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Abstract

Background: Cancer patients are at risk of secondary therapy-related myeloid neoplasms (t-MNs). Acquired blood-specific
mutations in clonal hematopoiesis (CH)-associated genes are t-MN risk factors, and their occurrence associated with cancer
therapy and age. Patients with ovarian cancer (OC) showed a particularly high prevalence of CH-associated gene mutations,
which may additionally be explained by the high proportion of a hereditary disease cause in this cancer entity. Methods: We
performed a retrospective analysis of 448 OC patients enrolled in the AGO-TR1 study; 249 were enrolled at primary diagnosis
and 199 at platinum-sensitive recurrence. Analyses included the most frequently altered CH-associated genes (ASXL1,
DNMT3A, GNAS, JAK2, PPM1D, SF3B1, SH2B3, SRSF2, TET2, TP53). Results were analyzed according to the BRCA1/2 germline
(gBRCA1/2) mutation status. All statistical tests were 2-sided. Results: Advanced age at blood draw and a high number of prior
platinum-based chemotherapy lines were risk factors to acquire CH-associated gene mutations, with gene-specific effects ob-
served. Binomial logistic regression suggested increased probabilities for gBRCA1/2 mutation carriers to acquire CH-
associated PPM1D and TP53 gene mutations (PPM1D: odds ratio =4.30, 95% confidence interval = 1.48 to 12.46, P =.007; TP53:
odds ratio = 6.20, 95% confidence interval =0.98 to 53.9, P =.06). This observation was due to a statistically significantly in-
creased number of platinum-based chemotherapy lines in gBRCA1/2 mutation carriers vs noncarriers (PPM1D: mean [SD] =
2.04 [1.27] vs 1.04 [0.99], P < .001; TP53: mean [SD] = 2.83 [1.33] vs 1.07 [1.01], P < .001). No interaction between platinum-based
chemotherapy and gBRCA1/2 mutation status with the occurrence of CH-associated gene mutations was observed.
Conclusions: A positive gBRCA1/2 mutation status is not a risk factor to acquire CH-associated gene mutations. OC patients
may benefit from monitoring CH-associated gene mutations, especially following carboplatin exposure. Future clinical stud-
ies are required to assess whether treatment regimen should be adapted according to individual t-MN risks.
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Patients with cancer are at elevated risk of subsequent therapy-
related myeloid neoplasms (t-MNs) such as acute myeloid leu-
kemia and myelodysplastic syndrome. The recent MSK-IMPACT
study analyzed blood-derived DNA from 24 146 patients with 56
different primary tumor types. In a subgroup of 10138 patients
with curated and detailed clinical data, older age at blood draw
and cancer therapy before blood draw correlated with the pres-
ence of clonal hematopoiesis (CH), as shown by acquired muta-
tions in CH-associated genes (1). In the MSK-IMPACT study,
patients with ovarian cancer (OC) showed a particularly high
prevalence of mutations in CH-associated genes, and it was hy-
pothesized that cancer-specific differences may be due to inter-
actions between mutations in specific genes and specific
regimen of cancer therapy (1). Most OC patients received cyto-
toxic treatment regimen, which was also most common in the
overall MSK-IMPACT study sample. A unique feature of OC is a
high prevalence of pathogenic germline mutations in the
BRCA1/2 (gBRCA1/2) cancer predisposition genes, which explain
more than 10% of all OC cases irrespective of the patients’ can-
cer family history (2). BRCA1/2 mutation carriers with OC show
a more favorable therapy response and survival than noncar-
riers with OC (3,4), which simultaneously may be associated
with an increased risk to acquire CH-associated gene muta-
tions. To assess whether the gBRCA1/2 mutation status modifies
(either directly or indirectly) the association of drug treatment
with the occurrence of CH-associated gene mutations, we per-
formed a retrospective analysis of 448 OC patients enrolled in
the observational AGO-TR1 study (NCT02222883). Our analyses
included the most prevalently altered CH-associated genes
ASXL1, DNMT3A, PPM1D, and TET2 along with GNAS, JAK2,
SF3B1, SH2B3, SRSF2, and TP53 (5,6). The prevalence of CH-
associated gene mutations was assessed according to age at
blood draw, number of prior platinum-based chemotherapy
lines, and gBRCA1/2 mutation status.

Methods

Study Sample

A total of 523 consecutive OC patients were enrolled in the
AGO-TR1 study. The AGO-TR1 study protocol was approved by
the Ethics Committee of the Landesaerztekammer Nordrhein
(No. 2014340) and registered (NCT02222883, ClinicalTrials.gov).
All patients were at least 18 years of age and gave their written
informed consent before enrollment. Demographic data, dis-
ease characteristics, and family history of the overall study
sample were previously described (7).

Targeted Next-Generation Sequencing (NGS)

Blood-derived DNA was available from all 523 patients enrolled
in the AGO-TR1 study. Genomic DNA was isolated from venous
blood samples collected between March and November 2015 by
using a chemagic MSM instrument and the chemagic Prime
DNA Blood 4k Kit H24 (PerkinElmer Chemagen Technology
GmbH, Baesweiler, Germany). For DNA isolation from formalin-
fixed and paraffin-embedded tumor samples, hematoxylin and
eosin-stained 3-um tissue sections were analyzed and tumor
areas containing over 80% tumor nuclei were chosen for DNA
isolation, which was performed as previously described (8).
Tumor-derived DNA was available from 478 of the 523 patients
enrolled in the AGO-TR1 study. A customized 48.48 amplicon-
based gene panel (Access Array, Fluidigm, San Francisco, CA,

USA) was used for target enrichment, which was suitable for
the amplification of DNA isolated from both blood samples and
formalin-fixed and paraffin-embedded tumor samples. Panel
design was performed using the web-based D3 Assay Design
tool (Fluidigm). The gene panel covered the entire coding
regions and exon-flanking sequences (*2nt) of 10 CH-
associated genes, namely ASXL1 (MIM*612990, NM_015338),
DNMT3A (MIM*602769, NM_175629), GNAS (MIM*139320,
NM_000516.5), JAK2 (MIM*147796, NM_004972), PPM1D
(MIM*605100, NM_003620), SF3B1 (MIM*605590, NM_012433),
SH2B3  (MIM*605093, NM_005475), SRSF2  (MIM*600813,
NM_003016), TET2 (MIM*612839, NM_001127208), and TP53
(MIM*191170, NM_000546). Overall, the gene panel covered 130
sequencing target regions (Supplementary Table 1, available on-
line). NGS of the barcoded amplicons was performed by using a
NextSeq 500 sequencing device and Mid-Output v2 kits
(IMlumina, San Diego, CA, USA). All DNA samples were centrally
analyzed at the Center for Familial Breast and Ovarian Cancer,
University Hospital Cologne, Germany. Raw BCL files were
demultiplexed using bcl2fastq2 Conversion Software v2.19
(available at https://support.illumina.com). Sequence reads
were mapped to the human reference genome assembly
GRCh37, including decoy sequences (hs37d5), using BWA-MEM
of Burrows-Wheeler Aligner v0.7.15 (9). Target-specific primer
sequences were removed using BAMClipper v1.1 (10). Reads
were filtered for reads mapped in proper pairs using samtools
(11). Variant calling was performed using FreeBayes v1.0.0 (12)
on a merged BAM file including RG-tagged reads from blood and
tumor samples per sample ID. FreeBayes was run under specifi-
cation of --min-mapping-quality 20, --min-base-quality 20, --
min-coverage 1000, and --min-alternate-fraction 0.03, as well as
use-duplicate-reads to account for the characteristics of ampli-
con sequencing.

Quality Control

All NGS analyses of blood- and tumor-derived DNA samples
with an overall mean sequencing coverage greater than 1000x
were included in this investigation; data of 448 patients met
this quality criterion and were processed further. All sequencing
targets with a mean sequencing coverage greater than 1000x in
both blood- and tumor-derived DNA in the study sample of 448
patients were included; 11 sequencing targets were excluded.
This allowed the comparative analysis of 119 sequencing tar-
gets in 448 patients (Supplementary Table 1, available online).

Variant Filtering

We excluded variants located within interspersed repeats and
low complexity sequence regions as defined by RepeatMasker
(13). Erroneous variant calls caused by technical artifacts were
assumed to occur recurrently and to accumulate within the
same sequencing run, with normally distributed variant frac-
tions (VFs). Therefore, only variant calls with VFs reaching a
modified Z-score greater than or equal to 3.5 (14) considering all
VFs at the corresponding locus within the sequencing run were
considered. All variants with a VF of at least 0.03 in the blood
sample were analyzed further.

Variants identified in blood-derived DNA were considered
blood specific if 1) the variant position was covered at least
500x in the corresponding tumor-derived DNA; 2) the tumor VF
did not exceed 0.10; and 3) the log?2 ratio of the blood VF vs the
tumor VF was greater than 1. Blood-specific variants were
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annotated with respect to the specified transcripts using SnpEff
(15). Frameshift variants, nonsense variants, and variants lo-
cated at the canonical splice sites =2 bp were defined as
protein-truncating variants (PTVs). Missense variants and in
frame indels were defined as non-PTVs. Intronic variants out-
side the canonical splice sites and synonymous variants were
excluded from this investigation. These analyses identified a to-
tal of 655 blood-specific variants in the overall study sample. All
blood-specific variants were filtered for putative pathogenic
effects in cancer development using OncoKB (16). Variants were
annotated using the MafAnnotator utility of OncoKB Annotator
v3.0.0 (https:/github.com/oncokb/oncokb-annotator) without
specification of a particular tumor type. Of the 655 blood-
specific variants, 101 were classified as (likely) oncogenic
according to oncoKB Annotator, subsequently referred to as CH-
associated gene mutations.

Statistical Analysis

Analyses were conducted under R v3.6. Welch’s t test and
Fisher’s exact test were used to assess the association between
the patients’ age at blood draw, exposure to drug treatment,
and gBRCA1/2 mutation status with the occurrence of CH-
associated gene mutations. Benjamini-Hochberg adjustment
was applied for multiple testing correction. All statistical tests
were 2-sided, with P values less than or equal to .05 considered
statistically significant. Association of counts of CH-associated
gene mutations per individual with age and number of treat-
ment lines was assessed via Spearman’s correlation using R’s
cor.test() function. Binomial logistic regression was used to in-
vestigate the association of age at blood draw, exposure to drug
treatment, and gBRCA1/2 mutation status with the occurrence
of CH-associated gene mutations using R’s glm() utility. Models
were fitted using iteratively reweighted least squares and
served as input for age-dependent predictions of probabilities
for the occurrence of CH-associated gene mutations in depen-
dence to number of prior platinum-based chemotherapy lines
and gBRCA1/2 mutation status using R’s predict() utility. P val-
ues were obtained applying 2-sided Wald tests. An interaction
term between gBRCA1/2 mutation status and number of prior
platinum-based chemotherapy lines was included in the bino-
mial logistic regression model to assess whether gBRCA1/2 mu-
tation status modifies the association of drug treatment with
CH-associated gene mutations.

Results

CH-associated gene mutations were present in all 10 CH-
related genes investigated and most prevalent in DNMT3A
(n=33) and PPM1D (n=30), followed by TET2 (n=12), ASXL1
(n=8), TP53 (n=7), JAK2 (n =4), SRSF2 (n = 3), GNAS (n = 2), SF3B1
(n=1), and SH2B3 (n=1). All 101 CH-associated gene mutations
are listed in Supplementary Table 2 (available online). VFs
ranged from 0.03 (minimum cutoff) to 0.37, with a mean VF of
0.10 (Supplementary Table 2, available online). CH-associated
mutations in the PPM1D gene, all PTVs, clustered in the terminal
exon 6, in accordance with previous findings (17).

Demographic data of the 448 patients included in this inves-
tigation are presented in Supplementary Table 3 (available on-
line). Of the 448 patients, 249 were enrolled in the AGO-TR1
study at primary OC diagnosis, and the remaining 199 patients
at platinum-sensitive OC recurrence. On the patient level, 79
(17.6%) of the 448 OC patients carried at least 1 CH-associated
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gene mutation. Among these 79 patients, 64 patients carried 1,
11 patients carried 2, 3 patients carried 3, and 1 patient carried 6
CH-associated gene mutations (Figure 1, A). The occurrence of
CH-associated gene mutations was statistically significantly as-
sociated with age at blood draw (Spearman’s rho=0.17, P <.001;
Figure 1, A). In the overall study sample of 448 patients, the
mean age at blood draw was 59.8 years (range = 18-93 years, SD
= 12.3years). Patients with at least 1 CH-associated gene muta-
tion in any of the investigated genes were statistically signifi-
cantly older at the time of blood draw than patients without (79
vs 369 patients, mean age=64.2 [SD=10.4] vs 58.8 [SD=12.5]
years, Benjamini-Hochberg-adjusted Welch’s t test P=.001;
Figure 1, B). Regarding the individual genes, the difference
reached statistical significance for PPM1D (24 vs 424 patients,
mean age = 67.2 [SD=8.7] vs 59.3 [SD=12.4] years, P=.006) as
well as for TET2 (11 vs 437 patients, mean age = 69.7 [SD =10.3]
vs 59.5 [SD=12.3] years, P=.01), SF3B1, and SH2B3. In the latter
2 genes, however, only a single CH-associated gene mutation
was identified (Figure 1, B).

Of the 448 patients, 303 patients received drug treatment at
least 30days before blood draw (mean age at blood draw =
60.3years, range = 20-85years, SD =11.6years); the remaining
145 patients did not receive drug treatment at least 30 days be-
fore blood draw (mean age at blood draw = 58.6 years, range =
18-93years, SD=13.7years). All 303 patients received a
carboplatin-based chemotherapy (Supplementary Table 3,
available online); only 4 of the 303 patients received carboplatin
and cisplatin. The standard dose in primary therapy was carbo-
platin AUCS for 6 cycles, which was usually combined with tax-
ane (Supplementary Table 3, available online). For the
treatment of relapsed disease, multiple mostly platinum-based
therapies are possible treatment options (Supplementary Table
3, available online).

The number of platinum-based chemotherapy lines at least
30days before blood draw ranged from 1 to 6 (Figure 1, C; 169
patients received 1 platinum-based chemotherapy line, 97 re-
ceived 2, 27 patients 3, and 10 patients received 4-6 platinum-
based chemotherapy lines). Overall, the 79 patients carrying at
least 1 CH-associated gene mutation in any of the investigated
genes received statistically significantly more platinum-based
chemotherapy lines starting at least 30 days before blood draw
than the 369 patients without (mean = 1.43 [SD=1.23] vs 1.02
[SD =0.97], Benjamini-Hochberg-adjusted Welch’s t test P =.004,
Figure 1, D). This difference was mainly driven by CH-associated
gene mutations in the PPM1D gene (mean = 2.04 [SD=1.27] vs
1.04 [SD=0.99], P <.001, Figure 1, D) and the TP53 gene (mean =
2.83 [SD=1.33] vs 1.07 [SD=1.01], P <.001, Figure 1, D), which
were exclusively identified in patients who received at least 1
platinum-based chemotherapy line starting at least 30 days be-
fore blood draw. In addition, CH-associated gene mutations in
GNAS, JAK2, SF3B1, and SH2B3 were exclusively identified in
patients who received prior platinum-based chemotherapy,
though the differences in mean numbers of platinum-based
chemotherapy lines received did not reach levels of statistical
significance (Figure 1, D).

In the overall study sample of 448 OC patients, 92 patients
(20.7%) carried pathogenic gBRCA1/2 mutations (Supplementary
Table 3, available online). The occurrence of at least 1 CH-asso-
ciated gene mutation was not statistically significantly associ-
ated with a positive gBRCA1/2 mutation status, neither overall
(19 occurrences in 92 gBRCA1/2-positive vs 60 in 356 gBRCA1/2-
negative patients, Fisher’s exact test P =.44) nor in the subgroup
of 303 patients who received platinum-based chemotherapy at
least 30 days before blood draw (17 in 70 vs 45 in 233, P = .40).
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Figure 1. Associations between age at blood draw and number of prior platinum-based chemotherapy lines with the occurrence of clonal hematopoiesis (CH)-associ-
ated gene mutations. A) Number of CH-associated gene mutations per patient according to the age at blood draw. B) Boxplots for age at blood draw in years stratified
by noncarriers (no CH) and carriers (CH) of CH-associated gene mutations and Benjamini-Hochberg-adjusted Welch’s t test P values. Mean lines in boxes correspond to
mean values. C) Number of CH-associated gene mutations according to number of prior platinum-based chemotherapy lines. Marker sizes correspond to the number
of observed samples. D) Boxplots for numbers of platinum-based chemotherapy lines received stratified by noncarriers (no CH) and carriers (CH) of CH-associated gene
mutations and Benjamini-Hochberg-adjusted Welch’s t test P values. Mean lines in boxes correspond to mean values. CI = confidence interval.

To visualize potential gene-specific effects of the age at
blood draw, the number of prior platinum-based chemotherapy
lines, and the gBRCA1/2 mutation status on the age-dependent
occurrence of CH-associated gene mutations, we used a bino-
mial logistic regression model for the most commonly affected
genes: ASXL1, DNMT3A, PPM1D, TET2, and TP53 (Figure 2, A-E).
CH-associated gene mutations in the ASXL1 gene did not asso-
ciate with any of the potential risk factors investigated here
(Figure 2, A). CH-associated gene mutations in the ASXL1 gene
have recently been shown to be enriched in current or former
smokers, which may explain the lack of a statistically signifi-
cant association in our study that did not stratify for smoking
behavior (1). CH-associated gene mutations in the DNMT3A and
TET2 genes were associated with age at blood draw, but not
with the number of prior platinum-based chemotherapy lines
or gBRCA1/2 mutation status (Figure 2, B and C). CH-associated
gene mutations in the PPM1D gene were associated with all 3
factors: age at blood draw, number of prior platinum-based che-
motherapy lines, and BRCA1/2 mutations status (age: odds ratio
[OR] =1.10, 95% confidence interval [CI]=1.05 to 1.16, P <.001;
chemotherapy lines: OR=1.97, 95% CI=1.39 to 2.83, P<.001;
gBRCA1/2: OR=4.30, 95% CI=1.48 to 12.46, P=.007; Figure 2, D).
CH-associated gene mutations in the TP53 gene were associated
with the number of prior platinum-based chemotherapy lines,
but not statistically significantly with BRCA1/2 mutation status
and age at blood draw (age: OR=1.01, 95% CI=0.92 to 1.11,

P=.84; chemotherapy lines: OR=2.55, 95% CI=1.42 to 4.73,
P=.002; gBRCA1/2: OR=6.20, 95% CI=0.98 to 53.9, P=.06;
Figure 2, E).

Testing for interaction between the number of platinum-
based chemotherapy lines and BRCA1/2 mutation status with
the occurrence of CH-associated gene mutations as an outcome
revealed no statistically significant association for either PPM1D
(interaction OR=1.02, 95% CI=0.49 to 2.20, P=.95) or TP53 (in-
teraction OR =1.69, 95% CI=0.52 to 7.19, P = .42) (Supplementary
Table 4, available online). However, a positive gBRCA1/2 muta-
tion status was statistically significantly associated with youn-
ger age at onset (mean age at diagnosis = 52.5 [SD=8.9] vs 59.8
[SD=12.8] years, Welch’s t test P < .001; Supplementary Table 3,
available online) along with a higher number of platinum-based
chemotherapy lines at least 30 days before blood draw (mean =
1.39 [SD=1.15] vs 1.01 [SD=10.98], Welch’s t test P=.004), which
may explain the increased probability to acquire CH-associated
gene mutations at younger ages (Figure 2).

Discussion

In this clinical cohort of 448 OC patients, we demonstrated a
high prevalence of CH-associated gene mutations, affecting ap-
proximately 1 in 6 patients. Of note, integration of OncoKB an-
notation for CH classification may represent a conservative CH


https://academic.oup.com/jnci/article-lookup/doi/10.1093/jnci/djab231#supplementary-data
https://academic.oup.com/jnci/article-lookup/doi/10.1093/jnci/djab231#supplementary-data
https://academic.oup.com/jnci/article-lookup/doi/10.1093/jnci/djab231#supplementary-data

K. Weber-Lassalleetal. | 569

z ASXL1 DNMT3A TET2
10 SRR - 1.0+ R EEET — 107 AT -
Age <107 0.03 1.00(0.96to 1.06] .Ba Age 0.04 0.02 1.04(1.00to1.08) .03 Age 0.10 0.04 1.10(1.03to1.16] .01
PlLines =076 052 046(0.14t01.12) .14 Pilines —0.0% 0.18 0.7 (0.67 to 1.36) .B6 PELines 0.22 0.26 1.24 (0.70t02.01] 41
0.84 gHRCALZ  -16.5 =100 0.00 {0 to inf) 93 0.8 gBRCALZ 0.38 0.47 1.46(0.54to3.58) 42 _ 0.81 gBRCALIZ 0.51 0.86 1.66(0.23to 7.86) .55
0 PiLines — gBRCALZ+ 0 Pilines QBRCALZ+ 0 Ptlines — QBRCALZ+
Zo0s 1 PtLine anee gBRCALZ- Zids 1 PtLine - QBRCALZ- Z o064 1 PtLine weee QBRCALZ-
H 5 —— 2 PtLines H & —— 2 Ptlines =" — 2 Ptlines
] — 3PiLines El — 3PiLines = — 3PLines
a o = |
2 0.4 04 £ 044
& & &
0.2 0.2 0.24
0.0 0.0 i | 0.04 .
20 30 40 50 60 kil a0 20 30 40 50 &0 10 B0 20 £l a0 50 60 10 BO
Age, ¥ Age, y Age. y
PPM1D TP53
14 B SE OR [95% CII P A F_sE OR [95% C1) 7
Age 0.09 003 1.10(1.05t0116} <001 Age 0.01 005 101(092t01.11) .B4
Filines 0.66 0.16 1.97 (1.39 to 2.63) Ptlines 0.93 0.30 2.55(142t04.73) 002
0.84 gBRCALZ 146 054 4.30 (14810125 081 gBRCALZ 182 0.98 6.20 (0.98t053.89) .06
0 Ptlines — gBRCALZ+ 0 Ptlines —— QBRCALZ+
e 1 PiLine - gBRCALZ oe 1 PiLine - QBRCALRZ
Z . —— 2 Ptlines = : — 2 Ptlines
2 — 3 PtLines ] — 3 Pilines
E E
£ 0.4 £ 0.4
0.2 02
0.0 e 0.0
20 30 40 50 60 T0 ag 20 an 4an 50 &0 70 BO
Age, ¥ Age, y

Figure 2. Risk prediction for clonal hematopoiesis (CH)-associated gene mutations based on binomial logistic regression dependent on age at blood draw (age), number
of prior platinum-based chemotherapy lines (PtLines), and BRCA1/2 germline mutation status (gBRCA1/2). Coefficients (f), standard errors (SE), odds ratios (OR), 95%
confidence intervals (CI), and P values (P, 2-sided Wald test) as obtained from fitting a binomial logistic regression model for the observation of CH-associated gene

mutations in ASXL1 (A), DNMT3A (B), TET2 (C), PPM1D (D), and TP53 (E).

calling approach, which may lead to missing some less com-
mon CH-associated gene mutations.

In patients with t-MN, CH-associated gene mutations were
most prevalent in the ASXL1, DNMT3A, PPM1D, TET2, and TP53
genes, whereas CH-associated gene mutations in the PPM1D
and TP53 genes were statistically significantly enriched in
patients with t-MN compared with de novo MN (18). The MSK-
IMPACT study demonstrated that cancer therapy with radia-
tion, platinum (especially carboplatin), and topoisomerase II
inhibitors preferentially select for CH-related mutations in DNA
damage response genes, including TP53 and PPM1D (1).
Concordant with these findings, we identified CH-associated
gene mutations in the TP53 and PPMID genes exclusively in
patients who received at least 1 line of platinum-based chemo-
therapy before blood draw. CH-associated gene mutations in
the PPM1D and the TP53 genes were identified in 28 of the 303
patients (9.2%) who received carboplatin-based regimen, of
which 2 patients carried CH-associated gene mutations in both
genes. These 28 patients received first chemotherapy line
92days to 11.5years before blood draw (mean=3.4years,
SD=2.8years; data not shown), with a mean number of 2.14
prior chemotherapy lines (range=1-6, SD=1.30). For the
remaining 275 of the 303 patients who received the carboplatin-
based regimen before blood draw but did not show CH-
associated gene mutations in the TP53 and PPM1D genes, the
time between first chemotherapy and blood draw ranged from
31ldays to 16.1years (mean=2.5years, SD=25years), with a
mean number of 1.56 chemotherapy lines (range=1-5,
SD=0.77).

Our results point towards a rather indirect association be-
tween gBRCA1/2 mutations and a higher probability to accu-
mulate CH-associated gene mutations in the PPM1D, TP53,
and probably other genes that accumulate CH-associated gene
mutations in response to chemotherapy, which may have
implications for the clinical management of patients with

gBRCA1/2-associated hereditary cancers such as high-grade se-
rous OC and triple-negative breast cancer (7,19). In the multi-
variable analysis, we did not observe a statistically significant
interaction between gBRCA1/2 mutation status and the num-
ber of platinum-based chemotherapy lines with the occur-
rence of CH-associated gene mutations in PPM1D and TP53
genes, respectively, though minor effects cannot be excluded.
In our study sample, gBRCA1/2 mutation carriers received a
statistically significantly higher number of platinum-based
chemotherapy lines before blood draw than noncarriers,
which is most likely due to a more favorable therapy response
and survival benefit observed for gBRCA1/2 mutation carriers
(3,4).

There had been a concern that gBRCA1/2 mutation carriers
may be more prone to t-NM after administration of PARP inhibi-
tors such as niraparib or olaparib: the ENGOT -OV16/NOVA and
SOLO2/ENGOT-0v21 trials revealed increased t-MN rates in the
niraparib and the olaparib arms, respectively, vs the placebo
arms (20,21). A follow-up investigation of the SOLO2/ENGOT-
Ov21 trial, however, revealed that PARP inhibition did not in-
crease the t-MN risk vs placebo (22). Rather, a trend was seen for
a higher t-MN incidence with an increasing number of prior
platinum-based chemotherapy lines. These results support our
findings of an indirect association with gBRCA1/2 gene muta-
tions due to higher numbers of prior platinum-based chemo-
therapy lines.

Monitoring of patients after chemotherapy exposure with
blood draws at defined time intervals and subsequent analysis
for CH-associated gene mutations may allow optimized clinical
management that considers the patients’ individual t-MN risk.
Future clinical studies are required to assess the potential ne-
cessity to adapt the choice of treatment regimen according to
the individual t-MN risk. For example, the MSK-IMPACT study
suggested a lower CH risk following cisplatin or oxaliplatin than
following carboplatin.
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