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Wash buffer 1:10 Serum dilution

Controls, serum samples or plasma Incubation at 37°C, Wasl"1 pla‘te 3x Conjugate (except A1)

calibrator (except A1) humid chamber T
200 pl each 50 pl* each
\/ 50 pl each @ 60 min
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empty and tap out * when automated 60 pl

Incubation at 37°C, Wasl"l pla‘te 8x TMB-substrate Incubation at 37°C,
| L

humid chamber in the dark, humid chamber
200 pl each 50 ul each
é::é 60 min g:} 30 min
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empty and tap out

Stop solution (0,5 M H,SO,) Photometric reading
| L
100 pl each 0.D.
Reference
450 nm 620 - 650 nm
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see overleaf
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Test valuation:
» The photometric reading is performed at 450 nm (measuring wave length) and
620 - 650 nm (reference wave length).

» The OD of the blank is subtracted from all OD values.
» The mean OD of the Negative control has to be < 0,150.

» The mean OD of the Positive control has to be within the nominal range and
the mean OD of the Calibrator has to exceed the upper limit of the grey zone as
described in the batch specific data sheet, inserted into the kit.

. Nominal OD value of the Calibrator
) CorreCtlon Of the reSUIts: ODcorrected = Measured OD of the Calibrator X OD measured
» Quantification of the results:  Concentration| AU/mI] = b/ (OD—a 1)

corrected

» Cut off = 10 AU/mlI

» Grey zone =9 - 11 AU/ml

Interpretation of the results:

» Samples with OD values below the grey zone are reported as NEGATIVE.
» Samples with OD values within the grey zone are reported as EQUIVOCAL.

» Values within the grey zone should be controlled for titer movements by testing a second
serum sample after 14 days in parallel with the initial serum sample.

)Samples with OD values exceeding the upper limit of the grey zone are reported as
POSITIVE.
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