Supplementary file 2. Sequence alignments for gPCR quadruplex designs.

Alignment of B. vogeli, B. gibsoni and H. canis 185 rRNA sequences with relevant primer pair (green) and probes (red, blue, yellow). All
alignments made in Geneious Prime v. 2021.0.3 (Biomatters Ltd.).

FU Apj-F
REY Api-R
FUL Bgib-Probe

FUL Byog-affinity-Probe

FUL Babesia canis vogeli (HM390440.1)
FUL Bahesia canis vogeli (AY371196.1)
FUL Babesia canis vogeli (KY290979.1)
FUk Babesia canis vogeli (AY371198.1)
FUL Bahesia gibsoni (KF511956.1)

FUL Babesia gibsoni (KC354653.1)

FUL Babesia gibsoni (KC461261)

FUL' Heparozoon canis (K]634654.1)
FUL Hepatozoon canis (DQ111754.1)
FIb Hepatozoon canis (AY130067)

FUl: Heparozoon canis (KX712129.1)

FUl Hcan-probe

1,590 1.600 1610 1.620 1.630 1640
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Api-F
AGGAAGWTTRAGGCAATAACAG
Api-R
AATONTKAACGAGG-AATGCCTAG

TATCCCTGGECGAGAGGTCC

AGTTGTT--CCTYGG
CTGAGGAAGTTTAAGGCAATAACAGGTCTGTGATGCCCTTAGATGTCCTGGGCTGCACGCGLGCTACACTGATGCAT TCATCGAGTTGTT--COTTGGCCGAGAGGTCTTGGTAATCT TT--AGTATGCATCGTGACGGGGATTGATTTTTGC - AATTCTAAATCATGAACGAGG-AATGCCTAGTATC
CTGAGGAAGTTTAAGGCAATAACAGGTCTGTGATGCCCT TAGATGTCCTGGGCTGCACGCGCGCTACACTGATGCAT TCATCGAGTTGTT--COTTGGCCGAGAGGTCTTGGTAATCT TT--AGTATGCATCGTGACGGGGATTGATTTT TGC - AATTCTAAATCATGAACGAGG-AATGCCTAGTATC
CTGAGGAAGT TTAAGGCAATAACAGGTCTGTEATGCCCT TAGATGTCC TGGGECTGCACGCGEGCTACACTGATGCATTCATCGAGTTGTT- - CCTCGGECGAGAGGTCTTGGTAATCTTT- - AGTATGCATCGTGACGOGGATTGATT-TTGE - AATTCTARATCATGAAC GAGG-AATGCCTAGTATC
CCTGAGGAAGTTTAAGGCAATAACAGGTCTGTGATGCCCT TAGATGTCCTGGGCTGCACGCGLGCTACACTGATGCAT TCATCGAGTTGTT--COTCGGCCGAGAGGTCTTGGTAATCT TT--AGTATGCATCGTGACGGGGATTGATTTTTGC -AATTCTAAATCATGAACGAGG-AATGCCTAGTAT(
CACAAGGAAGATTAAGGCAATAACAGGTCTGTGATGCCCT TAGATGTCCTGGGCTGCACGCGCGCTACACTGATGCAT TCATCGAG-TGTTATCCCTGGCCGAGAGGTCCGGETAATCT TT--AGTATGCATCGTGACGGGGATTGATTTTTGT -AATTCTAAATCATGAACGAGG-AATGCCTAGTAT(
CACAAGGAAGATTAAGGCAATAACAGGTCTGTEATGCCCT TAGATGTCC TGGECTGCACGCGEGCTACACTGATGCATTCATCGAG-TGTTATCCCTGGECGAGAGGTCCGGGTAATCTTT--AGTATGCATCGTGACGGGGATTGATTTTTGT - AATTCTARATCATGAAC GAGG-AATGCCTAGTATC
CACAAGGAAGATTAAGGCAATAACAGGTCTGTGATGCCCTTAGATGTCCTGGGCTGCACGCGLGCTACACTGATGCAT TCATCGAG-TGTTATCCCTGGCCGAGAGGTCCGGETAATCT TT--AGTATGCATCGTGACGGGGATTGATTTTTGT -AATTCTAAATCATGAACGAGG- AATGCCTAGTAT(
GCGAGGAAGTTTGAGGCAATAACAGGTCTGTGATGCCCT TAGATGT TNTGGGCTGCACGCGCGCTACAATGATGCATCCAACAAGT T TATAACCT TGOGNTGGTAAGCT TGGGTAATCT TT TGAATGTGCATCGTGATGGGAATAGATTATTGT -AATTATTAATCT T TAACNAGG-AATGCCTAGTAAC
JGCGAGGAAGT TTGAGGCAATAACAGGTCTGTEATGCCCT TAGATG T TC TGGECTGCACGCGEGCTACAATGATGCATCCAACAAGT TTATAACCTTGGE TEGTAAGC TTGGGTAATCTTTTGAATGTGCATCGTGATGOGAATAGATTATTGT - AATTATTAATCTTTAACGAGG - AATGCCTAGTAAC
GCGAGGAAGTTTGAGGCAATAACAGGTCTGTGATGCCCT TAGATGT TCTGGGCTGCACGCGLGCTACAATGATGCATCCAACAAGT TTATAACCT TGGCTGETAAGCT TGGGTAATCT TT TGAATGTGCATCGTGATGGGAATAGATTATTGT -AATTATTAATCT T TAACGAGG-AATGCCTAGTAAC
SGCGAGGAAGTTTGAGGCAATAACAGGTCTGTGATGCCCT TAGATGT TCTGGGCTGCACGCGCGCTACAATGATGCATCCAACAAGT T TATAACCT TGGCTGGTAAGCT TGGGTAATCT TT TGAATGTGCATCGTGATGEGAATAGATTATTGT -AATTATTAATCT T TAACGAGG-AA

Hcan-probe
TGAATGTGCATCGTGATGGGAATAGA

Alignment of A. platys and E. canis 16S rRNA sequences with relevant primer pair (green) and probes (pink, orange).

FID AP|at-Probe
FIb ECan-ALT-Probe
FUD EhriAna - F

FEVEhriAna - R

FUID Ehrlichia canis (U26740.1)

FUD Ehrlichia canis (AF536827.1)

FUD Ehrlichia canis (EU106856.1)
FUD Ehrlichia canis (EU143637.1)
FUD Anaplasma platys (MK121782.1)
FUD Anaplasma platys (AF536828.1)
FUD Anaplasma platys (LC269820.1)
FUD Anaplasma platys (MKB14413.1)
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CGGA----TTTTTGTCGTAGCTTGCTATG
% ECan-ALT-Probe
TAGCCTCTGGCTATAGGAAATTGT

E
TCAGAACGAACGCTGGC

EF

GGRATAGCCAYTAGAAATGGTG
AAGCCTAACACATGCAAGTCGAACGGACAATTATT TATAGCCTCTGGC TATAGGAAATTGT TAGTGGCAGACGGGTGAGTAATGC GTAGGAATCTACCTAGTAGTACGGAATAGCCATTAGAAATGGTGGE
TAACACATGCAAGTCGAACGGACAATTATT TATAGCCTCTGGCTATAGGAAATTGT TAGT GGCAGACGGGTGAGTAATGCGTAGGAATCTACCTAGTAGTACGGAATAGCCATTAGAAATGGTGGE
ICTCAGAACGAACGCTGGCGGCAAGCCTAACACATGCAAGTCGAACGGACAATTATTTATAGCCTCTGGCTATAGGAAATTGT TAGTGGCAGACGGGTGAGTAATGCGTAGGAATCTACCTAGTAGTACGGAATAGCCAT TAGAAATGGTGGE
ICTCAGAACGAACGCTGGCGGCAAGCCTAACACATGCAAGTCGAACGGACAATTATTTATAGCCTCTGGCTATAGGAAATTGT TAGTGGCAGACGGGTGAGTAATGCGTAGGAATCTACCTAGTAGTACGGAATAGCCAT TAGAAATGGTGGE
TAGGCCTACTGC----- AGTCG-ACGGA----TTTTTGTCGTAGCTTGCTATGATAAA-AATTAGTGGCAGACGGGTCAGTAATGCATAGGAATCTACCTAGTAGTATGGOATAGCCACTAGAAATGEGTGGE
TAACACATGCAAGTCGAACGGA----TTTTTGTCGTAGCTTGCTATCATAAA-AATTAGT GGCAGACGGGTGAGTAATGCATAGGAATCTACCTAGTAGTATGGOATAGCCACTAGAAATGGTGGE
ICTCAGAACGAACGCTGGCGGCAAGCTTAACACATGCAAGTCGAACGGA----TTTTTGTCGTAGCTTGCTATGATAAA-AATTAGTGGCAGACGGGTGAGTAATGCATAGGAATCTACCTAGTAGTATGGGATAGCCAC TAGAAATGGTGGE
CAAGCTTAACACATGCAAGTCGAACGGA----TTTTTGTCGTAGCTTGCTATGATAAA-AATTAGTGGCAGACGGGTGAGTAATGCATAGGAATCTACCTAGTAGTATGGGATAGCCACTAGAAATGGTGGE




Alignment of canine infecting and non-canine infecting haemotropic Mycoplasma species’ 16S rRNA sequences with relevant primer pair (green)

and probe (purple).

FUB Myca-F-D1
FUL Myco-ALT-Probe

FEY Myco-R-Mad1

FUL Mycoplasma haemocanis (KY117659.1)

FUL Mycoplasma haemocanis (AY150973.1)

FUb Mycoplasma haemocanis (EF216568.1)

FUL Mycoplasma haemofelis (ELJ145745.1)

FUk Candidatus Mycoplasma haematoparvum (AY532390.1)
FUL Candidatus Mycoplasma haematoparvum (KY117661.1)
FUL Candidatus Mycoplasma haematoparvum (GQ129114.1)
FUL Candidatus Mycoplasma turicensis (DQ464423.1)

FUL Candidatus Mycoplasma turicensis (DQ464420.1)

FUL Candidatus Mycoplasma turicensis (DQ157151.1)

FUL Candidatus Mycoplasma haemominutum (AY150981.1)

FUL Mycoplasma coccoides (AY171918.1)

FUL Mycoplasma suis (EUG03330.1)

1210 1220 1230 1240 1250 1260 1270 12% 1300 1310

CAMGTCAAGTCATCATGCCC

TGCAAACGTGCTACAATGG

GGATARRAGGCTGCAATTCG
GATCACGTCAAGTCATCATGCCCCTTATGCCTTGGGCTGCAAACGTGCTACAATGGCGAACACAATGTGTTGCAAACCAGCGATGGTAATCTAATCACC-AAATTTCGTCTCAGTTCGGATAGGAGGCTGCAATTCGCCT
GATCACGTCAAGTCATCATGCCCCTTATGCCTTGGGCTGCAAACGTGCTACAATGGCGAACACAATGTGTTGCAAACCAGCGATGGTAAGCTAATCACC-AAATTTCGTCTCAGTTCGGATAGGAGGCTGCAATTCGCCT
GATCACGTCAAGTCATCATGLCCCTTATGCCTTGGGCTGCAAACGTGCTACAAT GLCGAACACAATGTGT TGCAAACCAGLGATGETAAGCTAATCACC-AAATTTCGTCTCAGTTCGGATAGGAGGCTGCAATTCGCCT
GATCACGTCAAGTCATCATGCCCCTTACGCCTTGGGCTGCAAACGTGCTACAATGGCGAACACAATGTGTTGCAAACCAGCGATGGTAAGCTAATCACC-AAATTTCGTCTCAGTTCGGATAGGAGGCTGCAATTCGCCT
GGECCAAGTCAAGTCATCATGLCCCTTATGCCTCGGGCTGCAAACGTGCTACAATGGTAGGTACAATGTGTTGCAATCTAGCAATAGTGAGCAAATCACCCAAAACCTATCTCAGTCCGGATAAAAGGCTGCAATTCGLCT
GGCCAAGTCAAGTCATCATGCCCCTTATGCCTCGGGCTGCAAACGTGCTACAATGGTAGGTACAATGTGTTGCAATCTAGCAATAGTGAGCAAATCACCCAAAACCTATCTCAGTCCGGATAAAAGGCTGCAATTCGCCT
GGCCAAGTCAAGTCATCATGCCCCTTATGCCTCGGGCTGCAAACGTGCTACAATGGTAGGTACAATGTGTTGCAATCTAGCAATAGTGAGCAAATCACCCAAAACCTATCTCAGTCCGGATAAAAGGCTGCAATTCGCCT
GATCACGTCAAATCATCATGLCCCTTATGCCTTGGGCCGCAAACGTGT TACAATGGCGAGTACAATGTGT TGCAAACCAGCGATGGTAAGCCAATCACC -AAAACTCGTCTCAGTCCGGATAAAAGGCTGCAATTCGLCT
GATCACGTCAAATCATCATGCCCCTTATGCCTTGGGCCGCAAACGTGTTACAATGGTGAGTACAATGTGTCGCGAACCAGCGATGGTAAGCTAATCACC- AAAACTCATCTCAGTCCGGATAAAAGGCTGCAATTCGCCT
GATCACGTCAAATCATCATGCCCCTTATGCCTTGGGCCGCAAACGTGTTACAATGGTGAGTACAATGTGTCGCGAACCAGCGATGGTAAGCTAATCACC -AAAACTCATCTCAGTCCGGATAAAAGGCTGCAATTCGCCT
GGECCAAGTCAAGTCATCATGLCCCTTATGCCTCGGGCTGCAAACGTGCTACAATGGTAGGCATAATGTGTCGCAATCTAGAAATAGGGAGCTAATCACCGAAAACCTATCTCAGTCCGGATAAAAGGCTGCAATTCGLCT
GATCACGTCAAATCATCATGCCCCTTATGCCTTGGGCCGCAAACGTGTTACAATGGGAGGTACAATGTGTCGCAAACTAGCGATAGTAAGCTAATCACT-AAAGCCTCTCCCAGTTCGGATAAAAGGCTGCAATTCGCCT
GLECCAAGTCAAGTCATCATGLCCCTTATGCCTTGGGCTGCAAACGTGCTTCAATGGTAGAT TCAATGTGTGACAATCTAGCGATAGTGAGTTAATCACCTAAAGTCTATCTCACTCCGGATAAAAGGCTGCAATTCGLCT



