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INgezim® ASFV CROM Ag es un ensayo enzimatico basado en la técnica de

I N g ezim ® AS FV C RO M Ag Inmunocromatografia Directa, que utiliza un anticuerpo monoclonal (AcM) especifico de

R.11.ASF.KA42 la proteina VP72 del virus de la Peste Porcina Africana conjugado a microesferas de latex.

CARACTERISTICAS DEL KIT
APLICACION

Deteccidn de antigeno del Virus de la Peste Porcina Africana, en muestras de sangre de cerdo doméstico y jabali.
BASE TECNICA

El dispositivo de diagnostico estd compuesto por una placa de pléstico con una ventana que
contiene un AcM especifico de la proteina VP72 unido a microesferas de latex negro y otro AcM
especifico de la proteina control conjugado a microesferas de latex azul.
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Al afiadir la muestra, si contiene antigeno VP72, este se unird al AcM especifico conjugado a latex
negro y migraréd por la membrana. El complejo antigeno-anticuerpo-latex se unird al anticuerpo
situado en la zona test (T) dando lugar a la aparicidn de una linea negra. La aparicion de una linea

azul en la zona control (C) indica que el ensayo es valido.

VALIDACION DEL ENSAYO

SENSIBILIDAD Y ESPECIFICIDAD DIAGNOSTICAS
Estudio 1. El ensayo se ha evaluado con muestras de campo y experimentales todas ellas catalogadas por rt-PCR Universal Probe Library (UPL)
como “Gold Standard” :
e 153 muestras (60 positivas y 93 negativas) de sangre extraida a diferentes dias post infecciéon a 30 cerdos experimentalmente infectados
con diferentes genotipos (n=23, IX; n=19, Ucrania Il y n=111, Lituania II).*
e 58 muestras de campo (52 positivas y 6 negativas) de cerdos domésticos y jabalies procedentes de paises afectados por la PPA durante

2014y 2015.*
e 15 muestras (12 positivas y 3 negativas) de sangre de animales domésticos y jabalies de areas afectadas por genotipo Il .

De las 36 muestras con resultados falsos negativos, 20 eran muestras con valores de Ct por encima de 30, recogidas en estado inicial de
infeccion o de animales en contacto con animales expuestos al aislado LT40/1490. 10 de ellas resultaron negativas por aislamiento.
Si los resultados se comparan con los obtenidos por INgezim® PPA DAS (ELISA de deteccién de antigeno) el coeficiente k fue 0,92 lo cual

indica una correlacion casi perfecta entre ambas técnicas).
Estudio 2. El ensayo ha sido evaluado con 42 (37 positivas y 5 negativas) muestras de campo en el Friedrich Loeffler Institute (FLI), todas ellas

catalogadas previamente por rt-PCR. El ensayo detectd 39 muestras positivas y 3 negativas.

De ambos estudios se concluye que la sensibilidad del ensayo respecto a la técnica rt-PCR fue del 76% y la especificidad del 96%.

SENSIBILIDAD ANALITICA

Para determinar la sensibilidad analitica del ensayo, se utilizaron muestras de sangre negativas contaminadas con la proteina recombinante

VP72 o con virus inactivado de la cepa BA71. Se realizaron diluciones seriadas de ambas

matricesy se determiné la capacidad de deteccion para cada una de ellas tanto por INgezim® B2 :5
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Todos los estudlios han sido realizados dentro del marco del Proyecto ASFORCE con la colaboracion del CISA-INIA. — AU .~ Do Concentracion VP72 en sangre [ug/ml)

*Sastre et al (2016) Development of a novel LFA for detection of African swine fever in blood. Vet. Research, 12:206
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I N geZi m ® AS FV C RO M Ag INgezim® ASFV CROM Ag is an enzymatic assay based on a direct

immunochromatographic technique in which a monoclonal antibody (MAb) specific of VP72
R.11.ASF.K42 of African Swine Fever virus (ASFV) conjugated with latex microspheres is used.

KIT FEATURES
APPLICATION

Detection of African Swine Fever Virus (antigen) in blood samples of domestic pigs and wild boars.
TECHNICAL BASE

This diagnostic device consists on a plastic plate containing a membrane. On the membrane, two
lines are printed: the test line (T) has a specific MAb to ASFV and the control line (C) has a specific

MADb for the control protein.

If the case of a positive sample, the virus binds to the black beads conjugated to the anti-ASFV MAb.
The immune complex then migrates through the membrane by capillarity and is captured again by
the anti-AFSV MAb absorbed on the test line, resulting in the appearance of a black line. The
presence of the control line serves as validity of the test, indicating that the

immunochromatography has been performed correctly.

ASSAY VALIDATION

DIAGNOSTIC SENSITIVITY AND SPECIFICITY

Study 1. This assay was evaluated with field and experimental samples all of them previously classified by rt-PCR Universal Probe Library (UPL)
as "Gold Standard” :
e 153 blood samples (60 positive & 93 negative) of 30 pigs. These pigs were experimentally infected with different genotypes (n=23, IX;
n=19, Ucrania Il y n=111, Lituania Il)* and bled at different days post infection.
o 58 field samples (52 positive y 6 negative) of domestic pigs and wild boards from ASFV affected countries during 2014 and 2015.*
e 15 blood samples (12 positive y 3 negative) of domestic pigs and wild boars from areas affected with genotype Il
36 samples gave false negative results. 20 of these samples gave Ct values higher than 30 and were samples taken off at early states of infection
or corresponded to animals in contact with LY40/1490 isolate exposed animals. 10 of these 20 samples showed negative results by isolation.
Comparing the results with the obtained by INgezim® PPA DAS (Ag detection ELISA) the coefficient k was 0.92, indicating a perfect
coincidence between both techniques.

Study 2. The assay was evaluated with 42 (37 positive y 5 negative) field samples at Friedrich Loeffler Institute (FLI), all of them previously
characterized by rt-PCR. INgezim® ASF CROM Ag detected 39 positive samples and 3 negative ones.

From both studies it can be concluded that the sensitivity of the assay respect to rt-PCR was 76% and the specificity 96%.

ANALYTICAL SENSITIVITY

To determine the analytical sensitivity, blood negative samples contaminated with recombinant vp72 or with inactivated virus (strain BA71) were

used. Serial dilutions of both kind of matrixes were made and the ability of detection were
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tested in comparison with INgezim® PPA DAS. ' -
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All these studlies have been made within the frame of the project ASFORCE in collaboration with CISA-INIA. VY “"b & ”‘3’ © “% 0 & &
*Sastre et al (2016) Development of a novel LFA for detection of African swine fever in blood. Vet. Research, 12.206 ~ ™= ry —=— oD Concentration of VP72 inblocd (ue/mi)

EUROFINS-INGENASA, S.A.

Avda. de la Institucion Libre de Ensefianza 39, 8¢
28037 MADRID (SPAIN)

Phone: (+34)91 3680501

www.ingenasa.com

PaaNesoleso

COMPOSITION OF THE KIT

® Chromatographic devices

=Vijals with diluent STrNet _HH
Spanish registration n® 10671-RD ; ISO 14001 1SO 9001:2015
1T-73840 e —
EXPIRATION: 24 MONTHS. Stored at 4°C-25°C 1T-73780 9191.INGE 9175.ING2

Ed.290921


http://www.ingenasa.com/

