SUPPLEMENTAL MATERIAL FOR: Multicenter performance evaluation of the Elecsys HCV Duo immunoassay 
1.	Supplementary methods
1.1.	Assays
All sites, except Roche Diagnostics (Penzberg, Germany), were required to pass a study familiarization phase prior to the main method comparison study. Prior to each experimental run, study sites were required to run a daily quality control for all tests in use on the experimental day and to proceed only if results were within the target range of the assay. 
The Monolisa HCV Ag-Ab ULTRA V2 (Bio-Rad Laboratories Inc, Marnes-la-Coquette, France) is an antigen-antibody (Ag-Ab) combination enzyme immunoassay kit for the qualitative determination of the HCV capsid antigen and anti-HCV. The Murex HCV Ag/Ab Combination assay (DiaSorin, Saluggia, Italy) is an enzyme-linked immunosorbent assay for the qualitative determination of HCV-Ag and anti-HCV. The ARCHITECT HCV Ag (Abbott GmbH & Co. KG, Wiesbaden, Germany) is a chemiluminescent microparticle immunoassay for the quantitative determination of HCV-Ag. The Elecsys Anti-HCV II (Roche Diagnostics International Ltd, Rotkreuz, Switzerland) is a one-step, double-antigen sandwich, electrochemiluminescence immunoassay for the in vitro qualitative detection of anti-HCV. The Alinity s Anti-HCV (Abbott Laboratories, Wiesbaden, Germany) and ARCHITECT Anti-HCV (Abbott Laboratories) are chemiluminescent microparticle immunoassays for the qualitative detection of anti-HCV. The Chiron RIBA HCV 3.0 SIA (distributed by Ortho-Clinical Diagnostics, Raritan, NJ) is an enzyme immunoblot assay for the in vitro qualitative detection of anti-HCV. All assays were performed according to the respective manufacturer’s instructions, except for the Elecsys Anti-HCV II immunoassay where high positive samples were not repeated but immediately confirmed by immunoblot.
1.2.	Sensitivity analyses
Part of the sensitivity analyses used seroconversion panels purchased from multiple vendors (Biomex GmbH, Heidelberg, Germany; SeraCare Life Sciences, Milford, MA; ZeptoMetrix, Buffalo, NY) previously tested using the Murex HCV Ag/Ab Combination assay. The first positive bleed for Elecsys HCV Duo was used as the reference point to calculate the relative time difference between Elecsys HCV Duo and the comparator assays to detect a positive bleed. To allow comparison with NAT, a sub-cohort of seroconversion panels were selected where subsequent blood sampling turned from negative NAT bleeds to positive NAT bleeds. The last negative NAT bleed of a panel was used as Day 0 to calculate the relative time difference between NAT testing and the HCV assay panel to detect a positive bleed.
1.3.	Interaction with potentially interfering substances
Serum and plasma samples that were confirmed positive for a panel of clinically relevant potentially interfering substances were sourced from multiple vendors (Trina Bioreactives, Nänikon, Switzerland; Boca Biolistics, Pompano Beach, FL; iSpecimen, Lexington, MA; BioClinical Partners, Franklin, MA; Cerba Specimen Services, Saint Ouen l’Aumône, France; Deutsches Rotes Kreuz, Berlin, Germany; Diaserve Laboratories GmbH, Iffeldorf, Germany; Biomex GmbH, Heidelberg, Germany; National Blood Service, Accra, Ghana; Roche Diagnostics GmbH, Penzberg, Germany). Samples that were positive for anti-HCV using the Elecsys HCV Duo immunoassay were confirmed using immunoblot (INNO-LIA HCV Score; recomLine HCV IgG; Mikrogen Diagnostik, Neuried, Germany).
1.4.	Samples from different stages of HCV infection, different HCV genotypes, and same-day fresh HCV-positive samples
Mixed plasma and serum samples from patients with different stages of HCV infection were sourced from multiple vendors (Biomex GmbH; ProMedDx, Norton, MA; Trina Bioreactives AG, Nänikon, Switzerland; ZeptoMetrix), as were samples of different HCV genotypes (American Red Cross, Gaithersburg, MD; BioClinical Partners, Franklin, MA; Millennium Biotech, Fort Lauderdale, FL; SeraCare Life Sciences; Trina Bioreactives AG; Universitätsklinikum Essen, Essen, Germany) and same-day fresh HCV-positive samples (Biomex GmbH; ProMedDx; Roche Diagnostics GmbH).
1.5.	Statistical analysis
The results of the two individual modules (HCV-Ag and anti-HCV) and the overall Elecsys HCV Duo immunoassay result were directly captured by windows-based Computer Aided Evaluation (WinCAEv; Mannheim, Germany). 


Supplementary Tables
Supplementary Table 1 
Specificity of the Elecsys HCV Duo immunoassay, the anti-HCV module of the Elecsys HCV Duo immunoassay, and comparator assays in all routine clinical laboratory samples.
	Assay
	Elecsys HCV Duo
	Monolisa HCV Ag-Ab ULTRA V2
	Elecsys HCV Duo
anti-HCV module
	Elecsys 
Anti-HCV II

	Total samples tested
	2531
	2531
	2531
	2531

	NR samples
	2495
	2494
	2496
	2491

	Confirmed indeterminate
	1/2495
	1/2494
	1/2496
	0/2491

	Confirmed positive
	0/2495
	1/2494
	0/2496
	0/2491

	True negative
	2494
	2492
	2495
	2491

	Negativea
	2496
	2496
	2497
	2497

	RR samples
	36
	37
	35
	40

	Confirmed positive
	34/36
	33/37
	33/35
	33/40

	Confirmed indeterminate
	0/36
	0/37
	0/35
	1/40

	Confirmed negative
	2/36
	4/37
	2/35
	6/40

	Specificity, % 
(95% CI)
	99.92
(99.71–99.99)
	99.84
(99.59–99.96)
	99.92
(99.71–99.99)
	99.76
(99.48–99.91)


a Negative = True negative + RR – confirmed negative samples.
CI, confidence interval; HCV, hepatitis C virus; NR, non-reactive; RR, repeatedly reactive.

Supplementary Table 2
Performance of the Elecsys HCV Duo immunoassay in samples with potentially interfering substances. 
	Potentially interfering substances/disease states
	n
	Reactive
	Positive or indeterminate by immunoblot
	Negative by immunoblot

	· Antibodies against CMV, EBV, HAV, HBV, HIV, HSV, Toxoplasma gondii and Treponema pallidum
	204
	11
	10
	1

	· Autoantibodies
	
	
	
	

	· HBsAg and Escherichia coli
	
	
	
	

	· Vaccination for HBV and influenza
	
	
	
	

	· Non-viral liver disease
	
	
	
	

	· Alcoholic liver disease
	
	
	
	


CMV, cytomegalovirus; EBV, Epstein-Barr virus; HAV, hepatitis A virus; HBsAg, hepatitis B surface antigen; HBV, hepatitis B virus; HIV, human immunodeficiency virus; HSV, herpes simplex virus.

Supplementary Table 3
Performance of the Elecsys HCV Duo immunoassay in samples from different stages of HCV infection, different HCV genotypes, and same-day fresh HCV-positive samples.
	Group
	n
	Reactive

	Samples from individuals with different stages of HCV infection
	386
	386

	Samples of different HCV genotypes 1–6
	100
	100

	Same-day fresh HCV-positive samples
	52
	52


HCV, hepatitis C virus.

