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——————————————————————————————————————————————— GTTTGTATGGAGT

TGCAGGATCATTATCCTTGTATCTACAAGTACAATAGAAAGCAAGAAGTTTGTATGGAGT

——————————————————————————————————————————————— GTTTGTATGGAGT
*khkkhkkhkkkkkkkk*k

CEFAS_F CEFAS Fn

ATCCAAAGTACTTAGATTAAT TGTTTTTGTTAGTCC

ATCCAAAGTACTTAGATTAATGTTATCAATGAAATTTGTGTATTGTGTTTTTGTTAGTCC
ATCCAAAGTACTTAGATTAATGTTATCAATGAAATTTGTGTATTGTGTTTTTGTTAGTCC

R R R R R R R R R

AAGAGTTTTCTTTTCGTCAT TTGTTACTTTTTGTAGTTGTTTAATATTTGTGATAAGATT
AAGAGTTTTCTTCTCATCGTTTGTTACCTTTTGTAGTTGTTTAATATTTGTGATAAGATT
AAGAGTTTTCTTCTCATCGTTTGTTACTTTTTGTAGTTGCTTAATATTTGTGATAAGATT
Kdhkkkhkkhkhkhkkkhkkhkhkk *k K*k Kkhkhkkhkhkhkhkhk Ahkkkhkkhkhkhkhkkhkhkhx hhkhkhkhkhhkhkhkhkhkhrhhkhkkxkk
CEFAS_gF

TCCATTGGCATAAAATCCTTCCCAGATTTGGGTTGAAACATGTTTTA

TCCATTAGCATAAAATCCTTCCCAAATTTGTGTTGATACATGTTTTAGTGTTTTGTAGAT
TCCATTGGCATAAAATCCTTCCCAAATTTGTGTTGAAACATGTTTTAGTGTTTTGTAGAT

hhkhkhkhkhk KhhhkhkhkhAAAAAAAAAKAAK K hkhkk khhkhkhkkhk *hkhkhkrAAAkAAA*x *AAkkxk* K%

TiHo Sybr gF CEFAS g Probe CEFAS gR

TGTAG AAACAAACTCTCTTTACTGCAACTCCTTGAGG
TGTAGCATTTCCTAGTTTGTATGGCAAGAAACAAACTCTCTTTACTGAAACTCCTTGAGG

R R R R I £

-TGATCTAGAATTCCACAATATGTAATCTCAAATTTGTTTGTGGAGTTTTTGAAATA
AATTTGATCTAGAATTCCACAGAATGTAATCTCAAATTTGTTTGTAGAGTTTTTGAAGTA
AATTTGATCTAGAATTCCACAGAATGTAATCTCAAATTTGTTTGTGGAGTTTTTGAAGTA

khkkh KhhkkhkkhkhkhkhkhkhkrAhAkAkAAK KK KA KKk Kk hhhkhhhhhhhhhhhkhk*x KAXAXAAKFK* K%

TACTACTTCATCATACAATCCTAGAACTAGAGCAAGATTAGAAGTCATTGTCTTGTCAAA
TACTGTTTCATCACACAATCCTAGAACTAGAGCAAGATTAGAAGTCATTGTCTTATCGAA
TACTGTTTCATCATACAATCCTAGAACTAGAGCAAGATTAGAAGTCATTGTCTTATCGAA

* K kK KAKKkh kK Kk hkhhkhhhh kA XA AN A AR A KA A Ak hkkhhkhkhhhkhk kA XhkA* **k *%

Primers

CEFAS end-point (Matras et al., 2017)

CEFAS_F ATGGAGTATCCAAAGTACTTAG
CEFAS_R CTCTTCACTATTGTGACTTTG

CEFAS nested end-point (Matras et al., 2017)
CEFAS_nF
CEFAS_nR

CEFAS probe (Matras et al., 2017)

CEFAS_gF
CEFAS_qR
CEFAS_q_Probe[FAM] [BHQ1]

TiHo probe (Adamek et al., 2016)

TiHo_qF
TiHo_gR
TiHo_qg_Probe [FAM] CCAGCTCCTACAAGGAAAGCAATTGA [BHQ1]
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TiHo_Sybr gR

GACAGACATCTTATTCCAATCATCAATCTGGATTCCTTTCCAGAACATAACATTTGCAAT

GACATTCATCTTATTCCAATCATCAATCTGAATTCCTTTCCAGAACATAACATTTGCAAT
TCTGAATTCCTTTCCAGAACATAACATTTGCAAT

* K kK KA Kk hhhhkhhhkhhkhhhkhhkhAAAAAK AAKK KA A Ak hhhkhhhhhk kA XA AAKAKAK KKK

TTTAACTTGCTCTGGAATTGTATCAACGTATCCAZ—\TATCTTTCTTTACTACGTAATTT.
TTTAACTTGCTCTGGAATTGTATCAACATGTCCAATATCTTTCTTTACTACGTAATTTGG
TTTAACTTGCTCTGGAATTGTATCAACGTATCCAATATCTTTCTTTACTACGTAATTTGG
dhkhkhkkhkhkhkhkhhkhkhkhhhkhkhkhkhkhkhhkhkhkhrrkh * hhkhkhhkhkkhhkhkhkhhkhkhkhhhkhkhkhkhkhkhrhhkhxkk
CEFAS_Rn CEFAS_R
ACAAAGTCACAATAATGAAGAGTTGTCATTTTAATTTGTTG
ATGAGGTAGTACTTTGCTAACAAAGTCACAATAGTGAAGAGTTGTCATTTTAATTTGTTG
ATGAGGTAGTACTTTGCTAACAAAGTCACAATAGTGAAGAGTTGTCATTTTAATTTGTTG

R R I R R R R R

TAGATCAATTTCTGCAAATTGATGTATATCAGGAATATCAAATTTAACCATATTTGCAAA
TAGTCCAATTTCTGCAAATTGATATATATCAGGAATATCAAATTTAACCATATTTGCAAA
TAGTCCAATTTCTGCAAATTGATGTATATCAGGAATATCAAATTTAATCATGTTTACAAA

* Kk KhkkhkKhhhhkhhhhhhhhh*x AXKAAAAAA KA Ak hhkhhhhhhk *hk*x *A*k*k *KA**

TGGATTTGCTCCTGCTGCGGCAGCCATTACATAATTAGAATCACGAAGTTCAGGATCTCT
TGGATTTGCTGCTGGT-~~GCTGCCATTACGTAATTAGAATCGCGAAGTTCAGGATCTCT
TGGATTTGCTGCTGGT -~~GCTGCCATTACGTAATTAGAATCACGAAGTTCAGGATCTCT
KkAhkkkkkkhkkkk KkKhkk K LR A R R R R o
Oyamatsu_F
TACTGCTGATGTTGCATTCATTTGAGAATGAACGGAATCAACAAGTTGATATGCATTTGC
TGCTGCTGCTGTTGCAACCATTTGAGAATGAACCGAATCAACAAGTTGATATGCTTTTGC
TGCTGCTGCTGTTGCAACCATTTGAGAATGAACTGAATCAACAAGTTGATATGCATTTGC

Kk kkkkkhkk KhkkkkKkKk KA Kk khhKhhhkhhhhk hhhkAAhkAXAAAAAKAXKA K, Kk Kk Kk Kk

ATTTGCATCAAAAGTAACAACTTGACGTGGGAATGATTGAGACAAAGTAGAATTTCTTGA
ATTTGCATCAAAAGCAACAACTTGACGAGGGAATGATTGGGACAAAGTAGAACTTCTTGT
ATTTGCATCAAAAGCAACAACTTGACGAGGGAATGATTGAGACAAAGTAGAGCTTCTTGT

khkhkhkkhkhkhhhhhhhx KAAAKAKKAKAKK K hkhhhhhhhx AXKAXAKKKK K kK kk kK

GTAATGCATATCTTGAGAACCAGCTACTCCACCTTGGTTAACTCCAAGAGCATAATGATA
ATAATGTATATCTTGAGAAGCAGCTGCTCCACCTGCTACAATTCCAAGAGCATAATGATA
GTAATGCATATCTTGAGAAGCAGCTGCTCCACCTGCTACAATTCCAAGAGCATAATGATA

KhkkhkhKh Khhkhkhhhhhhkhkhx *AAKk*k*x KAAXF K, K Kk Kk KkkKhkkhkhKhkhkhkhhhkhkhkx Kk

TTCAAGATCTAGTCTAATTTGGTCTGGAGAATAAGTGTATGATTTAATTCCATATAGTTT
TTCAAGATCTAGTTTAATTTGATCTGGAGAATAAGTGTATGCCTTAATTCCATATAGCTT
TTCAAGATCTAGTCTAATTTGATCTGGAGAATAAGTATATGCTTTGATTCCATACAGTTT

khkkhkkhkhhkhhhhhk *AAkAAAA* KAk khkhkhhhhhkhkh *Khkk* Kk KkKkKkKKKK KKk Kk

AATGAAGTGCTCATAATTACTTTGTCCAAATAAAGTTAGATAAAATAGTTTTAGGATTGA
AATGAAATGCTCATAATTACCTTGTCCAAACAAACTTAGGTAAAATAGTTTTAGGATTGA
AATGAAATGCTCATAATTACCTTGTCCAAACAAAGTTAGATAAAATAGTTTTAGGATTGA

hhkhkhkkhkhk KhhhkhkhkhkAhAhAAAA*x KAAAAAK kK Khkhkk Khhhkk *AAAKAAKAAAAK XA KA Kk * k%

Primers
TiHo SYBRGreen (Adamek et al., 2017)

TiHo_Sybr_qgF
TiHo_Sybr_gR

Oyamatsu end-point (Oyamatsu et al., 1997)

Oyamatsu_F GCTGTTGCAACCATTTGAGA
Oyamatsu_R TGCAGGTTGCTCCTAATCCT

Oyamatsu nested end-point (Oyamatsu et al., 1997)

Oyamatsu_nF GCTGCTGCAC AGGAGG
Oyamatsu_nR TGCAAGTTATTTCGATGCCA



Sequence alignment Primers

Oyamatsu_Fn TiHo_gF TiHo_g_Probe

CEV_Genogroup_ I AGCAAGAGCTCCTGCGCTTTTAGGAGGACAAGTAAAATTGCCATCAGTT-CCAACAAGGA
OyamCEV AGCAAGAGCTGCTGCACT iACCACCACARCIANACIIACOACCAGCTCCCTACAAGGA
CEV_Genogroup IIa AGCAAGAGCTGCTGCACTTTTAGGAGGACAAGTAAAGTTACCACCAGCT-CCTACAAGGA

khkhkhkhkhkkhhkhk khhkhkk dhhkkhkkhkhkhkhkkhhkhkhkhkhkhkhkhhdkx *k *xk **x*x * **k *hkkkkk*
CEV_Genogroup_ I AAGCAATTGATTTTACACTTGAAGAACATTCTAGAAGAGAAGAGAAATTCTCAAGAATTA
OyamCEV BAGCAATTGATTTTATACTTGAAGAACAATCTAGAAGATTGGAGAAATTCTCAAGAATTA
CEV_Genogroup IIa AAGCAATTGATTTTATACTTGAAGAACATTCAAGAAGATTAGAGAAATTCTCAAGAATTA

khkhkhkhkhkhkhkhkhkhkkhkhAhk *,hkkkhkkhkhkhkhkkhhkhkkx **k *hkkkxkrk Kkhkkkhkhkhkhkhkkkhkhkhkkkhkk*k

TiHo_gR

CEV_Genogroup_ I GAATTGCAACTTCTAGTCTTTCCAATCTCTCTAGATTTAGATTTAGATTGGCATGTAAAT
OyamCEV GAATTGCAACTTCTAGTCTCTCTAGTTTTTCTAGATTTAGATTT
CEV_Genogroup IIa GAATTGCAACTTCTAGTCTCTCTAGTTTTTCTAGATTTAGATTTAGGTTGGCATCGAAAT

KAKKKKKKK KK Rk hhhkhkhk *Kk * * *k *AAKKAAKKAAKK KAk Ak kK Hhhhkhkkhkk* * kKK

Oyamatsu_Rn

CEV_Genogroup_I AACTTGCA-————————————————— -~~~ ———— - - - - ———————————————
OyamCEV BAGEHE8~ TAATCTAGARGTTCATCAACATCARATGTACTTACATCAAATAGGAARGGAT
CEV_Genogroup_IIa AACTTGCA-—-————————————— -~~~ — - ——————

KAk KK KKK K

Oyamatsu_R
CEV_Genogroup I ~  ———————————————
OyamCEV TAGGAGCAACCTGCA
CEV_Genogroup IIa  =——=——=——==——————

Figure S1. DNA sequence alignment (performed with Clustal Omega) presenting sequence differences in a fragment of the P4a core protein
encoding DNA obtained from the genogroup I and Ila of CEV compared with the initial CEV sequence obtained by Oyamatsu (1996).
Highlighted are the positions and sequences of PCR primers and probes used in this work. Sequence indicated by underlined italics was used for
phylogenetic studies and the selection of samples for the comparison of PCR methods.
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Figure S2: Standard curves based on supercoiled plasmid standards ranging from 10' to 10 copies
of CEV p4a gene. (A) standard curve for TiHo SYBRGreen qPCR, (B) standard curve for TiHo
probe qPCR, (C) standard curve for CEFAS probe qPCR.
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