Supplementary Information

This file contains the following Supplementary Information:
Supplementary Fig. 1. Weight change over experimental diet duration
Supplementary Fig. 2. Kidney injury in Nedd4-2/?1-3 mice
Supplementary Fig. 3. Signaling pathways in Nedd4-2"*1-3 mice
Supplementary Fig. 4. Generation of NEDD4-2 KO cells



Supplementary Figure 1
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Supplementary Fig. 1. Weight change over experimental diet duration
Daily mouse weight on standard (Std.) or high Na* diet, n=7-11. Data presented as means + SEM.



|

A Control N42¢sp1.3

3 — — v
. = 4= _""_:_2
=1 =0 — 0
) = & __._H“—@
o = =

z | =z = =
=) =" 0 ==
T = & o

©
Z
=
o)
—
B I High Na*
kDa Control N42Ks'3 Control N42Ksr13
75
-—-— e - —

Vimentin

GAPDH

N4245013 kidney (H&E)

il % it
E E-cadherin (full length) E-cadherin (cleaved)
61 * 30+

w)

*

N
1

20+

Control

N
1

104 *

Relative pix. density

o
1

Std. * High Std.  High
aSMA

(]
o

N42Ksp1.3

407 I Control
[ N42Ksp1.3

o SMA/E-cadherin/Hoechst 20+

Relative pix. density

(VE

Std. ' High

Supplementary Fig. 2. Kidney injury in Nedd4-2""1-3 mice

A Gross morphology of kidneys from mice fed standard (Std.), high or low Na* diets. B A representative
example of Heamatoxylin and Eosin staining of Nedd4-2"**1-3 kidney after high Na* diet. As examples, *
indicates dilated tubule, dotted line shows areas of mesenchymal infiltration and arrowhead points to cell
debris. Scale bar, 100 um. C Immunoblot analysis of Vimentin with GAPDH as loading control. D Lower
magnification images from Fig. 3E. E Quantitation of immunoblots from Fig. 3F normalized to GAPDH
loading control, n=3. Data presented as means * SD with significance determined using unpaired 2-tailed
Student’s t-test. *P < 0.05, **P < 0.01, ***P <0.005.
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Supplementary Fig. 3. Signaling pathways in Nedd4-2%**1-3 mice

A gRT-PCR analysis of Wnt3 and TGF-f1 relative to TBP. B Quantitation of immunoblots from Fig. 4C
normalized to GAPDH loading control, n=3. C Immunoblot analysis of TGF-fR1 with GAPDH as loading
control. D gRT-PCR analysis of cMyc and Cyclin D1 relative to TBP. Data presented as means = SEM (A, D) or
means + SD (B) with significance determined using unpaired 2-tailed Student’s t-test, n = 3-4. *P < 0.05,
**P<0.01, ***P <0.005, ****P < 0.001.
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Supplementary Fig. 4. Generation of NEDD4-2 KO cells
A An example of sequencing of a Nedd4-2 (N42) KO clone, showing insertion of a single amino acid. B
Immunoblot of 4 independent wild type and Nedd4-2 KO clonal cell lines with B-actin as loading control. C
Lower magnification and single color panels together with merged images for Fig. 5E of -catenin and
Hoechst staining of 72 h TGF-f31 treated CCD cells. C Immunoblot analysis of DVL2 with GAPDH as loading
control. Numbers indicate quantitation of DVL2 bands relative to untreated wild type lane, normalized to
GAPDH. E gRT-PCR analysis of Vimentin relative to TBP after treatment with TGF-B1 and LY-363947
inhibitor. Data presented as means = SEM with significance determined using unpaired 2-tailed Student’s t-
test, n = 4. ***P < 0.005, ****P < 0.001.



