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Virological methods 
Every clinical sample was inoculated after one freeze thaw cycle on confluent Vero cells (ATCC©, CCL-
81) seeded in 24 well plates with EMEM culture media, supplemented with 2% Penicillin Streptomycin 
+ 1% L-Glutamine + 2% fetal bovine serum. The plates were incubated at 36°C under 5% CO2 for 14 
days. Cytotoxicity and virus growth were monitored by optical microscopy. To confirm the observation 
of cytopathic effects (CPE), the supernatant of each CPE positive well was confirmed by specific MPXV 
PCR. Time to culture positivity was determined when CPE were observed on at least 50% of the 
confluent cells.  
All virus propagation experiments were performed in the BSL-3 laboratory in compliance with the 
Microorganism and Toxin (MOT) legislation at the Institut des Agents Infectieux – Hospices Civils de 
Lyon. 
 
For diagnosis, we used a real-time PCR assay for the specific detection of monkeypox virus West African 
and Congo Basin strain [1]. This published PCR protocol was adapted for processing on the Hologic 
Panther Fusion (PF) system using its open access functionality. Briefly, 500µL of sample was transferred 
to an Aptima® multitest swab specimen collection tube (with a penetrable cap) containing 2.9mL 
Aptima® specimen transport medium (STM). Sample input for extraction was 360μL, elution volume 
was 50μL and template volume for each PCR reaction was 5μL. RNA/DNA extraction and amplification 
reagents (Open Access RNA/DNA enzyme cartridges, Extraction Reagent-S and Internal Control-S) were 
provided by Hologic (San Diego, CA, USA). A detailed description of the Primer/Probe Recon Solution 
and of the cycling conditions can be provided on request. 
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