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The pathogenic bacteria Bordetella pertussis and Bordetella parapertussis cause pertussis
(whooping cough) and pertussis-like disease, respectively, both of which are character-
ized by paroxysmal coughing. We previously reported that pertussis toxin (PTx), which
inactivates heterotrimeric GTPases of the G; family through ADP-ribosylation of their o
subunits, causes coughing in combination with Vag8 and lipid A in B. pertussis infection.
In contrast, the mechanism of cough induced by B. parapertussis, which produces Vag8
and lipopolysaccharide (LPS) containing lipid A, but not PTx, remained to be eluci-
dated. Here, we show that a toxin we named deacylating autotransporter toxin (DAT) of
B. parapertussis inactivates heterotrimeric G; GTPases through demyristoylation of their
a subunits and contributes to cough production along with Vag8 and LPS. These results
indicate that DAT plays a role in B. parapertussis infection in place of PTx.

Bordetella parapertussis | cough | DAT | demyristoylation | G; GTPases

Bordetella pertussis and Bordetella parapertussis cause highly contagious respiratory diseases,
pertussis (whooping cough), and pertussis-like disease, respectively. These diseases are char-
acterized by severe paroxysmal coughing that persists for several weeks and imposes a sig-
nificant burden on patients, especially infants. The pertussis-like disease due to
B. parapertussis is shorter in duration but clinically indistinguishable from the disease due
to B. pertussis and, therefore, often counted as pertussis. In addition, B. parapertussis has
been detected at significant rates during pertussis outbreaks (1, 2), indicating that the
organism spreads concurrently with B. pertussis epidemics. Considering that B. pertussis and
B. parapertussis are genetically closely related and share many virulence factors (3), their
pathogenicity and the mechanism of their disease development during infection may be
similar. Additionally, these bacteria may similarly produce host coughing with shared caus-
ative virulence factors. However, we recently uncovered the mechanism of B. pertussis—
induced cough, in which pertussis toxin (PTx) produced by B. pertussis but not
B. parapertussis is involved in causing coughing, indicating that the mechanisms of cough
production by B. pertussis and B. parapertussis are not identical (4). In B. pertussis—induced
cough, PTx, virulence-associated gene 8 (Vag8), and lipooligosaccharide (LOS) of the
bacterium cooperatively function to trigger the cough reflex. The lipid A moiety of LOS
stimulates the generation of bradykinin (Bdk), a potent inflammatory mediator, through
interactions with toll-like receptor 4 (TLR4). Vag8 exacerbates Bdk accumulation by inhib-
iting C1 esterase inhibitor (C1-Inh), the major negative regulator for Bdk biogenesis. The
accumulated Bdk sensitizes the transient receptor potential vanilloid 1 (TRPV1) ion chan-
nel, a key regulator to evoke coughing, through G, and G, GTPases. Simultaneously, Bdk
stimulates an inhibitory cascade on TRPV1 in a G; GTPase-dependent manner. PTx hyper-
sensitizes TRPV1 by inhibiting the action of G; GTPases. Consequently, pertussis patients
cough by normally innocuous stimuli. B. parapertussis shares Vag8, which is 97.3% identical
to that of B. pertussis, as well as lipid A contained in lipopolysaccharide (LPS), but not PTx
because of mutations in the promoter region of the pzx operon (5). These observations
imply that B. parapertussis without PTx causes host coughing in a totally different manner
from B. pertussis or that the bacterium produces another virulence factor hypersensitizing
TRPV1 in place of PTx.

PTx of B. pertussis is an enzyme toxin targeting heterotrimeric GTPases, which consist
of G, G, and G, subunits. The function of GTPases depends on guanine nucleotide
exchange on the G, subunit between the active guanosine triphosphate (GTP)- and
inactive guanosine diphosphate (GDP)-bound states (6), and the functional characteristics
of the GTPases are determined by the G, subunits, which are classified into four main
families: Go,, Gay, Gatg, and Gy, Among these, PTx ADP-ribosylates members of
only G and uncouples the subunits from G protein—coupled receptors (GPCRs),
which mediate signals from extracellular ligands to heterotrimeric GTPases. As a result,
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cells intoxicated with PTx become insensitive to ligands for Results
Ga;-coupled GPCRs. In the mechanism of pertussis cough, PTx
uncouples Go;, from Bdk B2 receptor (B2R) and abrogates the
inhibitory cascade against TRPV1, which triggers uncontrollable
coughing.

In the present study, we searched for an unknown factor of
B. parapertussis that inhibits B2R- or Ga-mediated signal transduc-
tion similar to PTx, identifying an autotransporter, BPP0449. This
autotransportet, which we designated deacylating autotransporter
toxin (DAT), exhibited deacylation activity to demyristoylate Ga,.

B. parapertussis Induces Coughing Similar to B. pertussis. We
intranasally inoculated mice with B. parapertussis in a manner
similar to B. pertussis in our previous study (4) and observed that
mice coughed approximately 1 wk after inoculation (Fig. 1 A-C
and Movies S1 and S2). The extent of the cough production did
not differ between the bacterial strains isolated from humans
(12822, 23054, and CZ8234) and sheep (CZ77). We previously

reported that not only living B. pertussis but also its bacterial lysates

Demyristoylated Gy, lost the ability to interact with adenylate caused coughing in mice ,(4)' Similarly, n the_ present study, the
cyclase (AC), the downstream effector, which resulted in the uncou- lysates from B - parapert usses caused Cougl}mg (Fig. 1D). In. co.ntr ast
pling of Bdk-mediated TRPV1 inhibition. Our results also showed B. pert ussts, the d?letlon of pix genes In B. parapertussis did not
that DAT, Vag8, and LPS of B. parapertussis cooperatively cause affect the a_blhty to induce coughing (Fig. 1£). The lysatfz from a
coughing in mice, indicating that B. parapertussis utilizes DAT Vag8-deficient mutant (Avag8) and the lysate from the wild-type
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Fig. 1. B. parapertussis-induced coughing in mice. (A-C) Cough production in mice inoculated with B. parapertussis (Bpp) strains 12822, 23054, CN8234, and
CZ77. The number of coughs was counted for 5 min per day for 11 d from days 4 to 14 postinoculation (A), and the total number is shown (B). The number of
bacteria recovered from the tracheas and lungs was counted on day 14 (C). (D-H) Cough production in mice inoculated with bacterial lysates and components of
B. parapertussis. WT (D-H), TIr4™ (H), and Kng7”’ (H) mice were inoculated with various preparations of bacterial components on days 0 to 4 (arrows in panel D).
The inoculated preparations were as follows: bacterial lysates of B. parapertussis 12822 WT (D-H), Aptx (E), and Avag8 (E); bacterial lysate of B. parapertussis 12822
WT that was pretreated with Detoxi-Gel (polymyxin B [Polmx +]) (F); Vag8 (£ and G) and LPS (F and G) from B. parapertussis 12822; and PTx from B. pertussis 18323
(G). The number of coughs was counted for 5 min per day from days 4 to 14 (D) and is expressed as the sum of coughs for 11 d (E-H). (/) Effects of antagonists
on B. parapertussis-induced coughing. Mice were inoculated with antagonists against B1R, B2R, TRPV1, and TRPA1, or Dulbecco's modified phosphate-buffered
saline (PBS) (300 uL) prior to inoculation with bacterial lysate of B. parapertussis 12822. The sum of coughs from days 4 to 14 is shown. (/) Bdk concentrations in
the BALF of mice inoculated with bacterial lysate of B. parapertussis 12822. The concentrations of Bdk were determined on day 4 by ELISA. SS medium without
bacteria (A-C) or PBS (D-/) was used for mock inoculation. Each plot represents the mean and SEM (A and D). Each horizontal bar represents the mean and SEM
(B, E-J) or the geometric mean and geometric SD (C). Data were obtained from two independent experiments (n = 8) and statistically analyzed by one- (B, E-G,
and /) or two- (H) way ANOVA with Tukey’s multiple-comparison test or the unpaired t test (/). *P < 0.05, **P < 0.01, ***P < 0.001, and ****P < 0.0001.
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of recombinant Vag8 and purified LPS from B. parapertussis to
respective lysates restored coughing (Fig. 1 £ and F). We also
confirmed that B. parapertussis produces functional Vag8, which
binds to and inactivates C1-Inh, although the expression levels in
B. parapertussis were lower than those in B. pertussis (SI Appendix,
Fig. S1 A-D). Vag8 and LPS from B. parapertussis in combination
with PTx from B. pertussis caused coughing to the same extent as
lysate from WT B. parapertussis (Fig. 1G). These results suggest
that Vag8 and LPS of B. parapertussis may contribute to cough
production; however, B. parapertussis does not produce PTx.

As mentioned described above, our previous study demon-
strated that B. pertussis causes coughing in host animals by stim-
ulating the TLR4-Bdk-B2R-TRPV1 pathway (4). Therefore, we
examined whether B. parapertussis causes coughing similar to
B. pertussis (SI Appendix, Fig. S2). Lysate from B. parapertussis
caused less frequent coughing in TLR4-deficient mice than WT
mice (Fig. 14). Similar results were obtained in high-molecular-weight
kininogen (HK)-deficient (Kng! ) mice, which do not produce
Bdk because of the lack of its precursor, HK. Mice preadminis-
trated with antagonists against B2R and TRPV1, but not BIR
and TRPAL, exhibited reduced levels of coughing in response to
lysate from B. parapertussis (Fig. 11). Bdk concentrations in the
bronchoalveolar lavage fluid (BALF) of mice increased 4 d after
intranasal inoculation of the bacterial lysate (Fig. 1/). These results
indicate that B. parapertussis, as well as B. pertussis, stimulates the
TLR4-Bdk-B2R-TRPV1 pathway to cause coughing.

Identification of DAT As a Causative Agent for Cough Production.
B. parapertussis likely stimulates the TLR4-Bdk-B2R-TRPV1
pathway via the action of LPS and Vag8 similar to B. pertussis;
however, B. parapertussis does not produce PTx, which is
essential for B. pertussis to evoke coughing. In the B. pertussis—
induced coughing, LOS and Vag8 stimulate and increase Bdk
generation. Bdk stimulates the phosphorylation and sensitization
of TPRV1 through B2R, which is coupled with G_;;, G;, and G,
GTPases (4, 7, 8). PTx inactivates G; GTPases, which transduce
a downstream inhibitory signal from B2R, and exacerbates the
Bdk-induced sensitization of TRPV1 by increasing intracellular
cyclic adenosine monophosphate (cAMP) (87 Appendix, Fig. S2).
To explore whether B. parapertussis produces a virulence factor(s)
functionally corresponding to PTx, we examined its ability to
inactivate G, GTPases. To this end, we determined the intracellular
concentration of cAMP in T98G human glioblastoma cells treated
with Bdk, which stimulates and inhibits cAMP production
through G- and G;-mediated pathways, respectively (7, 8). If
B. parapertussis inactivates G; GTPases, it should increase cAMP
accumulation upon Bdk treatment in this experimental system.
A B. parapertussis mutant deficient in adenylate cyclase toxin
(AcyaA) was used in this assay because CyaA per se increases
intracellular cAMP (9). The living AcyaA mutant and its lysate
and culture supernatant increased cAMP in the presence of Bdk,
similar to PTx, indicating the inactivation of B2R-coupled G;
GTPases (Fig. 2A). Bordetella species, including B. parapertussis,
exhibit two distinct phenotypic phases, Bvg" and Bvg", which
are regulated by the BvgAS two-component system in response
to environmental alterations (9). At 37 °C in standard Bordetella
media, the BvgAS system promotes the transcription of a set
of virulence factors, including CyaA and PTx. Conversely, this
system is inactivated in the presence of MgSO, and nicotinic
acid, and the bacteria shut down the expression of the virulence
factors. The Bvg" phase is generally considered to represent the
virulent phenotype, while Bvg™ phase represents the avirulent
phenotype. The Bvg -locked mutant of B. parapertussis, which
constitutively exhibits the Bvg phenotype (10, 11), did not
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increase Bdk-induced cAMP production (Fig. 2A). These results
indicate that B. parapertussis produces a virulence factor(s) that
inactivates G; GTPases in a BvgAS-dependent manner. We then
fractionated the culture supernatant of AcyaA by anion exchange
chromatography, examined the fractions for the ability to increase
cAMP in the presence of Bdk, and identified by mass spectrometry
four proteins (BPP0449, BPP3876, PrlC, and SphB3) contained
only in fractions #12-16 that enhanced Bdk-induced cAMP
production (Fig. 2B and ST Appendix, Table S1). Among the four
proteins, the deletion of bpp0449, but not bpp3876, sphB3, or
prlC, abolished the ability of the bacterial culture supernatant
to enhance Bdk-induced cAMP production (Fig. 2C). When
Abpp0449AcyaA was complemented with a BPP0449-expressing
plasmid, pbpp0449, the bacterial enhancing ability was restored
(Fig. 2D). Immunoblotting analyses detected BPP0449 in bacterial
lysates and culture supernatants from different B. parapertussis
strains under Bvg" phase conditions (S/ Appendix, Fig. S3 Aand B),
indicating that BPP0449 is generally produced by B. parapertussis
in the Bvg" phase. Orthologues of bpp0449 in B. pertussis were
not found by a BLAST search (https://blast.ncbi.nlm.nih.gov/
Blast.cgi). The 6pp0449 gene encodes an autotransporter protein.
Hereafter, based on the following results, we refer to BPP0449 as
deacylating autotransporter toxin, DAT.

DAT is one of the autotransporter proteins consisting of pas-
senger and translocator domains (Fig. 34). After being transported
into the periplasm via a signal peptide, the passenger domain of
autotransporter proteins is translocated across the outer membrane
through a conduit formed by the translocator domain. Some auto-
transporter proteins undergo proteolytic cleavage between the
passenger domain and the translocator domain, and the former
is liberated into the extracellular milieu (12). We generated recom-
binant proteins covering the passenger domains of DAT and BatB
(13), an autotransporter protein encoded by &pp0452, the amino
acid sequence of which is 48.6% identical to that of DAT from
B. parapertussis (Fig. 34), and examined the two proteins for the
enhancement of Bdk-induced cAMP production. We used BatB,
which is most homologous to DAT in B. parapertussis, as a negative
control. When extracellularly added, DAT, but not BatB, aug-
mented the Bdk-induced cAMP production in the cells (Fig. 3B).
In mouse coughing experiments, bacterial lysates from Adar did
not cause coughing, but Adar lysate complemented with DAT
caused coughing to the same extent as the WT lysate (Fig. 3C).
Inoculation of DAT in combination with LPS and Vag8, but not
DAT alone, caused coughing (Fig. 3D), indicating that DAT plays

a role in cough induction similar to PTx of B. pertussis.

DAT Inactivates Gat;,,/, GTPases by Deacylating Activity. We
then explored the mechanism underlying the DAT-induced
inactivation of G; GTPases. We generated T98G cells stably
expressing DAT, BatB, and PTx S1, a catalytic subunit of PTx,
and found that the intracellular expression of DAT, but not
BatB, enhances Bdk-induced cAMP production, similar to that
of PTx S1 (Fig. 4A4). These results suggest that DAT intracellularly
functions to inactivate G; GTPases. A PROSITE search (https://
prosite.expasy.org/prosite.html) revealed that DAT, but not BatB,
contains a GDSL lipolytic enzyme motif ([LIVMFYAG](4)-G-D-
S-[LIVM]-x(1, 2)-[TAG]-G), of which Ser serves as the catalytic
residue (16, 17) (Fig. 4B). DAT exhibited deacylating activity
against artificial substrates, including p-nitrophenyl (pNP)-
butyrate, -myristate, and -palmitate, which form chromatic
p-nitrophenol upon removal of the fatty acid groups (Fig. 4C).
In contrast, a mutant of DAT, DATs,,, in which the putative
catalytic serine residue at amino acid position 571 was substituted
with alanine, did not show enzyme activity (Fig. 4 B and D).
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Fig. 2. Identification of BPP0449 causing Bdk-dependent accumulation of intracellular cAMP. (A-D) Increase in Bdk-induced cAMP production in T98G cells
incubated with B. parapertussis preparations. T98G cells were incubated with PTx (10 ng/mL) (A), B. parapertussis 12822 mutant strains (MOI 1) (4), and bacterial
lysates (100 pg/mL) (A) or 100-fold diluted culture supernatants (A, C, and D) of the bacteria for 24 h. Hank's-HEPES BSA was used for mock treatment. The
bacterial culture supernatant of B. parapertussis 12822-AcyaA was subjected to anion exchange chromatography, and the absorbed proteins were eluted with
a linear gradient of NaCl from 0 to 0.5 M. The eluted fractions (no. 1 to 25), Mock (20 mM Tris-HCl, pH 8.0), the culture supernatant, and a flow-through fraction
(FT) were diluted 100-fold in Hank's-HEPES BSA and applied to T98G cells (B). The cells were then treated with 100 nM Bdk for 30 min, and intracellular cAMP
was measured by ELISA. Each bar represents the mean and SEM (A, C, and D, n = 6; B, n = 3). Data were obtained from one (B) or two (4, C, and D) independent
experiments and statistically analyzed by one-way ANOVA with Tukey's multiple-comparison test (B) or two-way ANOVA with the Sidak multiple-comparison

test (A, C, and D). ****pP < (0.0001.

Consistently, DAT s, did not influence Bdk-induced cAMP
production (Fig. 4D). Additionally, neither bacterial lysates
from a B. parapertussis mutant producing DAT s, (datgs;,,)
nor purified DATs,,, combined with LPS and Vag8 caused
coughing (Fig. 4E). These results indicate that DAT inactivates G;
GTPases and contributes to cough production through its intrinsic
deacylating activity.

The o subunits of the G, family, including Go,, G, and Ga,,
are myristoylated and palmitoylated on the N-terminal glycine and
cysteine residues, respectively (Fig. 54). Since DAT, which inacti-
vated G; GTPases, showed deacylating activity against pPNP-myristate
and -palmitate (Fig. 4C), we utilized the click-chemistry-based assay,

40f 10 https://doi.org/10.1073/pnas.2308260120

a reliable method to detect acylated proteins (18, 19) and examined
whether it targets acylated Ga,. In this assay, T98G cells were treated
with myristic acid- or palmitic acid-alkyne, and then, the cell lysates
were incubated with biotin-azide, leading to attachment of biotin
to the myristoyl and palmitoyl groups through copper-catalyzed
alkyne-azide cycloaddition reaction. Subsequent immunoblotting
for biotin detected the myristoylated and palmitoylated proteins.
'The overall profiles of the myristoylated and palmitoylated proteins
in T98G cells were largely unaffected by treatment of the cells with
DAT (81 Appendix, Fig. S4A). Myristoylated Goy; was detected by
the combination of the click-chemistry-based assay and anti-HA
tag immunoprecipitation with T98G cells expressing functional
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Fig. 3.

Involvement of DAT in B. parapertussis-induced coughing. (A) Schematic representations of DAT and BatB. The domains of DAT and BatB were analyzed

using SignalP 6.0 (14) and Pfam 35.0 (15). HAT-tagged recombinant proteins covering the passenger domain of DAT and BatB were constructed from the amino
acid residues 42 to 1251 and 43 to 1413, respectively. (B) Increase in Bdk-induced cAMP production in T98G cells incubated with DAT. T98G cells were incubated
with 100-fold diluted culture supernatant of B. parapertussis 12822-AcyaA and the indicated concentrations of DAT or BatB for 24 h. Hank's-HEPES BSA was used
for mock treatment. The cells were then treated with 100 nM Bdk for 30 min, and intracellular cAMP was measured by ELISA. Each bar represents the mean
and SEM (n = 6). (C and D) Cough production in mice inoculated with bacterial lysates and components of B. parapertussis. Mice were inoculated with bacterial
lysates of B. parapertussis 12822 WT or Adat strains and LPS, Vag8, and/or DAT from B. parapertussis 12822. The sum of coughs from days 4 to 14 is shown. Each
horizontal bar represents the mean and SEM (n = 8). Data were obtained from two independent experiments and statistically analyzed by two-way ANOVA with
the Sidak multiple-comparison test (B) or one-way ANOVA with Tukey's multiple-comparison test (C and D). **P < 0.01, ****P < 0.0001.

Goy; with the HA tag inserted between amino acid positions 91 and
92 (20, 21). The level of myristoylated Gar;; was reduced with time
in the cells treated with DAT (Fig. 5B). Palmitoylated Gay;; was not
detected by our method, probably because palmitoylation of the G,
subunits is reversible (22) (SI Appendix, Fig. S4B). In addition to
Go,, Go,; and Gay, were also demyristoylated by DAT (Fig. 5C).
As expected, DATs;,, did not demyristoylate the G, subunits
(Fig. 5C and SI Appendix, Fig. S4B). We examined whether DAT
directly demyristoylates the G, subunits by treating the lysate of
Escherichia coli coexpressing Go; and N-myristoyltransferase
(NMT) (23) with DAT in the absence or presence of the Gy,
subunits. The myristoylation of recombinant Gay, in E. coli was
confirmed by the click chemistry-based assay. DAT demyristoyated
recombinant Ga;; in the presence of Gf,y, (Fig. 5D). In contrast,
DAT did not affect the myristoylation of recombinant Goy,; without
the Py subunits regardless of the presence of GTPYS or GDPS
(81 Appendix, Fig. S4C), indicating that monomeric Ga;; does not
serve as a substrate for DAT in both the active GTP- and inactive
GDP-bound states. These results indicate that DAT targets o sub-
units of the G, family in the heterotrimeric state, similar to the
ADP-ribosylating action of PTx (24).

The myristoylation of Ga, is crucial for interactions with AC, the
downstream effector (26, 27). The activity of AC, which catalyzes
cAMP production from adenosine triphosphate (ATP), is inhibited
by Ga, through the interaction between Ga; and AC (26-28). If
DAT inactivates G; GTPases, the interaction between Go, and AC

PNAS 2023 Vol.120 No.40 e2308260120

should not be observed even when the o subunits of the G, family
are activated by G;-coupled GPCRs. We, therefore, examined the
interaction of Ga, treated with DAT and the AC5 isoform of ACs
(29) by a fluorescence resonance energy transfer (FRET)-based assay
using T98G cells expressing Go;-cyan fluorescent protein (CFP)
and yellow fluorescent protein (YFP)-ACS, in which interactions
between Gay; and AC5 are detected by a decrease in CFP fluores-
cence (AF pp) and an increase in YFP fluorescence (AFyp,) because
the emission of CFP is used for the excitation of YFP (20). In
addition, we used clonidine, an agonist for G;-coupled a,-adrenergic
receptor (30), stimulation of which has been reported to induce the
interaction between Ga; and AC5 by using the FRET-based assay
(20). Consistent with the previous study (20), treatment of the cells
with clonidine decreased AFqpp and increased AFyg, indicating
that Ga;; interacted with AC5. These effects of clonidine were abol-
ished in cells treated with DAT but not with DAT s, (Fig. 5E).
These data indicate that DAT inhibits the interaction of Goy with
ACS5 through the demyristoylation of Ga, resulting in abrogation
of the Goy-dependent signal transduction.

DAT Vaccination Prevents B. parapertussis-induced Coughing.
Previous studies reported that acellular pertussis vaccines containing
pertussis toxoid prevented B. pertussis—induced coughing, but
not bacterial colonization, in humans and experimental animal
models (31, 32). Our results demonstrate that DAT contributes to
cough production in B. parapertussis infection in place of PTx in

https://doi.org/10.1073/pnas.2308260120 5 of 10


http://www.pnas.org/lookup/doi/10.1073/pnas.2308260120#supplementary-materials
http://www.pnas.org/lookup/doi/10.1073/pnas.2308260120#supplementary-materials
http://www.pnas.org/lookup/doi/10.1073/pnas.2308260120#supplementary-materials

Downloaded from https://www.pnas.org by OSAKA UNIV LIFE SCI BRANCH LIBRARY on November 30, 2023 from |P address 133.1.91.151.

A B
15, CIBdk (—) = Bdk(+) " . . Lipolytic enzyme motif
E — Bacteria Protein —
3 1.04 i % A. salmonicida GecaT 28 IVMFGDSLSDTG
iEl, L. pneumophila  PlaA 24 IVVEGDSLSDNG
L 057 E. coli TesA 19 LLILGDSLSAGY
S o Lol seplil s S. Typhimurium ~ SseJ 145 LVFFGDSLSDSL
WT dat  batB  ptxA B. parapertussis DAT 565 LLLGGDSLYAGG
pcDNA3.1 DATgs71a  LLLGGDALYAGG
T98G cells BatB 555 LLLRGTNQONGG
C .. PNPbutyrate pNP-myristate pNP-palmitate

deacylase activity
(ODy4g5)
o
N

0.2 1 .
0-0 T T 1 T T 1 T T 1
0 10 20 30 0 10 20 30 0 10 20 30
Incubation time (min)
D Fkkk E
- 1 -
= 1.0 o 1 Bdk (_) - 400 l — |
[0) @] Kokokok
3 = Bk (+) 5 —
° 5 g 2 hd
g 0.5- S g’ 200+ :% %:
V.
© ool fafii gy ol comen R 'é_';
PBS 0.1 0.1 1 Lysate —_ WT dat3571A — —
DAT DATg571a DAT — — — WT S571A
(hg/mi) (Hg/mi) LPS+Vag8 — — —  +  +

Fig. 4. Deacylating activity of DAT is essential to cause coughing. (A) Increase in Bdk-induced cAMP production in T98G cells expressing dat, batB, and ptxA.
After treatment with 100 nM Bdk for 30 min, intracellular cAMP was measured by ELISA. Each bar represents the mean and SEM (n = 6). (B) Partial sequence
alignment of DAT, BatB, and four representative lipolytic enzymes (GcaT, PlaA, TesA, and SseJ) from A. salmonicida, L. pneumophila, E. coli, and S. Typhimurium.
All proteins other except BatB contain the GDSL motif. The serine residue required for enzyme activity is shown in red. DATgs7;4 cONtains a serine-to-alanine
substitution at amino acid position 571 in DAT. (C) Deacylating activity of DAT. DAT, DATss;4,, and BatB (5 pg/mL) were incubated with 3.25 mM pNP-butyrate,
-myristate, or -palmitate in a 96-well plate at 37 °C. The OD,,s value of each well was measured every minute for 30 min. Each plot represents the mean and
SEM (n = 6). (D) Increase in Bdk-induced cAMP production in T98G cells incubated with DAT. T98G cells were incubated with the indicated concentrations of DAT
or DATss714 for 24 h and then treated with 100 nM Bdk for 30 min. Intracellular cAMP was measured by ELISA. Each bar represents the mean and SEM (n = 6).
(E) Cough production in mice inoculated with bacterial lysates and components of B. parapertussis. Mice were inoculated with bacterial lysates of B. parapertussis
12822 WT or datss7,4 strains and LPS, Vag8, and DAT or DATgs7,, from B. parapertussis 12822. The sum of coughs from days 4 to 14 is shown. Each horizontal
bar represents the mean and SEM (n = 8). Data were obtained from two independent experiments and statistically analyzed by two-way ANOVA with the Sidak
multiple-comparison test (A and D) or one-way ANOVA with Tukey's multiple-comparison test (E). ****P < 0.0001.

B. pertussis infection. Indeed, neither the bacterial inoculation of
Adat nor of datgs;, , caused coughing, while both strains showed
equivalent colonization in mouse respiratory organs (Fig. 6 A and
B), indicating that DAT contributes to cough production but
not bacterial colonization. These results prompted us to examine
whether immunization with DAT prevents B. parapertussis—
induced coughing. Mice immunized with the diphtheria-
pertussis-tetanus-inactivated polio vaccine (DPT-IPV), which is
currently used as an acellular pertussis vaccine in Japan, exhibited
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reduced levels of cough production in response to the inoculation
of B. pertussis, but not B. parapertussis, which is consistent with
previous observations (31-33). Meanwhile, immunization
with DAT, which was inactivated by formalin treatment, or
DATs,,4 protected mice from coughing after the inoculation
of B. parapertussis, but not B. pertussis, regardless of the bacterial
colonization levels (Fig. 6 C and D). These results indicate that
DAT has potential as a vaccine antigen to prevent B. parapertussis—

induced coughing.
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Fig.5. Inactivation of G; GTPases by DAT-induced demyristoylation of Ga;. (A) Sequence alignment of the N-terminal region of the human G, subunits of the G,
G, G, and G, families. The « subunits of the G; family contain the myristoylation motif (GXXXS) shown in red. The underlined cysteine residues are putatively
palmitoylated. (B and C) DAT-induced demyristoylation of Gu,,,, in T98G cells analyzed by the click-chemistry-based assay (18, 19). T98G cells were transfected
with expression vectors for HA-tagged Gay; (B and (), Ga,, (C), or Ga, (C) in the presence of myristic acid-alkyne for 24 h and further incubated with 100 ng/mL
DAT for the indicated periods (B) or 1, 10, and 100 ng/mL (C) DAT or 100 ng/mL DATgs7;, for 24 h (C). Myristoylated G, proteins (myr-Gao;;, -Ga,,, and -Ga,) were
detected by immunoblotting with anti-biotin antibody as described in S/ Appendix, Materials and Methods. Goy, (B and (), Go, (C), and Ga, (C) were independently
detected with antibodies against each protein as internal controls. The blot images are representatives of two independent experiments. The band intensities of
myr-Ga;, -Ga,y, and -Ga, were measured using Fiji software (25) and are presented as a ratio relative to those of Go;;, Ga,y, and Ga,, respectively. (D) DAT-induced
demyristoylation of recombinant Ge;. Bacterial lysates from E. coli strain coexpressing Go;; and NMT were treated with GDPpS for 1 h and then further incubated
with 0.1, 1, and 10 pg/mL DAT or 10 pg/mL DATss,4 in the absence or presence of Gp,y, for 2 h. The amount of myr-Go;; was calculated as described above. The
blot images are representatives of two independent experiments. (E) Interactions between Ga;; and AC5 analyzed by a FRET assay. T98G cells were transfected
with Ga;,-CFP and YFP-AC5 expression vectors and then incubated with 100 ng/mL DAT or DATss;14 for 24 h. After treatment with or without clonidine for
30 min, the fluorescence intensities of CFP and YFP were measured, and AFq, and AFy, were calculated as described in S/ Appendix, Materials and Methods. Each
bar represents the mean and SEM (n = 6). Note that when FRET occurs between Go;; and AC5, AF» and AFy, decrease and increase, respectively. Data were
obtained from two independent experiments and statistically analyzed by two-way ANOVA with the Sidak multiple-comparison test. *P < 0.05 and ****P < (0.0001.

Discussion The a subunits of heterotrimeric GTPases serve as targets for
some bacterial toxins (34). PTx ADP-ribosylates and inactivates
Ga,. Cholera toxin and E. coli heat-labile toxin activate Ga,
through ADP-ribosylation. Ga is targeted by Pasteurella multo-
cida toxin and Yersinia YpkA: The former activates Goy, by deam-
idation while the latter inactivates Go, by phosphorylation. In
the present study, we showed that DAT has the unique activity to
demyristoylate and inactivate Go;,. The GDSL lipase motif present
on DAT is shared by several bacterial factors, including Aeromonas

B. parapertussis detected in patients with pertussis-like symptoms
was considered the cause of patients’ coughing (1, 2), although
no experimental evidence supported this assumption. In this study
using the mouse model, we first demonstrated that B. parapertussis
infection causes host to cough, and B. parapertussis DAT, a toxin,
was identified as a causative agent to evoke coughing in combi-
nation with Vag8 and LPS. Previously, we reported that B. pertussis
induces host coughing through the cooperative action of PTx, o X . ’
Vag8, and LOS (l%pid i) (4). Ign that meclilanism, LOS and Vag8 salmonicida GCE}T’ Legionella pneumop hila Pla, E folz TC,SA’
stimulate and enhance Bdk biogenesis, respectively. Accumulated Salmon 3.11‘1 enterica serovar T}’P himur um Ssc], Serratia liquefaciens
Bdk stimulates B2R, which transduces stimulatory and inhibitory EStA’ Vibrio p am{y aen'zoly ricus hemolysm,' and more (106, _1 7_’ 35).
signals to TRPV1 through Ger, and Go, GTPases and G, Whlle. the catalytic triads of these bacterlal. fa.ctofs, consisting of
GTPases, respectively (SI Appendix, Fig. S2). PTx ADP-ribosylates Ser-His-Asp/Glu, were predicted from the similarity of the amino
Ga,, uncouples it from GPCR (B2R), and interrupts only the  acid sequences, catalytic key residues of DAT other than Ser
Ga-dependent inhibitory signal. As a result, TRPV1 is highly ~ remain to be predicted on the basis of the amino acid sequence,
sensitized to evoke coughing. The present study indicates that B, suggesting a unique structure of this toxin. In addition, DAT
parapertussis causes coughing in a similar fashion to B. pertussisby ~ should comprise several domains with distinct functions for cell
utilizing DAT instead of PTx. Unlike PTx, DAT demyristoylates ~ binding, translocation into the cytoplasm, and enzyme action.

Ga,. The myristoyl group attached to Gay, is essential for interac- ~ DAT also has an aspect as an autotransporter, which is autono-
tion with the downstream effector AC (26, 27). Therefore, the mously secreted through its own fB-barrel translocator domain.
demyristoylation of Go, by DAT interrupts Go-dependent sign-  The passenger domains of many classical autotransporters exhibit
aling and hypersensitizes TRPV1 to evoke coughing. elongated P helical structures, which may be related to the
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Fig.6. Protective effects ofimmunization with DAT against B. parapertussis-induced coughing. (A and B) Cough production in mice inoculated with B. parapertussis
(Bpp) 12822. The sum of coughs from days 4 to 14 postinoculation is shown (A). SS medium without bacteria was used for mock inoculation. The number of
bacteria recovered from the tracheas and lungs was counted on day 14 (B). (C and D) Cough production in immunized mice after bacterial inoculation. Mice that
had been immunized twice with the DPT-IPV, formalin-inactivated DAT, DATgs5;,, and/or aluminum hydroxide (Alum) were inoculated with B. pertussis (Bp) 18323
(5 x 10° colony forming units (CFU)) or B. parapertussis 12822 (5 x 10’ CFU). The sum of coughs from days 4 to 14 postinoculation is shown (C). The number of
bacteria recovered from the tracheas and lungs was counted on day 14 postinoculation of the bacteria (D). Each horizontal bar represents the mean and SEM
(Aand C, n = 8) or the geometric mean and geometric SD (B and D, n = 8). Data were obtained from two independent experiments and statistically analyzed
by one-way ANOVA with Tukey's multiple-comparison test (A and C) or the Kruskal-Wallis test with Dunn’s multiple-comparison test (B and D). ****P < 0.0001.

capability of autonomous secretion (36). Indeed, the AlphaFold2
program predicted structures of the DAT passenger domain con-
sisting of elongated P helices, in which no catalytic triad-like
structure was found near the GDSL motif with a catalytic residue
Ser571 (81 Appendix, Fig. S5), indicating that the conformation
of DAT domains alters during the intoxication procedures, or that
the predicted structures was incorrect. How the functional
domains of DAT are folded into the constrained structure as an
autotransporter is for future study. E. coli plasmid-encoded toxin
(Pet) is a typical example of an autotransporter with the ability to
enter target cells and modify intracellular targets (37, 38). The
crystal structure of Pet has already been determined, showing the
N-terminal extra-domain, and two small domains, which are asso-
ciated with each other, in addition to the p-helical domain (39).
It is worth further investigation to compare the structure of Pet
with that of DAT, which we are now trying to determine.

B. pertussis, B. parapertussis, and Bordetella bronchiseptica,
which are genetically related, share many virulence factors, and
commonly cause coughing in host animals, are often collec-
tively called “classical Bordetella.” In the present study, we
showed that B. parapertussis, using DAT instead of PTx, cause
cough in a similar way as B. pertussis. Some epidemiologic
studies suggested that the pertussis-like disease due to B. par-
apertussis is milder in the severity of symptoms and shorter in
duration than pertussis due to B. pertussis (2, 40). The

80f 10 https://doi.org/10.1073/pnas.2308260120

difference in the disease manifestation may be explained by the
low expression levels of Vag8 in B. parapertussis, compared to
those of B. pertussis. Alternatively, differences in the mechanism
of toxic action, effective concentrations, and target-cell speci-
ficity between PTx and DAT may affect the severity of the
diseases. Considering that B. bronchiseptica, which does not
produce PTx, also causes characteristic paroxysmal coughing
in host animals, including dogs, pigs, and various laboratory
animals (40-42), we examined whether B. bronchiseptica, which
possesses an orthologue gene of dar (660450), produces DAT
and evokes the cough reflex through the same mechanism;
however, unexpectedly, DAT was not detected in the transcript
and protein levels in B. bronchiseptica (SI Appendix, Fig. S6 A
and B). Consistently, dar-deficient mutants of B. bronchiseptica
caused coughing to the same extent as WT (S/ Appendix,
Fig. S6C). These observations suggest that B. bronchiseptica
may produce another virulence factor corresponding to
PTx and DAT or cause coughing in a distinct fashion from
B. pertussis and B. parapertussis.

The ADP-ribosylating activity of PTx to interrupt the
Go;-dependent signal pathway is shown to be responsible for
various symptoms in B. pertussis infection besides paroxysmal
coughing, including leukocytosis, hypoglycemia, and histamine
sensitization (43-48). Because DAT, like PTx, interrupts
Go;-dependent signal pathways in target cells, similar symptoms
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could be seen in patients with B. parapertussis infection.
Although a previous report rejected the idea of leukocytosis in
B. parapertussis infection (49), further analyses of the function
of DAT, such as toxicity strength, in vivo half-life, and target
tissue specificity, may provide insights into differences in the
disease manifestation between B. pertussis and B. parapertussis
infections. In addition, comparative studies of DAT and PTx
would benefit pertussis prevention. Current acellular pertussis
vaccines containing pertussis toxoid show efficacy, especially
in preventing paroxysmal coughing in pertussis (31, 32).
Meanwhile, some previous reports pointed out that acellular
pertussis vaccines did not prevent infection by B. parapertussis,
which does not produce PTx (50, 51). It is also predicted that
acellular pertussis vaccines are ineffective at preventing cough in
B. parapertussis infection, which our findings confirmed. The
present study proposes that DAT is a promising candidate for
vaccine antigens against B. parapertussis—caused coughing.
Indeed, immunization with formalin-inactivated DAT or
DATs714, an enzymatically inactive mutant of DAT, preferen-
tially protected mice from coughing after B. parapertussis infec-
tion. Considering that paroxysmal coughing imposes a serious
burden on patients, acellular pertussis vaccines containing DAT
could be a bivalent vaccine to prevent pertussis patients from
cough production caused by both B. pertussis and B. parapertussis
infections.
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