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Abstract: The extracellular calcium (Ca2+
o )-sensing receptor (CaR) enables the parathyroid glands

and other CaR-expressing cells to sense alterations in the level of Ca2+
o and to

respond with changes in function that are directed at normalizing the blood calcium
concentration. In addition to the parathyroid gland, the kidney is a key site for
Ca2+

o -sensing that enables it to make physiologically relevant alterations in divalent
cation and water metabolism. Several disorders of Ca2+

o -sensing arise from inherited
or acquired abnormalities that “reset” the serum calcium concentration upward or
downward. Inactivating mutations produce a benign form of hypercalcemia when
present in the heterozygous state, termed Familial Hypocalciuric Hypercalcemia (FHH),
while homozygous mutations produce a much more severe hypercalcemic disorder
resulting from marked hyperparathyroidism, called Neonatal Severe Hyperparathy-
roidism (NSHPT). Activating mutations cause a hypocalcemic syndrome of varying
severity, termed autosomal dominant hypocalcemia or hypoparathyroidism. Inactivating
or activating antibodies directed at the CaR produce the expected hyper- or hypocal-
cemic syndromes, respectively. “Calcimimetic” CaR activators and “calcilytic” CaR
antagonists have been developed. The calcimimetics are currently in use for controlling
severe hyperparathyroidism in patients receiving dialysis treatment for end stage renal
disease or with parathyroid cancer. Calcilytics are being evaluated as a means of
inducing a “pulse” in the circulating parathyroid hormone (PTH) concentration, which
would mimic that resulting from injection of PTH, an established anabolic form of
treatment for osteoporosis
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1. INTRODUCTION

The calcium-sensing receptor (CaR) is a seven transmembrane receptor (7TM
receptor–also termed G protein-coupled receptor) that is expressed widely
throughout the body (Brown et al, 1993). It plays key roles in the maintenance
of a nearly constant extracellular ionized calcium concentration (Ca2+

o ), particu-
larly in the chief cells of the parathyroid gland. Here it regulates the synthesis and
secretion of PTH as well as parathyroid cellular proliferation (Tfelt-Hansen and
Brown, 2005), inhibiting all three when Ca2+

o is high and stimulating them when
Ca2+

o is low (Tfelt-Hansen and Brown, 2005). PTH plays a central role in the acute
regulation of Ca2+

o and through its regulation by the CaR, maintains Ca2+
o within a

narrow range (1.1–1.3mM). Both very high and very low levels of Ca2+
o can lead

to serious clinical sequellae and in some instance can be life-threatening. Even
minute alterations in Ca2+

o from its normal level (e.g., of a few percent) promote
immediate physiologic responses, especially reciprocal changes in PTH secretion
that will normalize the level of Ca2+

o . The CaR, cloned over a decade ago, is a
central element in the maintenance of this delicate state of calcium homeostasis. It
serves as the body’s thermostat for Ca2+

o , functioning as a “calciostat” and informing
the parathyroid glands of the precise level of Ca2+

o .
The CaR was cloned using the expression-cloning technique in Xenopus laevis

oocytes (Brown et al, 1993). Analysis of its nucleotide and amino acid sequences
place the CaR within family C of the superfamily of seven transmembrane,
G protein-couple receptors (GPCRs). Other members of this family are the G protein
-coupled, so-called metabotropic receptors for glutamate (mGluRs) and for gamma-
aminobutyric acid (GABA), as well as GPCRs for sensing pheromones, taste, and
odorants (in fish). Recently, another member of family C, GPRC6A, has been
found to share several pharmacological properties with the CaR (Wellendorph and
Brauner-Osborne, 2004; Wellendorph et al, 2005). Like the CaR, GPRC6A is
sensitive towards certain L-amino acids, although unlike the CaR, which senses
predominantly aromatic amino acids, GPRC6A is most responsive to basic amino
acids (Wellendorph et al, 2005). Subsequent studies showed that this receptor is
also activated by high concentrations of extracellular calcium (e.g., 10–20 mM) and
calcimimetics (Pi et al, 2005), allosteric activators of the CaR that will be discussed
later. These data have implicated GPRC6A as a second calcium-sensing receptor
(CaSR2).

The physiological relevance of the CaR in humans was proven by the identifi-
cation of inherited disorders caused by mutations in the receptor leading to either
loss- or gain-of-function (Hendy et al, 2000). Heterozygous (e.g., the mutation is
present in only one allele) gain-of-function mutations cause a form of autosomal
dominant hypoparathyroidism (ADH). Heterozygous loss-of-function mutations
are the cause of a disorder called familial hypocalciuric hypercalcemia—FHH,
also termed familial benign hypocalciuric hypercalcemia (FBHH), which typically
manifests as asymptomatic hypercalcemia with relative or absolute hypocalciuria.
When present in the homozygous or compound heterozygous state, in contrast,
inactivating CaR mutations produce neonatal severe primary hyperparathyroidism
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(NSHPT), a severe, sometimes lethal disease if it is left untreated. Mouse models
with disruption of one or both CaR genes produce biochemical and phenotypic
features closely resembling those observed in FHH and NSHPT, respectively. Thus
our increasing understanding of inherited disorders of calcium-sensing as well as
animal models with knockout of the receptor have illuminated not only the patho-
physiology but also the physiology of the CaR and is reviewed in a later section.

CaR expression is greatest in the parathyroid glands, calcitonin-secreting C-cells
of the thyroid gland, and kidney, but the CaR is also found in the two other key
organs that participate in calcium homeostasis: gut and bone (Brown and MacLeod,
2001). This review will focus on the structure and function of the CaR, its role in
normal physiology and in various disorders of Ca2+

o –sensing, and the development
of CaR-based therapeutics.

2. BIOCHEMICAL AND PHYSIOLOGICAL FEATURES
OF THE CaR

This section briefly introduces key aspects of the structure of the CaR and its
downstream signaling pathways to provide sufficient background information to
understand the molecular basis for both normal mineral ion homeostasis and for
inherited diseases of the CaR. We also present an update regarding the growing
number of naturally occurring and pharmacologic ligands of the receptor. The use
of the latter as CaR-based therapeutics for various disorders of Ca2+

o –sensing is
covered in greater depth in section F, following the description of these ligands and
disorders.

2.1. Structure and Signaling Pathways of the CaR

The 5.3-kb clone of the CaR isolated by expression cloning, when expressed in
the oocytes, exhibited the same pharmacological properties as the Ca2+

o -sensing
mechanism previously characterized in dispersed bovine parathyroid cells, the
prototypical calcium-sensing cell (Brown et al, 1993). The use of nucleic acid
hybridization-based cloning then enabled the CaR to be cloned from humans (Garrett
et al, 1995), rats (Riccardi et al, 1995), mice, rabbits (Butters et al, 1997) and, more
recently, the dogfish shark (Nearing et al, 2002) and bony fish (Loretz et al, 2004).
The nucleic acid sequences of the mammalian receptors are at least 85% identical
to that of the original bovine parathyroid CaR. The amino acid sequences show
even greater similarity [>90% identity using http://www.ncbi.nlm.nih.gov/BLAST/].
Therefore, only a limited amount of divergence from a putative primordial
calcium-sensing receptor has taken place throughout evolution, and the functionally
important structural features have presumably been retained.

The CaR is a member of family C II of the superfamily of seven transmembrane
(7TM) receptors, also termed G protein-coupled receptors (GPCRs) (Brown and
MacLeod, 2001). 7TM receptors are by far the largest group of cell surface receptors.
They are very important in clinical medicine, since the 7TM receptors represent
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the targets of about 50% of currently available drugs. The human CaR comprises
1078 amino acid residues and has three structural domains, as do all 7TM receptors
(Figure 1). It has an unusually large extracellular domain (ECD) (612 residues),
which is characteristic of the family C GPCRs; a transmembrane domain (TMD) of
250 amino acids containing the 7 membrane spanning helices, and an intracellular,
C-terminal tail (ICD) of 216 amino acids (Figure 1). The receptor exhibits substantial
N-linked glycosylation, which is important for the normal level of cell membrane
expression of the receptor but does not appear to modify the function of the

Figure 1. Topology of the CaR showing naturally occuring mutations
Scissors indicate end of signal peptide, circled P’s at amino acids T646, S794, S915, S895, T888
are protein kinase C sites, blue symbols are polymorphisms, green are inactivating mutations, red are
activating mutations, and black on top of green are two inactivating mutations (See Colour Plate 11)
reproduced with permission from G.N. Hendy, Ph.D.
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receptor per se (Rav et al, 1998). The cell surface form of the CaR is primarily
a dimer, and the two monomers within the dimeric CaR are linked by disulfide
bonds involving cysteine residues 129 and 131 within each monomer (Bai et al,
1998a). The location(s) of the Ca2+

o -binding sites in the CaR have not been fully
elucidated, but recent evidence suggests that one potential binding pocket is present
within the cleft between the two lobes (Silve et al, 2005). The ECD of each CaR
monomer probably contains more than one binding sites for Ca2+

o , because the
Hill coefficient for the activation of the receptor by Ca2+

o is 3, 4; consistent with
the presence of positive cooperativity amongst at least this number of binding
sites within the dimeric CaR. The TMD is also apparently involved in Ca2+

o -
sensing, since a mutant CaR lacking the ECD also responds to Ca2+

o and other
polyvalent cations (Hu et al, 2005). The receptor contains five protein kinase C
(PKC) phosphorylation sites (Figure 1) (Bai et al, 1998b). The PKC phosphorylation
sites are part of a negative feedback system, whereby phosphorylation of one or
more of the PKC sites, particularly T888, inhibits CaR-mediated activation of
phospholipase C (PLC), which is a major downstream mediator of the receptor’s
biological responses. PLC is an important participant in CaR-mediated activation of
PKC, particularly the calcium-dependent forms of the enzyme. Studies carried out
prior to the cloning of the CaR demonstrated that incubation of parathyroid chief
cells with high levels of Ca2+

o inhibited hormone-dependent cAMP accumulation
and activated PLC and, consequently, IP3 production, documenting that the CaR
activates both G�q and G�i/o (Brown, 1991). The ICD binds to the scaffolding
proteins, filamin-A and caveolin-1 (anti-caveolin antibodies co-immunoprecipitate
the CaR, but direct binding of caveolin-1 to the CaR has not been demonstrated)
(Hjalm et al, 2001; Kifor et al, 1998); both of these proteins also bind signaling
partners activated by the CaR, such as components of the MAPK pathways (see
below). The interaction of the CaR with filamin-A was recently shown to protect the
CaR from intracellular degradation (Zhang and Breitwieser, 2005); this finding may
explain why some studies have found that the CaR exhibits limited internalization
following binding to its ligands.

Studies utilizing a heterologous system of human embryonic kidney (HEK) cells
with or without stably transfected CaR (HEK-CaR) have uncovered a plethora of
intracellular signaling pathways regulated by the receptor (Awata et al, 2001; Brown
and MacLeod, 2001). Most are also active in CaR-mediated signaling in other cells
expressing the CaR endogenously. In HEK-CaR cells as well as in parathyroid cells,
the CaR activates phospholipases (PL) A2, C, and D. PLC hydrolyzes phosphatidyli-
nositol bisphosphate to produce IP3, which, in turn, activates the IP3 receptor in
the endoplasmic reticulum (ER), thereby releasing calcium from its internal stores
within the ER; the attendant influx of calcium into the cytosol causes spikes in the
cytosolic free calcium concentration (Ca2+

i ). An early step in the biosynthesis of
polyphosphoinositides is conversion of phosphatidylinositol (PI) to phosphatidyli-
nositol 4-phosphate (PI-4P) by phosphatidylinositol 4-kinase. The CaR stimulates
phosphatidylinositol 4-kinase via G�q in parallel with its concomitant activation
of PLC in HEK-CaR cells (Huang et al, 2002). Another key group of intracellular
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signaling pathways linked to the CaR is the mitogen-activated protein kinases
(MAPKs). Activation of MAPKs takes place via phosphorylation by their respective
upstream kinases. MAPKs are key intracellular signaling pathways that often produce
changes in gene expression, i.e., in cell cycle regulation. But MAPKs can also regulate
processes close to the cell membrane, such as the activity of potassium channels
and the secretion of peptides. We have previously demonstrated that the CaR in
parathyroid cells and HEK-CaR cells stimulates the activity of MAPKs (Kifor et al,
1997). Handlogten et al. also showed that the CaR activates MAPK in HEK-CaR cells;
they used HEK cells stably transfected with a dominant-negative CaR (Arg796Trp)
as a control (Handlogten et al, 2001). They likewise demonstrated that the CaR
stimulates PLA2 through G�q, PLC, calmodulin, and calmodulin-dependent kinase,
but not through Gas or MAPK in HEK-CaR cells. The explanation(s) underlying
the differing results of these two studies concerning the role of MAPK in PLA2

activation has not yet been clarified. In cells that express the CaR at lower levels than
parathyroid cells and HEK-CaR cells, including testicular cancer cells, MAPK and
phosphatidylinositol 3-kinase (PI3-kinase), components of an important prosurvival
pathway, have been shown to be activated by the CaR (Tfelt-Hansen et al, 2004).

2.2. Agonists of the Calcium-sensing Receptor

The CaR behaves in a promiscuous manner with regards to the considerable number
of ligands that regulate it. CaR agonists are described as type I or type II (Nemeth et al,
1998b). Type I agonists are direct agonists, while type II serve as allosteric modulators,
requiring the presence of calcium to stimulate the CaR; the type II modulators left-
shift the calcium dose-response curve by sensitizing the receptor to this or other type
I agonists. The type I ligands comprise a variety of polycations, both inorganic and
organic, and their potencies generally parallel the number of positive charges that they
possess. The rank order of potency for the stimulation of the CaR by various inorganic
di- and trivalent cations is as follows: Gd3+>La3+�Ca2+=Ba2+>Sr2+>Mg2+ (Brown
et al, 1990; Nemeth and Scarpa, 1987; Shoback et al, 1988). The best characterized type
I organic polycationic CaR agonists are neomycin, spermine, and amyloid �-peptides
(Brown et al, 1993; Quinn et al, 1997; Ye et al, 1997). Neomycin and gadolinium are
often utilized to demonstrate that an action of Ca2+

o is likely to be mediated through
the CaR; however, they are far from specific for the CaR and newer, more specific
approaches, such as the use of pharmacological activators or inhibitors of the receptor,
dominant negative constructs or RNA silencing, offer great advantages in this regard.
Slight alterations in Ca2+

o (50–100 micromolar) within the physiological range in vivo
regulate theCaR’sactivity,but theaffinityof the receptor for itsprincipalphysiological
regulator, calcium, is far lower than that of other GPCRs for their ligands. The CaR’s
low affinity, when considered within the context of the levels of calcium within the
bodily fluids (e.g., millimolar) as well as the steepness of the curve relating Ca2+

o to
CaR activity, make the CaR a excellent “calciostat” for informing CaR-expressing
cells of the precise level of Ca2+

o within their immediate vicinity. The Hill coefficient,
which provides a measure of how well the CaR responds to small alterations in the
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concentrations of its agonists, is 3 to 4 in HEK-CaR cells (Bai et al, 1996), as noted
above. In dispersed parathyroid cells in vitro, the CaR is even more sensitive to changes
in Ca2+

o : PTH release is maximal at 0.75 mM and fully suppressed at just below 2 mM
ionized Ca2+

o (Brown, 1991). HEK-CaR cells as well as other types of cells, which, in
general, express the CaR at lower levels than do the chief cells of the parathyroid gland,
e.g. leydig cancer cells derived from the testis, exhibit higher EC50 values (�3–4 mM)
(Bai et al, 1996; Sanders et al, 2000).

As noted earlier, type II agonists are allosteric modulators of the CaR, e.g.,
they potentiate the action of Ca2+

o on the receptor. They comprise two classes:
small molecule drugs and amino acids. Drugs that allosterically stimulate the CaR
are called “calcimimetics” (Nemeth et al, 1998b). NPS R-467 and NPS R-568
and AMG 073 are calcimimetics that have been used in various experimental
studies and clinical trials and, more recently, as treatments for the secondary
hyperparathyroidism, which is not uncommonly encountered in patients with end
stage renal disease receiving dialysis therapy (Block et al, 2004; Goodman et al,
2002). AMG 073 (also called cinacalcet or sensipar) is currently the drug of
choice, because NPS R-467 and NPS R-568 are degraded by a cytochrome P-450
enzyme, CYP2D6 (Amgen, unpublished data). Five to seven percent of the general
population expresses CYP2D6, which has reduced enzymatic activity, thereby
resulting in higher blood levels and delayed metabolic clearance in this segment of
the population. Calcimimetics interact with the CaR’s TMD and in some manner
increase the apparent affinity of the receptor for calcium. More details on CaR-based
therapeutics and their application to human disease are given in Section F.

Some L-amino acids also act as type II agonists, in contrast to the respective
D-amino acids, which are several-fold less potent in activating the receptor
(Conigrave et al, 2000). This CaR’s ability to be activated by both extracellular
calcium and L-amino acids may permit it to sense nutrients in the gut, for example.
Available data indicate that amino acids bind to the ECD of the receptor, inter-
acting with a binding pocket homologous to those binding GABA and glutamate
in the GABAB receptors and mGluRs, respectively (Silve et al, 2005; Zhang et al,
2002). This may be pharmacologically important, since L-phenylalanine and the
calcimimetic NPS R-467 have synergistic actions in stimulating the CaR. Finally,
calcilytics represent another type of pharmacological agent acting on the CaR, as
described in more detail in Section F. They antagonize the action of Ca2+

o on the
receptor, and are being studied for use in the treatment of osteoporosis, as they
stimulate a pulse of endogenous PTH secretion, which has the potential to exert an
anabolic action on bone, similar to that of once daily injected PTH (Gowen et al,
2000).

2.3. Physiology

It is crucial for the body that Ca2+
o is maintained within a narrow range

(1.1–1.3 mM). Both very low and very high levels of Ca2+
o can be dangerous and

even life-threatening. Even very small alterations in the level of Ca2+
o , on the order of
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a few percent, produce immediate physiologic responses, which include alterations
in PTH secretion that restore Ca2+

o to its normal level. Rapid alterations in Ca2+
o are

more hazardous than slowly developing ones; thus the rapidity of the PTH response
is essential as a homeostatic defense against both hypo- and hypercalcemia.

Parathyroid hormone (PTH), calcitonin, and 1,25(OH)2D3 are the three most
important Ca2+

o -regulating hormones (Bringhurst et al, 1998). As noted earlier, there
is a functionally critical inverse relationship between Ca2+

o and PTH, a calcium-
elevating hormone. This relationship is mediated by the CaR (Ho et al, 1995;
Schwarz et al, 1993). In contrast, high Ca2+

o stimulates the secretion of calcitonin
(CT), a Ca2+

o -lowering hormone; this action of calcium on CT secretion is likewise
mediated by the CaR (Fudge and Kovacs, 2004). The rapidity with which the
secretion of PTH and CT respond to changes in extracellular calcium usually
normalizes Ca2+

o within minutes to hours. Available data have demonstrated that the
CaR is expressed not only in the organs that secrete calcium-regulating hormones
(e.g., the parathyroid glands and C-cells of the thyroid glands), but also in target
tissues for these hormones. These latter tissues regulate Ca2+

o by translocating
calcium ions into or out of the bodily fluids, and include the kidney, which expresses
the CaR at robust levels in certain nephron segments, as well as bone and intestine,
which express the receptor at lower levels (see below). By acting on both hormone-
secreting and hormone-responsive tissues through its own cell surface receptor, Ca2+

o

acts in effect, as another Ca2+
o -regulating “hormone” (in this case Ca2+

o –lowering)
or “first messenger”. Elevations in the extracellular ionized calcium concentration
stimulate the CaR and lower Ca2+

o by enhancing CT secretion, promoting urinary
calcium excretion and suppressing PTH release. In the remainder of this section, we
will provide a brief discussion of the CaR’s known and putative roles in parathyroid
gland, kidney and bone, three out of the four main organs involved in calcium
homeostasis. For a discussion of the CaR’s localization and potential roles along
the gastrointestinal tract, see (Hebert et al, 2004).

2.3.1. Parathyroid (PT) glands

The most important function of the CaR in minute-to-minute Ca2+
o homeostasis lies

in the CaR-mediated inhibition of PTH secretion. The steep inverse sigmoidal curve
relating Ca2+

o and PTH release was described long before the CaR was cloned.
Studies utilizing dispersed parathyroid cells to investigate Ca2+

o –regulated PTH
release are mainly limited to those performed within a few hours of isolating the
cells, because these cells, particularly bovine parathyroid cells, exhibit a marked,
loss of their expression of the CaR on the cell membrane over 24–48 hours (Brown
et al, 1995; Mithal et al, 1995). The receptor is normally expressed at high levels
on the surface of the parathyroid chief cells. The principal functions of the CaR
in the parathyroid are shown in Table 1. Relatively little is known about the
control of its expression on the cell surface, but of note, the expression of the
CaR in rat parathyroid and kidney was increased by 1,25(OH)2D3, while Ca2+

o had
no effect (Brown et al, 1996). In more recent studies, however, raising Ca2+

o

increased CaR expression in avian parathyroid gland (Yarden et al, 2000), and a
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Table 1. Key Roles of CaR in Parathyroid and Kidney

• Parathyroid
(1) Inhibit PTH secretion
(2) Inhibit PTH gene expression
(3) Inhibit parathyroid cellular proliferation

• Kidney
(1) Proximal tubule—blunt PTH-induced phosphaturia
(2) MTAL—inhibit NaCl reabsorption
(3) CTAL—inhibit reabsorption of Ca2+ and Mg2+

(4) IMCD—inhibit vasopressin-elicited water reabsorption

calcimimetic elevated the expression of the receptor in pathological parathyroid
glands (Mizobuchi et al, 2004). The upregulation of the receptor following its
activation could clearly serve as a positive feedback loop contributing to CaR-
mediated actions in the parathyroid gland. Of note in this regard, Ca2+

o also regulates
the expression of the vitamin D receptor (VDR) (Bajwa et al, 2005), which could
potentiate the action of vitamin D on the level of CaR expression and also enhance
the biological actions of the CaR. Another case where there is upregulation of
parathyroid CaR expression is in sheep subjected to burn injury, which was accom-
panied by a decrease in set-point for suppression of PTH secretion by calcium
(Murphey et al, 2000). This increase in CaR expression and the associated change in
Ca2+

o –regulated PTH secretion may be a factor that contributes to the hypocalcemia
and relative hypoparathyroidism in human burn patients. It might also participate in
the hypocalcemia accompanied by inappropriately normal PTH levels, which can
be observed in severely ill patients with inflammatory states.

In bovine parathyroid cells, the CaR is located on the cell membrane in caveolin-
1-containing rich membrane domains (Kifor et al, 1998) that are called caveolae and
can serve as “message centers” where several different types of signaling molecules
are concentrated. The signaling systems downstream of the CaR that contribute to
the regulation of PTH secretion are not known with certainty. However, a recent
report showed that knockout of both Gq and G11 in mice resulted in biochemical
features similar to those caused by homozygous knockout of the CaR in mice and
humans, suggesting a critical role for these G proteins in CaR-induced suppression
of PTH secretion (Wettschureck et al, 2006). Another report showed that activation
of the CaR increases ERK1/2 activity via the PKC pathway and, to a lesser extent,
the PI-3K pathway, in normal parathyroid cells. Thus, while more work is needed,
a pathway comprising CaR → Gq/11 → PLC → PKC → ERK1/2 may participate
in the modulation of PTH secretion by Ca2+

o .

2.3.2. Expression, function and regulation of the CaR in the kidney

The kidney plays several critical roles in calcium homeostasis. The CaR is widely
expressed along essentially the whole nephron. The cellular localization and putative
function(s) of the CaR in the kidney seem to depend upon the region of the
nephron in which the receptor resides (Ward and Riccardi, 2002). The CaR’s
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expression along the nephron has been studied using in situ hybridization as well
as reverse transcriptase-polymerase chain reaction (RT-PCR) of micro-dissected
nephron segments (Riccardi et al, 1996). Later, the cellular localization and regional
distribution of receptor protein along the nephron was examined using immunoflu-
orescence (Riccardi et al, 1998). One outcome of these studies was the recognition
that the polarity of CaR protein varies along the nephron. In the proximal tubule
the receptor is present on the apical surface of the proximal tubular epithelial cells.
On the contrary, in the cells of the cortical thick ascending limb (CTAL), the
receptor is localized in the basolateral membrane. Similarly, basolateral staining
for the CaR was observed in the medullary thick ascending limb (MTAL), macula
densa, and the distal convoluted tubule (DCT). In the cortical collecting duct,
immunostaining for the CaR is located on some intercalated cells, while in the
inner medullary collecting duct (IMCD) the receptor has primarily an apical
distribution.

There has been relatively little work characterizing the factors that regulate the
CaR’s expression in the kidney. A recent report demonstrated that in rat kidney,
C-cell and parathyroid in vivo as well as in a human proximal tubule cell line in
vitro, transcription of the CaR gene was increased about two-fold following 8 and
12 h of treatment with 1,25(OH)2D3 (Canaff and Hendy, 2002), acting via two
promoters that lie upstream of the CaR gene. A low phosphate diet had no effect on
CaR expression along the nephron in one study (Caride et al, 1998), while Riccardi
et al. demonstrated in vivo in rats that a low phosphate diet as well as treatment
with PTH downregulated CaR protein in the proximal tubule (Riccardi et al, 2000).
Thus CaR expression in the proximal tubule of the rat kidney is modulated by
1,25(OH)2D3 and PTH and, perhaps, by dietary phosphate. One other study on the
regulation of the CaR’s expression along the nephron demonstrated that the level of
CaR protein in purified apical endosomes isolated from IMCD, which also contain
aquaporin-2, the water channel that traffics to the apical membrane in response
to vasopressin and enhances water reabsorption, was reduced in rats rendered
hypercalcemic by vitamin D administration (Sands et al, 1998). To summarize,
the CaR’s roles along the nephron include: 1) diminishing the inhibitory effect
of PTH on renal phosphate reabsorption in the proximal tubule (Ba et al, 2003);
2) inhibiting renal tubular reabsorption of calcium in the CTAL (Motoyama and
Friedman, 2002); and 3) reducing urinary concentrating ability in the IMCD by
antagonizing the action of vasopressin (Sands et al, 1997).

2.3.3. Bone

Abundant data indicate that Ca2+
o inhibits the formation and activity of osteo-

clasts and stimulates the activity of osteoblasts. The first evidence for the existence
of a G protein-coupled, cation-sensing mechanism in osteoblasts was presented
shortly after the cloning of the CaR (Quarles et al, 1994). Since then some, but
not all studies have found that the CaR is expressed in various osteoblastic cell
lines and primary osteoblasts (Chang et al, 1999; Chattopadhyay et al, 2004;
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Pi et al, 1999). A interesting study demonstrated that osteoblasts from CaR knock-
out mice still had a promitogenic response to Ca2+

o , supporting the presence of a
calcium-sensing mechanism other than the full length CaR. This mechanism could
potentially be represented by the newly cloned GPRC6A, although the latter is
responsive to calcimimetics, and the actions of extracellular calcium on the CaR
knockout osteoblasts were not (Pi et al, 2005). The CaR is also present in articular
and hypertrophic chondrocytes (Chang et al, 1999). Utilizing a type II CaR agonist
in organ culture (fetal rat metatarsal bones) to study the possible role of the CaR in
bone growth, Wu et al. (Wu et al, 2004) demonstrated that the receptor modulates
chondrogenesis in the growth plate and enhances longitudinal bone growth.

The CaR is expressed by some osteoclasts (Kanatani et al, 1999) and by
monocytes, which are of the same lineage as osteoclast precursors (Yamaguchi
et al, 2000). In addition to inhibiting the formation and activity of osteoclasts,
high extracellular calcium has been shown to promote osteoclast apoptosis (Lorget
et al, 2000). However, the calcimimetic, AMG 073, produced none of the actions
of elevated extracellular calcium on osteoblast proliferation or osteoclast formation
and resorption in one study (Shalhoub et al, 2003). One possible mechanism that has
been suggested to mediate calcium-sensing in osteoclasts is a plasma membrane,
ryanodine-like receptor that couples to increases in the intracellular calcium concen-
tration (Zaidi et al, 1999). Therefore, although the CaR and other calcium-sensing
mechanisms may participate in the regulation of bone cell and cartilage function,
further studies are clearly required to clarify the divergent results observed in the
studies to date.

3. DISORDERS OF CALCIUM-SENSING THAT INVOLVE
THE CaR

3.1. Clinical and Genetic Features of Familial Hypocalciuric
Hypercalcemia (FHH) [OMIM 14598]

The principal disorders of extracellular calcium sensing are listed in Table 2. FHH is
typically a benign form of hypercalcemia (Law Jr. and Heath III, 1985; Marx et al,
1981a). The diagnosis of FHH can be made in a patient with mild-to-moderate, PTH-
dependent hypercalcemia averaging approximately 2.75 mM (total calcium), an
autosomal dominant pattern of inheritance of a similar degree of hypercalcemia on
family screening, and an inappropriately reduced rate of urinary calcium excretion
in the face of hypercalcemia. Several families, however, have been identified with
more marked hypercalcemia, averaging 3 and 3.4 mM. Several affected neonates
from some of these kindreds have manifested a neonatal severe hyperparathyroid-
like state (Bai et al, 1997). It is thought that the mutant receptors harboring these
mutations may in some cases exert a dominant negative action on the wild type
partner in mutant-wild type heterodimers.

Because the disorder is benign in most cases, patients with FHH are frequently
not diagnosed until a routine measurement of the blood calcium concentration shows
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Table 2. Disorders of Calcium-Sensing

• Conditions with reduced sensitivity to Ca2+
o

(1) FHH/NSHPT
(2) Primary hyperparathyroidism
(3) Inactivating antibodies to the CaR

• Conditions with increased sensitivity to Ca2+
o

(1) Autosomal dominant hypocalcemia
(2) Activating antibodies to the CaR

an unexpectedly high value, or family screening is carried out owing to the birth of
a child with NSHPT (Marx et al, 1982). Patients with FHH commonly have normal
serum levels of PTH despite their hypercalcemia, although in about 15–20% of
cases, PTH levels are frankly elevated (Heath, 1989b).

The hypercalcemia in FHH, when viewed in the context of a normal level of
PTH that is inappropriately high for that serum calcium concentration, reflects the
presence of a right-shifted set-point for Ca2+

o -regulated PTH release (Auwerx et al,
1984). An additional important finding is the fact that there is typically a normal or
even frankly reduced urinary calcium excretion in spite of the coexistent hypercal-
cemia (Marx et al, 1981a). This alteration in renal calcium handling reflects “resis-
tance” of the kidney to the usual hypercalciuric action of hypercalcemia and is the
equivalent of the resistance of PTH secretion to the normal inhibitory effect of high
calcium in FHH. Of note, administration of a loop diuretic (e.g., ethacrynic acid)
promotes renal excretion of calcium in hypoparathyroid subjects with FHH (Attie
et al, 1983). This observation points towards a key role of the thick ascending limb—
the site where this class of diuretics acts–in the anomalous renal calcium handling
in FHH.

Short of carrying out mutational analysis, the most useful means of distinguishing
FHH from other forms of hypercalcemia, particularly primary hyperparathyroidism,
is to determine the ratio of the renal clearance of calcium to that of creatinine
(Ca/Cr). A value less than 0.01 is found in about 80% of individuals with FHH,
while a similar proportion of cases of primary hyperparathyroidism have levels
higher than this (Fuleihan et al., 2002). Another biochemical finding in patients with
FHH is their capacity to concentrate their urine normally, in contrast to patients with
primary hyperparathyroidism, in whom maximal urinary concentration elicited by
dehydration is reduced (Marx et al, 1981b). While this finding is not used diagnosti-
cally, it likely reflects renal resistance of FHH patients to the hypercalcemia-induced
diminution in urinary concentrating ability that is observed in other forms of hyper-
calcemia. Individuals with FHH usually manifest serum magnesium concentrations
that are in the upper normal range or mildly elevated. Finally, while differentiating
FHH from primary hyperparathyroidism is usually straightforward, a recent study
of the genetic basis for familial isolated hyperparathyroidism showed that four of 22
unrelated probands harbored inactivating mutations of the CaR (Warner et al, 2004).
Therefore the clinician should bear in mind that FHH can be an underdiagnosed
but important cause of familial isolated hyperparathyroidism (Simonds et al, 2002;
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Warner et al, 2004). Moreover this study points out that there can be overlap in
the clinical presentations of FHH and primary hyperparathyroidism, particularly in
familial forms of the latter.

Additional FHH families have also highlighted the existence of atypical presen-
tations of this condition that initially led to a diagnosis of primary hyperparathy-
roidism. One such kindred manifested hypercalcemia, high PTH levels, hypercal-
ciuria and even renal stone formation, but was then shown to harbor an inactivating
FHH mutation (Carling et al, 2000). Subtotal parathyroidectomy in most affected
family members provided long-term remission of their biochemical abnormalities,
demonstrating that parathyroid surgery, while typically ineffective in curing hyper-
calcemia in FHH, may be appropriate in an occasional kindred. Recent studies have
described the presence of single and multiple parathyroid “adenomas” in several
patients with FHH, although the parathyroid glands in FHH typically are of normal
size and histology, or in some cases exhibit mild chief cell hyperplasia with one
or more enlarged glands (Burski et al, 2002; Carling et al, 2000). A few cases of
parathyroid lipohyperplasia have been described in FHH, and some authors have
suggested that finding should prompt a search for inactivating mutations of CaR
(Fukumoto et al, 2001).

While FHH most commonly presents as an asymptomatic form of hypercalcemia,
a few kindreds exhibit more severe hypercalcemia. Nevertheless, even in these
cases the natural history of the disorder is usually so benign that the great majority
of these patients should be followed without intervention, with a few exceptions
(see above). In the unusual individual with FHH and symptomatic hypercalcemia,
the new calcimimetics–described in more detail below—could potentially provide
a useful form of treatment; indeed the use of this treatment was recently described
in this setting.

The mutations in the CaR gene in FHH or NSHPT cause a loss-of-function of
the CaR that result in a rightward shift in the set-point for Ca2+

o -regulated PTH
secretion. In 1972, Foley et al. (Foley Jr et al, 1972) first described the characteristic
clinical features of the hereditary condition now known as familial hypocalciuric
hypercalcemia (FHH) (it was initially called familial benign hypercalcemia). Nearly
two decades later, linkage analysis showed that the predominant locus of the FHH
disease gene resided on the long arm of chromosome 3 (band q21–24) in four
large FHH families (Chou et al, 1992). However, FHH is not always linked to
chromosome 3q. Notably, two families with a clinical features similar to FHH
showed linkage to the short and long arms of chromosome 19 (Heath et al, 1993;
Lloyd et al, 1999), respectively; one of these was called the Oklahoma variant and
exhibited a tendency for the biochemical abnormalities to be progressive with time
(Lloyd et al, 1999). FHH that is linked to these latter two loci may be present in a
minority of the �30% of FHH cases without an identifiable mutation in the CaR
gene. The remaining cases of FHH without an identifiable mutation presumably
harbor mutations in regulatory regions of the CaR gene that control its expression,
but this remains to be shown directly.



152 Brown

Since the initial discovery of three unique missense mutations in the CaR gene
in 1993 in the families with FHH (Pollak et al, 1993), more than 150 additional
mutations have been described. Most are unique to individual families, although a
few apparently unrelated kindreds have identical mutations (e.g., gly552arg) (see
web site http://www.casrdb.mcgill.ca). Most are missense mutations and reside in
the first half of the ECD or within the TMD of the receptor (Hauache, 2001).
However, truncation, insertion, deletion and splice site mutations have also been
described (Carling et al, 2000; D’Souza-Li et al, 1998; Hendy et al, 2000; Janicic
et al, 1995). An unusual type of mutation was described in an FHH family that
exhibited a mutation in the acceptor splice site at position-1 of intron 2 of the CaR
gene, which resulted in a frame shift and a truncated protein of 153 amino acids
(D’Souza-Li et al, 1998). Although the mRNA for the receptor was stable, the
truncated protein, lacking any of the transmembrane domain, was never found on
the cell membrane. Individual mutations are associated with distinct phenotypes:
In some instances, a mutant receptor exerts a dominant-negative action on the
remaining wild type receptor within mutant-wild type heterodimers, as noted above,
thereby rendering the phenotype more severe (Bai et al, 1997). Such a dominant-
negative action presumably reflects the specific properties of the mutant receptor
protein residing on the cell surface. In the case of mutant receptors exerting a
dominant negative action, normally functioning, wild type CaR homodimers would
only represent about one-fourth of all the cell surface receptors (reflecting the
theoretically expected ratio of 1:2:1 of wild type homodimer, wild-type-mutant
heterodimer, and mutant homodimers, respectively). Truncations in the CaR gene,
in contrast, may simply reduce the number of normally functioning CaRs expressed
on the cell surface, producing so-called haploinsufficiency, which results from a
decrease in receptor expression/activity due to loss of one CaR allele, analogous
to mice heterozygous for knockout of the CaR gene (Ho et al, 1995), where levels
of the CaR protein are about 50% of normal. It should be kept in mind while
evaluating the literature describing in vitro characterization of mutant CaRs that
the cells used for these experiments differ substantially from the chief cells of
the parathyroid glands or CaR-expressing kidney cells. Thus the experimental data
likely represent only an approximation of how the receptors would function in their
native environment.

3.2. Clinical and Genetic Features of Neonatal Severe Primary
Hyperparathyroidism (NSHPT) [OMIM 239200]

NSHPT in most cases presents within the first six months of life. Affected infants
have severe, symptomatic, PTH-dependent hypercalcemia, along with the bony
changes of severe hyperparathyroidism. Infants with NSHPT can exhibit polyuria,
dehydration, hypotonia, and failure to thrive (Brown et al, 1997; Eftekhari and
Yousefzadeh, 1982; Grantmyre, 1973; Heath, 1989a; Marx et al, 1985). A prominent
feature of the disease is the associated hyperparathyroid bone disease, which can
be associated with multiple fractures. Rib fractures can in some cases produce a
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“flail chest” syndrome that causes respiratory difficulties, owing to a decreased
capacity of the affected infant to expand its chest wall and generate the negative
intrathoracic pressure needed for normal respiration (Grantmyre, 1973).

The mass of the parathyroid glands in NSHPT is generally increased several-fold,
and they exhibit prominent chief cell hyperplasia. Biochemical evaluation shows
hypercalcemia, hyperparathyroidism, and relative hypocalciuria (Cole et al, 1997).
Total serum calcium concentrations range from moderately elevated (e.g., 3–3.25
mM) to levels as high as 7.7 mM in the most severely affected cases (Brown, 2000;
Heath, 1989a). PTH levels are often 10-fold higher than the upper limit of normal.
Early diagnosis is critical, as untreated NSHPT can be a devastating neurodevel-
opmental disorder, which in some cases is lethal without parathyroidectomy to
alleviate the hyperparathyroidism and hypercalcemia (Cole et al, 1997). As noted
earlier, the most severe cases of NSHPT develop ribcage deformities, as well as
rachitic changes, skeletal undermineralization, and fractures of the long bones and
other skeletal sites (Eftekhari and Yousefzadeh, 1982; Grantmyre, 1973).

The older literature on NSHPT (e.g., prior to 20 years ago) describes substantial
mortality in infants with NSHPT; therefore, treatment for the condition in its severe
form has traditionally been total parathyroidectomy (Eftekhari and Yousefzadeh,
1982). However, more recently, a broader clinical spectrum for NSHPT has become
apparent; particularly given the availability of genetic testing of the CaR gene.
As a result a number of studies have now shown that some infants have milder
hyperparathyroidism and a substantially milder clinical presentation and natural
history (Heath, 1989a; Pearce et al, 1995b). This latter form of the disease might
better be termed neonatal hyperparathyroidism (NHPT), to emphasize this milder
phenotype in these infants, most of whom harbor heterozygous inactivating CaR
mutations. In these latter cases, the condition can revert with time to a phenotype
resembling FHH with medical management alone (Heath, 1989a). Therefore, at
the moment parathyroidectomy should be reserved for the most severely affected
infants, in whom intensive medical therapy (e.g., with aggressive hydration and, if
appropriate, bisphosphonates) has failed to stabilize the patient, and there is concern
for the infant’s survival.

Recent reports have described patients with homozygous mutations in the CaR
gene, who escaped detection until adulthood, at which time they did not have the
usual symptoms and signs of hypercalcemia and were only identified serendipi-
tously by routine biochemical screening. One such patient, a 35-year-old woman
had two copies of the missense mutation pro39ala from related parents. She was
asymptomatic, despite a serum calcium concentration of 3.75 to 4.25 mM (Aida
et al, 1995). Another such patient, who was homozygous for a distinct inactivating
CaR mutation was likewise not diagnosed until adulthood (Fukumoto et al, 2001).
Both mutations produced relatively mild defects of their function when expressed
heterologously, perhaps enabling a sufficient of control PTH release by calcium to
be compatible with a relatively normal life, despite quite marked hypercalcemia.
Indeed the seeming lack of hypercalcemic symptoms in the face of moderate to
severe hypercalcemia supports the notion that at least some of these symptoms
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are mediated by the CaR. That is, these patients seem to be resistant not only to
the effects of calcium on parathyroid and kidney but also to the development of
hypercalcemic symptoms. In these patients a calcimimetic might represent a means
of lowering the serum calcium concentration–assuming the mutant CaRs were
responsive to the drug–thereby providing not only a diagnostic test to determine
whether the patient obtained any symptomatic benefit from parathyroidectomy but
also, potentially, an effective long term, medical therapy.

NSHPT is most commonly an autosomal recessive condition; that is, the CaR
genes from both of the parents is mutated (e.g., homozygous FHH). Pollak et al.
studied 11 kindreds with FHH, in whom consanguineous unions engendered four
infants with NSHPT (Pollak et al, 1994b). It should be recognized, however, that
NSHPT is quite uncommon in FHH families considered as a whole. In one case
of NSHPT, two distinct mutations—one a mutation in exon 7 from the mother and
the other a mutation in exon 4 from the father—caused the disease, e.g., as a result
of the compound heterozygosity in the proband, who thereby lacked any normal
CaRs (Kobayashi et al, 1997). In theory, NSHPT can result from (1) homozygosity
from a consanguineous FHH union, (2) two mutant alleles of the CaR gene arising
from two distinct FHH kindreds or (3) from a de novo mutational event, with or
without an inherited, mutant parental allele (Pearce et al, 1995b). In addition, an
investigation of a girl with phenotypic NSHPT and her family revealed a single
mutant allele (present in exon 6, Gly552Arg) in her CaR gene, while her sister,
despite having the same genotype, had phenotypic FHH (Schwarz et al, 2000).
Thus factors leading to this degree of phenotypic variation are still only partly
understood.

3.3. Clinical and Genetic Features of Autosomal Dominant
Hypoparathyroidism (OMIM) [#601298]

Patients with this inherited form of hypocalcemia/hypoparathyroidism are
commonly asymptomatic, similar to the majority of patients with FHH. Some
patients, however, can exhibit neuromuscular irritability, seizures and basal ganglia
calcification. Patients generally exhibit mild to moderate hypocalcemia, with serum
PTH levels that are inappropriately low given the hypocalcemia, e.g., within the
lower half of the normal range or frankly subnormal (Pollak et al, 1994a). Affected
individuals often exhibit relative or absolute hypercalciuria, with normal or frankly
elevated urinary calcium excretion, respectively, in spite of their low serum calcium
concentration. Some studies have shown that renal calcium excretion in ADH is
higher than that in typical hypoparathyroidism. However, not all studies have shown
this difference in renal calcium excretion (Okazaki et al, 1999; Yamamoto et al,
2000). During febrile episodes patients, particularly children, with ADH may present
with symptoms of hypocalcemia and, in some cases, seizures. It is important to
prevent renal complications, including nephrocalcinosis, nephrolithiasis, and renal
impairment, during treatment of ADH patients with calcium and vitamin D (Pearce
et al, 1995a). These renal complications are generally seen in a setting in which



Physiology and pathophysiology of CaR 155

the clinician has tried to correct the serum calcium concentration to or close to
the normal range. Treatment with calcium supplements and vitamin D metabolites
should be reserved for those patients with symptomatic ADH; the goal should be
to increase the serum calcium concentration only to a level sufficient to render the
patient asymptomatic (Lienhardt et al, 2001). Renal excretion of calcium requires
monitoring in treated patients in order to minimize the risk of urinary complica-
tions. If a serum calcium concentration high enough to ameliorate symptoms cannot
be achieved with calcium and vitamin D supplementation without inducing frank
hypercalciuria (generally 4 mg/kg/24h), it may be necessary to co-administer a
hypocalciuric agent, such as a thiazide diuretic or injectable PTH (Winer et al, 1998).

ADH is a rare syndrome, although in index cases it may comprise a sizeable
fraction of cases of idiopathic hypoparathyroidism, perhaps representing as many
as a third of such cases (Lienhardt et al, 2001). Patients with this condition harbor
an activating or gain-of-function mutation of the CaR gene that resets the set-point
of Ca2+

o -regulated PTH secretion leftward and lowers renal calcium reabsorption.
Within a year after the cloning of the CaR, Finegold et al. (1994) showed linkage of
ADH to a locus on chromosome 3 q13—the same locus containing the gene for the
CaR. Shortly afterward, a heterozygous missense mutation, Glu127Ala, was shown
to be the cause of ADH in an unrelated family (Pollak et al, 1994a). Since these first
reports, more than 30 mutations have been characterized causing ADH (see CaR
Database at http://www.casrdb.mcgill.ca/). Most of these are missense mutations
within the CaR’s ECD and TMD. When expressed in heterologous systems, these
mutations cause a left-shift in the activation of the CaR by Ca2+

o , and they only
rarely induce constitutive activation of the receptor (Baron et al, 1996; D’Souza-Li
et al, 2002; Hauache, 2001; Pearce et al, 1996; Pollak et al, 1994a)� A recent report
identified a family with a large deletion of 181 amino acids within the C-terminus
of the CaR, which increased the sensitivity of the receptor for Ca2+

o (Lienhardt et al,
2000). This family contained the only individual to date known to be homozygous
for an activating mutation, but this individual exhibited a phenotype very similar to
that of the heterozygous family members. Thus one mutated allele may be enough
to induce a maximal shift in the set-point of Ca2+

o -regulated PTH secretion, and
the presence of the second mutated allele does not alter the biochemical properties
of the receptor dimers any further, perhaps due to a “dominant positive” effect of
the mutant receptor on its wild type partner within the heterodimeric CaR. Another
activating mutation of the CaR changed a cysteine at amino acid 129 to a serine
(Cys129Ser) (Hauache, 2001; Hirai et al, 2001). Because this cysteine participates
in dimerization of the CaR, this result suggests that this cysteine constrains the
receptor in its inactive state.

4. AUTOIMMUNE DISEASES

Recent studies have identified autoimmune, acquired forms of hypo- and hypercal-
cemia analogous to ADH and FHH, respectively, but which result from activating and
inactivating antibodies, respectively, rather than activating and inactivating mutations.
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Although these conditions are rare, they are important to be aware of in consid-
ering the differential diagnosis of the inherited diseases of calcium homeostasis
just described.

4.1. Anti-CaR Antibodies and PTH-Dependent Hypercalcemia

Kifor et al. (2003) found autoantibodies to the CaR in four patients who had a clinical
picture resembling that of FHH in the setting of other autoimmune conditions (e.g.,
Hashimoto’s thyroiditis and sprue). The patients’ sera stimulated PTH secretion
and inhibited high calcium-stimulated inositol phosphate accumulation and MAPK
activation, presumably owing to antibody-mediated inhibition of the CaR. Further
studies of a larger number of patients are required to determine the incidence
of autoimmune, PTH-dependent hypocalciuric hypercalcemia in the presence of
various types of autoimmunity.

4.2. Anti-CaR Antibodies and Hypoparathyroidism

Idiopathic hypoparathyroidism is a condition with hypocalcemia caused by insuf-
ficient PTH secretion to maintain normocalcemia that is of unknown cause (e.g.,
hypomagnesemia or prior neck surgery). Blizzard et al. reported the presence of
autoantibodies to the parathyroid glands in the sera of patients with idiopathic
hypoparathyroidism in 1966 (Blizzard et al, 1966). They showed that 38% of
74 patients with idiopathic hypoparathyroidism had demonstrable anti-parathyroid
antibodies, compared with only 6% of 245 healthy controls, thereby establishing the
existence of parathyroid autoimmunity. A later study showed that autoantibodies
to the parathyroid glands in patients with sporadic, adult-onset hypoparathyroidism
bound to the cell surface of dispersed human parathyroid cells and inhibited PTH
release (Posillico et al, 1986). This result supported the presence of a cell surface
moiety that participated in regulating PTH secretion, which in retrospect may have
been the CaR. Li et al. (Li et al, 1996) more recently reported that 14 of 25
patients with autoimmune hyperparathyroidism had antibodies directed at the CaR.
In contrast, none of 50 control patients with other autoimmune diseases and 22
normal subjects had antibodies to the receptor. Recently, Kifor at al. reported
two patients with hypoparathyroidism and anti-CaR antibodies that activated the
receptor as assessed by simulation of MAPK activity and inositol phosphate accumu-
lation and inhibition of PTH release (Kifor et al, 2004). Two further studies
have shown conflicting results concerning the presence of anti-CaR antibodies
in patients presenting with autoimmune hypoparathyroidism. One study examined
90 patients with autoimmune polyendocrine syndrome type 1 and found no anti-
CaR autoantibodies (Soderbergh et al, 2004). Another study evaluated 51 patients
with idiopathic hypoparathyroidism–most with only hypoparathyroidism–and 45
healthy controls; Forty nine percent of the patients had serologic evidence of anti-
CaR antibodies (Goswami et al, 2004), and there was an association between
antibodies to the CaR and HLA-DR, suggesting an autoimmune component to



Physiology and pathophysiology of CaR 157

the disease. Of note, the two patients in the study of Kifor et al. with activating
autoantibodies to the CaR also had Graves’ disease and Addison’s disease, respec-
tively, further supporting the hypothesis of an autoimmune disease. It remains
to be determined whether the differences in the results of these two studies
reflect the fact that the incidence of anti-CaR antibodies in patients with type
1 APS and those with isolated hypoparathyroidism differs or is due to other
factors.

5. CaR-BASED THERAPEUTICS

The development of allosteric activators (“calcimimetics”) (Nemeth et al, 1998b)
and antagonists (“calcilytics”) (Gowen et al, 2000) of the CaR has made possible
CaR-based therapy of disorders of extracellular calcium homeostasis (Table 3).
AMG073 (known as Cinacalcet hydrochloride or Sensipar) has recently been
approved by the Food and Drug Administration (FDA) for use in treating secondary
hyperparathyroidism in patients receiving dialysis therapy for end stage kidney
disease (Block et al, 2004) as well as in parathyroid cancer (see website:
www.amgen.com). The drug also shows efficacy in mild primary hyperparathy-
roidism, as described below, but has not yet received FDA approval for this
indication (Peacock et al, 2005).

Beneficial effects of calcimimetics in treating 2o HPT were first reported in animal
models in which this condition was induced by subtotal nephrectomy. In these
studies parathyroidectomy or NPS R-568 slowed the progression of renal failure
and decreased heart-risk factors (Ogata et al, 2003). In both these animal models
and in vitro, the calcimimetics decreased circulating PTH levels (Fox et al, 1999;
Roussanne et al, 2001; Wada et al, 1998; Wada et al, 2000). It is noteworthy that
NPS R-568 suppressed not only PTH release but also parathyroid cellular growth in
rats with experimentally induced renal insufficiency that were receiving a normal-
phosphate diet (Wada et al, 2000), indicating that the receptor regulates parathyroid
growth as well as secretion. This study found no induction of parathyroid cell
apoptosis.

Table 3. Use of CaR-Based Therapeutics

• Calcimimetics
(1) Approved by FDA

(a) Secondary hyperparathyroidism in dialysis patients
(b) parathyroid cancer

(2) Not yet approved
(a) Primary hyperparathyroidism
(b) Possibly FHH/NSHPT or inactivating CaR antibodies

• Calcilytics
(1) Not yet FDA-approved

(a) Osteoporosis
(b) Possibly activating CaR mutations or antibodies
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Several studies have examined the efficacy of calcimimetics in treating 2o HPT
in human subjects on dialysis treatment (Antonsen et al, 1998; Block et al, 2004;
Goodman et al, 2002; Ohashi et al, 2004). These studies demonstrated that both
NPS R-568 and cinacalcet are effectively in lowering serum levels of PTH as
well as serum total and ionized calcium concentrations, and, in studies of long
enough duration, the calcium-phosphate product (e.g., the product of the calcium
and phosphorous concentrations in the serum, which provide an index of the risk
of pathological calcification). Because the calcimimetic-induced decrease in serum
PTH at times induces hypocalcemia, it may be necessary to administer an active
analogue of vitamin D along with the calcimimetic. The utility of an analogue
of vitamin D in this setting makes physiological sense as a replacement for the
decreased synthesis of 1,25(OH)2D3 by the damaged kidneys.

In a recent 26 week multicenter study of 741 patients with end stage renal
disease receiving hemodialysis, administration of cinacalcet reduced mean PTH
concentration by 43% in patients, while PTH increased by 9% in the placebo
group (Block et al, 2004). As has been observed in other clinical trials, the only
consistent adverse effect in cinacalcet-treated subjects was generally self-limited
nausea and vomiting. Notably, the serum calcium-phosphate product decreased
by 15% in the patients receiving cinacalcet and was unchanged in the placebo
group. The use of some traditional modes of treatment for 2o HPT, e.g., vitamin
D analogues and calcium-containing phosphate binders, can lead to hypercalcemia
and/or hyperphosphatemia, which are associated with an increased risk of death
as well as greater arterial stiffness, and calcification of the coronary arteries, aorta
and cardiac valves. Thus the cinacalcet-induced decrease in the calcium-phosphate
product might be expected to reduce these complications and perhaps prolong life
in dialysis patients. A recent small meta analysis summarized the initial evidence
for beneficial long term effects of cinacalcet, showing that adminstration of the
drug reduces risk of parathyroidectomy, fracture and cardiovascular hospitalization
and also improves quality of life (Ogata et al, 2006). There is a potential risk of
low turnover bone disease if doses of cinacalcet are utilized that produce too great
a decrease in serum PTH; further studies are needed to assess the frequency of this
complication.

A recent, 52 week trial of cinacalcet in 78 patients with mild primary hyper-
parathyroidism found that 73% of the patients treated with the drug achieved
normocalcemia, while only 5% of controls reached this endpoint (Peacock et al,
2005). There was no increase in urinary calcium excretion, suggesting that there
was no excess activation of the CaR in the kidney that might have promoted hyper-
calciuria. Despite the biochemical improvements in these subjects, however, there
was no increase in bone mineral density, unlike what is seen following surgical
removal of parathyroid tumors in PHPT. Therefore, cinacalcet is safe and effica-
cious for treating the hypercalcemia in patients with primary hyperparathyroidism,
although it may not be as effective as parathyroid surgery in treating patients with
reduced bone mineral density. However, cinacalcet hasn’t yet been approved by the
FDA for the treatment of PHPT, except in the case of parathyroid cancer, for which
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there is no other effective therapy of the biochemical abnormalities. Administration
of the calcimimetic in the latter setting enables some amelioration of the severe
hyperparathyroidism that not uncommonly is the cause of death in this condition.
Based on experience in a small number of patients, there is about a 60% response
rate, although progression of the disease eventually overwhelms the drug’s efficacy
in most cases (see www.amgen.com).

Calcium receptor antagonists, so-called calcilytics, have been developed, and
their clinical utility is being explored. In the presence of the calcilytic, a higher
than usual calcium concentration is needed to suppress PTH levels to a given
extent (Gowen et al, 2000; Nemeth et al, 1998a). As a result, the calcium receptor
reads normocalcemia as hypocalcemia and secretes a pulse of PTH. Parathyroid
hormone, when administered in a once daily regimen, exerts an anabolic action
on the skeleton, and is currently being used in the setting of osteoprosis (Neer
et al, 2001). Once daily adminsitration of the calcilytic, therefore, could promote a
similar effect owing to release of endogenous PTH, if the pharmacokinetics of the
endogenous PTH secretion mimicked sufficiently well that resulting from exogenous
PTH. Proof-of-principle has been obtained in a rat model of bone loss resulting
from removal of the ovaries, but further studies, particularly those in humans, are
needed to establish the role of calcilytics in the treatment of osteoporosis (Gowen
et al, 2000).

6. SUMMARY AND FUTURE ISSUES

The CaR is a membrane bound 7TM receptor expressed in all of the tissues
regulating extracellular calcium homeostasis. It “senses” even minute (on the order
of a few percent) alterations in the level of calcium in the blood; thus it acts
as the body’s “calciostat”. The CaR, in turn, regulates the functions of the cells
that express it so as to normalize the level of blood calcium concentration. CaR-
mediated control of the release of PTH plays an especially important role in calcium
homeostasis, since it directly or indirectly regulates the functions of all of the tissues
that are involved in regulating blood calcium. Patients who have loss-of-function
mutations in the CaR gene exhibit a form of hypercalcemia that is accompanied by
absolute or hypocalciuria. In the heterozygous form, it produces a benign hyper-
calcemic condition, FHH. In the homozygous form (NSHPT), the hypercalcemia
may be lethal if it is not treated surgically. Gain-of-function mutations produce
a generally benign state of hypocalcemia with relative or absolute hypercalciuria,
ADH; It will be of interest in future studies to collect detailed clinical information
in large kindreds to study the possible implications of the CaR’s altered sensi-
tivity to calcium in these patients and the resulting alterations in the levels of the
serum calcium concentration. This could be even more relevant than previously
considered, since the CaR is expressed in numerous organs, such as the breast
brain, intestine and cardiovascular system, which are not thought to be involved
in systemic calcium metabolism. Finally, symptomatic patients may derive benefit
from the new calcimimetic CaR activators and, perhaps in the future, calcilytics.



160 Brown

REFERENCES

Aida, K, Koishi, S, Inoue, M, Nakazato, M, Tawata, M and Onaya, T, 1995, Familial hypocalciuric
hypercalcemia associated with mutation in the human Ca(2+)-sensing receptor gene, J Clin Endocrinol
Metab 80: 2594–2598

Antonsen, JE, Sherrard, DJ and Andress, DL, 1998, A calcimimetic agent acutely suppresses parathyroid
hormone levels in patients with chronic renal failure. Rapid communication, Kidney Int 53: 223–227

Attie, MF, Gill Jr, J, Stock, JL, Spiegel, AM, Downs Jr, RW, Levine, MA and Marx, SJ, 1983, Urinary
calcium excretion in familial hypocalciuric hypercalcemia. Persistence of relative hypocalciuria after
induction of hypoparathyroidism, J Clin Invest 72: 667–676

Auwerx, J, Demedts, M and Bouillon, R, 1984, Altered parathyroid set point to calcium in familial
hypocalciuric hypercalcaemia, Acta Endocrinologica (Copenh) 106: 215–218

Awata, H, Huang, C, Handlogten, ME and Miller, RT, 2001, Interaction of the calcium-sensing receptor
and filamin, a potential scaffolding protein, J Biol Chem 276: 34871–34879

Ba, J, Brown, D and Friedman, PA, 2003, Calcium-sensing receptor regulation of PTH-inhibitable
proximal tubule phosphate transport, Am J Physiol Renal Physiol 285: F1233–1243

Bai, M, Pearce, SH, Kifor, O, Trivedi, S, Stauffer, UG, Thakker, RV, Brown, EM and Steinmann, B,
1997, In vivo and in vitro characterization of neonatal hyperparathyroidism resulting from a de novo,
heterozygous mutation in the Ca2+-sensing receptor gene: normal maternal calcium homeostasis as
a cause of secondary hyperparathyroidism in familial benign hypocalciuric hypercalcemia, J Clin
Invest 99: 88–96

Bai, M, Quinn, S, Trivedi, S, Kifor, O, Pearce, SHS, Pollak, MR, Krapcho, K, Hebert, SC and Brown, EM,
1996, Expression and characterization of inactivating and activating mutations in the human Ca2+o-
sensing receptor, J Biol Chem 271: 19537–19545

Bai, M, Trivedi, S and Brown, EM, 1998a, Dimerization of the extracellular calcium-sensing receptor
(CaR) on the cell surface of CaR-transfected HEK293 cells, J Biol Chem 273: 23605–23610

Bai, M, Trivedi, S, Lane, CR, Yang, Y, Quinn, SJ and Brown, EM, 1998b, Protein kinase C phosphory-
lation of threonine at position 888 in Ca2+o- sensing receptor (CaR) inhibits coupling to Ca2+ store
release, J Biol Chem 273: 21267–21275

Bajwa, A, Horst, RL and Beckman, MJ, 2005, Gene profiling the effects of calcium deficiency versus
1,25-dihydroxyvitamin D induced hypercalcemia in rat kidney cortex, Arch Biochem Biophys 438:
182–194

Baron, J, Winer, KK, Yanovski, JA, Cunningham, AW, Laue, L, Zimmerman, D and Cutler, GB,
Jr., 1996, Mutations in the Ca(2+)-sensing receptor gene cause autosomal dominant and sporadic
hypoparathyroidism, Hum Mol Genet 5: 601–606

Blizzard, RM, Chee, D and Davis, W, 1966, The incidence of parathyroid and other antibodies in the
sera of patients with idiopathic hypoparathyroidism, Clin Exp Immunol 1: 119–128

Block, GA, Martin, KJ, de Francisco, AL, Turner, SA, Avram, MM, Suranyi, MG, Hercz, G,
Cunningham, J, Abu-Alfa, AK, Messa, P, Coyne, DW, Locatelli, F, Cohen, RM, Evenepoel, P, Moe,
SM, Fournier, A, Braun, J, McCary, LC, Zani, VJ, Olson, KA, Drueke, TB and Goodman, WG, 2004,
Cinacalcet for secondary hyperparathyroidism in patients receiving hemodialysis, N Engl J Med 350:
1516–1525

Bringhurst, FR, Demay, MB and Kronenberg, HM. Hormones and disorders of mineral metabolism. In:
Williams Textbook of Endocrinology (9th ed.), edited by Wilson JD, et alFoster DW, et alKronenberg
HM, et al. Philadelphia: W.B. Saunders, 1998, p. 1155–1209

Brown, AJ, Zhong, M, Finch, J, Ritter, C, McCracken, R, Morrissey, J and Slatopolsky, E, 1996, Rat
calcium-sensing receptor is regulated by vitamin D but not by calcium, Am J Physiol 270: F454–460

Brown, AJ, Zhong, M, Ritter, C, Brown, EM and Slatopolsky, E, 1995, Loss of calcium responsiveness in
cultured bovine parathyroid cells is associated with decreased calcium receptor expression, Biochem
Biophys Res Commun 212: 861–867

Brown, EM, 1991, Extracellular Ca2+ sensing, regulation of parathyroid cell function, and role of Ca2+

and other ions as extracellular (first) messengers, Physiol Rev 71: 371–411



Physiology and pathophysiology of CaR 161

Brown, EM, 2000, Familial hypocalciuric hypercalcemia and other disorders with resistance to extra-
cellular calcium, Endocrinol Metab Clin North Am 29: 503–522

Brown, EM, Bai, M and Pollak, MR. Familial benign hypocalciuric hypercalcemia and other syndromes
of altered responsiveness to extracellular calcium. In: Metabolic Bone Diseases and Clinically Related
Disorders. (third edition ed.), edited by Krane S and Avioli LV. San Diego, CA: Academic Press,
1997, p. 479–499

Brown, EM, Fuleihan, Ge-H, Chen, CJ and Kifor, O, 1990, A comparison of the effects of divalent
and trivalent cations on parathyroid hormone release, 3′,5′-cyclic-adenosine monophosphate accumu-
lation, and the levels of inositol phosphates in bovine parathyroid cells, Endocrinology 127: 1064–1071

Brown, EM, Gamba, G, Riccardi, D, Lombardi, M, Butters, R, Kifor, O, Sun, A, Hediger, MA, Lytton, J
and Hebert, SC, 1993, Cloning and characterization of an extracellular Ca(2+)-sensing receptor from
bovine parathyroid, Nature 366: 575–580

Brown, EM and MacLeod, RJ, 2001, Extracellular calcium sensing and extracellular calcium signaling,
Physiol Rev 81: 239–297

Burski, K, Torjussen, B, Paulsen, AQ, Boman, H and Bollerslev, J, 2002, Parathyroid adenoma in
a subject with familial hypocalciuric hypercalcemia: coincidence or causality?, J Clin Endocrinol
Metab 87: 1015–1016

Butters, RR, Jr., Chattopadhyay, N, Nielsen, P, Smith, CP, Mithal, A, Kifor, O, Bai, M, Quinn, S,
Goldsmith, P, Hurwitz, S, Krapcho, K, Busby, J and Brown, EM, 1997, Cloning and characterization
of a calcium-sensing receptor from the hypercalcemic New Zealand white rabbit reveals unaltered
responsiveness to extracellular calcium, J Bone Miner Res 12: 568–579

Canaff, L and Hendy, GN, 2002, Human calcium-sensing receptor gene. Vitamin D response elements
in promoters P1 and P2 confer transcriptional responsiveness to 1,25-dihydroxyvitamin D, J Biol
Chem 277: 30337–30350

Caride, AJ, Chini, EN, Homma, S, Dousa, TP and Penniston, JT, 1998, mRNAs coding for the calcium-
sensing receptor along the rat nephron: effect of a low-phosphate diet, Kidney Blood Press Res 21:
305–309

Carling, T, Szabo, E, Bai, M, Ridefelt, P, Westin, G, Gustavsson, P, Trivedi, S, Hellman, P, Brown, EM,
Dahl, N and Rastad, J, 2000, Familial hypercalcemia and hypercalciuria caused by a novel mutation
in the cytoplasmic tail of the calcium receptor, J Clin Endocrinol Metab 85: 2042–2047

Chang, W, Tu, C, Chen, T-H, Komuves, L, Oda, Y, Pratt, S, Miller, S and Shoback, D, 1999, Expression
and signal transduction of calcium-sensing receptors in cartilage and bone, Endocrinology 140:
5883–5893

Chattopadhyay, N, Yano, S, Tfelt-Hansen, J, Rooney, P, Kanuparthi, D, Bandyopadhyay, S, Ren, X,
Terwilliger, E and Brown, EM, 2004, Mitogenic action of calcium-sensing receptor on rat calvarial
osteoblasts, Endocrinology 145: 3451–3462

Chou, YH, Brown, EM, Levi, T, Crowe, G, Atkinson, AB, Arnqvist, HJ, Toss, G, Fuleihan, GE,
Seidman, JG and Seidman, CE, 1992, The gene responsible for familial hypocalciuric hypercalcemia
maps to chromosome 3q in four unrelated families, Nat Genet 1: 295–300

Cole, DE, Janicic, N, Salisbury, SR and Hendy, GN, 1997, Neonatal severe hyperparathyroidism,
secondary hyperparathyroidism, and familial hypocalciuric hypercalcemia: multiple different pheno-
types associated with an inactivating Alu insertion mutation of the calcium- sensing receptor gene
[published erratum appears in Am J Med Genet 1997 Oct 17;72(2):251-2], Am J Med Genet 71:
202–210

Conigrave, AD, Quinn, SJ and Brown, EM, 2000, L-amino acid sensing by the extracellular Ca2+-
sensing receptor, Proc Natl Acad Sci U S A 97: 4814–4819

D’Souza-Li, L, Canaff, L, Janicic, N, Cole, DEC and Hendy, GN, 1998, An acceptor splice site mutation
in the calcium-sensing receptor gene in familial hypocalciuric hypercalcemia and neonatal severe
hyperparathyroidism, Submitted

D’Souza-Li, L, Yang, B, Canaff, L, Bai, M, Hanley, DA, Bastepe, M, Salisbury, SR, Brown, EM, Cole,
DE and Hendy, GN, 2002, Identification and functional characterization of novel calcium-sensing
receptor mutations in familial hypocalciuric hypercalcemia and autosomal dominant hypocalcemia,
J Clin Endocrinol Metab 87: 1309–1318



162 Brown

Eftekhari, F and Yousefzadeh, D, 1982, Primary infantile hyperparathyroidism: clinical, laboratory,
and radiographic features in 21 cases, Skeletal Radiol 8: 201–208

Finegold, DN, Armitage, MM, Galiani, M, Matise, TC, Pandian, MR, Perry, YM, Deka, R and
Ferrell, RE, 1994, Preliminary localization of a gene for autosomal dominant hypoparathyroidism to
chromosome 3q13, Pediatr Res 36: 414–417

Foley Jr, T, Harrison, H, Arnaud, C and Harrison, H, 1972, Familial benign hypercalcemia, J Pediatr
81: 1060–1067

Fox, J, Lowe, SH, Petty, BA and Nemeth, EF, 1999, NPS R-568: a type II calcimimetic compound that
acts on parathyroid cell calcium receptor of rats to reduce plasma levels of parathyroid hormone and
calcium, J Pharmacol Exp Ther 290: 473–479

Fudge, NJ and Kovacs, CS, 2004, Physiological studies in heterozygous calcium sensing receptor (CaSR)
gene-ablated mice confirm that the CaSR regulates calcitonin release in vivo, BMC Physiol 4: 5

Fukumoto, S, Chikatsu, N, Okazaki, R, Takeuchi, Y, Tamura, Y, Murakami, T, Obara, T and Fujita,
T, 2001, Inactivating mutations of calcium-sensing receptor results in parathyroid lipohyperplasia,
Diagn Mol Pathol 10: 242–247

Fuleihan Gel, H, 2002, Familial benign hypocalciuric hypercalcemia, J Bone Miner Res 17 Suppl 2:
N51–56

Garrett, JE, Capuano, IV, Hammerland, LG, Hung, BC, Brown, EM, Hebert, SC, Nemeth, EF and
Fuller, F, 1995, Molecular cloning and functional expression of human parathyroid calcium receptor
cDNAs, J Biol Chem 270: 12919–12925

Goodman, WG, Hladik, GA, Turner, SA, Blaisdell, PW, Goodkin, DA, Liu, W, Barri, YM, Cohen, RM
and Coburn, JW, 2002, The Calcimimetic agent AMG 073 lowers plasma parathyroid hormone levels
in hemodialysis patients with secondary hyperparathyroidism, J Am Soc Nephrol 13: 1017–1024

Goswami, R, Brown, EM, Kochupillai, N, Gupta, N, Rani, R, Kifor, O and Chattopadhyay, N,
2004, Prevalence of calcium sensing receptor autoantibodies in patients with sporadic idiopathic
hypoparathyroidism, Eur J Endocrinol 150: 9–18

Gowen, M, Stroup, GB, Dodds, RA, James, IE, Votta, BJ, Smith, BR, Bhatnagar, PK, Lago, AM,
Callahan, JF, DelMar, EG, Miller, MA, Nemeth, EF and Fox, J, 2000, Antagonizing the parathyroid
calcium receptor stimulates parathyroid hormone secretion and bone formation in osteopenic rats,
J Clin Invest 105: 1595–1604

Grantmyre, E, 1973, Roentgenographic features of “primary” hyperparathyroidism in infancy, J Can
Assoc Radiol 24: 257–260

Handlogten, ME, Huang, C, Shiraishi, N, Awata, H and Miller, RT, 2001, The Ca2+-sensing receptor
activates cytosolic phospholipase A2 via a Gqalpha -dependent ERK-independent pathway, J Biol
Chem 276: 13941–13948

Hauache, OM, 2001, Extracellular calcium-sensing receptor: structural and functional features and
association with diseases, Braz J Med Biol Res 34: 577–584

Heath, D, 1989a, Familial benign hypercalcemia, Trends Endocrinol Metab 1: 6–9
Heath, Hd, 1989b, Familial benign (hypocalciuric) hypercalcemia. A troublesome mimic of mild primary

hyperparathyroidism, Endocrinol Metab Clin North Am 18: 723–740
Heath, Hd, Jackson, CE, Otterud, B and Leppert, MF, 1993, Genetic linkage analysis in familial benign

(hypocalciuric) hypercalcemia: evidence for locus heterogeneity, Am J Hum Genet 53: 193–200
Hebert, SC, Cheng, S and Geibel, J, 2004, Functions and roles of the extracellular Ca2+-sensing receptor

in the gastrointestinal tract, Cell Calcium 35: 239–247
Hendy, GN, D’Souza-Li, L, Yang, B, Canaff, L and Cole, DE, 2000, Mutations of the calcium-sensing

receptor (CASR) in familial hypocalciuric hypercalcemia, neonatal severe hyperparathyroidism, and
autosomal dominant hypocalcemia [In Process Citation], Hum Mutat 16: 281–296

Hirai, H, Nakajima, S, Miyauchi, A, Nishimura, K, Shimizu, N, Shima, M, Michigami, T, Ozono, K
and Okada, S, 2001, A novel activating mutation (C129S) in the calcium-sensing receptor gene in a
Japanese family with autosomal dominant hypocalcemia, J Hum Genet 46: 41–44

Hjalm, G, MacLeod, RJ, Kifor, O, Chattopadhyay, N and Brown, EM, 2001, Filamin-A binds to
the carboxyl-terminal tail of the calcium-sensing receptor, an interaction that participates in CaR-
mediated activation of mitogen-activated protein kinase, J Biol Chem 276: 34880–34887



Physiology and pathophysiology of CaR 163

Ho, C, Conner, DA, Pollak, MR, Ladd, DJ, Kifor, O, Warren, HB, Brown, EM, Seidman, JG and
Seidman, CE, 1995, A mouse model of human familial hypocalciuric hypercalcemia and neonatal
severe hyperparathyroidism [see comments], Nat Genet 11: 389–394

Hu, J, McLarnon, SJ, Mora, S, Jiang, J, Thomas, C, Jacobson, KA and Spiegel, AM, 2005, A region in
the seven-transmembrane domain of the human Ca2+ receptor critical for response to Ca2+, J Biol
Chem 280: 5113–5120

Huang, C, Handlogten, ME and Miller, RT, 2002, Parallel activation of phosphatidylinositol 4-kinase
and phospholipase C by the extracellular calcium-sensing receptor, J Biol Chem 277: 20293–20300

Janicic, N, Pausova, Z, Cole, DE and Hendy, GN, 1995, Insertion of an Alu sequence in the Ca(2+)-
sensing receptor gene in familial hypocalciuric hypercalcemia and neonatal severe hyperparathy-
roidism, Am J Hum Genet 56: 880–886

Kanatani, M, Sugimoto, T, Kanzawa, M, Yano, S and Chihara, K, 1999, High extracellular calcium
inhibits osteoclast-like cell formation by directly acting on the calcium-sensing receptor existing in
osteoclast precursor cells, Biochem Biophys Res Commun 261: 144–148

Kifor, O, Diaz, R, Butters, R and Brown, EM, 1997, The Ca2+-sensing receptor (CaR) activates
phospholipases C, A2, and D in bovine parathyroid and CaR-transfected, human embryonic kidney
(HEK293) cells, J Bone Miner Res 12: 715–725

Kifor, O, Diaz, R, Butters, R, Kifor, I and Brown, EM, 1998, The calcium-sensing receptor is localized in
caveolin-rich plasma membrane domains of bovine parathyroid cells, J Biol Chem 273: 21708–21713

Kifor, O, McElduff, A, LeBoff, MS, Moore, FD, Jr., Butters, R, Gao, P, Cantor, TL, Kifor, I and Brown,
EM, 2004, Activating antibodies to the calcium-sensing receptor in two patients with autoimmune
hypoparathyroidism, J Clin Endocrinol Metab 89: 548–556

Kifor, O, Moore, FD, Jr., Delaney, M, Garber, J, Hendy, GN, Butters, R, Gao, P, Cantor, TL, Kifor,
I, Brown, EM and Wysolmerski, J, 2003, A syndrome of hypocalciuric hypercalcemia caused by
autoantibodies directed at the calcium-sensing receptor, J Clin Endocrinol Metab 88: 60–72

Kobayashi, M, Tanaka, H, Tsuzuki, K, Tsuyuki, M, Igaki, H, Ichinose, Y, Aya, K, Nishioka, N and
Seino, Y, 1997, Two novel missense mutations in calcium-sensing receptor gene associated with
neonatal severe hyperparathyroidism, J Clin Endocrinol Metab 82: 2716–2719

Law Jr, WM and Heath III, H, 1985, Familial benign hypercalcemia (hypocalciuric hypercalcemia).
Clinical and pathogenetic studies in 21 families, Ann Int Med 105: 511–519

Li, Y, Song, YH, Rais, N, Connor, E, Schatz, D, Muir, A and Maclaren, N, 1996, Autoantibodies to the
extracellular domain of the calcium sensing receptor in patients with acquired hypoparathyroidism.,
J Clin Invest 97: 910–914

Lienhardt, A, Bai, M, Lagarde, JP, Rigaud, M, Zhang, Z, Jiang, Y, Kottler, ML, Brown, EM and
Garabedian, M, 2001, Activating mutations of the calcium-sensing receptor: management of hypocal-
cemia, J Clin Endocrinol Metab 86: 5313–5323

Lienhardt, A, Garabedian, M, Bai, M, Sinding, C, Zhang, Z, Lagarde, JP, Boulesteix, J, Rigaud, M,
Brown, EM and Kottler, ML, 2000, A large homozygous or heterozygous in-frame deletion within
the calcium-sensing receptor’s carboxylterminal cytoplasmic tail that causes autosomal dominant
hypocalcemia, J Clin Endocrinol Metab 85: 1695–1702

Lloyd, SE, Pannett, AA, Dixon, PH, Whyte, MP and Thakker, RV, 1999, Localization of familial benign
hypercalcemia, Oklahoma variant (FBHOk), to chromosome 19q13, Am J Hum Genet 64: 189–195

Loretz, CA, Pollina, C, Hyodo, S, Takei, Y, Chang, W and Shoback, D, 2004, cDNA cloning and
functional expression of a Ca2+-sensing receptor with truncated C-terminal tail from the Mozambique
tilapia (Oreochromis mossambicus), J Biol Chem 279: 53288–53297

Lorget, F, Kamel, S, Mentaverri, R, Wattel, A, Naassila, M, Maamer, M and Brazier, M, 2000, High
extracellular calcium concentrations directly stimulate osteoclast apoptosis, Biochem Biophys Res
Commun 268: 899–903

Marx, S, Attie, M, Spiegel, A, Levine, M, Lasker, R and Fox, M, 1982, An association between neonatal
severe primary hyperparathyroidism and familial hypocalciuric hypercalcemia in three kindreds, N
Engl J Med 306: 257–284

Marx, SJ, Attie, MF, Levine, MA, Spiegel, AM, Downs Jr, RW and Lasker, RD, 1981a, The hypocalciuric
or benign variant of familial hypercalcemia: clinical and biochemical features in fifteen kindreds,
Medicine (Baltimore) 60: 397–412



164 Brown

Marx, SJ, Attie, MF, Stock, JL, Spiegel, AM and Levine, MA, 1981b, Maximal urine-concentrating
ability: familial hypocalciuric hypercalcemia versus typical primary hyperparathyroidism, J Clin
Endocrinol Metab 52: 736–740

Marx, SJ, Fraser, D and Rapoport, A, 1985, Familial hypocalciuric hypercalcemia. Mild expression of
the gene in heterozygotes and severe expression in homozygotes, Am J Med 78: 15–22

Mithal, A, Kifor, O, Kifor, I, Vassilev, P, Butters, R, Krapcho, K, Simin, R, Fuller, F, Hebert, SC and
Brown, EM, 1995, The reduced responsiveness of cultured bovine parathyroid cells to extracellular
Ca2+ is associated with marked reduction in the expression of extracellular Ca(2+)-sensing receptor
messenger ribonucleic acid and protein, Endocrinology 136: 3087–3092

Mizobuchi, M, Hatamura, I, Ogata, H, Saji, F, Uda, S, Shiizaki, K, Sakaguchi, T, Negi, S, Kinugasa, E,
Koshikawa, S and Akizawa, T, 2004, Calcimimetic compound upregulates decreased calcium-sensing
receptor expression level in parathyroid glands of rats with chronic renal insufficiency, J Am Soc
Nephrol 15: 2579–2587

Motoyama, HI and Friedman, PA, 2002, Calcium-sensing receptor regulation of PTH-dependent calcium
absorption by mouse cortical ascending limbs, Am J Physiol Renal Physiol 283: F399–406

Murphey, ED, Chattopadhyay, N, Bai, M, Kifor, O, Harper, D, Traber, DL, Hawkins, HK, Brown, EM
and Klein, GL, 2000, Up-regulation of the parathyroid calcium-sensing receptor after burn injury in
sheep: a potential contributory factor to postburn hypocalcemia, Crit Care Med 28: 3885–3890

Nearing, J, Betka, M, Quinn, S, Hentschel, H, Elger, M, Baum, M, Bai, M, Chattopadyhay, N, Brown,
EM, Hebert, SC and Harris, HW, 2002, Polyvalent cation receptor proteins (CaRs) are salinity sensors
in fish, Proc Natl Acad Sci U S A 99: 9231–9236

Neer, RM, Arnaud, CD, Zanchetta, JR, Prince, R, Gaich, GA, Reginster, JY, Hodsman, AB, Eriksen,
EF, Ish-Shalom, S, Genant, HK, Wang, O and Mitlak, BH, 2001, Effect of parathyroid hormone
(1–34) on fractures and bone mineral density in postmenopausal women with osteoporosis, N Engl J
Med 344: 1434–1441

Nemeth, E and Scarpa, A, 1987, Rapid mobilization of cellular Ca2+ in bovine parathyroid cells by
external divalent cations, J Biol Chem 202: 5188-5196

Nemeth, EF, Fox, J, Delmar, EG, Steffey, ME, Lambert, LD, Conklin, RL, Bhatnagar, PK and Gowen,
M, 1998a, Stimulation of parathyroid hormone secretion by a small molecule antagonist of the calcium
receptor., J Bone Miner Res 23: S156 (absract #1030)

Nemeth, EF, Steffey, ME, Hammerland, LG, Hung, BC, Van Wagenen, BC, DelMar, EG and Balandrin,
MF, 1998b, Calcimimetics with potent and selective activity on the parathyroid calcium receptor,
Proc Natl Acad Sci U S A 95: 4040–4045

Ogata, H, Koiwa, F, Ito, H and Kinugasa, E, 2006, Therapeutic strategies for secondary hyperparathy-
roidism in dialysis patients, Ther Apher Dial 10: 355–363

Ogata, H, Ritz, E, Odoni, G, Amann, K and Orth, SR, 2003, Beneficial effects of calcimimetics on
progression of renal failure and cardiovascular risk factors, J Am Soc Nephrol 14: 959–967

Ohashi, N, Uematsu, T, Nagashima, S, Kanamaru, M, Togawa, A, Hishida, A, Uchida, E, Akizawa, T
and Koshikawa, S, 2004, The calcimimetic agent KRN 1493 lowers plasma parathyroid hormone and
ionized calcium concentrations in patients with chronic renal failure on haemodialysis both on the
day of haemodialysis and on the day without haemodialysis, Br J Clin Pharmacol 57: 726–734

Okazaki, R, Chikatsu, N, Nakatsu, M, Takeuchi, Y, Ajima, M, Miki, J, Fujita, T, Arai, M, Totsuka,
Y, Tanaka, K and Fukumoto, S, 1999, A novel activating mutation in calcium-sensing receptor gene
associated with a family of autosomal dominant hypocalcemia, J Clin Endocrinol Metab 84: 363–366

Peacock, M, Bilezikian, JP, Klassen, PS, Guo, MD, Turner, SA and Shoback, D, 2005, Cinacalcet
hydrochloride maintains long-term normocalcemia in patients with primary hyperparathyroidism,
J Clin Endocrinol Metab 90: 135–141

Pearce, S, Coulthard, M, Kendall-Taylor, P and Thakker, R, 1995a, Autosomal dominant hypocalcemia
associated with a mutation in the calcium-sensing receptor, J Bone Miner Res 10: S176(Abstract 149)

Pearce, SH, Trump, D, Wooding, C, Besser, GM, Chew, SL, Grant, DB, Heath, DA, Hughes, IA,
Paterson, CR, Whyte, MP and et al., 1995b, Calcium-sensing receptor mutations in familial benign
hypercalcemia and neonatal hyperparathyroidism, J Clin Invest 96: 2683–2692



Physiology and pathophysiology of CaR 165

Pearce, SH, Williamson, C, Kifor, O, Bai, M, Coulthard, MG, Davies, M, Lewis-Barned, N, McCredie, D,
Powell, H, Kendall-Taylor, P, Brown, EM and Thakker, RV, 1996, A familial syndrome of hypocal-
cemia with hypercalciuria due to mutations in the calcium-sensing receptor [see comments], N Engl
J Med 335: 1115–1122

Pi, M, Faber, P, Ekema, G, Jackson, PD, Ting, A, Wang, N, Fontilla-Poole, M, Mays, RW, Brunden,
KR, Harrington, JJ and Quarles, LD, 2005, Identification of a novel extracellular cation-sensing
G-protein-coupled receptor, J Biol Chem 280: 40201–40209

Pi, M, Hinson, TK and Quarles, L, 1999, Failure to detect the extracellular calcium-sensing receptor
(CasR) in human osteoblast cell lines, J Bone Miner Res 14: 1310–1319

Pollak, MR, Brown, EM, Chou, YH, Hebert, SC, Marx, SJ, Steinmann, B, Levi, T, Seidman, CE and
Seidman, JG, 1993, Mutations in the human Ca(2+)-sensing receptor gene cause familial hypocal-
ciuric hypercalcemia and neonatal severe hyperparathyroidism, Cell 75: 1297–1303

Pollak, MR, Brown, EM, Estep, HL, McLaine, PN, Kifor, O, Park, J, Hebert, SC, Seidman, CE and
Seidman, JG, 1994a, Autosomal dominant hypocalcaemia caused by a Ca(2+)-sensing receptor gene
mutation, Nat Genet 8: 303–307

Pollak, MR, Chou, YH, Marx, SJ, Steinmann, B, Cole, DE, Brandi, ML, Papapoulos, SE, Menko, FH,
Hendy, GN, Brown, EM and et al., 1994b, Familial hypocalciuric hypercalcemia and neonatal severe
hyperparathyroidism. Effects of mutant gene dosage on phenotype, J Clin Invest 93: 1108–1112

Posillico, JT, Wortsman, J, Srikanta, S, Eisenbarth, GS, Mallette, LE and Brown, EM, 1986, Parathyroid
cell surface autoantibodies that inhibit parathyroid hormone secretion from dispersed human
parathyroid cells, J Bone Miner Res 1: 475–483

Quarles, LD, Hartle, JE, 2nd, Middleton, JP, Zhang, J, Arthur, JM and Raymond, JR, 1994, Aluminum-
induced DNA synthesis in osteoblasts: mediation by a G-protein coupled cation sensing mechanism,
J Cell Biochem 56: 106–117

Quinn, SJ, Ye, CP, Diaz, R, Kifor, O, Bai, M, Vassilev, P and Brown, E, 1997, The Ca2+-sensing
receptor: a target for polyamines, Am J Physiol 273: C1315–1323

Ray, K, Clapp, P, Goldsmith, PK and Spiegel, AM, 1998, Identification of the sites of N-linked glyco-
sylation on the human calcium receptor and assessment of their role in cell surface expression and
signal transduction, J Biol Chem 273: 34558–34567

Riccardi, D, Hall, AE, Chattopadhyay, N, Xu, JZ, Brown, EM and Hebert, SC, 1998, Localization of
the extracellular Ca2+/polyvalent cation-sensing protein in rat kidney, Am J Physiol 274: F611–622

Riccardi, D, Lee, WS, Lee, K, Segre, GV, Brown, EM and Hebert, SC, 1996, Localization of the
extracellular Ca(2+)-sensing receptor and PTH/PTHrP receptor in rat kidney, Am J Physiol 271:
F951–956

Riccardi, D, Park, J, Lee, WS, Gamba, G, Brown, EM and Hebert, SC, 1995, Cloning and functional
expression of a rat kidney extracellular calcium/polyvalent cation-sensing receptor, Proc Natl Acad
Sci U S A 92: 131–135

Riccardi, D, Traebert, M, Ward, DT, Kaissling, B, Biber, J, Hebert, SC and Murer, H, 2000, Dietary
phosphate and parathyroid hormone alter the expression of the calcium-sensing receptor (CaR) and
the Na+-dependent Pi transporter (NaPi-2) in the rat proximal tubule, Pflugers Arch 441: 379–387

Roussanne, MC, Lieberherr, M, Souberbielle, JC, Sarfati, E, Drueke, T and Bourdeau, A, 2001, Human
parathyroid cell proliferation in response to calcium, NPS R-467, calcitriol and phosphate, Eur J
Clin Invest 31: 610–616

Sanders, JL, Chattopadhyay, N, Kifor, O, Yamaguchi, T and Brown, EM, 2000, Extracellular calcium-
sensing receptor (CaR) expression and its potential role in parathyroid hormone-related peptide
(PTHrP) secretion in the H-500 rat Leydig cell model of humoral hypercalcemia of malignancy,
Biochem Biophys Res Commun 269: 427–432

Sands, JM, Flores, FX, Kato, A, Baum, MA, Brown, EM, Ward, DT, Hebert, SC and Harris, HW, 1998,
Vasopressin-elicited water and urea permeabilities are altered in IMCD in hypercalcemic rats, Am
J Physiol 274: F978–985

Sands, JM, Naruse, M, Baum, M, Jo, I, Hebert, SC, Brown, EM and Harris, HW, 1997, Apical extra-
cellular calcium/polyvalent cation-sensing receptor regulates vasopressin-elicited water permeability
in rat kidney inner medullary collecting duct, J Clin Invest 99: 1399–1405



166 Brown

Schwarz, P, Larsen, NE, Lonborg Friis, IM, Lillquist, K, Brown, EM and Gammeltoft, S, 2000, Familial
hypocalciuric hypercalcemia and neonatal severe hyperparathyroidism associated with mutations in
the human Ca2+-sensing receptor gene in three Danish families, Scand J Clin Lab Invest 60: 221–227

Schwarz, P, Sorensen, HA, McNair, P and Transbol, I, 1993, Cica-clamp technique: a method for
quantifying parathyroid hormone secretion: a sequential citrate and calcium clamp study, Eur J Clin
Invest 23: 546–553

Shalhoub, V, Grisanti, M, Padagas, J, Scully, S, Rattan, A, Qi, M, Varnum, B, Vezina, C, Lacey, D
and Martin, D, 2003, In vitro studies with the calcimimetic, cinacalcet HCl, on normal human adult
osteoblastic and osteoclastic cells, Crit Rev Eukaryot Gene Expr 13: 89–106

Shoback, DM, Membreno, LA and McGhee, JG, 1988, High calcium and other divalent cations increase
inositol trisphosphate in bovine parathyroid cells, Endocrinology 123: 382–389

Silve, C, Petrel, C, Leroy, C, Bruel, H, Mallet, E, Rognan, D and Ruat, M, 2005, Delineating a Ca2+

binding pocket within the venus flytrap module of the human calcium-sensing receptor, J Biol Chem
280: 37917–37923

Simonds, WF, James-Newton, LA, Agarwal, SK, Yang, B, Skarulis, MC, Hendy, GN and Marx, SJ,
2002, Familial isolated hyperparathyroidism: clinical and genetic characteristics of 36 kindreds,
Medicine (Baltimore) 81: 1–26

Soderbergh, A, Myhre, AG, Ekwall, O, Gebre-Medhin, G, Hedstrand, H, Landgren, E, Miettinen, A,
Eskelin, P, Halonen, M, Tuomi, T, Gustafsson, J, Husebye, ES, Perheentupa, J, Gylling, M, Manns,
MP, Rorsman, F, Kampe, O and Nilsson, T, 2004, Prevalence and clinical associations of 10 defined
autoantibodies in autoimmune polyendocrine syndrome type I, J Clin Endocrinol Metab 89: 557–562

Tfelt-Hansen, J and Brown, EM, 2005, The calcium-sensing receptor in normal physiology and patho-
physiology: a review, Crit Rev Clin Lab Sci 42: 35–70

Tfelt-Hansen, J, Chattopadhyay, N, Yano, S, Kanuparthi, D, Rooney, P, Schwarz, P and Brown, EM,
2004, Calcium-sensing receptor induces proliferation through p38 mitogen-activated protein kinase
and phosphatidylinositol 3-kinase but not extracellularly regulated kinase in a model of humoral
hypercalcemia of malignancy, Endocrinology 145: 1211–1217

Wada, M, Ishii, H, Furuya, Y, Fox, J, Nemeth, EF and Nagano, N, 1998, NPS R-568 halts or reverses
osteitis fibrosa in uremic rats [see comments], Kidney Int 53: 448–453

Wada, M, Nagano, N, Furuya, Y, Chin, J, Nemeth, EF and Fox, J, 2000, Calcimimetic NPS R-568
prevents parathyroid hyperplasia in rats with severe secondary hyperparathyroidism, Kidney Int 57:
50–58

Ward, DT and Riccardi, D, 2002, Renal physiology of the extracellular calcium-sensing receptor,
Pflugers Arch 445: 169–176

Warner, J, Epstein, M, Sweet, A, Singh, D, Burgess, J, Stranks, S, Hill, P, Perry-Keene, D, Learoyd,
D, Robinson, B, Birdsey, P, Mackenzie, E, Teh, BT, Prins, JB and Cardinal, J, 2004, Genetic testing
in familial isolated hyperparathyroidism: unexpected results and their implications, J Med Genet 41:
155–160

Wellendorph, P and Brauner-Osborne, H, 2004, Molecular cloning, expression, and sequence analysis
of GPRC6A, a novel family C G-protein-coupled receptor, Gene 335: 37–46

Wellendorph, P, Hansen, KB, Balsgaard, A, Greenwood, JR, Egebjerg, J and Brauner-Osborne, H, 2005,
Deorphanization of GPRC6A: a promiscuous L-alpha-amino acid receptor with preference for basic
amino acids, Mol Pharmacol 67: 589–597

Wettschureck, N, Lee, E, Libutti, SK, Offermanns, S, Robey, PG and Spiegel, AM, 2006, Parathyroid-
specific double knockout of Gq- and G11-{alpha} subunits leads to a phenotype resembling germline
knockout of the extracellular Ca++-sensing receptor, Mol Endocrinol

Winer, KK, Yanovski, JA, Sarani, B and Cutler, GB, Jr., 1998, A randomized, cross-over trial of
once-daily versus twice-daily parathyroid hormone 1–34 in treatment of hypoparathyroidism, J Clin
Endocrinol Metab 83: 3480–3486

Wu, S, Palese, T, Mishra, OP, Delivoria-Papadopoulos, M and De Luca, F, 2004, Effects of Ca2+ sensing
receptor activation in the growth plate, Faseb J 18: 143–145

Yamaguchi, T, Ye, C, Chattopadhyay, N, Sanders, JL, Vassilev, PM and Brown, EM, 2000, Enhanced
expression of extracellular calcium sensing receptor in monocyte-differentiated versus undifferentiated



Physiology and pathophysiology of CaR 167

HL-60 cells: potential role in regulation of a nonselective cation channel [In Process Citation], Calcif
Tissue Int 66: 375–382

Yamamoto, M, Akatsu, T, Nagase, T and Ogata, E, 2000, Comparison of hypocalcemic hypercalciuria
between patients with idiopathic hypoparathyroidism and those with gain-of-function mutations in the
calcium-sensing receptor: is it possible to differentiate the two disorders?, J Clin Endocrinol Metab
85: 4583–4591

Yarden, N, Lavelin, I, Genina, O, Hurwitz, S, Diaz, R, Brown, EM and Pines, M, 2000, Expression of
calcium-sensing receptor gene by avian parathyroid gland in vivo: relationship to plasma calcium,
Gen Comp Endocrinol 117: 173-181

Ye, C, Ho-Pao, CL, Kanazirska, M, Quinn, S, Rogers, K, Seidman, CE, Seidman, JG, Brown, EM and
Vassilev, PM, 1997, Amyloid-beta proteins activate Ca(2+)-permeable channels through calcium-
sensing receptors, J Neurosci Res 47: 547–554

Zaidi, M, Adebanjo, OA, Moonga, BS, Sun, L and Huang, CL, 1999, Emerging insights into the role of
calcium ions in osteoclast regulation, J Bone Miner Res 14: 669–674

Zhang, M and Breitwieser, GE, 2005, High affinity interaction with filamin A protects against calcium-
sensing receptor degradation, J Biol Chem 280: 11140–11146

Zhang, Z, Qiu, W, Quinn, SJ, Conigrave, AD, Brown, EM and Bai, M, 2002, Three adjacent serines in
the extracellular domains of the CaR are required for L-amino acid-mediated potentiation of receptor
function, J Biol Chem 277: 33727–33735


