Fig. S1. A Quantitative SPR experiment with a CM5 chip with immobilized IL-6 and injection of sIL-
6R. The gray line represents the curve of the sensorgram resulting from sIL-6R binding to IL-6. B IL-
6-induced proliferation of Ba/F3-gp130-IL-6R cells. Half-maximal proliferation was achieved with
8.4 pM IL-6. One representative experiment out of three is shown. Error bars represent the standard
deviation (SD). C Determination of VHH6 concentrations for an optimal stabilization of IL-6:sIL-6R
complexes by ELISA. IL-6 concentrations from 5-50 ng/ml in combination with 50 ng/ml sIL-6R
were used. One representative experiment out of three is shown. Error bars represent the SD. D
Recombinant IL-6 (50 ng/ml), sIL-6R (50 ng/ml) and VHH6 (1 or 10 pg/ml) were used to analyze
cross-reactivity of VHH6 for ELISA measurements.

Fig. S2. Quantitative analysis of VHHG6-supported classic and trans-signaling-induced STAT3
phosphorlyation. (A) Using ImagelJ for quantification of Western blots from three independent
experiments as shown in the lower panel of Figure 2F, our data indicate that the increase in pSTAT3
induced by VHH6 for IL-6 trans-signaling was significant. (B) Using Image] for quantification of
Western blots from three independent experiments as shown in the lower panel of Figure 2G, our data
indicate that the differences in pSTAT3 induced by VHH6 for IL-6 classic was not significant.
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