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1. INTRODUCTION

African American (AA) men have long been known to have higher prostate cancer (PCa) incidence and cancer-specific
mortality than European American (EA) men, and this disparity continues to the present. Studies that have attempted to
disentangle disparity due to intrinsically biological differences vs. disparities in socioeconomic status, environmental
exposures and lifestyle have produced inconsistent results. Some studies have indicated that the disparity is eliminated or
greatly diminished in settings of equal access to care. However, in other studies differences remain after accounting for
measurable socioeconomic and related factors. Although a number of differences in gene expression have been
identified, they generally don’t characterize relevant cancer phenotypes at the functional level, nor do they provide clues
to potential risk modifying strategies. An especially promising approach that may be closer to the functional biology of the
racial disparity would be to integrate metabolomics with epigenomics. We propose to conduct metabolomic and
epigenomic analyses of prostatic fluid in a matched case-control study of AA and EA men with and without biochemical
recurrence (BCR). In each race group 65 cases with BCR occurring in less than 5 years are matched on age, year of
prostatectomy, and prostatectomy Gleason Grade Group (GGG) to 65 PCa patients without BCR for 5 or more years.
Prostatic fluid previously collected and banked from each man at prostatectomy will be aliquotted and sent to our industry
partner Metabolon Inc. for metabolomics analyses, and to the lab of Dr. Yegnasubramanian for epigenomic analyses. We
hypothesize that comparison of prostatic fluid metabolomic and epigenomic profiles between AA and EA PCa patients,
and their association with BCR may provide novel information about functional differences — if any — in the biology of PCa
between AA and EA patients, and potentially inform future studies of biomarkers that can be detected in expressed
prostatic secretions after prostate massage.

2. KEYWORDS

African American, biochemical recurrence, prostatic fluid, metabolomics, epigenomics, matched case-control study,
penalized conditional logistic regression, gene set enrichment analyses.

3. ACCOMPLISHMENTS

There were 2 major goals for Year 1; we will describe them and the progress toward each of these goals, as
follows:

1. Develop study procedures (months 1-12 in SOW). This included clarifying tasks, objectives, and potential
problems, developing a protocol and submitting it to the IRB, and following approval, to HRPO, and creating a
statistical analysis plan.

Progress. We have defined tasks for all study team members, and described them in the IRB protocol.
Potential problems identified include subjects with insufficient volume of stored prostatic fluid, and determining
the closeness of matching that is feasible on age at prostatectomy, year of prostatectomy, and GGG. We are
addressing the former by identifying more than the required number of 65 matched BCR and non-BCR pairs
from both race groups so that patients found to have insufficient volume in the biorepository can be replaced.
For the latter we have determined that of the AA and EA patients with samples in the biorepository, the
percentage of potential pairs with exact matches and matches within 3 years are 43% and 99%, respectively
for year of surgery, and 28% and 96% for age. For GGG 30% are exact matches and 79% are within 1 grade

group.
Our IRB protocol was approved by the Johns Hopkins IRB on 12/20/21, and approved by HRPO on 5/13/22.

The formal statistical analysis plan has not been developed yet. Although Drs. Trock and Yegnasubramanian
have laid out in the grant application the methods to be used for metabolomics, whole genome DNA
methylation analysis, and their integration, they are considering whether there are advantages to any new
methods that have become available in the 2 years since the grant application was written. If any such
changes deviate substantially from the plans in the grant application, we will first submit a request to include
the changes and their rationale to the Grants Officer, as required. We expect to have the formal statistical
analysis plan completed by the end of July 2022.

2. ldentify eligible AA and EA men with sufficient banked prostatic fluid (months 7-12 in SOW). This included
identifying men of both races in our IRB-approved prostatectomy database who had prostatectomy from 2008-
2016, weren’t missing key clinical variables, and developed BCR within 5 years, or were free of BCR for more
than 5 years. This has been accomplished, and we have extended the eligibility to prostatectomy in 2017




since these men will have at least 5 years of follow-up at the time the case-control matching is finalized. These
men will be matched against the biorepository of prostatic fluid from men who underwent prostatectomy in
2008-2017 and have sufficient sample. Because there are far fewer AA than EA men in the database, the
case-control selection will be based on the matching criteria of AA men with prostatectomy 2008-2017 who did
and did not have BCR; currently there are 88 and 166, respectively, in the database. These will be matched
against the prostatic fluid database to identify eligible AA patients with available prostatic fluid. 65 case-control
pairs will be assembled from these men, and EA case-control pairs will be selected to match the distribution of
the AA pairs.

If we are unable to obtain 65 AA matched pairs meeting the required criteria we will include men with
prostatectomy from 2005-2017; if this provides more than 65 AA matched pairs we will select the most recent
65. We expect this to be completed by the end of July 2022. We realize that there is potential that fewer
metabolites can be detected in samples that are too old. We have previously had good metabolite detection in
prostatic fluid samples back to 2008. If we need to use samples that are older than 2008 we will first send a
pilot set of samples from 2005 to 2017 to determine whether sample age impacts the number of metabolites
detectable. In the unlikely event that we are unable to assemble 65 AA matched pairs with suitable sample
age, we will submit a request to our Grants Officer to change the study design to a case-cohort design.

In addition to the above we finalized a contract with Metabolon, Inc., our industry partner who will perform
global metabolomic analyses and complex lipid profiling. This includes exploratory statistical and pathway
analyses and interpretation of over-represented metabolic pathways.

4. IMPACT

At this early stage in the project there have been no results or methodologic advances that impact the field,
other than potentially increasing awareness in the potential use of prostatic fluid as a medium for biomarker
evaluation. Although we faced delays due to the COVID 19 pandemic (see next section), we are near
completion of the major tasks for Year 1, as described above.

5. CHANGES/PROBLEMS

The project has experienced delays in Year 1 due to COVID 19 restrictions. In March 2021 on-site work was
discontinued for non-essential Johns Hopkins employees and faculty and replaced by remote work. This
severely limited opportunities for face-to-face meetings of the study team, and often made access to databases
or hard copy files more cumbersome. In particular, the Research Specialist, whose job in Year 1 focused on
identifying potentially eligible patients with prostatic fluid, was only on-site on a limited basis, and priority was
given to her clinically-related responsibilities, so it limited the time she had to work on this project. COVID-19
restrictions began to ease in the fall-winter of 2021, and although on-site work still is not 100% for all study
team members, project-related activities are now proceeding without further delay.

A major change to the project is that the P.I., Dr. Trock, will be retiring from his full-time faculty position at the
end of June 2022. The Grants Management Specialist, Kimberly Carter, and the Science Officer, Dr.
Nrusingha Mishra have both been made aware of this by email and formally in a letter. We have proposed,
and Dr. Mishra has approved, that Dr. Srinivasan Yegnasubramanian, who is currently Co-Investigator and the
lead for the epigenomic analyses, will become P.I. of the award. Dr. Angelo De Marzo, who is currently Co-
Investigator, the developer of the prostatic fluid biorepository, and the expert on biomarkers and analysis of
prostatic fluid, will become Co-Principal Investigator. They will submit a letter to this effect to Ms. Carter and
Dr. Mishra. Both Drs. Yegnasubramanian and De Marzo internationally regarded prostate cancer research
scientists, and are well-versed in the hypotheses, objectives, and methods for this project, and we anticipate
no complications or delays resulting from this transition. The Sponsored Programs office at Johns Hopkins is
preparing a revised budget to reflect Dr. Trock’s departure, and increased effort on the project for both Drs.
Yegnasubramanian and De Marzo, and possibly increased biostatistical analysis effort as well.

6. PRODUCTS

None
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