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Simple Summary: Non-Hispanic Black breast cancer survivors have poorer outcomes than White
survivors, but the biological mechanisms underlying these disparities are unclear. We discovered
novel race-based differences in systemic DNA damage and repair activity among breast cancer
survivors. This finding suggests DNA damage and repair are important basic science mechanisms in
cancer disparities.

Abstract: Non-Hispanic Black breast cancer survivors have poorer outcomes and higher mortality
rates than White survivors, but systemic biological mechanisms underlying these disparities are
unclear. We used circulating leukocytes as a surrogate for measuring systemic mechanisms, which
might be different from processes in the target tissue (e.g., breast). We investigated race-based
differences in DNA damage and repair, using a novel CometChip assay, in circulating leukocytes
from breast cancer survivors who had completed primary cancer therapy and were cancer free.
We observed novel race-based differences in systemic DNA damage and repair activity in cancer
survivors, but not in cells from healthy volunteers. Basal DNA damage in leukocytes was higher in
White survivors, but Black survivors showed a much higher induction after bleomycin treatment.
Double-strand break repair activity was also significantly different between the races, with cells from
White survivors showing more sustained repair activity compared to Black leukocytes. These results
suggest that cancer and cancer therapy might have long-lasting effects on systemic DNA damage and
repair mechanisms that differ in White survivors and Black survivors. Findings from our preliminary
study in non-cancer cells (circulating leukocytes) suggest systemic effects beyond the target site, with
implications for accelerated aging-related cancer survivorship disparities.

Keywords: racial disparity; CometChip assay; double-strand break repair; single-strand break repair

1. Introduction

Genome stability, DNA damage, and DNA repair are associated with cellular aging
and are major hallmarks of breast cancer and other cancers [1–4]. Accelerated cellular aging
results from adverse social and metabolic risk factors over the life course. It is recognized
as a central mechanism leading to cancer, and adverse outcomes in cancer survivorship [5].
Standard cancer treatments, particularly radiation therapy and chemotherapy, often in-
volve agents or strategies that damage the DNA in non-cancerous tissues, resulting in
systemic effects associated with accelerated aging processes [5,6]. Previous studies on cells
obtained from breast cancer patients have shown a higher oxidative stress level, suscep-
tibility to DNA damage, and a decreased DNA repair capacity, than cells from healthy
controls [3,4,7,8]. Several specific repair mechanisms repair single-strand and double-strand
breaks in DNA [9]. However, it is unclear whether these changes are also seen systemically,
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e.g., in circulating leukocytes and other non-cancer cells, as the characterization of these
repair mechanisms at the systemic level during the cancer survivorship period is still not
well defined.

The incidence of breast cancer is slightly higher in non-Hispanic White (NHW) women
compared to non-Hispanic Black (NHB) women, but mortality from breast cancer is 27%
higher in NHB than NHW women [10]. There are currently over 4 million breast cancer
survivors in the U.S. who, despite a generally favorable prognosis, face lifelong risks of
clinically important symptoms related to poor quality of life and adverse health effects, such
as obesity, metabolic syndrome, and diabetes [10]. There are well-documented disparities
in the prevalence of these symptoms and metabolic comorbidities, with NHB breast cancer
survivors bearing a higher burden than NHW women [10]. Systemic mechanistic pathways
related to accelerated cellular aging possibly underlie persistent race/ethnic differences in
cancer mortality, due to disparities in these clinical symptoms and adverse metabolic health
effects, but have been understudied. Recent studies have shown that like NHW women,
NHB women carrying germline pathogenic mutations in DNA damage response (ATM,
CHEK2) and repair genes (BRCA1, BRCA2, PALB2, RAD51D, XPB, FANCC and RECQL)
are at moderate to high risk for breast cancer [11]. However, the expression of DNA repair
genes, primarily in single strand break/base excision repair (SSBR/BER) and double strand
break repair (DSBR), differed in breast tumor tissue by race [12]. Given the integral role of
DNA damage and repair in accelerated aging, [13] and recent findings of race differences
in tumor tissue [11,12], systemic differences in these mechanisms should be investigated in
NHB and NHW breast cancer survivors.

Alkaline single cell gel electrophoresis (SCGE), also known as Comet Assay, is rou-
tinely used to measure DNA damage and repair activity due to its high sensitivity and
simplicity [14–16]. However, an issue with the standard comet assay is its reproducibil-
ity [17]. CometChip Assay employs the same fundamental concepts as SCGE; but utilizes a
microwell system that traps ~300, non-overlapping, single cells within each well of a 96-well
plate [17,18]. Thereby, this innovative CometChip assay provides a high-content, highly
sensitive, quantitative, and high-throughput DNA damage assay platform, with high repro-
ducibility. The use of the CometChip assay to measure DNA damage has potential in breast
cancer translational research [19,20]. The versatile nature of the CometChip assay allows
the detection of specific DNA damage types by modifying the alkaline CometChip assay, to
detect and quantify diverse damage types, such as single-strand breaks, alkali–labile abasic
sites, and double-strand breaks, whereas the neutral CometChip assay predominantly de-
tects double-strand breaks [21–24]. Double-strand breaks are repaired by non-homologous
end joining/homologous recombination (NHEJ/HR) pathway, whereas the oxidized bases
are repaired by BER pathway, and the bulky adducts, induced by UV-light and polyaro-
matic hydrocarbons, are repaired by nucleotide excision repair (NER) pathway [22,25–27].
Therefore, CometChip assays can be used to detect a variety of damage types, as well as to
identify specific DNA repair mechanisms and pathways in clinical samples.

We used the CometChip assay to measure global double-strand damage and repair
capacity in breast cancer survivors, and participants without a history of cancer (non-cancer
participants). We also compared DNA damage and repair by race among breast cancer
survivors to investigate potential mechanistic pathways for cancer mortality disparities
between NHB and NHW women.

2. Materials and Methods
2.1. Overview

Figure 1 describes the study workflow schematic. CometChip assays were performed
on buffy coat cells isolated from peripheral blood from non-Hispanic Black (NHB) and non-
Hispanic White (NHW) cancer-free participants and breast cancer survivors, to measure
DNA damage at a basal level, after bleomycin (BLM) treatment and in the recovery/repair
period.



Cancers 2024, 16, 1807 3 of 14

Cancers 2024, 16, x FOR PEER REVIEW 3 of 15 
 

 

(NHB) and non-Hispanic White (NHW) cancer-free participants and breast cancer survi-
vors, to measure DNA damage at a basal level, after bleomycin (BLM) treatment and in 
the recovery/repair period. 

 
Figure 1. Study Schematic. For details, see Materials and Methods. Created with Biorender.com (ac-
cessed on 6 May 2024). 

2.2. Patient Recruitment and Sample Collection 
Adult non-Hispanic Black (NHB, n = 13) and White (NHW, n = 12) invasive breast 

cancer survivors, with no history of breast cancer recurrence or known breast cancer-re-
lated germline mutations, who had completed primary treatment (surgery, chemother-
apy, radiation therapy) at least six months, and at most three years, before study entry 
(women currently on hormone therapy were eligible) were recruited through community-
based approaches, and identification and screening using the Survey, Recruitment, and 
Biospecimen Collection Shared Resource (SRBSR) at Georgetown University’s Lombardi 
Comprehensive Cancer Center. After providing written informed consent, all participants 
completed a demographic and medical history questionnaire, and anthropometrics meas-
urements to determine weight and height. Notably, the majority of breast cancer patients 
undergo testing for germline mutations, particularly focusing on BRCA mutations. We 
identified non-BRCA patients from the electronic medical record (EMR) database and in-
cluded them in this study. It is also worth noting that patients who reported non-BRCA 
mutations may not have undergone formal genetic testing. Venous blood (20 mL) was 
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Practices for Biospecimen Resources guidelines. Aliquots were stored, and viable leuko-
cytes were isolated in the form of buffy coat by centrifugation and cryopreserved in ali-
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Figure 1. Study Schematic. For details, see Materials and Methods. Created with Biorender.com
(accessed on 2 May 2024).

2.2. Patient Recruitment and Sample Collection

Adult non-Hispanic Black (NHB, n = 13) and White (NHW, n = 12) invasive breast
cancer survivors, with no history of breast cancer recurrence or known breast cancer-related
germline mutations, who had completed primary treatment (surgery, chemotherapy, ra-
diation therapy) at least six months, and at most three years, before study entry (women
currently on hormone therapy were eligible) were recruited through community-based ap-
proaches, and identification and screening using the Survey, Recruitment, and Biospecimen
Collection Shared Resource (SRBSR) at Georgetown University’s Lombardi Comprehensive
Cancer Center. After providing written informed consent, all participants completed a
demographic and medical history questionnaire, and anthropometrics measurements to
determine weight and height. Notably, the majority of breast cancer patients undergo
testing for germline mutations, particularly focusing on BRCA mutations. We identified
non-BRCA patients from the electronic medical record (EMR) database and included them
in this study. It is also worth noting that patients who reported non-BRCA mutations
may not have undergone formal genetic testing. Venous blood (20 mL) was collected into
sodium heparin tubes. All data collection activities were conducted at the Lombardi Cancer
Center’s Office of Minority Health and Health Disparities Research. The Georgetown
MedStar Institutional Review Board approved the study protocol (#STUDY00003904).

All participant blood specimens were transported to Lombardi Cancer Center’s Tissue
Culture and Bio-banking Shared Resource (TCBSR) and processed within two hours of
collection. Processing was performed under the National Cancer Institute’s (NCI) Best Prac-
tices for Biospecimen Resources guidelines. Aliquots were stored, and viable leukocytes
were isolated in the form of buffy coat by centrifugation and cryopreserved in aliquots
at −80 ◦C freezers with emergency power backup. We also procured buffy coat samples
of 6 NHB and 6 NHW cancer-free participants, matched on age-intervals from SRBSR at
Georgetown University’s Lombardi Comprehensive Cancer Center. Previous studies have
demonstrated the reliability and validity of Comet assays on stored samples [28,29].

2.3. CometChip Assay for DNA Damage Detection and Repair Kinetics Evaluation

Alkaline and Neutral CometChip assays were conducted following previously pub-
lished procedure [17] and using a polydimethylsiloxane (PDMS) stamp, with an array
of micro pegs (a kind gift from Dr. Engelward’s lab at MIT, Cambridge, MA, USA), to
form an array of about 300 microwells in each of 96 macro wells on the agarose chip.
CometAssay Alkaline (biotechne, catalog no. 4256-010-CC, Minneapolis, MN, USA) and
Neutral (biotechne, catalog no. 4257-010-NC) reference cells served as baseline controls
representing DNA damage at various levels in alkaline and neutral CometChip assays.
These standard control cells are a reference for monitoring the variation in day-to-day
CometChip assay procedures for evaluating patient samples. This was based on recom-
mendations from consensus statements published in 2020, and updated in 2023 [30,31], by
an international group of Comet assay users. We added these reference undamaged and
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damaged cells as internal controls for every alkaline and neutral assay run and for every
human sample we analyzed. This was to make sure that the observed DNA damage and
repair activity variation is actually inherent to the sample, and not due to assay variability.
The reproducibility of the experimental protocol across seven runs for alkaline assays and
four runs for neutral assays is presented in Figure S1A. The mean moments of four internal
controls from the experimental runs were within ±3 SD of the mean moment of all indi-
vidual experiments for CC0 (0.48 ± 0.31), CC2 (1.23 ± 1.26), NC0 (0.97 ± 0.26), and NC2
(9.53 ± 5.18), suggesting high reproducibility. Alkaline and Neutral CometChip assays
were conducted with few modifications from previously published protocols, and are
described below in the appropriate sections.

2.3.1. Cell Recovery and Preparation for CometChip Assays

On the day of the experiment, the aliquoted Buffy coat cells and control cells were
thawed in a 37 ◦C water bath and kept on ice. The Buffy coat cells and the control cells were
then resuspended in 2.5 mL and 0.5 mL cold Phosphate Buffered Saline (PBS), respectively.
HCT 116 cells were freshly harvested from cell culture plates on the day of CometChip
assay, washed with cold PBS, resuspended in 2.5 mL cold PBS, and stored on ice until
loaded into the CometChip.

2.3.2. CometChip Preparation

For the Comet Chip assay, 96-well agarose gels were prepared by using molten 1%
normal melting point (NMP) agarose (ThermoFisher, Waltham, MA, USA) in PBS. The
molten agarose was poured onto the hydrophilic side of a Gel Bond® film (Lonza, Walk-
ersville, MD, USA), which was placed up in a rectangular petri dish lid and evenly spread
across the lid. The polydimethylsiloxane (PDMS) stamp, with an array of micropegs, was
gently placed on top of the gel. The gel was allowed to solidify for 15 min. The PDMS was
removed, and 10 mL PBS was added to the dish. The micropore formation was confirmed
by observing the gel on an inverted microscope with 10× magnification. The excess gel
from the lid was removed, and the gel attached to the Bond® film was submerged in PBS
and stored before use at 4 ◦C for no longer than a week.

2.3.3. CometChip Cell Loading

The whole CometChip experiment was carried out in yellow light to minimize spuri-
ous DNA damage to the cells. The agarose gel attached to the Bond® film was placed on a
glass plate, and a bottomless 96-well plate (VWR) was pressed on the agarose chip to form
96 macrowells. The whole sandwich was then secured with the binder clips (staples) on four
sides. Each macrowell contained an array of about 300 microwells. Each microwell (30 µm)
receives mostly a single cell. Rarely, more than one cell is deposited in a microwell. Two or
more cells, if deposited, are discarded manually during Comet analysis by Comet Assay
Software (comet analysis is described below in Section 2.3.6). One hundred microliters
of single cell suspension (~2000 or more cells) were added into each macrowell, and the
sandwiches with the chip were incubated in a 37 ◦C cell culture incubator in the presence
of 5% CO2 for 30 min. After incubation, the media from the wells was aspirated and the
agarose chips were washed with 10 mL PBS to remove excess cells. This process results in
generation of array of single cells in microwells (Figure 2A). Molten 1% low melting point
(LMP) agarose (ThermoFisher; kept at 46 ◦C until use) was poured on the chips. To ensure
complete solidification, the gels were kept at room temperature for 3 min and then at 4 ◦C
for 5 min.
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nificant. Created with Biorender.com (Accessed on 6 May 2024). 
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Figure 2. (A) Cell loading and single cell array generation. (B) A representative CometChip image
shows undamaged and damaged nucleoids and the mode of analysis used in this study. (C) Alka-
line (global DNA damage) and neutral (double-strand break) CometChip assay optimization for
detection of double-strand breaks (DSB), and single-strand breaks (SSB). HCT116 cells were treated
with methylmethane sulfonate (MMS) and bleomycin (BLM) and analyzed in alkaline and neutral
CometChip assays. Tail Moment is used as a DNA damage parameter. p < 0.05 was considered
significant. Created with Biorender.com (accessed on 2 May 2024).

2.3.4. Bleomycin and Methyl Methanesulfonate Treatment for Repair Assay

Bleomycin (BLM; Cayman Chemical Company, catalog no. 13877, Ann Arbor, MI,
USA) is a radiomimetic agent that induces double-strand breaks along with single-strand
breaks containing 3′-phosphoglycolate/5′-phosphate ends or 4′-oxidized abasic sites in
DNA [32,33]. Doses of BLM (2.5–10 µg/mL for alkaline and 1.25–5 µg/mL for neutral
assays) were prepared in RPMI 1640 media, and the patient cells embedded in CometChips
were submerged in BLM-containing media and incubated for 15 min in a 37 ◦C incubator to
induce DNA damage. Optimization of BLM dose and repair time for alkaline and neutral
assays are shown in Figure S1B. Based on the normal repair response of the cells where
the damage level reached the basal or near basal level, we selected 2.5 µg/mL BLM for
damage induction and a maximum of 60 min for repair kinetics under alkaline conditions
to analyze all survivors’ samples. Similarly, we chose 5 µg/mL BLM for damage induction
and a full 120 min for repair kinetics for neutral conditions.

The CometChips were cut into pieces for the convenience of their use for multiple BLM
doses and different repair time points. Post-BLM treatment, the chips were washed briefly
three times by submerging them in PBS. After optimization of the doses and the repair
time points, patient samples were analyzed routinely for damage induction and repair
kinetics by incubating them with BLM concentrations of 2.5 µg/mL and 5.0 µg/mL for
alkaline and neutral assays, respectively. For repair kinetics, 0–60 min and 0–120 min were
chosen for alkaline and neutral assays, respectively. Basal DNA damage in patient cells
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and damage in reference Trevigen control cells were analyzed immediately after loading
cells and overlaid with LMP agarose in a cold lysis solution (10 mM Tris-HCl, 2.5 M NaCl,
100 mM Na2EDTA, 1% v/v Triton X-100 at pH 10) for 18 h at 4 ◦C for alkaline CometChip
assay, whereas the chips were submerged in 43 ◦C pre-warmed lysis solution (10 mM
Tris-HCl, 2.5 M NaCl, 100 mM Na2EDTA, 1% N-Lauroylsarcosine, 10% DMSO, 0.5% v/v
Triton X-100 at pH 9.5) and incubated for 18 h at 43 ◦C for the neutral CometChip assay. To
analyze induced DNA damage, the post-BLM treated CometChips were washed with PBS
and placed immediately in either a cold lysis buffer or 43 ◦C pre-warmed lysis solution,
and processed following the remaining steps on alkaline or neutral CometChip assays. To
evaluate repair kinetics, the post-BLM treated CometChips were washed with PBS, placed
immediately in a growth medium containing RPMI 1640 and 10% FBS, and incubated for
aforementioned repair time points for alkaline and neutral assays, respectively, in a 37 ◦C
cell culture incubator in the presence of 5% CO2. At the completion of each repair time
point, the growth media was aspirated and the CometChip or its fragments were placed in
CometChip assay-specific lysis buffer and processed as described above.

To assess the damage type, SSB, or DSB detection by alkaline and neutral CometChip
assays under our assay conditions, we used an alkylating agent, methyl methanesulfonate
(MMS; ThermoFisher, catalog no. H55120.06), as it does not form DSBs, but forms SSBs
indirectly. It induces methylated bases such as 3-methyl adenine and 7-methyl guanine in
DNA. SSBs are formed upon spontaneous hydrolysis of 7-methylguanine and cleavage of
the resulting alkali labile abasic sites in alkaline CometChip assay. We used HCT116 (ATCC
catalog no. CCL-247, RRID: CVCL_0291) cells for these optimization experiments, because
they are a well-established model for studying DNA damage and repair processes, and
they have been widely used in previous studies, including ours [34–37]. The HCT116 cell
line was obtained directly from Lombardi Cancer Center’s Tissue Culture and Biobanking
Shared Resource (TCBSR) and fingerprinted for identity confirmation. The cell line was
passaged for 3 months after receipt for use in the described experiments. The cell line was
routinely tested for the presence of mycoplasma, with the latest test on 18 January 2024,
using the MycoFluor Mycoplasma Detection Kit according to manufacturer’s instructions
(Molecular Probes, catalog no. M-7006). The HCT116 cells embedded in CometChips
were submerged in DMEM media containing 1 mM MMS and incubated for 1 h in a
37 ◦C incubator to induce DNA damage. Post-MMS treated CometChips were washed
with PBS, placed immediately in either cold lysis buffer or 43 ◦C pre-warmed lysis solution,
and processed following the remaining steps on alkaline or neutral CometChip assays.

2.3.5. Alkaline and Neutral Electrophoresis

For the alkaline assay, the gel was washed with cold distilled water and denatured
to unwind nuclei in an alkaline unwinding buffer (0.3 M NaOH and 1 mM Na2EDTA at
pH 14) for 40 min at 4 ◦C, followed by electrophoresis in the same alkaline unwinding
buffer at 4 ◦C for 30 min at a constant 21 V and ~300 mA, using the Trevigen Comet Assay®

Electrophoresis System II (Biotechne, catalog no. 4250-050-ES). After electrophoresis, the
gel was washed briefly by submerging it in the neutralization buffer (0.4 M Tris-HCl at pH
7.5) for 5 min at room temperature, it was then kept in the same buffer for 15 min at 4 ◦C,
and finally stored in the same buffer at 4 ◦C for up to 2 days. For the neutral assay, the gel
was washed and incubated in cold neutral electrophoresis TBE buffer (90 mM Tris-HCl,
90 mM Boric acid, 2 mM Na2EDTA at pH 8.5) for 60 min at 4 ◦C, followed by electrophoresis
in the same TBE buffer at 4 ◦C for 15–16 min at a constant 21 V and 8–12 mA, using the
same Trevigen Comet Assay® Electrophoresis System II.

2.3.6. Gel Staining, Imaging and Comet Analysis

The gels were stained for 20 min on a shaker with 1× SYBR Gold (ThermoFisher,
catalog # S11494) in TE buffer, and, followed by brief washing, imaged using an automated
fluorescent microscope (Keyence BZ-X710 series in one) at 4× magnification in the GFP
channel (488 nm). The images of the comets were captured by automatic scanning, com-
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pressed, and stitched for analysis and necessary editing by the Comet Assay Software
(Trevigen, catalog no. 4260-000-CS), and a .csv file was generated for graphical and statisti-
cal analysis. Figure 2B shows an example of the damaged and undamaged cells during
imaging and analysis.

2.4. Data Analysis, Statistics, and Reproducibility

The graphs were generated using GraphPad Prism v10. Differences in DNA damage
(Mean ± SD) between untreated and MMS/BLM treatment (Figure 2C), and between NHB
and NHW (Figures 4A,B and 5A,B), were assessed using unpaired two-tailed t-test with
Welch’s correction and unpaired, two-tailed Mann–Whitney test, respectively (significance
level p < 0.05). A two-way repeated measures ANOVA (significance level p < 0.05) was
used to assess the impact of disease (Figure 3A,B) and race (Figures 6A–D and 7A–D)
across different repair time points. Further analyses, to investigate the role of covariates
on DNA damage and repair activity, were conducted using generalized linear models,
adjusted for BMI, age, cancer stage, and treatment. All statistical analyses were performed
using GraphPad Prism v10 and R v4.2. No statistical methods were used to pre-determine
sample sizes for this pilot study, and the normality assumption was not formally tested.
Data collection and analysis were performed blinded to the experimental conditions. Pre-
determined criteria guided participants’ eligibility for this study. We did not exclude any
data points from our analyses. All analyses are from five replicates of each measurement
for each participant’s sample.

3. Results
3.1. CometChip Assay Optimization for Global DNA Damage and Double-Strand Break,
Bleomycin Dose, and Repair Kinetics

This pilot study investigated race-based differences in systemic basal DNA damage,
damage induction, and repair after bleomycin (BLM) treatment using a high-sensitivity,
high-throughput novel CometChip assay in circulating leukocytes from cancer-free par-
ticipants and breast cancer survivors [17] (Figure 1). All cancer survivors had completed
primary treatment at least six months before sample collection and were cancer-free at
enrollment. Buffy coat cells isolated from venous blood were collected from 13 NHB and
12 NHW breast cancer survivors. Participants reported a mean age of 58 years at enrollment
and a mean BMI of 30.6 kg/m2. Distributions of breast cancer stage, histology, smoking
status, prior history of other cancers, and treatment were well-matched between the two
races, with 67% of NHW and 62% of NHB women having an early-stage diagnosis. All
participants were non-smokers and had invasive cancer. None of the participants had prior
history of other cancers (Table S1).

Through optimization, we confirmed that the CometChip assay, under alkaline con-
ditions detects, global DNA damage, including alkali-labile sites, double-strand breaks
(DSB), and single-strand breaks (SSB). In contrast, under the neutral condition, only DSBs
are detected (Figure 2C). Both alkaline and neutral comet assays were used to investigate
cancer-free controls vs. cancer survivors and race-based differences in moment, %DNA in
tail, and proportion of undamaged cells at baseline and different repair time points (0, 15,
30, 60, 120 min) following BLM treatment.

3.2. Repair of BLM-Induced Double-Strand Break and Global DNA Damage in Cancer-Free
Women and Breast Cancer Survivors

We observed differences in the DNA repair capacity of DSBs in leukocytes between
cancer-free women and breast cancer survivors (Figure 3A). Although most cellular damage
from BLM has been repaired by the 15-min repair point for cancer-free women and breast
cancer survivors, there are significant differences in repair kinetics and residual damage
between the two groups. Compared to cancer survivors, there seemed to be increased
sustained damage and subsequent repair activity 15 min post-BLM among cancer-free
participants. Repair activity was different between cancer-free women and breast cancer
survivors, as measured by the interaction of two groups with repair activity (mean moment;
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overall (p < 0.01), Figure 3A). Global DNA damage and repair differences between these two
groups were similar to DSB. However, the differences in magnitude between cancer-free
participants and cancer survivors were lower, with less likelihood of statistical significance
across the four measures (Figure 3B).
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Figure 3. Repair of BLM-induced double-strand Break and global DNA damage in cancer-free women
and breast cancer survivors. The repair kinetics of BLM-induced DNA double-strand breaks was
measured by neutral (A) and alkaline (B) assays. DNA double-strand breaks (A) and global damage
(B) were measured in cells after BLM treatment during their recovery period at different time points.
A repeated measures ANOVA was conducted to assess the impact of disease (cancer) on repair
kinetics. p-values represent the statistical significance of the interaction of disease with repair activity
at different time points. p < 0.05 is considered significant.

3.3. Race Effect on Basal and Damage Susceptibility and Repair of BLM-Induced Double-Strand
Break and Global DNA Damage in NHB and NHW Breast Cancer Survivors

Mean (± SD) basal DNA damage in leukocytes was higher in NHW women com-
pared to NHB women for both DSB (3.7 ± 1.43 au for NHW vs. 1.26 ± 0.81 au for NHB,
p < 0.01; Figure 4A) and global damage (2.24 ± 0.66 au for NHW vs. 1.06 ± 1.2 au for NHB,
p < 0.01; Figure 5A). However, NHB-derived cells showed a much higher induction (nor-
malized to basal levels) in response to BLM than NHW cells for both damage types (DSB:
3.34 ± 2.95 au for NHW cells vs. 8.12 ± 5.6 au for NHB cells, p = 0.02; Figure 4B; global
damage: 0.94 ± 0.76 au for NHW vs. 7.64 ± 6.6 au for NHB, p = 0.01; Figure 5B). In
addition, variability in basal damage and damage induction was higher for NHB than
NHW individuals.
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Figure 4. Effect of race on basal and damage susceptibility of BLM-induced double-strand break in
NHB and NHW breast cancer survivors. Basal (A) and induction/susceptibility (B) of BLM-induced
double-strand breaks were measured by neutral assay. Differences in DNA damage (Mean ± SD)
between NHB and NHW (A,B) were assessed using unpaired, two-tail Mann-Whitney test. The
red lines denote the mean value. DNA damage induction in (panel B) was calculated using the
formula: [DNA damage (moment) after BLM treatment − basal DNA damage (Moment) before BLM
treatment]/basal DNA damage (moment) before BLM treatment.
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Figure 5. Effect of race on basal and damage susceptibility of BLM-induced global DNA damage in
NHB and NHW breast cancer survivors. Basal (A) and induction/susceptibility (B) of BLM-induced
global damage were measured by alkaline assay. Differences in DNA damage (Mean± SD) between
NHB and NHW survivors (A,B) were assessed using an unpaired, two-tail Mann–Whitney test. The
red lines denote the mean value. DNA damage induction in panel B was calculated using the formula
described in Figure 4 legends.

We observed differences in the DNA repair capacity of DSBs in leukocytes between
NHB and NHW groups (Figure 6A–D). Although most cellular damage from BLM has
been repaired by the 15-min repair point for NHW and NHB groups, there are significant
differences in repair kinetics and residual damage between the two races. Among the NHB
group, there did not seem to be any measurable ongoing damage or repair activity after
15 min, compared to the sustained damage and subsequent repair activity among the NHW
group, even at 120 min post-BLM. Repair activity was different between the NHB and NHW
groups, as measured by the interaction of race with repair activity (mean moment; overall
(p = 0.01) and in damaged cells (p = 0.01), Figure 6A,C). Consequently, the proportion of
undamaged cells across repair time points was higher in NHB cells than in NHW cells
(p < 0.01, Figure 6D). However, at 120 min post-BLM, the proportion of undamaged cells in
the NHW group was similar to basal levels. Still, among the NHB group, it did not recover
to the basal levels (Figure 6D). In generalized linear models, race differences remained
significant after adjusting for age and BMI. However, repair differences were attenuated
after further adjustment for cancer stage and treatment, suggesting a systemic effect of
cancer and cancer therapy that persists beyond the treatment period.
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by neutral (A–D) assay. DNA double-strand breaks were measured in cells after BLM treatment
during their recovery period at different time points. A repeated measures ANOVA was conducted
to assess the impact of race on repair kinetics. p-values represent the statistical significance of the
interaction of race with repair activity at different time points. Upon segregation of all cells, damaged
and undamaged cell populations were assessed by excluding cells with zero values and including
cells only with zero values, respectively. p < 0.05 was considered significant.

Global DNA damage and repair differences between NHB and NHW survivors were
similar to DSB. However, the magnitude of race differences was much lower and less likely
to be statistically significant across the four measures (Figure 7A–D). We also investigated
DSB damage and repair in 12 cancer-free women (6 NHW women and 6 NHB women) to
determine whether the differences in cancer patients might result from race differences,
irrespective of cancer status. We found no differences in DNA damage or repair across time
points among NHB and NHW women without cancer (Figure S2). However, the sample
size is small to draw any definitive conclusions.
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Figure 7. Effect of race on repair of BLM-induced global DNA damage in NHB and NHW breast
cancer survivors. The repair kinetics of BLM-induced global DNA damage was measured by alkaline
(A–D) assay. DNA damage was measured in cells after BLM treatment during their recovery period
at different time points. A repeated measures ANOVA was conducted to assess the impact of
race on repair kinetics. p-values represent the statistical significance of the interaction of race with
repair activity at different time points. Upon segregation of all cells, damaged and undamaged cell
populations were assessed by excluding cells with zero values and including cells only with zero
values, respectively. p < 0.05 is considered significant.

4. Discussion

Our study using the novel CometChip assay is one of the first to show novel differences
in systemic DNA damage and repair, primarily DSB repair, between NHB and NHW
breast cancer survivors. Although some studies have reported race-based differences in
systemic DNA damage and repair activity in healthy volunteers, none have focused on
cancer survivors [38]. It is also important to note that prior molecular mechanism studies
investigating racial differences were either not focused on DNA repair mechanisms, or
were conducted only among cancer patients, not in cancer survivors [12,39–42].

Our results on systemic DNA damage and repair activity between NHB and NHW
survivors add to recent literature that showed differences in the expression of DNA repair
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genes, especially those involved in DSBR, in breast tumor tissue by race [12]. Our results
of comparing breast cancer survivors to cancer-free women also support findings from
Scuric et al., who used DNA damage assays on circulating WBCs that suggest the persis-
tence of systemic effects of cancer and cancer treatment, primarily radiation therapy and
chemotherapy, well beyond the end of treatment [43]. Contrary to our preliminary hypoth-
esis, NHB survivors had lower basal DNA damage and lower measured DNA damage
post-BLM. They also had less sustained DSB repair activity after the BLM challenge than
NHW cells. NHW cells returned to basal proportions of undamaged cells after post-BLM
repair activity, but NHB cells did not (Figure 6D). The observed low repair activity could
be due to mutations in BRCA genes in those survivors. However, it is important to note
that we selected BRCA mutation-free survivor samples for this study. Moreover, we did
not force the leukocytes in our assay to proliferate by treatment with any mitogen, such as
phytohemagglutinin [44], and we speculate that NHEJ, which does not require BRCA, was
possibly the predominant DSBR pathway in our BLM-treated cells.

Race-based differences in systemic DNA damage and repair activity could also be
related to signaling pathways involved in accelerated aging, such as inflammation and ox-
idative stress, associated with cancer and cancer treatment [45]. It is noteworthy that some
leukocytes damaged by chemo or radiotherapy will not necessarily survive for extended
periods, but some do. In addition, the treatment-related changes in systemic mechanisms
(e.g., inflammation and oxidative stress) might be long-lasting, and continuously damage
healthy cells, including new leukocytes [43]. Persistent treatment-associated changes may
also alter immune functions and cause post-treatment health complications in the survivors.
In a mouse study, restraint-induced stress activated genes responsible for priming the T
cells to either undergo apoptosis or proliferation, the major function needed for cellular
immunity [46].

The strengths of our study include the quantitative measurement of different damage
types and repair pathways, rather than only measuring global damage (alkaline comet
assays), as is commonly reported [8,20]; innovative data analyses, such as segregating cells
into undamaged (zero damage) and damaged; and the focus on systemic DNA damage and
repair in the survivorship period, rather than on tumor tissue/cells. Our study is the first
of its kind in systemic disparities in cancer survivorship, but is limited by a relatively small
sample size, lack of breast cancer subtypes and detailed cancer treatment data, and lack of
survivorship-related outcome data. Additionally, although we looked at DSB, global DNA
damage, and their repair, we did not measure other DNA damage and activities, such as
base damage and its repair.

5. Conclusions

In conclusion, we report novel differences in systemic DNA damage and repair by
race in breast cancer survivors. Future confirmatory studies in diverse cancer survivor
populations are needed to validate our findings and to investigate the association of
underlying inflammation and aging-related pathways using gene expression and mutation
data, socio-environmental factors, and survivorship-related outcomes with the race-based
differences observed in our study.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/cancers16101807/s1, Figure S1: Alkaline and neutral CometChip
assay optimization for DNA damage, Bleomycin dose, and repair kinetics; Figure S2: Effect of race on
basal, and damage susceptibility and repair of BLM-induced double-strand break in cancer-free NHB
and NHW leukocytes; Table S1: Demographics of the Breast Cancer survivors whose samples were
utilized in this study at GLCCC.
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19. Jałoszyński, P.; Kujawski, M.; Czub-Swierczek, M.; Markowska, J.; Szyfter, K. Bleomycin-induced DNA damage and its removal
in lymphocytes of breast cancer patients studied by comet assay. Mutat. Res. 1997, 385, 223–233. [CrossRef]

20. Vodicka, P.; Vodenkova, S.; Opattova, A.; Vodickova, L. DNA damage and repair measured by comet assay in cancer patients.
Mutat. Res. 2019, 843, 95–110. [CrossRef]

21. Ge, J.; Prasongtanakij, S.; Wood, D.K.; Weingeist, D.M.; Fessler, J.; Navasummrit, P.; Ruchirawat, M.; Engelward, B.P. CometChip:
A high-throughput 96-well platform for measuring DNA damage in microarrayed human cells. J. Vis. Exp. 2014, 92, e50607.
[CrossRef]

22. Ngo, L.P.; Owiti, N.A.; Swartz, C.; Winters, J.; Su, Y.; Ge, J.; Xiong, A.; Han, J.; Recio, L.; Samson, L.D.; et al. Sensitive CometChip
assay for screening potentially carcinogenic DNA adducts by trapping DNA repair intermediates. Nucleic Acids Res. 2020, 48, e13.
[CrossRef]

23. Besaratinia, A.; Van Schooten, F.J.; Schilderman, P.A.; De Kok, T.M.; Haenen, G.R.; Van Herwijnen, M.H.; Van Agen, E.; Pachen,
D.; Kleinjans, J.C. A multi-biomarker approach to study the effects of smoking on oxidative DNA damage and repair and
antioxidative defense mechanisms. Carcinogenesis 2001, 22, 395–401. [CrossRef] [PubMed]

24. Angelis, K.J.; Dusinska, M.; Collins, A.R. Single cell gel electrophoresis: Detection of DNA damage at different levels of sensitivity.
Electrophoresis 1999, 20, 2133–2138. [CrossRef]

25. Hazra, T.K.; Das, A.; Das, S.; Choudhury, S.; Kow, Y.W.; Roy, R. Oxidative DNA damage repair in mammalian cells: A new
perspective. DNA Repair 2007, 6, 470–480. [CrossRef] [PubMed]

26. Choudhury, S.; Zhang, R.; Frenkel, K.; Kawamori, T.; Chung, F.L.; Roy, R. Evidence of alterations in base excision repair of
oxidative DNA damage during spontaneous hepatocarcinogenesis in Long Evans Cinnamon rats. Cancer Res. 2003, 63, 7704–7707.
[PubMed]

27. Gohil, D.; Sarker, A.H.; Roy, R. Base Excision Repair: Mechanisms and Impact in Biology, Disease, and Medicine. Int. J. Mol. Sci.
2023, 24, 14186. [CrossRef]

28. Bohn, S.K.; Vebraite, V.; Shaposhnikov, S.; Collins, A.R. Isolation of leukocytes from frozen buffy coat for comet assay analysis of
DNA damage. Mutat. Res. Genet. Toxicol. Environ. Mutagen. 2019, 843, 18–23. [CrossRef]

29. Bankoglu, E.E.; Mukama, T.; Katzke, V.; Stipp, F.; Johnson, T.; Kuhn, T.; Seyfried, F.; Godschalk, R.; Collins, A.; Kaaks, R.; et al.
Short- and long-term reproducibility of the COMET assay for measuring DNA damage biomarkers in frozen blood samples of
the EPIC-Heidelberg cohort. Mutat. Res. Genet. Toxicol. Environ. Mutagen. 2022, 874–875, 503442. [CrossRef]

30. Moller, P.; Azqueta, A.; Boutet-Robinet, E.; Koppen, G.; Bonassi, S.; Milic, M.; Gajski, G.; Costa, S.; Teixeira, J.P.; Costa Pereira,
C.; et al. Minimum Information for Reporting on the Comet Assay (MIRCA): Recommendations for describing comet assay
procedures and results. Nat. Protoc. 2020, 15, 3817–3826. [CrossRef]

31. Collins, A.; Moller, P.; Gajski, G.; Vodenkova, S.; Abdulwahed, A.; Anderson, D.; Bankoglu, E.E.; Bonassi, S.; Boutet-Robinet, E.;
Brunborg, G.; et al. Measuring DNA modifications with the comet assay: A compendium of protocols. Nat. Protoc. 2023, 18,
929–989. [CrossRef] [PubMed]

32. Gowda, A.S.; Suo, Z.; Spratt, T.E. Honokiol Inhibits DNA Polymerases beta and lambda and Increases Bleomycin Sensitivity of
Human Cancer Cells. Chem. Res. Toxicol. 2017, 30, 715–725. [CrossRef] [PubMed]

33. Chen, J.; Stubbe, J. Bleomycins: Towards better therapeutics. Nat. Rev. Cancer 2005, 5, 102–112. [CrossRef] [PubMed]
34. Woodrick, J.; Gupta, S.; Camacho, S.; Parvathaneni, S.; Choudhury, S.; Cheema, A.; Bai, Y.; Khatkar, P.; Erkizan, H.V.; Sami,

F.; et al. A new sub-pathway of long-patch base excision repair involving 5‘ gap formation. EMBO J. 2017, 36, 1605–1622.
[CrossRef] [PubMed]

35. Woodrick, J.; Gupta, S.; Khatkar, P.; Dave, K.; Levashova, D.; Choudhury, S.; Elias, H.; Saha, T.; Mueller, S.; Roy, R. A novel method
for monitoring functional lesion-specific recruitment of repair proteins in live cells. Mutat. Res. 2015, 775, 48–58. [CrossRef]
[PubMed]

36. Woodrick, J.; Gupta, S.; Khatkar, P.; Sarangi, S.; Narasimhan, G.; Trehan, A.; Adhikari, S.; Roy, R. Slow repair of lipid peroxidation-
induced DNA damage at p53 mutation hotspots in human cells caused by low turnover of a DNA glycosylase. Nucleic Acids Res.
2014, 42, 9033–9046. [CrossRef] [PubMed]

https://doi.org/10.1038/nature05456
https://doi.org/10.1073/pnas.95.9.5061
https://doi.org/10.1038/nprot.2006.5
https://www.ncbi.nlm.nih.gov/pubmed/17406208
https://doi.org/10.2307/3577279
https://doi.org/10.1073/pnas.1004056107
https://www.ncbi.nlm.nih.gov/pubmed/20534572
https://doi.org/10.1038/s41598-018-20995-w
https://doi.org/10.1016/s0921-8777(97)00046-3
https://doi.org/10.1016/j.mrgentox.2019.05.009
https://doi.org/10.3791/50607
https://doi.org/10.1093/nar/gkz1077
https://doi.org/10.1093/carcin/22.3.395
https://www.ncbi.nlm.nih.gov/pubmed/11238178
https://doi.org/10.1002/(SICI)1522-2683(19990701)20:10%3C2133::AID-ELPS2133%3E3.0.CO;2-Q
https://doi.org/10.1016/j.dnarep.2006.10.011
https://www.ncbi.nlm.nih.gov/pubmed/17116430
https://www.ncbi.nlm.nih.gov/pubmed/14633694
https://doi.org/10.3390/ijms241814186
https://doi.org/10.1016/j.mrgentox.2019.03.010
https://doi.org/10.1016/j.mrgentox.2022.503442
https://doi.org/10.1038/s41596-020-0398-1
https://doi.org/10.1038/s41596-022-00754-y
https://www.ncbi.nlm.nih.gov/pubmed/36707722
https://doi.org/10.1021/acs.chemrestox.6b00451
https://www.ncbi.nlm.nih.gov/pubmed/28067485
https://doi.org/10.1038/nrc1547
https://www.ncbi.nlm.nih.gov/pubmed/15685195
https://doi.org/10.15252/embj.201694920
https://www.ncbi.nlm.nih.gov/pubmed/28373211
https://doi.org/10.1016/j.mrfmmm.2015.03.013
https://www.ncbi.nlm.nih.gov/pubmed/25879709
https://doi.org/10.1093/nar/gku520
https://www.ncbi.nlm.nih.gov/pubmed/25081213


Cancers 2024, 16, 1807 14 of 14

37. Paviolo, N.S.; Vega, M.B.; Pansa, M.F.; Garcia, I.A.; Calzetta, N.L.; Soria, G.; Gottifredi, V. Persistent double strand break
accumulation does not precede cell death in an Olaparib-sensitive BRCA-deficient colorectal cancer cell model. Genet. Mol. Biol.
2019, 43, e20190070. [CrossRef]

38. Trzeciak, A.R.; Barnes, J.; Ejiogu, N.; Foster, K.; Brant, L.J.; Zonderman, A.B.; Evans, M.K. Age, sex, and race influence single-strand
break repair capacity in a human population. Free Radic. Biol. Med. 2008, 45, 1631–1641. [CrossRef]

39. Dietze, E.C.; Sistrunk, C.; Miranda-Carboni, G.; O‘Regan, R.; Seewaldt, V.L. Triple-negative breast cancer in African-American
women: Disparities versus biology. Nat. Rev. Cancer 2015, 15, 248–254. [CrossRef]

40. Keenan, T.; Moy, B.; Mroz, E.A.; Ross, K.; Niemierko, A.; Rocco, J.W.; Isakoff, S.; Ellisen, L.W.; Bardia, A. Comparison of the
Genomic Landscape Between Primary Breast Cancer in African American Versus White Women and the Association of Racial
Differences With Tumor Recurrence. J. Clin. Oncol. 2015, 33, 3621–3627. [CrossRef]

41. Davis, M.B.; Walens, A.; Hire, R.; Mumin, K.; Brown, A.M.; Ford, D.; Howerth, E.W.; Monteil, M. Distinct Transcript Isoforms
of the Atypical Chemokine Receptor 1 (ACKR1)/Duffy Antigen Receptor for Chemokines (DARC) Gene Are Expressed in
Lymphoblasts and Altered Isoform Levels Are Associated with Genetic Ancestry and the Duffy-Null Allele. PLoS ONE 2015,
10, e0140098. [CrossRef] [PubMed]

42. Lynce, F.; Blackburn, M.J.; Zhuo, R.; Gallagher, C.; Hahn, O.M.; Abu-Khalaf, M.; Mohebtash, M.; Wu, T.; Pohlmann, P.R.; Dilawari,
A.; et al. Hematologic safety of palbociclib in combination with endocrine therapy in patients with benign ethnic neutropenia and
advanced breast cancer. Cancer 2021, 127, 3622–3630. [CrossRef] [PubMed]

43. Scuric, Z.; Carroll, J.E.; Bower, J.E.; Ramos-Perlberg, S.; Petersen, L.; Esquivel, S.; Hogan, M.; Chapman, A.M.; Irwin, M.R.; Breen,
E.C.; et al. Biomarkers of aging associated with past treatments in breast cancer survivors. NPJ Breast Cancer 2017, 3, 50. [CrossRef]
[PubMed]

44. Ngo, L.P.; Kaushal, S.; Chaim, I.A.; Mazzucato, P.; Ricciardi, C.; Samson, L.D.; Nagel, Z.D.; Engelward, B.P. CometChip analysis of
human primary lymphocytes enables quantification of inter-individual differences in the kinetics of repair of oxidative DNA
damage. Free Radic. Biol. Med. 2021, 174, 89–99. [CrossRef] [PubMed]

45. Bednarski, J.J.; Sleckman, B.P. At the intersection of DNA damage and immune responses. Nat. Rev. Immunol. 2019, 19, 231–242.
[CrossRef]

46. Flint, M.S.; Carroll, J.E.; Jenkins, F.J.; Chambers, W.H.; Han, M.L.; Baum, A. Genomic profiling of restraint stress-induced
alterations in mouse T lymphocytes. J. Neuroimmunol. 2005, 167, 34–44. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

https://doi.org/10.1590/1678-4685-GMB-2019-0070
https://doi.org/10.1016/j.freeradbiomed.2008.08.031
https://doi.org/10.1038/nrc3896
https://doi.org/10.1200/JCO.2015.62.2126
https://doi.org/10.1371/journal.pone.0140098
https://www.ncbi.nlm.nih.gov/pubmed/26473357
https://doi.org/10.1002/cncr.33620
https://www.ncbi.nlm.nih.gov/pubmed/34157782
https://doi.org/10.1038/s41523-017-0050-6
https://www.ncbi.nlm.nih.gov/pubmed/29238750
https://doi.org/10.1016/j.freeradbiomed.2021.07.033
https://www.ncbi.nlm.nih.gov/pubmed/34324980
https://doi.org/10.1038/s41577-019-0135-6
https://doi.org/10.1016/j.jneuroim.2005.06.012

	Introduction 
	Materials and Methods 
	Overview 
	Patient Recruitment and Sample Collection 
	CometChip Assay for DNA Damage Detection and Repair Kinetics Evaluation 
	Cell Recovery and Preparation for CometChip Assays 
	CometChip Preparation 
	CometChip Cell Loading 
	Bleomycin and Methyl Methanesulfonate Treatment for Repair Assay 
	Alkaline and Neutral Electrophoresis 
	Gel Staining, Imaging and Comet Analysis 

	Data Analysis, Statistics, and Reproducibility 

	Results 
	CometChip Assay Optimization for Global DNA Damage and Double-Strand Break, Bleomycin Dose, and Repair Kinetics 
	Repair of BLM-Induced Double-Strand Break and Global DNA Damage in Cancer-Free Women and Breast Cancer Survivors 
	Race Effect on Basal and Damage Susceptibility and Repair of BLM-Induced Double-Strand Break and Global DNA Damage in NHB and NHW Breast Cancer Survivors 

	Discussion 
	Conclusions 
	References

