INTRODUCCION/ INTRODUCTION

Los coronavirus (CoV) se clasifican dentro del orden Nidovirales y
constituyen una familia monogenérica (Coronaviridae) cuyos 11
miembros afectan a muchas especies animales y a humanos. Miembros
de este grupo son los causantes de enfermedades importantes a nivel
econdmico y clinico, con problemas gastrointestinales y respiratorios
principaimente. Son virus con envuelta, RNA positivos de cadena
sencilla que codifica para 17 proteinas no estructurales y las proteinas
estructurales S, N, M, E y HE (esta Gltima en algunos coronavirus). Entre
los coronavirus mas importantes que afectan animales, destacan el virus
de la gastroenteritis entérica porcina (TGEV), responsable de una
elevada mortalidad en cerdos; el virus respiratorio porcino (PRCV)
normalmente asintomatico; el coronavirus canino (CCoV), causante de
gastroenteritis en cachorros y el coronavirus entérico felino (FECV) y el
virus de la peritonitis infecciosa felina (FIPV), causantes de
enfermedades con poca sintomatologia la primera y elevada mortalidad
la segunda.

Coronavirus (CoV),are classified within the Nidovirales Order, forming a
family (Coronaviridae) with only one genus whose 11 members affect
many animal species and humans. The members of this group cause
important economical and clinical diseases, with mainly respiratory and
gastrointestinal symptoms. CoV are enveloped viruses with a positive
single stranded RNA codifying for 17 non structural proteins and the
structural proteins S, N, M, E and HE (this one in some of them).
Among those Coronaviruses described as pathogens for animals,
there is the Transmissible Gastro-enteritis Virus (TGEV)which causes
acute outbreaks with gastro enteric symptomatology with high mortality
rates in piglets; the Porcine Respiratory Coronavirus (PRCV) which is
responsible for chronic infections, mostly asymptomatic or with mild
respiratory symptoms; the Canine Coronavirus, responsible for
gastroenteritis in puppies and the Feline Enteric CoV (FECV) and Feline
Infectious Peritonitis Virus (FIPV) causing the first one asymptomatic
diseases and producing high mortality rates the last one.

DESCRIPCION/ DESCRIPTION

El Hibridoma productor del anticuerpo monoclonal ha sido obtenido a partir
de linfocitos de bazo de ratén Balb/c fusionados con células del mieloma
X63/Ag8653. Purificado por cromatografia de afinidad, presenta una pureza
del 99%.

The hybridome which produces the monoclonal antibody has been obtained
by the fusion of lymphocytes from Balb/c mice’s spleen with myelome
X63/Ag8653 cells. The IgG  has been purified by affinity
chromatography, showing a purity of 99%.

APLICACIONES/ APPLICATIONS

Deteccion del fragmento C de la proteina S del virus de la
gastroenteritis transmisible porcina (TGEV) mediante ELISA e IHQ
Detection of the fragment C of the S protein of the Transmissible
Gastroenteritis virus (TGEV) by ELISA and IHC

RESULTADOS / RESULTS
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Células de intestino delgado de cerdo tefiidas por IHQ /
Porcine small intestine cells stained by IHC



DESCRIPCION DEL ENSAYO IHQ / IHC PROCEDURE

Se desparafinaizan secciones de fragmentos de intestino delgado de 5mm y se
rehidratan. Se incuba el antigeno con 100ul de Proteinasa K (Dako) durante 5
min a Temperatura .Ambiente. y se lavan con agua destilada. El bloqueo de la
peroxidasa endégena se realiza incubando con una mezcla de hidrégeno-
peroxidasa al 3% en agua destilada durante 20min. Los cortes se lavan con
agua destilada y posteriormente con tampdn fosfato (PBS 0,1M). Seguidamente
se incuban con el anticuerpo monoclonal especifico de TGEV (6AA6) diluido
1:10 con un reductor de background (Dako) durante 18 horas en cémara
himeda a 2-8°C. Posteriormente se realizan dos lavados de 1 min.con PBS
0,1M . El sistema de visualizacion utilizado fue LSAB® +System HRP (Dako).
El sustrato-cromdgeno fue Liquid DAB +el sistema sustrato-cromdgeno de Dako
y se incubé durante 5min. Posteriormente se procedi6 al lavado con agua
destilada. La tincion se realizd con hematoxilina y los controle snegativos se
obtuvieron al no afiadir el monoclonal primario a los fragmentos (Shoup et al).

CARACTERISTICAS/ CHARACTERISTICS

Sections of 5mm thick small intestine fragments are deparafinized
and rehydrated. The antigen was incubated at room temperature
with 100 ul of Proteinase K (Dako)) for 5 minutes and washed with
distilled water. The blocking of endogenous peroxidase, in order to
minimize unspecific reactions, was carried out with hydrogen
peroxide at 3% in distilled water for 20 minutes. Next, the slides with
sections were rinsed with distilled water, followed by a washing step
with phosphate buffer (0.1 M PBS). They were then incubated with
100 ml of the primary antibody monoclonal for TGEV (6AA6) diluted
at 1:10, with Dako background reducer and incubated in a wet
chamber for 18 hours at 2-8°C. Subsequently to this period wash
twice with phosphate buffer (0.1 M PBS) for 1 minute. The
visualization system used was the LSAB ® + System-HRP (Dako)
The substrate-chromogen system was the Liquid DAB+ Substrate
Chromogen System (Dako) with 5 minutes incubation and rinsed in
distilled water. Counterstaining was performed with hematoxylin.
The negative controls were obtained by not adding the primary
antibody to the fragments of small intestine of healthy pigs (Shoup
etal.)

AcM / MAD Isotipo / Isotype

Especificidad / Specificity

6AAB! 19G4

Sc (TGEV)

PRESENTACION/ FORMAT

Disponible en dos presentaciones / Two formats available:

PRESENTACION/ CANTIDAD / CONCENTRACION/ CONCENTRATION REFERENCIA/
FORMAT QUANTITY (aproximada/ approximated) REFERENCE
Sgb'e”ada”te/ 5 ml 10-20 pg / mi M.10.TGE.B6AA6
upernatant
Purificada / Purified 1ml Img/ml M.10.TGE.I6AA6

CONSERVACION/ STORAGE
-20°C
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