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* Background

Porcine reproductive and respiratory syndrome virus (PRRSV) causes severe reproductive failures and
respiratory illness in pigs worldwide. The type 2 genotype (PRRSV-2) is prevalent in North American and Asia,
and ORF5 gene sequencing has been used to classify PRRSV-2 into multiple genetic lineages. In Thailand,
PRRSV-2 has circulated for decades, and recent studies found Thai isolates belonging to at least five lineages , ﬁ
(L1, L5, L8, L9, L10). Notably, lineage 10 appears to be Thai-specific, as global sequence data show L10 g m—p = = |||| f |||| |"|I f ||'| - {E:
sequences exclusively from Thailand. ;

* Objectives Porcine blood PRRSV screening ORFS amplification Sequence analysis IQ-TREE
(n=2) (GTR+G model)

Sample callection Real-time RT-PCR
RT-gPCR (ORF5 gene) analysis

This study aimed to detect PRRSV-2 in pig blood samples from northern Thailand (2025) and to determine the
genetic lineage of any detected virus. Specifically, we sought to amplify and sequence the PRRSV ORF5 gene
from positive samples and classify the viruses by phylogenetic analysis.

* Methods

Sample ID  Ctwvalue Result PRRSV Type NI '
Two porcine blood samples were screened for PRRSV using a real-time reverse-transcription PCR assay. For Sample ID _Lm identity (%)
each PRRSV-positive sample, the ORF5 gene was amplified by RT-PCR; PCR products were purified and NP25-01 21.32 Paositive PRRSVY-2 NP25.01 et e
subjected to Sanger sequencing. The resulting ORF5 sequences were aligned with global reference sequences ! ' 1 1 B _. !
and phylogenetic analysis was performed using the maximum-likelihood method in IQ-TREE with the GTR+G NP25-02 22.18 Positive PRRSV-2 NP25-02 >99 4%
model. Branch support was assessed using ultrafast bootstrap and SH-aLRT with 1,000 replicates each. “ i | J

* Results Ihilnaanc

Both samples tested positive for PRRSV-2, and their ORF5 sequences clustered firmly within lineage 10. This

Thai-specific lineage has low intra-lineage diversity. Each sequence showed >99% nucleotide identity to a
reference lineage-10 strain (GenBank AF494042.1), indicating very high similarity. These findings are
consistent with prior reports that circulating Thai PRRSV-2 strains group in lineage 10.

* Conclusion

We report detection of PRRSV-2 lineage 10 in pigs from northern Thailand, highlighting the persistence of this 97/99
Thai-specific lineage. ORF5-based phylogenetic analysis proved effective for classifying the virus. This

Integrated molecular approach improves understanding of PRRSV-2 diversity and underscores the importance = e il g o el Lineage 10

of ongoing surveillance to guide control measures. q% JN848665 HUA 0511 US11 22B06 2011 Thailand 1304 L10 (Thailand-specific)

Sample 1 (Northern Thailand, 2025)
Sample 2 (Northern Thailand, 2025)

— JN848652 AND 0311 USS 6A10 2011 Thailand 1164 L10
— JN002310 1PCN2S10US 2010 Thailand 124 L10

— JQO040787 AS05US3.381 2010 Thailand 1164 L10

— JQO040772 AF1108US 2010 Thailand 1304 L10

— JN002284 1AM10US 2010 Thailand 1304 L10

‘F: JQO040780 AN06US4.201 2010 Thailand 1304 L10
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99/99
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JN002291 1JYN10US 2010 Thailand 1304 L10
JN002294 RR10US 2010 Thailand 1304 L10
JN002290 2AF10US 2010 Thailand 1304 L10
JQ040784 AG04US2.511 2010 Thailand 1304 L10

JN848707 SYA HO711 US13 30HOS 2011 Thailand 1304 L10 110
JN848645 MMR F0211US11 14F12 2011 Thailand 1304 L10
JN848655 AN S0311 US10 51B08 2011 Thailand 1304 L10
JN848693 STE 0711 US13 41C08 2011 Thailand 1304 L10
JN848661 HUA S0411 US10 59F10 2011 Thailand 1304 L10
JN848639 KPS1 0119 US8 92 HO7 2011 Thailand 1304 L10
[[ JQO040775 AS12US7.71D03 2010 Thailand 1304 L10

'I: JN848662 LA S0411 US10 55C10 2011 Thailand 1304 L10

94/100

JN255831 UD1210US 62A04 2010 Thailand 1304 L10
JN848668 SR S0511 US11 24C06 2011 Thailand 1304 L10

PRRSV-¢2, ORF5 gene, phylogenetic classification, lineage 10, Thailand
1 . . . . . 96/9 JN848714 WTC S0711 US13 33B10 2011 Tha.iland 1304 L10
National Institute of Animal Health, Department of Livestock Development, Bangkok, Thailand r INB48690 STH HO711 US13 32A08 2011 Thailand 1304 L10

JN848692 STH S0711 US13 31A10 2011 Thailand 1304 L10
JN848679 CNY HO711 US13 43F08 2011 Thailand 1304 L10 =

® OR293801 USA IA 83749GI 2017 2017 USA |A 144 L7 (Lineage 7, Outgroup)
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The tree was inferred using IQ-TREE (GTR+G model) with 1,000 ultrafast bootstrap replicates and 1,000 SH-aLRT replicates.
Numbers at nodes indicate ultrafast bootstrap / SH-aLRT support values.

Sampling location: 2
Northern Thailand (2025) piood samples »ﬁ_
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