Supplementary Materials

Table S1. Primer pairs used for RT-PCR-based virus detection

Primer name

ASaV

S104-684F
S152-97R
S55-579F
S55-920R
S65-99F
S65-596R
S164-41F

S164-441R
PrLBaV

PrLBaV-Li-6

PrLBaV-Li-7

PrLBaV-Li-10

PrLBaV-Li-11

5’- sequence - 3"

GGTGACAACTATACAAGATCAG
CTAAATCATTGGCATATACACC
AAGATCTGCTCCTGATCCTGC
CTGGTTGTCCCAATATCTCTGG
CAATGGCATAGAAAGCATCACT
GGTAATGTCTTCCATGATACATC
GACAATTAGAGAGGCTCATGA

CATGTACAGTTGATACCACAG

GCGGCTACTATTACCTATCATC
GATGGGCTGATCAGCTTACACGAC
GGCTTCTCACCTTTACAACCTC

GGTCTTGAAGCTTGAACCGCG

Cytorhabdoviruses

S7-RhabdoUni-

FraxF

S7-RhabdoUni-

FraxR

Rhabdo-

UniFrax-N-F1

Rhabdo-

UniFrax-N-R1

Rhabdo-

UniFrax-P3-F

Rhabdo-

UniFrax-P3-R1

CTCTATATGGTACAAAGGTGCTAAAGG

AGGAAATGCGGGTAGGATATCTTC

AGRKATTGAGMWRTTTGGRTCC

RGGTGVDGCCATWGCTAATGT

ATGTTTATCACHAATYTRTCYRYTCARR

TKAAGAG

CCDAGMTCAGTSARRSTSATGTTTCC

genome region

RNA'1
RNA 1
RNA3
RNA 3
RNA 4
RNA 4
RNA 5

RNA'S

RNA 1
RNA 1
RNA 2

RNA 2

L-Protein region

L-Protein region

N-Protein region

N-Protein region

P-Protein region

P-Protein region

temperature (°C)

55

55
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58

58

58
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50
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t size

(bp)

425

342

498
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CLRV

CLRV-RW1

CLRV-Rw2mod

CLRV-RW2

ArmMyvy

ArMV-M2

ArMV-M3

ArMV-M4

GTCGGAAAGATTACGTAAAAGG

CATGCGACCGGTCCTAGTAGTA

TGGCGACCGTGTAACGGCA

YTRGATTTTAGGCTCAATGG

TGYAARCCAGGRAAGAAAAT

GTDATCCACTTYTCATACTG

Ampelovirus-like virus

C1294-2191F

C1294-2554R

C164-7299F

C164-7859R

GCGCGATAAGGATTTCGATTTG

GCTGTGCGGATTATAACCGTAC

CAACGCTCCGCAGTTTATGATGC

GATATCCGTCATCACAAACCCTTA

Trichovirus-like virus

C7043-612F

C7043-957_R

GATATCTATGAGCCAAAGAAAG

CACTAGCGTCGACGCAGGAGTA

3’ UTR RNA 1/
RNA 2
3’ UTR RNA 1/
RNA 2
3’ UTR RNA 1/

RNA 2

RNA 2 MP region
RNA 2 MP region

RNA 2 MP-CP-

region

RdRP region
RdRP region
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Figure S1. Nucleotide sequence identity matrix (lower diagonal) and amino acid sequence identity matrix (upper diagonal) of partial cytorhabdovirus PCR amplicons of the N-
terminal part encoding the nucleocapsid protein. Amplicons generated from cytorhabdovirus infected manna ash (F. ornus), red ash (F. pennsylvanica) and common ash
(FraGCRV1 (BK064353.1) and FraGCRV2 (BK064354.1)) served as references. Samples that belong to the same sequence variant and corresponding high sequence identity
values are highlighted in same colors, namely blue and yellow, respectively. Sampling sites are given above and on the left.

Melzower Forst Emmendingen Schorndort Kaisheim Grabensts
Sean FraGCAVL (BKDBA353.1)  FraGCRVZ[BKOGA3SA1)  F.oenn (MReS17)  Fomus MiPool  SW23 E62699 SW24 E62000  RASGH EG2SH5  RA3GY EG25HR  SW25 EG2972  SW26 EGI095  MReGll 62195 MPReGl2 EG2ISH MRe6lS 62615  RAJG2 EGGI7  MRe6ls EG2623  SW27 EG2975  SW28 EG2970  SW29 EG2963  SWSD EG2984  SW32 EG3II0  MRe6ld EG2205  MReGld EG2206 RA3GD EG2601 SW33 EG2005  SW34 63089 RA3GA EG2630  MReGI9 EG26M4  MReSls EG2640 SW36 EG3010
FraGCRVA (8K064353.1) 0an 07%5 081 1 oms 1 osz7 1 0934 o8 0833 o8 0838 0838 1 1 1 1
FraGCRV2 (BK064354.1) om ome 0978 0983 055 0973 0983 0838 1 oss 0978 089 o0sa8 0a: 0978 0983 1 0983 0983 1 0954 1 0989 osss oms osss og8 0967
. penn (MRe617) 0967 o4 0838 0an 07%5 0833 1 oms 1 osz7 osm3 1 0934 oms 083 o8 083 o0ax 083 0838 osss oz 1 1 1 1 osz7
F. ornus HH-Pool om 082 ons 0962 0555 0983 0994 0838 0978 oss 0389 0967 o088 0a: 1 0994 0978 0994 9% 097 0973 097 0967 oss8 oms osss og8 0983
o SW3_E67899 om2 0859 ons o802 085 0956 0967 0833 0583 0362 0973 o83 0827 062 0967 0983 0967 0967 0983 0978 083 o097 o3 om3 083 0833 0951
Melaower! Sw24_ES2909 0854 0857 osse 0653 [ s os 0755 osss oms 085 055 o075 07 o085 os 085 05 085 0855 0555 085 o0ss ors oS oS 0755
RA366_EG2586 on 0529 om 092 0797 0565 0989 0833 0973 os3 0983 0962 o8 o8z 0383 0989 0973 0989 0989 0973 0967 0973 0962 o3 om3 o833 os3 0973
RA367_EG2588 ons 0829 om 0926 08 0864 0992 0833 0983 oss3 0994 0973 o8 o087 094 1 0983 1 1 0983 0978 0983 o097 o83 o3 o833 os3 0983
Emmendn®n  g\.25 2072 094 om 0947 o 07 o5 on oms 1 o087 osa3 1 0994 o8 o838 o0s38 osss o8z 1 1 1 1
SW26_E63095 ona 0953 o714 o818 061 0851 o082 o820 0709 oss 0978 0s89 o088 0a: 0978 0983 1 0983 0983 1 0954 1 0989 oss8 oms osss og8 0967
MRe611_£62195 0964 o 099 oms 073 oas2 078 0933 osz7 o3 1 0994 om8 o083 oms3 o083 0838 oss [ 1 1 1 1
MRe612_E62198 oms 0834 om1 0931 0809 0564 0947 0951 s 0825 one 0967 oz o0s2 0389 0954 0978 0998 093¢ o097 0973 0978 0967 [rd os7 [ om27 0978
MRe618_E62615 one 0964 o9 o811 0829 0548 0818 0818 om 0938 om 0825 o8 0827 067 0973 0989 0973 0973 0989 0983 0389 o097 os3 os3 o3 om3 0955
RA362_E62617 062 om 0967 oms 073 0ss 078 o7a 0931 ons 0998 o4 om1 099 oss o8 os3 0838 0838 oss oz 1 1 1 1 oz
MRe61S_E62623 0965 0; 0973 0 0725 ozse 0737 o736 094 one 098 ons ons 0978 os3 0827 o83 [ [ o0ax oA 0833 o2 0994 0994 0994 0994 082
Shomdort g\ eqaors ons 0831 oms 0973 0807 0ss8 0931 0935 0721 0824 one 0937 082 o ons 09%4 0978 0994 0994 0978 0973 0978 0967 osss oms osss oms 0989
SW28_E62979 o1 0829 om1 0935 0804 0569 0947 0951 073 0822 onus 0978 082 046 02 0937 0983 1 1 0983 0978 0983 o097 0833 o3 0833 0833 0983
SW29_E62083 on8 0967 07 082 0852 o081 0825 0820 o 0989 ons 0829 096 one o 0827 0827 0983 0983 1 099 1 0 Pry o os38 os8 0967
SW30_E62984 oa1 0829 om1 0935 0808 0569 0947 0951 0822 ons 0978 082 0746 076 0937 1 o827 1 0983 0978 0983 o097 o3 os3 o83 3 0983
SW32_E63110 o3 0831 om9 0933 0805 0sn 0946 0948 o741 082 075 0976 082 o748 0746 0935 0958 o9 098 0983 0978 0983 o097 o83 om3 0833 [ o09m3
MRe613_£62205 o014 0956 o714 0825 0859 0553 0825 0825 0956 om 0831 0935 om 0716 g1 0825 0938 0825 0827 0994 1 0989 osa8 o8 o838 os8 0967
MRe614_£62206 om7 0965 ons 0825 0865 056 0829 0820 03 0947 om 0843 0984 om 0719 083 0838 0958 0838 084 0942 0934 0983 osa8 o8 o838 os8 0962
Kaishelm RA360_EG2501 om1 0967 ons 0827 o067 086 0831 0831 o 0989 om 0845 05 om 0719 083 o 0% 084 0882 094 09%8 0989 o8 oms o838 om8 0967
SW33_E62205 o0m2 0953 om2 082 0856 01 082 0820 0 0953 ons 0829 031 o9 o 0829 0824 0935 082 0825 09% 0938 094 o o0& o8 g 09%6
SW34_E63049 0964 0718 0967 0 0734 o856 0748 o741 0947 oms 0967 0365 0965 o5 N ous 0246 o 019 o8 on 1 1 1 Preg
RA364_EG2630 0937 om1 0942 om 0728 oss on on 0928 om 0914 om ons 0902 0938 ons o om om 0734 o718 0 om 0716 0951 1 1 o2
MRe619_E62634 0937 om 0942 om 0728 oss on on 0928 om 0944 om ons 0902 0938 ons o om om 074 o718 0 om o716 0951 1 1 oz
Grabensit | pecio 62040 0937 om 0942 om 0728 ops on on 0928 om 0944 o ons 0902 0938 ons o2 om om2 0734 0 om o076 o951 1 1 osz7
SW36_E63010 on6 082 om2 0987 0802 o0 o921 092 o 0818 oms 0929 o0s11 om o 067 0929 on 0929 0928 082 082 0825 o082 om ons ons o076



