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Delivering Detection
Conferma® ELISAs

The key ability of an assay is detectability. Is the sample signal above background?

Can a sample fall on the curve? Can the signal be differentiated from a different set of conditions?
Conferma® ELISAs are tested against normal and disease state samples to determine if appropriate
detection and dynamic range have been achieved.

The High Level: % Sample Detection

Conferma® ELISAs are tested on samples procured from external sources, with diseased samples
usually from serum with sepsis or autoimmune disorders. % Sample Detection refers to the number of
samples above the assay limit of detection (LOD) as calculated by Belysa® Immunoassay Curve Fitting

Software (Cat. No. 40-122). In-house testing showed all diseased state serum samples were detected
along with the majority of normal samples in Figure 1.
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Figure 1. The % sample detection (above LOD) in normal and diseased serum samples using Conferma® ELISAs for the analytes TNF-a,
IL-6, IL-8, and MCP-1. The sample volume needed for Conferma® ELISAs is 50 pL.

The Life Science business of Merck operates as MilliporeSigma in the U.S. and Canada.



The Detail: Dynamic Range

The LOD is not the only factor to look at when testing samples since it only shows that the results were
reliably above the background signal. The dynamic range must also be considered. Table 1 shows that
of the 130 samples tested, only 4* were Below the Lower Limit of Quantitation (BLOQ) of the assay
(the lowest point in the standard curve above which %CV and % Recovery are +/- 20%).

Also, 3 would require further dilution as they were out of range. This testing demonstrated that the
Conferma® assays had an excellent dynamic range to capture data from the tested samples.

Samples Sample Range Assay LLOQ

Marker Matrix Status N petected ) (pg/mL) (pg/mL) *Notes Cat. No.
TNF-a Serum Normal 10 10 (100%) 3.6 - 13.2 1.65 EZHTNFA-150K
TNF-a Serum Diseased 22 22 (100%) 2.2 -46.3 1.65 EZHTNFA-150K
IL-6 Serum Normal 11 9% (82%) ND - 7.2 1.17 2 < LOD EZIL6-98K
IL-6 Serum Diseased 16 16* (100%) 1.6 - 180.0 1.17 3 OOR (High) EZIL6-98K
IL-8 Serum Normal 12 12* (100%) 0.3 -92.0 0.82 2 BLOQ EZHIL8-100K
IL-8 Serum Diseased 24 24 (100%) 3.4-81.1 0.82 EZHIL8-100K
MCP-1 Serum Normal 10 10 (100%) 100.6 - 257.1 7.81 EZMCP1-99KRM
MCP-1 Serum Diseased 25 25 (100%) 111.5-1,631.2 7.81 EZMCP1-99KRM

ND = not detected; LOD = limit of detection; OOR = out of range; BLOQ = below lower limit of quantitation

Table 1. Sample detection and dynamic range for normal and diseased samples using Conferma® ELISAs.

Summary

Conferma® assays are developed with a key focus on the critical reagents for routine cytokine
biomarkers. Internal testing indicates that the reagents selected combine to create assays with
excellent detectability and dynamic range for the tested biological samples.

For more details on the Conferma® ELISA process and lot-to-lot consistency,
visit SigmaAldrich.com/conferma or contact your local sales representative.
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