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Table S1. Putative transcription factor binding sites in the RNF183 enhancer region. 

 

Transcription factor-binding sites predicted using the JASPAR software are shown in the mammalian 

conserved region of RNF183 genes (mouse, −3,466 to −3,136; rat, −1,978 to −1,664; human, −4,367 to 

−4,049). The potential binding sites with a >95% chance (relative score) of binding to any of the listed 

transcription factors. a Conserved binding sites among mouse, rat, and human. The conserved NFAT5 

DNA binding site is indicated as yellow background. 

  



 

Figure S1. Subcellular localization of RNF183. The confocal images of immunofluorescence with GFP 

signals (upper panels, green) and various antibodies for organelle markers (Calnexin, GM130, transferrin 

receptor, and COX IV; middle panels, red) in HeLa cells transfected with GFP-RNF183. Bars, 10 μm. All 

images shown are representative of at least three replicates in independent observations. 

  



 

Figure S2. RNF183 expression is not up-regulated under hypoxia. Effect of hypoxia on Rnf183 

expression. Mouse IMCD-3 cells were maintained in hypoxia (0.1% or 0.3% O2) or normoxia (20% O2) 

chambers for 12 h at 37°C and analyzed by qRT-PCR analysis. Vegfa was used as a hypoxia-induced 

positive control. Expression levels were compared with those in normoxia (n = 6). Data were analyzed by 

one-way ANOVA, followed by the post hoc tests using t tests with Bonferroni correction. Values represent 

mean ± SD. **P < 0.01, ***P < 0.001 (versus normoxic control). 

  



 

Figure S3. Tnfa mRNA peaked after 3h of hypertonic stimulation. Time-course analysis of Tnfa 

mRNA in response to hypertonic stress. Mouse IMCD-3 cells were treated with 75 mM 

NaCl-supplementation for indicated time and analyzed by qRT-PCR analysis. Expression levels were 

compared with those in isotonic control (n = 6). Data were analyzed by one-way ANOVA followed by the 

post hoc tests using t tests with Bonferroni correction. Values represent mean ± S.D. *** P < 0.001 

(versus isotonic control). 

  



 

Figure S4. NFAT5 knockdown attenuates hypertonicity-induced RNF183 expression. A. Inhibition of 

NFAT5 expression using siRNA 2-mediated knockdown. Mouse IMCD-3 cells transfected with NFAT5 

siRNA 1, NFAT5 siRNA 2, or negative control (NC) siRNA were analyzed by western blotting. The 

quantification of NFAT5 is summarized in the accompanying bar graph (n = 3). B and C. Effects of 

NFAT5 siRNA 2-mediated knockdown on (B) expression of RNF183 protein and (C) expression of 

Rnf183 (left) and Akr1b1 (right) mRNA (n = 4). mIMCD-3 cells transfected with NFAT5 siRNA 1, 

NFAT5 siRNA 2, or NC siRNA were treated with isotonic or 75 mM NaCl -supplemented medium for 12 

h and analyzed using (B) western blot and (C) qRT-PCR. D. Effect of NFAT5 siRNA 2-mediated 

knockdown on hypertonicity-induced promoter activities. Cells co-transfected with 3.5 kbp-Luc and 

siRNA (NFAT5 1, NFAT5 2 or NC) were treated with isotonic or 75 mM NaCl- or sucrose-supplemented 

medium for 24 h (n = 4). Data were analyzed by one-way ANOVA, followed by the post hoc tests using t 

tests with Bonferroni correction. Values represent mean ± SD. ***P < 0.001 (versus NC). 

  



 

Figure S5. Inhibition of NFAT5 expression using NFAT5 siRNA 3-mediated knockdown. Mouse 

IMCD-3 cells transfected with NFAT5 siRNA 3 or negative control (NC) siRNA were analyzed by 

western blotting. The quantification of NFAT5 is summarized in the accompanying bar graph (n = 3). 

Data were analyzed by t test. Values represent mean ± SD. ***P < 0.001. 

  



 

Figure S6. RNF183 expression did not protect against staurosporine-induced apoptosis 

Cells transfected with the indicated siRNAs were treated with 200 nM staurosporine-supplemented 

medium for 12 h and analyzed using western blotting. The accompanying bar graph summarizes the 

quantification of relative amounts of cleaved caspase-3 (n = 4). Values represent mean ± SD. N.S. P > 

0.05 (versus NC). 


