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Figure 7 Activation of the iron responsive element/iron regulatory protein (IRE/IRP) system in response to cellular iron content. In an iron-replete
state (A), IRP1 associates with an iron-sulphur cluster (ISC) and functions as an aconitase, whereas IRP2 is ubiquitinylated by FBXL5 and subsequently
degraded. Therefore, no IRP binding to IRE occurs. In iron deficiency (B), IRP1 loses its ISC and IRP2 is stabilised as FBXL5 is degraded. Thus, both IRP
can associate with IRE. The result of IRP binding to IRE is dependent on the IRE localisation. 5'-UTR (untranslated region)-IRE bound to IRP interfere
with translation initiation, reducing protein expression. When IRP bind to 3'-UTR-IRE, mRNA degradation by endonucleases is blocked, leading to an

overexpression of the accordant proteins.

(IRP) system and the HIF pathway; furthermore, it
will probably shift the redox balance of the cell and
thus lead to an altered production of free radicals
that may affect many signalling pathways, such as
the JNK kinase pathway, p53 or nuclear factor
kappa B (NFkB)."?” Iron deficiency also changes
mitochondrial activity including cell respiration but
also the synthesis of ISC and haem.'* ISC deficiency
compromises the function of multiple enzymes, such
as enzymes of DNA synthesis and repair or cyto-
chromes that would lead to abrogated cellular
respiration, cell cycle arrest and, eventually, cell
death. In addition, low levels of intermediate
metabolites as a result of impaired function of iron-
dependent enzymes alter the metabolic state of the
cell.'™®® The synthesis of haem, another essential
function of the mitochondria, is also inhibited by
iron deficiency, thereby not only affecting haem-
containing enzymes but also the pathways in which
haem acts as a signalling molecule. Furthermore,
profound changes in the transcriptome, conferred by

10 of 20

the IRE/IRP pathway, the HIF pathway as well as
p53, occur during iron deficiency.'?®

The IRE/IRP system's dual role of sensing and
signalling

The IRE/IRP system is the most extensively
studied, system of cellular iron sensing and regula-
tion of intracellular iron homeostasis in mamma-
lian cells (figure 7). IRE are regulatory elements on
mRNA representing a 6-nucleotide apical loop and
two stem-like structures separated by a small
asymmetrical bulge containing an unpaired
cysteine.?” 13 The two iron regulating proteins,
IRP1 and IRP2, derived from a duplicated gene pair,
sense the labile iron pool and bind to the IRE
located on target mRNA when intracellular iron
levels are low and control their expression in cis.'®!
The effect of the IRP binding to target IRE depends
on the position of the IRE. When the IRE is situated
in the 5-untranslated region (UTR), as seen in
ferritin H and ferritin L mRNA, IRP binding results
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decreases the translation into protein.
Conversely, the IRP binding to IRE in the 3-UTR
protects the transcript from endonucleolytic
degradation, thus leading to mRNA stabilisation
and protein upregulation. This is the case for TfR1
mRNA, in which five IRE are present in the
3'-region'® %" (figure 7). This mode of post-
transcriptional regulation by intracellular iron levels
plays a role in controlling the expression of proteins
for iron acquisition (TfR1, DMT-1 isoforms),
storage (ferritin L and H), utilisation (erythroid
delta-aminolaevulinate ~ synthase  (3-ALAS-2),
succinyl dehydrogenase, mitochondrial aconitase)
and export (ferroportin).’*! The IRE/IRP system
thus regulates most major proteins of iron import
and utilisation. However, the functions of the IRE/
IRP system are not limited to proteins of iron
metabolism. Other IRE-containing mRNA include
the transcription factor HIF-2¢,'*? the cell cycle
phosphatase cdc14A,'*! the cytoskeleton-regulating
kinase MRCK-0'* and the amyloid precursor
protein, among others.* The physiological
importance of the IRP/IRE pathway is underlined
by the fact that the deletion of both IRP-1 and IRP-
2 is embryonically lethal.'*®

The mode of iron sensing of the two IRP is
essentially different, despite their high homology of
58%. When intracellular iron levels are sufficient
and ISC synthesis functions normally, IRP-1 binds
an ISC and functions as cytosolic aconitase, an
enzyme that converts citrate to isocitrate and is
believed to participate in gluconeogenesis and
ketone body synthesis. ISC coordination abrogates
the binding of IRP-1 to IRE."*® In contrast, IRP-2 is
neither capable of coordinating an ISC nor does it
possess any aconitase activity.'*” '*® Instead, the
binding of IRP-2 to IRE in an iron-replete state is
inhibited by its ubiquitinylation and degradation
via the proteasome.'*” *° The mechanism of IRP-2
stability regulation has recently been revealed by
two groups.””! ™ In this pathway, the F-box
protein FBXLS5 is able to recognise IRP-2 and target
it for degradation by E3 ligases. FBXL5 senses
intracellular iron levels through a haemerythrin
domain that binds iron directly. Iron deficiency
leads to the unfolding of the haemerythrin domain,
which probably leads to an exposure of FBXLS to
an E3-ubiquitin ligase and its eventual degradation.
Interestingly enough, haemerythrins are common
in iron- and oxygen-binding proteins in bacteria and
invertebrates, but have so far been unknown in
higher vertebrates.

These principal differences between the two IRP
point toward different functions in the organism. A
knockout of IRP-1 has little impact on iron
metabolism, except in the kidney and in brown
fat."® On the contrary, IRP-2 ablation leads to an
overt phenotype with microcytic anaemia due to
low TfR1 expression and ferritin overexpression, an
accumulation of zinc protoporphyrin IX (see
below) as well as neurodegeneration.’® These
observations suggest that IRP-2 is the principal iron
regulatory protein in vivo, while IRP-1 may only
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play a subordinate role. The presence of an ISC
allows IRP-1 to adopt more specialised functions.
The reason for this is that the stability of the ISC
and therefore the IRE binding activity of IRP-1 are
dependent on the redox environment. The ISC of
IRP-1 is stabilised at tissue oxygen levels, lowering
the mRNA bindin% activity in comparison with
that of the TRP-2."*° Here, the primary function of
IRP-1 is that of an aconitase. On the other hand,
the ISC is easily destabilised by reactive nitrogen **
and oxygen species.'” The nitration of IRP-1 in
activated macrophages abolishes the aconitase
function and increases IRE binding, but does not
affect protein stability."”” The RNA binding activity
of IRP-1 is furthermore negatively regulated by
hypoxia."”® On the contrary, IRP-2 is stabilised in
hypoxic conditions, leading to an enhanced IRE/IRP
response.'” ! Therefore, the presence of two IRP
with slightly different functions may allow a fine
tuning of iron metabolism in response to oxygena-
tion changes and oxidative stress.

The functions of the IRE/IRP system are the
subject of fine adjustment by additional regulatory
mechanisms. For example, IRP-2 transcription is
upregulated by c-myec, thus allowing increased iron
delivery to proliferating cells.'®® The binding
activity of IRP-1 is also regulated by the IRP protein
degradation, a mechanism that may play a role in
defective ISC synthesis as well as oxidative or
inflammatory stress.'® IRP are furthermore regu-
lated by phosphorylation. IRP-1 is a target of
protein kinase C. Its phosphorylation at serine 138
destabilises its ISC, increases RNA binding activity
and facilitates degradation.’®® 15* Phosphorylation
at serine 711 primarily modifies the aconitase
activity of IRP-1 with little or no effect on IRE
binding or protein stability.'%® 1% IRP-2 is regulated
during the cell cycle by phosphorylation at
serine 157 by CDKl1/cyclin B1 during the G2/M
phase, and is dephosphorylated by cdcl14A at the
mitotic exit. The phosphorylation of IRP-2 leads to
decreased IRE affinity and thus to the reduction of
the labile iron pool as a way of preventing DNA
damage during cell division.'®”

HIF and iron homeostasis

The HIF pathway has an emerging role as both
a sensor of iron deficiency as well as an effector
pathway in the regulation of both body and cellular
iron homeostasis.”® HIF have been initially
described as mediators of the adaptation to changes
in cellular oxygen tension (for review see
Semenza'® or Nakayama).!® HIF are hetero-
dimeric transcription factors composed of two
proteins, a constitutively expressed HIF-B subunit
and the regulated HIF-o. subunit. So far, three
o, subunits (HIF-1a,"° ! HIF-2a'2"V* and
HIF-30)!7° as well as three beta-subunits (HIF-1pB
(aka ARNT1),"”" ARNT2'7® and ARNT3)'”7 have
been described. While regulatory HIF are rapidly
degraded under normoxic conditions, they are
stabilised in hypoxia, leading to the formation of an
active dimeric transcription factor. Once the dimeric
HIF translocates to the nucleus, it binds to
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recognition promoter sequences termed hypoxia-
responsive elements (HRE). HRE-containing genes
HRE can be summarised in three groups: (1)
proteins participating in erythropoiesis, thereby
increasing tissue oxygen delivery, for example,
erythropoietin, transferrin, transferrin receptor,
haem oxygenase-1; (2) proteins that increase local
oxygen delivery to tissues, for example inducible
nitric oxide synthase and vascular endothelial
growth factor; (3) proteins required for adaptation
to cellular metabolism under conditions of low
oxygen, for example glucose transporter 1 and most
glycolytic enzymes.'”® There are some differences
between the functions of the different HIF-
o subunits. First, while HIF-la is ubiquitously
present, the expression of HIF-2al is limited to
certain cell types, such as endothelial cells, hepato-
cytes and enterocytes.!”? Second, HIF-1o, and HIF-
20. show an overlapping, and yet distinct, set of
target genes. Examples include glycolytic enzymes,
regulated only by HIF-1a, %718 as well as EPO,""*
hepcidin and DMT-1,”® % which are targets of
HIE-2a.

Oxygen sensing by the HIF pathway is mediated
by the stability of the regulatory o subunits. These
are rapidly ubiquitinylated by the von Hippel—
Lindau E3—ligase complex, which recognises the
oxygen degradation domain of HIF-g.'# 18
Hydroxylation of prolyl residues is necessary for
such a recognition of HIF-a by von Hippel—Lindau.
This step is performed by a family of enzymes
termed prolyl hydroxylases 1-3 (PHD). PHD

B

are dependent on the cofactors Fe?*, ascorbate,
2-oxoglutarate and oxygen, the combination of
which is required for the formation of hydroxylate
residues.’®® The dependence on oxygen explains the
sensing mechanism of the HIF pathway: under
hypoxia, PHD lose their activity, therefore HIF-a.
subunits are stabilised and hypoxia-regulated genes
are expressed. In addition, the recruitment of the
transcriptional coactivators p300 and CBP, which
are necessary for HIF-mediated transcription, is also
inhibited in an oxygen-dependent manner by the
hydroxylation of an asparagine residue of HIF-a. by
the hydroxylase factor inhibiting HIF (FIH)-1'%
(figure 8).

The activation of the HIF pathway is largely
dependent on the intracellular iron content. PHD
contain a loosely coordinated Fe?*-ion required for
the catalytic function. As a result of this iron
requirement, PHD also function as iron sensors and
lose their activity when intracellular iron levels are
low.’”® In addition, it has recently been discovered
that HIF-2a, mRNA contains a 5 -UTR-IRE, leadin,
to reduced protein translation in iron deficiency.'*
The importance of this finding has not yet been
clarified, but the authors speculate that this may be
a mechanism limiting hypoxia-induced erythro-
poiesis in iron deficiency.

There are also multiple links between the HIF
pathway and the regulation of iron homeostasis at
an organism level. Hypoxia may be a consequence
of anaemia of any cause, and HIF drives erythro-
poietin expression in the kidney thus stimulating
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Figure 8 Regulation of the hypoxia inducible factor (HIF) pathway by iron and oxygen concentrations. The functionality of the HIFa-subunits is
regulated by hydroxylation of prolyl and asparaginyl residues by two groups of enzymes: the prolyl hydroxylases (PHD) and the asparaginyl
hydroxylase factor inhibiting HIF (FIH). Prolyl hydroxylation enables ubiquitinylation by the von Hippel—Lindau ligase (vHL) and subsequently
degradation of the HIFo subunit. Asparaginyl hydroxylation by FIH interferes with the association of the transcriptional co-activators CBP and p300 and
therefore with HIFo,/B complex transcriptional activity. Both PHD and FIH are only active in an iron-replete state and normoxia (A) due to their oxygen
and iron requirement. In iron deficiency and hypoxia (B), HIFa is stabilised and associates with the HIFB subunit as well as with CBP and p300,
therefore activating the transcription of genes with a hypoxia-responsive element (HRE) in their promoters.
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erythropoiesis.'® HIF may therefore indirectly
inhibit hepcidin production by activating the
erythropoietic regulator.” 78 In addition, a direct
negative effect on hepcidin transcription in the liver
by HIF binding to the promoter has been demon-
strated.”® HIF are also capable of regulating the
iron uptake independently of hepcidin. HIF-2a is
stabilised in enterocytes during iron deficiency
and leads to an upregulation of DMT-1 and
DcytB.'® 18 Also, transferrin and TfR1 are HIF-1
target genes, containing an HRE element in their
promoters.’”*~'> The expression of HO-1'* and
coeruloplasmin'®® is also under HIF-1 control,
enabling iron recycling when tissue oxygenation is
low. Therefore, the activation of the HIF pathway
increases the amount of biocavailable iron by
enhancing intestinal iron absorption, stimulating
iron recycling and inhibiting hepcidin production.

Haem as a signalling molecule in iron deficiency

Apart from being a prosthetic group in a variety of
essential proteins (table 1), haem is also an impor-
tant signalling molecule itself (figure 9). In iron
deficiency, haem bioavailability is reduced by two
mechanisms. In erythroid cells, inefficient ISC
synthesis leads to reduced ferrochelatase activity
that limits haem synthesis.'” ' In non-erythroid
cells, the 3-ALAS translation is inhibited by the IRE/
IRP system, leading to the downregulation of haem
synthesis.'*! 7 Haem directly regulates various
signalling pathways by binding itself to a variety of
signal transducers and transcriptional regulators.
Haem is thus a requirement for the synthesis of

B

o and B-globin chains during reticulocyte matura-
tion, coordinating the protein production to haem
availability (for review see Mense and Zhang).'?®
The haem-regulated elF2a kinase (HRI) inhibits
protein synthesis at the level of translation initia-
tion by phosphorylating the translation initiation
factor elF20.."”? 2%’ The binding of haem to the HRI
kinase domain suppresses its activity.?’! Thus, HRI
plays a protective role in iron deficiency, preventing
an accumulation of toxic globin chains. A second
haem-binding site in the N-terminal domain confers
regulatory signals via carbon monoxide and nitric
oxide, with nitric oxide enhancing HRI activation
while carbon monoxide inhibits it.**? The transition
from nascent to haem-activated HRI requires
interaction with the chaperones Hsp90 and Hsc70
via its C-terminal domain 2%

Bachl is a transcriptional repressor that is
deactivated by haem through physical interac-
tion.?* 2% Bach1 forms heterodimers with a class
of proteins termed Maf. These heterodimers bind to
Maf-recognition elements in the promoter regions
of a variety of genes involved in haem metabolism,
such as oxidative stress response genes, globin
genes, HO-1 and erythroid 3-ALAS?20¢4 206209
leading to the inhibition of their transcription.
When haem levels are high, Bach1 is exported from
the nucleus into the cytoplasm, thereby neutral-
ising its repressor function.?’? Furthermore, haem
negatively affects the transcription repressor func-
tion of Bachl by interfering with the formation of
Bach1—Maf dimers.?%® ?!* Nrf2 is a protein related
to Bachl, which also binds to Maf proteins. As
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Figure 9 Haem-dependent signalling cascades. Haem production is highly dependent on intracellular iron content. Delta-aminolaevulinate synthase
(3-ALAS) translation and thus synthesis of the protoporphyrin ring is negatively regulated by iron deficiency via the IRE/IRP pathway, while
ferrochelatase requires iron for its function of transferring ferrous iron to the protoporphyrin ring. When intracellular iron is sufficient (A), high haem
concentrations inhibit the function of the haem-regulated elF2¢. kinase (HRI). HRI normally phosphorylates the translation initiation factor elF2a,
thereby negatively affecting protein synthesis. Furthermore, haem has an effect on the expression of genes bearing a Maf-responsive element (MARE)
in their promoters. Haem inactivates the transcriptional repressor Bach1. When binding to Keap1, haem also enables the translocation of Nrf2 into the
nucleus and the formation of the Nrf2/Maf complex. These effects are abolished in iron deficiency (B), in which low haem levels lead to the
sequestration of Nrf2 in the cytoplasm as a result of binding to Keap1, favouring the formation of Bach1/Maf complexes that suppress transcription. In
addition, iron deficiency causes accumulation of zinc protoporphyrin IX (ZnPP) that may inactivate transcription factors, such as Egr1 and Sp1.
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opposed to Bachl, Nrf2—Maf dimers activate
the transcription of Maf-recognition element-
containing genes.”'' In addition, haem stabilises
Nrf2.2"? Low haem levels furthermore lead to the
sequestration of Nrf2 in the cytoplasm, due to
binding to Keapl, which is inhibited by haem.*'®
Low haem levels in iron deficiency are thus
expected to shift the equilibrium towards Nrf2—
Maf binding and transcriptional activation. The
ferroportin transcription is activated by haem in
a Bach1 and Nrf2-dependent manner.?'

In addition to these well-described pathways,
haem deficiency affects the expression of diverse
genes in a cell-type-specific manner.'”® The expres-
sion of various genes that control processes, such as
cell cycle, Ras signalling, chromatin structure,
protein folding and splicing depends on the pres-
ence or absence of haem. Haem may increase levels
of CDK inhibitors, such as p18 and p21, and reduce
levels of cyclin D1 to inhibit cell cycle but promote
differentiation in erythroid cells.'”® In contrast,
haem deficiency in Hela cells causes induction
of pd3 and p21, but inhibition of CDKI1 and
CDK2—ultimately promoting apoptosis.?'’

A further haem-related signalling molecule in
iron deficiency is zinc protoporphyrin IX (ZnPP).
ZnPP is formed when Zn?* is incorporated into
protoporphyrin IX instead of Fe?*, this being the
case in iron deficiency.*!® It is sometimes used as
a clinical marker of iron-deficient erythropoiesis.*"”
ZnPP is one of the mediators of haem-deficient
signalling. ZnPP increases HO-1 and p53 expres-
sion.2’® Furthermore, ZnPP interacts with the
transcription factors Egrl and Spl, modulating
their binding affinity to target promoters, such as
cyclin D1, the catalytic subunit B of phosphatidy-
linositol-3-kinase, or growth factors (eg, HGE Flt-1,
IGF-1, angiopoietin 1, FGF receptor 2), thus ulti-
mately inhibiting the cell cycle.?'

Haemoxygenase-1

Haemoxygenases are evolutionarily conserved
enzymes that catabolise haem into equimolar
amounts of Fe?™, carbon monoxide and bili-
verdin.??° HO-1 expression is induced ubiquitously
in response to oxidative stress, whereas HO-2 is
constitutively expressed and not inducible.'* HO-1
elicits well-established cytoprotective responses
(reviewed in Gozzelino er al)."* These properties
of HO-1 are conferred by the p38-MAP-kinase
(MAPK) pathway. HO-1 specifically targets the
p38a. MAPK isoform for degradation by the 26S
proteasome pathway, sparing p38B,%2! which has
a net antiapoptotic effect. Activation of p38 MAPK
by HO-1 also induces the expression of Bcl-XL via
the phosphatidylinositol-3-kinase (PISK/Akt) signal
transduction pathway.??? *** Some of the cytopro-
tective properties of HO-1 are conferred via the
products of haem catabolism. Carbon monoxide
can bind to the haem moiety of cytochrome c,
which results in a short ROS burst that activates
the p38-MAPK pathway.?** ?2° This ROS burst can
also activate further pathways like HIE?*® Labile
Fe?* indirectly triggers the production of ferritin via

the IRE/IRP system. Ferritin H prevents the
prooxidative effect of labile Fe that activates the
JNK pathway.*?” Reduction of a cellular labile Fe
content associated with the expression of HO-1 also
regulates the NF-kB signal transduction pathway by
inhibiting the phosphorylation of p65/RelA and
consequently the expression of proinflammatory
genes regulated by NF-kB.??® Biliverdin, the final
product of haem catabolism, is converted to bili-
rubin, which has antioxidant properties.”*’

In microarray expression experiments, HO-1
emerges as the strongest affected gene in iron
deficiency, representing a central response mecha-
nism in the iron-regulatory network. HO-1 mRNA
levels decrease in iron-deficient cells and increase in
response to iron loading.?*® However, the conse-
quences of HO-1 depletion in iron deficiency have
not been studied in detail.

Less well-described pathways
Iron deficiency and the cell cycle
Iron deficiency causes a G1/S phase arrest and
ultimately apoptosis.’®" Iron affects the expression
and activity of several cell cycle genes either via
mechanisms that alter enzyme activity or indi-
rectly via transcription factors, such as HIF-1a or
PLAG-2.2? Such genes include cyclins, CDK,**
CDK inhibitors (p27, p21), pRb, p53, mediators of
apoptosis (bad, FasL), transcription factors (HIF-1a,
c-myc), enzymes of dNTP synthesis (R2 subunit of
ribonucleotide reductase and its p53-inducible form
p53R2) etc.?** %3 The tumour suppressor p53 is
upregulated by iron depletion,®®* ** possibly via
the HIF pathway, which is believed to stabilise
p53.2% P53 targets that are upregulated in the
setting of iron deficiency include GDF15, NDRG-1
and PPM1D, proteins that play roles in apoptosis as
well as in growth and metastasis suppression.*
Furthermore, iron deficiency can affect the phos-
phorylation of proteins, which is the case with pRb.
It has been suggested that iron deficiency activates
proteasomal degradation via ubiquitin-independent
pathways as shown for cyclin D1 and p21.%3 258

Aft transcription factors and adenine-uracil-rich
elements in iron homeostasis

In S cerevisiae, adaptation to iron deficiency involves
the iron-responsive transcription factors Aftl and
Aft2 that regulate a set of approximately 40 genes,
mostly controlling the iron uptake at the cell surface
and intracellular iron transport.”® 2> Aft tran-
scription factors are regulated by shuttling between
the cytosol and the nucleus. This shuttling occurs
in response to signalling molecules that are
produced by the mitochondrial ISC assembly
machinery.?**~?# Important targets of Aft1/2 are
Cthl and Cth2. These bind to mRNA sequences
termed adenine-uracil-rich elements (ARE) and lead
to their degradation. The activation of the Cth1/
Cth2 pathway confers adaptive responses, including
the inactivation of the highly iron-consuming
mitochondrial respiration and the activation of iron-
sparing glycolysis.**® Although the Aft1/2 tran-
scription factors do not have a mammalian coun-
terpart, Cth1l and Cth2 are highly homologous to
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the ARE-recognising mRNA-destabilising protein
TTP in humans.?* Regulation of mRNA stability
via TTP has a certain importance to humans,
including the regulation of cell growth and differ-
entiation, immune responses, signal transduction,
transcriptional and translational control, haemato-
poiesis, apoptosis, nutrient transport and metabo-
lism.?® So far, the ARE function has not, however,
been linked to regulation during iron deficiency.

Regulation by metabolic intermediates

Deficiency in iron-containing enzyme cofactors
alters the metabolic state of the cell, which can
affect multiple signalling pathways. It has recently
been shown that a loss of the aconitase function in
iron deficiency and the associated low isocitrate
levels suppress erythroid differentiation.?”" The
discussed mechanism involves protein kinases C,
which are inhibited by a complex composed of
inactive aconitase and isocitrate dehydrogenase.
This complex can be formed because of changed
binding properties of aconitase (caused by iron
deficiency-associated ISC  destabilisation) and
isocitrate dehydrogenase (caused by low isocitrate
levels). An altered production of metabolic inter-
mediates in iron deficiency is likely to constitute an
adaptive mechanism affecting further pathways.
However, this mode of iron-dependent regulation is
still insufficiently investigated.

CONCLUSIONS

For years, iron deficiency had only been considered
clinically relevant when anaemia had developed.
Iron deficiency affects one’s health, potentially
leading to lasting complications, such as abnormal
growth and behaviour, mental retardation and
cardiomyopathy  (reviewed in Ghosh'®® and
Stein et al).*®* Research has outlined a complex
network system of responsive signalling cascades
affecting cell growth and differentiation, myelino-
genesis, immune function and metabolism. When
reviewing the various biological functions that are
orchestrated by iron, the necessity for iron
replacement therapy has become more imminent.
Iron sensing and signalling responses to iron defi-
ciency involve multiple pathways, which illustrate
the essential functions of this microelement for
humans. Understanding the complexity of such
pathways may change the clinician’s perspective of
this frequent yet underestimated and undertreated
condition. It should become clear that iron defi-
ciency is a systemic condition, which affects key
functions of the organism profoundly, and as such
requires appropriate medical response.
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