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Background & Objectives

Due to the high PRRSv mutation rate, strain coverage of a gPCR test is important to avoid false negative results.
Secondly, the LLOD of a gPCR test describes the lowest number of pathogen copies that can reliably be detected.
This is important to confirm the status and assessing the pool-size to still reliably detect a pathogen.

The recently developed vetproof® PRRS gPCR kit uses an optimized design approach, covering multiple ORFs in the
PRRSv genome to reliably detect all known PRRSv variants and differentiates Type1, Type 2, and Type 2 HP strains,
including an MS2 phage extraction control to verify test results.

Material & Methods

PRRSv strain coverage was checked
by testing a diverse group of Type
1, Type 2, Type 2 HP strains and
proficiency testing panels with

hard to detect strains. Additionally,
>1400 sequences were checked in
silico to further assess the expected
diagnostic sensitivity.

The LLOD analytical sensitivity
study was done via multiple serial
dilutions of each target, ranging at
5,10, 25, 50, 102, 103, 104, 105
and 106 copies per reaction in
various sample matrixes

extracted with the vetproof®
MagBead Extraction Kit |.

The possible pool size was
determined and tested
knowingthe LLOD, the
minimal load of a serum
sample/ml, the volume
used for extraction and the
volume used for the test.

Results

0 Full strain coverage for all the tested targets was
confirmed. Based on the in-silico analysis, a very
high strain coverage is likely, which indicate a
100% diagnostic sensitivity.

Serum samples containing a minimal amount of
10 copies can theoretically be pooled =10 samples
with this LLOD with a perfect extraction.
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synthetic RNA P Origin P Result Result Result 10f 5 Samples Spiked
Lelystad EU Netherlands 100 positive negative negative Serum Pool FAM (PRRSV EU) HEX (PRRSV NA) ROX (PRRSV HP)
; . (1 of 5 spiked) Cobbelsdorf DZ 2/91 USA2 XH-GD
Cobbelsdorf DZ 2/91 EU German 100 ositive negative negative i
: £ i = °°p'ET REr | Approx. Mg‘" Result CV% Mg‘" Result CV% Mg‘" Result cv%
DV strain EU Vaccine 100 positive negative negative m cpirct q q a
synthetic (Porcilis) EU Vaccine 100 positive negative negative 2.5x10° 100 s Dizitei U 7= Peissiiz (HEd §ilad Casned s
synthetic (TZJ637) EU China 100 positive negative negative 5000 20 3399 Detected 259 3297 Detected 058 3419 Detected 0,37
VR2332 NA USA 100 negative positive negative 2500 10 3457  Detected 172 3416 Detected 077 2452  Detected 203
USA 2 NA USA 100 negative positive negative
- - - 1250 5 26,21 Detected 2,50 34,84 Detected 1,02 36,35 Detected 1,41
synthetic (3908-2017-TY) NA Taiwan 100 negative positive negative
synthetic (KU-N1205) NA South Korea 100 negative positive negative 500 2 hot:Dictected imps DEeEmn DE fEs Oeeded 273
synthetic (ISU39) NA USA 100 negative positive negative 1 of 10 Samples Spiked
XH-GD HP China 100 negative positive positive Serum Pool Cq FAM (PRRSV EU) Cq HEX (PRRSV NA) Cq ROX (PRRSV HP)
Vie Hp Viet 100 pm— o —— {1 of 10 spiked) Cobbelsdorf DZ 2/91 USA2 XH-GD
= letham -
- : - . SOmes: | ApREox hesn Result CV% Mcan Result CV% e n Result cv%
synthetic (10GZ-GD) HP China 100 negative negative positive per ml cpirct Cq Cq Cq
synthetic (11FS12-GD) HP China 100 negative negative positive 2,5x10* 50 31,82 Detected 1,09 3213 Detected 0,77 3303 Detected 1,53
) ) ) o ) 5000 10 35,49 Detected 2,08 34,09 Detected 0,01 35,00 Detected 2,58
HP synthetic RNA is negative for NA amplification as only a part of the genome
. . 2500 5 Not Detected 36,35 Detected 8,11 37,78 Detected 1,34
is contained.

a The new PRRSv gPCR reliably achieves 10 copies/reaction for all the 3 targets in serum, semen, blood

and oral fluids.
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Discussion & Conclusion

This new PRRS gPCR demonstrates full strain coverage, maintained by robust design and regular checks. The LLOD
allows pooling of a high number of serum samples, but it's advised to stick to 5-10 samples since extraction methods
are not always

perfect in the field.




