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ABSTRACT
Introduction: Triple-negative breast cancer (TNBC) is considered the most aggressive breast cancer 
subtype with the least favorable outcomes. However, recent research efforts have generated an 
enhanced knowledge of the biology of the disease and have provided a new, more comprehensive 
understanding of the multifaceted ecosystem that underpins TNBC.
Areas covered: In this review, the authors illustrate the principal biological characteristics of TNBC, the 
molecular driver alterations, targetable genes, and the biomarkers of immune engagement that have 
been identified across the subgroups of TNBC. Accordingly, the authors summarize the landscape of the 
innovative and investigative biomarker-driven therapeutic options in TNBC that emerge from the 
unique biological basis of the disease.
Expert opinion: The therapeutic setting of TNBC is rapidly evolving. An enriched understanding of the 
tumor spatial and temporal heterogeneity and the surrounding microenvironment of this complex 
disease can effectively support the development of novel and tailored opportunities of treatment.

1. Introduction

Triple-negative breast cancer (TNBC) is a heterogeneous sub
type of tumor defined clinically by the lack of expression of 
estrogen receptor (ER), progesterone receptor (PgR), and 
human epidermal growth factor receptor 2 (HER2). Patients 
with TNBC have a relatively poorer outcome compared to 
patients affected by other BC subtypes, because of the typi
cally aggressive cancer behavior and the absence of recog
nized targets for specific therapies [1]. Indeed, until a few 
years ago, the gold standard systemic therapy for TNBC was 
cytotoxic chemotherapy, which was associated with limited 
clinical benefit. In the paucity of effective options, in the last 
decade considerable efforts have been made to better under
stand the biological characteristics of TNBC to derive clinical 
useful information and improve the overall survival of TNBC 
patients. Herein, we describe the current understanding of the 
heterogeneous landscape of TNBC and report the molecular 
and biological characteristics that emerge as possible action
able targets for the treatment of TNBC.

2. Tumor heterogeneity of TNBC

Established evidence clearly showed that TNBC is a unique dis
ease, encompassing multiple entities characterized by histo
pathological, transcriptomic, and (epi)genomic heterogeneity. 

From an histopathological point of view, the majority of TNBCs 
are classified as invasive mammary carcinomas (typically invasive 
ductal carcinomas), prevailing the poor tumor differentiation and 
the presence of stromal lymphocytes along with metaplastic 
elements [2]. Notwithstanding these main characteristics, the 
TNBCs also recognize rare cases of low-grade neoplasms, includ
ing the triple-negative (TN) breast neoplasia (atypical or not 
microglandular adenosis and acinic cell carcinoma) and the sali
vary gland-like tumors of the breast as the mucoepidermoid 
carcinoma, the polymorphous low-grade adenocarcinoma, the 
adenoid cystic carcinoma, and the secretory carcinoma) [3]. 
Notably, both the adenoid cystic carcinoma and the secretory 
carcinoma constitute two rare but unique TN subtypes with 
pathognomonic genetic alterations of MYB-NFIB and ETV6- 
NTRK3 fusion genes, respectively [4,5].

With the advent of the genomic era, an additional tran
scriptomic classification has been developed with the identifi
cation of five molecular subtypes, i.e. Luminal A, Luminal B, 
HER2-enriched, Basal-like, and Claudin-low subtypes. Often 
Basal-like BC (BLBC) and TNBC have been used as synonyms 
although this is not formally correct, since these two subtypes 
do not perfectly overlap.

Several attempts have been done to define TNBC subtypes 
in order to help clinicians in providing better prognosis and in 
proposing therapeutic approaches based on molecular pecu
liarities. A seminal work in this direction has been performed 
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in the laboratory of J.A. Pietenpol [6] that in 2011, on the base 
of TNBC gene expression dataset, was able to identify seven 
TNBC subtypes (TNBCtype), namely Basal-like 1 (BL1), Basal- 
like 2 (BL2), Immunomodulatory (IM), Mesenchymal (M), 
Mesenchymal stem-like (MSL), Luminal androgen receptor 
(LAR), and unstable (UNS). This work paved the way for the 
exploitation of specific molecular portraits to design therapeu
tic approaches for TNBC. The TNBCtype has been revisited by 
the same research group [7] in 2016 ending up with 
a simplified TNBCtype-4 (Basal-like 1, Basal-like 2, 
Mesenchymal-like, and Luminal AR) where the 
Immunomodulatory and the Mesenchymal Stem-like subtypes 
were eventually excluded for unstable clustering. Interestingly, 
in a retrospective analysis, the stratification of TNBC patients 
with the TNBCtype-4 showed that patients classified as Basal- 
Like 1 turned out to have a higher pathologic complete 
response (pCR) with respect to those classified as Basal-Like 2.

In 2013, Aulmann and collaborators [8] based on immuno
histochemical analyses of 13 different biomarkers (cytokeratin- 
19, -7, -18, -5/6, -14, EGFR, Bcl-2, CD117, Vim, WT-1, p53, p16, 
and Ki67) were able to cluster TNBC into four subtypes (Basal 
A, Basal B, Basoluminal, and Luminal). Using this subdivision in 
a retrospective analysis, patients classified as Basal A and Basal 
B turned out to have a better overall survival probability with 
respect to those classified as Basoluminal and Luminal, eviden
cing the prognostic efficacy of TNBC subtyping.

Finally, in 2015 Burstein at al. subdivided TNBCs into four 
subtypes: Luminal-Androgen receptor (LAR), Mesenchymal 
(MES), Basal-like immune-suppressed (BLIS), and Basal-like 
immune-activated (BLIA). The same authors indicated that 
each of these subtypes was characterized by the expression 
of potential therapeutic targets, such as the case of LAR sub
type expressing the androgen receptor that could benefit 
from androgen receptor antagonists. Moreover, they showed 
that different TNBC subtypes were associated with different 
prognoses. In 2016, Liu et al. defined four subtypes 
(Immunomodulatory – IM, Luminal-AR – LAR, Mesenchymal- 
like – MES, and the Basal-like and immune-suppressed – BLIS) 
on the base of a combination of mRNAs and lncRNAs 

expression data and also in this case the different subtypes 
displayed different prognostic outcome [9].

Along with transcriptional heterogeneity, TNBC is also char
acterized by intricate genome alterations, coupled with high 
genetic instability, copy number variation, and chromosomal 
rearrangements (Figure 1). The TP53 somatic mutation is the 
most frequent alteration reported in TNBC and is more com
mon in basal-like (62–80%) than in non-basal TNBC (43%) 
[10,11]. Conversely, driver alterations in genes of the phos
phoinositide-3-kinase (PI3K)/AKT pathway, including PIK3CA 
mutations, have been described in 10% of cases [12], notably 
more frequent in LAR TNBCs (46.2%) than in the other sub
types (average 4.5%) [13]. The LAR subtype is also character
ized by higher mutations of AKT1 and CDH1 genes, as 
described by Bareche et al. [14] in a recent comprehensive 
genomic analysis of alterations observed in each TNBC mole
cular stable subtype. Accordingly, the BL1 tumors have high 
rate of chromosomal instability, TP53 mutations (92%), copy- 
number variation (gains) and amplifications of PI3KCA and 
AKT2, and deletions in genes involved in DNA repair machin
ery. Mesenchymal and MSL subtypes are associated with 
higher angiogenetic signatures. On the contrary, the IM sub
type showed high expression of immune response-associated 
signatures and checkpoint inhibitor genes, including cytotoxic 
T-lymphocyte-associated antigen-4 (CTLA-4), programmed cell 
death protein-1 (PD-1), and PD-ligand 1 (PD-L1) and asso
ciated with a better prognosis [14].

Overall, all other genomic mutations in TNBC occur at a low 
(1–5%) or very low frequency (<1%) and some of them are 
actionable (i.e. ERBB2, BRAFV600E) with available target thera
pies [11]. Finally, the reported TNBC defects’ enrichment in 
double-stranded DNA repair mechanisms (i.e. somatic and 
germline BRCA1/2 mutations) represents a relevant druggable 
molecular target [15].

Despite the different criteria used to molecularly dissect the 
TNBC population, there is an overall general concordance in 
the subtyping processing that has provided insights on some 
relevant dysregulated pathways in TNBC, helping to focus on 
the potential actionable molecular targets, such as BRCA 
mutations in BL1 subtype, checkpoint inhibitor genes in IM 
one, and PIK3CA in LAR one (Figure 1).

3. Innovative biomarkers-driven therapeutic
approaches

3.1 The BRCAness context

TNBC is enriched in abnormalities of the DNA repair machin
ery, including the Homologous Recombination process [16]. 
Mutations of genes controlling the homologous recombina
tion repair pathway, as BRCA1, BRCA2, PALB2, ATM, CHEK2, 
MUTYH, MSH2, and RAD51C, are especially involved in the 
TNBC cancerogenesis and are considered as an ensemble 
entity, named homologous recombination deficiency (HRD), 
characterized by peculiar clinical-pathological and genomic 
features. Accordingly, the concept of BRCAness defines the 
defects in homologous recombination repair, mimicking 
BRCA1 or BRCA2 loss even in the absence of germline BRCA 
mutations (gBRCAm) and recapitulates different alterations in 

Article highlights

● TNBC is a heterogeneous disease comprising several subtypes char
acterized by histopathological, transcriptomic, and (epi)genomic fea
tures, which could represent potential actionable molecular targets.

● BRCAness and germline BRCA1/2 mutations are predictive factors for 
platinum salts and PARP-inhibitors effectiveness

● The combination of immune checkpoint inhibitors and chemotherapy 
is a significant therapeutic option in selected TNBC, both in the early 
and metastatic setting

● The antibody–drug conjugates sacituzumab govitecan, trastuzumab 
deruxtecan (in HER2-low TNBC) and datopotamab deruxtecan are 
promising therapeutic agents for metastatic TNBC

● Despite preclinical suggestions, neither anti-androgens for AR- 
expressing TNBC nor inhibitors targeting the PI3K/AKT/mTOR or the 
MAPK pathways have currently robust data to support their role in 
the clinical practice.

● Novel targeted, signaling-based therapies are urgently needed in the 
management of TNBC, exploiting its biological heterogeneity.
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the DNA repair machinery. These genomic “scars” and muta
tion signatures have been demonstrated to act as predictive 
factors of response to the drugs interfering with DNA repair 
[17] including alkylators (i.e. cyclophosphamide, platinum 
salts) and topoisomerase inhibitors (i.e. anthracyclines) [18]. 
Actually, the gBRCA1/2 mutations are crucial predictive factors 
for platinum and PARP-inhibitors.

In the TNT phase III trial, carboplatin had double the objec
tive response rate (ORR) of docetaxel in metastatic TNBC 
(mTNBC) patients bearing gBRCA1/2 but not in the overall 
unselected population [19]. The poly(ADP-ribose) polymerase 
(PARP) inhibitors have demonstrated to exert a dramatic anti
tumor activity through the synthetic lethality effect in 
gBRCA1/2 mTNBC and in selected cases of BRCAness, includ
ing somatic BRCA mutation and HRD [20] (Figure 2). Indeed, 
two phase III trials with olaparib and talazoparib PARP inhibi
tors in gBRCAm BC have recently led to the approval of these 
two agents in HER2 negative BC harboring a gBRCA1/2 muta
tions. In the EMBRACA trial, 431 patients with pre-treated 
locally advanced or metastatic HER2- BC and a gBRCA1/2 
mutation were enrolled. The study randomized patients to 
receive 2:1 talazoparib 1 mg orally q.d. versus treatment of 
physician choice (TPC) (capecitabine, eribulin, gemcitabine or 
vinorelbine). Median progression-free survival (PFS) was 8.6 vs 
5.6 months in favor of patients treated with talazoparib vs. 
chemotherapy (hazard ratio (HR) 0.54; 95% confidence interval 
(CI): 0.41-0.71; p < 0.0001), without improvement in overall 
survival (OS) (19.3 vs 19.5 months; HR 0.848, 95% CI 0.670– 

1.073; p = 0.17). Most frequently adverse events observed 
among patients treated with talazoparib in the EMBRACA 
trial were haematological and gastrointestinal (mainly nausea), 
followed by fatigue and headache [21,22]. Similarly, the Phase 
III OlympiAD trial enrolled 302 patients with pre-treated meta
static HER2-negative BC and a gBRCA1/2 mutation to receive 
2:1 olaparib 300 mg po twice daily versus TPC (capecitabine, 
eribulin, or vinorelbine). Median PFS was 7.0 versus 4.2 months 
in olaparib vs. chemotherapy arm (HR 0.58, 95% CI 0.43–0.80; 
p < 0.001) without improvement in OS (19.3 vs 17.1 months; 
HR 0.90; 95% CI 0.66–1.23; p = 0.513). Main adverse events 
were nausea and anemia [23–25]. Moreover, it has been 
demonstrated that olaparib is active in other germline DNA 
repair defect mutations, showing 82% of partial response (PR) 
with a PALB2 germline mutation, and a 50% of PR in patients 
with somatic BRCA1/2 mutations [26]. The phase III BRAVO 
trial had a similar study design testing niraparib versus TPC 
in pretreated gBRCAm mTNBC but discordance between local 
and central PFS assessment resulted in informative censoring, 
thus limiting the accurate assessment of the drug activity [27]. 
Another relevant study on the use of PARP inhibitors in TNBC 
is BROCADE3 [28], a phase III trial that enrolled 431 patients 
with pre-treated HER2-negative mBC with a gBRCAm to 
receive 2:1 veliparib, carboplatin, and paclitaxel (arm 1) or 
placebo, carboplatin, and paclitaxel (arm 2). Median PFS was 
14.5 months in the veliparib group vs. 12.6 months in the 
control group (HR 0.71; 95% CI 0.57–0.88; p = 0.0016), con
firming the survival advantage in gBRCA mutation (as already 

Figure 1. Schematic representation of the principal features of TNBC subtypes. The different TNBC subtypes Basal-like 1 (BL1), Immunomodulatory (IM), 
Luminal Androgen receptor (LAR), Mesenchymal (M), and Mesenchymal stem-like (MSL) are indicated together with their specific features according to Bareche et al. 
[14].
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reported in the previous phase II study BROCADE2 [29] but not 
in the general unselected population of TNBC [30].

Accordingly, a broad genetic testing is crucial in the man
agement of TNBC, extending the treatment opportunity while 
increasing the chances of variants of uncertain significance, 
with an overall complexity of patient management [31]. 
Recent data have shown that Next-Generation Sequencing- 
based multi-gene panel testing in BC patients with a strong 
personal and/or family history of cancer, even if BRCA1/2 wild 
type, could show up to 15% of patients harboring mutations 
of other HRR genes [32]. HRDetect is a lasso logistic regression 
model that identifies six distinguishing mutational signatures 
predictive of BRCA1/BRCA2 deficiency. This validated method 
reveals a larger proportion of patients harboring BRCA1/ 
BRCA2 deficiency than single nucleotide variants (up to 22% 
vs 1–5%) [33,34].

Furthermore, new approaches are being explored in mBC 
and the focus for new agents has largely been in the HRD 
subset, such as G4 DNA ligands (CX-5461 [35], a phase I/II trial 
is ongoing), lurbinectedin [36], polymerase theta inhibitors 
[37], and other druggable enzymes driving Micro-homology 
Mediated End Joining [38].

Based on the encouraging data in the metastatic setting, 
several studies have been conducted in the adjuvant setting. 
The pivotal one is the OlympiA trial, which randomized 
gBRCA1/2 mutated, HER2-negative high-risk eBC patients to 
receive 1 year of oral olaparib 300 mg versus placebo, after the 
completion of local therapies and neoadjuvant/adjuvant che
motherapy. The primary endpoint was iDFS and it was singni
ficantly improved in the olaparib arm (3-year iDFS 85.9% vs 
77.1%; HR 0.58; p < 0.001). The result was also confirmed in 

terms of distant DFS (3-year distant DFS 87.5% vs 80.4%; HR 
0.57; 99.5% CI 0.39 to 0.83; p < 0.001). Of note, olaparib was 
well tolerated as adjuvant therapy with no clinically mean
ingful increase in fatigue during treatment or significant 
impact on quality of life [39].

3.2 The immunotherapy option

TNBC has been shown to be an ideal target for immunother
apy than the other BC subtypes, possibly because of its high 
mutational load [10,40], high T-cell infiltration [6,41,42] and 
higher rates of PD-L1 expression [43] (Figure 2). When using 
single-agent immunotherapy, low response rates have been 
reported (around 10%, or higher in case of high TILs levels and 
PD-L1 positivity) [44–50]. Subsequent studies have combined 
chemotherapy with immunotherapy, since chemotherapy 
induces multiple immunomodulatory changes in the tumor 
microenvironment that may influence the effectiveness of 
immunotherapy (i.e. increased antigen release, upregulation 
of PD-L1, and upregulation of immunogenic cell surface mar
kers) [51].

The first phase III trial on a combination of chemotherapy 
and immune checkpoint inhibitors (ICIs) in mTNBC in the first- 
line setting was IMpassion130. This trial randomized mTNBC 
patients to receive atezolizumab + nab-paclitaxel versus pla
cebo+ nab-paclitaxel. The trial enrolled patients regardless 
PDL1 status but stratified for the PDL1 status (according to 
IC scoring system per SP1542 assay) for the final analysis. The 
co-primary endpoints were PFS and OS hierarchically tested in 
the “intention-to-treat” (ITT) population and in PD-L1 IC+ 
patients. The primary PFS analysis in the ITT population 

Figure 2. Simplified representation of the mechanisms of action of antibody–drug conjugates, immune-checkpoint inhibitors, and PARP inhibitors in triple-negative 
breast cancer.
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showed an improvement of 1.7 months in median PFS (7.2 vs 
5.5 months; HR 0.80, 95% CI 0.69–0.92, p = 0.002) and such 
a benefit was confirmed in the PD-L1 IC+ subgroup popula
tion (2.5 months benefit; 7.5 vs 5.0 months; HR 0.62, 95% CI 
0.49–0.78, p < 0.001) [52]. Conversely, while the improvement 
in median OS was not statistically significant in ITT population 
(21.0 vs. 18.7 months; HR: 0.87; 95% CI 0.75–1.02; p = 0.077), an 
exploratory analysis in the PD-L1 IC+ population showed an 
absolute OS advantage of 7.5 months in favor of atezolizumab 
[53]. Even if formally negative, these results led to an first 
accelerated FDA approval of atezolizumab + nab-paclitaxel in 
the PD-L1-positive population (pending a confirmatory trial) 
and this combination is currently recommended for patients 
with PD-L1 IC+ mTNBC in the European Society of Medical 
Oncology (ESMO) guidelines [54].

The next and confirmatory trial, IMpassion131, randomized 
mTNBC patients in the first line setting to receive 2:1 weekly 
paclitaxel + atezolizumab or placebo. The study population 
was the same as the IMpassion130 but no improvement in PFS 
and OS was observed, neither in the ITT nor in the PDL1+ 
population [55]. As a consequence of both the negative results 
of the confirmatory trial IMpassion131 and the preliminary 
positive results of the Keynote 355 trial with the competitive 
ICI pembrolizumab, in August 2021 Roche announced the 
decision to voluntarily withdraw the US accelerated approval 
for atezolizumab in combination with nab-paclitaxel for the 
treatment of PDL1+ mTNBC patients and the option atezoli
zumab + nab-paclitaxel has been removed from NCCN guide
lines [56].

Differences in results of IMpassion130 versus IMpassion131 
raise the question on the potential underlying causes, includ
ing the TNBC heterogeneity, the use of corticosteroids for 
solvent-based paclitaxel (but not for nab-paclitaxel) and the 
potential unknown confounders (e.g. antibiotic use, micro
biome). A comparative analysis of the 2 trials coherently sug
gests the benefit of immunotherapy is restricted to molecular 
subtypes enriched in immune-signatures [57].

The Keynote 355 trial randomized mTNBC patients to 
receive, in a 2:1 fashion, pembrolizumab or placebo in combi
nation with several chemotherapeutic agents consisting of 
taxanes (paclitaxel or nab-paclitaxel) or gemcitabine + carbo
platin. Stratification factors included chemotherapy on study, 
PD-L1 tumor expression (based on CPS scoring system per 
22C3 assay), and prior treatment with the same 

chemotherapeutic class in the neoadjuvant/adjuvant setting. 
Briefly, it has been reported a statistically significant PFS 
improvement in the PD-L1+ population with a CPS ≥10 trea
ted with pembrolizumab (corresponding to the 38% of the ITT 
population) with a median PFS improved of 4.1 months (9.7 vs 
5.6 months; HR 0.65, 95% CI 0.49–0.86, pre-specified p value 
boundary of 0.00411 met) [58]. In July 2021, a press release 
reported that the phase III trial met also the co-primary end
point of OS in patients with mTNBC whose tumors expressed 
PD-L1 (CPS ≥10). Based on these results of OS and PFS, pem
brolizumab received the formal FDA approval.

Because of a growing body of evidence have suggested 
a superior efficacy of ICIs in TNBC when administered early in 
the course of the disease, possibly for a less pronounced 
immune-escape mechanisms [59], several randomized clinical 
trials investigated the role of ICIs in the early setting, especially 
as a primary treatment, with preliminary encouraging results. 
Indeed, of five randomized trials with ICIs added to neoadju
vant chemotherapy [60–64], three showed an improvement in 
pCR rate with immunotherapy [60–62]. Table 1 summarizes 
the main results of these studies.

In particular, the recent event-free survival (EFS) results 
from the KEYNOTE-522 [65] demonstrated that the addition 
of ICI (i.e. pembrolizumab) in the early stage setting improve 
long-term outcomes. KEYNOTE-522 was a phase 3 trial in 
which 1174 stage II–III TNBC patients were randomized to 
neoadjuvant chemotherapy with paclitaxel-carboplatin fol
lowed by doxorubicin-cyclophosphamide, with or without 
the addition of pembrolizumab (continuing ICI after surgery 
for up to nine cycles). With 37 months of median follow-up, 
the trial was positive and met the 2 co-primary endpoints of 
pCR and EFS in the intention-to-treat (ITT) population, with 
a pCR rate of 64.8% vs 51.2% (95% CI 5.4–21.8; p < 0.001) and 
with an EFS-event rate of 15.7% vs 23.8% (HR = 0.63, p =  
0.0003), both in favor of pembrolizumab arm. The significant 
clinical advantage observed is accompanied by an increase in 
immune-related adverse events (irAEs), with a rate of grade 3– 
5 irAEs of 14.9% (vs 2.1% in the control arm) and 10.9% of the 
events leading to any drug discontinuation (vs 2.6% in the 
control arm) [65]. Based on these results, on July 26, 2021, the 
FDA approved pembrolizumab for high-risk, early-stage TNBC 
in combination with chemotherapy as neoadjuvant therapy 
(then continuing ICI as adjuvant single-agent treatment after 
surgery) [66].

Table 1. Five randomized trials with ICIs added to NACT in early TNBC.

Study Treatment Phase Population pCR results

KEYNOTE-522 [60,65] Paclitaxel–carboplatin followed by doxorubicin-cyclophosphamide ± 
pembrolizumab

III Stage II–III TNBC pCR 64.8% vs 51.2% (95% CI, 
5.4–21.8; p < 0.001)

IMpassion031 [61] Atezolizumab or placebo in combination with weekly nab-paclitaxel 
followed by doxorubicin and cyclophosphamide

III Stage II–III TNBC 58% vs 41%; p = 0.0044

I-SPY2 [62] Pembrolizumab or placebo in combination with taxane- and 
anthracycline-based chemotherapy

II High-risk stage II–III BC 60% vs 22% in TNBC cohort 
(29 pts)

GeparNuevo [63] Durvalumab or placebo in combination with nab-paclitaxel followed by 
standard epirubicin and cyclophosphamide

II Stage II–III TNBC 53.4% vs 44.2%; p = 0.287

NeoTRIPaPDL1 [64] Atezolizumab or placebo in combination with carboplatin + nab-paclitaxel II Stage II–III TNBC 48.6% vs 44.4%; p = 0.48

Abbreviations: ICI, immune checkpoint inhibitors; NACT, neoadjuvant chemotherapy; pCR, pathological complete response. 
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3.3 Trophoblast cell surface antigen 2 (TROP-2) and 
antibody–drug conjugates (ADC)

One of the most innovative and promising therapeutic agents 
for mTNBC is sacituzumab govitecan (Figure 2). It is an anti
body drug–conjugate (ADC) constituted by a humanized anti- 
Trop2 monoclonal antibody linked to the active metabolite of 
irinotecan SN-38. Trop2 is the Trophoblast cell-surface antigen 
2 (a glycoprotein initially identified in a trophoblast cancer cell 
line [67] and is expressed in about 88% of TNBC but rarely in 
healthy cells [68]. Therefore, sacituzumab recognizes TNBC 
cells, delivers and releases SN-38, which acts as a potent inhi
bitor of topoisomerase I (Topo1), thus preventing repair of 
DNA damage and leading to apoptosis and cell death.

The Phase III ASCENT trial enrolled 529 mTNBC patients 
having received at least two prior lines of chemotherapy. 
Patients were randomized to receive sacituzumab govitecan 
versus TPC including eribulin, vinorelbine, gemcitabine, or 
capecitabine. Sacituzumab govitecan significantly improved 
PFS (5.6 vs 1.7 months; HR 0.41, 95% CI 0.32–0.52) and nearly 
doubled median OS (12.1 vs 6.7 months; HR 0.48, 95% CI 0.38– 
0.59) compared with conventional chemotherapy [69]. These 
efficacy results were observed regardless Trop2 expression 
levels, albeit with greater efficacy in patients with a medium 
or high Trop2 score [70]. These data have raised doubts on its 
intrinsic mechanism of action. Pharmacokinetic analysis sup
ported the hypothesis that sacituzumab govitecan mainly acts 
as an SN-38 prodrug, beyond the conventional ADC activity 
[71]. Indeed, the rapid hydrolysis of the linker attaching SN-38 
to the mAb leads to the release of high concentrations of SN- 
38 systemically [72].

Another ADC that could potentially revolutionize the clas
sical therapeutic strategies of mBC, not only mTNBC, is trastu
zumab deruxtecan (T-DXd). It is composed of an antiHER2 
(human epidermal growth factor receptor 2) mAb linked to 
a topoisomerase I inhibitor, an exatecan derivative. In HER2- 
low BC (HER2 IHC score 1+ or 2+ and FISH test negative, 
corresponding to the HER2-negative disease as defined by 
ASCO/CAP guidelines), its peculiar mechanism of action is 
mainly based on the bystander effect. In detail, T-DXd binds 
to HER2 expressed on the surface of HER2-positive tumor cells 
(even HER2-low), then it is internalized and DXd is released 
into the cytoplasm, thus inducing apoptosis. DXd is then 
transferred to and induces apoptosis in neighboring HER2- 
negative cells. Indeed, T-DXd showed an ORR of 14% in 
patients with HER2-low TNBC in a phase I trial. Its toxicity 
profile is well known and mainly characterized by nausea 
and the rarer interstitial lung disease [73,74] More data are 
expected from the DESTINY Breast 04 phase III trial, which 
enrolled mTNBC HER2 low to receive T-DXd or TPC; the enroll
ment has been recently completed (NCT03734029).

A novel anti-TROP2 ADC, datopotamab deruxtecan (Dato- 
DXd) has been recently developed and its activity and safety 
have been tested in preclinical trials [75]. In a phase I trial on 
21 patients the Overall Response Rate (ORR) was 43% and the 
primary toxicities were stomatitis and skin rash [76]. Future 
clinical trials are awaited to test Dato-DXd in patients with 
TROP2-expressing tumors. A phase III trial is planned in HR- 
positive, HER2-negative BC (NCT05104866).

Ladiratuzumab vedotin is a new ADC targeting LIV1a 
(involved in immunogenic cell death mechanisms) showed 
an impressive ORR of 35% in a phase II trial on 63 patients 
even if complicated by neuropathy and neutropenia [77]. This 
drug is now being tested on a weekly schedule in order to 
improve the toxicity profile] and also in combination with 
pembrolizumab (see Table 2).

Patritumab deruxtecan (U3-1402) is an ERBB3-directed ADC 
with the topoisomerase I inhibitor, DXd (the same of T-DXd), 
that in a phase I trial showed an ORR of 16% in 31 patients 
with TNBC overexpressing ERBB3. Its toxicity profile comprises 
nausea, cytopenia, and pneumonitis [78]. Data need to be 
confirmed in larger trials (see Table 2).

A further class of promising ADCs is that constituted by 
trastuzumab conjugated with duocarmycins, a class of DNA 
minor-groove-binding alkylating molecules [79]. In phase 
I trials, one of them, SYD985 has shown encouraging ORR 
(32%) not only in HER2 positive disease but also in HER2 
low. Safety profile was acceptable (mainly fatigue and con
junctivitis in one-third of the population) [80].

New directions are combinations of ADC with immunother
apy (Sacituzumab + pembrolizumab or avelumab; trastuzu
mab deruxtecan + durvalumab or datopotamab + 
durvalumab; ladiratuzumab vedotin + pembrolizumab; see 
Tables 2 and 3).

4. Investigative biomarkers-driven therapeutic 
approaches

4.1 The androgen pathway

Approximately 24% of TNBC are characterized by androgen 
receptor (AR) positivity [86]. ARs belong to the family of 
steroid hormonal nuclear receptors, together with estrogen, 
progesterone, glucocorticoid, and mineralocorticoid receptors, 
and are involved in several cellular processes, including cell 
proliferation and apoptosis [87] (Figure 3). Although some 
findings support a key role of AR and of its downstream 
pathway in BC, its predictive and prognostic role in TNBC 
remains debated. In a large meta-analysis including 2826 
TNBC patients, AR-positive tumors were associated with 
lower tumor grade (p <0.001), and with prolonged disease 
free survival (HR 0.81, 95% CI 0.66–0.99, p < 0.05), although 
no significant differences were observed in terms of OS (HR 
1.27, 95% CI 0.90–1.78, p = 0.17) [86]. Similarly, smaller cohorts 
of patients with TNBC showed a significant association 
between AR and low clinical stage, low grade, and low pro
liferation index [88–90]. Regarding the predictive role of AR, 
AR-positive TNBC seems to be associated with a lower respon
siveness to chemotherapy. In the GeparTRIO study, pCR rate 
was 12.8% in AR-positive tumors, compared to 25.4% in AR- 
negative tumors (p <  0.0001) [91]. A retrospective analysis led 
by Masuda et al. of 146 patients with TNBC treated with 
neoadjuvant chemotherapy, and classified according to their 
gene expression profile, showed that AR-positive tumors had 
a lower pCR rate, as none of them (n = 20) achieved pCR after 
neoadjuvant chemotherapy [92].

The good prognosis and the lower responsiveness to che
motherapy strongly suggest that AR-driven TNBC may 
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represent a distinct subtype, among TNBCs (93). In the mole
cular classifications of TNBC by Lehmann [6] and Burstein 
(94), AR-positive tumors largely overlap with the LAR sub
type, where specific biomarkers like ARs, MUC-1, and several 
estrogen-regulated genes were described as potential ther
apeutic targets. Anti-androgens like bicalutamide and enza
lutamide have been tested in phase II trials and showed 
proof-of-efficacy in AR-positive TNBC patients (95,96). 
However, despite preliminary promising data on the use of 
anti-androgens for AR-positive TNBC, more mature data 
failed to show a meaningful benefit of these agents in 

monotherapy (clinical benefit rate (CBR) ranging from 19% 
to 33%) (95–97), thus leading to the development of several 
trials testing the combination of anti-androgens with other 
treatments (e.g. chemotherapy, PI3K inhibitors, and CDK4-6 
inhibitors). Main ongoing and published studies targeting 
the androgen pathway in AR-positive TNBC are reported in 
Tables 2-4, respectively. Enzalutamide was being evaluated in 
a phase III trial, both as single agent and combined with 
paclitaxel versus paclitaxel monotherapy in patients selected 
by a genomic signature for AR-driven disease (98). However, 

Table 2. Ongoing trials on antibody–drug conjugates, immune checkpoint inhibitors, PARP inhibitors, and anti-androgens in neoadjuvant/post-neoadjuvant and/or 
adjuvant setting in TNBC.

Agent(s) Target(s) Phase Primary endpoint(s)
Estimated study 

completion
ClinicalTrials. 
gov Identifier

Sacituzumab govitecan + Atezolizumab TROP2, PD-L1 II Rate of undetectable 
circulating tumor 
cfDNA

December 30, 2025 NCT04434040

AMG 386, Ganitumab, MK-2206, Ganetespib, 
Veliparib, PLX3397, Pembrolizumab, 
Talazoparib, Patritumab, SGN-LIV1A, 
Durvalumab, Olaparib, SD-101, 
Cemiplimab, REGN3767, Trilaciclib, 
Encequidar, Dostarlimab (adaptive trial)

Ang1&Ang2, IGF-IR, Akt1/2/3, 
Hsp90, PARP, CSF-1R, c-Kit& 
FLT3, PD-1, ERBB3/HER3, 
LIV-1, PD-L1, TLR9, LAG3, 
CDK4/6, P-gp

II pCR December 2031 NCT01042379

Pembrolizumab+ Docetaxel + IL-12 gene 
therapy + L-NMMA

PD-1, IL-12 II pCR August 2024 NCT04095689

Nivolumab + Ipilimumab vs CT PD-1, CTLA-4 II DFS December 1, 2022 NCT03818685
Camrelizumab + CT PD-1 II pCR February 28, 2024 NCT04676997
Tislelizumab + Anlotinib + CT PD-1, VEGFR2, PDGFRβ and 

FGFR1
II pCR July 31, 2023 NCT04914390

Pembrolizumab + CT PD-1 II pCR November 2024 NCT03639948
Nivolumab + Cabiralizumab + CT PD-1, CSF1R I/II Safety, %change in 

TILS and TAM
February 28, 2024 NCT04331067

Lenvatinib + Pembrolizumab VEGFR, FGFR, RET, KIT & 
PDGFR, PD-1

I Presence of a T-cell 
inflamed TME

July 2026 NCT04427293

Niraparib + RT PARP I MTD December 31, 2026 NCT03945721
Durvalumab + CT PD-L1 I/II AEs, pCR January 2022 NCT03356860
Sintilimab + CT PD-1 II pCR March 2024 NCT04809779
Sintilimab+ Anlotinib + CT PD-1, VEGFR2, PDGFRβ and 

FGFR1
II pCR December 31, 2024 NCT04877821

Mono Atezolizumab Window ->  
atezolizumab + CT

PD-L1 II pCR January 1, 2026 NCT04770272

Camrelizumab + RT PD-1 I/II iDFS October 1, 2026 NCT04481763
Atezolizumab + Capecitabine PD-L1 II IDFS January 31, 2027 NCT03756298
Rucaparib + RT PARP I MTD May 2023 NCT03542175
AZD6738 + Olaparib+ Durvalumab ATR, PARP, PD-L1 II ORR, AEs December 2025 NCT03740893
Cemiplimab + CT PD-1 II pCR March 15, 2023 NCT04243616
Eganelisib + Atezolizumab +  

Bevacizumab + CT
PI3K-γ, PD-L1, VEGF II pCR August 1, 2022 NCT03961698

Atezolizumab + Sacituzumab govitecan PD-L1, TROP2 II Rate of undetectable 
circulating tumor 
cfDNA

December 30, 2025 NCT04434040

Olaparib + CT PARP II/III AEs, pCR January 2032 NCT03150576
Sintilimab + Apatinib + CT PD-1, VEGFR2 II pCR January 31, 2023 NCT04722718
Pembrolizumab + RT PD-1 I/II %change in TILs February 21, 2022 NCT03366844
Nivolumab + Ipilimumab PD-1, CTLA-4 II Immune activation 

(tumor-associated 
CD8)

January 7, 2025 NCT03815890

Sacituzumab govitecan TROP2 III iDFS December 1, 2028 NCT04595565
HLX10 + chemotherapy PD-1 III pCR April 9, 2027 NCT04301739
Atezolizumab + CT PD-L1 III iDFS August 31, 2025 NCT03498716
Niraparib PARP III DFS August 24, 2029 NCT04915755
Sacituzumab govitecan + CT TROP2 III iDFS December 1, 2028 NCT04595565
Enzalutamide AR II Feasibility May 2022 NCT02750358

Abbreviations: TROP2, trophoblast cell surface antigen 2; PD-L1, programmed death-ligand 1; Ang1&Ang2, angiopoeitins 1&2; IGF-IR, insulin-like growth factor-type 
I receptor; Akt1/2/3, protein kinase B 1/2/3; Hsp90, heat shock protein 90; PARP, poly(ADP-ribose) polymerase; CSF-1R, colony-stimulating factor 1 receptor; c-Kit, 
receptor tyrosine kinase (also referred to as stem cell factor receptor or CD117); FLT3, Fms-like tyrosine kinase 3; PD-1, programmed death-1; HER, human 
epidermal growth factor receptor; LIV-1, zinc transporter; TLR9, Toll-like receptor 9; LAG3, lymphocyte activation gene 3; CDK4/6, cyclin-dependent kinase 4 and 6; 
P-gp, P-glycoprotein; IL-12, Interleukin-12; CTLA-4, cytotoxic T-lymphocyte-associated protein 4; VEGFR, vascular endothelial growth factor receptor; PDGFRβ, 
platelet-derived growth factor receptor beta; FGFR1, fibroblast growth factor receptor 1; CSF1R, colony-stimulating factor 1 receptor; RET, rearranged during 
transfection gene; ATR, ataxia telangiectasia and Rad3-related protein; PI3K-γ, phosphoInositide 3-kinases gamma; AR, androgen receptors. 
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Table 3. Ongoing trials on antibody–drug conjugates, immune checkpoint inhibitors, PARP inhibitors, and anti-androgens in the metastatic setting in TNBC.

Agent(s) Target(s) Phase Primary endpoint(s)
Estimated study 

completion
ClinicalTrials. 
gov Identifier

Ladiratuzumab vedotin ± trastuzumab LIV-1 I DLT, safety June 30, 2023 NCT01969643
Trastuzumab deruxtecan + durvalumab and 

paclitaxel/ capivasertib/capecitabin / 
endocrine therapy

HER-2 low, PD-L1,AKT I AEs NCT04556773 NCT04556773

Tiragolumab + Atezolizumab + CT TIGIT, PD-L1 I AEs, ORR March 15, 2022 NCT04584112
Spartalizumab, LAG525, NIR178, capmatinib, 

MCS110, canakinumab
PD-1,LAG-3, adenosine A2a, 

MET, CSF-1, IL-1 beta
I AEs, DLT January 17, 2022 NCT03742349

Palbociclib + Avelumab CDK4/6, PD-L1 I MTD, ORR July 1, 2024 NCT04360941
Ruxolitinib Phosphate + Pembrolizumab JAK1&JAK2, PD-1 I MTD, AEs March 1, 2022 NCT03012230
Mirvetuximab soravtansine + CT Folate receptor α I AEs February 22, 2023 NCT02996825
ASTX660 + Pembrolizumab IAP, PD-1 I MTD, RP2D, ORR March 16, 2026 NCT05082259
DS-1062a TROP2 I DLT, AEs January 1, 2024 NCT03401385
MK-5890 ± Pembrolizumab CD27, PD-1 I DLT, AEs October 25, 2024 NCT03396445
Niraparib + MGD013 PARP, PD-1&LAG3 I DLT, MTD, ORR December 30, 2024 NCT04178460
MGC018 ± MGA012 B7-H3, PD-1 I AEs, MTD May 2025 NCT03729596
Budigalimab ± ABBV-927 PD-1, CD40 I ORR, RP2D November 27, 2023 NCT03893955
NZV930 ± spartalizumab ± NIR178 CD73, PD-1, adenosine A2a 

receptor
I AEs April 30, 2023 NCT03549000

XmAb®22841 ± Pembrolizumab CTLA-4 & LAG-3, PD-1 I AEs November 2025 NCT03849469
SO-C101 ± pembrolizumab IL-15, PD-1 I AEs, DLT December 2023 NCT04234113
Sasanlimab PD-1 I AEs, DLT March 31, 2023 NCT04254107
Ladiratuzumab vedotin + pembrolizumab LIV-1, PD-1 I/II DLT, safety, ORR December 30, 2023 NCT03310957
U3-1402 HER-3 I/II AEs, ORR December 2022 NCT02980341
Trastuzumab deruxtecan + durvalumab, or 

datopotamab deruxtecan + durvalumab, or 
durvalumab + paclitaxel + oleclumab, 
durvalumab + paclitaxel + capivasertib, or 
durvalumab + paclitaxel

HER-2 low, PD-L1, TROP2, 
CD73, AKT

I/II AEs February 13, 2023 NCT03742102

Sacituzumab govitecan+ chemoimmunotherapy 
(cyclophosphamide, N-803, and PD-L1 t-haNK)

TROP-2, IL-15, NK cells I/II MTD, safety, ORR October 2028 NCT04927884

Multiple immunotherapy-based treatment 
combinations comprising atezolizumab + 
sacituzumab govitecan

TROP2, PD-L1 I/II ORR, AEs January 3, 2023 NCT03424005

Durvalumab in combination with novel 
therapies (capivasertib, oleclumab, 
trastuzumab deruxtecan, datopotamab 
deruxtecan) with or without paclitaxel and 
durvalumab + paclitaxel

PD-L1, AKT, CD73, HER2 low, 
TROP2

I/II Safety, ORR February 13, 2023 NCT03742102

Leronlimab+ carboplatin CCR5 I/II MTD, PFS January 2022 NCT03838367
Fruquintinib + Tislelizumab VEGFR, PD-1 I/II AEs, RP2D, ORR August 2022 NCT04577963
N-803 + PD-L1 t-haNK + Sacituzumab  

govitecan + CT
IL-15, NK cells, TROP2 I/II MTD, safety, ORR October 2028 NCT04927884

Talazoparib + Selinexor PARP, XPO1 I/II Safety November 2025 NCT05035745
Durvalumab + Oleclumab+CT PD-L1, CD73 I/II AEs, CB October 2023 NCT03616886
GX-I7 + Pembrolizumab+CT IL7, PD-1 I/II DLT, AEs, ORR December 2021 NCT03752723
Gedatolisib + Talazoparib PI3K &mTOR, PARP I/II MTD, ORR December 2022 NCT03911973
Sarilumab + CT IL-6R I/II MTD, DLT, % negativization 

bone marrow DTC
September 26, 2029 NCT04333706

Ladiratuzumab vedotin + Pembrolizumab LIV-1, PD-1 I/II December 30, 2023 NCT03310957
Pembrolizumab + Binimetinib PD-1, MEK I/II MTD, ORR July 15, 2022 NCT03106415
NBE-002 ROR1 I/II RP2D, ORR December 2025 NCT04441099
CAB-ROR2-ADC ROR2 I/II AEs, ORR June 30, 2023 NCT03504488
NT-I7 + Pembrolizumab IL-7, PD-1 I/II MTD, RP2D, ORR April 30, 2023 NCT04332653
Atezolizumab + genetically engineered cells PD-L1, MAGE-A1 TCR I/II AEs, ORR December 1, 2024 NCT04639245
GEN1046 + CT PD-L1 I/II DLT, AEs December 2022 NCT03917381
KY1044 + Atezolizumab ICOS, PD-L1 I/II AEs, DLT, ORR May 2023 NCT03829501
CYT-0851 RAD51 I/II DLT, ORR October 2022 NCT03997968
Durvalumab ± Olaparib or Cediranib PD-L1, PARP, VEGF I/II RP2D,ORR December 29, 2022 NCT02484404
Pamiparib + Temozolomide PARP I/II DLT, AEs, ORR June 30, 2023 NCT03150810
U3-1402 HER-3 II ORR June 11, 2026 NCT04965766
U3-1402 HER-3 II ORR, PFS-6 November 30, 2023 NCT04699630
Sacituzumab govitecan + Trilaciclib TROP2, CDK4/6 II PFS July 2024 NCT05113966
Sacituzumab govitecan + Sabizabulin TROP2, tubulin II rPFS June 30, 2023 NCT05008510
Sacituzumab govitecan ± Pembrolizumab TROP2,PD-1 II PFS June 1, 2026 NCT04468061
Avelumab+ Sacituzumab govitecan vs 

avelumab, binimetinib, liposomal doxorubicin 
vs avelumab, liposomal doxorubicin

PD-L1, TROP2, MEK II Best ORR July 30, 2023 NCT03971409

SG001 + nab-paclitaxel PD-1 II ORR October 1, 2023 NCT05068141
Niraparib + Dostarlimab + RT PARP, PD-1 II ORR December 1, 2029 NCT04837209
Tislelizumab + eribulin PD-1 II ORR June 1, 2023 NCT04913571
Talazoparib maintenance PARP II PFS March 1, 2024 NCT04755868
Talazoparib + Atezolizumab + RT PARP, PD-L1 II ORR apr-23 NCT04690855
Pembrolizumab + Olaparib+ RT PD-1, PARP II ORR January 2025 NCT04683679

(Continued )
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the study has been temporarily withdrawn after the request 
of further understanding about the role of androgen signal
ing in TNBC.

Interestingly, the expression of retinoblastoma protein (Rb), 
the product of the RB tumor suppressor gene, tends to be 
associated with AR expression in TNBC [99]. This observation 
suggests a luminal-like biology despite the TNBC subtype, and 
support the hypothesis of increased efficacy by combining 
anti-androgens with CDK4-6 inhibitors for these tumors [99]. 
A phase II study evaluating the combination of bicalutamide 
with palbociclib for AR-positive TNBC showed that this dual 
treatment was safe and active, with 33% of patients (11/33) 
progression-free at 6 months [100]. A phase II study 
(NCT03090165) is evaluating the combination of bicalutamide 
and ribociclib in AR-positive advanced TNBC. Moreover, the 
combination of the anti-androgen blockade with the inhibi
tion of PI3K pathway is another promising strategy. The addi
tion of taselisib to enzalutamide has been tested in a phase I/II 
study and showed higher benefit in patients with LAR TNBC 
compared to those with non-LAR disease (CBR: 75% and 
12.5%, respectively, p = 0.06; PFS 4.6 vs. 2.0 months, respec
tively, p = 0.082) [101]. A phase I study testing another PI3K- 

inhibitor, alpelisib, in combination with enzalutamide in 
patients with AR and PTEN-positive metastatic BC is ongoing 
(NCT03207529).

Thus far, the benefit of anti-androgen treatment for AR- 
expressing BCs has been the topic of an intense academic 
discussion, and according to the international guidelines 
recently released by the ESMO for patients with mBC, there 
is no data to support anti-androgen therapy for routine use 
outside a clinical trial in patients with advanced TNBC [54].

4.2 The PI3K-AKT-mTOR pathway

Alterations in the PI3K-AKT-mTOR pathway are common 
genomic aberrations occurring in BC, across various sub
types (10,102). In TNBC, approximately 35% of all cancers 
harbor PIK3CA/AKT1/PTEN alterations. The activation of this 
signaling pathway is stimulated by tyrosine kinase recep
tors, which trigger PI3K activation and, subsequently, the 
phosphorylation of AKT and mTOR complex (Figure 3). In 
TNBC, the constitutive activation of this pathway can occur 
as the result of an overexpression of upstream regulators 
(e.g. epidermal growth factor receptor (EGFR)), or of 

Table 3. (Continued). 

Agent(s) Target(s) Phase Primary endpoint(s)
Estimated study 

completion
ClinicalTrials. 
gov Identifier

Atezolizumab + Bevacizumab + CT PD-L1, VEGF II PFS September 30, 2025 NCT04739670
Tavokinogene telseplasmid +  

Pembrolizumab + CT
IL-12, PD-1 II ORR August 2024 NCT03567720

Olinvacimab + Pembrolizumab PD-1 II ORR August 30, 2026 NCT04986852
Sabizabulin ± Sacituzumab govitecan Tubulin, TROP2 II PFS June 30, 2023 NCT05008510
Sitravatinib + Tislelizumab TAM, PD-1 II ORR, AEs January 30, 2023 NCT04734262
Temozolomide ± Olaparib PARP II DCR December 1, 2027 NCT05128734
Pembrolizumab +CT PD-1 II ORR, AEs apr-25 NCT02755272
Durvalumab + Olaparib PD-L1, PARP II ORR December 31, 2026 NCT03801369
Atezolizumab + Bevacizumab+CT PD-L1, VEGF II PFS apr-23 NCT04408118
Nivolumab + CT PD-1 II PFS December 15, 2026 NCT04159818
CFI-400945 + Durvalumab + CT PLK4, PD-L1 II ORR December 31, 2022 NCT04176848
Talazoparib PARP II ORR December 2023 NCT02401347
Atezolizumab ± CT PD-L1 II PFS prediction December 2030 NCT01898117
CX-2009 ± CX-072 CD166, PD-L1 II ORR March 10, 2023 NCT04596150
Atezolizumab + BDB001 + RT PD-L1, TLR 7/8 II ORR March 2025 NCT03915678
NIR178+spartalizumab Adenosine A2a receptor, PD-1 II ORR June 17, 2022 NCT03207867
Pembrolizumab/Vibostolimab Co-Formulation, 

lenvatinib ± CT
PD-1, TIGIT, VEGFR,FGFR, RET, 

KIT, PDGFR
II ORR, PFS February 19, 2025 NCT05007106

Spartalizumab PD-1 II ORR December 11, 2024 NCT04802876
Atezolizumab + chemotherapy PD-L1 III OS March 30, 2024 NCT03371017
TQB2450 + Anlotinib + CT PD-L1, VEGFR2, PDGFRβ and 

FGFR1
III PFS July 1, 2022 NCT04405505

Toripalimab + CT PD-1 III PFS February 28, 2022 NCT04085276
Carelizumab + Nab-paclitaxel + Apatinib CD20, VEGFR2 III PFS January 1, 2024 NCT04335006
Trastuzumab deruxtecan HER-2 low III PFS January 1, 2023 NCT03734029
Bicalutamide and ribociclib AR, CDK4/6i I/II MDT, CBR, ORR September 2024 NCT03090165
Bicalutamide AR II CBR, PFS May 2017 NCT02353988

Abbreviations: TROP2, trophoblast cell surface antigen 2; PD-L1, programmed death-ligand 1; Akt1/2/3, protein kinase B 1/2/3; PARP, poly(ADP-ribose) polymerase; 
CSF-1R, colony-stimulating factor 1 receptor; c-Kit, receptor tyrosine kinase (also referred to as stem cell factor receptor or CD117); PD-1, programmed death-1; 
HER, human epidermal growth factor receptor; LIV-1, zinc transporter; LAG3, lymphocyte activation gene 3; CDK4/6, cyclin-dependent kinase 4 and 6; IL-12, 
interleukin-12; CTLA-4, cytotoxic T-lymphocyte-associated protein 4; VEGFR, vascular endothelial growth factor receptor; PDGFRβ, platelet-derived growth factor 
receptor beta; FGFR1, fibroblast growth factor receptor 1; CSF1R, colony-stimulating factor 1 receptor; RET rearranged during transfection gene; PI3K-γ, 
phosphoInositide 3-kinases gamma; AR, androgen receptors; TIGIT T, cell immunoreceptor with Ig and ITIM domains; CSF-1, colony-stimulating factor 1; IL-1 
beta, Interleukin beta; JAK1&JAK2, janus kinase 1 and 2; IAP, inhibitor of apoptosis proteins; B7-H3, B7 homolog 3 protein; NK, natural killer; CCR5, C-C chemokine 
receptor type 5; XPO1, exportin 1; PI3K, phosphatidylinositol-3-kinase; mTOR, mammalian target of rapamycin; IL-6R, interleukin 6 receptor; MEK, MAPK/ERK 
Kinase; ROR, receptor tyrosine kinase like orphan receptor; MAGE-A1, melanoma-associated antigen 1; TCR, T cell receptor; ICOS, inducible co-stimulator; RAD51, 
recombinase in DNA repair; TAM, TYRO3/AXL/MERTK pathway; PLK4, polo-like kinase 4; pCR, pathological complete response; DFS, disease-free survival; TILs, 
tumor-infiltrating lymphocytes; TAM, tumor-associated macrophages; TME, tumor microenvironment; MTD, maximum tolerated dose; AEs, adverse events; IDFS, 
invasive disease-free survival; ORR, overall response rate; cfDNA, cell free DNA; DLT, dose-limiting toxicity; RP2D, recommended phase II dose; CB, clinical benefit; 
DTC, disseminated tumor cells; PFS, progression-free survival; PFS-6, progression-free survival at 6 months; rPFS, radiographic progression-free survival. 
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activating mutations of PI3K catalytic subunit α (PIK3CA) 
and/or of AKT1, or the loss of function of downregulators 
of PI3K (e.g. PTEN) [103]. Moreover, other oncogenic path
ways (e.g. FGFR cMET) released by the inactivation of P53 
can activate the PI3K-AKT-mTOR pathway [104]. Several 
PI3K/AKT/mTOR-targeted therapies for TNBC are currently 
under investigation. The combination of alpelisib, a PI3Kα- 
selective inhibitor, and nab-paclitaxel has been tested in 
a phase I/II study and demonstrated encouraging antitumor 
activity along with a manageable toxicity profile in patients 
with HER2-negative mBC (ORR 59%, median PFS 8.7 months) 
(Table 5). The improvement was even more pronounced in 

patients with tumor and/or circulating tumor DNA (ctDNA) 
PIK3CA mutations, compared to those without mutation 
(PFS 11.9 vs. 7.5 months; HR 0.44; p = 0.027) [105]. 
Capivasertib is a pan-AKT inhibitor that has been evaluated, 
in combination with paclitaxel, as first-line treatment for 
patients with mTNBC, in a phase II randomized trial [106]. 
The addition of capivasertib has resulted in a significant 
improvement of PFS and OS, compared to placebo (HR 
0.74, 95% CI 0.50–1.08 and HR 0.61, 95% CI 0.37–0.99, 
respectively), and in particular in those patients with altera
tions of PIK3CA/AKT1/PTEN [106] (Table 5). Consistently, 
another AKT inhibitor, ipatasertib, evaluated in a phase II 

Figure 3. Simplified representation of the PI3K-AKT-mTOR, MAPK, and AR signaling pathways. The activation of PI3K-AKT-mTOR pathway is stimulated by 
tyrosine kinase receptor, which triggers PI3K activation and, subsequently, the phosphorylation of AKT and mTOR complex. The activation of the tyrosine kinases 
receptor also stimulates the activation of RAS; RAS activates RAF intracellular kinases, thus starting a downstream signaling involving MEK and ERK. Both signaling 
pathways trigger nuclear transcription factors that regulate, among others, cell growth, proliferation, survival, angiogenesis, and migration. The PI3K-AKT-mTOR and 
MAPK pathways are strictly interconnected to each other. Moreover, several other oncogenic pathways (e.g. FR, cMET) released by the inactivation of P53 may 
activate the PI3K-AKT-mTOR pathway. The AR is a nuclear receptor that is activated by binding of an androgen in the cytoplasm and then translocates into the 
nucleus regulating gene transcription.
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study (LOTUS) in combination with paclitaxel as first-line 
treatment for mTNBC, showed an increase in median PFS 
(from 4.9 to 6.2 months in the ITT population, and from 3.7 
to 6.2 months in patients with PTEN-low tumors) and 
a trend toward improved OS [107,108] (Table 5). 
Disappointingly, despite the heels of positive phase II data, 
the phase III study of ipatasertib plus paclitaxel in advanced 
TNBC (IPATunity130 [NCT03337724]) failed to improve PFS 
(median PFS 7.4 months in the ipatasertib arm versus 6.1 
months in the placebo arm, HR 1.02, 95% CI 0.71–1.45) [109] 
(Table 5). The phase III studies testing capivasertib 
(CAPItello-290 [NCT03997123]) and alpelisib (EPIK-B3 
[NCT04251533]) in addition to (nab)-paclitaxel for mTNBC 
are ongoing.

Ipatasertib has also been evaluated in the neaoadjuvant 
setting. In a phase II trial, the combination of ipatasertib with 
12 cycles of weekly paclitaxel did not increase pCR rates 
compared to placebo/paclitaxel [110]. Nevertheless, MRI- 
assessed responses, a secondary endpoint, favored ipataser
tib/paclitaxel, especially in the PIK3CA/AKT1/PTEN-altered 
population [110]. Alpelisib is being evaluated in the neoadju
vant setting in a phase II trial in association with nab-paclitaxel 
in anthracycline refractory TNBC with PIK3CA or PTEN altera
tions [111].

Other drugs targeting the PI3K/AKT/mTOR pathway are 
being investigated in TNBC, as mTOR inhibitors and dual 

inhibitors, and combinations with immune checkpoint inhibi
tors (NCT02616848, NCT04177108).

At the moment, as indicated in the recently published 
ESMO clinical practice guidelines for patients with mBC, 
there is no data to support inhibitors targeting PI3K or AKT 
for advanced TNBC, and therefore these cannot be recom
mended in routine clinical practice outside a clinical trial [54].

4.3 The MAPK pathway

The mitogen-activated protein kinase (MAPK) pathway has 
been the subject of cancer research for several tumor types, 
as its aberrant activity is known to have a crucial role in the 
initiation and progression of cancer [112]. In TNBC, there are 
controversial data on the role of this signaling pathway as 
a potential therapeutic target. In a comprehensive analysis of 
primary breast tumors of The Cancer Genome Atlas, the inci
dence of RAS and RAF family mutations assessed by next- 
generation sequencing was reported to be lower than 2% 
[10], and this rate was confirmed in other subsequent studies 
[113]. Although one may hypothesize that a low frequency of 
RAS/MAPK mutations implies that cancer cells do not use this 
pathway as a preferential way for sustained growth and pro
liferation, some evidence suggests that targeting this pathway 
might yield therapeutic efficacy. Indeed, the RAS/MAPK path
way is strictly interconnected with other pathways (e.g. PI3K/ 

Table 4. Main studies targeting the androgen pathway in AR-positive TNBC.

Study Treatment Phase Population Main results

Gucalp et al. [95] Bicalutamide 150 mg daily II AR-positive (AR>10%), ER/PgR- 
negative advanced breast 
cancer (n = 452)

CBR (CR, PR, or SD>6 mos): 19% (95% CI 7– 
39%) 
mPFS: 12 weeks (95% CI 11–22 weeks)

Traina et al. [96] Enzalutamide 160 mg daily II AR-positive (AR >0%) advanced 
TNBC (n = 118)

● ITT population: CBR 25%, mPFS 2.9 mos, 
mOS 12.7 mos

● Patients with AR ≥10%: CBR 33% and mPFS 
3.3 mos, mOS 17.6 mos

Bonnefoi et al. [97] Abiraterone acetate 1000 mg once daily 
+ prednisone 5 mg twice daily

II AR-positive (AR >10%) advanced 
TNBC (n = 30)

6-month CBR (CR, PR, or SD >6 mos): 20% 
ORR 6.7% 
mPFS 2.8 mos

Gucalp et al. [100] Bicalutamide 100 mg daily + Palbociclib 
100 mg daily 3 weeks on and 1 week off

II AR-positive (AR ≥1%) advanced 
TNBC (n = 31)

Best response: 11 pts progression-free at 6 mos 
(10 SD > 6 mos, 1 PR) 

Median weeks on study: 14 (2–6,6–80,86–105)
Lim et al. 81] Doxorubicin-based neoadjuvant CT (AC) + 

enzalutamide 160 or 120 mg daily + 
paclitaxel 80 mg/m2 weekly for 12 cycles 
before surgery

II AC insensitive AR-positive (AR 
>10%) stage I-III TNBC (n = 15)

pCR or RCB I: 33.3% (5/15)

Traina et al. [82,83] Adjuvant enzalutamide for 1 year II AR-positive (AR ≥1%) stage I-III 
TNBC (n = 50)

Preliminary results: 34 pts completed 1 y of 
treatment. 15 pts are off treatment: PD [3], 
toxicity (5), noncompliance (4), withdrawal 
of consent [3].

Vetter et al. [84] CR1447 (transdermal formulation of 4-OH- 
Testosterone)

II Cohort A: ER-positive advanced BC 
(n= 29) 

C ohort B: AR-positive advanced 
TNBC (n = 8)

Disease control at 24 weeks: 0% in cohort B. 
mPFS: 2.5 mos in cohort B. 
mOS: 10.8 mos in cohort B.

Yuan et al. 85] Enobosarm + permbrolizumab II AR-positive (AR ≥1%) advanced 
TNBC (n = 16)

RR: 2 of 16 (13%). 
CBR at 16 weeks 4 of 16 (25%). 
mPFS 2.6 mos and mOS 25.5 mos.

Lehmann et al. [101] Enzalutamide 160 mg daily ± taselisib 4 mg II AR-positive (AR ≥10%) advanced 
TNBC (n = 17)

16-weeks CBR (combination arm): 35.7% 
mPFS (combination arm): 3.4 mos 
CBR in LAR vs. non-LAR TNBC: 75.0% vs. 12.5%, 

p = 0.06. 
PFS in LAR vs. non-LAR TNBC: 4.6 vs. 2.0 mos, 

p = 0.082.

Abbreviations: AR, androgen receptors; ER, estrogen receptors; PgR, progesterone receptors; CBR, clinical benefit rate; CR, complete response; PR, partial response; 
SD: stable disease; mos, months; PFS, progression-free survival; TNBC, triple-negative breast cancer; ITT, intention-to-treat; OS, overall survival; ORR, overall 
response rate; CT, chemotherapy; AC, doxorubicin–cyclophosphamide; pCR, pathological complete response; RCB, residual cancer burden; RR, response rate, LAR, 
luminal androgen receptor; y, years. 
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AKT), and alterations in different, parallel but highly intercon
nected pathways may result in the aberrant expression of 
downstream effectors of MAPK signaling as well [112,114]. 
Consistently, in an analysis of 26 primary breast tumors, active 
MAPK expression was observed in 48% of samples, and was 
significantly increased in tumors compared with adjacent nor
mal breast (p = 0.027). Moreover, increased active MAPK 
expression was observed in concurrent lymph node metas
tases, compared with primary breast tumors (p = 0.0098), 
suggesting that MAPK could have a role in the metastatic 
process [115]. In the absence of straightforward mutations 
able to predict therapeutic efficacy, an approach targeting 
a downstream effector of the MAPK pathways, as MEK 
(Figure 3), has been explored. MEK inhibitors in monotherapy 
showed only a modest activity in solid tumors in early phase 
clinical trials [116–118], probably due to compensatory activa
tion of alternative pathways, thus leading to test combination 
therapies as a more promising strategy. In a phase Ib study, 
the association of vistusertib (dual mTOR1/2 inhibitor) and 
selumetinib (MEK1/2 inhibitor) induced stable disease for 
more than 16 weeks in 7 patients with advanced tumors 
(including TNBC), with a duration of response ranging up to 
more than 55 weeks [119]. Conversely, in a phase II study on 
33 patients with advanced TNBC, the MEK inhibitor trametinib 
showed limited efficacy, both alone and in combination with 
an AKT inhibitor (partial response or stable disease in 3/31 and 
in 1/16 patients, respectively) [120]. Additionally, the combina
tion strategy was associated with high levels of toxicity, 
including diarrhea and cutaneous rash [120].

Several hypotheses have been proposed to explain these 
disappointing results. First, most early phase clinical trials were 
conducted on patients with mBC. Considering the role of 
MAPK pathway in the metastatic process, it is possible that 
the inhibition of MEK does not result in an observable pheno
type once metastasis has occurred in the patient [112]. 

Additionally, it is likely that the poor safety profile of MEK 
and AKT inhibitors could have negatively affected their effi
cacy, at least in part. Indeed, due to their toxicity profile, 
continuous dosing was not possible, and these kinase inhibi
tors typically required a 3-weeks on and 1-week off adminis
tration. The 1-week off could potentially give the cancer cells 
time to reprogram and/or grow. Translational research pro
jects are ongoing to help in identifying biomarkers of 
response to better select patients who may benefit from this 
treatment. An ongoing phase II study (InCITe, NCT03971409) is 
testing the combination of avelumab with liposomal doxoru
bicin with or without binimetinib, a MEK-inhibitor, in patients 
with advanced TNBC.

The extracellular signal-regulated kinase 1/2 (ERK1/2) is 
another target under investigation in TNBC. Thus far, only 
preclinical evidence is available, showing that the combination 
ERK1/2 inhibitors with PD-1/PD-L1 inhibitors can actively 
reduce the proliferation of TNBC cell lines [121].

5. Expert opinion

5.1 TNBC: an evolving treatment landscape

TNBC has traditionally been considered as a “targetless” sub
type, where chemotherapy was the only available treatment 
strategy. Currently, several non-chemotherapeutic treatments 
entered the clinic, enriching the therapeutic armamentarium 
and the strategies of cure. In particular, the anthracycline/ 
taxane-based chemotherapy still represents the standard adju
vant treatment in stage II-III TNBC, but post-operative olaparib 
plays a role in germline BRCA mutation [39]. Moreover, the 
standard neoadjuvant chemotherapy treatment takes now 
advantage of the addition of platinum and perioperative pem
brolizumab [65]. Whether chemotherapy is often used in stage 
IV disease, the first-line treatment clearly benefits of the 

Table 5. Main studies targeting the PI3K-AKT-mTOR pathway in patients with advanced TNBC.

Study Treatment Phase Population Main results

Sharma et al. [105] Alpelisib + Nab- 
paclitaxel

I/II HER2-negative advanced breast 
cancer (any line of prior therapies) 
(n = 42)

● All patients: ORR: 59% (complete response, 7% and partial 
response, 52%); mPFS 8.7 months.

● Patients with vs. without tumor/ctDNA PIK3CA mutation: PFS 11.9 
vs. 7.5 months; HR 0.44; p = 0.027.

PAKT Trial [106] Capivasertib + 
Paclitaxel vs. 
Placebo + 
Paclitaxel

II Untreated advanced TNBC (n = 140) ● All patients: mPFS 5.9 months in capivasertib arm vs. 4.2 
months in placebo arm (HR 0.74; 95% CI 0.50–1.08; p = 0.06; 
mOS 19.1 vs. 12.6 months (HR, 0.61; 95% CI, 0.37-0.99; p=0.04).

● Patients with PIK3CA/AKT1/PTEN-altered tumors: mPFS 9.3 
months in capivasertib arm vs. 3.7 months in placebo arm (HR 
0.30; 95% CI 0.11–0.79; p = 0.01).

LOTUS Trial [107,108] Ipatasertib + 
Paclitaxel vs. 
Placebo + 
Paclitaxel

II Untreated advanced TNBC (n = 124) ● All patients: mPFS 6.2 months in ipatasertib arm vs. 4.9 in 
placebo arm (HR 0.60, 95% CI 0.37–0.98; p = 0.037); mOS 25.8 
months in ipatasertib arm vs. 16.9 in placebo arm (HR 0.80, 95% 
CI 0.50-1.28)

● Patients with PTEN-low tumors: mPFS 6.2 months in ipatasertib 
arm vs. 3.7 in placebo arm (HR 0.59, 95% CI 0.26–1.32, p = 0.18); 
mOS 23.1 in ipatasertib arm vs. 15.5 in placebo arm (HR 0.83)

● Patients with PIK3CA/AKT1/PTEN-altered tumors: mOS 25.8 in 
ipatasertib arm vs 22.1 in placebo arm (HR 1.13)

IPATunity-130 [109] Ipatasertib + 
Paclitaxel vs. 
Placebo + 
Paclitaxel

III Untreated advanced TNBC (n = 255) mPFS 7.4 months in ipatasertib arm vs. 6.1 in placebo arm (HR 
1.02, 95% CI 0.71–1.45; p = 0.92) 

ORR: 39% in ipatasertib arm vs 35% in placebo arm

Abbreviations: ORR, overall response rate; mPFS, median progression-free survival; ctDNA, circulating tumor DNA; HR, hazard ratio; TNBC, triple-negative breast 
cancer; CI, confidence interval; mOS, median overall survival. 
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adding of the immune checkpoint inhibitors in the PD-L1 
positive tumors [54,58] and the use of single-agent PARP-I is 
an attracting option both in the first and subsequent lines of 
treatment in germline BRCA mutation. In patients progressing 
after the first-line therapy, the use of the ADC is currently 
recommended as the new gold standard of treatment [72], 
leaving the other chemotherapy options for more advanced 
lines of therapies, if clinically indicated.

5.2 Open challenges and key developments

The main characteristic of TNBC is the huge biological diver
sity, observed both among different tumors (intertumor het
erogeneity) and individual tumor (intratumor heterogeneity), 
and actually expressed as spatial and temporal heterogeneity. 
While the spatial heterogeneity describes the biological differ
ences of distinct areas of tumor, the temporal heterogeneity 
refers to variations occurring overtime during tumor progres
sion because of intrinsic (epi)genetic instability and clonal 
evolution under therapeutic pressure. Deciphering the TNBC 
temporal heterogeneity is of paramount importance because 
it is able to offer a new dimensional cancer measurement not 
otherwise captured.

Moreover, tumor microenvironment has a close relation
ship with cancer cells, and it can play a crucial role in terms 
of cancer development and response to therapies. Hence, 
both intrinsic tumor heterogeneity and extrinsic characteristics 
of the microenvironment should be considered to explain 
potential tumor resistance to treatments.

5.3 Future directions

Several new therapeutic options are under investigation for 
patients with TNBC. Beyond those already described above in 
the manuscript, the oral CDK7 inhibitor samuraciclib seems 
another promising option, that has been granted fast track 
designation by FDA in August 2021 in combination with che
motherapy for patients with metastatic TNBC. RSK (p90 ribo
somal S6 kinase 2) is a novel target kinase for TNBC; PMD-026 
is an oral inhibitor of RSK that showed some preliminary data 
in monotherapy in metastatic TNBC patients whose disease 
had progressed on standard therapy [122].

Treatments targeting epigenetic can represent another pro
mising strategy. Epigenetic regulators are essential for the 
temporal maintenance of cell identity overtime, with altera
tions including DNA methylation, histone, and chromatin 
modification, and non-coding RNA interference [123]. Since 
epigenome dysregulation is pervasive in cancer, significant 
progresses have been made in developing drugs targeting 
epigenetics [124,125] including DNA hypomethylating agents 
(DNA methyltransferase inhibitors) and the histone deacety
lase (HDAC) inhibitors [126,127].

DNA methyltrasferase 1 (DNMT1) is the most crucial 
enzyme in the DNMTs family in humans and it is highly 
expressed in TNBC compared to other subtypes [128]. 
Notably, a preclinical study suggests that DNMT inhibitors 
such as 5-azacytidine can increase the efficacy of PARP inhibi
tors in BC cells with wild-type BRCA1 [129]. Moreover, hypo
methylating agents might play a role in selected cases of 

breast cancer with sporadic abnormally BRCA1 gene promoter 
methylation [130]. The HDACs are a class of enzymes that 
deacetylate histones leading to chromatin condensation, 
repressing transcription. Therefore, HDAC inhibitors could 
induce tumor cell apoptosis, inhibit cell migration and inva
sion and sensitize cancer cells to chemotherapy [131]. 
Preclinical and clinical studies with HDAC inhibitors in combi
nation with other drugs showed promising results in TNBC 
[125]. Another relevant candidate target, which is involved in 
chromatin regulation, is the architectural chromatin family of 
high mobility group A proteins (HMGA). Indeed, HMGA are 
overexpressed in cancers, regulate chromatin plasticity and, in 
TNBC, can act as master regulators of genes involved in 
epithelial-to-mesenchymal transition, migration, invasion, and 
angiogenesis [132,133].

While the TNBC epigenome portraits deserve further inves
tigations, a comprehensive and unified (epi)genetic under
standing of the disease would potentially support the 
emerging of novel therapeutic approaches to extend the clin
ical benefit for the patient.

6. Conclusion

The optimal treatment strategy for TNBC is still an unmet 
medical need. The better understanding of the biological 
diversity of the disease, through the accurate pathological 
and molecular dissection, could pave the way for the devel
opment of novel signaling-based therapies, with the potential 
to improve the outcomes of patients with TNBC, fulfilling the 
promises of the precision oncology.

Funding

The research activity leading to this manuscript has received funding from 
Fondazione AIRC under 5 per mille 2019 - ID. 22759, program.

List of abbreviations
ADC, antibody drug–conjugate; AR, androgen receptor; BC, breast cancer; 
BL, Basal-like: CBR, clinical benefit rate; CI, confidence interval; CTLA-4, 
cytotoxic T-lymphocyte-associated antigen-4; ctDNA, circulating tumor 
DNA; EGFR, epidermal growth factor receptor; ER, estrogen receptor; 
gBRCAm, germline BRCA mutations; HER2, human epidermal growth fac
tor receptor 2; HR, hazard ratio; HRD, homologous recombination defi
ciency; ICI, immune checkpoint inhibitor; IM, immunomodulatory; ITT, 
intention to treat; LAR, luminal androgen receptor; M, mesenchymal; 
MAPK, mitogen-activated protein kinase; MSL, mesenchymal stem-like; 
mTNBC, metastatic TNBC; ORR, overall response rate; PARP, poly(ADP- 
ribose) polymerase; pCR, pathologic complete response; PD-1, cell death 
protein-1; PD-L1, PD-ligand 1; PFS, progression-free survival; PgR, proges
terone receptor; po, oral administration; PI3K, phosphoinositide-3-kinase; 
q.d., once a day; TNBC, triple-negative breast cancer; TN, triple-negative; 
Topo1, topoisomerase I; TPC, treatment of physician choice.

Declaration of interest
A Zambelli received honoraria for advisory board and consultancy form 
Novartis, AstraZeneca, Lilly, Daiichi Sankyo, MDS (Merck Sharp&Dome), 
Roche, Seagen, Exact Sciences, Gilaed, Istituto Gentili (all outside the 
submitted work).

EXPERT OPINION ON THERAPEUTIC TARGETS 569

13



E Agostinetto received Speaker fees from Eli Lilly and Support for 
attending medical conferences from Novartis, Roche, Eli Lilly, Genetic, 
Istituto Gentili (all outside the submitted work).

R De Sanctis received honoraria for advisory board consultancy form 
Novartis (outside the submitted work)

A Santoro received honoraria for advisory board and consultancy 
formBMS (Bristol-MyersSquibb), Servier, Gilead, Pfizer, Eisai, Bayer, MSD 
(Merck Sharp&Dome) Arqule, Sanofi and Speaker’s Bureau fees from 
Takeda, BMS (Bristol-Myers-Squibb), Roche, Abb-Vie, Amgen, Celgene, 
Servier, Gilead, AstraZeneca, Pfizer, Arqule, Eli-Lilly, Sandoz, Eisai, 
Novartis, Bayer, MSD (Merck Sharp & Dohme).

The authors have no other relevant affiliations or financial involvement 
with any organization or entity with a financial interest in or financial 
conflict with the subject matter or materials discussed in the manuscript. 
This includes employment, consultancies, honoraria, stock ownership or 
options, expert testimony, grants or patents received or pending, or 
royalties.

Reviewer disclosures
One reviewer is affiliated with a company that investigates novel drugs 
targeting specific drivers of malignant breast tumor growth and metas
tases. Peer reviewers on this manuscript have no relevant financial or 
other relationships to disclose.

ORCID
Elisa Agostinetto http://orcid.org/0000-0003-0295-7511

References

Papers of special note have been highlighted as either of interest (•) or of 
considerable interest (••) to readers.

1. Loibl S, Poortmans P, Morrow M, et al. Breast cancer. Lancet. 
2021;397(10286):1750–1769.

2. Weigelt B, Reis-Filho JS. Histological and molecular types of breast 
cancer: is there a unifying taxonomy?. Nat Rev Clin Oncol. 2009;6 
(12):718–730.

3. Geyer FC, Pareja F, Weigelt B, et al. The spectrum of triple-negative 
breast disease: high- and low-grade lesions. Am J Pathol. 2017;187 
(10):2139–2151.

4. Laé M, Fréneaux P, Sastre-Garau X, et al. Secretory breast carcino
mas with ETV6-NTRK3 fusion gene belong to the basal-like carci
noma spectrum. Mod Pathol: an official journal of the United States 
and Canadian Academy of Pathology, Inc. 2009;22(2):291–298.

5. Persson M, Andrén Y, Mark J, et al. Recurrent fusion of MYB and 
NFIB transcription factor genes in carcinomas of the breast and 
head and neck. Proc Natl Acad Sci. 2009;106(44):18740 LP – 18744.

6. Lehmann BD, Bauer JA, Chen X, et al. Identification of human 
triple-negative breast cancer subtypes and preclinical models for 
selection of targeted therapies. J Clin Invest. 2011;121 
(7):2750–2767.

7. Lehmann BD, Jovanović B, Chen X, et al. Refinement of 
triple-negative breast cancer molecular subtypes: implications for 
neoadjuvant chemotherapy selection. PLoS One. 2016;11(6): 
e0157368.

8. Elsawaf Z, Sinn H-P, Rom J, et al. Biological subtypes of 
triple-negative breast cancer are associated with distinct morpho
logical changes and clinical behaviour. Breast. 2013;22(5):986–992.

9. Liu Y-R, Jiang Y-Z, X-E X, et al. Comprehensive transcriptome 
analysis identifies novel molecular subtypes and subtype-specific 
RNAs of triple-negative breast cancer. Breast Cancer Res. 2016;18 
(1):33.

10. The Cancer Genome Atlas Network. Comprehensive molecular por
traits of human breast tumours. Nature. 2012;490(7418): 61–70.

11. Shah SP, Roth A, Goya R, et al. The clonal and mutational evolution 
spectrum of primary triple-negative breast cancers. Nature. 
2012;486(7403):395–399.

12. Carey L, Winer E, Viale G, et al. Triple-negative breast cancer: 
disease entity or title of convenience?. Nat Rev Clin Oncol. 2010 
Dec;7(12):683–692.

13. Lehmann BD, Bauer JA, Schafer JM, et al. PIK3CA mutations in 
androgen receptor-positive triple negative breast cancer confer 
sensitivity to the combination of PI3K and androgen receptor 
inhibitors. Breast Cancer Res. 2014;16(4):406.

14. Bareche Y, Venet D, Ignatiadis M, et al. Unravelling triple-negative 
breast cancer molecular heterogeneity using an integrative multio
mic analysis. Ann Oncol: official journal of the European Society for 
Medical Oncology. 2018;29(4):895–902.

15. Livraghi L, Garber JE. PARP inhibitors in the management of breast 
cancer: current data and future prospects. BMC Med. 2015;13 
(1):188.

16. Wu S, Zhou J, Zhang K, et al. Molecular mechanisms of PALB2 
function and its role in breast cancer management. Front Oncol. 
2020;10:301.

17. Nik-Zainal S, Davies H, Staaf J, et al. Landscape of somatic muta
tions in 560 breast cancer whole-genome sequences. Nature. 
2016;534(7605):47–54.

18. Helleday T, Petermann E, Lundin C, et al. DNA repair pathways as 
targets for cancer therapy. Nat Rev Cancer. 2008;8(3):193–204.

19. Tutt A, Tovey H, Cheang MCU, et al. Carboplatin in BRCA1/2-
mutated and triple-negative breast cancer BRCAness subgroups: 
the TNT Trial. Nat Med. 2018 May;24(5):628–637.

20. Jackson SP, Bartek J. The DNA-damage response in human biology 
and disease. Nature. 2009;461(7267):1071–1078.

21. Litton JK, Rugo HS, Ettl J, et al. Talazoparib in patients with 
advanced breast cancer and a germline BRCA mutation. N Engl 
J Med. 2018;379(8):753–763.

22. Litton JK, Hurvitz SA, Mina LA, et al., Talazoparib versus chemother
apy in patients with germline BRCA1/2-mutated HER2-negative 
advanced breast cancer: final overall survival results from the 
EMBRACA trial. Ann Oncol: official journal of the European 
Society for Medical Oncology. 31(11): 1526–1535. 2020. 

•• The results of EMBRACA led to the approval of talazoparib for 
patients with metastatic TNBC and a germline BRCA mutation

23. Robson M, S-A I, Senkus E, et al. Olaparib for metastatic breast 
cancer in patients with a germline BRCA mutation. N Engl J Med. 
2017;377(6):523–533.

24. Robson ME, Tung N, Conte P, et al. OlympiAD final overall survival 
and tolerability results: Olaparib versus chemotherapy treatment of 
physician’s choice in patients with a germline BRCA mutation and 
HER2-negative metastatic breast cancer. Ann Oncol. 2019;30 
(4):558–566. 

•• The results of OlympiAD led to the approval of olaparib for 
patients with metastatic TNBC and a germline BRCA mutation

25. Robson M, Ruddy KJ, S-A I, et al. Patient-reported outcomes in 
patients with a germline BRCA mutation and HER2-negative meta
static breast cancer receiving olaparib versus chemotherapy in the 
OlympiAD trial. Eur J Cancer. 2019;120:20–30.

26. Tung NM, Robson ME, Ventz S, et al. TBCRC 048: A phase II study of 
olaparib monotherapy in metastatic breast cancer patients with 
germline or somatic mutations in DNA damage response (DDR) 
pathway genes (Olaparib Expanded). J Clin Oncol. 2020;38 
(15_suppl):1002.

27. Turner NC, Balmaña J, Poncet C, et al. Niraparib for advanced breast 
cancer with germline BRCA1 and BRCA2 mutations: the EORTC 
1307-BCG/BIG5-13/TESARO PR-30-50-10-C BRAVO Study. Clin 
Cancer Res: an official journal of American Association for Cancer 
Research. 2021;27(20):5482–5491.

28. Diéras V, Han HS, Kaufman B, et al. Veliparib with carboplatin and 
paclitaxel in BRCA-mutated advanced breast cancer (BROCADE3): 
a randomised, double-blind, placebo-controlled, phase 3 trial. 
Lancet Oncol. 2020;21(10):1269–1282.

570 A. ZAMBELLI ET AL.

14



29. Han HS, Diéras V, Robson M, et al. Veliparib with temozolomide or 
carboplatin/paclitaxel versus placebo with carboplatin/paclitaxel in 
patients with BRCA1/2 locally recurrent/metastatic breast cancer: 
randomized phase II study. Ann Oncol: official journal of the 
European Society for Medical Oncology. 2018;29(1):154–161.

30. Kummar S, Wade JL, Oza AM, et al. Randomized phase II trial of 
cyclophosphamide and the oral poly (ADP-ribose) polymerase inhi
bitor veliparib in patients with recurrent, advanced triple-negative 
breast cancer. Invest New Drugs. 2016 Jun;34(3):355–363. DO

31. Yoshida R, Hagio T, Kaneyasu T, et al. Pathogenicity assessment of 
variants for breast cancer susceptibility genes based on BRCAness 
of tumor sample. Cancer Sci. 2021 Mar;112(3):1310–1319.

32. Bono M, Fanale D, Incorvaia L, et al. Impact of deleterious variants 
in other genes beyond BRCA1/2 detected in breast/ovarian and 
pancreatic cancer patients by NGS-based multi-gene panel testing: 
looking over the hedge. ESMO open. 2021;6(4):100235.

33. Davies H, Glodzik D, Morganella S, et al. HRDetect is a predictor of 
BRCA1 and BRCA2 deficiency based on mutational signatures. Nat 
Med. 2017;23(4):517–525.

34. Staaf J, Glodzik D, Bosch A, et al. Whole-genome sequencing of 
triple-negative breast cancers in a population-based clinical study. 
Nat Med. 2019;25(10):1526–1533.

35. Makhale A, Nanayakkara D, Raninga P, et al. CX-5461 enhances the 
efficacy of APR-246 via induction of DNA damage and replication 
stress in triple-negative breast cancer. Int J Mol Sci. 2021;22(11):5782.

36. Cruz C, Llop-Guevara A, Garber JE, et al. Multicenter phase II study 
of lurbinectedin in BRCA-mutated and unselected metastatic 
advanced breast cancer and biomarker assessment substudy. 
J Clin Oncol: Official journal of American Society of Clinical 
Oncology. 2018;36(31):3134–3143.

37. Zatreanu D, Robinson HMR, Alkhatib O, et al. Polθ inhibitors elicit 
BRCA-gene synthetic lethality and target PARP inhibitor resistance. 
Nat Commun. 2021;12(1):3636.

38. Ceccaldi R, Liu JC, Amunugama R, et al. Homologous- 
recombination-deficient tumours are dependent on Polθ- 
mediated repair. Nature. 2015;518(7538):258–262.

39. Tutt ANJ, Garber JE, Kaufman B, et al. Adjuvant olaparib for patients 
with BRCA1- or BRCA2-mutated breast cancer. N Engl J Med. 
2021;384(25):2394–2405. 

•• demonstrated a significant improvement in invasive disease- 
free survival of adjuvant olaparib in patients with BRCA- 
mutated, high risk breast cancer

40. Wang Y, Waters J, Leung ML, et al. Clonal evolution in breast cancer 
revealed by single nucleus genome sequencing. Nature. 2014;512 
(7513):155–160.

41. Cimino-Mathews A, Ye X, Meeker A, et al. Metastatic triple-negative 
breast cancers at first relapse have fewer tumor-infiltrating lym
phocytes than their matched primary breast tumors: a pilot study. 
Hum Pathol. 2013;44(10):2055–2063.

42. Loi S, Michiels S, Adams S, et al. The journey of tumor-infiltrating 
lymphocytes as a biomarker in breast cancer: clinical utility in an 
era of checkpoint inhibition. Ann Oncol:official journal of the 
European Society for Medical Oncology. 2021;32(10):1236–1244.

43. Mittendorf EA, V PA, Meric-Bernstam F, et al. PD-L1 Expression in 
Triple-Negative Breast Cancer. Cancer Immunol Res. 2014;2(4):361 
LP – 370.

44. Adams S, Schmid P, Rugo HS, et al. Pembrolizumab monotherapy 
for previously treated metastatic triple-negative breast cancer: 
cohort A of the phase II KEYNOTE-086 study. Ann Oncol. 2019;30 
(3):397–404.

45. Adams S, Loi S, Toppmeyer D, et al. Pembrolizumab monotherapy 
for previously untreated, PD-L1-positive, metastatic triple-negative 
breast cancer: cohort B of the phase II KEYNOTE-086 study. Ann 
Oncol. 2019;30(3):405–411.

46. Bian L, Zhang H, Wang T, et al. JS001, an anti-PD-1 mAb for 
advanced triple negative breast cancer patients after multi-line 
systemic therapy in a phase I trial. Ann Transl Med. 2019 Sep;7 
(18):435.

47. Dirix LY, Takacs I, Jerusalem G, et al. Avelumab, an anti-PD-L1 
antibody, in patients with locally advanced or metastatic breast 

cancer: A phase 1b JAVELIN solid tumor study. Breast Cancer Res 
Treat. 2018;167(3):671–686.

48. Emens LA, Cruz C, Eder JP, et al. Long-term clinical outcomes and 
biomarker analyses of atezolizumab therapy for patients with 
metastatic triple-negative breast cancer: a phase 1 study. JAMA 
Oncol. 2019;5(1):74–82.

49. Nanda R, Chow LQM, Dees EC, et al. Pembrolizumab in patients 
with advanced triple-negative breast cancer: Phase Ib keynote-012 
study. J Clin Oncol. 2016;34(21):2460–2467.

50. Voorwerk L, Slagter M, Horlings HM, et al. Immune induction 
strategies in metastatic triple-negative breast cancer to enhance 
the sensitivity to PD-1 blockade: the TONIC trial. Nat Med. 2019;25 
(6):920–928.

51. Huo X, Shen G, Liu Z, et al. Addition of immunotherapy to che
motherapy for metastatic triple-negative breast cancer: 
a systematic review and meta-analysis of randomized clinical 
trials. Crit Rev Oncol Hematol. 2021;168:103530.

52. Schmid P, Adams S, Rugo HS, et al. Atezolizumab and 
nab-paclitaxel in advanced triple-negative breast cancer. N Engl 
J Med. 2018;379(22):2108–2121.

53. Schmid P, Rugo HS, Adams S, et al. Atezolizumab plus nab-paclitaxel 
as first-line treatment for unresectable, locally advanced or meta
static triple-negative breast cancer (IMpassion130): updated efficacy 
results from a randomised, double-blind, placebo-controlled, phase 
3 trial. Lancet Oncol. 2020;21(1):44–59. 

•• The results of IMpassion130 led to the approval of atezolizu
mab for patients with PD-L1-positive metastatic TNBC

54. Gennari A, André F, Barrios CH, et al. ESMO Clinical Practice 
Guideline for the diagnosis, staging and treatment of patients 
with metastatic breast cancer. Ann Oncol. 2021;32(12):1475–1495.

55. Miles D, Gligorov J, André F, et al. Primary results from 
IMpassion131, a double-blind, placebo-controlled, randomised 
phase III trial of first-line paclitaxel with or without atezolizumab 
for unresectable locally advanced/metastatic triple-negative breast 
cancer. Ann Oncol: official journal of the European Society for 
Medical Oncology. 2021;32(8):994–1004.

56. Gradishar W, Moran M, Abraham J. NCCN clinical practice guide
lines in oncology. J Natl Compr Canc Netw. 2021;19(5):484–493.

57. Kyalwazi B, Yau C, Olopade O. Analysis of clinical outcomes and 
expression-based immune signatures by race in the I-SPY 2 trial. 
San Antonio Breast Cancer Symp 7-10 December 2021, San 
Antonio, TX. Abstract GS4-02. 2021.

58. Cortes J, Cescon DW, Rugo HS, et al. KEYNOTE-355: Randomized, 
double-blind, phase III study of pembrolizumab + chemotherapy 
versus placebo + chemotherapy for previously untreated locally 
recurrent inoperable or metastatic triple-negative breast cancer. 
J Clin Oncol. 2020;38(15_suppl):1000. 

•• The results of KEYNOTE-355 led to the approval of pembroli
zumab for patients with PD-L1-positive metastatic TNBC

59. Hutchinson KE, Yost SE, Chang C-W, et al. Comprehensive profiling 
of poor-risk paired primary and recurrent triple-negative breast 
cancers reveals immune phenotype shifts. Clin cancer Res: an 
official journal of the American Association for Cancer Research. 
2020;26(3):657–668.

60. Schmid P, Cortes J, Pusztai L, et al. Pembrolizumab for early 
triple-negative breast cancer. N Engl J Med. 2020;382(9):810–821.

61. Mittendorf EA, Zhang H, Barrios CH, et al. Neoadjuvant atezolizu
mab in combination with sequential nab-paclitaxel and 
anthracycline-based chemotherapy versus placebo and chemother
apy in patients with early-stage triple-negative breast cancer 
(IMpassion031): a randomised, double-blind, phase 3 tri. Lancet. 
2020;396(10257):1090–1100.

62. Nanda R, Liu MC, Yau C, et al. Effect of pembrolizumab plus neoadju
vant chemotherapy on pathologic complete response in women with 
early-stage breast cancer: an analysis of the ongoing phase 2 adap
tively randomized I-SPY2 trial. JAMA Oncol. 2020;6(5):676–684.

63. Loibl S, Untch M, Burchardi N, et al. A randomised phase II study 
investigating durvalumab in addition to an anthracycline 
taxane-based neoadjuvant therapy in early triple-negative breast 

EXPERT OPINION ON THERAPEUTIC TARGETS 571

15



cancer: clinical results and biomarker analysis of GeparNuevo 
study. Ann Oncol. 2019;30(8):1279–1288.

64. Gianni L, Huang C-S, Egle D, et al. Abstract GS3-04: Pathologic 
complete response (pCR) to neoadjuvant treatment with or with
out atezolizumab in triple negative, early high-risk and locally 
advanced breast cancer. NeoTRIPaPDL1 Michelangelo randomized 
study. AACR; 2020.

65. Schmid P, Cortes J, Dent R, et al. Event-free survival with pembro
lizumab in early triple-negative breast cancer. N Engl J Med. 
2022;386(6):556–567.

66. FDA approval of Keytruda (pembrolizumab) for high-risk 
early-stage triple-negative breast cancer. [cited 2022 May 15]. 
2021. https://www.fda.gov/drugs/resources-information-approved- 
drugs.

67. Lipinski M, Parks DR, Rouse RV, et al. Human trophoblast 
cell-surface antigens defined by monoclonal antibodies. Proc Natl 
Acad Sci U S A. 1981 Aug;78(8):5147–5150.

68. Shvartsur A, Bonavida B. Trop2 and its overexpression in cancers: 
regulation and clinical/therapeutic implications. Genes Cancer. 
2015 Mar;6(3–4):84–105.

69. Bardia A, Hurvitz SA, Tolaney SM, et al. Sacituzumab govitecan in 
metastatic triple-negative breast cancer. N Engl J Med. 2021 
Apr;384(16):1529–1541.

70. Bardia A, Tolaney SM, Punie K, et al. Biomarker analyses in the 
phase III ASCENT study of sacituzumab govitecan versus che
motherapy in patients with metastatic triple-negative breast 
cancer. Ann Oncol: official journal of the European Society for 
Medical Oncology. 2021 Sep;32(9):1148–1156. 

•• The results of ASCENT led to the approval of sacituzumab 
govitecan for patients with metastatic TNBC

71. Santi DV, Cabel L, Bidard F-C. Does sacituzumab-govitecan act as 
a conventional antibody drug conjugate (ADC), a prodrug of SN-38 
or both?. Ann Transl Med. 2021;9(14):1113.

72. Ocean AJ, Starodub AN, Bardia A, et al. Sacituzumab govitecan 
(IMMU-132), an anti-Trop-2-SN-38 antibody-drug conjugate for 
the treatment of diverse epithelial cancers: Safety and 
pharmacokinetics. Cancer. 2017 Oct;123(19):3843–3854.

73. Tsurutani J, Iwata H, Krop I, et al. Targeting HER2 with trastuzumab 
deruxtecan: a dose-expansion, phase I study in multiple advanced 
solid tumors. Cancer Discov. 2020;10(5):688–701.

74. Eiger D, Agostinetto E, Saúde-Conde R, et al. The exciting new field 
of HER2-low breast cancer treatment. Cancers (Basel). 2021 Mar 
1;13(5):1015.

75. Okajima D, Yasuda S, Maejima T, et al. Datopotamab deruxtecan, 
a novel TROP2-directed antibody-drug conjugate, demonstrates 
potent antitumor activity by efficient drug delivery to tumor cells. 
Mol Cancer Ther. 2021;20(12):2329–2340.

76. Caruso, C. TROP2 ADC Intrigues in NSCLC. United States: Cancer 
discovery; 2021. Vol. 11. p. OF5.

77. McGuinness JE, Kalinsky K. Antibody-drug conjugates in metastatic 
triple negative breast cancer: a spotlight on sacituzumab govite
can, ladiratuzumab vedotin, and trastuzumab deruxtecan. Expert 
Opin Biol Ther. 2021 Jul;21(7):903–913.

78. Kogawa T, Yonemori K, Masuda N, et al. Single agent activity of 
U3-1402, a HER3-targeting antibody-drug conjugate, in breast can
cer patients: Phase 1 dose escalation study. J Clin Oncol. 2018;36 
(15_suppl):2512.

79. Yao H-P, Zhao H, Hudson R, et al. Duocarmycin-based 
antibody-drug conjugates as an emerging biotherapeutic entity 
for targeted cancer therapy: Pharmaceutical strategy and clinical 
progress. Drug Discov Today. 2021;26(8):1857–1874.

80. Banerji U, van Herpen CML, Saura C, et al. Trastuzumab duocarma
zine in locally advanced and metastatic solid tumours and 
HER2-expressing breast cancer: a phase 1 dose-escalation and 
dose-expansion study. Lancet Oncol. 2019;20(8):1124–1135.

81. Lim B, Seth S, Huo L, et al. Comprehensive profiling of androgen 
receptor-positive (AR+) triple-negative breast cancer (TNBC) 
patients (pts) treated with standard neoadjuvant therapy (NAT) 
+/- enzalutamide. J Clin Oncol. 2020;38(15_suppl):517.

82. Traina TA, Boyle LA, Arumov A, et al. Adjuvant enzalutamide for the 
treatment of early-stage androgen receptor-positive (AR+) TNBC. 
J Clin Oncol. 2019;37(15_suppl):546.

83. Traina TA, Jones LW, Blinder V, et al. Abstract P5-12-09: Patient-reported 
outcomes (PROs) during one year of adjuvant enzalutamide for the 
treatment of early stage androgen receptor positive (AR+) triple nega
tive breast cancer. Cancer Res. 2020;80(4 Supplement):5-12-09 LP-P5 
-12–09. DOI:10.1158/0008-5472.CAN-19-1169

84. Vetter MHF, Rothgiesser K, Li Q, et al. SAKK 21/12: A stratified, 
multicenter phase II trial of transdermal CR1447 in endocrine 
responsive-HER2 negative and triple negative-androgen receptor 
positive metastatic or locally advanced breast cancer. Ann Oncol. 
2019;30:iii52.

85. Yuan Y, Lee JS, Yost SE, et al. A Phase II clinical trial of pembroli
zumab and enobosarm in patients with androgen receptor-positive 
metastatic triple-negative breast cancer. Oncologist. 2021;26(2):99– 
e217.

86. Wang C, Pan B, Zhu H, et al. Prognostic value of androgen receptor 
in triple negative breast cancer: a meta-analysis. Oncotarget. 
2016;7(29):46482–46491.

87. Gerratana L, Basile D, Buono G, et al. Androgen receptor in triple 
negative breast cancer: A potential target for the targetless sub
type. Vol. 68. Cancer Treatment Reviews. W.B. Saunders Ltd; 2018. 
p. 102–110.

88. Maeda T, Nakanishi Y, Hirotani Y, et al. Immunohistochemical 
co-expression status of cytokeratin 5/6, androgen receptor, and 
p53 as prognostic factors of adjuvant chemotherapy for triple 
negative breast cancer. Med Mol Morphol. 2016;49(1):11–21.

89. Gasparini P, Fassan M, Cascione L, et al. Androgen receptor status is 
a prognostic marker in non-basal triple negative breast cancers and 
determines novel therapeutic options. PLoS One. 2014;9(2):e88525.

90. McNamara KM, Yoda T, Miki Y, et al. Androgenic pathway in triple 
negative invasive ductal tumors: Its correlation with tumor cell 
proliferation. Cancer Sci. 2013;104(5):639–646.

91. Loibl S, Müller BM, von Minckwitz G, et al. Androgen receptor 
expression in primary breast cancer and its predictive and prog
nostic value in patients treated with neoadjuvant chemotherapy. 
Breast Cancer Res Treat. 2011;130(2):477–487.

92. Masuda H, Baggerly KA, Wang Y, et al. Differential response to 
neoadjuvant chemotherapy among 7 triple-negative breast cancer 
molecular subtypes. Clin Cancer Res. 2013;19(19):5533 LP – 5540. 
DOI:10.1158/1078-0432.CCR-13-0799

93. Agostinetto E, Eiger D, Punie K, et al. Emerging therapeutics for 
patients with triple-negative breast cancer. Curr Oncol Rep. 2021;23 
(5):57.

94. Burstein MD, Tsimelzon A, Poage GM, et al. Comprehensive geno
mic analysis identifies novel subtypes and targets of triple-negative 
breast cancer. Clin Cancer Res. 2015;21(7):1688–1698.

95. Gucalp A, Tolaney S, Isakoff SJ, et al. Phase II trial of bicalutamide in 
patients with androgen receptor-positive, estrogen 
receptor-negative metastatic breast cancer. Clin cancer Res: an 
official journal of Am Association for Cancer Research. 2013;19 
(19):5505–5512.

96. Traina TA, Miller K, Yardley DA, et al. Enzalutamide for the treat
ment of androgen receptor-expressing triple-negative breast 
cancer. J Clin Oncol. 2018;36(9):884–890.

97. Bonnefoi H, Grellety T, Tredan O, et al. A phase II trial of abiraterone 
acetate plus prednisone in patients with triple-negative androgen 
receptor positive locally advanced or metastatic breast cancer 
(UCBG 12-1). Ann Oncol. 2016;27(5):812–818.

98. Dent R, Schmid P, Cortes J, et al. Abstract OT3-02-02: ENDEAR: 
a randomized international phase 3 study comparing the efficacy 
and safety of enzalutamide in combination with paclitaxel che
motherapy or as monotherapy vs placebo with paclitaxel in 
patients with advanced diagnostic-positive triple-negative breast 
cancer. Cancer Res. 2017:OT3–02.

99. Patel JM, Goss A, Garber JE, et al. Retinoblastoma protein expres
sion and its predictors in triple-negative breast cancer. npj Breast 
Cancer. 2020;6(1):19.

572 A. ZAMBELLI ET AL.

16

https://www.fda.gov/drugs/resources-information-approved-drugs
https://www.fda.gov/drugs/resources-information-approved-drugs
https://doi.org/10.1158/0008-5472.CAN-19-1169
https://doi.org/10.1158/1078-0432.CCR-13-0799


100. Gucalp A, Boyle LA, Alano T, et al. Phase II trial of bicalutamide in 
combination with palbociclib for the treatment of androgen recep
tor (+) metastatic breast cancer. J Clin Oncol. 2020;38 
(15_suppl):1017.

101. Lehmann BD, Abramson VG, Sanders ME, et al. TBCRC 032 IB/II 
multicenter study: molecular insights to AR antagonist and PI3K 
inhibitor efficacy in patients with AR(+) metastatic triple-negative 
breast cancer. Clin cancer Res: an official journal of American 
Association for Cancer Research. 2020;26(9):2111–2123.

102. Costa RLB, Han HS, Gradishar WJ. Targeting the PI3K/AKT/mTOR 
pathway in triple-negative breast cancer: a review. Breast Cancer 
Res Treat. 2018;169(3):397–406.

103. Cossu-Rocca P, Orrù S, Muroni MR, et al. Analysis of PIK3CA muta
tions and activation pathways in triple negative breast cancer. PLoS 
One. 2015;10(11):e0141763.

104. Lee C, Kim J-S, Waldman T. Activated PI3K signaling as an endo
genous inducer of p53 in human cancer. Cell Cycle. 2007;6 
(4):394–396.

105. Sharma P, Abramson VG, O’Dea A, et al. Clinical and biomarker 
results from Phase I/II study of PI3K inhibitor alpelisib plus 
nab-paclitaxel in HER2-negative metastatic breast cancer. Clin can
cer Res: an official journal of American Association for Cancer 
Research. 2021;27(14):3896–3904.

106. Schmid P, Abraham J, Chan S, et al. Capivasertib plus paclitaxel versus 
placebo plus paclitaxel as first-line therapy for metastatic 
triple-negative breast cancer: the PAKT trial. J Clin Oncol: official journal 
of American Society of Clinical Oncology. 2020;38(5):423–433.

107. Dent R, Oliveira M, Isakoff SJ, et al. 139O Final results of the 
double-blind placebo (PBO)-controlled randomised phase II 
LOTUS trial of first-line ipatasertib (IPAT) + paclitaxel (PAC) for 
inoperable locally advanced/metastatic triple-negative breast can
cer (mTNBC). Ann Oncol. 2020;31:S64–5.

108. Kim S-B, Dent R, S-A I, et al. Ipatasertib plus paclitaxel versus 
placebo plus paclitaxel as first-line therapy for metastatic 
triple-negative breast cancer (LOTUS): a multicentre, randomised, 
double-blind, placebo-controlled, phase 2 trial. Lancet Oncol. 
2017;18(10):1360–1372.

109. Dent R, Kim S-B, Oliveira M, et al. Abstract GS3-04: Double-blind 
placebo (PBO)-controlled randomized phase III trial evaluating 
first-line ipatasertib (IPAT) combined with paclitaxel (PAC) for 
PIK3CA/AKT1/PTEN-altered locally advanced unresectable or meta
static triple-negative breast cance. Cancer Res. 2021;81(4 
Supplement):GS3-04 LP-GS3-04.

110. Oliveira M, Saura C, Nuciforo P, et al. FAIRLANE, a double-blind 
placebo-controlled randomized phase II trial of neoadjuvant ipata
sertib plus paclitaxel for early triple-negative breast cancer. Ann 
Oncol. 2019;30(8):1289–1297.

111. Damodaran S, Litton JK, Hess KR, et al. Abstract OT2-06-01: A 
phase-2 trial of neoadjuvant alpelisib and nab-paclitaxel in anthra
cycline refractory triple negative breast cancers with PIK3CA or 
PTEN alterations. Cancer Res. 2020 Feb 15;80(4 Supplement):OT2- 
06-01 LP-OT2-06–01.

112. Giltnane JM, Balko JM. Rationale for targeting the Ras/MAPK path
way in triple-negative breast cancer. Discov Med. 2014;17 
(95):275–283.

113. Tilch E, Seidens T, Cocciardi S, et al. Mutations in EGFR, BRAF and 
RAS are rare in triple-negative and basal-like breast cancers from 
Caucasian women. Breast Cancer Res Treat. 2014;143(2):385–392.

114. Gustin JP, Cosgrove DP, Park BH. The PIK3CA gene as a mutated 
target for cancer therapy. Curr Cancer Drug Targets. 2008 Dec;8 
(8):733–740.

115. Adeyinka A, Nui Y, Cherlet T, et al. Activated mitogen-activated pro
tein kinase expression during human breast tumorigenesis and breast 
cancer progression. Clin Cancer Res. 2002 Jun 1;8(6):1747 LP – 1753.

116. Adjei AA, LoRusso P, Ribas A, et al. A phase I dose-escalation 
study of TAK-733, an investigational oral MEK inhibitor, in 
patients with advanced solid tumors. Invest New Drugs. 
2017;35(1):47–58.

117. Leijen S, Middleton MR, Tresca P, et al. Phase I dose-escalation 
study of the safety, pharmacokinetics, and pharmacodynamics of 
the MEK inhibitor RO4987655 (CH4987655) in patients with 
advanced solid tumors. Clin cancer Res: an official journal of 
American Association for Cancer Research. 2012;18(17):4794–4805.

118. Lorusso PM, Adjei AA, Varterasian M, et al. Phase I and pharmaco
dynamic study of the oral MEK inhibitor CI-1040 in patients with 
advanced malignancies. J Clin Oncol: official journal of American 
Society of Clinical Oncology. 2005;23(23):5281–5293.

119. Schmid P, Forster MD, Summers YJ, et al. A study of vistusertib in 
combination with selumetinib in patients with advanced cancers: 
TORCMEK phase Ib results. J Clin Oncol. 2017;35(15_suppl):2548.

120. Ramaswamy B, Mrozek E, Lustberg M, et al. Abstract LB-216: 
NCI 9455: Phase II study of trametinib followed by trametinib 
plus AKT inhibitor,GSK2141795 in patients with advanced triple 
negative breast cancer. Cancer Res. 76(14 Supplement):LB-216 
LP-LB-216.

121. Bräutigam K, Kabore-Wolff E, Hussain AF, et al. Inhibitors of PD-1/ 
PD-L1 and ERK1/2 impede the proliferation of receptor positive and 
triple-negative breast cancer cell lines. J Cancer Res Clin Oncol. 
2021;147(10):2923–2933.

122. Beeram M, Wang JS, Mina LA, et al. First-in-human expansion study 
of oral PMD-026 in metastatic triple negative breast cancer 
patients, PS11-33, SABCS; 2021.

123. Dawson MA. The cancer epigenome: Concepts, challenges, and 
therapeutic opportunities. Science. 2017;355(6330):1147–1152.

124. Wimalasena VK, Wang T, Sigua LH, et al. Using chemical epige
netics to target cancer. Mol Cell. 2020 Jun;78(6):1086–1095.

125. Li Y, Zhan Z, Yin X, et al. Targeted therapeutic strategies for 
triple-negative breast cancer. Front Oncol. 2021;11. DOI:10.3389/ 
fonc.2021.731535

126. Jones PA. DNA methylation and cancer. Oncogene. 2002;21 
(35):5358–5360.

127. Esteller M, Silva JM, Dominguez G, et al. Promoter hypermethyla
tion and BRCA1 inactivation in sporadic breast and ovarian tumors. 
J Natl Cancer Inst. 2000;92(7):564–569.

128. Shin E, Lee Y, Koo JS. Differential expression of the epigenetic 
methylation-related protein DNMT1 by breast cancer molecular 
subtype and stromal histology. J Transl Med. 2016;14:87.

129. Muvarak NE, Chowdhury K, Xia L, et al. Enhancing the cytotoxic 
effects of PARP inhibitors with DNA demethylating agents - 
a potential therapy for cancer. Cancer Cell. 2016;30(4):637–650.

130. Catteau A, Harris WH, Xu CF, et al. Methylation of the BRCA1 
promoter region in sporadic breast and ovarian cancer: correlation 
with disease characteristics. Oncogene. 1999;18(11):1957–1965.

131. West AC, Johnstone RW. New and emerging HDAC inhibitors for 
cancer treatment. J Clin Invest. 2014;124(1):30–39.

132. Pegoraro S, Ros G, Sgubin M, et al. Targeting the intrinsically 
disordered architectural High Mobility Group A (HMGA) oncopro
teins in breast cancer: learning from the past to design future 
strategies. Expert Opin Ther Targets. 2020;24(10):953–969.

133. Sgarra R, Pegoraro S, Ros G, et al. High Mobility Group A (HMGA) 
proteins: Molecular investigators of breast cancer onset and 
progression. Biochim Biophys acta Rev cancer. 2018;1869 
(2):216–229.

EXPERT OPINION ON THERAPEUTIC TARGETS 573

17

https://doi.org/10.3389/fonc.2021.731535
https://doi.org/10.3389/fonc.2021.731535

	Abstract
	1.  Introduction
	2.  Tumor heterogeneity of TNBC
	3.  Innovative biomarkers-driven therapeutic approaches
	3.1  The BRCAness context
	3.2  The immunotherapy option
	3.3  Trophoblast cell surface antigen 2 (TROP-2) and antibody–drug conjugates (ADC)

	4.  Investigative biomarkers-driven therapeutic approaches
	4.1  The androgen pathway
	4.2  The PI3K-AKT-mTOR pathway
	4.3  The MAPK pathway

	5.  Expert opinion
	5.1  TNBC: an evolving treatment landscape
	5.2  Open challenges and key developments
	5.3  Future directions

	6.  Conclusion
	Funding
	List of abbreviations
	Declaration of interest
	Reviewer disclosures
	References



