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General Information

Analyte: Soluble caspase-cleaved fragments of the intermediate filament protein keratin 18 (K18) containing 
the M30 neo-epitope (K18Asp396-NE). The assay detects human, monkey and bovine K18 fragments.

Intended Use: Quantitative measurement of the apoptotic cell death biomarker K18Asp396-NE in cell culture experi-
ments. Can be used for cell lysates and/or culture supernatants. The assay only detects apoptosis in 
cells of epithelial origin that express K18. Cells should be of human, monkey or bovine origin.

To be used to determine accumulation of caspase-cleaved K18 in cell cultures, providing an integra-
tive measure of apoptosis. The K18Asp396 neo-epitope is formed by caspase-3, -7 or -9 activation.

Samples: Cell lysates or culture supernatants. Not suitable for serum or plasma samples.

Sample Volume: 2 × 25 µl (duplicate samples).

Sample Stability: Fresh samples are stable for up to two days at 2–8 °C, for at least 9 months at -20 °C; and for at least 
two years when stored at -80 °C.

Number of Tests: 96 determinations: 4 Standards and 44 samples in duplicates.

Reagent Storage: 2 – 8 °C. Do not freeze!

Assay Time: 260 min (approx.).
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Performance Characteristics

Calibration: The Units measured by the M30 CytoDeath™ ELISA are defined against a synthetic peptide containing 
the M30 and M6 epitopes. 1 U/L = 1.24 pM.

Working Range: 250 – 3 000 U/L.

Detection Limit: 60 U/L, Standard Z (0 U/L) + 3 S.D.

Reproducibility: Intra-Assay (WA) Precision: CV < 7 % for values > 250 U/L.
Inter-Assay (BA) Precision: CV < 10 % for values > 250 U/L.

Spike Recovery: 80 – 120 %

Linearity/Dilution: 80 – 120 %

Hook Effect: No high dose “hook effect” occur before 26 000 U/L which is well above concentrations of K18Asp396-
NE (M30)-reactive material observed in cell culture samples.

Reagents

Coated Microplate: One Microplate, 96 dry wells (12 strips × 8 wells). The wells are coated with mouse monoclonal K18 anti-
body M6.

HRP Conjugate: Concentrate. One vial containing 0.4 mL mouse monoclonal M30 antibody (anti-K18Asp396-NE) 
conjugated to horseradish peroxidase (HRP).

Conjugate Dilution Buffer: One vial containing 11 mL of phosphate buffer with protein stabilizers.

Standards: The Standards are Standard Zero (0 U/L), Low (250 U/L), Medium (1 000 U/L) and High (3 000 U/L).

TMB Substrate: One vial containing 22 mL of TMB (3,3’,5,5’-Tetramethylbenzidine) Solution.

Stop Solution: One vial containing 6 mL of 1.0 M sulfuric acid.

Wash Tablet: One tablet for preparation of 500 mL Wash Solution.

Assay Advantages

Easy to use: All reagents are ready-to-use except for the M30-HRP Conjugate concentrate and the Wash Tablet.

Only a minimal number of steps are required. Results are recorded as absorbance at 450 nm using stan-
dard 96 well plate readers.

Broad application range: The assay can be used to determine the effects of inhibitors or siRNA on apoptosis and offers a 
unique possibility of measuring apoptosis in multicellular spheroids. Suitable for drug screening, 
examination of time-kinetics and dose-response relationships.
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