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Abstract: Epithelial Na* channel (ENaC) participates in renal epithelial Na* reabsorption, controlling
blood pressure. Aldosterone and insulin elevate blood pressure by increasing the ENaC-mediated
Na™* reabsorption. However, little information is available on the interactive action of aldosterone and
insulin on the ENaC-mediated Na* reabsorption. In the present study, we tried to clarify if insulin
would modify the aldosterone action on the ENaC-mediated Na* reabsorption from a viewpoint
of intracellular ENaC trafficking. We measured the ENaC-mediated Na* transport as short-circuit
currents using a four-state mathematical ENaC trafficking model in renal A6 epithelial cells with or
without aldosterone treatment under the insulin-stimulated and -unstimulated conditions. We found
that: (A) under the insulin-stimulated condition, aldosterone treatment (1 uM for 20 h) significantly
elevated the ENaC insertion rate to the apical membrane (k;) 3.3-fold and the ENaC recycling rate (kg)
2.0-fold, but diminished the ENaC degradation rate (kp) 0.7-fold without any significant effect on
the ENaC endocytotic rate (kg); (B) under the insulin-unstimulated condition, aldosterone treatment
decreased kg 0.5-fold and increased kg 1.4-fold, without any significant effect on k; or kp. Thus, the
present study indicates that: (1) insulin masks the well-known inhibitory action of aldosterone on
the ENaC endocytotic rate; (2) insulin induces a stimulatory action of aldosterone on ENaC apical
insertion and an inhibitory action of aldosterone on ENaC degradation; (3) insulin enhances the
aldosterone action on ENaC recycling; (4) insulin has a more effective action on diminution of ENaC
endocytosis than aldosterone.

Keywords: ENaC; transcellular Na* reabsorption; aldosterone; insulin; mathematical model;
simulation; epithelium

1. Introduction

The transepithelial Na* transport mediated via epithelial Na* channel (ENaC) participates in
various bodily functions including regulation of blood pressure, the amount of body fluid content, and
the lung alveolar fluid clearance [1-13]. This ENaC-mediated transepithelial Na* transport requires
two steps across the apical and basolateral membranes of epithelial cells: (1) the first step is the entry
of Na* across the apical membrane of epithelial cells into the intracellular space via ENaC expressed
in the apical membrane, and (2) the second step is the extrusion of Na* from the intracellular space
across the basolateral membrane of epithelial cells mediated by the Na*,K*-pump located in the
basolateral membrane [8,9]. It is generally considered that the rate-limiting step in the ENaC-mediated
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transepithelial Na™ transport is the Na* entry through the apical-membrane-located ENaC rather than
the Na* extrusion mediated by the basolateral-membrane-located Na* , K*-pump [14]. This means that
the amount of ENaC-mediated transepithelial Na* transport mainly depends on the amount of the
apical-membrane-located ENaC-mediated Na™* entry, which is determined by the number of ENaC
and the activity (open probability; Po) of individual ENaC located in the apical membrane, and the
driving force of Na* entry across the apical membrane [9,15-19].

Aldosterone and insulin are well known to modulate the intracellular trafficking process of
ENaC [20-22]. However, it is still unclear how aldosterone interacts with insulin in regulation of the
intracellular ENaC trafficking process. We have recently established a mathematical model simulating
the intracellular ENaC trafficking process [23,24]. Therefore, in the present study, we tried to clarify
if insulin would modulate the effect of aldosterone on the insertion, endocytotic, recycling, and
degradation rates of ENaC using the established four-state mathematical model of intracellular ENaC
trafficking [23,24]. We here report for the first time the interactive action of aldosterone and insulin
on the intracellular ENaC trafficking process: (1) insulin masks the well-known inhibitory action of
aldosterone on the ENaC endocytotic rate; (2) insulin induces a stimulatory action of aldosterone
on ENaC apical insertion and an inhibitory action of aldosterone on ENaC degradation; (3) insulin
enhances the aldosterone action on ENaC recycling; and (4) insulin has a more effective action on
diminution of ENaC endocytosis than aldosterone.

2. Results

2.1. Mathematical Model of Intracellular ENaC Trafficking

Figure 1 shows a mathematical model of ENaC trafficking consisting of four states: (1) an insertion
state (Insert), (2) an apical membrane state (Apical), (3) a recycling state (Recycl), and (4) a degradation
state (Degrad). ENaC in an insertion state (Insert) is trafficked to the apical membrane with the
insertion rate, k;. ENaC in an apical membrane state (Apical) can conduct Na* and is retrieved to a
recycling state (Recycl) with the endocytotic rate, kg. ENaC in a recycling state (Recycl) is retrieved
from an apical membrane state (Apical) with the endocytotic rate, kg, and then trafficked to the insert
state (Insert) with the recycling rate, kg, communicating with the apical membrane state (Apical), or to
a degradation state (Degrad) with the degradation rate, kp (see Figure 1).

Apical membrane
state (Apical) Apical membrane

Gac-expressing ENaC
epithelial cell
k, ky

Insertion state
(Insert)

ENaC

Recycling state
(Recycl)

Degradation state

(Degrad)
ENaC
Basolateral membrane

Figure 1. An intracellular ENaC trafficking model. (1) An insertion state (Insert): this state contains

epithelial Na* channel (ENaC) that accesses to the apical membrane with an insertion rate into the
apical membrane (kj). (2) An apical membrane state (Apical): this state contains ENaC that functions
as Na*-conducting (permeant) pathways across the apical membrane. (3) A recycling state (Recycl):
this state contains ENaC retrieved from the apical membrane with an endocytotic rate (kg), and then
the ENaC is trafficked back to the insertion state (Insert) with a recycling rate (kg), or moves to a
degradation pathway (Degrad) with a degradation rate (kp).
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The following four differential equations (see Equations (1)-(4)) respectively show the amounts of
ENaC in (1) the insertion state (Insert), (2) the apical membrane state (Apical), (3) the recycling state
(Recycl) and (4) the degradation state (Degrad):

d Insert(t)

r = —ky Insert(t) + kg Recycl(t) ¢y
% = ky Insert(t) — kg Apical(t) (2)
ZREYE) _ ke Apica(t) = (ke + ko) Recye(t) ©)
% = kp Recycl(t) 4

where t is the time after application of insulin (100 nM) or an insulin-solvent solution (water) alone to
the fluid facing the basolateral membrane of cells with or without treatment of aldosterone (1 uM)
for 20 h; Insert (t) means the amount of ENaC in the insertion state (Insert) at time = t; Apical(t)
means the amount of ENaC in the apical membrane state (Apical) at time = t; Recycl(t) means the
amount of ENaC in the recycling state (Recycl) at time = t; Degrad(t) means the amount of ENaC in the
degradation state (Degrad) at time = ¢t. Insert(, Apicaly, Recycly, and Dergadyy are respectively defined
as the amounts of ENaC in states of Insert, Apical, Recycl and Degrad just before application of insulin
or an insulin-solvent solution (water) (i.e., Inserty = Insert(0), Apicaly = Apical(0), Recycly = Recycl(0)
and Dergady = Degrad(0)).

Equations (5)—(8) are respectively general solutions for Insert (t) (Equation (1)), Apical(t)
(Equation (2)), Recycl(t) (Equation (3)) and Degrad(t) (Equation (4)).

Insert (t) = Cq kEk+ lexp(lt) + CzkEljmexp(mt) +Cs kEk+ nexp(nt) (5)
1 T 1
Apical (t) = Ciexp(It) + Caexp(mt) + Czexp(nt) (6)
ki +1) (kg +1 k k k k
Recycl (t) = C1Mexp(lt) + Cz( o+ m) kg + m) exp(mt) + C3wexp(nt) (7)
k[ kR k[ kR kI kR
Degrad (t) = Cy Wexp(lt) + CQWMP(WF) @®)
+C5 it tke ) kgg(zﬁn)exp(nt) +Cy

where Cq, Cy, C3 and C4 appearing in Equations (5)—(8) are respectively represented by Equations (9)-(12),
while [, m and n appearing in Equations (9)—(12) are respectively one of the three roots, r, of the cubic
Equation (13) (c.f., Cardano’s Formula for cubic equation).

ki(k; + kg + m + n) Inserty — (kg + m) (kg + n) Apicaly — kikr Recycly

C= 9
! (I—m)(n—1) ©)
 ky(ky + kg + 1+ n) Inseety — (kg + 1) (kg + n) Apicalo — kikr Recycly (10)
27 (I-m)(m—n)
Cn o ki(k; + kg + 1 4+ m) Inserty — (kg + 1) (kg + m) Apicaly — kikr Recycly an
37 (m-n)(n-1)

C4 = Degrady + kl{’;ﬁ{[klk;g(kl +ke+1+m+n)—Imn)

12
Inserty — (kg + 1) (kg + m) (kg + n) Apicaly — kikekr Recycly) (12)

7+ (ky + kg + kg + kp)r* + (kikg + kikg + kikp + kekg + kekp )7 + kikgkp = 0 (13)
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2.2. The Short-Circuit Current (Isc) Was Sensitive to 10 uM Benzamil Under the Insulin-Stimulated and
-Unsitmulated Conditions in Cells Treated with and without 1 uM Aldosterone for 20 h

To study if the Isc observed in the present study would be the ENaC-mediated Na* current,
we applied 10 uM benzamil to the solution facing to the apical membrane where ENaC is localized,
since benzamil is a specific inhibitor of ENaC at the concentration of 10 uM [23,25,26]. In cells without
aldosterone treatment, apical addition of 10 tM benzamil abolished Isc to 0.03 + 0.01 uA/cm? from
0.55 + 0.05 pA/cm? (n = 3; p < 0.001); 95% Isc was sensitive to 10 pM benzamil. After addition of
10 pM benzamil, basolateral application of 100 nM insulin did not show any significant action on Isc
(0.04 + 0.01 pA/cm? 30 min after insulin application (1 = 3); 0.05 + 0.01 pA/cm? 60 min after insulin
application (n = 3)). In cells treated with 1 uM aldosterone for 20 h, apical addition of 10 uM benzamil
abolished Isc to 0.12 + 0.02 uA/cm? from 3.74 + 0.28 uA/em? (n = 3; p < 0.001); 97% Isc was sensitive
to 10 uM benzamil. After addition of 10 uM benzamil, basolateral application of 100 nM insulin did
not show any significant action on Isc (0.15 + 0.02 tA/cm? 30 min after insulin application (n = 3);
0.09 + 0.02 pA/cm? 60 min after insulin application (1 = 3)). Apical addition of 10 uM benzamil 5 h
after insulin application respectively diminished the Isc to 0.01 + 0.01 pA/cm? from 0.39 + 0.06 pA/cm?
(n = 6; p < 0.001) in aldosterone-untreated cells and 0.06 + 0.02 uA/em? from 2.20 + 0.03 pA/em? (n = 6;
p < 0.001) in aldosterone-treated cells.

These observations clearly indicate that most of Isc measured in the present study was mediated
via ENaC under both conditions with and without insulin stimulation irrespective of aldosterone
treatment. Therefore, in the present study, we analyzed the measured Isc considering that both the basal
Isc and the insulin-stimulated Isc were the ENaC-mediated Na* currents in cells with and without
aldosterone treatment. Further, the insulin action on the ENaC-mediated Igc is mainly mediated
through stimulation of ENaC translocation to the apical membrane [27], although insulin has some
minor action of the ENaC activity (the open probability (Po) of individual ENaC) [28].

2.3. The Time Course of the Insulin-Stimulated Igc in Cells Treated with and without 1 uM Aldosterone for 20 h

Figure 2A shows representative responses of Isc to basolateral application of 100 nM insulin in
cells with (blue squares in Figure 2A) and without (red circles in Figure 2A) treatment with 1 uM
aldosterone for 20 h; insulin was applied at time = 0 in Figure 2A. Insulin induced a biphasic change
in Isc: an increase followed by a decrease in Igc irrespective of aldosterone treatment (Figure 2A).
Aldosterone treatment significantly increased the basal Isc (without insulin application) 9.6-fold to
4.02 + 0.07 wA/cm? (n = 5) from 0.42 + 0.03 pA/em? (n = 5; p <0.000001). To compare the time-dependent
change in the insulin-stimulated Isc in aldosterone-treated cells with that in aldosterone-untreated cells,
we normalized the Igc to its peak value in each case (Figure 2B). As shown in Figure 2B, the Isc reached
faster its peak value in aldosterone-treated cells than in aldosterone-untreated cells (31.4 + 1.4 min in
aldosterone-treated cells (1 = 5); 59.0 + 1.1 min in aldosterone-untreated cells (n = 5; p < 0.000001)).
After reaching its peak value, the insulin-stimulated Igc in aldosterone-treated cells (blue squares
and line in Figure 2B) started to decline faster than in aldosterone-untreated cells (red circles and
line in Figure 2B), but the insulin-stimulated Igc in aldosterone-treated cells (blue squares and line in
Figure 2B) remained at a level almost identical to that in aldosterone-untreated cells (red circles and
line in Figure 2B) 5 h after insulin application.

2.4. Aldosterone Action on kj, kg, kg and kp Under the Insulin-Stimulated and -Unstimulated Conditions

Insulin has been reported to stimulate translocation of ENaC to the apical membrane [27]. Apical (t)
(see Equation (6)) represents the amount of ENaC in the apical membrane state (Figure 1) at time
=t; i.e., Isc changes proportionally to the value of Apical (t) represented by Equation (6), Apical (t).
Therefore, considering that the insulin-induced time-dependent change in Isc is due to the change
in the amount of ENaC in the apical membrane (Apical (t) represented by Equation (6)), we fitted
Equation (6) to the experimentally measured Isc, obtaining the values of kj, kg, kg, and kp under the
insulin-stimulated condition (Table 1). Aldosterone treatment under the insulin-stimulated condition
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significantly increased k; 3.3-fold and kg 2.0-fold, but decreased kp to 0.7-fold without showing any
significant effect on kr. These observations mean that aldosterone treatment elevates the ENaC insertion
rate to the apical membrane from the insertion state and the ENaC recycling rate, but diminishes
the ENaC degradation rate without showing any effect on the ENaC endocytotic rate under the
insulin-stimulated condition (Table 1).

A B
7 O  ALDO (+) Measured Isc 0O  ALDO (+) Measured Isc
7 — ALDO (+)Fitted Isc 1.4 —— ALDO (+) Fitted Isc
o ALDO (=) Measured Isc o ALDO (=) Measured Isc
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Figure 2. Representative observations of experimentally measured insulin (100 nM)-stimulated
short-circuit currents (Isc) and simulated Isc using a four-state mathematical model with and without
treatment of aldosterone (ALDO, 1 uM for 20 h). (A) Blue squares and line respectively indicate a
typical time course of experimentally measured insulin-stimulated Isc (blue squares) and a simulated
time course of Igc (blue line) in cells with 1 uM aldosterone-treatment for 20 h. Red circles and line
respectively indicate a typical time course of experimentally measured insulin-stimulated Isc (red circles)
and a simulated time course of Igc (red line) in cells without aldosterone-treatment. (B) Normalized
Isc to each peak value of Igc = 1. Blue squares and line respectively show the normalized measured Igc
and simulated Isc in cells with 1 uM aldosterone-treatment for 20 h. Red circles and line respectively
show the normalized measured Igc and simulated Isc in cells without aldosterone-treatment.

Table 1. Evaluated values of ENaC’s trafficking rates in the presence and absence of 100 nM insulin
with and without 1 uM aldosterone treatment for 20 h.

. Insertion Endocytosis Recycling Degradation
fnsulin - ALDO Ty h1) ke (1) Kk (h1) kp (1)
+) (+) 1.57 +0.06 * 212 +0.20 N8 6.42 +0.99 ## 3.16 +0.12#
) 0.47 + 0.08 1.99 + 0.74 3.23 +0.75 4.59 + 0.40
) (+) 0.24 +0.02 NS 245 +0.42* 3.62 £0.10 * 5.20 + 0.46 NS
=) 0.21 +0.01 5.22 + 0.45 2.50 +0.13 5.62 +0.19

ALDO, aldosterone. * significantly different between ALDO (+) and (-) in Insulin (+) at p < 0.01 (n = 5). #
significantly different between ALDO (+) and (-) in Insulin (+) at p < 0.05 (n = 5). * significantly different between
ALDO (+) and (-) in Insulin (=) at p < 0.005 (1 = 4). N no significant difference between ALDO (+) and (=) in
Insulin (+) (n = 5), and ALDO (+) and (=) in insulin (-) (1 = 4). Results shown in Table 1 are expressed as the mean
+ standard error (S.E.).

We also studied the effect of aldosterone on kj, kg, kg, and kp under the basal condition without
insulin stimulation (Insulin () in Table 1). Aldosterone treatment decreased kg 0.5-fold and increased kg
1.4-fold without any significant effect on k; or kp. Taken together these observation are as follows: (1)
aldosterone increases kj in insulin-stimulated but not -unstimulated cells; (2) aldosterone has no influence
on kg in insulin-stimulated cells, but decreases kg in insulin-unstimulated cells; (3) aldosterone increases
kg in both insulin-stimulated and -unstimulated cells; (4) aldosterone decreases kp in insulin-stimulated
but not -unstimulated cells. This means that the action of aldosterone on the intracellular ENaC trafficking
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is modified by insulin stimulation: i.e., insulin masks the inhibitory action of aldosterone on kg, while
insulin induces a stimulatory action of aldosterone on k; and an inhibitory action of aldosterone on kp,
which are not affected by aldosterone alone in the absence of insulin.

2.5. Insulin-Induced Time-Dependent Changes in the Amounts of ENaC Localized in Four States, Insert, Apical,
Recycl and Degrad, Shown in Figure 1 in Cells Treated with and without Aldosterone (ALDO, 1 uM) for 20 h

We evaluated the amounts of ENaC in the insertion state, the apical membrane state, the recycling
state and the degradation state (Figure 3): Insert (t), the amount of ENaC in the insertion state (Insert)
at time = £; Apical (t), the amount of ENaC in the apical membrane state (Apical) at time = t; Recycl (t),
the amount of ENaC in the recycling state (Recycl) at time = ; Degrad (t), the amount of ENaC in the
degradation state (Degrad) at time = ¢; t is the time after basolateral application of insulin. The solid
and dot lines respectively show the amounts of ENaC in cells with and without aldosterone treatment.
Figure 3A represents the amount of ENaC in the insertion state; Figure 3B, the amount of ENaC in the
apical membrane state; Figure 3C, the amount of ENaC in the recycling state; Figure 3D, the amount of
ENaC in the degradation state.

A 20 B 20 -
18 Insert (t) 18 4 Apical (1)
S 16 { == ALDO (+) S 16 - ALDO (+)
E 14 eeee ALDO (-) E 14 4 eeee ALDO (-)
- w 12 1
2 2 10
3 . 5 &l
£ . € , ]
< 4 o... < 4
2 ®*eceaq,, 2
oo 00®%000000000000
0 + T T T T 1 0 T T T T 1
0 1 2 3 4 5 0 1 2 3 4 5
Time (h) Time (h)
C 20 = D 20 =
18 4 Recycl (1) 18 4 Degrad (t)
S 16 - ALDO (+) S 16 A ALDO (+)
Z 14 4 eeee ALDO (-) Z 14 A ALDO (-)
w i
- 12 - - 12 -
S 10 - © 10 -
3 o 3 5l
6 6
£l £l
2 2 o
0 4m=mpm—p-mymmn--n 0 A ——r——
0 1 2 3 4 5 0 1 2 3 4 5
Time (h) Time (h)

Figure 3. Insulin-induced time-dependent changes in the amounts of ENaC localized in four states,
Insert, Apical, Recycl, and Degrad, shown in Figure 1 in cells treated with and without aldosterone
(ALDO, 1 uM for 20 h). The amounts of ENaC localized in each state under aldosterone-treated and
-untreated conditions are respectively shown by solid (with aldosterone treatment: ALDO (+)) and dot
(without aldosterone treatment: ALDO (-)) lines. A, an insertion state (Insert); B, an apical membrane
state (Apical); C, a recycling state (Recycl); D, a degradation state (Degrad) as shown in Figure 1. (A)
Insert (t) (blue lines) shows the amount of ENaC in an insertion state, Insert, at time = t: (B) Apical ()
(red lines), the amount of ENaC in an apical membrane state, Apical, at time = £: (C) Recycl (t) (green
lines), the amount of ENaC in a recycling state, Recycl, at time = t: (D) Degrad (t) (pink lines), the
amount of ENaC in a degradation state, Degrad, at time = ¢. ¢ is the time elapsed after application of
100 nM insulin to the basolateral solution. Insert (t), Apical (t), Recycl (t) and Degrad (t) respectively
represented by Equations (5)—(8) are described using the values of kj, kg, kg, and kp determined by
fitting Apical (t) to the experimentally measured Isc.
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2.6. Recycling Ratio of Endocytotic ENaC to the Apical Membrane, Rg, Under the Insulin-Stimulated and
-Unstimulated Conditions

The recycling ratio of ENaC (RR) is represented by the following equation:

kr

R pr—
R kr +kp

(14)

Aldosterone treatment increased the recycling ratio of ENaC to the insertion state from the
recycling state (Rg) 1.7-fold to 65.86 + 2.75% from 39.48 + 6.87% (n = 5; p < 0.025) in insulin-stimulated
cells (n = 5; p < 0.01; Insulin (4) in Table 2). In insulin-unstimulated cells, aldosterone increased Rr
1.3-fold to 41.86 + 2.39% from 30.83 + 0.46% (n = 4; p < 0.025; Insulin () in Table 2). Insulin had no
significant effect on Ry in aldosterone-untreated cells (compare Ry in Insulin (+) and (=) in ALDO (-)
in Table 2), but significantly increased Ry in aldosterone-treated cells (p < 0.001; compare R in Insulin
(+) and (-) in ALDO (+) in Table 2). In other words, the stimulatory action of insulin on R is induced
by aldosterone treatment.

Table 2. The recycling ratio, kg (= kr/ (kg + kp)) of ENaC and the relocation number how many times
ENaC is relocated to the apical membrane state (Apical), Ng (= kg /kp), after the first retrieval, in the
presence and absence of 100 nM insulin with and without 1 uM aldosterone treatment for 20 h.

Insulin ALDO Recycling Ratio, Relocation Number of ENaC to
Rg (= kg/(kr + kp)) (%) the Apical Membrane State, Ng (= kgr/kp)
) (+) 65.86 + 2.75 * 2.01+0.26%
(-) 39.48 + 6.87 0.74 £0.20
) (+) 41.86 +2.39* 0.71 £ 0.07 *
(=) 30.83 + 0.46 0.45 +0.01

ALDO, aldosterone. * significantly different between ALDO (+) and (-) in Insulin (+) at p < 0.025 (n = 5).
* significantly different between ALDO (+) and () in Insulin (=) at p < 0.025 (n = 4). Results shown in Table 2 are
expressed as the mean + standard error (S.E.).

2.7. Aldosterone Action on Relocation Number of ENaC to the Apical Membrane State, Ng (= kr/kp), Under
the Insulin-Stimulated and -Unstimulated Conditions

We also evaluated how many times (Ng) individual ENaC was translocated to the apical membrane
state after the first endocytosis process (Figure 1). Nr was evaluated using Equation (15). Aldosterone
increased Ny 2.7-fold to 2.01 + 0.26 from 0.74 + 0.20 (n = 5; p < 0.005; Table 2) in cells stimulated by
insulin, while aldosterone increased Ny 1.6-fold to 0.71 + 0.07 from 0.45 + 0.01 (n = 4; p < 0.01) in
cells without insulin stimulation (Table 2). These observations suggest that the stimulatory action of
aldosterone on N, is enhanced by insulin.

2 3 ) i
kg kr kr kr kr
N == ] — |4+ | — ] L+ ———— ) e — _ 15
R (kR+kD)+(kR+kD) +(kR+kD) + Z,_1(kR+kD) kD (15

2.8. Aldosterone Action on Cumulative Na* Absorption (Isc) (Ito,) Under the Insulin-Stimulated and
-Unstimulated Conditions

We further evaluated the aldosterone action on cumulative Na* absorption (I7y,) under the
insulin-stimulated condition. Aldosterone treatment increased the simulated It,;; 3.8-fold to 91,154
+ 2334 pC/cmz/day from 23,947 + 1777 pC/cmz/day in insulin-stimulated cells (n = 5; p < 0.0001;
insulin (+) in Table 3), and 6.2-fold to 50,345 + 3727 uC/cm?/day from 8111 + 2548 uC/cm?/day in
insulin-unstimulated cells (n = 4; p < 0.0001; insulin (-) in Table 3). Insulin also elevated the simulated
cumulative ENaC-mediated epithelial Na* transport irrespective of aldosterone treatment (compare
Insulin (+) with Insulin (=) in each case of ALDO (+) or (-); Table 3; p < 0.001).
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Table 3. The cumulative Na™ absorption (Isc) (ITotar) (uC/cmz/day) and the total amount of ENaC
(Tengc) under the insulin-stimulated and -unstimulated conditions with and without 1 uM aldosterone
treatment for 20 h.

Cumulative Na* Absorption (I5€)

I li ALDO
newin (UTota) (WC/em?/day)

Total Amount of ENaC (Tgn,c)

+) (+) 91,154 + 2334 # 7.76 £ 0.82#
-) 23,947 + 1777 821+ 0.75

) +) 50,345 + 3727 * 17.06 + 0.65 *
(-) 8111 + 2548 8.41 + 0.95

ALDO, aldosterone. * significantly different between aldosterone (+) and (=) in Insulin (+) at p < 0.0001 (1 = 5). *
significantly different between aldosterone (+) and (-) in Insulin (=) at p < 0.0001 (n = 4). Results shown in Table 3
are expressed as the mean + standard error (S.E.).

2.9. Total Amount of ENaC (Tgn,c) in Cells with and without Aldosterone Treatment (1 uM for 20 h)

Total amount of ENaC (Trn,c) was measured just before insulin application, meaning that the
measured Ten,c is not affected by insulin stimulation. In cells treated with aldosterone (ALDO (+)),
TENac measured in experiments for Insulin (+) was identical to that for Insulin (=) (Table 3). In cells
without aldosterone treatment (ALDO (-)), the measured Trn,c for experiments for Insulin (+) was
identical to that for Insulin (-) (Table 3). Aldosterone treatment increased Tgn,c 2.2-fold in Insulin (+)
experiment and 2.0-fold in Insulin (-) (Table 3), while aldosterone treatment increased the amount of
ENaC in the apical membrane just before application of insulin (the basal Isc) was increased 9.6-fold
to 4.02 = 0.07 (n = 5) from 0.42 + 0.03 in cells used for Insulin (+) experiment (n = 5; p < 0.0001) and
8.6-fold to 4.02 + 0. 22 (n = 4) from 0.47 + 0.03 in cells used for Insulin (=) experiment (n = 4; p < 0.0001).
These observations indicate that the aldosterone treatment increased the distribution of ENaC in the
apical membrane even considering the elevation of ENaC production.

2.10. Aldosterone Action on the Residency Time How Long an Individual ENaC Stays in the Apical Membrane
Each Time After the Insertion of ENaC into the Apical Membrane (T gpg = 1/kg) Under the Insulin-Stimulated
and -Unstimulated Conditions

As shown in Table 3, the treatment with 1 uM aldosterone for 20 h increased respectively the
cumulative Na* absorption 3.8-fold in insulin-stimulated cells and 5.9-fold in insulin-unstimulated
cells, while the aldosterone treatment increased Trn,c 2.2-fold in Insulin (+) experiment and 2.0-fold
in Insulin (-) (Table 3). This means that the aldosterone-induced increase in the cumulative Na*
absorption (I1,,) would not be only due to the aldosterone-induced increase in ENaC production
(TENac)- The cumulative Na* absorption (I,,;) (Table 3) depends on: (1) the total number of ENaC
produced in cells, (2) the residency time of ENaC in the plasma membrane, (3) the single channel
conductance of ENaC, (4) the open probability (Po) of ENaC, and (5) the driving force of Na* entry
through ENaC into the intracellular space across the apical membrane (the difference between the
apical membrane potential and the equivalent potential for Na* across the apical membrane).

First, we studied the effect of aldosterone treatment on the residency time how long an individual
ENaC stays in the apical membrane each time after the insertion of ENaC into the apical membrane
(T apm) under the insulin-stimulated and -unstimulated conditions. Since kg is the endocytotic rate,
1/kg means the residency time of ENaC in the apical membrane each time after the insertion of ENaC
into the apical membrane (see Equation (16)). Aldosterone treatment had no significant effect on
Tapm in cells stimulated by insulin (Insulin (+) in Table 4); this phenomenon was expected from the
observation that the aldosterone treatment had no significant action on the endocytotic rate of ENaC
(kg) in cells simulated by insulin (Insulin (+) in Table 1). On the other hand, in cells without insulin
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stimulation, aldosterone increased Ty 2.4-fold to 0.45 + 0.08 from 0.19 + 0.02 (p < 0.005; n = 4; Insulin
(—) in Table 4). This means that insulin masks the aldosterone action on T 4.

1
Tam = . (16)

Table 4. The residency time of ENaC in the apical membrane how long an individual ENaC stays in the
apical membrane each time after the insertion of ENaC into the apical membrane (Tsp; = 1/kg) and the
cumulative time how long an individual ENaC stays in the apical membrane during its whole life-time
period before degradation (Tcrapm = (1 + Kr/kp) /kg), and whole life-time after the first insertion to
the apical membrane (Twrr = 1/kg + Nr(1/kgr + 1/k; + 1/kg) + 1/kp) in the presence and absence of
100 nM insulin with and without 1 uM aldosterone treatment for 20 h.

Insulin ALDO TAM (h) TCTAM (h) TWLT (h)
) +) 0.49 + 0.05 NS 1.44 +0.08 % 335+ 0.16 NS
(-) 0.53 + 0.04 0.88 +0.11 2.80 + 0.32
o) (+) 0.45 + 0.08 * 0.75+0.11* 418 +0.41 **
(-) 0.19 + 0.02 0.28 + 0.02 2.82 +0.15

ALDO, aldosterone. # significantly different between aldosterone (+) and () in Insulin (+) at p < 0.005. (n = 5) *
significantly different between aldosterone (+) and (=) in Insulin (-) at p < 0.005 (1 = 4). ** significantly different
between aldosterone (+) and () in Insulin (-) at p < 0.025 (n = 4). NS no significant difference between aldosterone
(+) and (=) in Insulin (+) (n = 5). Results shown in Table 3 are expressed as the mean + standard error (S.E.).

2.11. Aldosterone Action on the Cumulative Time How Long an Individual ENaC Stays in the Apical
Membrane During Its Whole Life-Time Period Before Degradation (Tcrap = (1+ Kr/kp)/kg) Under the
Insulin-Stimulated and -Unstimulated Conditions

We next studied the aldosterone action on the cumulative time (Tcrap) how long an individual
ENaC stayed in the apical membrane before degradation, reflecting the cumulative Na* absorption
(see Equation (17) and Table 3):

Teram = (1+Ng)— = (1 + k—R) L (17)

1
ke kp | ke

Aldosterone treatment increased Tcrap 1.6-fold to 1.44 + 0.08 h from 0.88 + 0.11 h in
insulin-stimulated cells (p < 0.005; n = 5; Insulin (+) in Table 4) and 2.7-fold to 0.75 + 0.11 h
from 0.28 + 0.02 h (p < 0.005; n = 4; Insulin (-) in Table 4). We further evaluated the value of Trn,c
X Terapm- Aldosterone treatment increased the value of Tenyc X Teram 3.7-fold to 25.31 + 0.65 (n =
5) from 6.92 + 0.33 in insulin-stimulated cells (p < 0.0001; n = 5), which was almost identical to the
aldosterone-induced increase in the cumulative Na* absorption (I7y), 3.8-fold, in insulin-stimulated
cells (Insulin (+) in Table 3). On the other hand, under the insulin-unstimulated condition, aldosterone
treatment increased the value of Ten,c X Tcram 5.5-fold to 12.83 + 0.85 (1 = 4) from 2.32 £ 0.63 (p <
0.0001; n = 4), which was almost identical to the aldosterone-induced increase in the cumulative Na*
absorption Iy ), 6.2-fold, in insulin-stimulated cells (Insulin (+) in Table 3).

These results indicate that insulin had additive actions on Iy, and Terapm even in
aldosterone-treated cells, and that aldosterone had additive actions on Iy, and Tcraym even in
insulin-stimulated cells insulin. These observations suggest that aldosterone have additive influence
on the intracellular ENaC trafficking, even if insulin and aldosterone have common pathways in
modification of the intracellular ENaC trafficking.

The cumulative Na* absorption (I7y,) (Table 3) depends on: (1) the total number of ENaC
produced in cells (Ten,c), (2) the residency time of ENaC in the plasma membrane Tcrap, (3) the single
channel conductance of ENaC, (4) the open probability of ENaC, and (5) the driving force of Na* entry
through ENaC into the intracellular space across the apical membrane (the difference between the apical
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membrane potential and the equivalent potential for Na*). The effect of aldosterone treatment on the
cumulative Na* absorption in both insulin-stimulated and -unstimulated cells would be quantitatively
explained by these two factors, Tpn,c and Tcrapm. Therefore, we suggest that aldosterone would
elevate the cumulative Na* absorption (I,,;) mainly via increases of Tgn,c and Teram with little
effects on the single channel conductance of ENaC, the open probability of ENaC, or the driving force
of Na* entry through ENaC into the intracellular space across the apical membrane (the difference
between the apical membrane potential and the equivalent potential for Na*), although we could
not exclude a possibility that the estimated Try,c might include the aldosterone action on the single
channel conductance of ENaC, the open probability of ENaC, and the driving force of Na* entry
through ENaC into the intracellular space across the apical membrane.

2.12. Aldosterone Action on Whole Life-Time of ENaC after the Initial Insertion to the Apical Membrane; TwyrT,
Under the Insulin-Stimulated and -Unstimulated Conditions

We further studied the aldosterone treatment on the whole lifetime of ENaC (Twrr) after the
initial insertion of ENaC into the apical membrane under the insulin-stimulated and -unstimulated
conditions. The whole lifetime of ENaC (T ) is described by Equation (18):

TWLTzéJrNR(éJF%JFé)JF% (18)
where N (Equation (15)) is the number how many times an individual ENaC is recycled to the apical
membrane after its first endocytosis from the apical membrane into the recycling state. Aldosterone
treatment had no significant effect on the values of Ty of ENaC after the first insertion into the apical
membrane under the insulin-stimulated condition (Table 4), while under the inulin-unstimulated
condition, aldosterone significantly increased Ty 1.5-fold to 4.18 + 0.41 from 2.82 + 0.15 (n =4; p <
0.025; Table 4). This means that the action of aldosterone on T 1 is masked by insulin.

3. Discussion

In the present study, we found that: (1) under the insulin-stimulated condition, aldosterone
treatment (1 uM for 20 h) significantly elevated the ENaC insertion to the apical membrane (kj) 3.3-fold
and the ENaC recycling rate (kg) 2.0-fold, but diminished the ENaC degradation rate (kp) 0.7-fold
without any significant effect on the ENaC endocytotic rate (kg); (2) under the insulin-unstimulated
condition, aldosterone treatment decreased kg 0.5-fold and increased kg 1.4-fold, without any significant
effect on k; or kp. Thus, the present study indicates that: (1) insulin masks the well-known inhibitory
action of aldosterone on the ENaC endocytotic rate; (2) insulin induces a stimulatory action of
aldosterone on ENaC apical insertion and an inhibitory action of aldosterone on ENaC degradation; (3)
insulin enhances the aldosterone action on ENaC recycling; and (4) insulin has a more effective action
on diminution of ENaC endocytosis than aldosterone.

Aldosterone is well known to diminish the endocytotic rate of ENaC, leading ENaC to stay in
the apical membrane for longer time. However, the present study indicates that insulin masks this
action of aldosterone on the ENaC endocytotic rate. This observation suggests that insulin has more
effective action on the ENaC endocytotic rate than aldosterone. Further, the present study indicates
that aldosterone increases the whole-life residency time of ENaC in the apical membrane by elevating
the recycling rate associated with diminution of degradation rate in addition to production of ENaC
proteins via an increase in ENaC mRNA irrespective of insulin stimulation.

In the present study, we have reported that aldosterone increases apical ENaC expression. This
observation is strongly supported by an experimental result reported by Weisz et al. [29]; i.e., the
experiment with biotinylation of apical cell surface proteins indicates that 1 uM aldosterone treatment
for 18 h in A6 cells increases the apical ENaC expression [29].

Weisz et al. [29] have also reported the insulin action on apical ENaC expression: i.e., application
of insulin (100 mU/mL ~ 600 nM) for 30 min has no significant effect on apical ENaC expression in A6
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cells, indicating a contradictory result to that shown in the present study. As one of the reasons causing
these contradictory results, we should consider the difference of Isc amplitudes reported in the study
by Weisz et al. [29] from that shown in the present study. Weisz et al. [29] have reported that: (1) the
basal Isc, 4.4 nA/cm?, in cells without treatment by aldosterone or insulin, 10-fold larger than that in
the present study; (2) the Isc, 24.8 tA/em?, in cells treated with 1 uM aldosterone for 18 h, 5-fold larger
than that in the present study; and (3) the Igc, 12.1 A/em?, in cells treated with insulin of 100 mU/mL
(= 600 nM) for 30 min, 10-fold larger than that in the present study. The much larger Igc reported in the
study by Weisz et al. [29] would be due to much larger amounts of total and/or apical ENaC expression,
compared with those in the present study. If so, the contradictory results regarding the insulin action
on intracellular ENaC trafficking would be caused by the different amounts of ENaC expression in the
studies by Weisz et al. [29] and the present study, since Weisz et al. [29], and Taruno and Marunaka [30]
have reported that the amount of ENaC expression affects intracellular ENaC trafficking.

We also consider another possible explanation on these contradictory results as follows: (1) ENaC
has very low and high open probabilities (Po) [31,32]; (2) the method applied in the present study might
recognize ENaC with very low Po in the apical membrane state as ENaC in the insert state, but not in
the apical membrane state; (3) insulin might increase Po of ENaC with very low Po already localized
in the apical membrane state; and (4) the insulin-induced increase in Po of ENaC with very low Po
localized in the apical membrane might lead to a conclusion that insulin induces new appearance of
ENaC in the apical membrane.

We should further take into consideration another possibility causing the contradictory results.
Weisz et al. [29] have reported that application of insulin (100 mU/mL = 600 nM) for 30 min increase
Isc 2.8 fold, while insulin (100 nM) has been applied for 5 h in the present study and insulin increases
Isc 4.7-fold about 60 min after insulin application. These observations mean that insulin application
only for 30 min would not show its maximal effect on Isc (i.e., ENaC), and this short period of insulin
application might be a reason why Weisz et al. [29] observe no detectable change in apical ENaC
expression. In the insulin-stimulated cells without aldosterone treatment (the same condition as that
Weisz et al. [29] used for the study on the insulin action), the time period of ENaC staying in the
insertion state (1/kj; see k; in Table 1) is 2.33 + 0.34 h. Using this value of 1/k; = 2.33 h, we estimated
how many ENaC is trafficked to the apical membrane within insulin application for 30 min, indicating
that only 20% ENaC in the insert state is trafficked to the apical membrane for 30 min. If the amount
of apical ENaC would be much larger than that of ENaC in the insert state, insertion of only 20%
ENaC in the insertion state to the apical membrane would result in little, non-detectable increase in the
amount of apical ENaC. Taken together, for the first 30 min of insulin application, insulin would show
its stimulatory action on Isc mainly via an increase in Po of ENaC in the apical membrane, but some
part of its action would be mediated via an increase in the number of ENaC in the apical membrane,
although further studies are required to clarify the contradictory results between observations reported
in Weisz et al. [29] and the present study.

Gonzalez-Montelongo et al. [33] have reported the insertion and endocytotic rates of ENaC: the
average time of ENaC insertion to the apical membrane from the intracellular store state is ~2 h
identical to that reported in the present study (1/k;, = ~2 h; Insulin (+) and ALDO (=) in Table 1); the
average time of ENaC in the apical membrane is ~1 h, which is not so far from that reported in the
present study (1/kg = ~0.5h; Tapr = 1/kg in Insulin (+) and ALDO (=) in Table 4).

Aldosterone has been well known to increase: (1) ENaC expression via elevation of ENaC mRNA
expression, and (2) the residency time of ENaC in the apical membrane [34,35]. The latter action of
aldosterone on ENaC residency time in the apical membrane is mediated via an increase in expression
of serum- and glucocorticoid-induced kinase 1 (SGK1) [34,35], which diminishes endocytosis of ENaC
by inhibiting activity of E3 ubiquitin ligase Nedd4-2 via phosphorylation of Nedd4-2 [36]. This
means that aldosterone decreases the endocytotic rate of ENaC [22,34,35]. Indeed, the present study
indicates that under the insulin-unstimulated condition, aldosterone shows an inhibitory action on
ENaC endocytotic rate. On the other hand, under the insulin-stimulated condition, the present study
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has reported that the aldosterone treatment induces no change in the endocytotic rate of ENaC but
increases the insertion rate of ENaC to the apical membrane. The conclusion of the aldosterone action
on the insertion and endocytotic rates of ENaC under the insulin-stimulated condition might be a
controversial one compared with the previous reports [22,34,35], although the present study has been
conducted under a condition stimulated by insulin, which would modulate the action of aldosterone
on intracellular trafficking of ENaC.

After endocytosis of ENaC with ubiquitination by Nedd4-2, the ubiquitinated ENaC is trafficked
to the lysosome, although some other recycling pathways are also known in the intracellular ENaC
trafficking [37]. The detailed information on molecular mechanisms of the intracellular ENaC trafficking
has been reviewed in a recently published article [37]. The present study indicates that aldosterone
increases the recycling rate of ENaC leading to an increase in the time duration of an individual ENaC
staying in the apical membrane during its whole life-time period before degradation (Tcrapn). There
are possible several pathways in intracellular recycling pathways of ENaC [37]. Rab small GTPases are
known to regulate ENaC recycling [38]. One of the most important points regarding the regulation of
the intracellular ENaC trafficking process is how the ubiquitinated ENaC is determined to be trafficked
to the recycling process or the degradation process. The key is deubiquitylation of ENaC performed
by deubiquitinase enzymes [37,39]. Aldosterone would increase the recycling rate of ubiquitinated
ENaC by deubiquitinating ENaC in not only the apical membrane but also in the lysosome. Therefore,
the aldosterone action on the recycling and degradation rates of ENaC shown in the present study
would be mediated via an increase of deubiquitinating enzyme activity and/or expression. Further,
aldosterone is known to affect activity of small GTPases [40]. Thus, the observation shown in the
present study would be also mediated through the aldosterone action on Rab small GTPase.

Insulin is also known to elevate the ENaC-mediated transepithelial Na* transport by activating
SGK1 via phosphatidylinositide 3’-kinase (PI3K) [27,41,42]. Blazer-Yost and colleagues have reported
that insulin stimulates the insertion of ENaC to the apical membrane from the intracellular store
site [43,44]. Insulin also stimulates phosphorylation of SGK1 via a PI3K-mediated pathway, leading to
phosphorylation (inactivation) of Nedd4-2 [45]. Thus, insulin inhibits the endocytosis of ENaC from
the apical membrane via inactivation (phosphorylation) of Nedd4-2, elevating the number of ENaC in
the apical membrane.

These reports mentioned above indicate that both insulin and aldosterone elevate the number
of ENaC in the apical membrane. However, it was unclear how aldosterone acts on the intracellular
trafficking of ENaC by interacting with insulin. Aldosterone is generally known to increase the
number of ENaC in the apical membrane via inhibition of ENaC endocytosis by inhibiting Nedd4-2
activity [46,47], although aldosterone would have stimulatory actions on the insertion of ENaC into the
apical membrane [37]. The present study suggests that aldosterone elevates the insertion rate of ENaC to
the apical membrane but shows no significant action on ENaC endocytosis under the insulin-stimulated
condition. This means that the aldosterone action on ENaC endocytosis would be masked by insulin,
which inhibits Nedd4-2 activity via a PI3K-dependent SGK1 pathway [45]. RhoA accelerates the
insertion of ENaC to the apical membrane by activating phosphatidylinositol-4-phosphate 5-kinase
(PI(4)P5K) via activation of Rho kinase [48,49]. Furthermore, RhoA is also known to be activated by
aldosterone [50]. Thus, we suggest that at least under the insulin-stimulated condition, aldosterone
mainly shows its action on the insertion of ENaC into the apical membrane, which would be mediated
via a RhoA-Rho kinase-PI(4)P5K-dependent pathway.

4. Materials and Methods

4.1. Chemicals

NCTC-109 medium and fetal bovine serum were obtained from GIBCO (Grand Island, NY, USA).
All other chemicals from Sigma (St. Louis, MO, USA.).
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4.2. Solutions

The bathing solution contained 120 mM NacCl, 3.5 mM KCl, 1 mM CaCl,, 1 mM MgCl,, 10 mM
HEPES, and 5 mM glucose. The pH of both solutions was adjusted to 7.4 with NaOH.

4.3. Cell Culture

We obtained A6 cells, renal epithelial cells derived from the kidney of Xenopus laevis, from
American Type Culture Collection (Rockville, MD, USA.) at passage 68, and were cultured on plastic
flasks in a humidified incubator in a culture medium at passages 76-84. The composition of the culture
media was 75% (v/v) NCTC-109 (Sigma-Aldrich, Inc.), 15% (v/v) distilled water, and 10% (v/v) fetal
bovine serum at 27 °C and 1.0% CO; in air [23,25]. We measured Isc from A6 cells seeded at a density
of 5 x 10* cells/well onto tissue culture-treated Transwell filter cups (polycarbonate porous membranes;
Costar Corporation, Cambridge, MA, USA) and cultured for 13-15 days forming a monolayer.

4.4. Measurements of Short-Circuit Current (Isc) in Cells Treated with or without 1 uM Aldosterone for 20 h

We measured Igc from cultured A6 cells monolayer on the Transwell filter cup transferred to a
modified Ussing chamber (Jim’s Instrument, lowa City, IA, USA.) by clamping the transepithelial
electrical-potential-difference to 0 mV using a high-impedance millivoltmeter (VCC-600, Physiologic
Instrument, San Diego, CA, USA.) [23,51-53] in the treatment with or without 1 uM aldosterone for 20
h. In the present study, the transepithelial Na* absorption is represented as a positive current (Isc).
The bathing solution was stirred by bubbling with 21% O,/79% N,. During the Isc measuring time
period, 5 h, no amino acids or serum was supplied to the bathing solution.

4.5. Application of Insulin

Insulin (100 nM) was applied to the basolateral side in Ussing chamber.

4.6. Temperature

Since A6 cells are derived from the kidney of Xenopus laevis (an amphibian cell line), all experiments
were performed at 22~23 °C.

4.7. Data Presentation and Statistics

Results shown in Tables are expressed as the mean + standard error (S.E.). Statistical significance
was determined by Student’s t-test or ANOVA appropriately, and p < 0.05 was considered significant.

5. Conclusions

The present study indicates that: (A) under the insulin (100 nM)-stimulated condition, aldosterone
treatment (1 uM, 20 h) significantly elevated the ENaC insertion rate to the apical membrane (k;)
3.3-fold and the ENaC recycling rate (kg) 2.0-fold, but diminished the ENaC degradation rate (kp)
0.7-fold without any significant effect on the ENaC endocytotic rate (kg) (Figure 4A). (B) under the
insulin-unstimulated condition, aldosterone (1 pM, 20 h) treatment significantly decreased the ENaC
endocytotic rate (kg) 0.5-fold and increased the ENaC recycling rate (kg) 1.4-fold without any significant
effect on the ENaC apical insertion (k;) or degradation rate (kp) (Figure 4B); However, further studies
are required to confirm the mechanism how aldosterone affects the recycling and degradation rates
of ENaC.
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Figure 4. The action of aldosterone treatment (1 uM, 20 h) on the intracellular ENaC trafficking under
the condition with (A) and without (B) stimulation by insulin (100 nM). (A) Under the insulin-stimulated
condition, aldosterone treatment significantly elevated k; 3.3-fold and kg 2.0-fold, but diminished kp
0.7-fold without any significant effect on kg. (B) Under the insulin-unstimulated condition, aldosterone
treatment significantly decreased kg 0.5-fold and increased kg 1.4-fold without any significant effect on
k[ or kD

Author Contributions: Conceptualization, R M. and Y.M.; methodology, R.M. and Y.M.; formal analysis, R.M. and
Y.M.; writing—original draft preparation, R.M. and Y.M.; writing—review and editing, R.M. and Y.M.; supervision,
Y.M.; funding acquisition, Y.M. All authors have read and agreed to the published version of the manuscript.

Funding: This research was funded by Japan Society of the Promotion of Science (18H03182 to Y.M.).

Conflicts of Interest: The authors declare no conflict of interest.



Int. J.

Mol. Sci. 2020, 21, 3407 150f18

Abbreviations

ALDO Aldosterone

ENaC Epithelial Na* channel

Isc Short-circuit current

Po Open probability

PI3K Phosphatidylinositide 3’-kinase

PI(4)P5K Phosphatidylinositol-4-phosphate 5-kinase

SGK1 Serum- and glucocorticoid-induced kinase 1

ki The insertion rate of ENaC into the apical membrane for the intracellular store site

kg The endocytotic rate of ENaC from the apical membrane to the intracellular recycling site

kr The recycling rate of ENaC from the recycling state to the insertion state

kp The degradation rate of ENaC from the recycling state to the degradation state

Nr Relocation number of ENaC to the apical membrane state

Rr The recycling rate of ENaC from the recycling state to the insertion state

Itotar The cumulative Na* absorption (Isc)

TENaC The total amount of ENaC

T The residency time of ENaC in the apical membrane how long an individual ENaC stays in

AM the apical membrane each time after the insertion of ENaC into the apical membrane

T The cumulative time how long an individual ENaC stays in the apical membrane during its

cTAM whole life-time period before degradation

Twrr The whole life-time after the first insertion to the apical membrane

Insert Insert state

Apical Apical state

Recycl Recycle state

Degrad Degradation state

Insert (t) The amount of ENaC in the insertion state at time = ¢ after insulin application

Apical (t) The amount of ENaC in the apical membrane state at time = t after insulin application

Recycl (t) The amount of ENaC in the recycling state at time = ¢ after insulin application

Degrad (t) The amount of ENaC in the degradation state at time = ¢ after insulin application

Insert Insert(0)

Apicaly Apical(0)

Recycly Recycl(0)

Dergad Degrad(0)

References

1. Verrey, E; Loffing, J.; Zecevic, M.; Heitzmann, D.; Staub, O. SGK1: Aldosterone-induced relay of Na*
transport regulation in distal kidney nephron cells. Cell. Physiol. Biochem. 2003, 13, 21-28. [CrossRef]
[PubMed]

2. Meneton, P; Loffing, J.; Warnock, D.G. Sodium and potassium handling by the aldosterone-sensitive distal
nephron: The pivotal role of the distal and connecting tubule. Am. ]. Physiol. Renal Physiol. 2004, 287,
F593-F601. [CrossRef] [PubMed]

3. Vallon, V.; Lang, F. New insights into the role of serum- and glucocorticoid-inducible kinase SGK1 in the
regulation of renal function and blood pressure. Curr. Opin. Nephrol. Hypertens. 2005, 14, 59-66. [CrossRef]
[PubMed]

4. Aoi, W,; Niisato, N.; Sawabe, Y.; Miyazaki, H.; Marunaka, Y. Aldosterone-induced abnormal regulation of
ENaC and SGK1 in Dahl salt-sensitive rat. Biochem. Biophys. Res. Commun. 2006, 341, 376-381. [CrossRef]
[PubMed]

5. Aoi, W.; Niisato, N.; Sawabe, Y.; Miyazaki, H.; Tokuda, S.; Nishio, K.; Yoshikawa, T.; Marunaka, Y. Abnormal
expression of ENaC and SGK1 mRNA induced by dietary sodium in Dahl salt-sensitively hypertensive rats.
Cell. Biol. Int. 2007, 31, 1288-1291. [CrossRef]

6.  Mironova, E.; Bugaj, V.; Roos, K.P; Kohan, D.E.; Stockand, ].D. Aldosterone-independent regulation of the

epithelial Na* channel (ENaC) by vasopressin in adrenalectomized mice. Proc. Natl. Acad. Sci. USA 2012,
109, 10095-10100. [CrossRef]


http://dx.doi.org/10.1159/000070246
http://www.ncbi.nlm.nih.gov/pubmed/12649599
http://dx.doi.org/10.1152/ajprenal.00454.2003
http://www.ncbi.nlm.nih.gov/pubmed/15345493
http://dx.doi.org/10.1097/00041552-200501000-00010
http://www.ncbi.nlm.nih.gov/pubmed/15586017
http://dx.doi.org/10.1016/j.bbrc.2005.12.194
http://www.ncbi.nlm.nih.gov/pubmed/16426574
http://dx.doi.org/10.1016/j.cellbi.2007.03.036
http://dx.doi.org/10.1073/pnas.1201978109

Int. ]. Mol. Sci. 2020, 21, 3407 16 of 18

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

Stockand, J.D. The role of the epithelial Na* channel (ENaC) in high AVP but low aldosterone states. Front.
Physiol. 2012, 3, 304. [CrossRef]

Marunaka, Y. Importance of expression and function of angiotensin II receptor type 1 in pulmonary epithelial
cells. Respir. Physiol. Neurobiol. 2014, 196, 39—42. [CrossRef]

Marunaka, Y. Characteristics and pharmacological regulation of epithelial Na* channel (ENaC) and epithelial
Na* transport. J. Pharmacol. Sci. 2014, 126, 21-36. [CrossRef]

Mironova, E.; Chen, Y.,; Pao, A.C.; Roos, K.P; Kohan, D.E.; Bugaj, V.; Stockand, J.D. Activation of ENaC
by AVP contributes to the urinary concentrating mechanism and dilution of plasma. Am. . Physiol. Renal.
Physiol. 2015, 308, F237-F243. [CrossRef]

Salker, M.S.; Hosseinzadeh, Z.; Alowayed, N.; Zeng, N.; Umbach, A.T.; Webster, Z.; Singh, Y.; Brosens, J.J.;
Lang, F. LEFTYA activates theeEpithelial Na* channel (ENaC) in endometrial cells via serum and
glucocorticoid inducible kinase SGK1. Cell. Physiol. Biochem. 2016, 39, 1295-1306. [CrossRef] [PubMed]
Salker, M.S.; Steel, ] H.; Hosseinzadeh, Z.; Nautiyal, J.; Webster, Z.; Singh, Y.; Brucker, S.; Lang, F.; Brosens, J.J.
Activation of SGK1 in endometrial epithelial cells in response to PI3K/AKT inhibition impairs embryo
implantation. Cell. Physiol. Biochem. 2016, 39, 2077-2087. [CrossRef] [PubMed]

Ding, Y.; Zhao, R.; Zhao, X.; Matthay, M.A_; Nie, H.G.; Ji, H.L. ENaCs as Both Effectors and Regulators of
MiRNAs in Lung Epithelial Development and Regeneration. Cell Physiol. Biochem. 2017, 44, 1120-1132.
[CrossRef]

Niisato, N.; Marunaka, Y. Activation of the Na*-K* pump by hyposmolality through tyrosine
kinase-dependent CI" conductance in Xenopus renal epithelial A6 cells. |. Physiol. 1999, 518, 417-432.
[CrossRef]

Butterworth, M.B.; Edinger, R.S.; Johnson, ].P.; Frizzell, R.A. Acute ENaC stimulation by cAMP in a kidney
cell line is mediated by exocytic insertion from a recycling channel pool. J. Gen. Physiol. 2005, 125, 81-101.
[CrossRef] [PubMed]

Jans, D.; Simaels, J.; Cucu, D.; Zeiske, W.; Van Driessche, W. Effects of extracellular Mg2+ on transepithelial
capacitance and Na™ transport in A6 cells under different osmotic conditions. Pflugers Arch. 2000, 439,
504-512. [CrossRef]

Marunaka, Y.; Eaton, D.C. Effects of vasopressin and cAMP on single amiloride-blockable Na channels. Am.
J. Physiol. Cell Physiol. 1991, 260, C1071-C1084. [CrossRef]

Marunaka, Y.; Hagiwara, N.; Tohda, H. Insulin activates single amiloride-blockable Na channels in a distal
nephron cell line (A6). Am. J. Physiol. Renal Physiol. 1992, 263, F392-F400. [CrossRef]

Niisato, N.; Van Driessche, W.; Liu, M.; Marunaka, Y. Involvement of protein tyrosine kinase in osmoregulation
of Na* transport and membrane capacitance in renal A6 cells. J. Membr. Biol. 2000, 175, 63-77. [CrossRef]
Blass, G.; Klemens, C.A.; Brands, M.W.; Palygin, O.; Staruschenko, A. Postprandial Effects on ENaC-Mediated
Sodium Absorption. Sci. Rep. 2019, 9, 4296. [CrossRef]

Bubien, J.K. Epithelial Na* channel (ENaC), hormones, and hypertension. J. Biol. Chem. 2010, 285,
23527-23531. [CrossRef] [PubMed]

Niisato, N.; Taruno, A.; Marunaka, Y. Aldosterone-induced modification of osmoregulated ENaC trafficking.
Biochem. Biophys. Res. Commun. 2007, 361, 162-168. [CrossRef] [PubMed]

Marunaka, R.; Taruno, A.; Yamamoto, T.; Kanamura, N.; Marunaka, Y. Action of Protein Tyrosine Kinase
Inhibitors on the Hypotonicity-Stimulated Trafficking Kinetics of Epithelial Na* Channels (ENaC) in Renal
Epithelial Cells: Analysis Using a Mathematical Model. Cell. Physiol. Biochem. 2018, 50, 363-377. [CrossRef]
[PubMed]

Marunaka, R.; Marunaka, Y. Aldosterone action on epithelial Na* channel trafficking under the
insulin-stimulated condition. J. Physiol. Sci. 2019, 69, 5252.

Sun, H.; Niisato, N.; Inui, T.; Marunaka, Y. Insulin is involved in transcriptional regulation of NKCC and the
CFIR CI™ channel through PI3K activation and ERK inactivation in renal epithelial cells. |. Physiol. Sci. 2014,
64, 433-443. [CrossRef]

Kleyman, T.R.; Cragoe, E.J., Jr. Cation transport probes: The amiloride series. Methods Enzymol. 1990, 191,
739-755.

Blazer-Yost, B.L.; Esterman, M.A; Vlahos, C.J. Insulin-stimulated trafficking of ENaC in renal cells requires
PI3-kinase activity. Am. |. Physiol. Cell Physiol. 2003, 284, C1645-C1653. [CrossRef]


http://dx.doi.org/10.3389/fphys.2012.00304
http://dx.doi.org/10.1016/j.resp.2014.02.013
http://dx.doi.org/10.1254/jphs.14R01SR
http://dx.doi.org/10.1152/ajprenal.00246.2014
http://dx.doi.org/10.1159/000447834
http://www.ncbi.nlm.nih.gov/pubmed/27606670
http://dx.doi.org/10.1159/000447903
http://www.ncbi.nlm.nih.gov/pubmed/27825168
http://dx.doi.org/10.1159/000485417
http://dx.doi.org/10.1111/j.1469-7793.1999.0417p.x
http://dx.doi.org/10.1085/jgp.200409124
http://www.ncbi.nlm.nih.gov/pubmed/15623897
http://dx.doi.org/10.1007/s004249900194
http://dx.doi.org/10.1152/ajpcell.1991.260.5.C1071
http://dx.doi.org/10.1152/ajprenal.1992.263.3.F392
http://dx.doi.org/10.1007/s002320001055
http://dx.doi.org/10.1038/s41598-019-40639-x
http://dx.doi.org/10.1074/jbc.R109.025049
http://www.ncbi.nlm.nih.gov/pubmed/20460373
http://dx.doi.org/10.1016/j.bbrc.2007.07.002
http://www.ncbi.nlm.nih.gov/pubmed/17658480
http://dx.doi.org/10.1159/000494012
http://www.ncbi.nlm.nih.gov/pubmed/30308504
http://dx.doi.org/10.1007/s12576-014-0338-3
http://dx.doi.org/10.1152/ajpcell.00372.2002

Int. ]. Mol. Sci. 2020, 21, 3407 17 of 18

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

Marunaka, Y.; Tohda, H.; Hagiwara, N.; Nakahari, T. Antidiuretic hormone-responding nonselective cation
channel in distal nephron epithelium (A6). Am. J. Physiol. 1994, 266, C1513—-C1522. [CrossRef]

Weisz, O.A.; Wang, ].M.; Edinger, R.S.; Johnson, J.P. Non-coordinate regulation of endogenous epithelial
sodium channel (ENaC) subunit expression at the apical membrane of A6 cells in response to various
transporting conditions. J. Biol. Chem. 2000, 275, 39886-39893. [CrossRef]

Taruno, A.; Marunaka, Y. Analysis of blocker-labeled channels reveals the dependence of recycling rates of
ENaC on the total amount of recycled channels. Cell. Physiol. Biochem. 2010, 26, 925-934. [CrossRef]
Palmer, L.G.; Frindt, G. Conductance and gating of epithelial Na channels from rat cortical collecting tubule.
Effects of luminal Na and Li. J. Gen. Physiol. 1988, 92, 121-138. [CrossRef] [PubMed]

Palmer, L.G.; Frindt, G. Gating of Na channels in the rat cortical collecting tubule: Effects of voltage and
membrane stretch. J. Gen. Physiol. 1996, 107, 35-45. [CrossRef] [PubMed]

Gonzalez-Montelongo, R.; Barros, E.; Alvarez de la Rosa, D.; Giraldez, T. Plasma membrane insertion of
epithelial sodium channels occurs with dual kinetics. Pflugers Arch. 2016, 468, 859-870. [CrossRef] [PubMed]
Valinsky, W.C.; Touyz, R.M.; Shrier, A. Aldosterone, SGK1, and ion channels in the kidney. Clin. Sci. (Lond)
2018, 132, 173-183. [CrossRef] [PubMed]

Pearce, D. SGK1 regulation of epithelial sodium transport. Cell. Physiol. Biochem. 2003, 13, 13-20. [CrossRef]
[PubMed]

Rizzo, F,; Staub, O. NEDD4-2 and salt-sensitive hypertension. Curr. Opin. Nephrol. Hypertens. 2015, 24,
111-116. [CrossRef]

Ware, A.W,; Rasulov, S.R.; Cheung, T.T.; Lott, ].S.; McDonald, E]J. Membrane trafficking pathways regulating
the epithelial Na* channel. Am. J. Physiol. Renal Physiol. 2020, 318, F1-F13. [CrossRef]

Butterworth, M.B.; Edinger, R.S.; Frizzell, R.A.; Johnson, ].P. Regulation of the epithelial sodium channel by
membrane trafficking. Am. J. Physiol. Renal Physiol. 2009, 296, F10-F24. [CrossRef]

Verrey, F,; Fakitsas, P.; Adam, G.; Staub, O. Early transcriptional control of ENaC (de)ubiquitylation by
aldosterone. Kidney Int. 2008, 73, 691-696. [CrossRef]

Shibata, S.; Fujita, T. The kidneys and aldosterone/mineralocorticoid receptor system in salt-sensitive
hypertension. Curr. Hypertens. Rep. 2011, 13, 109-115. [CrossRef]

Lang, F.; Shumilina, E. Regulation of ion channels by the serum- and glucocorticoid-inducible kinase SGK1.
FASEB]. 2013, 27, 3-12. [CrossRef] [PubMed]

Record, R.D.; Froelich, L.L.; Vlahos, C.J.; Blazer-Yost, B.L. Phosphatidylinositol 3-kinase activation is required
for insulin-stimulated sodium transport in A6 cells. Am. J. Physiol. Endocrinol. Metab. 1998, 274, E611-E617.
[CrossRef] [PubMed]

Blazer-Yost, B.L.; Vahle, J.C.; Byars, ].M.; Bacallao, R.L. Real-time three-dimensional imaging of lipid signal
transduction: Apical membrane insertion of epithelial Na* channels. Am. J. Physiol. Cell Physiol. 2004, 287,
C1569-C1576. [CrossRef] [PubMed]

Blazer-Yost, B.L.; Liu, X.; Helman, S.I. Hormonal regulation of ENaCs: Insulin and aldosterone. Am. J.
Physiol. Cell Physiol. 1998, 274, C1373-C1379. [CrossRef] [PubMed]

Satoh, N.; Nakamura, M.; Suzuki, M.; Suzuki, A.; Seki, G.; Horita, S. Roles of Akt and SGK1 in the Regulation
of Renal Tubular Transport. Biomed. Res. Int. 2015, 2015, 971697. [CrossRef]

Soundararajan, R.; Pearce, D.; Hughey, R.P; Kleyman, T.R. Role of epithelial sodium channels and their
regulators in hypertension. J. Biol. Chem. 2010, 285, 30363-30369. [CrossRef]

Rotin, D.; Staub, O. Role of the ubiquitin system in regulating ion transport. Pflugers Arch. 2011, 461, 1-21.
[CrossRef]

Pochynyuk, O.; Medina, J.; Gamper, N.; Genth, H.; Stockand, J.D.; Staruschenko, A. Rapid translocation and
insertion of the epithelial Na* channel in response to RhoA signaling. J. Biol. Chem. 2006, 281, 26520-26527.
[CrossRef]

Holz, R.W.; Hlubek, M.D.; Sorensen, S.D.; Fisher, S.K.; Balla, T.; Ozaki, S.; Prestwich, G.D.; Stuenkel, E.L.;
Bittner, M.A. A pleckstrin homology domain specific for phosphatidylinositol 4, 5-bisphosphate
(PtdIns-4,5-P2) and fused to green fluorescent protein identifies plasma membrane PtdIns-4,5-P2 as being
important in exocytosis. J. Biol. Chem. 2000, 275, 17878-17885. [CrossRef]


http://dx.doi.org/10.1152/ajpcell.1994.266.6.C1513
http://dx.doi.org/10.1074/jbc.M003822200
http://dx.doi.org/10.1159/000324001
http://dx.doi.org/10.1085/jgp.92.1.121
http://www.ncbi.nlm.nih.gov/pubmed/2844955
http://dx.doi.org/10.1085/jgp.107.1.35
http://www.ncbi.nlm.nih.gov/pubmed/8741729
http://dx.doi.org/10.1007/s00424-016-1799-4
http://www.ncbi.nlm.nih.gov/pubmed/26876388
http://dx.doi.org/10.1042/CS20171525
http://www.ncbi.nlm.nih.gov/pubmed/29352074
http://dx.doi.org/10.1159/000070245
http://www.ncbi.nlm.nih.gov/pubmed/12649598
http://dx.doi.org/10.1097/MNH.0000000000000097
http://dx.doi.org/10.1152/ajprenal.00277.2019
http://dx.doi.org/10.1152/ajprenal.90248.2008
http://dx.doi.org/10.1038/sj.ki.5002737
http://dx.doi.org/10.1007/s11906-010-0175-6
http://dx.doi.org/10.1096/fj.12-218230
http://www.ncbi.nlm.nih.gov/pubmed/23012321
http://dx.doi.org/10.1152/ajpendo.1998.274.4.E611
http://www.ncbi.nlm.nih.gov/pubmed/9575821
http://dx.doi.org/10.1152/ajpcell.00226.2004
http://www.ncbi.nlm.nih.gov/pubmed/15282193
http://dx.doi.org/10.1152/ajpcell.1998.274.5.C1373
http://www.ncbi.nlm.nih.gov/pubmed/9612225
http://dx.doi.org/10.1155/2015/971697
http://dx.doi.org/10.1074/jbc.R110.155341
http://dx.doi.org/10.1007/s00424-010-0893-2
http://dx.doi.org/10.1074/jbc.M603716200
http://dx.doi.org/10.1074/jbc.M000925200

Int. ]. Mol. Sci. 2020, 21, 3407 18 of 18

50.

51.

52.

53.

Nguyen Dinh Cat, A ; Callera, G.E.; Friederich-Persson, M.; Sanchez, A.; Dulak-Lis, M.G.; Tsiropoulou, S.;
Montezano, A.C.; He, Y.; Briones, A.M.; Jaisser, F,; et al. Vascular dysfunction in obese diabetic db/db mice
involves the interplay between aldosterone/mineralocorticoid receptor and Rho kinase signaling. Sci. Rep.
2018, 8, 2952. [CrossRef]

Sasamoto, K.; Marunaka, R.; Niisato, N.; Sun, H.; Taruno, A.; Pezzotti, G.; Yamamoto, T.; Kanamura, N.;
Zhu, W.; Nishio, K,; et al. Analysis of aprotinin, a protease inhibitor, action on the trafficking of epithelial
Na* Channels (ENaC) in renal epithelial cells using a mathematical model. Cell. Physiol. Biochem. 2017, 41,
1865-1880. [CrossRef] [PubMed]

Sasamoto, K.; Niisato, N.; Marunaka, Y. Simulation of Cl~ secretion in epithelial tissues: New methodology
estimating activity of electroneutral C1~ transporter. J. Physiol. Sci. 2016, 66, S89. [CrossRef] [PubMed]
Sun, H.; Niisato, N.; Nishio, K.; Hamilton, K.L.; Marunaka, Y. Distinct action of flavonoids, myricetin and
quercetin, on epithelial CI~ secretion: Useful tools as regulators of C1~ secretion. BioMed. Res. Int. 2014,
2014, 902735. [CrossRef] [PubMed]

@ © 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1038/s41598-018-21087-5
http://dx.doi.org/10.1159/000471934
http://www.ncbi.nlm.nih.gov/pubmed/28478438
http://dx.doi.org/10.3389/fphys.2015.00370
http://www.ncbi.nlm.nih.gov/pubmed/26779025
http://dx.doi.org/10.1155/2014/902735
http://www.ncbi.nlm.nih.gov/pubmed/24818160
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Mathematical Model of Intracellular ENaC Trafficking 
	The Short-Circuit Current (ISC) Was Sensitive to 10 M Benzamil Under the Insulin-Stimulated and -Unsitmulated Conditions in Cells Treated with and without 1 M Aldosterone for 20 h 
	The Time Course of the Insulin-Stimulated ISC in Cells Treated with and without 1 M Aldosterone for 20 h 
	Aldosterone Action on kI , kE , kR  and kD  Under the Insulin-Stimulated and -Unstimulated Conditions 
	Insulin-Induced Time-Dependent Changes in the Amounts of ENaC Localized in Four States, Insert, Apical, Recycl and Degrad, Shown in Figure 1 in Cells Treated with and without Aldosterone (ALDO, 1 M) for 20 h 
	Recycling Ratio of Endocytotic ENaC to the Apical Membrane, RR , Under the Insulin-Stimulated and -Unstimulated Conditions 
	Aldosterone Action on Relocation Number of ENaC to the Apical Membrane State, NR  (= kR /kD ), Under the Insulin-Stimulated and -Unstimulated Conditions 
	Aldosterone Action on Cumulative Na+ Absorption (ISC) (ITotal ) Under the Insulin-Stimulated and -Unstimulated Conditions 
	Total Amount of ENaC (TENaC ) in Cells with and without Aldosterone Treatment (1 M for 20 h) 
	Aldosterone Action on the Residency Time How Long an Individual ENaC Stays in the Apical Membrane Each Time After the Insertion of ENaC into the Apical Membrane (TAM = 1/kE ) Under the Insulin-Stimulated and -Unstimulated Conditions 
	Aldosterone Action on the Cumulative Time How Long an Individual ENaC Stays in the Apical Membrane During Its Whole Life-Time Period Before Degradation (TCTAM = ( 1 + KR/kD )/kE)  Under the Insulin-Stimulated and -Unstimulated Conditions 
	Aldosterone Action on Whole Life-Time of ENaC after the Initial Insertion to the Apical Membrane; TWLT , Under the Insulin-Stimulated and -Unstimulated Conditions 

	Discussion 
	Materials and Methods 
	Chemicals 
	Solutions 
	Cell Culture 
	Measurements of Short-Circuit Current (ISC) in Cells Treated with or without 1 M Aldosterone for 20 h 
	Application of Insulin 
	Temperature 
	Data Presentation and Statistics 

	Conclusions 
	References

