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Supplementary table 1
Body weight, food intake and urinary values of Rhcg™*, Rhcg*”, and Rhcg”
mice during 9 days high soy (HS) protein loading (n = 6 mice for each group).

# P < 0.05 significantly different from same genotype under control conditions

Supplementary table 2

Blood values of Rhcg™*, Rhcg™, and Rhcg” mice on normal diet and during
the high casein (HC) protein loading (n = 8 mice for each group).ND not
determined, # P < 0.05 significantly different from same genotype under
control conditions, * P < 0.05 significantly different from Rhcg™* mice under
same treatment conditions, ** P < 0.01 significantly different from Rhcg™* mice

under same treatment conditions

Supplementary table 3

Blood values of Rhcg**, Rheg™”, and Rhcg” mice on normal diet and during
the high soy (HS) protein loading (n = 6 mice for each group). ND not
determined, # P < 0.05 significantly different from same genotype under

control conditions

Supplementary table 4

Urinary values of Rhcg™*, Rheg™”, and Rhcg” mice during 9 days high casein
(HC) protein loading (n = 8 mice for each group). ND not determined, # P <
0.05 significantly different from same genotype under control conditions, * P <
0.05 significantly different from Rhcg™* mice under same treatment conditions,
** P < 0.01 significantly different from Rhcg™* mice under same treatment

conditions

Supplementary table 5
Standard morphometric paramters of Rhcg™* and Rhcg” mice during 9 days
high casein (HC) protein loading (n = 5 mice for each group).



Supplementary figure 1. Nine days high soy diet does not acid load of
Rhcg™*, *" and " mice

Blood and urine data were collected in Rhcg™*, ¥~ and ” mice treated for 9
days with high soy (HS) diet. HS did not induce acid load as indicated by
blood pH (A) and bicarbonate (B) and urinary titratable acidity (C) or NH4"
excretion (D). Values are mean + SEM (n= 6 mice) *p < 0.05 (Rhcg” vs
Rhcg™), # P < 0.05 significantly different from same genotype under control

conditions (day 0)

Supplementary figure 2. Rhcg mRNA expression is altered by HC diet
while Rhbg mRNA level is unchanged.

Rhcg and Rhbg mRNA expression was measured by RT-qPCR in kidneys
from Rhcg™* and ”" mice during 0, 4 and 9 days HC diet. Four days HC diet
induced a transient increase of Rhcg mRNA expression (A). mRNA levels of
Rhbg remainded unchanged in Rhcg** and ” after 0, 4 and 9 days HC.
Values are mean + SEM (n= 6 mice), # P < 0.05 significantly different from

same genotype under control conditions (day 0)

Supplementary figure 3. mRNA and protein expression of PEPCK and
NHE3 proximal tubule proteins are unchanged by HC diet

+/+

Immunoblotting of Rhcg™" kidney protein extracts collected during HC diet did
not show any changes in PEPCK (A) or NHE3 (B) expression in response to
the treatment. PEPCK (C) and NHE3 (D) mRNA levels assessed by RT-qPCR
did not display either differences comparing Rhcg™*, *and ” after 9 days HC.
Similarly, PEPCK and NHE3 protein levels were identical comparing all 3
groups of mice 4 or 9 days-HC diet fed. Values are mean + SEM (n= 8 mice),

p=0.05

Supplementary figure 4. High soy protein diet does not alter NKKC2 and
AQP2 protein abundance in Rhcg** mice.

The expression of NKCC2 (A) and AQP2 (B) measured by immunoblotting in
kidneys from Rhcg** mice and remained similar between day 0 and 9 of high
soy diet. Values are mean + SEM (n= 8 mice), p = 0.05



Supplementary table 1. Body weight, food intake and urinary values of Rhcg”*, Rheg"”, and

Rhcg'/' mice during 9 days high soy (HS) protein loading

Basal status

2 days HS diet

4 days HS diet

9 days HS diet

Rhcg™ Rhcg™ Rhcg” | Rhcg” Rhcg” Rheg” | Rheg”™ Rheg”  Rheg” | Rhcg™ | Rhcg” | Rhcg™
(n=6) (n=6) (n=6) (n=6) (n=6) (n=6) (n=6) (n=6) (n=6) (n=6) (n=6) (n=6)
285+ 26.0 + 272+ 276+ 252 + 25.6 % 26.8 + 25.0 % 25.6 % 25.8 + 25.0 + 25.2 +
Body weight (g) 1.6 1.1 1.4 15 1.1 1.3 1.3 1.1 1.3 0.9 1.2 1.1
Food intake 0.12 % 012+ 0.11% 012+ 0.12 + 0.13 0.10 £ 0.12 % 0.11 % 0.14 + 0.13 % 0.13 %
/24hrs/bod 0.01 0.01 0.02 0.02 0.01 0.01 0.01 0.01 0.01 0.01 0.01 0.01
g y
weight)
Water intake 0.15 % 0.16 + 0.16 + 022+ | 026z 023+ | 023z 0.23 + 0.25 + 0.27 + 0.28 + 0.27 +
24hrs/bod 0.02 0.01 0.02 0.03* 0.02* 0.02* 0.01* 0.02* 0.03* 0.03* 0.02* 0.03*
(o /body
weight)
Urine values
1.84 + 1.83 + 1.79 + 295+ 287+ 337+ | 258+ 2.03 % 2.50 + 324+ | 253+ 3.36 &
Volume (ml/24 h) 0.22 0.27 0.20 0.38" 0.35" 0.56" | 0.18" 0.26" 0.39" 0.33" 0.35" 0.30"
Creatinine 1018+ | 1152+ | 10.70% 792+ | 715+ 751+ 5.98 + 476+ | 534+ 6.92 + 5.71 % 711z
excretion 0.53 1.18 1.57 1.47" 0.77* 0.50" 0.71* 0.59" 0.49* 1.19% 1.12% 1.08"
(umol/24h)
5.91 % 5.63 + 5.70 + 6.83 % 706+ | 6.95% 7.09 + 7.26 % 729+ | 7112 7.15 % 6.99 +
Urinary pH 0.08 0.07 0.11 0.18"* 0.23* 0.17* 0.14* 0.09* 0.11* 0.27% 0.13* 0.17*
NH.*/24h 46.9 + 53.1 % 46.2 + 14.8 + 129 + 13.7 + 10.9 + 12.0 + 129 + 171+ 15.3 + 15.1
(pmé|/24h) 4.0 43 39 1.5" 1.2* 2.0* 2.9 1.6" 1.2* 1.8% 1.7* 1.9%
TA24h 2111+ | 1828+ | 1973+ | 1912 20.7 + 233+ 271+ | 2322+ | 241+ 233+ 28.4 + 25.2 +
(umoli24h) 11.5 11.8 12.1 1.8* 1.9% 1.5" 1.7* 1.8* 1.9% 1.6% 1.6" 1.5%
POZ/C 351+ 38.0 + 39.8 + 16.8 + 18.2 + 19.9 + 223+ 19.5 + 20.6 + 19.2 + 23.0 % 185+
(pn:ollzzﬁ 2.8 2.4 3.6 2.3* 3.3 3.1* 2.8* 3.2 3.9 2.3* 4.7* 3.6"
Urea/24h 2312 264 + 2.86 % 6.90 + 7331 7.02 % 6.18 % 751+ 6.97 + 8.21% 7.69 + 8.02 +
(p;fgl 124h) 0.52 0.37 0.78 0.35" 0.98" 0.78* 0.65" 0.87* 0.83" 0.62" 0.47* 0.39"
Ca®/24h 2.16 % 2212 233 1.99 + 2.09 + 2.01% 214 % 210 % 2.16 % 1.87 + 1.98 + 2.03 %
0.02 0.03 0.07 0.05 0.07 0.02 0.07 0.03 0.04 0.06 0.08 0.07
(umol/24h)
Na/C 70.5¢ 75.5¢ 718+ 1505+ | 1620+ | 150.7+ | 1829+ | 191.8+ | 2058+ | 2141+ | 201.0+ |198.9+
((p;ollgii) 45 3.9 45 13.2* 17.0* 18.3* 19.3* 19.5% 19.7* 15.2* 13.0" | 11.3*
Cl/Crea 0.31% 0.35 + 0.33 % 0.45 + 0.48 + 0.51 + 0.51 + 0.55 + 0.61+ 064+ | 049+ 0.57 %
(mmoli24h) 0.02 0.03 00.4 0.05" 1.00* 0.09* 0.04* 0.06" 0.09* 0.05"* 0.07* 0.08*
KHIC 0.28 + 0.37+ 0.31+ 0.44 + 0.54 + 0.58 + 0.56 + 0.49 + 052+ | 0622 0.54 + 0.59 +
(mmo&‘;ih) 0.04 0.06 0.08 0.03" 0.05" 0.02* 1.0* 0.08" 0.09* 0.05" 0.03" 0.09"
0.26+ 021+ | 0.24.0+ 0.30 + 0.27 + 0.28 +
SO,%24 h 0.04 0.02 0.07 ND ND ND ND ND ND 0.03 0.06 0.03
mol/24 h n=6 n=5 n=6 n=6 n=5 n=6
(¥ )




Suppplementary Table 2. Blood values of Rhcg™", Rheg””, and Rhcg” mice on normal diet

and during the high casein (HC) protein loading

Basal status

2 days HC diet

4 days HC diet

9 days HC diet

Rhcg”
Rhcg™ | Rhcg” | Rhcg” | Rhcg” | Rheg” | Rhcg” | Rhcg™” | Rheg” * Rhcg™ | Rheg”
(n=8) (n=8) (n=8) (n=8) (n=8) (n=8) (n=5) (n=5) (n=8) (n=8) (n=8)
735+ 7.33% 734+ 7.26 + 727+ 7.28 + 7.36+ 734+ 737+ | 735+ | 7.34%
pH 0.01 0.01 0.01 0.03" 0.01* 0.03"* 0.01 0.01 0.02 0.01 0.02
374+ 395+ 375+ 39.1+ 384+ 36.9 37.1% 395+ 402+ | 385+ | 389+
pCO, (mmHg) 1.1 1.0 0.8 1.4 1.1 1.1 1.1 1.8 1.1 1.2 1.4
20.1+# 19.0 + 19.7 + 172+ 16.9 + 155 + 2224 208+ 225+ | 207+ | 20.1
HCO; (mM) 0.4 0.3 0.4 1.4* 0.5" 1.5* 0.4 0.9 0.8 0.7 1.1
49.9 + 494 + 50.2 + 51.1+# 50.7 + 526 + 49.6 + 50.6 + 535+ | 522+ | 55.8%
Hct (%) 0.2 0.6 1.0 0.7 0.7 0.7 0.2 0.6 0.8* 0.7* 0.6
1465+ | 1469+ | 1455+ | 1475+ | 1487+ | 1476+ | 14482 1454+ | 1478+ | 1485+ | 1465+
Na* (mM) 0.5 0.4 0.4 0.4 0.4 0.7 0.6 0.5 0.5 0.5 0.4
1129+ | 1141+ | 1119+ | 1177+ | 1183z | 1214% | 1104+% 1120+ | 1168+ | 1163+ | 119+
CI' (mM) 0.4 0.6 0.5 1.0* 0.9* 1.2 1.3 0.8 1.2 1.0* 1.7
lonized 124 + 1.26 + 124 + 133+ 1.30 + 139+ 1.25+ 1.30 + 128+ | 129+ | 1.25+
Ca”'(mM) 0.006 0.009 0.002 0.005" 0.004* 0.01*+* 0.008 0.009** 0.009 0.001 0.006
46+ 44 45+ 48+ 46+ 41+ 49+ 47+ 46+ 46+ 43+
K" (mM) 1.2 1.1 1.1 0.2 0.2 0.1 0.2 0.7 0.1 0.2 0.2
10.6 + 10.7 + 1.7 8.0+ 8.9+ 9.4+ 119+ 121+ 100+ | 102+ | 122+
Glucose (mM) 0.6 0.5 0.5 1.1* 0.5" 0.7* 0.4 0.5 0.9 0.6 0.9
36+ 36+ 39+ 38+ 33+% 33+% 35+ 3.0+ 24+ 26+ 29+
Lactate (mM) 0.3 0.2 0.7 0.4 0.3 0.3 0.2 0.4 0.2* 0.2* 0.3
Osteocalcin 152.5 + ND 135.7 + ND ND ND 144.8 + 1081+ | 1321+ ND 113.9+
(ng/mL) 20.4 20.0 10.0 18.7 15.1 10.4




Supplementary table 3. Urinary values of Rhcg”*, Rhcg”, and Rhcg” mice during 9 days

high casein (HC) protein loading

Basal status

2 days HC diet

4 days HC diet

9 days HC diet

Rhcg™ Rheg”™ Rheg” | Rhcg” Rhcg™  Rheg” | Rheg” Rheg”  Rheg” | Rheg™ | Rheg” | Rhcg’
(n=8) (n=8) (n=8) (n=8) (n=8) (n=8) (n=8) (n=8) (n=8) (n=8) (n=8) (n=8)
Creatinine 6.53 & 6.81+ 6.89 £ 6.45 + 6.96 + 6.59 + 6.04 + 6.56 + 6.22 + 6.57 + 6.48 + 6.85 +
excretion 0.38 0.99 0.85 0.70 0.73 0.41 0.60 0.21 0.81 0.52 0.33 0.72
(umol/24h)
48.1 45.7 42.6 97.6 99.7 98.7 112.6 118.9 119.2 145.1 1375 158.8
PO,*/Crea + + + + + + + + + + + +
(umol/24h) 25 23 26 3.24 3.0# 4.1# 3.8% 3.0# 4.3% 3.0# 4.5# 4.3#
Urea/Urine | 2.40% 2.60 + 281+ 779+ 7.81% 7.89+ 6.37 + 8.27 + 8.12+ 6.89 + 948+ | 10.842%
volume 0.17 0.28 0.26 0.75# 0.61# 0.63# 0.65# 0.74# 0.99% 0.58# 0.67# 0.40*#
(umol/24h)
Na'/C 1323+ 128.0+ 1336+ | 1564+ 1665+ 1725+ | 1683+ 1759 + 1817+ | 1756+ | 1779 + | 189.84
ajrea 4.7 3.9 7.4 75 8.9 10.2 9.0 3.8 9.1 6.1 9.2 13.5
(umol/24h)
Cl/Crea 031+ 0.40 + 0.36 + 0.42 + 037+ 0.46 + 0.45 + 0.48 + 0.53 + 0.54 + 0.50 + 0.59 +
0.01 0.03 0.06 0.05 0.07 0.09 0.06 0.04 0.01 0.1 0.05 0.04
(mmol/24h)
Ke 0.55 + 062+ 0.59 + 0.79 + 0.70 + 0.83 + 0.84 + 0.97 + 113 ¢ 110 ¢ 115+ 124 ¢
rea 0.03 0.05 0.04 0.08 1.06 1.03 1.09 0.09 0.11 0.08 1.02 1.09
(mmol/24h)
SO,*/Urine | 0.22% 0.18 + 023+ 0.43 + 0.49 + 0.53 + 051+ 0.53 + 0.47 + 052+ 0.58 + 0.56 +
volume 0.9 0.2 0.4 0.8# 0.5% 0.1% 0.6# 0.5% 0.7# 0.8% 0.9# 0.74

(umol/24h)




Supplementary table 4. Blood values of Rhcg”", Rheg”, and Rhcg” mice on normal diet

and during the high soy (HS) protein loading.

Basal status

2 days HS diet

9 days HS diet

Rhcg™ | Rheg” | Rheg” | Rheg™ | Rheg” | Rhcg” | Rheg”™ | Rheg™ | Rheg”
(n=6) (n=6) (n=6) (n=6) (n=6) (n=6) (n=6) (n=6) (n=6)
7.36 £ 7.37 7.36 £ 7.37 7.39 7.37 7.37 7.38 £ 735+
pH 0.004 0.004 0.003 0.02 0.02 0.01 0.02 0.02 0.01
pCO, 38.8 + 389+ 38.2+ 38.1+ 39.2 + 395+ 39.1% 39.7 + 399+
(mmHg) 0.8 0.2 0.5 1.1 0.8 1.9 1.7 1.5 1.3
211 219+ 215+ 231t 23.1t 22.6 23.8 232+
HCO3; (mM) 0.9 0.2 0.2 1.4 24 +0.8 0.9 0.8 0.3 0.3
494 + 494 + 49.0 492 + 495+ 48.8 + 493 + 492 + 491+
Hct (%) 0.2 0.4 0.5 0.7 0.8 1.1 0.6 0.8 0.9
147.5 149.3 + 149.8 + 148 + 148.4 + 148.7 + 147.5 147.2 + 148.3 +
Na* (mM) 0.5 0.8 0.4 0.4 0.5 0.9 0.5 0.5 0.6
115.0 + 1143 1151 114.0¢ 113.6 + 113.8 + 1111 112.0 + 1115+
CI' (mM) 0.1 0.4 0.6 0.9 0.4 2.0 0.1* 0.5" 0.9*
lonized 1.30 1.27 1.30 1.29 + 1.26 125+ 1.27 1.28 + 1.23
Ca2+(mM) 0.005 0.008 0.005 0.001 0.001 0.002 0.04 0.01 0.01*
50 %

K (mM) 5203 0.2 52+01 51205 | 51+02 | 53203 | 53+02 | 52+03 | 52+0.2
Glucose 121+ 123 ¢ 12.0 ¢ 11.8 % 112+ 12.7 120+ 119+ 11.8
(mM) 0.2 0.4 0.3 0.4 1.0 1.2 0.9 1.0 1.5

Lactate
(mM) 47+0.1 43+03 | 44+05 | 35+£13 | 3.7+£03 | 41+0.7 | 34+06 | 35+0.2 | 3.3+0.7




Supplementary table 5. Standard morphometric parameters from Rhcg”+ and Rhcg'/' during

9 days high casein protein loading

Rhcg** Rhcg™
(n=5) (n=5)

Trabecular compartment
Bone volume fraction (%) 16.32 £ 1.56 15.27 £ 0.78
Trabecular number (1/mm) 3.79+£0.47 3.38 £ 0.31
Trabecular thickness (mm) 0.060 + 0.003 0.062 + 0.003
Trabecular separation (mm) 0.277 £ 0.098 0.306 £ 0.037
Cortical compartment
Total cross-sectional area inside the 1.000 + 0.046 1.076 + 0.046
periosteal envelope (mm?)
Cortical bone area (mm?) 0.954 £ 0.045 1.029 + 0.045
Cortical area fraction (mm?®) 0.954 + 0.001 0.956 + 0.001
Average cortical thickness (mm) 0.237 £ 0.007 0.241 £ 0.008
Full bone
Apparent volume density (%) 57.44 + 0.96 57.66 £ 0.99
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Supplementary figure 4
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