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Novel conjugate vaccines are generated by attaching various immune agonists to Chlamydia antigens
using cell-free protein synthesis and click-chemistry. These vaccines are then tested in pre- clinical

animal models for immunogenicity and efficacy. The top candidate(s) will progress to phase 1 clinical
trials to determine safety and effectiveness against genital and ocular Chlamydia infections.

Genital Chlamydia trachomatis infection is a significant public
health burden; Professor of Pediatrics and Microbiology and
Immunology, Toni Darville, discusses the potential efficacy of
CPAF-adjuvanted vaccines in mitigating the spread and impact of
the infection

Chlamydia trachomatis (CT) is the most common sexually transmitted bacterial infection
globally, with over 100 million cases annually and direct treatment costs in the United
States exceeding $500mn.  In women, CT infects the endocervix but can spread to the
uterus and oviducts to cause symptomatic (~10%) or subclinical (~25%) pelvic
inflammatory disease (PID). PID affects ~800,000 American women annually, and yearly
treatment expenditures approach ~$2bn.  Sequelae include chronic pelvic pain (30%),
infertility (10%), and ectopic pregnancy (10%). Because most (70%) of CT infections are
asymptomatic, a major barrier to preventing CT disease is delayed diagnosis, but both
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clinical and subclinical upper-tract inflammation can lead to chronic oviduct damage
despite the availability of effective antibiotic therapies.  Therefore, effective vaccines
are urgently needed to control transmission and prevent reproductive tract disease.

CD4 T-cell immunity protects against genital Chlamydia infection

Natural immunity in humans indicates the importance of CD4 T cells for resolution of CT
infection and protection from reinfection.  The Darville laboratory at the University of
North Carolina at Chapel Hill (UNC-CH) has conducted longitudinal studies on CT-
exposed women enrolled in the T cell Response Against Chlamydia (TRAC) study and
has shown that memory interferon-gamma (IFNg)+ CD4 Th1, Th17, and Th1/Th17 cells,
are crucial to resistance to reinfection,  while anti-CT antibodies do not correlate with
protection. 

CT is a highly prevalent pathogen, and its success is, in a large part, due to its ability to
evade host immune responses. It invades host epithelial cells through multiple
mechanisms, thereby prohibiting effective in vivo neutralization. Once inside, it grows and
replicates within a protective intracellular vacuole, minimizing exposure to the host
immune system. Effective chlamydial killing requires the induction of chlamydial-specific T
cells that produce IFNg, which can starve the organism of essential nutrients and activate
professional phagocytes for chlamydial killing. Immunological profiling strongly indicates
that a protective subunit vaccine will be comprised of highly immunogenic antigen(s),
delivered using a platform that induces robust, local, and systemic memory IFNg-
producing CD4 T cell responses. By probing the chlamydial proteome for antigens that
are broadly and highly recognized by CT-exposed women, the Darville laboratory has
determined that Chlamydial Protease Activation Factor (CPAF), a conserved CT virulence
factor, is the top immunogenic protein recognized by antibody and CD4 T cells,  far
outcompeting other CT proteins. CPAF is a potent CD4 T cell antigen containing multiple
MHC class II epitopes and has high sequence conservation between CT serovars,
making it an ideal candidate for a monovalent subunit vaccine. 
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Members of the UNC-CH, Vaxcyte, and UChicago collaborative partnership at a team meeting in
Chicago, IL.

A chlamydia vaccine? Preclinical murine studies document potential
efficacy of CPAF-adjuvanted vaccines

Although attenuated chlamydial vaccines induce robust T cell responses and reduce
chlamydial genital infection and disease in animals,  inherent safety issues raise
concern for their use to prevent human genital infections. To address this shortcoming,
Drs Toni Darville and Taylor Poston at UNC-CH developed a collaboration with Drs Jeff
Fairman and James Rozelle at Vaxcyte, Inc., and Dr Aaron Esser-Kahn at the University
of Chicago to develop a safe and efficacious subunit vaccine for humans. The team has
developed an approach to generate subunit vaccines comprising enzymatically
inactivated CPAF, directly conjugated to Toll-Like Receptor (TLR) or STimulator of
INterferon Genes (STING) agonists, allowing for potent and tunable mucosal immune
responses (FIGURE). This novel covalent CPAF-adjuvant conjugation approach promotes
antigen-presenting cell activation through coincident stimulation, leading to reduced
toxicity, enhanced immunogenicity, and superior efficacy, with the potential for dose-
sparing and reduced cost of goods.

Immunization with CPAF admixed with the STING agonist (ADU-S100) was well-tolerated
in female mice, induced a CPAF-specific CD4 T cell response, and provided significant
protection from infectious burden with a promising trend for reduced oviduct pathology.

 Recent unpublished data revealed that immunization with CPAF covalently conjugated
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to a novel STING agonist provided equivalent immunogenicity and protection to
admixture using 25-fold less agonist. Challenge studies comparing the conjugate vaccine
to admixed formulations via mucosal and systemic routes are ongoing.

Creating a chlamydia vaccine: A path forward to human clinical trials

Vaxcyte’s site-specific in vitro transcription-translation platform enables the conjugation of
immune agonists to a vaccine immunogen at specific sites and on a large scale. This
system avoids interference with immunodominant epitopes, protects the physical
properties of the antigen, and can be scaled up easily while avoiding batch-to-batch
variability. A three-way partnership (PHOTO/ Figure) between Drs Darville and Poston
(UNC-CH), with expert knowledge of chlamydial immunobiology, antigen discovery, and
murine preclinical vaccine testing; the Esser-Kahn group (U Chicago), who has extensive
expertise in the design and testing of synthetic small molecule TLR and STING agonist
conjugates; and Vaxcyte, Inc., with expertise in vaccine antigen and platform
manufacture, and investigational new drug enabling studies and regulatory matters,
provides a direct path forward to generate and test additional CPAF- adjuvant conjugates
for superior immunogenicity and protection capabilities, minimized toxicity, and ease of
production and delivery, with a goal of advancing to human clinical trials.
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