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Supplementary Figure 1. Phylogenetic analysis of the CA16 strain (OP293089).
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Supplementary Figure 2.  Paralysis in neonatal mice infected with the 105 TCID50 pCA16 and rCA16 viruses 3 days after infection, mice injected with an equal volume of PBS as the control group.
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[bookmark: _Hlk121510828]Supplementary Figure 3.  One-week-old C57/B6 mice were infected with 105 TCID50 rCA16-Nluc virus, and the bioluminescence intensity was analyzed by in vivo imaging on the first, second and third days after infection. A significantly higher radiance was detected at 1 d.p.i.


Supplementary Table 1
The PCR parameters of Nluc gene.
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Supplementary Table 2
The primers for Nluc PCR and sequencing.
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Supplementary Table 3
The primers for constructing the two infectious clones. We used the seamless cloning strategy (Hieff Clone® Plus One Step Cloning Kit, https://www.yeasen.com/products/detail/818, based on homologous recombination principle) to construct the infectious clones. For constructing the CA16 infectious clone: firstly, the primers (P1-F, P1-R; pcDNA-F, pcDNA-R) were used to amplify the P1 fragment and pcDNA vector for constructing of pcDNA-P1; the primers (P2-F, P2-R; P3-F, P3-R; pUC57-F, pUC57-R) were used to amplify the P2 fragment, P3 fragment and pUC57 vector for constructing of pUC57-P2+P3. Then the primers (P1-full-F, P1-full-R; P2+P3-full-F, P2+P3-full-R; pSVA-F, pSVA-F) were used to amplify the P1 fragment, P2+P3 fragment and pSVA vector for constructing of pSVA-CA16 infectious clone. 
The CA16-Nluc infectious clone was constructed by adding Nluc gene to the CA16 infectious clone, the primers (CA16-Nluc-F, CA16-Nluc-R) were used to amplify the Nluc gene, and the primers (CA16-F, CA16-R) were used to amplify the CA16 infectious clone, and the CA16-Nluc infectious clone was constructed by recombination of the two fragments.
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Number of cycles Temperature Time
1 cycle 95°C 2 min
95°C 20 sec

35 cycles 55°C 20 sec
72°C 45 sec

1 cycle 72°C 5 min
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Primer Sequence

Nluc-F CGTCCCTCTTAATCTCAAGGCC

Nluc-R GATCGCTGGGTGGAGACTTG

Sequencing primer  CGTCCCTCTTAATCTCAAGGCC
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Primer

Sequence

PI-F
PI-R
pCDNA-F
pCDNA-R
P2-F

P2-R

P3-F

P3-R
pUCS7-F
pUC57-R
Pl-full-F
Pl-full-R
P2+P3-F
P2+P3-R
PSVA-F
PSVA-R
CA16-Nluc-F
CA16-Nluc-R
CAIGF
CAI6R

CCGCCTTAAAACAGCCTGTGGGTTGTTCCC
GACCGGTTTACAGCGTTGTTATCTTGTCTCTACTAGTGC

CAACGCTGTAAACCGGTCATCATCACCATCACC
GGCTGTTTTAAGGCGGTGCTAGCCAGC
CTCACTATAGGGGAGAGTTTGGACAGCAATCGG
GACTGTGGCTGTCCTTAGCACAGGCTTTTTGAG
TAAGGACAGCCACAGTCCAAGGACCG

ACATGAGAATTGTCGACTTTTTTTTTTTTTITTTITTTITTTTTTCTGCTATTCTGGTTATAACAAATTTACCCCC
GTCGACAATTCTCATGTTTGACAGCT

CTCTCCCCTATAGTGAGTCGTATTACGCGGC
CTATAGGTTAAAACAGCCTGTGGGTTGTTCC
GCTGTCCAAACTCTCCCAGCGTTGTTATCTTGTCTCTACTAGTGC
TGGGAGAGTTTGGACAGCAATCGGG
CATGAGAATTGTCGACTTTTTTTTTTTTTITTITTTTTTITTTTCTGCTATTCTGGTTATAACAAATTTACCCCC
GTCGACAATTCTCATGTTTGACAGCT
CAGGCTGTTTTAACCTATAGTGAGTCGTATTACGCGGC
GAAATGGGATCCCAGGTGTTCACACTCGAAG
CCCAAGGGTAGTAATGGCCGCCAGAATGCGTTCGCA
GCCATTACTACCCTTGGGTCACAAGTCTCCACCCA
CACCTGGGATCCCATTTCTTACAGTTGAGGAGCAA
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