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Figure S1. Uromodulin signals at the apical surface of collecting duct cells. Representative
immunofluorescence images for Ser256—phosphorylated AQP2 (red), uromodulin (green), and
merged image with 4’,6—diamidino—2—phenylindole (DAPI) (blue) in paraformaldehyde-fixed
kidney sections from a water-deprived wild-type mouse. Apical and cytosolic uromodulin
signals were observed in the thick ascending limb of the loop of Henle (arrowheads), whereas
quite faint signals were noted at the apical surface of the collecting duct (arrow). Scale bar

indicates 20 um.
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Figure S2. Activation of AQP2 by vasopressin. (a) Cellular cAMP production in mouse
collecting duct cells treated with V2 receptor—specific vasopressin analog dDAVP at indicated
concentrations for 24 h. Analyses were based on at least five independent experiments. **p <
0.01 (one-way analysis of variance with post—hoc Dunnett’s test). (b) Western blot analysis for
Ser256—phosphorylated AQP2 and total AQP2 in the lysate of mouse collecting duct cells. Cell
monolayer on a filter membrane was treated with 10°M dDAVP at the basolateral side for 24 h.
[B-actin was used as a loading control. (c) Quantification of signal intensities expressed as a ratio
of phosphorylated AQP2 to total AQP2. Analyses were based on at least three repetitive
experiments. *p < 0.05, **p < 0.01 (Unpaired t-test).





