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Parasite Trail Choice Assay:
Analysis 1: Duration (total time on trail), Attempts 1-3, Mated gynes, Friedman Test
	Choice attempt
	N total
	Mean duration (min)
	sd
	Median duration (min)

	1
	19
	13.9
	4.95
	13.2

	2
	20
	10.0
	4.69
	9.17

	3
	19
	12.4
	3.44
	12.6



We used a Friedman test, a non-parametric test for repeated measures and an alternative to GLMMs, to determine if mated M. symmetochus queens spend significantly different amounts of time investigating the trail. This was used instead of a GLMM because of the high proportions of choosing to follow the host trails. Some attempts had N=19 instead of 20 for duration and latency measurements because one queen chose not to enter the assay on 2 attempts. The total time a mated queen spends on the host’s trail did not differ across repeated assays (X2 = 2.2105, df = 2, p = 0.3311). 
Analysis 2: Latency (time to enter the assay), Attempts 1-3, Mated Gynes, Friedman Test
	Choice attempt
	N total
	Mean latency (min)
	sd
	Median latency (min)

	1
	19
	0.729
	0.526
	0.55

	2
	19
	4.23
	3.95
	3.34

	3
	19
	7.30
	2.02
	7.14



We used a Friedman test to determine if mated M. symmetochus queens differ in their time to begin the assay (latency). Entry time changed significantly across repeated assay attempts (X2 = 36.105, df = 2, p = 01.445e-8)
Post-hoc comparisons (raw / Bonferroni-corrected p-values):
	
	Attempt 1
	Attempt 2
	Attempt 3

	Attempt 1
	-
	-
	-

	Attempt 2
	01.43e-04 / 4.29e-04
	-
	-

	Attempt 3
	01.43e-04 / 4.29e-04
	1.97e-04 / 5.92e-04
	-


All groups differed significantly from each other.
The progressively longer latencies across repeated trials, despite maintaining consistent investigation time once on the trail, suggests either aging effects (Boulay and Lenoir 2001; Giraldo and Traniello 2014) or learned avoidance from repeated unrewarded encounters (Piqueret et al. 2019).
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