Supplemental Table 1: Effect of HCO3;™ concentration on the apical or the basolateral side of the cell on voltage,
resistance, current and pH (HCO; substituted for methanesulfonate).

[HCO;s], Voltage, | Resistance, | Current, Voltage Resistance | Current, pH
mM mV kohms pA/cm? uA/cm’

Amiloride Absent Amiloride Present, 10 uM Apical Basolateral

side side

[HCOs'] on apical side varied; [HCO3 ] on basolateral side held constant at 25 mM
5 53.7t7.0 | 1.60%0.06 7.02+0.75 7.611.8 2.21+0.21 | 0.67£0.13 | 6.86+0.5 7.35+£0.03
25 64.8+7.4 | 1.51+0.06 | 9.06+0.89 | 8.1+1.3 2.1940.20 | 0.77+0.08 | 7.40+0.05 | 7.37+0.04
45 66.748.5 | 1.394£0.08 | 10.02+0.93 | 11.3+2.2 | 2.331£0.20 | 0.99+0.13 | 7.72+0.03 | 7.38+0.03
n 7 7 7 7 7 7 4 4
[HCOs] on basolateral side varied; [HCO5 ] on apical side held constant at 25 mM
5 22.746.2 | 1.931£0.20 | 2.37+0.51 | 3.5%0.7 1.99+0.30 | 0.37+0.02 | 7.38+0.07 | 6.81+0.05
25 58.2+4.5 | 1.46+0.40 | 8.52+0.47 | 8.8+1.1 2.294+0.08 | 0.81+0.08 | 7.44+0.07 | 7.3810.06
45 66.315.9 | 1.27£0.40 | 11.1940.73 | 9.9+1.9 2.1840.14 | 0.95+0.10 | 7.42+0.06 | 7.6610.06
n 4 4 4 4 4 4 4 4




Supplemental Table 2: Composition of Tissue Culture Medium

Media Number

1 2 3 |4 |5 IG 7 IE |9 10 | 11
HCOj; substituted for CI’ HCO; substituted for | CI” substituted for
methane sulfonate gluconate
Figures 6 and 8C Figures 8A, 8B, 9A-F | Figure7
and 10

Na‘, mEq 145 165 165 165 165 165 165 165 165 165 165
K*, mEq 4.2 4.2 4.2 4.2 4.2 4.2 4.2 4.2 4.2 4.2 4.2
Cl, mEq 125 160 150 140 135 120 120 120 120 50 130
HCOs, mEq 25 5 15 25 30 45 5 25 45 45 45
Methanesulfonate, | 0 0 0 0 0 0 40 20 0 0 0
mM
Gluconate, mM 0 0 0 0 0 0 0 0 0 80 0
Penicillin, units/ml | 10000 | 10000 | 10000 | 10000 | 10000 | 10000 | 10000 | 10000 | 10000 | 10000 10000
Streptimicin, 10000 | 10000 | 10000 | 10000 | 10000 | 10000 | 10000 | 10000 | 10000 | 10000 10000
units/ml
Insulin, pug/ml 1 0 0 0 0 0 0 0 0 0 0
Transferrin, ug/ml | 0.67 0 0 0 0 0 0 0 0 0 0
Selenium, nM 3.54 0 0 0 0 0 0 0 0 0 0
Dexamethasone, 50 0 0 0 0 0 0 0 0 0 0
nM
Triiodothyronine, 1 0 0 0 0 0 0 0 0 0 0
nM
HEPES, mM 17 17 17 17 17 17 17 17 17 17 17
Fetal bovine | 2 0 0 0 0 0 0 0 0 0 0
serum, %
L-glutamine, mM 4.5 4.5 4.5 4.5 4.5 4.5 4.5 4.5 4.5 4.5 4.5
D-glucose, mM 30 30 30 30 30 30 30 30 30 30 30
DMEM/F-12, 50:50 | + + + + + + + + + - -
(Gibco 12400-024)
DMEM/F12 50:50 + +
(Gibco RR0O80073)




Supplemental Figure 1: Effect of NaHCOs3, aldosterone and acetazolamide on CCD cross sectional
diameter in wild type and pendrin null mice. Cross sectional diameter (OD-1D) was measured in CCDs from
wild type and pendrin null mice following the treatment models described in Figure 3. As shown, cross
sectional diameter was lower in CCDs from pendrin null relative to wild type mice following treatment with
aldosterone alone or aldosterone and NaHCO;. However, cross sectional diameter was the same when
acetazolamide was added to the treatment protocol. Values were compared between pendrin null and wild type

mice following each treatment protocol using ANOVA.
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