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Abstract

Background—Not long after the Big Bang, iron began to play a central role in the Universe and
soon became mired in the tangle of biochemistry that is the prima essentia of life. Since life’s
addiction to iron transcends the oxygenation of the Earth’s atmosphere, living things must be
protected from the potentially dangerous mix of iron and oxygen. The human being possesses
grams of this potentially toxic transition metal, which is shuttling through his oxygen-rich humor.
Since long before the birth of modern medicine, the blood—uvibrant red from a massive abundance
of hemoglobin iron—has been a focus for health experts.

Scope of Review—We describe the current understanding of iron metabolism, highlight the
many important discoveries that accreted this knowledge, and describe the perils of dysfunctional
iron handling.

General Significance—Isaac Newton famously penned, “If | have seen further than others, it is
by standing upon the shoulders of giants”. We hope that this review will inspire future scientists to
develop intellectual pursuits by understanding the research and ideas from many remarkable
thinkers of the past.

Major Conclusions—The history of iron research is a long, rich story with early beginnings,
and is far from being finished.

Introduction

This review is divided into four major sections. In the first section we discuss current views
of iron metabolism followed by the history of iron and its homeostasis. A third section will
present a brief history of the discovery and properties of human serum transferrin and the
final major section will describe the pathophysiogy of iron metabolism.
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1. Current Understanding of Iron Metabolism

1.1. Overview of Mammalian Iron Metabolism
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Figure 1 illustrates the iron cycle in humans and provides the approximate size of each iron
pool. For historical interest, we have included an original version of the cycle, as determined
by early ferrokinetic studies by Pollycove and Mortimer in 1961 [1] (Fig. 1A) in addition to
a more recent adaptation of the former (Fig. 1B). Dietary iron enters the body primarily
through duodenal enterocytes. As for the uptake of inorganic iron, these polarized cells
express both DMT1 and the cytochrome b ferrireductase, Dcytb, on their apical membrane
(the functions of DMT1 and Dcytb are defined later). Heme uptake, while constituting a
significant iron source for many mammals, is poorly understood. It was proposed that
enterocytes’ acquisition of heme requires the activity of the SLC46A1 (a.k.a., heme carrier
protein 1) transporter [2]. However, Goldman and co-workers subsequently demonstrated
[3] that a loss-of-function mutation in the SLC46A gene is the molecular basis for hereditary
folate malabsorption. Additionally, the Km is approximately 100-fold lower for folate than
heme, so the search for a high affinity intestinal heme transporter should continue. Although
the path of iron through the enterocyte has not been completely elucidated, export of the
metal from these cells occurs via the basolateral transporter, ferroportin, which transports
ferrous iron. This export pathway is presumably driven by the oxidation of iron at the
basolateral, exosolic leaflet by hephaestin. As will be discussed later, this seemingly
membrane-bound multicopper oxidase exhibits considerable homology to the plasma protein
ceruloplasmin (Cp).

The Fe3* is then available to bind to free sites on plasma transferrin (Tf), which the body
normally maintains at one-third saturation. In this context, and the historical standpoint, we
feel compelled to emphasize the seminal discovery by Chaim Hershko and his co-workers
[4] that patients with severe iron overload, such as those with-thalassemia major, whose Tf
is fully saturated, contain a fraction of iron in their plasma that is not associated with Tf
(non-transferrin bound iron; NTBI). They proposed that NTBI “... might be of relevance to
the pathogenesis of tissue damage and the protective effect of iron chelating therapy in
disease.” These are concepts that are now generally accepted. While dietary iron absorption
is crucial to replace iron losses, maintaining the body in a homeostatic “zero balance”, it
amounts to about one milligram per day—a small fraction of what is used daily
(approximately 30 mg) to form iron-containing proteins. The remainder of the iron that
enters the circulation is derived, for the most part, from reticuloendothelial macrophages
turning over iron from senescent erythrocytes. At equilibrium, these cells release the
approximately 30 mg of iron each day that is used to produce hemoglobin for about 200
billion erythrocytes. Thus, the pool of circulating Tf-iron, amounting to less than 3 mg, is
the most dynamic iron compartment, turning over about ten times per day. Excess iron is
stored in reticuloendotheial macrophages and hepatocytes in the form of ferritin. Ferritin is a
ubiquitous, cytoslic iron storage protein, comprising 24 subunits of ferritin, heavy (H) and
light (L) chains. The composition of ferritin (i.e., the ratio of L to H chains) varies between
different tissues. H-ferritin contains ferroxidase activity responsible for efficient oxidation of
FeZ* for mineralization of iron within the protein, while L-ferritin is believed to promote
efficient nucleation and mineralization of the iron. For a comprehensive review of the
ferritins see [5], [6], and [7].

As Tf saturation is normally ~30%, any iron entering the circulation of healthy individuals
will bind to Tf, making it the only iron source available to most cells. The exceptions to this
are erythrophagocytes, enterocytes, and possibly cells of the brain where the cerebrospinal
fluid Tf pool is generally fully saturated.
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1.2. Cellular Iron Acquisition from Transferrin

Though binding to Tf overcomes the toxicity and (in)solubility constraints that elemental
iron poses to the organism, the extraction of this iron into a bioavailable moiety is not a
trivial undertaking for the cell. Not only must the cell release iron from its tightly bound
association with Tf (vide infra), but, once unprotected by Tf, the metal must also be
delivered to its site of use without generating harmful free radicals. For most of the
bioavailable or active iron in a cell, this location of functional assimilation is the
mitochondrion, the setting for both heme and iron-sulfur cluster (Fe/S) biogenesis.

The passage of diferric Tf (Fe,Tf) into the cell is mediated by the Tf receptor 1 (TfR), which
is presented to the plasma as a dimer on the cell surface, each monomer binding one holo-Tf
molecule (Fig. 2). Receptor-mediated endocytosis is a complex process that involves
coordination of a variety of proteins whose functions include targeting, signalling, docking,
and movement (for review, see Mukherjee et al. [8], Maxfield and McGraw [9], and Grant
and Donaldson [10]). In most cells a range of ligands are internalized through receptor-
mediated endocytosis, though the handling of these materials ultimately varies depending on
the nature of the ligand’s usage by the cell. The general pathway begins with the recruitment
of clathrin through signalling by the cytoplasmic domains of the surface receptors to form a
pit. After this pit is internalized to produce a clathrin-coated vesicle, the organelle loses its
clathrin and combines with other new or already formed endosomes to form what is referred
to as a sorting endosome. Following its presence in the sorting endosome, Tf has been
observed in the endosomal recycling compartment (ERC), a collection of tubular structures
associated with microtubules [9]. It is unclear, at this point, where iron is released from Tf,
however it is generally believed that the iron-free Tf-TfR complexes are recycled from the
ERC to the plasma membrane for reuse. It must also be noted that an additional TfR, TfR2,
has been identified [11]. TfR2 seems to be a part of a complex system involved in
monitoring organismal iron levels and implicated in the regulation of the expression of
hepcidin, a master regulator of iron homeostasis in the body [12].

Through endocytosis, the Fe,Tf eventually arrives at an endosomal compartment whose pH
is decreased by the activity of the v-ATPase pump. This association of Tf with the TfR
further facilitates the release of iron from Tf under this low pH (<5.6) [13] and, at this pH,
the association of apoTf with the TfR remains very strong [14]. Also present is a member of
the Steap family of ferrireductases [15,16]. Once reduced and released within the endosome,
ferrous iron is available for export out of the endosomal compartment. The exit of iron from
this organelle is mediated by the divalent metal transporter 1 (DMT1; a.k.a., Nramp2),
utilizing the proton gradient as a driving force [17].

Following its egress from endosomes via DMTL, iron is transported to intracellular sites of
use and/or storage in ferritin, but, in spite of approximately fifty years of research, this very
important aspect of iron metabolism remains elusive. Different experimental strategies
generated several different hypotheses and concepts. In the early sixties of the last century,
Pollycove and co-workers [1,18] were the first to put forth a concept of an erythropoietic
labile iron pool (LIP) in animals. They measured the two week plasma radioiron
disappearance curve and the incorporation into red cells, using surface counting to follow
the in vivo movement of the isotope. Unfortunately, these studies were unable to reveal
whether or not radioiron returning back to plasma came from the interior of erythroblasts.
Additionally, Noyes et al. [19] in subsequent, though similar, experiments found that
approximately 90% of injected radioiron could be found in heme in biopsied marrow within
an hour. Other researchers [20-23], mainly using cell fractionation and protein purification
techniques, appeared to identify different Fe intermediates in hemoglobin (Hb)-producing
tissues. Further characterization of these iron moieties was limited, and more recent
investigations have demonstrated that when radioiron is supplied to erythroid tissues,
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virtually no intracellular radioactivity is present in a non-Tf, non-heme form [24,25]. Also in
immature red cells, a transient interaction between endosomes and mitochondria has been
demonstrated to result in an increase in chelatable iron within mitochondria (sites of iron
utilization), suggesting that no appreciable cytosolic LIP is delivering iron to mitochondria
for hemoglobin synthesis [26]. It is important to note that the pathway of iron from the cell
surface to its intracellular targets in Hb-synthesizing cells may be distinct from that in non-
erythroid cells [27]. Work by Jacobs in the late 1970°s in several cell lines demonstrated that
a low molecular-weight, cytosolic intermediate may be present in non-erythroid cells
[28,29]. However, Jacobs was unable to determine the nature of this intermediate and now,
twenty-five years later, the chemical composition of the LIP still remains unresolved.

Another strategy used to assess iron levels in the LIP exploits iron-quenchable fluorescent
probes [30,31]. However, all such probes are iron chelators and, therefore, can be expected
to strip loosely bound iron from membrane-associated carriers; hence, this method would
overestimate the levels of iron in the cytosolic LIP. Additionally, this approach neither
determines the chemical nature of this entity nor the direction(s) of intracellular iron
trafficking. Needless to say, the question of whither iron is delivered by DMT1 must be
answered in order to fully understand the regulation of the intracellular Tf cycle.

Regardless of the nature of the LIP, it appears that the intracellular, bioavailable iron that is
subject to chelation is that which is also sensed by the cellular iron regulatory proteins 1 and
2 (IRP1, IRP2). These are well-characterized mRNA-binding molecules that control the
expression of molecules involved in iron uptake, utilization, and storage. Systemic
regulation of iron absorption and cellular uptake is possible through both transcriptional and
post-transcriptional mechanisms [32-34]. IRP1 and IRP2 are important components of post-
transcriptional regulation. The IRPs bind to iron responsive elements (IREs), which are
motifs present in the 3'- or 5’-untranslated regions (UTR) of mRNAs encoding proteins
involved in the metabolism of iron. IRP1 is only active as an mRNA-binding protein when
intracellular iron levels are low, as it otherwise contains a [4Fe-4S] cluster that prevents its
binding to IREs. Similarly, IRP2 levels are severely decreased in iron-replete cells as it is
degraded under this condition by the proteasome. For additional details on the IRE-IRP
system we refer readers to section 2.2.4.1 below and Chapter X (R. Crichton) in this special
edition.

1.3. Iron export from cells to transferrin

1.3.1. General comments—It is unknown whether all cells in the body can release iron.
Because non-heme iron concentrations in erythrocytes are ~ 40,000-fold lower than those of
heme iron [35,36], it is unlikely that mature red blood cells could release any iron into the
circulation. Early studies [37-39] showed that radioactive iron taken up by reticulocytes in
the presence of isoniazid, an inhibitor of heme synthesis, was released from the cells after
they were reincubated with the chelator pyridoxal isonitotinoyl hydrazone or related
substances. However, in the absence of chelators, negligible amounts of >Fe were released
from reticulocytes, containing high %9Fe radioactivity in their non-heme iron pool.
Somewhat surprisingly, erythroid cells at earlier stages were shown to express ferroportin
[40,41]. In this context it needs to be pointed out that Kailis and Morgan [42] examined
radioiron release from bone marrow cells after incubation with °°Fe-Tf. Some of the >°Fe
taken up by the cells could be released when the cells were washed and re-incubated with
unlabeled diferric Tf. These results strongly suggested that the iron was released from the
endosomes when they returned to the cell surface. Hence, radioiron had not passed through
the endosomal membrane and its release would not require the activity of ferroportin. This
could be, in part, the basis of the “erythropoietic labile iron pool”. It seems counterintuitive
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that developing erythroid cells would possess the capacity to purge themselves of iron, given
their need to support such an astonishingly high rate of heme synthesis.

Importantly, there are specialized mammalian cells that are “professional” exporters of iron.
Absorption of dietary iron for transfer to Tf in plasma requires iron efflux across the
basolateral surface of the intestinal epithelia. A second major site of iron release is from
macrophages where senescent or damaged red cells are degraded to export the metal from
hemoglobin and provide it for binding to Tf. The third important cell type in this category is
the hepatocyte, which stores iron in both healthy individuals and those with secondary iron
overload; NTBI is likely to be a major contributor to hepatocyte iron loading under
conditions of elevated Tf saturation. Iron is released from all cells, including the above
mentioned, via ferroportin, which is under the control of circulating hepcidin levels (vide
infra). Moreover, iron delivery from the circulation to the brain, placenta, and testis requires
transport into the endothelial cells (representing various types of the blood-tissue barriers) as
well as release of iron back to the peripheral circulation (reviewed in [43,44]).

Our previously vague knowledge of iron release from “donor cells” (primarily enterocytes
and macrophages) was dramatically expanded about ten years ago, following a number of
studies that provide new clues in this important area of iron metabolism. As discussed
earlier, iron is exported from cells via ferroportin and the ferroxidase activity of hephaestin
and ceruloplasmin facilitate the movement of iron across the membranes of enterocytes as
well as macrophages and hepatocytes, respectively. Since the process of iron uptake by, and
release from, duodenal enterocytes was sufficiently discussed above, in the following text
we shall focus on the recycling of hemoglobin iron by macrophages.

1.3.2. The macrophage: A biological iron recycling plant—Macrophages are
known as fundamental components of the innate immune system. However, in a much less
heralded, but equally vital role macrophages are responsible for recycling hemoglobin iron
acquired from the phagocytosis of senescent erythrocytes. This fact does not seem to have
penetrated the territory controlled by “macrophagoligists” with immunological backgrounds.
In contrast, the “iron people” are well aware that, at the end of its life, the erythrocyte is
phagocytosed by macrophages of the reticuloendothelial system (i.e., splenic macrophages,
Kupffer cells of the liver and bone marrow macrophages), and iron is liberated from the
vice-like grip of the protoporphyrin ring by heme oxygenase-1 (HO-1). However, before
going into the details of this process, we feel compelled to go back to history as mandated
by the title of this review. Some readers of this treatise may be surprised, as we were, that an
article entitled “Destruction of the red blood corpuscle in health and disease”, published in
Physiological Reviews in 1923 [45], contains the following text:

THE EVIDENCE FOR A NORMAL DESTRUCTION OF BLOOD. So subtly is
normal blood destruction conducted and the remains of the cells disposed of that
were it not for indirect evidence one might suppose the life of most red corpuscles
to endure with that of the body. But this evidence is convincing. The continuous
activity of a broadly distributed hematopoietic tissue; the daily excretion through
the bile of a pigment nearly if not precisely identical with one of the pigmented
derivatives of hemoglobin; the appearance of this derivative in old hematomas and
in the plasma after hemoglobin injection and liver exclusion; the apparently
significant association of hemoglobin and bilirubin throughout the animal kingdom
... there is no doubt that by some hook or crook of function or morphology the
spleen often serves as a sort of midden for damaged erythrocytes.

This major landmark in the history of this subject of the time, written in a remarkably
enlivened manner, was penned by Francis Peyton Rous who was, in 1966, awarded a Nobel
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Prize in Physiology or Medicine for his discovery, published in 1911, of the role of viruses
in the transmission of certain types of cancer [46].

On another, somewhat related note, we wish to make a comment on heme oxygenase whose
discovery is rightly attributed to Tenhunen et al. [47]. This enzyme, in an oxygen-dependent
manner, attacks the a-methylene bridge of the heme macrocycle, generating biliverdin and
releasing carbon monoxide (CO) and iron. However, this finding was preceded by Torgny
Sjostrand’s demonstration of endogenous formation of CO in man [48] and his discovery
that this gas is generated as a result of hemoglobin catabolism [49] in the late forties and
early fifties of the last century. However, in this context, we have to mention that CO was
first detected in newborn children as early as 1901 [50].

Returning back to the current state of affairs, organelles containing engulfed senescent or
pathological erythrocytes allegedly will merge with lysosomes, leading to the formation of
erythrophagolysosomes. It is likely that here the globin moiety of hemoglobin is degraded,
but the fate of heme, which has to undergo HO-1-mediated degradation, is obscure. Most of
the comments on this phenomenon implicitly or explicitly indicate that heme is somehow
moved towards the endoplasmic reticulum that allegedly harbors HO-1 [51,52]. However,
no heme exporter from erythrophagolysosomes has ever been identified. There is an
alternative possibility, i.e., that following erythrophagocytosis, HO-1, confined to
vesicularized ER, is recruited by erythrophagolysosomes. This view is supported by recent
observations demonstrating that both Nramp1 (vide infra) and DMTL1 are involved in the
export of hemoglobin-derived iron from macrophages [53-55]. One caveat of this model is
that the catalytic domain of the ER-bound, insoluble HO-1 has been reported to be in the
cytosol [56]. Further investigation is needed to not only add rigor to this latter assertion but
also determine precisely where in the cell active HO-1 encounters its heme substrate.

The intra-macrophage fate of liberated iron destined for release by ferroportin is unknown.
However, recent research yielded important new information about the regulation of
ferroportin in hemoglobin iron recycling macrophages. Erythrophagocytosis was found to
increases ferroportin expression in both macrophage-like cell lines [57] and bone-marrow
derived macrophages [58]. Subsequently, Marro et al. [59] demonstated that heme, in the
form of hemin or hemoglobin, activates ferroportin transcription in an iron-independent
manner. This activation depends on the presence of a functional MARE (Maf recognition
element) located 7 kb upstream of the ferroportin gene transcription start site. Inactivation of
Bachl (a transcription factor that belongs to the cap‘ri’collar type of basic region leucine
zipper family) by siRNA strongly enhances ferroportin gene expression whereas its
overexpression decreases ferroportin mRNA levels. Importantly, in the above experiments,
ferroportin was shown to be transcriptionally co-regulated with HO-1 [59]. In our opinion,
there is one caveat in this study since the transcription of ferroportin was activated not only
by hemoglobin and heme, but also protoporphyrin, which exhibits totally different chemistry
than heme and is not a product of HO-1 catalysis.

Moving to the whole organism, we would like to focus on a few important issues that are not
adequately discussed in the current literature. After phagocytosis of erythrocytes by the
reiculoendothelial macrophages, there is an initial processing period or lag phase, required
for heme catabolism (approximately 1 h). Iron freed from hemoglobin is then either
promptly returned to circulating Tf with a ty/, of less than 35 min or is transferred to a more
slowly exchanging pool (ferritin) within the macrophages, which releases its iron with a ty»
of 7 days. These two distinct phases of release account for the entire exchange of iron
between the reticuloendothelial macrophages and circulating plasma. Quantitatively similar
data were obtained from studies on dogs [60] and humans [61]. Importantly, in iron deficient

Biochim Biophys Acta. Author manuscript; available in PMC 2013 March 1.



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

1duasnuey Joyiny vd-HIN

Sheftel et al.

Page 7

individuals the slow phase is totally absent and all the iron is released into circulation in the
early phase with a t1;, of 31 min [61] (reviewed by Hershko [62]).

One of our comments on the above process concerns the remarkable swiftness with which
iron leaves macrophages during the early phase. This can probably be explained by a
scenario in which hemoglobin-processing macrophages are “primed” to catabolize heme,
i.e., their HO-1 is constantly turned on and does not require de novo induction of this
enzyme. Additionally, the absence of hepcidin in iron deficient persons will likely lead to
maximal levels of ferroportin expression, allowing a “waterfall” of iron to be poured into the
circulation. In individuals with adequate iron levels, the expression of hepcidin could render
ferroportin levels limiting for the amounts of iron generated in macrophages by HO-1.
Hence, a fraction of iron, which fails to encounter ferroportin, will be diverted towards
ferritin. However, the biphasic nature of the iron release process is more difficult to explain,
if we assume that the quantity of iron released per time unit by both rapid and slow phases is
equal to the quantity of iron delivered to hemoglobin per identical time unit. It is worth
mentioning here that overexpression of ferroportin in cells in culture leads to a profound
decrease of cellular ferritin levels [63]. Considering these data together, we must wonder
what kinds of signals instruct ferritin to give up its iron, be it direct release from the protein
or its degradation.

2. History of Iron and its Homeostasis
2.1. Preamble

The current cosmology tells us that the Universe was born around 13.7 billon years ago and
entered its own “lron Age” 200 million years after the Big Bang. Earth, which was formed
together with the solar system some 9 billion years after the Big Bang, is estimated to be
about 4.6 billion years old. Iron is the most abundant element in the planet Earth, forming
much of Earth’s outer and inner core, and it is the fourth most abundant element in the
Earth’s crust. This spinning iron at the center of the Earth generates a magnetosphere around
the planet, protecting it from solar winds and radiation that would otherwise make the planet
far less habitable. Life on earth started some 3.5 billion years ago when the atmosphere was
virtually oxygen-free. Interestingly, this anaerobic atmosphere, together with a hyperthermic
(near 100°C) and hyperbaric environment on Earth, was favorable for a cycle of chemical
reactions that produce energy in a form that can be harnessed. Importantly, a key element in
the development of life in these conditions was the transfer of electrons from mineral
sources (notably ferrous iron, sulfide and hydrogen) to electron acceptors leading to the
fixation of carbon oxides (CO and CO,) that both dissipated the redox gradient and
simultaneously created organic compounds.

According to Gunter Wéchtershauser [64,65], the principal proponent of the iron-sulfur
world hypothesis, this early chemistry of life occurred on mineral surfaces, such as iron
pyrites, near deep hydrothermal vents. This hypothesis postulates that an early form of
metabolism predated genetics and that a primitive metabolic cycle could produce
increasingly complex compounds. With all due respect to Wéchtershduser and his disciples,
we cannot resist quoting RJP Williams’ prophetic remark, expressed in Nature, 1990,
“Energy capture based on Fe/S compounds, now and perhaps before there was life, is as
important as DNA in life’s history” [66]. Initially, soluble ferrous iron was plentiful and
easily available for the first life forms, but this “ferrous paradise” began to slowly decrease
approximately three billion years ago due to the insidious addition of oxygen into the
atmosphere as a result of oxygen generation by photosensitizing cyanobacteria. Over the
next ~1.5 billion years, this process led to 21% atmospheric oxygen content, dramatically
affecting life on Earth. First, although oxygen is toxic to organisms that are not adapted to it,
it can greatly increase the metabolic efficiency of oxygen-adapted organisms: anaerobic
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fermentation produces a net yield of two ATP molecules per molecule of glucose, while
aerobic respiration produces a net yield of 36 ATP molecules. Second, the increased oceanic
oxygen oxidized ferrous iron to virtually insoluble ferric iron. The gargantuan consequences
of this event had an eternal impact on both the geology (“banded iron formations”) of our
planet and the life on it: all aerobic organisms struggle to acquire, transfer and store this
precious metal, iron.

2.2. From the Iron Age to the Golden Age of iron

2.2.1. Early premonitions—From the above period, an astronomically long time was
needed for Homo sapiens to evolve—about 200,000 years ago. Relatively late in their
sojourn on Earth, numerous civilizations entered into Iron Age (~1200-1000 BC). It is of
great interest that early Iron Age civilizations in Assyria [67] and the Mediterranean area
used iron for therapeutic purposes (readers can find an informative description of the early
history of iron in medicine in: [68]). We can only fathom how wise men of the time
conceived the idea of healing powers of iron since these men could not possibly be aware of
the essentiality of iron for human bodies. Awareness of the biological importance of iron is
much more recent, the metal having been discovered in the body by Lemmery and Geofgroy
in 1713 [69]. A similar point can be made in regard to the declaration made by Nicholas
Monarde, a 16th century physician of Seville, that iron was supposed to produce “great
effectes and marvelous works” [70]. He used iron for a large number of unrelated ailments
including gout, acne and alopecia [71].

2.2.2. Advent of science—The beginning of this era is inseparably wedded to Antoine
Lavoisier (1743-1794), considered by many as the “father of modern chemistry”. He was a
prominent chemist and leading scientist in the 18t century chemical revolution. He
developed an experimentally based theory of the chemical reactivity of oxygen (he coined
this term), iron’s intimate partner in innumerable biochemical processes. As will be
discussed in more detail, the interaction of iron with oxygen can generate extremely toxic
radical species, but organisms evolved a large series of shrewd mechanisms to prevent such
toxicity, while using the reactivity of these two elements for their own benefits. Jean-Paul
Marat, a leading creature in the Reign of Terror, despised Lavoisier since he publicly
demeaned a ludicrous invention of Marat and prevented (together with Benjamin Franklin)
his election to the French Academy. As a result, Antoine Lavoisier was executed by
guillotine on May 8, 1794. Acknowledging Lavoisier’s scientific grandeur, Joseph-Louis
Lagrange, a mathematician and astronomer, expressed his grief by the following adage:
“Cela leur a pris seulement un instant pour lui couper la téte, mais la France pourrait ne pas
en produire une autre pareille en un siécle.” (“It took them only an instant to cut off his
head, but France may not produce another such head in a century.”)

As will be discussed, most iron in vertebrates is present in red blood cells (RBC). Hence, it
is pertinent to note that the first observation of “globules” in blood was published in April
1674 in the Philosophical Transactions of the Royal Society of London where Antoni van
Leeuwenhoek (1632-1723) recorded his description of human RBC: “I Have divers times
endeavoured to see and to know, what parts the Blood consists of; and at length | have
observed, taking some Blood out of my own hand, that it consists of small round globuls
driven thorough a Crystalline humidity or water.” Hemoglobin, which accounts for over
90% of the dry weight of the erythrocyte, was discovered by FL Hinefeld in 1840 at Leipzig
University. In 1851, Otto Funke (1828-1879) published a series of articles in which he
described growing hemoglobin crystals by successively diluting red blood cells with a
solvent such as pure water, alcohol or ether, followed by slow evaporation of the solvent
from the resulting protein solution. Hemoglobin’s reversible oxygenation was described a
few years later by Felix Hoppe-Seyler. Of note, Hoppe-Seyler founded (1877) and edited the
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first biochemical journal, Zeitschrift fir Physiologische Chemie, which continues as
Biological Chemistry.

Vincenzo Menghini (1704-1759) was the first to ascertain that iron in the blood is
concentrated in the red corpuscles [72]. Although this discovery predated that of
hemoglobin, we deem it more logical to first determine what makes blood red before
understanding what comprises this red material. This discovery was communicated to the
Academy of Sciences of the Bologna Institute on April 21, 1746. He and his co-workers,
Ercole Lelli and Giandomenico Campedelli, examined samples of blood from mammals,
birds, fish and humans. After they had separated the various components and observed them
under the microscope, they “dried them”, burned them and looked for iron using a simple
knife with a magnetic blade. Menghini’s words are revealing: “And thus | finally discovered
that red globules themselves are the seat of iron, which | had been searching for high and
low with wearisome and daily fatigue in other parts of animals”. In this context we have to
mention the work of Louis René Lecanu (1800-1871), who studied the chemistry of the
blood in the 1830’s. He determined that RBC contain “globuline” and red coloring matter,
“hematosine”, that contained iron [73,74].

With regard to the clinical aspects of the history of iron, we must mention chlorosis (from
the Greek, “yAwpig”, meaning “greenish-yellow”), also known as “green sickness” or
“virgin’s disease” (morbus virgineus), that was a curse of adolescent females until
approximately the twenties of the last century [75]. In addition to a pale complexion,
symptoms included headaches, heart palpitations, loss of appetite, indigestion, exhaustion
and “neurasthenia”. Although English physician Thomas Sydenham, in the second half of
the seventeenth century, classified chlorosis as a “hysterical disease”, he advocated iron as a
treatment. Neither Sydenham nor Blaud, who treated chlorosis with pills containing ferrous
sulfate and potassium carbonate 150 years later [76], provided any rationale for this therapy.
Pierre Blaud wrote “the treatment is ferruginous preparations, modifiers of the organism,
which return to the blood the exciting principle which it has lost, that is to say the coloring
substance”.

Although it is now generally accepted that the symptoms of chlorosis were caused by iron
deficiency [71], the disappearance of this disease is somewhat mysterious. “Very little of the
decrease in chlorosis can be attributed to direct medical intervention,” writes a medical
historian Robert Hudson [77]. If the demise of chlorosis is not the self-conscious
accomplishment of modern medicine, how then did it occur? Hudson claims that certain
changes in the day-to-day life of Americans in the first few decades of the twentieth century
had consequences for the future of chlorosis, specifically, a general improvement in
nutrition, diminishing prejudice against the eating of meat, the abandonment of corsets or
“tight lacing,” and a related increase in physical activity among women. The term
“chlorosis” cannot be found in the current textbooks of hematology. So, why does Google
return 906,000 hits using this term? Chlorosis is a plant disease in which normally green
tissue is pale, yellow, or bleached. One of the factors causing it is iron deficiency.

Too much of a good thing may, however, be exceedingly dangerous. It was Henry John
Horstman Fenton who, shortly before the end of the nineteen century, laid the grounds for
the concept that under certain conditions iron can generate toxic species [78,79]. He
demonstrated iron-salt-dependent decomposition of dihydrogen peroxide that leads to the
generation of the highly reactive hydroxyl radical (OH):

Fe>*+H,0, — Fe**+OH +OH’
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The attitude of biomedical scientists to the above “Fenton reaction” was initially lukewarm.
However, the discovery of superoxide dismutase [80], which catalyzes the dismutation of
superoxide into oxygen and dihydrogen peroxide, revolutionized the study of oxygen free-
radicals in biochemistry (e.g., [81-84]).

The previous century witnessed several crucial advances in both basic and clinical aspects of
iron homeostasis. The presence of iron in plasma was first established in the early twenties
of the last century. Until then, the small quantities of iron demonstrated in serum was
believed to originate from hemoglobin or to have been caused by slight hemolysis. In 1925,
Fonteés and Thivolle determined the serum iron concentration in horses and found that it is
decreased in cases of iron deficiency [85]. In 1945, Holmberg and Laurell discovered the
plasma iron-binding protein, Tf [86]. In 1944, Schade and Caroline [87] showed that raw
egg white inhibited the growth of several bacteria and that iron could overcome this
inhibition. The egg white protein was subsequently found to be identical with conalbumin
[88]. Schade and Caroline [89] then demonstrated that human plasma also contained an iron-
binding protein with antibacterial properties. This protein was later named siderophilin. By
1949, it became obvious that Tf and siderophilin were identical proteins [90], but the term
“siderophilin” did not survive.

2.2.3. Classical Era—According to our nolens volens subjective classification, this period
started when two cardinal protagonists of iron metabolism were identified and to some
degree characterized: the above discussed Tf and the intracellular iron-storage protein,
ferritin which was crystallized by the Czech Physiologist, Vilém Laufberger in 1937 [91].
The most important characteristic of this period was a major leap in methodology based on
the use of radioactive iron that was exploited initially in studies of organismal iron
homeostasis and, with a considerable delay, in investigations devoted to the understanding
of the mechanisms of cellular iron acquisition and its regulation. We should be endlessly
grateful for this marvelous implement, 5%Fe, to John Livingood, Fred Fairbrother, and Glenn
Seaborg who created it in 1937, using one of Lawrence’s advanced cyclotrons (reviewed in
[92]). Of interest, Glenn Theodore Seaborg and Edwin Mattison MacMillan shared the
Nobel Prize for Chemistry in 1951.

One of the milestone studies of the Classical era that revealed crucial principles of
organismal iron homeostasis was not based on the use of radioactive iron. In 1938, McCance
and Widdowson [93] demonstrated that iron is not excreted by the body. This study has been
fully confirmed by subsequent assessments of iron balance using %°Fe or ®>Fe, which have
definitively demonstrated that losses of iron from the body are minuscule [94-96].
Collectively, these studies revealed that the regulation of iron absorption serves as the
principal mechanism maintaining a normal quantity of iron in the organism. Studies
conducted during this period could not reveal mechanisms involved in iron absorption, since
the players involved in this process would emerge only sixty or more years later.

A number of intriguing ideas and concepts about the regulation of iron absorption came out
from these early studies. One of them is a hypothesis published in 1943 by Hahn et al.,
known as the “mucosal block mechanism”, that was proposed to regulate iron absorption
[97]. The authors of this study observed that “Ordinary doses of iron given 1 to 6 hours
before radio-iron will cause some “mucosa block” - that is an intake of radio-iron less than
anticipated” and concluded that the first dose of iron had “blocked” the absorption of iron
from the second dose. They seemed to believe that this mechanism operated by virtue of the
fact that mucosal cells became saturated with ferritin after the first dose of iron was
provided. This study and its interpretation was repeatedly criticized by Ernest Beutler who
pointed out that the study did not have appropriate controls and was performed only on three
animals (dogs) (e.g., [71]). In addition to Beutler’s reservations, we feel the major problem
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with this study was that it was inappropriately designed. As they indicate in Table 3 of their
paper, Hahn et al. measured “Radio-iron absorption”. However, what should ideally have
been measured was the total iron (°°Fe plus 26Fe) absorption. The previously administered
dose of “cold” iron (°6Fe) can be predicted to dilute the second dose consisting of “hot” iron
(°9Fe) inside enterocytes. Hence, less 2°Fe will be transported into an organism even if the
extent of iron absorption does not change. It is important to note that, despite the caveats
associated with the study of Hahn et al., current literature still accepts this as a bona fide
regulatory mechanism [98-100].

Some of the early studies of this era provide valuable information relevant to the regulation
of iron absorption. Anemia, produced by bleeding or by hemolytic agents, was shown to
greatly augment the absorption of iron [97,101]. Hypoxia [102], and iron depletion [103]
also enhanced the absorption of standard doses of iron. On the other hand, transfusional
polycythemia was shown to depress the absorption of iron, as did loading with parenteral
iron [101-103]. For further information about early iron homeostasis studies readers are
referred to an outstanding monograph published by Bothwell et al. in 1979 [104].

The “classical” period was also marked by efforts of numerous researchers to investigate
iron homeostasis at the cellular level. Some milestone and seminal contributions deserve
special attention. In 1949 Finch and coworkers [105] were the first investigators to
demonstrate that reticulocytes (but not erythrocytes) take up iron from plasma and
incorporate it into hemoglobin in vitro. Of historical interest, the second author on this
study, Donnall Thomas, was awarded The Nobel Prize in Physiology or Medicine in 1990
for his discoveries concerning bone marrow transplantation. Ten years later, Bessis and
Breton-Gorius [106] presented electron micrographs depicting erythroblastic islands in the
bone marrow, in which a central reticulum cell (“nurse cell””) was surrounded by a ring of
erythroblasts. In the region of contact between these cells the authors observed ferritin and
proposed that it was transferred from the reticulum cell (macrophage) to the erythroblasts by
a form of micropinocytosis termed “rhopheocytosis”. However, somewhat later, Jandl, Katz,
and coworkers [107,108] showed that immature erythroid cells take up iron from Tf and
suggested the existence of a membrane-bound TfR which may be involved in uptake;
trypsinization of reticulocytes curtailed the subsequent uptake of >°Fe from 5°Fe bound to
plasma Tf [107]. The many studies and discussions that followed have led to a general
consensus that Tf, not ferritin, is the source of iron for hemoglobin-synthesizing cells
(reviewed in [27,109]). In 1958 Paoletti et al. [110] (Fr. title, “Absence de consommation de
la siderophiline au cours de la synthése de I’hnémoglobine in vitro™) demonstrated that
reticulocytes remove iron from Tf without catabolizing the protein. This concept was
confirmed by Katz in his experiments showing that Tf disappears from the plasma
compartment much more slowly than the rate at which iron is cleared [111].

Between 1969 and 1971, Evan Morgan and his co-workers [112,113] provided the first
evidence for the internalization of Tf by cells. This discovery represents a “paradigm shift”
not only for the field of iron metabolism but cell biology as a whole, because the Morgan-
Appleton study provided the very first example of plasma protein internalization that is
essential for the protein’s function. Morgan [114] then demonstrated that the inhibitors of
intravesicular acidification decreased the release of iron from Tf within reticulocytes and
Schulman and coworkers [14,115] showed that apoTf-receptor complexes remained stable at
pH 5.0. In 1981 Morgan published an extensive review on Tf [116] that contained a
scholarly discussion on the mechanisms of cellular iron acquisition from Tf. Some
statements from his review are worth quoting: “Collectively, the above experiments show
conclusively that transferrin is taken up by immature erythroid cells by endocytosis.” and
“However, one difference stands out between transferrin endocytosis and receptor mediated
endocytosis of other substances. Whereas transferrin is not degraded by the endocytotic
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process, the endocytosis of the other substances results in intracellular catabolism within
secondary lysosomes as a result of fusion of the endocytotic vesicles with lysosomes.” Thus,
virtually all aspects of the Tf cycle were reasonably well worked out before 1980.

However, around that time, the concept of Tf endocytosis and its importance for cellular
iron uptake was still highly controversial. The concept of Tf internalization was not well
received at various meetings, and the Morgan & Appleton Nature paper (1969) was seldom
cited with at least some notable examples to the contrary as follows: [24,117-121]. Most of
these studies contain experiments whose results have supported the idea of Tf
internalization.

In this context we feel compelled to bring to the attention of readers an unfortunate
development that came about at the beginning of the eighties of the last century. In 1983 two
esteemed laboratories published a series of articles that rehashed the results of Morgan and
Appleton, describing the now well-accepted Tf cycle [122-124]. As of April 2011,
collectively, these papers have been cited almost 1,900-times, in contrast to 144 citations for
the Morgan and Appleton paper. In fact, the work of the Morgan laboratory was not
mentioned in the aforementioned often-cited studies.

Critically important to the field was the development of protocols to conduct cell binding
studies utilizing radioisotopes 12°I and 59Fe to label Tf. The double label allowed
simultaneous determination of both binding and iron uptake [111] and was used in virtually
all of the studies cited above. Equilibrium binding studies yield affinity constants and the
number of TfR per cell. Kinetic studies allow estimates of the timing of the steps in the
uptake and release process. In non-erythroid cells, the full cycle has been reported to take
~16 min, while iron removal occurs early in the cycle with estimates ranging from 2—-6 min
[123,125].

The general acceptance of the concept of Tf endocytosis was followed by an explosion of
research that exploited Tf (primarily labeled by fluorescent dyes) to examine intracellular
trafficking of endosomes. These studies revealed the movement of TfR-containing
endosomes to various intracellular structures, such as Golgi complexes, endoplasmic
reticulum and perinuclear structures (reviewed in [9,126,127]). Unfortunately, most of these
studies do not consider the actual function of the Tf protein. As no function of the long
known holo-Tf other than iron transport and delivery has ever been shown, it must be
assumed that the movement of Tf-containing endosomes toward various intracellular
structures is related to iron delivery to these organelles.

At the present time, virtually nothing is known about intracellular iron trafficking after iron
is released from Tf and pumped out of endosomes by divalent metal transporter 1 (DMT1,
originally known as “natural resistance-associated macrophage protein 2” [128]). The only
solid evidence about some aspects of the intracellular iron movement comes from in vitro
studies with erythroid cells (either primary cells or cell lines) showing that most of the Tf-
borne iron ends up in hemoglobin and non erythroid cells that seem to sequester most of the
acquired iron into ferritin. The latter finding raises concerns about the value of in vitro
studies. It is counterintuitive that the purpose of the cellular iron-uptake system would be to
simply transfer iron to storage. This brings us to the intracellular role of ferritin, which is
generally regarded not only as an iron depository, but also a ready source of iron for the
formation of heme and non-heme iron proteins. To the best of our knowledge, Mazur and
Carleton [129] were the first to propose that “ferritin iron plays an active role as an
intermediate between iron originating from the plasma and the heme synthesized by marrow
and reticulocytes”. This concept received some support [130,131], but an overwhelming
number of reports [22,23,132,133] failed to show that iron from ferritin could be used for
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hemoglobin synthesis. Additionally, murine erythroleukemia cells constitutively expressing
ferritin exhibit significantly decreased iron incorporation into hemoglobin, suggesting that
high levels of ferritin ‘steal” iron destined for hemoglobin [134]. Importantly, the
conditional deletion of ferritin heavy-chain in adult mice did not cause any decrease in
hematocrit or hemoglobin levels [135]. The above observations are not compatible with the
conclusion that ferritin is an intermediate in iron delivery to hemoglobin. It seems likely that
the only way ferritin’s iron can be liberated is as a result of this protein’s degradation.
However, it is unclear whether iron is released from ferritin prior to its degradation [136] or
whether ferritin degradation is a downstream result of iron export out of the cell by
ferroportin [137]. Iron can be readily released from isolated ferritin by small reductants (e.qg.,
dithionite), assisted by Fe(ll) chelators such as 2,2"-bipyridine, bathophenanthroline
sulphonate or ferrozine [6]. However, as discussed above, there has only been evidence to
the contrary that this happens in vivo.

This era was also marked by a notable development relevant to the TfR, which was
identified and biochemically characterized in the late seventies and early eighties [14,138—
140]. A common practice of that time was to use monoclonal antibodies to analyze (a) cell
surface protein(s). Two studies identified a 95-100 kDa protein with a widespread
distribution on various types of human tumor cells and normal proliferating cells [141,142].
This protein was not readily detectable on non-proliferating cells. In 1981, two groups of
investigators, using two different monoclonal antibodies (OKT9: [143]; and B3/25: [144]),
reported that these antibodies specifically bound to the above mentioned “proliferation
associated antigen”. Their biochemical analyses revealed that this antigen was, in fact, the
receptor for Tf. This finding represented a strong stimulus for research on TfR [145] and its
role in cell proliferation. Again, virtually none of these studies considered the well-defined
function of Tf; one paper [146] from this period reported that TfR forms a molecular
complex with ras proteins and proposed that this interaction regulates cell proliferation.
Shortly afterwards, Harford demonstrated that the apparent association of a ras gene product
and the TfR is an artifact of the immunoprecipitation technique [147]. Collectively, the
above studies were proposing that the Tf-receptor association is analogous to the interaction
of growth factors with their receptors to promote cell proliferation. However, since the only
clearly defined function of Tf is iron transport and delivery to cells, it may merely serve as
an iron donor and not as a growth factor. This issue was resolved unequivocally by studies
exploiting iron bound to acyl hydrazones such as salicylaldehyde isonicotinoyl hydrazone
(Fe-SIH), which can efficiently supply iron to cells without using physiological TfR
pathway [148]. These studies demonstrated that the inhibited cell growth, caused by
blocking antibodies against TfR, could be rescued upon the addition of Fe-SIH. This chelate
was also shown to deliver iron to cells in the presence of receptor-blocking antibodies [149].

In our opinion, the “classical” era ended abruptly in 1986 when the wise men and women of
the American Society of Hematology terminated a scientific “Subcommittee on Nutritional
Anemia” whose mandate included iron. We strongly feel that some aspects of this epoch
should be revitalized, namely the use of radioactive iron to trace the movement of this metal
inside cells. This strategy can never be substituted by the current approaches which are
based on measurements of mMRNA or protein levels or fluorescent dyes. There is some hope.
A recent study [150] developed a novel in vivo method employing the radioisotope °Fe to
directly examine the incorporation of iron into complex I and other respiratory complexes. It
is the first study that allowed visualization of radioactive iron association with proteins other
than hemoglobin, Tf, or ferritin.

2.2.4. Golden Age—Similarly to the previous period, this era also started with the

availability of new tools in the form of molecular biology technology. Once again, several
developments during our “golden times” represent ramifications of seminal discoveries
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made in the past. A good example of this is the long saga of iron-mediated regulation of the
expression of ferritin and TfR. In 1946, Granick wrote “When 10-mg. of ferrous iron were
fed per day (to guinea pigs), a marked increase in the content of ferritin was noted all along
the (gastrointestinal) tract” [151]. In 1955, Fineberg and Greenberg [152,153] reported that
administration of iron to guinea pigs caused a rapid stimulation of ferritin protein synthesis
in the liver as measured by the incorporation of [14C]leucine or [1*C]glycine into isolated
ferritin. Apparently, the first product was iron-poor apoferritin. In accordance with the above
observations, ferritin synthesis in cells cultured in vitro was shown to be inhibited by iron
chelators [154]. The results of Fineberg and Greenberg were confirmed by Drysdale and
Munro [155] who, however, included an additional experimental variable to their
experiments. If the animal was treated prior to iron injection with actinomycin D at levels
adequate to suppress transcription, the response to iron administration was maintained. This
crucial observation gave birth to the concept of the post-transcriptional regulation of ferritin
expression by iron; a concept that was further elaborated in Munro’s laboratory. In 1976,
Zahriger et al. [156] demonstrated that iron administration to actinomycin-treated animals
caused a two-fold increase in the amount of ferritin mRNA in the polyribosomal fraction,
while at the same time a cytoplasmic pool of inactive ferritin mMRNA was diminished.

2.2.4.1. IRP/IRE consonance: Some ten years after it was established that ferritin
expression was under the control of a post-transcriptional mechanism, Aziz and Munro
[157] reported that the response of ferritin mMRNA to iron was eliminated by deleting a part
of the 5" UTR containing a conserved 28-base sequence from ferritin mMRNA. This
observation suggested that iron-sensitive factor(s) in the cytoplasm may bind to this
sequence and regulate the availability of ferritin mRNAs for translation. This effort was
crowned by Leibold and Munro [158] who, in 1988, reported that this conserved sequence
forms complexes with proteins in the cytoplasmic extracts of rat tissues and cells and that
these complexes respond to iron treatment in parallel with the time of translational activation
of H- and L-ferritin mRNAs. Today, the conserved mRNA sequences are known as iron-
responsive elements (IREs) while the cytoplasmic proteins that interact with IREs have been
named iron regulatory proteins (IRPS).

Early experiments examining TfR regulation revealed that iron excess inhibited its
expression [159], whereas iron deprivation was associated with an increase in receptor levels
[160]; the effect of chelators on TfR mRNA is even more pronounced [161]. Hence,
responses of ferritin and TfR to changes in cellular iron levels, probably more precisely in a
mysterious “labile iron pool”, are totally opposite.

Needless to say, a detailed molecular explanation of this regulation became feasible only
when the TfR was cloned and sequenced [162,163]. It was initially proposed that the iron-
mediated regulation of TfR occurred at the transcriptional level [164,165]. However, Owen
and Kiihn [161], in 1987, had provided compelling evidence that sequences within the 3’
UTRs are required for the iron-dependent feedback regulation of TfR expression, whereas
the presence of the TfR promoter region is not necessary. Importantly, deletion of a 2.3 kb
fragment within the 2.6 kb 3’ non-coding region of the TfR cDNA was shown to abolish the
regulation by iron and to increase the constitutive level of receptor expression. This seminal
work has revealed that the principal regulation of the expression of TfR was also post-
transcriptional. It then took no time to document that the 3’ UTR of the TfR mRNA contains
five IREs that show high similarity to the IRE present in the 5" UTR of the ferritin mRNA
[166]. Further research then confirmed predictions that IREs present at ferritin and TfR
mRNAs bind an identical cytosolic protein, at that time termed the IRE-binding protein
(IRE-BP) [167,168]. Presently, there are two IRPs known with moderately different
structures conferring divergent molecular mechanisms of regulation, but similar overall
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function; their detailed discussion is beyond the scope of this review. Interested readers are
referred to a recent, extensive review [33].

The physiological implications of this elegant regulatory system are truly remarkable:
Excess iron results in an increase in the translation of ferritin mMRNA and a decrease in the
stability of TFR mRNA. These harmonized regulatory actions are mediated by IREs present
within the 5" UTR of the ferritin mRNA and the 3’ UTR of the TfR mRNA. The IREs from
both transcripts interact with cytoplasmic proteins, IRP1 and IRP2. When cells contain high
iron levels IRP1 assumes a conformation that does not allow its binding to IREs and IRP2
degradation becomes induced. The interaction between IRPs and the ferritin IRE results in
attenuation of translation, and a similar interaction with TfR mRNA protects the transcript
from rapid degradation mediated by a rapid turnover determinant within the 3' UTR. Exactly
the opposite scenario occurs when cells are iron-starved.

There are several other proteins that contain IREs in their messages and, therefore, seem to
be regulated by the above described IRE/IRP mechanism [34]. An IRE in the 3" UTR is also
present in the mRNA for DMT1 (divalent metal transporter). An IRE in the 5 UTR is
present also in the mMRNAs for ferroportin and erythroid-specific 5-aminolevulinic acid
synthase (ALA-S2) [169,170]. Both DMT1 and ferroportin will be discussed later; here we
shall consider only ALA-S2.

2.2.4.2. Why our blood is red ...: The first step of heme synthesis occurs in the
mitochondria and involves the condensation of succinyl CoA and glycine to form 5-
aminolevulinic acid (ALA), catalyzed by ALA-S. There are two different genes for this first
enzyme in the pathway. One of these is expressed ubiquitously (ALA-S1, or housekeeping
ALA-S) and is encoded on chromosome 3 [171], while the expression of the other is specific
to erythroid cells (ALA-S2, or erythroid ALA-S) and is encoded on the X chromosome
[172]. These two genes are responsible for the occurrence of ubiquitous and erythroid-
specific MRNAs for ALA-S and, consequently, two corresponding isoforms of the enzyme.
In hepatocytes, heme feedback inhibits ALA-S1 biosynthesis. This is the principal factor
that renders ALA-S1 the rate limiting and controlling step in heme synthesis in hepatocytes
(and probably other non-erythroid cells). In contrast, neither the activity nor the production
of ALA-S2 is inhibited by heme (reviewed in [27]).

There are several important implications of the 5" UTR IRE on the ALA-S2 mRNA. First,
since the translation of ALA-S2 mRNA depends on the availability of iron, in erythroid cells
it is iron acquisition rather than ALA production which is the rate-limiting step in heme
synthesis. Of historical interest, the hypothesis that a step in the pathway of iron from
extracellular Tf to protoporphyrin X limits the overall rate of heme synthesis in erythroid
cells was proposed long before the discovery of the erythroid-specific ALA-S. This
conclusion was based on several observations: 1) Reticulocytes with an artificially increased
non-heme iron pool in mitochondria (following their pre-incubation with Fe,-Tf and a heme
synthesis inhibitor) incorporate more [2-C]glycine into heme than untreated reticulocytes
[173]. 2) Exogenously added ALA, which can be utilized for heme synthesis in
reticulocytes, is unable to increase 59Fe incorporation (from >%Fe-Tf) into heme [174]. 3) Fe-
SIH (vide supra), when added in relatively high concentrations, can stimulate heme
synthesis in erythroid cells to above the levels seen in the presence of saturating
concentrations of Fe,-Tf [148,175,176]. Collectively, these studies supported the concept of
erythroid-specific regulation of iron metabolism and heme synthesis in erythroid cells [177-
179]. Second, this regulatory mechanism guarantees a coupling of levels of protoporphyrin
IX (which is toxic) with iron availability. At this moment we can only marvel about the
evolution of the gene for erythroid-specific ALA-S and about the astonishing mechanisms
that conveyed the IRE into its gene; questions of broad biological significance.
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In summary, while the basic principles of the regulation of heme synthesis in the liver (and
probably other non-erythroid cells) and erythroid cells are conceptually totally divergent,
these differences are extremely well-tailored for the needs of the respective tissues.
Compared to developing red blood cells, the liver produces heme with much lower rates, but
in quantities that satisfy the requirements for the synthesis of hepatic hemoproteins. This is
achieved by two major factors: the rate-limiting nature of ALA-S1 and the fact that the
production of this enzyme is feedback inhibited by heme. In contrast, an extremely efficient
mechanism involved in the targeting of Tf-derived iron towards ferrochelatase together with
the lack of ALA-S2 inhibition by heme are key reasons that the synthesis of heme in
erythroid cells is comparable to “breaking a dam”. This, at least in part, explains “... why
our blood is red ...”, a question John Donne (1572-1631) asked in his The Progresse of the
Soule some four hundred years ago: “... Why grasse is greene, or why our blood is red, Are
mysteries which none have reach’d unto.”

2.2.4.3. Tales of membrane transporters: The identification of membrane transporters for
iron was anticipated for a long time and many researchers in the field were increasingly
frustrated by a lack of evidence for iron transporters due to the unavailability of methods
that could identify such entities. The discovery of the first ever membrane transporter for
iron has a remarkable history that started at McGill University (Alma Mater for one of us
[ADS] and an enduring supportive milieu for another [PP] for more than 30 years). Research
conducted in the late 1980’s revealed that natural resistance to infection with intracellular
parasites, such as Salmonella typhimurium and Leishmania donovani, was controlled, in
mice, by a single locus on chromosome 1 called Ity and Lsh, respectively [180]. In 1981,
Emil Skamene, Philippe Gros and their co-workers at McGill University added
Mycobacterium bovis as another intracellular parasite to the above group of intracellular
pathogens [181,182]. It took more than ten years for this same group of investigators to
isolate the actual gene coding for the Ity/Lsh/Bcg locus and show that mouse strains
sensitive to these parasites had a point mutation in this gene [183]. Since this gene was
expressed only in professional phagocytic cells such as macrophages, it was named “natural
macrophage-associated protein” (Nramp). In 1995, Gros and co-workers [128] identified
and characterized the second mouse Nramp gene, named Nramp2, while the host resistance
gene was denoted Nrampl. These investigators demonstrated that Nramp2 mRNA was
expressed ubiquitously, but the function of Nramp2 protein remained unknown for several
years.

Importantly, keeping with the historical aims of this tractate, it was discovered in 1996 that a
point mutation in the Nramp2 gene was responsible for the severe hypochromic, microcytic
anemia observed in mk/mk mice [184]. A parallel report in the same year revealed that
Nramp2 (in the cited study named DCT1 [divalent-cation transporter]) was involved in
ferrous iron uptake by duodenal enterocytes [17]. Research conducted at McGill by
Gruenheid et al. revealed, in 1999 [185], that Nramp2 colocalized with the plasma iron
carrier Tf in recycling endosomes, a finding which has led to the currently accepted
conclusion that Nramp2 is also involved in the export of Tf-derived iron from endosomes in
all cell types. The finding that Nramp2 was involved in iron transport suggested that
Nramp1 could also be involved in the transport of divalent metals across the phagosomal
membrane in macrophages. In fact, Gros and his colleagues provided experimental evidence
for this, and have proposed [186] that Nrampl promotes host resistance by efficiently
depleting the phagosome of divalent metals, thus depriving intracellular pathogens of vital
nutrients and inhibiting their growth. We cannot resist making a comment on an unfortunate
nomenclature in this field. Shortly after the discovery of the Nramp2’s role in iron export
from endosomes and iron import into duodenal enterocytes, the term Nramp2 was,
somewhat fervently, changed to DMT1 (defined earlier). Should we, with the current
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evidence that Nrampl is also involved in the membrane transport of metals, now rename this
protein “DMT2"?

Until relatively recently, iron release from “donor cells” (primarily enterocytes and
macrophages) to plasma Tf was poorly understood. This situation was rectified when, about
ten years ago, three groups of investigators, using three different strategies, discovered the
second known iron transporter to be described. This protein pumps iron out of cells. Abboud
and Haile [187] employed a library of mRNA sequences enriched for IRP1 binding and,
using IRP1 affinity chromatography, obtained IRE-containing mMRNA sequences. This
allowed them to identify a novel iron-regulated iron transporter, called MTP1 (metal
transporter protein 1), that localized to the basolateral membrane of the duodenal enterocytes
and a cytoplasmic compartment of macrophages. Importantly, overexpression of MTP1 in
tissue culture cells was shown to cause intracellular iron depletion. McKie et al. [188] used a
subtractive cloning strategy (through a duodenal cDNA library from hypotransferrinemic
mice) designed to identify genes involved in the iron absorptive pathway. This approach
enabled them to isolate a cDNA (termed Iregl) encoding a new duodenal membrane protein.
The IREG1 protein was shown to mediate iron efflux in the Xenopus laevis oocyte
expression system. Finally, ferroportin (this term is now commonly used) was identified
using a positional gene cloning strategy to study hypochromic anemia in zebrafish [189].
The birth of ferroportin, in particular with the discovery of hepcidin that regulates
ferroportin levels, has had a vast impact on iron metabolism research (vide infra).

2.2.4.4. Iron reduction is essential for trafficking: Although the redox form of iron for
export has never been determined, the term “ferroportin” suggests that this protein transports
FeZ*. Roots of this issue go back to Laurell and Holmberg who should be credited for not
only their discovery of Tf (vide supra), but also the identification of the copper-containing
plasma protein ceruloplasmin (after the Latin caeruleus for blue, the color of the purified
protein) [190]. They also were the first to describe ceruloplasmin’s oxidase activity [191].
The oxidase activity of this protein was confirmed by many studies that followed (e.g.,
[192,193]), but ceruloplasmin’s ferroxidase activity was demonstrated only in the mid
sixties [194]. Somewhat later, several reports revealed that ceruloplasmin facilitates the
mobilization of iron from the liver [195,196]. Recently, these early observations were
agreeably complemented by studies of mice with the targeted disruption of the
ceruloplasmin gene [197]. Ceruloplasmin™~ mice showed a striking impairment in the iron
release from macrophages and hepatocytes associated with a significant increase in the iron
content of the liver and spleen and a prominent elevation in plasma ferritin levels. In this
context it is of interest to mention that a membrane-bound form of ceruloplasmin is
expressed by astrocytes [198]. It is a glycosylphosphatidylinositol (GPI)-anchored form of
ceruloplasmin generated by alternative RNA splicing [199]. Subsequently, Jeong and David
[200] provided evidence that the capacity of astrocytes isolated from ceruloplasmin-
deficient mice to purge themselves of iron is compromised. Additionally, ferroxidase
activity seems to be required for the stability of ferroportin in cells expressing GPI-
ceruloplasmin [200]. In this context it is of interest to mention that Kono et al. [201]
recently demonstrated that under low hepcidin levels mutant GPI-ceruloplasmin with
impaired ferroxidase activity could not stabilize ferroportin on the cell surface. In contrast,
the wild-type GPI-ceruloplasmin inhibited ferroportin internalization by competing with
hepcidin.

The precise mechanism by which ceruloplasmin promotes iron efflux from macrophages and
other cells remains uncertain. A prevailing opinion is that the ferroxidase activity of
ceruloplasmin is required for efficient insertion of iron into apoTf [202], as Tf binds the
metal in the oxidized valence state (ferric). However, in our opinion, it should be considered
that the ferroxidase activity of ceruloplasmin may be necessary for oxidation of ferrous ions
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following their transfer to the cell surface via ferroportin; the ferroxidation may foster
shedding of iron from the cell membrane and “drive” the egress of ferrous ions from the
intracellular milieu. Of interest in this context, a multi-copper oxidase, Fet3 with homology
to ceruloplasmin has been identified in yeast [203]. In contrast to ceruloplasmin, which
facilitates iron release from vertebrate cells, Fet3 is required for the oxidation of ferrous iron
in the extracellular environment in preparation for iron uptake by the yeast membrane
permease, Ftrl [204]. Hence, although the yeast systems are very valuable in providing cues
for research in mammals [205,206], they need to be interpreted with caution.

More recently, Vulpe et al. [207] discovered a ceruloplasmin homolog called hephaestin
(named after the Greek god of fire and metals, Hephaestos), which is highly expressed in the
intestine; in contrast to ceruloplasmin, it is membrane-bound. Mutation of the hephaestin
gene is responsible for the defect in sex-linked anemia (sla) mice. The sla mice take up iron
by enterocytes but the metal is not efficiently released, indicating that hephaestin plays a
role in dietary iron assimilation.

Recent evidence indicates that ceruloplasmin and hephastin are not the only ferroxidases
involved in iron homeostasis. Chen et al. [208] recently identified a gene encoding a new
member of the multicopper oxidase family most closely related to hephaestin. The authors
proposed calling this protein “zyklopen” after the Cyclopes, mythical one-eyed iron workers
in Greek mythology who helped Hephaestus in the forge of the gods. Moreover, Duce et al.
[209] recently reported that the Alzheimer’s Disease 3-amyloid protein precursor (APP)
possesses ferroxidase activity mediated by a conserved H-ferritin-like active site, which is
inhibited specifically by Zn?*. This important finding is compatible with a proposal that this
protein’s defects could lead to neurodegenerative disorders arising from iron accumulation
under impaired iron export.

The above topic is conceptually related to another, equally important issue. All available
evidence indicates that in vertebrates, prior to its transport across biological membranes,
iron must be reduced to its more malleable and soluble ferrous (Fe2*) form. The only iron
substrate for DMT1, which transports Tf-derived iron across the endosomal membrane and
is involved in the acquisition of iron from food by duodenal enterocytes, is Fe2*. The
mechanism of ferric iron reduction within endosomes was a long-awaited occurrence until
Ohgami et al. [15] identified a gene, Steap3 (six transmebrane, epitheilal antigen of the
prostate3). The protein coded by this gene is highly expressed in hematopoietic tissues, is
present in endosomes and colocalizes with Tf, TfR, and DMT1. Significantly, Steap3
contains an oxido-reductase domain, based on the presence of a flavin-NAD(P)H binding
structure and a putative heme binding site. The results of this study indicate that Steap3 is an
endosomal ferrireductase required for efficient Tf-dependent iron uptake in erythroid cells.
Mice with selective knock-out of Steap3 develop the expected anemia, but remain alive [15].
This seems to suggest that one or more other Steap proteins [16] may participate in iron
reduction in the endosome.

The situation regarding iron reduction for duodenal DMT1 is less straightforward. The
duodenal brush border contains a ferric reductase, Dcyth [210] that has been proposed to
play a role in the formation of Fe2* before its transport into the enterocyte. However,
Andrews and coworkers inactivated the murine Dcytb gene and showed that Dcytb
deficiency did not impair intestinal iron absorption when mice were fed normal food [211].
Hence, Dcytb does not seem to be an essential component of the intestinal iron absorption
system in mice.

We can occasionally encounter views that iron itself is not metabolized in a classical sense,
but the above examples that at least two enzymes, ceruloplasmin and Steap3, proteins
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involved in catalyzing iron’s redox states, are essential for iron homeostasis, indicate that
iron is, in fact, metabolized. In this context, it may be of interest to bring up an article
entitled “The relation of the spleen to blood destruction and regeneration and to hemolytic
jaundice. XI. The influence of the spleen on iron metabolism” by J Harold Austin and
Richard M Pearce (from the John Herr Musser Department of Research Medicine of the
University of Pennsylvania, Philadelphia), which as early as 1914 [212], used the term “iron
metabolism”. They probably derived this term from its German equivalent,
“Eisenstoffwechsel”, that was used by L Asher and H Grossenbacher in their paper
published in Beitrage zur Physiologie der Driisen in 1909 (cited by JHA & RMP). Hence, in
our opinion, there is no need to remove the term “iron metabolism” from the vocabulary of
iron research.

2.2.4.5. Unexpected players: The unearthing of many of the above-discussed proteins was
anticipated; their absence was felt as a gap in our knowledge about iron metabolism. What
makes the current epoch of iron metabolism so exciting is that several recently discovered
genes and their products, initially unforeseen to be linked to iron, turned out to be important
players in the metabolism of this metal. We shall discuss two such proteins, frataxin and
huntingtin. Friedreich ataxia is an autosomal recessive neurodegenerative disease and the
most common of the heritable human ataxias. The defective gene in this disease is FRDA
(encoded by a nuclear gene) which codes for the mitochondrial protein, frataxin. About 98%
of mutant alleles have an expansion of the GAA trinucleotide repeat in intron 1 resulting in a
marked reduction in frataxin levels [213]. Important clues to the role of frataxin in iron
metabolism emerged from studies on the yeast FRDA ortholog, Yfh1. Mitochondria in Yfhl
mutants accumulate approximately an order of magnitude more iron that do wild-type
mitochondria [214]. This process appears to be reversible as reintroduction of wild-type
Yfhl results in the rapid export of mitochondrial non-heme iron to the cytosolic
compartment [215]. Although the precise function of frataxin is unknown, recent research
bolsters the notion that frataxin is an essential component of complex machinery responsible
for the synthesis of Fe-S clusters in mitochondria [216].

Huntington’s disease, a progressive, fatal, neurodegenerative disorder, is caused by a CAG
triplet repeat expansion in the huntingtin gene, which encodes an expanded polyglutamine
stretch in the huntingtin protein [217]. Following the finding that huntingtin
immunoreactivity overlaps with that of TfR in membrane vesicles isolated from human and
rat cortex synaptosomes [218], this protein was found to be involved in perinuclear TfR
trafficking and mitochondrial cluster-tethering [219]. This study also revealed that iron
deprivation causes an increase in huntingtin levels. More recently, huntingtin-deficient
zebrafish were shown to develop hypochromic erythrocytes [220]. Co-injection of iron-
dextran with huntingtin morpholino at the one-cell stage rescued the hypochromic
phenotype of huntingtin-deficient embryos. Considering the above report by Hilditch-
Maguire et al., the phenotype seen in huntingtin-deficient zebrafish can be explained by
impaired Tf-receptor trafficking causing inadequate delivery of iron to developing erythroid
cells.

2.2.4.6. Cellular smithy: An extremely important cellular organelle with respect to iron
metabolism is the mitochondrion, which is involved in both heme biosynthesis and the
assembly of iron-sulfur clusters. Heme synthesis and its regulation are reasonably well
comprehended [27,221-223]. Nevertheless, some important recent developments should be
highlighted. The group of Paw has demonstrated that mammalian homologs to yeast Mrs3/
Mrs4 [205,206], dubbed “mitoferrins”, are responsible for iron import, probably in its Fe2*
form, through the mitochondrial inner membrane [224,225]. Mitoferrin 1 exerts its function
primarily in erythroid cells, but mitoferrin 2, which is expressed ubiquitously, cannot
support hemoglobinization [225]. Of considerable interest in this context is a recent
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discovery [226] that mitoferrin 1 physically interacts with ferrochelatase and Abcb10
(formerly known ABC-me; [227], a mitochondrial inner membrane ATP-binding cassette
transporter with unknown function, which is highly induced during erythroid maturation. Of
considerable clinical interest is the very recent finding that abnormal expression of
mitoferrin 1 causes a variant type of erythropoietic protoporphyria [228], which is typically
due to a partial deficiency of the last enzyme of the heme biosynthetic pathway,
ferrochelatase. Some patients with an erythropoietic protoporphyria phenotype do not have
such a defect. Hence, this report enhances our knowledge about the molecular pathogenesis
of this disease.

Our understanding of iron-sulfur cluster assembly is far from complete. Nevertheless, it is an
active area of research and the most recent developments in the field can be found in these
recent reviews: [216,229,230]. At this time, more than twenty proteins have been implicated
in the biogenesis of Fe/S proteins, however the molecular mechanisms involved in this
pathway are only beginning to be understood. Furthermore, it appears that specific factors
involved in the Fe/S maturation of functional Fe/S proteins have yet to be discovered. Of
these putative components, to date only four have been identified: Ind1 (required for
complex | maturation) [150] and three proteins involved in [4Fe-4S] protein maturation
(ISCA1, ISCA2, and IBA57) [231-233] (Sheftel et al., manuscript in preparation).
Additionally, novel Fe/S proteins are still being found, many of which perform essential
cellular functions. The most notable recent additions to the collection of Fe/S proteins are
those involved in DNA repair. The FANCJ and XPD genes encode Fe/S-containing helicases
essential for DNA repair [234]. Respectively, these proteins have been shown to be mutated
in cases of Fanconi anemia and xeroderma pigmentosum, diseases of DNA instability.
Consistent with this notion, the Gottschling laboratory has recently demonstrated, through
genetic analyses, an intimate connection between mitochondrial function and nuclear DNA
integrity [235], further solidifying the link between Fe/S protein biogenesis and genomic
DNA stability. It is important to mention here that Fe/S proteins (or Fe/S protein-modified
enzymes) have also been shown to be associated with mitochondrial DNA [236,237] and, in
at least one case [237], its stability. The discussion of mitochondrial iron metabolism must
include an important discovery by Arosio and co-workers who have recently identified a
mitochondrial ferritin isoform that can store iron within a shell of homopolymers, although
the function and regulation of this protein is not yet understood [238-240]. Notwithstanding,
it has recently been demonstrated that the overexpression of mitochondrial ferritin causes
the redistribution of iron from cytosolic ferritin to mitochondrial ferritin [241] and leads to
the inhibition of cancer cell growth [242]. Interestingly, mitochondrial ferritin shows very
low expression in all tissues except for testis [238].

Additionally, although mitochondrial ferritin is not expressed in normal erythroblasts, it is
expressed in ring sideroblasts of patients with sideroblastic anemia [243]. In our opinion,
this protein deserves serious consideration and additional study.

2.2.4.7. Iron and nitric oxide: a precious bond: One of the seminal discoveries in the
present “golden” epoch is the revelation that living systems generate nitric oxide (NO), a
gaseous molecule that has remarkably important functions in virtually all organisms. In
1846, Italian chemist Ascanio Sobrero synthesized nitroglycerin [244] without knowing that
this chemical releases NO; this was discovered only in 1977 by Ferid Murad [245].
Nitroglycerin, which had initially been shown to cause flushing, was later found to
effectively relieve anginal chest pain with remarkable speed. Even the Swedish scientist
Alfred Nobel, who invented dynamite, the major ingredient of which is nitroglycerin, was
given a prescription for this drug by his physician. Nobel refused this type of treatment. The
prelude to the currently accepted fact that NO, the notoriously known toxic environmental
pollutant, may be a biologically relevant molecule, emerged in the eighties and early nineties
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of the previous century. Louis Ignarro became interested by the observation of Murad that
NO and some other nitro-compounds, which might release NO (e.g., nitroglycerin), activate
the cytosolic guanylyl cyclase that, in turn, catalyses the formation of cyclic GMP from
guanylyl triphosphate (GTP). Murad has demonstrated that when nitric oxide binds to the
iron in the heme group of guanylate cyclase, the enzyme is activated (reviewed in [246]) and
the resulting cGMP affects numerous cellular processes, one of them being vasorelaxation.
Actually, numerous biological effects of NO can be attributed to the fact that NO avidly
binds iron within many proteins and enzymes. Some examples are other heme-containing
proteins, such as cytochromes [247], NO synthase [248], the rate-limiting enzyme of DNA
synthesis ribonucleotide reductase [249], Fe-S cluster proteins involved in energy
metabolism such as mitochondrial aconitase, and those that are part of complexes I and Il of
the electron transport chain [250,251]. In terms of iron metabolism as such, one of the most
important examples is the effect of NO on IRPs (reviewed in [252]). Hence, it is not at all
surprising that Science [253]) proclaimed NO “Molecule of the Year” in 1992. The
December 18, 1992 issue of Science published a highly informative review on our
knowledge of NO in biology [254]. It needs to be added that Robert Furchgott discovered a
substance in endothelial cells that relaxes blood vessels [255], calling it endothelium-derived
relaxing factor (EDRF). By 1986, he determined that EDRF was, in fact, NO. In 1998, the
Nobel Prize in Physiology or Medicine was awarded jointly to Robert Furchgott, Louis
Ignarro and Ferid Murad “for their discoveries concerning nitric oxide (NO) as a signalling
molecule in the cardiovascular system”. The decision of the Nobel Committee to choose
scientists involved in the NO-related research to be crowned with the Prize must have been a
tremendously difficult task. It should not be overlooked, however, that other investigators in
the late 1980°s and early1990°s generated seminal reports of the various roles of NO in life
[256-262], despite the Nobel committee’s decision that NO’s role in the cardiovascular
system was the most significant.

2.2.4.8. Long-lasting conundrum resolved: Two milestone discoveries, which are
especially relevant to clinical medicine and deserve to be brought to light, are related to the
hereditary iron overload disorders and the remarkable developments related to the regulation
of organismal iron homeostasis in both physiology and pathology. The first subject has its
beginnings in the “pre-classical” era, going back to the mid 1800’s, when the French
physician Armand Trousseau [263] described a patient with diabetes who, based on the
autopsy examination, exhibited a “bronze-like” appearance. In 1889, the German pathologist
Friedrich Daniel von Recklinghausen (also to be credited for the first description of
neurofibromatosis type 1) described a similar patient exhibiting a bronze-like color of organs
and a grayish or brown skin tone, which he attributed to blood-borne pigments. In fact,
hyperpigmentation of the skin is now known to be caused by increased melanogenesis with
increased melanin in the epidermis and in dermal melanophages as well as iron deposits in
the deeper dermis [264]. Von Recklinghausen coined the term “h&mochromatose” [265]. In
1935, Joseph Sheldon published a monograph [266] describing 311 cases of
hemochromatosis that existed in the literature up to that time. He concluded that
hemochromatosis is an inherited disorder and that its pathology and symptoms stem from
excessive iron deposition in various tissues.

In 1976, Marcel Simon and his colleagues [267] clearly established the autosomal recessive
inheritance of hemochromatosis and its close linkage with the major histocompatibility class
I A3 on the short arm of the chromosome 6. To pay tribute to Dr. Simon’s critical
contributions, the Marcel Simon Prize was created, and is awarded for excellence in the
research of genetic hemochromatosis at the biannual Meetings of the International Biolron
Society (http://www.bioiron.org/about/awards.aspx).
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Subsequent confirmation of this discovery by investigators from all over the world revealed
a prevalence of homozygotes with hemochromatosis to be 1 in 250 to 1 in 300 of the
Caucasian population (reviewed in [12]). At this time, a race to identify a gene responsible
for hereditary hemochromatosis began. Anecdotal testimony for this can be provided by one
of the authors (PP) who, together with Herb Schulman and Robert Woodworth, co-
organized the “Eighth International Conference on Proteins of Iron Transport and Storage”
held in Chateau Montebello, Québec, in May of 1987. Earlier that year, the meeting
organizers received letters from three different scientists who proclaimed a discovery of the
hemochromatosis gene. Hence a decision was made to set a special session to present these
findings. However, due to curiously suspicious failings (e.g., “we lost the clones”, etc.) the
session had to be cancelled.

The defective hemochromatosis gene (HFE; initially named HLA-H) was eventually
discovered almost ten years later by Feder et al. [268], using a positional cloning technique
in families with hereditary hemochromatosis. HFE is a non-classical major
histocompatibility complex class | type molecule. Over 80% of hereditary hemochromatosis
patients have the same mutation in the agz domain of HFE that prevents its
heterodimerization with pBo-microglobulin [269]. The C282Y mutation has been shown to
prevent cell surface expression and, presumably, function of the protein [269,270]. As will
be discussed, the precise physiologic role of HFE is not yet fully understood, but mouse
knockout studies have demonstrated that HFE is essential for normal control of iron
absorption. Mice homozygous for HFE gene disruption have the same biochemical and
histologic features of iron overload as patients with hereditary hemochromatosis [271].

2.2.4.9. “A master regulator”: The second landmark discovery was the identification of
hepcidin by three groups investigating either novel anti-microbial peptides [272,273] or the
recognition of the fact that it is highly expressed during iron overload [274]. Toma$ Ganz
and his co-workers, who discovered that this peptide was associated with inflammation,
named it “hepcidin” after observing that it was produced in the liver (“hep-") and seemed to
have bactericidal properties. Compelling links between hepcidin and iron metabolism
emanated from a report showing that USF2 (Upstream Stimulatory Factor 2 gene) knockout
mice, which fail to express either copy of the duplicated hepcidin genes immediately
downstream of USF2, exhibit iron overload that the authors attributed to the absence of
hepcidin [275]. In a second publication [276] the same group demonstrated that transgenic
mice expressing hepcidin under the control of the liver-specific transthyretin promoter are
born with pale skin and die within a few hours after birth. “These transgenic animals had
decreased body iron levels and presented severe microcytic hypochromic anemia”.
Subsequent research revealed that hepcidin limits iron entry into the plasma from
macrophages, intestinal enterocytes and other cells. The molecular mechanism of this
phenomenon involves the binding of hepcidin to the sole iron-export protein ferroportin
(vide infra) and facilitating its degradation [63]. Hence, hepcidin regulates iron entry into the
circulation by promoting ferroportin’s destruction. As will be discussed in more detail later,
iron stores and inflammation positively regulate hepcidin levels, whereas hypoxia and
increased erythropoiesis downregulate the hormone’s expression. The unusually active
research effort by investigators scattered all over the world has revealed that hepcidin is a
“master regulator” of organismal iron homeostasis [277-279].

If Nancy Andrews’ review [280] is not sufficient evidence, the definitive proof that the
Golden Age of iron was upon us appeared in 1996, when the American Society of
Hematology decided to reinstate iron-related topics under the umbrella “Ad Hoc Scientific
Subcommittee on Iron and Heme”. The program of the first Subcommittee session, entitled
“Recent Advances in Iron and Heme Metabolism”, was as follows: The Control of Cellular
Iron Metabolism: New Developments (Tracey Rouault); Identification of the Hereditary

Biochim Biophys Acta. Author manuscript; available in PMC 2013 March 1.



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

1duasnuey Joyiny vd-HIN

Sheftel et al.

Page 23

Hemochromatosis Gene (Roger Wolff); Role of Heme in Nitric Oxide Production and
Function (James Stone); NO Interactions with Hemoglobin: Biological Chemistry and
Physiological Function (Jonathan Stamler). After humble beginnings, with only handful
people in the audience, this Committee now flourishes, with two well-attended sessions at
the ASH annual meetings. This act was followed by the “bioiron community” that, at their
biannual conference in Bethesda in 2003, made a decision to establish the International
Biolron Society (IBIS; http://www.bioiron.org) where the first President, Antonello
Pietrangelo, and other officials of IBIS were elected. However, this Society’s move did not
appear from out of thin air. The very first “International Conference on Iron Storage and
Transport Proteins” was held at University College Hospital in London, July 12-14, 1973,
organized by Pauline Harrison, Phil Aisen and Ernie Huehns.

Many proteins discussed here, and some additional ones that have not been mentioned, are
listed in Table 1. The broadness of this theme, “History of iron homeostasis”, did not allow
us to discuss some aspects of iron metabolism in an adequate depth. We feel fortunate that
we can refer readers to an engaging and informative review composed by one of the most
respected investigators in this field [280].

3. A brief history of human serum transferrin

3.1. Overview

Since its discovery over six decades ago (see Section 2.2.2), human serum Tf (Tf) has been
extensively studied. The natural abundance of Tf in the blood (~35 pM), in addition to its
unique spectral properties, has long fascinated scientists. In particular the ability of Tf to
bind ferric iron (Fe*3) and other metals in two homologous lobes, tightly but reversibly,
begs an explanation at a molecular level. As previously described [281], Tf and the two
other founding family members, lactoferrin (ITf) and ovotransferrin (oTf), have served as
model systems for development and verification of numerous experimental techniques.
Because this volume contains chapters dealing with the other family members, this section
of the current review will focus primarily on human serum Tf. Although it is not possible to
list everyone who has contributed to the effort, a number of comprehensive reviews have
appeared over the years and provide an excellent background for those who wish to follow
the field from its inception until now [43,116,127,281-296]. In such a mature field, this is an
interesting and enlightening exercise which highlights the controversies which have often
led to progress as scientists focused on devising definitive experiments to prove or disprove
a hypothesis.

Very briefly, as for all members of the Tf family, Tf consists of a single polypeptide chain
(MW ~80 kDa) which folds into two globular, homologous halves referred to as the N- and
C-lobes. The iron within each lobe of Tf resides in a deep cleft formed by two subdomains
within each lobe. The Fe*3 is coordinated by four amino acid ligands (two tyrosines, a
histidine and an aspartic acid) with two additional oxygen ligands provided by a synergistic
anion identified as carbonate (Fig. 3). A conserved arginine residue, in addition to a
threonine residue, and the dipole of an adjacent a-helix stabilize the binding of the
synergistic anion.

As in any family, Tf has had its share of disagreements over the years. Some, including the
nomenclature, have been relatively minor, while others have had more substance. For
example the Fletcher Huehn’s hypothesis which advocated functional differences between
the two lobes was hotly debated for a number of years. Addressing issues related to whether
Tf is a single polypeptide chain, whether iron is bound and released sequentially, whether it
enters a cell or is delivered at the cell surface and whether iron delivery to erythroid cells
differs from iron delivery to non-erythroid cell provided major impetuses driving research
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efforts for many years. Cooperativity between the two lobes, the role of the specific Tf
receptor, the role of anions in binding and release and the precise mechanism of how iron is
released and delivered within the cell (trafficking) continue to be discussed and studied.

Here we will endeavor to provide a brief overview of some important milestones in the
history of Tf research, with reference to seminal papers. Given that the main function of Tf
is iron transport and delivery to cells, the specific TfR must also be included in the history as
an essential piece of the story (although it is treated in more depth in other chapters of this
volume).

3.2. Physicochemical properties of transferrin

Following the identification and isolation of Tf, from Cohn fraction IV-3,-4 (the -globulin
fraction of plasma) many studies focused on establishing its physical and chemical
properties. Feeney and coworkers established that iron saturated Tf is considerably more
resistant to attack by heat, chemicals, and proteolysis than apoTf [297] and is a single
polypeptide [298]. This later finding was verified by analytical ultracentrifugation studies in
the Tanford laboratory [299]. A seminal paper from the Aisen laboratory used equilibrium
dialysis to establish that at pH 7.4, the C-lobe binds iron with an affinity constant that is
about 6-times stronger than the N-lobe [300]. Additionally, the important concept that
thermodynamic and kinetic properties both influence the binding and release of iron from
each lobe of Tf was suggested. The work employed urea gels which had been fortuitously
discovered a couple of years earlier [301]. Urea gels provide the simplest method to
simultaneously view the four possible species of Tf: apoTf, monoferric Tf with iron in either
the N-lobe, FenTf or the C-lobe, FecTf and diferric Tf designated Fe, Tf. These gels have
been used to show that in normal serum the saturation level is only ~30% and to estimate the
composition of Tf in the circulation [302-304]. An instructive primer on urea gel
preparation is provided in [285]. More recently commercially available mini gels have
simplified their use [305-307]. Notably, the lack of carbohydrate in recombinant Tf
increases the sharpness of the bands in the mini gel format.

As mentioned above the unique spectral properties of Tf have been the basis of
consternation and inquiry. Binding of iron increases absorbance in both the UV and visible
portions of the spectrum. The increase has been attributed to energy transfer between Fe*3
and the two liganding tyrosine residues in each lobe which create a ligand to metal charge
transfer band. The visible spectrum has a maximum centered around 466 nm resulting in the
characteristic salmon pink hue of Tf [308,309]. In contrast to absorption, binding of iron to
Tf quenches the intrinsic fluorescence attributed to excited state energy transfer from certain
tryptophan residues in each lobe to the absorbance band [310]. Thus when iron is released
the fluorescent signal increases and the absorbance decreases. In a testament to the power of
recombinant expression in combination with mutagenesis (see below), the contribution of
each of the well-distributed individual tryptophan residues (3 in the N-lobe and 5 in the C-
lobe) has been determined by making single and double point mutants [311,312]. Recent
work provides evidence that, in addition to Forster resonance energy transfer, static
quenching contributes to the change in the fluorescent signal when iron is released from the
N-lobe [311].

A challenging aspect of the unique spectral properties of Tf is the need to be able to
determine accurate extinction coefficients for both the iron and apo species. Due to subtle
differences in the geometry of the sites, the addition of iron does not follow Beer’s law.
Particularly with respect to mutants (see below) that affect the iron binding site, it is
essential to have a simple method to obtain an accurate estimate of the protein concentration
without expending large amounts of sample. Such a method has been established [313].
Importantly the results compare favorably to values reported previously.
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The marked effects of anion binding on the spectroscopic, kinetic, and thermodynamic,
properties of Tf have been studied throughout its history (and are the subject of another
chapter in this volume). Notably, experimental exclusion of a suitable synergistic anion
leads to irreversible hydrolysis of ferric iron, precluding binding to Tf. In the seminal work
of Bates and coworkers, a variety of other anions has been shown to substitute for the
physiological carbonate anion [314,315]. Substitutes must have a carboxylate group
available to bind to an amino acid residue in Tf (now identified as Arg124 in the N-lobe and
Arg456 in the C-lobe of Tf) and an electron donor group, one or two carbon atoms away,
which binds to the ferric iron.

Non-synergistic anions comprise a second distinct class which do not participate in binding
of iron but which affect iron release by binding to specific sites and promoting
conformational alterations [316,317]. The work of the Raymond laboratory experimentally
established that no iron will be released in the absence of salt [318]. As recently described
[319], techniques including EPR [285,316,320-322], NMR [323], and UV-difference
spectra [324-328] have been used to identify possible binding sites and to document the
effect of salt. As reviewed in [291], the equilibrium constants for binding of thirteen anions
to apoTf shows a range of affinities.

3.3. Primary Sequence Determination

An important development in the history of Tf was the determination of the primary amino
acid sequence. MacGillivray et al. in the Brew laboratory obtained the sequence using the
brute force approach of producing overlapping peptides [329,330]. A year later the sequence
was confirmed in the Bowman laboratory by sequencing the cDNA [331]. Availability of
the sequence resolved ongoing controversy with regard to the mass and composition of Tf.
The thirty-eight cysteine residues all engaged in disulfide bonds, and the clear homology
between halves were both documented. The sequence of the TfR was reported by two
different laboratories [163,332].

3.4. Transferrin structure

3.4.1. Structures with impact on the history of transferrin—In 1987, in a truly
seminal achievement, Baker et al. [333] reported the structure of family member lactoferrin
(ITf), providing the first look at the iron deep within each cleft and quelling all arguments
with regard to the ligands holding the iron in place [289]. Significantly, the structure
revealed the presence of the spectroscopically silent aspartate ligand on one side of the
binding cleft. The great distance between the binding ligands in the primary structure
(unprecedented in metalloproteins), explained why identification of these ligands was so
challenging. A structure of rabbit Tf from Lindley and coworkers in 1988 showed that its
disposition in 3-dimensional space was similar to ITf [334]. Higher resolution structures of
rabbit (79% identical to human Tf) and pig Tf (71% identical to human Tf) have since
become available [335].

A persistent problem in the field has been the failure to obtain crystals of human Fe,Tf, that
diffract to provide a structure. The impressive solubility of Fe;Tf (80-100 mg/mL) may be a
contributing factor. Tantalizingly, an unrefined, unpublished structure of monoferric Tf,
FecTf, from the doctoral thesis of Zuccola began circulating in 1993 [336]. In 1998, high
resolution structures of the recombinant Tf N-lobe with [337] and without iron [338] became
available from the Baker laboratory revealing the large conformational change (~60°) that
results from iron binding or release. Additionally these structures confirmed the presence of
the so called “dilysine trigger” originally identified in the structure of the N-lobe of oTf
[339] (see chapter XX of this special issue for further details). This unique feature has been
shown to be essential to the efficient release of iron from the N-lobe [340]. A reverse y turn
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was also identified in this structure and is a feature found in each lobe of most family
members. The residues that make up the turn appear in the disallowed region of the
Ramachandran plot. Additionally, capture of the carbonate and the conserved arginine to
which it is attached, in two different positions, provided a suggestion that protonation of the
synergistic carbonate might be an early event in the pathway to iron release. Significantly
the structure of apoTf published in 2006 revealed that, like the N-lobe, the C-lobe undergoes
a similar large conformation change [341].

It is very satisfying when a structure provides insight into unexplained behavior. Three
compelling examples from work on the N-lobe of Tf include an explanation of why, in
contrast to two other mutants in which the liganding histidine was replaced by alanine or
glutamine, the H249E mutant stabilizes the site [342], how the conserved arginine at
position 124 helps control iron release [343], and why it is more difficult to remove iron
when oxalate is substituted for carbonate [344]. Briefly, in the first example, the glutamate
substitution disables the dilysine trigger because Glu249 binds to Lys296. In the second
example, the ability of Arg124 to move into two different positions is directly connected to
the iron release rate. In the third example the almost perfect geometry of the oxalate
molecule in the binding site greatly restricts access to the iron, locking it in. Obviously a
recombinant expression system (see below) allowing production of mutants is critical to
each of these examples.

The role, or lack thereof, of glycosylation in Tf function has been elucidated by the ability to
produce nonglycosylated species. The presence or absence of carbohydrate has no impact on
the binding of iron to Tf or the binding of Tf to the TfR [345]. Removal of one or more of
the four terminal sialic acids from the two biantenary glycans of Tf may target them for
removal from the circulation by liver asialoreceptors [346].

3.4.2. Structures with impact on defining the interaction of transferrin with the
transferrin receptor—The first crucial step toward understanding how Tf might interact
with the receptor required a crystal structure of the soluble portion of the TfR [347]. A
second relevant structure was that of the HFE protein bound to the TfR [348], which clearly
showed that the structure of the TfR changes as a result of the binding of HFE (and
predicted that the same might be true for Tf binding). Of great significance the 7.5 A cryo-
EM model based on the crystal structure of isolated TfR with human N-lobe and rabbit C-
lobe soaked into the isolated TfR [349], provided the first and, to date, only view of the
complex. Very recently a 3.22 A crystal structure of hTF (with iron only in the N-lobe)
bound to the soluble portion of TfR has become available [Eckenroth et al., Proc. Natl.
Acad. Sci USA, in press]. The structure reveals how binding to the TfRaccelerates iron
release for the C-lobe, slows release from the N-lobe, and stabilizes the binding of apo hTf
at endosomal pH (see kinetics section below).

3.5. Recombinant expression systems for transferrin and transferrin receptor

In the past 20 years the field has been advanced by recombinant expression which allows
mutation of individual amino acids providing a precise determination of the contribution of a
given residue to the function. The impressive number of expression systems for oTf, ITf and
Tf were reviewed in 2002 [295]. Notably the failure of bacterial systems to produce
functional protein due to folding issues was discussed as well as successful expression of Tf
in insect cells and yeast. To date, the most optimized, well documented and widely available
system utilizes baby hamster kidney (BHK) cells transfected with a plasmid in which the
presence of the native signal peptide for human Tf allows secretion of the recombinant Tf
into the tissue culture medium [305,345,350-352]. Since 2002, a strain of yeast (S.
cerevisiae) has been developed and optimized for commercial production of large amounts
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of recombinant, nonglycosylated Tf, termed deltaferrin [353,354]. More recently production
of Tf in rice (Oryza sativa) has also been reported [355]. This nonglcosylated Tf is called
Optiferrin and is also commercially available. Although neither of these recombinant Tf
entities is completely homogenous by mass spectrometry analysis, they do support growth of
various tissue culture cells, which is the target market. It is not immediately obvious whether
it is would be possible or practical to use these constructs to produce mutants of Tf.

The soluble portion of the TfR has been produced in Chinese hamster ovary cells [347] and
in an insect cell baculovirus system established by Dr. Peter Snow in the Bjérkman
expression facility at the California Institute of Technology [356—358]. Additionally, the
soluble portion of the TfR has been secreted and purified from BHK cells using similar
protocols to those used for production of recombinant Tf [359]. Giannetti et al. [358], in an
truly impressive study, produced and purified ~30 single point TfR mutants and determined
the ability of each to bind to HFE, and Fe,- and apoTf by surface plasmon resonance
imaging.

3.6. Kinetic studies with and without the transferrin receptor

It is simpler to measure iron release than to measure iron uptake. This is especially true for
Tf mutants with weaker iron binding affinity since all binding protocols require the use of a
chelator to keep the iron in solution. In essence, the Tf competes with the chelator to bind
the iron in a two step process. A large number of kinetic studies have been carried out over
several decades with many different cell types. In addition to the variability of the
experimental system the conditions to measure iron release from Tf, including pH, salt,
chelators, and temperature, have varied so greatly that comparisons are difficult. In addition
it has become increasingly clear that the behavior of Tf in solution in the absence of the TfR
differs considerably from the behavior of Tf when bound to the TfR. The Aisen lab has led
the way in establishing techniques to provide data to validate this contention [360-366].
More recently recombinant Tf with well defined properties have allowed the most complete
study of the interaction of Tf with the TfR carried out to date [367]. Kinetic constants for
each step in the transition from Fe,Tf to apoTf with and without the TfR have been reported
as described and discussed in another chapter in this special issue. The only caveat is that,
since the precise endosomal milieu remains unknown, direct application of these in vitro
findings to describe the mechanism of iron release within cells remains speculative.

4. Pathophysiology of Iron Metabolism

4.1. Diseases of Iron Deficiency

Nearly a billion people are afflicted with iron deficiency anemia. This condition arises when
there is insufficient iron available for hemoglobin formation in erythroid cells. With
suboptimal heme synthesis, the red blood cells in these patients possess less red color and
are smaller than normal. While these hypochromic, microcytic erythrocytes are the most
striking feature of iron deficiency anemia, severe iron deficiency can affect multiple organs,
as iron is ubiquitously required for many other heme and non-heme proteins. It must be
noted that microcytic anemia is not pathognomonic for iron deficiency anemia, as retention
of iron in macrophages (e.g., anemia of chronic disease, functional iron deficiency),
defective protoporphryin synthesis, or decreased globin synthesis can all result in
hypochromic, microcytic anemia. Each of these conditions is associated with decreased
production of hemoglobin that is responsible for this phenotype [368].

Dietary iron insufficiency is the most common cause of iron deficiency in infants and young
children, while blood loss is responsible for iron deficiency in older children and adults.
This blood loss is usually occult bleeding in the upper gastrointestinal tract (Gl). Globally,
the most common cause of Gl bleeding is hookworm infection, although occult GI blood
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loss can also be caused by hiatal hernia, diverticulosis, peptic ulceriation, GI tumors,
angiodysplasia of the colon, adenomas and polyps, esophageal varices and ingestion of
salicylates, steroids, non-steroidal anti-inflammatory drugs, and heavy endurance exercise.
In premenopausal women, menstrual bleeding is the most common cause of iron deficiency
[369].

4.2. Hereditary disorders of iron trafficking: of mice, men, and fish

4.2.1. Introduction—Iron deficient erythropoiesis can be the result of intrinsic defects in
premature red blood cells. Several of these states have been generated or identified in
humans, rodents, and zebrafish. Although extremely rare and/or restricted to animal models,
these conditions provide valuable information from which further understanding of iron
metabolism may be extracted. Importantly, animal models may also predict the
symptomology that future patients with similar defects may present. However, an open mind
must be kept, as some animal models have exhibited significant deviation from the human
condition as in the case of DMT1 deficiency described below.

4.2.2. Transferrin receptor defects—Transgenic animals without any functional TfR
die in utero [370]. As expected, these animals have defective erythropoiesis but, somewhat
surprisingly, TfR-null animals also demonstrate abnormalities in neurologic development.
This intriguing finding needs further investigation to determine whether the neurological
defect is caused by the lack of iron per se or by the lack of TfR that may have some
unexpected developmental function unrelated to iron transport. Mice containing only one
functional copy of the TfR gene had normal hemoglobin levels, but had microcytic,
hypochromic erythrocytes [370]. This finding strongly suggests that normal
hemoglobinization of erythroblasts on the one hand requires “full” transcriptional activation
of the TfR gene and, on the other hand, is limited by receptor levels. Clearly, post-
transcriptional regulatory mechanisms (vide supra) are unable to maintain TfR at adequate
levels if only one allele contains a functional receptor gene.

It bears mentioning that, as of yet, no human pathology has been associated with mutations
in TfR. However, one study [371] reported a patient with an acquired microcytic anemia and
highly elevated levels of “free protoporphyrin” (likely to have been mostly Zn-
protoporphyrin) in red cells. This study found an antibody in the serum of the patients that
both blocked iron incorporation into heme in cultured cells and immunoprecipitated human
TfR. The data of this case study suggest that an anti-TfR antibody was responsible for the
patient’s anemia. Further, treatment with the immunosuppressant azathioprine and
prednisone led to complete remission.

It has rigorously been shown that mice lacking IRP2 have microcytic anemia that develops
despite normal or even elevated serum iron levels and Tf saturation [372,373]. In these
animals, TfR protein [372,373] and mRNA [373] were shown to be diminished, likely to be
the cause of the anemia as IRP binding to the IREs in TfR mRNA stabilizes the level of the
message. Cooperman et al. reported increases in free- and zinc-protoporphyrin in these mice
which would be expected since ALA-S2, the first enzyme in protoporphyrin synthesis, is
also controlled by IRP binding (in a manner opposite to that of TfR) [372]. Of great interest,
in this mouse line, the Rouault laboratory previously identified a progressive
neurodegeneration [374]. This latter phenotype is consistent with the above mentioned
observation that neurodevelopment is severely impaired in TfR knockout mouse embryos
[370]. Interestingly, the IRP2 ablated mice from Hentze’s group do not show
neurodegeneration. No unequivocal explanation for the discrepancies between the two IRP2
mouse line phenotypes has been provided.
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4.2.3. Transferrin cycling defect: the hbd/hbd mouse—In 2005, two groups
[375,376] identified the defect in a mouse line containing a spontaneous, autosomal
recessive “haemoglobin deficit” mouse [377]. These mice are characterized by a seemingly
erythron-restricted phenotype: hypochromic microcytic anemia, hyperferremia, increased
red cell porphyrin levels, and reticulocytosis. While the number of TfR on the reticulocytes
of these mice are normal, the uptake of Tf-bound iron is decreased in these cells [377-379].
The genetic basis for this disease, as simultaneously reported by Lim et al. [375] and White
et al. [376] is a mutation in the SEC15I1 gene. Because it is a homologue of yeast Sec15, it
is expected that Sec15I1 performs a function in the human exocyst pathway. Contrary to the
hypothesis of Lim et al. that Sec15I1 mutation increases the recycling of TfR to the cell
surface, it was later shown that the entire Tf cycle was decelerated in hbd reticulocytes
[380]. As proposed by White et al., it is likely that Sec15I1 functions in vesicular trafficking,
docking, fusing, and/or cargo delivery. The finding that an exocyst pathway member slows
Tf cycling implies that a regulatory mechanism may balance endocytosis with exocytosis.

4.2.4. Intravesicular ferrireductase deficiency—Chromosome 1 of the spontaneous
mutant nm1054 mice is missing approximately 400 kb. The pleiotropic effects resulting
from ablation of the six genes contained in this region include a hypochromic microcytic
anemia [381]. One of the genes in this region, designated six-transmembrane epithelial
antigen of the prostate (Steap3) has been demonstrated to be an endosomal ferrireductase
that reduces endosomal iron for export by DMT1 [15]. Interestingly, the nm1054 mice are
only iron deficient in their erythroid tissues. Consistent with this observation, Ohgami et al.
observed an enriched expression of Steap3 in hematopoietic tissues.

Ohgami et al. generated a Steap3 null mouse, the reticulocytes of which exhibited a severe
diminishment of Tf-derived iron uptake. If Steap3 were the sole provider of electrons to
endosomal, Tf-derived Fe3*, one would expect Steap3 gene inactivation to be incompatible
with life, as was the TfR knockout mouse (see above). It was therefore speculated that other
members of the Steap family may perform overlapping roles with Steap3, thus accounting
for not only the viability of these mice but also the lack of an extra-erythroid iron phenotype
in nm1054 mice [15,16].

4.2.5. DMT1 deficiency—As mentioned above, the function of DMT1 to transport iron
across both the endosomal membrane and the intestinal brush border was originally
discovered in mice (mk/mk) [184] and later in rats (Belgrade) [382], both of which harbored
homologous mutations (G185R) in the protein sequence. Eight years after the identification
of DMT1 as the mutation in these rodents, the first human DMT1 mutation was described in
a Czech patient [383]. This mutation results in a E399D substitution which, while not
interfering with the function or expression of the full length protein, causes a preferential
skipping of exon 12, whose transcript shows compromised expression levels [384].
Strikingly, while rats and mice exhibit a marked hypochromic microcytic anemia and
systemic iron deficiency, the patient, while possessing the same anemia, had increased
plasma iron levels, modestly increased serum ferritin levels, and hepatic iron overload. Iron
accumulation was apparent in both liver parenchymal cells and Kupffer cells. Since the
discovery of this first patient, several others with different DMT1 mutations, but the same
phenotype, have been identified [385,386]. It is interesting that decreased DMT1 levels have
differing effects between rodents and humans. One possible explanation for this
phenomenon, as proposed by Priwitzerova et al. [387], is the difference in dietary heme
levels between rodents and man. (Further details on the characterization and possible
treatment strategies for patients afflicted by DMT1 mutations are reviewed in [388].)

4.2.6. Mitochondrial iron transport defects—Foury and Rotanti were the first to
identify the, as yet, only known mitochondrial iron import proteins: SLC transporters, Mrs3
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and Mrs4 [205]. They demonstrated that deletion of these two duplicate yeast genes
prevented the accumulation of iron in mitochondria normally associated with the deletion of
the yeast frataxin homolog (Yfh1). In addition, Foury and Roganti showed that Mrs4
overexpression could accelerate heme biosynthesis in yeast. A few years later, Shaw et al.
uncovered a zebrafish homolog (frascati) and, subsequently, a mammalian homolog
(mitoferrin 1; MFRN1, SLC25A37) to Mrs3/4 that was required for efficient erythroid
development in these two species [224]. These proteins were found to be highly expressed in
the hematopoietic tissues of zebrafish and mice. The frascati zebrafish had a profound
hypochromic anemia and mitoferrin 1-deficient embryonic eryroblasts exhibited severely
impaired iron incorporation in to heme. Importantly, a second SLC25A family member,
designated MFRN2 (SLC25A28), has been shown to assume the mitochondria iron uptake
role in non-erythroid cells [224,225].

4.2.7. Deficient porphyrin synthesis—The production of protoporphyrin 1X (PPIX),
the setting into which an Fe2* “gem” is embedded by mitochondrial ferrochelatase, is
catalyzed by seven enzymes. In general, deficiency in any of the enzymes, except the first,
ALA-S2, in this pathway results in a correspondent porphyria. Discussion of the porphrias is
beyond the scope of this work but is reviewed in [223]. Mutation of the first enzyme in this
pathway in erythroid cells, ALA-S2, causes X-linked sideroblastic anemia (XLSA, the
sideroblastic anemias are reviewed in [389] and [390]). The hallmark of sideroblastic
anemia is the ring sideroblast: an erythroblast containing iron-laden mitochondria that
encircle the nucleus. The accumulation of iron in the mitochondria of these cells underscores
how remarkable developing red blood cells are. Under normal circumstances, these cells
extract iron from the pool of plasma diferric Tf, which is effectively approximately ~3 pM,
and amass an effective concentration of 20 mM within the mature erythrocyte. When these
cells are unable to produce ALA, and therefore PP1X, iron continues to flow unchecked into
the mitochondria. Furthermore, since “uncommitted” heme provides a negative feedback to
iron acquisition, iron uptake is even accelerated under these conditions (reviewed in [27]).

While XLSA is the most common of the inherited sideroblastic anemias, there have been
other mutations identified that lead to the formation of ring sideroblasts. In the first of these,
X-linked sideroblastic anemia with ataxia (XLSA/A) the hematological defect is
overshadowed by a prominent neurodegeneration. Patients afflicted by XLSA/A harbor a
mutation in the gene encoding the ATP-binding cassette transporter ABCB7 [391]. This
protein has been shown to be involved in the production of extramitochondrial Fe/S proteins
(reviewed in [230]). Although the molecular mechanism leading to mitochondrial iron
accumulation has not yet been determined in these patients, there are two possible
explanations for this phenomenon: 1) the delivery of reduced iron to ferrochelatase is
compromised; 2) the inability to produce an Fe/S on IRP1 results in increased IRP1-
mediated stabilization of the TfR mRNA. It must be noted here that Fe/S protein deficiency
is often associated with the accumulation of iron in mitochondria [230,392]. In fact,
mutation of the mitochondrial, monothiol glutaredoxin, GLRX5, which plays an essential
role in the biogenesis of Fe/S proteins, results in another of the inherited sideroblastic
anemias, most likely through a convergent mechanism as that caused by ABCB?7 deficiency
[393]. The most recently identified hereditary sideroblastic anemia was shown to be the
result of a deficiency in an uncharacterized transporter of the SLC25A family. Guernsey et
al. [394] showed that SLC25A38 is an erythroid-specific, mitochondrial transporter required
for efficient heme synthesis. This study further demonstrated that the heme deficiency of
yeast lacking the SLC25A38 could be rescued by glycine or ALA supplementation,
suggesting that this transporter is involved in the delivery of glycine into mitochondria for
heme synthesis. Thus, the pathogenesis of SLC25A38-deficiency sideroblastic anemia is
predicted to be similar that that of XLSA.
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4.3 Diseases of Iron Overload

As with virtually any nutrient, too much can be harmful to the human body. With respect to
iron metabolism, it is characterized by a limited external exchange and by an efficient
reutilization from internal sources. Because of the limited ability of the body to excrete
excess Fe, iron overload can develop as a result of prolonged hyperabsorption of dietary
iron, by administration of excess iron parenterally (e.g., via blood transfusions), or by a
combination of both factors. Patients with iron overload accumulate excessive amounts of
iron in various organs including the liver, pancreas, and heart and, consequently, they suffer
from conditions that include cirrhosis, diabetes, and heart dysfunction [12,395]. Without
treatment, iron overload leads to death. Secondary iron overload develops in transfusion-
dependent patients, such as those with thalassemia, aplastic anemia, and myelodysplastic
syndrome. Repeated transfusions lead to rapid Fe loading since each unit of blood contains
200 to 250 mg of iron (1 ml of red blood cells contains approximately 1 mg of iron) that
cannot be excreted. Because this iron is derived from red cells, reticuloendothelial
macrophages become iron-loaded before hepatocytes and other parenchymal cells. The only
treatment for secondary iron overload is administration of iron chelating agents, such as
desferrioxamine [395].

The most common hereditary disease in people of European descent is hereditary
hemochromatosis (HH). Table 2 lists the various types of HH. Approximately 1 in 250
people of Northern European origin are homozygous for the autosomal, recessive disorder
known as type 1 HH, where the protein encoded by the HFE gene bears a C282Y
substitution [12]. The consequences of this mutation are to prevent expression of the HFE
protein, which closely resembles an HLA molecule, at the cell surface. Although the
molecular function of HFE has not yet been definitively demonstrated, it has been suggested
that the protein plays a direct role in sensing Tf saturation by interacting with TfR2 [396].
Congruent with this model, mutations in TfR2 underlie type 3 HH, which exhibits a similar
pathophysiology as type 1. Disorders in which hepcidin levels are more directly affected
comprise the juvenile hemochromatoses (type 2 HH) in which there is either a mutation in
repulsive guidance molecule ¢, hemojuvelin, (type 2A) or hepcidin itself (type 2B). Type 4
HH (or ferroportin disease), is the only dominantly inherited HH, in which mutations in
ferroportin affect either ferroportin’s function or its regulation by hepcidin (reviewed in
[393]; c.f., Table 2). In most cases of HH, the levels of circulating hepcidin are low.
However, one important exception from this pattern is a type 4 HH patient with high
hepcidin concentrations in whom hepcidin binding to ferroportin was shown to be disrupted
[397]. This finding supports the view that HH with a parenchymal iron-loading phenotype
can be caused by either hepcidin deficiency or resistance to the effect of hepcidin. At this
time, however, there is still no satisfactory model linking plasma iron levels (and the
regulation thereof) with hepcidin secretion.

4.4 Defects in iron release from cells to transferrin

While the above disorders result from inadequate or excessive organismal iron levels,
conditions exist in which the overall systemic levels of iron are adequate, however the metal
is not delivered to the sites of usage. One such condition is anemia of chronic disease (a.k.a.,
anemia of inflammation), in which iron is not exported from cells which normally cede their
iron to apoTf: reticuloendothelial macrophages and duodenal enterocytes. This arises during
inflammation caused by infection or malignancy through at least two mechanisms: 1)
elevated circulating hepcidin (reviewed in [398]) and 2) increased NO production that leads
to a rapid IRP2 degradation resulting in a consequent, dramatic upregulation of the synthesis
of ferritin, which sequesters iron [399]. Another condition in which iron is not efficiently
transferred to the plasma is functional iron deficiency, in which an elevated erythropoietic
demand strips the plasma of iron faster than iron can be mobilized from its sites of storage.
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Hypochromic anemia of this type usually occurs only in patients who are administered
erythropoietin.

5. Perspectives

What we know about iron homeostasis is likely only a small fraction of what we do not
know. Table 3 lists some of the pieces of iron homeostasis that we know we do not know.
The most obscure aspect of iron homeostasis is its intracellular trafficking and the enigma of
how this metal encounters proteins. Hemoglobin is the only protein that has been
extensively scrutinized in this regard, but even in this case our knowledge is far from
complete. What we do know is that iron inserts into protoporphyrin 1X at the matrix side of
the inner mitochondrial membrane. However, we do not know how heme gets out of
mitochondria or whether there is a chaperone, which escorts it to globin chains residing in
the cytosol. The reaction between heme and apoglobin is very rapid [400,401]. This,
together with a report documenting a co-translational heme binding to nascent globin chains
[402] suggests a close proximity, or even interaction, of mitochondria and polyribosomes. If
the “kiss-and-run” model of iron delivery from endosomes to mitochondria is undeniably
proven, than one can envisage a huge molecular/organellar machine, which conveys Tf-
borne iron from endosomes to the hemoglobin molecule. Our knowledge about the delivery
of iron to ferritin was recently enhanced by a study [403] identifying a protein, poly (rC)-
binding protein 1 (PCBP1), that increases the amount of iron loaded into ferritin when
expressed in yeast, which do not express this protein. However, no evidence was provided
that this protein behaves as a chaperone, but exhibits features indicating that it is a facilitator
of iron entry into ferritin. Needless to say, a detailed understanding of intracellular iron/
heme trafficking is essential for a full comprehension of human iron disorders.

We currently witness vigorous research efforts around the basolateral transporter,
ferroportin, which transports ferrous iron. This export pathway is driven by the oxidation of
iron at the basolateral, exosolic leaflet by hephaestin, a membrane-bound, multicopper
oxidase. It can be expected that important information will soon emerge about the two new
feroxidases, zyklopen and APP. Another area of intracellular iron metabolism is the
assembly of Fe/S clusters. This important endeavor will predictably continue since the
current state in this field still resembles a “jigsaw puzzle”, with many molecular
mechanisms remaining poorly understood.

There are numerous unanswered questions related to genetically based iron deficiencies and
overloads. For example, the incidence of IRIDA (iron-refractory, iron-deficiency anemia) is
unknown and the molecular pathophysiology of African iron overload still awaits
elucidation. The survival of patients with severe secondary iron overload depends on iron
chelation therapy for survival. However, none of the available chelators is fully satisfactory;
the search for more appropriate drugs will likely continue. Additionally, another clinically
important field that will expectantly continue to flourish is brain iron homeostasis and its
disturbance as a pathogenic factor in neurodegenerative diseases.

The role of iron in cell proliferation and cancer has received considerable attention over the
last forty years [126]. Cancer cells appear to require a larger quantity of iron than normal
proliferating cells [404], and there are attempts to develop iron chelating agents tailored to
selectively eliminate cancer cells. We can expect an enhanced research activity in this area
following a recent important report from the laboratories of Suzy and Frank Torti [405].
Their studies revealed that ferroportin protein levels are decreased in malignant breast cell
lines when compared with normal mammary epithelial cells. This is caused by a decrease in
ferroportin mMRNA and an increase in hepcidin expression in breast cancer cells. Reduced
ferroportin appears to be responsible for aggressive growth, because reintroduction of
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ferroportin into breast cancer cells reduced their growth following implantation into mice.
The low concentrations of ferroportin protein expressed in breast cancer cells were found to
be associated with higher concentrations of the LIP, suggesting that iron itself is the
“culprit”. Perhaps even more importantly, ferroportin protein levels were also reduced in
malignant tissue from breast cancer patients. High ferroportin levels in breast cancer patients
is a very favorable indicator since such patients have a 90% 10-year survival rate.

Needless to say, “there are things we don’t know we don’t know.” This and the previous
discussion indicate that the research on iron, which now spans many disciplines of medicine,
will undoubtedly continue to be very active in the future. Hence, it would be premature to
write the epitaph “... My fire’s extinct, my forge decayed ... My coals are spent, my iron’s
gone, My Nails are Drove, My Work is done.” (On William Strange, blacksmith. Epitaph,
Nettlebed churchyard, England June 6, 1746).

6. Epilogue

We started this treatise with cosmological thoughts about the beginning of the Universe and
our solar system, presenting the hypothesis that an early form of metabolism, driven by iron-
mediated catalysis, predated genetics. Hence, it would seem appropriate to end this work by
discussing a possible role of iron in the ultimate fate of the Universe. Astronomers presume
that the Universe will gradually erode, provided it keeps on expanding and does not re-
collapse under the pull of its own gravity. During the Stellar Era, that will end 100 trillion
years in the future, most of the energy generated by the Universe is in the form of stars
burning hydrogen and other elements in their cores. This will be followed by The
Degenerate Era that extends to ten trillion trillion trillion years after the Big Bang. In this
period, most of the mass that we can currently see in the Universe will have been locked up
in degenerate stars, those that have blown up and collapsed into black holes and neutron
stars. The neutron stars will also collapse eventually into black holes (1038 to 10100 years in
the future), following which the black holes will slowly evaporate (due to Hawking
radiation). Iron will play an important role here. It represents an intermediate stage in this
process, since a lot of stars will burn up to iron before they collapse into either black holes
or neutron stars. The Black Hole Era, which will end 10190 years in the future, will be
followed by the Dark Era. The Universe as we know it will dissipate ... [406,407].
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Figure 1. Mammalian iron cycle

(A) Scheme depicting quantitative aspects of normal iron kinetics based on measurements of
an 9Fe disappearance curve, °Fe incorporation into erythrocytes and its surface counting
(reproduced from Pollycove and Mortimer [1], with permission). As discussed in section
1.2, itis unlikely that the “Erythropoietic labile pool” represents iron released from the
interior of bone marrow erythroblasts. Rather, this pool probably represents iron derived
from hemoglobin degraded in bone marrow macrophages as a result of normal ineffective
erythropoiesis [408] and hemoglobin released during the enucleation of orthochromatic
erythroblasts [409]. Ferrokinetic studies yield higher values for ineffective erythropoiesis
(i.e., “erythropoietic labile pool™) than studies based on measurement of the incorporation of
[1°N]ALA into early labelled bilirubin; hence, it cannot be excluded that ferrokinetic studies
(that include inaccurate radioactivity measurements over the body surface) produce inflated
values. The Polycove-Mortimer scheme, published in 1961, is being reproduced or reprinted
after minor modifications ever since: (B) shows one of the current versions [395].
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Figure 2. Cellular iron metabolism

Most cells acquire iron by transferrin receptor (TfR)-mediated endocytosis of diferric
transferrin (Tf) followed by the internalization of Tf-TfR complexes, eventuating in an
acidified compartment whose pH promotes the release of iron from Tf. The iron is reduced
by Steap3 and then released from Tf and then endosome through DMT1. The immediate fate
of this released iron is unknown up to the point where it is transported across the inner
mitochondrial membrane by Mfrn1 or Mfrn2. In mitochondria, iron is assembled into heme
and iron sulfur clusters (Fe/S). Some of the heme is exported though an unknown
mechanism for use by ER, peroxisomal, cytosolic, or nuclear hemoproteins. A not yet
characterized intermediate (or possibly Fe/S cluster product) of the Fe/S biogenesis pathway
(X) is exported through ABCB?7 for the formation of extramitochondrial Fe/S cluster
proteins. Iron outside of any subcellular compartment is comprised by the labile iron pool
(“LIP”). Excess iron is stored in the ubiquitous iron storage protein, ferritin. Some cells may
also export iron, also presumably from the LIP, by ferroportin (FPN).
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Figure 3. Close-up of ligands and second shell residues in human serum transferrin

N-lobe ligands are on the left and colored green (PDB 1A8E). Second shell residues are
depicted in yellow. The conserved arginine is in purple. C-lobe ligands from porcine Tf are
shown on the right with the same color scheme and with human numbering (1H76). Figure
produced with PyMOL by Ashely N. Steere.
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Selected Proteins Involved in Iron Metabolism
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Protein Function Result of deficiency References
ABCB7 Involved in Fe-S biosynthesis X-linked sideroblastic anemia with [391,410,411]
ataxia
ABCB10 (ABC-me) Mitochondrial transport function ~ Unknown [226,227]
related to heme synthesis;
interacts with mitoferrin 1 and
enhances its stability in erythroid
cells
ALA-S2/eALA-S 15t enzyme of heme synthesis; X-linked sideroblastic anemia [221,412]
erythroid-specific (XLSA)
Bone morphogenic proteins 2/4/6 Positive regulator of hepcidin Iron overload (for BMP6) [413,414]
(BMP 2/4/6)
Ceruloplasmin (CP) Ferroxidase; involved in Neurodegeneration; iron loading of [415,416]
promoting release of Fe from brain and liver; microcytic anemia
cells
DMT1 Membrane transporter of Fe2* Hypochromic, microcytic anemia [128,184,382,383,417-419]
Duodenal cytochrome b (Dcytb) Ferric reductase No noticeable defect [210,211]
Ferritin (H & L) Intracellular iron storage H ferritin: Embryonic lethality [420,421]

proteins

Ferrochelatase

Enzyme responsible for the
insertion of Fe?* into
protoporphyrin IX in the final
step of heme synthesis

Erythropoietic protoporphyria

[27,221-223,422]

Ferroportin/MTP1/Iregl

Cellular iron exporter

Type 1V hemochromatosis
(Ferroportin disease)

[187-189,423]

Feline leukemia virus-C receptor Putative heme exporter (export Red cell aplasia (in cats) [424,425]

(FLVCR) of endogenously formed heme
has never been demonstrated)

Frataxin Fe-binding chaperone for Fe-S Freiderich’s ataxia [426,427]
cluster synthesis

GDF15 Contributes to the suppression of ~ Unknown [428,429]
hepcidin during B-thalassemia

Heme carrier protein (HCP) Proposed to be an intestinal Unknown [2,3]
heme transporter; more likely
involved in folate transport than
iron metabolism

HFE Positively regulates hepcidin Type 1 hemochromatosis (variable [268,271,430]
expression penetrance)

Heme oxygenase-1 (HO-1) Catalyzes the release of iron Anemia and inflammation [431-435]
from protoporphyrin IX;
involved in the recycling of
hemoglobin Fe

Hemojuvelin (HIV/HFE2/RGMc) Co-receptor for BMP2 and 4; Juvenile hemochromatosis [413,436,437]
binds neogenin

Hepcidin Negative regulator of iron Juvenile hemochromatosis [63,273,438]
absorption; causes the
internalization and degradation
of ferroportin

Hephaestin Membrane-bound ferroxidase; Hypochromic, microcytic anemia; [207]
Cp homologue sex-linked anemia in mice

Huntingtin TFR trafficking Huntingtin knockout zebrafish have [219,220]

microcytic anemia
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Protein Function Result of deficiency References
IRP (1&2) Sensors of intracellular iron; IRP1: Elevated ferritin in brown fat [372,373,439,440]

bind cognate IREs and kidney IRP2: microcytic
anemia, erythropoietic
protoporphyria, neurodegeneration
Lactoferrin Fe-binding glycoprotein; No major abnormalities [441-443]

member of Tf family

Mitochondrial ferritin (MtFt)

Mitochondrial Fe storage
(?);high expression in ring
sideroblasts and testes

Unknown

[238,241,242,444]

Mitoferrin 1 (erythroid specific) Involved in mitochondrial iron Hypochromic, microcytic anemia; [224,225]

Mitoferrin 2 (ubiquitous) delivery erythroid maturation arrest

Monla Involved in trafficking of Associated with macrophage iron [445]
ferroportin loading

Neogenin Required for the processing and ~ Altered growth patterns of neuronal [437,446,447]
release of H)V axons

Sec1511 Promotes cycling of transferrin Hemoglobin-deficit mouse (hbd/ [375,376,380,448]
in erythroid precursors hbd); hypochromic, microcytic

anemia

Sideroflexin Mitochondrial transport related Siderocytic anemia [449]
to heme synthesis

Steap3 (six-transmembrane Endosomal ferrireductase Hypochromic, microcytic anemia [15,450]

epithelial antigen of the prostate 3)

TMPRSS6 Serine protease regulating the Microcytic anemia; generalized Fe [451,452]
processing of hepcidin overload

Transferrin (Tf) Fe(lIl)-carrier in plasma Severe anemia [43,453]

Tf receptor 1 (TfR)

Membrane receptor for Fe,-Tf

Embryonic lethality

[126,127,370]

TfR2 Required for the regulation of Type 3 hemochromatosis [11,454,455]
hepcidin
ZIP14 Putative mediator of non- Unknown [456]

transferrin bound iron uptake in
hepatocytes
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Table 3

What we know we don’t know about iron metabolism

1. Mechanisms
a.  What transports Fe, glycine and coproporphyrinogen I11 into mitochondria and what exports ALA and heme out of mitochondria?
b. s there adirect transfer of iron from endosomes to mitochondria in non-erythroid cells?
c.  What is the function of ABC-me/ABCB10?
d.  What is the molecular mechanism of heme’s negative feedback on iron uptake in erythroid cells?
e. How do mitoferrin mutations cause EPP, when iron deficiency does not?
f. What causes ring sideroblast formation in non XLSA?
g.  How and where do heme and HO-1 come together for heme catabolism?
h.  What is the substrate for ABCB7?
i What is the source of iron for extramitochondrial Fe/S- and non-heme/non-Fe/S Fe- containing proteins?
j. What reduces iron for its transfer to ferritin; or does the LIP contain ferrous iron?
11. Regulation
a.  What signals direct the return of apo-Tf-TfR to return to the cell surface?
b.  What regulates and what is regulated in mitochondrial iron uptake?
¢.  How is heme biosynthesis regulated in non-hepatic/non-erythroid cells?
d.  How do ferroportin levels regulate ferritin levels?
e.  How is mitochondrial ferritin regulated?
f. How is iron entry and exit to/from the brain regulated?
g.  How s iron transfer between cells of the brain regulated?
h.  How do HFE and TfR2 respond to body iron demand and regulate hepcidin expression?
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