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ABSTRACT Contact-dependent growth inhibition (CDI) systems encode CdiA effec-
tors, which bind to specific receptors on neighboring bacteria and deliver C-terminal
toxin domains to suppress target cell growth. Two classes of CdiA effectors that
bind distinct cell surface receptors have been identified, but the molecular basis of
receptor specificity is not understood. Alignment of BamA-specific CdiAEC93 from
Escherichia coli EC93 and OmpC-specific CdiAEC536 from E. coli 536 suggests that the
receptor-binding domain resides within a central region that varies between the two
effectors. In support of this hypothesis, we find that CdiAEC93 fragments containing
residues Arg1358 to Phe1646 bind specifically to purified BamA. Moreover, chimeric
CdiAEC93 that carries the corresponding sequence from CdiAEC536 is endowed with
OmpC-binding activity, demonstrating that this region dictates receptor specificity. A
survey of E. coli CdiA proteins reveals two additional effector classes, which presum-
ably recognize distinct receptors. Using a genetic approach, we identify the outer
membrane nucleoside transporter Tsx as the receptor for a third class of CdiA effec-
tors. Thus, CDI systems exploit multiple outer membrane proteins to identify and en-
gage target cells. These results underscore the modularity of CdiA proteins and sug-
gest that novel effectors can be constructed through genetic recombination to
interchange different receptor-binding domains and toxic payloads.

IMPORTANCE CdiB/CdiA two-partner secretion proteins mediate interbacterial com-
petition through the delivery of polymorphic toxin domains. This process, known as
contact-dependent growth inhibition (CDI), requires stable interactions between the
CdiA effector protein and specific receptors on the surface of target bacteria. Here,
we localize the receptor-binding domain to the central region of E. coli CdiA.
Receptor-binding domains vary between CdiA proteins, and E. coli strains collectively
encode at least four distinct effector classes. Further, we show that receptor specific-
ity can be altered by exchanging receptor-binding regions, demonstrating the mod-
ularity of this domain. We propose that novel CdiA effectors are naturally generated
through genetic recombination to interchange different receptor-binding domains
and toxin payloads.

KEYWORDS bacterial competition, cell-cell adhesion, self/nonself discrimination,
toxin immunity proteins, type V secretion system

Bacteria have long been known to compete with one another using diffusible
antibiotics and bacteriocins (1, 2). More recently, type IV, V, and VI secretion

systems have been found to mediate interbacterial competition in a proximity-
dependent manner (3–6). This phenomenon was first described for Escherichia coli
isolate EC93, which uses a type Vb secretion system to bind and inhibit the growth of
other E. coli cells (3). Because this inhibition requires direct cell-to-cell contact, the

Received 21 February 2017 Accepted 1
March 2017 Published 28 March 2017

Citation Ruhe ZC, Nguyen JY, Xiong J,
Koskiniemi S, Beck CM, Perkins BR, Low DA,
Hayes CS. 2017. CdiA effectors use modular
receptor-binding domains to recognize target
bacteria. mBio 8:e00290-17. https://doi.org/10
.1128/mBio.00290-17.

Editor Michael T. Laub, Massachusetts Institute
of Technology

Copyright © 2017 Ruhe et al. This is an open-
access article distributed under the terms of
the Creative Commons Attribution 4.0
International license.

Address correspondence to Christopher S.
Hayes, chayes@lifesci.ucsb.edu.

* Present address: Sanna Koskiniemi,
Department of Cell and Molecular Biology,
Uppsala University, Uppsala, Sweden; Christina
M. Beck, Icahn School of Medicine at Mount
Sinai, New York, New York, USA; Basil R. Perkins,
Department of Biology, Barnard College, New
York, New York, USA.

This article is a direct contribution from a
Fellow of the American Academy of
Microbiology. External solicited reviewers:
Thomas Bernhardt, Harvard Medical School;
Michael Ibba, The Ohio State University.

RESEARCH ARTICLE

crossm

March/April 2017 Volume 8 Issue 2 e00290-17 ® mbio.asm.org 1

 
m

bio.asm
.org

 on June 20, 2017 - P
ublished by 

m
bio.asm

.org
D

ow
nloaded from

 

https://doi.org/10.1128/mBio.00290-17
https://doi.org/10.1128/mBio.00290-17
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
mailto:chayes@lifesci.ucsb.edu
http://crossmark.crossref.org/dialog/?doi=10.1128/mBio.00290-17&domain=pdf&date_stamp=2017-3-28
http://mbio.asm.org
http://mbio.asm.org/
http://mbio.asm.org/


mechanism has been termed contact-dependent growth inhibition (CDI). Related CDI
systems have since been identified and characterized in other Gram-negative bacteria,
where they play important roles in interstrain competition and self/nonself discrimina-
tion (7–11). CDI is mediated by the CdiB/CdiA family of two-partner secretion proteins.
CdiB is an Omp85 transport protein that exports and presents toxic CdiA proteins on
the cell surface. CdiA effectors range from 180 to 630 kDa depending on bacterial
species (12), but each is predicted to form an elongated filament projecting from the
inhibitor cell. Upon binding a specific receptor, CdiA transfers its C-terminal toxin
domain (CdiA-CT) into the target bacterium through an incompletely understood
translocation pathway (13, 14). CdiA-CT sequences vary considerably between effector
proteins, but most toxins either degrade nucleic acids or form pores in target cell
membranes (9, 15–19). To prevent self-intoxication, CDI� bacteria produce CdiI immu-
nity proteins, which bind the CdiA-CT domain and neutralize its activity. Because CdiA-CT
sequences are highly variable and the domains have distinct three-dimensional structures
(16, 20–23), immunity proteins protect against only cognate toxins deployed by sibling
cells. Thus, CDI confers a selective advantage against nonisogenic competitors, and toxin
immunity polymorphism provides a mechanism for self/nonself discrimination.

CdiA-receptor-binding interactions also play a critical role in self/nonself recogni-
tion. Using a genetic approach, Aoki et al. identified BamA as the receptor for the
CdiAEC93 effector from E. coli EC93 (24). BamA is an essential outer membrane �-barrel
protein found in all Gram-negative bacteria (25). Though BamA proteins share a high
degree of sequence identity between enterobacteria, the surface-exposed extracellular
loops vary dramatically between species (26, 27). Thus, CdiAEC93 effectively targets
E. coli strains but does not recognize closely related bacteria like Enterobacter cloacae,
even though BamA from E. cloacae (BamAECL) and BamA from E. coli (BamAEco) share
~95% sequence identity (28). Variations in bacterial surface antigens are thought to
reflect the selective pressures exerted by bacteriophages and adaptive immune sys-
tems (29, 30). Because surface epitopes vary dramatically between bacteria, the CdiA
effector family must collectively recognize many distinct receptors. Accordingly, we
recently found that CdiAEC536 from uropathogenic E. coli 536 uses heterotrimeric
OmpC-OmpF as a receptor (31). The E. coli pan-genome encodes at least 220 distinct
OmpC porins, with much of the sequence variability localized to extracellular loops L4
and L5 (31–33). These loops appear to be recognition epitopes for CdiAEC536, and
consequently, several E. coli OmpC variants are not recognized by this effector. Notably,
CdiAEC536 binds OmpC and OmpF from E. cloacae ATCC 13047 (31), suggesting that
E. coli 536 could use CDI to inhibit other species. Thus, CDI-target cell interactions are
complex and idiosyncratic. However, one common and perhaps universal feature is the
recognition of “self” receptors, which promotes the autoaggregation of CDI� sibling
cells (3, 34). CDI-dependent cell-cell adhesion also contributes significantly to biofilm
formation (10, 35–38), and recent work suggests that CDI-mediated toxin exchange is
exploited for intercellular communication between siblings (39). These findings indicate
that CDI plays an important role in bacterial cooperation, and its toxin delivery activity
excludes nonisogenic cells from group activities.

Though CDI recognition epitopes have been localized on BamA and OmpC (28, 31),
the corresponding receptor-binding domains in CdiA have not yet been identified. In
this report, we use a combination of biochemical and molecular genetic approaches to
map the receptor-binding region within E. coli CdiA effectors. Previous work with
truncated CdiAEC93 indicates that its BamAEco-binding domain resides within the
N-terminal 2,000 residues (38). We find that CdiAEC93 fragments containing residues
Arg1358 to Phe1646 interact stably with BamAEco but not with the closely related
BamAECL protein. These CdiAEC93 residues comprise an unannotated central segment
located between the FHA-1 and FHA-2 peptide repeat regions. Notably, E. coli CdiA
proteins can be divided into four major classes based on sequence variation in the
putative receptor-binding region. Using chimeric effectors, we show that CdiAEC93 is
redirected to bind OmpC when residues Ser1347 to Tyr1636 are replaced with the
corresponding region from CdiAEC536. Given the variability between effector classes, we
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reasoned that a third class of CdiAs likely recognizes an uncharacterized receptor. Using
the CDISTECO31 system from E. coli STEC_O31 as a model, we identify the outer
membrane nucleoside transporter Tsx as the receptor for class III effectors. Thus, CdiA
proteins collectively recognize diverse receptors, and their receptor-binding domains
are interchangeable between effectors. This modularity suggests that receptor-binding
and toxin domains are actively recombined to generate novel effectors.

RESULTS
Localization of the BamA-binding region in CdiAEC93. We previously reported

that truncated CdiAEC93 lacking residues Ala1931 to Lys3242 is exported to the cell
surface and retains BamAEco-binding activity (38). Further truncation abrogates adhesin
function, but these smaller proteins are not exported efficiently and appear to be
degraded rapidly. Therefore, we took a biochemical approach to define the receptor-
binding region more precisely. We generated a series of His6-tagged CdiAEC93 frag-
ments (Fig. 1A) and tested them for binding interactions with purified BamA. Using
Ni2� affinity chromatography, we found that BamAEco copurifies with CdiAEC93 frag-
ments containing residues Arg1358 to Phe1646 and Arg1358 to Arg2123 (Fig. 1B). In
contrast, CdiAEC93 fragments containing the FHA-2 repeat region and the pretoxin-
VENN domain did not interact stably with BamAEco (Fig. 1A and B). To ascertain binding
specificity, we also tested for stable interactions with BamAECL from E. cloacae. Though
the two BamA proteins share 94.8% sequence identity, BamAECL did not copurify with
any of the His6-tagged CdiAEC93 fragments (Fig. 1B). Thus, the in vitro binding specificity
conforms to prior work showing that BamAECL is not recognized as a receptor by
CdiAEC93 (28). These data strongly suggest that the BamAEco-binding domain resides
between residues Arg1358 and Phe1646 of CdiAEC93.

FIG 1 Localization of the BamAEco-binding region within CdiAEC93. (A) CdiAEC93 domain architecture. Domains and
peptide repeat regions are depicted according to InterPro. TPS indicates the two-partner secretion transport
domain, and also shown are FHA-1 (PF05594), FHA-2 (PF13332), the pretoxin-VENN domain (PF04829), and the
CdiA-CT region. His6 epitope-tagged CdiAEC93 fragments used for BamA interaction experiments are depicted. (B)
Affinity copurification of BamA with His6-tagged CdiAEC93 fragments. Refolded BamAEco or BamAECL was incubated
with His6-tagged CdiAEC93 and then subjected to Ni2�-affinity chromatography. The input fraction and final elution
samples were analyzed by immunoblotting using polyclonal antisera to BamAEco.
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CdiA receptor-binding domains are modular. The putative receptor-binding re-
gion of CdiAEC93 (from Ser1379 to Tyr1636) shares only ~24% sequence identity with
the corresponding region of CdiAEC536 (Gln1377 to Trp1668) from uropathogenic E. coli
536 (Fig. 2; see also Fig. S1 in the supplemental material). Therefore, we reasoned that
sequence divergence over this region could determine receptor specificity. To test this
hypothesis, we replaced residues Ser1347 to Tyr1636 of CdiAEC93 with Ala1345 to
Trp1668 from CdiAEC536 (Fig. 2) and determined the receptor-binding specificity of the
resulting chimera using a flow cytometry-based cell-cell adhesion assay (40). In this
assay, CdiA-expressing inhibitor cells are labeled with green fluorescent protein (GFP)
and mixed at a 5:1 ratio with DsRed-labeled target bacteria. After the populations are
allowed to interact, the cell suspension is analyzed by flow cytometry for events that
exhibit both GFP and DsRed fluorescence (Fig. 3A), which are quantified as inhibitor-
target cell aggregates. Control experiments show that �5% of target bacteria adhere
nonspecifically to mock (CDI�) inhibitor cells (Fig. 3A and B). In contrast, cells that
express CdiA bind to target bacteria in a receptor-dependent manner. CdiAEC93-
expressing cells bound ~80% of bamAEco-target bacteria but failed to aggregate with
bamAECL targets (Fig. 3A and C). Similarly, inhibitor cells that express CdiAEC536 bind a
substantial fraction of ompCEC536 target bacteria but exhibited only background adhe-
sion with ΔompC targets (Fig. 3A and D). As predicted, chimeric CdiAEC93 containing the
putative receptor-binding region from CdiAEC536 recognized target cells in an ompC-
dependent manner (Fig. 3A and E). Moreover, because this chimera was expressed at
approximately the same level as CdiAEC536 (Fig. S2), the grafted domain appears to bind
OmpF-OmpC with the same avidity as in its native context. These data, together with
the in vitro binding results, indicate that the central regions of CdiAEC93 and CdiAEC536

are responsible for receptor recognition.
The CVR is required for OmpC-dependent toxin delivery. Though the receptor-

binding region chimera supported robust OmpC-dependent adhesion, this effector
protein did not inhibit target cell growth in competition cocultures (Fig. 4D). In contrast,
inhibitors expressing CdiAEC93 outcompeted target cells approximately 105-fold in
cocultures (Fig. 4B), and cells that deploy CdiAEC536 exhibited a greater than 100-fold
advantage (Fig. 4C). In each instance, CDI� inhibitors only outcompeted target cells
that express the appropriate CdiA receptor (Fig. 4B and C). Together, these results
suggest that the chimera is defective for toxin delivery. We noted that the CdiAEC93

region spanning Ala1910 to Gly2205 also diverges significantly with CdiAEC536 and that
CdiAEC536 contains a 69-residue insertion in this region (Fig. 2 and Fig. S1). Because this
region is conserved between CdiAEC536 homologues that bind OmpC-OmpF, we refer
to this sequence as the “covarying region” (CVR). We explored the function of this

FIG 2 CdiAEC93-CdiAEC536 chimeras. CdiAEC93 and CdiAEC536 sequences are shown schematically. Shared residues
are indicated in white, and effector-specific residues are indicated in blue and yellow. The residues demarcating the
receptor-binding region (RBR) and covarying region (CVR) are indicated, as is the VENN motif that defines the
CdiA-CT toxin region.

Ruhe et al. ®

March/April 2017 Volume 8 Issue 2 e00290-17 mbio.asm.org 4

 
m

bio.asm
.org

 on June 20, 2017 - P
ublished by 

m
bio.asm

.org
D

ow
nloaded from

 

http://mbio.asm.org
http://mbio.asm.org/
http://mbio.asm.org/


FIG 3 Cell-cell adhesion. (A) Flow cytometric analysis of CDI-dependent cell-cell adhesion. GFP-labeled
inhibitor cells were mixed at a 5:1 ratio with DsRed-labeled target bacteria, and the cell suspension was

(Continued on next page)
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sequence by replacing CdiAEC93 residues Ser1347 to Gly2205 with the receptor-binding
and covarying regions of CdiAEC536 (Ala1345 to Gly2310) (Fig. 2). The resulting chimera
was expressed stably (Fig. S2) and supported ompC-dependent cell-cell adhesion
comparably to wild-type CdiAEC536 (Fig. 3A and G). Moreover, CdiAEC93 carrying the

FIG 3 Legend (Continued)
analyzed by flow cytometry for dual green/red fluorescent events. CdiA protein identity is indicated
schematically in the left margin, and target cell genetic backgrounds are indicated along the top. (B to G)
CdiA-dependent cell-cell adhesion was quantified for each effector protein: mock CDI� (B), CdiAEC93 (C),
CdiAEC536 (D), CdiAEC93 with the receptor-binding region (RBR) from CdiAEC536 (E), CdiAEC93 with the
covarying region (CVR) from CdiAEC536 (F), and CdiAEC93 with both RBR and CVR from CdiAEC536 (G). The
fraction of target bacteria bound to inhibitor cells was quantified for two independent experiments. Data
are presented as averages � standard errors. UPEC, uropathogenic E. coli.

FIG 4 Competition cocultures. Target bacteria with the indicated bamA and ompC alleles were cocultured with inhibitor strains that express the following CdiA
effectors: mock CDI– (A), CdiAEC93 (B), CdiAEC536 (C), CdiAEC93 with the receptor-binding region (RBR) from CdiAEC536 (D), CdiAEC93 with the covarying region (CVR)
from CdiAEC536 (E), and CdiAEC93 with both RBR and CVR from CdiAEC536 (F). Viable inhibitor and target cells were enumerated as CFU milliliter�1, and the
competitive index was calculated as final inhibitor-to-target cell ratio divided by the initial ratio for each coculture. Competitive indices are reported as
averages � standard errors for two independent experiments. UPEC, uropathogenic E. coli.
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heterologous receptor-binding and covarying regions also inhibited target bacteria in
an ompC-dependent manner (Fig. 4F). In contrast, another CdiAEC93 chimera containing
only the covarying region from CdiAEC536 (Pro1669 to Gly2310) retained BamA-binding
specificity (Fig. 3A and F) and inhibited target cells in a bamAEco-dependent manner
(Fig. 4E). Collectively, these data suggest that CdiAEC536 residues Pro1669 to Gly2310
may be important for toxin delivery through the OmpC-OmpF receptor pathway.

Identification of the receptor for CdiASTECO31. We surveyed all identifiable E. coli
CdiA effectors in the NCBI protein database and found that they segregate into at least
four classes based on receptor-binding region sequences. CdiAEC93 defines the BamA-
binding class I effectors, and CdiAEC536 is the paragon for class II effectors that
recognize OmpC-OmpF. Class III CdiA proteins are closely related to class I and II over
the two-partner secretion (TPS) transport domain and filamentous hemagglutinin
(FHA)-peptide repeat regions but diverge significantly at the receptor-binding region
(Fig. 5; see also Fig. S1). Class IV CdiA proteins appear to be more distantly related and
share little sequence identity with the other three classes over the FHA-1 peptide repeat
region (Fig. S3). To determine whether class III CdiA recognizes a unique receptor, we
cloned the cdiBAI gene cluster from E. coli STEC_O31 and tested its activity in growth
competitions. Class III CdiASTECO31 (NCBI reference sequence WP_001385946.1) carries a
C-terminal EndoU RNase toxin domain, and cells deploying this effector outcompeted
target bacteria after 4 hours of coculture (Fig. 6A). Having established growth inhibition
activity, we used a genetic approach to identify the receptor for CdiASTECO31. We
subjected target cells to mariner transposon mutagenesis and selected for CDISTECO31-
resistant (CDIr) mutants. We isolated 12 CDIr clones from three independently prepared
mutant pools and identified transposon insertion sites. Four of the CDIr mutants carried
independent insertions in the ptsG gene, which encodes the fused IIB and IIC compo-
nents of the glucose phosphotransferase system (PTS). We previously reported that
ptsG null alleles also confer resistance to CDI toxins from E. coli 3006 and NC101 (14).
CdiA-CTSTECO31, CdiA-CT3006, and CdiA-CTNC101 all share the same “translocation” do-
main, which is thought to bind PtsG and mediate toxin transport from the periplasm
into the target cell cytosol (14). The remaining eight CDIr mutants were disrupted in tsx
(Fig. 6A), which encodes an outer membrane nucleoside transporter. To confirm the
role of Tsx in CDISTECO31, we tested target cells carrying a nonpolar Δtsx mutation and
found that they were resistant to growth inhibition (Fig. 6A). Moreover, complemen-
tation of Δtsx target cells with plasmid-borne tsx restored sensitivity to growth inhibi-
tion (Fig. 6A). Finally, we used flow cytometry to demonstrate that Tsx is required for
cell-cell adhesion between target bacteria and CdiASTECO31-expressing inhibitor cells
(Fig. 6B). Together, these results show that the distinct receptor-binding region of class
III CdiASTECO31 recognizes Tsx.

FIG 5 Comparison of class I, II, and III CdiA effectors. The CdiAEC93, CdiAEC536, and CdiASTECO31 proteins are
presented schematically. Residues shared by all three proteins are shown in white, and residues shared by two
CdiAs are shown in gray. Effector-specific residues are shown in blue (CdiAEC93), green (CdiAEC536), and orange
(CdiASTECO31).
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DISCUSSION

The results presented here show that CdiA effectors from E. coli strains bind target
bacteria using at least three cell surface receptors. Receptor specificity for the different
CdiA classes is determined by an unannotated stretch of ~300 residues located
between the FHA-1 and FHA-2 peptide repeat regions (see Tables S1, S2, S3, and S4 in
the supplemental material). CdiAEC93 is the paragon for class I effectors, which bind
specifically to BamA from E. coli (28). Class II effectors recognize heterotrimeric OmpC-
OmpF osmoporins (31), and here, we show that class III effectors bind the outer
membrane nucleoside transporter Tsx. The receptor-binding regions of class I, II, and III
effectors share 24 to 27% pairwise sequence identity, and each domain contains a
conserved central FHA-1 element (Fig. S1). These observations suggest that the classes
diverged from a common ancestral sequence and that the three receptor-binding
domains adopt similar conformations. The domains also exhibit some mutational drift
within each class, though it is not clear whether these minor sequence variations
influence receptor specificity. Class I effectors carry nine different receptor-binding

FIG 6 CdiASTECO31 uses Tsx as a receptor to bind target bacteria. (A) E. coli Δtsx mutants are resistant to
CdiASTECO31-mediated growth inhibition. Eight independent transposon insertions within tsx were iden-
tified in selections for CDI-resistant mutants. Inhibitor cells (CDISTECO31 or CDI� mock) were cocultured
with tsx� or �tsx target bacteria in shaking broth for 4 hours as described in Materials and Methods.
Viable inhibitor and target cells were enumerated as CFU, and the competitive index was calculated as
the final inhibitor-to-target cell ratio divided by the initial ratio. Competitive indices are presented as
averages � standard errors. (B) Tsx is required for CdiASTECO31-dependent cell-cell adhesion. The fraction
of red fluorescent target bacteria bound to green fluorescent inhibitor cells was quantified for two
independent experiments. Data are presented as averages � standard errors.
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sequences that arise from combinations of 17 missense changes (Table S1). Class II
receptor-binding regions are less polymorphic with only nine missense variations
(Table S2), and there are 14 distinct class III receptor-binding sequences (Table S3). Class
IV E. coli CdiA effectors have diverged from the other three classes but still share the
same overall domain structure (Fig. S3). Given the similarities in effector architecture,
we predict that the receptor-binding domain of class IV effectors also resides between
the FHA-1 and FHA-2 regions. Notably, class IV cdi gene clusters also encode a
predicted HlyC-type lysyl acyltransferase (14). The functional significance of this acyl-
transferase has not yet been explored, but it presumably modifies CdiA and/or CdiB to
promote cell adhesion and growth inhibition activities. Additionally, the database
contains three CdiA proteins from E. coli isolates SWW33 (WP_001764992.1), upec-172
(WP_052432358.1), and 696_ECOL (WP_049080366.1) that do not fit into the four major
classes. These proteins are most closely related to class IV CdiA but have longer FHA-1
repeat regions and diverge over the central (putative) receptor-binding region (Fig. S4).
Moreover, the three effectors are encoded by cdi gene clusters that lack the charac-
teristic hlyC acyltransferase of class IV loci. These observations suggest that these three
CdiA proteins constitute a fifth effector class that probably recognizes yet another cell
surface receptor.

Sequence alignments of class I, II, and III CdiA effectors predict that their receptor-
binding domains are interchangeable. This hypothesis is supported by data showing
that chimeric CdiAEC93 carrying a class II receptor-binding region is endowed with
OmpC-binding activity. Though this chimera appears to bind OmpC-OmpF with the
same avidity as wild-type CdiAEC536, it does not inhibit target bacteria, indicating that
toxin delivery function is compromised. Growth inhibition activity is restored when the
covarying region is grafted together with the receptor-binding region. The latter result
suggests that the covarying region of CdiAEC536 is critical for toxin delivery through the
OmpC pathway. However, chimeric CdiAEC93 carrying the covarying region from Cdi-
AEC536 inhibits target bacteria in a BamAEco-dependent manner, showing that this
sequence is not solely dedicated to the OmpC-OmpF pathway. In the context of
domain modularity, these observations raise the possibility that specific toxin families
may be excluded from certain receptor-mediated delivery pathways. Surveys of CdiA
proteins show that some toxin families tend to be paired with specific receptor-binding
domains. For example, Ntox28 RNase domains are found only on class II effectors in
E. coli (Table S2). However, Ntox28 toxins are very effective at killing target bacteria
when experimentally grafted onto class I CdiAEC93 (13, 14, 41). Thus, the apparent bias
in naturally occurring effectors does not necessarily reflect domain incompatibility. In
fact, we have shown that CdiAEC93 can deploy over a dozen heterologous toxin
domains (9, 13, 14, 19–21, 41, 42), even though many of the grafted CdiA-CT sequences
are not found on class I effectors. Moreover, the database shows significant combina-
torial flexibility for some toxin families. For example, endonuclease NS_2 toxin domains
are associated with each of the four major effector classes in E. coli (Tables S1 to S4).
Comprehensive analysis of E. coli CdiA proteins reveals that each effector class is
associated with multiple different toxin families (Tables S1 to S4). Taken together, these
observations suggest that new CdiA effectors are assembled through genetic recom-
bination to exchange receptor-binding domains and toxic payloads.

The location of the receptor-binding region has implications for the structure and
presentation of CdiA on the inhibitor cell surface. CdiA effectors are thought to be
structurally similar to the FhaB adhesins of Bordetella species because the protein
families share related domain architectures (3, 12). FhaB is synthesized initially as a
370-kDa precursor, from which the C-terminal “prodomain” is removed to yield a
mature filamentous hemagglutinin (FHA) fragment of ~220 kDa (43, 44). FHA is
monomeric and extends about 50 nm in length (45). The central shaft of FHA corre-
sponds to the FHA-1 peptide repeat region, which is predicted to form a right-handed
�-helix with a 4.8-Å pitch per 20-residue repeat (45, 46). According to this model, the
FHA-1 repeat region of CdiAEC93 should form a filament 30 to 35 nm in length. It is less
clear that the CdiA FHA-2 repeat region is homologous to the FhaB prodomain. Though
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the prodomain contains a short FHA-2 region (Phe2927 to Gly3086), CdiA and FhaB
share little sequence identity over this region. Moreover, FhaB lacks a C-terminal toxin
domain and does not mediate interbacterial competition (47). Nevertheless, FhaB and
CdiA are processed in a similar manner, with immunoblot analysis revealing a stable
N-terminal CdiA fragment of ~230 kDa (see Fig. S2). This processed fragment almost
certainly retains adhesin activity, because truncated CdiAEC93 lacking the FHA-2 and
CdiA-CT regions is still exported to the cell surface and mediates BamAEco-dependent
adhesion (38). These observations raise questions about the location of the FHA-2/
CdiA-CT regions relative to the cell surface. Current models assume that the CdiA C
terminus projects away from the inhibitor cell to facilitate toxin transfer to target
bacteria. However, we propose that the receptor-binding domain should be positioned
at the distal tip of the filament (Fig. 7), where it can easily interact with target bacteria.
Studies on FhaB biogenesis from the Cotter lab provide further support for the
topological model presented in Fig. 7 (48). Their work indicates that the C-terminal
prodomain is retained in the periplasm during FhaB export and processing. Thus, both
N and C termini of FhaB remain within an intracellular compartment while the FHA-1
region assembles into a �-helix on the cell surface (48). It is not clear how the FhaB
chain is exported as a tethered loop; however, their work predicts that the CdiA
receptor-binding domain should be located at the distal tip of the FHA-1 repeat
filament. Further, the model suggests that the FHA-2/CdiA-CT region is sequestered
within the inhibitor cell periplasm prior to receptor recognition (Fig. 7). The latter
prediction is consistent with unpublished data from our laboratories showing that the
C-terminal region is protected from extracellular protease, whereas the N-terminal TPS
domain and FHA-1 region are rapidly degraded by this treatment. If this model is
correct, then receptor recognition must induce an extraordinary change in CdiA
conformation to transfer the CdiA-CT toxin domain from the inhibitor cell periplasm
into the target bacterium.

MATERIALS AND METHODS
Bacteria, growth conditions, and competition cocultures. Bacteria used in this study are listed in

Table 1. All strains were grown at 37°C in lysogeny broth (LB) or on LB agar unless otherwise indicated.
Media were supplemented with antibiotics at the indicated concentrations: ampicillin (Amp), 150 �g
ml�1; chloramphenicol (Cm), 33 �g ml�1; kanamycin (Kan), 50 �g ml�1; rifampin (Rif), 200 �g ml�1; and
tetracycline (Tet), 15 �g ml�1. The ΔompC::kan allele from the Keio collection (49) was amplified using

FIG 7 Topological model for CdiA. The constituent domains of cell surface CdiA are labeled and color
coded as in Fig. 1. CdiB is represented as a barrel in the outer membrane (OM). The proposed model is
based on unpublished protease protection data and the work of Noël et al. (48).

Ruhe et al. ®

March/April 2017 Volume 8 Issue 2 e00290-17 mbio.asm.org 10

 
m

bio.asm
.org

 on June 20, 2017 - P
ublished by 

m
bio.asm

.org
D

ow
nloaded from

 

http://mbio.asm.org
http://mbio.asm.org/
http://mbio.asm.org/


oligonucleotides ompC(UPECswap)-Sac (5=-TTT GAG CTC CTG GAA ATT ATG CGG ATG) and
ompC(UPECswap)-Kpn (5=-TTT GGT ACC CCA CAG ATT CAC CAG C), and the product was recombined
into E. coli CH9597 cells carrying plasmid pSIM5 (50). The ompCEC536-kan allele (31) was introduced into
E. coli CH9597 in the same manner. Kan resistance cassettes were subsequently removed with FLP
recombinase. Plasmid exchange was used to displace pZS21amp-bamA� with Kan-resistant pZS21-bamA
or pZS21-bamAECL (28). The Δtsx::kan gene disruption was transduced into E. coli EPI100 that expresses
recA from pCH9674, which was subsequently cured by growing the resulting strain at 42°C. For
competition cocultures, inhibitor and target bacteria were adjusted to an optical density at 600 nm
(OD600) of 0.05 and then mixed at a 10:1 ratio and incubated in shaking LB medium for 4 h at 37°C. Cell
suspensions were diluted into 1� M9 salts and plated onto antibiotic selective LB-agar to enumerate
inhibitor and target cells as CFU per milliliter. Competitive indices were calculated as the ratio of target
to inhibitor cells at 4 h divided by the ratio at the beginning of coculture.

Plasmid constructions. Plasmids used in this study are listed in Table 2. The bamAEco gene from
E. coli MG1655 was amplified with oligonucleotides bamA(Δss)-Spe (5=-TTT ACT AGT GAA GGG TTC GTA
GTG AAA G) and bamA-rev-Sal (5=-TCC TTT GTC GAC AAC ACT TAC CAG GTT TTA CC), digested with
SpeI/SalI, and ligated to SpeI/XhoI-digested plasmid pCH7277. The resulting pCH9216 construct over-
produces BamAEco under the control of the bacteriophage T7 promoter. The bamAECL gene from
Enterobacter cloacae ATCC 13047 was amplified with primer pair bamA(Δss)-Spe and Ecloa-bamA-Sal-rev
(5=-TTT GTC GAC GAG AAT TAC CAG GTT TTA CC) and cloned in the same manner. Fragments of cdiAEC93

were amplified from plasmid pDAL660Δ1-39 using the following primer pairs: EC93-cdiA(R1358)-Spe
(5=-TTT ACT AGT CGT TCC GGT AAT ATT GAA ACC) and EC93-cdiA(R2123)-Xho (5=-TTT CTC GAG TTA CCG
GGT GGT CTG ATG GC), EC93-cdiA(R1358)-Spe and EC93-cdiA(F1646)-Xho (5=-TTT CTC GAG CTA AAA ATA
ACC ATT GTT ACC GGA TGG), EC93-cdiA(G1953)-Spe (5=-TTT GAG CTC ACT AGT GGT GAC AGC GTG TTA
CTG G) and EC93-cdiA(N2556)-Xho (5=-TTT CTC GAG GAT CCT AAT TGC TTT TAA TTT TGT CCT GGC),
EC93-cdiA(N2556)-Spe (5=-TTT GAG CTC ACT AGT AAT TAC GAT TCT GTC CGG GAA C) and cdiA(V2727)-
Xho (5=-TTT CTC GAG GAT CCT AGA CGA TGT TAC TCA TCT GAC C), and EC93-cdiA(Q2681)-Spe (5=-TTA
ACT AGT CAG GAT ATT GCC GGG CTC) and EC93-cdiA(A2909)-Xho (5=-TTA CTC GAG TTA TGC ATT ATT
CTC AAC CGA G). The resulting PCR products were digested with SpeI/XhoI and ligated to plasmid
pCH7277 to generate constructs that overproduce His6-tagged CdiAEC93 fragments.

The cdiBAIEC536 gene cluster (ordered loci, ECP_4581, ECP_4580, and ECP_4579) was amplified from
E. coli 536 genomic DNA using oligonucleotides UPEC-cdiB-Not-for (5=-TTT GCG GCC GCC ATT TAT AAG
AAT ACG CCG CTT CG) and UPEC-cdiI-XhoI-rev (5=-TTT CTC GAG CCA CCA TCA GGC TGG AC). The product
was digested with NotI/XhoI and ligated to plasmid pCH450 (51). The cdiBAISTECO31 gene cluster (ordered
loci, BE44_RS05220, BE44_RS05225, and BE44_RS0125610) was amplified from E. coli STEC_O31 genomic
DNA using oligonucleotides J2M139-CDI-Not-for (5=-TTT GCG GCC GCA ATG TCT GGT TGT GGC AGG) and
J2M139-CDI-Xho-rev (5=-TTT CTC GAG TGG CCG GAA TCT TTA CTC AG) (http://www.uniprot.org/uniparc/
UPI00026E100C). The product was digested with NotI/XhoI and ligated to plasmids pET21b and pCH450.
The E. coli tsx gene was amplified with tsx-Not-for (5=-TTT GCG GCC GCG AAT TCG GGA TTT TCA AAC AGT
GGC ATA C) and tsx-Xho-rev (5=-TTT CTC GAG TCT AGA AAA TCC CGG CAT TTT CAT AAT CAG) and ligated

TABLE 1 Bacterial strains

Strain Descriptiona

Source or
reference

EPI100 F� mcrA Δ(mrr-hsdRMS-mcrBC) �80dlacZ�M15 �lacXcZΔM15
�lacX recA1 endA1 araD139 �(ara, leu)7697 galU galK ��

rpsL nupG Strr

Epicentre

MFDpir MG1655 RP4-2-Tc::[ΔMu1::aac(3)IV-ΔaphA-Δnic35-ΔMu2::zeo]
dapA::(erm-pir) ΔrecA Aprr Zeor Ermr

55

DY378 W3110 �cI857 �(cro-bioA) 50
DL4259 E. coli MC4100 that expresses GFP-mut3 16
CH2016 X90 (DE3) �rna �slyD::kan Rifr Kanr 56
CH7175 EPI100 Δwzb Strr 19
CH8119 DH5� pir� Biomedal s.l.

(Spain)
CH9597 EPI100 �bamA::cat pZS21amp-bamA� Strr Cmr Ampr 28
ZR343 EPI100 �bamA::cat ΔompC pZS21-bamA� Strr Cmr Kanr This study
ZR344 EPI100 �bamA::cat �ompC pZS21-bamAECL Strr Cmr Kanr This study
ZR345 EPI100 �bamA::cat ompCEC536 pZS21-bamA� Strr Cmr Kanr This study
ZR346 EPI100 �bamA::cat ompCUPEC536 pZS21-bamAECL Strr Cmr Kanr This study
ZR372 EPI100 �wzb Δtsx::kan Strr Kanr This study
ZR376 EPI100 �wzb �tsx Strr This study
ZR412 EPI100 �bamA::cat ΔompC::kan pZS21amp-bamA� Strr Cmr

Kanr Ampr

This study

ZR413 EPI100 �bamA::cat �ompC::kan pZS21amp-bamAECL Strr Cmr

Kanr Ampr

This study

aAbbreviations: Ampr, ampicillin resistant; Aprr, apramycin resistant; Cmr, chloramphenicol resistant; Ermr,
erythromycin resistant; Kanr, kanamycin resistant; Rifr, rifampin resistant; Strr, streptomycin resistant; Zeor,
zeocin resistant.
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to plasmid pCH450 using NotI and XhoI restriction sites. The E. coli recA gene was amplified with
recA-BglII (5=-TGC AGA TCT TGT GGC AAC AAT TTC TAC) and recA-Xma (5=-GCG ACC CGG GTG TAT CAA
ACA AGA CG) and ligated to BglII/XmaI-digested plasmid pSIM6 to generate pCH9674.

Plasmid pDAL7912 was constructed by introducing Kan resistance and counterselectable sacB genes
into pDAL660Δ1-39. The sacB and kan genes were amplified from plasmid pRE118 (52) with primers
EC93-1953-sacB-for (5=-CGC CGT TTC TGC CGG T CCC GTA GTC TGC AAA TCC) and EC93-1972-sacB-rev
(5=-GCC ATA GCG ACG ACG TTC TCC GAA AAT GCC AAT AGG ATA TCG GC). Two cdiAEC93 fragments were
then amplified with primer pairs EC93-Chimera-for (5=-ACG TTA AAG GAA CCA CGC TG)/EC93-1953-sacB-
rev (5=-GGA TTT GCA GAC TAC GGG ACC GGC AGA AAC GGC G) and EC93-1972-sacB-for (5=-GCC GAT ATC
CTA TTG GCA TTT TCG GAG AAC GTC GTC GCT ATG GC)/EC93-Chimera-rev (5=-GAA AGT CAC AGC AGA
TGT CGG). The three fragments were combined by overlap-extension PCR (OE-PCR) using primer pair
EC93-chimera-for/EC93-chimera-rev. The resulting product was introduced into plasmid pDAL660Δ1-39
by Red-mediated recombination, and the recombinant pDAL660Δ1-39::sacB-kan plasmid was selected on
Kan-supplemented LB agar.

Chimeric cdiAEC93 genes were constructed by Red-mediated recombination and sucrose counterse-
lection. The receptor-binding region of cdiAEC536 (encoding residues Ala1345 to Trp1668) was amplified
with UPEC1345A (5=-GTC TGT GGG TAC AGA AGG ACG CTT CCG GCG GTG CAA ACA) and UPEC1668W
(5=-TGT TAC CGG ATG GCA GGG GCC AGT CAT CAC TGA TAC CGG). The covarying region of cdiAEC536

(encoding residues Pro1669 to Gly2310) was amplified with UPEC1669P (5=-GGG CAA GTG TAA GCA GCT
ATC CAC TGC CTT CCG GCA ACA A) and UPEC2310G (5=-TCG TGC GTT GTC TTA CTG CTG CCA ATG GTG
AAA CCA ATA CC). The combined receptor-binding and covarying regions were amplified with primer
pair UPEC1345A/UPEC2310G. Homology regions from cdiAEC93 were amplified with EC93-Chimera-for/
UPEC1345-rev (5=-TGT TTG CAC CGC CGG AAG CGT CCT TCT GTA CCC ACA GAC) encoding Asp1124 to
Asp1346, EC93-Chimera-for/UPEC1669-rev (5=-TTG TTG CCG GAA GGC AGT GGA TAG CTG CTT ACA CTT
GCC C) encoding Asp1124 to Tyr1636, UPEC1668-for (5=-CCG GTA TCA GTG ATG ACT GGC CCC TGC CAT
CCG GTA ACA)/EC93-Chimera-rev encoding Pro1637 to Gly2508, and UPEC2311-for (5=-GGT ATT GGT TTC
ACC ATT GGC AGC AGT AAG ACA ACG CAC GA)/EC93-Chimera-rev encoding Ser2207 to Gly2508. The
resulting fragments were joined to cdiAEC536 amplicons using OE-PCR with primer pair EC93-Chimera-
for/EC93-Chimera-rev. The final products were introduced into plasmid pDAL7912 by Red-mediated

TABLE 2 Plasmids

Plasmid Descriptiona

Source or
reference

pWEB-TNC Cosmid cloning vector; Ampr Cmr Epicentre
pCP20 Heat-inducible expression of FLP recombinase; Cmr Ampr 57
pSC189 Mobilizable plasmid with R6K� replication origin; carries the mariner transposon containing

kanamycin resistance cassette; Ampr Kanr

58

pRE118 Vector plasmid for allelic exchange; Kanr 52
pSIM5 Heat-inducible expression of the phage � Red recombinase proteins; Cmr 59
pSIM6 Heat-inducible expression of the phage � Red recombinase proteins; Ampr 59
pDsRedExpress2 Constitutive expression of DsRed; Ampr Clontech
pZS21-bamA� pZS21 derivative that expresses bamAEco; Kanr 60
pZS21-bamAECL Expresses bamAECL from Enterobacter cloacae ATCC 13047; Kanr 28
pZS21amp-bamA� pZS21amp derivative that expresses E. coli bamA; Ampr 24
pZS21amp-bamAECL pZS21amp derivative that expresses E. cloacae bamA; Ampr 28
pDAL660Δ1-39 Constitutively expresses the cdiBAIEC93 gene cluster; Ampr Cmr 3
pDAL7718 pDAL660Δ1-39 derivative that expresses chimeric CdiAEC93 with residues Ser1347 to Tyr1636

replaced with Ala1345 to Trp1668 from CdiAEC536; Ampr Cmr

This study

pDAL7720 pDAL660Δ1-39 derivative that expresses chimeric CdiAEC93 with residues Ser1347 to Gly2205
replaced with residues Ala1345 to Gly2310 from CdiAEC536; Ampr Cmr

This study

pDAL7912 pDAL660Δ1-39::kan-sacB; Ampr Cmr Kanr This study
pDAL7936 pDAL660Δ1-39 derivative that expresses chimeric CdiAEC93 with residues Pro1637 to Gly2205

replaced with residues Pro1669 to Gly2310 from CdiAEC536; Ampr Cmr

This study

pCH450 pACYC184 derivative with E. coli araBAD promoter for arabinose-inducible expression; Tetr 51
pCH7277 pSH21::arfA, contains a SpeI site to generate in-frame N-terminal His6 fusion proteins; Ampr 61
pCH8619 pSH21::cdiA(Q2681–A2909); Ampr This study
pCH9216 pSH21::(�ss)bamAEco; overproduces E. coli BamA lacking the signal sequence peptide; Ampr This study
pCH9231 pSH21::(�ss)bamAECL; overproduces E. cloacae BamA lacking the signal sequence peptide; Ampr This study
pCH9674 pSIM6 derivative in which the phage � red genes have been replaced with E. coli recA; Ampr This study
pCH9718 pSH21::cdiA(R1358–R1646); Ampr This study
pCH10235 pSH21::cdiA(R1358–R2123); Ampr This study
pCH10316 pSH21::cdiA(N2556–V2727); Ampr This study
pCH10319 pSH21::cdiA(G1953–N2556); Ampr This study
pCH12352 pCH450::cdiBAIEC536; Tetr This study
pCH13602 pCH450::cdiBAISTECO31; Tetr This study
pCH13603 pCH450::tsx; Tetr This study
pCH13604 pET21b::cdiBAISTECO31; Ampr This study
aAbbreviations: Ampr, ampicillin resistant; Spcr, spectinomycin resistant; Kanr, kanamycin resistant; Tmpr, trimethoprim resistant; Tetr, tetracycline resistant.
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recombination, and chimeric recombinants were selected on no-salt LB agar supplemented with Amp
and 5% sucrose. The identities of all plasmid constructs were confirmed by DNA sequence analysis.

Protein purification. BamAEco and BamAECL were overproduced in E. coli CH2016 grown at 37°C in
LB medium supplemented with Amp and 1.5 mM IPTG (isopropyl-�-D-thiogalactopyranoside). Though
the plasmid constructs encode N-terminal His6 epitopes, we found that these tags were removed,
precluding the use of Ni2� affinity chromatography. Therefore, we isolated BamA proteins from insoluble
inclusion bodies. Bacteria were harvested by centrifugation, and the cell pellets were suspended in 5 ml
of BugBuster reagent and incubated on a rotisserie at room temperature for 20 min. Next, cells were
harvested by centrifugation at 6,000 � g for 10 min, and the supernatant was decanted to remove
soluble proteins. Cells were then resuspended in 5 ml of BugBuster reagent and broken by three
passages through a French press. Lysates were diluted with 25 ml deionized water and vortexed
vigorously. Inclusion bodies were collected by centrifugation at 15,000 � g for 20 min and washed three
times with 5 ml of 0.1� BugBuster solution. Isolated inclusion bodies were dissolved in 0.5 ml of urea
lysis buffer (8 M urea, 10 mM Tris-HCl [pH 8.0], 150 mM NaCl, 20 mM imidazole, 0.05% Triton X-100).
Residual His6-tagged BamA was removed by overnight incubation with urea lysis buffer-equilibrated
Ni2�-nitrilotriacetic acid (NTA) agarose resin. Unbound protein was collected by centrifugation through
an 0.45-�m nylon Costar Spin-X column and diluted into 10 mM Tris-HCl (pH 8.0)-0.5% Triton X-100.
Refolding reaction mixtures were incubated on a rotisserie for 3 days at ambient temperature, followed
by 3 weeks at 4°C. More than 95% of BamA was refolded as determined by heat-modifiable gel mobility
as previously described (53).

His6-tagged CdiAEC93 fragments were overproduced in E. coli CH2016 grown at 37°C in LB medium
supplemented with Amp and 1.5 mM IPTG. Bacteria were harvested by centrifugation, and the cell pellets
were frozen at �80°C and then resuspended directly in 15 ml urea lysis buffer. Cells were disrupted by
two freeze-thaw cycles. Insoluble debris was removed through two rounds of centrifugation at 15,000 �
g for 20 min. Ni2�-NTA agarose resin was equilibrated in urea lysis buffer and added to each clarified
lysate, and the mixtures were incubated on a rotisserie for 90 min at ambient temperature. The resin was
collected by centrifugation at 3,000 � g for 30 s, resuspended in 5 ml urea lysis buffer, and transferred
to a fresh tube. After three washes with 5 ml urea lysis buffer, resin-bound His6-CdiAEC93 fragments were
refolded with three washes of 5 ml native lysis buffer (10 mM Tris-HCl [pH 8.0], 150 mM NaCl, 30 mM
imidazole, 0.05% Triton X-100). After the final wash, resins were resuspended in 250 �l of binding buffer
(10 mM Tris-HCl [pH 8.0], 150 mM NaCl, 30 mM imidazole, 0.5% Triton X-100) for use in BamA-binding
experiments.

BamA-binding assays. Refolded BamAEco and BamAECL were diluted to 10 �M in 1 ml of binding
buffer. Ni2�-NTA agarose resin (20 �l) containing bound His6-CdiAEC93 fragments was added to the BamA
solutions, and the mixtures were incubated on a rotisserie for 90 min at 4°C. Resins were collected by
centrifugation at 3,000 � g for 30 s, resuspended in 1 ml of binding buffer, and transferred to a fresh
tube. The resins were washed three times with binding buffer and then eluted with binding buffer
supplemented with 25 mM EDTA. Eluted proteins were run on SDS-10% polyacrylamide gels and blotted
onto nitrocellulose for immunoblot analysis using polyclonal antibodies raised against BamAEco. Blots
were visualized using IRDye 680 (Li-Cor)-labeled anti-rabbit secondary antibodies and an Odyssey
infrared imager as described previously (54).

Cell-cell adhesion assays. BamAEco-binding studies were conducted using E. coli strain DL4259,
which expresses gfp-mut3 from the papBA promoter (19). E. coli DL4259 cells were transformed with
pDAL660Δ1-39 (CdiAEC93), pCH12352 (CdiAEC536), pDAL7718 (CdiAEC93-RBREC536), pDAL7936 (CdiAEC93-
CVREC536), pDAL7720 (CdiAEC93-RBR/CVREC536), or pCH13604 (CDISTECO31), and the resulting strains were
grown at 37°C in LB medium (supplemented with Amp or Tet) until the cells developed fluorescence. The
expression of each CdiA effector was assessed by immunoblot analysis of total urea-soluble protein using
polyclonal antibodies raised against the N-terminal TPS transport domain of CdiAEC93 (38). Target cells
were fluorescently labeled with DsRed using plasmid pDsRedExpress2. For Tsx-dependent adhesion
experiments, the target cells were grown overnight in LB supplemented with Tet, Amp, 0.4% arabinose,
and 1 mM IPTG to induce expression of Tsx and DsRed prior to mixing with inhibitors. GFP-labeled
inhibitor cells were mixed at a 5:1 ratio with DsRed-labeled target bacteria at a final OD600 of 0.2. Cell
suspensions were shaken at 30°C for 20 min, diluted into 1� PBS, vortexed briefly, and then analyzed on
an Accuri C6 flow cytometer using FL1 (533/30 nm, GFP) and FL2 (585/40 nm, DsRed) fluorophore filters.
The fraction of target bacteria bound to inhibitor cells was calculated as the number of dual green/red
fluorescent events divided by the total number of red fluorescent events.

Transposon library construction and selection for CDIr mutants. The mariner transposon was
introduced into E. coli CH7175 cells through conjugation with E. coli MFDpir donor cells carrying plasmid
pSC189. Donor cells were grown to mid-log phase in LB medium supplemented with Amp and 30 �M
diaminopimelic acid. Donors and recipients were mixed and incubated on LB agar for 4 h at 37°C. Cell
mixtures were harvested with a sterile swab, diluted into 1� M9 medium, and plated onto Kan-
supplemented LB agar to select transposon mutants. The following day, the mutant pool (~100,000 Kanr

colonies) was harvested into 1 ml of 1� M9 medium. Mutant pools were cocultured with E. coli EPI100
cells carrying plasmid pCH13604 in LB medium overnight at 37°C, and target bacteria were selected on
Kan-supplemented LB agar. The surviving target cell colonies were harvested into 1� M9 medium and
subjected to two additional cycles of coculture selection. Four CDIr clones were randomly selected from
each of the three independently prepared transposon mutant pools. Transposon insertion sites were
identified by rescue cloning. Chromosomal DNA from each CDIr mutant was digested with NspI
overnight at 37°C. The restriction endonuclease was inactivated at 65°C for 20 min, and reaction mixtures
were supplemented with ATP and T4 DNA ligase for overnight incubation at 16°C. The ligated DNA was

Modular CDI Receptor-Binding Domains ®

March/April 2017 Volume 8 Issue 2 e00290-17 mbio.asm.org 13

 
m

bio.asm
.org

 on June 20, 2017 - P
ublished by 

m
bio.asm

.org
D

ow
nloaded from

 

http://mbio.asm.org
http://mbio.asm.org/
http://mbio.asm.org/


electroporated into E. coli DH5� pir� cells. Plasmids were isolated from resulting Kan-resistant transfor-
mants, and transposon insertion junctions were identified by DNA sequencing using primer mariner-
rev-seq (5=-CAA GCT TGT CAT CGT CAT CC).
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.00290-17.
FIG S1, PDF file, 0.1 MB.
FIG S2, PDF file, 0.9 MB.
FIG S3, PDF file, 0.1 MB.
FIG S4, PDF file, 0.05 MB.
TABLE S1, PDF file, 0.04 MB.
TABLE S2, PDF file, 0.05 MB.
TABLE S3, PDF file, 0.02 MB.
TABLE S4, PDF file, 0.04 MB.

ACKNOWLEDGMENTS
We are grateful to Thomas Silhavy for providing antibodies to BamA.
Z.C.R. was supported by grants from the Tri-Counties Blood Bank and the California

Nanosystems Institute (CNSI). This work was supported by grants GM117930 (C.S.H.)
from the National Institutes of Health and MCB1545720 (C.S.H. and D.A.L.) from the
National Science Foundation. The funding agencies had no role in study design, data
collection and interpretation, or the decision to submit this work for publication.

REFERENCES
1. Waksman SA. 1961. The role of antibiotics in nature. Perspect Biol Med

4:271–287. https://doi.org/10.1353/pbm.1961.0001.
2. Cascales E, Buchanan SK, Duché D, Kleanthous C, Lloubès R, Postle K,

Riley M, Slatin S, Cavard D. 2007. Colicin biology. Microbiol Mol Biol Rev
71:158 –229. https://doi.org/10.1128/MMBR.00036-06.

3. Aoki SK, Pamma R, Hernday AD, Bickham JE, Braaten BA, Low DA. 2005.
Contact-dependent inhibition of growth in Escherichia coli. Science 309:
1245–1248. https://doi.org/10.1126/science.1115109.

4. Hood RD, Singh P, Hsu F, Güvener T, Carl MA, Trinidad RR, Silverman JM,
Ohlson BB, Hicks KG, Plemel RL, Li M, Schwarz S, Wang WY, Merz AJ,
Goodlett DR, Mougous JD. 2010. A type VI secretion system of Pseu-
domonas aeruginosa targets a toxin to bacteria. Cell Host Microbe
7:25–37. https://doi.org/10.1016/j.chom.2009.12.007.

5. MacIntyre DL, Miyata ST, Kitaoka M, Pukatzki S. 2010. The Vibrio cholerae
type VI secretion system displays antimicrobial properties. Proc Natl Acad
Sci U S A 107:19520–19524. https://doi.org/10.1073/pnas.1012931107.

6. Souza DP, Oka GU, Alvarez-Martinez CE, Bisson-Filho AW, Dunger G,
Hobeika L, Cavalcante NS, Alegria MC, Barbosa LRS, Salinas RK, Guzzo CR,
Farah CS. 2015. Bacterial killing via a type IV secretion system. Nat
Commun 6:6453. https://doi.org/10.1038/ncomms7453.

7. Aoki SK, Diner EJ, de Roodenbeke CT, Burgess BR, Poole SJ, Braaten BA,
Jones AM, Webb JS, Hayes CS, Cotter PA, Low DA. 2010. A widespread
family of polymorphic contact-dependent toxin delivery systems in
bacteria. Nature 468:439 – 442. https://doi.org/10.1038/nature09490.

8. Arenas J, Schipper K, van Ulsen P, van der Ende A, Tommassen J. 2013.
Domain exchange at the 3= end of the gene encoding the fratricide
meningococcal two-partner secretion protein A. BMC Genomics 14:622.
https://doi.org/10.1186/1471-2164-14-622.

9. Nikolakakis K, Amber S, Wilbur JS, Diner EJ, Aoki SK, Poole SJ, Tuanyok A,
Keim PS, Peacock S, Hayes CS, Low DA. 2012. The toxin/immunity
network of Burkholderia pseudomallei contact-dependent growth inhi-
bition (CDI) systems. Mol Microbiol 84:516 –529. https://doi.org/10.1111/
j.1365-2958.2012.08039.x.

10. Anderson MS, Garcia EC, Cotter PA. 2012. The Burkholderia bcpAIOB
genes define unique classes of two-partner secretion and contact de-
pendent growth inhibition systems. PLoS Genet 8:e1002877. https://doi
.org/10.1371/journal.pgen.1002877.

11. Mercy C, Ize B, Salcedo SP, de Bentzmann S, Bigot S. 2016. Functional
characterization of Pseudomonas contact dependent growth inhibition
(CDI) systems. PLoS One 11:e0147435. https://doi.org/10.1371/journal
.pone.0147435.

12. Willett JL, Ruhe ZC, Goulding CW, Low DA, Hayes CS. 2015. Contact-
dependent growth inhibition (CDI) and CdiB/CdiA two-partner secretion
proteins. J Mol Biol 427:3754 –3765. https://doi.org/10.1016/j.jmb.2015
.09.010.

13. Ruhe ZC, Nguyen JY, Beck CM, Low DA, Hayes CS. 2014. The proton-
motive force is required for translocation of CDI toxins across the inner
membrane of target bacteria. Mol Microbiol 94:466 – 481. https://doi
.org/10.1111/mmi.12779.

14. Willett JL, Gucinski GC, Fatherree JP, Low DA, Hayes CS. 2015. Contact-
dependent growth inhibition toxins exploit multiple independent cell-
entry pathways. Proc Natl Acad Sci U S A 112:11341–11346. https://doi
.org/10.1073/pnas.1512124112.

15. Aoki SK, Webb JS, Braaten BA, Low DA. 2009. Contact-dependent growth
inhibition causes reversible metabolic downregulation in Escherichia coli.
J Bacteriol 191:1777–1786. https://doi.org/10.1128/JB.01437-08.

16. Morse RP, Nikolakakis KC, Willett JL, Gerrick E, Low DA, Hayes CS,
Goulding CW. 2012. Structural basis of toxicity and immunity in contact-
dependent growth inhibition (CDI) systems. Proc Natl Acad Sci U S A
109:21480 –21485. https://doi.org/10.1073/pnas.1216238110.

17. Zhang D, de Souza RF, Anantharaman V, Iyer LM, Aravind L. 2012.
Polymorphic toxin systems: comprehensive characterization of traffick-
ing modes, processing, mechanisms of action, immunity and ecology
using comparative genomics. Biol Direct 7:18. https://doi.org/10.1186/
1745-6150-7-18.

18. Zhang D, Iyer LM, Aravind L. 2011. A novel immunity system for bacterial
nucleic acid degrading toxins and its recruitment in various eukaryotic
and DNA viral systems. Nucleic Acids Res 39:4532– 4552. https://doi.org/
10.1093/nar/gkr036.

19. Webb JS, Nikolakakis KC, Willett JLE, Aoki SK, Hayes CS, Low DA. 2013.
Delivery of CdiA nuclease toxins into target cells during contact-
dependent growth inhibition. PLoS One 8:e57609. https://doi.org/10
.1371/journal.pone.0057609.

20. Beck CM, Morse RP, Cunningham DA, Iniguez A, Low DA, Goulding CW,
Hayes CS. 2014. CdiA from Enterobacter cloacae delivers a toxic ribo-
somal RNase into target bacteria. Structure 22:707–718. https://doi.org/
10.1016/j.str.2014.02.012.

21. Morse RP, Willett JL, Johnson PM, Zheng J, Credali A, Iniguez A, Nowick
JS, Hayes CS, Goulding CW. 2015. Diversification of beta-augmentation
interactions between CDI toxin/immunity proteins. J Mol Biol 427:
3766 –3784. https://doi.org/10.1016/j.jmb.2015.09.020.

22. Johnson PM, Beck CM, Morse RP, Garza-Sánchez F, Low DA, Hayes CS,

Ruhe et al. ®

March/April 2017 Volume 8 Issue 2 e00290-17 mbio.asm.org 14

 
m

bio.asm
.org

 on June 20, 2017 - P
ublished by 

m
bio.asm

.org
D

ow
nloaded from

 

https://doi.org/10.1128/mBio.00290-17
https://doi.org/10.1128/mBio.00290-17
https://doi.org/10.1353/pbm.1961.0001
https://doi.org/10.1128/MMBR.00036-06
https://doi.org/10.1126/science.1115109
https://doi.org/10.1016/j.chom.2009.12.007
https://doi.org/10.1073/pnas.1012931107
https://doi.org/10.1038/ncomms7453
https://doi.org/10.1038/nature09490
https://doi.org/10.1186/1471-2164-14-622
https://doi.org/10.1111/j.1365-2958.2012.08039.x
https://doi.org/10.1111/j.1365-2958.2012.08039.x
https://doi.org/10.1371/journal.pgen.1002877
https://doi.org/10.1371/journal.pgen.1002877
https://doi.org/10.1371/journal.pone.0147435
https://doi.org/10.1371/journal.pone.0147435
https://doi.org/10.1016/j.jmb.2015.09.010
https://doi.org/10.1016/j.jmb.2015.09.010
https://doi.org/10.1111/mmi.12779
https://doi.org/10.1111/mmi.12779
https://doi.org/10.1073/pnas.1512124112
https://doi.org/10.1073/pnas.1512124112
https://doi.org/10.1128/JB.01437-08
https://doi.org/10.1073/pnas.1216238110
https://doi.org/10.1186/1745-6150-7-18
https://doi.org/10.1186/1745-6150-7-18
https://doi.org/10.1093/nar/gkr036
https://doi.org/10.1093/nar/gkr036
https://doi.org/10.1371/journal.pone.0057609
https://doi.org/10.1371/journal.pone.0057609
https://doi.org/10.1016/j.str.2014.02.012
https://doi.org/10.1016/j.str.2014.02.012
https://doi.org/10.1016/j.jmb.2015.09.020
http://mbio.asm.org
http://mbio.asm.org/
http://mbio.asm.org/


Goulding CW. 2016. Unraveling the essential role of CysK in CDI toxin
activation. Proc Natl Acad Sci U S A 113:9792–9797. https://doi.org/10
.1073/pnas.1607112113.

23. Johnson PM, Gucinski GC, Garza-Sánchez F, Wong T, Hung LW, Hayes CS,
Goulding CW. 2016. Functional diversity of cytotoxic tRNase/immunity
protein complexes from Burkholderia pseudomallei. J Biol Chem 291:
19387–19400. https://doi.org/10.1074/jbc.M116.736074.

24. Aoki SK, Malinverni JC, Jacoby K, Thomas B, Pamma R, Trinh BN, Remers
S, Webb J, Braaten BA, Silhavy TJ, Low DA. 2008. Contact-dependent
growth inhibition requires the essential outer membrane protein BamA
(YaeT) as the receptor and the inner membrane transport protein AcrB.
Mol Microbiol 70:323–340. https://doi.org/10.1111/j.1365-2958.2008
.06404.x.

25. Voulhoux R, Bos MP, Geurtsen J, Mols M, Tommassen J. 2003. Role of a
highly conserved bacterial protein in outer membrane protein assembly.
Science 299:262–265. https://doi.org/10.1126/science.1078973.

26. Smith DL, James CE, Sergeant MJ, Yaxian Y, Saunders JR, McCarthy AJ,
Allison HE. 2007. Short-tailed stx phages exploit the conserved YaeT
protein to disseminate Shiga toxin genes among enterobacteria. J Bac-
teriol 189:7223–7233. https://doi.org/10.1128/JB.00824-07.

27. Noinaj N, Kuszak AJ, Gumbart JC, Lukacik P, Chang H, Easley NC, Lithgow
T, Buchanan SK. 2013. Structural insight into the biogenesis of beta-
barrel membrane proteins. Nature 501:385–390. https://doi.org/10.1038/
nature12521.

28. Ruhe ZC, Wallace AB, Low DA, Hayes CS. 2013. Receptor polymorphism
restricts contact-dependent growth inhibition to members of the same
species. mBio 4:e00480-13. https://doi.org/10.1128/mBio.00480-13.

29. Lukácová M, Barák I, Kazár J. 2008. Role of structural variations of
polysaccharide antigens in the pathogenicity of Gram-negative bacteria.
Clin Microbiol Infect 14:200 –206. https://doi.org/10.1111/j.1469-0691
.2007.01876.x.

30. Foley J. 2015. Mini-review: strategies for variation and evolution of
bacterial antigens. Comput Struct Biotechnol J 13:407– 416. https://doi
.org/10.1016/j.csbj.2015.07.002.

31. Beck CM, Willett JL, Cunningham DA, Kim JJ, Low DA, Hayes CS. 2016.
CdiA effectors from uropathogenic Escherichia coli use heterotrimeric
osmoporins as receptors to recognize target bacteria. PLoS Pathog
12:e1005925. https://doi.org/10.1371/journal.ppat.1005925.

32. Chen SL, Hung CS, Xu J, Reigstad CS, Magrini V, Sabo A, Blasiar D, Bieri
T, Meyer RR, Ozersky P, Armstrong JR, Fulton RS, Latreille JP, Spieth J,
Hooton TM, Mardis ER, Hultgren SJ, Gordon JI. 2006. Identification of
genes subject to positive selection in uropathogenic strains of Esche-
richia coli: a comparative genomics approach. Proc Natl Acad Sci U S A
103:5977–5982. https://doi.org/10.1073/pnas.0600938103.

33. Petersen L, Bollback JP, Dimmic M, Hubisz M, Nielsen R. 2007. Genes
under positive selection in Escherichia coli. Genome Res 17:1336 –1343.
https://doi.org/10.1101/gr.6254707.

34. Rojas CM, Ham JH, Deng WL, Doyle JJ, Collmer A. 2002. HecA, a member
of a class of adhesins produced by diverse pathogenic bacteria, contrib-
utes to the attachment, aggregation, epidermal cell killing, and virulence
phenotypes of Erwinia chrysanthemi EC16 on Nicotiana clevelandii seed-
lings. Proc Natl Acad Sci U S A 99:13142–13147. https://doi.org/10.1073/
pnas.202358699.

35. Guilhabert MR, Kirkpatrick BC. 2005. Identification of Xylella fastidiosa
antivirulence genes: hemagglutinin adhesins contribute a biofilm mat-
uration to X. fastidiosa and colonization and attenuate virulence. Mol
Plant Microbe Interact 18:856 – 868. https://doi.org/10.1094/MPMI-18
-0856.

36. Neil RB, Apicella MA. 2009. Role of HrpA in biofilm formation of Neisseria
meningitidis and regulation of the hrpBAS transcripts. Infect Immun
77:2285–2293. https://doi.org/10.1128/IAI.01502-08.

37. Garcia EC, Anderson MS, Hagar JA, Cotter PA. 2013. Burkholderia BcpA
mediates biofilm formation independently of interbacterial contact-
dependent growth inhibition. Mol Microbiol 89:1213–1225. https://doi
.org/10.1111/mmi.12339.

38. Ruhe ZC, Townsley L, Wallace AB, King A, Van der Woude MW, Low DA,
Yildiz FH, Hayes CS. 2015. CdiA promotes receptor-independent inter-
cellular adhesion. Mol Microbiol 98:175–192. https://doi.org/10.1111/
mmi.13114.

39. Garcia EC, Perault AI, Marlatt SA, Cotter PA. 2016. Interbacterial signaling
via Burkholderia contact-dependent growth inhibition system proteins.
Proc Natl Acad Sci U S A 113:8296 – 8301. https://doi.org/10.1073/pnas
.1606323113.

40. Ruhe ZC, Hayes CS, Low DA. 2015. Measuring cell-cell binding using

flow-cytometry. Methods Mol Biol 1329:127–136. https://doi.org/10
.1007/978-1-4939-2871-2_9.

41. Poole SJ, Diner EJ, Aoki SK, Braaten BA, T’Kint de Roodenbeke C, Low DA,
Hayes CS. 2011. Identification of functional toxin/immunity genes linked
to contact-dependent growth inhibition (CDI) and rearrangement hot-
spot (Rhs) systems. PLoS Genet 7:e1002217. https://doi.org/10.1371/
journal.pgen.1002217.

42. Diner EJ, Beck CM, Webb JS, Low DA, Hayes CS. 2012. Identification of a
target cell permissive factor required for contact-dependent growth
inhibition (CDI). Genes Dev 26:515–525. https://doi.org/10.1101/gad
.182345.111.

43. Relman DA, Domenighini M, Tuomanen E, Rappuoli R, Falkow S. 1989.
Filamentous hemagglutinin of Bordetella pertussis: nucleotide sequence
and crucial role in adherence. Proc Natl Acad Sci U S A 86:2637–2641.
https://doi.org/10.1073/pnas.86.8.2637.

44. Mazar J, Cotter PA. 2006. Topology and maturation of filamentous haem-
agglutinin suggest a new model for two-partner secretion. Mol Microbiol
62:641–654. https://doi.org/10.1111/j.1365-2958.2006.05392.x.

45. Makhov AM, Hannah JH, Brennan MJ, Trus BL, Kocsis E, Conway JF,
Wingfield PT, Simon MN, Steven AC. 1994. Filamentous hemagglutinin of
Bordetella pertussis. A bacterial adhesin formed as a 50-nm monomeric
rigid rod based on a 19-residue repeat motif rich in beta strands and
turns. J Mol Biol 241:110 –124. https://doi.org/10.1006/jmbi.1994.1478.

46. Kajava AV, Cheng N, Cleaver R, Kessel M, Simon MN, Willery E, Jacob-
Dubuisson F, Locht C, Steven AC. 2001. Beta-helix model for the fila-
mentous haemagglutinin adhesin of Bordetella pertussis and related
bacterial secretory proteins. Mol Microbiol 42:279 –292. https://doi.org/
10.1046/j.1365-2958.2001.02598.x.

47. Melvin JA, Scheller EV, Noël CR, Cotter PA. 2015. New insight into
filamentous hemagglutinin secretion reveals a role for full-length FhaB
in Bordetella virulence. mBio 6:e01189-15. https://doi.org/10.1128/mBio
.01189-15.

48. Noël CR, Mazar J, Melvin JA, Sexton JA, Cotter PA. 2012. The prodomain
of the Bordetella two-partner secretion pathway protein FhaB remains
intracellular yet affects the conformation of the mature C-terminal do-
main. Mol Microbiol 86:988 –1006. https://doi.org/10.1111/mmi.12036.

49. Baba T, Ara T, Hasegawa M, Takai Y, Okumura Y, Baba M, Datsenko KA,
Tomita M, Wanner BL, Mori H. 2006. Construction of Escherichia coli K-12
in-frame, single-gene knockout mutants: the Keio collection. Mol Syst
Biol 2:2006.0008. https://doi.org/10.1038/msb4100050.

50. Thomason L, Court DL, Bubunenko M, Costantino N, Wilson H, Datta S,
Oppenheim A. 2007. Recombineering: genetic engineering in bacteria
using homologous recombination. Curr Protoc Mol Biol Chapter 1:Unit
1.16. https://doi.org/10.1002/0471142727.mb0116s78.

51. Hayes CS, Sauer RT. 2003. Cleavage of the A site mRNA codon during
ribosome pausing provides a mechanism for translational quality con-
trol. Mol Cell 12:903–911. https://doi.org/10.1016/S1097-2765(03)00385
-X.

52. Edwards RA, Keller LH, Schifferli DM. 1998. Improved allelic exchange
vectors and their use to analyze 987P fimbria gene expression. Gene
207:149 –157. https://doi.org/10.1016/S0378-1119(97)00619-7.

53. Robert V, Volokhina EB, Senf F, Bos MP, Van Gelder P, Tommassen J.
2006. Assembly factor Omp85 recognizes its outer membrane protein
substrates by a species-specific C-terminal motif. PLoS Biol 4:e377.
https://doi.org/10.1371/journal.pbio.0040377.

54. Janssen BD, Hayes CS. 2009. Kinetics of paused ribosome recycling in
Escherichia coli. J Mol Biol 394:251–267. https://doi.org/10.1016/j.jmb
.2009.09.020.

55. Ferrières L, Hémery G, Nham T, Guérout AM, Mazel D, Beloin C, Ghigo JM.
2010. Silent mischief: bacteriophage Mu insertions contaminate prod-
ucts of Escherichia coli random mutagenesis performed using suicidal
transposon delivery plasmids mobilized by broad-host-range RP4 con-
jugative machinery. J Bacteriol 192:6418 – 6427. https://doi.org/10.1128/
JB.00621-10.

56. Garza-Sánchez F, Janssen BD, Hayes CS. 2006. Prolyl-tRNA(Pro) in the
A-site of SecM-arrested ribosomes inhibits the recruitment of transfer-
messenger RNA. J Biol Chem 281:34258 –34268. https://doi.org/10.1074/
jbc.M608052200.

57. Cherepanov PP, Wackernagel W. 1995. Gene disruption in Escherichia
coli: TcR and KmR cassettes with the option of Flp-catalyzed excision of
the antibiotic-resistance determinant. Gene 158:9 –14. https://doi.org/10
.1016/0378-1119(95)00193-A.

58. Chiang SL, Rubin EJ. 2002. Construction of a mariner-based transposon

Modular CDI Receptor-Binding Domains ®

March/April 2017 Volume 8 Issue 2 e00290-17 mbio.asm.org 15

 
m

bio.asm
.org

 on June 20, 2017 - P
ublished by 

m
bio.asm

.org
D

ow
nloaded from

 

https://doi.org/10.1073/pnas.1607112113
https://doi.org/10.1073/pnas.1607112113
https://doi.org/10.1074/jbc.M116.736074
https://doi.org/10.1111/j.1365-2958.2008.06404.x
https://doi.org/10.1111/j.1365-2958.2008.06404.x
https://doi.org/10.1126/science.1078973
https://doi.org/10.1128/JB.00824-07
https://doi.org/10.1038/nature12521
https://doi.org/10.1038/nature12521
https://doi.org/10.1128/mBio.00480-13
https://doi.org/10.1111/j.1469-0691.2007.01876.x
https://doi.org/10.1111/j.1469-0691.2007.01876.x
https://doi.org/10.1016/j.csbj.2015.07.002
https://doi.org/10.1016/j.csbj.2015.07.002
https://doi.org/10.1371/journal.ppat.1005925
https://doi.org/10.1073/pnas.0600938103
https://doi.org/10.1101/gr.6254707
https://doi.org/10.1073/pnas.202358699
https://doi.org/10.1073/pnas.202358699
https://doi.org/10.1094/MPMI-18-0856
https://doi.org/10.1094/MPMI-18-0856
https://doi.org/10.1128/IAI.01502-08
https://doi.org/10.1111/mmi.12339
https://doi.org/10.1111/mmi.12339
https://doi.org/10.1111/mmi.13114
https://doi.org/10.1111/mmi.13114
https://doi.org/10.1073/pnas.1606323113
https://doi.org/10.1073/pnas.1606323113
https://doi.org/10.1007/978-1-4939-2871-2_9
https://doi.org/10.1007/978-1-4939-2871-2_9
https://doi.org/10.1371/journal.pgen.1002217
https://doi.org/10.1371/journal.pgen.1002217
https://doi.org/10.1101/gad.182345.111
https://doi.org/10.1101/gad.182345.111
https://doi.org/10.1073/pnas.86.8.2637
https://doi.org/10.1111/j.1365-2958.2006.05392.x
https://doi.org/10.1006/jmbi.1994.1478
https://doi.org/10.1046/j.1365-2958.2001.02598.x
https://doi.org/10.1046/j.1365-2958.2001.02598.x
https://doi.org/10.1128/mBio.01189-15
https://doi.org/10.1128/mBio.01189-15
https://doi.org/10.1111/mmi.12036
https://doi.org/10.1038/msb4100050
https://doi.org/10.1002/0471142727.mb0116s78
https://doi.org/10.1016/S1097-2765(03)00385-X
https://doi.org/10.1016/S1097-2765(03)00385-X
https://doi.org/10.1016/S0378-1119(97)00619-7
https://doi.org/10.1371/journal.pbio.0040377
https://doi.org/10.1016/j.jmb.2009.09.020
https://doi.org/10.1016/j.jmb.2009.09.020
https://doi.org/10.1128/JB.00621-10
https://doi.org/10.1128/JB.00621-10
https://doi.org/10.1074/jbc.M608052200
https://doi.org/10.1074/jbc.M608052200
https://doi.org/10.1016/0378-1119(95)00193-A
https://doi.org/10.1016/0378-1119(95)00193-A
http://mbio.asm.org
http://mbio.asm.org/
http://mbio.asm.org/


for epitope-tagging and genomic targeting. Gene 296:179 –185. https://
doi.org/10.1016/S0378-1119(02)00856-9.

59. Datta S, Costantino N, Court DL. 2006. A set of recombineering plasmids
for gram-negative bacteria. Gene 379:109 –115. https://doi.org/10.1016/
j.gene.2006.04.018.

60. Kim S, Malinverni JC, Sliz P, Silhavy TJ, Harrison SC, Kahne D. 2007.

Structure and function of an essential component of the outer mem-
brane protein assembly machine. Science 317:961–964. https://doi.org/
10.1126/science.1143993.

61. Garza-Sánchez F, Schaub RE, Janssen BD, Hayes CS. 2011. tmRNA regu-
lates synthesis of the ArfA ribosome rescue factor. Mol Microbiol 80:
1204 –1219. https://doi.org/10.1111/j.1365-2958.2011.07638.x.

Ruhe et al. ®

March/April 2017 Volume 8 Issue 2 e00290-17 mbio.asm.org 16

 
m

bio.asm
.org

 on June 20, 2017 - P
ublished by 

m
bio.asm

.org
D

ow
nloaded from

 

https://doi.org/10.1016/S0378-1119(02)00856-9
https://doi.org/10.1016/S0378-1119(02)00856-9
https://doi.org/10.1016/j.gene.2006.04.018
https://doi.org/10.1016/j.gene.2006.04.018
https://doi.org/10.1126/science.1143993
https://doi.org/10.1126/science.1143993
https://doi.org/10.1111/j.1365-2958.2011.07638.x
http://mbio.asm.org
http://mbio.asm.org/
http://mbio.asm.org/

	RESULTS
	Localization of the BamA-binding region in CdiAEC93. 
	CdiA receptor-binding domains are modular. 
	The CVR is required for OmpC-dependent toxin delivery. 
	Identification of the receptor for CdiASTECO31. 

	DISCUSSION
	MATERIALS AND METHODS
	Bacteria, growth conditions, and competition cocultures. 
	Plasmid constructions. 
	Protein purification. 
	BamA-binding assays. 
	Cell-cell adhesion assays. 
	Transposon library construction and selection for CDIr mutants. 

	SUPPLEMENTAL MATERIAL
	ACKNOWLEDGMENTS
	REFERENCES

