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Abstract: Cell division in bacteria is initiated by the polymerization of FtsZ at midcell in a ring-like
structure called the Z-ring. ZapA and other proteins assist Z-ring formation and ZapA binds ZapB,
which senses the presence of the nucleoids. The FtsZ–ZapA binding interface was analyzed by
chemical cross-linking mass spectrometry (CXMS) under in vitro FtsZ-polymerizing conditions in the
presence of GTP. Amino acids residue K42 from ZapA was cross-linked to amino acid residues K51
and K66 from FtsZ, close to the interphase between FtsZ molecules in protofilaments. Five different
cross-links confirmed the tetrameric structure of ZapA. A number of FtsZ cross-links suggests that its
C-terminal domain of 55 residues, thought to be largely disordered, has a limited freedom to move
in space. Site-directed mutagenesis of ZapA reveals an interaction site in the globular head of the
protein close to K42. Using the information on the cross-links and the mutants that lost the ability
to interact with FtsZ, a model of the FtsZ protofilament–ZapA tetramer complex was obtained by
information-driven docking with the HADDOCK2.2 webserver.

Keywords: cell division; Z associated protein A (ZapA); Filamenting temperature sensitive Z (FtsZ);
quadrupole time of flight mass spectrometer (QTOF); Fourier-Transform Ion Cyclotron Resonance
mass spectrometry(FTICR); 1,4-bis(succimidyl)-3-azidomethylglutarate (BAMG)

1. Introduction

Cell division in Gram-negative bacteria requires the timed initiation of the invagination of the
three-layered cell envelope and synthesis of two new cell poles [1]. Three stages can be discriminated
during this process. First, the tubulin homologue FtsZ polymerizes into a Z-ring at midcell [2]. The
second stage prepares the midcell position for cell pole synthesis and consists of recruitment of the
division machinery and the redirection of peptidoglycan (PG) synthesis [3–5]. The last stage includes
the synthesis of the new cell poles by the division machinery.
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FtsA and ZipA anchor FtsZ polymers to the cytoplasmic membrane and assist the establishment
of a Z-ring [6]. FtsZ was observed to move in a helical wave in the cytosol that transforms into
the Z-ring at midcell. ZapA was shown to stimulate this transition [7] by, most likely, bridging
of the protofilaments [8,9]. In addition, ZapA recruits ZapB to the Z-ring [10,11]. In the absence
of ZapB, ectopic Z-rings and helices are formed, whereas overexpression of ZapB affects nucleoid
morphology [12]. ZapB forms a connection via ZapA between FtsZ [10,13] and the MatP protein,
which is bound to matS sites distributed close to the terminus region of the chromosomes [14,15].
Probably because of the binding of ZapB to MatP at midcell, ZapA is also able to localize to some
extent at midcell without FtsZ [11]. The closure speed of the septum is enhanced in the absence of
MatP, suggesting that its presence might assist in avoiding premature closure of the septum before the
nucleoids are sufficiently segregated into the daughter cells [16]. Therefore, ZapA appears to have a
double function: assistance in the initiation of cell division and recruitment of ZapB. Although the
deletion of each protein individually causes only 21–25% Z-ring mislocalization in the population,
deletion of both ZapA and ZapB causes more ectopic Z-ring formation (35%) [10].

The crystal structures of ZapA from Pseudomonas aeruginosa [17] and of Escherichia coli [18] are
tetrameric, with each monomer consisting of a small globular amino terminal head followed by a long
helix that forms a coiled-coil with a second ZapA monomer. The two dimer coiled-coils are intertwined,
exposing the globular domains at the extremes of the dog-bone-like tetramer. The globular domain is
thought to interact with FtsZ [18] and with ZapB [19].

FtsZ crystal structures are available from Pseudomonas aeruginosa, Bacillus subtillis, Mycobacterium
tuberculosis, Aquifex aeolicus, and Staphyloccocus aureus [20,21], but these structures all lack the
approximately 50–70 amino acids of the C-terminal variable region of the protein. This unstructured
sequence ends in a conserved alpha-helical segment (C-terminal tail or CTT, in E. coli amino acids
369–379) followed by a short variable region (CTV, up to amino acid 383) that are important for many
interactions between FtsZ and other cell division proteins [22–24]. For instance, ZipA as well as FtsA
are reported to bind to the last 15 amino acids of FtsZ [25–28].

High concentrations (10–20 mM) of divalent cations cause the alignment of multiple FtsZ
protofilaments in bundles, which is enhanced in the presence of a tetrameric ZapA [29]. When
the concentration of divalent cations is kept lower (2–5 mM MgCl2), ZapA seems to be more involved
in the bridging of FtsZ’s two protofilaments [8,9].The molecular details on where ZapA and FtsZ
interact are not available and it is difficult to obtain them by co-crystallization as the protofilaments
and bundles of FtsZ cannot be crystallized at present. Therefore, we have used chemical cross-linking
in combination with mass spectrometry (CXMS) and site-directed mutagenesis to identify which amino
acids of ZapA and FtsZ are engaged in their interaction.

2. Results

2.1. Optimization of Cross-Linking Conditions for Mass Spectrometric Analysis

Electron microscopy images showed that the tetrameric ZapA protein is able to cross-link
two single FtsZ protofilaments as well as two pairs of FtsZ protofilaments in vitro [8,29]. To
determine which parts of the interacting proteins are involved in formation of this higher-order
structure, an in vitro chemical cross-linking approach was chosen. As both proteins possess a
number of surface-exposed lysines, amine cross-linking with a bifunctional N-hydroxysuccimidyl
ester was used to determine the interaction domains. For this purpose, the cross-linker
1,4-bis(succimidyl)-3-azidomethylglutarate (BAMG) [30] was used, which enables isolation of
cross-linked peptides by their coupling to azido-reactive cyclooctyne (ARCO)-modified polydimethyl
acrylamide (PL-DMA) beads (Figure 1) [31].
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Figure 1. Overview of the used cross-linking methodology and terminology. (A) experimental work 
flow. Proteins are incubated with the azide-containing cross-linker bis(succinimidyl)-3-azidomethyl 
glutarate (BAMG). After cross-linking, proteins are digested and the obtained peptide mixture is 
incubated with the azide-reactive cyclooctyne (ARCO) resin to capture the cross-linked peptides out 
of the bulk of unmodified peptides. After cleavage from the resin, enriched peptides are fractionated 
by strong cation exchange (SCX) chromatography and analyzed by mass spectrometry. (B) structure 
of BAMG and its reactions with lysine residues in proteins. BAMG can react with a single lysine 
residue, the other reactive half of the cross-linker becoming either hydrolyzed or reacted with the 
quenching agent used to stop further cross-linking (type 0 cross-link), or it can react with two 
proximal lysine residues (type 1 or type 2 cross-linking). A type 1 cross-link occurs between two lysine 
residues in the same peptide after proteolytic digestion, while a type 2 cross-link connects lysine 
residues in different peptides. A type 2 cross-link can be formed in the same protein (intramolecular 
cross-linking) or between two different neighboring proteins (intermolecular cross-linking). BAMG 
adds 169.1 Da to a type 0 cross-linked peptide and 151.0 Da to type 1 and type 2 cross-linked peptides. 
(C) ARCO-resin, consisting of a poly-dimethylacrylamide solid support, a disulphide as a cleavable 
linker, and a cyclooctyne as a reactive group towards azides. Via the strain-promoted azide–alkyne 
cycloaddition, azide-containing peptides are captured on the resin. (D) enriched type 2 cross-linked 
peptides. The modification adds 509.2 Da to type 1 and type 2 cross-links and 527.2 Da to type 0 cross-
links. (E) SCX chromatogram of enriched peptides. Type 0 and type 1 cross-linked peptides (solid 
line) elute predominantly at 50 mM KCl (dashed line), while elution of most type 2 cross-links occurs 
at a higher KCl concentration. 

The binding of GTP at the interface of two FtsZ monomers initiates polymerization provided 
that a critical concentration of FtsZ is present [32–36]. Polymerization was performed with 3.4 µM 
FtsZ and 6.8 µM ZapA at the physiological pH of 7.5 at 30 °C and in the presence of 5 mM MgCl2. 
The polymerization was detected by light scattering. After stabilization of the baseline, 
polymerization was initiated by the addition of 10 mM GTP in polymerization buffer to a final 
concentration of 60 µM. Because the maximum amount of light scattering was reached after 30 s 
(Figure S1A), this was the time point at which the cross-linker was added. At an FtsZ to ZapA ratio 
of 1:2, 100 µM discuccinimidyl glutarate (DSG) or BAMG (supporting information Figure S1B) 

Figure 1. Overview of the used cross-linking methodology and terminology. (A) experimental work
flow. Proteins are incubated with the azide-containing cross-linker bis(succinimidyl)-3-azidomethyl
glutarate (BAMG). After cross-linking, proteins are digested and the obtained peptide mixture is
incubated with the azide-reactive cyclooctyne (ARCO) resin to capture the cross-linked peptides out
of the bulk of unmodified peptides. After cleavage from the resin, enriched peptides are fractionated
by strong cation exchange (SCX) chromatography and analyzed by mass spectrometry. (B) structure
of BAMG and its reactions with lysine residues in proteins. BAMG can react with a single lysine
residue, the other reactive half of the cross-linker becoming either hydrolyzed or reacted with the
quenching agent used to stop further cross-linking (type 0 cross-link), or it can react with two proximal
lysine residues (type 1 or type 2 cross-linking). A type 1 cross-link occurs between two lysine
residues in the same peptide after proteolytic digestion, while a type 2 cross-link connects lysine
residues in different peptides. A type 2 cross-link can be formed in the same protein (intramolecular
cross-linking) or between two different neighboring proteins (intermolecular cross-linking). BAMG
adds 169.1 Da to a type 0 cross-linked peptide and 151.0 Da to type 1 and type 2 cross-linked peptides.
(C) ARCO-resin, consisting of a poly-dimethylacrylamide solid support, a disulphide as a cleavable
linker, and a cyclooctyne as a reactive group towards azides. Via the strain-promoted azide–alkyne
cycloaddition, azide-containing peptides are captured on the resin. (D) enriched type 2 cross-linked
peptides. The modification adds 509.2 Da to type 1 and type 2 cross-links and 527.2 Da to type 0
cross-links. (E) SCX chromatogram of enriched peptides. Type 0 and type 1 cross-linked peptides
(solid line) elute predominantly at 50 mM KCl (dashed line), while elution of most type 2 cross-links
occurs at a higher KCl concentration.

The binding of GTP at the interface of two FtsZ monomers initiates polymerization provided that
a critical concentration of FtsZ is present [32–36]. Polymerization was performed with 3.4 µM FtsZ
and 6.8 µM ZapA at the physiological pH of 7.5 at 30 ◦C and in the presence of 5 mM MgCl2. The
polymerization was detected by light scattering. After stabilization of the baseline, polymerization
was initiated by the addition of 10 mM GTP in polymerization buffer to a final concentration of
60 µM. Because the maximum amount of light scattering was reached after 30 s (Figure S1A), this
was the time point at which the cross-linker was added. At an FtsZ to ZapA ratio of 1:2, 100 µM
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discuccinimidyl glutarate (DSG) or BAMG (supporting information Figure S1B) resulted in the
conversion of approximately 50% of both ZapA and FtsZ into products of which the molecular
weight (MW) suggested cross-linking between ZapA molecules, between FtsZ molecules, and between
ZapA and FtsZ. The BAMG cross-linked material was digested by trypsin and the cross-linked peptides
were isolated using an azide-reactive cyclooctyne-conjugated resin (Figure 1) [31]. The peptides were
released by reduction and alkylation of the linker, fractionated using ion-exchange chromatography,
and subjected to LC-MS/MS for identification [31].

Three types of BAMG-conjugated peptides were identified, designated type 0, type 1, and
type 2 [37]. In type 0 cross-linked peptides, also called monolinks, one lysine residue is modified by
the cross-linker of which the second reactive ester group has been inactivated by hydrolysis, or by
modification with Tris, used to stop the reaction. Two lysine residues cross-linked in the same peptide
are designated type 1 cross-links, or looplinks. In type 2 cross-links or interpeptide cross-links, lysines
from two different peptides are connected. Type 2 cross-links can be formed between peptides from
different proteins or between peptides from the same protein remote from each other in the amino
acid sequences of the protein. Type 2 cross-links are the most informative ones of the three from a
three-dimensional (3D) structural point of view, since the linked amino acid residues must have been
close together in space at the time of cross-linking depending on the length of the spacer of the used
bifunctional reagent. The length of the spacer of BAMG is 7.7 Å. When fully stretched, the side chain of
lysine has a length of 6.5 Å. Consequently, the maximal distance between Cα atoms of linked residues
that can be spanned by BAMG is 20.5 Å.

In our cross-link experiments, we used conditions in which a mixture of 14N-FtsZ and 15N-FtsZ in
a 1:1 ratio was polymerized. Under these conditions, a distinction can be made between intraprotein
and interprotein cross-linked peptides from FtsZ. The pair of peptides in an intraprotein cross-link
is either 14N- or 15N-labelled and therefore gives rise in a mass spectrum to two monoisotopic peaks
of equal intensity with a mass difference that depends on the number of N atoms. In contrast, an
interprotein cross-link between two peptides A and B is characterized by four mass peaks of equal
intensity. One of the two additional peaks corresponds to a cross-link composed of 14N-labelled
peptide A and 15N-labelled peptide B and the other one is composed of 15N-labelled peptide A and
14N-labelled peptide B. Three peaks are observed if A and B contain an equal number of N atoms. In
the supporting information, Figure S1C shows that both isotopes of FtsZ polymerize equally well. To
determine to which extent intermolecular FtsZ cross-links could be detected when FtsZ polymers form
bundles in the presence of Ca2+, we choose conditions in which ZapA is absent in the reaction medium.

2.2. Cross-Links are Identified at a Low False Discovery Rate

Cross-linked peptides were identified as described in the Experimental procedures using a decoy
database approach to determine the false discovery rate. This resulted in 16 different type 2 cross-links
(Table 1) represented by 93 assigned spectra, while none of the decoy peptides fulfilled these criteria.
The lack of decoy sequences indicates a low false discovery rate of identified cross-links. For annotated
MS/MS spectra, see supporting information Table S1. The MS/MS spectra were subjected to a database
search by Mascot against the E. coli database in order to identify unmodified peptides and type 0 and
type 1 cross-linked peptides. More than 96% of the assignments above the Mascot threshold score for
identity or extensive homology (p < 0.05) comprised FtsZ and ZapA peptides. This underscores the
high purity of the proteins used in this study.
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Table 1. Overview of identified cross-linked peptides.

Protein(s) Linked Residues A Peptide B Peptide (Å)
ZapA, No Ca2+ No ZapA, Ca2+

Spectral Counts b Type Spectral Counts Type

FtsZ 141–66 KR TAVGQTIQIGSGITKGLGAGANPEVGR 24.8 11 Intra 6 Intra
FtsZ 141–133 KR DLGILTVAVVTKPFNFEGK 12.3 2 Intra – –

FtsZ-FtsZ 141–367 KR VVNDNAPQTAKEPDYLDIPAFLR u 3 Intra 4 Intra
FtsZ-FtsZ 141–380 KR KQAD u 3 Intra 9 Mix
FtsZ-FtsZ 170–367 LLKVLGR VVNDNAPQTAKEPDYLDIPAFLR u - - 3 Mix
FtsZ-FtsZ 380–51 KQAD KTAVGQTIQIGSGITK u 5 Intra 13 Mix

FtsZ 380–66 KQAD TAVGQTIQIGSGITKGLGAGANPEVGR u 4 Intra - -
FtsZ-FtsZ 380–170 KQAD LLKVLGR u 3 Intra 5 Mix
FtsZ-FtsZ 380–367 KQAD VVNDNAPQTAKEPDYLDIPAFLR u 5 Intra 10 Intra

ZapA-FtsZ 42–51 LQDLKER KTAVGQTIQIGSGITK 15.4 a 5 Inter
ZapA-FtsZ 42–66 LQDLKER TAVGQTIQIGSGITKGLGAGANPEVGR 16.8 a 4 Inter

ZapA-ZapA 42–42 LQDLKER LQDLKER 26.3 2 Inter
ZapA-ZapA 42–103 LQDLKER ITEKTNQNFE 23.9 3 Inter
ZapA-ZapA 71–103 AKTR ITEKTNQNFE 8.4 8 Inter
ZapA-ZapA 71–69 AKTR VTNEQLVFIAALNISYELAQEKAK 9.0 2 Inter
ZapA-ZapA 103–103 ITEKTNQNFE ITEKTNQNFE 22.3 1 Inter

Intra, intraprotein cross-link; inter, interprotein cross-link; u, cross-link with the unstructured C-terminal tail. Linked residues are in bold font. a Distances are based on the HADDOCK
model of ZapA and FtsZ as shown in Figure 7. b Spectral counts, number of times that the precursor was selected in data-dependent acquisition leading to identification of the
cross-linked peptide.
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2.3. Cross-Links between FtsZ Molecules

BAMG reacts with the majority of lysine residues under our experimental conditions. In FtsZ, no
less than 14 out of the 16 lysine residues were detected in a form conjugated with BAMG. Seven out of
16 lysines of FtsZ were involved in formation of type 2 cross-linked peptides. Thirteen lysine residues
were found to be involved in type 0 or 1 cross-linked peptides. For two lysine residues (K121 and
K190), no evidence was obtained for conjugation with BAMG, but that does not necessarily mean that
K121 and K190 are not surface-exposed. It could be that tryptic peptides with these residues involved
in type 0, type 1, or type 2 cross-linking are too large or ionize insufficiently for detection by mass
spectrometry. Alternatively, pK values of surface-exposed lysines may vary, implying that residues
with a relatively high pK value of the side chain amine group are expected to react relatively poorly.
Note that only the neutral -NH2 group can react with BAMG in a nucleophilic substitution reaction,
while the protonated -NH3+ group is not reactive. (Figure 2).

Int. J. Mol. Sci. 2018, 19, x FOR PEER REVIEW  6 of 20 

 

2.3. Cross-Links between FtsZ Molecules 

BAMG reacts with the majority of lysine residues under our experimental conditions. In FtsZ, 
no less than 14 out of the 16 lysine residues were detected in a form conjugated with BAMG. Seven 
out of 16 lysines of FtsZ were involved in formation of type 2 cross-linked peptides. Thirteen lysine 
residues were found to be involved in type 0 or 1 cross-linked peptides. For two lysine residues (K121 
and K190), no evidence was obtained for conjugation with BAMG, but that does not necessarily mean 
that K121 and K190 are not surface-exposed. It could be that tryptic peptides with these residues 
involved in type 0, type 1, or type 2 cross-linking are too large or ionize insufficiently for detection 
by mass spectrometry. Alternatively, pK values of surface-exposed lysines may vary, implying that 
residues with a relatively high pK value of the side chain amine group are expected to react relatively 
poorly. Note that only the neutral -NH2 group can react with BAMG in a nucleophilic substitution 
reaction, while the protonated -NH3+ group is not reactive. (Figure 2). 

 
Figure 2. The ZapA structure (4P1M, [18]) in yellow and a model of the Escherichia coli FtsZ structure 
[38] in green with lysines involved in cross-links indicated. The K42 of ZapA cross-links with K51 and 
K66 of FtsZ (all blue). K71 and K103 (red) cross-link with each other and K71 cross-links with K69 
(purple). In the upper molecule of the FtsZ dimer, the lysines that were found to cross-link are 
indicated. The C-terminal K380, which is not resolved in the model of the crystal structure, cross-links 
with K133 and K170 (both in red) and with K51 and K66. K141 in FtsZ also cross-links with K133 
(purple). In the lower FtsZ molecule, the lysines that did not provide cross-links are indicated in 
yellow. The GTP connecting the two FtsZ monomers is shown in grey. 

Figure 2. The ZapA structure (4P1M, [18]) in yellow and a model of the Escherichia coli FtsZ structure [38]
in green with lysines involved in cross-links indicated. The K42 of ZapA cross-links with K51 and K66
of FtsZ (all blue). K71 and K103 (red) cross-link with each other and K71 cross-links with K69 (purple).
In the upper molecule of the FtsZ dimer, the lysines that were found to cross-link are indicated. The
C-terminal K380, which is not resolved in the model of the crystal structure, cross-links with K133
and K170 (both in red) and with K51 and K66. K141 in FtsZ also cross-links with K133 (purple). In
the lower FtsZ molecule, the lysines that did not provide cross-links are indicated in yellow. The GTP
connecting the two FtsZ monomers is shown in grey.
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For two cross-links, the distances between Cα atoms of interlinked residues could be determined
in the model of the 3D structure of FtsZ (Figure 2). For the K141–K133 cross-link, this distance is
less than the 20.5 Å that can be spanned by BAMG, while the K141–K66 cross-link exceeds this value
by about 4 Å. Both are intraprotein cross-links, since mass spectra reveal that both their composing
peptides are either labelled by 14N or 15N, while hybrid 14N–15N species are completely lacking
(Figure S2). Therefore, the exceeding by 4 Å of the BAMG-spanning distance between the Cα atoms of
the K141–K66 cross-link in the FtsZ model can be explained either by conformational flexibility in the
peptide segments comprising the linked residues, or by possible coordination errors in the template
structure, or by different conformations of template and target protein. Similarly, the cross-link between
K42 of monomer 1 and K42 of monomer 2 in the globular head of ZapA exceeds the distance of the
BAMG cross-linker. In solution, these two K42 residues apparently have the ability to be closer to each
other than in the crystal structure.

One of the composing peptides in the other seven FtsZ cross-links comprises either the C-terminal
tryptic peptide KQAD (residue 380–383) or the peptide with the nearby residue K367 or both these
peptides. Both cross-linked residues in these peptides, i.e., K380 and K367, are in the C-terminal stretch
of about 55 amino acids, of which the structure is not resolved in FtsZ crystals, and, therefore, is thought
to be largely disordered [39,40]. In the presence of ZapA, all cross-links in which these C-terminal
residues participate are intraprotein species, since 14N–15N hybrid cross-peptides are largely lacking
(Figure 3 and Figure S2C–J). Apparently, the extension of the disordered C-terminal tail is not enough
under these conditions to enable the residues K380 and K367 to form intermolecular covalent linkages
in the presence of BAMG with a neighboring FtsZ molecule.
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Figure 3. Fourier-transform ion cyclotron resonance (FTICR) mass spectra of the cross-link formed in
FtsZ between K380 and K170. In the presence of ZapA, only intraprotein cross-links are formed (trace B).
In the absence of ZapA and in the presence of Ca2+, a mixture of intraprotein and interprotein cross-links
are formed (trace A). Cross-link experiments were carried out with 14N- and 15N-labelled FtsZ added
to the reaction medium in a 1:1 ratio. The monoisotopic peaks in the 14N- (left) and 15N-(right)
labelled peptides are marked m. Composing peptides of an intramolecular cross-link are either both
14N-labelled (A, left spectrum) or 15N-labelled (A, right spectrum). The peak marked with the asterisk
indicates that the extent of 15N labelling was about 95%. The presence of interprotein cross-links is
revealed by the hybrid 14N(LLKVGLR)–15N(KQAD) (a) and the hybrid 15N(LLKVGLR)–14N(KQAD)
(b) spectra. A pure interprotein cross-link is revealed by a 1:1:1:1 peak intensity ratio of the four spectra.
In a mixture of intraprotein and interprotein cross-links, the hybrid spectra have a lower intensity than
the 14N and the 15N spectra.



Int. J. Mol. Sci. 2018, 19, 2928 8 of 20

We did not identify interprotein FtsZ cross-links formed in the presence of ZapA (Table 1), whereas
SDS-PAGE analysis shows the formation of covalently linked FtsZ dimers, trimers, and possible
higher-order FtsZ polymers under these conditions (Figure S1B, right panel, lane 4). Interestingly,
in the presence of Ca2+, interprotein FtsZ cross-links were observed (Figure S2), indicating that the
bundling of FtsZ induced by Ca2+ resulted in a different higher-order structure than that induced
by ZapA. This is also illustrated by the observation that the interprotein cross-links found in the
Ca2+-containing sample were found as intraprotein cross-links in the sample containing ZapA but not
Ca2+. This can be explained by assuming that under bundling conditions FtsZ protofilaments align
close enough to enable C-terminal lysines to form intermolecular cross-links between two opposing
FtsZ strands, whereas the presence of ZapA prevents their association by bridging the FtsZ filaments.

2.4. Interprotein Cross-Links of ZapA

In ZapA, all four lysine residues were involved in type 2 cross-linking resulting in five identified
cross-linked peptides (Figure 2). Three of these must be interprotein cross-links since the cross-links
comprise either two identical linked lysine residues, namely K42-K42 and K103-K103, or two
peptides with overlapping sequences, i.e., the cross-link between K69 and K71 (Table 1). These three
intermolecular cross-links fit in a ZapA dimer with two parallel coiled-coil regions. It is noteworthy
that the distance between both K42 residues in the model based on the crystal structure of ZapA [18]
is 6.4 Å more than the maximum possible distance between BAMG cross-linked lysines, suggesting
flexibility in the head domain of a ZapA dimer. The possible distances in the other two cross-links,
comprising residues K42 and K103 and residues K70 and K103, are much too large in the crystal
structure of ZapA for cross-linking in a dimer with two parallel coiled-coil regions. However, the
cross-links fit well by assuming a linkage between two anti-parallel arranged ZapA dimers. These
results indicate that ZapA forms tetramers, in agreement with previously obtained evidence about the
quaternary structure of ZapA under similar FtsZ polymerization conditions [8].

2.5. Cross-Links between ZapA and FtsZ

Two cross-links were found between ZapA and FtsZ (ZapAK42-FtsZK51 (Figure 4) and
ZapAK42-FtsZK66). K42 of ZapA is located in the globular head domain of this protein, while the
residues K51 and K66 of FtsZ are close enough in space in an FtsZ monomer to explain cross-linking
by one defined binding site between ZapA and FtsZ. Alternatively, each K42 of ZapA was cross-linked
to a different FtsZ monomer. It is well-known that FtsZ molecules form protofilaments in a head-to-tail
arrangement of monomers [41]. Residues K51 and K66 are close to the interface between two
monomers and are also in the vicinity of the GTP binding site. Interestingly, evidence has been
presented that ZapA not only cross-links FtsZ protofilaments but also stimulates longitudinal FtsZ–FtsZ
interactions [9]. This can be explained by assuming binding of ZapA to the FtsZ–FtsZ interface, thereby
stabilizing the FtsZ–FtsZ interaction. ZapA has been reported to reduce the rate of GTP hydrolysis
by FtsZ under conditions that stimulate bundling (10 mM Mg2+ or 10 mM Ca2+) [42], but not under
non-bundling conditions (5 mM MgCl2+) [8]. Therefore, a possible explanation could also be that
binding of ZapA close to the GTP binding site may modulate the GTPase activity, thereby regulating
protofilament formation.
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2.6. ZapA Mutants

To obtain more detailed information on the interaction between FtsZ and ZapA and to be able
to verify the in vitro information, several ZapA mutants were made of residues in the vicinity of the
cross-linked K42 (Table 2).

After establishing the conditions for complete complementation by wild-type (WT) ZapA
expressed from plasmid in strain TB28∆zapA (see Materials and Methods, Figure S3), the ZapA
mutants were expressed in exponentially growing cells in Trypton Yeast (TY) at 37 ◦C at the suboptimal
IPTG concentration of 50 µM to make sure that we would not overlook mutants with a reduced affinity
due to overproduction. Mutations in ZapA could also affect the interaction with ZapB. Therefore, the
cells were fixed and immunolabelled with antibodies against ZapA, FtsZ, and ZapB. In the absence
of ZapA, FtsZ localizes less pronounced at midcell with more cytosolic FtsZ background than in a
wild-type cell. In the absence of ZapA, ZapB localizes at the poles and near the newly synthesized
septa whereas it localizes very focused at midcell in the presence of ZapA (Figure S4). Mutants D32A,
N35A, N35D, Q39A, Q39E, Q39K, and T48R complemented the ∆zapA strain, localized at midcell, and
were able to recruit ZapB (Table 2, Figure 5, supporting information Figure S4). Mutants D32K, K42A,
K42E, R46E, T48D, T50RE51D, and E109K mildly affected the length of the cells with between 2.5%
and 6% of the cells having a cell length of more than 10 µm (Table 2, Figure 5, Figure S4). In these
cells, the balance between midcell localization of ZapA and ZapB and the cytosolic presence of these
proteins shifts towards ZapB. The percentage of cell with a cell length of more than 10 µm of the ZapA
mutants R13D, E51K, and I56K was between 6% and the same value as that of cells expressing an
empty vector, indicating that they did not complement the ∆zapA strain (Table 2, Figure 5, Figure S4),
which is also confirmed by the mislocalization of ZapB in the old and new poles (Figure 5, Figure S4).
Residues R13, D32, R46, T48, E51, and I56 are grouped in or close to a groove in the vicinity of the K42
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cross-linking site (Figure 6), whereas E109 is at the bottom of the groove. Therefore, we assume that
this area is important for the FtsZ binding site or for the correct folding of this site.
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Figure 5. Map of diameter and map of fluorescence profiles and average fluorescence profile of
FtsZ, ZapA, and ZapB of TB28∆zapA [10] expressing ZapA mutants from plasmid. The cells were
grown exponentially in rich medium at 37 ◦C and the OD600 was kept below 0.3. Expression of the
mutants was induced with 50 µM IPTG for six mass doublings. Cells were fixed and immunolabeled as
described in the experimental procedures. Of each sample, from left to right the map of diameter of the
FtsZ-labeled sample, the map of fluorescence of the FtsZ-labeled sample, the map of fluorescence of
the ZapA-labeled sample, and the map of fluorescence of the ZapB labeled sample is shown. The cells
are sorted according to their length in the maps (small cells on top and the longest cell on the bottom of
the map). The number of analyzed cells is indicated and the percentage of cells with a cell length of
more than 10 µm and the S.E.M. from a number (n) of experiments as indicated are shown. Brightness
and contrast reflect the grey values within the map of fluorescence. EV is TB28∆zapA containing the
plasmid pTHV037 [4] with the same resistance marker but without the ZapA gene. All mutants are
shown in the supporting information Figure S4.
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Table 2. Morphology of TB28∆zapA cells grown in Trypton Yeast (TY) at 37 ◦C with ZapA mutants
expressed form plasmid and induced with 50 µM IPTG for six mass doublings.

ZapA Mutants Cell Length ± S.E.M. (µm) n a Cell Length >10 µm ± S.E.M. (%) ZapA Fluorescence b

TB28 4.13 ± 0.05 (2)4 0.1 ± 0.1 100
Empty vector 6.87 ± 0.87 (4)13 12.4 ± 4.3 38

Wild-type 5.02 ± 0.39 (5)15 2.3 ± 1.4 100
R13D 5.70 ± 0.70 (3)9 7.3 ± 3.2 95
D32A 4.81 ± 0.17 (2)3 1.0 ± 0.4 92
D32K 5.11 ± 0.04 (2)4 2.8 ± 1.5 106
N35A 4.54 ± 0.05 (2)3 0.6 ± 0.3 79
N35D 5.05 ± 0.09 (2)3 1.4 ± 1.0 68
Q39A 4.67 ± 1.23 (2)3 0.8 ± 0.3 82
Q39E 4.94 ± 0.12 (1)3 2.4 ± 0.6 104
Q39K 4.96 ± 0.08 (2)3 1.4 ± 0.8 88
K42A 5.22 ± 0.26 (2)5 3.2 ± 1.0 87
K42E 5.20 ± 0.35 (2)4 2.8 ± 1.7 98
R46E 5.85 ± 0.17 (2)5 5.8 ± 0.7 115
T48D 5.86 ± 0.37 (2)6 6.0 ± 1.9 67
T48R 4.60 ± 0.6 (2)5 2.3 ± 1.2 70

T50R, E51D 5.28 ± 0.16 (2)6 3.0 ± 0.7 75
E51K 6.74 ± 0.35 (3)7 10.9 ± 2.9 96
I56K 7.08 ± 0.41 (2)7 12.9 ± 2.3 99

E109K 5.58 ± 0.37 (3)7 4.7 ± 2.3 67
a n is the number of individual repeats of the experiment and the number of technical repeats is given between
brackets. The average length of the cells in the culture is based on the experimental and technical repeats. b The
ZapA fluorescence is expressed as percentage of the fluorescence detected by the expression of the wild-type protein
from plasmid. ZapA immunolabeling was performed two times and in some cases more than two times and the
average ZapA concentration of these experiments is given. TB28 and TB28∆zapA are MG12655 derivatives [10].
S.E.M., standard error of the mean.

2.7. Docking of FtsZ and ZapA

A model of the complex was obtained by information-driven docking with the HADDOCK2.2
webserver [43] (see Methods). For this, a trimer of E. coli FtsZ based on homology structure
prediction [38] was docked against the E. coli ZapA tetramer (4P1M, [18]) using the mutation data
and the two intermolecular cross-links as ambiguous distance restraints (See Table S2). [44]. Because
of the presence of multiple K42 in the ZapA tetramer and also multiple possible K51 and K66 in the
trimer repeat model of FtsZ, the cross-link restraints were defined as ambiguous distance restraints
between those, effectively allowing HADDOCK to select the best pair combination. From the identified
putatively important residues for binding from the mutagenesis study, we used R13, R46, T48, and E51
to drive the docking. Ambiguous interaction restraints were defined from those together with their
symmetry-related residue in the same interface in another ZapA monomer to all solvent-accessible
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residues of the central FtsZ monomer in the trimer repeat. E9 and I56 were excluded because they
are poorly solvent-accessible and E109 was excluded because of its remote position from the patch
formed by the other residues. The docking resulted in 17 clusters (see statistics in Table S3). The top
cluster (#5) contains the overall best scoring model (HADDOCK score of −170 (a.u.). It satisfies the
two cross-links with Cα–Cα distances of ~16 Å and involved two consecutive FtsZ monomers. The
list of interacting amino acid residues for the best model is given in Table S4. The FtsZ filament binds
to the front of the globular domain of ZapA. Both proteins are almost in the same plane at an angle
of about 70◦ (Figure 7). Contact sides of ZapA are the loop 46–51 of one monomer and the residues
R13 and R16 in the other monomer that form together the globular domain of the dog-bone-shaped
protein. The majority of the interacting residues of FtsZ are from one monomer (residues E406, T408,
D410, K414, E438, G455, Q456, A490, E493, and G494 (Table S4)).
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3. Discussion 

Using the BAMG cross-linker, which allows for the MS/MS sequencing of the individual cross-
linked peptides, the interaction sites between FtsZ and ZapA were studied in vitro under non-FtsZ 
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Figure 7. Haddock model of the interaction between a FtsZ filament and the ZapA tetramer. (A) and
(B). Front and back side view of a closeup of the interaction site with the interacting amino acid residues
of both proteins indicated. (C) Distances between the Cα atoms (spheres) of residue K42 of ZapA and
residues K51 and K66 of FtsZ that were found to cross-link. (D) Front and side view of the interacting
proteins. (E) Frontal overview of a FtsZ filament consisting of three monomers and the interacting
ZapA tetramer. (D) Side view of the same molecules with a second FtsZ filament and the cytoplasmic
membrane indicated. The grey spheres at the interface of the FtsZ monomers is GTP.

3. Discussion

Using the BAMG cross-linker, which allows for the MS/MS sequencing of the individual
cross-linked peptides, the interaction sites between FtsZ and ZapA were studied in vitro under
non-FtsZ protofilament bundling conditions. The with high significance detected Type 2 cross-links
that are formed between either two lysines of different protein molecules (intermolecular) or between
two residues within one protein (intramolecular) corroborate a number of observations. In the
presence of ZapA, no intermolecular cross-links between FtsZ molecules were found. A number
of intermolecular cross-links were found in the absence of ZapA but in the presence of Ca2+ that
stimulates bundling of FtsZ. This suggests that the initial activity of ZapA is to bridge FtsZ without
aligning the protofilaments into bundles. This is in agreement with super resolution images of the FtsZ
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ring in bacteria [16,45,46]. In these studies, the ring is depicted as consisting of short protofilaments of
up to 100 nm that are randomly oriented in a structure that has a thickness of about 60 nm and a width
of about 100 nm. For ZapA molecules, the thickness and width of the ring structure was determined to
be 85 and 45 nm, respectively [16]. The thickness and width of both the Z-ring and the ZapA “ring” do
not change [16] but the density of the FtsZ molecules in the ring increases during constriction [16,47].
Depending on whether ZapA density changes in parallel, the number of FtsZ filaments that are bound
by ZapA might change during septum closure.

The C-terminal 57 amino acids sequence of FtsZ that is not resolved and often not even present
in FtsZ crystal structures was found to form only intramolecular cross-links with residues present in
a restricted area with a diameter of only 38.6 Å on one side of the protein in the presence of ZapA.
The confinement of K380 to only intramolecular cross-linking suggests that residues in the flexible
tail find themselves in a relatively small volume most of the time as suggested by [40]. Because ZapA
binds to the other side of FtsZ, it seems unlikely that ZapA would be responsible for the confinement
of the flexible tail. Possibly, the tail adopts multiple conformations in a limited space that disrupt
crystal formation. The amino acid sequence 326–369 in the disordered C-terminal tail of FtsZ is not
important for its function. However, a length between 43 and 95 amino acids is a requirement [40].
This suggests that, in the cell, the binding of FtsA or ZipA to the conserved 11 amino acids at the end
of this tail could increase the freedom of the whole fragment and that this flexibility in the length of the
spacer facilitates the constriction process. The formation of intermolecular cross-links involving K380
under bundling conditions in the absence of ZapA and in the presence of Ca2+ may occur between
neighboring FtsZ protofilaments.

Thus far, it was not known what the interface of the FtsZ–ZapA interactions is. Our results
provide a first indication as FtsZ K51 as well as FtsZ K66 were found to cross-link to K42 of ZapA.
Using site-directed mutagenesis, we have identified a number of residues in the vicinity of K42 in
the globular head of ZapA that included the weakly and non-complementing mutant residues R13D,
D32A/K, R46E, T48D, E51K, I56K, and E109 (Figure 6 and Figure S4). This area seems to be the
most likely candidate for the binding site of FtsZ. On the frontal side of the globular ZapA domain,
a long alpha helix can be found that was also reported [18] to be the interaction site for FtsZ based
on site-directed mutagenesis. However, we have mutated D32 to A and K, one of the residues that
was mutated (D32A) in the Roach et al. study, and found that the mutant’s morphology was only
weakly disturbed with just 3% of the cells having a length of more than 10 µm and were still able to
bind FtsZ to a large extent (supporting information Figure S4). Also, mutation of residues N35 and
Q39 in this helix had no effect on the interaction between ZapA and FtsZ. Based on our results, we
therefore must conclude that amino acids N35 up to Q39 of ZapA are not involved in the binding site
of FtsZ. An explanation for the contradicting results by [18] and our mutagenesis study that we can
envision is that we use untagged ZapA whereas in the other report a His-tagged ZapA was used. In
our experience, the His-tagged version is not fully functional [8]. However, the two His-tags differ in
that the His-tag of [18] has a factor XA proteolytic site and was shown when fused to a wild-type ZapA
to be able to complement a ∆zapA strain, whereas the His-tagged ZapA of [8] had an enterokinase
proteolytic site and was not able to complement such a strain. Possibly, the wild-type ZapA with a
functional His-factor-XA-tag could in the case of the mutants enhance the effect of the mutations due
to steric hindrance. Alternatively, the His-tagged version of ZapA might reveal weak binding sites due
to its destabilizing effect. In the His-tagged version of ZapA case, residues 28–33 of the helix might be
part of a binding site for FtsZ. Sedimentation and electron microscopy studies of [18] using isolated
His6-ZapA mutants showed that the mutants in the C-terminal part of the helix (residues 28, 32, 33,
and 46) had a 70% reduction in affinity for FtsZ and also a reduction of 20% in FtsZ bundling capacity
in vitro. However, using the information on the observed cross-links and mutants and the HADDOCK
software for protein–protein interactions, the obtained model does not find an interaction between the
C-terminal helix of ZapA and FtsZ. Another ZapA mutant N60Y was reported to have lost the ability
to interact with FtsZ [11]. This residue can be found between the coiled-coil domain and the globular
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head of the ZapA dimer adjacent to the C-termini of the second ZapA dimer that form together a
tetramer. Based on the HADDOCK model (Figure 7), it does not seem to be part of the ZapA–FtsZ
interface unless a second binding site exists. Given the delicate position of this residue, the N to Y
mutation might destabilize the tetramer and shift the equilibrium more to the formation of dimers,
such as the I83E mutants described by [29].

In this model (Figure 7), the top of the globular domain of ZapA binds to the FtsZ filament with
the majority of the interactions with one of the FtsZ monomers. Residue R46A of ZapA [18] was not
complementing and R46E in our study was not fully functional suggesting that it is part of the FtsZ
binding site, which is indeed observed in the model. Other residues that were mutated and showed
in vivo localization defects were T48D, E51K, and R13D that were found to interact with FtsZ in the
model. I56K and E109 seem not to be involved in FtsZ binding. Possibly, these mutations affected
the folding of the binding site, reducing the affinity for FtsZ. Minimal medium-grown E. coli cells
have about 1100 ± 77 FtsZ molecules at midcell that are organized as ~45 protofilaments of variable
length up to 100 nm and 40 ± 3 ZapA tetramers at midcell [16,47]. Sufficient ZapA tetramers are
available to bind and cross-link all FtsZ protofilaments into a three-dimensional network. In such an
arrangement, cross-linking of two FtsZ protofilaments by a ZapA tetramer seems to be realistic. In a
recent super resolution study, mEos2-ZapA clusters were found to occupy a slightly smaller zone than
FtsZ-mEos2 [16], suggesting that ZapA is surrounded by FtsZ protofilaments during cell constriction,
which would support a model in which FtsZ filaments could also be bound by one ZapA tetramer.

4. Materials and Methods

4.1. Bacterial Strains and Growth Conditions

FtsZ was isolated from E. coli strain BL21(DE3) pRRE6 [48]. DH5α [49] was used to isolate
plasmid DNA. Strains TB28 and TB28∆zapA [10] were used to determine whether ZapA mutants were
able to complement the absence of wild-type ZapA. Cells were grown in Trypton Yeast broth (TY) at
37 ◦C or in glucose minimal medium (GB1) at 28 ◦C. For 15N-isotope labeling, Ca(NO3)2.4H2O was
replaced by CaCl2 and (15NH4)2SO4 was used to grow the cells in GB1 medium for 15N-FtsZ isolation
(see supporting experimental procedure for details).

4.2.Site-Directed Mutagenesis and Plasmid Construction

Plasmid pGP021 [8] was used as template for site-directed mutagenesis using the Quick change
mutagenesis method (Stratagene, la Jolla, CA, USA) using the primers listed in supporting information
Table S5. The plasmid expresses ZapA from a weakened trc promotor, which is IPTG inducible.
Wild-type ZapA was expressed from plasmid in TB28∆zapA using a range of IPTG concentrations
(0, 10, 20, 50, and 100 µM). Based on the average length of the cells in the culture, induction with
50 µM IPTG for six mass doublings gave complete complementation. All subsequent experiments were
induced using 50 µM IPTG for six mass doublings after which the culture was fixed by formaldehyde
(final concentration 2.8%, Sigma-Aldrich, St. Louis, MS, USA) and glutaraldehyde (final concentration
0.4%, Merck, Kenilworth, NJ, USA) and immunolabelled as described [50] with antibodies against
ZapA [8], FtsZ [51], and ZapB [10]. The ZapA antiserum was routinely purified by immunolabelling
of TB28∆zapA cells to adsorb potential cross-reactive IgG. The supernatant was subsequently used to
label the ZapA mutants.

4.2. Microscopy and Image Analysis

For immunolocalization imaging, the cells were immobilized on 1% agarose [51] and
photographed with a CoolSnap fx (Photometrics) charge-coupled device (CCD) camera mounted
on an Olympus BX-60 fluorescence microscope through an UPLANFl 100×/1.3 oil objective (Olympus,
Tokyo, Japan). Images were taken using modified acquisition software that used the program ImageJ
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by Wayne Rasband and analyzed using Object-J’s Coli-Inspector [47] (see for details supporting
experimental procedures).

4.3. Cross-Linking

FtsZ was isolated as described [52] and ZapA was isolated using a His-tagged version after
which the His-tag was removed by proteolysis as described [8]. Polymerization of FtsZ was studied
by light scattering in 1200 µL polymerization buffer (50 mM HEPES, pH 7.5, 50 mM KCl, 5 mM
MgCl2), 3.4 µM FtsZ, and 6.8 µM ZapA at 30 ◦C. After stabilization of the baseline, polymerization was
initiated by the addition of 60 µM GTP (final concentration) in polymerization buffer. Alternatively,
ZapA and GTP were mixed first and the reaction was initiated by the addition of FtsZ. For the
experiments under bundling conditions, ZapA was omitted and the polymerization reaction contained
10 mM CaCl2. Polymerization in these experiments was initiated by the addition of 30 µM GTP.
Cross-linking experiments were conducted using the same concentrations of FtsZ, ZapA, and GTP
as in the light scattering assays. Shortly before addition to the polymerization reaction, 0.1 mg of
1,4-bis(succimidyl)-3-azidomethylglutaraat (BAMG, [30]) was dissolved in 13 µL acetonitrile (ACN).
After 30–60 s of polymerization reaction (depending on the sample), 100–150 µM BAMG was added
and the sample was briefly vortexed. Discuccinimidyl glutarate (DSG) instead of BAMG was used as a
cross-linker for samples to be subjected to SDS-PAGE analysis. DSG has the same cross-linking
efficiency as BAMG [30]. The sample was left to incubate for 30 min at 30 ◦C after which the
cross-linking reaction was stopped with 10 mM Tris-HCl, pH 7.5.

The sample was concentrated on a 5-kDa cut-off BioMax filter to a volume of 50 µL. To alkylate
cysteines, 100 µL freshly prepared denaturation solution (9 M urea, 30 mM iodoacteamide, 50 mM
Tris-HCl, pH 8) was added and the preparation was incubated at room temperature (RT) for 30 min.
The sample was subsequently diluted with 50 mM Tris-HCl (pH 8), reducing the urea concentration to
2 M, and digested with trypsin (Trypsin Gold, Promega, Madison, WI, USA) ((w/w) 1:20) for 3 h at
37 ◦C. The proteolysis was stopped by the addition of 50 µL 10% TFA, and the sample was stored in
liquid nitrogen.

4.4. Isolation of Cross-Linked Peptides

The isolation procedure for cross-linked peptides was used as described previously [31] with
minor modifications (see supporting experimental procedures).

4.5. Determination of the Amounts of Interprotein and Intraprotein Cross-Links Using 14N- and
15N-Labelled Peptides

In our approach to determine for each cross-link comprising FtsZ peptides the ratio of interprotein
and intraprotein linkages, we mixed equal amounts of 14N- and 15N-labelled proteins in the
cross-linking medium [53]. In intraprotein links, both composing peptides A and B are either 14N- or
15N-labelled, giving rise to a mass spectrum containing two isotope envelopes with a mass difference
between the monoisotopic 14N and 15N peaks depending on the number of N atoms in the cross-linked
peptide pair. An interprotein cross-link between two peptides A and B is characterized by four isotope
envelopes of equal intensity, one of the two additional peaks corresponding to a cross-link composed of
14N-labelled peptide A and 15N-labelled peptide B and the other one composed of 15N-labelled peptide
A and 14N-labelled peptide B. Three peaks are observed if A and B contain an equal number of N atoms.
For each cross-link, the ratio of interprotein and intraprotein species was assessed by determining the
best fit with a measured spectrum. Isotope patterns were calculated with EnviPat Web 1.6 (available
online: http://www.envipat.eawag.ch/index.php) from the chemical formula, which can contain
a mix of isotopes (for example 14N in one peptide and 15N in the other one). For calculations, we
assumed a mass resolution M/∆M = 35,000, in which ∆M is the peak width at half maximal height, and
100% efficiency of 15N incorporation, which is close to the actual 95% efficiency. From the cross-linked
peptide candidates, the chemical formula (Hill-sorted sum formula) was determined with a Bruker

http://www.envipat.eawag.ch/index.php
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Compass Isotope Pattern combined with the chemical formula for the BAMG-cyclooctyne moiety
(C26H31N5O4S) in four combinations 14N-peptide A + 14N-peptide B, 14N-peptide A + 15N-peptide B,
15N-peptide A + 14N-peptide B, and 15N-peptide A + 15N-peptide B.

Fitting of the calculated isotope patterns was determined by visual inspection against the
measured data. The four generated isotope patterns were saved as a comma-separated value list and
combined in Excel with the measured data. A correction for the intensity was made to fit the theoretical
isotope data with the measured data. Relative intensities of the four combinations were calculated
from the sum of the corrected theoretical isotope patterns.

4.6. Identification of Type 2 Cross-Linked Peptides

For identification of isolated cross-linked peptides, we used a previously described method
by [54]. In this approach, the search engine Mascot is used for screening LC-MS/MS data against a
database of all possible combinations of cross-linked peptide pairs in the form of linearized peptide
pairs variably modified at lysine residues with the mass of the cross-linker remnant.

For identification of type 2 cross-links (Figure 1), a database of all possible cross-linked peptides
for interrogation by Mascot was generated by xComb version 1.2 [55]. To this end, both the forward
and reversed amino acid sequences of FtsZ and ZapA of interest were uploaded in UniProt FASTA
format and trypsin was the chosen enzyme for digestion with two missed cleavages allowed. Both intra
and interprotein cross-links were taken into account. The minimum peptide length for each peptide
of the pair was two amino acids with at least one trypsin missed cleavage for amine cross-linking.
The cross-link database was uploaded in Mascot version 2.2. The following parameters were used to
identify candidate type 2 cross-links based on the processed data files from LC-MS/MS experiments:
(i) a “nocleave” enzyme with the nonexisting amino acid “J” as the cleavage site; (ii) one missed
cleavage; (iii) a fixed modification in the form of carbamidomethyl at C; (iv) a variable modification at
K with a group composition of C26H33N5O5S; and (v) oxidized methionine as a variable modification.
With FTICR mass spectrometry, the precursor mass tolerance was set at 20 ppm and the product ion
mass tolerance at 0.05 Da. When searching with MS/MS data obtained with a Quadruple time of
flight (Q-TOF) mass spectrometer, the mass tolerance of both precursor and products ions was set
at 0.4 Da. Identified unmodified peptides and type 0 cross-linked peptides were used for internal
mass calibration. No threshold score was taken into account for nomination by Mascot of candidate
type 2 cross-linked peptides. For validation of type 2 cross-linked peptides nominated by Mascot,
we developed the software tool Yeun Yan [56]. For proposed candidate cross-linked peptides, Yeun
Yan calculates the masses of possible b and y fragments, b and y fragments resulting from water loss
(b0, y0) and ammonia loss (b*, y*), fragment ions resulting from cleavage of the amide bonds formed in
the cross-link reaction, and b, b0, b*, y, y0, and y* fragments resulting from secondary fragmentations
of products of cross-link amide bond cleavages. An ions score (Yeun Yan score) is calculated according
to the equation:

YY score = fassigned/ftotal × 100%, in which fassigned is the total number of matching fragment
ions at 50 ppm (FTICR) or 200 ppm (Q-TOF) mass accuracy, and ftotal is the total number of fragment
ions in the spectrum taken into account, starting from the fragment ion of highest intensity, with a
minimum of 10 fragments. Criteria used for assignment of type 2 cross-links were (i) a mass tolerance
window of 7 ppm (FTICR) or 200 ppm (Q-TOF) for the intact peptide ion, (ii) detection of at least five
unambiguous fragment ions at 0.05 Da (FTICR) or 200 ppm (Q-TOF) mass accuracy for cross-linked
peptides, (iii) detection of at least two fragments at 50 ppm (FTICR) or 200 ppm (Q-TOF) mass accuracy
for each composing peptide, and (iv) a YY score of at least 35. No fragment ions from a composing
peptide with only two amino acids are required for a candidate type 2 cross-link if all other criteria
for assignment are fulfilled and if the expected number of N atoms is in agreement with the mass
difference between the 14N- and 15N-labelled candidate. If more than one candidate for a particular
precursor ion is put forward, only the candidate with the highest score is assigned. If both candidates
have equal scores, none of them will be assigned.
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4.7. Determination of the False Discovery Rate (FDR)

The following definition of FDR is used: FDR = (FP/TP + FP) × 100%, in which FP (false positives)
is the number of assigned decoy peptide MS/MS spectra and TP (target peptides) is the number of
assigned target peptide MS/MS spectra. In decoy peptides, one or both composing peptides have a
reversed sequence, while in target peptides both composing peptides have forward sequences.

4.8. Docking

The HADDOCK2.2 web server [43,44] was used to generate a model of the interaction of FtsZ with
ZapA. All molecular images were produced using PyMOL. Docking of FtsZ and ZapA was performed
by the HADDOCK software. The two intermolecular cross-links were defined as ambiguous distance
restraints between the two symmetry-related LYS42 of ZapA and the three LYS51 and LYS66 of the
three FtsZ monomers in the trimeric model used as the starting point for the docking. A trimer model
of FtsZ was used for docking to mask the FtsZ–FtsZ interfaces in the fiber. Ambiguous interaction
restraints were defined from the mutated residues on ZapA (R13, R46, T48, E51) (considering both
possible residues at the interface because of the internal symmetry) to the solvent-accessible residues
of the central FtsZ monomer in the trimer repeat model using a 40% relative solvent accessibility
as calculated using NACCESS [57] (see Table S2). Since ZapA is a tetramer, for the docking, since
HADDOCK only accepts a single chain per model, the number of the 2nd, 3rd, and 4th monomers
was shifted by 200, 400, and 600, respectively. Similarly, a residue number shift of 400 and 800 was
applied to the 2nd and 3rd FtsZ monomers, respectively. Default HADDOCK settings were used
for the docking, generating 1000/200/200 models from the three subsequent stages of HADDOCK,
namely rigid-body docking, semi-flexible refinement, and final refinement in water. The final models
were clustered based on the fraction of common contacts [57] using a 0.75 cutoff. The HADDOCK
parameter web-file S1 containing all input data and settings is provided as supplementary material
together with the PDB coordinates of the best model (PBP S1 cluster 5.1).

5. Conclusions

• BAMG X-linking yields inter and intracross-links very accurately.
• ZapA keeps FtsZ protofilaments apart as no X-links between two different FtsZ molecules were

found in the presence of ZapA. In contrast, under protofilament bundling conditions, i.e., in the
presence of Ca2+, a number of cross-links between different FtsZ molecules was found.

• The structurally disordered C-terminal 55 amino acids of FtsZ occupied a limited space and are
likely not extended in the absence of other cell division proteins.

• Cross-links confirm the tetrameric structure of ZapA in solution.
• The FtsZ filament binds to the front of the globular domain of ZapA. Both proteins are almost in

the same plane at an angle of about 70◦. Sufficient ZapA is present in the cells to cross-link most
FtsZ protofilaments.

Supplementary Materials: Supplementary materials can be found at http://www.mdpi.com/1422-0067/19/10/
2928/s1.

Author Contributions: Conceptualization, T.d.B. and L.d.J.; Methodology, all authors; Protein isolation and
crosslinking M.G.N. and T.M.; Site directed mutagenesis, Immunolabeling and imaging N.Y.M and JvH; Software,
H.B. and A.M.J.J.B.; Validation, W.R., L.d.J., and T.d.B.; Mass Spectrometry analysis W.R., L.d.J. and L.J.d.K.;
Formal Analysis, W.R., L.d.J., and T.d.B.; Writing (Original Draft Preparation), T.d.B. and L.d.J.; Writing (Review &
Editing), all authors; Visualization, W.R., T.d.B., and L.d.J.; Supervision, C.G.d.K., T.d.B. and L.d.J.; Funding, T.d.B.

Funding: T.d.B. and J.V. were supported by the DIVINOCELL project of the European Commission
(FP7-Health-2007-B-223431). NYM was supported by the NWO, ALW open program (822.02.019) H.B. received a
grant for a Ph. D. program at the University of Amsterdam from the Higher Education Commission of the Royal
Thai Government.

http://www.mdpi.com/1422-0067/19/10/2928/s1
http://www.mdpi.com/1422-0067/19/10/2928/s1


Int. J. Mol. Sci. 2018, 19, 2928 18 of 20

Acknowledgments: We thank Paulino Gomez-Puertas of the Centro de Biología Molecular “Severo Ochoa” of
the Campus UAM, Cantoblanco, Madrid, Spain for the gift of the model of the Escherichia coli FtsZ structure. We
thank Berivan Temiz, Eray Tarhan, Elly Lewerissa, and Sezer Akgöl for technical assistance.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Den Blaauwen, T.; Hamoen, L.W.; Levin, P.A. The divisome at 25: The road ahead. Curr. Opin. Microbiol.
2017, 36, 85–94. [CrossRef] [PubMed]

2. Den Blaauwen, T.; Buddelmeijer, N.; Aarsman, M.E.; Hameete, C.M.; Nanninga, N. Timing of FtsZ assembly
in Escherichia coli. J. Bacteriol. 1999, 181, 5167–5175. [PubMed]

3. Van der Ploeg, R.; Verheul, J.; Vischer, N.O.E.; Alexeeva, S.; Hoogendoorn, E.; Postma, M.; Banzhaf, M.;
Vollmer, W.; den Blaauwen, T. Colocalization and interaction between elongasome and divisome during a
preparative cell division phase in Escherichia coli. Mol. Microbiol. 2013, 87, 1074–1087. [CrossRef] [PubMed]

4. Den Blaauwen, T.; Aarsman, M.E.G.; Vischer, N.O.E.; Nanninga, N. Penicillin-binding protein PBP2 of
Escherichia coli localizes preferentially in the lateral wall and at mid-cell in comparison with the old cell pole.
Mol. Microbiol. 2003, 47, 539–547. [CrossRef] [PubMed]

5. De Pedro, M.A.; Quintela, J.C.; Höltje, J.V.; Schwarz, H. Murein segregation in Escherichia coli. J. Bacteriol.
1997, 179, 2823–2834. [CrossRef] [PubMed]

6. Pichoff, S.; Lutkenhaus, J. Unique and overlapping roles for ZipA and FtsA in septal ring assembly in
Escherichia coli. EMBO J. 2002, 21, 685–693. [CrossRef] [PubMed]

7. Monahan, L.G.; Robinson, A.; Harry, E.J. Lateral FtsZ association and the assembly of the cytokinetic Z ring
in bacteria. Mol. Microbiol. 2009, 74, 1004–1017. [CrossRef] [PubMed]

8. Mohammadi, T.; Ploeger, G.E.J.; Verheul, J.; Comvalius, A.D.; Martos, A.; Alfonso, C.; van Marle, J.; Rivas, G.;
den Blaauwen, T. The GTPase activity of Escherichia coli FtsZ determines the magnitude of the FtsZ polymer
bundling by ZapA in vitro. Biochemistry 2009, 48, 11056–11066. [CrossRef] [PubMed]

9. Dajkovic, A.; Pichoff, S.; Lutkenhaus, J.; Wirtz, D. Cross-linking FtsZ polymers into coherent Z rings.
Mol. Microbiol. 2010, 78, 651–668. [CrossRef] [PubMed]

10. Galli, E.; Gerdes, K. Spatial resolution of two bacterial cell division proteins: ZapA recruits ZapB to the inner
face of the Z-ring. Mol. Microbiol. 2010, 76, 1514–1526. [CrossRef] [PubMed]

11. Buss, J.A.; Peters, N.T.; Xiao, J.; Bernhardt, T.G. ZapA and ZapB form an FtsZ-independent structure at
midcell. Mol. Microbiol. 2017, 104, 652–663. [CrossRef]

12. Ebersbach, G.; Galli, E.; Møller-Jensen, J.; Löwe, J.; Gerdes, K. Novel coiled-coil cell division factor ZapB
stimulates Z ring assembly and cell division. Mol. Microbiol. 2008, 68, 720–735. [CrossRef] [PubMed]

13. Buss, J.; Coltharp, C.; Shtengel, G.; Yang, X.; Hess, H.; Xiao, J. A Multi-layered Protein Network Stabilizes the
Escherichia coli FtsZ-ring and Modulates Constriction Dynamics. PLoS Genet. 2015, 11, e1005128. [CrossRef]
[PubMed]

14. Espeli, O.; Borne, R.; Dupaigne, P.; Thiel, A.; Gigant, E.; Mercier, R.; Boccard, F. A MatP-divisome interaction
coordinates chromosome segregation with cell division in E. coli. EMBO J. 2012, 31, 3198–3211. [CrossRef]
[PubMed]

15. Mercier, R.; Petit, M.-A.; Schbath, S.; Robin, S.; El Karoui, M.; Boccard, F.; Espéli, O. The MatP/matS
site-specific system organizes the terminus region of the E. coli chromosome into a macrodomain. Cell 2008,
135, 475–485. [CrossRef] [PubMed]

16. Coltharp, C.; Buss, J.; Plumer, T.M.; Xiao, J. Defining the rate-limiting processes of bacterial cytokinesis.
Proc. Natl. Acad. Sci. USA 2016, 113, E1044–E1053. [CrossRef] [PubMed]

17. Low, H.H.; Moncrieffe, M.C.; Löwe, J. The crystal structure of ZapA and its modulation of FtsZ
polymerisation. J. Mol. Biol. 2004, 341, 839–852. [CrossRef] [PubMed]

18. Roach, E.J.; Kimber, M.S.; Khursigara, C.M. Crystal structure and site-directed mutational analysis reveals key
residues involved in Escherichia coli ZapA function. J. Biol. Chem. 2014, 289, 23276–23286. [CrossRef] [PubMed]

19. Galli, E.; Gerdes, K. FtsZ-ZapA-ZapB Interactome of Escherichia coli. J. Bacteriol. 2012, 194, 292–302. [CrossRef]
[PubMed]

20. Oliva, M.A.; Trambaiolo, D.; Löwe, J. Structural insights into the conformational variability of FtsZ.
J. Mol. Biol. 2007, 373, 1229–1242. [CrossRef] [PubMed]

http://dx.doi.org/10.1016/j.mib.2017.01.007
http://www.ncbi.nlm.nih.gov/pubmed/28254403
http://www.ncbi.nlm.nih.gov/pubmed/10464184
http://dx.doi.org/10.1111/mmi.12150
http://www.ncbi.nlm.nih.gov/pubmed/23387922
http://dx.doi.org/10.1046/j.1365-2958.2003.03316.x
http://www.ncbi.nlm.nih.gov/pubmed/12519203
http://dx.doi.org/10.1128/jb.179.9.2823-2834.1997
http://www.ncbi.nlm.nih.gov/pubmed/9139895
http://dx.doi.org/10.1093/emboj/21.4.685
http://www.ncbi.nlm.nih.gov/pubmed/11847116
http://dx.doi.org/10.1111/j.1365-2958.2009.06914.x
http://www.ncbi.nlm.nih.gov/pubmed/19843223
http://dx.doi.org/10.1021/bi901461p
http://www.ncbi.nlm.nih.gov/pubmed/19842714
http://dx.doi.org/10.1111/j.1365-2958.2010.07352.x
http://www.ncbi.nlm.nih.gov/pubmed/20969647
http://dx.doi.org/10.1111/j.1365-2958.2010.07183.x
http://www.ncbi.nlm.nih.gov/pubmed/20487275
http://dx.doi.org/10.1111/mmi.13655
http://dx.doi.org/10.1111/j.1365-2958.2008.06190.x
http://www.ncbi.nlm.nih.gov/pubmed/18394147
http://dx.doi.org/10.1371/journal.pgen.1005128
http://www.ncbi.nlm.nih.gov/pubmed/25848771
http://dx.doi.org/10.1038/emboj.2012.128
http://www.ncbi.nlm.nih.gov/pubmed/22580828
http://dx.doi.org/10.1016/j.cell.2008.08.031
http://www.ncbi.nlm.nih.gov/pubmed/18984159
http://dx.doi.org/10.1073/pnas.1514296113
http://www.ncbi.nlm.nih.gov/pubmed/26831086
http://dx.doi.org/10.1016/j.jmb.2004.05.031
http://www.ncbi.nlm.nih.gov/pubmed/15288790
http://dx.doi.org/10.1074/jbc.M114.561928
http://www.ncbi.nlm.nih.gov/pubmed/25002581
http://dx.doi.org/10.1128/JB.05821-11
http://www.ncbi.nlm.nih.gov/pubmed/22056926
http://dx.doi.org/10.1016/j.jmb.2007.08.056
http://www.ncbi.nlm.nih.gov/pubmed/17900614


Int. J. Mol. Sci. 2018, 19, 2928 19 of 20

21. Elsen, N.L.; Lu, J.; Parthasarathy, G.; Reid, J.C.; Sharma, S.; Soisson, S.M.; Lumb, K.J. Mechanism of action of
the cell-division inhibitor PC190723: Modulation of FtsZ assembly cooperativity. J. Am. Chem. Soc. 2012, 134,
12342–12345. [CrossRef] [PubMed]

22. Buske, P.J.; Levin, P.A. A flexible C-terminal linker is required for proper FtsZ assembly in vitro and
cytokinetic ring formation in vivo. Mol. Microbiol. 2013, 89, 249–263. [CrossRef] [PubMed]

23. Sundararajan, K.; Miguel, A.; Desmarais, S.M.; Meier, E.L.; Casey Huang, K.; Goley, E.D. The bacterial
tubulin FtsZ requires its intrinsically disordered linker to direct robust cell wall construction. Nat. Commun.
2015, 6, 7281. [CrossRef] [PubMed]

24. Schumacher, M.A.; Huang, K.-H.; Zeng, W.; Janakiraman, A. Structure of the Z Ring-associated Protein,
ZapD, Bound to the C-terminal Domain of the Tubulin-like Protein, FtsZ, Suggests Mechanism of Z Ring
Stabilization through FtsZ Cross-linking. J. Biol. Chem. 2017, 292, 3740–3750. [CrossRef] [PubMed]

25. Liu, Z.; Mukherjee, A.; Lutkenhaus, J. Recruitment of ZipA to the division site by interaction with FtsZ.
Mol. Microbiol. 1999, 31, 1853–1861. [CrossRef] [PubMed]

26. Ma, X.; Margolin, W. Genetic and functional analyses of the conserved C-terminal core domain of
Escherichia coli FtsZ. J. Bacteriol. 1999, 181, 7531–7544. [PubMed]

27. Haney, S.A.; Glasfeld, E.; Hale, C.; Keeney, D.; He, Z.; de Boer, P. Genetic analysis of the Escherichia coli
FtsZ.ZipA interaction in the yeast two-hybrid system. Characterization of FtsZ residues essential for the
interactions with ZipA and with FtsA. J. Biol. Chem. 2001, 276, 11980–11987. [CrossRef] [PubMed]

28. Mosyak, L.; Zhang, Y.; Glasfeld, E.; Haney, S.; Stahl, M.; Seehra, J.; Somers, W.S. The bacterial cell-division
protein ZipA and its interaction with an FtsZ fragment revealed by X-ray crystallography. EMBO J. 2000, 19,
3179–3191. [CrossRef] [PubMed]

29. Pacheco-Gómez, R.; Cheng, X.; Hicks, M.R.; Smith, C.J.I.; Roper, D.I.; Addinall, S.; Rodger, A.; Dafforn, T.R.
Tetramerization of ZapA is required for FtsZ bundling. Biochem. J. 2013, 449, 795–802. [PubMed]

30. Kasper, P.T.; Back, J.W.; Vitale, M.; Hartog, A.F.; Roseboom, W.; de Koning, L.J.; van Maarseveen, J.H.;
Muijsers, A.O.; de Koster, C.G.; de Jong, L. An aptly positioned azido group in the spacer of a protein
cross-linker for facile mapping of lysines in close proximity. ChemBioChem 2007, 8, 1281–1292. [PubMed]

31. Buncherd, H.; Nessen, M.A.; Nouse, N.; Stelder, S.K.; Roseboom, W.; Dekker, H.L.; Arents, J.C.; Smeenk, L.E.;
Wanner, M.J.; van Maarseveen, J.H.; et al. Selective enrichment and identification of cross-linked peptides to
study 3-D structures of protein complexes by mass spectrometry. J. Proteom. 2012, 75, 2205–2215. [CrossRef]
[PubMed]

32. Sossong, T.M.; Brigham-Burke, M.R.; Hensley, P.; Pearce, K.H. Self-Activation of Guanosine Triphosphatase
Activity by Oligomerization of the Bacterial Cell Division Protein FtsZ. Biochemistry 1999, 38, 14843–14850.
[CrossRef] [PubMed]

33. González, J.M.; Vélez, M.; Jiménez, M.; Alfonso, C.; Schuck, P.; Mingorance, J.; Vicente, M.; Minton, A.P.; Rivas, G.
Cooperative behavior of Escherichia coli cell-division protein FtsZ assembly involves the preferential cyclization
of long single-stranded fibrils. Proc. Natl. Acad. Sci. USA 2005, 102, 1895–1900. [CrossRef] [PubMed]

34. Caplan, M.R.; Erickson, H.P. Apparent cooperative assembly of the bacterial cell division protein FtsZ
demonstrated by isothermal titration calorimetry. J. Biol. Chem. 2003, 278, 13784–13788. [CrossRef] [PubMed]

35. Chen, Y.; Bjornson, K.; Redick, S.D.; Erickson, H.P. A rapid fluorescence assay for FtsZ assembly indicates
cooperative assembly with a dimer nucleus. Biophys. J. 2004, 88, 505–514. [CrossRef] [PubMed]

36. Romberg, L.; Levin, P.A. Assembly dynamics of the bacterial cell division protein FTSZ: Poised at the edge
of stability. Annu. Rev. Microbiol. 2003, 57, 125–154. [CrossRef] [PubMed]

37. Schilling, B.; Row, R.H.; Gibson, B.W.; Guo, X.; Young, M.M. MS2Assign, automated assignment and
nomenclature of tandem mass spectra of chemically crosslinked peptides. J. Am. Soc. Mass Spectrom. 2003,
14, 834–850. [CrossRef]

38. Mendieta, J.; Rico, A.I.; López-Viñas, E.; Vicente, M.; Mingorance, J.; Gómez-Puertas, P. Structural and
Functional Model for Ionic (K+/Na+) and pH Dependence of GTPase Activity and Polymerization of FtsZ,
the Prokaryotic Ortholog of Tubulin. J. Mol. Biol. 2009, 390, 17–25. [CrossRef] [PubMed]

39. Buske, P.J.; Mittal, A.; Pappu, R.V.; Levin, P.A. An intrinsically disordered linker plays a critical role in
bacterial cell division. Semin. Cell Dev. Biol. 2015, 37, 3–10. [CrossRef] [PubMed]

40. Gardner, K.A.J.A.; Moore, D.A.; Erickson, H.P. The C-terminal linker of Escherichia coli FtsZ functions as an
intrinsically disordered peptide. Mol. Microbiol. 2013, 89, 264–275. [CrossRef] [PubMed]

http://dx.doi.org/10.1021/ja303564a
http://www.ncbi.nlm.nih.gov/pubmed/22793495
http://dx.doi.org/10.1111/mmi.12272
http://www.ncbi.nlm.nih.gov/pubmed/23692518
http://dx.doi.org/10.1038/ncomms8281
http://www.ncbi.nlm.nih.gov/pubmed/26099469
http://dx.doi.org/10.1074/jbc.M116.773192
http://www.ncbi.nlm.nih.gov/pubmed/28100778
http://dx.doi.org/10.1046/j.1365-2958.1999.01322.x
http://www.ncbi.nlm.nih.gov/pubmed/10209756
http://www.ncbi.nlm.nih.gov/pubmed/10601211
http://dx.doi.org/10.1074/jbc.M009810200
http://www.ncbi.nlm.nih.gov/pubmed/11278571
http://dx.doi.org/10.1093/emboj/19.13.3179
http://www.ncbi.nlm.nih.gov/pubmed/10880432
http://www.ncbi.nlm.nih.gov/pubmed/23098212
http://www.ncbi.nlm.nih.gov/pubmed/17600791
http://dx.doi.org/10.1016/j.jprot.2012.01.025
http://www.ncbi.nlm.nih.gov/pubmed/22326961
http://dx.doi.org/10.1021/bi990917e
http://www.ncbi.nlm.nih.gov/pubmed/10555966
http://dx.doi.org/10.1073/pnas.0409517102
http://www.ncbi.nlm.nih.gov/pubmed/15684053
http://dx.doi.org/10.1074/jbc.M300860200
http://www.ncbi.nlm.nih.gov/pubmed/12566454
http://dx.doi.org/10.1529/biophysj.104.044149
http://www.ncbi.nlm.nih.gov/pubmed/15475583
http://dx.doi.org/10.1146/annurev.micro.57.012903.074300
http://www.ncbi.nlm.nih.gov/pubmed/14527275
http://dx.doi.org/10.1016/S1044-0305(03)00327-1
http://dx.doi.org/10.1016/j.jmb.2009.05.018
http://www.ncbi.nlm.nih.gov/pubmed/19447111
http://dx.doi.org/10.1016/j.semcdb.2014.09.017
http://www.ncbi.nlm.nih.gov/pubmed/25305578
http://dx.doi.org/10.1111/mmi.12279
http://www.ncbi.nlm.nih.gov/pubmed/23714328


Int. J. Mol. Sci. 2018, 19, 2928 20 of 20

41. Scheffers, D.-J.; de Wit, J.G.; den Blaauwen, T.; Driessen, A.J.M. GTP hydrolysis of cell division protein
FtsZ: Evidence that the active site is formed by the association of monomers. Biochemistry 2002, 41, 521–529.
[CrossRef] [PubMed]

42. Small, E.; Marrington, R.; Rodger, A.; Scott, D.J.; Sloan, K.; Roper, D.; Dafforn, T.R.; Addinall, S.G. FtsZ
polymer-bundling by the Escherichia coli ZapA orthologue, YgfE, involves a conformational change in bound
GTP. J. Mol. Biol. 2007, 369, 210–221. [CrossRef] [PubMed]

43. Van Zundert, G.C.P.; Rodrigues, J.P.G.L.M.; Trellet, M.; Schmitz, C.; Kastritis, P.L.; Karaca, E.;
Melquiond, A.S.J.; van Dijk, M.; de Vries, S.J.; Bonvin, A.M.J.J. The HADDOCK2.2 Web Server: User-Friendly
Integrative Modeling of Biomolecular Complexes. J. Mol. Biol. 2016, 428, 720–725. [CrossRef] [PubMed]

44. Dominguez, C.; Boelens, R.; Bonvin, A.M.J.J. HADDOCK: A protein-protein docking approach based on
biochemical or biophysical information. J. Am. Chem. Soc. 2003, 125, 1731–1737. [CrossRef] [PubMed]

45. Vedyaykin, A.D.; Vishnyakov, I.E.; Polinovskaya, V.S.; Khodorkovskii, M.A.; Sabantsev, A.V. New insights
into FtsZ rearrangements during the cell division of Escherichia coli from single-molecule localization
microscopy of fixed cells. Microbiologyopen 2016, 5, 378–386. [CrossRef] [PubMed]

46. Buss, J.; Coltharp, C.; Huang, T.; Pohlmeyer, C.; Wang, S.-C.; Hatem, C.; Xiao, J. In vivo organization of the
FtsZ-ring by ZapA and ZapB revealed by quantitative super-resolution microscopy. Mol. Microbiol. 2013, 89,
1099–1120. [CrossRef] [PubMed]

47. Vischer, N.O.E.; Verheul, J.; Postma, M.; van den Berg van Saparoea, B.; Galli, E.; Natale, P.; Gerdes, K.;
Luirink, J.; Vollmer, W.; Vicente, M.; et al. Cell age dependent concentration of Escherichia coli divisome
proteins analyzed with ImageJ and ObjectJ. Front. Microbiol. 2015, 6, 586. [CrossRef] [PubMed]

48. Läppchen, T.; Hartog, A.F.; Pinas, V.A.; Koomen, G.-J.; den Blaauwen, T. GTP analogue inhibits
polymerization and GTPase activity of the bacterial protein FtsZ without affecting its eukaryotic homologue
tubulin. Biochemistry 2005, 44, 7879–7884. [CrossRef] [PubMed]

49. Hanahan, D. Studies on transformation of Escherichia coli with plasmids. J. Mol. Biol. 1983, 166, 557–580.
[CrossRef]

50. Buddelmeier, N.; Aarsman, M.E.G.; den Blaauwen, T. Immunolabeling of Proteins in Situ in Escherichia coli
K12 Strains. Bio-Protocol 2013, 3, 1–4.

51. Koppelman, C.-M.; Aarsman, M.E.G.; Postmus, J.; Pas, E.; Muijsers, A.O.; Scheffers, D.-J.; Nanninga, N.;
den Blaauwen, T. R174 of Escherichia coli FtsZ is involved in membrane interaction and protofilament
bundling, and is essential for cell division. Mol. Microbiol. 2004, 51, 645–657. [CrossRef] [PubMed]

52. Läppchen, T.; Pinas, V.A.; Hartog, A.F.; Koomen, G.-J.; Schaffner-Barbero, C.; Andreu, J.M.; Trambaiolo, D.;
Löwe, J.; Juhem, A.; Popov, A.V.; et al. Probing FtsZ and tubulin with C8-substituted GTP analogs reveals
differences in their nucleotide binding sites. Chem. Biol. 2008, 15, 189–199. [CrossRef] [PubMed]

53. Taverner, T.; Hall, N.E.; O’Hair, R.A.J.; Simpson, R.J. Characterization of an antagonist interleukin-6 dimer
by stable isotope labeling, cross-linking, and mass spectrometry. J. Biol. Chem. 2002, 277, 46487–46492.
[CrossRef] [PubMed]

54. Maiolica, A.; Cittaro, D.; Borsotti, D.; Sennels, L.; Ciferri, C.; Tarricone, C.; Musacchio, A.; Rappsilber, J.
Structural analysis of multiprotein complexes by cross-linking, mass spectrometry, and database searching.
Mol. Cell. Proteom. 2007, 6, 2200–2211. [CrossRef] [PubMed]

55. Panchaud, A.; Singh, P.; Shaffer, S.A.; Goodlett, D.R. xComb: A cross-linked peptide database approach to
protein-protein interaction analysis. J. Proteome Res. 2010, 9, 2508–2515. [CrossRef] [PubMed]

56. Buncherd, H.; Roseboom, W.; Ghavim, B.; Du, W.; de Koning, L.J.; de Koster, C.G.; de Jong, L. Isolation of
cross-linked peptides by diagonal strong cation exchange chromatography for protein complex topology
studies by peptide fragment fingerprinting from large sequence databases. J. Chromatogr. A 2014, 1348, 34–46.
[CrossRef] [PubMed]

57. Rodrigues, J.P.G.L.M.; Trellet, M.; Schmitz, C.; Kastritis, P.; Karaca, E.; Melquiond, A.S.J.; Bonvin, A.M.J.J.
Clustering biomolecular complexes by residue contacts similarity. Proteins 2012, 80, 1810–1817. [CrossRef]
[PubMed]

© 2018 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1021/bi011370i
http://www.ncbi.nlm.nih.gov/pubmed/11781090
http://dx.doi.org/10.1016/j.jmb.2007.03.025
http://www.ncbi.nlm.nih.gov/pubmed/17428494
http://dx.doi.org/10.1016/j.jmb.2015.09.014
http://www.ncbi.nlm.nih.gov/pubmed/26410586
http://dx.doi.org/10.1021/ja026939x
http://www.ncbi.nlm.nih.gov/pubmed/12580598
http://dx.doi.org/10.1002/mbo3.336
http://www.ncbi.nlm.nih.gov/pubmed/26840800
http://dx.doi.org/10.1111/mmi.12331
http://www.ncbi.nlm.nih.gov/pubmed/23859153
http://dx.doi.org/10.3389/fmicb.2015.00586
http://www.ncbi.nlm.nih.gov/pubmed/26124755
http://dx.doi.org/10.1021/bi047297o
http://www.ncbi.nlm.nih.gov/pubmed/15910002
http://dx.doi.org/10.1016/S0022-2836(83)80284-8
http://dx.doi.org/10.1046/j.1365-2958.2003.03876.x
http://www.ncbi.nlm.nih.gov/pubmed/14731269
http://dx.doi.org/10.1016/j.chembiol.2007.12.013
http://www.ncbi.nlm.nih.gov/pubmed/18291323
http://dx.doi.org/10.1074/jbc.M207370200
http://www.ncbi.nlm.nih.gov/pubmed/12235153
http://dx.doi.org/10.1074/mcp.M700274-MCP200
http://www.ncbi.nlm.nih.gov/pubmed/17921176
http://dx.doi.org/10.1021/pr9011816
http://www.ncbi.nlm.nih.gov/pubmed/20302351
http://dx.doi.org/10.1016/j.chroma.2014.04.083
http://www.ncbi.nlm.nih.gov/pubmed/24819016
http://dx.doi.org/10.1002/prot.24078
http://www.ncbi.nlm.nih.gov/pubmed/22489062
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Optimization of Cross-Linking Conditions for Mass Spectrometric Analysis 
	Cross-Links are Identified at a Low False Discovery Rate 
	Cross-Links between FtsZ Molecules 
	Interprotein Cross-Links of ZapA 
	Cross-Links between ZapA and FtsZ 
	ZapA Mutants 
	Docking of FtsZ and ZapA 

	Discussion 
	Materials and Methods 
	Bacterial Strains and Growth Conditions 
	Microscopy and Image Analysis 
	Cross-Linking 
	Isolation of Cross-Linked Peptides 
	Determination of the Amounts of Interprotein and Intraprotein Cross-Links Using 14N- and 15N-Labelled Peptides 
	Identification of Type 2 Cross-Linked Peptides 
	Determination of the False Discovery Rate (FDR) 
	Docking 

	Conclusions 
	References

