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BACKGROUND: The generation of data capturing the risk-benefit ratio of incorporating carboplatin (Cb) to neoadjuvant
chemotherapy (NACT) for triple-negative breast cancer (TNBC) in a clinical practice setting is urgently needed. Tumour-infiltrating
lymphocytes (TILs) have an established role in TNBC receiving NACT, however, the role of TIL dynamics under NACT exposure in
patients receiving the current standard of care is largely uncharted.
METHODS: Consecutive TNBC patients receiving anthracycline-taxane [A-T]+/− Cb NACT at three Institutions were enrolled.
Stromal-TILs were evaluated on pre-NACT and residual disease (RD) specimens. In the clinical cohort, propensity-score-matching
was used to control selection bias.
RESULTS: In total, 247 patients were included (A-T= 40.5%, A-TCb= 59.5%). After propensity-score-matching, pCR was significantly
higher for A-TCb vs A-T (51.9% vs 34.2%, multivariate: OR= 2.40, P= 0.01). No differences in grade ≥3 haematological toxicities
were observed. TILs increased from baseline to RD in the overall population and across A-T/A-TCb subgroups. TIL increase from
baseline to RD was positively and independently associated with distant disease-free survival (multivariate: HR= 0.43, P= 0.05).
CONCLUSIONS:We confirmed in a clinical practice setting of TNBC patients receiving A-T NACT that the incorporation of weekly Cb
significantly improved pCR. In addition, A-T+/− Cb enhanced immune infiltration from baseline to RD. Finally, we reported a
positive independent prognostic role of TIL increase after NACT exposure.
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INTRODUCTION
Triple-negative (TN) breast cancer (BC), as defined by the absence
of hormone receptor expression and HER2 overexpression/gene
amplification, accounts for 15% of all breast tumours and
represents the most lethal BC subtype [1]. It is associated with a
high risk of relapse, frequent visceral involvement, and short
survival from the onset of metastatic disease [2, 3]. Neoadjuvant
chemotherapy (NACT) followed by surgery is the standard
approach for most early-TNBCs. The entity of tumour response
after NACT provides important prognostic information for TNBC

patients [4] as the achievement of a pathological complete
response (pCR) after NACT is a strong surrogate of the long-term
outcome at the patient level [5–7].
The inclusion of a platinum agent, especially carboplatin, in

standard anthracycline-taxane-based NACT has been evaluated in
randomised trials for TNBC [8–13]. A meta-analysis of published
studies demonstrated significantly increased pCR with platinum-
containing treatment as compared to platinum-free regimens
from 37.0 to 52.1% [14]. However, the benefit of adding
carboplatin to standard chemotherapy has been consistently
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suggested to come at the cost of a worse toxicity profile,
especially in terms of haematological events. Therefore, based on
the uncertainty regarding the impact of neoadjuvant carboplatin
on long-term outcomes, the actual clinical value of this escalated
neoadjuvant strategy has been the object of intense debate and
international guidelines currently recommend the inclusion of
carboplatin only after a careful balance of potential harms and
benefits [15, 16]. However, recent findings from the Brightness
trial, showing a significant improvement in EFS for Stage II/III TNBC
patients resulting from the incorporation of carboplatin into a
sequential paclitaxel-anthracycline neoadjuvant regimen (+/−
veliparib) [17] will likely tip the scale in favour of considering the
addition of carboplatin as a new standard of care in Stage II/III
TNBC patients. These findings generated the urgency to further
appraise the impact of implementing this escalated strategy in the
clinic, where treatment schedules and doses are not always
consistent with those applied in clinical trials. Moreover, there is
the concern that the increased toxicity observed with the
incorporation of platinum might be amplified in real-world
populations, thus requiring dose adjustments, ultimately resulting
in undermined dose density/intensity of anthracycline-taxane
standard regimens.
Tumour-infiltrating lymphocytes (TILs) have an established role

as a biomarker in TNBC patients undergoing NACT given their
well-acknowledged association with relevant clinical outcome
measures, gaining level I-b evidence for their clinical validity in this
setting [18–20]. Indeed, baseline TILs have been consistently
reported to be highly predictive of pCR achievement in TNBC
undergoing NACT [18] and they have been reported to retain a
positive impact on prognosis [21]. Additionally, TILs on RD have
been associated with improved outcome in TNBC patients failing
to achieve pCR after NACT [22, 23]. However, both these TIL-based
biomarkers provide static information, thus possibly failing to
capture the dynamics of the tumour immune milieu under NACT
exposure [24, 25]. In fact, a mounting body of evidence supports
the notion that chemotherapy may exert its antitumor activity, at
least in part, via immune-mediated mechanisms, with several
reports suggesting different chemotherapeutic agents, including
anthracyclines, taxanes and platinum salts, being capable of
priming anti-tumour adaptive immune responses [22, 26–28]. To
date, several small breast cancer series reported an increase in TIL
levels from baseline to residual disease (RD) in TNBC patients
failing to achieve pCR after NACT [22, 29]. Nevertheless, there is
still the need to better elucidate TIL dynamics under the pressure
of NACT administration in TNBC cohorts homogenously receiving
the current standard of care, namely anthracycline-taxane-based
NACT with or without carboplatin.
In the present multicentric study, we evaluated the impact in

terms of pCR rates, distant disease-free survival (D-DFS) and
toxicity of the incorporation of weekly carboplatin into standard
sequential anthracycline-taxane-based NACT for TNBC [30] by
implementing a propensity-score matching to reduce the effect of
confounding factors.
In addition, we described TILs changes from baseline biopsy to

matched RD samples in TNBC patients not achieving pCR
following anthracycline-taxane-based NACT with or without
carboplatin, investigated the relative contribution of carboplatin
in this regard and assessed the prognostic value of TILs dynamics.

METHODS
Patient cohort
Consecutive patients diagnosed with TNBC and undergoing anthracycline-
taxane-based NACT at three Italian Institutions (Istituto Oncologico Veneto-
IRCCS, Padova; Policlinico Universitario Agostino Gemelli-IRCCS, Roma;
AOUI—Modena) between 2006 and 2020 were identified. For the clinical
cohort, only patients receiving sequential treatment with anthracycline-
based chemotherapy and weekly paclitaxel (A-T) with/without weekly

carboplatin (Cb) were included. TNBC status was defined as both hormone
receptor-negative, (ER&PgR < 10%) and HER2-negative (IHC0/1+ or
absence of HER2 amplification by in-situ hybridisation). Clinicopathologic
data, including age, stage, grade, primary BC ER, PgR and HER2 expression,
proliferative index (ki67), treatment schedules, treatment-related toxicities,
and clinical and pathological response to NACT were included in
prospectively maintained Institutional databases.

TIL assessment
Hematoxylin and eosin-stained (HES) slides from baseline biopsies and
surgical specimens (in case of no-pCR) for each case were retrieved from
the Institutional Pathology Archives. Stromal TILs levels were evaluated in a
blinded fashion and in compliance with available recommendations for
TILs assessment on untreated BC samples [31] and on residual disease after
NACT [32]. Briefly, stromal TILs levels were defined as the percentage of the
tumour stromal area occupied by mononuclear inflammatory cells—
including lymphocytes and plasma cells—over the total intratumoral
stromal area (polymorphonuclear leukocytes were excluded); TILs in areas
with necrosis, crush artifacts, and inflammation around biopsy sites were
excluded. TILs were considered both as a continuous and a categorical
variable. In detail, TILs categories were defined as previously suggested
[18]: low, 1–10%; intermediate, 11–59%, high, 60–100%. The changes of
TILs from baseline biopsy to RD were reported as the mean delta and
considered both as continuous and categorical variable. In particular, two
categories were considered: TIL increase versus TIL no increase. Finally, we
also computed the geometric means of the percentage of TILs to downsize
the possible confounding impact deriving from large fluctuations and
extreme values within small samples. The inter-rater agreement for TILs
assessment among the three involved pathologists was evaluated on a
sample of 78 cases using the Kappa statistic [33]. The agreement among
readers was rated as follows: no agreement (k < 0), none to slight
(k= 0.01–0.20), fair (k= 0.21–0.40), moderate (k= 0.41–0.60), substantial
(k= 0.61–0.80), almost perfect k= 0.81–1.0027).

Outcome definition
The main clinical objective of the study was to compare pCR rates between
carboplatin-containing versus carboplatin-free neoadjuvant regimens.
The main translational objective was to assess TILs dynamics from

baseline biopsy to RD following NACT exposure and to assess the
prognostic value of this phenomenon.
pCR was defined as the absence of invasive disease from both breast

and locoregional lymph nodes (ypT0/is ypN0). D-DFS was defined as the
time from diagnosis to recurrence at a distant site or death from any cause.
Patients without a D-DFS event were censored at the time of the last
follow-up. To assess safety, haematologic adverse events were graded by
adopting the Common Terminology Criteria for Adverse Events (CTCAE),
according to the most recent version available at the time of diagnosis.
Missed chemotherapy doses were also evaluated.

Statistical analysis
Statistical analyses were carried out using SPSSv.27 and R3.6.122.
Descriptive analyses were performed for the overall cohort and for the
two cohorts (carboplatin-containing and carboplatin-free) separately. For
continuous variables mean, median, quartiles and range values were
computed. The distribution of continuous variables across groups were
evaluated using Mann–Whitney U test, Kolmogorov–Smirnov, Wilcoxon
and one-way analysis of variance (ANOVA) non-parametric tests. The
distribution of categorical variables across groups was evaluated by
applying the chi-squared test (χ2). In the clinical cohort, a propensity-score
matching approach was applied to control selection bias. In particular,
propensity-score matching represents a statistical method that, starting
from a large reservoir of potential controls with many confounding
variables, allows to produce a control group of modest size characterised
by a similar distribution of covariates as compared to the treated group
[34]. The selection of variables to be included in this model was driven by
the weighting of true and potential confounders. True confounders were
isolated among variables not equally distributed between carboplatin-
treated and carboplatin-untreated cohorts; potential confounders were
selected among those variables potentially affecting our primary outcome
(pCR), or possibly affecting the treatment assignment in the clinical
decision-making, or both. Among available variables, those selected for
matching were: age, cT, cN, grade, histotype, BRCA status. Baseline tumour-
infiltrating lymphocytes (TILs) were not used as matching variables given
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the high proportion of missing data, while Ki67 was not included given the
lack of a centralised revision. A caliper width of 0.2 of the standard
deviation of the logit of the propensity-score was applied for matching
[35]. For consistency reasons, the same variables included in the propensity
score were selected to be included in the logistic regression model. The
binary logistic regression model was applied to calculate odds ratio (OR)
for pCR between treatment groups.
The Kaplan–Meier method was used to estimate survival curves and the

log-rank test was applied to test for differences between groups. The Cox
regression model was used to calculate hazard ratios (HR) and 95% CI. All
reported P values are two-sided, and the significance level was set at
P < 0.05.
The study was approved by the ethics committee of participating

centres, and all relevant ethical regulations have complied. Informed
consent was obtained from all participants.

RESULTS
Population
The flow diagram of the study is shown in Fig. 1. Overall, 308
patients were included (clinical cohort and translational cohort).
The clinicopathological features of the clinical cohort (n= 247) are
shown in Supplementary Table 1.

Propensity-score matched populations
Propensity-scores distribution and matching results are shown in
Supplementary Fig. 1.
Clinicopathological characteristics of patients included in the

propensity-score matched population (overall n= 158; AT, n= 79;
AT-Cb, n= 79) are shown in Table 1.
Among clinicopathological variables not incorporated in our

propensity-score matching model (TILs, and Ki67), no significant
difference was observed between A-T and A-TCb cohorts.
As shown in Fig. 2a, after propensity-score matching, the rate of

pCR was significantly higher for A-TCb vs AT. pCR rates were 34.2%
vs 51.9% in the A-T vs A-TCb cohort (OR= 3.96, 95% CI 1.88–8.38,
P < 0.001) in univariate analysis.
The significant impact on pCR of adding Cb to A-T was

confirmed at multivariable logistic regression analysis corrected
for matching variables (OR= 2.40, 95% CI 1.21–4.78, P= 0.01), as
shown in Fig. 2b.
Survival data were available for 156 patients. Overall, median

duration of follow-up was 58.2 months (70.2 months in A-T and
45.4 months in A-TCb). When assessing the impact of adding Cb to
A-T, no statistically significant difference in terms of D-DFS was

observed, with 4-year D-DFS 80.2% vs 81.0% for A-TCb vs A-T,
respectively (HR= 1.19, 95% CI 0.56–2.54, P= 0.647). By combin-
ing treatment groups, survival analysis according to pathologic
response (pCR n= 68; RD n= 88) revealed a highly significant
association between pCR and D-DFS, with 4-year D-DFS 93.6% vs
70.9% for pCR vs no-pCR, respectively (HR= 0.26, 95% CI
0.10–0.69, P= 0.007), as shown in Fig. 3.

Toxicity
Rates of haematological toxicities are shown in Supplementary
Table 2.
No significant differences in terms of Grade ≥3 haematological

toxicities were observed between A-T vs A-TCb. A numerically
higher rate of Grade ≥3 neutropenia was observed with A-TCb
versus A-T (36.8% vs 28.0%), while A-T cohort was associated with
numerically higher risk of febrile neutropenia as compared to
A-TCb (5.6% vs 2.6%).

Exploratory analysis
When comparing the choice of the anthracycline-taxane sequence
(“classical” with anthracycline segment upfront and “inverse” with
taxane segment upfront) between A-T versus A-TCb the strategy
of inverting the sequence was most frequently adopted in
patients receiving carboplatin as compared to patients not
receiving carboplatin (82.3% vs 49.4%, P < 0.001). When focusing
on the A-TCb cohort, patients treated with the inverse sequence
received a numerically higher dose intensity of both taxane and
carboplatin as compared to those treated with the classical
sequence (median doses of taxane: 11 vs 9, P= 0.12; median
doses of carboplatin: 10 vs 8, P= 0.10), with no impact on dose
intensity of the anthracycline segment. When comparing pCR
rates, a trend towards a higher likelihood of pCR was observed in
A-TCb-treated patients receiving the inverse sequence as com-
pared to the classical sequence (56.9% vs 28.6% P= 0.077). No
difference in terms of haematological toxicity was observed
according to the anthracycline-taxane sequence adopted.
In the propensity-score matched population, 19 (12%) patients

exhibited ER-low phenotype. No significant difference in terms of
pCR rates between ER-low and ER-zero cases was observed
(P= 1.000). When separately assessing the impact of Cb incor-
poration in terms of pCR in ER-zero and ER-low, we observed
higher pCR rates with A-TCb than AT in both cohorts (pCR rates AT
vs A-TCb: ER-zero 34.8% vs 53.4%, P= 0.040; ER-low 30.8% vs
83.3%, P= 0.057).

TN BC patients
undergoing

anthracycline-taxane- 
based NACT,

N = 308

Propensity-score 
matched population,

N = 158

Clinical cohort,
N = 247

AT,
N = 79

AT-Cb,
N = 79

TIL evaluation cohort

AT,
N = 100

AT-Cb,
N = 147

Baseline TILs,
N = 163

NOT assessable: 
Baseline TILs, N = 145 

NOT available, N = 145 
RD-TILs, N = 212 

pCR, N = 135 
NOT available, N = 77 

NOT assessable for 
matched evaluation:  
Baseline TILs, N = 83 

pCR, N = 66
NOT available, N = 17

RD-TILs, N = 16 
NOT available, N = 16

Delta TILs,
N = 80

NOT included:
NOT treated with anthracycline-
based CT and weekly paclitaxel
with/without weekly carboplatin,
N = 61

RD-TILs,
N = 96

Fig. 1 Flow diagram of the study. On the left: the clinical cohort of our study (n= 247) in which we identified the propensity-score matched
population of patients treated with anthracycline-taxane (AT) chemotherapy with or without carboplatin (AT-Cb). On the right: the
translational cohort were we evaluated tumor-infiltrating lymphocytes (TILs) at baseline (n= 163) and on residual disease (RD-TILs, n= 96),
assessing the delta TIL variation.
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Tumour-infiltrating lymphocytes analyses
Baseline TILs and residual disease TILs (RD-TILs) were available for
163 patients and 96 patients, respectively. Clinicopathological
features of the subgroups included and not included in the TILs
analysis were not significantly different in terms of clinical stage,
grade, histotype, carboplatin exposure and pCR rates (Supple-
mentary Table IV).
The inter-rater agreement between readers was rated as almost

perfect (k= 0.905, 95% CI 0.863–0.938, P < 0.001).
Mean and median values of baseline TILs were 16.6% and 5%,

respectively; mean and median values of RD-TILs were 14.6% and
8%, respectively.
Levels of baseline TILs were not unbalanced between AT and A-

TCb subgroup (P= 0.307).

Association of baseline TILs with pCR. Baseline TILs were
significantly associated with pCR, in the overall population (pCR
rates in low vs intermediate vs high TILs: 26.9% vs 54.3% vs 100%,
respectively, P < 0.001) and in both A-T (pCR rates in low vs
intermediate vs high TILs: 20.5% vs 35.0% vs 100%, respectively,
P < 0.001) and A-TCb (pCR rates in low vs intermediate vs high
TILs: 34.0% vs 69.2% vs 100%, respectively, P < 0.001) treatment
subgroups, as shown in Supplementary Fig. 2. Considering TILs as
a continuous variable, the significant association with pCR was
confirmed in the overall population (P < 0.001) and in the A-TCb
subgroup (P < 0.001), with a trend in the same direction in the A-T
cohort (P= 0.088). These findings were confirmed when applying
the geometric means of the percentage of baseline TILs.

TILs changes from baseline to RD. In the subgroup of patients
failing to achieve pCR, matched evaluation of baseline and RD-TILs
was available for 80 cases. In this cohort, mean and median values
of baseline TILs were 9.3% and 5%, respectively; mean and median
values of RD-TILs were 14.3% and 8%, respectively.
TIL levels significantly increased from baseline to matched RD in

the overall population and in both A-TCb and AT treatment
groups (with an association of borderline significance in the AT
cohort), as shown in Fig. 4a. When considering patients with low
baseline TILs, a significant increase of TIL levels was similarly
observed in the overall population and in both AT and A-TCb
subgroups (Fig. 4b). These findings were confirmed when
applying the geometric means of the percentage of delta TILs.

The delta of TIL levels between baseline and RD was not
significantly affected by carboplatin exposure in the overall cohort
nor in the subgroup of patients with low TILs at baseline
(P= 0.640 and P= 0.198, respectively). However, the magnitude
of TIL increase after NACT appeared numerically greater after Cb
exposure.

Prognostic effect of TILs: focus on TILs changes from baseline biopsy
to RD. Baseline TILs were significantly associated with D-DFS
(continuous variable, P= 0.010). However, when assessing the
prognostic role separately in the pCR (n= 66) and no-PCR cohorts
(n= 97), the significance of the association was lost (P= 0.11 and
P= 0.70, respectively).
We did not observe a significant association between RD-TILs

and outcome in terms of D-DFS (P= 0.171).
TILs increase from baseline to RD was positively associated with

D-DFS both when considered a continuous variable (P= 0.05) and
a categorical variable. In particular, 4-year D-DFS in the subgroups
with TILs increase vs TILs no increase was 77.9% vs 41.7%,
respectively; HR 0.35 (95% CI 0.16–0.76), P= 0.01, as shown in
Fig. 5a.
At the multivariate analysis including all clinicopathological

variables significantly associated with D-DFS at the univariate
analysis, TIL delta and post-neoadjuvant nodal status were the
only variables to maintain an independent significant prognostic
value, as shown in Fig. 5b.

DISCUSSION
We investigated in a clinical practice scenario the impact in terms
of antitumor activity, efficacy and safety of incorporating weekly
carboplatin to standard anthracycline-weekly paclitaxel-based
NACT in TNBC patients. After applying a propensity-score model
to control selection bias, we observed an absolute 17.7% increase
in pCR rates in the carboplatin-containing versus carboplatin-free
cohort, corresponding to a relative OR of 2.40. This association was
found to be independent at the multivariate analysis comprising
other relevant clinicopathological variables, including BRCA status.
This finding compares well with available evidence deriving from
randomised trials which adopted various treatment schemes,
especially regarding carboplatin schedule, with the 3-weekly
administration representing the most widely adopted regimen. In

Table 1. Clinicopathological features in the propensity-score matched population.

Clinicopathological features TOT, N= 158 AT, N= 79 AT-Cb, N= 79 P

N % N % N %

Age years, median (range) 54 (43–61) 51 (42–61) 54 (45–61) 0.495

Histotype ductal/NOS 154 97.5% 77 97.5% 77 97.5% 1.000

lobular/other 4 2.5% 2 2.5% 2 2.5%

cT T1 24 15.2% 11 13.9% 13 16.5% 0.904

T2 112 70.9% 57 72.2% 55 69.6%

T3–T4 22 13.9% 11 13.9% 11 13.9%

cN Negative 80 50.6% 41 51.9% 39 49.4% 0.750

Positive 78 49.4% 38 48.1% 40 50.6%

Grade G2 9 5.7% 6 7.6% 3 3.8% 0.303

G3 149 94.3% 73 92.4% 76 96.2%

Ki67 %, median (range) 60 (42–78) 60 (35–75) 65 (50–80) 0.172

TILs %, median (range) 13 (1–30) 10 (3–40) 15 (1–30) 0.899

BRCA wt or unknown 134 84.8% 66 83.5% 68 86.1% 0.658

Mut 24 15.2 13 16.5% 11 13.9%

Clinicopathological features in the overall propensity-score matched population, and in the subgroups of patients treated with anthracycline-taxane
(AT, n= 79) and with the addition of Carboplatin (AT-Cb, n= 79).
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addition, even when focusing on GeparSixto Phase II trial [10],
which represents the only randomised study adopting a
carboplatin-weekly schedule, other deviations like the incorpora-
tion of carboplatin into anthracycline+taxane-based concomitant
chemotherapy, the adoption of non-pegylated doxorubicin as
anthracycline component, and the omission of an alkylating agent,
made this chemotherapy backbone mismatched to that routinely
employed in clinical practice, thus precluding the possibility to
perform specific comparisons with our study results. In the
prospective single-arm Phase II trial by BMSO [13], Stage II/III TNBC
patients received, similarly to our study, weekly carboplatin plus
weekly paclitaxel, followed by epirubicin+cyclophosphamide,
thus better reflecting a clinical practice setting. Interestingly,
54% of pCR was reported, thus making the carboplatin-driven pCR
benefit observed in our study well integrated into this framework.
We did not observe significant differences in terms of D-DFS

between carboplatin-containing versus carboplatin-free cohorts.
However, the limited sample size and limitations related to
retrospective design with lost-to-follow-up patients may have
contributed to reducing the power of such survival analysis. So far,

two randomised trials investigating the addition of carboplatin to
anthracycline-taxane-based NACT captured a significant DFS/EFS
benefit within the escalated arm, with a 44% and 37% relative
reduction in the risk of DFS and EFS events in the GeparSixto [10]
and Brightness trials [17], respectively. In addition, a recently
updated meta-analysis of randomised trials evaluating the survival
impact of incorporating carboplatin to NACT for TNBC revealed a
statistically significant survival benefit in terms of EFS and a trend
towards improvement of OS with carboplatin-based regimens
over carboplatin-free NACT, thus possibly bringing to end the
debate regarding the added value of including carboplatin to
anthracycline-taxane-based NACT [36]. This consideration appears
particularly well-timed also in the light of the KEYNOTE-522 Phase
III trial results, which established the clinical value in terms of both
pCR and EFS of adding neoadjuvant pembrolizumab to a
chemotherapy backbone consisting of sequential carboplatin
+paclitaxel and anthracycline, thus likely further promoting the
implementation of carboplatin in this clinical setting [37].
As expected, when combining the two treatment cohorts, we

confirmed the statistically significant and highly clinically mean-
ingful association between pCR and D-DFS, thus further solidify-
ing, in a clinical practice setting of TNBC patients receiving
anthracycline-taxane-based NACT, the positive prognostic role of
pCR at a single-patient level.
Despite what was expected based on available evidence, we

did not observe a significant increase in the risk of developing
haematological toxicity in the carboplatin-containing cohort as
compared to the AT cohort. Indeed, safety data from the above-
mentioned GeparSixto and BMSO trials, which best lend
themselves to cross-study comparisons with our work in terms
of carboplatin schedules and dosages, revealed unexpectedly
high rates of haematological adverse events, with concerning
rates of febrile neutropenia reported in the BMSO trial (28.6%).
Under this scenario, findings from our multi-institutional study
are reassuring and bring forts to the following consideration.
Although the incorporation of carboplatin resulted in a slight
reduction of the duration of the taxane segment, we observed
fewer median doses of carboplatin than taxane, thus revealing
the tendency, in a clinical practice setting, to spin off
carboplatin from the taxane segment, despite the absence of
meaningful toxicities, ultimately aiming at preserving taxane
dose intensity, while, contextually, potentially resulting in the
mitigation of the added harms of carboplatin. Of course, the
impact of this phenomenon is not formally and accurately
quantifiable, as well as hard to confirm or extrapolate from
clinical trials where strict protocols for dose reductions/
adjustments are usually embraced.
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Exploratory analyses showed that the incorporation of carbo-
platin was significantly associated with a greater tendency of
inverting the taxane-anthracycline sequence in the neoadjuvant
setting. Interestingly in our work, within the A-TCb cohort, patients
receiving the taxane segment-first were exposed to a higher
taxane dose intensity, without negatively affecting the overall
safety. In addition, those receiving the inverse taxane-
anthracycline sequence experienced a trend towards increased
pCR rates as compared to those receiving anthracycline upfront.
These findings appear in line with available evidence suggesting
that enhanced activity in terms of pCR may be obtained by
administering the taxane segment prior to anthracyclines, with
the improvement of taxane dose intensity—consistently observed
with the adoption of this strategy—being put forward as a
possible contributing factor. Of course, the interpretation of these
results needs caution, and the clinical value of this observation
deserves to be better elucidated in the context of properly
powered studies.
In the translational segment of this study, we evaluated TILs

dynamics from baseline biopsy to matched RD samples in TNBC
patients not achieving pCR following anthracycline-taxane-based
NACT and investigated the relative contribution of carboplatin in
this regard. We observed a substantial increase of TILs levels after
NACT exposure in the overall cohort and in both carboplatin-
exposed and -unexposed subgroups. Previous reports similarly
suggested a pro-immune effect of chemotherapy in TNBC patients
treated in the neoadjuvant setting as surrogated by the
observation of TILs level increase from baseline biopsy to RD
[22, 28, 29, 38, 39]. However, it should be noted that available
evidence mostly consists of small retrospective series of BC
patients receiving various chemotherapy regimens. Importantly,
we confirmed in a TNBC cohort homogeneously treated, that
anthracycline-taxane-based NACT is capable of fostering tumour
immune infiltration, and this effect was observed also in patients
with immune cold tumour at baseline, thus solidifying the notion
that chemotherapy can promote a more inflamed tumour-
immune microenvironment by turning cold tumours into hotter
ones. Notably, patients exposed to carboplatin experienced a
similar NACT-induced immunomodulatory effect compared to
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those not receiving the platinum salt, with even a numerically
greater TILs enhancement (this finding was not driven by an
unbalance in terms of baseline TILs levels since they showed a
similar distribution across AT and A- TCb subgroups). This finding
well integrates within a previous observation suggesting that
induction chemotherapy with platinum salts (or anthracyclines) is
capable of determining an increase in T-cell infiltration and T-cell
repertoire clonality as well as an upregulation of inflammation-
related signatures [40]. Taken together, these observations, whilst
overall consolidate the role of carboplatin as a valuable
component of the chemotherapy backbone for TNBC patients
undergoing neoadjuvant treatment, also outline A- TCb as the
ideal partner for neoadjuvant immunotherapy.
Of note, we also observed a significant and independent

positive prognostic role of TILs increase from baseline to RD in
patients failing to achieve pCR, thus confirming similar findings
from smaller cohorts of TNBC patients receiving diverse NACT
regimens. This observation highlights that within the subgroup of
TNBC patients defined at high risk of relapse based on the failure
to achieve pCR, in those exhibiting TILs enhancement after NACT,
the dismal prognostic effect of no-pCR may be mitigated.
Conversely, patients with RD and failing to experience TIL increase
after NACT may represent ideal candidates for escalated approach
in the post-neoadjuvant setting. These observations hint that the
evaluation of TIL dynamic changes after NACT exposure may
result in a finer prognostic stratification of TNBC with RD.
Moreover, although baseline TILs were significantly and

positively associated with prognosis in the overall cohort, this
prognostic value was no longer significant when separately
considering pCR and no-pCR subgroups. This observation might
suggest that the positive impact on outcome of high TILs at
baseline may reflect their ability to reliably surrogate for pCR
achievement rather than an intrinsic prognostic value. Indeed, in
our cohort we confirmed [18] a strong positive association
between baseline TILs and pCR. Notably, all patients with high
TILs at baseline subsequently obtained pCR, irrespectively from
the receipt of carboplatin, thus outlining this biomarker as a
potentially useful tool for the selection of patients who may be
candidate for de-escalated approaches. In addition, in the
subgroup of patients with RD, RD-TILs were not significantly
associated with outcome. Although we acknowledge that the
failure to confirm the already consolidated prognostic role of RD-
TILs [22, 23] may reflect a statistical limitation, our findings, taken
together, generate the hypothesis that the major immune-related
determinant of prognosis in TNBC patients with RD, might actually
be TIL dynamics under NACT exposure rather than the stationary
caption of TIL levels on RD. Of course, our results deserve to be
validated in larger and preferably prospective cohorts.
The present study has limitations. Its observational nature may

be accountable for selection bias. However, a propensity-score
matching approach has been adopted to control this limitation
when assessing the association between carboplatin exposure and
clinically relevant outcome measures (pCR and D-DFS). In addition,
regarding the apparent neutral impact of the incorporation of
carboplatin in terms of haematological toxicity, a possible role of
carboplatin dose-capping, which is a commonly practised custom
in clinics, especially in obese/overweight patients [41], cannot be
excluded or neither quantified due to the absence of specific data
regarding doses of each chemotherapy component.
Several strengths of the present study should also be acknowl-

edged. Firstly, its multicentric nature contributed to increasing the
robustness and generalisability of our results. Furthermore, we
included TNBC patients homogeneously treated in terms of
anthracycline-taxane backbone regimens. Finally, the TNBC
population also included patients with 1-9% of ER expression. It
has been consistently reported that tumours with the so-called ER-
low phenotype share clinical features and behaviours more with
“pure” TN [42, 43], thus fuelling a vivid debate regarding the most

clinically relevant ER cut-off for defining TNBC. Importantly, both
in our study and BMSO’s, TNBC was defined by adopting a 10%
cut-off for ER negativity, thus generating two orders of considera-
tions. Firstly, in clinical practice, the inclusion of carboplatin in the
neoadjuvant management of BC appears to be often considered
from ER 10% down, thus potentially mirroring the direction in
which the ongoing academic debate on the optimal ER expression
threshold for defining TNBC is leading in the clinical practice
treatment-decision process [44, 45]. Secondly, the available
evidence to which our study adds, underlines the urgency to
generate solid data regarding the actual value of incorporating
carboplatin to NACT in terms of pCR and survival in ER-low BC
patients, given the current tendency in clinical practice to broaden
the definition of TNBC also to include patients with ER expression
1–9%. Interestingly, the pCR enhancement resulting from the
incorporation of Cb to AT appeared to be consistent across ER-
zero and ER-low subgroups, with excellent pCR rates in ER-low
patients receiving Cb (>80%). Although, as expected, ER-low cases
represented only the minority of our entire cohort—thus
imposing caution in the interpretation of results—this finding
further highlights that ER-low BC retains a similar clinical
behaviour to “pure” triple-negative BC also in terms of Cb
sensitivity.

CONCLUSIONS
In conclusion, we confirmed in a clinical practice setting of TNBC
patients treated with anthracycline-taxane-based NACT that the
incorporation of weekly carboplatin resulted in a substantial
improvement of pCR rates, thus supporting the implementation of
such escalated strategy in clinical practice. We also observed that
AT+/− Cb was capable of enhancing immune infiltration from
baseline biopsy to RD, and the such notable effect was also
confirmed in patients with immune cold tumours at baseline.
Finally, we reported a significant and independent positive
prognostic role of TILs increase after NACT exposure, thus
outlining this emerging biomarker as capable of refining the
prognostic stratification of TNBC patients failing to achieve pCR
after NACT.

DATA AVAILABILITY
The data that support the findings of this study are available upon reasonable
request. The data are not publicly available due to privacy or ethical restrictions.

REFERENCES
1. Bauer KR, BrownM, Cress RD, Parise CA, Caggiano V. Descriptive analysis of estrogen

receptor (ER)-negative, progesterone receptor (PR)-negative, and HER2-negative
invasive breast cancer, the so-called triple-negative phenotype: a population-based
study from the California Cancer Registry. Cancer. 2007;109:1721–8.

2. Lin NU, Vanderplas A, Hughes ME, Theriault RL, Edge SB, Wong YN, et al. Clin-
icopathologic features, patterns of recurrence, and survival among women with
triple-negative breast cancer in the National Comprehensive Cancer Network.
Cancer. 2012;118:5463–72.

3. Dent R, Trudeau M, Pritchard KI, Hanna WM, Kahn HK, Sawka CA, et al. Triple-
negative breast cancer: Clinical features and patterns of recurrence. Clin Cancer
Res. 2007;13:4429–34.

4. Miglietta F, Dieci MV, Griguolo G, Guarneri V. Neoadjuvant approach as a platform
for treatment personalization: focus on HER2-positive and triple-negative breast
cancer. Cancer Treat Rev. 2021;98:102222.

5. Cortazar P, Geyer CE. Pathological complete response in neoadjuvant treatment
of breast cancer. Ann Surgical Oncol. 2015;22:1441–6.

6. Cortazar P, Zhang L, Untch M, Mehta K, Costantino JP, Wolmark N, et al. Patho-
logical complete response and long-term clinical benefit in breast cancer: the
CTNeoBC pooled analysis. Lancet. 2014;384:164–72.

7. von Minckwitz G, Untch M, Blohmer JU, Costa SD, Eidtmann H, Fasching PA, et al.
Definition and impact of pathologic complete response on prognosis after
neoadjuvant chemotherapy in various intrinsic breast cancer subtypes. J Clin
Oncol. 2012;30:1796–804.

M.V. Dieci et al.

272

British Journal of Cancer (2023) 128:266 – 274



8. Schneeweiss A, Moebus V, Tesch H, Hanusch C, Denkert C, Luebbe K, et al. A
randomised phase III trial comparing two dose-dense, dose-intensified approa-
ches (EPC and PM(Cb)) for neoadjuvant treatment of patients with high-risk early
breast cancer (GeparOcto). J Clin Oncol. 2017;35(15_suppl):518.

9. Alba E, Chacon JI, Lluch A, Anton A, Estevez L, Cirauqui B, et al. A randomized
phase II trial of platinum salts in basal-like breast cancer patients in the neoad-
juvant setting. Results from the GEICAM/2006-03, multicenter study. Breast
Cancer Res Treat. 2012;136:487–93.

10. von Minckwitz G, Schneeweiss A, Loibl S, Salat C, Denkert C, Rezai M, et al.
Neoadjuvant carboplatin in patients with triple-negative and HER2-positive early
breast cancer (GeparSixto; GBG 66): a randomised phase 2 trial. Lancet Oncol.
2014;15:747–56.

11. Ando M, Yamauchi H, Aogi K, Shimizu S, Iwata H, Masuda N, et al. Randomized
phase II study of weekly paclitaxel with and without carboplatin followed by
cyclophosphamide/epirubicin/5-fluorouracil as neoadjuvant chemotherapy for
stage II/IIIA breast cancer without HER2 overexpression. Breast Cancer Res Treat.
2014;145:401–9.

12. Sikov WM, Berry DA, Perou CM, Singh B, Cirrincione CT, Tolaney SM, et al. Impact
of the addition of carboplatin and/or bevacizumab to neoadjuvant once-per-
week paclitaxel followed by dose-dense doxorubicin and cyclophosphamide on
pathologic complete response rates in stage II to III triple-negative breast cancer:
CALGB 40603 (Alliance). J Clin Oncol. 2015;33:13–21.

13. Fontaine C, Renard V, van den Bulk H, Vuylsteke P, Glorieux P, Dopchie C, et al.
Weekly carboplatin plus neoadjuvant anthracycline-taxane-based regimen in
early triple-negative breast cancer: a prospective phase II trial by the Breast
Cancer Task Force of the Belgian Society of Medical Oncology (BSMO). Breast
Cancer Res Treat. 2019;176:607–15.

14. Poggio F, Bruzzone M, Ceppi M, Pondé NF, la Valle G, del Mastro L, et al. Platinum-
based neoadjuvant chemotherapy in triple-negative breast cancer: a systematic
review and meta-analysis. Ann Oncol. 2018;29:1497–508.

15. Korde LA, Somerfield MR, Carey LA, Crews JR, Denduluri N, Hwang ES, et al.
Neoadjuvant chemotherapy, endocrine therapy, and targeted therapy for breast
cancer: ASCO guideline. J Clin Oncol. 2021;39:1485–505.

16. Cardoso F, Kyriakides S, Ohno S, Penault-Llorca F, Poortmans P, Rubio IT, et al.
Early breast cancer: ESMO clinical practice guidelines for diagnosis, treatment
and follow-up†. Ann Oncol. 2019;30:1194–220.

17. Geyer CE, Sikov WM, Huober J, Rugo HS, Wolmark N, O’Shaughnessy J, et al.
Long-term efficacy and safety of addition of carboplatin with or without veliparib
to standard neoadjuvant chemotherapy in triple-negative breast cancer: 4-year
follow-up data from BrighTNess, a randomized phase III trial. Ann Oncol.
2022;33:384–94.

18. Denkert C, von Minckwitz G, Darb-Esfahani S, Lederer B, Heppner BI, Weber KE,
et al. Tumour-infiltrating lymphocytes and prognosis in different subtypes of
breast cancer: a pooled analysis of 3771 patients treated with neoadjuvant
therapy. Lancet Oncol. 2017;19:40–50.

19. Loi S, Drubay D, Adams S, Pruneri G, Francis PA, Lacroix-Triki M, et al. Tumor-
infiltrating lymphocytes and prognosis: A pooled individual patient analysis of
early-stage triple-negative breast cancers. J Clin Oncol. 2019;37:559–69.

20. El Bairi K, Haynes HR, Blackley E, Fineberg S, Shear J, Turner S, et al. The tale of
TILs in breast cancer: a report from The International Immuno-Oncology Bio-
marker Working Group. npj Breast Cancer. 2021;7:1–7.

21. Park JH, Jonas SF, Bataillon G, Criscitiello C, Salgado R, Loi S, et al. Prognostic
value of tumor-infiltrating lymphocytes in patients with early-stage triple-nega-
tive breast cancers (TNBC) who did not receive adjuvant chemotherapy. Ann
Oncol. 2019;30:1941–9.

22. Dieci MV, Criscitiello C, Goubar A, Viale G, Conte P, Guarneri V, et al. Prognostic
value of tumor-infiltrating lymphocytes on residual disease after primary che-
motherapy for triple-negative breast cancer: a retrospective multicenter study.
Ann Oncol. 2014;25:611–8.

23. Luen SJ, Salgado R, Dieci MV, Vingiani A, Curigliano G, Gould RE, et al. Prognostic
implications of residual disease tumor-infiltrating lymphocytes and residual
cancer burden in triple-negative breast cancer patients after neoadjuvant che-
motherapy. Ann Oncol. 2019;30:236–42.

24. Fridman WH, Zitvogel L, Sautès-Fridman C, Kroemer G. The immune contexture in
cancer prognosis and treatment. Nat Rev Clin Oncol. 2017;14:717–34.

25. Dieci MV, Miglietta F, Guarneri V. Immune infiltrates in breast cancer: Recent
updates and clinical implications. Cells. 2021;10:1–27.

26. Andre F, Dieci MV, Dubsky P, Sotiriou C, Curigliano G, Denkert C, et al. Molecular
pathways: involvement of immune pathways in the therapeutic response and
outcome in breast cancer. Clin Cancer Res. 2013;19:28–33.

27. Galluzzi L, Zitvogel L, Kroemer G. Immunological mechanisms underneath the
efficacy of cancer therapy. Cancer Immunol Res. 2016;4:895–902.

28. Ladoire S, Mignot G, Dabakuyo S, Arnould L, Apetoh L, Rébé C, et al. In situ
immune response after neoadjuvant chemotherapy for breast cancer predicts
survival. J Pathol. 2011;224:389–400.

29. Demaria S, Volm MD, Shapiro RL, Yee HT, Oratz R, Formenti SC, et al. Develop-
ment of tumor-infiltrating lymphocytes in breast cancer after neoadjuvant
paclitaxel chemotherapy. Clin Cancer Res. 2001;7:3025–30.

30. Carbognin L, Sperduti I, Nortilli R, Brunelli M, Vicentini C, Pellini F, et al. Balancing
activity and tolerability of neoadjuvant paclitaxel- and docetaxel-based che-
motherapy for HER2-positive early stage breast cancer: sensitivity analysis of
randomized trials. Cancer Treat Rev. 2015;41:262–70.

31. Salgado R, Denkert C, Demaria S, Sirtaine N, Klauschen F, Pruneri G, et al. The
evaluation of tumor-infiltrating lymphocytes (TILs) in breast cancer: recommen-
dations by an International TILs Working Group 2014. Ann Oncol.
2015;26:259–71.

32. Dieci MV, Radosevic-Robin N, Fineberg S, van den Eynden G, Ternes N, Penault-
Llorca F, et al. Update on tumor-infiltrating lymphocytes (TILs) in breast cancer,
including recommendations to assess TILs in residual disease after neoadjuvant
therapy and in carcinoma in situ: a report of the International Immuno-Oncology
Biomarker Working Group on Bre. Semin Cancer Biol. 2018;52(Pt 2):16–25. https://
doi.org/10.1016/j.semcancer.2017.10.003.

33. McHugh ML. Interrater reliability: the kappa statistic. Biochem Med.
2012;22:276–82.

34. Rosenbaum PR, Rubin DB. The central role of the propensity score in observa-
tional studies for causal effects. Biometrika. 1983;70:41–55.

35. Austin PC. Optimal caliper widths for propensity-score matching when estimating
differences in means and differences in proportions in observational studies.
Pharm Stat. 2011;10:150–61.

36. Poggio F, Tagliamento M, Ceppi M, Bruzzone M, Conte B, Fregatti P, et al. Adding
a platinum agent to neoadjuvant chemotherapy for triple-negative breast cancer:
the end of the debate. Annal Oncol. 2022;33:347–9.

37. Schmid P, Cortes J, Pusztai L, McArthur H, Kümmel S, Bergh J, et al. Pem-
brolizumab for early triple-negative breast cancer. N Engl J Med.
2020;382:810–31.

38. Lee H, Lee M, Seo JH, Gong G, Lee HJ. Changes in tumor-infiltrating lymphocytes
after neoadjuvant chemotherapy and clinical significance in triple negative
breast cancer. Anticancer Res. 2020;40:1883–90.

39. Pelekanou V, Carvajal-Hausdorf DE, Altan M, Wasserman B, Carvajal-Hausdorf C,
Wimberly H, et al. Effect of neoadjuvant chemotherapy on tumor-infiltrating
lymphocytes and PD-L1 expression in breast cancer and its clinical significance.
Breast Cancer Res. 2017;19:1–11.

40. Voorwerk L, Slagter M, Horlings HM, Sikorska K, van de Vijver KK, de Maaker M,
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;25:920–8.

41. Lopes-Serrao BMD, Ussery SMG, Hall RG, Shah SR. Evaluation of chemotherapy-
induced severe myelosuppression incidence in obese patients with capped
dosing. J Oncol Pr. 2011;7:13–7.

42. Paakkola NM, Karakatsanis A, Mauri D, Foukakis T, Valachis A. The prognostic and
predictive impact of low estrogen receptor expression in early breast cancer: a
systematic review and meta-analysis. ESMO Open. 2021;6:100289.

43. Dieci MV, Griguolo G, Bottosso M, Tsvetkova V, Giorgi CA, Vernaci G, et al. Impact
of estrogen receptor levels on outcome in non-metastatic triple negative breast
cancer patients treated with neoadjuvant/adjuvant chemotherapy. npj Breast
Cancer. 2021;7:1–7.

44. Cardoso F, Paluch-Shimon S, Senkus E, Curigliano G, Aapro MS, André F, et al. 5th
ESO-ESMO international consensus guidelines for advanced breast cancer (ABC
5). Annal Oncol. 2020;31:1623.

45. Allison KH, Hammond MEH, Dowsett M, McKernin SE, Carey LA, Fitzgibbons PL,
et al. Estrogen and progesterone receptor testing in breast cancer: ASCO/CAP
guideline update. J Clin Oncol. 2020;38:1346–66.

ACKNOWLEDGEMENTS
LC and EB are currently supported by the Fondazione Associazione Italiana per la
Ricerca sul Cancro (AIRC) with My First AIRC Grant (MFAG) No. 25149, and Investigator
Grant (IG) No. 20583, respectively. EB is currently supported by Institutional funds of
Università Cattolica del Sacro Cuore (UCSC-projects D1).

AUTHOR CONTRIBUTIONS
MVD and VG conceived, designed and supervised the study. All authors were
responsible for data acquisition. MVD, FM, CAG, EC, OA, DM, GG, EG, SM, TS, MLM and
VG curated manuscript preparation. MVD and FM curated methodology, quality
control of data and algorithms and subsequent formal statistical analysis. All authors
curated data analysis and interpretation, manuscript editing and reviewing.

M.V. Dieci et al.

273

British Journal of Cancer (2023) 128:266 – 274

https://doi.org/10.1016/j.semcancer.2017.10.003
https://doi.org/10.1016/j.semcancer.2017.10.003


FUNDING
This work was supported by RSF-2017-00000557 funding from Veneto Region (Italy).
Role of the funder/sponsor: The funder had no role in the design and conduct of the
study; collection, management, analysis, and interpretation of the data; preparation,
review, or approval of the manuscript; and decision to submit the manuscript for
publication.

ETHICS APPROVAL AND CONSENT TO PARTICIPATE
The study was approved by the ethics committee of participating centres, and all
relevant ethical regulations have complied. Informed consent was obtained from all
participants.

CONSENT TO PUBLISH
Not applicable.

COMPETING INTERESTS
MVD reports personal fees from Eli Lilly, MSD, Exact Sciences, Novartis, Pfizer, Seagen,
outside the submitted work; FM reports personal fees from Roche, outside the
submitted work; GG reports personal fees from Novartis, Eli Lilly, outside the
submitted work; EB reports personal fees, non-financial support and other from MSD,
AstraZeneca, Pfizer, Eli Lilly, BMS, Novartis and Roche; and grants from AstraZeneca
and Roche, outside the submitted work; VG reports personal fees from Roche,
Novartis, Eli Lilly, MSD, GSK, Gilead; outside the submitted work. The remaining
authors declare no competing interests.

ADDITIONAL INFORMATION
Supplementary information The online version contains supplementary material
available at https://doi.org/10.1038/s41416-022-02050-8.

Correspondence and requests for materials should be addressed to Maria Vittoria
Dieci.

Reprints and permission information is available at http://www.nature.com/
reprints

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims
in published maps and institutional affiliations.

Open Access This article is licensed under a Creative Commons
Attribution 4.0 International License, which permits use, sharing,

adaptation, distribution and reproduction in anymedium or format, as long as you give
appropriate credit to the original author(s) and the source, provide a link to the Creative
Commons licence, and indicate if changes were made. The images or other third party
material in this article are included in the article’s Creative Commons licence, unless
indicated otherwise in a credit line to the material. If material is not included in the
article’s Creative Commons licence and your intended use is not permitted by statutory
regulation or exceeds the permitted use, you will need to obtain permission directly
from the copyright holder. To view a copy of this licence, visit http://
creativecommons.org/licenses/by/4.0/.

© The Author(s) 2022, corrected publication 2022

M.V. Dieci et al.

274

British Journal of Cancer (2023) 128:266 – 274

https://doi.org/10.1038/s41416-022-02050-8
http://www.nature.com/reprints
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/

	Incorporating weekly carboplatin in anthracycline and paclitaxel-containing neoadjuvant chemotherapy for triple-negative breast cancer: propensity-score matching analysis and TIL evaluation
	Introduction
	Methods
	Patient cohort
	TIL assessment
	Outcome definition
	Statistical analysis

	Results
	Population
	Propensity-score matched populations
	Toxicity
	Exploratory analysis
	Tumour-infiltrating lymphocytes analyses
	Association of baseline TILs with pCR
	TILs changes from baseline to RD
	Prognostic effect of TILs: focus on TILs changes from baseline biopsy to RD


	Discussion
	Conclusions
	References
	Acknowledgements
	ACKNOWLEDGMENTS
	Author contributions
	Funding
	Ethics approval and consent to participate
	Consent to publish
	Competing interests
	ADDITIONAL INFORMATION




