
Supplemental Figure 1. Validation of Nup88 silenced clones.  Stable clones expressing pSM2-
Nup88 and selected in puromycin media were analyzed for Nup88 protein expression after 
incubation under hypertonic stress.  A representative western blot reveals that clones 3 and 6 
demonstrate near complete silencing of Nup88 expression. These clones were selected for further 
experiments regarding Nup88 silencing. B) QPCR for TonEBP target genes (AR and Hsp70) 
showing an intermediate expression for both genes in a clone partially silenced for Nup88 
expression (clone #4). In contrast, no changes were observed in mRNA levels from a non 
silenced clone (clone #5) and as compared to totally silenced clone (#3). C, D) Protein analysis 
for AR (C) and Hsp70 (D) in partially (#4) and non silenced (#5) clones demonstrating 
intermediate and no change in protein expression, respectively, and as compared to the totally 
silenced clone (#3) and the empty vector control. 
 
 
Supplemental Figure 2A. Evaluation of the involvement of CRM1 in TonEBP trafficking in 
IMCD3 cells under isotonic conditions.  IMCD3 cells transfected with the TonEBP-GFP 
construct were incubated in the presence and absence of 10 ug/ml LMB, a specific inhibitor of 
CRM1.  In the absence of LMB, IMCD3 cells demonstrate substantial TonEBP localization in the 
cytosol.  However, in the presence of the inhibitor LMB, TonEBP is localized mainly in the 
nucleus, suggesting CRM1 is involved in TonEBP export from the nucleus under isotonic 
conditions. 
 
Supplemental Figure 2B. Evaluation of the involvement of CRM1 in TonEBP trafficking in 
IMCD3 cells under hypertonic conditions.  The left column demonstrates under hypertonic stress 
and in the presence of Nup88 (empty vector control cells), TonEBP is localized in the nucleus.  
Comparatively, when Nup88 expression is silenced (pSM2-Nup88) and cells are incubated under 
hypertonic stress, TonEBP is found in the cytosol (middle column).  However, in the presence of 
the inhibitor LMB, in cells silenced for Nup88, TonEBP is observed in the cytosol indicating that 
CRM1 (inactive in this setting) is not responsible for shuttling TonEBP out of the nucleus under 
hypertonic stress (right column).   
 
Supplemental Table 1.  Nucleotide sequence alignment of the N-terminus of TonEBP of human, 
mouse and IMCD3 cells.  
 
Supplemental Table 2. Protein sequence alignment of the N-terminus of TonEBP of human, 
mouse and IMCD3 cells. Sequence cloned from IMCD3 cells (top line) shares the same N-
Terminus sequence than human TonEBP (middle lane) including the same Auxiliary Export 
Domain (AED) and Nuclear Export Signal (NES) (depicted in bold and underlined and 
surrounded by dotted rectangle). Note that the three sequences share the same Nuclear 
Localization Signal (NLS) (depicted in bold and italic and surrounded by dotted rectangle). 
 
Supplemental Table 3. Primers and accession number of mRNAs used for QPCR experiments. 
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Accesion

 

number
Forward primer 5’→3’ Reverse primer 5’→3’

Nucleoporin

 

88 
(Nup88)

NM_172394 CCATTACTCTCAGTGCCTACC AGCCTTCAAGTTATGTTCATTCC

Aldose

 

Reductase

 

(AR)
NM_009658 CTATTTCCCACTGGATGCCTCAG TTTCACCAAACCTTCATCCACTAG

Sodium-myoinositol

 

transporter (SMIT)
NM_017391 CCTACCGTGCTCCTGAGTGTG GTGGGAGGTGGTGTGAGAAGAC

Betaine/GABA 
transporter (BGT1)

NM_133661 AAGGCAAGGACCAGGTGAAGG CACACTCCCCTGGCTGCTATAC

Taurine

 

transporter 
(TauT)

NM_009320 CGCATCCATCGTCATTGTGTC GTGTCCTCCATGCACTGTGG

Heat shock protein 
70 (Hsp70)

NM_010479 GGTCTAAACGTGCTGCGGATC AGTCCTCCCCTCCCAGGTG

α1

 

-subunit 
Na/K-ATPase

NM_144900 GGATTGTTGGCTCTGATG CGGAATTGTTACTGGTTAGG

β-Actin NM_007393 CTCTCCCTCACGCCATCC GTAACAGTCCGCCTAGAAGC

Sup Table 3
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