NEDDA4-2 in K* handling
Legends of supplementary figures:
Figure S1: Urinary Na* excretion and urine osmolality of control and mutant mice

(A) Urinary Na* excretion under normal (ND), high K (HKD) and low K (LKD) diets showing
no significant difference between both groups (n: 8 control and 7 KO mice). (B) Urine
osmolality after 2 weeks of LKD. No significant difference between control and mutant animals

was observed (n: 6 mice in each group).

Figure S2: Dietary potassium controls NEDD4-2 phosphorylation and total expression

(A) WB analysis of NEDD4-2 phosphorylation and total expression in mice fed either with high
K" diet (HKD) for 2 days or with low K* diet (LKD) for 2 weeks. (B) Protein quantification
from (A) showing significant decrease of NEDDA4-2 phosphorylation at S222 and S328 under
LKD with no change in total NEDDA4-2 expression (n: 6 mice in each group; **: p value <
0.01). (C, D) Co-immunostaining of total NEDD4-2 (green) and AQP2 (red) in WT animals
fed with HKD and LKD (C) and quantification of NEDD4-2 fluorescence intensity in the
CNT/CCD segments (D). NEDD4-2 abundance was significantly increased in CNT/CCD cells

in mice fed with LKD (n: 2 mice in each group; *: p value < 0.05).

Figure S3: ENaC expression and activity in Nedd4LP>®#LCl mice after 2 weeks of LKD.

(A) Q-RT-PCR analysis (TagMan) showing normal levels of aENaC (Scnnla), BENaC
(Scnnlb) and yENaC (Scnnlg) mRNA in Nedd4LP®®Cl mice compared to control after 2
weeks of LKD (n: 6 control and 5 KO animals). (B) Immunostaining of BENaC in control and

Nedd4L-KO mice showing a similar pattern in both genotypes. (C) Benzamil treatment results



NEDDA4-2 in K* handling

in a comparable increase of urine volume excreted by control and KO mice (n: 7 animals in

each group).

Figure S4: AQP2 expression and CNT/CD cell size in control versus mutant mice.

(A) WB analyses showing AQP2 protein in control and mutant mice. Fg: Fully glycosylated,
Ng: Non glycosylated (B) Quantification of A, showing no significant difference between both
groups (n: 5 animals per group). (C) Histogram illustrating mean cell size in the CNT/CD of
control and Nedd4LP®®-C1 mjce (n= 150 control and 200 mutant cells), showing no significant

difference between groups.
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Figure S4



Body weight (g) 2410 +/-0.21  22.62+/-0.66 21.0+-0.6  19.8+-0.5
Food intake (g/g BW.24h) 0.164/-0.01  0.17+-0.01  0.13+/-0.002 0.11 +/-0.01
Water intake (ml/g BW.24h) 0.20+/-0.01  020+-0.01  0.55+/-0.04  0.63 +/-0.08
Urine volume (ml.24h) 1.57+/-0.14  1.94+/-021  5.81+/-0.73  5.24+/-0.87

Table S1: Body weight, food and water intake and urine volume are not changed between control and mutant mice
after 2 weeks of LKD



Primary antibodies
Total AQP2
Total AQP2
Total NCC
Total NCC
pT53 NCC
pT58 NCC
pT91 NCC
3pNCC S(45-55-60)
pT233 SPAK
pS373 SPAK
Total SPAK
WNKI1 (Ex12)
WNK4
WNK4
aENaC
BENaC
vENaC
pS222 NEDD4-2
pS328 NEDD4-2
Total NEDD4-2
ROMK
Maxi K o
Maxi K B1
Maxi K p4
GAPDH
Actin
Tubulin

Secondary antibodies
Goat, AlexaFluor® 555

Host
Goat
Rabbit
Rabbit
Guinea-Pig
Rabbit
Rabbit
Sheep
Sheep
Sheep
Rabbit
Rabbit
Rabbit
Mouse
Rabbit
Rabbit
Rabbit
Rabbit
Sheep
Rabbit
Rabbit
Guinea-Pig
Rabbit
Rabbit
Rabbit
Mouse
Mouse
Mouse

Host
Donkey

Guinea-Pig, AlexaFluor® 546 Goat

Mouse, AlexaFluor® 555
Rabbit, AlexaFluor® 488
Rabbit, AlexaFluor® 488
Sheep, AlexaFluor® 546

Guinea-Pig, HRP
Mouse, HRP
Rabbit, HRP
Sheep, HRP

Goat
Goat
Donkey
Donkey

Donkey
Sheep
Donkey
Rabbit

Dilution for WB Dilution for IF

1/1000
1/1000
1/500 1/500
1/500
1/500 1/500
1/500
1/700
1/700
1/100
1/1000
1/100
1/100 1/50
1/50
1/1000
1/500 1/500
1/500 1/500
1/500 1/500
1/600
1/500
1/1000 1/50
1/200 1/50
1/500 1/100
1/1000
1/1000
1/5000
1/1000
1/1000

Dilution for WB Dilution for IF

1/500
1/500
1/500
1/500
1/500
1/500

1/10000

1/10000

1/10000

1/10000

Table S2: List of the antibodies used in this study
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