[bookmark: _Hlk193922988][bookmark: _Hlk193892545][bookmark: _Hlk193892753][bookmark: _Hlk193892585]PCR assay protocol
All PCR reactions mixtures consisted of 12.5 μL Phanta Max Master Mix (Vazyme, China), 0.8 μM of each primer and 1 μL of DNA template. Finally, nuclease-free water was supplemented to a final volume of 25μL.
[bookmark: _Hlk196384379][bookmark: _Hlk193888920]Detection of T. annulata: amplification was performed on T100 Thermal Cycler (BIO-RAD, USA) and the protocol conditions were: 95 °C for 3 min followed by 35 cycles of denaturation (95 °C for 15 s), primer annealing (56 °C for 15 s) and extension (72 °C for 30 s). The final extension was performed at 72 °C for 5 min.
Amplification of Cytb gene full-length sequences: amplification was performed on T100 Thermal Cycler (BIO-RAD, USA) and the protocol conditions were: 95 °C for 3 min followed by 35 cycles of denaturation (95 °C for 15 s), primer annealing (60 °C for 15 s) and extension (72 °C for 60 s). The final extension was performed at 72 °C for 5 min.

