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Supplementary Note 

1. Sample collection, DNA extraction and sequencing 
This study used pure bacterial isolates1, bacterial spiked blood & urine samples, clinical bovine mastitis milk samples, and water samples from a local wastewater treatment plant (WWTP) (Supplementary Table 1). Blood and urine samples were spiked with E. faecalis, as described previously2,3. The Norwegian dairy company TINE provided culture-positive bovine mastitis samples. The wastewater samples were collected from the inlet of the HIAS WWTP in Ottestad, Norway. 
Supplementary Table 1 also gives an overview of the kits and methods used for DNA isolation. The isolated DNA was quantified using Qubit fluorometer 4.0 (ThermoFisher Scientific, USA), and quality was assessed using Nanodrop. 
Before sequencing, DNA was purified using AMPure XP beads (Beckman Coulter, USA). The Rapid Barcoding Kit 24 V14 (SQK-RBK114.24) was used to prepare the library. All samples were sequenced using MinION flow cells 10.4.1 (FLO-MIN114) for 72 hours. 
Supplementary Table 1: An overview of sequencing runs, samples, bacterial load, and methods for DNA extraction. 
	Sequencing
	Sample
	Target microorganism
	CFU/mL
	DNA extraction kit

	Run 1 and 2
	Spiked urine
(n = 3)
	E. faecalis
	105
	Blood & Tissue kit 
(Qiagen, Germany)

NAxtraTM Blood total nucleic acid extraction kit 
(Lybe Scientific, Norway)

	
	Mastitis milk
(n = 4)
	S. aureus
	108
	MolYsis™ Complete5 
(Molzym GmbH & Co. Germany)

Blood & Tissue kit 
(Qiagen, Germany)

	
	Pure isolate
(n = 11) 
	B. cereus, M. luteus, M. catarrhalis, P. aeruginosa, S. marcescens, S. saprophyticus, S. pneumoniae, S. agalactiae, S. epidermidis, S. pyogenes, V. natriegens
	-
	MolYsis Plus kit 
(Molzym GmbH & Co. Germany)

Blood & Tissue kit 
(Qiagen, Germany)

	
	Inlet wastewater
(n = 2)
	-
	105
	FastDNA™ SPIN Kit for Soil 
(MP Biomedicals, USA)

	Run 3
	Spiked urine
(n = 4)
	E. faecalis
	105
	Blood & Tissue kit 
(Qiagen, Germany)

NAxtraTM Blood total nucleic acid extraction kit 
(Lybe Scientific, Norway)

	
	Spiked blood
(n = 6)
	E. faecalis
	105 - 107
	QIAamp BiOstic Bacteremia Kit (Qiagen, Germany)

MolYsis™ Complete5 
(Molzym GmbH & Co. Germany)

	
	Pure isolate
(n = 3)
	B. subtilis, P. aeruginosa, S. aureus
	-
	MolYsis Plus kit 
(Molzym GmbH & Co. Germany) 

Blood & Tissue kit 
(Qiagen, Germany)
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