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The sRNA Regulated Protein DdbA
Is Involved in Development and
Maintenance of the Chlamydia
trachomatis EB Cell Form

Nicole A. Grieshaber', Justin Runac?, Sierra Turner’, Marissa Dean’, Cody Appa’,
Anders Omsland® and Scott S. Grieshaber™”

" Department of Biological Sciences, University of Idaho, Moscow, ID, United States, 2 College of Dentistry, University of
Florida, Gainesville, FL, United States,  Paul G. Allen School for Global Animal Health, College of Veterinary Medicine,
Washington State University, Pullman, WA, United States

The chlamydial small non coding RNA, IhtA, regulates the expression of both HctA and
DdbA, the uncharacterized product of the C. trachomatis L2 CTL0322 gene. HctA is a
small, highly basic, DNA binding protein that is expressed late in development and
mediates the condensation of the genome during RB to EB differentiation. DdbA is
conserved throughout the chlamydial lineage, and is predicted to express a small, basic,
cytoplasmic protein. As it is common for sSRNAs to regulate multiple mRNAs within the
same physiological pathway, we hypothesize that DdbA, like HctA, is involved in RB to EB
differentiation. Here, we show that DdbA is a DNA binding protein, however unlike HctA,
DdbA does not contribute to genome condensation but instead likely has nuclease
activity. Using a DdbA temperature sensitive mutant, we show that DdbAts creates
inclusions indistinguishable from WT L2 in size and that early RB replication is likewise
similar at the nonpermissive temperature. However, the number of DdbAts infectious
progeny is dramatically lower than WT L2 overall, although production of EBs is initiated at
a similar time. The expression of a late gene reporter construct followed live at 40°C
indicates that late gene expression is severely compromised in the DdbAts strain. Viability
assays, both in host cells and in axenic media indicate that the DdbAts strain is defective in
the maintenance of EB infectivity. Additionally, using Whole Genome Sequencing we
demonstrate that chromosome condensation is temporally separated from DNA
replication during the RB to EB transition. Although DdbA does not appear to be
directly involved in this process, our data suggest it is a DNA binding protein that is
important in the production and maintenance of infectivity of the EB, perhaps by
contributing to the remodeling of the EB chromosome.
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INTRODUCTION

Chlamydiae are bacterial pathogens that are responsible for a
wide range of diseases in both animal and human hosts.
Chlamydia trachomatis (Ctr), a human pathogen, is comprised
of over 15 distinct serovars causing both trachoma, the leading
cause of preventable blindness, and sexually acquired infections
of the urogenital tract. According to the CDC, Ctr is the most
frequently reported sexually transmitted infection in the United
States, costing the American healthcare system nearly $2.4 billion
annually (Datta et al., 2012; Edusei et al., 2013). These infections
are widespread among all age groups and ethnic demographics,
infecting ~3% of the human population worldwide (Torrone
et al., 2014; Torrone et al.,, 2014). In women, untreated genital
infections can result in devastating consequences such as pelvic
inflammatory disease, ectopic pregnancy, and infertility (Miller
et al, 2004; Ohman et al, 2009). Every year, there are over
4 million new cases of Chlamydia in the United States (Miller
et al., 2004; Datta et al., 2012) and an estimated 92 million cases
worldwide (World Health Organization, 2001).

Chlamydial disease is entirely dependent on the establishment
and maintenance of the unique intracellular niche where the
bacteria replicate and carry out a biphasic developmental cycle.
Chlamydiae are exquisitely adapted to life inside cells and cycle
through two unique developmental forms: the elementary body
(EB) and the reticulate body (RB). Following invasion of a host cell
via pathogen mediated endocytosis, the EB differentiates into the RB
cell type. After several rounds of replication, a subset of RBs re-
differentiate back into the EB form allowing another round of
infection following release from the host cell (Abdelrahman and
Belland, 2005; Chiarelli et al., 2020). The molecular events that
control differentiation between the two cell forms are poorly
understood. We previously described a small regulating non
coding RNA (sRNA), IhtA, that regulates the expression of the
chlamydial HctA protein (Grieshaber et al., 2006). HctA is a small,
highly basic protein expressed late in development that interacts
with DNA and mediates the condensation of the chlamydial
genome during RB to EB differentiation (Hackstadt et al., 1991;
Tao et al, 1991). ThtA interacts with the hctA mRNA via a 7nt
binding region which includes a G/C clamp surrounding the AUG
start site to shut down translation of the message (Grieshaber et al,,
2012). Characterization of the IhtA binding site within the HctA
transcript led to the identification of a second protein whose
expression was regulated by ThtA, the hypothetical protein
CTL0322, which we have termed developmental DNA binding
protein (DdbA) (Grieshaber et al, 2012). As it is common for
sRNAs to regulate multiple mRNAs within the same physiological
pathway, we hypothesized that DdbA, like HctA, is involved in RB
to EB differentiation. Indeed, a DdbA temperature sensitive mutant
has been shown to be defective at the production of infectious
progeny at the non-permissive temperature between 18 and 24 h
which corresponds to the beginning of RB to EB differentiation in
Ctr (Brothwell et al., 2014).

In this study we show that the product of the ddbA gene is a
DNA binding protein with potential nuclease activity. We also
demonstrate that DdbA is involved in the development/
maintenance of the EB as the DdbAts mutant appears to create

normal inclusions and the early RBs replicate at a similar rate as
the wild type but EB production/survival is dramatically reduced.
Intriguingly, DdbA is regulated by the same sRNA as HctA
suggesting that IhtA plays an important role in EB biology.

MATERIAL AND METHODS
Cell Culture

Cell lines were obtained from American Type Culture Collection.
HeLa 229 cells (CCL-2.1), and Cos-7 cells (CRL-1651) were
grown in RPMI-1640, supplemented with 10% FBS and 10 ug/
mL gentamicin (Cellgro). Chlamydia trachomatis serovar L2
(LGV Bu434) was grown in Cos-7 cells. Elementary Bodies
(EBs) and Reticulate bodies (RBs) were purified by density
gradient (DG) centrifugation essentially as described (Howard
etal,, 1974) following 17 or 43-45 h of infection, respectively. EBs
were stored at -80°C in Sucrose Phosphate Glutamate (SPG)
buffer (10 mM sodium phosphate [8mM K2HPO4, 2mM
KH2PO4], 220 mM sucrose, 0.50 mM I-glutamic acid, pH 7.4)
until use.

Vector Construction

Invitrogen Gateway Technology was used for expression of the
nucleic acid-binding proteins DdbA and HctA. Each gene ORF
was cloned into pEXP1-DEST to express N-terminal 6xHis
tagged proteins and into pET104 Bioease to express N-
terminal biotin tagged proteins. Each gene was also subcloned
into the destination vector pcDNATM6.2/EmGEFP for expression
of chlamydial proteins in eukaryotic cells. The N-EmGFP-DEST
vector was used for eukaryotic expression of N-terminal GFP-
tagged proteins in mammalian cells. The leading CACCATG
sequence was used as the Kozak translation initiation sequence
for all C-terminally tagged proteins in mammalian cells
(Xia, 2007).

A L2 genomic library was constructed using Novagen’s pET-
4la (+) vector. A Rsal digestion of Ctr L2 genomic DNA and
electrophoresis were performed to purify 500 bp fragments.
These fragments were electro-eluted and ligated into pET-41a
(+) and include an N-terminal GST tag and a C-terminal 6xHis
tag when in proper frame.

All Ctr expression constructs used p2TK2SW2 (Wang et al.,
2011) as the backbone and protein expression was regulated by
an E-riboswitch (Topp and Gallivan, 2007). E-clover-6xHis and
E-clover-3xFlag fragments were ordered as a geneblock from
Integrated DNA technologies (IDT) and inserted between the T5
promoter and IncD terminator of p2TK2SW2. The Euo, HctA,
Sccl and DdbA ORFs were amplified from Ctr L2 and each
fragment was used to replace Clover, generating E-Euo-6xHis
and E-DdbA-6xHis expression constructs and E-DdbA-3xFlag,
E-HctA-3xFlag and E-Sccl-3xFlag constructs.

Chlamydial Transformation and Isolation

Transformation of Ctr L2 was performed essentially as
previously described (Wang et al., 2011). Briefly, 1x10® EBs +
2ug DNA/well were used to infect a 6 well plate. Transformants
were selected with 1U/ml Penicillin G or 500pg/ml Spectinomycin
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as appropriate for plasmid. Each new strain was clonally isolated
via successive rounds of inclusion isolation (MOI, <1) using a
micromanipulator. Clonality of each strain was confirmed by
isolating the plasmid, transforming into E. coli and sequencing
six transformants.

Microscopy

Fluorescence images were acquired using a Nikon spinning disk
confocal system with a 60x oil-immersion objective, equipped with
an Andor Ixon EMCCD camera, under the control of the Nikon
elements software. Images were processed using the image analysis
software Image] (http://rsb.info.nih.gov/ij/). Representative confocal
micrographs displayed in the figures are maximal intensity
projections of the 3D data sets, unless otherwise noted.

Live cell imaging of inclusions expressing the fluorescent
protein Clover (Lam et al., 2012) under the control of the hctA
promoter (Grieshaber et al, 2012; Chiarelli et al., 2020) was
achieved using an automated Nikon epifluorescent microscope
equipped with an Okolab (http://www.oko-lab.com/live-cell-
imaging) temperature controlled stage and an Andor Zyla
sCMOS camera (http://www.andor.com). Images were taken
every fifteen minutes for 48 hours. Multiple fields of view of
multiple wells of a glass bottom 24 well plate were imaged. The
fluorescence intensity of each inclusion over time was tracked
using the Image] plugin Trakmate (Tinevez et al., 2016) and the
results were averaged and plotted using python and matplotlib.

Transfection

All transfections of eukaryotic cells were performed with Invitrogen
Lipofectamine 2000 Transfection Reagent. HeLa 229 cells were
grown to 70% confluence and transfected with pcDNATM6.2/N-
EmGFP-DEST with each of the genes of interest cloned into that
destination vector. At 24 hours post-transfection, the HeLa cells
were prepared for fixation and staining.

Fluorescence Staining

Mammalian Ectopic Expression

The HeLa cells used in the ectopic chlamydial protein expression
studies were fixed for 10 minutes with methanol 24 hours post-
transfection. The cells were washed 2 times with PBS. Monoclonal
Anti-B-tubulin I (Sigma—Aldrich®) was used to show cell shape and
the far-red fluorescent DNA dye Draq5 (Thermo Scientiﬁc®) was
used to stain the nucleus. Coverslips were mounted on a microscope
slide with a MOWIOL® mounting solution (100 mg/mL
MOWIOL® 4-88, 25% glycerol, 0.1 M Tris pH 8.5).

Ectopic Chlamydial Expression

Cos7 cells on coverslips were infected with Ctr-E-DdbA3xFlag, Ctr-
E-HctA3xFlag, Ctr-E-Scc13xFlag strains and induced at 16 hpi with
0.5mM theophylline (Acros Organics, Thermo Scientific" ™).
Samples were fixed with 4% buffered paraformaldehyde at 24 hpi
and stained with an anti-Flag antibody (1:500) to visualize
expressing Chlamydia. DAPI was used to visualize DNA.
Coverslips were mounted on a microscope slide with a
MOWIOL® mounting solution (100 mg/mL MOWIOL® 4-88,
25% glycerol, 0.1 M Tris pH 8.5).

Ctir ddbAts Confocal Microscopy

Cos7 cells on coverslips were infected with wt (G5 isolate) Ctr or
ddbAts mutant Ctr for 18 or 36 hours at either 40°C or 37°C
before fixation with 4% buffered paraformaldehyde. After
fixation the cells were stained with an anti MOMP primary
antibody (Fishersci) followed by an anti-mouse Alexa-488
(Fishersci) secondary antibody. DAPI was used to visualize the
nuclei of the host cells. Coverslips were mounted on a
microscope slide with a MOWIOL® mounting solution (100
mg/mL MOWIOL® 4-88, 25% glycerol, 0.1 M Tris pH 8.5).

Replating Assay

Chlamydia were isolated by scraping the infected monolayer into
media and pelleting at 17200 rcfs. The EB pellets were
resuspended in RPMI via sonication and seeded onto fresh
monolayers in a 96-well microplate in a 2-fold dilution series.
Infected plates were incubated for 24 hours prior to fixation with
methanol and stained with DAPI and an anti-Ctr antibody
(Fishersci). The DAPI stain was used for automated
microscope focus and visualization of host-cell nuclei and the
anti-Ctr antibody for visualization of EBs and inclusion counts.
Inclusions were imaged using a Nikon Eclipse TE300 inverted
microscope utilizing a scopeLED lamp at 470nm and 390nm,
and BrightLine band pass emissions filters at 514/30nm and 434/
17nm. Image acquisition was performed using an Andor Zyla
sCMOS in conjunction with uManager software. Images were
analyzed using Image] software and custom scripts.

Recombinant Protein Purification

and Analysis

The bacterial expression vector pEXP1 (InvitrogenTM) was used
to express N-terminal his-tagged proteins and proteins were
expressed using BL21-AlI E. coli cells (Invitrogen) Expression of
recombinant proteins was induced with 0.4% L-arabinose and 2
mM IPTG. Cells were induced for 4 hours at 370°C Cells were
lysed using a French Press. Lysates were centrifuged at 16,000 x g
for 10 minutes to pellet insoluble material. HisPurTM Ni-NTA
Resin (Thermo Scientific' ") was used to purify the his-tagged
proteins. Upon completion of the elution step, the eluted
proteins were applied to Amicon® ltracel ® Centrifugal Filters
to concentrate the purified protein and remove excess imidazole.

To purify 6xHis tagged proteins from Ctr, a fresh monolayer
of Cos-7 cells was infected with each Ctr strain at an MOI of 10
and the his-tagged protein was induced at 16 hpi with 0.5mM
theophylline (Acros Organics, Thermo Scientific' ) for 6h. Cells
were scraped into PBS + protease inhibitors on ice and sonicated
in 3 bursts for 5 second/burst followed by a 1 minute rest. This
sequence was repeated 10 times. Lysates were cleared and the
proteins purified as described above.

To analyze purity and size, protein lysates were separated on
12% SDS-PAGE gels and stained directly with either Coomassie
Brilliant Blue G-250 Dye (Thermo ScientiﬁcTM) or SYPRO
Orange Protein Gel Stain (Invitrogen' ") as per manufacturer
instructions, or were transferred to a Nitrocellulose Membrane
for western analysis. The membrane was blocked with PBS +
0.1% Tween 20 (PBS-T) and 5% Bovine Serum Albumin (BSA)
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overnight at 4°C. Membranes were probed with primary
antibody anti-6xHis Tag (Clone: HIS.HS, eBioscience )
overnight at 4°C followed by Goat-anti Mouse IgG-HRP
secondary antibody (InvitrogenTM) at room temperature for 2
hours. The membrane was developed with the Supersignal West
Dura luminol and peroxide solution (Thermo ScientiﬁcTM) and
imaged using an Amersham Imager 600.

Biolayer Interferometry (BLI)

Customized ssDNA oligonucleotides to generate RNA and
dsDNA were ordered from Integrated DNA Technologies.
Each sequence was 100 nucleotides in length and contained a
T7 promoter at the 5° end and a T7 terminator at the 3’ end to
allow for both PCR and T7 polymerase in vitro transcription.
The remaining sequences were random nucleotides that were
80%, 60%, or 40% G-C ssDNA.

dsDNA: REDTaq DNA Polymerase was incubated with
customized ssDNA, T7 terminator complement primers, and
dNTPs in the supplied polymerase buffer. After heat activation of
the polymerase, primers were annealed at 55°C. Extension was
done at 72°C for 30 minutes. The annealing and extension cycles
were repeated 4 times. The synthesized dsDNA was purified
using QIAGEN’s QIAquick PCR purification kit to remove all
unincorporated primers and dNTPs.

RNA: The MEGAshortscript Kit (Thermo ScientiﬁcTM) was
used to synthesize 100 base pair transcripts from the customized
ssDNA oligonucleotides as per manufacturer instructions. Bio-
Rad"™ Micro Bio-Spin P-6 Gel Chromatography Columns were
used to remove unincorporated nucleotides.

BLI: Biolayer interferometry studies of protein-nucleic acid
were performed using the Octet QKe (fortéeBIO, Menlo Park,
CA). Ni-NTA Dip and Read Sensors were equilibrated in binding
buffer (0.1 M phosphate, 0.15 M sodium chloride, pH 7.2) for 15
minutes prior to starting the experiment. His-tagged proteins
were incubated in the Octet platform with the sensors for 15
minutes. The sensors bound with protein were then incubated
with binding buffer to remove unbound protein and establish a
baseline for kinetics measurement. The sensors were then
incubated for two minutes in either GC-rich or AT/AU-rich
nucleic acid preparations of the following concentrations: 720
nM, 240 nM, and 80 nM. Measurements of biolayer thickness
were taken every 3 1/3 seconds for each sensor. Following the
association step with the nucleic acids, the sensors were returned
to binding buffer, and a change in thickness of the biolayer was
measured for 15 minutes to determine dissociation rates. The
Octet software was used for kinetics analysis.

DNase Activity Assay

The recombinant his-tagged proteins isolated from E. coli (HctA,
DdbA, and the his-tagged library) were incubated with plasmid
DNA (pcDNA 6.2/N-EmGFP/GW/CAT) at various dilutions
(lug, 0.1pg, 0.01ug protein: 1ug plasmid DNA) in PBS. The
recombinant 6xHis-tagged proteins isolated from Ctr (DdbA,
Euo and Clover) were incubated with 1pg plasmid DNA.
Recombinant protein was incubated with DNA for 5 minutes
at 37°C, and then EDTA was immediately added to all samples to
stop the reaction. Reaction mixes were then heated to 65°C for 10

minutes as a deactivation step. Reaction mixes were then
incubated with 10 pg/mL proteinase K for 2 hours at 50°C.
DNA was purified with phenol (isoamyl alcohol)-chloroform
extraction. Gel electrophoresis was then performed on a 1.8%
agarose gel.

Genomic Isolation and Whole

Genome Sequencing

Infected cells were rinsed with ice cold K36 scraped from the
flask and stored on ice during the purification. The reticulate
Bodies (RBs) and Elementary Bodies (EBs) were purified by
sonication for EBs (48 hpi) and Dounce homogenization for RBs
(18 hpi) before purification by density gradient (DG)
centrifugation, essentially as described (Howard et al., 1974).
Genomic DNA was isolated from both EBs and RBs purified
from cells incubated at indicated temperatures in triplicate using
Qiagen DNeasy (Qiagen) following the protocol provided. DNA
samples isolated from infected cells were quantified and the
libraries built and barcoded by the IBEST Genomics Resources
Core at the University of Idaho. The libraries were sequenced
using the Illumina Miseq platform at the IBEST Genomics
Resources Core.

The sequencing reads were trimmed using bbduck (https://jgi.
doe.gov/data-and-tools/bbtools/bb-tools-user-guide/bbduk-guide)
aligned to the Ctr Bu 434 reference sequence (GCA_000068585.1
from ENA/EMBL) using bowtie2 (Langmead and Salzberg, 2012)
and the resulting alignments were used by the iRep script (Brown
et al.,, 2016) to calculate read bias across the chromosome. The
iRep scripts generated a replication index corresponding to
the bias of reads at the origin of replication as compared to the
terminus of replication. iRep indexes were only reported if
genome read coverage was at least 15 reads at each base
location on the genome. Sequence data deposited with NCBI
submission: SUB9741781.

RESULTS

CTL0322 (DdbA) Is a DNA Binding Protein

The protein encoded by the ddbA gene is predicted to be a small,
~18kd, basic (pi = 9.95), cytoplasmic protein. A NCBI BLAST
homology search revealed that DdbA is conserved throughout
the chlamydial lineage; encoded in the genomes of all vertebrate
Chlamydia pathogens as well as the environmental chlamydial
parasites of unicellular organisms (Figure 1). The BLAST search
revealed little insight into possible function as no conserved
domains were identified. Interestingly, the only non-chlamydial
hit was a putative UV damage endonuclease from Clostridium
saccharobutylicum (Figure 1), although the homology was very
low 36/131(27%) leading to low confidence in its predictive
value. Additionally, the tool PredictProtein predicted that the
product of ddbA contains multiple nucleic acid binding domains
(Yachdav et al, 2014). The Nelson lab at the University of
Indiana isolated a temperature sensitive Ctr L2 isolate that
made significantly less EBs at the nonpermissive temperature
of 40°C. Whole Genome Sequencing (WGS) revealed a mutation
in the CTL0322 (ddbA) gene (Brothwell et al., 2014). Blast
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17//

// <1 UVSE C. saccharobutylicum

related to an endonuclease in Clostridium saccharobutylicum.

alignment of the DdbA protein demonstrates that this mutation
is in a highly conserved region of the protein but that this
particular amino acid charge, although rare, does occur in some
variants (Figure S1).

Based on the predicted structure, it is likely that the DdbA
protein is a chlamydial cytosolic protein and is not secreted from
Chlamydia. However, with the thought that the protein’s
subcellular localization may suggest function, a DdbA-GFP
fusion was ectopically expressed in HeLa cells. The subcellular
localization of the DdbA-GFP fusion was compared to an HctA-
GFP fusion by confocal microscopy. Both fusion proteins were
localized to the nucleus of the transfected cells during interphase
(Figure 2A), while GFP alone was found throughout the cell
(Figure S2). Additionally, DdbA-GFP co-localized with the
mitotic chromosomes of dividing cells after the nuclear
membrane was disrupted, suggesting that ectopically expressed
DdbA binds to DNA and is not just nuclear localized
(Figure 2B). This is consistent with the reported localization of
the C. trachomatis serovar D homolog, CT066, as ectopic
expression of this protein resulted in nuclear localization in
both yeast and Hep2 cells (Sisko et al., 2006).

To directly test the hypothesis that DdbA is a nucleic acid
binding protein, 6xHis tagged DdbA was expressed and purified
from E. coli and the binding kinetics were measured using bio-
layer interferometry (BLI) (ForteBio Octet). 6xHis tagged DdbA
was bound to the tip of a glass probe and the association/
dissociation between DdbA and DNA oligos were measured.
DNA oligos of varying GC content were tested. HctA was used as
a positive control and bound to DNA with little discernible
preference for GC content. Although binding kinetics of the 40%

T O hypothetical protein [Chlamydia psittaci]

~4 environmental Chlamydia

O hypothetical protein [C. pneumoniae B21]

Jhypothetical protein [C. pnemoniae]

hypothetical protein [C. pnemoniae]

hypothetical protein [C. suis]

hypothetical protein [C. trachomatis]
. Hypothetical protein CT_0066 [C. trachomatis D]
zhypothetical protein CTL0322 - [C. trachomatis L2]

Jhypothetical protein [C. muridarum]

I—ihypothetical protein [C. gallinacea]

t‘ hypothetical protein [C. abortus]

hypothetical protein [C. pecorum]

{Jhypothetical protein [C. psittaci]

| 0.1 |

FIGURE 1 | PSI-BLAST results showing distance tree of DdbA related proteins (highlighted). DdbA homologs are present in all the chlamydiaceae and are distantly

GC oligo was lower than the others, no trend was evident
(Figure 2C). The highest affinity of HctA binding was to the
60% GC oligo with a KD of 2.3 nM. DdbA bound DNA with a
slight preference for higher GC content (Figure 2C). The KD for
DdbA was calculated to be 7.3 nM for the 60% GC oligo. We also
tested binding to both single stranded DNA and RNA. Both
DdbA and HctA bound RNA and ssDNA but with reduced
affinity as compared to dsDNA (Figure S3). As a negative
control we generated a random chlamydial peptide 6xHis
tagged library and tested it for DNA binding. In all cases the
random peptide library did not bind DNA (Figure 2C).

Like HctA, DdbA is a small basic protein that localizes with
DNA when ectopically expressed in mammalian cells, and is also
under the regulatory control of the sSRNA, ThtA (Grieshaber et al.,
2012). We therefore compared the ectopic expression of DdbA to
that of HctA in Chlamydia, both by IFU and confocal
microscopy. Ctr were transformed with a plasmid encoding
HctA, DdbA, Sccl, or GFP (clover) under the translational
control of the E riboswitch (Topp and Gallivan, 2007). Cells
infected with the transformed strains were treated with
theophylline at 14 hpi and EBs were isolated at 30 hpi and
quantified using a replating assay. HctA and DdbA expression
dramatically reduced the number of infectious progeny produced
after induction while ectopic expression of a non DNA binding
chlamydial protein, Sccl, or GFP had no effect on progeny
formation (Figure 3A). We also investigate the effects of
ectopic expression on inclusion and Chlamydia morphology
using confocal microscopy. HctA expressed in E. coli results in
dramatic condensation of the chromosome, forming a densely
compact DNA structure in the cell (Barry et al., 1992; Barry etal., 1993).
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HctA
C
1.0
€ —— 80%GCdsDNA
505 609%GCdsDNA
—— 40%GCdsSDNA
—— 20%GCdSDNA
0.0
0 20 40
time (s)
DdbA
0.8
—— 80%GCdsDNA
0.6 60%GCdsDNA
—— 40%GCdsDNA
§0.4 —— 20%GCdsDNA
0.0
0 20 40
time (s)
Ct_control_lib
0.8
—— hislib_80%GCssDNA
0.6 hislib_60%GCssDNA
Eo04
0.2
0.0
0 20 40

time (s)

FIGURE 2 | DdbA binds to DNA. Confocal images of DdbA ectopically expressed in Hel a cells (A, B) and Biolayer interferometry of purified DdbA with DNA (C)
indicate an affinity for DNA. (A) HctA and DdbA were cloned and expressed with GFP-N terminal tags in Hela cells. GFP signal is in green and DNA was stained
with Dragb (Blue) to highlight the nucleus. (B) Cell transfected with DdbA undergoing mitosis. Arrows indicate co-localization of the GFP signal with the mitotic
chromosomes. Size bar = 10pm. (C) His-tagged DdbA and HctA were bound to a biolayer interferometry glass probe and binding measured using dsDNA ranging
from 20%, 40%, 60% and 80% GC content. Both HctA and DdbA showed significant DNA binding with a maximal binding kinetics of 2.3 nM KD and 7.3 nM KD
respectively. A his-tagged Ctr protein library (Ct_control_lib) was used as a negative control and showed no DNA binding (representative binding kinetics from one of

three independent binding experiments).

When ectopically expressed in Chlamydia we see larger RBs with
distinct densely compacted DNA regions (Figure 3B). Ectopic
expression of DdbA also results in an increase in RB size but does
not appear to compact the DNA (Figure 3B). Ectopic expression
of Sccl (a non DNA binding chlamydial protein) did not change
the morphology of the RBs or EBs (Figure 3B). The evidence thus
far suggests that ddbA encodes a DNA binding protein, but that
this DNA binding protein does not function to compact DNA as
does HctA.

DdbA Has Nuclease Activity

Although protein homology database searches revealed very
little about the function of DdbA, we have demonstrated it
to be a DNA binding protein and the only suggestive hit
from the homology search was an endonuclease (Figure 1).
Interestingly, the BLI binding data show a slow negative slope for
DdbA after fast binding to ssDNA and dsDNA with a slightly
more negative slope for dsDNA, suggesting nuclease activity
(Figure S3). However, the data suggest no degradation of the
RNA probe suggesting the nuclease activity may be DNA specific
(Figure S3). The HctA BLI data does not show this negative
slope. Therefore, we tested DdbA for DNase activity against
purified plasmid DNA. DdbA-6xHis, HctA-6xHis and a random

6xHis tagged Ctr peptide library were isolated from E.coli
(Figures S4A, B). The purified proteins were incubated at
varying concentrations with plasmid DNA. Incubation of
DdbA with plasmid DNA caused an increase in fragmentation
of the circular plasmid in a concentration dependent manner
(Figure 4A). The nuclease activity of DdbA was also divalent
cation dependent as EDTA was able to completely block this
activity (Figure 4A). No similar activity was found in HctA or
chlamydial protein library preparations purified from E.coli with
the same affinity slurry and methods. This purification was
repeated several times, with the same activity appearing
each time.

We also performed these DNase experiments using 6xHis
tagged proteins ectopically expressed and purified from C.
trachomatis (Figures S4C, D). Equal amounts of purified
DdbA, Euo and the fluorescent protein Clover were incubated
with plasmid DNA (Figure 4B). Similar to the results above, only
purified DdbA caused fragmentation of the plasmid DNA while
incubation with purified Euo or Clover did not.

DdbA Is Involved in Proper EB Formation
We suspect that ddbA is an essential gene as no frameshift or
nonsense mutations were isolated in a saturation mutagenesis
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FIGURE 3 | Ectopic expression of DdbA. (A) Cos-7 cells were infected with Ctr transformed with theophylline inducible expression plasmids controlling the
production of HctA, DdbA, GFP (clover) or Sccl. Infected cells were induced for expression at 14 hpi and infectious progeny were isolated at 30 hpi. Progeny were
quantified using an inclusion forming reinfection assay. Both HctA and DdbA induction resulted in a significant reduction in EB production (p < 0.01). While induction
of Scc1 and GFP had no significant effect on EB production. (B) The morphological effects of ectopic expression was assessed by confocal microscopy. Cos-7 cells
were infected with transformed Ctr expressing HctA, DdbA and Scc1, induced at 16 hpi, fixed at 24 hpi and stained with an anti-flag antibody to localize the
expressed proteins. Additionally DNA morphology was assessed using DAPI staining. HCtA expression resulted in a distinct change in the DAPI staining morphology,
causing densely compacted regions of DNA in the RB. DdbA expression caused an increase in RB size but did not appreciatively change the compaction of the
DNA. Scc1 expression had no effect on RB or DNA morphology. Size bar = 5pm. *p < 0.01.
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FIGURE 4 | Purified DdbA displays nuclease activity. (A) The indicated concentrations of DdbA-6xHis, HctA-6xHis and a cocktail of purified proteins from a his
tagged chlamydial protein expression library ectopically expressed and purified from E coli were incubated with plasmid DNA for 5 minutes at 37°C. Deproteinated,
purified DNA was analyzed by agarose gel electrophoresis. EDTA was used as a control to demonstrate the nuclease activity was Mg++ dependent. HctA and the
chlamydial library did not significantly change the migration of the DNA in the agarose gel. Purified DdbA cleaved DNA in a concentration dependent manner and
was inhibited by EDTA. (B) Euo-6xHis, DdbA-6xHis and Clover-6xHis ectopically expressed in Ctr L2 were purified and incubated with 1ug of plasmid DNA for 5
minutes at 37°C. Deproteinated, purified DNA was analyzed by agarose gel electrophoresis. Only DNA incubated with DdbA-6xHis was cleaved.

screen performed in the Valdivia lab at Duke University (Nguyen
and Valdivia, 2011). However, as mentioned above the Nelson
lab at the University of Indiana isolated a temperature sensitive
Ctr L2 isolate that made significantly less EBs at the
nonpermissive temperature of 40°C. A nearly isogenic strain
(G5) was isolated from a backcross of ddbAts to a second
temperature sensitive isolate containing the ddbAts mutation
(Brothwell et al., 2014). All progeny that contained the ddbAts
mutation retained the temperature sensitive phenotype while all
others, one of which was named G5, regained wt growth. Thus,
the presence of the ddbAts mutation was required for the
temperature sensitive phenotype. Both the ddbAts and the G5
strain were kindly provided to us by Dr. Nelson. To determine
the stage of the developmental cycle disrupted by the elevated
temperature, we determined the growth rate (genomic copy
number) and production of EBs (infectious progeny) over the
entire developmental cycle for both ddbAts and Ctr L2(G5). Both
growth and production of infectious progeny were nearly
indistinguishable between the isolates when incubated at the
permissive temperature of 37°C (Figures 5A, B). However, when
grown at 40°C, the ddbAts mutant showed significant differences
late during infection. Genomic copy number was similar to G5
throughout the infection however the number of infectious
progeny was dramatically lower overall even though
production of EBs was initiated at a similar time (Figure 5B).
To follow the cycle more closely, we developed a reporter
system to track development in real time. Ctr L2(G5) and ddbAts
strains were both transformed with a plasmid containing the
promoter and first ten amino acids of the late gene hctA fused to
a fluorescent protein (Chiarelli et al., 2020) This region of the
hctA gene contains both the promoter and the regulatory region
targeted by the sRNA, ThtA (Grieshaber et al., 2012). When
transformed into Ctr L2(G5), the GFP signal could be detected

at ~15 hours post infection and showed an increase in expression
that mimicked the production of EBs (Figure 5B). At 37°C, live
cell imaging of the ddbAts mutant strain demonstrated that
expression of the late gene reporter was detected at the same
time as G5, but showed a slower overall expression rate over
time. However, growth at the nonpermissive temperature
showed a dramatic difference in the late gene reporter
expression compared to 37°C (Figure 5B). At 40°C, detection
of late gene expression in both strains was shifted a few hours
earlier and was detectable ~13.5 hours post infection. Contrary to
wild type G5 L2 late gene expression which increased
logarithmically after first detection, expression of the reporter
in the ddbAts strain increased only moderately and was followed
by a decrease in expression ~20 hour post infection (Figure 5B).
To determine if inclusion size was affected at the non-permissive
temperature, inclusions were measured using live cell imaging
and the mutant compared to L2(G5). Inclusion size between G5
and the ddbAts mutant was quite similar. Both strains displayed
dramatic inclusion expansion at ~14 hours post infection (hpi)
that correlated with expression of the late gene reporter
(Figure 5B). However, unlike late gene expression, inclusion
expansion was only moderately affected in the mutant at 40°C
with expansion continuing past 24 hours (Figure 5B).

As inclusion size was comparable between G5 and the mutant
but IFU counts and late gene expression differed dramatically,
inclusion morphology of the strains incubated at both the
permissive temperature (37°C, Figure S5) and the non-
permissive temperature (40°C, Figure 5C) were investigated by
confocal microscopy. At 37°C the inclusions of both strains
looked similar in morphology and size at 18 hpi and 36 hpi
(Figure S5). The inclusions at the 18 hour time point for both
strains grown at 40°C were also similar in size and appeared to
contain numerous RB cell forms (Figure 5C). However, by 36
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FIGURE 5 | Growth and infectivity characteristics of the dabAts mutant.

(A) The ddbAts chlamydial mutant was grown at 37°C or 40°C and production of
infectious progeny (IFUs) and genomic copy number, were compared to the
isogenic strain L2(G5). There was little difference in growth and progeny production
between L2(G5) and the ddbAts mutant at 37°C but at 40°C there was a dramatic
difference in IFU counts late in the infection. (B) Live cell analysis of ddbAts late
gene expression and comparison of inclusion size. ddbAts and L2(G5) were
transformed with a plasmid expressing the fluorescent protein Clover driven by the
hctA promoter and imaged every 15 minutes for 30 hours at either 37°C or 40°C.
The size of the chlamydial inclusions was determined by measurement of
inclusions from the microscopy images at the nonpermissive temperature of 40°C.
The cloud represents 95% confidence intervals and n > 50 inclusions were
measured per experiment. (C) The ddbAts defective phenotype is only observable
during EB production. Confocal images of ddbAts growth showed that the
inclusions are nearly identical to L2(G5) at 18 hpi but that at 36 hpi the ddbAts
mutant inclusion contains less chlamydial organisms. L2(G5) and ddbAts mutants
grown at 40°C for 18 and 36 hours were fixed and stained with DAPI to label the
DNA (blue) and an anti-MOMP antibody to label Chlamydia (green). Insert pictures
highlight the DAPI channel to better visualize the EBs. Size bar = 10pm.

hpi, the inclusions in the ddbAts infected cells incubated at 40°C
were dramatically different in appearance. Although the
inclusions were similar in size, they appeared to have fewer
organisms in the inclusion lumen leading us to suspect that the
ddbAts strain was making fewer EB cell forms or that these cell
forms lysed after formation (Figure 5C).

Maintenance of EB Infectivity

We reported previously that the chlamydial EB actively
maintains infectivity after differentiation, both within the
inclusion and in a synthetic growth medium containing an
energy source (Grieshaber et al, 2018). Therefore, we asked
whether the ddbAts mutant impacted long term infectivity of
preformed EBs. To test the viability of the ddbAts EBs in
the interinclusion space, continued EB production after the
initial rounds of differentiation was blocked by treatment
with penicillin (Grieshaber et al., 2018). Ctr does not use
peptidoglycan as a structural sacculus and EBs do not contain
a peptidoglycan cell wall. Instead, peptidoglycan aids cell
septation by forming a ring at the cleavage furrow (Liechti
et al, 2013). Therefore, Ctr treated with penicillin cease to
divide and do not produce new EBs (Grieshaber et al., 2006;
Chiarelli et al., 2020). The mechanism linking the completion of
cell division and EB development is not currently known but it
has been reported in multiple studies that addition of penicillin
blocks EB formation (Matsumoto and Manire, 1970; Lambden
et al., 2004; Grieshaber et al., 2006; Skilton et al., 2007). Recently
published models of EB development also proposed cell division
as being linked to EB development (Lee et al., 2016; Chiarelli
etal., 2020). To test EB viability, cells were infected with either L2
(G5) or the ddbAts mutant for 36 hours at 37°C, at which point
further EB production was inhibited by addition of penicillin
(Pen) and cultures were either shifted to 40°C or left at 37°C.
Treated bacteria were harvested at 60 hpi (24 h Pen). EB
infectivity was measured by a conventional IFU assay
(Figure 6A). There was no statistical difference in EB viability
between 40°C and 37°C for L2(G5) EBs. In the ddbAts mutants
however, there was a significant reduction in viability in the 40°C
shifted EBs (Figure 6A).

Viability of EBs incubated in axenic media was also tested.
Equal numbers of purified ddbAts or L2(G5) were incubated for
18 hours at 37°C or 40°C in Cip-1 media (Omsland et al., 2011;
Grieshaber et al., 2018). EB infectivity was measured using re-
infection via a traditional IFU assay. No significant difference in
maintenance of EB infectivity was detected for Ctr L2(G5)
between the two temperatures. However, there was a
significant loss in infectivity of the ddbAts EBs incubated at
40°C (Figure 6B). These data suggest DdbA may be important in
both the production and maintenance of infectivity of the EB cell
form. However, the decrease in EB viability is slight compared to
the overall decrease in EB production during development. We
hypothesize that the function of DdbA could overlap between the
two cell states i.e. EB committed cells and infectious EBs. EB
production is likely to be complicated as we have shown that EB
maturation, from cells committed to differentiation to mature
infective EBs, takes ~8 hours (Chiarelli et al., 2020).
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Chromosomal Replication Index

Our data suggests that DdbA interacts with DNA and contains
nuclease activity, is specific to and conserved throughout the
chlamydial lineage, and acts during the critical transition from the
replicating RB to the replication quiescent EB cell form. Due to the
lack of homologies outside of the chlamydial family we speculate
that DdbA acts in a chlamydial specific pathway. The condensation
of the Chlamydia chromosome is unique among bacteria and likely
introduces unique stresses on the chromosome. This would be
especially true if the chromosome is being actively transcribed and
replicated during condensation, the step thought to halt EB
chromosome replication. This unique biology may necessitate
novel proteins with nuclease activity. To determine if the EB
nucleoid compaction occurred concurrent with active DNA
replication, we employed WGS and iRep analysis. The iRep WGS

analysis tool chain was developed to determine replication rates
from genomic samples by calculating the sequence read coverage
bias between the origin of replication and replication terminus
(Brown et al,, 2016). If compaction occurred concomitantly with
replication, the EB would contain a similar number of partially
replicated genomes as the RB cell form, indicated by a similar iRep
index. Ctr L2 wt was grown at three different temperatures to
generate RBs replicating at different rates. Cells were infected with
chlamydia and grown at 35°C, 37°C or 40°C and RB cell forms were
purified at 18 hpi while EB cell forms were harvested at 48 hpi. The
genomic DNA was subjected to WGS and an index of replication
was calculated using the iRep scripts. (Brown et al, 2016). As
expected the replication index for RBs increased with temperature
(1.57 £ 0.03@35°C, 1.66 + 0.02@37°C and 1.70 + 0.02@40°C).
Surprisingly, the replication index for the EBs was significantly
lower than in the RBs and did not vary with temperature (1.35
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0.02@35°C, 1.33 + 0.02@37°C and 1.34 + 0.03@40°C) (Figure 7).
The decrease in the iRep index and the lack of a temperature
response indicates that initiation of DNA replication is actively
inhibited during the RB to EB conversion and that the replication
forks proceed to completion prior to chromosome condensation.
The uncoupling of DNA replication initiation from DNA
replication is reminiscent of cell cycle checkpoints in eukaryotic
cells and the bacterium Caulobacter crescentus (Ausmees and
Wagner, 2003; Gorbatyuk and Marczynski, 2005).

To determine if DdbA is implicated in this checkpoint, the
replication index of the ddbAts mutant was measured at the
permissive 37°C and nonpermissive 40°C temperatures for both
RBs and EBs. The replication index for the ddbAts mutant RBs
grown at 37°C was similar to wt (1.63 + 0.02) but was decreased
at 40°C (1.56 + 0.02). The iRep index of the ddbAts EBs
mimicked wt (Figure 7). The iRep index was again
significantly lower in the EBs compared to the RBs and was
temperature independent (1.33 + 0.02 and 1.36 + 0.01
respectively) (Figure 7. Taken together, this data is suggestive
of a RB/EB cell cycle control checkpoint, but that ddbA does not
contribute to this regulation.
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FIGURE 7 | DdbA is not involved in the RB to EB replication check point. The
EB cell type index of replication suggests a DNA replication initiation checkpoint is
a component of the chlamydial developmental cycle. The index of replication was
determined using the iRep script which calculates the sequence read bias at the
origin of replication as compared to the terminus. The iRep index for L2 wt RBs
was temperature dependent; RBs grown at 35°C had an iRep index of 1.57, at
37°C an index of 1.66 and at 40°C an index of 1.70. These differences were
statistically significant with p < 0.001. The iRep index for L2 wt EBs was much
lower and showed no temperature dependent changes (1.35, 1.33, and 1.34
respectively). The ddbAts mutant showed the same significant difference in the
iRep between the RB cell type and EB cell types (1.63 and 1.33). This difference
was also evident at the nonpermissive temperature (RB = 1.56 and EB = 1.36).
*p < 0.001. NS, not significant.

DISCUSSION

The chromosomes of bacteria are highly structured and
compacted in order to fit inside of the cell. This structure must
be organized to facilitate replication, transcription and
chromosome segregation. Most bacteria encode small, and
usually basic proteins, called nucleoid associated proteins
(NAPs) (Kasinsky et al., 2001). These proteins typically bind
somewhat nonspecifically and can either wrap DNA [e.g. HU
(Dillon and Dorman, 2010)], bend DNA [e.g. IHF (Stella et al,,
2010) and Fis (Guo and Adhya, 2007)], or bridge distal pieces of
DNA (e.g. H-NS (Dame et al., 2006)). The chlamydial genome
contains only one conserved NAP; a single gene for a protein that
is homologous to the HU/THF family of heterodimeric NAPs.
However, the unique biology of Chlamydia creates additional
requirements for DNA packaging. Transition from the RB form
to the EB form requires many coordinated changes in the cell.
The cells become reduced in size, over 85% in volume, the
chromosome is compacted extensively, translation and
replication are halted, and proteins in the outer membrane
become disulfide cross linked (Abdelrahman and Belland,
2005). Chromosome compaction is accomplished in part by
two chlamydial specific NAPs, HctA and HctB, which have
homology to linker histones in archaea and eukaryotic cells
(Hackstadt et al., 1991; Tao et al., 1991; Perara et al., 1992;
Brickman et al., 1993).

Our data suggest that the product of ddbA is involved in the
transition of the RB cell type to the EB form. We had previously
shown that DdbA expression is regulated by the sRNA IhtA,
placing it in the same regulon as the chlamydial histone protein
HctA and suggesting a role in the formation of the compacted EB
nucleoid (Grieshaber et al., 2012). We show that like HctA,
DdbA is a DNA binding protein, however, unlike HctA, it does
not contribute directly to chromosome compaction. G5 and
ddbAts growth and development differ significantly when
grown at the non-permissive temperature of 40°C. The
seemingly contradictory observed delay between HctA
expression decrease (~20 hpi) and the decrease in IFUs (>36
hpi) agrees well with our published observation that there is a 10-
12 hour delay between HctA expression and EB infectivity
(Chiarelli et al., 2020).

Our data also indicates that DdbA potentially encodes
nuclease activity. A caveat to the DNase assay performed with
protein isolated from both E. coli and Ctr is that the proteins
were not isolated to purity (Figure S$4) and therefore a nuclease
may be present as a result of co-precipitating contamination
during the protein purification. This concern is somewhat
allayed as no similar activity was found in the HctA and
chlamydial protein library controls (isolated from E. coli), or
Euo and Clover preparations (isolated from Ctr). If a co-
purifying protein is present then it is likely biologically
significant as it would have been co-purified with DdbA
isolated from both E. coli and Chlamydia. Additionally, we
purified ectopically expressed DdbA containing a flag-tag from
Ctr and also observed DNase activity; however we switched to
the 6xHis tag as we were unable to purify the flag-tagged controls
(data not shown). Taken together, we believe it is likely that
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DdbA either has nuclease activity itself or is co-purifying with a
protein with biologically significant activity.

We do not yet know the functional role of DdbA in EB
formation and maintenance of infectivity but the need for
specialized nucleases to relieve strain is an intriguing
possibility as histone mediated EB nucleoid formation would
lead to DNA winding stress as well as other potential topological
stresses in the DNA. Bacterial DNA replication initiates from a
single site on the chromosome and proceeds bidirectionally
(Gros et al., 2002; Brown et al, 2016). To achieve high
replication rates, bacteria initiate the next chromosomal
replication before the first replication is complete leading to
more copies of the DNA content near the origin of replication as
compared to replication terminus. Our iRep data confirm that
chlamydial RBs replicate similarly. The data show that RBs
replicating faster at 40°C have a higher iRep index while RBs
replicating slower at 35°C show a lower iRep index and RBs at
37°C show an intermediate iRep index. The chlamydial EBs
however have an iRep index significantly lower than the RB cell
forms and the iRep index is independent of temperature
suggesting that initiation of DNA replication is blocked but the
replication forks continue during EB formation. This is
reminiscent of licensing schemes used in eukaryotic and some
prokaryotic cell cycle control systems. The bacteria Caulobacter
crescentus is a classical model to study the regulation of the
bacterial cell cycle. It divides asymmetrically, resulting in a
stalked cell that immediately enters S phase and a swarmer cell
that arrests in G1 phase until it differentiates into a stalked cell. C.
crescentus chromosomal replication is tightly regulated and
occurs only in stalked cells and only once per cell cycle
(O’Neill and Bender, 1989; Ozaki et al., 2014). Our iRep data is
suggestive of a cell cycle control system in Chlamydia that allows
replication in the RB cell type but suppresses DNA replication
initiation upon RB differentiation to the EB cell. One of the
mechanisms to protect DNA during packaging is to separate
chromosome condensation from DNA replication. Our iRep
data suggest that chlamydia does just that during EB
formation. The iRep index for all EBs was significantly lower
and not influenced by RB replication rates strongly suggesting
that upon commitment to the EB cell form, initiation of DNA
replication is blocked thereby separating DNA replication from
chromosome compaction. This replication block was true for
both the wt and ddbAts mutant suggesting that DdbA is not
involved in the regulation of this process but more likely
functions at the stage of EB DNA remodeling.

The unique biology of the chlamydial nucleoid likely drives
the need for novel DNA binding proteins to facilitate the
transition from a replicating, transcriptionally accessible
chromosome in the RB to a highly compacted nonreplicating
and transcriptionally quite chromosome in the EB cells form.
Although the exact function of DdbA is currently not elucidated,
our data demonstrate that it likely functions in this critical
pathway. Additionally the iRep index data suggests that during
the transition from a replicating RB chromosomes to the
compacted EB chromosome replication initiation is suppressed
while replication fork progression continues. This is suggestive of

a replication licensing system potentially analogous to that of
other bacteria with developmental cell forms such as C.
crescentus (Marczynski and Shapiro, 2002; Gorbatyuk and
Marczynski, 2005; Frandi and Collier, 2019). Elucidation of the
control of DNA replication and details involved in DNA
packaging will likely be an important component in
understanding EB development.
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Supplementary Figure 1 | Blast results showing the first 100 amino acids of
DdbA. Overall homology is limited to the chlamydial family of organisms and ranges
from ~40% to 100% homology. The red coloring shows conservation levels across
all organisms with brighter red corresponding to higher levels of variation.
Highlighted in green is the position of the M to | mutation in the ddbAts mutant
(Brothwell et al., 2014). This mutation is in a highly conserved region. M to | and M to
L variants appear to be rare but do occur across different species.

Supplementary Figure 2 | Ectopically expressed GFP localized throughout the
cell. Confocal images of GFP ectopically expressed in Hela cells. GFP signal is in
green and the nucleus is blue. Size bar = 10pm.

Supplementary Figure 3 | DdbA binds ssDNA and RNA. His-tagged DdbA and
HctA were bound to a biolayer interferometry glass probe and binding measured
using dsDNA, ssDNA or RNA with a 40% GC content. Both DdbA and HctA bound
RNA and ssDNA but with reduced affinity as compared to dsDNA.
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Supplementary Figure 4 | Analysis of protein purification from E.coli and Chlamydia
trachomatis (Ctr). (A) Coomassie stain of 6xHis tagged DdbA, HctA and Ctr liorary
purified from E. coli and separated on a 12% SDS-PAGE gel. The position of each
protein is indicated. (B) Western analysis of 6xHis tagged DdbA and HctA purified from
E. coli. (C) SYPRO Orange staining of 6xHis tagged DdbA, Clover and Euo purified from
Ctr. (D) Westem analysis of 6xHis tagged DdbA, Clover and Euo purified from Ctr.

REFERENCES

Abdelrahman, Y. M., and Belland, R. J. (2005). The Chlamydial Developmental
Cycle. FEMS Microbiol. Rev. 29, 94959. doi: 10.1038/nature05283

Ausmees, N., and Wagner, C. J. (2003). Spatial and Temporal Control of
Differentiation and Cell Cycle Progression in Caulobacter Crescentus. Annu.
Rev. Microbiol. 57, 22547. doi: 10.1146/annurev.micro.57.030502.091006

Barry, C. E,, Brickman, T. J., and Hackstadt, T. (1993). Hcl-Mediated Effects on
DNA Structure: A Potential Regulator of Chlamydial Development. Mol.
Microbiol. 9, 273283. doi: 10.1111/j.1365-2958.1993.tb01689.x

Barry, C. E., Hayes, S. F.,, and Hackstadt, T. (1992). Nucleoid Condensation in
Escherichia Coli That Express a Chlamydial Histone Homolog. Sci. (New York
N.Y.) 256, 377379. doi: 10.1126/science.256.5055.377

Brickman, T. J., Barry, C. E., and Hackstadt, T. (1993). Molecular Cloning and
Expression of hctB Encoding a Strain-Variant Chlamydial Histone-Like
Protein With DNA-Binding Activity. J. Bacteriol. 175, 42744281. doi:
10.1128/jb.175.14.4274-4281.1993

Brothwell, J. A., Muramatsu, M. K., Toh, E., Rockey, D. D., Putman, T. E., Barta,
M. L,, et al. (2014). Interrogating Genes That Mediate Chlamydia Trachomatis
Survival in Cell Culture Using Conditional Mutants and Recombination.
J. Bacteriol. 198, 21312139. doi: 10.1128/JB.00161-16

Brown, C. T., Olm, M. R., Thomas, B. C., and Banfield, J. F. (2016). Measurement
of Bacterial Replication Rates in Microbial Communities. Nat. Biotechnol. 34,
12561263. doi: 10.1038/nmeth.2171

Chiarelli, T. J., Grieshaber, N. A., Omsland, A., Remien, C. H., and Grieshaber, S.
S. (2020). Single-Inclusion Kinetics of Chlamydia Trachomatis Development.
MSystems 5 (5). doi: 10.1016/0378-1119(93)90526-9

Dame, R. T., Noom, M. C,, and Wuite, G. J. (2006). Bacterial Chromatin
Organization by H-NS Protein Unravelled Using Dual DNA Manipulation.
Nature 444, 38790. doi: 10.1073/pnas.122040799

Datta, S. D., Torrone, E., Moran, D. K, Berman, S., Johnson, R., Satterwhite, C. L.,
et al. (2012). Chlamydia Trachomatis Trends in the United States Among
Persons 14 to 39 Years of Age 1999-2008. Sex. Transmit. Dis. 39, 926.
doi: 10.1097/OLQ.0b013e318285c6d2

Dillon, S. C., and Dorman, C. J. (2010). Bacterial Nucleoid-Associated Proteins,
Nucleoid Structure and Gene Expression. Nat. Rev. Microbiol. 8, 18595.
doi: 10.1073/pnas.0611686104

Edusei, K. O., Chesson, H. W,, Gift, T. L., Tao, G., Mahajan, R., Ocfemia, M. C. B.,
et al. (2013). The Estimated Direct Medical Cost of Selected Sexually
Transmitted Infections in the United States 2008. Sex. Transmit. Dis. 40,
197201. doi: 10.1071/SH13021

Frandi, A., and Collier, J. (2019). Multilayered Control of Chromosome Replication in
Caulobacter Crescentus. Biochem. Soc. Trans. 47, 187196. doi: 10.1111/mmi.12777

Gorbatyuk, B., and Marczynski, G. T. (2005). Regulated Degradation of
Chromosome Replication Proteins DnaA and CtrA in Caulobacter
Crescentus. Mol. Microbiol. 55, 123345. doi: 10.1038/nmeth

Grieshaber, N. A., Grieshaber, S. S., Fischer, E. R,, and Hackstadt, T. (2006). A Small
RNA Inhibits Translation of the Histone-Like Protein Hcl in Chlamydia
Trachomatis. Mol. Microbiol. 59, 541550. doi: 10.1111/j.1365-2958.2005.04949.x

Grieshaber, S., Grieshaber, N., Yang, H., Baxter, B., Hackstadt, T., and Omsland, A.
(2018). Impact of Active Metabolism on Chlamydia Trachomatis Elementary Body
Transcript Profile and Infectivity. J. Bacteriol. 200, 65. doi: 10.1128/JB.00065-18

Grieshaber, N. A., Tattersall, J. S., Liguori, J., Lipat, J. N., Runag, J., and Grieshaber,
S.'S.(2012). Identification of the Base-Pairing Requirements for Repression of
hctA Translation by the Small RNA ThtA Leads to the Discovery of a New
mRNA Target in Chlamydia Trachomatis. PloS One 10, e0116593.
doi: 10.1371/journal.pone.0116593

Gros, M. F. N., Dervyn, E., Wu, L. J., Mervelet, P., Errington, J., Ehrlich, S. D., et al.
(2002). An Expanded View of Bacterial DNA Replication. Proc. Natl. Acad. Sci.
99, 83427. doi: 10.1016/j.femsre.2005.03.002

Supplementary Figure 5 | Inclusion phenotype of ddbAts and L2(G5) grown at
the permissive temperature. Confocal images of ddbAts growth at 37°C indicate

that the inclusions are nearly identical to L2(G5) at 18 hpi and 36 hpi. L2(G5) and
ddbAts mutants grown at 37°C for 18 and 36 hours were fixed and stained with

DAPI to label the DNA (blue) and an anti-MOMP antibody to label Chlamydia (green).
Size bar = 10pm.

Guo, F., and Adhya, S. (2007). Spiral Structure of Escherichia Coli HUalphabeta
Provides Foundation for DNA Supercoiling. Proc. Natl. Acad. Sci. 104, 430914.
doi: 10.1101/gad.1900610

Hackstadt, T., Baehr, W., and Ying, Y. (1991). Chlamydia Trachomatis
Developmentally Regulated Protein Is Homologous to Eukaryotic Histone
H1. Proc. Natl. Acad. Sci. 88, 393741. doi: 10.1128/jb.173.9.2818-2822.1991

Howard, L., Orenstein, N. S., and King, N. W. (1974). Purification on Renografin
Density Gradients of Chlamydia Trachomatis Grown in the Yolk Sac of Eggs.
Appl. Microbiol. 27, 102106. doi: 10.1128/am.27.1.102-106.1974

Kasinsky, H., Lewis, J., Dacks, J., and Ausio, J. (2001). Origin of H1 Linker
Histones. FASEB J. 15, 3442. doi: 10.1038/nrmicro2261

Lambden, P. R., Pickett, M. A., and Clarke, I. N. (2004). The Effect of Penicillin on
Chlamydia Trachomatis DNA Replication. Microbiology 152, 25732578.
doi: 10.1099/mic.0.29032-0

Lam, A. ], Pierre, F. S, Gong, Y., Marshall, J. D., Cranfill, P. ], Baird, M. A,, et al.
(2012). Improving FRET Dynamic Range With Bright Green and Red Fluorescent
Proteins. Nat. Methods 9, 100512. doi: 10.1002/3527600906.mcb.200300079

Langmead, B., and Salzberg, S. L. (2012). AndFast Gapped-Read Alignment With
Bowtie 2. Nat. Methods 9, 3579. doi: 10.1371/journal.pone.0000188

Lee, J. K, Enciso, G. A., Boassa, D., Chander, C. N., Lou, T. H., Pairawan, S. S., et al.
(2016). Replication-Dependent Size Reduction Precedes Differentiation in
Chlamydia Trachomatis. Nat. Commun. 9, 45. doi: 10.1038/s41467-017-02432-0

Liechti, G., Kuru, E., Hall, E., Kalinda, A., Brun, Y., Nieuwenhze, M. V., et al.
(2013). A New Metabolic Cell-Wall Labelling Method Reveals Peptidoglycan in
Chlamydia Trachomatis. Nature 506, 50710. doi: 10.1038/nature12892

Marczynski, G. T., and Shapiro, L. (2002). Control of Chromosome Replication in
Caulobacter Crescentus. Annu. Rev. Microbiol. 56, 62556. doi: 10.1016/
j.ymeth.2016.09.016

Matsumoto, A., and Manire, G. P. (1970). Electron Microscopic Observations on
the Effects of Penicillin on the Morphology of Chlamydia Psittaci. J. Bacteriol.
101, 278285. doi: 10.1128/jb.101.1.278-285.1970

Miller, W. C,, Ford, C. A., Morris, M., Handcock, M. S., Schmitz, J. L., Hobbs, M.
M., et al. (2004). Prevalence of Chlamydial and Gonococcal Infections Among
Young Adults in the United States. Jama 291, 222936. doi: 10.1111/j.1469-
0691.2008.02647.x

Nguyen, B. D., and Valdivia, R. H. (2011). Virulence Determinants in the Obligate
Intracellular Pathogen Chlamydia Trachomatis Revealed by Forward Genetic
Approaches. Proc. Natl. Acad. Sci. 109, 12631268. doi: 10.1073/pnas.1117884109

Ohman, H., Tiitinen, A., Halttunen, M., Lehtinen, M., Paavonen, J., and Surcel, H.
(2009). Cytokine Polymorphisms and Severity of Tubal Damage in Women With
Chlamydia-Associated Infertility. J. Infect. Dis. 199, 13539. doi: 10.1086/597620

Omsland, A., Sager, J., Nair, V., Sturdevant, D. E., and Hackstadt, T. (2011).
Developmental Stage-Specific Metabolic and Transcriptional Activity of
Chlamydia Trachomatis in an Axenic Medium. Proc. Natl. Acad. Sci. 109,
1978119785. doi: 10.1073/pnas.1212831109

O’Neill, E., and Bender, R. (1989). Cell-Cycle-Dependent Polar Morphogenesis in
Caulobacter Crescentus: Roles of Phospholipid, DNA, and Protein Syntheses.
J. Bacteriol. 171, 481420. doi: 10.3791/61365

Ozaki, S., Moser, A. S., Zumthor, L., Manfredi, P., Ebbensgaard, A., Schirmer, T.,
etal. (2014). Activation and Polar Sequestration of PopA, a C-Di-GMP Effector
Protein Involved in Caulobacter Crescentus Cell Cycle Control. Mol. Microbiol.
94, 58094. doi: 10.1042/BST20180460

Perara, E., Ganem, D., and Engel, J. N. (1992). A Developmentally Regulated
Chlamydial Gene With Apparent Homology to Eukaryotic Histone H1. Proc.
Natl. Acad. Sci. U.S.A. 89, 21252129. doi: 10.1073/pnas.89.6.2125

Sisko, J. L., Spaeth, K., Kumar, Y., and Valdivia, R. H. (2006). Multifunctional
Analysis of Chlamydia-Specific Genes in a Yeast Expression System. Mol.
Microbiol. 60, 5166. doi: 10.1111/j.1365-2958.2006.05074.x

Skilton, R. J., Cutcliffen, L. T., Barlow, D., Wang, Y., Salim, O., Lambden, P. R,,
et al. (2007). Penicillin Induced Persistence in Chlamydia Trachomatis: High

Frontiers in Cellular and Infection Microbiology | www.frontiersin.org

July 2021 | Volume 11 | Article 692224


https://doi.org/10.1038/nature05283
https://doi.org/10.1146/annurev.micro.57.030502.091006
https://doi.org/10.1111/j.1365-2958.1993.tb01689.x
https://doi.org/10.1126/science.256.5055.377
https://doi.org/10.1128/jb.175.14.4274-4281.1993
https://doi.org/10.1128/JB.00161-16
https://doi.org/10.1038/nmeth.2171
https://doi.org/10.1016/0378-1119(93)90526-9
https://doi.org/10.1073/pnas.122040799
https://doi.org/10.1097/OLQ.0b013e318285c6d2
https://doi.org/10.1073/pnas.0611686104
https://doi.org/10.1071/SH13021
https://doi.org/10.1111/mmi.12777
https://doi.org/10.1038/nmeth
https://doi.org/10.1111/j.1365-2958.2005.04949.x
https://doi.org/10.1128/JB.00065-18
https://doi.org/10.1371/journal.pone.0116593
https://doi.org/10.1016/j.femsre.2005.03.002
https://doi.org/10.1101/gad.1900610
https://doi.org/10.1128/jb.173.9.2818-2822.1991
https://doi.org/10.1128/am.27.1.102-106.1974
https://doi.org/10.1038/nrmicro2261
https://doi.org/10.1099/mic.0.29032-0
https://doi.org/10.1002/3527600906.mcb.200300079
https://doi.org/10.1371/journal.pone.0000188
https://doi.org/10.1038/s41467-017-02432-0
https://doi.org/10.1038/nature12892
https://doi.org/10.1016/j.ymeth.2016.09.016
https://doi.org/10.1016/j.ymeth.2016.09.016
https://doi.org/10.1128/jb.101.1.278-285.1970
https://doi.org/10.1111/j.1469-0691.2008.02647.x
https://doi.org/10.1111/j.1469-0691.2008.02647.x
https://doi.org/10.1073/pnas.1117884109
https://doi.org/10.1086/597620
https://doi.org/10.1073/pnas.1212831109
https://doi.org/10.3791/61365
https://doi.org/10.1042/BST20180460
https://doi.org/10.1073/pnas.89.6.2125
https://doi.org/10.1111/j.1365-2958.2006.05074.x
https://www.frontiersin.org/journals/cellular-and-infection-microbiology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/cellular-and-infection-microbiology#articles

Grieshaber et al.

DdbA Regulates the Developmental Cycle

Quality Time Lapse Video Analysis of the Developmental Cycle. PloS One 4,
e7723. doi: 10.1371/journal.pone.0007723

Stella, S., Cascio, D., and Johnson, R. C. (2010). The shape of the DNA Minor
Groove Directs Binding by the DNA-Bending Protein Fis. Genes Dev. 24,
81426. doi: 10.1016/s0092-8674(00)81824-3

Tao, S., Kaul, R., and Wenman, W. (1991). Identification and Nucleotide Sequence
of a Developmentally Regulated Gene Encoding a Eukaryotic Histone H1-Like
Protein From Chlamydia Trachomatis. J. Bacteriol. 173, 281822. doi: 10.1073/
pnas.88.9.3937

Tinevez, J. Y., Perry, N., Schindelin, J., Hoopes, G. M., Reynolds, G. D., Laplantine,
E., et al. (2016). TrackMate: An Open and Extensible Platform for Single-
Particle Tracking. Methods 115, 8090. doi: 10.1111/j.1365-2958.2004.04459.x

Topp, S., and Gallivan, J. P. (2007). Guiding Bacteria With Small Molecules and
RNA. J. Am. Chem. Soc. 129, 68076811. doi: 10.1021/ja0692480

Torrone, E., Papp, J., Weinstock, H.Centers for Disease Control and Prevention
(CDC) (2014). Prevalence of Chlamydia Trachomatis Genital Infection Among
Persons Aged 14-39 Years-United States 2007-2012. MMWR. Morbidity
Mortality Wkly. Rep. 63, 834838.

Wang, Y., Kahane, S., Cutcliffe, L. T., Skilton, R. J., Lambden, P. R,, and Clarke, L. N.
(2011). Development of a Transformation System for Chlamydia Trachomatis:
Restoration of Glycogen Biosynthesis by Acquisition of a Plasmid Shuttle Vector.
PloS Pathog. 7, €1002258. doi: 10.1371/journal.ppat.1002258

World Health Organization (2001). Global Prevalence and Incidence of Selected
Curable Sexually Transmitted Infections: Overview and Estimates (Geneva,
Switzerland: World Health Organization).

Xia, X. (2007). The 4G Site in Kozak Consensus Is Not Related to the Efficiency of
Translation Initiation. PloS One 2 5, €00689-20. doi: 10.1146/annurev.micro.
56.012302.161103

Yachdav, G., Kloppmann, E., Kajan, L., Hecht, M., Goldberg, T., Hamp, T., et al.
(2014). PredictProtein-an Open Resource for Online Prediction of Protein
Structural and Functional Features. Nucleic Acids Res. 42, W337-W343,
doi: 10.1093/NAR/GKU366

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 © 2021 Grieshaber, Runac, Turner, Dean, Appa, Omsland and Grieshaber.
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.

Frontiers in Cellular and Infection Microbiology | www.frontiersin.org

July 2021 | Volume 11 | Article 692224


https://doi.org/10.1371/journal.pone.0007723
https://doi.org/10.1016/s0092-8674(00)81824-3
https://doi.org/10.1073/pnas.88.9.3937
https://doi.org/10.1073/pnas.88.9.3937
https://doi.org/10.1111/j.1365-2958.2004.04459.x
https://doi.org/10.1021/ja0692480
https://doi.org/10.1371/journal.ppat.1002258
https://doi.org/10.1146/annurev.micro.56.012302.161103
https://doi.org/10.1146/annurev.micro.56.012302.161103
https://doi.org/10.1093/NAR/GKU366
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/cellular-and-infection-microbiology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/cellular-and-infection-microbiology#articles

	The sRNA Regulated Protein DdbA Is Involved in Development and Maintenance of the Chlamydia trachomatis EB Cell Form
	Introduction
	Material and Methods
	Cell Culture
	Vector Construction
	Chlamydial Transformation and Isolation
	Microscopy
	Transfection
	Fluorescence Staining
	Mammalian Ectopic Expression
	Ectopic Chlamydial Expression
	Ctr ddbAts Confocal Microscopy

	Replating Assay
	Recombinant Protein Purification and Analysis
	Biolayer Interferometry (BLI)
	DNase Activity Assay
	Genomic Isolation and Whole Genome Sequencing

	Results
	CTL0322 (DdbA) Is a DNA Binding Protein
	DdbA Has Nuclease Activity
	DdbA Is Involved in Proper EB Formation
	Maintenance of EB Infectivity
	Chromosomal Replication Index

	Discussion
	Data Availability Statement
	Author Contributions
	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 true
  /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 true
  /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 true
  /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


