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INTRODUCTION

Porcine reproductive and respiratory syndrome (PRRS) is a highly infectious disease, endemic in pigs throughout the world. PRRS is caused by a single stranded positive-sense RNA
enveloped virus with a high mutation rate leading to greater heterogeneity of the nucleotide sequence between individual strains.

The genetic diversity of the virus increases the risk of reduced sensitivity for diagnostic nucleotide detection methods. The aim of the present study was to monitor circulating PRRSV
strains throughout Europe using sequencing technologies, in order to update our diagnostic test method.
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The analytical strategy is divided into different steps: Viral RNAs are isolated using the MagMAX™ Core Nucleic The monitoring of circulating European PRRSV strains, using sequencing technologies enables the sequencing of

Acid Purification Kit on KingFisher machines. Isolated RNA is amplified using LSI VetMAX™ PRRSV EU/NA Kit RNA directly isolated from field samples.
on QuantStudio 5 real-time PCR system.

Depending on the PRRS viral load estimation into samples, two sequencing strategies were applied: Sequencing approaches offer the possibility to identify new PRRSV strains, increasing the performance of a
» Samples containing a high/medium PRRS viral load, RNASeq or Long Range protocols were applied in diagnostic tool for PRRSV detection.
order to obtain complete PRRS genome sequences.
= Using the RNASeq protocol, no additional step is needed between isolated RNA and Sequencing step. The VetMAX PRRSV EU & NA assay in development is designed to reinforce the efficacy of PRRSV survelillance
= Using the Long Range protocol, 2 additional steps are required before the sequencing: Step 1, full- program in the field, with the detection of the 4 subtypes of the PRRSV European genotype, and a diagnostic
length cDNA synthesis. Step 2, cDNA amplification (4 fragments of 4Kb). Each fragment is used as a sensitivity of 99%.
template for the sequencing.
» Samples containing a weak viral load, capillary electrophoresis protocol was performed in order to obtain a Thermo Fisher Scientific offers a range of adapted workflows from the sampling, extraction methods to the
specific target sequence of PRRS genome (ORF7 sequence). sequencing solutions
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