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ORIGINAL ARTICLE

Detection and identification of orthopoxviruses using
a generic nested PCR followed by sequencing

M. P SANCHEZ-SECO", L. HERNANDEZ', J. M. EIROS",
A. NEGREDO", G. FEDELE" and A. TENORIO®

JournNaL oF CLINICAL MICROBIOLOGY, Dec. 2006, p. 4464-4470 Vol. 44, No. 12

0095-1137/06/308.00+0  doi:10.1128/JCM.00276-06
Copyright @ 2006, American Society for Microbiology. All Rights Reserved.

Use of Internally Controlled Real-Time Genome Amplification for
Detection of Variola Virus and Other Orthopoxviruses
Infecting Humans”

ABSTRACT
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External Quality assays

e 2002 European Network for Diagnostic of Imported Viral Diseases (ENIVD)
* 2004 ENIVD

e 2018 Emerge (Robert Koch)

e 2019 Emerging Virus Diseases Laboratory Network (EVDLabNet, ECDC)

e 2019 Refbio (Robert Koch)
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May 17th: first communication; 7 possible cases 1l
May 18th: arrival of samples

Vesicular fluids, serum, urine, nasopharingeal
exudate

May 18th: results: all positive

May 18th: first draft for national surveillance protocol

May 19th: Sequences (400 bp) available: MPXV Western

African clade
May 25th: complete genome sequences: analysis

ongoing.




2.1. Criterios para la clasificacion de casos

hod o ¥ GOBIERNO MINISTERIO Criterio clinico: 8 /
b -\q DE ESPANA DE SANIDAD Una persona con un cuadro clinico altamente sugestivo de infeccién por monkeypox (MPX)* |nstitut0
a a % en la que se han descartado o el diagndstico diferencial indica que hay muy baja sospecha de
Instituto de Salud Carlos IlI . de Salud
otras patologias.
*Exantema vesicular o pustular (especialmente si es umbilicado) en cualquier parte del cuerpo con uno Car'os | I I

mas de los siguientes: fiebre (>38.52C), dolor de cabeza intenso, mialgia, artralgia, dolor de espalda,
linfadenopatia.

Criterio epidemiolégico:

Si en los 21 dias antes del inicio de sintomas cumple uno de los siguientes:

— Ha tenido un contacto estrecho con un caso confirmado o probable de MPX

— Ha mantenido relaciones en contextos sexuales de riesgo

— Tiene historia de viaje a zonas endémicas de Africa occidental o central en los que se ha
identificado circulacién del virus.

PROTOCOLO PARA LA DETECCION PRECOZ s -
Y MANEJO DE CASOS ANTE LA ALERTA DE
VIRUELA DE LOS MONOS (MONKEYPOX)

EN ESPANA

2.2 Clasificacion de casos

Caso sospechoso: cumple el criterio clinico
Caso probable: cumple criterio clinico y criterio epidemiolégico
Caso confirmado: cumple criterio de laboratorio

Caso descartado: casos sospechosos o probables en los que el resultado de laboratorio ha
sido negativo

Actuallzado 3 31 demayo de 2022 Epidemiological criteria:

If in the 21 days before the onset of symptoms you meet one of the
following:

— Have had close contact with a confirmed or probable case of MPX
— Has had sex in risky sexual contexts

— Has a history of travel to endemic areas of West or Central Africa
where circulation of the virus has been identified.

Clinical criteria:

A person with a clinical picture highly suggestive of
monkeypox infection (MPX)*in which they have been
ruled out or the differential diagnosis indicates that there
is very low suspicion of other pathologies.

*Vesicular or pustular rash (especially if it is umbilicated) in
any part of the body with one more of the following: fever
(>38.52C), severe headache, myalgia, arthralgia, back pain,
lymphadenopathy.

Laboratory criteria:
Detection of MPXvirus genome (MPXV) by specific or generic PCR
for Orthopoxvirusin clinical sample
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Congo Clade

Western Africa Clade

J

Monkeypox

Cowpox

Isolation in Vero

E6 cells

100 nm

Negative staining of a clinical sample (swabs
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obtained from the lesion in viral transport media)
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RESULTS i
June, 1st. bl
125 positive cases (36 with sequencing)

148 negative cases

No clinical information (Mild illness: Most of them umbilicated skin lesions,

fever, astenia, mialgia, inguinal adenopaties)

No epidemiological information (many of themm MHM, Canary Islands party,
sauna)

Methodolofy transfer to hospitals and laboratories of the
National Health System

Implementing MPXV specific PCRs

Trying to obtain inmunofluorescence assays for serology
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WP1: Clinical Research

Patients evolution.

Risk groups.

Contacts and pets
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WP3: Standarization
of proceedings for
control and detection

WP2: Virological
research

Virus in fluids Differential
diagnosis

Immunity

Methodological
Sequencing standarization

Coordination
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