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ABSTRACT Chlamydia is an obligate intracellular bacterium and the most common
reportable cause of human infection in the United States. This pathogen proliferates
inside a eukaryotic host cell, where it resides within a membrane-bound compart-
ment called the chlamydial inclusion. It has an unusual developmental cycle, marked
by conversion between a replicating form, the reticulate body (RB), and an infectious
form, the elementary body (EB). We found that the small molecule H89 slowed inclu-
sion growth and decreased overall RB replication by 2-fold but caused a 25-fold
reduction in infectious EBs. This disproportionate effect on EB production was mainly
due to a defect in RB-to-EB conversion and not to the induction of chlamydial per-
sistence, which is an altered growth state. Although H89 is a known inhibitor of spe-
cific protein kinases and vesicular transport to and from the Golgi apparatus, it did
not cause these anti-chlamydial effects by blocking protein kinase A or C or by in-
hibiting protein or lipid transport. Thus, H89 is a novel anti-chlamydial compound
that has a unique combination of effects on an intracellular Chlamydia infection.

KEYWORDS intracellular infection, developmental cycle, RB-to-EB conversion,
isoquinoline sulfonamide

C hlamydia is a genus of pathogenic bacteria of high importance to public health. In
the United States, more than 1.8 million cases of chlamydial infection are reported

to the CDC each year (1). Almost all of these cases are genital infections due to
Chlamydia trachomatis, which is the most common etiology of bacterial sexually trans-
mitted disease (2). C. trachomatis also causes trachoma, which is the most common
form of infectious blindness in the world (2). A related species, C. pneumoniae, causes
community-acquired pneumonia.

All Chlamydia species are obligate intracellular bacteria that share an unusual biphasic
developmental cycle (3). The elementary body (EB) is the infectious form that binds and
enters a eukaryotic host cell, where it remains within a membrane-bound vacuole called the
chlamydial inclusion. By 2 to 8h postinfection (hpi), the EB converts into a reticulate body
(RB), the replicating, but noninfectious, form of the bacterium. Expansion of the RB popula-
tion through multiple rounds of division is followed by asynchronous conversion of individ-
ual RBs into EBs. This conversion begins at about 24 hpi for C. trachomatis with the appear-
ance of conversion intermediates called intermediate bodies (IBs), which then become EBs
(4). IBs and EBs are morphologically different from RBs, and these three developmental forms
can be distinguished by electron microscopy (EM). Conversion is marked by expression of
late chlamydial genes that encode EB-specific proteins. Between 40 and 72 hpi, depending
on the species, EBs are released from the host cell by sequential lysis of the inclusion and
host cell (5) or by extrusion of the inclusion from an intact host cell (6).

The chlamydial inclusion is a dynamic organelle whose membrane is made up of
host-derived lipids and chlamydial proteins. It originates from an endocytic vesicle that
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expands 1,000-fold in volume during the intracellular infection (4). This dramatic
growth in inclusion volume and membrane surface area depends on the acquisition of
lipids from the host cell (7–9). The inclusion membrane also contains about 50 chla-
mydial proteins, called Incs, which are integral membrane proteins that mediate inter-
actions with the host cell (10, 11). Host proteins have been detected in the vicinity of
the inclusion (7, 12, 13), but only a few reports document their insertion into the inclu-
sion membrane (14).

Chlamydia obtains lipids by hijacking membrane-trafficking pathways of the host
cell (7, 15–17). For example, in an infected cell, post-Golgi vesicles are rerouted to
deliver host sphingolipids and cholesterol, but not proteins, to the inclusion and the
bacteria themselves (18–20). Vesicles that mediate anterograde and retrograde trans-
port between the endoplasmic reticulum (ER) and the Golgi apparatus are also impor-
tant for the infection (21–23). However, it is unclear how these vesicular trafficking
pathways are diverted during the intracellular Chlamydia infection and how they
deliver host lipids to the inclusion.

The small molecule H89 has been used as a tool for investigating vesicular transport
pathways. This isoquinoline sulfonamide was initially identified as a selective inhibitor
of protein kinase A (PKA), although it has also been found to inhibit a number of other
cellular serine/threonine kinases (24–29). H89-mediated disruption of PKA activity
blocks post-Golgi apparatus transport, but the negative effects of this compound on
ER-to-Golgi apparatus transport involve an unidentified host kinase (30–32).

In this study, we used H89 as a pharmacological tool to better understand the host
cell pathways that contribute to inclusion growth and progeny production during a
Chlamydia infection. We show that H89 treatment of C. trachomatis-infected cells
slowed inclusion growth and altered the chlamydial developmental cycle by reducing
both RB replication and RB-to-EB conversion. Mechanistic analyses revealed that these
phenotypes were not caused by inhibiting PKA or protein kinase C (PKC) activity or by
disrupting vesicular transport of host lipids or proteins.

RESULTS
H89 slows the growth of the chlamydial inclusion. We found that H89 treatment

of Chlamydia-infected cells produced a concentration-dependent reduction in inclu-
sion size (Fig. 1A and B). At 32 hpi, 25mM H89 decreased inclusion area by 92% com-
pared to control cells treated with vehicle, but this high concentration of H89 had sig-
nificant cytotoxic effects on the host cell (Fig. 1C). H89 at 6.25 mM, in contrast, had no
significant effect on inclusion size (Fig. 1A and B). Instead, we used 12.5mM H89 for all
experiments described in this study, because it reduced inclusion size by 78% without
affecting cell viability or the percentage of host cells with an inclusion, which is a mea-
sure of infection efficiency (Fig. 1A to C; see also Fig. S1A in the supplemental material).
H89 at 12.5mM also decreased C. trachomatis inclusion size in retinal pigment epithe-
lial (RPE-1) cells and in mouse embryonic fibroblasts (MEFs), demonstrating that this
phenotype is not cell type specific (Fig. 1D).

We next investigated how H89 alters inclusion growth during the course of the
Chlamydia infection. We measured the greatest effect at 24 hpi, when inclusions were
5-fold smaller than that in untreated control cells (Fig. 2A and B). H89 also produced
significantly smaller inclusions at 36 and 48 hpi. However, inclusions of H89-treated
cells continued to grow so that at 48 hpi the difference in size was only 1.4-fold (Fig.
2A and B) compared to that of the control cells. To ensure that H89 was effective
throughout the treatment period, we replenished the compound at 24 hpi but
observed a similar reduction in inclusion size, as in nonreplenished samples (Fig. S1B).
These results indicate that H89 slows, but does not completely block, inclusion growth,
and that H89 is stable for the duration of the intracellular Chlamydia infection.

H89 alters the chlamydial developmental cycle.We performed a series of experi-
ments to examine the effect of H89 on Chlamydia development. We first used quantita-
tive PCR (qPCR) to quantify the number of chlamydial genomes within each infected
cell as a measure of chlamydial replication. Compared to control cells, H89 treatment
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decreased the number of chlamydial genomes from 12 to 48 hpi (Fig. 3A and Fig. S2A).
At the late time of 48 hpi, the number of chlamydial genomes in H89-treated cells was
2-fold lower than that in control cells, indicating that this inhibitor reduced chlamydial
replication by a small but measurable amount.

As qPCR does not distinguish between RBs and EBs, we used progeny assays to
measure the effect of H89 on the production of infectious EBs. Prior to 24 hpi, the num-
ber of progeny with or without H89 treatment was very small (,1 inclusion-forming
units [IFU]/cell; data not shown). However, starting at 24 hpi, which is the time when
EBs are first detected (4), H89 greatly decreased the production of progeny. For exam-
ple, at 36 hpi, H89 treatment caused a 112-fold reduction from 1,914 to 17 progeny/
cell, and at 48 hpi, H89 treatment caused a 25-fold reduction from 3,200 to 130 prog-
eny/cell (Fig. 3B). Replenishing H89 at 24 hpi did not have additional inhibitory effects
on progeny (Fig. S3), further confirming that H89 retained its activity over the course
of the infection. Thus, our results show that the effects of H89 on infectious progeny
are more than 10-fold greater than those on total chlamydial numbers (Fig. 3C).

We next investigated if H89 causes this disproportionate reduction in infectious
chlamydiae by disrupting RB-to-EB conversion. As chlamydial late genes are
expressed during RB-to-EB conversion (33), we monitored the expression of the late
gene product OmcB, which is an outer membrane protein only present in EBs (34, 35).

FIG 1 H89 decreases C. trachomatis inclusion size. (A) HeLa cells grown on coverslips were infected
with C. trachomatis L2 at an MOI of 3 and treated from 1 to 32 h postinfection (hpi) with the
indicated concentrations of H89. Control cells (control) were incubated in the equivalent volume of
DMSO, which served as the solvent for H89. In these immunofluorescence images, chlamydiae are
detected with antibodies to the major out membrane protein MOMP (red) and chlamydial and host
DNA are stained with DAPI (blue). Scale bar, 10mm. (B) Quantification of the inclusion areas of the
cells in panel A. One hundred inclusions were measured for each condition. Data from one
representative experiment (n= 3) are shown as means 6 SD; ***, P, 0.001. n.s. indicates the data are
not statistically significant. (C) Viability of uninfected HeLa cells incubated with different
concentrations of H89 for 32 h was assessed with an MTT cell viability assay. Data were normalized to
the viability of untreated cells and are expressed as a percentage. Data are presented as means 6 SD
(n= 3); **, P# 0.01. (D) Immunofluorescence images of retinal pigment epithelial cells (RPE-1) and
mouse embryonic fibroblasts (MEFs) grown on coverslips, infected with C. trachomatis L2 at an MOI
of 3, and treated with 12.5 mM H89 from 1 to 32 hpi. Scale bar, 10mm.
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Immunofluorescence microscopy analysis detected fewer OmcB-positive foci in inclu-
sions of H89-treated cells than in controls at all three time points (Fig. 4A). Similarly,
Western blots showed that OmcB levels, after normalization to the loading control, glyc-
eraldehyde-3-phosphate dehydrogenase (GAPDH), were reduced in H89-treated cells by
73% at 36 hpi and 48% at 48 hpi (Fig. 4B and C). Protein levels of MOMP, an outer mem-
brane protein expressed by all chlamydial forms, were not significantly reduced by H89
at these time points when normalized to GAPDH (Fig. 4B and D). H89 also reduced the
expression of two other late gene products, Hc1 and Hc2, which are both involved in
DNA condensation and EB production (Fig. S4) (34). These results provide evidence that
H89 decreases the expression of late chlamydial genes.

As a complementary method to assess RB-to-EB conversion and EB production, we
examined the effect of H89 on C. trachomatis-infected cells by electron microscopy
(Fig. 4E). At 32 hpi, control cells contained a mixture of RBs, IBs, and EBs, as previously
noted (4). In contrast, H89-treated cells and control cells had equivalent numbers of
RBs but a 10-fold reduction in EBs (Fig. 4F). We did not detect aberrant bodies, which
are abnormally large RBs present during the altered growth state of chlamydial persist-
ence, which can be induced by tryptophan deprivation or antibiotic exposure (36). We
conclude that H89 reduces the number of infectious progeny by limiting RB-to-EB
conversion.

H89 treatment at 12.5 lM does not alter vesicular trafficking of proteins or
lipids in Chlamydia-infected cells. We next examined if the anti-chlamydial effects of
H89 were due to disruption of ER-to-Golgi and post-Golgi apparatus transport. For
these studies, we used C1 HeLa cells, in which protein trafficking can be easily
observed because they stably express the green fluorescent protein (GFP)-tagged
FM4-hGH transport reporter (37). FM4-hGH accumulates in the ER, but the addition of

FIG 2 H89 delays Chlamydia inclusion growth. (A) Immunofluorescence images of Chlamydia
trachomatis L2-infected HeLa cells treated with H89 starting at 1 hpi. Samples were fixed at the
indicated time points. Chlamydiae were stained with antibodies to MOMP (red), while chlamydial and
host DNA was detected with DAPI (blue). Scale bar is 10mm. (B) Quantification of inclusion surface
areas for the cells in panel A. One hundred inclusions were measured for each condition. Data from
one representative experiment are presented as means 6 SD (n= 3); ***, P, 0.001.
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the D/D solubilizer promotes transport of the reporter from the ER to the Golgi appara-
tus and then to the plasma membrane for secretion.

H89 at 12.5mM did not alter protein trafficking in Chlamydia-infected C1 HeLa cells,
as determined by fluorescence microscopy. At time zero, each condition had 100%
GFP reporter localization at the ER (Fig. 5A and B). In nearly 100% of control and H89-
treated cells, the GFP reporter left the ER after solubilizer addition and reached the
Golgi apparatus by 20 min (Fig. 5A and B). After 100 min, the reporter was released
from the cell, as measured by loss of the GFP signal (Fig. 5A and B). In contrast, FM4-
hGH remained in the ER in.97% of cells treated with 100mM H89, a concentration
that is known to block protein trafficking (30) (Fig. 5B). To control for the smaller inclu-
sion size of H89-treated cells, we also compared H89-treated cells at 36 hpi with
untreated control cells at 24 hpi (Fig. S5A and B) and found that protein secretion
occurred independently of the size of inclusions in H89-treated cells.

We also tested if 12.5mM H89 disrupts the vesicular delivery of lipids to the inclusion
and chlamydiae. In a well-established ceramide transport assay, the fluorescent ceramide
analog C6-NBD ceramide is converted into C6-NBD sphingomyelin in the Golgi apparatus
and then incorporated into the inclusion membrane and chlamydiae (19, 20). To account
for the reduced inclusion size of H89-treated cells, we performed this assay at 36 hpi for
H89-treated samples and 24 hpi for controls (Fig. S6). At 0 min, C6-NBD ceramide was in
the cytosol, only faintly present in the Golgi apparatus, and absent from the inclusion.
After 20 min, fluorescent sphingomyelin was at the Golgi apparatus but was also detected
in bacterial membranes of control and H89-treated cells. As a positive control, we showed
that brefeldin A (19), which inhibits trafficking to the inclusion, completely blocked C6-
NBD ceramide delivery. We conclude that 12.5mM H89 is unlikely to block inclusion
growth and EB production by disrupting host protein or lipid transport pathways.

H89 does not inhibit PKA or PKC activity in Chlamydia-infected cells. We tested
if H89 altered chlamydial infection through its known inhibitory effects on protein ki-
nase A (PKA). For this experiment, we compared C. trachomatis infection in the stable
PKA knockout cell line mpkCCD (KO) and its wild-type (WT) counterpart (27). H89
caused a similar decrease in inclusion size (Fig. 6A) and progeny (Fig. 6B) for both PKA

FIG 3 H89 causes a greater effect on infectious progeny than on chlamydial replication. (A) The
number of chlamydial genomes in infected, H89-treated HeLa cells was determined via qPCR at the
indicated time points and normalized to the number of host cells. Data are presented as means 6
SD (n= 3). **, P# 0.01; ***, P# 0.001. (B) The number of infectious EBs was determined in a progeny
assay for infected control and H89-treated HeLa cells at the indicated time points and normalized to
the number of host cells. Data are presented as means 6 SD (n=3); **, P# 0.01; ***, P, 0.001. (C)
The numbers of chlamydial genomes and infectious progeny in H89-treated samples were normalized
to their untreated control counterparts (control = 100%) and expressed as a percentage to indicate
relative effect of H89.
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KO and wild-type cells. We verified that infection efficiency in PKA KO cells was similar
to that in wild-type cells (data not shown).

We also investigated if H89 has negative effects on Chlamydia infection by inhibi-
ting protein kinase C (PKC), another known H89 target in host cells. PKC is relevant to
the Chlamydia infection because phosphorylated PKC substrates have been detected
at the inclusion membrane (25, 38). However, immunofluorescence microscopy analy-
sis showed that phosphorylated PKC substrates were still present at the inclusion in
H89-treated cells (Fig. 6C). Thus, the H89-induced phenotypes in Chlamydia-infected
cells are unlikely to be caused by inhibition of PKA or PKC activity.

FIG 4 H89 delays expression of an EB-specific protein and reduces the number of EBs. (A) C. trachomatis L2-
infected HeLa cells were treated with H89 at 1 hpi and imaged at the indicated time points. EBs were stained
with antibodies to OmcB, while all chlamydial developmental forms were detected with antibodies to MOMP.
Scale bar, 10mm. (B) Western blot analysis of total cell lysates from infected cells treated as described for panel A.
The levels of OmcB and MOMP are shown. GAPDH served as a loading control. A representative blot is shown
(n=4). (C) Quantification of OmcB protein levels from the Western blots in panel B. OmcB levels were normalized
to the GAPDH loading control. The data are presented as arbitrary units (AU) and means 6 SD (n=4);
**, P# 0.01; ***, P# 0.001. n.s. indicates that the data are not statistically significant. (D) Quantification of MOMP
protein levels from the Western blots in panel B. MOMP levels were normalized to the GAPDH loading control.
Data are presented as arbitrary units (AU; mean 6 SD) (n=4); ***, P# 0.001. n.s. indicates the data are not
statistically significant. (E) Electron micrographs (EM) of infected cells untreated or treated with H89 from 1 to 32
hpi. Scale bar, 2mm. The different chlamydial developmental forms are indicated: EB, elementary body; IB,
intermediate body; and RB, reticulate body. (F) The numbers of EBs and RBs, detected by EM in 32-hpi inclusions
of control and H89-treated infections, were quantified. The data are presented as means 6 SD for control (n=7
inclusions) and H89 (n=8 inclusions) treatments; ***, P# 0.001; n.s., not statistically significant.
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DISCUSSION
In this study, we examined the effects of the small molecule H89 on intracellular

Chlamydia infection. We found that this compound slowed inclusion growth and dis-
rupted the chlamydial developmental cycle. H89 decreased the production of infec-
tious progeny by causing a small reduction in RB replication and a much larger
decrease in RB-to-EB conversion. The effects of H89 on the infection were not caused
by inhibiting two known kinase targets or vesicular transport pathways.

The initial goal of this study was to use a pharmacological approach to examine the
role of host vesicular transport during chlamydial infection. We chose H89, because
this small molecule disrupts vesicular transport to and from the Golgi apparatus in
uninfected cells at concentrations of up to 100mM and incubation times of up to 2 h
(30–32). However, H89 treatment at these high concentrations over the 2-day course
of the intracellular C. trachomatis infection was toxic to the host cell. Therefore, we
used a concentration of 12.5mM, which had no cytotoxic effects on the host cell and
did not interfere with protein and lipid transport, but still altered both the chlamydial
inclusion and developmental cycle.

Our data indicate that H89 slows, but does not abolish, inclusion growth. The treat-
ment with this compound decreased inclusion size at all time points measured. The
greatest size difference was at 24 hpi, but the inclusion size gradually caught up so
that there was only a modest 1.4-fold difference at 48 hpi. A defect in host lipid acqui-
sition is known to interfere with inclusion growth. While we showed that H89 did not
alter sphingomyelin transport to the inclusion, we cannot exclude the possibility that
H89 interferes with the acquisition of other host lipids.

A number of small molecules have been shown to inhibit the intracellular
Chlamydia infection by reducing inclusion size and, in some cases, infectious progeny
(39–45). However, failure to produce progeny could be due to defects at various steps
in the developmental cycle, including EB entry, EB-to-RB conversion, RB replication,

FIG 5 H89 at 12.5mM does not alter ER-to-Golgi or post-Golgi apparatus trafficking in Chlamydia-
infected cells. (A) C1 HeLa cells, which express the GFP-tagged transport reporter protein FM4-hGH
(green), were infected and treated with H89 at 1 hpi. At 32 hpi, cells were incubated with solubilizer
for 0, 20, or 100 min and then fixed and processed for fluorescence microscopy analysis. The Golgi
apparatus was visualized with antibodies to GM130 (red), and chlamydial and host DNA were stained
with DAPI (blue). The bottom panel shows a control sample in which infected C1 HeLa cells were
treated with 100mM H89 from 30 to 32 hpi before the addition of solubilizer at 32 hpi. Chlamydial
inclusions are outlined with white, dashed lines. Scale bar, 10mm. (B) The number of cells with GFP-
tagged FM4-hGH at either the ER or the Golgi apparatus was normalized to the control and
expressed as a percentage for the indicated time points after solubilizer addition (minutes). The data
are presented as means 6 SD (n= 3).
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and RB-to-EB conversion. KSK120, an inhibitor of C. trachomatis glucose metabolism,
has been shown to primarily cause a defect in chlamydial replication (46, 47). Studies
on other inhibitors that decrease infectious progeny have not distinguished between
effects on RB replication and RB-to-EB conversion, where the latter would only
decrease the production of EBs but not RBs.

Our studies identified RB-to-EB conversion as the main step in the chlamydial devel-
opmental cycle that is inhibited by H89. Chlamydia-infected cells treated with H89
could support RB replication, albeit with a 2-fold reduction in total chlamydial num-
bers. However, the difference between this small replication defect and the 25-fold
reduction in infectious progeny indicates a postreplication defect in EB production.
Through multiple lines of evidence, we demonstrate that H89 disrupts RB-to-EB con-
version. Specifically, we measured decreased expression of EB-specific gene products
by Western blotting and microscopy analysis, detected fewer EBs relative to RBs by EM,
and observed a reduced number of infectious EBs in progeny assays.

H89 did not interfere with RB-to-EB conversion by inducing chlamydial persistence.
Agents such as gamma interferon and penicillin lead to persistence by causing a gen-
eral block in RB-to-EB conversion with decreased late gene expression and EB produc-
tion (36, 48). However, a cardinal feature of persistence is a concomitant replication
defect that results in very large, nondividing RBs called aberrant bodies (49). In our EM
studies of H89-treated cells, there were no aberrant bodies; instead, we only detected
normal-appearing RBs and dividing RBs, which is consistent with ongoing RB
replication.

H89 may exert its effects on Chlamydia infection through its known role as an inhib-
itor of specific host protein kinases. The best-characterized target of H89 is PKA, which
regulates transcription, protein expression, and cell growth and differentiation (50, 51).
In Coxiella burnetii, PKA promotes formation of the parasitophorous vacuole and

FIG 6 H89 effects on Chlamydia development are not due to inhibition of PKA or PKC. (A) mpkCCD
WT and PKA knockout (PKA KO) cell lines were infected with C. trachomatis L2 and either left
untreated or treated with 12.5mM H89 from 1 to 32 hpi. Cells were fixed and subjected to
immunofluorescence microscopy analysis with antibodies to MOMP (red). Chlamydial and host DNA
were stained with DAPI (blue). Scale bar, 10mm. (B) Production of infectious EBs (progeny assay) was
measured for the cells treated as described for panel A, normalized to the number of host cells, and
presented as means 6 SD (n= 3); **, P# 0.01; ***, P, 0.001; n.s., not statistically significant. (C)
Immunofluorescence images of C. trachomatis L2-infected HeLa cells fixed at 24 hpi and stained with
an antibody that recognizes phosphorylated PKC substrates (green). Chlamydiae were detected with
antibodies to MOMP (red). Chlamydial and host DNA were stained with DAPI (blue). Scale bar, 10mm.
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production of infectious progeny (52, 53). However, we found that PKA was not neces-
sary for the C. trachomatis infection and that H89 still altered inclusion size and EB pro-
duction in PKA knockout cells. PKC is another target of H89 (24, 25). This kinase and its
phosphorylated substrates are recruited to the chlamydial inclusion (38). However, H89
did not alter the localization of phosphorylated PKC substrates to the inclusion, sug-
gesting that H89 acts through other kinases, including MSK1, S6K1, PKB, and ROCK-II
(25, 27–29). Notably, H89 was shown to reduce intracellular Salmonella growth by in-
hibiting PKB/AKT1 activity (54), but it is not known if these host kinases have roles in
inclusion growth and chlamydial development. In addition, H89 might inhibit chlamyd-
ial kinases, such as Pkn1, PknD, and Pkn5 (34, 55). Additional studies that are beyond
the scope of the manuscript will explore the specific H89 target(s) whose disruption
produces the strong phenotypes that we observed.

In conclusion, H89 treatment of Chlamydia-infected cells has inhibitory effects on
both the chlamydial inclusion and the developmental cycle. Our detailed analysis
showed that H89 reduces the production of infectious progeny by causing both a small
decrease in RB replication and a much larger defect in RB-to-EB conversion. Conversion
from an RB to an EB is a critical step for spreading the intracellular Chlamydia infection
to a new host cell. However, to the best of our knowledge, no other pharmacological
inhibitor has been shown to interrupt RB-to-EB conversion without causing chlamydial
persistence. This distinct property makes H89 a useful tool that may lead to new anti-
chlamydial therapeutic strategies.

MATERIALS ANDMETHODS
Pharmacological compounds. H89 (hydrochloride; CAS 130964-39-5; Cayman Chemical) was recon-

stituted in dimethyl sulfoxide (DMSO). D/D solubilizer (635054; TakaRa) was used at a final concentration
of 1mM. Brefeldin A (AAJ62340MA; Fisher Scientific) was used at a final concentration of 1mg/ml.

Antibodies used in this study. Primary antibodies used were monoclonal mouse anti-MOMP (gen-
erous gift from Ellena Peterson, University of California, Irvine) (56), polyclonal rabbit anti-OmcB (gener-
ous gift from Guangming Zhong, UT Health San Antonio) (57), polyclonal rabbit anti-Hc1 and polyclonal
rabbit anti-Hc2 (generous gifts from Ted Hackstadt, Rocky Mountain Laboratories, NIAID, NIH, Hamilton,
Montana) (58), anti-GM130 (610822; BD Transduction Laboratories), anti-phosphorylated PKC substrates
(2261S; Cell Signaling), anti-GAPDH (sc-47724; Santa Cruz), and anti-a-tubulin (T5168; Sigma).
Fluorescent secondary antibodies for immunofluorescence microscopy used were donkey anti-rabbit
IgG Alexa Fluor 488 (A21206; Invitrogen) and donkey anti-mouse IgG Alexa Fluor 555 (A31570;
Invitrogen). Fluorescent secondary antibodies for Western blots were goat anti-rabbit IgG LI-COR IRDye
680 (926-680-71; Fisher Scientific) and goat anti-mouse IgG LI-COR IRDye 800 (926-32210; Fisher
Scientific).

Cell culture and Chlamydia infection. HeLa, RPE-1, and MEF cell lines were purchased from ATCC
and cultured at 37°C and 5.0% CO2 in Dulbecco’s modified Eagle medium (DMEM) (11995-065; Gibco)
supplemented with 10% fetal bovine serum (FBS) (S11550; Atlanta Biologicals). mpkCCD WT and PKA
knockout cell lines were a generous gift from Mark Knepper (National Institutes of Health, Bethesda,
MD) and were grown in DMEM supplemented with 10% FBS. C1 HeLa cells stably expressing GFP-tagged
FM4-hGH were kindly provided by Andrew Peden (University of Sheffield, England). All experiments
were conducted in HeLa cells unless stated otherwise.

Monolayers of HeLa cells were infected with C. trachomatis serovar L2, strain L2/434/Bu (ATCC VR-
902B), at a multiplicity of infection (MOI) of 3 in SPG (200mM sucrose, 20mM sodium phosphate, and
5mM glutamate, pH 7.2) and centrifuged at 700 ! g for 1 h at room temperature. After centrifugation,
the inoculum was removed and replaced with 500ml of DMEM supplemented with 10% FBS. C. tracho-
matis infections in other cell lines were carried out under the same conditions.

Chlamydia infections with inhibitor. H89 was added to infected monolayers immediately after the
1-h centrifugation step. This inhibitor was present in the medium for the duration of the infection. In
replenishment studies, we replaced the medium with fresh medium and fresh inhibitor at 24 hpi.

Immunofluorescence microscopy. Cells, grown and infected on glass coverslips, were fixed in ei-
ther cold 4% paraformaldehyde or 100% ice-cold methanol for 10 min. Cells were permeabilized and
incubated in blocking buffer (2% FBS, 0.1% Triton) for 30 min at room temperature. C. trachomatis was
visualized with a monoclonal mouse antibody against the major outer membrane protein (MOMP).
Coverslips were mounted with ProLong Glass antifade containing NucBlue to stain DNA (P36985;
Invitrogen). Immunofluorescence microscopy images were acquired on a Zeiss Axiovert 200M micro-
scope. Inclusion areas were quantified by manual tracing using ImageJ software.

Viability assay. Toxic effects of the inhibitor on uninfected host cells were assessed with the MTT
assay per the manufacturer’s protocol (ab211091; Abcam).

Infection efficiency. HeLa cells infected with C. trachomatis at an MOI of 3 were treated with
12.5mM H89 starting at 1 h postinfection (hpi). At 32 hpi, samples were fixed in ice-cold methanol, per-
meabilized, blocked, and then stained for MOMP. The number of cells containing an inclusion was
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quantified from 10 different fields using a 63! objective. The data were expressed as a percentage of
cells with an inclusion, which is reflective of infection efficiency.

qPCR. The number of chlamydial genomes per infected HeLa cell was measured by qPCR. A plasmid
containing the C. trachomatis euo gene was used to generate a standard curve from which the
Chlamydia copy number was calculated. PCRs with primers to the host cell gene GAPDH were performed
to generate a PCR product that was used to calculate the total number of host cells. The total number of
Chlamydia genomes per cell was calculated by normalizing Chlamydia copy number (EUO) to the respec-
tive GAPDH values. Primer sequences for EUO were 59-TTATTCCGTGGGACAAGTGG-39 (forward primer)
and 59-TGCAAGACTTTTCCCTTTGC-39 (reverse primer). Primer sequences for GAPDH were 59-
GGCGCTCACTGTTCTCTCCC-39 (forward primer) and 59-CGCAAGGCTCGTAGACGCG-39 (reverse primer).
Each qPCR utilized SsoAdvanced universal SYBR green supermix (1725271; Bio-Rad) and was run on a
Bio-Rad thermocycler.

Progeny assay. C. trachomatis-infected cells were treated with H89 starting at 1 hpi. At the indicated
time point after infection, cells were washed with 1! PBS, which was then replaced with 500ml cold
SPG. Cells were lysed by freezing at280°C for 30 min, followed by thawing at 37°C for 15 min and vigor-
ous vortexing. Cell lysates were serially diluted in SPG and used to reinfect fresh monolayers of HeLa
cells in the absence of inhibitor. At 27 hpi, cells were fixed in ice-cold methanol, and numbers of inclu-
sion forming units were determined via immunofluorescence microscopy using an antibody to MOMP.
The number of inclusions was determined from 10 fields of view observed with a 20! objective. The
number of progeny per cell was determined by dividing the total number of infectious progeny (IFU/ml)
by the number of host cells present at the start of the infection. The number of host cells was quantified
by manual counting of trypsinized cells on a hemocytometer.

Western blotting. Cell lysates were prepared by lysing cells directly in 2% SDS (59), followed by boil-
ing of the samples at 95°C for 5 min. Equal volumes of lysate were loaded, separated by SDS-PAGE, and
transferred onto nitrocellulose membranes. Membranes were blocked with 5% bovine serum albumin
(BSA) in 1! Tris-buffered saline containing 0.1% Tween 20 (TBS-T). The membranes were imaged on an
Odyssey CLx Li-COR machine.

EM. C. trachomatis-infected HeLa cells were fixed with 2% EM-grade paraformaldehyde (100503-917;
VWR) and 2.5% EM-grade glutaraldehyde (NC9861069; Fisher Scientific) for 30 min at room temperature
and then overnight at 4°C. Samples were processed and imaged by the Electron Microscopy Core
Imaging Facility at the University of Maryland School of Dentistry.

Protein transport assay. C1 HeLa cells stably expressing GFP-tagged FM4-hGH were infected with
C. trachomatis at an MOI of 3 and grown in the presence or absence of 12.5mM H89 starting at 1 hpi.
Infected cells were treated for up to 100 min with D/D solubilizer at a final concentration of 1mM, fixed,
and analyzed by fluorescence microscopy. As a positive control, infected cells were incubated with
100mM H89, a concentration known to inhibit protein transport to the cell surface (30), for 2 h prior to
solubilizer addition.

C6-NBD ceramide lipid transport assay. This lipid transport assay was performed as described pre-
viously (8). In brief, HeLa cells, seeded on coverslips and infected with C. trachomatis at an MOI of 3,
were grown in the presence or absence of 12.5mM H89. To compare the effect of H89 on lipid transport
for inclusions of similar size, control samples were assayed at 24 hpi and H89 samples at 36 hpi. At the
indicated time points postinfection, cells were shifted to 4°C for 30 min and washed twice with ice-cold
Eagle minimal essential medium (EMEM; 50188268FP; Fisher Scientific). They were then incubated with
EMEM supplemented with 0.035% defatted BSA (9048-46-8; Fisher Scientific), 5mM C6-NBD ceramide
(NC0339630; Fisher Scientific), and H89. After a 60-min incubation at 4°C, which facilitated C6-NBD cer-
amide labeling, unincorporated C6-NBD ceramide was removed by washing twice with EMEM. Cells were
then incubated with EMEM containing 0.75% defatted BSA and H89 for the times indicated at 37°C, fol-
lowed by staining with 49,6-diamidino-2-phenylindole (DAPI) and mounting for immediate observation
by fluorescence microscopy. As a positive control, cells were treated with brefeldin A, which inhibits cer-
amide transport to the inclusion (19), from 21 to 24 hpi, followed by sample harvesting and analysis at
24 hpi.

Statistical analysis. For each experiment, at least 3 independent biological replicates were per-
formed, and results are presented as means 6 standard deviations (SD). Data were analyzed by
unpaired, two-tailed t tests on GraphPad Prism software, version 8.

SUPPLEMENTAL MATERIAL
Supplemental material is available online only.
SUPPLEMENTAL FILE 1, PDF file, 4.3 MB.

ACKNOWLEDGMENTS
We thank Ru-Ching Hsia and the University of Maryland School of Medicine Center

for Innovative Biomedical Resources Electron Microscopy Core Imaging Facility–
Baltimore, Maryland, for producing the electron microscopy images. We thank Ellena
Peterson, Guangming Zhong, Ted Hackstadt, Kelley Moremen, Mark Knepper, and
Andrew Peden for sharing reagents and providing technical advice.

We have no conflicts of interest to declare.

Muñoz et al. Infection and Immunity

July 2021 Volume 89 Issue 7 e00729-20 iai.asm.org 10

D
ow

nl
oa

de
d 

fro
m

 h
ttp

s:/
/jo

ur
na

ls.
as

m
.o

rg
/jo

ur
na

l/i
ai

 o
n 

10
 Ja

nu
ar

y 
20

22
 b

y 
13

9.
78

.2
27

.8
8.

https://iai.asm.org


K.J.M. was supported by a National Science Foundation graduate research
fellowship (ID 2018262334). K.W. was supported by a National Institutes of Health T32
training grant (AI 141346-1 A1). This research was also supported by R01AI044198 to
M.T. and R01AI151212 to M.T. and C.S.

REFERENCES
1. Centers for Disease Control and Prevention. 2019. CDC–Chlamydia statis-

tics. Centers for Disease Control and Prevention, Atlanta, GA. https://www
.cdc.gov/std/chlamydia/stats.htm.

2. Batteiger BE, Tan M. 2019. Chlamydia trachomatis (trachoma and urogeni-
tal infections), p 2301–2319. In Principles and practice of infectious dis-
eases. Elsevier Inc., Philadelphia, PA.

3. Moulder JW. 1991. Interaction of chlamydiae and host cells in vitro. Micro-
biol Rev 55:143–190. https://doi.org/10.1128/MR.55.1.143-190.1991.

4. Lee JK, Enciso GA, Boassa D, Chander CN, Lou TH, Pairawan SS, Guo MC,
Wan FYM, Ellisman MH, Sütterlin C, Tan M. 2018. Replication-dependent
size reduction precedes differentiation in Chlamydia trachomatis. Nat
Commun 9:45. https://doi.org/10.1038/s41467-017-02432-0.

5. Snavely EA, Kokes M, Dunn JD, Saka HA, Nguyen BD, Bastidas RJ, McCafferty
DG, Valdivia RH. 2014. Reassessing the role of the secreted protease CPAF in
Chlamydia trachomatis infection through genetic approaches. Pathog Dis
71:336–351. https://doi.org/10.1111/2049-632X.12179.

6. Hybiske K, Stephens RS. 2007. Mechanisms of host cell exit by the intracel-
lular bacterium Chlamydia. Proc Natl Acad Sci U S A 104:11430–11435.
https://doi.org/10.1073/pnas.0703218104.

7. Elwell CA, Engel JN. 2012. Lipid Acquisition by Intracellular Chlamydiae.
Cell Microbiol 14:1010–1018. https://doi.org/10.1111/j.1462-5822.2012
.01794.x.

8. Moore ER. 2012. Sphingolipid trafficking and purification in Chlamydia
trachomatis-infected cells. Curr Protoc Microbiol Chapter:Unit 11A.2.
https://doi.org/10.1002/9780471729259.mc11a02s27.

9. Moore ER, Fischer ER, Mead DJ, Hackstadt T. 2008. The chlamydial inclu-
sion preferentially intercepts basolaterally directed sphingomyelin-con-
taining exocytic vacuoles. Traffic 9:2130–2140. https://doi.org/10.1111/j
.1600-0854.2008.00828.x.

10. Moore ER, Ouellette SP. 2014. Reconceptualizing the chlamydial inclusion
as a pathogen-specified parasitic organelle: an expanded role for Inc pro-
teins. Front Cell Infect Microbiol 4:157. https://doi.org/10.3389/fcimb
.2014.00157.

11. Weber MM, Bauler LD, Lam J, Hackstadt T. 2015. Expression and localiza-
tion of predicted inclusion membrane proteins in Chlamydia trachomatis.
Infect Immun 83:4710–4718. https://doi.org/10.1128/IAI.01075-15.

12. Aeberhard L, Banhart S, Fischer M, Jehmlich N, Rose L, Koch S, Laue M,
Renard BY, Schmidt F, Heuer D. 2015. The proteome of the isolated Chla-
mydia trachomatis containing vacuole reveals a complex trafficking plat-
form enriched for retromer components. PLoS Pathog 11:e1004883.
https://doi.org/10.1371/journal.ppat.1004883.

13. Rzomp KA, Scholtes LD, Briggs BJ, Whittaker GR, Scidmore MA. 2003. Rab
GTPases are recruited to chlamydial inclusions in both a species-depend-
ent and species-independent manner. Infect Immun 71:5855–5870.
https://doi.org/10.1128/iai.71.10.5855-5870.2003.

14. Hasegawa A, Sogo LF, Tan M, Sütterlin C. 2009. Host complement regula-
tory protein CD59 is transported to the chlamydial inclusion by a Golgi
apparatus-independent pathway. Infect Immun 77:1285–1292. https://
doi.org/10.1128/IAI.01062-08.

15. Derré I. 2015. Chlamydiae interaction with the endoplasmic reticulum:
contact, function and consequences. Cell Microbiol 17:959–966. https://
doi.org/10.1111/cmi.12455.

16. Derré I. 2017. Hijacking of membrane contact sites by intracellular bacte-
rial pathogens. Adv Exp Med Biol 997:211–223. https://doi.org/10.1007/
978-981-10-4567-7_16.

17. Heuer D, Rejman Lipinski A, Machuy N, Karlas A, Wehrens A, Siedler F,
Brinkmann V, Meyer TF. 2009. Chlamydia causes fragmentation of the
Golgi compartment to ensure reproduction. Nature 457:731–735. https://
doi.org/10.1038/nature07578.

18. Carabeo RA, Mead DJ, Hackstadt T. 2003. Golgi-dependent transport of
cholesterol to the Chlamydia trachomatis inclusion. Proc Natl Acad Sci
U S A 100:6771–6776. https://doi.org/10.1073/pnas.1131289100.

19. Hackstadt T, Scidmore MA, Rockey DD. 1995. Lipid metabolism in Chla-
mydia trachomatis-infected cells: directed trafficking of Golgi-derived

sphingolipids to the chlamydial inclusion. Proc Natl Acad Sci U S A
92:4877–4881. https://doi.org/10.1073/pnas.92.11.4877.

20. Hackstadt T, Rockey DD, Heinzen RA, Scidmore MA. 1996. Chlamydia tra-
chomatis interrupts an exocytic pathway to acquire endogenously synthe-
sized sphingomyelin in transit from the Golgi apparatus to the plasma
membrane. EMBO J 15:964–977. https://doi.org/10.1002/j.1460-2075.1996
.tb00433.x.

21. Derré I, Pypaert M, Dautry-Varsat A, Agaisse H. 2007. RNAi screen inDrosoph-
ila cells reveals the involvement of the Tom complex in Chlamydia infection.
PLoS Pathog 3:e155. https://doi.org/10.1371/journal.ppat.0030155.

22. Dickinson MS, Anderson LN, Webb-Robertson B-JM, Hansen JR, Smith RD,
Wright AT, Hybiske K. 2019. Proximity-dependent proteomics of the Chla-
mydia trachomatis inclusion membrane reveals functional interactions
with endoplasmic reticulum exit sites. PLoS Pathog 15:e1007698. https://
doi.org/10.1371/journal.ppat.1007698.

23. Park JS, Helble JD, Lazarus JE, Yang G, Blondel CJ, Doench JG, Starnbach
MN, Waldor MK. 2019. A FACS-based genome-wide CRISPR screen reveals
a requirement for COPI in Chlamydia trachomatis invasion. iScience
11:71–84. https://doi.org/10.1016/j.isci.2018.12.011.

24. Bain J, Plater L, Elliott M, Shpiro N, Hastie CJ, McLauchlan H, Klevernic I,
Arthur JSC, Alessi DR, Cohen P. 2007. The selectivity of protein kinase
inhibitors: a further update. Biochem J 408:297–315. https://doi.org/10
.1042/BJ20070797.

25. Davies SP, Reddy H, Caivano M, Cohen P. 2000. Specificity and mechanism
of action of some commonly used protein kinase inhibitors. Biochem J
351:95–105. https://doi.org/10.1042/0264-6021:3510095.

26. Jamora C, Yamanouye N, Van Lint J, Laudenslager J, Vandenheede JR,
Faulkner DJ, Malhotra V. 1999. Gbg-mediated regulation of Golgi organi-
zation is through the direct activation of protein kinase D. Cell 98:59–68.
https://doi.org/10.1016/S0092-8674(00)80606-6.

27. Limbutara K, Kelleher A, Yang C-R, Raghuram V, Knepper MA. 2019. Phos-
phorylation changes in response to kinase inhibitor H89 in PKA-null cells.
Sci Rep 9:2814. https://doi.org/10.1038/s41598-019-39116-2.

28. Lochner A, Moolman JA. 2006. The many faces of H89: a review. Cardio-
vasc Drug Rev 24:261–274. https://doi.org/10.1111/j.1527-3466.2006
.00261.x.

29. Murray AJ. 2008. Pharmacological PKA inhibition: all may not be what it
seems. Sci Signal 1:re4. https://doi.org/10.1126/scisignal.122re4.

30. Aridor M, Balch WE. 2000. Kinase signaling initiates coat complex II (COPII)
recruitment and export from the mammalian endoplasmic reticulum. J
Biol Chem 275:35673–35676. https://doi.org/10.1074/jbc.C000449200.

31. Lee TH, Linstedt AD. 2000. Potential role for protein kinases in regulation
of bidirectional endoplasmic reticulum-to-Golgi transport revealed by
protein kinase inhibitor H89. Mol Biol Cell 11:2577–2590. https://doi.org/
10.1091/mbc.11.8.2577.

32. Muñiz M, Martín ME, Hidalgo J, Velasco A. 1997. Protein kinase A activity
is required for the budding of constitutive transport vesicles from the
trans-Golgi network. Proc Natl Acad Sci U S A 94:14461–14466. https://doi
.org/10.1073/pnas.94.26.14461.

33. Rosario CJ, Tan M. 2020. Chapter 10: Chlamydia gene regulation, p
219–240. In Chlamydia Biology: from genome to disease. Caister Aca-
demic Press, Norfolk, UK.

34. Belland RJ, Zhong G, Crane DD, Hogan D, Sturdevant D, Sharma J, Beatty
WL, Caldwell HD. 2003. Genomic transcriptional profiling of the develop-
mental cycle of Chlamydia trachomatis. Proc Natl Acad Sci U S A
100:8478–8483. https://doi.org/10.1073/pnas.1331135100.

35. Shaw EI, Dooley CA, Fischer ER, Scidmore MA, Fields KA, Hackstadt T.
2000. Three temporal classes of gene expression during the Chlamydia
trachomatis developmental cycle. Mol Microbiol 37:913–925. https://doi
.org/10.1046/j.1365-2958.2000.02057.x.

36. Panzetta ME, Valdivia RH, Saka HA. 2018. Chlamydia persistence: a survival
strategy to evade antimicrobial effects in-vitro and in-vivo. Front Micro-
biol 9:3101. https://doi.org/10.3389/fmicb.2018.03101.

H89 Alters Chlamydia Inclusion Growth and EB Formation Infection and Immunity

July 2021 Volume 89 Issue 7 e00729-20 iai.asm.org 11

D
ow

nl
oa

de
d 

fro
m

 h
ttp

s:/
/jo

ur
na

ls.
as

m
.o

rg
/jo

ur
na

l/i
ai

 o
n 

10
 Ja

nu
ar

y 
20

22
 b

y 
13

9.
78

.2
27

.8
8.

https://www.cdc.gov/std/chlamydia/stats.htm
https://www.cdc.gov/std/chlamydia/stats.htm
https://doi.org/10.1128/MR.55.1.143-190.1991
https://doi.org/10.1038/s41467-017-02432-0
https://doi.org/10.1111/2049-632X.12179
https://doi.org/10.1073/pnas.0703218104
https://doi.org/10.1111/j.1462-5822.2012.01794.x
https://doi.org/10.1111/j.1462-5822.2012.01794.x
https://doi.org/10.1002/9780471729259.mc11a02s27
https://doi.org/10.1111/j.1600-0854.2008.00828.x
https://doi.org/10.1111/j.1600-0854.2008.00828.x
https://doi.org/10.3389/fcimb.2014.00157
https://doi.org/10.3389/fcimb.2014.00157
https://doi.org/10.1128/IAI.01075-15
https://doi.org/10.1371/journal.ppat.1004883
https://doi.org/10.1128/iai.71.10.5855-5870.2003
https://doi.org/10.1128/IAI.01062-08
https://doi.org/10.1128/IAI.01062-08
https://doi.org/10.1111/cmi.12455
https://doi.org/10.1111/cmi.12455
https://doi.org/10.1007/978-981-10-4567-7_16
https://doi.org/10.1007/978-981-10-4567-7_16
https://doi.org/10.1038/nature07578
https://doi.org/10.1038/nature07578
https://doi.org/10.1073/pnas.1131289100
https://doi.org/10.1073/pnas.92.11.4877
https://doi.org/10.1002/j.1460-2075.1996.tb00433.x
https://doi.org/10.1002/j.1460-2075.1996.tb00433.x
https://doi.org/10.1371/journal.ppat.0030155
https://doi.org/10.1371/journal.ppat.1007698
https://doi.org/10.1371/journal.ppat.1007698
https://doi.org/10.1016/j.isci.2018.12.011
https://doi.org/10.1042/BJ20070797
https://doi.org/10.1042/BJ20070797
https://doi.org/10.1042/0264-6021:3510095
https://doi.org/10.1016/S0092-8674(00)80606-6
https://doi.org/10.1038/s41598-019-39116-2
https://doi.org/10.1111/j.1527-3466.2006.00261.x
https://doi.org/10.1111/j.1527-3466.2006.00261.x
https://doi.org/10.1126/scisignal.122re4
https://doi.org/10.1074/jbc.C000449200
https://doi.org/10.1091/mbc.11.8.2577
https://doi.org/10.1091/mbc.11.8.2577
https://doi.org/10.1073/pnas.94.26.14461
https://doi.org/10.1073/pnas.94.26.14461
https://doi.org/10.1073/pnas.1331135100
https://doi.org/10.1046/j.1365-2958.2000.02057.x
https://doi.org/10.1046/j.1365-2958.2000.02057.x
https://doi.org/10.3389/fmicb.2018.03101
https://iai.asm.org


37. Gordon DE, Bond LM, Sahlender DA, Peden AAA. 2010. Targeted siRNA
screen to identify SNAREs required for constitutive secretion in mamma-
lian cells. Traffic 11:1191–1204. https://doi.org/10.1111/j.1600-0854.2010
.01087.x.

38. Sah P, Nelson NH, Shaw JH, Lutter EI. 2019. Chlamydia trachomatis recruits
protein kinase C during infection. Pathog Dis 77:ftz061. https://doi.org/10
.1093/femspd/ftz061.

39. Beatty WL. 2006. Trafficking from CD63-positive late endocytic multivesic-
ular bodies is essential for intracellular development of Chlamydia tracho-
matis. J Cell Sci 119:350–359. https://doi.org/10.1242/jcs.02733.

40. Claywell JE, Matschke LM, Plunkett KN, Fisher DJ. 2018. Inhibition of the
protein phosphatase CppA alters development of Chlamydia trachomatis.
J Bacteriol 200:e00419-18. https://doi.org/10.1128/JB.00419-18.

41. Gloeckl S, Ong VA, Patel P, Tyndall JDA, Timms P, Beagley KW, Allan JA,
Armitage CW, Turnbull L, Whitchurch CB, Merdanovic M, Ehrmann M,
Powers JC, Oleksyszyn J, Verdoes M, Bogyo M, Huston WM. 2013. Identifi-
cation of a serine protease inhibitor which causes inclusion vacuole
reduction and is lethal to Chlamydia trachomatis. Mol Microbiol
89:676–689. https://doi.org/10.1111/mmi.12306.

42. Hua Z, Frohlich KM, Zhang Y, Feng X, Zhang J, Shen L. 2015. Androgra-
pholide inhibits intracellular Chlamydia trachomatis multiplication and
reduces secretion of proinflammatory mediators produced by human
epithelial cells. Pathog Dis 73:1–11. https://doi.org/10.1093/femspd/
ftu022.

43. Kumar Y, Cocchiaro J, Valdivia RH. 2006. The obligate intracellular patho-
gen Chlamydia trachomatis targets host lipid droplets. Curr Biol
16:1646–1651. https://doi.org/10.1016/j.cub.2006.06.060.

44. Li JL, Yang N, Huang L, Chen D, Zhao Y, Tang MM, Fan H, Bao X. 2018. Pyo-
cyanin inhibits Chlamydia infection by disabling infectivity of the elemen-
tary body and disrupting intracellular growth. Antimicrob Agents Chemo-
ther 62:e02260-17. https://doi.org/10.1128/AAC.02260-17.

45. Muschiol S, Bailey L, Gylfe A, Sundin C, Hultenby K, Bergström S, Elofsson
M, Wolf-Watz H, Normark S, Henriques-Normark B. 2006. A small-mole-
cule inhibitor of type III secretion inhibits different stages of the infectious
cycle of Chlamydia trachomatis. Proc Natl Acad Sci U S A 103:14566–-
14571. https://doi.org/10.1073/pnas.0606412103.

46. Engström P, Krishnan KS, Ngyuen BD, Chorell E, Normark J, Silver J,
Bastidas RJ, Welch MD, Hultgren SJ, Wolf-Watz H, Valdivia RH, Almqvist F,
Bergström S. 2014. A 2-pyridone-amide inhibitor targets the glucose me-
tabolism pathway of Chlamydia trachomatis. mBio 6:e02304-14. https://
doi.org/10.1128/mBio.02304-14.

47. Engström P, Bergström M, Alfaro AC, Syam Krishnan K, Bahnan W,
Almqvist F, Bergström S. 2015. Expansion of the Chlamydia trachomatis
inclusion does not require bacterial replication. Int J Med Microbiol
305:378–382. https://doi.org/10.1016/j.ijmm.2015.02.007.

48. Hogan RJ, Mathews SA, Mukhopadhyay S, Summersgill JT, Timms P. 2004.
Chlamydial persistence: beyond the biphasic paradigm. Infect Immun
72:1843–1855. https://doi.org/10.1128/iai.72.4.1843-1855.2004.

49. Wyrick PB. 2010. Chlamydia trachomatis persistence in vitro–an overview.
J Infect Dis 201:88–95. https://doi.org/10.1086/652394.

50. Chijiwa T, Mishima A, Hagiwara M, Sano M, Hayashi K, Inoue T, Naito K,
Toshioka T, Hidaka H. 1990. Inhibition of forskolin-induced neurite out-
growth and protein phosphorylation by a newly synthesized selective
inhibitor of cyclic AMP-dependent protein kinase, N-[2-(p-bromocinna-
mylamino)ethyl]-5-isoquinolinesulfonamide (H-89), of PC12D pheochro-
mocytoma cells. J Biol Chem 265:5267–5272. https://doi.org/10.1016/
S0021-9258(19)34116-X.

51. Yan K, Gao L-N, Cui Y-L, Zhang Y, Zhou X. 2016. The cyclic AMP signaling
pathway: exploring targets for successful drug discovery. Mol Med Rep
13:3715–3723. https://doi.org/10.3892/mmr.2016.5005.

52. MacDonald LJ, Kurten RC, Voth DE. 2012. Coxiella burnetii alters cyclic
AMP-dependent protein kinase signaling during growth in macrophages.
Infect Immun 80:1980–1986. https://doi.org/10.1128/IAI.00101-12.

53. MacDonald LJ, Graham JG, Kurten RC, Voth DE. 2014. Coxiella burnetii
exploits host cAMP-dependent protein kinase signaling to promote mac-
rophage survival. Cell Microbiol 16:146–159. https://doi.org/10.1111/cmi
.12213.

54. Kuijl C, Savage NDL, Marsman M, Tuin AW, Janssen L, Egan DA, Ketema M,
van den Nieuwendijk R, van den Eeden SJF, Geluk A, Poot A, van der
Marel G, Beijersbergen RL, Overkleeft H, Ottenhoff THM, Neefjes J. 2007.
Intracellular bacterial growth is controlled by a kinase network around
PKB/AKT1. Nature 450:725–730. https://doi.org/10.1038/nature06345.

55. Claywell JE, Matschke LM, Fisher DJ. 2016. The impact of protein phos-
phorylation on chlamydial physiology. Front Cell Infect Microbiol 6:197.
https://doi.org/10.3389/fcimb.2016.00197.

56. Pal S, Peterson EM, de la Maza LM. 2005. Vaccination with the Chlamydia
trachomatis major outer membrane protein can elicit an immune
response as protective as that resulting from inoculation with live bacte-
ria. Infect Immun 73:8153–8160. https://doi.org/10.1128/IAI.73.12.8153
-8160.2005.

57. Qi M, Gong S, Lei L, Liu Q, Zhong G. 2011. A Chlamydia trachomatis OmcB
C-terminal fragment is released into the host cell cytoplasm and is immu-
nogenic in humans. Infect Immun 79:2193–2203. https://doi.org/10.1128/
IAI.00003-11.

58. Grieshaber NA, Sager JB, Dooley CA, Hayes SF, Hackstadt T. 2006. Regula-
tion of the Chlamydia trachomatis histone H1-like protein Hc2 is IspE de-
pendent and IhtA independent. J Bacteriol 188:5289–5292. https://doi
.org/10.1128/JB.00526-06.

59. Johnson KA, Lee JK, Chen AL, Tan M, Sütterlin C. 2015. Induction and inhi-
bition of CPAF activity during analysis of Chlamydia-infected cells. Pathog
Dis 73:1–8. https://doi.org/10.1093/femspd/ftv007.

Muñoz et al. Infection and Immunity

July 2021 Volume 89 Issue 7 e00729-20 iai.asm.org 12

D
ow

nl
oa

de
d 

fro
m

 h
ttp

s:/
/jo

ur
na

ls.
as

m
.o

rg
/jo

ur
na

l/i
ai

 o
n 

10
 Ja

nu
ar

y 
20

22
 b

y 
13

9.
78

.2
27

.8
8.

https://doi.org/10.1111/j.1600-0854.2010.01087.x
https://doi.org/10.1111/j.1600-0854.2010.01087.x
https://doi.org/10.1093/femspd/ftz061
https://doi.org/10.1093/femspd/ftz061
https://doi.org/10.1242/jcs.02733
https://doi.org/10.1128/JB.00419-18
https://doi.org/10.1111/mmi.12306
https://doi.org/10.1093/femspd/ftu022
https://doi.org/10.1093/femspd/ftu022
https://doi.org/10.1016/j.cub.2006.06.060
https://doi.org/10.1128/AAC.02260-17
https://doi.org/10.1073/pnas.0606412103
https://doi.org/10.1128/mBio.02304-14
https://doi.org/10.1128/mBio.02304-14
https://doi.org/10.1016/j.ijmm.2015.02.007
https://doi.org/10.1128/iai.72.4.1843-1855.2004
https://doi.org/10.1086/652394
https://doi.org/10.1016/S0021-9258(19)34116-X
https://doi.org/10.1016/S0021-9258(19)34116-X
https://doi.org/10.3892/mmr.2016.5005
https://doi.org/10.1128/IAI.00101-12
https://doi.org/10.1111/cmi.12213
https://doi.org/10.1111/cmi.12213
https://doi.org/10.1038/nature06345
https://doi.org/10.3389/fcimb.2016.00197
https://doi.org/10.1128/IAI.73.12.8153-8160.2005
https://doi.org/10.1128/IAI.73.12.8153-8160.2005
https://doi.org/10.1128/IAI.00003-11
https://doi.org/10.1128/IAI.00003-11
https://doi.org/10.1128/JB.00526-06
https://doi.org/10.1128/JB.00526-06
https://doi.org/10.1093/femspd/ftv007
https://iai.asm.org

	RESULTS
	H89 slows the growth of the chlamydial inclusion.
	H89 alters the chlamydial developmental cycle.
	H89 treatment at 12.5 μM does not alter vesicular trafficking of proteins or lipids in Chlamydia-infected cells.
	H89 does not inhibit PKA or PKC activity in Chlamydia-infected cells.

	DISCUSSION
	MATERIALS AND METHODS
	Pharmacological compounds.
	Antibodies used in this study.
	Cell culture and Chlamydia infection.
	Chlamydia infections with inhibitor.
	Immunofluorescence microscopy.
	Viability assay.
	Infection efficiency.
	qPCR.
	Progeny assay.
	Western blotting.
	EM.
	Protein transport assay.
	C6-NBD ceramide lipid transport assay.
	Statistical analysis.

	SUPPLEMENTAL MATERIAL
	ACKNOWLEDGMENTS
	REFERENCES

