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Enteropathogenic Escherichia coli employs a type III secretion system (T3SS) to translocate virulence effector proteins directly
into enterocyte host cells, leading to diarrheal disease. The T3SS is encoded within the chromosomal locus of enterocyte efface-
ment (LEE). The function of some of the LEE-encoded proteins remains unknown. Here we investigated the role of the Orf16
protein in T3SS biogenesis and function. An orf16 deletion mutant showed translocator and effector protein secretion profiles
different from those of wild-type cells. The orf16 null strain produced T3S structures with abnormally long needles and filaments
that caused weak hemolysis of red blood cells. Furthermore, the number of fully assembled T3SSs was also reduced in the orf16
mutant, indicating that Orf16, though not essential, is required for efficient T3SS assembly. Analysis of protein secretion re-
vealed that Orf16 is a T3SS-secreted substrate and regulates the secretion of the inner rod component EscI. Both pulldown and
yeast two-hybrid assays showed that Orf16 interacts with the C-terminal domain of an inner membrane component of the secre-
tion apparatus, EscU; the inner rod protein EscI; the needle protein EscF; and the multieffector chaperone CesT. These results
suggest that Orf16 regulates needle length and, along with EscU, participates in a substrate specificity switch from early sub-
strates to translocators. Taken together, our results suggest that Orf16 acts as a molecular measuring device in a way similar to
that of members of the Yersinia YscP and flagellar FliK protein family. Therefore, we propose that this protein be renamed EscP.

The type III secretion system (T3SS) is a specialized macromo-
lecular transport apparatus used by many pathogenic bacteria

of plants and animals to translocate virulence proteins (termed
effectors) into the host cell cytosol, in which they subvert multiple
signaling pathways (43). This syringe-like protein secretion struc-
ture is also known as an “injectisome” (12). It is composed of
around 20 proteins organized into three main structures, (i) a
multiring basal complex embedded in the bacterial membranes
that houses the export apparatus, (ii) a hollow extracellular fila-
mentous structure that forms a conduit to the host cell, and (iii) a
translocation pore in the host cell membrane formed by proteins
known as translocators, which allow the effectors to be directly
injected into eukaryotic host cells (12, 35, 50). Moreover, a T3SS is
also used to assemble the bacterial flagellum, which is structurally
related to the injectisome (28). Many proteins are conserved
among both virulence and flagellar secretion assemblies, and it is
proposed that these bacterial nanomachines evolved from a com-
mon ancestor (12, 28, 39).

The human pathogen enteropathogenic Escherichia coli
(EPEC) is a major cause of severe infant diarrhea, producing sig-
nificant morbidity and mortality in developing countries (78).
EPEC belongs to the attaching and effacing (A/E) family of bacte-
ria that colonize intestinal epithelial cells, creating a distinctive
histopathological lesion known as an A/E lesion (11, 78). The
genes involved in generating the A/E phenotype are contained
within a chromosomal pathogenicity island (PAI) named the lo-
cus of enterocyte effacement (LEE), which encodes a T3SS (26,
62). EPEC uses this secretion system to direct the translocation of
seven LEE-encoded effectors and many non-LEE-encoded (Nle)
effectors (distributed in other PAIs around the chromosome) di-
rectly into enterocyte cells (16, 22). These effectors alter numerous
cell functions and induce severe reorganization of host cytoskel-
etal proteins, leading to the formation of actin-rich, pedestal-like
structures typical of the A/E lesion (16, 48).

The EPEC injectisome is a supermolecular complex spanning
both bacterial membranes and extending an external needle struc-
ture and filament (14, 90). The EscC secretin forms the outer
membrane (OM) ring, whereas EscD and the lipoprotein EscJ
form the inner membrane (IM) rings (38, 82, 94, 114). The EscI
protein polymerizes to make up the periplasmic inner rod of the
T3SS basal complex (87). Additionally, integral and associated IM
proteins, together with cytoplasmic components, constitute the
export apparatus essential for type III secretion. Among these, five
transmembrane proteins (EscR, EscS, EscT, EscU, and EscV)
highly conserved among different-virulence T3SSs and with com-
ponents of the flagellar export apparatus, are predicted to be lo-
calized in a patch of membrane within the IM ring (67, 73, 105).
EscU, a member of the YscU/FlhB family of proteins, undergoes
spontaneous autocleavage in an NPTH amino acid motif in its
C-terminal cytosolic domain (EscUC), and it has been proposed to
participate in a substrate specificity switch that regulates secretion
hierarchy (17, 103, 115). Another fundamental component of the
secretion apparatus is the ATPase EscN, a member of the YscN/
FliI group of proteins, which energizes the secretion process and
functions as a docking site for chaperone-effector complexes (3,
37, 100, 116). The extracellular needle is made by the polymeriza-
tion of EscF subunits to an approximate length of 50 nm (91, 111).
In addition, a long helical homopolymeric filament of the EspA
protein extends the needle (49, 90). Upon contact with the host
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cell, the injectisome assembles a translocation pore formed by the
proteins EspB and EspD in the enterocyte cell membrane (44).

The assembly of a functional T3SS is a sequential process that
requires tight regulation (9, 12, 17). It initiates with a Sec-depen-
dent stage in which OM and IM rings are assembled and mem-
brane and associated cytosolic components of the export appara-
tus are incorporated (23, 24, 105). After this platform is formed,
three distinct sets of proteins are secreted in an orderly manner:
the early substrates (inner rod and needle subunits), then the mid-
dle substrates (translocators), and finally the late substrates (effec-
tors) (9, 17, 54). The flagellar export apparatus also has different
export substrate specificity states: early (rod/hook-type sub-
strates) and late (filament-type substrates) (32). In both virulence
and flagellar systems, hierarchical secretion is controlled by pro-
tein interactions within the so-called molecular switches. The
length of the needle/hook is regulated by a switching substrate
specificity mechanism (71). Proteins commonly named type III
secretion substrate specificity switch (T3S4) proteins (1, 65)
achieve the length control of these structures. They include YscP
from Yersinia, Spa32 from Shigella, InvJ from Salmonella, and FliK
from the flagellar system. Mutants with changes in the genes that
encode these proteins exhibit abnormally long needles or hooks
that can be up to 20 times as long as those observed in the wild-
type (WT) strains; in addition, these mutants do not secrete trans-
locators and effectors or flagellin (41, 45, 46, 52, 58, 95, 98, 110).

Many different mechanisms have been proposed to explain
needle/hook length control (12, 27, 29, 45, 59, 60, 76, 93, 106,
109). Interestingly, extragenic suppressor mutations of fliK and
yscP are localized within flhB and yscU (25, 41, 53, 110). Once the
needle/hook has reached its full length, a protein interaction be-
tween the T3S4 protein and the component of the export appara-
tus regulates the first substrate specificity switch, which arrests
needle/hook export while allowing the secretion of later substrates
(7, 25, 31, 34, 41, 110).

Many of the EPEC LEE-encoded proteins have been character-
ized; however, the function of Orf16, encoded by the fifth gene of
the LEE3 operon, has not been previously examined. In this study,
we investigated the role of Orf16 in the biogenesis and function of
the T3SS in EPEC. We show that Orf16 plays a critical role in T3SS
assembly and regulation of protein secretion. Following the no-
menclature used for Yersinia, we propose that this protein be re-
named EscP, which is the name used here.

(This study was performed in partial fulfillment of the require-
ments for the Ph.D. degree in Biomedical Sciences of J.M.F at the
Universidad Nacional Autónoma de México [UNAM].)

MATERIALS AND METHODS
Bacterial strains, plasmids, and growth conditions. The bacterial strains
and plasmids used in the present study are described in Table 1. Bacterial
strains were aerobically grown (with shaking at 250 rpm) at 37°C in either
Luria-Bertani (LB) or Dulbecco’s modified Eagle medium (DMEM;
Gibco) supplemented with 1% LB and 4 mg/liter pyridoxal hydrochloride
(Sigma). When required, the medium was supplemented with ampicillin
at 100 �g/ml, streptomycin at 25 �g/ml, kanamycin at 50 �g/ml, chlor-
amphenicol at 25 �g/ml, or tetracycline at 25 �g/ml.

Construction of escP deletion mutant and plasmids. DNA manipu-
lations were performed according to standard protocols. Restriction en-
zymes, T4 DNA ligase (New England BioLabs), and Taq DNA polymerase
(Qiagen) were used according to the manufacturer’s instructions. The
oligonucleotides used in this work were synthesized by Sigma. DNA se-

quencing was performed by the sequencing facility at the Instituto de
Fisiología Celular, UNAM.

Deletion of the escP gene from the WT EPEC chromosome was per-
formed by the one-step mutagenesis method (15). The kanamycin resis-
tance cassette was amplified with 70-mer oligonucleotides using plasmid
pKD4 as a template. escP was eliminated and replaced with the resistance
marker by recombination. The replacement was confirmed by PCR and
sequencing.

For plasmid construction, the escP gene was PCR amplified from chro-
mosomal DNA of WT EPEC using primers containing NdeI and BamHI
restriction sites. The PCR product was cloned into pCR-BluntII-TOPO to
generate plasmid pJRo16, sequenced, and subcloned into pTrc99AFF4
and pET19b expression vectors to generate plasmids pJTo16 and pJEo16.
For the construction of a plasmid expressing EscP with a C-terminal his-
tidine tag, the escP gene was PCR amplified from chromosomal DNA of
WT EPEC using primers containing NdeI and XhoI restriction sites. The
PCR product was cloned into pET23b, generating plasmid pJE23o16. For
the construction of plasmids expressing proteins with a C-terminal dou-
ble hemagglutinin (HA) epitope tag, the coding regions of EPEC espH,
map, tir, nleC, nleD, nleI, nleH, escI, and escP containing their putative
native ribosome binding sites (RBS) but without their stop codons were
amplified by PCR and cloned as HindIII/XhoI fragments into pTOPO-
2HA. To produce N-terminal maltose binding protein (MBP)-tagged
EscP, escP was PCR amplified and cloned into the pMAL-c2X vector as a
BamHI/HindIII fragment. The escUC, escUCC, cesT, escI, and escF genes
were PCR amplified, double digested with NdeI and BamHI, and cloned
into the pET19b expression vector, which allows the production of N-ter-
minally His10-tagged proteins.

For construction of the �1-11escP allele encoding EscP without its first
11 amino acid (aa) residues but containing its putative native RBS, two
independent PCRs flanking the region to be deleted were carried out. PCR
A was performed using a forward oligonucleotide priming the beginning
of orf15 and a reverse oligonucleotide priming the sequence located im-
mediately upstream of the deletion start point and containing extra bases
located immediately downstream of the deletion start point. PCR B was
carried out using a forward oligonucleotide priming the sequence imme-
diately downstream of the end of the deletion site and a reverse primer
that was complementary to a sequence located in the middle of escQ. The
overlapping PCR was performed with the same primers used for the escP
amplification containing HindIII/XhoI restriction sites. The purified PCR
product was cloned into pTOPO-2HA, generating plasmid pJH�11o16
(Table 1), and sequenced.

Protein secretion assays. EPEC protein secretion assays were per-
formed under shaking conditions. A 120-�l volume of an overnight (ON)
EPEC culture (grown in LB with shaking) was inoculated into 6 ml pre-
warmed DMEM. Growth was continued at 37°C until the optical density
at 600 nm (OD600) reached 0.6 to 0.8. Cultures were harvested by centrif-
ugation (16,100 � g for 5 min), and the resulting pellets were resuspended
in SDS-PAGE sample buffer normalized according to the OD600 value.
The supernatant was carefully collected and precipitated with 10% tri-
chloroacetic acid ON. Precipitated proteins were concentrated by centrif-
ugation at 16,100 � g for 30 min. The pellet was air dried for 5 min and
resuspended in SDS-PAGE sample buffer normalized according to the
OD600 value, and 4 �l of saturated Tris was added to neutralize the sample.
To evaluate the secretion of the recombinant proteins EscP-HA and EscI-
HA, 8 ml of prewarmed DMEM was inoculated with 160 �l of ON cul-
tures of WT and �escN and �escP mutant EPEC strains containing plas-
mid pJHo16 or pJHeI. Growth was continued at 37°C until the OD600

reached 0.6. Pellets and supernatants were collected and treated as de-
scribed above. The resulting samples were subjected to SDS–15% PAGE
and Western blot analysis.

Immunoblotting. Immunoblotting was carried out using polyclonal
anti-EspB, anti-EspA, anti-Tir, anti-EspC, anti-EspF, anti-EscF, anti-EscI,
anti-EscJ, anti-EscUC, or anti-CesT antibodies, as well as anti-DnaK (As-
say Designs), horseradish peroxidase (HRP)-conjugated anti-HA
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TABLE 1 Strains and plasmids used in this study

Strain or plasmid Relevant characteristic(s)a Reference or source

E. coli
E2348/69 WT EPEC O127:H6 strain; Smr 55
�escN mutant E2348/69 carrying an in-frame deletion of escN; Smr 38
�escV mutant E2348/69 carrying an in-frame deletion of escV; Smr 38
�ler (JPEP24) mutant E2348/69 carrying an in-frame deletion of ler; Kmr Smr 8
�escP mutant E2348/69 carrying an in-frame deletion of escP; Kmr Smr This study
BL21(DE3)/pLysS Used for overproduction of proteins from pET-based plasmids; Cmr Novagen
XL1-Blue Used for cloning; Tcr Stratagene

Salmonella
JR501 For converting plasmid to Salmonella compatibility 85
SJW1103 WT for motility and chemotaxis 113

S. cerevisiae AH109 Yeast reporter strain; MATa trp1-901 leu2-3 ura3-52 his3-200 gal4� gal80� LYS2::GAL1UAS-
GAL1TATA-HIS3 GAL2UAS-GAL2TATA-ADE2 URA3::MEL1UAS-MEL1TATA-lacZ

Clontech

Plasmids
pKD46 Red recombinase system plasmid under control of the araB promoter 15
pKD4 Template plasmid containing the kanamycin resistance cassette for the Red recombinase system 15
PCR-Blunt-II TOPO Cloning vector Invitrogen
pTrc99AFF4 Modified pTrc99A expression vector 80
pTOPO-2HA pCR2.1-TOPO derivative carrying C. rodentium espG coding region fused to two HA epitopes

at the C terminus
21

pMAL-c2x Expression vector for production of recombinant proteins with an N-terminal MBP tag New England Biolabs
pET19b T7 expression vector for production of recombinant proteins with an N-terminal His10 tag Novagen
pET23b T7 expression vector for production of recombinant proteins with a C-terminal His6 tag Novagen
pGADT7 Y2H vector containing GAL4 activation domain and LEU2 nutritional marker Clontech
pGBKT7 Y2H vector containing GAL4 DNA binding domain and TRP1 nutritional marker Clontech
pGADT7-T Encodes a fusion of the GAL4 activation domain with murine p53 Clontech
pGBKT7-53 Encodes a fusion of the GAL4 DNA binding domain with murine p53 Clontech
pGBKT7-Lam Encodes a fusion of the GAL4 DNA binding domain with human lamin C Clontech
pJRo16 pCR-Blunt II-TOPO carrying escP This study
pJTo16 pTrc99AFF4 carrying escP This study
pMTBitirHcT pTrc99AFF4 carrying tir and cesT with a His10 tag sequence at the 5= end Unpublished
pJHo16 pTOPO-2HA carrying escP with its native RBS This study
pJH�11o16 pTOPO-2HA carrying �1-11escP with its native RBS This study
pJHeH pTOPO-2HA carrying espH with its native RBS This study
pJHtir pTOPO-2HA carrying tir with its native RBS This study
pJHmap pTOPO-2HA carrying map with its native RBS This study
pJHnC pTOPO-2HA carrying nleC with its native RBS This study
pJHnD pTOPO-2HA carrying nleD with its native RBS This study
pJHnH pTOPO-2HA carrying nleH with its native RBS This study
pJHnI pTOPO-2HA carrying nleI with its native RBS This study
pJHeI pTOPO-2HA carrying escI with its native RBS This study
pJLo16 pMAL-c2X carrying escP This study
pJEeUC pET19b carrying escUC This study
pJEeUCC pET19b carrying escUCC This study
pJEeF pET19b carrying escF This study
pJEeI pET19b carrying escI This study
pMEcT pET19b carrying cesT Unpublished
pJEo16 pET19b carrying escP This study
pMEsL pET19b carrying sepL Unpublished
pJE23bo16 pET23b carrying escP This study
pOGADo16 pGADT7 carrying escP This study
pOGBKeUC pGBKT7 carrying escUC This study
pOGBKeUCC pGBKT7 carrying escUCC This study
pOGBKeF pGBKT7 carrying escF This study
pNGBKeI pGBKT7 carrying escI This study
pMGBKcT pGBKT7 carrying cesT Unpublished

a Sm, streptomycin; Km, kanamycin; Tc, tetracycline; Cm, chloramphenicol.
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(Sigma), HRP-conjugated anti-His (Pierce), or anti-MBP (New England
BioLabs) monoclonal antibodies. Secondary antibodies were HRP-conju-
gated goat anti-rabbit or anti-mouse (Santa Cruz Biotechnology). Immu-
nodetection was performed with a SuperSignal West Pico (Pierce) or Im-
mobilon Western kit (Millipore). For analysis of EscP-HA secretion, the
SuperSignal Western Blot Enhancer kit (Pierce) was used before immu-
nodetection. The relative intensities of the bands on Western blot assays
were quantified with the Scion Image software (Scion Corporation). Poly-
clonal antibodies against EscF, EscI, and EscUC generated in this study
were produced by subcutaneous immunization of female rabbits with
recombinant His10-tagged purified proteins.

His-EscUC purification. To overproduce His-EscUC, E. coli
BL21(DE3)/pLysS (BDP) cells containing plasmid pJEeUC were grown in
250 ml of LB at 30°C until the OD600 was between 0.6 and 0.8; at that
point, protein production was induced by the addition of 0.5 mM isopro-
pyl-�-D-thiogalactopyranoside (IPTG). After 4 h of further incubation,
cells were harvested by centrifugation (7,000 � g for 20 min, 4°C) and
stored at �20°C. The cells were thawed, suspended in binding buffer (20
mM Tris-HCl, pH 8.0, 0.5 M NaCl) with 1 mM phenylmethylsulfonyl
fluoride, and lysed by sonication. Cell lysates were centrifuged (38,000 �
g for 20 min), and the cleared lysate was loaded onto a Ni-nitrilotriacetic
acid agarose column pre-equilibrated with binding buffer. After extensive
washing with binding buffer containing 30 mM and 60 mM imidazole, the
protein was eluted with increasing concentrations of imidazole (100, 200,
and 300 mM). Purified recombinant protein was dialyzed against TNED
buffer (20 mM Tris-HCl, pH 7.5, 0.5 M NaCl, 0.1 mM EDTA, 0.2 mM
dithiothreitol) containing 20% glycerol. The resulting samples were sub-
jected to SDS–16.5% PAGE and Western blot analysis.

Pulldown assays. To determine protein interactions between EscP
and EscUC, EscUCC, EscF, EscI, CesT, SepL, and the Tir-His-CesT com-
plex, log-phase cultures of BDP cells carrying recombinant plasmid
pMAL-c2x, pJLo16, pJEescUC, pJEeUCC, pJEeF, pJEeI, pMEcT, pMEsL,
or pMTBitirHcT were induced with 0.1, 0.3, 0.5, 0.5, 0.1, 0.3, 0.1, 0.1, and
0.5 mM IPTG, respectively, and then incubated at 30°C for 4 h. For affinity
copurification, MBP- or MBP-EscP-containing cleared lysates were incu-
bated for 2 h with His-EscUC, His-EscUCC, His-EscF, His-EscI, His-CesT,
or Tir-His-CesT lysates at 4°C and bound to an amylose resin according to
the standard purification procedure. After several washes with column
buffer (50 mM Tris-Cl, pH 7.4, 200 mM NaCl, 1 mM EDTA), MBP or
MBP-EscP and associated proteins were eluted with column buffer con-
taining 10 mM maltose. Fractions of 300 �l were collected and subjected
to SDS-PAGE and immunoblotting.

Y2H assays. Yeast two-hybrid (Y2H) analysis was done using Match-
maker GAL4 Two-Hybrid System 3 (Clontech) according to the manu-
facturer’s instructions. To generate plasmid pOGADo16, escP was cloned
into NdeI/BamHI sites of pGADT7 (GAL4 activation domain). On the
other hand, escUC, escUCC, escF, escI, and cesT were cloned into the NdeI/
BamHI sites of pGBKT7 (GAL4 DNA binding domain) to produce
pOGBKeUC, pOGBKeUCC, pOGBKeF, pNGBKeI, and pMGBKcT, re-
spectively. The pGBKT7 and pGADT7 constructs were cotransformed
into Saccharomyces cerevisiae AH109 cells using the lithium acetate trans-
formation procedure in the Clontech yeast protocol handbook. Transfor-
mations were plated onto low-stringency minimal synthetic-dropout
(SD) medium (lacking leucine and tryptophan) to select for the presence
of both plasmids and incubated at 30°C. A single colony was inoculated
into 2.5 ml of SD medium lacking leucine and tryptophan and grown ON
at 30°C. Two-milliliter volumes of cell cultures were then pelleted, washed
twice with 1 ml of water, and adjusted to an OD600 of 1.0 by dilution with
water, except for cultures containing pMGBKcT, which were adjusted to
an OD600 of 2.0. The samples were then 10-fold serially diluted, and 3 �l of
each dilution was spotted onto medium-stringency SD medium (lacking
leucine, tryptophan, and histidine) to select for interacting proteins.
Plates were incubated at 30°C for 3 to 5 days, except for pMGBKcT, which
was incubated for 7 to 9 days. Matchmaker GAL4 Two-Hybrid System 3
provides controls for protein interaction. As a positive control, we used

plasmids pGADT7-T and pGBKT7-53, whereas the pGADT7-T and pG-
BKT7-Lam constructs were used as a negative control. To verify that con-
structs in pGBKT7 do not individually activate reporter gene expression,
they were cotransformed with the pGADT7 vector alone.

Purification of EPEC injectisomes. Samples were prepared essentially
as described previously (51, 61), with some modifications. Cultures (20
ml) grown ON with shaking at 37°C in LB were used to inoculate 950 ml
of DMEM. Cultures were grown with moderate shaking (100 rpm) at
37°C until the OD600 reached 0.8, and bacteria were collected by centrif-
ugation and resuspended in 80 ml of sucrose solution (150 mM Tris-HCl,
pH 8, 0.5 M sucrose). The suspension was stirred at 4°C, and 1 mg/ml
lysozyme was slowly added. EDTA at pH 8 was then added to a final
concentration of 2 mM, and the suspension was stirred at 4°C for 1 h. Cells
were lysed with 0.3% lauryldimethylamine oxide (LDAO) before the ad-
dition of 5 mM MgSO4 and 100 mM NaCl. Cell debris removal was done
by low-speed centrifugation, and needle complexes in the supernatant
were pelleted by high-speed centrifugation (81,000 � g for 1 h, 4°C). The
pellet was resuspended in buffer F (0.1% LDAO in 10 mM Tris-HCl [pH
8]– 0.3 M NaCl–5 mM EDTA) and adjusted to a final concentration of
35% (wt/vol) CsCl. Samples were centrifuged for 12 h at 54,000 � g in a
Beckman SW30 rotor. Fractions of 500 �l were collected from the gradi-
ent and diluted with 1 ml of buffer F previous to centrifugation in a
Beckman TLA-100.4 rotor at 135,000 � g for 30 min at 4°C. The pellets
containing the injectisomes were resuspended in 100 �l of buffer F and
stored at 4°C.

Electron microscopy. Samples were prepared as described previously
(76). Injectisomes were negatively stained with 2% phosphotungstic acid
(pH 4.5) on carbon-coated copper grids. Micrographs were recorded us-
ing a calibrated magnification of �20,000 with a JEM-1011 transmission
electron microscope (JEOL, Tokyo, Japan) operated at 100 kV. Needle
lengths were measured by using the ImageJ software (scale set at 5.22 Å per
pixel).

Hemolysis assay. Quantification of hemolysis by EPEC strains was
performed as described previously (44, 108), with some modifications
(36). Briefly, 0.5 ml of an EPEC culture grown in DMEM to an OD600 of
0.4 was added to 0.5 ml of a 4% red blood cell (RBC)-DMEM solution and
centrifuged at 2,500 � g for 1 min. After 4 h of static incubation at 37°C
under a 5% CO2 atmosphere, the bacterium-RBC suspension was gently
resuspended. Cells were centrifuged at 12,000 � g for 1 min, and the
release of hemoglobin into the supernatant was measured at OD450. As-
says were performed in triplicate.

Purification of EspA filaments. Purification of extracellular EspA
protein was done similarly to the method previously described (36). Cul-
tures of WT and �escP and �escN mutant EPEC strains were grown in 150
ml of DMEM at 37°C with shaking to an OD600 of �0.7. Bacteria were
harvested by centrifugation and resuspended in 20 ml of 20 mM Tris-HCl,
pH 7.5. The filaments were sheared by vigorous vortexing for 4 min.
Bacterial cells were pelleted at 38,000 � g for 20 min (twice), and the
supernatant was further centrifuged at 160,000 � g for 1 h. The resulting
pellets were resuspended in 20 mM Tris-HCl, pH 7.5, normalized to the
OD600 of cultures (50 �l for an OD of 1), and analyzed by SDS-PAGE and
immunoblotting. For membrane preparation, the bacterial cell pellets ob-
tained after shearing were resuspended in 20 mM Tris-HCl, pH 7.5, and
lysed by sonication. Cell lysates were centrifuged at 38,000 � g for 15 min,
and the pellets were resuspended in SDS-PAGE sample buffer normalized
according to the OD600 value.

Motility assays. For analysis of multicopy effect on swimming, plas-
mid pJTo16 carrying escP was transformed into Salmonella enterica strain
SJW1103. Fresh transformant cells were inoculated onto soft tryptone
agar plates (0.25%) containing ampicillin and incubated at 30°C for 4 to 6
h with or without 1 mM IPTG.

RESULTS
EscP is a member of the YscP/FliK family of proteins. The escP
gene (previously orf16) is encoded in the LEE3 operon within the
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LEE PAI. escP encodes a 138-amino-acid protein with a deduced
molecular mass of 16.5 kDa. When subjected to bioinformatic
analysis through PSI-BLAST searches, it failed to return any ho-
molog (data not shown) (82). Nevertheless, a genomic context
analysis showed that escP is syntenic to genes found in other well-
characterized T3SS loci of bacterial pathogens of plants and ani-
mals and to the fliK gene of the flagellar T3SS (Fig. 1); i.e., it is
always localized two genes downstream of the gene encoding the
type III ATPase and between a small gene encoding a protein
essential for T3S (30, 86) and the gene encoding the protein that
forms the cytoplasmic ring or flagellar C ring (5, 33, 75).

The proteins encoded by the genes occupying a position equiv-
alent to that of escP within the different type III gene clusters have
a wide range of sizes (Fig. 1) (varying from 182 to 515 residues),
and amino acid sequence alignment with EscP does not reveal
significant similarity (see Fig. S1A in the supplemental material).
However, protein sequence comparison using the most conserved
C-terminal region, which includes the T3S4 domain (1, 65),
showed moderate similarity to EscP (see Fig. S1B). In this regard,
it is noteworthy that even the same protein (FliK or HrpP) in
different species or pathovars is variable, the C terminus being the
most conserved region (74, 109). Unlike some members of this
group of proteins, EscP is not a proline-rich protein and it is the
only one with a predicted basic isoelectric point; however, all of
them possess a high percentage of random coil structure (Fig. 1),
as previously suggested (82). In addition, many of these proteins
have been shown to perform a similar function in the control of
needle/hook length and regulation of protein secretion through its
interaction with the soluble domain of a membrane protein of the

export apparatus (7, 46, 53, 58, 95, 98, 110). In this study, we
pursued the functional characterization of EscP from EPEC.

EscP affects the secretion of translocator and effector pro-
teins differentially. To assess the role of EscP in type III protein
secretion, we generated an EPEC escP nonpolar deletion mutant
(�escP) (Table 1). The escP-null strain was analyzed for secretion
of the translocators EspA, EspB, and EspD, as well as LEE-encoded
and Nle effectors, into culture supernatants by SDS-PAGE and
immunoblotting. WT EPEC showed a typical DMEM-induced
secretion profile of translocators and the LEE-encoded effectors
Tir and EspF, while the ATPase-defective �escN mutant strain was
unable to secrete type III proteins (EspC is a type V autotrans-
ported protein) (Fig. 2A). In contrast to WT EPEC levels of secre-
tion, the escP mutant showed markedly reduced secretion of
translocator proteins and increased secretion of Tir and EspF, as
shown by Coomassie staining and/or Western blotting including
densitometry (Fig. 2A, top and S panels). All of the proteins were
stable and synthesized at similar levels by the different strains, as
revealed by immunoblotting of whole-cell lysates (Fig. 2A, panel
P). The chaperone DnaK was used as a loading control. Addition-
ally, complementation of the escP deletion mutant was achieved
by plasmid-produced EscP, confirming that the mutation is non-
polar. Notably, the oversecretion pattern of effectors was also
completely restored to WT levels in the complemented mutant.
Successful complementation was accomplished as well when pro-
ducing the His-EscP, EscP-His, or EscP-HA-tagged protein (data
not shown; see Fig. 5A), establishing that these recombinant pro-
teins are fully functional for protein secretion.

Likewise, to examine the in vitro secretion of other LEE-en-

FIG 1 The LEE escP gene is syntenic to genes encoding members of the YscP/FliK family of proteins. Shown is a schematic representation of T3SS gene clusters
showing the genomic context of escP and syntenic genes (arrows indicated by an asterisk), located two genes downstream of the gene encoding the ATPase (black
arrows). These genetic maps were obtained from NCBI (http://www.ncbi.nlm.nih.gov/gene) and manually modified for presentation here. Genes are represented
to scale (bar, 1 kb). The number of residues of the corresponding proteins (accession numbers are in parentheses) and the percentage of random coiling
(calculated with SIMPA96) (http://npsa-pbil.ibcp.fr) are shown on the right.
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coded and Nle effectors, the EPEC genes espH, map, tir, nleC, nleD,
nleH, and nleI were cloned into plasmid pTOPO-2HA (Table 1),
producing C-terminally double HA epitope-tagged proteins. Pro-
teins secreted into culture supernatants from WT and �escN and
�escP mutant EPEC strains were analyzed by immunoblotting
using an anti-HA monoclonal antibody. Compared to those in the
WT strain, higher (NleC, NleH, NleI, EspH, Map, and Tir) or
equivalent levels (NleD) of effector protein secretion were ob-
served in the escP mutant (Fig. 2B, panel S). A particularly en-
hanced secretion of effectors in the escP mutant background
was detected for EspH, Tir, and NleI. It should be noted that an
increased amount of Tir protein secretion was observed in the
escP mutant, both when native tir was expressed from the chro-
mosome and with recombinant tir from a plasmid, indicating
that the observed hypersecretion is not due to a multicopy
effect. Besides, proteins were expressed at similar levels in the
three strains, as shown by immunoblotting of whole-cell ex-
tracts (Fig. 2B, panel P). DnaK was used as a loading control for
whole-cell extracts, and EspC was used for supernatants
(shown only for Tir). Neither effector nor translocator proteins
were identified in supernatants of the escN mutant strain, indi-
cating T3SS-dependent secretion.

EscP regulates injectisome needle length. The ability of the
escP mutant to secrete differential amounts of translocators and
effectors suggested the existence of at least a partially functional
T3SS. In a previous bioinformatic study, EscP was suggested as a
candidate protein for needle length control (82). In this study, we
sought to confirm this prediction experimentally by investigating
its role in T3SS biogenesis. In order to determine if EscP partici-
pates in needle length regulation, as do other members of the
YscP/FliK family of proteins, we purified injectisomes from WT
and �escP mutant EPEC strains. The resulting samples were neg-
atively stained and observed by transmission electron microscopy
(TEM). As shown in Fig. 3, some of the purified injectisomes from
the escP mutant possessed needles longer than those obtained
from the WT strain. The average needle length of the WT strain
was �23 nm (Fig. 3, left panels), whereas needles up to five times
as long (127 nm) were seen in injectisomes purified from the
�escP mutant strain (Fig. 3, right panels). Interestingly, the escP
mutant strain was able to assemble EspA filament on top of a
needle with deregulated length. Consistent with previous reports
(79, 90), our TEM analysis showed that the needle width is �9 nm,
smaller than that of the EspA filament, which is �12 nm. How-
ever, our measurements indicated that the needle length is shorter

FIG 2 An escP mutant EPEC strain secretes reduced levels of translocators and increased levels of effectors. (A) Protein secretion profiles of WT EPEC and the
�escN mutant strain, the �escP mutant strain (�), the �escP mutant strain with the empty vector (pTrc99A), and the �escP mutant strain expressing plasmid
pJTo16 (escP), visualized by Coomassie brilliant blue-stained SDS–15% PAGE (upper panel). Immunodetection of secreted proteins (S) and whole-cell-lysates
(P) was performed using anti-EspB, anti-EspA, anti-Tir, anti-EspF, and anti-DnaK antibodies. Densitometry analysis of secreted proteins in Western blot assays
was performed using the Scion Image software (Scion Corporation) (B) Profiles of HA-tagged effector NleC, NleD, NleH, NleI, EspH, Map, and Tir secretion by
WT and �escN and �escP mutant EPEC strains. Immunodetection of secreted proteins (S) and whole-cell lysates (P) was performed with anti-HA antibody.
Anti-EspC and anti-DnaK antibodies were used as loading controls. The EspC protein is not secreted via the T3SS. Molecular masses of protein standards are
indicated on the left of each panel.
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than those reported earlier (�40 to 50 nm) (14, 91, 111). This
discrepancy could be due to different methodologies and samples
used for length determination (see Discussion). The presence of
the T3SS in the CsCl density gradient centrifugation fractions
used for TEM analysis was confirmed by immunoblotting with
anti-EspA polyclonal antibodies (data not shown). Unexpectedly,
a considerable reduction in the number of injectisomes was con-
sistently observed by its purification from the escP mutant EPEC
strain (see below).

The escP mutant assembles fewer functional injectisomes.
To gain functional evidence supporting the above-mentioned ob-
servation of a significant decrease in the number of purified injec-
tisomes from the escP mutant than from the WT strain, we carried
out T3SS-dependent RBC hemolysis experiments. EPEC-medi-
ated hemoglobin release by osmotic lysis of erythrocyte cell mem-
branes has been used to identify the formation of a functional type
III translocon (91, 108). The WT and �escP and �escN mutant
EPEC strains were incubated with RBCs, and the escP mutant
displayed reduced hemolytic activity, ca. 55% of WT EPEC hemo-
lysis (Fig. 4A). The secretion-deficient �escN mutant strain was
used as a negative control. RBC hemolysis was restored to WT
levels when EscP was produced from plasmid pJTo16 (Table 1).
These results demonstrate the existence of functional injectisomes
in the escP mutant that are capable of forming a translocation pore
in RBC membranes. Nevertheless, the reduced hemolysis sug-
gested that a smaller number of fully assembled injectisomes are

formed in each cell. To corroborate this, we performed mechani-
cal shearing of EspA filaments in the WT and �escP and �escN
mutant strains. Consistent with our previous data, the results
showed an �50% decrease in the amount of recovered EspA fila-
ment in the escP mutant compared to that in the WT strain (Fig.
4B), confirming that fewer mature injectisomes are assembled.
EspA filamentation was restored when plasmid pJTo16 was intro-
duced into the escP mutant (Fig. 4B). Besides, the amount of a
T3SS IM ring component was estimated in the membrane fraction
obtained from the same sheared cells by Western blot analysis.
The results showed similar levels of EscJ protein in all of the strains
(Fig. 4B, lower panel), suggesting that the number of needle com-
plex basal structures is not affected in the escP mutant. Overall,
these results indicate that EscP is required for complete and effi-
cient biogenesis of the T3SS.

EscP is a weakly type III-secreted protein and is needed to
regulate EscI secretion. It has been demonstrated that YscP,
Spa32, InvJ, and FliK are secreted through the T3SS (66, 83, 84, 95,
98) and that secretion is required for hook/needle length control
(2, 58, 66, 109). To examine whether EscP is a type III-secreted
substrate, plasmid pJHo16 (Table 1), producing a double-HA-
tagged recombinant EscP protein (EscP-HA), was introduced into
the WT and �escN and �escP mutant EPEC strains and its secre-
tion was analyzed by immunoblotting. EscP-HA was detected in
the supernatant from the WT and �escP mutant strains when the
SuperSignal Western Blot Enhancer kit (Thermo Scientific) was

FIG 3 An escP mutant EPEC strain assembles abnormally long needle structures with filament. T3S complexes were purified from the WT (A and B) and �escP
mutant (C and D) EPEC strains. Samples were negatively stained with 2% phosphotungstic acid and observed by TEM at a magnification of �20,000. Brackets
indicate the portion corresponding to the needle.
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used for detection (Fig. 5A). Unexpectedly, EscP-HA was consis-
tently secreted, although in a smaller amount, from the type III-
associated-ATPase-deficient �escN mutant, suggesting an injecti-
some-independent secretion mechanism (see Discussion). Since

it has been reported that the flagellar type III ATPase is not indis-
pensable for protein secretion (70), we evaluated EscP-HA secre-
tion in the escV and ler T3S-deficient mutants in which injecti-
some-independent secretion was also observed (data not shown).
It should be noted that none of the HA-tagged effectors or the
early substrate EscI (87) was secreted in either of these mutant
backgrounds under the same conditions (data not shown). More-
over, Western blot analysis showed that EspB secretion was re-
stored to WT levels in the escP mutant when it was complemented
with EscP-HA (Fig. 5A, panel S).

In addition, we evaluated the secretion of the inner rod com-
ponent EscI by introducing plasmid pJHeI (Table 1) into the same
strains. As shown in Fig. 5B, the escP mutant secreted much larger
amounts of EscI-HA into the culture supernatant than did the WT
strain. This result suggests that EscP regulates EscI secretion. In-
terestingly, the amount of EscI-HA detected in the escP mutant
was somewhat higher than that in the WT strain (Fig. 5B, panel P),
suggesting that EscP somehow contributes to the regulation of
EscI protein levels. Furthermore, the amount of EscI-HA was
slightly lower in the escN mutant background than that in the WT
strain (Fig. 5B). Notably, both findings, i.e., increased production
of the inner rod component in a T3S4 protein mutant background
and decreased production in a type III secretion-deficient back-
ground, have been previously reported for the invJ and invA mu-
tant strains of S. enterica (96). In agreement, the Yersinia YscI
inner rod protein is not produced in a strain that lacks a functional
T3SS (112).

EscP interacts with EscUCC. The YscU/FlhB family of proteins
has been previously shown to participate in a secretion substrate-
switching event together with members of the YscP/FliK protein
family (7, 25, 34, 56, 57, 65, 68, 72). Therefore, we sought to assess
the interaction between EscP and the conserved IM protein EscU.
For this purpose, we first purified the soluble C-terminal domain

FIG 4 An escP mutant EPEC strain shows reduced hemolytic activity and assembles fewer EspA filaments. (A) Hemolytic capabilities of WT EPEC strain, the
�escN mutant strain, the �escP mutant strain (�), the �escP mutant strain with the empty vector (pTrc99A), and the �escP mutant strain expressing the plasmid
pJTo16 (escP). Hemoglobin released into the supernatant was measured by determining OD450 after incubation of EPEC strains with human RBCs. Standard
deviations of three independent experiments are shown. Asterisks indicate significant differences from WT EPEC. *, P � 0.0001, as determined by Student’s t test.
(B) EspA filament sheared from WT EPEC, the �escN mutant strain, the �escP mutant strain (�), the �escP mutant strain with the empty vector (pTrc99A), and
the �escP mutant strain expressing plasmid pJTo16 (escP). EspA protein was visualized by Coomassie brilliant blue (CBB)-stained SDS–12.5% PAGE (upper
panel) and by immunoblotting with anti-EspA antibody (middle panel). Densitometry analysis of EspA bands in the Western blot assay was performed with the
Scion Image software (Scion Corporation). Membrane fractions of sheared bacterial cells were analyzed by immunoblotting with anti-EscJ antibody (lower
panel). Molecular masses of protein standards are indicated on the left of each panel.

FIG 5 EscP is a type III-secreted substrate and regulates EscI secretion. Anal-
ysis of EscP-HA (A) and EscI-HA (B) protein secretion and production is
shown. Immunodetection of secreted proteins (S) and whole-cell-lysates (P)
of WT and �escN and �escP mutant EPEC strains overproducing EscP-HA or
EscI-HA, separated by SDS–15% PAGE, was performed using anti-HA, anti-
EspB, anti-DnaK, and anti-EspC antibodies. The EspC protein is not secreted
via the T3SS. Molecular masses of protein standards are indicated on the left of
each panel.
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of EscU as a His-tagged recombinant protein (His-EscUC) and
generated polyclonal antibodies against this region of the protein.
The autocleavage of His-EscUC at the NPTH site produced three
versions of the C-terminal domain, i.e., a small amount of un-
cleaved His-EscUC and much larger amounts of His-EscUCN and
EscUCC as cleaved forms, with predicted molecular masses of 17.1
kDa, 7.7 kDa, and 9.4 kDa, respectively, as visualized by Coomas-
sie staining (see Fig. S2 in the supplemental material). In agree-
ment with previous reports (6, 18, 31, 115), the two C-terminal
subdomains remain tightly associated and so are copurified (see
Fig. S2). To distinguish between the His-EscUCN and EscUCC

cleaved products, we carried out a Western blot assay with an
anti-His monoclonal antibody. From these results, we could de-
termine that EscUCC behaved anomalously in SDS-PAGE since it
ran below the 6.5-kDa molecular mass marker (see Fig. S2). This
may be an effect of its predicted acidic pI (4.9), as has been previ-

ously noted for other acidic proteins (4), such as the needle com-
ponent in EPEC (data not shown).

Next, to investigate whether there is an interaction between
His-EscUc and an MBP recombinant version of EscP, we per-
formed copurification assays and examined if MBP-EscP could
retain His-EscUC on an amylose chromatography column. The
soluble lysates of cultured BDP cells expressing plasmids pJLo16
and pJEeUC were mixed and loaded onto an amylose resin. After
extensive washing, bound proteins were eluted with maltose and
analyzed by SDS-PAGE. As a control, binding of His-EscUC to
MBP was assayed in an identical manner. His-EscUC was copuri-
fied from the column with MBP-EscP but not with MBP alone
(Fig. 6A). The identity of the EscU protein was confirmed by im-
munoblotting, and both His-EscUCN and EscUCC C-terminal
fragments were detected (Fig. 6A). Further, in order to dissect this
interaction, we constructed plasmid pJEeUCC encoding His-

FIG 6 EscP interacts with the extreme C-terminal domain of the export apparatus component EscU. (A and B) Pulldown assays performed by affinity
chromatography. The cleared lysate (L) containing MBP or MBP-EscP and His-EscUC or His-EscUCC was loaded onto amylose resin. MBP and MBP-EscP plus
associated proteins were copurified as described in Materials and Methods. All fractions were analyzed by Coomassie brilliant blue (CBB)-stained SDS–16.5%
PAGE and immunoblotted with anti-EscUC antibody. Flowthrough (FT), final wash (W), and elution (E1 to E3) fractions are shown. Molecular masses of protein
standards (in kDa) are indicated on the left of each panel. (C) Y2H assay performed using S. cerevisiae strain AH109 cotransformed with plasmids pOGADo16
(GAL4AD-EscP) and pOGBKeUCC (GAL4DNABD-EscUCC) (Table 1). Cultures of the resulting S. cerevisiae colonies were spotted as 10-fold serial dilutions onto
SD medium lacking Trp and Leu and onto SD medium lacking Trp, Leu, and His to select for interacting proteins. The S. cerevisiae strain cotransformed with
pOGBKeUCC and the pGADT7 vector alone was used as an autoactivating control. The manufacturer (Clontech) provided positive and negative controls for
protein interaction.
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EscUCC. His-EscUCC was copurified from the column with MBP-
EscP but not with MBP alone (Fig. 6B). These results indicate that
the extreme C terminus (83 aa, beginning from the proline at the
NPTH motif of the cytoplasmic C-terminal domain) is sufficient
for the interaction with EscP. To confirm this interaction in vivo,
we performed Y2H assays. EscUCC was fused to the GAL4 DNA
binding domain, while EscP was fused to the GAL4 activation
domain. Growth of S. cerevisiae containing both fusions on
intermediate-stringency SD medium (lacking Trp, Leu, and
His) confirmed the interaction between EscUCC and EscP (Fig.
6C). The EscUcc-GAL4 DNA binding domain cotransformed
with the pGADT7 vector alone was used as a control to dem-
onstrate that EscUCC fusion does not activate reporter gene
expression (Fig. 6C).

EscP interacts with the early substrates EscF and EscI. We
previously showed that EscP is secreted and regulates needle
length. The precise mechanism by which proteins of the YscP/FliK
family regulate needle/hook length has not been well established.
For the flagellar system, it has been reported that the interaction of
FliK with the hook protein FlgE contributes to the stable attach-
ment of the N-terminal domain of FliK with the inner surface of
the growing hook structure, allowing FliKC to trigger the switch of
export specificity (69). However, this has not been demonstrated
for any virulence T3SS. In order to determine whether EscP could
interact with the needle component protein, we performed copu-
rification assays as described above. The results showed that His-
EscF was copurified from the column with MBP-EscP but not
with MBP alone (Fig. 7A), indicating that EscP is capable of inter-
acting with the needle component. This interaction was con-
firmed with an Y2H assay as previously described. Although EscF
fused to the GAL4 DNA binding domain was capable of activating
reporter gene expression on its own, the observed interaction with
EscP fused to the GAL4 activation domain was consistently stron-
ger (Fig. 7B).

We found that EscP regulates EscI secretion (Fig. 5B). There-
fore, we examined whether EscI directly interacts with EscP. His-
EscI coeluted with MBP-EscP from the column but not with MBP
alone (Fig. 7C), indicating that EscP binds to EscI. This interaction
was also supported by an in vivo Y2H assay (Fig. 7D).

EscP interacts with the multicargo chaperone CesT. We have
shown an increased secretion of LEE-encoded and Nle effectors in
the escP mutant strain (Fig. 2), which suggests that EscP is needed
for regulation of effector secretion. In EPEC, the LEE-encoded
type III chaperone CesT interacts with at least eight effectors (9,
13, 99, 100, 102) and with the type III ATPase EscN, serving to
target effectors to the export apparatus (37). In order to determine
whether EscP interacts with this chaperone, we performed copu-
rification assays by MBP affinity chromatography. His-CesT was
copurified from the column with MBP-EscP but not with MBP
alone (Fig. 8A), indicating that EscP binds to CesT. This result is
supported by a Y2H assay (Fig. 8B). As an additional negative
control for our protein interaction experiments, it is worth men-
tioning that His-SepL, another LEE-encoded protein, was not co-
purified with MBP-EscP (data not shown).

DISCUSSION

T3SS assembly is strictly regulated and involves hierarchical pro-
tein secretion to guarantee an ordered progression. This sequen-
tial process requires the coordination of many cytosolic and mem-

brane proteins to allow early, followed by middle, substrate
secretion (translocators) and prevent late substrate secretion (ef-
fectors) while the injectisome is being assembled (9, 17, 80, 104).
In the present study, we investigated the role of EscP (previ-
ously Orf16) in EPEC T3SS biogenesis and function and pro-
vide experimental evidence that it is involved in needle length
control and efficient translocator secretion by establishing a
substrate specificity switch with a conserved member of the
export apparatus.

Bioinformatic analysis (Fig. 1; see Fig. S1 in the supplemental
material) and the overall functional characterization of EscP led us
to propose that it belongs to the YscP/FliK family of proteins. In
agreement with our results, it has been proposed that they have
diverged during evolution more than other T3SS proteins since
members of this family do not share significant sequence similar-
ity (45, 109). Nonetheless, despite different sizes and physico-
chemical parameters, these proteins are involved in length control
and substrate specificity switching; hence, they are considered
functional analogs (e.g., Spa32 function is interchangeable with
InvJ and YscP function) (7, 98, 101).

It has been demonstrated that the EPEC switch proteins SepL
and SepD form a complex that is essential for translocator protein
secretion (19), although the precise molecular mechanism re-
mains elusive. Here we found that escP deletion resulted in a con-
siderable reduction in the amount of secreted translocators while
the secretion of effectors was generally increased (Fig. 2). This
suggests that EscP is involved in the regulation of protein secre-
tion, although it is not absolutely required for T3SS assembly and
secretion.

A similar phenotype, i.e., reduced secretion of translocators,
has been reported for a C. rodentium orf16 mutant; however, in
contrast to our results, effector secretion (represented by Tir) was
reported to remain unaltered (21). EPEC EscP is 89% similar to its
ortholog protein Orf16 in C. rodentium (see Fig. S3 in the supple-
mental material), so it is unlikely that these proteins have different
functions. We believe that the discrepancy could be due to an
incorrectly annotated orf16 gene in the C. rodentium LEE PAI
(accession no. AF311901) (20). Protein sequence comparison of
C. rodentium Orf16 (AAL06371) to its ortholog proteins in EPEC
(AAC38385) and enterohemorrhagic E. coli (NP_312593) (see
Fig. S3) indicates that an upstream TTG codon in the C. rodentium
LEE3 operon could be the translation initiation codon. In agree-
ment with this, the deletion of the first 11 aa residues of EscP
(pJH�11o16) makes the protein unstable and hence incapable of
complementing an escP mutant (data not shown). This result in-
dicates that the EPEC escP/orf16 gene is correctly annotated in its
LEE PAI (AF022236) (26). Deng et al. reported an Orf16 protein
of 103 instead of 138 aa; therefore, its deletion mutant permits the
expression of 40 aa from the N-terminal region (almost one-third
of the protein) (21) that could somehow contribute to the preven-
tion of effector secretion. In the present study, the enhanced se-
cretion of LEE-encoded and Nle effectors by the escP mutant (Fig.
2) could be due to the novel interaction described here between
EscP and the multicargo chaperone CesT (Fig. 8), which binds to
multiple LEE-encoded and Nle effectors (99, 100). The EscP-CesT
interaction could serve to prevent early effector secretion, so that
translocator protein secretion is favored. Given the similar phe-
notypes, we can also hypothesize that EscP participates together
with the SepD-SepL complex in promoting translocator secretion
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and detaining effector secretion. In addition, the existence of a
translocation hierarchy among LEE-encoded effectors has been
reported where the chaperones CesF and CesT play a critical role
in regulating translocation efficiency (64). This could account for
differences in secretion levels; e.g., NleD secretion is not affected
in the escP mutant, suggesting that this effector is not subject to the
same regulatory mechanism and probably does not depend on
CesT. Interestingly, the T3S4 protein HpaC, which controls sub-
strate specificity in the T3SS of Xanthomonas campestris pv. vesi-
catoria, forms a complex with the global T3S chaperone HpaB,
which is proposed to regulate the translocation of only a subset of

effectors. HpaC and HpaB are able to bind different type of sub-
strates and the export apparatus component HrcV (10). In agree-
ment, a CesT-Tir complex was copurified together with EscP in a
pulldown assay (data not shown). Even so, it remains to be inves-
tigated how the EscP-CesT complex would be functioning in
EPEC.

Injectisomes from animal pathogens possess a needle structure
with a defined length. To characterize further the escP mutant
phenotype, we purified injectisomes from WT and escP mutant
EPEC strains and analyzed them by TEM. Previous measurements
by TEM reported the EPEC needle length to be ca. 50 nm. How-

FIG 7 EscP interacts with the early substrates EscF and EscI. (A and C) Pulldown assays performed by affinity chromatography. The cleared lysate (L) containing
MBP or MBP-EscP and His-EscF or His-EscI was loaded onto amylose resin. MBP and MBP-EscP plus associated proteins were copurified as described in
Materials and Methods. All fractions were analyzed by Coomassie brilliant blue (CBB)-stained SDS–16.5% PAGE for His-EscF and SDS–15% PAGE for His-EscI
and immunoblotted with anti-EscF or anti-EscI antibodies. Flowthrough (FT), final wash (W), and elution (E1 to E3) fractions are shown. Molecular masses of
protein standards (in kDa) are indicated on the left of each panel. (B and D) Y2H assays were performed using S. cerevisiae strain AH109 cotransformed with
plasmids pOGADo16 (GAL4AD-EscP) and pOGBKeF(GAL4DNABD-EscF) or pOGBKeI (GAL4DNABD-EscI) (Table 1). Cultures of the resulting S. cerevisiae
colonies were spotted as 10-fold serial dilutions onto SD medium lacking Trp and Leu and onto SD medium lacking Trp, Leu, and His to select for interacting
proteins. The S. cerevisiae strains cotransformed with pOGBKeF or pOGBKeI and the pGADT7 vector alone were used as autoactivating controls. The manu-
facturer (Clontech) provided positive and negative controls for protein interaction.
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ever, these estimates were made with bacterium-attached injecti-
somes during RBC infection and considering the section of the
EspA filament that was not gold labeled with EspA antiserum (91,
111). In a previous EPEC T3SS purification, a needle length of ca.
40 nm was reported (14). Our needle length measurements were
achieved with purified injectisome samples by considering the dis-
tance between the OM ring and the initiation of the filament (the
exact point where the diameter of the structure increases) by using
a calibrated magnification scale. Our results showed a markedly
shorter needle length estimate of ca. 23 nm. In accordance with
this result, it has been proposed that needle length has evolved to
match the dimensions of other bacterial or host cell surface struc-
tures (12, 77). Since EPEC possesses the filament atop the needle,
a longer needle structure is probably not required.

When analyzing purified injectisomes from the �escP mutant,
our results showed that it can produce longer needles than the WT
EPEC strain (Fig. 3). Thus, the escP mutant strain is unable to
arrest EscF secretion when the needle reaches its preset length.
Different models of needle/hook length control have been pro-
posed (2, 7, 27, 29, 45, 59, 60, 76, 93, 106, 112), some of which
suggest that the T3S4 protein functions as a molecular ruler or
measuring device that, upon secretion through the nascent struc-
ture, determines length. EscP is a much smaller protein than YscP
or FliK (Fig. 1), and notably, there seems to be an approximate
correlation between needle/hook length and the size of some of
the length control proteins (EscP, 138 aa/�23 nm; Spa32, 292
aa/�45 nm; InvJ, 336 aa/�50 nm; FliK, 409 aa/�55 nm; YscP, 515
aa/�60 nm) (41, 42, 45, 47, 97, 98), which would be in favor of the
ruler/tape measure type of regulatory mechanism. By the same
token, BscP is, like EscP, a very small protein (Fig. 1); this suggests
a short needle structure, which agrees with the existence of the
filament atop the needle in the T3SS of Bordetella bronchiseptica
(63).

As aforementioned, a common feature of animal pathogen
bacterial length control proteins is that they are secreted through
their corresponding T3SS. In agreement, we found that EscP is a
type III-secreted protein, although at very low levels (Fig. 5). Ac-
cording to recent length control models (7, 29), the EscP protein
would be occasionally secreted during needle polymerization, so
that only a few proteins will need to be secreted. Consistent with
our finding of low-level EscP secretion, a recent proteomic analy-
sis of the EPEC secretome failed to detect this protein (22). Inter-
estingly, injectisome-independent secretion of EscP was consis-
tently observed in different T3S-deficient mutant backgrounds
(Fig. 5A) and was not observed under the same conditions for
either effectors or another early substrate such as the inner rod
protein EscI. For the time being, we can only speculate that EscP
could also be secreted through the type III flagellar export system.
In support of this hypothesis, EscP displays a considerable nega-
tive multicopy effect on the swimming of S. enterica (data not
shown), suggesting that it could be recognized by the flagellar
export apparatus. Nonetheless, further experimental evidence is
needed to elucidate this injectisome-independent secretion mech-
anism.

It has been demonstrated in the flagellar T3SS that the interac-
tion of FliK with the flagellar hook protein is required for efficient
export specificity switching, suggesting a model in which FliK
measures hook length inside the hook structure during its secre-
tion process (69). In accordance with this, we found an interaction
between EscP and the needle protein EscF (Fig. 7A and B), which
is in favor of a mechanism that allows secreted EscP to detect
needle assembly progression. As far as we know, besides the
flagellum, this is the first report of such an interaction for any
virulence system. In addition, we also found an interaction
between EscP and the inner rod protein EscI (Fig. 7C and D).
Since EscI is oversecreted in the escP mutant background (Fig.

FIG 8 EscP interacts with the multicargo chaperone CesT. (A) Pulldown assay performed by affinity chromatography. The cleared lysate (L) containing MBP
or MBP-EscP and His-CesT was loaded onto amylose resin. MBP and MBP-EscP plus associated proteins were copurified as described in Materials and Methods.
All fractions were analyzed by Coomassie brilliant blue (CBB)-stained SDS–15% PAGE and immunoblotted with anti-CesT antibody. Flowthrough (FT), final
wash (W), and elution (E1 to E3) fractions are shown. Molecular masses of protein standards (in kDa) are indicated on the left of each panel. (B) Y2H assay
performed with S. cerevisiae strain AH109 cotransformed with plasmids pOGADo16 (GAL4AD-EscP) and pMGBKcT (GAL4DNABD-CesT) (Table 1). Cultures
of the resulting S. cerevisiae colonies were spotted as 10-fold serial dilutions onto SD medium lacking Trp and Leu and onto SD medium lacking Trp, Leu, and
His to select for interacting proteins. S. cerevisiae strain AH109 cotransformed with pMGBKcT and the pGADT7 vector alone was used as an autoactivating
control. The manufacturer (Clontech) provided positive and negative controls for protein interaction.
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5B), the interaction between these two proteins suggests that
EscP regulates EscI secretion. An equivalent protein interac-
tion between HpaC and HrpB2 has been previously reported in
the plant pathogen Xanthomonas (57), which suggests the ex-
istence of regulatory mechanisms common to plant- and ani-
mal-pathogenic bacteria.

The secretion switching machinery consists, in addition to the
length control protein, of an integral membrane component of the
export apparatus that belongs to the YscU/FlhB family of proteins
(9, 17, 32, 81). Several studies have reported the importance of the
interaction among these proteins in mediating the substrate spec-
ificity switch (7, 25, 34, 56, 57, 65, 68, 72). In agreement with these
observations, we demonstrated that EscP interacts with the mem-
brane component EscU, specifically, with the C-terminal EscUCC

domain (Fig. 6). This suggests that the EscP-EscUCC interaction is
involved in the switching of secretion specificity from early sub-
strates (EscI, EscF) to translocators (EspA, EspB, and EspD). It has
been reported for the type III flagellar system that hook length
control is intimately linked with filament assembly; i.e., the fliK
mutant generates polyhooks but is unable to secrete filament-type
substrates (110). Similarly, the invJ, spa32, and yscP mutants ex-
hibit abnormally long needles and are unable to secrete late sub-
strates (45, 52, 58, 98). Interestingly, we found that the injecti-
somes assembled by the EPEC escP mutant possess a filament,
form a translocation pore (needed to display hemolytic activ-
ity), and are able to secrete effectors (Fig. 1, 3, and 4), indicat-
ing that the substrate switching can occur even in the absence
of EscP, albeit with a low probability. Overall, these results
suggest that EscP increases the flipping of the switch that oth-
erwise occurs with low efficiency. In close agreement with our
results, a recent study reported that a �spa32 mutant can form
translocation pores and hence possesses some hemolytic activ-
ity on RBCs, demonstrating that it autonomously switches sub-
strate specificity and that this phenomenon is not firmly cou-
pled to needle length control (92).

In this study, we also demonstrated that the escP mutant forms
a smaller number of fully assembled injectisomes than the WT
strain, although similar levels of the inner ring basal body compo-
nent EscJ were observed in all strains (Fig. 4). Alternative models
of needle length control state that assembly of the inner rod deter-
mines the size of the needle and is critical for substrate specificity
switching (60, 112). It has been suggested that in Salmonella, InvJ
stabilizes the conformation of the “socket” substructure at the
base of the injectisome, which allows completion of the inner rod
and results in firm anchoring of the needle (60). In the case of
Yersinia spp., the inner rod protein YscI is hypersecreted in a yscP
null strain and suppressor mutations of the yscP phenotype in
YscUC reduce YscI secretion, suggesting that formation of the in-
ner rod is needed for substrate switching (112). Recent work with
Xanthomonas also showed that the inner rod protein HrpB2 is
oversecreted in the hpaC mutant background (40, 89). According
to these proposals and our finding of increased secretion of EscI in
the escP null strain (Fig. 5), the assembly defect of injectisomes in
the escP mutant could be the result of deficient formation of the
inner rod. Since no detached long needles were observed during
purification, it is probable that the inner rod is required for needle
assembly in EPEC. However, in contrast to InvJ (60), our results
and those of Shen et al. (92) showed that EscP and Spa32 are not
indispensable for the formation of functional injectisomes (even
though with abnormally long needles) (Fig. 1, 3, and 4), suggest-

ing a mechanism different from that of Salmonella. Given that we
did not observe long needles without filaments, we hypothesize
that in the absence of EscP, (i) injectisomes are not formed be-
cause of a defect in inner rod assembly and (ii) some inner rod
structures are spontaneously assembled, allowing needle anchor-
ing and formation; the latter phenomenon somehow transmits a
signal to the base that flips the switch to the secretion of translo-
cators and effectors. Previous to the identification of a length con-
trol protein in this study, it was speculated that EscU could bypass
the ruler regulating process (see Fig. S10 of reference 115). Here
we demonstrated that although this is not the case, it is possible
that the specific cleaved conformation of EscUC, which differs
from that of Salmonella SpaSC (the latter having a longer C-termi-
nal �-helix and being more similar to flagellar FlhBC) (115) could
favor a length control protein-independent switching mecha-
nism. In the WT scenario, EscP will be needed to regulate needle
length and to switch substrate specificity at the right time during
needle assembly. Ultimately, more studies will be required to un-
derstand the role of EscP in injectisome biogenesis. To our knowl-
edge, this is the first report of a member of the YscP/FliK family
affecting the number of fully assembled needle/filament macro-
molecular structures.

Taking our findings and previous studies together, we suggest
the model of EscP function represented in Fig. 9. After the assem-
bly of the OM and IM rings and export apparatus (23, 24, 105),
early substrates EscI, EscF, and EscP are recognized and secreted.
EscP interacts with both EscI and EscF, regulating their secretion.
An EscI-EscU interaction has been reported, and it is independent
of EscU autocleavage (87) (Fig. 9A). EscUC is autocleaved, and the
two subdomains (EscUCC and EscUCN) remain tightly associated
with each other. EscUC autocleavage creates an appropriate con-
formation essential for the interaction with other T3SS compo-
nents (115). In addition, autocleavage might slow down the secre-
tion rate of early substrates, as has been suggested in the flagellar
T3SS (67). Inner rod assembly allows proper anchoring and as-
sembly of the needle, and EscP is occasionally secreted while mea-
suring needle length (Fig. 9B). When the needle length is within a
certain range of its preset length, all interacting subdomains of
EscP are able to make contact with the needle inner channel, caus-
ing a temporal blockade that results in a pause in the secretion
process, which is needed to allow a productive EscUCC-EscP in-
teraction. This interaction promotes a conformational change in
EscUCC that flicks the specificity switch to permit translocator
protein recognition and secretion (Fig. 9C). While the EspA fila-
ment is being assembled, EscP in complex with CesT-Tir, together
with the SepL-SepD complex, prevents effector secretion until the
translocation pore has been formed in the host cell membrane. It
has been reported that the Tir-SepL interaction is critical in re-
straining the secretion of effector proteins in general, since Tir is
required for the secretion of other effectors (99, 107). Here we
suggest that EscP could have a similar effect via its interaction with
the CesT-Tir chaperone-effector complex (Fig. 9D). Finally, after
the translocation pore is formed, the SepD-SepL complex is al-
tered, probably by detecting a change in calcium concentration
and other environmental signals, controlling the switch from
translocator to effector secretion (19) (Fig. 9E).

The present study provides important input into this area of
investigation, i.e., the existence of an EscU partner, EscP, in the
regulation of substrate specificity switching in EPEC. Some of the
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open questions remaining from this study are the focus of our
ongoing research.
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