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Abstract

The central goal of this overview article is to summarize recent findings in renal epithelial
transport, focusing chiefly on the connecting tubule (CNT) and the cortical collecting duct (CCD).
Mammalian CCD and CNT are involved in fine tuning of electrolyte and fluid balance through
reabsorption and secretion. Specific transporters and channels mediate vectorial movements of
water and solutes in these segments. Although only a small percent of the glomerular filtrate
reaches the CNT and CCD, these segments are critical for water and electrolyte homeostasis since
several hormones, e.g. aldosterone and arginine vasopressin, exert their main effects in these
nephron sites. Importantly, hormones regulate the function of the entire nephron and kidney by
affecting channels and transporters in the CNT and CCD. Knowledge about the physiological and
pathophysiological regulation of transport in the CNT and CCD and particular roles of specific
channels/transporters has increased tremendously over the last two decades. Recent studies shed
new light on several key questions concerning the regulation of renal transport. Precise
distribution patterns of transport proteins in the CCD and CNT will be reviewed, and their
physiological roles and mechanisms mediating ion transport in these segments will be also
covered. Special emphasis will be given to pathophysiological conditions appearing as a result of
abnormalities in renal transport in the CNT and CCD.

Introduction

The major function of renal epithelial cells is reabsorption of solutes and water from the
tubular fluid into the blood and secretion of wastes from blood into urine. The distal part of
the nephron that is comprised of the distal convoluted tubule (DCT), the connecting tubule
(CNT) and the collecting duct (CD) performs the final adjustment of renal excretion.
Various transport proteins such as ion channels and transporters mediate these processes.
The expression and activity of these transporters are regulated by specific hormones and
different extra- and intracellular regulatory mechanisms. CNT and the cortical collecting
duct (CCD) have been studied extensively for many years with respect to transport via these
nephron segments and their roles in the development of various renal diseases (181, 401,
613). A large body of experimental evidence indicates that CNT and the initial connecting
tubules (ICT) along with DCT avidly reabsorb sodium and chloride and secrete potassium.
Sodium reabsorption and potassium secretion by the CCD are extremely significant,
although quantitatively less important than transport rates in the preceding segments (543,
602, 643). Under certain conditions the CCD also secretes protons, and during metabolic
alkalosis is capable of secreting bicarbonate. Furthermore, these segments are involved in
regulation of Ca2* and Mg2* homeostasis, water and urea transport. In addition, it should be
emphasized that functions of multiple channels and transporters are interconnected. The
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same signaling mechanism triggers various channels/transporters or activation of one
channel/transporter and inhibition of another. Thus, the CCD and CNT to a certain extent
mediate a variety of kidney functions by modulating combined efforts of channels and
transporters. This overview article will cover some aspects of physiological regulation of
Na* reabsorption, K* secretion, water and CI~ transport, Ca2* homeostasis and acid base
handling in these important segments.

Recently, significant progress has been made in our understanding of the cellular and
molecular mechanisms responsible for epithelial water and electrolyte homeostasis. Multiple
laboratories have employed electrophysiological, biochemical, microscopical, molecular and
genetic methods to study the function of the CCD and CNT in both normal and pathological
conditions. The development and application of various tools to study proteins mediating
renal function revealed some of the intriguing physiological functions of the CNT and CCD.
Research advances naturally resulted in cloning of multiple cDNASs and genes that are
involved in water and solvents transport and thus mediate the physiological function of these
segments (149). Proteomic analyses provide additional highlights into identification of
essential proteins involved in the final adjustment of urine composition in these segments
(29, 111, 430, 466, 684). In addition, new knowledge about the function of particular
segments of the kidney, including the CNT and CCD, has accrued as a result of the
development and application of gene deletion techniques, both conventional and cell
specific gene knockouts. Furthermore, even though anatomic complexity of the kidney
makes it difficult to select appropriate promoters that target a specific cell type along the
nephron, genetic engineering in mice nowadays allows expressing transgenes in specific
nephron segments and cells, including both principal and intercalated cells in the CCD.
Recent review by Rubera and colleagues highlights in details segment-specific gene
targeting and ablation in the kidney and their advantages and limitations (462). Although
many factors that control functions of the CCD and CCT and transport whitin these
segments have been identified and are becoming better understood, much remains to be
investigated.

In summary, activity of specific ion channels and transporters underlie the properties of the
CCD and CNT. Systemic hormones, such as aldosterone, vasopressin, angiotensin etc, are
important signaling determinants of the water and solute transport of this segment. In
addition, local/paracrine mechanisms contributes to this regulation (350). Several recent
reviews specifically summarize different aspects of the epithelial transport in the CCD and
CNT (46, 58, 149, 215, 334, 603, 610, 614). This article aims to overview the physiological
function of the CCD and CNT based on variety of ion channels and transporters and their
distinct properties and mechanisms of regulation.

|. Structure and function of the CNT and CCD

A. Basic structure of the nephron—Human kidney contains approximately one million
nephrons, each capable of forming urine (223, 271, 432). Every nephron contains a renal
corpuscle (glomerulus and Bowman’s capsule), a proximal tubule (proximal convoluted and
straight tubules), a loop of Henle, a distal convoluted tubule (DCT), and CNT. The
collecting duct system, which includes the initial collecting tubule (ICT), the cortical
collecting duct (CCD), the outer medullary collecting duct (OMCD), and the inner
medullary collecting duct (IMCD), is not considered as a part of the nephron because
embryologically it arises from the ureteric bud. Moreover, one collecting duct may collect
urine from many nephrons. However, all of the components of the nephron and the
collecting duct system are functionally interconnected. Consecutive segments of the nephron
are demonstrated in Fig. 1. This overview article will focus only on physiological role and
function of the CNT and CCD (including ICT). These regions are highlighted in red in Fig.
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1. Glomerular filtration and water and electrolyte transport in other nephron segments will
be discussed in corresponding overview articles.

CNT is the proximal part of the collecting duct system adjacent to the DCT. Cell
composition and length of the CNT depends on the location of the nephron within the
kidney and varies between species. As mentioned above, the collecting ducts are formed in
the renal cortex by connection of several nephrons and are subdivided into the CCD,
OMCD, and IMCD (565). Basic tubular segments of the nephron are presented in Fig. 2A.

B. Types of cells constituting the CNT and CCD—Epithelial lining of the segments
beyond the thick ascending limb of Henle’s loop (TAL) — the DCT, CNT and CCD -
displays distinct cellular heterogeneity. Basically, two distinct cell types are found in each of
these segments. First cell type constitutes the majority of the cells in the given segment and
is considered to be specific for it. The second type, intercalated cell, is interspersed among
the segment-specific cells (68, 135, 259) (Fig. 2B). The CNT consists of two cell types:
connecting tubule cells and intercalated cells. ICT and CCD are composed of principal and
intercalated cells. Principal cells are also often refererred as collecting duct cells. At least
three populations of intercalated cells, type A and type B, exist in the CNT, ICT, and CCD
(274, 275). Briefly, type A intercalated cells secrete protons and reabsorb K*, whereas type
B cells secrete HCO3™ and reabsorb CI™. A third type of intercalated cells (non A-non B
type), which is ultrastructurally and immunologically distinct from the type A and type B
intercalated cells, has been described in both the CNT and the CCD (9, 274, 563). Recent
review by Brown et al. provides detailed overview of intercalated cells phenotypes in the
kidney (68). Intercalated cells constitute approximately 30 % of the cells in the CNT, CCD,
and OMCD and contribute to the renal control of the acid-base balance (65, 274, 351, 607).
As demonstrated by Kim et al, significant differences exist in the prevalence and distribution
of the different types of intercalated cells in the CNT, ICT, and CCD (274). Type A, type B,
and non Anon B intercalated cells were observed in all of the three segments, with type A
cells being the most prevalent in both rat and mouse. In the mouse, however, non A-non B
cells constitute more than a half of the intercalated cells in the CNT, 39% in the ICT, and
22% in the CCD, compared to 14, 7, and 5%, respectively, in the rat. In contrast, type B
intercalated cells accounted for only 8 to 16% of the intercalated cells in the three segments
in the mouse compared to 26 to 39% in the rat (274).

Connecting tubule cells of the CNT and the principal cells of the ICT and CCD have a
polygonal shape. Intercalated cells of both CNT and CCD have a rounded shape. Fig. 2B
demonstrates a schematic representation of principal and intercalated cells that comprise the
CCD. Compared to intercalated cells, connecting tubule cells and principal cells have fewer
mitochondria and only modestly develop invaginations of the basolateral membrane (67,
352). The apical membrane of the connecting tubule cells and the principal cells is relatively
smooth and contains microvilli. Intercalated cells also exhibit apical microvilli (602).
Moreover, principal cells have primary cilium on the apical membrane. Ciliary defects can
lead to a number of human diseases (now commonly referred to as ciliopathies) (116, 475,
560). Intercalated cells lack a central cilium on the apical membrane (146, 208, 431). One
notable feature of the CNT is the morphological heterogeneity. Cell size, membrane
amplification, and the number of mitochondria are highest in the beginning of the CNT and
gradually decrease along the tubule (602). The structure of principal cells also gradually
shifts along the collecting duct. The number of mitochondria and the extent of basolateral
infolding decrease as collecting duct enters the outer medulla (447, 602).

Fig. 3 shows a representative immunohistochemical staining for water channel aquaporin 2
(AQP2) at 20x and 60x magnifications in a cortical section of the Sprague-Dawley rat
kidney. Immunohistochemical analysis was performed as described previously (267, 314,
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413). AQP2 is found predominantly in the apical cell membranes of the kidney’s collecting
duct principal cells (388) and is often used as a gold marker of the CCD. In addition to
identification of the CCD, AQP2 staining helps to discriminate between principal and
intercalated cells, since AQP2 is expressed in the principal cells only (Figure 3).

C. Polarity of apical and basolateral plasma membranes proteins—Epithelial
cells of the CNT and CCD are polarized and have a distinctive apical-basal axis of polarity
for vectorial transport of ions and solutes across the epithelium. Cells in these segments, like
many other epithelial cells, are organized into adherent groups that partition the kidney into
discrete compartments and, thus, separate urine from blood. This organization provides a
number of unique physiological properties, including functional apical-basal polarity. This
conserved function of polarized epithelial cells requires membrane proteins to be sorted and
retained in the correct apical or basolateral membrane domain. Several protein complexes,
such as the Crumbs, the Scribble, and the Par complexes modulate kinase and small G
protein activity, leading to segregation of the apical and basolateral membranes (419).
Despite growing evidence of the importance of the Crumbs and the Scribble polarity
complexes in apical-basal polarity of epithelial cells, their functions remain poorly
understood (383). The Par proteins, including Par3, Par6, and aPKC, are fundamental
players in cell polarization (185, 419). Small GTPases that function as molecular switches in
many signaling pathways also seem to have a crucial role in cell polarization processes.
Rho-family GTPases regulate many cellular events, including cytoskeletal organization,
proliferation and gene expression (556). In addition, a role of small GTPases in regulation of
ion channels, including those functioning in the CNT and CCD is shown in many studies
(41, 424, 425, 427, 530). Recent data indicate that balanced activities of small GTPases
RhoA and Racl or Cdc42 contribute to overall tissue stability via crosstalk with the PAR
complex (238). The polarity complexes and cytoskeleton elements regulated by Rho-family
proteins also serve as scaffolds to direct and retain proteins at the apical/basolateral
membrane, or the tight junction. As the cell generates apical-basal polarity, the exocytic and
endocytic pathways establish a complex interrelationship that regulates correct sorting of
newly synthesized proteins to and between the apical and basolateral membrane domains
(383). These pathways and their regulation in polarized cells are more complex than in
nonpolarized cells (633).

There are also cases where cell signaling causes global alterations in localization of some
proteins in the CNT and CCD under certain pathophysiological conditions. One of the best
studied examples is mislocalization of the epidermal growth factor receptor (EGFR). EGFR
is normally localized to the basolateral plasma membrane of the CCD. However, the EGFR
axis has been found to be dysfunctional in many models of polycystic kidney disease (PKD)
and in humans with PKD. In these models EGFR is inappropriately targeted to the luminal
plasma membrane of epithelia lining the cysts (126, 446, 554, 641, 680). Similarly,
abnormalities of apico-basal polarity of Na*/K*-ATPase have been observed in a variety of
genotypic and phenotypic mouse models of both autosomal recessive and dominant PKD as
well as in human (22, 452, 639, 641, 642). All channels and transporters at the CNT and
CCD, except for the Na*/K*-ATPase during the development of PKD, have strict apical or
basolateral localizations.

Il. Physiology of the CNT and CCD

Major determinants of function of the CNT and CCD are ion channels and transporters. Fig.
4 and Fig. 5 demonstrate a schematic representation of transport processes in the CCD and
major channels and transporters involved in water and electrolyte homeostasis in principal
cells, respectively. Heterogenic vectorial transport in this segment is tightly controlled. This
segment of the nephron is most sensitive to hormones and that oversees the fine control of
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plasma Na* and K*. Variety of hormones, e.g. aldosterone, angiotensin 11, vasopressin, atrial
natriuretic peptide, and insulin are involved in this tight regulation of the CNT and CCD
function. The late DCT, CNT and CCD are often referred to as the aldosterone-sensitive
distal nephron (ASDN). Aldosterone, which is the final element of the renin-angiotensin-
aldosterone system (RAAS), increases reabsorption of sodium and water and secretion of
potassium ions. This increases blood volume and, therefore, blood pressure. Several stimuli,
including volume depletion and hyperkalemia, mediate aldosterone release from the adrenal
cortex.

Aldosterone-sensitivity is conferred by binding to the mineralocorticoid receptor (MR) that
then translocates to the nucleus and upregulates transcription. Genomic actions of
aldosterone are traditionally divided into an early and a late phase (506, 540, 598). It was
suggested that the early phase responds to acute changes in salt and water balance to allow
more rapid responses to impaired homeostasis. In comparison, it was predicted that the later
phase of aldosterone action sets the capacity of transport epithelia for solute and water
transport, and thus this phase may be considered as a chronic response (540).

MRs poorly distinguish between glucocorticoids and mineralocorticoids. Moreover, plasma
concentrations of glucocorticoids greatly exceeds those of aldosterone. To avoid Na*
retention, under normal conditions the enzyme 11B-hydroxysteroid dehydrogenase type 2
(11B-HSD2) irreversibly converts cortisol into cortisone, an inactive metabolite with low
affinity for mineralocorticoid or glucocorticoid (GR) receptors. Aldosterone, which is not
metabolized, occupies MR and GR. Polymorphisms in HSD11B2 gene encoding this
enzyme are associated with salt sensitivity of blood pressure in normotensives (26, 239,
294). 11p-HSD2 converts cortisol to cortisone in humans, while in rodents this enzyme
converts corticosterone to 11-dehydrocorticosterone (153, 168). Fig. 6 demonstrates the
cellular actions of aldosterone in principal cells of the CCD.

RAAS axis plays an important role in regulation of blood pressure via mediating water and
electrolyte balance in the CNT and the CCD. In addition to aldosterone, renin, which is
primarily released by the kidneys, stimulates formation of angiotensins in blood and tissues.
Angiotensin Il (ANGII) also stimulates sodium reabsorption. For instance, it was
demonstrated that ANGII directly stimulates ENaC in the CCD via Angiotensin Il receptors,
type 1 (AT, receptors) (417). Importantly, beyond its role in the regulation of renal sodium
reabsorption in the ASDN, aldosterone may exert deleterious effects on the kidney and the
cardiovascular system particularly in the presence of a high-salt diet (62, 63). Special
overview articles will review mechanisms of action of aldosterone and the RAAS on water
and electrolyte balance.

There is also a powerful feedback system for regulating plasma osmolarity and sodium
concentration that alters renal excretion of water independently of the rate of solute
excretion. A primary effector of this feedback is an antidiuretic hormone (ADH), also called
vasopressin. This effect of vasopressin is mostly mediated through regulation of water
transport. However, whilst vasopressin decreases water excretion to dilute plasma, it does
this, in part, by promoting sodium reabsorption and consequently decreasing sodium
excretion via the epithelial Na* channel (ENaC) activated along the CNT and CCD (28, 73,
210, 439, 440, 541).

One interesting feature of the CNT is that connecting tubule cells produce and release renal
kallikrein, a serine protease that converts kininogen to kinin, which then acts through Kkinin
receptors such as bradykinin receptor. Therefore, CNT and CCD are exposed to large
amounts of kallikrein in the lumen. The kallikrein—kinin system could be involved in the
development and progression of cardiovascular diseases (366). Although tissue kallikrein is
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probably not a primary controller of blood pressure, low synthesis rate and urinary excretion
of this enzyme have been linked to elevated blood pressure (365). Several ion channels in
the CNT and CCD are regulated through these mechanisms. For instance, kallikrein
activates ENaC by cleaving its gamma subunit (418). Using tissue kallikrein knockout mice,
it was also shown that a unique Kkalliuretic factor protects against hyperkalemia after a
dietary K* load (134). Moreover, recent studies utilizing freshly isolated split opened CCD
revealed that increased bradykinin production in response to kallikrein-kinin system
activation acutely inhibits ENaC activity to adjust Na*- reabsorption in the CCD (678).

However, as seen in Fig. 4, these segments are not only responsible for Na* and K*
transport. Principal cells reabsorb sodium and water from the lumen and secrete potassium.
In addition, these cells reabsorb chloride and calcium. Intercalated cells reabsorb potassium
and bicarbonate and secrete hydrogen and chloride. Moreover, paracellular chloride
transport is also shown in these segments. Some details about these transport mechanisms
will be provided below.

Studies of various portions of the collecting duct revealed heterogeneity of the electrical
properties along the segments. The electrophysiologic properties of the CNT and the CCD,
such as transepithelial voltage and resistance, vary widely. This variability is largely the
result of the differences in the mineralocorticoid status of studied animals (397, 473, 543).
As discussed by Muto, transepithelial voltage changes towards lumen-positive potentials
from proximal to distal parts of the collecting duct (376). For instance, as demonstrated in
isolated rabbit cortical ducts, transepithelial voltage (V;) of CNT, CCD and inner strip
portion of OMCD was —9.9+0.9, —7.4+0.7 and 7.5+1.6 mV, respectively. The transepithelial
resistance Rt increases progressively along the collecting duct, indicating values of
39.746.7, 111.746.8 and 293.5+37.6 Qecm?, respectively (378). Furthermore, there is a
significant electrophysiological heterogeneity of principal and intercalated cells of these
segments. It was described that specific basolateral membrane voltage (Vg) of CNT cells
allows distinguishing between principal cells (Vg=-78.0+1.3 mV) and type A and type B
intercalated cells (Vg=-30.6+2.2 and —26.7+1.8 mV, respectively). Similar difference was
found in CCD were Vg values for these cell types were —79.6+2.0, —-27.6+2.9 and
—-27.5+£1.9 mV, respectively (378).

Heterogeneity in the conductive properties of these nephron segments is also demonstrated
by the fractional apical membrane resistance (fRa). This parameter is defined as a ratio of
the apical membrane resistance and sum of the apical and basolateral membranes
resistances. Thus, for principal and intercalated cells of CNT fR values were 0.48+0.03 and
0.92+0.01 whereas in CCD fRp=0.33+0.04 and 0.95+0.003, respectively (378). The fRa
increases progressively along the CD, as does the Rt. (376) Thus, electrophysiological
heterogeneity in collecting duct structure reflects functional features performing barrier-
transport functions.

lll. Sodium Transport in the CNT and CCD

Sodium is freely filtered by the glomerulus. Thus, most of sodium has to be reabsorbed as
the filtrate flows along the nephron. Briefly, this reabsorption is mediated by the Na*/H*
exchanger (NHE3) in the proximal tubule, Na*/K*/2CI~ cotransporter (NKCC) in the TAL,
and by the Na*/CI~ cotransporter (NCC) in the DCT. The final adjustment of renal Na*
intake and excretion in the kidney is achieved in the ASDN, where sodium reabsorption via
ENacC is regulated by aldosterone, vasopressin, and other hormonal and non-hormonal
factors (334, 541). ENaC along with the thiazide-sensitive NCC co-transporter constitutes
the predominant sodium transport systems in the ASDN (365, 621). Although the ASDN
reabsorbs less than 10% of the filtered sodium load, this segment is finally crucial for the
amount of Na* that appears in the urine. Na* reabsorption in the CNT and CCD is
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transcellular and is mediated by the connecting tubule cells and the principal cells. At the
basolateral membrane of the principal cells Na* extrusion is mediated by the Na*/K* pump,
which also provides the electrochemical driving force for the apical entry of Na*.

A. Na*/K*-ATPase—The Na*/K* pump (or Na*/K*-ATPase) is located at the basolateral
membrane of many epithelial cells in different segments of the Kidney, but it is especially
abundant in the TAL of the Henle’s loop, cells of the DCT, connecting tubule cells, and
principal cells of the collecting duct (120, 602). Na*/K*-ATPase was either not detected in
the intercalated cells (405) or detected at significantly lower levels than that of the principal
cells (148, 478). This indicates that principal cells, but not intercalated cells, are involved in
transepithelial Na* transport (602).

Na*/K*-ATPase functions as a heterodimeric protein complex comprised of catalytic a- and
auxillary B-subunits. The a-subunit has ten transmembrane segments and mediates active
transport. The p-subunit, which has only one transmembrane segment, is essential for proper
assembly and membrane targeting of the complex. Na*/K*-ATPase heterodimers are
normally targeted to basally directed intracellular trafficking vesicles and inserted into
basolateral membranes where they are stabilized by the membrane cytoskeletal proteins
ankyrin and spectrin (383, 384).

With each cycle, the Na*/K* pump couples the extrusion of three Na* ions and uptake of
two K* ions with the intracellular hydrolysis of one ATP molecule (see Fig. 5). Thus, the
Na*/K* pump is electrogenic and provides the primary active transport mechanism for Na*
and K*. This sodium extrusion keeps low intracellular Na*, and high intracellular K*. In
addition, Na*/K*-ATPase might also play a role in regulation of actin dynamics, control of
cell movement, and cell signaling, regulation of tight junction structure and function, and
induction of polarity. These functions appear to be modulated by Na*/K*-ATPase enzyme
activity as well as protein-protein interactions of the a and § subunits (436).

B. Epithelial Na* channel (ENaC)—The apical entry of Na* in the CNT and the CCD is
regulated by ENaC. ENaC is a highly Na*-selective channel found at the apical membrane
of salt-reabsorbing tight epithelia of such tissues as the distal nephron, the distal colon, the
salivary and sweat glands and the lung. In the kidney, discretionary Na* reabsorption in
response to endocrine input to the ASDN is an important determinant of the pressure-
natriuresis relationship and ENaC activity is the rate-limiting step for this discretionary Na*
reabsorption (21). Within the scope of this overview, only some aspects of ENaC regulation
will be provided. Different aspects of ENaC regulation are subjects of excellent recent
reviews by Loffing and Korbmacher (334), Schild (487), Butterworth et al. (76), and
Soundararajan et al. (523).

1. Structure of ENaC: ENaC belongs to the Deg/ENaC family of ion channels (12, 486).
Functional ENaC, as many other ion channels, is a heteromeric protein complex containing
several distinct channel subunits. Four ENaC subunits have been identified: a, B, y and &
(78, 80, 606). The 6-ENaC subunit localizes to brain and reproductive tissues where it is
believed to be a substitute for a.-ENaC in the functional channel (606, 634). Functional
ENaC in the kidney is comprised of three homologous subunits (a., p and -y ENaC) which
share ~30-40% identity in their amino acid sequences (35, 78, 80). Each subunit has two
transmembrane domains with short cytoplasmic NH,- and COOH-termini and an extra large
cytoplasmic loop between them (79, 443, 517). This membrane topology of ENaC was
predicted from the primary amino acid sequence and confirmed by several different
approaches (173). All three ENaC subunits form the channel resident in the luminal plasma
membrane of epithelial cells. Consistent with this idea are findings showing that co-
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expression of only two out of three subunits produces little to no current in heterologous
expression systems (80, 244, 362, 529).

It was previously proposed that ENaC channel might be either a tetramer with 2a:1p:1y
stoichiometry (16, 106, 122, 156, 293) or a higher ordered channel with possibly a 3a:3p:3y
stoichiometry (94, 138, 516, 529). However, as we had previously demonstrated using
electrophysiology and combination of fluorescence intensity ratio analysis with total internal
reflection fluorescence microscopy (528) and as was later confirmed by crystal structure of
an acid sensing ion channel 1 (ASIC1) (187, 248), which belongs to the same Deg/ENaC
family, ENaC, ASICs, and degenerin ion channel proteins are trimers. Interestingly, recent
studies utilizing atomic force microscopy revealed that subunit combinations also produce
higher-order structures containing two or three individual trimers (539). As proposed by the
authors, the trimer-of-trimers organization would probably account for earlier reports that
ENaC contains 8-9 subunits (539).

The structure of ENaC awaits elucidation, but much can be inferred from the known
structure of chicken ASIC1 (187, 248). Fig. 7 demostrates structure of human a-subunit and
a channel’s trimer predicted on the basis of the chicken ASIC1 structure (187, 248, 542).
Modeling of each ENaC subunit based on the ASIC1 monomer allowed to make several
predictions about ENaC secondary structure (542). ENaC subunits likely contain many of
the same secondary structures and domains identified in the cASIC1 monomer. Using the
nomenclature of Jasti and colleagues (248), these higher ordered structures are as follows: 1)
the palm domain (yellow) containing B1, B3, 6, B9, p10, p11, and 12 strands; 2) the B-
ball (orange) containing B2, B4, 5, p7, and B8 strands; 3) the finger domain (magenta and
blue) containing a1-3 helices; 4) the thumb domain (green) containing a4 and a5 helices;
and 5) the knuckle domain (cyan) containing a6 and a7 helices (Fig. 7A, for details see
(542)). Fig. 7B shows a-, -, and y-hENaC (red, yellow, and blue, respectively) modeled on
oligomerized cASIC1 (542). Collier and Snyder recently proposed a model in which ENaC
subunits assemble in the ayp orientation (104). Moreover, in addition to our original
hypotheses predicting ENaC structure in light of the resolved ASIC1 structure (542), two
recent reviews also examine functional data, including ion selectivity, gating and amiloride
block and provide further details related to structural mechanisms underlying the function of
this channel (83, 268).

2. Human diseases associated with abnormalitiesin ENaC: Dysfunction and aberrant
regulation of this channel leads to a spectrum of diseases ranging from hyper- and
hypotension, Na* retention or wasting and respiratory syndromes linked to cystic fibrosis
(55, 235, 322, 354, 457). Gain of function mutations of both - and -y-ENaC subunits
leading to channel hyperactivity (Liddle’s syndrome) are two known forms of monogenic
hypertension (202, 203, 321, 322). Most forms of monogenic hypertension, including
apparent mineralocorticoid excess and glucocorticoid remediable aldosteronism, result from
inappropriate regulation of ENaC activity and abnormal salt-water balance (321). Moreover,
Lifton and colleagues demonstrated that a point mutation in the MR that causes progesterone
to be perceived as an agonist instead of the normal antagonist is associated with pre-
eclampsia (via increased Na* reabsorption through ENaC) (174). Hyposecretion of
aldosterone can be mimicked by loss of function mutations in ENaC subunits, which result
in decreased channel activity (91, 197) and pseudohypoaldosteronism (PHA). PHA causes
hypovolemia, hyperkalemia, salt wasting and in some instances hypotension. PHA also
results from loss of function mutations in the MR (650). This is supported by the finding that
MR knockout mice have PHA (38). ENaC knockout mice, as well, were used to show that
aberrant ENaC activity is associated with an inability to clear the fetal lungs of fluid and
results in neonatal death (30, 482).
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Complete knockout of each of the ENaC subunits resulted in an early and lethal phenotype
(30, 234, 361). Interestingly, mice with conditional knockout of the a-subunit of ENaC in
the collecting duct but not in the late DCT and CNT survived well and were able to maintain
sodium and potassium balance, even when challenged by salt restriction, water deprivation,
or potassium loading (463). Thus, it was hypothesized that ENaC activity has an axial
gradient along the nephron with the highest activity in the CNT. However, future studies are
required to confirm this hypothesis.

Considerable experimental data also support the idea that there is a coordinated interaction
between ENaC and the cystic fibrosis transmembrane conductance regulator CI~ channel
(CFTR) suggesting the possibility that ENaC may play some role in cystic fibrosis and other
disease processes associated with the dysfunctional CFTR (37, 74, 546, 547). This assertion
is consistent with data showing that overexpression of p-subunit of ENaC in lung epithelia
leads to the cystic fibrosis phenotype in mice (354). However, recent results obtained in pig
model of CFTR demonstrated that lack of CFTR did not increase the transepithelial Na* or
liquid absorption or reduce periciliary liquid depth (92, 245). The interaction of ENaC and
CFTR will be also discussed in the section describing chloride transport. Recently, ENaC
dysfunction has also been demonstrated in renal epithelial cells from animals and humans
with autosomal recessive polycystic kidney disease (ARPKD), which is a renal cystic
disease confined to the distal nephron and associated with improper handling of NaCl (452,
594).

3. Regulation of ENaC by aldoster one and aldoster one-induced proteins: The activity of
ENaC is positively regulated by aldosterone plasma levels and correlates with dietary intake.
The RAAS is one of primary systems responsible for long-term control of Na* transport,
blood volume and blood pressure. Aldosterone-sensitive ENaC activity in the ASDN is an
important effector of the RAAS. Thus, ENaC is central to Na™ homeostasis and blood
pressure control.

ENaC activity is also mediated by a variety of factors that either activate or inhibit the
activity of existing channels or modify the number of channels at the apical plasma
membrane. The rate of Na* absorption varies widely in response to conditions of Na*
deprivation and Na* excess. ENaC activity, similar to other ion channels, can be regulated
by two fundamental mechanisms — changes in channel gating (#,) or in the number of
channels at the cell surface (76, 353, 456). Diverse signaling cascades play a role in
regulating ENaC cellular localization and activity. The renal distal nephron principal cells
are one of the primary targets for aldosterone. Here, aldosterone increases ENaC activity and
this results in increased Na*-dependent fluid reabsorption. Aldosterone is found to
upregulate the expression of several targets including but not limited to serum and
glucocorticoid-inducible kinase 1 (SGK1), glucocorticoid-induced leucine zipper protein
GILZ, with-no-lysine (WNK) kinase, phosphatidylinositol 3-kinase (P1 3-kinase), ubiquitin-
specific protease Usp2-45, small GTPase K-Ras etc (11, 13, 45, 93, 141, 147, 226, 522, 524,
525, 570, 653).

4. Ubiguitination and deubiquitination of ENaC: Several studies have demonstrated that
ENacC is ubiquitinated by the action of the E3 ligase, Nedd4-2 (77, 256, 504, 535-538, 598,
636). Physiological functions and mechanisms of action of Nedd4-2 were recently
thoroughly reviewed by Rotin and Kumar (458) and Rotin and Staub (460). A major player
for this Nedd4-2 antagonism of ENaC activity is SGK1 that has been shown to bind to
Nedd4-2 and phosphorylate it, thereby providing docking sites for 14-3-3 proteins. The
association of these 14-3-3 proteins with Nedd4-2 is then thought to prevent binding of
Nedd4-2 to ENaC, and thereby to cause a reduction in ENaC ubiquitination leading to
accumulation of ENaC at the plasma membrane (42, 114, 160, 359, 682). Similar to SGK1,
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protein kinase A (PKA) (518), G protein—coupled receptor kinase 2 (GRK?2) (123, 469), Akt
(309), AMP-activated kinase (AMPK) (44, 200) and IKKp kinase (44, 133) are able to
phosphorylate Nedd4-2, showing that this ubiquitin ligase also functions as a site of
regulatory convergence.

Interestingly, several deubiquitinating enzymes that target ENaC were also identified. It was
shown that ubiquitin-specific protease Usp2-45 deubiquitylates ENaC and stimulates ENaC-
mediated sodium transport, and this effect is not additive to that of SGK1 (141). Another
deubiquitinating enzyme, ubiquitin C-terminal hydrolase (UCH) isoform L3, is also
involved in regulation of ENaC surface density by facilitating ENaC recycling as opposed to
degradation (77). Eaton et al summarized recently some mechanisms related to regulation of
ENaC by ubiquitination (130).

5. Proteolytic cleavage of ENaC: A number of studies are focused on the role of
proteolysis in the regulation of ENaC. Vallet et al. demonstrated that channel-activating
protease (CAP1) expressed in the kidney increases the activity of ENaC (583, 584). Recent
findings indicate that ENaC is activated by the proteolytic release of inhibitory peptides
from the a- and y-subunits (70, 85, 232, 502, 583, 584, 599). Proteolysis of epithelial
sodium channel subunits plays a key role in modulating epithelial sodium channel activity
through changes in channel open probability (233). Specific proteases have been shown to
activate ENaC by cleaving channel subunits at defined sites. Furthermore, pathophysiogical,
proteolytic activation of ENaC has been demonstrated in proteinuric disease (409, 552).
Several recent reviews provide details of this mechanism (281, 283, 408, 553).

6. Other important signaling mechanismsthat regulate ENaC-mediated sodium
reabsor ption: Regualtion of ENaC by the RAAS system is extremely important. However,
variety of other pathways, either in parallel with aldosterone or independently, regulate
ENaC activity. A continually growing body of data is revealing new mechanisms that
impact ENaC, not only confirming that this channel plays a central role in the regulation of
Na* reabsorption in aldosterone target epithelia, but also supporting the notion that its
function is controlled by a network encompassing a number of pathways that are controlled
by autocrine, paracrine, and hormonal inputs (43, 422, 459, 598).

For instance, phosphoinositides serve as important second messengers in many intracellular
signaling cascades. Disruption of phosphoinositide regulation of ion channels can lead to
various disease (e.g. Bartter’s, Andersen’s and long QT syndromes) (422). It was shown that
phosphoinositides play key roles in physiologic control of ENaC (347, 348, 426, 428, 429,
532). Purinergic control of apical membrane P1(4,5)P, levels is a major regulator of ENaC
activity in renal epithelial cells (423). Regulation of ENaC by vasopressin (73, 541),
endothelin (72, 290, 413), insulin and insulin-like growth factor 1 (IGF-1) (50, 52, 190, 532,
567), epidermal growth factors (314, 327, 357), metabolites of arachidonic acid (414, 549,
550, 625, 626) and other important hormones and mediators are also shown. Other proteins,
enzymes, kinases etc may also contribute to regulation of ENaC as well as other ion
channels and transporters. For example, several small GTPases, such as K-Ras, RhoA, Rac1,
Rab11 etc modulate ENaC activity (264, 266, 267, 424, 427, 480, 481, 530, 531, 533, 557),
and every small G protein has its own distinct mechanism of ENaC regulation. Thus,
regulation of ENaC is an elaborated complex mediating both the number of channels at the
plasma membrane and gating of this channel.

IV. Potassium Transport in the CNT and CCD

K* is the most abundant cation in the intracellular fluid that is required for many functions
of the cell. Mammalian CCD and CNT along with DCT play a dominant role in K* handling
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by the nephron (376). Fine-tuning of renal potassium handling in these segments regulates
whether the kidney retains K* or excretes the excess. Indeed, this is the only part of the
nephron where the handling of this critical ion is strictly regulated. To secrete K* from the
extracellular fluid to the tubular lumen, K* is transported into the cell across the basolateral
membrane via the Na*/K*-ATPase pump and secreted from the cell via apical K* channels.
Renal outer medullary K* (ROMK) channel provides one of the major pathways for K*
secretion across kidney tubule epithelia under a typical westernized diet. As discussed
above, aldosterone was shown to increase ROMK activity and abundance. Aldosterone
through aldosterone-induced proteins also stimulates the expression of ENaC and activates
basolateral Na*/K*- ATPase, and thus increases the electrochemical driving force for K*
excretion (see Fig. 6). In comparison, plasma aldosterone is suppressed and the abundance
of ROMK is reduced due to increased internalization and degradation of the channel under
low-K* diet.

However, the kidney, and the CCD and CNT in particular, express multiple potassium
channels participating in K* secretion. For instance, both principal and intercalated cells
express calcium-activated big-conductance (BK) potassium channel. There is accumulating
evidence that this channel not only plays a role in flow-induced K* secretion, but also in the
maintenance of K* homeostasis. Moreover, under certain conditions, such as K*-deficient
diet, when potassium is retained by the kidney, the CCD reverses the transepithelial flux of
K™ to yield net potassium reabsorption. This absorption occurs through the intercalated cells
and depends on the apical electroneutral H*,K*-ATPase. Briefly summarizing, under normal
circumstances, principal cells in the CCD secrete K*, whereas under K* depletion,
intercalated cells reabsorb K* (376). However, recent in vivoand in vitro data provide a
more comprehensive view of potassium transport in the ASDN. Several recent extensive
reviews highlight various mechanisms of K* transport in this part of the nephron, which are
partially discussed in this manuscript, in a more detailed way (195, 406, 451, 614, 632).

A. Renal Outer Medullary K* (ROMK) channels—Small-conductance K* (SK),
inwardly rectifying ROMK channel (also known as KCNJ1 or Kirl.1) is one of the most
important potassium secretory channels in the kidney (208, 376, 613, 614, 632).
Understanding the renal potassium handling was significantly improved since cDNA
encoding ROMK channel was isolated from rat kidney about two decades ago by Ho et al
(213). In the CCD, ROMK channels mediate K* secretion, and in the TAL these channels
mediate K* recycling that enables efficient function of the NKCC cotransporter. Mutations
in KCNJ1, encoding ROMK, are associated with antenatal Bartter syndrome, which is
characterized by salt wasting, hypokalemic alkalosis, hypercalciuria, and low blood pressure
(81, 118, 207, 513, 605). Mutations in ROMK channel associated with Bartter’s syndrome
cause alterations in PKA phosphorylation, pH sensing, channel gating, proteolytic
processing, and sorting towards the apical membrane (118, 158, 159, 212, 338, 496, 497,
527). Furthermore, recent studies provide evidence that polymorphisms in the KCNJI gene,
that encodes ROMK, show associations with blood pressure alterations and thus, might
underlie monogenic hypertension and hypotension in the general population (568).

1. ROMK structure: ROMK is the pore forming protein of the 30-35 pS K* channel. The
ROMK channel as well as other members of the Kir family of inward rectifying K* channels
have a tetrameric organization (312, 663). Four ROMK subunits assemble around a central
pore. So far, heteromeric assemblies of ROMK with other members of the Kir family have
not been reported. Each subunit contains two transmembrane domains, a conserved
potassium selectivity filter, and cytoplasmic NH,- and COOH-terminal domains (208, 632)
(Figs. 8A & B). Both the NH»- and COOH-termini provide regulatory domains that can be
phosphorylated by kinases and interact with protons, nucleotides, and regulatory proteins
(95, 96, 142, 208, 323, 331, 363, 371, 656, 671, 672). In addition, as demonstrated by the X-
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ray structure for the prokaryotic KirBacl.1 (125, 301), the amino terminus of one subunit
might interact with the distal carboxy terminus of the adjacent subunit forming another type
of interface that could be involved in subunit assembly (208).

2. ROMK isoformsand distribution: The ROMK channel has several alternative splicing
isoforms (ROMKZ1-6) (54, 208, 292, 632). The products translated from mRNA of
ROMKA4-6 isoforms are nearly identical as the ROMK?2 protein (212). N-terminal splice
variants of ROMK (ROMK1, 2, and 3) are differentially expressed along the nephron and
impart unique regulatory features to the channel (208). Analysis of the nucleotide sequences
of the ROMK isoforms indicates that molecular diversity of ROMK transcripts is due to
alternative splicing at both the 5”-coding and 3”-noncoding regions (54). ROMK2 has the
shortest NHy-terminus. ROMK1 and ROMK3 have 19 and 26 amino acid extensions at the
beginning of the amino terminus, respectively. ROMK isoforms are widely expressed in the
kidney, and especially in the cortex and outer medulla. As demonstrated by Beesley et al
ROMK2 and ROMK3 mRNA expression was significantly higher than that of ROMK1
under both basal conditions and after administration of aldosterone for a period of 1 week
(34). Hebert and colleagues determined that the TAL and DCT express ROMK?2 and
ROMKS3 transcripts whilst principal cells in the CCD express ROMK1 and ROMK?2.
OMCD cells express only ROMK1 transcripts (see Fig. 8C) (54, 311). Thus, ROMK1 and
ROMK?2 isoforms are predominant in the CCD, and all three isoforms mediate potassium
transport in the CNT. Immunohistochemical analysis shows that ROMK channels are
specifically localized to the apical membrane of the epithelial cells (291, 396, 655, 658).
Electrophysiological studies confirmed apical localization of ROMK channels (164, 167,
323, 325, 620, 627). K* channel activity was absent in the apical membranes of either TAL
or CCD of ROMK ™~ mice (342). Interestingly, despite the loss of ROMK expression, the
normokalemic null mice exhibited significantly increased kaliuresis. These data indicate
alternative mechanisms for K* absorption/secretion in the kidney (342).

3. Physiological determinants of ROMK function: ROMK channel expression and
function is regulated by a wide variety of factors, including intracellular pH and both
extracellular and cytosolic ATP (208, 212, 614, 632). K* secretion typically depends on the
apical Na* permeability. However, there are also proposed Na*-independent mechanisms of
potassium transport (see below). A number of well-known hormones and peptides are
involved in regulation of ROMK function. For instance, ANG Il inhibits ROMK-mediated
K* secretion in the CCD during dietary potassium restriction (628) via AT4 receptor (254).
It was further shown that ANG 11 inhibits ROMKZ1 through stimulation of the protein
tyrosine kinase c-Src following either phosphorylation of ROMK or disruption of SGK1’s
inhibitory effect on WNK4, both resulting in endocytosis of ROMK (677). Another
antidiuretic hormone, arginine vasopressin (AVP), is a major regulator of cell cAMP
activity. AVP increases the activity of ROMK channels (88) and stimulates apical
membrane driving force for K* secretion in the CCD (484). Moreover, it was demonstrated
that aldosterone reduces mRNA levels and activity of ROMK channels in immortalized
mouse principal cells (161). Hovewer, other groups demonstrated that aldosterone has no
direct effect on the ROMK channels in isolated CCD because neither infusion of aldosterone
nor low-Na diet (a maneuver that stimulates aldosterone secretion) modulates the number of
the SK channels in the CCD (402, 407, 612, 624).

B. BK channel—Although ROMK channels are thought to play a major role in K*
secretion under normal dietary K* intake, other potassium channels, BK (also called Maxi-K
or slol) channels are observed in both CCD and CNT (140, 163, 196, 236, 400, 420). A
functional BK channel contains four pore-forming a.-subunits that are encoded by a single
Slo1 gene (75) and four auxiliary p-subunits. There are four types of  subunits (B1-4); each
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type displays a distinct tissue-specific expression pattern and uniquely modifies gating
properties of the channel (310). Different groups identified all four B-subunits in the kidney.
Thus, Grimm and Sansom using RT-PCR analysis of the whole kidney have detected
transcripts for the BK-p1, p2 and 4 (192). Morton et al. also utilizing RT-PCR identified
3 and p4-subunits (372). Satlin and colleagues performed RT-PCR studies in rabbit CCD
and identified p2, B3 and B4 subunits (140, 380). Immunohistochemical staining showed
that BK-p1 is localized in connecting tubule cells but not intercalated cells of the CNT (192,
420). BK-p4 is expressed in the TAL, DCT, and intercalated cells (192). As it was shown,
BK channels are found at higher density in the intercalated cells of both CNT and CCD
(164, 380, 400, 405) than in the connecting tubule cells of the CNT and principal cells of the
CCD. Interestingly, it was shown that under Na*-deficient conditions, BK-a/p1 are
expressed in the basolateral membrane of the CCD principal cells, where they may increase
the driving force for Na* reabsorption (196).

Each a-subunit is comprised of seven transmembrane segments and a large intracellular
COOH-terminus. Transmembrane segments S1 to S4 form the voltage sensor; S5, S6, and
the intervening amino acids form the pore and selectivity filter; and the COOH terminus
forms the large cytoplasmic domain that consists of approximately 800 amino acids per
subunit. This domain accounts for two thirds of the entire channel (Fig. 9). Recent studies by
Yuan et al provide structure of the human BK channel at 3.0 A resolution and, thus, offer
new insights into the structure of this channel (675). In contrast to ROMK channels, BK
channels have a low open probability. However, the single channel conductance of the BK
channel is significantly higher compared to ROMK (approximately 250 versus 30-35 pS).
Moreover, under certain conditions BK activity is increased. For instance, a high K* diet and
high flow both stimulate BK channels.

Furthermore, recent data obtained with genetic manipulations of BK a-, B1- and p4-subunits
revealed a role of BK channels in hypertension (195). For instance, recent experiments
utilizing mice lacking the B1-subunit of the BK channel demonstrated that Kcrnmb1™~ mice
(60) are beset with aldosteronism that is exacerbated with a high K* diet. The authors
suggest that elevated aldosterone concentration is due to an adrenal gland that is
hypersensitive to an elevated plasma K* concentration, which is explained by reduction in
BK-mediated K* secretion in the CNT (193, 195). The study by Fernandez-Fernandez et al
(152) provides an evidence of that a gain-of-function BK channel g1-subunit variant
(G352A) exerts a protective effect against diastolic hypertension in humans. Knock out of
B4-subunit, which is localized in intercalated cells, also exhibits deficient K* excretion, fluid
retention and mild hypertension (218). Deletion of the pore-forming BK channel a-subunit
leads to a significant blood pressure elevation resulting from accompanied
hyperaldosteronism (448, 479). Rieg et al. suggested that upregulation of ROMK may
compensate for the absence of functional BK channels (448). Thus, the loss of the BK
channel subunits leads to an increase in vascular tone and hypertension. However, the BK
channels in the CCD and CNT might only partially mediate this effect. Tissue specific
knock out of BK subunits in the CCD should provide better details about involvement of BK
channels in this nephron segment and its role in development of hypertension.

C. Other K* channels expressed in the CCD and CNT—In addition to ROMK and
BK channels, it was shown that CCD and CNT express other potassium channels. However,
their physiological role in these nephron segments is still unclear. For instance, a two-pore
domain K* channel (KCNK1; also called TWIK) is expressed in the apical membrane of
connecting tubule cells and principal cells (101, 386). RT-PCR analysis revealed that
KCNK1 is expressed in cortical TAL, CNT, and CCD (399). In the collecting duct,
immunofluorescence was intracellular or confined to the apical membrane and restricted to
intercalated cells, i.e., in cells lacking AQP2, as shown by double immunofluorescence
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(101). KCNK?1 deficient mice presented impaired regulation of phosphate transport in the
proximal tubule and water transport in the medullary collecting duct (386). Moreover, the
voltage gated K* ether-a-go-go-related gene (ERG) channel was identified in the apical
membranes of the CNT (87). ERG K™ channels belong to the superfamily of voltage-gated
K* channels (Kv) and the best-known function of these channels is their contribution to the
repolarization of the heart action potential (129). Function of ERG channels in the kidney is
also unclear.

KCNQ1, also known as Kv7.1 and KvLQT1, is the pore-forming a-subunit of a delayed
rectifier voltage-gated K* channel. KCNQL is able to associate with regulatory KCNE p-
subunits, resulting in channel complexes with different electrical and pharmacological
properties. This channel was also shown in the CNT and CCD (99, 681). Similar to ENaC,
KCNQ1 K* channel is shown to be regulated by Nedd4-2 via internalization from the
plasma membrane and subsequent degradation (250), this effect being mediated by AMP-
activated protein kinase (14). Moreover, SGK1-3 stimulate the KCNE1/KCNQ1 channel
(136, 306). KCNQZ1 surface expression is also regulated by signaling cascades involving
protein kinase C and phosphoinositide 3-kinase (17). Thus, this channel displays similar
upstream effectors as ENaC and ROMK channels.

K* channels in the basolateral membrane of mouse CCD principal cells were identified with
patch-clamp technique, RT-PCR, and immunohistochemistry (303). In cell-attached patches,
three K* channels with conductances of ~75, 40, and 20 pS were observed, but the K*
channel with intermediate conductance (40 pS) was predominant (303). It was proposed that
Kir4.1/Kir5.1 channel is a major component of the K* conductance in the basolateral
membrane of mouse CCD principal cells (303). An inward rectifier K* channel at the
basolateral membrane of the mouse DCT also revealed similarities with Kir4-Kir5.1
channels (339). Kir4.1 (KCJN10) subunits form homotetrameric channels or co-assemble
with Kir5.1 (KCNJ16) in heterotetramers with distinct physiological properties (211, 212,
578). Kir4.1 localizes to the basolateral membranes of epithelia of the DCT, CNT, and ICT
(246). Two recent publications idenitified Kir4.1 as a channel playing an essential role in
renal electrolyte homeostasis (53, 492). They demonstrate that mutations in KCNJ10, gene
encoding Kir4.1, result in seizures, sensorineural deafness, ataxia, mental retardation, and
electrolyte imbalance (SeSAME)/epilepsy, ataxia, sensorineural deafness, and renal
tubulopathy (EAST) syndrome, a complex disorder that includes salt wasting and
hypokalemic alkalosis. Mutations detected in patients render the mutant channels less active
or even inactive. Renal symptoms include hypokalemia, metabolic alkalosis and
hypomagnesemia with hypocalciuria (53, 492). These findings reveal an importance of this
basolateral potassium channel. Interestingly, disruption in mice of Kcnj16, encoding Kir5.1,
induces a severe renal phenotype that, apart from hypokalemia, is the opposite of the
phenotype seen in SeSSAME/EAST syndrome (412).

D. Mechanisms of regulation of potassium transport

1. Effects of diets on potassium transport: As briefly discussed above, the potassium
homeostasis system is tightly regulated. Recent review by Youn and McDonough highlights
progress in understanding the individual components of the K* homeostasis system in the
kidney and interaction among these components (673). When dietary K* intake is changed,
the kidneys respond by appropriate increase or decrease of K* excretion (612, 673). Similar
to sodium reabsorbtion, fine tuning of potassium excretion is also mediated by ASDN, and
especially by the CNT and CCD. It is well established that high K* intake increases K*
secretion and low K* intake suppresses K* secretion in principal cells. The main mechanism
by which high K* intake enhances potassium secretion is the increase of the number of
functional ROMK channels in the apical plasma membrane (403, 612). Recent studies by
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Wade et al utilizing new ROMK antibodies confirmed that high K* diet causes a large
increase in apical expression of ROMK in late DCT, CNT and CCD (601). High potassium
diet induces increase in ROMK surface expression by both stimulating the trafficking of
ROMK channels to the apical membrane and suppressing the endocytosis of channels from
the plasma membrane. There are several mechanisms proposed explaining how high
potassium intake stimulates ROMK channels. For example, autosomal recessive
hypercholesterolemia (ARH) adaptor protein, WNK, SGK, Src-family and P13-kinases
change the number of ROMK channels in the plasma membrane (95, 98, 143, 323, 672, 676,
677). More recently it was reported that microRNA (miR-802) mediated the stimulatory
effect of high K* diet on ROMK channels activity by suppressing caveolin-1 expression,
which leads to increased surface expression of ROMK channels (324). Moreover,
consumption of a high potassium diet for several days enhances flow (165, 218, 448) which,
in turn, activates BK channels (329, 629, 646). Thus, multiple mechanisms are involved in
regulation of potassium secretion by a diet. However, some details of these mechanisms, as
well as involvement of other pathways, are still uncovered.

2. Flow-mediated potassium transport: The flow rate of tubular fluid was suggested as
one of several factors, which may influence potassium secretion, more than forty years ago.
Early micropuncture studies by Kunau et al demonstrated that, as the flow rate of distal
tubular fluid was increased by acute infusion of either an isotonic saline-bicarbonate or a
hypertonic mannitol solution, there was an associated increase in distal tubular potassium
secretion (299). While basal K* secretion is mostly controled by ROMK channels, flow-
induced K* secretion is mediated by BK channels (646). Both BK a- and B1-subunit
knockout mice do not exhibit flow-induced K* secretion (194, 448). Interestingly, flow also
increases ENaC activity (10, 84, 86, 265, 391, 477, 581). Thus, flow upregulates both
sodium absorption and potassium secretion in these segments.

Flow-mediated activation of potassium secretion via BK channels requires an elevation of
intracellular calcium [Ca2*];. Ca2* binding by BK channels is essential for activation of this
channel since Ca2* shifts the voltage-dependent gating of the BK channels to allow
activation within the physiological range of membrane potentials (60, 75). Stimulus-induced
increases in [Ca%*]; are mediated by Ca?* influx mainly through plasma membrane Ca%*
channels and/or release from intracellular stores. The flow-induced increase in [Ca2*]; in the
microperfused rabbit CCD appears to be, at least in part, due to both mobilization of internal
stores and external Ca2* influx (330). Prevention of the flow-induced [Ca2*]; transient by
pretreatment of cells with BAPTA-AM to chelate intracellular Ca2* or thapsigargin or 2-
APB to inhibit internal Ca2* store release abolished flow-stimulated K secretion (328).
Thus, BK channel-mediated, flow-stimulated K* secretion requires an increase in [Ca2*];
due to luminal Ca%* entry and Ca2* release from the endoplasmic reticulum. The identity of
the apical Ca* entry pathway remains to be defined. Among the candidates that might
mediate this increase of [Ca%*]; are several TRP channels, including TRPV4, TRPC3,
TRPC6, and TRPP2. For instance, the TRPV4 is a mechanosensitive, swell-activated cation
channel that is abundant in the renal distal tubules (320, 364, 508, 648). As demonstrated by
Taniguchi et al 7RPV47~ mice reveal no flow dependence of net K* and Na* transports on
CCD (562). Although TRPV4 is a preferable candidate for flow-mediated increases in
[CaZ*]; required for activation of BK channels, other channels or channel complexes can be
involved in this process. For example, it was proposed that TRPP2 utilizes TRPV4 to form a
mechano- and thermosensitive molecular sensor in the cilium (295).

3. ENaC-independent K* secretion: In the CNT and the CCD, aldosterone, by increasing
both the activity and number of Na*/K* pumps, K* and Na* channels, leads to increased
capacity and efficiency of sodium reabsorption and K* secretion. The driving force for the
passive efflux of K* is generated largely by depolarization of the apical membrane resulting

Compr Physiol. Author manuscript; available in PMC 2013 April 01.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Staruschenko

Page 16

from the conductance of apical membrane Na* channels (165, 167). Under normal
conditions K* excretion is almost entirely dependent on Na* channel activity (165).
However, recent studies by Frindt and Palmer identified a new, ENaC-independent,
pathway. The authors demonstrated that under some conditions, an amiloride-insensitive
pathway can become a significant, and in some cases predominant, factor in K* elimination
(165). Thus, other renal mechanisms might be involved in the control of K* balance. The
authors proposed several candidate mechanisms, including reduced K* reabsorption by
farther proximal segments, involvement of intercalated cells, and basolateral Na* entry
through Na*/H* exchange (NHE) (165). Consistently with previous data, Muto et al.
revealed that basolateral NHE in the CCD plays an important role in maintaining potassium
secretion whilst diminished sodium supplies and BK channels contribute to potassium
secretion (377). Furthermore, recent studies by Frindt et al. defined that under combined
restriction of Na* and K*, rats on a low-Na, low-K diet for one week did not excrete more
Na* than those on a low-Na, control-K diet for the same period of time (166).

4. WNK kinasesregulate potassium transport: WNK (with no K = lysine) kinases are a
recently discovered family of serine/threonine protein kinases (652). Four WNK Kkinases are
expressed in the kidney: WNKZ1, kidney-specific short form of WNK1 (KS-WNK1),
WNK3, and WNK4; they are most abundant along the ASDN (219). KS-WNK1 and WNK1
converge in a pathway to regulate the ROMK since dietary potassium loading increases the
relative abundance of KS-WNK1 to L-WNK?1 transcript and protein in the kidney,
indicating that physiologic up-regulation of ROMK channel activity involves a WNK1
isoform switch and KS-WNK1-mediated release from WNKZ1 inhibition (600). Mutations in
the genes encoding two family members, WNK1 and WNK4, cause a chloride-dependent,
thiazide-sensitive inherited syndrome of hypertension and hyperkalemia (257, 548). WNKs
have been established as a key regulator of the balance between NaCl absorption and K*
secretion and are involved in modulating the apical activities of both ROMK and NCC (219,
257, 548, 616). WNKA4 inhibits the ROMK channel. This inhibition is independent of
WNK4 kinase activity and is mediated by clathrin-dependent endocytosis of ROMK; this
mechanism is distinct from those that characterize WNK4 inhibition of NCCT (257). Similar
to WNK4, WNK1 is able to suppress total current directly through ROMK by causing a
reduction in its surface expression by accelerating endocytosis (105). WNK1 and WNKA4
interact with endocytic scaffold protein intersectin and these interactions are crucial for
stimulation of endocytosis of ROMK1 by WNKSs (206). It was shown that ROMK directly
binds to the clathrin adaptor protein ARH, causing a rare inherited form of
hypercholesterolemia. ARH protein consecutively recruits ROMK to clathrin-coated pits for
constitutive and WNK1-stimuated endocytosis (143). P1 3-kinase activating hormones, such
as insulin and insulin growth factor IGF-1, phosphorylate WNK1 by Aktl and SGK1, and
this phosphorylation results in inhibition of ROMK by enhancing its endocytosis from the
apical plasma membrane (95). Moreover, recent studies demonstrate that WNK4 inhibits BK
activity by reducing BK protein at the membrane (683). Interestingly, inhibition of the BK
channel is not due to an increase in clathrin-mediated endocytosis of BK, but more likely is
due to enhancing its lysosomal degradation (683).

5. Other important signaling mechanisms mediating potassium transport in the CNT
and CCD: Aldosterone, dietary intake, flow stimulation and WNKs are only a part of
important factors regulating K*-transport in the CNT and CCD. In addition, regulation of
BK and ROMK channels by ANG 11 (254, 628), SGK (228, 306, 585), mitogen-activated
protein (MAP) (24, 317) and Src family receptor tyrosine kinases (623, 624), arachidonic
acid metabolites, such as 11,12-EET and prostaglandin E (PGE>) (253, 551), intracellular
and extracellular magnesium (467, 664) and other mechanisms were shown. Thus, we are
just beginning to elucidate the variety of physiological regulators that modulate the activities
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of K* channels. Moreover, the functional and molecular interactions between K* channels in
the CNT and CCD are still unclear. Several excellent reviews provide more details about
signaling mechanisms mediating potassium transport (195, 365, 376, 451, 612, 614, 616,
631, 632).

V. Acid-base handling in the CNT and CCD

Acid-base homeostasis is an important function of the kidney. When protons are produced
during a variety of metabolic reactions, they are eventually buffered by extracellular HCO3™.
As emphasized by Al-Awgati and Beauwens, the task of the kidney in regulating acid-base
balance is to regenerate the HCO3™ (6). This is accomplished by proton secretion into the
urine, which results in generation of new HCO3™. An additional task of the kidney is the
reabsorption of filtered HCO3™ and this is achieved by the same process, proton secretion
into the urine (6). The proximal tubule is the major segment responsible for reabsorption of
filtered bicarbonate (618). The NHE3 plays a prominent role in acid-base transport in the
proximal tubule (179), where metabolic acidosis acutely increases the kinetic activity of
NHE3 through direct pH effects and phosphorylation (368), while chronic acidosis increases
the number of NHE3 transporters (15, 179). However, the fine regulation of acid-base
transport and bicarbonate levels, particularly, also occurs in the CNT and the collecting duct.
In the CNT and the CCD, urinary acidification is mainly performed by the intercalated cells.

Efficient proton secretion also depends on the presence of phosphates and concomitant
excretion of ammonia (NH3) and positively charged ammonium (NH,4*). Approximately
60% of the generated HCO3™ is the product of net ammonium excretion. The collecting duct
participates in the final step of ammonia/ammonium excretion. In the collecting duct, the
major site of this excretion is the OMCD (151, 285, 603). However, during metabolic
acidosis, a strong increase in ammonia and ammonium transport is also found in the CNT,
CCD and IMCD (285, 603).

A. Intercalated cells specificity—The intercalated cells are subdivided into three
subtypes of cells (type A, type B and non-A, non-B cell types) that differ functionally and
morphologically (6, 64, 274, 603, 604). Sometimes type B and non-A, non-B cell types are
referenced as non-type A intercalated cells. The classic view of acid base handling is that
type A intercalated cells secrete protons whereas non-type A intercalated cells are
responsible for bicarbonate excretion. Type A intercalated cells secrete H* into the urine via
a V-type H*-ATPase in the apical plasma membrane and transport HCO3™~ in exchange for
CI~ via basolateral CI7/HCO3~ exchangers including the AE1 anion exchanger. Type B
intercalated cells exhibit an inverse functional polarity to that of type A intercalated cells
(66). Protons are transported into interstitium across the basolateral plasma membrane via
the H*-ATPase, while HCO3™ is secreted into the lumen by an apical CI/HCO3~ exchanger.
Thus, intercalated cells excrete or reabsorb net H* equivalents depending on whether the
H*-ATPase is expressed on the apical or basolateral membranes. Bicarbonate is produced
from CO, and H,0 catalyzed by carbonic anhydrase 11 (603). A third type of intercalated
cells (non-A, non-B) co-express CI7/HCO3~ exchangers such as pendrin and H*-ATPase in
the apical plasma membrane. The function of this type is yet to be identified. Fig. 10
illustrates these types of intercalated cells and demonstrates major transport proteins
involved in acid-base homeostasis in type A, type B and non-A, non-B cell types. Type A
intercalated cells are dispersed from the late DCT to the IMCD. Non-type A cells are mostly
expressed in the late DCT and CNT and less in the CCD. As described recently by Wagner
et al the relative abundance of type A and non-type A intercalated cells may be tightly
regulated (603).
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B. H-ATPases—The vacuolar H*-ATPase (V-ATPase) is a key player in acidification of
intracellular organelles and regulation of extracellular pH (61). The V-ATPase is best known
for its role in acidifying various intracellular organelles e.g. endosomes, lysosomes, trans-
Golgi network. However, the V-ATPase is also expressed in the plasma membranes of
several specialized cells that are involved in extracellular pH regulation, such as intercalated
cells (68, 180). The V-ATPase is also expressed at the cell surface and in intracellular
membranes of other cell types in the nephron (67). For instance, role of the V-ATPase in
regulation of bicarbonate reabsorption in the proximal tubule is shown (68, 180).

V-ATPases are composed of at least 14 different subunits that are organized into an ATP-
hydrolytic domain (V1) and a proton-translocation domain (V) that work together as a
rotary machine (162). Most subunits occur in different isoforms that may be specific for
different species, organs, cell types, or subcellular organelles (603). The V, domain of the
V-ATPase contains transmembrane-spanning subunits. The V4 domain subunits have no
transmembrane domains but are anchored to the membrane via interaction with components
of the VV, domain (68). The precise arrangement of many of the subunits in relation to one
another is not entirely clear and several slightly different schemes are proposed (68, 162,
474, 635). Fig. 11 demonstrates a schematic representation of the V-ATPse structure. In
brief, the V4 domain is composed of eight cytosolic subunits (some of these domains are
present in multiple copies) whereas the transmembrane VV, domain contains six subunits.
The V1 domain is a peripheral complex of 650 kDa responsible for ATP hydrolysis. The Vg
domain is a membrane-embedded complex of 260 kDa that is involved in proton
translocation across the membrane (162). The V-ATPases operate by a rotary mechanism
(241), and ATP hydrolysis is required for rotation (162). The conversion between ATP, and
ADP and phosphate, plays a key role in the regulation of VV-ATPase.

Many morphological and functional studies (33, 410, 476, 498, 499, 667) showed that
intercalated cells respond to acidosis or alkalosis by the regulation of V-ATPase molecules
trafficking between intracellular compartment and cell surface (68). Acidosis results in V-
ATPase accumulation in the apical plasma membrane of intercalated cells. In contrast,
alkalosis causes recycling of V-ATPases into sub-apical vesicles (68, 465). Similarly, anion
exchanger AE1 expression is elevated in metabolic acidosis and substantially reduced in
metabolic alkalosis (465). Therefore, acute metabolic acidosis produces changes consistent
with increased activity of type A intercalated cells and decreased activity of non-type A
intercalated cells, whereas acute metabolic alkalosis produces changes corresponding to
increased activity of non-type A and decreased activity of type A intercalated cells (465).

The functional importance of the V-ATPase in humans was revealed in patients harboring
mutations of B1- and a4-subunits. Mutations in A7P6B1, encoding the B1-subunit of the V,
domain of V-ATPase complex, cause distal renal tubular acidosis, a condition characterized
by impaired renal acid secretion resulting in metabolic acidosis, i.e. increased concentration
of hydrogen ions in the blood (262, 514). Similarly, defects in the a4-subunit gene
ATP6VOA4 of the V, transmembrane pore complex cause autosomal recessive distal renal
tubular acidosis (261, 544). Impairment of net proton secretion by collecting duct
intercalated cells was proposed to be the leading cause of the disease. However, the exact
mechanisms by which these mutations cause inhibition of the V-ATPase are still unknown
(61).

C. CI7/HCO3~ exchangers—Several anion exchangers including members of the SLC4
and SLC26 transporter families are expressed in the collecting duct (124, 373, 454).
However, the role of most of these transporters in the collecting duct is not known yet. Of
this variety of transporters, AE1 and pendrin are the two mostly studied ones. The functions
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of AE1 and pendrin are also highlighted by genetic disorders in humans caused by mutations
in these transporters.

The human SLC26 gene family consists of at least 11 members, with SLC26A10 likely
being a pseudogene (124). Members of this family encode anion exchangers capable of
transporting a wide variety of monovalent and divalent anions, including chloride, sulfate,
iodide, formate, oxalate, hydroxyl ion and bicarbonate (124, 373, 521). The first identified
and cloned member of the SLC26 family was a Na*-independent SO,2~ transporter
SLC26A1 (49). The SLC26 transporters are large proteins comprised of 700-1000 amino
acids, and the individual family members have 21-43 amino acid identity (124). Fig. 12A
and 12B respectively demonstrate predicted topology of anion exchanger AE1 (SLC4A1)
and pendrin (SLC26A4), two of the best studied members of this family, which is involved
in regulation of acid-base transport in the CNT and CCD.

Pendrin is an apical anion exchanger found in type B and non-A, non-B intercalated cells
that is involved in bicarbonate secretion (461, 608). Perfused CCD tubules isolated from
alkali-loaded SLC26A4~~ mice failed to secrete bicarbonate (461). Moreover, CI~
absorption was not observed in the CCD isolated from SLC26A4~/~ mice. After moderate
NaCl restriction, urinary volume and CI~ excretion were increased in pendrin knockout mice
(609). These studies reveal that pendrin is critical for the maintenance of acid-base balance
and in the renal conservation of CI~ and water during NaCl restriction (609). In the mouse
kidney, pendrin-positive non-A, non-B cells are prevalent in the CNT, and pendrin-positive
type B cells are prevalent in the CCD (274). In addition to the CNT and CCD, lower levels
of pendrin mMRNA are detected in the proximal tubule (520). Mutations in SLC26A4 are
linked to Pendred syndrome, which is associated with deafness and goiter (108, 501).
However, the physiological significance of pendrin in the human kidney is not obvious since
affected individuals have no known acid-base or fluid and electrolyte abnormalities (89).

Recent studies on isolated CCD provided a novel role for Na*-driven CI7/HCO3™ exchanger
(NDCBE/SLC4A8) in mediating Na* reabsorption in the CCD and suggest a role for this
transporter in the regulation of fluid homeostasis in mice. The authors proposed that the
parallel action of the NDCBE and the Na*-independent CI7/HCO3~ exchanger pendrin
accounted for the electroneutral thiazide-sensitive sodium and chloride reabsorption (315).

AE1 belongs to the SLC4 family of bicarbonate transporters. As noted above, AE1 is
expressed at the basolateral plasma membrane and its presence characterizes type-A
intercalated cells (see Fig. 12A). AE1 secretes newly generated bicarbonate into the
interstitium by exchanging bicarbonate for extracellular chloride. Similar to pendrin, AE1
mediates 1:1 electroneutral exchange of CI~ and HCO3™. It was proposed that AE1 is a
dimer or tetramer in the membrane (8). Current topographical model of the AE1 monomer is
shown in Fig. 12A.

Mutations in the CI7/HCO3~ AEL exchanger are associated with dominantly inherited renal
tubular acidosis (69, 263, 464, 500). Primary distal renal tubular acidosis is characterized by
reduced ability to acidify urine, variable hyperchloremic hypokalemic metabolic acidosis,
nephrocalcinosis, and nephrolithiasis (263). However, while mutations in CI/HCO3~ AE1
exchanger cause autosomal dominant distal renal tubular acidosis, defects in this gene are
not responsible for the recessive disease (263).

D. H*,K*-ATPase—In addition to V-type H-ATPase, H*,K*-ATPase also contributes to
luminal acidification and HCO5™ transport in the collecting duct (199, 510, 511). H* K*-
ATPase is known to be localized to the apical membrane of intercalated cells. H* K*-
ATPases are composed of a catalytic a-subunit (110 kDa) and regulatory -subunit (~35
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kDa). The catalytic a-subunit is homologous to the other ion-motive P-type ATPases, such
as the Na*,K*-ATPase and the sarcoplasmic reticulum Ca2*-ATPase (SERCA) (71). At least
two H*,K*-ATPase a-subunits are expressed in the collecting duct: HKa; and HKa., (346).
The H*,K*-ATPase a-subunits have primary structures very similar to the Na*,K*-ATPase
a-subunits (>60% identity), and electron microscopy and structural analysis support that
they share similar three dimensional structures (1, 2). Both the gastric (HK1) and colonic
(HKq2) H* K*-ATPases have been identified in the kidney and are known to be highly
regulated in response to acid-base and electrolyte disturbances (102). The catalytic subunit
HK 1 appears to be restricted to the gastric parietal cells and the renal collecting duct. The
nongastric colonic (HKy5) H*,K*-ATPase has a much wider tissue distribution. HK ,»
mRNA and protein are expressed at low levels in the renal medulla but abundantly in the
distal colon (110, 128). HK,; and HK» H*,K*-ATPases are distinct pharmacologically.
For instance, the HK,; H*,K*-ATPase is inhibited by Sch-28080 (337), but the HK,»

H* K*-ATPase is inhibited by ouabain (a classic inhibitor of the Na*™-pump) and is
completely insensitive to Sch-28080 (102).

H* K*-ATPase mRNA and protein expression are increased with dietary K* depletion (5,
128, 199, 358, 382). Moreover, intercalated cells from the NaCl-restricted rats have an
increased rate of H*/K* exchange compared to controls (509). Lynch et al. using mice
lacking expression of HKa 1, HKay, or both H,K*-ATPases (HKa ) demonstrated that
HKa; and HKa, contribute to H* secretion in both A-type and B-type intercalated cells in
animals fed a normal diet (346). Recent studies from the same laboratory revealed that
deoxycorticosterone pivalate (DOCP)-treated HKal,z"‘ mice exhibit a lower level of
HCO3™ in blood and less Na* and K* retention than either wild type or HKa; ™/~ mice (191).
Thus, H*,K*-ATPases play an important role in the effects of mineralocorticoids on acid-
base and Na*/K* balance. It was also recently shown that CNT and CCD isolated from
tissue kallikrein deficient mice exhibit net transepithelial K* absorption because of an
abnormal activation of the HK,» H*,K*-ATPase in intercalated cells. In CCD isolated from
tissue kallikrein deficient mice and microperfused /n vitro, the addition of tissue kallikrein to
the perfusate caused a 70% inhibition of H*,K*-ATPase activity (134). The upregulation of
the HKaq H"-K*-ATPase in the kidneys of NHE-3 knock-out mice also suggests that this
H*-K*-ATPase contributes to the enhanced compensatory response in NHE-3-deficient
animals (381). Thus, the collecting duct of the nephron is the primary renal location for the
H* K*-ATPases and these transporters play an important role in maintaining of K* and acid-
base homeostasis in the kidney.

E. Regulation of acid base homeostasis in the CNT and CCD—AIldosterone may
indirectly stimulate proton secretion by enhancing Na* reabsorption in the CNT and CCD
via upregulation of ENaC activity, thus increasing the lumen negative voltage potential.
Similarly, K* depletion in response to mineralocorticoids stimulation may result in increased
H* secretion. Wagner and colleagues used several genetic mouse models to identify the
exact region where ENaC-mediated electrogenic Na* reabsorption promotes proton
secretion by creating a more lumen-negative voltage (297). In mice with a kidney-specific
inactivation of a-subunit of ENaC in the CD, but not in the CNT, furosemide induced
normal H*-ATPases-mediated urinary acidification. Loss of ENaC channels in the CD does
not affect this acidification. Thus, the authors concluded that functional expression of ENaC
channels in the CNT is sufficient for furosemide-stimulated urinary acidification and
identifies the CNT as a major segment in electrogenic urinary acidification (297).

Moreover, aldosterone directly stimulates H* secretion in the CNT and collecting duct by
increasing the activity of the H*-ATPases and CI7/HCO3~ exchangers. For instance, the
acidification defect in a model of selective aldosterone deficiency with hyperkalemia and
hyperchloremic metabolic acidosis appears to be at least partially a result of an impaired
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transfer from the loop of Henle to collecting duct and reduction in the rate of H* secretion
by the collecting duct (127). Similarly aldosterone increases H* secretion in the CNT and
the CCD in adrenalectomized rabbits by increasing the activity of H*-ATPase in these
segments (172). Interestingly, non-genomic effect of aldosterone on the V-ATPase was also
shown. Short-term (15 min) application of aldosterone increases V-ATPase activity 2- to 3-
fold. Neither inhibition of mineralocorticoid receptors nor of transcription and protein
synthesis prevented aldosterone-induced stimulation of the V-ATPase (645).

F. A role of acidosis in regulation of other channels expressed in the CNT and
CCD—The metabolic acidosis that results from the renal tubular acidosis may be caused by
insufficient secretion of H* ions by intercalated cells. During the metabolic acidosis the
urinary pH becomes acidic to compensate for the decreased systemic pH (356). Acid-base
abnormalities have significant effects on potassium transport in the CNT and the CCD.
Metabolic acidosis increases extracellular K* concentration, whereas metabolic alkalosis
decreases extracellular fluid K* concentration. Wang et al. demonstrated two decades ago
that changes in intracellular pH could be a signal for cells to regulate K* secretion and this
effect is mediated by both Na*/K* pump and the apical K* channels (617). Changing bath
pH facing cytoplasmic side of inside-out patches from 7.4 to 6.9 reversibly reduced channel
open probability of K* channels at the apical plasma membrane of the CCD (615). Schlatter
et al confirmed that cellular acidification in rat CCD principal cells down-regulates K*
conductances and thus reduces K* secretion by direct inhibition of K* channel activity
(489).

Moreover, several lines of evidence indicate that transient receptor potential vanilloid 5
(TRPVS5) channel, constituting the apical entry gate in the CNT, is sensitive to pH. It was
shown that acid-based homeostasis affects renal Ca2* handling as reflected by altered Ca2*
excretion in the kidneys during chronic acidosis or alkalosis (305, 392). Intra- and
extracellular pH directly regulate the activity of TRPV5. Acidification inhibited, whereas
alkalinization stimulated, TRPV5 activity. These effects are likely mediated by
conformational changes of the channel pore helix (113, 595, 668-670). Upon extracellular
alkalinization, a pool of TRPV5-containing vesicles is recruited to the cell surface and this
recruitment is accompanied by increased TRPVS5 activity. Conversely, upon subsequent
extracellular acidification, vesicles are retrieved from the plasma membrane, simultaneously
resulting in decreased TRPVS5 activity (305). Furthermore, it was reported that polycystin-2,
the product of the human PKD2 gene (member of TRPP family of ion channels) can be
regulated by pH (188).

VI. Vasopressin-regulated water and urea transport in the CNT and CCD

Water reabsorption in the collecting duct is the key event for maintenance of body water
balance. The production of the concentrated urine requires high water permeability in that
nephron segment, allowing for the osmotically driven movement of water from the lumen to
the interstitium (149). Though the CCD is normally relatively impermeable to water, it
becomes highly permeable in the presence of the ADH, also known as arginine vasopressin
(AVP). The physiological action of vasopressin in collecting duct has always been one of
the most studied processes in the kidney. As shown in pioneering perfusion studies in
isolated collecting ducts, addition of vasopressin caused reversible trafficking of AQP2
water channel from the intracellular pool to the apical membrane, and this process occurred
in association with a fivefold increase in water permeability (387). Briefly, vasopressin
increases the water reabsorption by binding to the basolateral V5 receptor (V3R). This
binding results in activation of adenylate cyclase (AC) by the V,R-coupled a-subunit of Gg
heteromeric G protein. This transiently increases intracellular cAMP levels and leads to
activation of multiple mechanisms, including but not limited to activation of PKA and
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subsequent phosphorylation of AQP2. Thus, VoR-mediated signaling stimulates insertion of
AQP2 channels into the apical plasma membrane and regulates AQP2 gene expression
(389). Moreover, in addition to its direct regulation of water transport, AVP also regulates in
the collecting duct sodium and urea transport via ENaC and UT-AL transporter, respectively
(471, 541, 619).

In humans and animals, dietary protein intake highly exceeds that necessary for the support
of anabolic processes. Thus, surplus generated urea needs to be excreted. The process of
urea accumulation is mostly dependent on facilitated urea transport across the epithelium of
the IMCD (149, 286). This urea transport process and its regulation have been reviewed
extensively (149, 150, 286, 470, 472) and recent updates are discussed in the corresponding
overview article (151).

Interestingly, one of the major differences between the CNT and the CCD tubule segments
is the lower CNT water permeability. In early CNT the luminal solution is hypotonic, with a
K* concentration less than that of plasma. It is predicted that osmotic equilibration requires
the whole length of CNT, to end with a nearly isotonic fluid, whose K* concentration is
several fold greater than plasma (630).

A. Water transport in the CNT and CCD (aquaporins)—Eight types of aquaporin
proteins are localized to various segments of the renal tubule of the kidney (186). Knocking
out genes and identification of mutations in these proteins relevant for the development of
various diseases provided important information on the role of AQPs in normal and
pathological physiology (56, 395). AQP2 in the apical and combination of AQP3 and AQP4
in the basolateral membranes, respectively, are responsible for water transport in the
collecting duct. AQP2 is abundantly expressed in the cells of all segments beyond the DCT,
including connecting tubule cells, principal cells of the CCD and OMCD, and IMCD cells
(149). Apart from the apical plasma membrane, AQP2 is found in the intracellular vesicles
and in the basolateral plasma membrane (especially in the IMCD) (149, 389). AQP3 and 4
are localized to the basolateral membrane of principal cells and are absent in intercalated
cells (131, 242). AQP4 is localized mostly to the basolateral plasma membrane of the
OMCD and is more abundant in the IMCD cells than AQP3. Apparently, expression profiles
of water channels in the kidney collecting duct are interconnected. For example, AQP4 and
AQP2 are virtually absent from the CNT and CCD in AQP3 null mice (276).

One of interesting features of AQP3 is that this channel is not only permeable to water but
also efficiently functions as a glycerol transporter (149). Yang and Verkman determined
single channel permeabilities for AQP1-AQP5 channels. Surprisingly, they reported that
significant glycerol permeability was found only for AQP3 (349, 661). Thus, AQP3 is an
aquaglyceroporin protein as several other transport proteins (204, 433, 679).

cDNA for AQP2 was isolated from the collecting duct almost two decades ago (170). Since
then, significant progress in understanding of mechanisms regulating AQP2 was made.
AQP2 is expressed at the plasma membrane as a homotetramer and each subunit participates
in forming the pore. Structurally, AQPs have six transmembrane domains with the NH,- and
COOH-termini exposed to the cytoplasm (243) (see Fig. 13A). The activated V3R induces
an increase of intracellular cAMP levels, which leads to activation of PKA and to
phosphorylation of AQP2 channels (171, 269, 369, 450) (Fig. 13B). Protein phosphorylation
and dephosphorylation are common dynamic posttranslational processes often involved in
regulation of protein function and cellular distribution (369). The role of phosphorylation
and dephosphorylation in the regulation of AQP2 has been a major focus of several studies
and likely it is a key event in the modulation of AQP2 (369, 370, 559, 651). It appears that
AQP2 phosphorylation by PKA is one of the main signals triggering AQP2 exocytosis.
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Phosphorylation of at least three of four monomers of the AQP2 tetramer is sufficient to
redistribute AQP2 homotetramers from the storage vesicles to the apical membrane,
rendering this membrane permeable to water (260, 450, 485, 586).

In addition to phosphorylation status, vasopressin-modulated AQP2 trafficking and
expression can be modulated by several hormones. For instance, some of these hormones,
such as ATP/UTP, dopamine and endothelin, are shown to counteract the action of
vasopressin by reducing the expression of AQP2 at the apical plasma membrane (57, 280,
290, 319, 379). In contrast, ANG Il enhanced vasopressin-modulated AQP?2 trafficking and
expression (316).

B. Pathologies associated with water transport impairments—The majority of the
X-linked and most prominent form of congenital nephrogenic diabetes insipidus (NDI) is
caused by loss-of-function mutations in the AVPR2gene, encoding the V,R (336). Over

180 AVPRZgene mutations have been described so far, of which many result in severe
interference with receptor signaling, thus making the principal cells of the CCD insensitive
to AVP. However, the molecular mechanism underlying this insensitivity differs among
mutants (450).

There are, however, as many as 10% of cases of congenital NDI which are related to
mutations in the AQP2gene. As a result of NDI, the kidney loses its ability to concentrate
urine, which may lead to severe dehydration and electrolyte imbalance. In contrast to the X-
linked disease, the NDI caused by water channel mutations can be autosomal recessive or
dominant (494). In contrast to the rare hereditary causes of NDI, acquired NDI is quite
common. Many mutations in the AQPZgene responsible for both autosomal recessive and
dominant NDI have been identified so far (115, 308, 450). Most mutations in autosomal
recessive NDI are found between the first and the last transmembrane domain (450) since
this segment forms the AQP2 water pore (375, 485). The complete AQP2 knock-out mice
developed recessive NDI and died postnatally (453). Transgenic mice expressing AQP2
selectively in the CNT but lacking AQP2 expression in the collecting duct were viable to
adulthood, although demonstrated some abnormalities (453). Thus, AQP2 in CNT is
sufficient for postnatal survival and AQP2 in collecting duct is essential for the regulation of
body water balance and cannot be compensated by other mechanisms. This is most
prominent taking into consideration that several generated mutant AQP2 knock-in mice
showed a severely impaired urine-concentrating ability or failed to thrive and died within a
couple of weeks after the birth (332, 360, 505, 519, 660, 662). Interestingly, it was recently
demonstrated using mice lacking a-ENaC in the CD, that the absence of functional ENaC in
the CD protects mice from lithium-induced NDI. Thus, the authors hypothesize that ENaC-
mediated lithium entry into the CD principal cells contributes to the pathogenesis of lithium-
induced NDI (97).

Moreover, AQP2 has a critical role in other pathologies associated with such water balance
disorders as congestive heart failure (CHF) (345, 654). Water retention and hyponatremia
are common and clinically important complications of CHF (390, 395, 493). The increase in
AQP2 expression and enhanced plasma membrane targeting provide an explanation for the
development of water retention and hyponatremia in severe CHF (390). These results
indicate a major role for vasopressin-mediated upregulation of AQP2 water channels and
water retention in CHF (390, 654).

homeostasis in the CNT and CCD

Calcium (Ca%*) is the most abundant cation in the human body wherein the largest reservoir
for Ca2* is the bone (107). Under normal conditions, extracellular fluid calcium
concentration in the kidney remains tightly controlled, but when it decreases the bone acts as
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a large reservoir and source of calcium. Though intracellular divalent cation concentration is
low, calcium and magnesium ions play a fundamental role in many cellular processes. It is
essential to maintain plasma Ca2* and Mg2* concentrations within a tight physiological
range. The cytosolic free Ca2* concentration is strictly controlled in the CNT and CCD cells
as well as in other nephron segments and cell types. Active Mg2* transport is confined to the
DCT, whereas active Ca* reabsorption mainly occurs along the late DCT and CNT
segments of the nephron (47). Magnesium homeostasis and pathophysiology of renal
diseases connected to disturbances in this transport are covered by other insightful review
articles (121, 154, 178, 434).

Calcium reabsorption in the DCT and CNT takes place against its chemical gradient,
indicating that the transport is active (215, 441). In general, Transient Receptor Potential
(TRP) channels mediate calcium influx across the apical plasma membrane. Intracellular
carrier protein calbindin-Dogk sequesters CaZ* that is entering the cell through TRP
channels, and the complex which is formed then diffuses towards the basolateral membrane
where transporter proteins, such as Na*/Ca2* exchanger (NCX1) and the plasma membrane
ATPase type 1b (PMCAL1b) extrude Ca?* from the epithelial cells (47, 215). This active
transcellular transport is regulated by an array of events, and mediated by hormones,
including 1,25-dihydroxyvitamin D3, parathyroid hormone (PTH), and estrogen (58).

A. Transient Receptor Potential (TRP) superfamily—TRP superfamily consists of
various cation-permeable channels involved in ion homeostasis and/or signal transduction
(121, 215, 647, 649). TRP channels have been identified and are grouped into six
subfamilies on the basis of amino acid sequence homology: TRPC (canonical), TRPM
(melastatin), TRPV (vanilloid), TRPA (ankyrin), TRPML (mucolipin), and TRPP (or PKD)
(polycystin) (100, 649). Many TRP channels are expressed in the kidney along different
parts of nephron including the CNT and CCD. Table 1 summarizes members of this
superfamily identified in the CNT and CCD and briefly highlights their functions in these
segments.

The TRP channel family members share similar channel structure. Fig. 14A provides an
example of TRP channel structure using the example of the TRPC channels. Typically, these
channels contain six transmembrane domains, intracellular NH,- and COOH-terminal tails
and a predicted pore region between transmembrane domains 5 and 6. TRP channels are
mostly permeable for calcium. However, these channels are not only selective for Ca2* and
could under certain conditions conduct Na* and K* ions. Both NH»- and COOH-termini
contain a variety of important domains, such as ankyrin binding, caveolin binding, coiled-
coil, PDZ domains, as well as binding and phosphorylation sites, which interact with adaptor
proteins and enzymes to modulate channel’s activity (121, 132, 176, 647). However, some
of the TRP channels structurally deviate from this model. For instance, polycystin-1 (PKD1;
also known as TRPP1) is a large membrane protein with a long, modular extracellular NH,-
terminal component capable of protein-protein interactions, 11 transmembrane domains, and
a short intracellular COOH-terminal domain (231) (Fig. 14B). However, since PKD1 and
related proteins show very limited sequence similarity with TRP channels, many researchers
do not consider these proteins to be members of the TRP superfamily.

TRP channels require the assembly of four subunits to form a common central pore. Most
mammalian TRP channels function as homomers. However, TRP channel subunits may
assemble into heteromeric tetramers. Heteromeric channel assembly may give rise to
additional diversity of resulting cation conductances in terms of the regulatory and
biophysical properties (483, 534). Several protein—protein interactions have been reported
previously among TRP channels in the kidney, most of them are known to occur between
members of the same group. For instance, TRPP1 and TRPP2 assemble into a polycystin
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complex (175, 176, 201, 385). Moreover, polycystins interact with TRP channel subunits
TRPCL1 and TRPV4 (295, 575). It was shown that TRPP2 and TRPV4 form a mechanical
and thermal sensor in cilia and it was suggested that TRPV4 is the mechanically sensitive
component of the complex (295). The TRPP2/TRPC1 heteromeric channel is activated in
response to G protein-coupled receptor (GPCR) activation and shows a pattern of single-
channel conductance, amiloride sensitivity and ion permeability distinct from that of TRPP2
or TRPC1 alone (25). In the TRPV family, TRPV5 and TRPV6 combine into
heterotetramers with properties that are distinct from homomeric channels (217). However,
most of these studies were performed in heterologous expression systems and the precise
molecular organization of TRP channels within native epithelia remains to be clarified.

Discovery of the TRP family and consequent identification and characterization of the
proteins mediating Ca2* transport in the kidney greatly increased our understanding of the
molecular and cellular processes involved in Ca?* and Mg2* homeostasis. The readers may
refer to previous excellent reviews that describe properties and physiological and
pathophysiological mechanisms mediating TRP channels in the kidney (3, 47, 58, 121, 576,
647).

B. TRPC channels—TRPC channels form Ca2*-permeable cation channels and there is
currently no doubt about their involvement in Ca2* influx in various regions of the kidney. It
is also becoming evident that TRPC channels are important players in the pathogenesis of
renal and cardiovascular diseases (3, 279, 622, 647). For instance, several mutations
associated with FSGS were identified in TRPC6 channel (209, 442, 644). However, little is
known about the exact role of TRPC channels in the collecting duct.

Both TRPC3 and TRPC6 are expressed in principle cells of the collecting duct. TRPC3 and
TRPC6 are shown to colocalize with AQP2, but not with the Na*/Ca2* exchanger or peanut
lectin. In polarized cultures of M-1 and IMCD-3 collecting duct cells, TRPC3 was localized
exclusively in the apical plasma membrane, whereas TRPC6 was found in both the
basolateral and apical membranes (182). Studies in polarized MDCK cells revealed
endogenous expression of TRPC3 at the apical plasma membrane and TRPC6 in both
locations (27). Interestingly, the authors also identified TRPC1 at the basolateral membrane
(27).

It was proposed that TRPC3 plays a major role in the transepithelial Ca2* flux in principal
cells of the renal collecting duct (183) and trafficking of this channel is mediated by
vasopressin. Immunofluorescence analysis revealed that TRPC3, but not TRPCS,
colocalized with AQP2 in intracellular vesicles and vasopressin causes the insertion and
accumulation of TRPC3 and AQP2 in the apical membrane but has no effect on the
subcellular distribution of TRPC6 (183). AVP-induced translocation of TRPC3 channel to
the apical plasma membrane is modulated by the inhibition or activation of the AC/CAMP/
PKA signaling cascade that is required for vasopressin-stimulated activation of AQP2 (see
Fig. 13B) (184).

C. TRPV channels—TRPV channels are Ca?* permeable channels activated by physical
and chemical stimuli. TRPV5 channel is expressed at the apical membrane of the DCT and
CNT cells. It was shown that this channel can contribute to chronic hypercalciuria. Genetic
ablation of TRPVS5 in the mouse demonstrated that mice lacking TRPV5 display diminished
active Ca2* reabsorption despite enhanced vitamin D levels, that causing severe
hypercalciuria (216, 444, 445). Besides hypercalciuria, the TRPV5 knockout mice
demonstrate bone degradation, decreased bone mineral density, polyuria and increased
urinary acidification. Regarding the crucial importance of TRPV5 in body calcium
homeostasis and, furthermore, the renal calcium wasting observed in the knockout mice,
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TRPV5is an important candidate gene for renal hypercalciuria (444). Genotyping of 7TRPV5
in renal hypercalciuria patients revealed three non-synonymous and five synonymous
polymorphisms. However, electrophysiological characterization of the TRPV5 mutants did
not reveal significant functional changes compared to wild-type TRPV5 channel recordings
(444). Critical role of the TRPV5 channel in active Ca2* reabsorption was also revealed by
double-knockout mice of TRPV5 and calbindin-Dygk (177). The authors proposed that
TRPVS5 represent the rate-limiting step in active Ca2* reabsorption, unlike calbindin-Dygk,
which possibly is compensated by calbindin-Dgk (177).

TRPVS is an epithelial Ca2* channel that is highly homologues to TRPVS5 (587, 588). In
contrast to TRPVS, distribution of TRPV6 extends to the CCD, where it is localized to the
apical domain of principal and intercalated cells, which are not generally implicated in
active Ca2* reabsorption (393). In DCT2 and CNT, TRPV6 co-localizes with other known
Ca?* transport proteins, including TRPVS5 and calbindin-Dogk. Thus, these data suggest a
role for TRPV6 in 1,25(0H),Ds-stimulated Ca2* reabsorption in these segments (393). It
was reported that a significant increase in TRPV6 and calbindin-Dogk, but not TRPV5, was
observed in Wnk4P>61A/* knock-in mice, a model of human PHA type 11 (665).

Another important protein that participates in regulation of TRPV channels is Klotho, an
anti-aging protein (227, 302). Reduced production of this protein has been observed in
patients with renal failure. Acute kidney injury (AKI) and chronic kidney disease (CKD) are
states of systemic Klotho deficiency, making Klotho a very sensitive biomarker of impaired
renal function (224, 225). Klotho hydrolyzes extracellular sugar residues on TRPV5,
entrapping the channel in the plasma membrane. This maintains channel activity and
membrane calcium permeability in kidney (90). In the kidney, klotho KO mice exhibited
increased expression of TRPV5 and decreased expression of the calbindin-D,gk, implying a
failure to absorb Ca2* through the DCT/CNT via TRPV5 (7). Interestingly, effect of Klotho
is specific since it was reported that this enzyme significantly increases the activity of
TRPVS5 and TRPV6, but had no effect on TRPV4 and TRPM6 (343).

TRPV4, a nonselective cation channel, is gated by hypotonicity (562, 566, 648). This
channel is abundant in the renal distal tubules and is expressed in the tALH, TAL, DCT and
CNT (566). TRPV4 displays a mechanosensitive nature with activation properties consistent
with a molecular sensor of both fluid flow and osmolality, or a component of a sensor
complex, in flow-sensitive renal CCD (648). As it was discussed above (part of the review
related to the potassium secretion), TRPV4 most likely mediates flow stimulated calcium
flux required for activation of BK cahnnels (329, 330, 355, 562). Recent studies in freshly
isolated split-opened CNT and CCD demonstrated that ATP uniformly increases
intracellular Ca?* in a PLC-sensitive manner and TRPV4 having a major role in this
sustained calcium rise (355). However, TRPC3 and/or TRPC6 might also be involved in this
mechanism.

D. TRPP channels—TRPP family of TRP channels is divided structuraly and functionally
into two subfamilies: putative 11 transmembrane domains polycystin 1 (PKD1; also called
PC1) and 6 transmembrane domains polycystin 2 subfamily (PKD2 or PC2) (see Fig. 14).
Both PKD1 and PKD2 subfamilies contain several homologous proteins. PKD2-like
subfamily contains three proteins, PKD2, PKD2L1 and PKD2L 2, which are now referred to
as TRPP1, TRPP2 and TRPP3, respectively (649).

It is generally accepted that PKD1 and PKD?2 are interacting partners within a signaling

pathway. It was initially demonstrated for Caenorhabditis elegans, that lov-1and PKD-2, the
C. elegans homologues of PKD1 and PKD2, respectively, function in the same pathway (31,
32). Later it was shown that these proteins assemble to form a functional complex (201). Co-
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expression of PKD1 and PKD2 in CHO cells generated time-independent, slightly
outwardly rectifying currents. In contrast, whole-cell currents from cells expressing either
PKD1 or PKD2 alone were indistinguishable from those observed in Mock-transfected cells
(201). These data suggest that PKD1 is required both to bring PKD2 to the plasma
membrane and to co-assemble a polycystin complex, enabling polycystin-2 to function as an
ion channel (201). Another study suggested that polycystin-2 is highly expressed in the
endoplasmic reticulum of epithelial cells and functions as a calcium release channel (296).
Interestingly, several studies indicate that polycystin-2 can form an ion channel by itself
(189, 344, 593).

The inherited polycystic kidney diseases (PKD), which are caused by mutations in single
genes, include autosomal dominant and autosomal recessive polycystic kidney disease
(638). In PKD cysts originate as expansions of the renal tubule. Defects in both PKDI and
PKDZ2 are a major cause of autosomal dominant polycystic kidney disease (ADPKD), whose
manifestation entails the development of fluid-filled cysts in the kidney. All typical cases of
autosomal recessive polycystic kidney disease (ARPKD) are linked to PKHD1, gene
encoding fibrocystin (39, 398). Only brief overview of TRPP channels and their role in the
collecting duct is provided here since the pathophysiology of polycystic kidney disease and
mechanisms of regulation of these important proteins have been covered by numerous
excellent review articles (205, 411, 571-574, 638, 640) and will be also discussed in a
separate overview article.

As seen in Fig. 15A, in ADPKD, cystic outpushings arise in every tubule segment and
rapidly close off from the nephron of origin. By contrast, in ARPKD, cysts are derived from
collecting duct tubules, which remain connected to the nephron of origin (638). Cystic
epithelial cells are markedly different from normal principal cells of the CCD. Fig. 15B and
Fig. 15C demonstrate normal cortex section of the Sprague-Dawley rat and examples of
cysts in the PCK rat, an orthologous model of ARPKD (51, 270, 304, 569, 680),
respectively.

Briefly summarizing, there are several TRP channels expressed in the CNT and CCD, which
mediate distinct functions and regulated by variety of mechanisms. Moreover, these proteins
regulate two processes. First, active transcellular calcium reabsorption is mediated in the
CNT and is critical in the maintenance of the Ca2* balance. Second, maintaining of
intracellular calcium is extremely important and even small changes trigger different
signaling processes. The main question not only for these segments of the nephron, but also
for other cell types is how all of these TRP channels communicate with each other in order
to facilitate optimal Ca2* balance.

VIII. CI~ transport

CI™ reabsorption involves both paracellular and transcellular pathways. For a long time CI~
channels have been considered little more than a background conductance that passively
follows cation transport (155). The mechanisms by which CI™ moves across the CNT and
CCD still remain defined incompletely. Within the CCD, transepithelial transport of CI~
occurs primarily across intercalated rather than principal cells (488). CI"/HCO3™ exchangers
AE1 and pendrin seems to play an important role in CI™ transport in the intercalated cells of
the CNT and CCD. In addition, role for CIC-K channels in CI™ transport in the CNT and
CCD is also shown (298, 580). Moreover, epithelial cells in these segments regulate CI~
secretion by modulating CFTR Cl™-channel activity through several signaling mechanisms,
including those involving phosphorylation and regulation of the CFTR trafficking (40, 198,
255).
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Chloride was also shown to be an inhibitor of ENaC activity (103, 104). Extracellular CI~
inhibited ENaC and the response to CI~ was modulated by changes in extracellular pH;
acidic pH increased and alkaline pH reduced ENaC inhibition by CI~ (103). CI~ regulated
ENaC activity in part through enhanced Na* self-inhibition, a process by which extracellular
Na* inhibits ENaC. Thus, increase in CI~ in intercalated cells might provide a potential
mechanism to modulate the epithelial Na* absorption by changes in extracellular CI~.

A. Role of CI7/HCO3™ exchangers in regulation of CI~ transport in the CNT
and CCD—The CI/HCO3™ exchanger pendrin (Fig. 12B) that was described above in the
acid-base homeostasis section also was shown to mediate CI~ absorption. Thus, CI~
reabsorption via pendrin is linked molecularly to bicarbonate secretion. Mouse models of
Pendred syndrome (S/c26a4™"), during either NaCl restriction or after the administration of
deoxycorticosterone pivalate (DOCP) and a high NaCl diet, develop lower blood pressure
and greater CI~ excretion than wild type mice (597, 609). Aldosterone enhances absorption
of both Na* and CI~ through increased protein abundance and elevated function of ENaC
and such CI™ transporters as pendrin. It is quite interesting that although pendrin and ENaC
are localized in different cell types, ENaC protein abundance and function are among other
regulatory pathways modulated through a pendrin-dependent mechanism (277). Pendrin
knockout mice have lower blood pressure than wild type and show the reduced ENaC
expression and function that contribute to this lower blood pressure and reduce ability to
conserve Na* during NaCl restriction (277). Another study revealed that pendrin modulates
ENaC, at least in part, by increasing luminal HCO3™ and/or pH (415). In contrast, Vallet et
al demonstrated that major changes in pendrin protein expression were found only in
experimental models that are associated with altered renal chloride transport, whereas no
significant changes were detected in pendrin protein abundance in models with altered
aldosterone secretion (582). Angiotensin Il, another important peptide playing a critical role
in the fluid and electrolyte balance and, consequently, in the regulation of systemic blood
pressure, also increases transcellular CI™ absorption in the CCD through a pendrin-
dependent process (416).

Similarly, CI™ also enters across the basolateral membrane of type A intercalated cells via
another CI7/HCO3™ exchanger, AE1 (see Fig. 12A). This exchanger plays an important role
in maintaining acid/base balance and participates in CI~ transport as well. However, the
mechanisms that administer CI~ movement through AE1 in the CNT and CCD require
further studies.

B. CIC CI~ channels in the CNT and CCD—The CIC proteins are members of a large
family of chloride transport proteins, which are involved in a variety of physiological
processes (249, 298, 580). The CIC gene family encodes 9 different CIC chloride channels
in mammals. Human and mouse genetic studies have identified clear roles for CIC channels
in the regulation of CI™ resorption in the kidney, since mutations in genes encoding CIC
channels are known to cause diverse diseases such as myotonia (muscle stiffness), Bartter
syndrome (renal salt loss) with or without deafness, Dent’s disease (proteinuria and kidney
stones), osteopetrosis and neurodegeneration, and possibly epilepsy (249). CIC-K channel is
a kidney-specific member of the CIC family (the “K” references to kidney expression) that
is thought to play an essential role in the transepithelial renal chloride transport, especially in
the TAL (298). Two highly homologous CIC channels, CIC-Ka and CIC-Kb, are found to be
predominantly expressed in the kidney. The sequences of CIC-Ka and CIC-Kb (CIC-K1 and
CIC-K2, respectively, in rodents) are about 90% identical (4, 249, 273). However, their
expression pattern along the nephron and mechanisms of regulation are different. In addition
to the kidney, CIC-Ka and CIC-Kb were also identified in epithelial cells of the inner ear
(48, 139, 288, 580).
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CIC-K2 CI™ channel was found in basolateral membranes of the type A intercalated cells
residing along the collecting duct (273, 288, 289). Moreover, CIC-K2 is expressed in the
basolateral membranes of the connecting tubule cells, suggesting that CIC-K2 imparts a
potential basolateral CI~ conductance in these cells (288, 289). Loss-of-function mutations
in the CLCNKB gene, the human homologue of CIC-K2, are found to cause Bartter’s
syndrome type 111, an autosomal recessive form of severe intravascular volume depletion
resulting in low blood pressure together with hypokalemic alkalosis (298, 490, 512). In
contrast, CIC-K1 was found to be localized only in the TAL, which has the highest chloride
permeability among nephron segments (579). Human diseases associated with an isolated
defect of gene encoding CLC-Ka have yet been described.

Palmer and Frindt using functional electrophysiological measurements characterized and
quantified CI~ conductance in principal and intercalated cells of the rat CNT and CCD and
proposed that CIC-K2 makes major contribution into this conductance (404). CI~ currents
were much larger in intercalated cells compared to principal cells of the CCD and were also
larger in the CNT compared to the CCD. Observed CI~ conductances were diminished by
lowering the extracellular pH to 6.4 (404), which is also consistent with the previously
published characteristics of this channel (298). Similarly, a 10-pS CI~ channel that is located
mainly in the intercalated cells and has properties similar to CIC-K2 was reported in the
mouse CNT and CCD (394).

Functional expression of both CIC-Ka and CIC-Kb channels requires the small accessory p-
subunit barttin (139). Barttin is an accessory subunit that modifies protein stability,
subcellular distribution, and voltage-dependent gating of CIC-K channels; mutations in this
accessory subunit are also capable of causing renal diseases (157, 247, 491). Barttin
stimulates chloride flux through CIC channels by modifying their gating properties (157).
Similar to ENaC, at its COOH-terminus barttin harbors a PY site (139), which is important
for the binding of WW-domain-containing ubiquitin ligases, such as Nedd4-2 (515).
Coexpression of Nedd4-2 significantly decreased inwardly rectifying current through CIC-
Ka/barttin (137). Consequently, the coexpression of SGK1 significantly stimulated the
current (137). Thus, ENaC and barttin, and consequently CIC-K channels, have similar
mechanisms of regulation. Therefore, sodium and chloride transports, similarly to Na*
reabsorption and K* secretion, are also interconnected.

Interestingly, CIC family members were originally considered to be Ca2*-activated CI~
channels (CaCCs) (155). However, subsequent studies demonstrated that this is not true (20,
229). Recent studies identified transmembrane protein TMEM16A protein as CaCC (82,
495, 666). However, in the kidney, dense immunoreactivity was observed mainly in the
epithelia of proximal and weakly in distal tubules (666). Therefore, identity of proteins
mediating Ca2*-dependent CI~ transport in the CNT and CCD is unclear yet.

Although studies on CIC channels have greatly clarified the physiological roles of CI~
channels in the kidney, and it was shown that members of this family are expressed in the
CNT and CCD, their role in these segments is not completely clear yet. It was hypothesized
that CI~ channels optimize HCO3~ flux mediated by CI7/HCO3~ exchange (394). At this
scenario, the CIC channels help the AE1 exchanger to extrude HCO3™ toward the
interstitium by recycling CI™ across the basolateral membrane of intercalated cells, thus
ultimately favoring H* extrusion into the tubule lumen (394).

C. Cystic fibrosis transmembrane conductance regulator

1. Roleof CFTR in the CNT and CCD: CFTR is a cCAMP-dependent, PKA-regulated CI~
channel that is highly expressed in the apical membrane of all segments of the mammalian
nephron, including the CNT, CCD and IMCD (109, 119, 237, 503, 591). The CFTR gene
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was identified more than two decades ago as genetic basis of cystic fibrosis, a common
recessive genetic disease (272, 449, 455). There have been identified more than 1,500 loss-
of-function mutations in CFTR that cause cystic fibrosis, with approximately 90% of
patients having the AF508 mutation in one or both CFTR gene alleles (596). CFTR activity
in epithelial cells lining renal cysts is in part responsible for progressive fluid accumulation
and cyst enlargement seen in ADPKD (112, 596). Small-molecule CFTR inhibitors slowed
cyst expansion in both /n vitro and in vivo models of PKD (596, 659).

The role of the CFTR in the kidney under normal conditions remained unclear because there
was no major disruption of renal function in cystic fibrosis patients (591). However,
considerable evidence supports the role for CFTR in mediating CI™ secretion by the distal
tubule and principal cells of the CCD and IMCD (237, 313, 341, 526, 592). Recent paper by
Lu et al. provides direct evidence that mouse principal cells from freshly isolated CCD
exhibit PKA-activated CFTR CI™ channels on their apical membranes (341). Comparing CI~
channel activity and characteristics in principal cells of wild-type mice, AF508-CFTR
transgenic mice, and in Xenopus laevis oocytes expressing mouse CFTR, the authors
provide definitive evidence for CFTR functioning as an apical CI~ channel in the
mammalian kidney (341). In addition, as noted above, CFTR is responsible for CI~ secretion
into the lumen of cysts in polycystic kidneys and, therefore, contributes to cyst enlargement
(526, 558, 564, 611).

2. Interaction of CFTR with other channelsin the CNT and CCD: In addition to
participation in CI~ transport, a possible role for CFTR could be based on the finding that
phosphorylation of CFTR functions as a switch modulating other ion channels or
transporters. It was proposed that CFTR may interact with and regulate the activity of a
variety of apical membrane proteins. For instance, it was shown that CFTR is required for
PKA-regulated ATP sensitivity of ROMK in the TAL (340). In a CFTR-null strain and a
AF508-CFTR strain, ATP and glibenclamide sensitivities were drastically reduced or
eliminated, consistent with CFTR as a critical subunit for the ROMK channel. Moreover, in
wild-type mice expressing CFTR, elevation of PKA activity also eliminated the sensitivity
of ROMK to cytosolic concentrations of ATP (340). The authors proposed that CFTR
regulates ROMK channel by providing a PKA-regulated functional switch that determines
the distribution of open and ATP-inhibited K* channels in the apical membrane. In addition
to the TAL, the state of PKA phosphorylation rapidly modulated the functional interaction
of ROMK and CFTR with regard to Mg-ATP sensitivity in the CCD. They also hypothesize
that in the water diuretic state, when AVP levels are low, CFTR and ROMK interact,
producing a functional complex wherein ROMK is highly sensitive to cell ATP and
therefore become inactive. In contrast, in the antidiuretic state, when AVP is high, CFTR no
longer interacts with ROMK, and the channel is insensitive to cytosolic ATP and become
fully active. Thus, CFTR can act as a functional switch that modulates ROMK channel
activity between the water diuretic and antidiuretic states. Interestingly, in mCFTR™~ mice
ROMK activity was increased compared to wild-type mice (340). The latter is consistent
with the requirement of CFTR expression in apical membranes for the regulation of ROMK
activity. However, in ROMK™~ mice, CFTR CI~ channel activity was unchanged in
comparison with wild-type mice (341). Thus, the authors proposed that the functional
interaction of CFTR and ROMK is unidirectional: the absence of CFTR alters the functional
expression of ROMK, but the absence of ROMK does not affect the functional expression of
CFTR (341).

Apart from the regulation of ROMK, CFTR also colocalizes and has functional interactions
with ENaC (36, 300). However, the molecular mechanism and physiological relevance of a
regulatory relationship between ENaC and CFTR remain a subject of considerable
controversy and may vary in different tissues (36). CFTR downregulates ENaC in most
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epithelial and non-epithelial cells (313, 326, 546, 547), whereas ENaC activates CFTR
(252). In contrast, activation of CFTR in the sweat duct increases ENaC-mediated sodium
transport (438). The functional interaction between CFTR and ENaC was initially
demonstrated in MDCK cells. Expression of cDNAs for ENaC alone generated large
amiloride-sensitive sodium currents that were stimulated by cAMP, whereas coexpression of
CFTR with ENaC generated smaller basal sodium currents that were inhibited by cAMP
(546). Later it was demonstrated that negative regulation of ENaC by CFTR reflects an
effect on ENaC activity rather than ENaC number (547). In contrast, single CI~ channel
analyses showed that both the channel open probability and the number of CFTR channels
increased when they were co-expressed with ENaC (252). Moreover, CFTR™/~ pigs showed
increased amiloride-sensitive voltage and current, but lack of CFTR did not increase
transepithelial Na* (92). The authors proposed that the lack of apical CI~ conductance
caused the change, not increased Na* transport (92, 245).

It was reported that COOH-terminus of the B-ENaC subunit was required for the functional
interaction between activated CFTR and ENaC, while the NH,-termini of the p- and y-
subunits were critical for the down-regulation of ENaC by quiescent CFTR (251). It is likely
that coordinated regulation of CFTR and ENaC involves a large dynamic signaling complex
that is composed of several proteins and kinases. However, details of this complex are not
clear yet. Furthermore, other mechanisms could be involved in regulation of ENaC by
CFTR. For instance, one of the possible mechanisms is that CFTR modulates ATP secretion
(59), and ATP then acts via purinergic receptors to inhibit ENaC activity (421, 423).

In some patients with cystic fibrosis disease, mutations cannot be identified on both CFTR
alleles. However, it was recently demonstrated that atypical cystic fibrosis patients harbor

mutations in their ENaC genes (23) that change ENaC currents in overexpression systems

(230, 437). While these findings are indirect, they highlight an importance of ENaC-CFTR
interactions.

In addition to its role as a regulator of ROMK and ENaC, CFTR also mediates other
transport proteins, including anion exchangers, sodium-bicarbonate transporters, and
aquaporin water channels (198). For instance, it was shown that CFTR activates several CI~/
HCO3™ exchangers in the CLC26 family, including Slc26a4 (pendrin) (287).

IX. Paracellular transport

The transport of electrolytes and water across epithelial barriers occurs not only through
movement of fluid across the plasma membranes of the cells that comprise the epithelial
layer (i.e. transcellular transport), but also involves paracellular transport (Figs. 16A and
16B, respectively). The paracellular pathway involves the movement of ions through the
intercellular spaces between epithelial cells. The gatekeeper of the paracellular pathway is
the tight junction, which is located at apical cell-cell interactions of adjacent epithelial cells.
The tight junction, first identified approximately 50 years ago (144, 145), separates apical
domain from basolateral and provides a barrier to paracellular movement of water and ions.
Fig. 16C demonstrates a three-dimensional structure of tight junctions. As summarized by
Tsukita and colleagues, two tight-junction strands in the membrane of adjacent cells
associate with each other to form paired tight-junction strands, where the intercellular space
is obliterated (577). Paracellular transport through the tight junctions is passive and is driven
by electro-osmotic gradients produced by transcellular transport. The distal nephron,
including the CNT and CCD, is considered a tight epithelium with high transepithelial
resistance and low passive ion permeability. For instance, in the proximal tubule, which is
considered to be a leaky epithelium because of low transepithelial resistance and high
paracellular transport, one-third of total fluid reabsorption occurs through the paracellular
pathway (117). Thus, in the CCD and CNT, the paracellular pathway is relatively
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impermeable and acts mostly as a barrier to solutes, so that these ion gradients are not
dissipated (318). However, the paracellular pathway in the collecting duct might also play a
role in transepithelial chloride reabsorption. In this case, Cl™ is actively reabsorbed by
pendrin localized to the apical membrane of the type B intercalated cell (see Fig. 10).
Thereafter ClI™ exits this cell via a basolateral CI~ channel and diffuses passively down
electrochemical gradients via the paracellular pathway.

A. Claudins—Claudins are key integral proteins that provide the barrier function and
permit selective paracellular transport (18, 19, 117, 589, 590). Claudins were named from
the Latin claudere, “to close”. Epithelial cells typically express multiple claudin isoforms.
Several claudins, including claudins-3, -4, -6, -7, -8, and -10 are identified in the CCD and
CNT (117, 222, 278, 282, 307). Claudins range from 20 to 27 kDa and have four
transmembrane helices: a short internal amino-terminal sequence, two extracellular domains,
and a longer and more variable cytoplasmic tail (Fig. 16D). Functional data provide
considerable evidence that claudins determine the selectivity of paracellular transport and
probably do so by forming paracellular pores through the tight junction (19). The study of
paracellular transport, and especially role of claudins, is a rapidly evolving field. However,
many questions remain unanswered. One of the limiting factors of these studies is that
methods to study the paracellular transport are relatively restricted to provide sufficient
details about mechanisms of this transport. Furthermore, more than 20 different claudins
have now been discovered, and within the kidney, claudins exhibit distinct nephron
segment-specific pattern of expression (18, 19, 117). In addition, function of claudins
depends on the host cell. For instance, it was shown that knock down of claudin-4 or
claudin-7 expression elevated the permeation of Na* and enhanced the proclivity of the tight
junction for cations in the MDCK cells. On the other hand, knockdown of claudin-4 or
claudin-7 in LLC-PK1 cells depressed the permeation of CI~ and caused the tight junction to
lose the anion selectivity (221). Therefore, despite that the paracellular transport is of
considerable physiological importance, this pathway is poorly understood.

B. Occludins—In addition to claudin family members, there are several other tight
junction transmembrane proteins, which might directly influence the adhesive barrier,
including occludins, junctional adhesion molecules, and tricellulin (18). Among them, the
most studied is occludin (169). Occludin is a tetraspan membrane protein with a molecular
weight of approximately 60 kDa. This protein is comprised of four transmembrane domains,
a short NH,-terminal cytoplasmic domain, a long COOH-terminal cytoplasmic domain, two
extracellular loops, and one intracellular turn (Fig. 16E). One of the most characteristic
aspects of its sequence is the high content of tyrosine and glycine residues in the first
extracellular loop (468). It is clear that occludins are the main components of the tight
junctions. For instance, Yu et al demonstrated that occludin, through its connection to RhoA
and the actin cytoskeleton is intimately involved in dramatically restructuring the tight
junction and cell border. However, the tight junction “fence” function was not impaired in
occludin knock downed cells (674). Moreover, in occludin knockout mice, tight junctions
themselves were not affected morphologically, and the barrier function was normal (468).
Thus, the exact function of this protein is unclear yet.

C. Regulation of tight junction proteins and paracellular transport—As
discussed above, aldosterone and WNK kinases regulate the transport of Na* and K* in the
CNT and CCD. Interestingly, it was also demonstrated that aldosterone modulates tight
junction properties in the CCD. This hormone promoted rapid and transient phosphorylation
of endogenous claudin-4 on threonine residues, without affecting tyrosine or serine; this
event was fully developed at 10 nM aldosterone and appeared specific for aldosterone
because it was not observed after dexamethasone treatment and it was dependent on
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mineralocorticoid receptor occupancy (307). Furthermore, claudin-4 can be phosphorylated
by the WNK4, protein kinase linked to PHA type 11 (637). As demonstrated by two
independent studies, disease-causing mutant WNK4 increases paracellular chloride
permeability and phosphorylates claudins in the CCD (258, 657). Similarly, as discussed
above, Nedd4-2 plays a central role in the regulation of Na* transport in the CCD and CNT
(460, 515, 536). Recent studies revealed that Nedd4-2, via ubiquitination of occludin, may
be also involved in the assembly and remodeling of tight junction and the regulation of
paracellular conductance in the CCD (435). Moreover, it was also shown that LNX1p80,
another E3 ubiquitin ligase, is involved in the dynamic remodeling of tight junctions by
selective ubiquitylation, endocytosis, and degradation of claudins (555).

Thus, many proteins, including claudins and occludins are localized to the tight junction and
might participate in the paracellular transport. Paracellular ion selectivities of different
epithelia are most likely determined by varying combinations of different claudins.
However, the stoichiometry of these proteins in a single tight junction and their
oligomerization into heteromeric and heterotypic assemblies are not known yet. Elucidation
of the composition of paracellular tight junction channels and the overall molecular
architecture of the tight junction is a very challenging but essential step in understanding of
paracellular ion transport (561). Recent studies identified that claudin-4 interacts with
claudin-8 and their association is required for the Cl™-selective paracellular pathway in the
collecting duct, suggesting a mechanism for coupling chloride reabsorption to sodium
reabsorption in the CCD (220).

X. The role of channels and transporters expressed in the CNT and CCD in kidney

disorders

As it is briefly discussed in this manuscript, there are several common mechanisms that
regulate physiological functions of the CNT and CCD. However, this regulation is mediated
by considerably distinct transport proteins, which as a whole system finely tune water and
electrolyte balance in the kidney. Growing evidence suggests that various channels and
transporters expressed in the CNT and CCD are involved in hereditary as well as acquired
kidney diseases. Several examples of disorders that arise from mutations in transport
proteins expressing and functioning in the CNT and CCD are summarized in Table 2. In
addition to shown in this table proteins, other channels not listed in the Table 2 that express
in the CNT and CCD, such as TRPV5 and TRPV4, are involved in maintaining of
electrolyte homeostasis (214, 216, 295, 647). However, no mutations associated with human
diseases in these channels have been yet identified. Furthermore, in addition to defects in
channels and transporters, variety hereditary disorders are mediated by mutations in
regulatory proteins, such as fibrocystin, WNK1 and WNK4, 118-HSD2, carbonic anhydrase
Il etc. Thus, it is clear that these proteins are critical for human health and have tremendous
potential in therapeutic settings. As more information on the /n vivo role of channels and
transporters and clinical data from patients carrying mutations in genes responcible for water
and electrolyte transport become available, our knowledge of the role of these proteins in
renal pathophysiology will expand considerably.

In the past two decades, considerable progress has been achieved in understanding the
regulation of water and electrolyte homeostasis in the CNT and CCD; pathophysiological
roles of channels and transporters mediating these transport processes have been
significantly clarified, although the precise mechanisms by which these proteins are
regulated have not been thoroughly defined. Understanding of these mechanisms is essential
to develop therapies for renal and accompanying diseases resulting from their dysfunctions.
Animal models must be developed and used to confirm the pathophysiological mechanisms
hypothesized on the basis of cell biology research. Continued studies at both molecular and
whole organism levels is required to develop potential drugs to treat conditions arising from
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the dysregulation of channels and transporters activity. In general, understanding of cellular
defects in renal diseases opens exciting perspectives in the development of novel therapies.

XI Summary and conclusion

This overview article discusses in some details the transport characteristics of the CCD and
CNT and the mechanisms by which aldosterone and other hormones maintain salt and water
homeostasis in these nephron segments. Regulation of the epithelial transport in the CNT
and CCD is not only relevant to the normal physiology of the kidney; dysfunctional
regulation of channels and transporters in these segments has also been linked to various
renal and cardiovascular diseases. Hence, understanding the hormonal and non-hormonal
factors-mediated signaling pathways controlling channels and transporters of the CCD and
CNT cells is important for understanding regulation of renal water and electrolyte transport
in human health and disease. Furthermore, inhibition or activation of corresponding
pathways may represent therapeutic targets for treating these diseases. Undoubtedly, many
questions remain regarding regulation of renal transport in the CNT and CCD.

The CNT and CCD are the first and most important nephron segments to be mobilized when
dietary intakes are modified and under control of various hormones sustain sufficient
reabsorption and secretion rates to compensate for changes in dietary intakes. These
segments express various channels and transporters, most of which are implicated in human
diseases. The distinct distribution of these transport proteins along the nephron underlies
their importance in the regulation of many renal and not only physiological processes.
Growing evidence suggest that various channels and transporters are implicated in several
disease processes including, but not limited to hypertension, CHF, NDI, PKD, and
dysregulation of Na*, K*, Ca?* and acid-base homeostasis. Sodium reabsorption, potassium
secretion and water transport are among the most studied in these segments. However, the
important role of the CNT and CCD in the control of acid-base balance, calcium
homeostasis, chloride transport, and urea excretion should not be disregarded. Transport
mechanisms, which mediate function of these nephron segments are strictly regulated and
represent a complex rather than simple regulations of individual pathways.

Rapid advances in functional genomics and proteomics mean that majority of genes
identified and mapped will be classified and have functions assigned to them (149, 284, 374,
462). Considerable knowledge can be obtained from the generation of animals carrying
multiple mutations. Future studies are required to uncover the underlying cell and molecular
mechanisms by which these proteins and their regulatory stimulus contribute to normal and
pathological kidney physiology.
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Figure 1.

Consecutive segments of the nephron. Tubules discussed in this overview article are

highlighted in red.
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Principal cell

Intercalated cell

Figure 2.

(A) Structure of the nephron. Abbreviations for the nephron segments are described in Fig.
1. The relative lengths of different segments are not drawn to scale. (B) The ICT and CCD
are composed of principal and intercalated cells. Structure of the CCD shown as a cross-
section and schematic presentation of principal and intercalated cells that comprise these
segments. The connecting tubule cells and the principal cells have a polygonal shape. The
intercalated cells have a rounded shape. Compared to intercalated cells, the connecting
tubule cells and the principal cells have fewer mitochondria and only modestly develop
invaginations of the basolateral membrane. Both types of cells develop apical microvilli.
However, primary cilia is found only in principal cells.
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20x‘ R - 60X

Figure 3.

Representative immunohistochemical staining for AQP2 in the cortical sections of the
Sprague-Dawley rat kidney. Original magnifications are 20x and 60x, scale bars are shown
on the pictures. Negative controls (stained with secondary antibodies in the absence of
primary antibodies or stained without primary and secondary antibodies) did not have any
staining (data not shown). Several profiles of proximal tubules (PT), distal convoluted
tubules (DCT), cortical collecting duct (CCD) and glomerulus (G) are marked by arrows at
20x. Representative examples of intercalated (IC; no staining) and principal (PC; stained for
AQP2, shown in brown) cells are indicated on the close-up image. The kidney was fixed for
24 hrs in zinc formalin and processed for paraffin embedding as described previously (240,
314, 413). The kidney sections were cut, dried and deparaffinized for subsequent labeled
streptavidin-biotin immunohistochemistry. All slides were counterstained with Mayer’s
hematoxylin (Dako, Carpinteria, CA). Tissue sections were incubated for 45 min in a 1:200
concentration of anti-AQP2 (sc-28629; Santa Cruz Biotechnology).
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Figure4.

Primary transport characteristics of the cortical collecting duct. Principal and intercalated
cells are in colored beige and green, respectively. Tight junctions are also schematically
represented in between the cells.
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G4 4540 v SEROSA

Major channels and transporters involved in water and electrolyte homeostasis in principal

cells of the CCD.
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Page 76

Mechanism of action of aldosterone in principal cells of the CCD. Aldosterone (Aldo) binds
to mineralocorticoid receptor (MR) that then translocates to the nucleus and upregulates

transcription of aldosterone-induced proteins, which regulate sodium reabsorption and

potassium secretion via affecting ENaC, ROMK and Na*/K*-ATPase. Effect of 113-HSD2
that metabolizes cortisol to cortisone, which has little affinity for MR or glucocorticoid

receptor (GR), is shown.
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Figure7.

Predicted structure for human ENaC (hENaC) based on the structure for cASIC1 (248). (A)
Predicted subunit structure for a-subunit of hENaC. Predicted domain organization of
adjusted a-hENaC modeled on the cASIC1 A monomer (using 2QTS coordinates).
Secondary structure, domain labeling and coloring follows that used by Jasti and colleagues
for cASIC1 (248): transmembrane domains TM1 and TM2 and linker regions red, palm is
yellow, B-ball orange, knuckle cyan, and thumb green. The exception is that the finger
domain is magenta and blue. Blue highlights areas of hENaC that likely have marked
differences compared to cASIC1. Putative disulfide bridges are labeled 1-7 and shown as
yellow sticks. The conserved Trp87 (green side chain) at the beginning of TM1 and Tyr391
(red side chain) within the putative coupling loop are shown. Conserved Ser115 and Glu538
possibly involved in intrasubunit H-bond formation are shown with red side chains. (B)
View of the ribbon structure of the predicted heterotrimeric hENaC. Adapted a.- (red), p-
(yellow), and y-(blue) hENaC modeled using the 2QTS structural coordinates for the A, B,
and C subunits of the cASIC1 homotrimer. Figure is adapted from (542) with permission.
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Figure8.

Structure and distribution of ROMK channels. (A) Schematic presentation of ROMK
structure shows two characteristic transmembrane segments (TM1 and TM2; blue and green,
respectively), NH,- and COOH-termini and an extracellular domain. (B) Predicted structure
of ROMK subunit stoichiometry. (C) Distribution of ROMK isoforms expression along the
nephron. TAL, thick ascending limb of Henle’s loop; DCT, distal convoluted tubule; CNT,
connecting tubule; CCD, cortical collecting duct; OMCD, outer medullary collecting duct.
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Figure9.

The structure of the pore-forming a.-subunit and regulatory p-subunit of the BK channel
(A\). a-subunit contains 7 putative transmembrane domains, S0-S6, a conserved K*-
selective pore region between S5 and S6, and a long COOH-terminal cytosolic tail. -
subunit contains two transmembrane segments and short NH»- and COOH-termini. (B)
Proposed model of BK channel. Four BK a-subunits co-assemble with four BK B-subunits
to form the channel heteromultimer.
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Figure 10.

Types of intercalated cells. Type A intercalated cells secrete H* via a V-type H™-ATPase in
the apical plasma membrane and transport HCO3™ in exchange for CI™ via basolateral CI~/
HCO3™ exchangers including the AE1 anion exchanger. Type B intercalated cells exhibit an
inverse functional polarity to that of type A intercalated cells. A non-A, non-B type co-
express CI7/HCO3™ exchangers such as pendrin and H*-ATPase in the apical plasma
membrane. Schematic representations of the VV-ATPse, pendrin and AE-2 are shown in Figs.
11 and 12.
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Scheme of the V-type H*-ATPase. H*-ATPases use the energy released by the hydrolysis of
ATP to move protons against their concentration gradients. The Vg domain is involved in
translocation of the protein. The V4 domain is involved in ATP-hydrolysis. The precise
subunits composition is not entirely clear and several slightly different schemes are
proposed. For details see recent excellent reviews providing details about subunits and
domains of VV-type H*-ATPase (68, 162, 474, 635).
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Figure 12.

Proposed schematics of CI7/HCO3~ exchangers. The structures of anion exchanger AE1
(SLC4A1) (A) and pendrin (SLC26A4) (B) are shown. As seen from these schemes, both
NH,- and COOH-termini of AE1 are intracellular. In contrast, COOH-terminus of pendrin is
extracellular.
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Figure 13.
Regulation of the aquaporin-2 (AQP2)-mediated water transport by arginine vasopressin

(AVP). (A) Proposed topology of AQP2. An AQP2 monomer consists of six transmembrane
domains connected by five loops. NH,- and COOH-termini are located intracellularly. (B) A
scheme of water transport regulation by AVP. Vasopressin receptor (V2R), stimulatory
GTP-binding protein (Gs), adenylate cyclase (AC), adenosine triphosphate (ATP), and
cyclic adenosine monophosphate (CAMP) are indicated.
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Figure14.

Transmembrane topology of TRP channels. TRP channels belong to the large superfamily of
cation channels with six transmembrane-spanning segments forming a transmembrane
domain with a pore loop inserted between TM5 and TM6 and NH»,- and COOH-intracellular
termini (A). In contrast, polycystin 1 (PKD1 or PC1) has eleven transmembrane domains
and a large extracellular NH, domain (B).
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Figure 15.

Mutations in genes encoding proteins functionally expressed in CCD cause severe kidney
disorders. (A) Mechanisms of Cyst Formation in autosomal dominant (ADPKD) and
recessive (ARPKD) polycystic kidney diseases. Normal tubule is also shown.
Representative images of kidney cortical sections of Sprague-Dawley (B) and PCK (C) rats.
PCK rat, a model of ARPKD, demonstrates abundant formation of cysts. Original
magnifications are 40x. Scale bar is presented.
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Figure 16.

Modes of transepithelial transport and major proteins involved in the paracellular transport.
Schemes of the transcellular (A) and paracellular (B) epithelial transport. (C) Schematic
three-dimensional structure of tight junctions. Proposed structures of claudin (D) and
occludin (E).
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