
	Abbreviation
	Line name
	Semispecies
	Description

	A28wt
	control line A28
	Amazonian
	wild type

	O11wt
	control line O11
	Orinocan
	wild type

	A28wt-i
	control line A28
	Amazonian
	wild type, isofemale line

	O11wt-i
	control line O11
	Orinocan
	wild type, isofemale line

	A28kd
	knockdown line A28
	Amazonian
	0.2% rifampicin for 3 gen plus restoration for 3 gen, pool line

	O11kd
	knockdown line O11
	Orinocan
	0.2% rifampicin for 3 gen plus restoration for 3 gen, pool line

	A28kd-i
	knockdown line A28
	Amazonian
	0.2% rifampicin for 3 gen plus restoration for 3 gen, isofemale line

	O11kd-i
	knockdown line O11
	Orinocan
	0.2% rifampicin for 3 gen plus restoration for 3 gen, isofemale line

	A28gfr
	gut flora restored line A28
	Amazonian
	0.2% rifampicin for 3 gen plus restoration for 3 gen, gut flora restoration, pool line

	O11gfr
	gut flora restored line O11
	Orinocan
	0.2% rifampicin for 3 gen plus restoration for 3 gen, gut flora restoration, pool line

	A28et
	axenic line A28
	Amazonian
	eggs washed with 70% ethanol before establishment of line

	O11et
	axenic line O11
	Orinocan
	eggs washed with 70% ethanol before establishment of line

	A28ps
	pen/strep line A28
	Amazonian
	0.01% penicillin/streptomycin for 1 gen

	O11ps
	pen/strep line O11
	Orinocan
	0.01% penicillin/streptomycin for 1 gen




[bookmark: _GoBack]Table S1. Detailed information on experimental Drosophila paulistorum lines. Pool lines were maintained via sibling mating. Rifampicin and penicillin/streptomycin concentration is w/v final concentration in fly food. Abbreviations: gen generation(s), wt wildtype, kd Wolbachia knockdown, wt-i wildtype isofemale line, kd-i Wolbachia knockdown isofemale line, gfr gut flora restored, et axenic (ethanol-washed) flies, ps penicillin/streptomycin-treated flies.
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