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Pertussis, caused by the gram-negative bacterium Bordetella pertussis, is a highly
contagious respiratory disease. Intranasal vaccination is an ideal strategy to prevent
pertussis, as the nasal mucosa represents the first-line barrier to B. pertussis infection.
The current intramuscular acellular pertussis (aP) vaccines elicit strong antibody and Th2-
biased responses but not necessary cellular and mucosal immunity. Here, we formulated
two cyclic dinucleotide (CDN)-adjuvanted aP subunit vaccines, a mammalian 2’,3’-
cGAMP-adjuvanted aP vaccine and a bacterial-derived c-di-GMP-adjuvanted aP
vaccine, and evaluated their immunogenicity in a mouse model. We found that the aP
vaccine alone delivered intranasally (IN) induced moderate systemic and mucosal humoral
immunity but weak cellular immunity, whereas the alum-adjuvanted aP vaccine
administered intraperitoneally elicited higher Th2 and systemic humoral immune
responses but weaker Th1 and Th17 and mucosal immune responses. In contrast,
both CDN-adjuvanted aP vaccines administered via the IN route induced robust humoral
and cellular immunity systemically and mucosally. Furthermore, the c-di-GMP-adjuvanted
aP vaccine generated better antibody production and stronger Th1 and Th17 responses
than the 2′,3′-cGAMP-adjuvanted aP vaccine. In addition, following B. pertussis
challenge, the group of mice that received IN immunization with the c-di-GMP-
adjuvanted aP vaccine showed better protection than all other groups of vaccinated
mice, with decreased inflammatory cell infiltration in the lung and reduced bacterial burden
in both the upper and lower respiratory tracts. In summary, the c-di-GMP-adjuvanted aP
vaccine can elicit a multifaceted potent immune response resulting in robust bacterial
clearance in the respiratory tract, which indicates that c-di-GMP can serve as a potential
mucosal adjuvant for the pertussis vaccine.
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INTRODUCTION

Pertussis is a highly infectious respiratory disease caused by
Bordetella pertussis (B. pertussis) and remains a lethal threat in
unvaccinated infants. Vaccination is the most effective way to
prevent pertussis. To date, acellular pertussis (aP) vaccines have
gradually replaced whole pertussis (wP) vaccines due to their
fewer adverse side effects (1, 2). However, recent epidemiological
data show that pertussis has experienced a resurgence in several
countries, even in countries with nearly universal vaccine
coverage, in the last 20 years (3, 4). Many hypotheses have
been proposed to explain the pertussis resurgence, including
increased detection sensitivity, vaccine-driven evolution of B.
pertussis strains, waning of protective efficacy of aP vaccines, and
asymptomatic transmission (5–7). Among all these reasons, the
inefficient protection afforded by current aP vaccines may be the
major issue for the insufficient prevention and control of
whooping cough. Several studies have suggested that current
aP vaccines cannot prevent B. pertussis infection and
transmission because they induce only humoral immune
responses but not efficient cellular and mucosal immune
responses (8–10). The current intramuscular acellular pertussis
(aP) vaccines elicit strong antibody and Th2-biased responses
but not necessary cellular and mucosal immunity. Th1 cells-
mediated immune responses is generally considered to be
cellular or cell-mediated immunity (CMI), while Th2 cells can
provide optimal help for humoral immune responses (11). Since
routine aP vaccines are formulated with several pertussis
components with an aluminum adjuvant, administered via
intramuscular injection and mainly induce antibody
protection, novel aP vaccines with appropriate adjuvants
administered via intranasal (IN) inoculation have been a
research hotspot.

The upper respiratory tract (URT) is the site of infection for
B. pertussis, and the pre-existing immunity on mucosal surfaces
of the respiratory tract plays a crucial role in defense against B.
pertussis infection (12). Studies on nonhuman primates have
shown that potent local humoral and cellular immune responses,
especially Th17 responses, induced by natural B. pertussis
infection can provide complete protection against reinfection
(8, 13). In addition, many studies have shown that the IN
administration of aP vaccines combined with an appropriate
adjuvant induced optimal protection against infection, especially
in the URT (14–16). Therefore, mucosal immunity might offer a
crucial mechanism to prevent nasal colonization and infection.

Cyclic dinucleotides (CDNs), which can trigger the innate
immune response in mammalian cells via the stimulator of
interferon genes (STING) signaling pathway, leading to type I
interferon (IFN) generation, have been studied as novel vaccine
adjuvants (17). Many studies have shown that CDNs have strong
mucosal adjuvant properties (18–21). CDNs, consisting of two
nucleotide residues linked by two phosphodiester bonds, have
been recognized as a class of crucial secondary signaling
molecules in bacteria and in mammalian cells, with robust
immunomodulatory and immunostimulatory functions.
Depending on the pair of phosphodiester linkages, CDNs have
several isomers. There are four common CDNs, three in bacteria
Frontiers in Immunology | www.frontiersin.org 2
(c-di-GMP, c-di-AMP, and 3’,3’-cGAMP) and one in eukaryotic
cells (2’,3’-cGAMP), and the bacterial Sting pathway, which plays
an important role in the defense against bacteriophages, prefers
canonical 3’–5’-linked CDNs (22). c-di-GMP is a universal
bacterial secondary messenger in gram-negative bacteria and is
defined as two GMP molecules linked via two 3′-5′
phosphodiester bonds (22, 23). c-di-GMP participates in many
bacterial processes, including virulence, stress survival, motility,
metabolism, antibiotic production, differentiation, biofilm
formation, and other processes (24). Recent research has
shown that c-di-GMP, acting as a danger signal in eukaryotic
cells, is recognized by mammalian immune systems and
therefore is considered a potential vaccine adjuvant (25).
Another CDN, 2’,3’-cGAMP, containing mixed phosphodiester
linkages connecting the two nucleosides from the 2 and 5
positions of guanosine and the 3 and 5 positions of adenosine,
is synthesized by cGAS from ATP and GTP upon cytosolic DNA
stimulation and was first discovered in 2012 (26, 27). This
mammalian CDN isomer is different from all characterized
bacterial CDNs. Eukaryotic cells employ a phosphodiester
linkage (2′-5′) to promote greater CDN stability, thus allowing
stronger and more prolonged signal amplification. In addition,
the unique 2′-5′- phosphodiester linkage might be a defense
mechanism of eukaryotic cells that allows them to avoid
subversion of the innate immune response by bacteria because
bacterial cells might not be able to degrade 2′-5′ phosphodiester
linkages (22). As seen with other CDNs, 2′,3′-cGAMP also has
potential applications as an adjuvant (28). All CDNs can bind
and stimulate the STING signaling pathway in eukaryotic cells,
but 2′,3′-cGAMP binds to mammalian sting with a much greater
affinity than bacterial CDNs because of their different
phosphodiester linkage positions (27, 29). Moreover, 2′,3′-
cGAMP induces stronger type I IFN production than other
CDNs derived from bacteria (27). Thus, we selected 2′,3′-
cGAMP and c-di-GMP as adjuvants to determine which could
provide a superior mucosal immune response against
B. pertussis.

In this study, we compared and evaluated the efficacy of two
common CDNs in vitro by using bone marrow-derived dendritic
cells (BMDCs). Subsequently, we formulated the test aP vaccine
containing pertussis toxoid (PT), filamentous hemagglutinin
(FHA), and pertactin (PRN) using the two types of CDNs as
adjuvants. We examined the two test aP vaccine-induced
immune responses and protective efficacy against B. pertussis
in a mouse model to evaluate whether the 2′,3′-cGAMP- or c-di-
GMP-adjuvanted aP vaccine could be a candidate vaccine against
B. pertussis.
MATERIALS AND METHODS

Mice and Ethics Statements
Specific pathogen-free (SPF) 4- to 5-week-old male and female
BALB/c mice were purchased from Beijing Charles River
Laboratory (Beijing, China). All mice used in this study were
treated in accordance with the Guide for the Care and Use
of Laboratory Animals of the People’s Republic of China.
April 2022 | Volume 13 | Article 878832
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All protocols were reviewed and approved by the Committee on
Ethics of the Institute of Medical Biology, Chinese Academy of
Medical Sciences (IMBCAMS; assurance number: DWSP2021
06004). Animals were bred and maintained under SPF conditions
at IMBCAMS at a constant temperature (20–24 °C) and humidity
(45–65%), with lighting on a fixed light/dark cycle (12 h/12 h).

Bacterial Strains, Media, and
Growth Conditions
The B. pertussis strain B.p-L1 used in this study was recently isolated
from a patient in Yunnan Province, China. Total DNA was
extracted from the recovered B. pertussis, which was characterized
as carrying the ptxP3 genotype by DNA sequencing of the pertussis
toxin promoter (ptxP) (30). For B. pertussis infection experiments,
bacteria were grown on Bordet-Gengou agar (B-G) plates
(Hopebio) containing 20% defibrinated sheep blood
(Nanjinglezhen) for 24 to 48 h at 37°C. Colonies from fresh B-G
plates were resuspended in phosphate-buffered solution (PBS),
diluted to a concentration of 1011 CFU/mL by using a
turbidimetric method, and used within 2 h of preparation. For
culture of bacteria from tissues, Regan-Lowe plates prepared from
Regan-Lowe charcoal agar base (Oxoid) supplemented with 10%
defibrinated sheep blood and 40 mg/mL cephalexin (Oxoid)
were used.

Isolation and Stimulation of Dendritic Cells
BMDCs were isolated from mouse bone marrow cells as
previously described (31). Briefly, bone marrow cells were
isolated and cultured in RPMI 1640 medium containing 20 ng/
mL recombinant GM-CSF (Peprotech), 100 U/mL penicillin, 100
µg/mL streptomycin, and 10% FBS. Petri dishes containing 2 × 106

cells in 10 mL were incubated at 37°C in 5% CO2. At day 3 of
incubation, an additional 10 mL of fresh complete medium
containing GM-CSF was added, and 10 mL of medium was
replaced with fresh medium supplemented with GM-CSF on
day 6. Immature BMDCs were collected on day 7 for
experiments. The BMDCs were treated with 2′,3′-cGAMP (5
mg/mL, In vivoGen, California, USA) or c-di-GMP (5 mg/mL, In
vivoGen, California, USA) in vitro for 24 h. Cells were treated with
lipopolysaccharide (LPS, 1 mg/mL, Sigma–Aldrich) as a positive
control or sterile PBS as a negative control. Cytokine (IFN-b and
TNF-a) levels in the supernatant were quantified by ELISA. The
stimulated BMDCs were stained with the specific antibodies
described below and analyzed by using FlowJo software.
Frontiers in Immunology | www.frontiersin.org 3
Mouse Immunization and
Sample Collection
BALB/c mice (half of which were male and half of which were
female, 4–5 weeks old) were immunized via the IN (20 mL volume)
or intraperitoneal (IP, 200 ml volume) route three times at three-
week intervals with the different tested vaccines (Table 1). Antigens
of the aP vaccine were produced by the IMBCAMS under good
manufacturing practice conditions (32). All vaccinations were
performed under anesthesia (isoflurane). Blood, nasal washes
(NWs), and bronchoalveolar lavage fluid (BALF) were collected
two weeks after the last immunization. Blood was collected and
centrifuged at 860 g for 10 min to obtain plasma. NW and BALF
samples were obtained by washing the nasal cavity and lung with 0.2
mL and 1 ml of cold PBS containing protease inhibitor, respectively.
Nasal cavity and lung wash fluids were centrifuged at 2400 g for 10
min, and the supernatants were collected. Plasma, NW, and BALF
samples were stored frozen at -20°C until the detection of
antibodies (Figure 1).

Preparation of Monocellular Suspensions
From Organs
Spleen tissues were minced, filtered through a 70-mmnylon mesh
(BD Biosciences), and diluted 1:1 in RPMI 1640. The mixture
was loaded onto a Ficoll-Paque (GE, USA) layer and centrifuged
at 1500 rpm for 30 minutes at room temperature. For
monocellular isolation from lungs, tissues were minced and
digested with collagenase D (1 mg/mL; Roche) and DNase I
(20 U/mL; Roche) for 45 min at 37°C on a shaker. Next, tissues
were passed through a 70-mm cell strainer, washed twice in
complete RPMI 1640 medium, mixed with 40% Percoll, loaded
onto a 70% Percoll layer and centrifuged at 1800 rpm for 30
minutes at room temperature. The cells obtained from organs
were washed twice with RPMI 1640 and/or resuspended in
complete cell culture medium (RPMI 1640 supplemented with
10% (V/V) fetal calf serum (FCS) and a 1% (v/v) premixed
penicillin–streptomycin solution). The cells were used for
cytokine detection, ELISpot, and/or flow cytometry.

Enzyme-Linked Immune Sorbent
Assay (ELISA)
Microplates (96-well) were coated with PT, FHA, or PRN at 3
mg/mL and incubated at 4°C overnight. Then, the plates were
blocked with 3% (w/v) bovine serum albumin (BSA, Abcam) in
PBS at 37°C for 2 h. Diluted serum, NW, or BALF sample was
TABLE 1 | The detail of immunization regimens.

Vaccine components (mg/dose) PBS/IN aP/IN aP + Al(OH)3/IP aP + 2’,3’-cGAMP/IN aP + c-di-GMP/IN

PT – 1.25 1.25 1.25 1.25
FHA – 1.25 1.25 1.25 1.25
PRN – 0.4 0.4 0.4 0.4
Al(OH)3 – – 37.5 – –

2’,3’-cGAMP – – – 5 –

c-di-GMP – – – – 5
April 2022 | Volume
“IN” and “IP” indicate intranasally and intraperitoneally immunized, respectively.
“PT”, “FHA”, and “PRN” indicate pertussis toxoid, filamentous hemagglutinin, and pertactin.
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added to each microplate and incubated at 37°C for 1 h. After
washing, a horseradish peroxidase (HRP)-labeled sheep anti-
mouse IgG (Jackson ImmunoResearch, USA), anti-mouse IgG1
(Southern Biotech, USA), anti-IgG2a (Southern Biotech, USA),
or anti-mouse IgA (Southern Biotech, USA) antibody was added
to the microplate, and the plate was incubated at 37°C for 1 h. All
the ELISA plates were developed using tetramethylbenzidine
(TMB; Solarbio, CHN) to generate a colorimetric reaction, and
the reaction was terminated with 2 mmol/L H2SO4. The
absorbance of the plates at 450 nm was read. Endpoint titers
were determined as the dilution that exhibited an optical density
exceeding ≥2.1 times the background level (secondary
antibody alone).

Enzyme-Linked Immunospot (ELISpot)
T cell detection by IFN-g, IL-4 and IL-17 ELISpot assays
was performed according to the manufacturer’s instructions
Frontiers in Immunology | www.frontiersin.org 4
(Cellular Technology Limited, USA). Briefly, precoated 96-well
plates were seeded with 5 mg/mL specific stimulants and 4 × 105

mouse splenocytes or pneumonocytes in a total volume of 100
mL and incubated. Following a 24-h incubation at 37°C with 5%
CO2, the cells were removed, and an anti-IFN-g, anti-IL-4 or
anti-IL-17 detection antibody was added, followed by the
addition of streptavidin-ALP. For antigen-specific IgA or IgG
plasma cell detection, MultiScreen filter 96-well plates (Millipore,
USA) were precoated with PT, FHA, or PRN (each 5 mg) for each
well overnight at 4°C. After rinsing with PBS, the plates were
blocked with culture medium for 30 min at room temperature.
Single-cell suspensions of splenocytes or pneumonocytes in
culture medium were added to the coated plates and incubated
at 37°C with 5% CO2 for 24 h. After washing with PBS, the plates
were incubated with biotinylated anti-IgA or anti-IgG antibodies
(Southern Biotech, USA) followed by incubation with
streptavidin-conjugated horseradish peroxidase (Jackson
FIGURE 1 | Scheme of mouse immunization and B. pertussis challenge. BALB/c mice were immunized with three doses of the different vaccines via the intranasal
(IN) or intraperitoneal (IP) route at 3-week intervals. Control mice received PBS via the IN route. To evaluate specific immune responses, including systemic and
mucosal immune responses, mice were bled and sacrificed two weeks after the last immunization for sample collection. Three weeks after the last immunization, the
mice were infected with B. pertussis by aerosol challenge. In parallel, naïve mice were challenged with PBS as a mock-infection group. On days 2, 4, 7, 11, 16, and
23 after B. pertussis infection (dpi), lungs, trachea, and nasal mucosa were collected from each group of mice, and the numbers of B. pertussis CFU in the upper
and lower respiratory tracts were determined by dilution plating. On days 2 and 4 after infection, the mRNA expression levels of the indicated cytokines were
determined by real-time quantitative PCR (RT–qPCR) in the lung tissues. On days 4 and 7 after infection, lung tissues were collected, processed into paraffin
sections and stained with H&E.
April 2022 | Volume 13 | Article 878832
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ImmunoResearch, USA), each for 1 h at room temperature. After
additional washes with PBS, AEC substrate solution (BD
Bioscience, USA) was added for spot development. The
reaction was stopped by rinsing with water. Spots were
developed using BCIP/NBT and analyzed by a Cellular
Technology Limited (CTL) ELISpot reader.
ELISA for Cytokines
Cytokine levels in the supernatant of cultured cells were
measured by an ELISA kit according to the manufacturer’s
recommendation. Values were calculated based on a standard
curve of recombinant cytokines. The results are expressed as
picograms per milliliter (pg/mL). IFN-b (Cat# VAL612, Novus
Biologicals) and TNF-a (Cat# VAL609, Novus Biologicals) levels
in the supernatant of BMDCs were quantified. For detecting the
cytokines level in the supernatant of cultured splenic or
pulmonary lymphocytes, cells were cultured at a concentration
of 2 × 106/ml and stimulated with the antigens PT (2 mg/ml),
FHA (2 mg/ml), and PRN (2 mg/ml). Supernatants were removed
after 3 days and stored at -20°C before testing. IFN-g (Cat#
VAL607, Novus Biologicals), TNF-a (Cat# VAL609, Novus
Biologicals), and IL-2 (Cat# VAL602, Novus Biologicals) levels
were measured for Th1 responses; IL-5 (Cat# KA0253, Novus
Biologicals) and IL-6 (Cat# VAL604, Novus Biologicals) levels
were detected for Th2 responses; and IL-17A (Cat# VAL610,
Novus Biologicals) and IL-22 (Cat# M2200, R&D Systems) levels
were tested for Th17 responses (33, 34).
Flow Cytometry
Single-cell suspensions were obtained from BMDCs or lung
tissues. To detect BMDC maturation, cells were blocked with
anti-mouse CD16/32 antibodies and stained for surface markers
with anti-CD11c (Biolegend, clone: N418, Cat# 117338), anti-
CD80 (Biolegend, clone: 16-10A1, Cat# 104729), anti-CD86
(eBioscience, clone: GL1, Cat# 25-0862-82), anti-CD40 (BD
Bioscience, clone: 3/23, Cat# 562846), and anti- major
histocompatibility complex molecule class II (MHC II)
antibodies (I-A/I-E, eBioscience, clone: M5/114.15.2, Cat# 12-
5321-8282). To discriminate circulating cells from lung-resident
cells, intravascular staining was performed as previously
described (31). In brief, mice were intravenously (i.v.) delivered
with 3 mg of PE-labeled anti-CD45 antibody (eBioscience, clone:
30-F11, Cat# 12-0451-82) and sacrificed 10 min after i.v.
injection, and lungs were isolated immediately to obtain a
single-cell suspension as described. For the detection of lung
tissue-resident memory T (TRM) cells, lung cells were stained for
cell surface markers with anti-CD3 (Biolegend, clone: 17A2, Cat#
100216), anti-CD4 (Biolegend, clone: GK1.5, Cat# 100406), anti-
CD8 (Biolegend, clone: 53-6.7, Cat# 100752), anti-CD44
(Biolegend, IM7, Cat# 103040), anti-CD69 (eBioscience, clone:
H1.2F3, Cat# 25-0691-82), and anti-CD62L antibodies
(Biolegend, clone: MEL-14, Cat# 104412). Dead cells were
excluded by 7-AAD staining (BD Bioscience). All samples were
assessed on a flow cytometer (Beckman, USA), and data
were analyzed with FlowJo software (TreeStar).
Frontiers in Immunology | www.frontiersin.org 5
RNA-Seq
The nasal mucosa was collected on day 14 after the third
immunization and homogenized with TRIzol reagent
(Invitrogen, CA), and total RNA was isolated with chloroform/
isopropanol, followed by purification with a RNeasy Mini Kit
(Qiagen). For library and sequencing, the mRNA was isolated
and purified from total RNA via Oligo(dT)-attached magnetic
beads. Subsequently, purified mRNA was fragmented into small
pieces with fragment buffer. Then first-strand cDNA was
generated using random hexamer-primed reverse transcription,
followed by a second-strand cDNA synthesis. Afterwards, A-
Tailing Mix and RNA Index Adapters were added by incubating
to end repair. The obtained cDNA fragments were amplified by
PCR, and the products were purified by Ampure XP Beads and
validated on the Agilent Technologies 2100 bioanalyzer for
quality control. The double stranded PCR products were
heated, denatured, and circularized by the splint oligo
sequence to obtain the final library. The single strand circle
DNA was formatted as the final library. The final library was
amplified with phi29 to make DNA nanoballs (DNBs) which had
more than 300 copies of one molecular, DNBs were loaded into
the patterned nanoarray and pair end 100 bases reads were
generated on BGIseq500 platform. The raw data were filtered by
SOAPnuke software (35). The clean data were mapped on the
reference Mus-musculus_GRCm38.p6 with hierarchical
indexing for spliced alignment of transcripts (HISAT) software
(36). Differentially expressed genes (DEGs) were identified and
log2 transformed with DEseq2 (37). The resulting p values were
adjusted to the Q value (adjusted p value) using the method of
multiple testing adjustment with the R package (https://
bioconductor.org/packages/release/bioc/html/qvalue.html). The
DEGs identified according to the absolute value of log2(fold
change) ≥1 and Q value (adjusted P value) ≤ 0.05. The enriched
Gene Ontology (GO) and Kyoto Encyclopedia of Genes and
Genomes (KEGG) pathways of the DEGs were analyzed by
ClusterProfiler in RStudio. Heatmaps were drawn with the
pheatmap R package.

B. pertussis Challenge
Three weeks after the third immunization, all immunized mice
were challenged with strain B.p-L1 via aerosol exposure using an
aerosolization apparatus (38). Animals were infected via the
challenge chamber for 30 min. Within the 30 min period, the air
sample was removed from the sampling port at 5, 10, 20, and 30
min for assessment of the concentration of B. pertussis inside the
chamber. The mock-infected animals received PBS aerosol
exposure. At the indicated timepoints (2, 4, 7, 11, 16, and 23
days post infection), the lung, trachea, and nasal turbinate were
harvested from mice to measure the bacterial burden (Figure 1).

Quantitative Real-Time PCR (RT–qPCR)
Total RNA from lung tissues was extracted using TRIzol reagent
(Invitrogen, USA) according to the manufacturer ’s
recommendations. Total RNA concentration and quality were
measured by using a Thermo Scientific Varioskan Flash (Thermo
Fisher Scientific, USA). cDNA was synthesized from 1 µg of RNA
April 2022 | Volume 13 | Article 878832
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with oligo-dT primers and a PrimeScriptTM RT kit (Accurate
Biotechnology, CHN). Cytokine mRNA levels were determined
by RT–PCR performed on a LightCycler 96 system (Applied
Biosystems, USA) using gene-specific primers (Supplementary
Table 1) and a SYBR Green Premix Pro Taq HS qPCR Kit
(Accurate Biotechnology, CHN). The expression of the
housekeeping gene GAPDH was quantified in parallel for RNA
normalization. The relative expression of the target genes was
calculated by the DDCt method.

Histopathology
For histopathologic analysis, lung tissues from necropsied mice
were fixed in 10% neutral buffered formalin, embedded in
paraffin, and sectioned at 3-5 mm. Then, the sections were
stained with hematoxylin and eosin (H&E) after dehydration.
The pathological sections were observed and photographed
under a microscope (Leica, Germany).

Statistical Analysis
The results are presented as the means ± SEMs or GMTs and
their 95% confidence intervals (CIs). For the data in accordance
with normal distribution, one-way ANOVA followed by Tukey’s
multiple comparisons test was used to compare the difference,
while for the data not in accordance with normal distribution,
Kruskal-Wallis followed by Dunn’s multiple comparisons test
Frontiers in Immunology | www.frontiersin.org 6
was used to compare the difference. A value of P < 0.05 was
considered significant. Statistical analysis and plots were
performed with the Prism version 8.0 (GraphPad Software, Inc.).
RESULTS

c-di-GMP Can Better Promote BMDC
Maturation Than Mammalian 2’,3’-cGAMP
We studied the maturation efficacy of BMDCs by evaluating the
BMDC maturation markers MHC II and the costimulatory
molecules CD86, CD80, and CD40. In comparison, c-di-GMP
treatment resulted in significantly higher expression of both MHC
II and costimulatory molecules (CD86, CD80, and CD40) than
2’,3’-cGAMP, as revealed by the enhanced mean fluorescence
intensity (MFI) (Figures 2A, B). Additionally, we measured the
cytokine (IFN-b and TNF-a) levels secreted from BMDCs treated
with LPS, PBS, 2’,3’-cGAMP, or c-di-GMP. The PBS-treated
BMDCs showed undetectable amounts of IFN-b in the culture
supernatant. Interestingly, compared with 2’,3’-cGAMP treatment,
c-di-GMP treatment enhanced IFN-b secretion (Figure 2C).
Moreover, compared with 2’,3’-cGAMP treatment, c-di-GMP
treatment caused a slight increase in TNF-a production;
however, the difference did not reach statistical significance
(Figure 2D). Overall, these results indicated that c-di-GMP
A

B

DC

FIGURE 2 | c-di-GMP can better promote BMDC maturation than mammalian 2’,3’-cGAMP. BMDCs were incubated with 2’,3’-cGAMP (5 mg/mL) or c-di-GMP (5
mg/mL) in vitro for 24 h. The cells were treated with lipopolysaccharide (LPS, 1 mg/mL) or sterile PBS as positive and negative controls, respectively. (A, B) BMDCs
were collected and analyzed via flow cytometry to determine the surface expression of MHC II, CD86, CD80, and CD40. (C, D) Supernatants were collected, and
the levels of IFN-b (C) and TNF-a (D)were analyzed. The data are expressed as the mean ± SEM of four independent experiments. “ND” indicates that no individuals in this
group had detectable levels. The P value is indicated as follows: *P < 0.05, **P < 0.01, ***P < 0.001.
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could better promote the production of the cytokines IFN-b and
TNF-a and stimulate DC maturation than 2’,3’-cGAMP.

The c-di-GMP-Adjuvanted aP Vaccine
Elicits Robust Humoral and Mucosal
Humoral Responses
To evaluate the systemic and mucosal humoral immune
responses induced by different vaccines (Table 1), PT-, FHA-,
and PRN-specific antibodies in serum, nasal washes (NW), and
bronchoalveolar lavage fluid (BALF) were detected using ELISA
Frontiers in Immunology | www.frontiersin.org 7
method, and splenocytes and pneumonocytes producing
antigen-specific IgA or IgG were detected using the ELISpot
method at 14 days after the third immunization.

In serum, the aP+c-di-GMP group vaccinated via IN
administration (aP+c-di-GMP/IN) showed comparable levels of
PT-, FHA-, and PRN-specific IgG as the aP+Al(OH)3 group
vaccinated via IP administration (aP+Al(OH)3/IP), but both
groups showed higher PT-specific IgG than the group vaccinated
with aP vaccine without any adjuvant (aP/IN) or aP+2’,3’-cGAMP
via IN immunization (aP+2’,3’-cGAMP/IN) (Figure 3A).
A
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C

FIGURE 3 | c-di-GMP elicits robust systemic and mucosal humoral responses to the acellular pertussis (aP) vaccine. Mice were intranasally administered the aP
vaccine alone or adjuvanted with 2’,3’-cGAMP or c-di-GMP three times at three-week intervals and euthanized on day 14 after the last immunization. These groups
were compared to a group that received a reference alum-adjuvanted aP vaccine via the intraperitoneal (IP) route three times at three-week intervals. Mice intranasally
immunized with PBS served as the control group. ELISAs were used to compare antibody responses from mice immunized with different vaccines. ELISpot was
conducted to assay the antibody-secreting splenocytes and pneumonocytes producing IgA or IgG against pertussis-specific antigens. (A) Total serum IgG titers
against pertussis toxoid (PT), filamentous hemagglutinin (FHA), and pertactin (PRN) at day 14 after the last immunization. (B) Nasal wash (NW) IgA titers against PT,
FHA, and PRN at day 14 after the last immunization. (C) Bronchoalveolar lavage fluid (BALF) IgA titers against PT, FHA, and PRN at day 14 after the last immunization.
(D) Spleen tissues were harvested for the detection of PT-, FHA-, and PRN-specific IgG-secreting cells by ELISpot assay. (E, F) Spleen (E) and lung (F) tissues were
assayed by ELISpot to assess PT-, FHA-, and PRN-specific IgA-secreting cells. Data are expressed as the mean ± SEM. The antibody results are expressed as the
GMTs and their 95% confidence intervals (CIs). The dotted line indicates the limit of detection (LOD), and values that fell below the detection limit are represented by
the limit of detection value for statistical analysis. “ND” indicates that no individuals in this group had detectable levels. Statistical differences between the results of
vaccine-immunized groups and those of the PBS group are not marked. The P value is indicated as follows: *P < 0.05, **P < 0.01, ***P < 0.001.
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In addition, the FHA- and PRN-specific IgG of the aP+c-di-GMP/
IN group was not significantly different from that of the aP-2’,3’-
cGAMP group but was significantly higher than that of the aP/IN
group (Figure 3A). The aP+c-di-GMP/IN treatment also elicited
higher serum PT-, FHA-, and PRN-specific IgA antibody levels
than the aP+Al(OH)3/IP treatment and higher PRN-specific IgA
antibody levels than the aP/IN treatment (Supplementary
Figure 1A). Regarding antibody subclasses (IgG1 and IgG2a),
aP+c-di-GMP/IN-immunized mice showed higher serum PT-
specific IgG1 than aP/IN-immunized mice but comparable
FHA- and PRN- specific IgG1 than aP+Al(OH)3/IP-immunized
mice (Supplementary Figures 1B–D). In contrast, compared to
aP+Al(OH)3/IP and aP/IN treatment, aP+c-di-GMP/IN treatment
induced a significant increase in the levels of IgG2a against PT and
PRN, and there was no significant difference in the levels of IgG2a
against PT, FHA, and PRN between the two CDN-adjuvanted aP
vaccine groups (Supplementary Figures 1B–D). These data
suggested that the c-di-GMP-adjuvanted aP vaccine delivered
via IN administration induced a balanced Th1 and Th2
immune response.

Regarding nasal washes (NW), aP+c-di-GMP/IN-vaccinated
mice showed higher PT, FHA, and PRN-specific IgA levels than
aP/IN-vaccinated mice and higher FHA and PRN-specific IgA
levels than aP+2’,3’-cGAMP/IN-vaccinated mice, while there
were no differences between the aP/IN and aP+2’,3’-cGAMP/
IN groups (Figure 3B). Regarding BALF, aP+c-di-GMP/IN-
vaccinated mice also showed the higher levels of IgA against
PT, FHA, and PRN than aP/IN-vaccinated mice, but
there was no significant difference in anti-PT, FHA, and PRN
IgA levels in BALF between the two CDN-adjuvanted
groups (Figure 3C).

For the antibody-secreting splenocytes and pneumonocytes
producing IgA or IgG, the number of B cells secreting PT-,
FHA-, and PRN-specific IgG in splenocytes from the alum-
adjuvanted aP group was higher than that from the aP/IN and
aP+2’,3’-cGAMP/IN groups, but it showed no difference from
the aP+c-di-GMP/IN group (Figure 3D). However, in the
pneumonocytes, both CDNs adjuvanted with aP vaccines
produced a slight increase in the number of IgG-producing B
cells (Supplementary Figure 1E). Of note, a higher frequency
of B cells secreting anti-PT, anti-FHA, or anti-PRN IgA
was observed in splenocytes from the aP+c-di-GMP/IN
group than in those from all other groups, with a 4.5-fold
higher frequency than in the aP+2’,3’-cGAMP/IN group
(Figure 3E). And a higher frequency of B cells secreting anti-
PT, anti-FHA, or anti-PRN IgA was also observed in
pneumonocytes from the aP+c-di-GMP/IN group than in
those from aP/IN group (Figure 3F). Although the frequency
of B cells secreting anti-PT, anti-FHA, or anti-PRN IgA in
pneumonocytes did not show statistical difference between the
two CDN-adjuvanted groups, aP+c-di-GMP/IN-immunized
mice caused a slight increase with 3.7-fold higher frequency
than in the aP+2’,3’-cGAMP/IN group (Figure 3F). Taken
together, these results suggest that aP+c-di-GMP treatment can
elicit stronger systemic and mucosal humoral responses than
2’,3’-cGAMP.
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Intranasal Immunization With the c-di-
GMP-Adjuvanted aP Vaccine Induces
Strong Systemic and Mucosal Cellular
Immune Responses and Potent Tissue-
Resident Memory (TRM) Cells
The B. pertussis-specific cellular immune responses were assessed
in vitro by exposing splenic and pulmonary lymphocytes from
immunized mice to the specific antigens PT, FHA, and PRN.
Regarding frequencies of IFN-g secreting T cells, aP+c-di-GMP/
IN-treated mice showed increased frequency, but there was no
significant difference compared to mice in other groups in
splenic lymphocytes (Figure 4A), while the frequency was
significantly higher than aP/IN-immunized mice, reaching a
mean response of 542 spot-forming cells (SFC) per 4×105

input splenocytes (Figure 4D). For frequencies of IL-17-
secreting T cells, aP+c-di-GMP/IN-treated mice showed higher
frequencies than mice in aP/IN and aP+Al(OH)3/IP groups and
comparable frequencies to aP+2’,3’-cGAMP/IN-treated mice in
splenic lymphocytes and comparable frequencies to aP+2’,3’-
cGAMP/IN- and aP/IN-treated mice but higher than aP+Al
(OH)3/IP- treated mice in pulmonary lymphocytes
(Figures 4B, E). For IL-4-secreting T cells, the aP+c-di-GMP/
IN group showed levels comparable to those in the aP+Al(OH)3/
IP group but higher levels than the aP/IN and aP+2’,3’-cGAMP/
IN groups in the spleen (Figure 4C), while the level increased but
did not show significant differences from that in all other vaccine
groups in pulmonary lymphocytes (Figure 4F).

To further examine whether TRM cells were induced by
CDN-adjuvanted aP vaccines, flow cytometry was performed
on lung tissues from mice (the TRM cell gating strategy is shown
in Supplementary Figure 2). Not surprisingly, IP administration
of the aP+Al(OH)3/IP vaccine did not generate an increased
population of lung TRM cells (Figures 4G, H). IN immunization
with aP vaccine alone also failed to promote the population of
lung TRM cells (Figures 4G, H), indicating that mucosal
immunization alone is not sufficient to induce lung TRM cells.
In contrast, mice immunized with aP+2’,3’-cGAMP/IN or aP+c-
di-GMP/IN showed significantly promotion of the population of
lung TRMs (Figures 4G, H). Together, these data suggested that
IN immunization with both CDN-adjuvanted aP vaccines
promoted the generation of CD4+ TRM populations.

The c-di-GMP-Adjuvanted aP Vaccine
Generates Mixed Th1, Th2, and
Th17 Responses
After incubation with PT, FHA, and PRN for 3 days, cultures of
splenic and pulmonary lymphocytes isolated after the third
immunization were tested for cytokines in the supernatant. In
culture supernatants of splenic lymphocytes, the levels of
cytokines associated with Th1 responses (IFN-g, TNF-a, and
IL-2) and Th17 responses (IL-22) were significantly increased in
the aP+c-di-GMP/IN group compared with those in the aP+Al
(OH)3/IP or aP/IN group (Figures 5A, B). The aP+c-di-GMP/IN
treatment also induced a slight increase in Th1 (IFN-g, TNF-a,
and IL-2) and Th17 (IL-17A and IL-22) related cytokine levels
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than aP+2′, 3′-cGAMP/IN treatment, but there was no
significant difference (Figures 5A, B). Compared with aP/IN
and aP+c-di-GMP/IN groups, the aP+Al(OH)3/IP group
produced the higher IL-5, which is a Th2-related cytokine, in
the supernatant of splenic lymphocyte cultures, while there was
no significant difference in IL-6 levels between the aP+Al(OH)3/
IP and aP+c-di-GMP/IN groups (Figure 5C).

In culture supernatants of pulmonary lymphocytes, similar to
the results for splenic lymphocytes, compared with aP+Al(OH)3/
IP or aP/IN treatment, aP+c-di-GMP/IN treatment greatly
Frontiers in Immunology | www.frontiersin.org 9
promoted the secretion of Th1 and Th17 response-related
cytokines by pulmonary lymphocytes (Figures 5D, E). And
aP+c-di-GMP/IN treatment also induced a slight increase in
Th1 (IFN-g, TNF-a, and IL-2) and Th17 (IL-17A and IL-22)
related cytokine levels than aP+2′, 3′-cGAMP treatment, but
there was no significant difference (Figures 5D, E). Similarly, the
alum-adjuvanted aP vaccine induced higher IL-5 but not IL-6
levels than all other treatments, and the difference between the 2′,
3′-cGAMP/IN and aP+c-di-GMP/IN treatments was not
significant (Figure 5F). Overall, these results indicated that IN
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FIGURE 4 | Intranasal immunization with a CDN-adjuvanted aP vaccine induces strong systemic and mucosal cellular immune responses and potent TRM cells.
(A–C) Splenocytes were assayed by ELISpot assay for IFN-g (A), IL-17 (B), and IL-4 (C) cell production after restimulation with the antigens PT (2 mg/mL), FHA (2
mg/mL), and PRN (2 mg/mL) (n=6 mice per group). (D-F) Lung tissues were assayed by ELISpot assay for cell production of IFN-g (D), IL-17 (E), and IL-4 (F) after
restimulation with the antigens PT (2 mg/ml), FHA (2 mg/ml), and PRN (2 mg/ml) (n=6 mice per group). (G, H) Mice were i.v. injected with an anti-CD45 antibody 10
min prior to euthanasia. The lungs were harvested, and lung mononuclear cells were stained with mAbs specific for CD3, CD4, CD44, CD62L, and CD69 for flow
cytometric analysis. The results are expressed as CD4+ tissue resident cells (TRM): CD3+CD4+CD44+CD62L-CD45-CD69+; representative flow cytometry gating
strategies for CD4+ TRM cells in the lungs are shown in Supplementary Figure 2 (n=6 mice per group). Representative dot plots from flow cytometry analysis in
(G) show the identification of CD4+ TRM cells. The relative proportion of CD4+ TRM cells in the lung tissues induced by different vaccines is shown in (H). Data are
expressed as the mean ± SEM. “ND” indicates that no individuals in this group had detectable levels. The P value is indicated as follows: *P < 0.05, **P < 0.01,
***P < 0.001, ns, no significance.
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delivering c-di-GMP-adjuvanted aP vaccine generates balanced
Th1, Th2, and Th17 responses in both the spleen and lungs and
that this effect is better than that with the 2′, 3′-cGAMP-
adjuvanted aP vaccine.

The c-di-GMP-Adjuvanted aP Vaccine-
Immunized Mice Upregulated Th1, Th2,
and Th17 Cell Differentiation and IgA
Production Signaling in the Nasal Mucosa
RNA-seq analysis of the nasal mucosa in all immunized mice
revealed 44 (7 upregulated, 37 downregulated), 42 (37
upregulated, 5 downregulated), 561 (407 upregulated, 154
downregulated) , and 2076 (860 upregulated , 1216
downregulated) DEGs (|fold change| ≥2) in aP+Al(OH)3/IP-,
aP/IN-, aP+2 ’ ,3 ’-cGAMP/IN-, and aP+c-di-GMP/IN-
immunized mice, respectively, compared with PBS (IN)-
immunized mice (Figure 6A).

The KEGG pathway functional enrichment results showed 20
top significant pathways (Figure 6B), among which Th1 and Th2
Frontiers in Immunology | www.frontiersin.org 10
cell differentiation, Th17 cell differentiation, and IgA production
signaling pathways were observed. Using a heatmap, 59 genes
involved in these three signaling pathways were identified. Th1
and Th2 cell differentiation-, Th17 cell differentiation-, and IgA
production signaling pathway-related genes were noticeably
upregulated in aP+c-di-GMP-immunized mice (Figure 6C).

The c-di-GMP-Adjuvanted aP Vaccine
Reduces B. pertussis Burden in the
Respiratory Tract
To assess protective efficacy against pertussis, immunized mice
were challenged with aerosolized B. pertussis, and the bacterial
colony-forming units (CFU) in nasal, tracheal, and lung
homogenates were counted at the indicated times. aP+c-di-
GMP/IN immunization provided a high level of protection
against lung infection with B. pertussis, resulting undetectable
bacterial colonization at 4 days post infection (dpi) with the
lowest level of the areas under the bacterial clearance curve
(AUC, 0.7195) among all groups (Figures 7A, B). When
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FIGURE 5 | c-di-GMP-adjuvanted aP enhances the expression of Th1/Th17-related cytokines in both splenic and pulmonary lymphocytes. Two weeks after the
third immunization, splenic and pulmonary lymphocytes were isolated. Cells were cultured at a concentration of 2 × 106/ml at 37°C with 5% CO2 and stimulated with
the B. pertussis-specific antigens PT (2 mg/mL), FHA (2 mg/mL), and PRN (2 mg/mL). After incubation for 3 days, the culture supernatant was collected, and multiple
cytokines were assayed by ELISA. (A) Th1 response-associated cytokines (IFN-g, TNF-a, and IL-2), (B) Th17 response-associated cytokines (IL-17A and IL-22), and
(C) Th2 response-associated cytokines (IL-5 and IL-6) in the culture supernatant of splenic lymphocytes. (D) Th1 response-associated cytokines (IFN-g, TNF-a, and
IL-2), (E) Th17 response-associated cytokines (IL-17A and IL-22), and (F) Th2 response-associated cytokines (IL-5 and IL-6) in the culture supernatant of pulmonary
lymphocytes. Data are expressed as the mean ± SEM. “ND” indicates that no individuals in this group had detectable levels. Statistical differences between the
results of vaccine-immunized groups and those of the PBS group are not marked. The P value is indicated as follows: *P < 0.05, **P < 0.01, ***P < 0.001, ns, no
significance (n=6).
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compared with those in PBS-immunized mice, the CFU counts
in the lungs after B. pertussis aerosol challenge were significantly
reduced in mice IP immunized with aP+Al(OH)3, resulting in
undetectable CFU counts at 7 dpi and an AUC of 1.385, but the
reduction was not as rapid as that seen in mice IN immunized
with the aP+c-di-GMP vaccine (Figures 7A, B). Additionally,
there was a significant reduction in the number of CFU in the
lungs from aP (IN)- and aP+2’,3’-cGAMP (IN)-immunized mice
at 4 dpi; however, these changes were not observed at 2 dpi, and
the AUC of each was very similar (aP/IN: 6.209; aP+2’,3’-
cGAMP/IN: 5.739) (Figures 7A, B).

In the trachea, B. pertussis colonization was not detected at
any indicated time in the aP+di-GMP/IN group (Figures 7C, D).
aP/IN- and aP+2’,3’-cGAMP/IN-immunized mice showed very
low bacterial burdens at 2 dpi and 4 dpi, with AUCs of 0.30 and
0.24, respectively (Figures 7C, D). Surprisingly, aP+Al(OH)3/IP
group mice did not exhibit detectable CFU counts in the trachea
Frontiers in Immunology | www.frontiersin.org 11
at 2 dpi; however, rebound was observed at 4 dpi, the numbers
peaked at 7 dpi, and the bacteria were completely cleared at 23
dpi (Figures 7C, D).

Regarding nasal homogenate, PBS-immunized mice were
heavily colonized at 2 days post B. pertussis challenge and
reached the highest level, 1.0 × 106 CFU/mL, at 7 dpi; the
number of colonies gradually decreased until 23 dpi, with an
AUC of 16.36 (Figures 7E, F). In contrast, mice immunized with
aP+c-di-GMP/IN had very low CFU counts at 2 dpi and 4 dpi,
and bacteria were completely cleared by day 7, with an AUC of
1.20 (Figures 7E, F). aP+2’,3’-cGAMP/IN treatment also
resulted in protection in the nose, although not as effectively as
that seen with aP+c-di-GMP/IN treatment, with an AUC of
4.191 (Figures 7E, F). Intriguingly, aP+Al(OH)3/IP treatment
did not confer any protection against B. pertussis colonization of
the mouse nose, resulting in a steady level of nasal colonization at
103 CFU/mL through at least 23 dpi (Figures 7E, F). In contrast,
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FIGURE 6 | Differentially expressed genes (DEGs) in the nasal mucosa from c-di-GMP-adjuvanted aP immunized mice. (A) The DEGs for different vaccine-
immunized mice. PBS-immunized mice at 14 days after the last immunization were used for comparison, and the overlap is shown as a Venn diagram. (B) The top
20 and KEGG pathways of the DEGs detected in the nasal mucosa of aP+c-di-GMP/IN- and PBS/IN-immunized mice are shown. (C) RNA-seq heatmap for the
nasal mucosa from mice immunized with PBS/IN, aP+Al(OH)3/IP, aP/IN, aP+2’,3’-cGAMP/IN, or aP+c-di-GMP/IN (n = 5). The heatmap shows 59 significantly
upregulated genes in aP+c-di-GMP/IN-immunized mice compared to those in other vaccine-immunized mice. Red (4.50) to blue (-2.25) were ranked by values of
log2(value of gene expression).
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the PBS-immunized mice completely cleared the nasal infection
by that time. Together, these results indicated that IN
immunization with the aP+c-di-GMP/IN vaccine enabled
accelerated bacterial clearance in the respiratory tract following
B. pertussis infection compared to that in aP+Al(OH)3/IP- or aP-
2’,3’-cGAMP/IN-immunized animals.

IN Immunization With the c-di-GMP-
Adjuvanted aP Vaccine Protects Mice
Against Lung Disease Caused by B.
pertussis Infection
We evaluated the pathological changes in the different vaccination
groups after B. pertussis challenge. We observed lung
histopathological changes by hematoxylin & eosin (H&E) staining
at 4 and 7 dpi. Large amounts of inflammatory cell infiltration,
especially neutrophils (blue arrows), lung interstitial thickening, and
severe bronchial obstruction, were observed in the lungs of PBS-
immunized mice after challenge (Figure 8A). A small quantity of
inflammatory cells and relatively slight bronchial obstruction were
also observed in lungs from aP/IN- or AP+2’,3’-cGAMP/IN-
immunized mice (Figure 8A). Both aP+Al(OH)3/IP- and aP+c-
di-GMP/IN-immunized mice showed less evidence of
histopathological lesions in the lungs, especially no bronchial
obstruction (Figure 8A). Interestingly, eosinophil infiltration was
observed in mice IP immunized with the alum-adjuvanted aP
vaccine, which was not found in other groups. And bronchial-
associated lymphoid tissue (BALT) hyperplasia was observed in
Frontiers i | www.frontiersin.org 12
three groups of mice IN immunized vaccines, and with the c-di-
GMP-adjuvanted aP vaccine most obviously, which was not found
in control mice or mice IP immunized with the alum-adjuvanted aP
vaccine (Figure 8A and Supplementary Figure 3).

Moreover, mRNA levels of cytokines in the lung tissues on 2
and 4 dpi were detected by RT-qPCR. The production of
proinflammatory cytokines (IL-1b, TNF-a, and IL-6) in the
lung tissues of B. pertussis-infected mice was expressed as a fold
change compared to that in lung tissues from mock-infected mice
(Figure 8B). At 2 dpi, PBS-immunized mice showed induction of
only IL-1b levels in the lung tissues. However, the mRNA levels of
IL-1b, TNF-a, and IL-6 were significantly increased at 4 dpi and
were 14-, 5- and 28-fold higher than the levels in mock-infected
lung tissues, respectively (Figure 8C). As expected, the levels of IL-
1b, TNF-a, and IL-6 from mice immunized with aP+Al(OH)3/IP
did not show obvious changes at 2 dpi and 4 dpi compared with
those from mock-infected mice (Figures 8B, C). Interestingly,
both CDN-adjuvanted groups showed higher TNF-a production
than the mock-infected group at the two detected time points
(Figures 8B, C). The difference was that the aP/IN and aP + 2’,3’-
cGAMP/IN groups showed a slight increase and indistinguishable
IL-6 production at 2 dpi compared with the mock-infected group,
while no increase was observed in the aP+c-di-GMP/IN group
(Figures 8B, C). We also analyzed the Th cell bias in the lungs of
immunized mice at 2 dpi and 4 dpi by detecting the mRNA levels
of IFN-g, IL-17A, and IL-5, which are indicators of Th1, Th17, and
Th2 activation, respectively. Mice immunized with aP+c-di-GMP/
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FIGURE 7 | Intranasal administration of the c-di-GMP-adjuvanted aP vaccine reduces the respiratory B. pertussis burden. Mice were intranasally administered aP
vaccine alone or adjuvanted with 2’,3’-cGAMP or c-di-GMP three times at three-week intervals and euthanized on day 14 after the last immunization. These groups
were compared to a group that received a reference alum-adjuvanted aP vaccine via the intraperitoneal (IP) route three times at three-week intervals. Mice intranasally
immunized with PBS served as the control group. Immunized mice were challenged by exposure to live B. pertussis three weeks after the third immunization. Analysis of
bacterial burden was determined at 2, 4, 7, 11, 16, and 23 dpi. Bacteria were quantified by counting CFU from serial dilutions following challenge. (A) CFU counts were
determined from lung homogenate. (B) The areas under the bacterial clearance curves corresponding to the curves of CFU counts from lung homogenate. (C) CFU counts
were determined from tracheal homogenate. (D) The areas under the bacterial clearance curves corresponding to the curves of CFU counts from tracheal homogenate.
(E) CFU counts were determined from nasal homogenate. (F) The areas under the bacterial clearance curves corresponding to the CFU counts from nasal homogenate. The
results are the mean ± SEM (n = 5). The dashed line represents the lower limit of detection (LOD). ND” indicates that no individuals in this group had detectable levels. The P
value is indicated as follows: *P < 0.05, **P < 0.01, ***P < 0.001 vs. PBS-immunized mice; #P < 0.05, ##P < 0.01, ###P < 0.001 vs. alum-adjuvanted aP vaccine-immunized
mice; and ++P < 0.01 vs. aP vaccine-immunized mice.
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IN showed the higher levels of IL-17A and IFN-g gene expression
at 2 dpi than PBS- and aP+Al(OH)3/IP- immunized mice
(Figure 8D). The aP/IN and aP+2’,3’-cGAMP/IN groups
showed moderate upregulation of IL-17A gene expression at 2
dpi compared with that of the mock-infected group (Figure 8D).
However, mice immunized with aP+Al(OH)3/IP did not show
obvious changes in IL-17A and IFN-g gene expression at 2 dpi
and 4 dpi compared with that of mock-infected mice
(Figures 8D, E), while they showed a significant increase in IL-5
expression at 2 dpi (Figure 8D).
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DISCUSSION

Vaccination is important to control B. pertussis infection.
However, pertussis has reemerged in recent years even with
high vaccine coverage, which makes it remaining as a major
global public health problem. Indeed, the high incidence of
asymptomatic infection and the fact that current aP vaccines
cannot prevent B. pertussis transmission highlight the necessity
to develop a more effective vaccine that can protect against
disease and prevent B. pertussis infection and transmission
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FIGURE 8 | IN immunization with the c-di-GMP-adjuvanted aP vaccine protects mice against lung disease caused by B. pertussis infection. (A) Images showing
H&E staining following infection with B. pertussis. The images shown are from 4 dpi and 7 dpi for all groups. Scale bar, 50 mm. Each image is representative of a
group of 5 mice at 4 dpi and 7 dpi. (B–E) Total RNA was extracted from the lungs of mice euthanized at day 2 and day 4 after B. pertussis challenge. Mouse TNF-
a, IL-1b, and IL-6 mRNA levels at 2 dpi (B) and 4 dpi (C) were quantified by RT–PCR. Mouse IFN-g, IL-17A, and IL-5 mRNA levels at 2 dpi (D) and 4 dpi (E) were
quantified by RT–PCR. GAPDH mRNA was used as an internal control. Data are shown as the fold change in gene expression compared to that in mock-infected
animals (unimmunized and challenged with PBS) after normalization. n = 5 animals for each time point. Data are expressed as the mean ± SEM. The P value is
indicated as follows: *P < 0.05, **P < 0.01, ***P < 0.001. See also Supplementary Figure 3.
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(8–10). Considering that B. pertussis is a respiratory pathogen
and highly contagious, efficacious prophylaxis would benefit
from a mucosal immunization strategy to block bacterial
replication at a very early stage and prevent B. pertussis
infection and transmission. Here, we explored the potential of
bacterial-derived c-di-GMP and mammalian 2′,3′-cGAMP as
mucosal adjuvants for an aP vaccine against B. pertussis. Our
results indicated that although both CDN adjuvants could
produce in a certain reduction in B. pertussis burden in the
URT compared with the aP vaccine alone administered via the
IN route (aP/IN) or a conditional alum-adjuvanted aP vaccine
administered via the IP route (aP +Al(OH)3/IP), the bacterial-
derived c-di-GMP-adjuvanted aP vaccine (aP +c-di-GMP/IN)
resulted in stronger systemic and local mucosal immune
responses and better inhibited B. pertussis replication in both
the upper and lower respiratory tract than the mammalian 2′, 3′-
cGAMP-adjuvanted aP vaccine (aP+ 2′, 3′-cGAMP/IN).

Although CDN molecules have been explored as mucosal
adjuvants, the immunostimulatory and immunoregulatory
properties of different CDNs vary significantly (39, 40). Zhang
et al. (27) demonstrated that 2′,3′-cGAMP induces stronger type
I IFN production than other CDNs derived from bacteria.
However, in the present study, we found that c-di-GMP
elicited more IFN-b production in BMDCs than 2′,3′-cGAMP,
resulting in stronger capacities to promote the activation and
maturation of BMDCs. One of the reasons for this phenomenon
may be related to different cell treatments. In a study by Zhang
et al. (27), cells were permeabilized with digitonin, which allowed
CDNs to more easily enter the intracellular space, where 2′,3′-
cGAMP and STING possessed higher affinity than sting and
other CDNs, resulting in more IFN-b production. In addition, in
the current study, we found that c-di-GMP showed a better
immunologic adjuvant effect for the aP vaccine than 2′, 3′-
cGAMP in vivo. Blaauboer et al. (41) also found that c-di-
GMP elicited higher antigen-specific antibody production,
stronger T cell responses, and better protection against
pneumococcal infection in vivo than mammalian 2′,3′-
cGAMP. Indeed, CDNs, which were unable to penetrate the
cell membrane and bind STING protein, enhanced antigen
uptake via both pinocytosis and receptor-mediated
endocytosis. However, the phosphodiester endogenic
mammalian 2′,3′-cGAMP is unstable and more likely to be
hydrolyzed by phosphodiesterases, especially ectonucleotide
phosphodiesterase (ENPP1) of mammalian cells (42, 43). Thus,
we considered that endogenous mammalian 2′,3′-cGAMP is
more easily hydrolyzed by phosphodiesterases in vivo, which
may result in its inferior adjuvant properties compared to
bacterial-derived c-di-GMP. However, the specific mechanisms
need to be further studied.

In the present study, aP+c-di-GMP/IN treatment significantly
enhanced both systemic and mucosal immune responses and
resulted in the fastest clearance of B. pertussis and an almost
undetectable bacterial load in the respiratory tract among all
vaccination regimens. In addition to strong IgG antibody
responses in serum, strong mucosal humoral and Th17
Frontiers in Immunology | www.frontiersin.org 14
responses should be considered important factors in bacterial
clearance from the respiratory tract. In the current study, we
found the highest level of IL-17-producing cells in the lung tissues
in the aP+c-di-GMP/IN group after the last immunization, among
all four vaccination groups. Moreover, we clearly identified
significantly upregulated IL-17 expression in the lungs of aP+c-
di-GMP/IN-immunized mice at 2 dpi. Substantial evidence has
shown that Th17 and IL-17 play a pivotal role in protection
against B. pertussis infection (13, 44, 45). Other intranasally
delivered adjuvants, such as TLR agonists and combinations of
TLR2 agonists and STING agonists, when delivered with B.
pertussis antigens in mice, have all been shown to induce robust
Th17 responses and confer B. pertussis control (14, 46). Thus,
aP+c-di-GMP/IN inducing efficient Th17-related immune
responses may contribute to resulting in rapid clearance of B.
pertussis from the respiratory tract, with a lower bacterial load in
the present study. More importantly, the aP+c-di-GMP/IN-
immunized mice showed significantly higher IgA levels in NWs
than the aP/IN- and aP+2’,3’-cGAMP/IN-immunized mice after
the third immunization, which was also demonstrated by the
upregulation of IgA production-associated genes in the nasal
mucosa. Mucosal IgA is important to protect the nasal mucosa
against B. pertussis. Solans et al. (47) found that BPZE1, the only
mucosal aP vaccine candidate tested in clinical trials, induced
protection in the nasal mucosa that was significantly diminished in
IgA-deficient animals. Neither NW secretory IgA (sIgA) nor
serum IgA from B. pertussis convalescent patients could inhibit
adherence of B. pertussis to respiratory epithelial cells (48). In
addition, sIgA production could be mediated by IL-17 (47), and
IL-17 was central to protection against nasal infection with B.
pertussis by recruiting neutrophils, especially siglec-F+ neutrophils
(49). The RNA-seq results in this study suggested that the levels of
many genes associated with Th17 proliferation were increased in
the nasal mucosa of aP+c-di-GMP/INmice, which may contribute
to the clearance of bacteria from the nasal mucosa. Thus, we
considered that the robust Th17 response and high level of IgA
induced by aP+c-di-GMP/IN may contribute to the strong
protection against B. pertussis in the entire respiratory tract,
especially the URT. Third, Th1-related immune response
elements, such as CD4+ T cells, may also contribute to immune
protection during B. pertussis infection through IFN-g-dependent
mechanisms (45). We found a higher level of IFN-g-producing
cells in the lung tissues in the aP+c-di-GMP/IN-treated mice than
in the aP+2’,3’ cGAMP-/IN-treated mice after the last
immunization. Furthermore, we identified significantly
upregulated IFN-g expression in the lung in aP+c-di-GMP/IN
mice 2 dpi. Evidence from both mouse models and clinical
experiments has shown that cellular responses mediated by Th1
cells play an important role in protective immunity against B.
pertussis and wP vaccine-mediated immune protection (44, 50–
53). In addition, IFN-g receptor knockout mice developed a
disseminated lethal infection after challenge with B. pertussis
(54). Moreover, many studies have shown that satisfactory
protective results have been obtained via the addition of Th1-
polarizing adjuvants to the existing aP vaccine (46, 55, 56). Thus,
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we considered that strong Th1 responses induced by aP+c-di-
GMP/IN may also contribute to the clearance of bacteria from
the airway.

One of the interesting results in this study was that although
aP+c-di-GMP/IN provided the best protection for the lungs of the
mice, with the fastest clearance of B. pertussis, followed by aP+Al
(OH)3/IP, there was no significant difference between aP+2’,3’-
cGAMP/IN and the nonadjuvanted aP vaccine administered via
IN (aP/IN). In agreement with previous studies, mice immunized
with aP+Al(OH)3/IP showed a small, limited amount of B.
pertussis colonization and rapid clearance in the lungs after B.
pertussis infection, causing only minor pathological damage to the
lungs (8, 57). Compared with those from control mice or the three
groups of IN immunized mice, lung tissue sections stained by HE
from aP+Al(OH)3/IP mice showed that pulmonary neutrophilia
was reduced, whereas eosinophilia was strongly increased, which
we have rarely noticed previously. Moreover, IL-5 expression was
significantly increased in the lung tissues of aP+Al(OH)3/
IP-immunized mice after B. pertussis challenge. Verhoef et al.
(58) found that IL-5 from type 2 innate lymphoid cells (ILC2s) in
the lung could recruit eosinophils. In addition, clinical studies
have demonstrated that eosinophil counts correlated with survival
among patients with acute pulmonary infections (59, 60).
Furthermore, a study from Linch et al. (61) highlighted that
eosinophils possess strong antibacterial properties. Krishack et al.
(62) revealed that eosinophilia was critical for the protection
against Staphylococcus aureus, which further suggested a potential
protective effect of eosinophilia against bacterial infection. Thus,
we inferred that moderate infiltration of eosinophils in the lung
tissues after B. pertussis challenge may contribute to the aP+Al
(OH)3/IP protection mechanism, except for the high level of
antibodies. Another interesting result in this study was that we
observed a phenomenon similar to that in a study by Holubová
et al. (57) in which an IP administered commercial alum-
adjuvanted aP vaccine inhibited B. pertussis clearance from the
nasal mucosa in a mouse model. In this study, mice given the
aP+Al(OH)3/IP vaccine stabilized at a high level of B. pertussis
colonization in NWs even at 23 dpi, with an average of
103 CFU/mL. However, the control mice receiving only PBS
had cleared the nasal bacteria by that time. Expectedly, mice IN
immunized with the aP vaccine showed a lower bacterial load in
the nasal mucosa than control mice, although both cleared nasal
B. pertussis by 23 dpi. Indeed, Dubois et al. (63) also found that
aP+Al(OH)3/IP immunization prolonged nasal carriage of B.
pertussis. They further revealed the mechanism of this
phenomenon in which the predominant Th2 immune response
induced by aP+Al(OH)3/IP immunization may suppress the
mucosal Th17 memory response, resulting in prolonged nasal
carriage of B. pertussis. However, in contrast to the study of
Boehm et al. (15), we found that IN delivery of an aP vaccine
without mucosal adjuvant (aP/IN) did not elicit the same anti-PT
IgG level, increased IL-17 level, or CD4+ TRM cell counts as aP
+Al(OH)3/IP. Although aP/IN-immunized mice showed lower
levels of specific IgA in NW and BALF samples and a reduction
in bacterial load in the respiratory tract compared with those of
control mice, they showed a lower bacterial load in the trachea
Frontiers in Immunology | www.frontiersin.org 15
and nasal mucosa but not in the lung tissue than aP+Al(OH)3/
IP-immunized mice. This finding suggested that just simply
modifying the aP vaccine immunization route, at least at the
doses used in this study, did not accelerate the clearance of lung
infection. In contrast, Boehm et al. (15) observed that an aP
vaccine administered via the IN route induced protection of
mouse lungs against B. pertussis comparable to that with the IP
administered alum-adjuvanted aP vaccine. This discrepancy
could be due to different doses of the aP vaccine used and
different B. pertussis infection methods.

In summary, the obtained results showed that c-di-GMP, as a
mucosal adjuvant, generated better antigen-specific antibody
production and stronger Th1 and Th17 responses than the
mammalian cyclic dinucleotide 2′3′-cGAMP. This difference
translated into better protection against B. pertussis infection in a
mouse model, with more efficient bacterial clearance in the respiratory
tract. These results also indicated that c-di-GMP may be a better
candidate mucosal adjuvant for regulating immune responses.
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Acellular Pertussis Vaccine Inhibits Bordetella Pertussis Clearance From the
Nasal Mucosa of Mice. Vaccines (Basel) (2020) 8:695. doi: 10.3390/
vaccines8040695

58. Verhoef PA, Constantinides MG, McDonald BD, Urban JFJr., Sperling AI,
Bendelac A. Intrinsic Functional Defects of Type 2 Innate Lymphoid Cells
Impair Innate Allergic Inflammation in Promyelocytic Leukemia Zinc Finger
(PLZF)-Deficient Mice. J Allergy Clin Immunol (2016) 137:591–600.e1.
doi: 10.1016/j.jaci.2015.07.050

59. Du Y, Tu L, Zhu P, Mu M, Wang R, Yang P, et al. Clinical Features of 85 Fatal
Cases of COVID-19 FromWuhan. A Retrospective Observational Study. Am J
Respir Crit Care Med (2020) 201:1372–9. doi: 10.1164/rccm.202003-0543OC

60. Zhou F, Yu T, Du R, Fan G, Liu Y, Liu Z, et al. Clinical Course and Risk
Factors for Mortality of Adult Inpatients With COVID-19 in Wuhan, China:
A Retrospective Cohort Study. Lancet (2020) 395:1054–62. doi: 10.1016/
s0140-6736(20)30566-3

61. Linch SN, Kelly AM, Danielson ET, Pero R, Lee JJ, Gold JA. Mouse
Eosinophils Possess Potent Antibacterial Properties In Vivo. Infect Immun
(2009) 77:4976–82. doi: 10.1128/iai.00306-09

62. Krishack PA, Hollinger MK, Kuzel TG, Decker TS, Louviere TJ, Hrusch CL,
et al. IL-33-Mediated Eosinophilia Protects Against Acute Lung Injury. Am J
Respir Cell Mol Biol (2021) 64:569–78. doi: 10.1165/rcmb.2020-0166OC

63. Dubois V, Chatagnon J, Thiriard A, Bauderlique-Le RH, Debrie AS, Coutte L,
et al. Suppression of Mucosal Th17 Memory Responses by Acellular Pertussis
Vaccines Enhances Nasal Bordetella Pertussis Carriage. NPJ Vaccines (2021)
6:6. doi: 10.1038/s41541-020-00270-8

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2022 Jiang, Wang, Su, Cai, Li, Liang, Gu, Sun and Shi. This is an open-
access article distributed under the terms of the Creative Commons Attribution
License (CC BY). The use, distribution or reproduction in other forums is permitted,
provided the original author(s) and the copyright owner(s) are credited and that the
original publication in this journal is cited, in accordance with accepted academic
practice. No use, distribution or reproduction is permitted which does not comply with
these terms.
April 2022 | Volume 13 | Article 878832

https://doi.org/10.1038/nmeth.3317
https://doi.org/10.1038/nmeth.3317
https://doi.org/10.1186/s13059-014-0550-8
https://doi.org/10.1186/s12879-021-06090-y
https://doi.org/10.1016/j.vaccine.2009.12.045
https://doi.org/10.21037/atm-20-2537
https://doi.org/10.7554/eLife.06670
https://doi.org/10.1038/nchembio.1661
https://doi.org/10.1016/j.apsb.2020.03.001
https://doi.org/10.1371/journal.ppat.1003264
https://doi.org/10.1016/j.coi.2019.03.006
https://doi.org/10.1016/j.vaccine.2017.08.009
https://doi.org/10.1038/s41385-018-0073-9
https://doi.org/10.1128/jcm.20.2.167-170.1984
https://doi.org/10.1038/s41385-021-00407-5
https://doi.org/10.1128/iai.61.2.399-410.1993
https://doi.org/10.1128/iai.61.2.399-410.1993
https://doi.org/10.1128/iai.61.8.3190-3198.1993
https://doi.org/10.1128/iai.61.8.3190-3198.1993
https://doi.org/10.1086/593682
https://doi.org/10.4049/jimmunol.170.3.1504
https://doi.org/10.4049/jimmunol.170.3.1504
https://doi.org/10.1084/jem.186.11.1843
https://doi.org/10.1016/j.vaccine.2007.12.012
https://doi.org/10.1016/j.vaccine.2007.12.012
https://doi.org/10.1016/j.ijpharm.2016.08.059
https://doi.org/10.3390/vaccines8040695
https://doi.org/10.3390/vaccines8040695
https://doi.org/10.1016/j.jaci.2015.07.050
https://doi.org/10.1164/rccm.202003-0543OC
https://doi.org/10.1016/s0140-6736(20)30566-3
https://doi.org/10.1016/s0140-6736(20)30566-3
https://doi.org/10.1128/iai.00306-09
https://doi.org/10.1165/rcmb.2020-0166OC
https://doi.org/10.1038/s41541-020-00270-8
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

	Intranasal Immunization With a c-di-GMP-Adjuvanted Acellular Pertussis Vaccine Provides Superior Immunity Against Bordetella pertussis in a Mouse Model
	Introduction
	Materials and Methods
	Mice and Ethics Statements
	Bacterial Strains, Media, and Growth Conditions
	Isolation and Stimulation of Dendritic Cells
	Mouse Immunization and Sample Collection
	Preparation of Monocellular Suspensions From Organs
	Enzyme-Linked Immune Sorbent Assay (ELISA)
	Enzyme-Linked Immunospot (ELISpot)
	ELISA for Cytokines
	Flow Cytometry
	RNA-Seq
	B. pertussis Challenge
	Quantitative Real-Time PCR (RT–qPCR)
	Histopathology
	Statistical Analysis

	Results
	c-di-GMP Can Better Promote BMDC Maturation Than Mammalian 2’,3’-cGAMP
	The c-di-GMP-Adjuvanted aP Vaccine Elicits Robust Humoral and Mucosal Humoral Responses
	Intranasal Immunization With the c-di-GMP-Adjuvanted aP Vaccine Induces Strong Systemic and Mucosal Cellular Immune Responses and Potent Tissue-Resident Memory (TRM) Cells
	The c-di-GMP-Adjuvanted aP Vaccine Generates Mixed Th1, Th2, and Th17 Responses
	The c-di-GMP-Adjuvanted aP Vaccine-Immunized Mice Upregulated Th1, Th2, and Th17 Cell Differentiation and IgA Production Signaling in the Nasal Mucosa
	The c-di-GMP-Adjuvanted aP Vaccine Reduces B. pertussis Burden in the Respiratory Tract
	IN Immunization With the c-di-GMP-Adjuvanted aP Vaccine Protects Mice Against Lung Disease Caused by B. pertussis Infection

	Discussion
	Data Availability Statement 
	Ethics Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


