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Appendix

Collection Methods

Apple snails were collected at night after emerging from water to lay eggs, while mystery
snails were collected in the water. Snails were briefly rinsed in water and individually placed into
containers with saline. After at least 4 hours, the containers were visually examined for presence
of free-swimming larval stages with use of a Stemi 305 Stereo Zoom Microscope (8—40x total
magnification) (Zeiss, Baden-Wiirttemberg, Germany). Snails were manually crushed and
inspected for internal nematodes. Nematodes were placed directly into 80% ethanol and stored at

—20°C for molecular analysis.

Molecular Methods

Genomic DNA was extracted from individual nematodes using an ethanol precipitation
method. At least one specimen from each snail infected with nematodes was extracted. A
fragment of the cytochrome c¢ oxidase subunit 1 (cox1) mtDNA gene was amplified by
polymerase chain reactions (PCR) in a T100 thermal cycler (Bio-Rad, California, USA) using
forward primer CO1ACF7 (5'-TGCCTGCTTTTGGGATTGTTAGAC-3') and reverse primer
CO1ACR7 (5'-TCACTCCCGTAGGAACCGCA-3") (I). PCRs were performed in a total volume
of 25 ul using GoTaq G2 DNA Polymerase (Promega, Wisconsin) according to the

manufacturer’s instructions and an annealing temperature of 58°C.

PCR products were purified using an Illustra ExoProStar PCR clean-up enzymatic kit
(Cytiva, Massachusetts); subsequently a BrightDye® terminator chemistry kit (Molecular
Cloning Laboratories, California) was used to cycle-sequence the purified PCR products. PCR
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primers were used for sequencing reactions. The sequencing reactions were purified with a
MCLab BigDye® sequencing clean up kit and run on an ABI 3130 automated capillary
sequencer (Thermo Fisher Scientific, Massachusetts). Contiguous sequences were assembled
using Sequencher ver. 4.2 (GeneCodes Corp., Michigan) and deposited in GenBank (accessions
PQ851676-PQ851681).
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