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abstract

PURPOSE Apolipoprotein B mRNA-Editing Catalytic Polypeptide-like (APOBEC) enzymes are mutagenic factors
contributing to tumor progression and therapy resistance. However, the effects of APOBEC-induced protein
changes have not been systematically assessed. Here, we describe the effects of APOBEC on the coding
sequence in primary and metastatic estrogen receptor–positive (ER+)/human epidermal growth factor receptor
2–negative (HER2–) breast cancer (BC).

METHODS We determined the enrichment of amino acid (AA) changes resulting from APOBEC mutagenesis in
323 primary BC tumors and 424 metastatic breast cancer (mBC) lesions via comparison with a simulated
mutational genomic landscape not under selection pressure. We subsequently explored genes with recurrent
APOBEC-associated AA changes and investigated the clonality of individual APOBEC-associated mutations.
Using public sequencing data from an independent primary BC and mBC cohort, we further confirm our
findings by reporting genes having these enriched AA changes in an APOBEC context.

RESULTS Our analysis demonstrated that several APOBEC-derived AA changes are significantly enriched
compared with a simulated AA change distribution drawn at random. Among the enriched AA changes,
Glutamate(E).Lysine(K) and Glutamate(E).Glutamine(Q) were mostly found at hotspots in oncogenes,
whereas termination codons (Glutamine[Q].STOP[X] and Serine[S].STOP[X]) occurred in tumor suppressor
genes and, mostly, not at hotspot locations. These mutations are found in genes contributing to BC initiation, eg,
introduction of termination codons in TP53,MAP3K1, and CDH1 (in lobular BC) and two oncogenic hotspots in
PIK3CA (p.E542K and p.E545K). In endocrine-resistant BC, we observed APOBEC-induced termination codons
at ER-modulating genes, KMT2C, ARID1A, NF1, and ZFHX3. Finally, in mBC, compared with single PIK3CA
mutations, dual PIK3CA mutations occurred more frequently in an APOBEC context (Fisher’s exact P , .001).

CONCLUSION Our results show that APOBEC mutagenesis recurrently targets various known drivers of BC
initiation, progression, and endocrine resistance.
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BACKGROUND

Apolipoprotein B mRNA-Editing Catalytic Polypeptide-
like (APOBEC) enzymes are important mutagenic
factors in multiple human cancers. APOBEC enzymes
cause two single base-pair substitution (SBS) signa-
tures that are characterized by C-to-T transitions
(SBS2) and C-to-G transversions (SBS13) in pre-
dominantly, but not restricted to, TCW trinucleotide
contexts (W = A or T).1 APOBEC mutagenesis affects
the evolutionary history of tumors by initiating the
expansion of subclones. Consequently, APOBEC
mutagenesis can contribute to tumor progression and/or
therapy resistance.2 Indeed, in ER+/human epidermal

growth factor receptor 2–negative (HER2–) tumors,
the number of APOBEC mutations is increased in
metastatic breast cancer (mBC) when compared with
primary breast cancer (pBC).3,4 Although this increase
might in part be explained by either functional ad-
vantages or selection under treatment, recent work
has shown that a subset of APOBEC mutations may be
the result of improved spatial availability of the target
base enabled by the loop structure within a DNA
hairpin.5

The most likely process whereby favorable traits are
selected will involve amino acid (AA) changes in the
derived protein, altering its functionality. Since APOBEC
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is thought to be enzymatically capable of mutating any C.T
or C.G in a TW context, all AA changes that can occur via
this process are a priori equally likely to occur if they are not
selected by environmental pressure, such as endocrine
treatment. However, specific AA changes have been re-
ported; for instance, mutations in PIK3CA (eg, p.E545K and
p.E542K) are present in an APOBEC context and are found
frequently in multiple cancer types with high APOBEC
activity.6,7 Recently, additional clonal drivers and subclonal
passengers within APOBEC-derived hotspots were identified
in patients with bladder cancer.8 The effects of APOBEC
mutagenesis on the full coding sequence and its significance
in patients with ER+/HER2– breast cancer (BC), however,
have thus far not been systematically assessed.

Here, we determine which of the APOBEC-derived codon
changes are significantly enriched in ER+/HER2– pBC and
mBC using whole-genome sequencing (WGS) data from
previously described cohorts.3,9 This enabled us to identify
genomic alterations that are likely subjected to differential
selection in ER+/HER2– pBC and mBC. Subsequently, we
describe in which genes or at which hotspots these AA
changes occur most frequently in pBC, in mBC, and in an
mBC cohort showing intrinsic or acquired resistance to
hormonal therapy, using sequencing data from indepen-
dent previously described cohorts.3,9,10 Using this ap-
proach, we provide an overview of the effects of APOBEC
mutagenesis on the coding sequence in BC and subse-
quently describe how these alterations evolve during tumor
progression and/or under endocrine treatment.

METHODS

The full methods are described in the Data Supplement.
Briefly, we determined which APOBEC-associated AA
changes are more frequently observed in pBC and mBC
when compared with a distribution of random draws of a
mutational repertoire of a genome not under selection
pressure. This implies that these enriched AA changes in

pBC or mBC are under differential selection (Fig 1). For
defining all possible AA changes that can result from
APOBEC-related single-base substitutions (SBS2/SBS13)
on the coding strand of the genome (GRCh37), we created
a catalog of all possible APOBEC-induced codon changes
(Fig 1, top right) that reflect all the possible AA changes if
the complete transcriptome would be mutated by APOBEC,
here defined as C.T and C.G in a TCW context. By
bootstrapping (1,000 random draws with replacement)
from this catalog, we can estimate how often AA changes
can occur by chance (eg, approximately 17% of the ran-
dom draws are E.Q). We subsequently used WGS data
from 323 ER+/HER2– pBC samples9 and from 424 ER+/
HER2– mBC samples3 to get the actual observed AA
changes. As we assumed that APOBEC mutagenesis oc-
curs at random, we performed the bootstrap with 100,000
iterations (ie, we repeated the bootstrap 100,000 times),
resulting in a null distribution for each AA change (Fig 1,
bottom middle). The fraction of times that the randomly
drawn relative frequency of an AA change was at least as
high as the actual observed relative frequency was used to
determine the P value. We performed three comparisons:
pBC versus the catalog of all possible APOBEC-induced
codon changes, mBC versus the catalog, and pBC versus
mBC. Specifically, for the first two comparisons, the ob-
served frequency of AA changes resulting from APOBEC
activity in the pBC and mBC cohort was compared with the
randomly drawn sets from the catalog of expected muta-
tions. The third comparison aimed to identify which AA
changes occurredmore frequently in mBC than in pBC. For
this, we used the actually observed AA changes caused by
APOBEC in pBC as the catalog of all possible AA changes
from which we again used the bootstrap method with
100,000 iterations to identify enriched AA changes in mBC
versus pBC. In addition, we used targeted sequencing data
from an endocrine-resistant cohort previously described
by Razavi et al10 to compare the presence of APOBEC
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mutations in an ER+/HER2– mBC population irrespective
of the treatment line to patients with mBC who are resistant
to endocrine therapy.

Single-stranded DNA loops that are part of hairpins are
known to be highly targeted by APOBEC enzymes.5 To
investigate whether hairpins affect our statistical approach,
wematched genomic locations of hairpins using annotation
of optimal APOBEC3A sites.5

We determined whether identified APOBEC-derived mu-
tations in mBC3 were either clonal or subclonal by using
WGS data as described before.11

Statistical Evaluation

Statistical tests other than the bootstrap/iterate analysis
described above are specified throughout the results and
were two-sided and considered statistically significant
when P, .05. IBM SPSS Statistics 25 (ICM Corp, Armonk,
NY) was used for the statistical analyses.

Ethics Approval and Consent to Participate

pBC cohort: Data were publicly available.9

mBC cohort: For our analyses, we selected patients with
mBC who were included under the protocol of the Center
for Personalized Cancer Treatment (CPCT) consortium
(CPCT-02 Biopsy Protocol, ClinicalTrial.gov identifier:
NCT01855477), which was approved by themedical ethics
committee of the University Medical Center Utrecht, the
Netherlands. A detailed description of the consortium and
whole patient cohort has been described recently.4

Razavi cohort: Data were publicly available.10

RESULTS

Identification of APOBEC-Derived Enriched
Codon Changes

Our approach to determine enrichment of APOBEC-derived
AA changes is presented in Figure 1. In short, we estab-
lished a catalog of all possible changes that APOBEC is
capable of producing in the complete coding sequence of
the human genome (Fig 1, top right). By randomly drawing
from this catalog, we simulate the distribution of codon
changes in a genome when no selection pressure is
present. By comparing the actual observed codon changes
in pBC and mBC with the randomly drawn sets, specific
enriched AA changes are identified that are likely selected
for (synonymous events are included here in the definition
of AA change, and all single-letter AAs are listed in the
abbreviations list). We analyzed WGS data from 323 pBC
tumors9 and 424 metastatic biopsies from patients with
mBC; all patients included were ER+/HER2–.3 In pBC, AA
changes E.K, Q.X, S.L, and F.F (SBS2) and L.L,
Q.E, L.F, L.V, S.C, and K.N (SBS13) were signifi-
cantly enriched compared with randomly drawn sets,
whereas E.K, L.L, Q.X, and S.L (SBS2) and E.Q, L.L,
Q.E, and L.F (SBS13) were enriched in mBC (P , .05).
When using the data from pBC as the catalog of possible AA
changes to draw random sets from, E.K, E.Q, and S.X
were enriched in mBC relative to those already observed in
pBC (Fig 2).
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FIG 1. Overview of the methodology used to determine enrichment of APOBEC-derived AA changes. To directly compare which AA changes occurred more
frequently in mBC than in pBC, the catalog of all possible APOBEC-induced codon changes was replaced by observed APOBEC-induced codon changes in
pBC. AA, amino acid; ALT, alternative base; APOBEC, Apolipoprotein B mRNA-Editing Catalytic Polypeptide-like; C, cysteine; E, glutamate; F, phenylalanine;
G, glycine; K, lysine; L, leucine; mBC, metastatic breast cancer; N, asparagine; pBC, primary breast cancer; Q, glutamine; REF, reference base; S, serine;
SBS, single base-pair substitution; T, threonine; V, valine; X, STOP (stop codon).
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As previously described,5 loop structures in hairpins are
prone to APOBEC mutagenesis. In total, 1.53% of all
APOBEC-derived mutations that were identified in mBC
were located within a hairpin, an enrichment when com-
pared with the frequency that is expected on the basis of
the catalog of all possible APOBEC-induced AA changes
(0.18%, chi-square P , .001). To elucidate whether the
presence of codons in hairpins biased the observed en-
richment of the above, we repeated the bootstrap proce-
dure excluding hairpin locations from the catalog of all
possible APOBEC-induced changes that were randomly
sampled from. This analysis revealed that all the above-
mentioned enriched AA changes remained significant. In
addition, the relative frequency of all possible APOBEC AA
changes in the catalog was not different with and without
hairpin locations (Data Supplement).

Presence and Clonality of APOBEC-Derived Codon
Changes in Genes or Hotspots

We investigated at which hotspots or in which genes the
enriched APOBEC-derived AA changes occurred recur-
rently in pBC, mBC, and endocrine-resistant mBC, im-
plying that they are subjected to differential selection,
Table 1. We also investigated whether thesemutations were
clonal. We performed the latter analysis only in the 424
mBC cases for which WGS data were available since the
lower sequence coverage in the pBC cohort (median

coverage pBC cohort: 40×; median coverage mBC cohort:
110×) likely yields inferior results.

From all APOBEC-derived mutations in mBC, the majority
(90%) was clonal. However, in general, the fraction of
APOBEC mutations was not different among all exonic
clonal and subclonal mutations that were identified within
genes (Fisher’s exact P = .895, Fig 3).

Helical PIK3CAmutations (eg, p.E535K and p.E542K) were
themost frequently identified E.Kmutations in patients with
primary, metastatic, and endocrine-resistant BC (Data
Supplement). A subset of patients had dual nonsynonymous
mutations in PIK3CA, of which the majority (93%) was
clonal. Although the prevalence of those dual PIK3CA
mutations was lower among patients with pBC (n = 11 of
323, 3%) than among patients withmBC (n = 31 of 424, 7%)
in the WGS cohorts (Fisher’s exact P = .024), this difference
was not confirmed in the data set from Razavi. Strikingly,
dual PIK3CA mutations occurred more frequently in an
APOBEC context when compared with single PIK3CA mu-
tations in the metastatic setting (Fisher’s exact P , .001),
whereas this difference was not observed in pBC (Fisher’s
exact P = 1, Fig 4) and also in the data set from Razavi.

In pBC, APOBEC-induced inactivating Q.X mutations oc-
curred most frequently in CDH1 (16%) of all Q.X mutations,
NCOR1 (10%), TP53 (10%), and MAP3K1 (11%), all well-
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known drivers of pBC.9 In fact, APOBEC-derived Q.X mu-
tations inCDH1were the sole inactivatingmutation in 6%of all
lobular pBC tissues. In mBC, those inactivating mutations in
CDH1 (0.6%), TP53 (0.5%), andMAP3K1 (0.5%) remained,
although their relative contribution to the total number of
APOBEC-induced mutations decreased. Additional wide-
spread inactivating mutations were identified in KMT2C,
ZHX3,NF1,PTEN, andRB1 (Fig 5 andData Supplement). All
these mutations were clonal, apart from a single mutation in
PTEN and ZFHX3. S.X mutations did not have a high
prevalence in pBC and were only recurrently detected in
ARID1A (11% of all S.X mutations), BRCA2 (11%), and
KMT2C (11%) in mBC, Figure 5 and Data Supplement.

Besides some recurrent clonal mutations in PIK3CA and
ESR1 p.E380Q, we did not identify additional recurrent

E.Q mutations (Data Supplement). Moreover, we did not
find any genes having recurrent L.L, L.F, L.V, S.C, or
K.N mutations. To understand why synonymous L.L
mutations were unexpectedly found enriched in mBC, we
studied whether L.L mutations were coenriched with other
enriched codon changes. Therefore, we defined the
number of driver mutations resulting from APOBEC mu-
tagenesis for each sample: Q.X in CDH1, NF1, TP53,
KMT2C, ARID1A,MAP3K1, and RB1 and E.K in PIK3CA.
We associated the fraction of L.L mutations per total
number of SBS2 mutations with the number of SBS2-
induced driver mutations and observed a significant cor-
relation, suggesting evidence of coenrichment between L.L
mutations and other SBS2-induced drivers (Jonckheere-
Terpstra test for ordered alternatives: P = .001, Data

TABLE 1. Results of Enriched Amino Acid Changes in pBC and mBC

Agent AA Changes Effect

P

pBC v Catalog mBC v Catalog pBC v mBC

SBS2 E.K Increased selection * *** ***

SBS13 E.Q Increased selection NS ** **

SBS2 Q.X Stable selection *** *** NS

SBS2 S.L Stable selection *** ** NS

SBS13 Q.E Stable selection ** ** NS

SBS13 L.F Stable selection ** ** NS

SBS2 L.L Coenrichment NS ** NS

SBS13 S.X Late selection NS NS *

SBS13 L.L Unsure * ** NS

SBS2 F.F No role in metastatic * NS NS

SBS13 L.V No role in metastatic * NS NS

SBS13 S.C No role in metastatic ** NS NS

SBS13 K.N No role in metastatic * NS NS

Abbreviations: AA, amino acid; C, cysteine; E, glutamate; F, phenylalanine; K, lysine; L, leucine; mBC, metastatic breast cancer; N, asparagine; NS, not
significant; pBC, primary breast cancer; Q, glutamine; S, serine; SBS, single base-pair substitution; V, valine; X, STOP (stop codon).
*P ≤ .05, **P ≤ .01, and ***P ≤ .001.
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FIG 3. Fraction of APOBEC mutations
among clonal and subclonal mutations. Only
exonic mutations within a gene were included
in this analysis. APOBEC, Apolipoprotein B
mRNA-Editing Catalytic Polypeptide-like.
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Supplement). Since no recurrent driver genes in SBS13
were identified, apart from few E.Q mutations in ESR1
and PIK3CA, we were unable to perform a similar analysis
for E.Q or L.L in a SBS13 context.

DISCUSSION

APOBEC enzymes are important mutagenic factors driving
a subgroup of ER+/HER2-BCs. We used an alternative
approach that has been used thus far, in which we draw
random sets from all possible codon changes induced by
APOBEC, enabling the identification of those codon
changes that are enriched in pBC and mBC. Besides
confirmation of previously described APOBEC effects, our
analysis described the evolution of APOBEC effects over
time and pinpointed specific biologic effects of APOBEC
mutagenesis in BC such as the presence of dual activating
mutations in PIK3CA and the widespread accumulation of

inactivating stop codons in tumor suppressor genes, in-
cluding genes modulating the estrogen signaling pathway.
The latter genes were previously reported to be involved
in endocrine resistance, mutually exclusive to ESR1
mutations.

Although several studies have identified APOBEC driver
mutations occurring in TCN motifs rather than only in TCW
motifs,8 we did not include TCN motifs. First, TCW is the
vastly dominant contribution12 in the APOBEC signatures.
Second, since TCN motifs also comprise the TCG motif,
which ismainly age-related,12 we expected to falsely attribute
certain mutations to APOBEC activity by including TCN
motifs. Thus, the definition that we used to characterize a
variant as APOBEC results in enriched AA changes that are
very likely attributable to APOBEC activity (ie, highly specific).
Also, we only analyzed data from ER+/HER2–tumors.
Although APOBEC mutations have been identified in
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ER-negative BC, which were mainly caused by
APOBEC3B,13 a significant enrichment of APOBEC
mutations in mBC when compared with pBC was only
observed in the ER+/HER2 subtype. In addition, a
validation cohort like the cohort from the study by
Razavi et al10 was only available for ER+ tumors.

Recent findings have suggested that hairpin structures are
susceptible to APOBEC mutagenesis and favor enrichment
of subclonal passenger mutations.5 In our analysis, we
show that APOBEC-driven AA changes were rarely located
within hairpins in mBC (1.53% of all APOBEC mutations),
but this percentage was significantly higher than the fre-
quency that is expected on the basis of the catalog of all
possible APOBEC-induced AA changes (0.18%). However,
further analysis showed no specifically enriched AA
changes in relation to the hairpins (Data Supplement). We
conclude that hairpin structures make it somewhat easier
for APOBEC to mutate DNA, without showing a selection
preference for a specific AA change. In addition, the
majority of APOBEC mutations were clonal, as was also
seen in bladder cancer.8 Taken together, both the clonal
nature and the finding that most APOBEC mutations were
not located in putative hairpin regions suggest that the
enriched APOBEC-induced codon changes are likely
driving events. The sequencing depth of our mBC cohort
(100×) might have hampered the detection of subclonal
events; thus, the significance of subclonal enriched
APOBEC AA changes remains unclear in our analysis.

We summarize the AA changes (including synonymous
events) that were enriched in pBC and mBC in Table 1 and
categorized the implications that the AA changes might

have during evolution of BC. First, we identified codon
changes that were significantly enriched in pBC but not in
mBC (F.F, L.V, S.C, and K.N), suggesting that these
do not provide additional selective advantage for the tumor
cell during disease progression. We also did not find genes
in which these codon changes were recurrently present, so
their significance remains unclear.

The next category includes codon changes that were
enriched in mBC only, suggesting that these are late se-
lection events: S.X and L.L. S.X mutations were found
recurrently within several genes such as ARID1A, BRCA2,
and KMT2C, in which a third of all S.X mutations were
found. L.Lmutations were the only synonymousmutations
that were found enriched in mBC. We did not find evidence
supporting a biologic effect of the L.L mutations as they
were not recurrently observed in specific genes, nor did we
find evidence for enrichment of L.L mutations within
hairpins as L.L remained significantly enriched when we
bootstrapped from a catalog without hairpin locations.
However, although synonymous mutations are considered
silent, recent studies have suggested that they might affect
mRNA splicing, stability, and translation.14 In addition, we
demonstrated that L.L mutations in SBS2 were in part
coenriched with other selected APOBEC drivers in a SBS2
context identified in our analysis. Thus, L.L mutations in a
SBS2 context may be passengers that are coselected.

Two AA changes were further enriched in mBC when
compared with pBC: E.K and E.Q. As described by us
and others,6,15 APOBEC-derived E.K changes recurrently
occur in the helical domain (p.E542K and p.E545K) of
PIK3CA in both pBC and mBC. Like kinase domain
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of ≥ 0.5% in the metastatic setting are
shown. APOBEC, Apolipoprotein B
mRNA-Editing Catalytic Polypeptide-like;
mBC, metastatic breast cancer; pBC,
primary breast cancer; Q, glutamine; S,
serine; SBS, single base-pair substitution;
X, STOP (stop codon).
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mutations, which are not APOBEC-related, PIK3CA helical
domain mutations are known drivers in BC. Differences in
proliferative characteristics between helical and kinase
domain mutations affecting clinical outcomes have been
suggested16,17 and also disputed.18,19 A subset of patients
had dual nonsynonymous PIK3CAmutations. In mBC, dual
nonsynonymous PIK3CA mutations occurred more fre-
quently at APOBEC sites than single PIK3CA mutations, a
difference that was not observed in pBC. Independent
validation in a second cohort10 suggests that APOBEC-
derived PIK3CA mutations accumulate over time, a phe-
nomenon that is likely explained by their added selective
advantage for tumor cells. Indeed, dual PIK3CA mutations
are known to hyperactivate PI3K signaling, which is further
supported by their enhanced sensitivity to the recently
approved PI3Kα selective inhibitors.20

An E.Q change was the most strongly enriched SBS13-
derived change. However, a direct explanation for their
enrichment could not be clearly identified nor were they
enriched through hairpins. Except for ESR1 p.E380Q and
PIK3CA p.E453Q, E.Q changes were not recurrent. ESR1
p.E380Q activates ER to a lesser extent than other activating
ESR1 mutations unrelated to APOBEC, which may explain
the absence of strong selection in endocrine-resistant mBC
of this particular mutation compared with other activating
ESR1 mutations.21 Apart from rare mutations in ESR1 and
PIK3CA, we did observe compound heterozygous clonal
mutations in MAP3K13, FANCA, TP53, and SPEN sup-
portive of a tumor-suppressive function.

Finally, the last category consists of four AA changes,
which showed a continuous selection: these were
enriched in both pBC and mBC when compared with the
random sample, but their enrichment was not augmented
in mBC when compared with pBC. Of those AA changes,
S.L, Q.E, and L.F were not recurrent at genes nor at
hotspots, and we were unable to elucidate the precise
reason for their enrichment in BC. By contrast, Q.X was
recurrently present in several genes, albeit at different
positions. Only in PTEN and TP53, some positions were
frequently affected by APOBEC mutagenesis. The facts
that Q.X is enriched in both early and late BC and that
S.X appears as a late selection event indicate that an-
other major effect of APOBEC mutagenesis on the coding
sequence is the introduction of stop codons, likely
resulting in subsequent gene inactivation. Genes with
Q.X mutations in pBC and mBC were observed in known
tumor suppressor genes CDH1, TP53, NCOR1, and

MAP3K1, likely persistently driving BC. Importantly, our
finding that in 6% of all lobular BCs, APOBEC-derived
inactivation of CDH1 is the sole event suggests that
APOBEC mutagenesis is directly responsible for a subset
of lobular BCs.22 In mBC, Q.X and S.X mutations
emerged in genes that have been associated with en-
docrine resistance like KMT2C, ARID1A, ZFHX3, and
NF1. Thus, complete loss of these loci is frequently a
result of APOBEC activity and under differential selection
during endocrine treatment. This finding is in line with
their established biologic role, ie, loss of ER activity
modulators KMT2C, ARID1A, NF1, and ZFHX3 worsens
outcomes on antiestrogen therapy.23-27 Of note, our an-
alyses did show that S.X and Q.X were often found
inside hairpin structures (Fig 3), possibly rendering these
results as less likely driving events. However, of the 65
S.X and Q.X changes located inside hairpins, only a
single mutation was present in the genes discussed above
(p.Q2054X in KMT2C and eight other mutations in this
gene outside hairpins).

There are some limitations to our approach. Although
mitigated by the sample size, we did not use paired pBC
and mBC samples. Instead, for our primary analysis, we
used WGS data originating from two cohorts (BASIS cohort
and CPCT cohort), in which the tumors were sequenced at
a different depth. This might have introduced detection
bias of low frequent, subclonal events, mainly in the pBC
cohort. However, most findings were confirmed in different
data sets.8,10 In addition, our cohorts were heterogeneous
with regard to the treatment that patients had received. This
has potentially complicated the attribution of certain APOBEC
effects to the environmental pressure of given treatments.

In conclusion, using an approach on the basis of enrich-
ment of AAs, which has not been used thus far, we
demonstrated that the coding sequence of ER+/HER2– BC
evolves as a result of APOBEC mutagenesis by introducing
accumulating focal oncogenic mutations in PIK3CA and
tumor-suppressive alterations at nonhotspot locations.
These alterations drive early, metastatic, and endocrine-
resistant BC. Given the APOBEC-related hyperactivation of
the PI3K pathway, BC patients with high APOBEC contri-
bution might substantially benefit from the recently intro-
duced PI3K inhibitors.28 This would be a first step toward
selecting optimal treatment for patients with BC tumors with
profound APOBEC mutagenesis who are also prone to
develop resistance to endocrine treatment by inactivation of
negative modulators of ER activity.
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