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Fig. S1 Example for evaluated region of measured binding curves. Association phase of 500 nM clone 202. First five and last 20 data points were left out (grey).
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[bookmark: _Ref72854036][bookmark: _Toc74583361]Fig. S2 Plot of derivatives  vs. Δ optical thickness of simulated association phase (0 – 600 s) for 33 nM with 0.01 nm noise (a) and 0.001 nm noise (b). The slope (red) is the negative kobs value obtained by linear regression.
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Fig. S3 Evaluation of simulated curve with residuals added as noise. Residuals of mono-exponential curve fit of 67 nM clone 202 (a) was added to simulated data for 67 nM (kobs = 0.00167 s-1) and evaluated by mono-exponential (b), derivative (c), and integration (d). Grey points were masked for the curve fitting.

Table S1 Relative deviations of the calculated kobs from the true value for simulated curves with added residuals
	Method
	Relative deviation from kobs [%]

	Exp
	 1 ± 3

	Der
	-0.2 ± 0.4

	Int f
	 8 ± 3

	Int b
	-4 ± 3
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[bookmark: _Ref73623884][bookmark: _Toc74583366]Fig. S4 Checks for one-to-one interaction for association and dissociation for two antibodies; a) association of 500 nM clone 202, b) association of 500 nM of clone TU-11, c) dissociation of 500 nM of clone 202, d) dissociation of 500 nM of clone TU-11 
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[bookmark: _Ref73624696][bookmark: _Toc74583367]Fig. S5 Example derivatives of the association phase of measurements of clone 202 (a), linear fit is started after 25 s of the association phase and was performed until an optical thickness of 0.5 nm is reached, last 20 values of the association phase were masked. kobs linearization for clone 202 (b), kobs calculated from the slope of the derivative as the mean of triplicate measurements. Error bars are standard deviations of the mean. The mean value with standard deviation of triplicates of kobs was plotted vs the concentration and the association rate constant ka obtained as the slope of linear regression. Example derivatives for clone TU-11 (c), linear fit until an optical thickness of 0.6 nm was reached. kobs linearization for clone TU-11 (d)
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