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Escherichia coli YtfE is a di-iron protein of the widespread Repair of Iron Centers proteins
(RIC) family that has the capacity to donate iron, which is a crucial component of the
biogenesis of the ubiquitous family of iron-sulfur proteins. In this work we identify in
E. coli a previously unrecognized link between the YtfE protein and the major bacterial
system for iron-sulfur cluster (ISC) assembly. We show that YtfE establishes protein-
protein interactions with the scaffold IscU, where the transient cluster is formed, and the
cysteine desulfurase IscS. Moreover, we found that promotion by YtfE of the formation of
an Fe-S cluster in IscU requires two glutamates, E125 and E159 in YtfE. Both glutamates
form part of the entrance of a protein channel in YtfE that links the di-iron center to the
surface. In particular, E125 is crucial for the exit of iron, as a single mutation to leucine
closes the channel rendering YtfE inactive for the build-up of Fe-S clusters. Hence, we
provide evidence for the key role of RICs as bacterial iron donor proteins involved in the
biogenesis of Fe-S clusters.

Keywords: di-iron protein, iron-sulfur biosynthesis, protein-protein interaction, site-direct mutagenesis, X-ray
crystallography

INTRODUCTION

The Repair of Iron Centers proteins (RIC) is a family of di-iron proteins that provide protection
to enzymes prone to inactivation by oxidative and nitrosative stresses imposed by the host’s
innate immune system (Justino et al., 2006, 2009; Overton et al., 2008). Firstly discovered in
Escherichia coli, YtfE is a member of the RIC family present in bacteria, fungi and eukaryotes
(Justino et al., 2005; Overton et al., 2008). In particular, homologs of these proteins are encoded in
the genomes of a significant number of human pathogens, such as Bacillus anthracis, Haemophilus
influenzae, and species of the genus Salmonella, Shewanella, Yersinia, or Clostridium. Two RIC
paralogs (RIC1 and RIC2) are also present in the eukaryote Trichomonas vaginalis, an important
human pathogenic protozoan (Nobre et al., 2016). In vivo studies showed that RIC deletion
in E. coli and Staphylococcus aureus generates strains defective in the activity of several iron-
sulfur-containing proteins, and RICs contribute to survival and virulence of S. aureus, Yersinia
pseudotuberculosis, and H. influenzae (Overton et al., 2008; Harrington et al., 2009; Silva L.O. et al.,
2018; Davis et al., 2019).

Bacterial RICs are composed by an N-terminal ScdA-like domain and a C-terminal domain
that folds as a four-helix bundle where a histidine/carboxylate di-iron type center is inserted. In
E. coli YtfE, the best studied RIC protein, the center is coordinated by H84, H129, H160, H204,
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and two µ-carboxylate bridges formed by E133 and E208 (Nobre
et al., 2015). These residues are highly conserved in the RIC
family and are required for the assembly of a stable and functional
di-iron cluster (Nobre et al., 2015). Mössbauer and EPR studies
showed that the center of the as-isolated YtfE has properties
characteristic of a mixed valence antiferromagnetically coupled
Fe(III)–Fe(II) center with a S = 1/2 ground state (Todorovic
et al., 2008; Nobre et al., 2014, 2015). Mössbauer studies
further revealed that one of the iron atoms in the center is
labile, particularly in the mixed-valence Fe(III)–Fe(II) state when
compared with the µ-oxo-diferric form Fe(III)–Fe(III) (Nobre
et al., 2014). In the reduced form, YtfE Fe(II)–Fe(II) binds
NO forming N2O (Lo et al., 2016), which is in line with the
intrinsic capacity of di-iron proteins for NO reduction and O2
activation/reduction (Lu et al., 2019). Moreover, in YtfE one of
the iron ions of the center is loosely bound with iron dissociation
constants in a range of values that enables YtfE to donate iron to
other proteins (Nobre et al., 2014).

In bacteria, the biogenesis of Fe-S clusters requires specialized
machineries, ISC (iron sulfur cluster) being one of the main
operative systems. As in many other bacteria, in E. coli the first
steps of the biogenesis involve IscS, a cysteine desulfurase that
catalyzes the sulfur mobilization from cysteine, an iron donor
protein, and the scaffold IscU protein where the Fe-S clusters are
assembled prior to their transport and insertion into the target
apo-proteins (Zheng et al., 1998; Schwartz et al., 2000; Tokumoto
et al., 2002; Kim et al., 2009; Roche et al., 2013; Blanc et al., 2015).
We previously provided evidences that E. coli YtfE acts as an iron
donor for the in vitro formation of Fe-S clusters in IscU (Nobre
et al., 2014). In this work, we show that YtfE interacts directly
with IscS and IscU. The analysis of the biochemical properties
and crystal structures of E. coli YtfE wild-type and several site-
directed mutants allowed us to identify two glutamates, E125 and
E159, with a key role in supporting the ability of YtfE to act as an
iron donor protein.

RESULTS

YtfE Interacts With IscS and IscU for
Fe-S Cluster Biogenesis
We previously reported that E. coli YtfE donates iron to form an
Fe-S cluster in E. coli IscU in a in vitro reaction that also required
the presence of IscS (Nobre et al., 2014). This observation led
us to examine whether YtfE interacts with IscS and IscU using
a genetic approach, a complementation fluorescence assay and
pulldown experiments.

For the genetic approach, we measured the β-galactosidase
activities of cells transformed with a pair of plasmids derived from
the high-copy number vector pUT18 and the low-copy number
vector pKT25 (Karimova et al., 1998). These vectors express YtfE,
IscS, and IscU proteins as fusions to the N- and C-terminal of
T25 domain (NT25 and T25, respectively) and to the N- and
C-terminal of T18 domain (T18 and T18C, respectively) of the
adenylate cyclase enzyme (see section “Materials and Methods”).
The YtfE-YtfE interaction was used as positive control, as YtfE
self-associates forming dimers (Justino et al., 2006).

We observed the formation of a complex between YtfE
and IscS and IscU (Figure 1A). The β-galactosidase activity
of cells containing YtfE and IscS was 2–4 times higher than
that of the controls (i.e., of cells containing pUT18/18C-
IscS and pKT25/NT25, and of cells with pUT18/18C and
pKT25/NT25-YtfE) for two of the possible protein interacting
conformations. Concerning the YtfE-IscU interaction, only
the conformation in which IscU was expressed from the
N-terminal part of the pUT18 fusion protein yielded significant
β-galactosidase activity.

A pulldown assay was also used to show the interaction
between YtfE and Isc proteins. In this method, we grew cells
transformed with plasmids expressing YtfE non-tagged, IscS and
IscU (both fused at the N-terminal to a H6-tag) and IscU linked
C-terminally to a S-tag, that prior to be collected were treated
with 1% of formaldehyde to promote in vivo cross-linking. Cells
expressing only one of the proteins were treated and analyzed
similarly to serve as controls.

Cell extracts containing IscS-H6 or IscU-H6 were loaded into
columns, and the Isc -H6 proteins bound strongly to the matrix,
being eluted at 1 M of imidazole (Figure 1B, lanes 2–3). On
the contrary, analysis of cell extracts expressing, separately, YtfE
or IscU-S, showed that these proteins do not bind to the resin
(lanes Figure 1B, 1 and 4). As expected, IscS-H6 retains IscU-S
due to the interaction of the two proteins (Figure 1B, lane 5), a
result that is in agreement with previous studies on the IscU/IscS
interaction analysed by other methods (Kato et al., 2002; Prischi
et al., 2010; Kim et al., 2015).

We observed that both IscS-H6 and IscU-H6 retain the non-
tagged YtfE (Figure 1B, lanes 7 and 8, respectively). Furthermore,
when cells express simultaneously IscS-H6, non-labeled-YtfE and
IscU-S (in which the last proteins cannot bind by itself to the Ni-
resin) co-elution of the three proteins was observed (Figure 1B
lane 6), further proving their interaction.

Lastly, we used Bimolecular Complementation Fluorescence
(BiFC), that is based on the reconstitution of the green fluorescent
protein (GFP) protein, to analyze the interaction of the proteins
in vivo. GFP-fragment fusions were linked to the N- and
C-terminal domains of YtfE, IscU, and IscS so that all possible
combinations were tested. E. coli cells containing plasmids co-
expressing YtfE/IscU, YtfE/IscS, and IscS/IscU fusions, prepared
as described in Methods, were spread onto agarose slides and the
microscopy images and fluorescence intensity values are shown
in Figure 1C.

As expected, cells expressing IscUN−GFP/IscSC−GFP exhibited
a positive interaction with a 3-fold higher fluorescence than
the control sample. More important, the E. coli cells expressing
separately IscUN−GFP/YtfEC−GFP and YtfEN−GFP/IscSC−GFP

exhibited higher fluorescence values by approximately 3-
fold and 6-fold, respectively, relative to the control (empty
N-GFP/C-GFP plasmids) (Figure 1C). Moreover, the
interactions are conformationally dependent as cells expressing
YtfEN−GFP/IscUC−GFP and IscSN−GFP/YtfEC−GFP had no
significant fluorescence.

Altogether, the results clearly show that YtfE interacts with
the two major proteins of the E. coli ISC system, namely IscS
and IscU.
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FIGURE 1 | Analysis of the interaction of YtfE with IscS and IscU. (A) The efficiency of the functional complementation between hybrid proteins was measured by
β-galactosidase assays. The interaction of YtfE with IscU (gray bar) and IscS (white bars) was evaluated in E. coli cells co-transformed with plasmids containing
either iscU or iscS genes cloned at the N- or C-terminal of the T18 fragment (T18/T18C), and the plasmid harboring the ytfE gene cloned at the N- or C-terminal of
the T25 fragment (NT25/T25). T25/NT25 empty plasmids together with the T18/18C plasmid containing either the iscU or the iscS gene or T18/18C empty plasmid
with NT25/T5 harboring ytfE were utilized as negative controls (black bars). Values are means ± standard errors from at least three independent cultures analyzed in
duplicate. ***P < 0.0001; (B) For pulldown assays of YtfE, IscS and IscU, samples were obtained from cell extracts expressing one, two or three proteins previously
treated with 1% formaldehyde and loaded in Ni-chelating columns, eluted with 1 M imidazole buffer, and subjected to SDS-PAGE. Lanes 1–4: control samples from
extracts expressing only one protein. Lanes 5–8: co-purification of IscS with IscU (5); co-purification of YtfE and IscU with IscS (6); co-purification of IscS with YtfE
(7); and co-purification of IscU with YtfE (8); and (C) In BiCF of YtfE and ISC proteins, cells were co-transformed with vectors expressing YtfE and IscS or IscU – GFP
fusions. Cells harboring empty plasmids were used as controls. On the left, fluorescence quantification was performed using MetaMorph Microscopy Automation
and Image Analysis Software. Fluorescence values for the negative control (empty plasmid vectors) were normalized to 1. **P < 0.005. On the right microscope
images (Bright field phase and FITC) of Negative control; iscUN−GFP + YtfEC−GFP; ytfE N−GFP + IscSC−GFP; and iscU N−GFP + IscSC−GFP. Values are means ±
standard errors from at least three independent cultures analyzed in duplicate.

E159 and E125 Modulate the Iron
Release From E. coli YtfE
Based on the data above that provides a physiological meaning
to the iron donor capacity of YtfE, we sought to identify the
amino acid residues that modulate these properties by using
site-directed mutant proteins and determine their iron binding
parameters. Our hypothesis was that these residues would

be among the highly conserved amino acid residues that are
located in the regions that connect the protein to the solvent.
Based on the YtfE crystal structure (Lo et al., 2016), two residues
could fulfill these requisites, namely E125 and E159. Thus, the
wild-type protein and five YtfE proteins in which these residues
were replaced by the neutral amino acid leucine and by positively
or negatively charged residues, such as asparagine and aspartic
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acid, were prepared (YtfE-E125L, YtfE-E125N, YtfE-E125D, YtfE-
E159L, and YtfE-E159N). Furthermore, to investigate the impact
on the iron releasing properties of the N-terminal region of
YtfE that is closely located to a possible second exit tunnel (Lo
et al., 2016), the YtfETruncated (lacking the first 57 residy) of
the N-terminal) and YtfEM (a protein that contains C30AC31A
double mutation used in the crystallographic study) were
also studied.

Proteins exhibited an iron content of∼2 and their UV–visible
spectra contained a broad band approximately at 360 nm (data
not shown), which are features similar to those of the wild-type
YtfE (Justino et al., 2006; Nobre et al., 2015). The only exception
was the YtfE-E159L mutant that had a lower iron content, which
is in agreement with our previous results (Nobre et al., 2015).

To determine the iron binding chemistry, the proteins
were incubated with the iron chelator desferrioxamine and the
formation of the desferrioxamine-Fe(III) complex was monitored
by following the intensity of the 420 nm band. The dissociation
constant Kd of Ytfe-Fe(III) was calculated using the equation
described in Methods. In addition, the kinetics of YtfE iron
release was also determined through the initial ferric iron release
rate (V0), which was calculated from the slope of a linear fit to the
curve obtained when using the highest concentration of chelator
(1,000 µM; Table 1 and Supplementary Figures 1, 2).

Table 1 shows that the Kd values of YtfE, YtfEM, and YtfE-
E159N do not differ substantially, while YtfE-E159L presents
a slightly lower value that indicates a more loosely bound
iron. On the contrary, YtfETruncated and the proteins containing
mutations in E125 exhibited higher Kd values. In particular, the
ferric dissociation constant of YtfE is substantially modified by
the E125L mutation, becoming about 4-fold larger than that
determined for the wild-type protein. Therefore, E125 greatly
influences how strongly Fe(III) is bound to the YtfE scaffold.

Results in Table 1 also show that the kinetics of Fe(III) release
from YtfE is controlled by E159 and E125, and is influenced
by the nature of the substituent residue. Glutamate is a polar
charged residue, and its replacement by the polar but uncharged
residue asparagine increased the iron release rate; an even higher
augment was observed (by ca. 7-fold) when E159 was substituted
by the hydrophobic residue leucine.

TABLE 1 | Iron content, dissociation constants and initial iron release rates of
E. coli YtfE and variants.

Protein Fe content* KdYtfE−Chelator (10−6 M) V0 (h−1)

YtfE WT 1.9 ± 0.05 46 ± 5 26 ± 7

YtfEM 2.0 ± 0.12 46 ± 11 19 ± 4

YtfETruncated 2.0 ± 0.07 64 ± 9 20 ± 3

YtfE-E159N 1.6 ± 0.07 48 ± 8 42 ± 4

YtfE-E159L 0.7 ± 0.28 27 ± 9 191 ± 29

YtfE-E125N 2.0 ± 0.35 71 ± 16 8 ± 2

YtfE-E125D 1.8 ± 0.02 68 ± 22 22 ± 2

YtfE-E125L 1.7 ± 0.14 194 ± 52 3 ± 1

*No. of Fe atoms per monomer. Kd and V0 were calculated using GraphPad Prism
considering at least two independent sample measurments.

Interestingly, an opposite effect occurred upon substitution
of E125, originating proteins with slower iron release rates.
Mutation of E125 to asparagine decreased the V0 values by about
3-fold whereas a leucine substitution reduced the iron-release
rate by ca. 8-fold.

Altogether, these results revealed that glutamate E125 has a
key role in the modulation of the thermodynamic and kinetic
properties of the iron release from the YtfE di-iron center.

E125 Is Essential for YtfE to Act as Iron
Donor
Considering the results described above, we next determined
the impact of the E125 mutation on the YtfE iron donor
capacity to assist formation of a Fe-S center in the ISC system.
With this in mind, reactions mixtures containing E. coli apo-
IscU, YtfE (wild-type or mutant proteins), IscS, L-cysteine
and DTT (1,4-dithiothreitol), were monitored under anaerobic
conditions and the cluster formation in IscU was monitored by
visible spectroscopy.

The spectrum of the reaction mixture containing IscU and
wild-type YtfE, obtained after a period of incubation of 1 h,
exhibited bands at ∼456 nm and ∼410 nm characteristic of
the presence of a mixture of [2Fe–2S]2+/1+ and [4Fe–4S]2+/1+

clusters (Supplementary Figure 3). On the contrary, the spectra
of the reaction mixtures containing IscU and YtfE-E125N or
IscU and YtfE-E125L exhibited very weak bands (Supplementary
Figure 3), which indicates that the amount of ISC formed in
IscU is negligible.

These results are consistent with the thermodynamic and
kinetic properties of YtfE-E125N and YtfE-E125L which show
that in these proteins the iron is more tightly bound and the rate
of iron release is much lower.

Hence, the mutation of E125 by a hydrophobic or a positively
charged residue hindered the iron donation capacity of YtfE
which led us to conclude that residue E125 plays a key role on
the protein function.

Structural Basis for the Iron Donor
Properties of YtfE
The unexpected iron binding properties of the YtfE-E159 and
YtfE-E125 mutant proteins, in which the modified amino acid
residues are located outside of the coordination sphere of
the di-iron center (Figure 2A), prompted us to address the
structural role of two glutamates in YtfE. We resorted to
X-ray crystallography to determine their structures and, for
comparison purposes, we revisited the structure of the wild-
type YtfE.

Crystals of E. coli YtfE could only be obtained when the
proteins contained the mutation to alanine of the two vicinal
cysteines C30 and C31 (designated YtfEM), a result that agrees
with previous reports (Lo et al., 2016). Therefore, we prepared
crystals of YtfEM, YtfEM-E159L, and YtfEM-E125L as described
in Methods. The atomic coordinates and experimental structure
factors were deposited in the Worldwide Protein Data Bank
(Burley et al., 2019) with the accession codes 7BHA, 7BHB, and
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FIGURE 2 | E. coli YtfEM overall structure. (A) Detail views of the YtfEM di-iron center, its coordinating residues, and residues E125 and E159 highlighted in light gray
(left panel view is rotated 90◦ about a vertical axis from first panel). (B) Cartoon representation of the E. coli YtfEM monomer (chain A) showing the two domains that
are connected by a loop. In (A,B) the monomer structure is rainbow colored from dark blue in the N-terminal to red in the C-terminal. The di-iron site is represented
as gray spheres. (C) Cartoon representation of the E. coli YtfEM, YtfEM-E159L, and YtfEM-E125L subunits present in the asymmetric unit, colored according to their
B-factor values (the di-iron site is omitted).

7BHC for the YtfEM, YtfEM-E159L, and YtfEM-E125L structures,
respectively. Data collection and refinement statistics are listed in
Supplementary Tables 1, 2.

The three crystal structures contain two molecules in
the asymmetric unit (chains A and B) in monoclinic space
group P21. All molecules are composed of two domains (A
and B) and have continuous electron density for the full
length of the protein (220 residues; Figure 2B). However,
in all the structures here presented, the electron density for
chain B is overall weaker than for chain A, as inferred
from their mean B-values (see Supplementary Table 3),
and therefore only chain A will be considered for the
following structural analysis. The crystal structure of YtfEM-
E125L resembles more that of YtfEM. However, in YtfEM-
E159L more regions with low density are observed, and the
highest B-values are associated with domain A (Figure 2C and
Supplementary Table 3).

Domain A, usually referred to as a ScdA_N-like domain
(Brunskill et al., 1997; Chang et al., 2006) is composed of
4 α-helices, and contains the DxCCG motif in the loop
between helices 2 and 3, which is highly conserved in the RIC
family (Supplementary Figure 4). The structures exhibited a
domain A fold similar to the previous reported YtfE wild-type
structure (Lo et al., 2016) with a r.m.s.d. (root-mean-square
deviation) of only 0.3 Å between 188–193 superposed main-chain
Cα atoms.

In the three structures, several residues in domain A
can establish intermolecular contacts with symmetry-related
monomers. In YtfEM, hydrogen bonds occur between residues D5
and R17, E49, and R86. In the YtfEM-E125L structure, the same
hydrogen bonds are present together with bonds between R39
and K57/E60/Q61. Interestingly, in the YtfEM-E159L structure,
no such hydrogen bond interactions are present, probably
explaining why the B-values in this domain are higher than in
the other structures (Figure 2C and Supplementary Table 3).

Like for domain A, the overall four-helix bundle structure
of domain B is maintained independently of the mutation
introduced in the protein. As noted earlier (Todorovic et al.,
2008; Nobre et al., 2015; Alvarez-Carreño et al., 2018), domain
B shares a similar structural topology with proteins such
as hemerythrins, rubrerythrins, and (bacterio)ferritins, with a
r.m.s.d. of ca. 3 Å between superposed main-chain Cα atoms
(Supplementary Figure 5). An extensive structural analysis
of the available hemerythrin-like proteins (Alvarez-Carreño
et al., 2018), rubrerythrins, and (bacterio)ferritins, revealed that
the arrangement of the helices in YtfE is unique in its left-
handed four-helix bundle structure. Hemerythrins have right-
handed four-helix bundles (Supplementary Figure 5b), and
rubrerythrins or (bacterio)ferritins exhibit a mixed arrangement,
starting as left-handed and then becoming a right-handed four-
helix bundle (Supplementary Figures 5c,d). These results show
that in relation to the structural fold of the four-helix bundle, YtfE
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FIGURE 3 | Electrostatic potential at the molecular surface of E. coli YtfEM. (A) Electrostatic potential surface of domain A that faces domain B is positively charged.
(B) View of YtfEM rotated 90◦ about a vertical axis from panel A, the electrostatic surface representation (right) is on the same orientation as the cartoon
representation of the structure (left), without domain A. (C) Detail of the electrostatic surface (negatively charged) near the iron cavity (positively charged). The
electrostatic potential at the molecular surface was obtained considering that YtfEM is loaded with Fe3+-Fe2+. The electrostatic potential surfaces range from
-5 kT/e (red) to +5 kT/e (blue). Figure prepared with PyMOL (DeLano, 2020) using ABPS (Baker et al., 2001) and PDB2PQR (Dolinsky et al., 2004) server to generate
the electrostatic potential surface. The charge for each metal was manually added to the PQR file, taking in consideration the oxidation state of the protein.

and RIC proteins form a separate cluster within the hemerythrin
and ferritin-like families.

Analysis of the electrostatic potential on the molecular surface
of E. coli YtfEM shows that domain A is mainly positively charged
and domain B is mainly negatively charged (Figures 3A,B).
In addition, the cavity where the di-iron center is inserted
is positively charged, and the negative charge at the surface
in this region is mainly due to residues E125, E159, and
E162 (Figure 3C).

Structural Features of the Di-Metal Site
Escherichia coli YtfEM and YtfEM-E125L contain a di-iron
site coordinated by four histidine residues, through their
Nε2 atoms (H84 and H204 for Fe1, H129 and H160 for
Fe2), and two bidentate glutamic acids that bridge the
two irons (E133, E208; Figures 4A,C). These residues are
part of the H84(x44)H129(x3)E133(x26)H160(x43)H204(x3)E208
binding motif, that shares similarities with the four-histidine
binding motif in hemerythins. However, in YtfE the two bridging
ligands are glutamates, whereas in hemerythrins one residue
is a glutamate and the other is an aspartate (Alvarez-Carreño
et al., 2018). Besides these coordinating ligands, an oxo-bridge
between the iron atoms is also present in YtfE. Except for
YtfEM-E159L that only contains one iron atom in the center,
the di-iron coordination and the distances of the ligands to
the irons are similar in the YtfEM and YtfEM-E125L structures.
Supplementary Table 4 lists details of the coordinating distances
of the structures.

As mentioned above, YtfEM-E159L contains only one iron
atom in the metal site (Figure 4B and Supplementary Figure 6).
Additionally, the conformation of ligand H129 differs from that
observed in the other two proteins. Specifically, the side chain
of H129 is ∼7 Å apart from its original position and no longer

pointing toward the di-iron center (the closest distance to YtfEM-
E159L H129 is ca. 9 Å whereas in YtfeM it is about 2 Å).

The Iron Exit Channel Is Controlled by
E125
The structure of E. coli YtfEM contains two channels (Lo et al.,
2016). One channel is mainly hydrophobic (which will not be
addressed in this study), and a second hydrophilic channel that
connects the metal center to the solvent (Figure 5A). The di-
iron center is located ca. 10 Å below the channel entrance, which
is approximately circular in shape with a diameter of ∼2.3 Å.
The channel is formed mainly by hydrophilic residues, namely
H160 and H129 (that are also Fe ligands), K132, E159, E125, and
E162. The three negatively charged glutamates are located at the
channel entrance and solvent exposed suggesting a possible iron
exit (Lo et al., 2016). Hence, mutation of these residues was done
and the channel in YtfEM was compared with that present in the
YtfEM-E159L and YtfEM-E125L mutant proteins.

The structure of YtfEM-E159L contains only one iron atom
in the metal center that is located ca. 13 Å below the channel
entrance. In this case, the channel is longer, with a length of
about 16 Å, and although the channel entrance retains the circular
shape, its diameter is reduced to∼1.5 Å (Figure 5B). The channel
is also formed by hydrophilic residues, namely by the ligands
H204, H129, H160, and residues E125, E162, and L166 located
at the channel entrance. In YtfEM-E159L, the absence of the
second Fe atom, the different position of the H129 sidechain
(mentioned above) and the presence of leucine in position 159
modified the channel arrangement so that the substituting L159
residue is no longer included in the channel (Figures 5A,B and
Supplementary Figure 6).

The mutation in YtfEM-E125L induced a major modification
of the channel (Figure 5C). In this case, a significant shortening
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FIGURE 4 | E. coli YtfE Iron center. (A) YtfEM di-iron center is coordinated by residues H84, H129, E133, H160, H204, and E208. (B) YtfEM-E159L mononuclear Fe
center is coordinated by H84, H204 and E208. The second Fe atom is not present and residue H129 assumes a different side chain conformation from that in YtfEM.
(C) In YtfEM-E125L the di-iron center, is structurally similar to in YtfEM.

of the distance between the sidechains of residues L125 and
E159 is observed, from 8.5 Å in YtfEM to 5.3 Å in YtfEM-E125L
(Figure 5D). As a consequence, the new position of L125 results

in the occlusion of the channel and, consequently, the di-iron
center is no longer exposed to the solvent. The closing of the
channel is consistent with the different iron release properties
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FIGURE 5 | Channels present in YtfEM and YtfEM-E159L structures. Channels are represented in dark gray. Residues lining the iron channel are represented as
sticks with carbon atoms rainbow colored according to the helices (helix 2 – yellow, helix 3 – orange, and helix 4 – red). (A) YtfEM iron channel connects the external
surface to the di-iron site. YtfEM has its channel entrance formed by residues E159, E162, E125, and K132. (B) In YtfEM-E159L, the channel connects the external
surface to the mononuclear iron center, and has its entrance between residues E162, L166, and E125, i.e., slightly below that of the YtfEM pore. (C) No channels are
observed in the YtfEM-E125L structure. A small cavity occurs near the di-iron center, however, the channel is interrupted by mutation of E125 to leucine.
(D) Superposition of the YtfEM (orange) and YtfEM-E125L (cyan) structures showing the distances between the residues involved in the channel entrance. Distance
between YtfEM residues 159 and 125 is represented by a dashed orange line whereas the distance between YtfEM-E125L residues is indicated by a dashed cyan
line. The channels were modeled using MOLE (Sehnal et al., 2013) and PyMOL (DeLano, 2020) software.

of the YtfEM-E125L, and explains why this mutant protein is no
longer able to promote the formation of the Fe-S center in IscS,
as described above.

DISCUSSION

Previously, we showed that E. coli YtfE is a major candidate to be
an iron donor for IscU, based on two experimental observations.
First, the YtfE dissociation constant for iron is lower than those of
other potential iron donors, namely CyaY, YggX, IscA, and SufA
(Ding and Clark, 2004; Skovran et al., 2004; Layer et al., 2006; Lu
et al., 2008; Nobre et al., 2014). Second, YtfE can provide iron to

IscU in Fe–S cluster reconstitution assays in vitro via a cysteine-
mediated process. In this work, we proved that YtfE interacts with
IscU and IscS, and revealed the structural features that underpin
the YtfE iron donation properties.

We re-analyzed the wild-type YtfEM and determined the
structures of YtfEM-E125L and YtfEM-E159L mutants. In contrast
with the previously reported E. coli YtfE structure (5FNN;
Lo et al., 2016), the structure herein presented shows a full
occupancy of the di-iron site. Moreover, residues that were
not visible in the 5FNN structure are now modeled, and the
loop comprising residues 54–65 in chain B exhibits several
differences. Although the mutations did not change the overall
structure, the single replacement by uncharged amino acids of
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the negatively charged amino acid residues E159 and E125,
which are not ligands of the di-iron center, introduced significant
changes locally which were sufficient to impair the function of
the protein. In E. coli YtfE, the highly conserved residue E159 is
located at about 7 Å from the closest iron atom, therefore it is
not involved in metal coordination. Replacement of E159 with
another polar amino acid, YtfE-E159N, generated a protein with
Kd values similar to those of the wild-type. However, in YtfE-
E159L with a neutral leucine instead of the glutamate, the metal
site lost one of its iron ions. Thermodynamic and kinetic data
indicate that mutation of E159 generates a protein with a more
unstable center that releases iron at a higher rate. Moreover, the
structure of YtfEM revealed that when E159, that establishes a
hydrogen bond with the iron ligand H129 (H129Nδ1.E159Oε1-
2.66 Å), is replaced by leucine, the position of the neighboring
histidine H129 alters its sidechain conformation, pointing away
from the center and toward the protein surface (Figure 4B and
Supplementary Figure 6). Thus, the intermolecular interaction
between H129 and E159 is crucial for the overall stability of the
center. It is also interesting to note that in our previous work,
H129 appeared to be the only histidine ligand that controls the
ability of YtfE to donate iron (Nobre et al., 2015).

The mutation of E125 (which is located at ca. 9 Å from its
nearest iron in the di-iron center) to leucine generated a protein
with an intact binuclear site. However, and unexpectedly, the
YtfE-E125L mutant has a hindered capacity to release iron and
is not able to promote the assembly of the iron-sulfur center
in IscU. These results were rationalized by the analysis of the
crystal structure of YtfEM-E125L showing that the positioning
of the L125 sidechain blocks the external part of the hydrophilic
channel, and consequently impairs the release of iron from the
di-iron cluster to protein exterior.

Thus, we have identified a mechanism through which a di-iron
protein has the possibility of releasing iron as long as it contains
in the upper part a set of negatively charged glutamate residues
forming a channel that links the di-iron center to the surface. The
mononuclear iron YtfE-E159L mimics an YtfE protein following
iron release and its structure shows that the process implies the
movement of one of the axial histidines that exposes the metal site
cavity to the exterior, thus making possible the re-entry of another
iron atom to rebuild the di-iron center. Since we previously
showed that YtfE interacts with E. coli Dps (DNA-binding Protein
from Starved cells; Silva L.S.O. et al., 2018), we may hypothesize
that this iron storage protein constitutes a good candidate to
promote the reconstitution of the di-iron cluster in YtfE.

An identical mechanism is proposed to occur in the proteins
of the RIC family, as residues located equivalently to H129,
E125, and E159 are conserved in the vast majority of RICs.
Furthermore, our results open the possibility that this a common
dynamic behavior of di-iron proteins that share similar structural
features, such as bacterioferritins (Tatur et al., 2007). For
example, when Desulfovibrio desulfuricans bacterioferritin is fully
reduced and subsequently allowed to oxidize in the presence
of atmospheric oxygen, it loses one of the iron atoms of the
ferroxidase center (Macedo et al., 2003) through a not yet
identified mechanism. Like RIC proteins, (bacterio) ferritins also
contain a pore 6 to 7 Å deep that connects directly the di-iron

ferroxidase center to the surface, that has been proposed to be
involved in the entry of ferrous iron to the center (Macedo et al.,
2003; Swartz et al., 2006; Weeratunga et al., 2010; Rui et al., 2012;
Ebrahimi et al., 2015). Moreover, the movement of histidine and
glutamic acid residues is also observed and predicted to be related
to the opening of the ferroxidase center to the solvent (Macedo
et al., 2003; Swartz et al., 2006; Weeratunga et al., 2010). Our
observations for YtfE could explain how bacterioferritins might
donate iron from their di-iron center.

Despite the importance in all organisms of the Fe-S assembly
systems and, in particular, of the ISC system operative in bacteria,
the nature of the iron donor has remained elusive. Although
frataxin (CyaY) was initially proposed to function as an iron
storage/donor for IscU, the most recent studies indicate that
frataxin is mainly an accelerator of persufilde transfer (Roche
et al., 2015). Other candidates for iron donors belong to the
A-type protein family that includes IscA, NifA, and SufA from
various organisms, which were shown to bind ferric iron with
high affinity and to provide iron to IscU. However, the IscA
proteins interact only with the late-acting components of the Fe–
S cluster biogenesis pathway, which has reinforced the idea that
they are not involved in iron insertion (Tan et al., 2009; Vinella
et al., 2009). In this work, we prove that YtfE interacts with IscU
and IscS, and we have identified in the structure of YtfE a channel
through which the iron may exit to promote the formation of
the cluster assisted by Isc proteins. Altogether, the results now
presented strongly support the proposal that in a large number
of bacteria the di-iron RICs act as iron donors for the biogenesis
of Fe-S clusters.

MATERIALS AND METHODS

Protein-Protein Interaction Experiments
Bacterial Two-Hybrid System
The system based on the interaction-mediated reconstitution of
the Bordetella pertussis adenylate cyclase (Cya) activity in E. coli
(Karimova et al., 1998) was used to analyze the interaction of YtfE
with IscU and IscS proteins.

The genes coding for IscS, IscU, and YtfE were PCR-amplified
using appropriate pairs of oligonucleotides (Supplementary
Table 5) and genomic DNA from E. coli K12 as templates.
The generated DNA fragments were digested with BamHI and
KpnI (for iscS and iscU genes) or with BamHI and SalI (for
ytfE gene), and cloned into the corresponding sites of pKT25,
pKNT25, pUT18, and pUT18C (Supplementary Table 6). The
recombinant plasmids allowed the production of proteins linked
to the C- and N-termini of the T25 domain and to the N-
and C-termini of the T18 domain of B. pertussis Cya. All
recombinant clones were sequenced confirming the absence of
undesired mutations. The complementary plasmids (carrying a
T25 fragment and a T18 fragment in all possible combinations)
were co-transformed into E. coli DHM1, a strain deleted in the
cya gene. The pUT18/18C or pKT25/NT25 empty plasmids co-
transformed with the complementary plasmids containing iscS,
iscU, or ytfE were used as negative controls.
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The efficiency of the interactions between the hybrid proteins
was quantified by the β-galactosidase activity method using E. coli
DHM1 as the recipient strain. At least 3–4 representative colonies
of each transformation plate were inoculated, in duplicate,
in LB broth and, following an overnight growth at 37◦C,
cells were re-inoculated 1/100 in LB containing ampicillin,
kanamycin and isopropyl-1-thio-β-D-galactopyranoside (IPTG).
When cells reached an OD600∼0.5 (approximately after 16 h
growth at 30◦C), 1 mL of each culture was collected by
centrifugation (5 min, 5,000 rpm). The pellets were suspended
in 100 µL BugBuster HT 1x (Novagen) for cellular lysis
and incubated at 37◦C for 30 min. Cellular debris were
removed by centrifugation and each suspension (20 µL) was
tested in duplicate for the enzymatic reaction in a microtiter
plate reader. The β-galactosidase assays were initiated upon
addition of the following mixture: 0.27% β-mercaptoethanol
(v/v), 0.9 mg/mL ONPG (o-nitrophenyl-β-D-galactopyranoside)
in buffer Z (60 mM Na2HPO4, 40 mM NaH2PO4, 1 mM
MgSO4, and 10 mM KCl). The absorbance was measured at
420 nm every 2 min, and the reaction continued, at 28◦C, for
1.5 h. The β-galactosidase specific activity is defined in units
per milligram of protein. For the conversion of microplate
reader Abs420 values into standard spectrophotometer values, a
correction factor of 2.2 was determined using serial dilutions
of an O-nitrophenyl (ONP) solution. Positive interactions were
considered for β-galactosidase activities at least two times higher
relative to the negative control.

Pulldown Assays
The genes encoding YtfE, IscS, and IscU were amplified
from E. coli K-12 genomic DNA by PCR using specific
oligonucleotides, cloned into pFLAG-CTC (Sigma), and in
pACYCDuet-1 (Novagen) that allows co-expression of two
target genes fused with S-tag (S) and His6-tag (H6) sequences
(Supplementary Tables 5, 6). Sequencing of the recombinant
plasmids confirmed their integrity and the absence of undesired
modifications. E. coli BL21(DE3) Gold (Agilent) was transformed
with one or two plasmids: (i) pFLAG-ytfE (expressing YtfE); (ii)
pACYC-IscS-H6 (expressing IscS fused to a N-terminal H6-tag);
(iii) pACYC-IscU-H6 (expressing IscU fused to a N-terminal H6-
tag); (iv) pACYC-IscU-S (expressing IscU fused to a C-terminal
S-tag); (v) pACYC-IscS-H6-IscU-S (expressing IscS with a H6-tag
N-terminal and IscU with a C-terminal S-tag); (vi) pFLAG-
ytfE and pACYC-IscS-H6; (vii) pFLAG-ytfE and pACYC-IscU-
H6; and (vii) pFLAG-ytfE and pACYC-IscS-H6-IscU-S. Cells
harboring single recombinant plasmids (from i to iv) were used
as control samples. Growth was done at 30◦C in Terrific Broth
(TB) medium supplemented with antibiotics and 100 µg/mL
of Fe citrate. When the culture reached an OD600 of 0.3–
0.4, 0.3 mM IPTG was added to induce the expression of the
YtfE, IscS, and IscU proteins. After 5 h, the cross-linking agent
formaldehyde (1% final concentration) was added. Incubation
proceeded at 37◦C for 20 min, and the reaction was stopped by
incubation with 0.5 M glycine at room temperature for 5 min
(Silva L.S.O. et al., 2018). Cells were harvested by centrifugation,
washed twice, resuspended in phosphate-buffered saline (PBS),
disrupted in a French press (Thermo Scientific), and debris

removed by centrifugation (15,000 rpm for 30 min). The total
protein concentration of the supernatants was determined by
the Pierce bicinchoninic acid protein assay (Thermo Scientific).
For the pulldown experiments, the supernatants (Supplementary
Figure 7) were loaded into Ni-chelating Sepharose Fast Flow
columns (GE Healthcare), which were previously equilibrated
with 20 mM Tris–HCl (pH 7.9) supplemented with 0.5 M NaCl
(buffer A) containing 5 mM imidazole. Columns were extensively
washed with buffer A, then with 60 mM imidazole buffer, and
the proteins were eluted in the buffer with 1 M imidazole
(Kato et al., 2002). The protein fractions were analyzed by SDS-
PAGE (12.5%).

Bimolecular Complementation Fluorescence Assays
Bimolecular complementation fluorescence assays were done
essentially as previously described (Wilson et al., 2004; Silva
L.S.O. et al., 2018). Briefly, genes encoding YtfE, IscS, and IscU
were PCR-amplified from genomic DNA of E. coli K-12 using
the oligonucleotides described in Supplementary Table 5. DNA
fragments were cloned into vectors pET11a-link-N-GFP (using
XhoI/BamHI sites) and pMRBAD-link-C-GFP (using NcoI/AatII
sites; Wilson et al., 2004), to construct GFP fusion proteins
located at the N- or C-termini, respectively. All recombinant
plasmids were sequenced confirming the integrity of the genes
and the absence of undesired mutations. E. coli BL21(DE3)
Gold cells (Agilent) were co-transformed with recombinant
pET11a-N-GFP and pMRBAD-C-GFP vectors so that several
combinations were tested, namely YtfE/IscS, YtfE/IscU, and
IscS/IscU. Cells co-transformed with the empty vectors pET11a-
link-N-GFP and pMRBAD-link-C-GFP were used as negative
controls. Colonies were inoculated in LB medium, grown
overnight at 37◦C and 150 rpm, and plated on inducing and
selective LB agar medium, which contained 20 µM IPTG, 0.2%
of arabinose and adequate antibiotics. The plates were incubated
overnight at 30◦C, followed by 2 days of incubation at room
temperature. Colonies were suspended in PBS and spread onto
1.7% agarose slides. Samples were analyzed for green fluorescence
in a Leica DM6000 B upright microscope coupled to an Andor
iXon + camera, using 1000× amplification and a fluorescein
isothiocyanate (FITC) filter. The images were analyzed using
the MetaMorph Microscopy Automation and Image Analysis
Software (Molecular Devices).

Site-Directed Mutagenesis of E. coli YtfE
and Production of Proteins
Site-directed mutants of E. coli YtfE were constructed on the
template pET-YtfE (Justino et al., 2006) using the oligonucleotide
pairs described in Supplementary Table 5, and the QuikChange
II Site-Directed Mutagenesis Kit and protocol (Agilent
Technologies). Reaction products were transformed in E. coli
XL1-Blue competent cells (Agilent Technologies), and positive
recombinant vectors were selected on agar-plates containing
30 µg/mL kanamycin. Primers were designed so that the YtfE
codons for E159 and E125 were replaced by those of leucine,
asparagine and aspartate. Also, cysteines C30 and C31 of YtfE
were changed to alanines. The E. coli ytfE gene encoding the
C30AC31A mutagenized protein (designated as YtfEM) was used

Frontiers in Microbiology | www.frontiersin.org 10 April 2021 | Volume 12 | Article 670681

https://www.frontiersin.org/journals/microbiology
https://www.frontiersin.org/
https://www.frontiersin.org/journals/microbiology#articles


fmicb-12-670681 April 24, 2021 Time: 18:15 # 11

Silva et al. Iron Donor Mechanisms of YtfE

to generate other mutants (YtfEM-E125L and YtfEM-E159L).
Also, YtfE genes in which the codons for E159 and E125 were
replaced by those of leucine, asparagine and aspartate were
constructed. All plasmids were sequenced confirming the
presence of the desired mutations and the absence of unwanted
modifications. Table 1 summarizes the site-directed mutants of
YtfE and YtfEM proteins constructed in this work.

YtfE wild-type and its mutant proteins were expressed in
E. coli BL21(DE3) Gold (Agilent) by growing cells in M9 minimal
medium supplemented with 20 mM glucose and 0.1 µM FeSO4,
under aerobic conditions and at 30◦C, to an OD600 of 0.3. At
this point, 200 µM IPTG was added and expression was induced
for 7 h. Cells were disrupted in a French Press, centrifuged
and the soluble extracts loaded sequentially on a Q-Sepharose
High-Performance and a Superdex S-75 gel filtration columns,
coupled to an AKTA Purifier 10 FPLC System (GE Healthcare)
following the protocol previously described (Justino et al., 2006).
Proteins were judged pure by SDS-PAGE, and the iron content
was determined by the 2,4,6-tripyridyl-S-triazine (TPTZ) method
(Fischer and Price, 1964).

Iron Binding Assays
To determine the Fe(III) dissociation constant and the rate
of iron release from YtfE wild-type and site-directed mutants,
the as-isolated proteins (25 µM) were incubated under aerobic
conditions with the ferric chelator desferrioxamine (5–1000 µM,
Sigma; Nobre et al., 2014). Reaction mixtures were prepared in
20 mM Tris–HCl pH 7.5 buffer with 150 mM NaCl, incubated at
room temperature for 24 h to attain thermodynamic equilibrium
and analyzed by UV-visible spectroscopy in a Shimadzu UV-1700
spectrophotometer.

The Kd,YtfE−chelator , defined by Kd,YtfE−chelator = [YtfE-
Fe][Chelator]/([Chelator-Fe][YtfE]), is the dissociation constant
of iron from YtfE in the presence of the competing chelator
(Nobre et al., 2014). The constant was determined with GraphPad
Prism version 5 for Windows (GraphPad Software, San Diego,
CA, United States, www.graphpad.com) using the equation for
a saturation binding experiment with one specific binding site:
Y = Bmax

∗X/(Kd,YtfE−chelator + X), where X is the concentration
of the chelator, Y the percentage of iron atoms released and
Bmax the maximum percentage of iron atoms released in relation
to the total number of iron atoms in the isolated protein.
The extinction coefficient used for desferrioxamine-Fe(III) was
2.9 × 103 M−1 cm−1. The initial rate values (V0) for iron
dissociation were calculated from the linear part of the curves
fit to the experimental results, considering only the first hours
of the reaction.

Assembly of Fe-S Clusters in IscU
Promoted by YtfE
Escherichia coli M15:pREP4 cells (Quiagen) harboring plasmids
pQE30-(His)6-IscS and pQE60-IscU-(His)6 were used to
produce E. coli IscS and apo-IscU proteins with a His-tag at the
N- and C-terminal, respectively, and were purified as previously
described (Tokumoto et al., 2002; Nobre et al., 2014). Formation
of the Fe-S cluster in IscU promoted by YtfE wild-type and

mutants was evaluated in reaction mixtures containing apo-IscU
(50 µM), IscS (4 µM), DTT (4 mM), and YtfE (150 µM), in
20 mM Tris–HCl pH 7.5 buffer supplemented with 150 mM
NaCl. In all cases, addition of L-cysteine (3 mM) initiated
the reaction performed under anaerobic conditions at room
temperature for 1 h, and the process was analyzed by visible
spectroscopy in a Shimadzu UV-1700 spectrophotometer.
Reaction mixtures that contained all components except YtfE
served as controls.

Crystallization and X-ray Diffraction Data
Collection and Analysis
All the proteins used for crystallization procedures were purified
in the buffer Tris–HCl 20 mM pH 7.5 supplemented with
150 mM NaCl and concentrated to 20 mg/mL. XRL hanging drop
24-well MD3-11 plates (Molecular Dimensions) were used for
protein crystallization, with 0.5 mL of reservoir in each well. All
experiments were done at room temperature.

Crystals of E. coli YtfEM and YtfEM-E125L were prepared by
the hanging drop vapor diffusion method using 1.0:0.8:0.2 µL
mixtures of protein-reservoir-additive solutions. The reservoir
solutions were constituted by Tris–HCl 0.1 M pH 7.5, 25% PEG
4K and 0.2 M MgCl2 plus the additive NaCl (2 M; Hampton
Research). Crystals of YtfEM-E159L were prepared by the hanging
drop vapor diffusion method using 1:1 µL mixtures of protein-
reservoir solution, constituted by Tris–HCl 0.1 M pH 8.5, 30%
PEG 4K, and 0.2 M MgCl2. These crystals were optimized
by the micro-seeding technique (using crystals of YtfEM-E125L
to obtain the first crystals) plus streak-seeding (using the first
crystals of YtfEM-E159L).

Needle-shaped crystals were observed within a few minutes
after plate set-up and grew to their maximal dimensions in 3–
4 days. Crystals were harvested, immersed in a cryoprotectant
solution with the same composition as the reservoir solution
supplemented with 25% (v/v) glycerol, flash frozen in liquid
nitrogen, and sent to a synchrotron beamline for data collection.
The YtfEM data set was collected at ALBA beamline XALOC
(Juanhuix et al., 2014; Barcelona, Spain). The YtfEM-E125L
data set was measured at Diamond Light Source beamline I04
(DLS, Didcot, United Kingdom). The YtfEM-E159L data set was
recorded at beamline ID30A-3 of the European Synchrotron
Radiation Facility (ESRF, Grenoble, France). The data collection
and processing statistics are shown in Supplementary Table 1.

The YtfEM and YtfEM-E125L data sets were integrated and
scaled with XDS (Kabsch, 2010), analyzed with POINTLESS
(Evans, 2006), and merged with AIMLESS (Evans and
Murshudov, 2013). The YtfEM-E159L data set was integrated and
scaled with XDS and AutoPROC (Vonrhein et al., 2011), analyzed
with POINTLESS and scaled and merged with STARANISO
(Tickle et al., 2018) and AIMLESS. The structures were solved
by molecular replacement with PHASER (McCoy, 2006) via the
CCP4 (Potterton et al., 2003) Graphics User Interface using the
previously reported E. coli YtfE structure (PDB 5FNN; Lo et al.,
2016) as the search model. Following an initial refinement with
REFMAC (Murshudov et al., 2011) the models were improved by
sequential cycles of correction using COOT (Emsley et al., 2010).
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Refinement proceeded with PHENIX (Adams et al., 2010) in
five macrocycle steps, with refinement of positional coordinates,
individual isotropic atomic displacement parameters for all non-
hydrogen atoms, occupancies and using non-crystallographic
symmetry restraints for the two independent molecules in the
asymmetric unit. Hydrogen atoms were added to the structural
models and included in the refinement in calculated positions.
The examination and editing of the models between refinements
was done with COOT against σA-weighted 2|Fo| – |Fc| and
|Fo| – |Fc| electron density maps. TLS (translation-libration-
screw) rigid body refinement of atomic displacement parameters
was carried out for all structures, followed by refinement of
individual isotropic B-factors. Two TLS groups were used for
each chain, corresponding approximately to the two protein
domains. Water molecules were added with PHENIX and verified
with COOT. MOLPROBITY (Chen et al., 2010) was used to
inspect the model geometry together with the validation tools
available in COOT. The refinement statistics are included in
Supplementary Table 2. Structure figures were created using the
PyMOL Molecular Graphics System, Version 2.3.4 Open Source
(DeLano, 2020).

The tunnels were computed using the software MOLE 2.5
(Sehnal et al., 2013), with default parameters (probe radius of
3 Å, interior threshold of 1.25 Å, minimum depth of 5 Å,
and bottleneck radius of 1.25 Å) for the YtfEM structure.
For YtfEM-E159L the parameters were optimized (interior
threshold of 1.18 Å and bottleneck radius of 1.13 Å). The
indicated width of the tunnel at each point corresponds
to the empty space between the Van der Waals spheres
representing the atoms of the amino acid residues lining
the tunnel.

The final atomic coordinates and experimental structure
factors were deposited in the Worldwide Protein Data Bank
(Burley et al., 2019) with the accession codes 7BHA, 7BHB,
and 7BHC for the YtfEM, YtfEM-E159L, and YtfEM-E125L
structures, respectively. Data collection and refinement statistics
are summarized in Supplementary Tables 1, 2.
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