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Supplementary file 1: Figure S1. Hepatozoon spp. phylogenetic analysis by Bayesian inference (BI) of a 130 bp region of the 18S ribosomal RNA 

(rRNA) gene targeted by our apicomplexan primers. ASVs assigned as Hepatozoon spp. or Hepatozoon canis generated from our NGS data are in bold 

and identified by a 5-character string code. Other sequences are references taken from GenBank, including a variety of H. canis sequences from different 

geographical regions, four closely related Hepatozoon species and two piroplasmid species as an outgroup. Posterior probabilities (> 0.85) are indicated on 

branches. The scale-bar represents the number of substitutions per site. Our H. canis classified ASVs cluster within H. canis reference sequences. Figure S2. 

Babesia spp. phylogenetic analysis by Bayesian inference (BI) of a 130 bp region of the 18S ribosomal RNA (rRNA) gene targeted by our  

apicomplexan primers. ASVs assigned as Babesia vogeli or Babesia gibsoni generated from our NGS data are in bold and identified by a 5-character string 

code. Other sequences are references taken from GenBank, including B. vogeli and B. gibsoni sequences from different geographical regions. Three 

Hepatozoon species are used as an outgroup, whilst Theileria spp. and Cytauxzoon spp. are used for comparison. Posterior probabilities (> 0.85) are indicated 

on branches. The scale-bar represents the number of substitutions per site. Our B. vogeli and B. gibsoni classified ASVs both cluster next to B. vogeli and B. 

gibsoni reference sequences, whilst closely related Babesia canis and Babesia rossi show a significant number of nucleotide substitutions from their relevant 

clusters. Figure S3. Trypanosoma evansi phylogenetic analysis by Bayesian inference (BI) of a 170 bp region of the 18S ribosomal RNA (rRNA) gene 

targeted by our Kinetoplastidae primers. The ASV assigned as T. evansi from our NGS data is in bold and identified by a 5-character string code, other 

sequences are references taken from GenBank, including T. evansi and the closely related Trypanosoma equiperdum and Trypanosoma brucei from different 

geographical regions. Two Leishmania species are used as an outgroup, whilst a range of more distantly related Trypanosoma are used for comparison. 

Posterior probabilities (> 0.85) are indicated on branches. The scale-bar represents the number of substitutions per site. Our T. evansi classified ASV, clusters 

next to T. evansi, T. equiperdum and T. brucei reference sequences, the latter two are known to be indistinguishable at the 18S rRNA gene, however T. 

equiperdum solely infects horses, whilst T. brucei is restricted to Africa, meaning only T. evansi can be the responsible pathogen 33,34. Figure S4. Parabodo 

caudatus phylogenetic analysis by Bayesian inference (BI) of a 170 bp region of the 18S ribosomal RNA (rRNA) gene targeted by our Kinetoplastidae 

primers. The ASV assigned as P. caudatus from our NGS data is in bold and identified by a 5-character string code, other sequences are references taken 

from GenBank, including P. caudatus (formerly classified as Bodo caudatus) and the closely related Parabodo nitrophilus from different geographical regions 
36,48. Three Leishmania species are used as an outgroup. Posterior probabilities (> 0.85) are indicated on branches. The scale-bar represents the number of 

substitutions per site. Our P. caudatus classified ASV, clusters next to P. caudatus reference sequences with strong posterior probability support. 
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