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The forskolin-induced increase in the level of AQP2 is detectable with different anti-AQP2 antibodies.

To rule out that detection of FSK-induced increases in AQP2 signals are due to altered recognition of the antigen by the antibody used, we compared following antibodies: H27, a rabbit antiserum directed against the C-terminus of AQP2 generated in our laboratory;ADDIN EN.CITE.DATA 
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1
 C-17, a goat antibody available from Santa Cruz Biotechnology (Cat. #: sc-9882) directed against the C-terminus of AQP2, and N-20, a goat antibody from Santa Cruz Biotechnology (Cat. #: sc-9880) directed against the N-terminus of AQP2.

HEK293 cells were transfected with plasmids encoding wild-type AQP2 and were left untreated or after 24 hours were treated with FSK (10 μM, 60 min). AQP2 was detected by Western blotting with either C-17 (Suppl. Fig. 1A) or N-20 (Suppl. Fig. 1B) antibody. In both cases an increase in AQP2 signals was observed after treatment with FSK. Based on the observation that two antibodies directed against different epitopes located in distinct regions of the protein yielded similar results, we conclude that the increases in AQP2 signals observed are unlikely to be due to changed immunogenicity after treatment with forskolin but reflect increases in AQP2 protein levels. 

Legend to suppl. Figures

Suppl. Figure 1. The forskolin-induced increase in the level of AQP2 is detectable with different anti-AQP2 antibodies. HEK293 cells were transiently transfected with plasmids encoding wild-type AQP2. The cells were lysed and AQP2 was detected with the indicated anti-AQP2 antibodies by Western blotting. A. antibody C-17, directed against the C terminus of AQP2 and B. antibody N-20, directed against the N terminus of AQP2; AQP2-compl, complex glycosylated AQP2; AQP2-hm; high mannose glycosylated form of AQP2; AQP2-ng, non-glycosylated AQP2; FSK, forskolin; WB, Western blot. For details see suppl. Information.
Suppl. Figure 2. dbcAMP rapidly increases the AQP2 protein level in IMCD cells. A. IMCD cells were left untreated or treated with dbcAMP (500 µM, 60 min), lysed, and AQP2 was immunoprecipitated and detected by Western blotting. Shown is a representative blot of three independent experiments. B. Semiquantitative analysis of the effect of dbcAMP on the AQP2 protein level. Western blots obtained as indicated in A were densitometrically analyzed. Shown are means ± SEM of three independent experiments each performed in duplicate. Statistically significant differences vs. untreated cells are indicated: *, p < 0.05. 

Suppl. Figure 3. Inhibition of p38 MAPK with SB202190, and forskolin decrease cyclin D3 phosphorylation (p-cyclinD3). IMCD cells remained untreated or were treated with forskolin (FSK; 10 µM, 30 min) or SB202190 (5 µM, 120 min). AQP2 was detected by Western blotting. Shown is a representative blot of two independent experiments. 
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