Supplementary File 1: Examples of methods used for different vaginal bacteria grown under anaerobic conditions

	Step
	Step Description
	Gardnerella vaginalis JCP8151B SmR
	Prevotella bivia ATCC 2903-SmR
	Fusobacterium nucleatum ATCC23726  SmR 

	2.1, 2.2
	Media used for  inoculum prep
	Agar: NYC III medium with 10% heat-inactivated horse serum                                         Liquid: NYC III with 10% heat-inactivated horse serum
	Agar: CDC anaerobe medium with 5% laked and defibrinated sheep’s blood.                                                        Liquid: CDC anaerobe medium with 5% laked and defibrinated sheep’s blood 
	Agar: Columbia sheep’s blood agar plates with hemin, vitamin K3 and 1 mg/mL streptomycin                                             Liquid: Columbia medium with hemin and vitamin K3 (no streptomycin) 

	2.4.3.
	Calculated OD600 and/or CFU of inocula
	OD600 = 5.0 is                                                   108 CFU in 20 µL
	20 µL of overnight culture is 
107 CFU 
	OD600 = 4.0 is                                                                     108 CFU in 20 µL

	2.4.5
	Inoculum vehicle
	Pellet and resuspend in PBS
	Cultured bacteria in spent CDC blood medium (no pelleting or resuspending)
	Pellet and resuspend in fresh Columbia medium supplemented with hemin and vitamin K3

	2.4.5
	Number of inoculum tubes
	Single inoculum tube for all mice
	Separate inoculum tube per mouse cage
	Separate inoculum tube for each mouse

	2.4.5.
	Vehicle control
	PBS
	CDC blood medium
	Columbia medium supplemented with hemin and vitamin K3

	3.1, 3.2
	Vaginal wash 
	Wash with 50 µL PBS, add to tube containing an additional 20 µL PBS
	Wash with 50 µL PBS, immediately dilute 10 µL of the wash into 90 µL anaerobic CDC blood medium 
	Wash with 50 µL PBS, add to tube containing an additional 20 µL PBS

	3.5, 4.2
	Selective agar to distinguish from endogenous bacteria
	NYC III agar with 10% heat-inactivated horse serum and 1 mg/mL streptomycin
	CDC anaerobic agar with 5% laked and defibrinated sheep’s blood and 1 mg/mL streptomycin
	Columbia sheep’s blood agar with hemin, vitamin K3 and 1 mg/mL streptomycin

	5.1
	Homogenization liquid/media
	PBS 
	CDC anaerobic medium 
	Columbia medium supplemented with hemin and vitamin K3

	5.4, 5.12
	Organ collection
	Collection tubes can be cycled out all at once
	Collection tubes cycled out for one cage of mice at a time. Tubes should be cycled back into chamber once tissues from a cage have been homogenized
	Collection tubes cycled out for one cage of mice at a time. Tubes should be cycled immediately back into chamber once tissues have been deposited and tubes have been weighed

	5.14
	Homogenization conditions
	Biosafety cabinet
	Biosafety cabinet
	Anaerobic chamber



