	eTable 4.  Characteristics of the seven cases in whom mNGS had a clinical impact

	[bookmark: _Hlk95389932]Patient ID
	Sample
	Clinical scenario
	Conventional microbiological findings
	mNGS findings
	Expert-Adjudicated Clinical Impact

	34
	CSF and liver abscess
	Disseminated infection with abscesses in the brain, liver, and pacemaker lead infective endocarditis
	None
	Klebsiella pneumoniae
	Antibiotic therapy de-escalation from meropenem/ciprofloxacin to cefotaxime/levofloxacin

	64
	Pleural fluid
	Aspiration pneumonia with pleural effusion post-status epilepticus
	None
	Staphylococcus aureus, EBV
	Initiation of cloxacillin based on mNGS result

	67
	CSF
	Meningoencephalitis
	None
	None
	Discontinuation of amoxicillin guided by negative mNGS and clinical improvement

	75
	Cardiac valve sample
	Native mitral valve infective endocarditis with splenic/cerebral emboli; blood culture positive for S. agalactiae, cardiac valve culture positive for S. agalactiae and S. aureus; inconclusive GeneXpert
	Streptococcus agalactiae (blood culture and valve tissue culture), Staphylococcus aureus (valve tissue culture)
	Streptococcus agalactiae, Staphylococcus sp.
	mNGS confirmed dual infection, supporting continuation of appropriate antibiotic therapy regimen (Amoxicillin-clavulanate)

	82
	Periaortic collection
	Periprosthetic aortitis with prior positive blood cultures for S. intermedius
	None
	None
	Antibiotic therapy de-escalation from piperacillin-tazobactam and daptomycin to amoxicillin; antifungal therapy (caspofungin) discontinued

	86
	CSF
	Right frontal hematoma secondary to venous thrombosis in a sickle cell patient requiring craniectomy. Day 9, a suspected infected intracerebral collection was surgically evacuated and CSF sent for mNGS; empirical meropenem-linezolid initiated.
	None
	None
	De-escalation from meropenem-linezolid to piperacillin (concomitant ventilator-associated pneumonia with lung abscess with Pseudomonas aeruginosa), based on negative mNGS result

	90
	CSF
	Rhombencephalitis with pontine abscess in a patient with Parkinson’s disease; deterioration empiric antibiotic therapy
	None
	EBV
	Discontinuation of antibiotic therapy following mNGS result

	Abbreviations: CSF, cerebrospinal fluid; EBV, Epstein-Barr virus; mNGS, metagenomic next-generation sequencing



