary antibody
was added to the cuts, and DAB chromogen was added. Slides were counterstained with
Harris Hematoxylin and mounted. In cytochemical technique was applied the stain Toluidine
Blue to disclosure mast cells. Analysis of the cuts was made under a light microscope.
Positive controls of myofibroblasts (ovine cervix) and mast cells (umbilical cord) were
stained satisfactorily by the standard techniques. In joint capsules, a-SMA protein was
observed in the wall of arteries and rare myofibroblasts were observed in each section, as
well as few mast cells were scored. Other studies about ovine joint capsule injuries must be
conducted to confirm the presence of myofibroblasts and the development of joint
contracture.
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