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Divalent d-block metal cations (DDMCs) participate in many cellular functions; however, their
accumulation in cells can be cytotoxic. The cation diffusion facilitator (CDF) family is a ubiquitous family
of transmembrane DDMC exporters that ensures their homeostasis. Severe diseases, such as type Il
diabetes, Parkinson's and Alzheimer's disease, were linked to dysfunctional human CDF proteins, ZnT-1-
10 (SLC30A1-10). Each member of the CDF family reduces the cytosolic concentration of a specific
DDMC by transporting it from the cytoplasm to the extracellular environment or into intracellular
compartments. This process is usually achieved by utilizing the proton motive force. In addition to their
activity as DDMC transporters, CDFs also have other cellular functions such as the regulation of ion
channels and enzymatic activity. The combination of structural and biophysical studies of different
bacterial and eukaryotic CDF proteins led to significant progress in the understanding of the mutual

Received 8th October 2020, interaction among CDFs and DDMCs, their involvement in ion binding and selectivity, conformational
Accepted 26th December 2020 changes and the consequent transporting mechanisms. Here, we review these studies, provide our
DOI: 10.1039/d0cb00181c mechanistic interpretation of CDF proteins based on the current literature and relate the above to

known human CDF-related diseases. Our analysis provides a common structure—function relationship to
rsc.li/rsc-chembio this important protein family and closes the gap between eukaryote and prokaryote CDFs.
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Introduction

Divalent d-block metal cations (DDMCs), such as Mn**, Zn>*
and Fe®', are the key components for cell function. These
cations play a role in many biological processes, for example,
they serve as protein structural anchors and stabilize the active
sites of enzymes. Only a few amino acids bind with DDMCs,
which are usually ligated by a combination of cysteine, histidine,
glutamate and aspartate. However, DDMCs are bound with
various affinities, specific coordination geometry and selectivity
to metalloproteins. This allows, in the context of their specific
cellular environment, their folding, thermostability and kinetic
property optimization."™ The affinities of DDMCs to different
ligands follow the Irving-Williams series that ranks the relative
stability of their complexes as follows: Mn** < Fe** < Co*" <
Ni** < Cu®** > Zn*, meaning that Zn®>" forms more stable
complexes than Mn**. This is usually correlated inversely with
the cellular concentrations of the DDMCs in the cytosol, thus
preventing the replacement of strong binding ions with weaker
binding ones.*® Together with import proteins, the exporter
cation diffusion facilitator (CDF) protein family is one of the
major systems that ensures homeostasis of various DDMCs.
CDF proteins can act as DDMC transporters and usually
utilize proton motive force for either extruding DDMCs from the
cytoplasm to the extracellular environment or to sequester the
DDMCs into cellular components.®” CDFs are conserved
throughout evolution (see Fig. S1, ESIf), with humans having
ten CDF proteins, named ZnT-1-10 (for zinc transporters,
named as such after the first member of the family which
was defined as a zinc transporter). The members of the family
selectively transport either Zn*" or Mn>*".*"* Human ZnTs are
highly important for normal cell function, as mutations and
amino acid variations within them, and irregularity in their
expression or function, were correlated with severe disorders
and diseases. Among these are Alzheimer’s disease,"*™'° tran-
sient neonatal zinc deficiency,"””>° type II diabetes,” and
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Parkinsonism.**?

Furthermore, recently it became clear that,
in addition to their activity as transporters, mammalian CDFs
also act as regulators of other cellular functions; for example,
ZnT-1, in addition to its activity as a Zn>*/H" exchanger, acts as
a modulator of voltage gated calcium channels (VGCCs), inhi-
biting Ca®" influx via L-type calcium channels (LTCCs), and acts
as an activator of the Ras-Raf-ERK signaling pathway.">>*">”
Analyses performed on several plant and human CDF proteins
showed structural similarities between bacterial, mammalian
and plant CDF proteins;*** however, the information we have
on eukaryotic CDFs is far from being as comprehensive as that
on bacterial proteins,® which limits our understanding of
human disorders and diseases. Here, we review the present
functional, biophysical and structural studies of CDF proteins
and provide a mechanistic interpretation. Based on these,
we provide a structural perspective on how specific mutations
in ZnTs may cause their malfunction, leading to their
corresponding diseases.

The general architecture of
CDF proteins

The CDF structure-function knowledge is based on the bacterial
CDF protein YiiP® and the human CDF protein ZnT-8. Full
Escherichia coli YiiP (EcYiiP), Shewanella oneidensis YiiP homolog
(SoYiiP)>>**® and human ZnT-8 (isoform B) structures were
determined®**”® in the presence of Zn** (Fig. 1).

CDF proteins form dimers, made of two monomers including
a six-helical transmembrane bundle N-terminal domain (NTD),
through which the cations are transported, and a C-terminal
domain (CTD). YiiP structures exhibit dimeric fold with similar
CTD conformation but different transmembrane domain (TMD)
arrangements (open and closed states, see Fig. 1A), and both
have three metal binding sites (A-C sites)**® (Fig. 1B). ZnT-8
structures have high similarity to bacterial ones with similar
CTD and inward-facing TMD conformations (Fig. 1C) and,
similarly to YiiP, have three metal binding sites (Sn, Sir, and
two Scq sites, Fig. 1D).>* The YiiP A-site/Sy, in ZnT-8, the active
transport site within the cation transport path, is found in both
monomers and composed of two residues from transmembrane
helix (TMH) 2 and two residues from TMH5 (the DD-HD quartet
in YiiP and HD-HD in ZnT-8). This site is structurally conserved
in all CDFs and contains four metal binding residues (see
Fig. S1, ESIT). The symmetrical, not conserved, B-site in YiiP is
located on an intracellular loop between TMH2 and TMH3
and is predicted to be involved in CDF dimerization.>® The
symmetrical S;¢ site in ZnT-8 is found in the interface between
the CTD and TMD, in the cytosolic entrance to the Zn>" transport
pathway, and has been suggested to have a role in increasing the
Zn>" local concertation to facilitate its transport.>* The two
symmetrical C-sites in YiiP are located at the CTD and contain
four structural Zn>* cations that are bound by a network of
residues from both monomers. The site occupancy is related to
the CTD conformation and dimerization.*******" Although the
CTD C-site is not conserved in all characterized CTD-containing
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Fig. 1 Structures and DDMC binding sites of full YiiP and human ZnT-8 (isoform B) proteins. (A) Left: crystal structure of full YiiP from Escherichia coli
(PDB code: 3H90,%8 light green). Middle: cryo-EM structure of the YiiP homolog from Shewanella oneidensis (PDB code: 5VRF,*® light blue); the Zn?* ions
are presented as yellow spheres, whereas the A-, B- and C-sites are marked in pink. Right: both YiiP structures overlapped onto each other, displaying the
different conformations of the TMD and the suggested scissor-like motion. (B) Detailed high magnification of A—C Zn?* binding sites of YiiP from
Escherichia coli. Zn®* ions are presented in yellow and the coordination first-shell residues are presented as sticks. The superscript 2 and the darker
green color mark the second monomer. (C) Left: cryo-EM structure of WT human ZnT-8 in the presence of Zn?* (PDB code: 6XPE,** coral). Middle:
low-resolution cryo-EM structure of WT human ZnT-8 in the absence of Zn?* (PDB code: 6XPF,** light purple), where each monomer adopts a different
conformation; the Zn®* ions are presented as yellow spheres, whereas the Stm, Sif and Scps sites are marked in blue. Right: both human ZnT structures
overlapped onto each other, displaying the different conformation of one of the TMD monomers. (D) Detailed high magnification of Stu, Sir and Scps
Zn?* binding sites of WT human ZnT-8 in the Zn?*-bound state. Zn?* ions are presented in yellow and the coordination first-shell residues are presented
as sticks. The superscript 2 and the red color mark the second monomer. All structural figures were produced using the UCSF Chimera package,
version 1.12.106

The mechanism of the cytoplasmic
domain

CDF proteins, a metal binding site exists in all characterized
CTD-containing CDFs. The two symmetrical equivalent bacterial
CTD C-sites in ZnT-8 (Sq sites) are less defined and their cation-

bound geometries are far from optimal due to the low resolution
cryo-EM map. These sites contain four Zn>* cations as well,
which are bound by a network of residues from both
monomers.** Only one of the YiiP symmetrical C-sites’ Zn>" ions
overlaps onto that of ZnT-8 (S.q, site).

488 | RSC Chem. Biol., 2021, 2, 486-498

The CTD can be considered an activator/regulator of the
transport. This is supported by the decreased or abolished
activity of CDFs by CTD deletion or mutations.*®***>*% In
humans, it may also lead to the development of diseases.
In the bacterial CDFs ZitB and YiiP, the removal of Zn** from

23,49
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the CTD binding sites led to protein precipitation,*>*° suggesting
that Zn** binding has a role in protein folding or protein
structural stabilization. However, the importance of this domain
in the context of overall folding and stabilization is not clear yet as
its misfolding in another bacterial protein, MamM, does not
completely abolish the transport.”*

In all YiiP and ZnT-8 structures the CTD adopts the same
closed conformation due to the presence of zinc (Fig. 1A and C).
Hence, to examine the impact of the binding of DDMCs and to
follow the conformational space, crystal structures and bio-
physical studies of CTDs of other CDFs are needed. Currently, it was
achieved mainly by utilizing bacterial proteins.*>**>** The CTDs of
CDFs form a V-shaped dimer, with each monomer adopting a
copper metallochaperone-like (Hah1) fold. 3634041435455 when
comparing the CTD structures of different CDFs,**384041:43:5354 j¢
appears that it can have different degrees of openness in the
apo and bound states (Fig. 2A and B, respectively). This implies
that the V-shaped arms are dynamic.’® Still, the crystal struc-
tures of the bacterial CDF proteins CzrB, CzcD and MamM
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show that the monomers are approaching each other to form a
tighter DDMC-bound conformation as compared to the apo
conformation*"**>® (Fig. 2C and D). This was further con-
firmed by the biophysical studies of full YiiP*® and CTDs in
solution, which revealed a final rigid bound state.*®*!>>33
Hence, it is conceivable that the CTD-bound DDMCs, rather
than sequentially transported, remain bound and play a role in
closed conformation stabilization (as will be discussed below).

The C-site is not conserved among CDF proteins as was
already described above for ZnT-8 (see Fig. S1, ESIt for
sequence data). For example, both Zn**-transporting CDF pro-
teins CzrB and YiiP have partially different CTD binding sites
(Fig. 2B and C),*****! and for CzcD a single Ni** site was found
in Cupriavidus metallidurans, two sites in Pseudomonas aeruginosa
and a single Zn*" site in Thermotoga maritima.>® MamM CTD
possesses a central binding site and two symmetrical peri-
pheral metal binding sites which are homologous to one of
the YiiP and CzrB symmetrical Zn** binding sites (Fig. 2B and
D).*%*>* In contrast, the bacterial CDF MamB has only a

slower binding

change

bound, rigid

Fig. 2 The structures and suggested Zn?* binding mechanism of the CTDs of CDF proteins. (A) Apo CTD structures of CzrB (PDB code: 3BYP,* pink),
MamM (PDB code: 3W5X,%° purple), MamB (PDB code: 5HO5,* yellow) and TM 0876 from Thermotoga maritima (PDB code: 2ZZT,>* orange) overlapped
onto each other. (B) Bound CTD structures of CzrB with Zn>* (PDB code: 3BYR,* light pink), MamM with Cu®* (PDB code: 6GP6,> light purple), MamB
with Zn®* (PDB code: 5HO1** light yellow), EcYiiP with Zn®* (PDB code: 3H90,3® light green) and SoYiiP with Zn®* (PDB code: 5VRF,*® light blue)
overlapped. In each structure, the DDMCs are presented as enlarged spheres in the proteins’ colors. (C) The apo (dark pink) and Zn?*-bound (light pink)
structures of CzrB CTD and (D) the apo (dark purple) and Cu?*-bound (light purple) structures of MamM CTD show the tighter conformation of the CTD
that is achieved due to DDMC binding. The DDMCs are presented in yellow color and binding site residues are presented as sticks. (E) Zn?* binding
mechanism of MamM CTD (the model is adopted from Barber-Zucker et al.;°? Zn?* ions are presented as yellow spheres). Rapid Zn?>* binding (<1
microsecond) to the dynamic apo form’s central site results in a minor conformational change but has an allosteric positive effect on the binding to the
peripheral sites. Only slower (millisecond time scale) binding of two ions to the symmetrical sites causes a closure of the CTD to a tighter, rigid V-shape.

© 2021 The Author(s). Published by the Royal Society of Chemistry RSC Chem. Biol., 2021, 2, 486-498 | 489
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central binding site.*> Interestingly, while MamM and
CzrB exhibit different conformations in the apo and bound
structures, MamB-bound and apo structures have very similar
conformation.*®*"*3*3 This might be due to the periphery
binding site that leads to dimer closure (the site is conserved
in MamM, YiiP and CzrB but is not found in MamB). This is
supported by MamM CTD kinetic and mechanistic studies
(Fig. 2E): rapid Zn>" binding to the central site resulted in a
minor conformational change but has an allosteric positive
effect on the binding to the peripheral sites. Only binding of
two ions to the symmetrical sites causes closure of the CTD to a
tighter, rigid V-shape.>® However, the structural study of MamM
CTD in the presence of different DDMCs showed that the
binding of a given DDMC to this domain has unique affinity
and conformation® (which indicate a role in metal selectivity,
as will be discussed below). Hence, the observed varied CTD
conformations might be relevant only to the specific DDMC
under study. The suggested mechanism of CDF activation via
CTD closure following the appropriate DDMC binding is well
supported by the binding affinities. Measurements of metal
binding to purified CTDs showed similar dissociation con-
stants (ranging from ~2 to 30 uM>>>°%), which indicate a greater
affinity to the TMD site (Kg ~ 0.1-1 pM>’). These affinities
suggest a CTD closed state and TMD transition activation only
after the cytosolic metal concentrations reach relatively high
values. Such transition was monitored via the molecular
dynamics simulation of YiiP.’® Once the TMD is open, its metal
transport site achieves a much higher affinity, thus enabling
metal binding and transport through the TMD. When the
cytosol metal concentration drops below the CTD affinity, the
CTD will convert to the open state, leading to metal transport
termination. In contrast to these conformational changes,
ZnT-8 (and due to conservation, putatively also ZnT-2 and
ZnT-3, see Fig. S1, ESIf) is constantly stabilized at a closed
CTD conformation as a result of an additional HCH (His52-
Cys53-His54) motif at the N-terminus of the neighboring ZnT-8
subunit, which seals the Zn>* binding sites and prevents cation
dissociation.*® This indicates that ZnT-8, a known secretory-
organelle CDF, together with ZnT-2 and ZnT-3, resides within
the cell® and most likely competes with ZnT-1 (a cytoplasmic-
membrane CDF that extrudes Zn**) on the same cation and
needs to be in a constant active state.

The conformational space of the full
CDF proteins

The YiiP cryo-EM and X-ray structures exhibit two different
TMD conformations: the inward facing conformation provides
A-site access from the cytoplasm, while the outward facing
conformation provides A-site access from the periplasm.®>3%
Surprisingly, the structure of WT ZnT-8 in the absence of Zn>*
yielded a heterogeneous conformation, with one subunit in an
inward-facing and the other in an outward-facing
conformation.>® The YiiP structures suggest a TMD scissor-
like motion between the two states (Fig. 1A). The conformations

490 | RSC Chem. Biol., 2021, 2, 486-498
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of the monomers differ in the TMH1,2,4,5 bundle that
surrounds the A-site, which rocks against TMH3 and 6.
Additionally, TMH2 and 5 form longer helices and bend near
the A-site in the inward facing conformation (Fig. 1A and 3).*°
An EcYiiP X-ray mediated hydroxyl radical labeling and its MD
simulation revealed that Zn** access to the A-site in EcYiiP is
controlled by the leucine residue (L152) found in the TMH5
cytosolic side and serves as a hydrophobic gate. This means
that the movement of this helix is crucial for both proper zinc
chelation and A-site access.”®>° Nevertheless, the A-site in both
conformations is similarly populated in terms of the coordina-
tion geometry.*® Investigating the TMD dimerization, the
EcYiiP structure shows almost no contact and a gap between
the TMDs that becomes wider in the periplasmic side, while the
TMDs of SoYiiP are much closer (Fig. 1A). The crosslinking
between SoYiiP TMH3 residues did not lead to a decrease in
transport activity. This suggests a tighter packing of the TMD
with intact TMHSs 3 in all states, in contrast to EcYiiP with an
outward facing conformation, and that conformational
changes within each monomer are functionally sufficient.
There are two plausible explanations to the observable TMD
conformation of EcYiiP: the use of detergent micelles, which
behave differently than the lipid bilayer used in the SoYiiP cryo-
EM studies (comparison of the TMD packing of the crystal and
the cryo-EM structures demonstrates some destabilization
effects of the detergent environment that can facilitate the
separation of TMDs, maybe by recruiting detergents to stabilize
each monomer individually), or separation due to crystal pack-
ing (the asymmetric unit in the crystals contains two sets of
dimers; in each intramolecular contacts through the outer
surface of the TMD are observed, which seem to hold the TMDs

periplasmatic view

periplasm

cytoplasm

Fig. 3 The different conformations of monomeric TMDs of YiiPs. YiiP
TMD monomers (EcYiiP, PDB code: 3H90,%8 in light green, and SoYiiP, PDB
code: 5VRF,*® in light blue) overlap onto each other, showing the move-
ment of TMH1,2,4,5 with respect to TMH3,6 in the transition between the
inward facing (SoYiiP) and outward facing (EcYiiP) conformations. The Zn®*
ions are presented in the protein’s darker colors.

© 2021 The Author(s). Published by the Royal Society of Chemistry
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Me?* transport through TMD

Fig. 4 Suggested mechanism for the conformational changes associated with the binding of DDMCs to CDF proteins. Left: At rest, the TMD (SoYiiP
ribbon, PDB code: 5VRF*®) is found in the inward facing conformation and the CTD (CzrB apo structure ribbon, PDB code: 3BYP*) in an apo, open
V-shaped form. Middle: when the metal concentration in the cytoplasm is sufficiently high, the DDMCs are bound to the CTD, which leads to its closure
to a tighter V-shaped conformation (SoYiiP ribbon, PDB code: 5VRF*6). Right: The closure of the CTD is assumed to facilitate the TMH1,2,4,5 bundle
movement relative to TMH3 and 6, leading to the outward facing conformation, which allows the DDMC to be extruded and the counter-ion to be bound
onto the A-site (the model of EcYiiP outward facing conformation adopted from Lopez-Redondo et al.>®). TMD is represented in blue, CTD in purple,

DDMCs in enlarged yellow spheres and counter-ions in green.

apart and influence the rigidity of the TMD helices in the
contact surface).*®

The communication between the domains is also crucial for
the overall protein mechanistic understanding. The TMD-CTD
connecting loop in YiiP is salt-bridged via aspartate to the
TMH2-3 loop. It was previously suggested that this charge
interlock is the linking hinge between the CTD conformational
change and the TMD.****?%%" However, the aspartate is not
conserved among all CDFs and the SoYiiP study suggests a
TMH1,2,4,5 bundle movement relative to the static TMH3 and 6
and not a scissor-like motion.>® Hence, it is still not clear what
is the exact role of the charge interlock and whether a hinge-
like motion can facilitate the TMD conformational change.

Taken together, these structural data are consistent with the
predicted mechanism that CTD metal binding facilitates the
TMD conformational change and allows the DDMC
transport>®>%*° (Fig. 4). At rest, the TMD is found in the inward
facing conformation and the CTD in an apo, open V-shaped
form. When the cytoplasmic metal concentration is sufficiently
high, the DDMCs are bound to the CTD, leading to its closure
to a tighter V-shaped conformation. The rigid closure of the
CTD is assumed to facilitate, maybe through a charge interlock,
the TMH1,2,4,5 bundle movement relative to TMH3 and 6.
This allows the A-site to face the periplasm/inner-cellular
component and the DDMC to be extruded.*******® During
the active transport, the tight CTD packing remains static,
while the rocking movement of the TMD bundles facilitates
the antiporter activity.

Metal selectivity by CDF proteins

While the structural studies of the bacterial CDF proteins led to
a better understanding of the function of CDFs, the mechanism
of their metal selectivity remained unclear. For example, EcYiiP

© 2021 The Author(s). Published by the Royal Society of Chemistry

shows both Zn** and Cd*" efflux abilities (Zn*": Ko5 ~ 554 pM,
Vinax ~ 2085 Cd*": Ko5 ~ 0.27 pM, Vipax ~14.4 5~ 1).**°7 Many
studies on CDFs from different phyla show the binding and
transport of a specific DDMC or DDMCs.”° For example, the
CDF phylogenetic classification has divided them into 17 clades
that play a role in the transport of specific DDMCs.”

Most CDF metal selectivity studies concentrate on the
structurally conserved A-site composition (Fig. 1B, Fig. 5 and
Fig. S1, ESIt). It is composed of four metal-binding residues
(quartet), usually a combination of histidine and aspartate
residues.’>®”®" Numerous studies examined the relationship
between the A-site composition and metal selectivity. They
showed that deletion (alanine) mutations in this site decrease
the transport activity and that changes in the quartet composi-
tion (so it is composed of non-native metal binding residues)
abolish or enhance specific metal transport,'%'>13:39:43716,61,62
For example, ZnT-10, with the ND-HD quartet, is selective for
Mn>*, while changing the HD-HD quartet in ZnT-1 to ND-HD
also changed its selectivity from Zn>" to Mn*"."*®* An analysis
of DDMC binding sites was used to examine whether the A-site
can solely dictate metal selectivity and whether there is a
correlation between the CDF phylogenetic classification” and
their metal selectivity.’”°" This study showed that the A-site
composition does not solely determine the metal selectivity.*

Other CDF features such as extra loops and special sequence
composition were also studied (Fig. 5), but these features were
specific to a given protein or were studied on a rather small
number of proteins, thus not allowing generalized conclusions.
For example, a cytoplasmatic Histidine-rich loop (HRL)
between TMH4 and 5 in Arabidopsis thaliana MTP1 protein is
related to Zn®"-binding and specificity.*>®*"*® Similarly, the
HRLs of some human ZnTs have also been suggested to play
a role in specific metal chelation.">®” In a class of CTD-lacking
CDFs, it is suggested that the cytoplasmatic N-terminal tail, a
domain rich in cysteine, aspartate, glutamate and histidine

RSC Chem. Biol., 2021, 2, 486-498 | 491
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Fig. 5 The X-ray structure of YiiP (PDB code: 3H90%®) with features
related to metal selectivity highlighted in red. The TMH4-5 loop in YiiP is
shorter than regular His-rich loops and it has a short NTD; hence, these
features are drawn elongated for clarity. The locations of Zn?* ions in the
structure are presented as enlarged yellow spheres.

residues, can chelate metals and hence may play a role in metal
selectivity.>® Consistent with this notion, an MTP1 extended
N-terminal deletion has a different Zn>" transport capability
compared to Cd>" or Co®", supporting its role in metal chelation
and selectivity.®® Its ability to sense the cytoplasmic environment
supports the notion that the CTD plays a role in metal selectivity.
Indeed, recent MamM CTD structural studies show that each
DDMC has different binding affinity and conformation.>®
Furthermore, mutations to alternative DDMC-binding residues
in MamM CTD changed its ability to bind with specific DDMCs,
and some mutant-DDMC pairs exhibit different conformations
than the wildtype-DDMC.%® Altogether, these studies demon-
strate the C-site role in metal selectivity.

CDF proteins are antiporters with
diverse counter-ions

For many CDF proteins from bacteria,*>*”**%*72 yeasts,”

plants®® and humans,'?**7%7> the DDMC transport depends
on the pH gradient. X-ray-mediated hydroxyl radical labeling of
EcYiiP demonstrated that the pH is responsible for protonation
of one of the A-site histidine residues (H153) at the outward
facing conformation, suggesting that the pH gradient drives a
unidirectional efflux of zinc in a 1:1 ratio with protons.*®
However, A-site histidine residues are not found in all CDFs;*°
thus, this zinc/proton exchange mechanism cannot be applied
to all. For example, Bacillus subtilis CzcD can catalyze Zn>*
efflux in exchange for proton and potassium ions.”® Further-
more, ZnT-10 was characterized as a Mn>*/Ca’* exchanger
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(Kos ~ 973 UM, Viax ~ 1.234 s7')."° The A-site quartet of
ZnT-10 is ND-HD; it seems as if this composition, and specifi-
cally the substitution of histidine from the HD-HD quartet in
other ZnTs to asparagine, was evolutionarily tailored for the
specific binding of both Mn** and Ca®" while excluding Zn>*."°
These results suggest that the A-site plays a role in DDMC

selectivity and in counter-ion selection.

Structural perspective on ZnT-related
diseases

The limited knowledge of the structures of eukaryotic CDFs
depends on ZnT-8 structures, and biochemical studies of plant
MTPs and human ZnTs all indicate that the eukaryotic CDFs
share the basic components of prokaryotic CDFs. Both the TMD
and CTD have similar structures and locations of metal binding
sites, although they vary in their sequences.'®3%3%%6.74
However, eukaryote CDFs include additional cytoplasmic
domains and loops that seem to add regulation (Fig. 5). The
HRL (not resolved in the ZnT-8 cryo-EM map) contributes to the
CDF activity as demonstrated by reduced activity or inactivity
following histidine-to-alanine mutations or deletion of the
extended loop.”® Surprisingly, the replacement of ZnT-1 HRL with
ZnT-10 HRL led to the restoration of zinc resistance although the
latter does not contain any histidines.®* In the plant Co**/Zn*'-
CDF MTP1 (Ko5 ~ 0.3 iM, Viax ~ 1.2 s~ %), the HRL (80 amino
acids) binds both Co®" and Zn** and mutations change its cation
specificity,®® while its removal leads to a 2-11 fold rate increase.®
The NTD is also important for the activity as its deletion reduces
or abolishes the transport.>* In ZnT-8, the NTD contains an HCH
motif that participates in metal binding and keeps the CTD in a
closed conformation. Deletion of the HCH abolished the trans-
port, most likely due to the loss of regulation by the CTD.** The
data obtained on ZnT-4 suggested that the NTD participates in
protein-protein interactions.”” Moreover, domain swap of the
NTD and the HRL between ZnT-2 and ZnT-3 showed that mixed
NTD and HRL inactivate both CDFs, while replacing both
domains led to fully functional CDFs.”®

Surprisingly, not many ZnTs’ disease-causing mutations are
described in the literature although ZnT proteins are highly
important for proper cell function. This may be due to the fact
that ZnT mutations are lethal. A better understanding of the
disease mechanism requires structural knowledge of wildtype
and mutants which is not yet available for most ZnT-related
diseases. Here we summarize those that were studied in the
context of ZnT-related diseases in terms of how these mutations
may affect the structure and function of ZnT proteins.

nT-2

ZnT-2 is found in the mammary glands, and its mutations in
mothers lead to poor secretion of zinc into breastmilk, leading
to zinc deficiency in breastfed babies. The mutations H54R,"°
G87R,”® $296L, W152R,*? G280R, T312M and E355Q"° in ZnT-2
(Fig. 6), as well as H106Y, R165W, G175W, N214K, G233D/R,
P245R, E279K, G299W and V300L,*° were associated with

© 2021 The Author(s). Published by the Royal Society of Chemistry
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Fig. 6 The X-ray structure of YiiP (PDB code: 3H90%®) with ZnT disease-
causing mutations marked on their predicted approximate locations.
Mutations in ZnT-2 are marked in blue, in ZnT-3 in pink, in ZnT-8 in
orange, in ZnT-9 in yellow and in ZnT-10 in green. YiiP has a short NTD and
hence it was drawn elongated for the inclusion of the ZnT-2 H54R
mutation. Lower right panel: the CTD of the human ZnT-8 structure
(PDB code: 6XPD*) with R325 residues presented as orange sticks.

transient neonatal zinc deficiency and we will discuss some of
them below. In newborns, the observed Zn** deficiency may lead
to diarrhea, loss of appetite and the development of dermatitis."”
The ZnT-2 model based on the YiiP X-ray structure enabled a
better understanding of the mechanism of its mutations."”**”®
H54R is assumed to be located at the unstructured NTD of
ZnT-2."° Since this tail was suggested to play a role in metal
chelation and selectivity, and as histidine frequently chelates
DDMC s, it might be that this mutation decreases Zn>" recruit-
ment and consequently leads to failure to increase the local zinc
concentration needed to activate ZnT-2. G87R is found in TMH1
facing the membrane and it was suggested that this dramatic
substitution, from a small glycine to the bulky charged arginine
in the membrane environment, will cause improper folding and
might lead to the observed low expression level and ZnT-2
subcellular localization alteration.”® In contrast, S296L is loca-
lized to the CTD surface and thus does not cause any significant
structural change. Therefore, it enables moderate Zn** transport
and is probably responsible for the observed fast protein degra-
dation. As S296 is predicted to undergo phosphorylation, it is
suggested that phosphorylation impairment is the underlying
mechanism for the mutant functional impairment. G280R is
located on the TMD-CTD connecting loop and impairs vesicular
Zn** transport. The substitution from the small glycine to the
bulky charged arginine was suggested to interfere with the Zn**
permeation pathway.”® However, this steric interference can also
interrupt the cross-talk between the domains and hence the CTD
regulation, leading to a decrease in transport activity. E355Q,
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part of the CTD Zn** binding site (C-site), abolishes the transport
activity and disrupts the protein cellular localization.”® As gluta-
mate is much more abundant in Zn>" binding sites compared to
glutamine,®® this mutation can reduce Zn>* binding to the CTD
and its related conformational change, which will not allow TMD
transport regulation, thus, will cause a loss of function and
observed phenotypes. Recently, a new mutation set was found in
ZnT-2: H106Y, R165W, G175W, N214K, G233D/R, P245R, E279K,
G299W and V300L.*° The structural model of ZnT-2 indicates
that many of these residues might cause structural changes.
These include steric collisions (E279K, G299W and V300L),
charge repulsion (N214K and E279K), changes in loop flexibility
(G175W), hydrophobicity alterations (G233D/R), breaking of ion
chelation (H106Y), and breaking of the possible salt bridge
(R165W). Not surprisingly, many of these positions are highly
conserved, most likely due to their structural importance.

ZnT-3

ZnT3 is responsible for Zn®" transport into synaptic vesicles,
where it is co-localized with glutamate and released in an
activity-dependent manner. Synaptic zinc levels are associated
with neuronal excitability and seizure susceptibility, as extra-
cellular zinc interacts with many ion channels, receptors and
transporters.®®®! The R298C mutation in ZnT-3 is related with
febrile seizures, with the mutant protein being dysfunctional due
to subcellular mislocalization.®" It was previously shown that the
correct ZnT-3 subcellular localization relates to its homodimer-
ization and that the CTD is important for its dimerization.®> As
this mutation is predicted to be in the CTD, it was suggested that
it destabilizes ZnT-3 homodimerization.®" The sequence align-
ment of ZnT-3 and other modeled ZnTs suggests that R298 is
either in the C-terminal of the TMD-CTD connecting loop or in
the N-terminal of the first CTD helix. However, this region does
not relate to the CTD dimerization (Fig. 6). The native arginine
can form multiple bond types with nearby residues which are
limited by the smaller cysteine. Therefore, based on the sub-
stitution nature and the predicted location, we suggest that the
mutation disrupts the cross-talk between the domains. However,
we cannot explain why it impairs protein localization and more
molecular and structural studies are needed to elucidate the
mechanism of this mutation.

ZnT-8

ZnT-8 is highly expressed in pancreatic beta cells, where it is
responsible for transporting zinc into insulin granules and by
that enabling crystalline insulin packing within them (due to the
formation of stable complexes of insulin hexamers with zinc).*?
The most structurally characterized ZnT disease-related SNP is
the W325R variant in ZnT-8 which is associated with an
increased risk of developing type-2 diabetes. This variant is
located at the tip of the V-shaped CTD dimer (near the dimer
interface, Fig. 6).***** Kinetic studies of purified ZnT-8 in
proteoliposomes showed that the R325 variant exhibits acceler-
ated zinc transport activity as compared to the W325 variant.”®
As ZnT-8 loss-of-function mutations (protein truncating variants
and frameshift variants that are predicted to improperly fold into
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the membrane) were shown to better protect against type-2
diabetes, this study suggests that the R325 variant is
hyperactive.”®*#* The W325R substitution had no effect on the
expression, stability and subcellular localization of ZnT-8 in
HEK293 cells. Since secretory granules store very high levels of
zinc compared to the cytoplasmic free-zinc concentration, it
might be that this enhanced difference in the R325 variant
reverses the ZnT-8-mediated transport to extrude zinc from
the granules. However, more studies are required to fully
understand how this substitution impacts the ZnT-8 function,
zinc homeostasis in the cellular level and the increased risk for
type-2 diabetes.”® In terms of structural differences between the
variants, ZnT-8 CTD biophysical studies showed that both
variants have similar secondary structures, but that the W325
variant is less thermostable. Yet, its monomers are associated
into a dimer with a higher affinity. It further showed that both
variants can similarly bind Zn>*.*>** The structure of ZnT-8 was
determined only for the R325 variant and, as such, the exact
effect of the W325 variant is yet to be determined, especially as it
is located on the protein surface.**

ZnT-9

ZnT-9 is moderately expressed in most tissues, while in the
cerebellum, fetal brain, kidneys and skeletal muscle it is highly
transcribed. The ZnT-9 A350del mutation, which is located at
TMH4 (Fig. 6) and decreases ZnT-9-dependent Zn>" transport,
is related to a cerebro-renal syndrome.'* The TMD helical
residue deletion is assumed to cause disorientation of the helix
terminal. It either forms a shorter helix that will increase the
TMH4 tension and deform its structure, or force a loop residue
to be inserted, forming a longer helix that still fits into the
membrane. In any case, the mutation may lead to changes in
interactions between the TMD residues, and protein-lipids,
leading to structural destabilization of the A-site and the whole
domain. This proposed structural change is further strength-
ened by the Zn®>" transport activity impairment observed
in vitro.'"! Since zinc has a significant role as a signaling
mediator and in brain development and proper function in
all stages of life, the impairment in zinc homeostasis is thought
to be the cause for the phenotypic effects of the A350del
mutation.""*?

ZnT-10

ZnT-10 is a manganese transporter expressed mainly in the
brain and liver, and located in endosomes, the Golgi apparatus
and the cell membrane.'®**®” The ZnT-10 L349P mutation
causes hypermanganesemia, hepatomegaly and dystonia.*
Structural characterization, through MamM CTD,>! predicts
its location in the middle of the B-sheet central B-strand of
the CTD (Fig. 6). The MamM homologous mutation M250P
causes complete CTD structural loss, which leads to a low
expression level compared to wildtype and a decrease in func-
tion. Overall, this mutation caused protein degradation via
improper CTD fold and recruitment of proteases.’” Since non-
degraded MamM proteins showed some activity and ZnT-10
mutation is not lethal, it is suggested that the unstructured
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CTD, which contains the DDMC binding residues, can still
facilitate the TMD conformational change. This leads to ineffi-
cient ZnT-10-mediated Mn®" extrusion and its accumulation in
the cells and the resultant phenotypes, which are expected
physiological consequences of impairment in manganese
homeostasis.>"

Some other mutations in ZnT-10 cause hepatic cirrhosis,
dystonia, polycythemia, and hypermanganesemia, among
which are L89P (predicted to be in TMH3), A105-P107del
(predicted to be on the loop between TMH3 and TMH4) and
v256del (predicted to be in TMHS5)>® (Fig. 6). Similarly to the
L349P mutation in ZnT-10, and since proline destabilizes
secondary structures, we suggest that the L89P deforms
TMH3. This will destabilize the TMD in a way that at worst
might result in full protein misfolding. In any case, the location
in TMH3 will impact Mn** transport by changing the rocking
movement and dimerization alteration. The A105-P107del will
lead to a shorter TMH3-TMH4 connecting loop and we predict
that the loop length is essential for a proper rocking movement.
Hence, this mutation will also impact the transition between
the inward and outward conformations. The ZnT-10 256 posi-
tion is found in the TMH5 C-terminal, in a region that might be
unstructured, yet it is part of a hydrophobic chain predicted to
be buried in the membrane. Hence, we assume that it will have
an effect similar to the A350del mutation in ZnT-9. It will cause
more tension in the membrane and will change the interaction
networks between the TMD residues themselves and with the
lipids, leading to destabilization of the whole domain.

ZnT-1 as an example for multiple
functions of ZnT proteins

ZnT-1 (SLC30A1) is the most abundantly expressed member of
the mammalian CDF family and is involved in Zn**
homeostasis.">**#¥°! The ZnT-1 expression increases follow-
ing transient forebrain ischemia,”® rapid cardiac pacing, an
exposure to high, nontoxic, levels of Zn**>****” and also
increases in dietary Zn>".*® ZnT-1 induction is mediated by
the metal regulatory transcription factor 1 (MTEF-1),5%9%%
which, besides increasing in response to extracellular Zn*", is
activated by an increase in intracellular Ca®*".°> In addition,
MTF-1 is activated by oxidative stress.’® Some of these stimuli
probably underlie the observed increase in ZnT-1 expression in
conditions such as rapid pacing or ischemia-reperfusion in the
heart.>””®” ZnT-1 protects against zinc toxicity due to its Zn**
extruder activity.">*®*°®  ZnT-1 knockout is embryonically
lethal®® %% even when there is no significant exposure to
systemic Zn**. This implies that, even when its Zn>" extrusion
function is not needed acutely, ZnT-1 plays other critical roles
in development and cellular function. These findings may
explain why no ZnT-1-related mutation has been identified
although sequence variations were found in the genome
databases.

Being a member of the CDF family, ZnT-1 is responsible for
cellular activity that reduces zinc toxicity.”® However, as implied

© 2021 The Author(s). Published by the Royal Society of Chemistry
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by the lethality of the knockout, ZnT-1 plays another important
role: a modulator and an integrator of signaling and
cation channel function. In addition, ZnT-1 activates signaling
molecules including ERK through Ras-mediated signal-
ing.>*?7:190.1%1 pyrthermore, ZnT-1 inhibits Zn®" and Ca®" influx
by inhibiting L-type Ca** channels.>*®*°”'%> In yeast two-
hybrid experiments, ZnT-1 interacts with another channel, the
calcium homeostasis ER protein (CHERP).'**™% All of these
activities of ZnT-1 are independent of its function as a Zn>*
transporter as they are also mediated by ZnT-1 CTD itself.>*>”%%
This observation is consistent with the embryonic lethality of
the knockout.

Concluding remarks

A structure-function investigation of CDFs is highly important
for elucidating the underlying mechanism of many diseases
associated with them. A remarkable advancement in recent
years unraveled key features for metal binding and conforma-
tional changes. The structural and biophysical studies of YiiP
and ZnT-8 unveiled the cation binding sites and some TMD
conformations, while the studies of the CTDs of other bacterial
CDFs facilitated their functional understanding. These studies
allow better insights into the overall CDF transport mechanism.
Based on the recent structural data, it is clear that the mecha-
nism of mammalian ZnTs is similar to that of bacterial CDFs.
Yet, eukaryotic CDFs evolved to include additional domains
that attenuate the basic transport function existing in bacteria
and provide additional activities. The current knowledge from
CDFs in prokaryotes and eukaryotes allows a better interpreta-
tion of ZnT-related diseases. Current mutations underlying the
observed phenotypes in mammals are mostly located on the
basic CDF structure, found also in the bacterial domains (TMD
and CTD), indicating that the basic transport mechanism is
conserved through evolution. Yet, since the eukaryote CDFs
play additional roles and act in more complex environments,
some of the current mutations affect subcellular localization,
signaling and stability and indirectly affect the transport
efficiency.

Significant progress in the structural studies of CDF proteins
contributed a lot to their mechanistic understanding. Yet, there
are still many unknown factors that prevent us from achieving a
complete understanding, such as the apo conformation of the
full proteins and the difference in affinities between the CTD
and TMD DDMC binding sites, which are of utmost importance
for deciphering the DDMC path along the protein. Moreover, as
some eukaryotic elements, such as elongated NTD and the HRL,
were not characterized through the studies of bacterial CDF
proteins, it is essential to study several eukaryotic CDFs to
achieve a complete understanding of their structure and func-
tion and their contribution to the transport mechanism.

Metal selectivity is an additional mystery in CDF studies. To
date, we are far from understanding what governs the metal
selectivity of CDFs. To that end, the CDF A-site is the most
characterized element, and it is believed that DDMC binding
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and selectivity in most CDF proteins can be controlled by
means of its amino acid composition. However, some studies
showed that this is not the sole determinant and other
elements may contribute to metal selectivity. Unfortunately,
these studies did not explore the binding capabilities to all
DDMCs, neither did they involve deep structural analysis. Since
not all CDF proteins discriminate similarly among the DDMCs,
only biophysical investigation of the metal-selectivity related
elements in many CDF proteins will allow a significant step
towards elucidating an overall metal selectivity mechanism.
Additionally, the metal acquisition of CDF proteins is unknown.
The cytosolic concentrations of many metals, including zinc, are
very low and consequently their availability to a CDF protein by
free diffusion is low. This supports the speculation that a specific
metallochaperone is recognized by CDFs and facilitates metal
transfer and transport activation.

In conclusion, despite the enormous progress in the study of
various CDFs, there is still a lot to be found before achieving a
complete understanding of the entire CDF conformational
space. Thus, complete ZnT structure—function relationship
and mechanism studies are still needed. Hopefully, as done
for other proteins and recently with ZnT-8, cryo-EM or XFEL will
soon revolutionize the study of CDFs, with an aim to achieve a
deeper understanding of CDFs in general and of ZnTs specifi-
cally, paving a way for the development of ZnT-targeted drugs
for the treatment of CDF-related diseases.
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