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Table S1. Unmodified miRNA mimics sequence

miRNA mimics sense (5" —3’) antisense (5'—3’)

MiR-NC UUCUCCGAACGUG- ACGUGACACGUUCGGA-
UCACGUTT GAATT
UCAC-

AACAUUCAAC-
miR-181c CGACAGGUUGAAU-
CUGUCGGUGAGU GUUUU
GUUCAGAGUUCUACAGU UCGUCGGACUGUAGA-
BZL-sRNA-20 CCGACGAUC ACUCUGAACUU
Figure S1
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Figure S1 Phylogenetic Analysis of the GP5 gene of PRRSV strain B39.

The phylogenetic tree was constructed by the maximume-likelihood method using MEGA 12.0 based
on the GP5 gene nucleotide sequences of strain B39 and reference strains. Bootstrap values (1000
replicates) are indicated at the nodes. Strain B39 clusters with NADC30 reference strains (JN654459
and MH500776) in Lineage 1, confirming its identity as the NADC30-like genotype. Lineages 5 and
8 are shown as controls to illustrate genetic divergence. The scale bar indicates nucleotide substitu-

tions per site.
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nfe: 25.1 keal/mol
p-value: undefined

position 6945

target ¥ A UG A 63
GUU U GGAC  AGAAUUCUGGA
UAG A CCUG  UCUUGAGACUU

mRM 3 C CG ACA G5

nfe: -25.6 kcal/mol
p-value: undefined

position 1692

target 5 A A G A Uy
GUUGGA G GAGC UUGGAC
CAGCCU C CUUG GACUUG

niR¥A 3 CUAG GAAU A Y

nfe: -26.2 kcal/mol
p-value: undefined

position 7601
target 5 G A C GAUWU Uy
GAUCG UGG AC  UGGGAUUUUGAG
CUAGC GCC UG AUCUUGAGACUU

nikvA 3 A AC 65

nfe: -29.1 keal/mol
p-value: undefined

position 14088

target 5 A e ¢ U Ay
GUCG GG ACUG UGGGGCUCU  6C
UAGC GCC  UGAC AUCUUGAGA UG

nikA 3 C A o 5

nfe: -25.3 keal/mol
p-value: undefined

position 11805
target 5 A C  GOUUG U c 3
AUCG CGGAU GUGG AUUUTG
UAGC GCCUG ~ CAUC UGAGAC
mRvA 3 C A A U UG 5

position 11542

target 5 A G GA 6 ACAA G ¥
GU GU GGAUUG AGGACU  UGAA
UA CA CCUGAC UCUUGA  ACUU

mikVA 3 C 6 G A G G5

nfe: -26.3 kcal/mol
p-value: undefined

position 38

target 5 U A6 A CAY
AUUGUC GGA CUGU GACU CUGG AC
UAGCAG CCU GACA UUGA GACU UG

mikNA 3’ C uc 5

nfe: -29.4 keal/mol
p-value: undefined

position 566

target 5’ U UACCCC U
GUCGUUGG AUUGUAGGAC CUG
UAGCAGCC UGACAUCUUG GAC

miRNA 3 C A UG

g

5

nfe: ~25.4 keal/mol
p-value: undefined

position 5589

target 5 U AC A G G Uy
GAUC CG GGCUG GGAGCUU UGG
CUAG GC CUGAC UCUUGAG AcU

miRVA 3 CA A 06 5

ufe: -25.9 keal/mol
p-value: undefined

position 3766

target 5 C CA 6 AUAUCCUUCAUUC Uy
UCG C GA UGUAGAG UUUUGAGC
AGC G CU ACAUCIU GAGACUUG

miR 3 CU AC G 5

nfe: -27.1 keal/mol
p-value: undefined

position 8941

target ¥ € UUUUCU MUUAC 6 ¥
CGUC GGGCUGUAGGAU GGGC
GCAG CCUGACAUCUUG CUUG

nik¥A 3" CUA AGA oy

Figure S2 Prediction of BZL-sRNA-20 targeting NADC30-like PRRSV genes.

Alignment results of the prediction analysis for BZL-sRNA-20 targeting the NADC30-like PRRSV

genome, performed with RNAhybrid.
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Figure S3 5'-Triphosphate modification enhances the stability of BZL-sRNA-20 in cells.

MARC-145 cells were transfected with the indicated RNAs (20 nM), and total RNA was extracted at
0, 24, and 48 h post-transfection for Northern blot analysis. 5S rRNA (upper panel) served as a load-

ing control. 1, miR-NGC; 2, 5'-PPP miR-NC; 3, BZL-sRNA-20; 4, 5'-PPP BZL-sRNA-20.





