Figure S1. Gel electrophoresis of Yanggou tick virus (YGTV) samples used in the work. Lane 1 —
negative control, lane 2 — YGTYV strain Plast15-T22438; lane 3 — YGTYV strain Bredy15-T22181; lane 4 —
GeneRuler DNA ladder Mix (ThermoFischer Scientific).

Mlass eg 3F Miass_gly3_PROBE Mlass gly 3R

Species/Abbrv

1. MN648772.2_Alongshan_virus_strain_Miass527_segment_2 TGGATCA G CTCACACCACACHEBIBACC CTTGCGACCCCG cc CCATTCCACTGTGACGGTGA
2. LC628185.1_Takachi_virus_IM-OI36_VP1a_VP1b C.C c C C C C CACC

3. KJ001580.1_Jingmen_Tick_Virus_isolate_SY84_segment_2 ccce e c c c c ec

4. MHE88533.1_Yanggou_tick_virus_strain_16-T2_G1_and_G2_genes clc c CCAC

Figure S2. An alignment of prototype strains of the Jingmenvirus (JMV) group members. Regions of the
discussed oligonucleotides are marked above and highlighted in yellow.
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Figure S3. Examples of the amplification curves produced via an Alongshan virus qPCR. A.
Amplification curves of the standard RNA samples. B. Amplification curves of the standard
RNA samples (logarithmic fluorescence scale). C. Amplification curve of the strain Miass519
(a), compared with 10* standard RNA sample and multiple non-amplifying samples (neg). D.
Amplification curve of the strain Miass527 (a), as well as 100 ul sera samples (b, c) spiked with
25 ul of the ALSV strain Miass519 (9,7*%10” RNA copies/ul), and multiple non-amplifying
samples (neg).

Table S1. Oligonucleotides used for internal control Poliovirus RT-qPCR.

Oligonucleotide Sequence

PVRI1 5’-CGAACGTGATCCTGAGTGTT-3’

PVP1 (ROX)-TTGATTCATGAATTTCCTTCATTGGCA-(BHQ-2)
PVLI 5’- GGCAGACGAGAAATACCCAT-3’

Table S2. Amplification cycle for ALSV qPCR.

Amplification Instruction
step

1 Hold, 95C, 3 min

2 Hold, 95C, 10 seconds

3 Hold, 58C, 30 seconds

4 Plate read

5 Goto 2, 39 times

Table S3. Amplification cycle for Poliovirus qPCR.

\ Amplification | Instruction




step

Hold, 95C, 5 min

Hold, 95C, 15 seconds

Hold, 60C, 45 seconds

Plate read

DN DW=

Goto 2, 42 times




