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Abstract: Circulating microRNA (ct-miRNAs) are able to identify patients with differential response
to HER2-targeted therapy. However, their dynamics are largely unknown. We assessed 752 miRNAs
from 52 NeoALTTO patients with plasma pairs prior and two weeks after trastuzumab. Increased
levels of ct-miR-148a-3p and ct-miR-374a-5p were significantly associated with pathological complete
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response (pCR) (p = 0.008 and 0.048, respectively). At a threshold > the upper limit of the 95%CI of the
mean difference, pCR resulted 45% (95%CI 24%—68%), and 44% (95%CI 22%—69%) for ct-miR-148a-3p
and ct-miR-374a-5p, respectively. Notably, ct-miR-148a-3p retained its predictive value (OR 3.42,
95%CI 1.23-9.46, p = 0.018) in bivariate analysis along with estrogen receptor status. Combined
information from ct-miR-148a-3p and ct-miR140-5p, which we previously reported to identify
trastuzumab-responsive patients, resulted in greater predictive capability over each other, with pCR
of 54% (95%CI 25%-81%) and 0% (95%CI 0%—31%) in ct-miR-148a/ct-miR-140-5p high/present and
low/absent, respectively. GO and KEGG analyses showed common enriched terms between the targets
of these ct-miRNAs, including cell metabolism regulation, AMPK and MAPK signaling, and HCC
progression. In conclusion, early modulated ct-miR-148-3p may inform on the functional processes
underlying treatment response, integrate the information from already available predictive biomarkers,
and identify patients likely to respond to single agent trastuzumab-based neoadjuvant therapy.

Keywords: circulating microRNAs; biomarkers; HER2; breast cancer; trastuzumab; ct-miR-148a-3p

1. Introduction

Neoadjuvant therapy (NAT) is considered the standard of care in high-risk early breast cancer
(BC) with an indication for chemotherapy, such as in the HER2-positive BC subtype. NAT can achieve
tumor down-staging before surgery. In the context of HER2-positive BC, the concurrent or sequential
addition of HER2-targeted agents to chemotherapy-based NAT improves the rate of pathological
complete response (pCR) [1]. As the achievement of pCR translates into favorable prognosis, research
is increasingly focusing on the identification of biomarkers to closely monitor response to NAT,
and to promptly adapt treatment to patient individualized risk [2-5]. Most of these studies used
primary tumor tissue samples, although liquid biopsy, as a source for tumor-derived information,
offers the advantages of being non-invasive and providing a dynamic “snapshot” of the entire tumor
burden at specific time points, which allows identification of changes reflecting individual response to
treatment [6,7].

Plasma or serum microRNAs (miRNAs) have emerged as promising liquid biopsy biomarkers
due to their stability under storage, easy handling conditions, and emerging expression signatures,
which are associated with prognosis and treatment response [8,9]. Circulating miRNAs (ct-miRNAs)
exist as cell-free, protein-bound molecules that are released by apoptotic and/or necrotic cells into the
blood, but are also actively released in exosomes [10,11]. High levels of ct-miR-21, ct-miR-4734, and
ct-miR-150-5p have been associated with poor clinical outcome in HER2-positive non metastatic BC
patients treated with NAT, or adjuvant therapy =+ trastuzumab [12,13]. ct-miR-210 should be added to
this unfavorable prognostic list because, while initially considered to be a predictive factor of response
to trastuzumab, it was later shown to be associated with decreased event-free survival (EFS) [14].
More recently, our group reported four different treatment- and time-specific ct-miRNA signatures
able to identify HER2 positive BC patients with differential response in terms of pCR to neoadjuvant
trastuzumab, lapatinib and their combination followed by paclitaxel [15].

Here, we analyzed data from plasma samples prospectively collected from HER2-positive BC
patients receiving trastuzumab-based NAT within the NeoALTTO trial [16] to identify changes in
ct-miRNAs levels during the first two weeks of treatment, and to explore any association of early
ct-miRNA dynamics with final patient response to NAT and clinical outcome.
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2. Results

2.1. Patient Characteristics and Response to Therapy

Overall, 52 patients treated with trastuzumab and with matched T0O and T1 complete ct-miRNA
profile were included in this analysis. Table 1 reports their clinical and pathological characteristics.
Median patient age was 48.5 (range 25-70) years. The majority of patients were diagnosed with
primary tumor size < 5 cm (63%) and NO/1 (83%). Breast pCR rate was 31%. The distribution of
patient characteristics of this sub-study was superimposable to those of the entire NeoALTTO patient
population [16].

Table 1. Clinico-pathological characteristics of study population.

Variable Characteristics N %
Age (years) median (range) 48.5 (25;70)
Positive 26 50
ER status

Negative 26 50
NO/1 43 83

Nodal status
N2 9 17
<5cm 33 63

Tumor size
>5cm 19 36
No 36 69
pCR

Yes 16 31
Conservative 12 23

Planned surgery

Not Conservative 40 77

2.2. ct-miRNA Level Changes during Treatment with Trastuzumab

Among a total of 752 screened human miRNAs in plasma samples, 177 ct-miRNAs, i.e., those
detected in at least 10 patients with pCR, were considered in the statistical analysis. All ct-miRNAs
were analyzed at baseline (T0, i.e., before commencing treatment) and after just 2 weeks of treatment
(T1, i.e., after two doses of trastuzumab). Hence, our findings refer to a very early assessment of
ct-miRNAs profile performed 4 months in advance to final surgery, when pCR was finally evaluated.
The waterfall plot of each ct-miRNA in terms of mean difference between T1 and TO expressed as
log>RQ (Figure 1) showed that ct-miR-410-3p and ct-miR-122-5p were those with the broadest fold
changes (FC, 2"[log2(RQ)T1 — log2(RQ)TO]), in terms of levels reduction (FC = 0.73), and increase
(FC = 1.38), respectively.

Figure S1 reports the box plot of the distribution of the log, relative amount of each ct-miRNA
at TO and T1. Notably, the ranges were broader in post-treatment (T1) compared with baseline (TO)
samples. The ct-miRNAs with the wider range of log2 expression were ct-miR-205-5p (from —13.17 to
—3.09) at baseline, and ct-miR410-3p (from —18.96 to —3.31) in post-treatment samples.
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Figure 1. Waterfall plot of the mean difference between week 2 (T1) and baseline sample (T0) for the 177 considered ct-miRNAs. ct-miRNAs on the x-axis are sorted
according to the mean change between T1 and T0 samples expressed as log,RQ.
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2.3. ct-miRNA Changes Are Associated with pCR

Only two ct-miRNAs, i.e., ct-miR-148a-3p and ct-miR-374a-5p, showed changes in their levels
significantly associated with pCR (Kw test p-values of 0.008 and 0.048, respectively). ct-miR-148a-3p
and ct-miR-374a-5p were detected in 96% and 75% of patients with both T0 and T1 samples, respectively.
Overall, the expression levels of both ct-miR-148a-3p and ct-miR-374a-5p increased during treatment in
patients attaining pCR (Figure 2A,C). Box plots in Figure 2B,D report the distribution of the difference
between log2RQ of each ct-miRNA at T1 and TO according to pCR. The median change level for both
ct-miRNAs increased in patients achieving pCR as compared to those with residual disease at surgery.
Specifically, for ct-miR-148a-3p we observed a median FC of 1.34 and 0.90 in patients with and without
PCR, respectively. Similarly, for ct-miR-374a-5p median FCs of 1.73 and 1.19 were observed in the
two groups. When we dichotomized the study patient population according to the upper limit of the
95% CI (UL), i.e., classifying patients above or equal to this threshold in the category “high changes”,
the pCR rate was 45% (95% exact CI 24%—68%) for miR-148a-3p (Figure S2A) and of 44% (95% exact
CI 22%-69%) for miR-374a-5p (Figure S2A). On the other hand, by classifying patients below the UL
threshold in the category “low/intermediate changes”, the pCR rate was 21% (95% exact CI 8%—41%)
for miR-148a-3p and of 19% (95% exact CI 5%—42%) for miR-374a-5p.

A. Trend of mean log2RQ for ct-miR-148a-3p according to B. Distribution of log2RQ differences between week2 and
pCR response (red line=pCR ; blue line=non pCR) baseline for ct-miR-148a-3p according to pCR response
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Figure 2. Trend of mean logyRQ and distribution of the difference between week 2 and baseline
according to pCR for ct-miR-148a-3p and ct-miR-374a-5p. Panel (A,C) report the trend of mean log,RQ
for ct-mR-148a-3p and ct-miR-374a-5p according to pathological complete response (pCR), respectively.
Panel (B,D) report the distribution of the difference between 10g2RQ of each ct-miRNA at T1 and
T0 according to pCR. Red line indicates patients with pCR and blue line indicates patients without
PCR. Panels (B,D) report the distribution of log2RQ difference between week 2 and baseline for
ct-mR-148a-3p and ct-miR-374a-5p according to pCR, respectively. p-Value of the Kruskal-Wallis test
for the comparisons of log2RQ difference between patients with and without pCR is reported.
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2.4. Univariate and Multivariate Logistic Models

Considering the changes as a continuous variable, among the 177 ct-miRNAs, only ct-miR-148a-3p
resulted in being significantly associated with pCR in uni- and multivariate logistic regression models
(including ER status), whereas borderline p-values of 0.077 and 0.073 were observed for ct-miR-374a-5p
in uni- and multivariate logistic regression models, respectively (Table 2). The predictive capability of
ct-miR148a-3p was statistically significant with AUC values of 0.74 (95%CI: 0.59; 0.88). At a median
follow-up of 6.7 years (inter quartile range 6.3-6.9), 16 events were observed in the study population.
The log-rank test and the Hazard Ratios (HR) reported in Supplementary Table S1 indicated that
neither miR148a-3p nor miR-374a-5p were associated with EFS.

Table 2. Association between changes in ct-miRNA levels and pathological complete response
(pCR): univariate and multivariate logistic regression model by considering the Difference Log2RQ
(week2-baseline) as continuous variables.

Difference Log2RQ Univariate Multivariate *
(Week2-Baseline) OR (95%CI) p-Value OR (95%CI) p-Value
ct-miR-148a-3p 3.42 (1.24;9.46) 0.018 3.42 (1.23;9.46) 0.018
ct-miR-374a-5p 2.24 (0.92;5.48) 0.077 2.31(0.93;5.78) 0.073

The bold values correspond to statistically significant odds ratio (OR) at alpha level of 0.05; CI, confidence interval;
* multivariate model including estrogen receptor status.

2.5. Changes of ct-miR148a-3p Jointly Considered with the Evaluation of ct-miRNA140-5p at Week 2

By taking advantage of our previous work [15], that identified ct-miR140-5p as associated with
both pCR and favorable prognosis after two weeks of treatment with trastuzumab, we performed an
additional explorative analysis to address whether the changes of ct-miR-148a-3p provided overlapping
or rather complementary information as compared to the levels of ct-miR 140-5p at week 2. To this end
the set of 48 patients with both miRNAs was considered and for miR-148a-3p the identified UL was
used as a threshold to classify patients whereas for ct-miR-140-5p patients were classified in the category
“hight level” and “low level” according to the threshold previously reported [15]. By jointly considering
both ct-miRs, patients with “high changes” of ct-miR-148a-3p and high values of ct-miR-140-5p (i.e.,
13/48 cases, 27%) had a chance of pCR up to 54% (7/13, 95% exact CI 25%—-81%); conversely, patients
with “low/intermediate changes” of ct-miR-148a-3p and low values of ct-miR140-5p (i.e., 10/48 cases,
21%) had a 0% (0/10, 95% exact CI 0%—-31%) chances of pCR. For the remaining patients with discordant
classification between the two considered ct-miRs, had the pCR rate was 28% (7/25, 95% exact CI
12%—-49%).

2.6. Association of miR-140-5p, miR 148a-3p and mir-374a-5p with Functional Related Pathways

miRWalk analysis returned a total of 901 genes as predicted targets of miR-140-5p (n = 1554),
ct-miR-148a-3p (n = 859), and miR-374a-5p (n = 47) identifying three functional modules strictly
related to each miRNAs. In particular, the presence of multiple common genes between clusters
delineate connected components, including ECM-receptor, PI3K-Akt, Rap1, focal adhesion and extrinsic
apoptotic signaling (Figure 3). Moreover, genes related to miR 148a-3p and miR-140-5p were involved
in pathways of regulation of cellular carbohydrate metabolic processes, AMPK, MAPK signaling and
hepatocellular carcinoma progression. Interestingly, miR-140-5p had no significant private pathway,
reinforcing the potential biological value of the network identified by the three ct-miRNAs all together.
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Figure 3. Functional interactions network analysis of ct-miR-148a-3p,ct-miR-140-5p, and ct-miR-374-a-5p. Specific (represented in blue) and common targeted
signaling pathways (represented in yellow) of ct-microRNAs associated with pCR (i.e., miR 374a-5p, miR-148-3p and miR-140-5p, represented in red) obtained from
GO and KEGG database analyses. The number of ct-miR-148a-3p,ct-miR-140-5p, and ct-miR-374-a-5p target genes related to ECM pathway are represented above
the edges.
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3. Discussion

The value of circulating miRNAs as potential biomarkers for cancer patient management is not
a novelty [17]. Nevertheless, data are few and conflicting in BC due to differences in study patient
characteristics (stage of disease and type of treatment), source (plasma or serum) for profiling, and
number of ct-miRNAs analyzed [18]. All this prompted us to perform a high throughput analysis
of 752 miRNAs assays in prospectively collected plasma samples from HER2-positive BC patients
treated within the large context of an international prospective randomized clinical study such as
NeoALTTO [16]. The main focus of the present work was the identification of ct-miRNAs that were
differentially expressed at week 2 as compared to baseline in patients who attained pCR compared
to those with residual disease at surgery. After normalization, ct-miR 148a-3p and ct-miR-374a-5p
turned out to be increased in the plasma samples of patients attaining pCR. Basal levels of both did
not correlate with response to treatment but their dynamics predicted the ultimate clinical response,
supporting the hypothesis that these two miRNAs are involved in the mechanism underpinning
sensitivity to trastuzumab and might be used as early markers of response to treatment. Noteworthy,
we found that increased miR-148a levels retained significance as an independent factor of pCR in
multivariate analysis including ER status.

Under normal physiological conditions, miR-148a-3p and miR-374a-5p are expressed in various
human tissues including heart, liver, bowel, thymus, pancreas, renal, prostate, placenta, uterus,
testis, and the hematopoietic system (reviewed in [19,20]). Accumulating studies have shown that
miR-148a-3p and miR-374a-5p are aberrantly expressed in tumor cells of various cancer type, including
breast cancer. However, their precise biological functions and the mechanism(s) of regulation remain
unsolved (Figure S3). As a tumor suppressor factor, miR-148a-3p was found down-regulated in BC
cells and negatively associated with tumor grade and nodal involvement [21,22]. Consistently, in vitro
studies reported that miR-148a over-expression inhibits BC cell proliferation through inhibition of
MAPK/ERK signaling pathways by direct targeting of ERBB3 genes [23]. Furthermore, miR-148a-3p
can depress cell proliferation by dampening functional expression of IGFIR and IRS1, whose signaling
is crucial in luminal breast cancer subtype [24,25]. In more recent studies, miR-148a-3p was found to
reduce HLA-G and PD-L1 levels; therefore, its down-regulation contributes to a immunosuppressive
tumor microenvironment [26,27]. The miR-148a-3p functions deserve to be framed in the complex
crosstalk existing between estrogen and growth factor (GF) receptors. Numerous studies have indeed
demonstrated that both estrogens and GFs stimulate the proliferation of steroid-dependent tumor cells,
and that this interaction occurs at several levels. For example, estrogens are known to up-regulate
IGF1R signaling by inducing cyclic AMP responses element-binding protein activation [28], and to
trigger EGFR phosphorylation via Src [29]. On the other hand, HER? signaling, especially through the
HER2-HERS3 heterodimer, can induce ER phosphorylation independently of the estrogen ligand, thus
reducing the effectiveness of endocrine therapies [30].

Earlier research proved that the transcription factor EGR1 directly regulates the expression of
miR148a-3p by binding to its promoter [31]. EGR1 is induced by treatment with anti-HER?2 targeted
therapies [32], including trastuzumab, and its expression is associated with favorable outcome in
HER?2 positive cancer models [33]. These evidence aided in better interpretation of our findings.
We hypothesize that treatment with trastuzumab may up-regulate cellular miRNA-148a-3p via
EGR1-dependent pathway. The consequence of sequential cycles, which induce a massive attack of
tumor cells inducing apoptosis/necrosis, might increase the levels of ct-miR-148a-3p in responsive
patients. On the other hand, for insensitive patients miR-148a-3p in the tumor tissue might be
down-regulated through an unknown mechanism (i.e., DNA overmethylation), leading to reduced
levels of plasma miR-148a-p3 after trastuzumab. This preliminary speculation needs verification in
further research.

Another major finding of our study is the predictive value of ct-miRNA level changes beyond the
detection of ct-miRNA-140-5p. Overall, we reported not only that increased levels of ct-miR-148a-3p
could represent a valuable biomarker at net of ER status of pCR following two weeks of treatment with
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Trastuzumab, but also that if this ct-miRNA is jointly considered with ct-miRNA-140-5p, additional
information can be provided. To our knowledge, this is the first attempt to report the results, although
they were obtained from explorative analysis, based on biomarkers derived from liquid biopsy to track
early response to treatment. As already discussed in our previous work, ct-miRNA-140-5p could be
involved in the host response to therapy by reflecting the level of engagement of immune response [15],
while ct-miR-148a-3p could be involved in the response of the primary tumor by reflecting the effect
of treatment on tumor cells. Indeed, the GO and KEGG analysis showed no private pathways for
miR-140-5p, but common pathways with other miRNAs involved in response to treatment. Among
these pathways is PI3K/Akt, which is well known to be associated with anti-HER2 resistance.

At present, the definite molecular mechanisms of resistance to trastuzumab remain to be
understood, though three major categories have been advocated including: steric effects, such
as the structural mutation in HER2 protein; elevations of alternative tyrosine kinase receptors, such as
insulin-like growth factor receptor (IGFR); or alterations in HER2 downstream signaling, as in the case
of phosphatase and tensin homolog (PTEN) deficiency and/or PI3K/Akt constitutive activation [34].
Therefore, a comprehensive understanding of the specific mechanisms involved in differential response
to treatment is needed for optimization of treatment at the patient level. Our integrated analysis of
miRNA targeted genes networks showed that among predicted targeted genes, a substantial proportion
were involved in cell metabolism and survival. Hence, differentially expressed circulating miRNAs
might inform on the mechanisms mediating biological process soon after treatment with trastuzumab.
We also assessed the associated signal pathways which were modulated by the differentially expressed
mRNAs through GO and KEGG analysis. Among the enriched terms, those related with AMPK and
MAPK signaling, and HCC processes were shared by all dysregulated ct-miRs during treatment with
trastuzumab. Combining the function and pathway analysis of the predicted targets of microRNAs,
we might conclude that treatment with trastuzumab exerts a selective pressure on ctmiRNA, which in
turn can be an early informer on tumor response and eventually anticipate pathological response, as a
result of drug-primary tumor and host interplay, as early as 2 weeks after starting treatment.

The ultimate goal of NeoALTTO was to prove that dual HER? targeted therapy outperforms
trastuzumab-based therapy in terms of pCR. Indeed pCR rate was significantly higher in the group
given lapatinib and trastuzumab (78 of 152 patients [51.3%; 95% CI 43.1-59.5]) than in the group given
trastuzumab alone (44 of 149 patients [29.5%; 22.4-37.5]; difference 21.1%, 9.1-34.2, p = 0.0001) [16].

The rate of pCR in patients with increased levels of ct-miR 148a-3p reached 45%, and increased
to 54% in the presence of high levels of ct-miR 140-5p, approaching the results obtained by dual
HER2-targeted therapy. Conversely, in cases of low levels of both markers, patients derived no benefit
from treatment with trastuzumab. Though these data need further confirmation, it is reasonable that
the development of ct-miRNA in HER2-positive BC could help to spare patients from intensive and
expensive treatment.

Our study also has several limitations. The power of analysis was compromised because of the
small capacity and number of events. Moreover, it should be admitted that the NeoALTTO regimen is
not among the standard chemotherapy regimens for BC, especially for the presence of a biological
therapeutic window of trastuzumab alone for the first 6 weeks of therapy. Importantly, the costs and
variable accuracy of serial miRNA assay preclude its clinical implication, which might be overcome
with technology improvement. Given that dynamics of plasma miRNAs might serve as a potential
marker of chemo-sensitivity, its clinical relevance should be further validated in larger series of patients
with BC.

In conclusion, this report reveals that early changes of ct-miR148-3a levels have the potential
to inform on the core functional processes underlying trastuzumab response/resistance, integrate
the information from already available “static” clinico-pathological and molecular factors, including
ct-miR-140-4p, and finally to identify patients likely to respond to neoadjuvant trastuzumab-based
therapy as early as two weeks after initiating treatment.
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4. Materials and Methods

The current work is a retrospective analysis of the NeoALTTO prospective randomized clinical
trial [16]. NeoALTTO was a multicenter phase III study on HER2 positive BC patients with primary
tumor > 2 cm, which were randomly assigned to either lapatinib, trastuzumab, or their combination
for 6 weeks, followed by 12 additional weeks with paclitaxel. Surgery was performed within four
weeks from the last paclitaxel dose. After surgery, all patients received fluorouracil, epirubicin, and
cyclophosphamide for three cycles and continued the same anti-HER2-targeted agent received prior to
surgery to complete 52 weeks of treatment. The primary endpoint was pCR (i.e., absence of invasive
tumor cells in the breast). The secondary endpoint EFS was defined as the time from randomization to
first event. All patients enrolled were asked to sign the main study consent form, which included a
non-specific clause for use of blood samples collected at baseline (T0), after two weeks of treatment
(T1), prior to surgery (T2), and eventually at the time of relapse, for future biomarker research. The
study complied with the Declaration of Helsinki. The Internal Review and Ethics Boards of Fondazione
IRCCS Istituto Nazionale dei Tumori—Milan approved this ct-miRNA study.

4.1. Sample Collection and Processing

Starting from the ct-miRNA high-throughput profile of the NeoALTTO cases [15], we considered
the suitable scope of the present analysis, which was to identify early ct-miRNA modulation associated
with pCR, patients treated within the trastuzumab arm and with available complete 752 ct-miRNA
profile on plasma pairs at T0 and T1 (Figure S4).

4.2. ct-miRNA Profiling Data Processing

Our procedures for plasma preparation and RNA isolation have been previously reported [15].
Reverse transcription and ct-miRNA profile was performed using the miRCURY LNA™Universal RT
microRNA PCR system according to the Exiqon manufacturer’s instructions. A total of 752 ct-miRNAs
were profiled using microRNA Ready-to-Use PCR, Human panel I+II in each sample. The amplification
curves were analyzed using the Roche LC software for determination of quantification cycle (Cq)
values. The relative quantity (RQ) of each ct-miRNA was calculated using the comparative threshold
cycle method following the formula 2°- DCq where DCq = (Cq miRNA - Cq reference) [35], where the
Cq reference was computed by considering the Cq average of all the detected miRNAs (global mean
approach) [36,37]. The RQ of each miRNA, expressed in logarithmic scale (log2 RQ), was then used for
the statistical analysis.

4.3. Statistical Analysis

For the statistical analyses we considered background filtered (BF) data as supplied by Exiqon (i.e.,
for assays that do not yield any signal on the negative control, the upper limit of detection was set to
Cq = 37; otherwise it was set to 3 Cq lower than the Cq value of a negative control). The BF Cq values
were then processed to obtain log2(RQ). The difference between log2(RQ) at T1 as compared to TO
(level change) was then analyzed in univariate manner to identify those ct-miRNAs whose change was
statistically associated with pCR by resorting to the non-parametric Kruskal-Wallis test. In this selection
step we considered as potentially relevant only those ct-miRNAs detected in at least 10 patients with
PCR. The strength of association between the selected miRNAs and pCR was evaluated by resorting to
univariate and multivariate logistic regression models with clinico-pathological variables, including
Estrogen Receptor (ER) status. The Area Under the Receiver Operating Characteristic (ROC) Curve
(AUC) and its 95% confidence interval (CI) were calculated to estimate the predictive capability of
each model. For miRNAs of interest, the 95% CI of the mean difference between log2(RQ) at T1 versus
TO were computed and the upper limit was used as a threshold to classify patients in high versus
low/intermediate changes categories. Within each category the 95% CI of the proportion of responders
was computed by resorting to the exact binomial method. Finally, the prognostic role on EFS of each
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miRNA of interest was investigated using a Cox regression model. The patterns of EFS were estimated
using the Kaplan—Meier method and compared using log-rank test. All statistical analyses were carried
out with the SAS (Version 9.2.; SAS Institute, Inc., Cary, NC) and R software by adopting a significance
level of o = 0.05. Prediction of target site of ct-miRNA(s) of interest was performed using miRWalk
3.0 [38]. Functional enrichment of ct-miRNA targeted genes for Gene Ontology (GO) biological process
terms and KEGG pathways was performed using the ClusterProfiler Bioconductor package, and a
false discovery rate (FDR) < 0.05.

Supplementary Materials: Supplementary materials can be found at http://www.mdpi.com/1422-0067/21/4/1386/s1.

Author Contributions: Conceptualization, S.D.C., VA, S.P, PV, and M.G.D.; Methodology, S.D.C., VA, S.P,
M.SS., PV, and M.G.D,; Investigation, S.D.C.,].B.,, M.P, ] H,, Ed.A, M.U, LP, K.P, PN, AV.-S,ES., G.A,FEG.d.B,,
M.VI; Resources, S.D.C. and M.G.D.; Data Curation, S.D.C., V.A,, S.P,, P.V,, M.G.D.; Writing—Original Draft
Preparation, S.D.C., V.A,, S.P, P.V,, M.G.D.; Writing—Review & Editing, S.D.C., V.A,,S.P, M.S,,].B.,, M.P, ] H.,, M.L,
LdlP,ESH., EdA, MU,LP,KP,PN, AV-S,ES, G.A.,, FG.d.B.,, M.V, P.V.,, M.G.D. All authors have read
and agreed to the published version of the manuscript.

Funding: The NeoALTTO study was sponsored by GlaxoSmithKline; Lapatinib is an asset of Novartis AG as of 2
March 2015. This substudy was sponsored by the Italian Association for Cancer Research Foundation (Fondazione
AIRC) through the MFAG 14361 and IG 20774 to SDC, and the IG 16900 to MGD, and by the Italian Ministry of
Health through funds obtained by an Italian law that allows taxpayers to allocate the “5 x 1000” share of their
payments to research.

Acknowledgments: GlaxoSmithKline participated in the collection of biological samples but had no role in the
design and conduct of this sub-study; collection, management, analysis, and interpretation of the data; preparation,
review, or approval of the manuscript; and decision to submit the manuscript for publication. Novartis reviewed
and approved the final version of the manuscript.

Conflicts of Interest: S.D.C. reports receiving speakers bureau honoraria from Novartis Pharma outside this work.
E. de Azambuja is a consultant/advisory board member for and reports receiving commercial research support
from Roche. M. A. Izquierdo has ownership interests (including patents) at Novartis. FSH is an employee of Breast
International Group, which received funding from GSK and later Novartis for the conduct of the NeoALTTO
study. J. Huober reports receiving speakers bureau honoraria from and is a consultant/advisory board member for
Novartis and Roche, and reports receiving commercial research grants from Novartis. J. Baselga is an employee of
AstraZeneca, Foghorn, Varian Medical Systems, Bristol-Myers Squibb, Grail, Aura, and Infinity Pharmaceuticals,
has ownership interests (including patents) at PMV Pharma, Tango, Venthera, Seragon, Juno, and Northern
Biologies, is a consultant/advisory board member for Eli Lilly and Novartis, and reports receiving commercial
research support from Roche. E.G. De Braud reports receiving speakers bureau honoraria from BMS, Eli Lilly,
Roche, Amgen, AstraZeneca, Gentili, Fondazione Menarini, Novartis, MSD, Ignyta, Bayer, Noema S.r1., ACCMED,
Dephaforum S.r.1., Nadirex, Roche, Biotechspert Lts., PriME Oncology, Pfizer, and is a consultant/advisory board
member for BMS, TizianaLife Sciences, Celgene, Novartis, Servier, Phanm Research Associated, Daiichi Sankyo,
Ignyta, Amgen, Pfizer, Roche, Teogarms, and Pierre Fabre. No potential conflicts of interest were disclosed by the
other authors.

References

1.  Cortazar, P.; Zhang, L.; Untch, M.; Mehta, K.; Costantino, J.P.; Wolmark, N.; Bonnefoi, H.; Cameron, D.;
Gianni, L.; Valagussa, P; et al. Pathological complete response and long-term clinical benefit in breast cancer:
The CTNeoBC pooled analysis. Lancet 2014, 384, 164-172. [CrossRef]

2. Guiu, S.; Mouret Reynier, M.A.; Toure, M.; Coudert, B. Predictive factors of response in HER2-positive breast
cancer treated by neoadjuvant therapy. J. Oncol. 2013, 2013, 854121. [CrossRef] [PubMed]

3. Loibl, S.; Von Minckwitz, G.; Schneeweiss, A.; Paepke, S.; Lehmann, A.; Rezai, M.; Zahm, D.M,; Sinn, P;
Khandan, F; Eidtmann, H.; et al. PIK3CA mutations are associated with lower rates of pathologic complete
response to anti-human epidermal growth factor receptor 2 (HER2) therapy in primary HER2-overexpressing
breast cancer. J. Clin. Oncol. 2014, 32, 3212-3220. [CrossRef] [PubMed]

4. Scaltriti, M.; Nuciforo, P; Bradbury, I.; Sperinde, J.; Agbor-Tarh, D.; Campbell, C.; Chenna, A.; Winslow, J.;
Serra, V,; Parra, ].L.; et al. High HER2 expression correlates with response to the combination of lapatinib
and trastuzumab. Clin. Cancer Res. 2015, 21, 569-576. [CrossRef]

5. Salgado, R.; Denkert, C.; Campbell, C.; Savas, P.; Nuciforo, P.; Aura, C.; De Azambuja, E.; Eidtmann, H.;
Ellis, C.E.; Baselga, J.; et al. Tumor-infiltrating lymphocytes and associations with pathological complete
response and event-free survival in HER2-positive early-stage breast cancer treated with lapatinib and
trastuzumab: A secondary analysis of the NeoALTTO trial. JAMA Oncol. 2015, 1, 448-454. [CrossRef]


http://www.mdpi.com/1422-0067/21/4/1386/s1
http://dx.doi.org/10.1016/S0140-6736(13)62422-8
http://dx.doi.org/10.1155/2013/854121
http://www.ncbi.nlm.nih.gov/pubmed/23737784
http://dx.doi.org/10.1200/JCO.2014.55.7876
http://www.ncbi.nlm.nih.gov/pubmed/25199759
http://dx.doi.org/10.1158/1078-0432.CCR-14-1824
http://dx.doi.org/10.1001/jamaoncol.2015.0830

Int. ]. Mol. Sci. 2020, 21, 1386 12 0f13

10.
11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

Heitzer, E.; Haque, L.S.; Roberts, C.E.S.; Speicher, M.R. Current and future perspectives of liquid biopsies in
genomics-driven oncology. Nat. Rev. Genet. 2019, 20, 71-88. [CrossRef]

Pantel, K.; Alix-Panabiéres, C. Liquid biopsy and minimal residual disease -latest advances and implications
for cure. Nat. Rev. Clin. Oncol. 2019, 16, 409-424. [CrossRef]

Ambros, V. The functions of animal microRNAs. Nature 2004, 431, 350-355. [CrossRef]

Berindan-Neagoe, I.; Calin, G.A. Molecular pathways: MicroRNAs, cancer cells, and microenvironment.
Clin. Cancer Res. 2014, 20, 6247-6253. [CrossRef]

Di Leva, G.; Garofalo, M.; Croce, C.M. MicroRNAs in cancer. Annu. Rev. Pathol. 2014, 9, 287-314. [CrossRef]
Lin, S.; Gregory, R.I. MicroRNA biogenesis pathways in cancer. Nat. Rev. Cancer. 2015, 15, 321-333.
[CrossRef]

Miiller, V.; Gade, S.; Steinbach, B.; Loibl, S.; von Minckwitz, G.; Untch, M.; Schwedler, K.; Liibbe, K.; Schem, C.;
Fasching, P.A.; et al. Changes in serum levels of miR-21, miR-210, and miR-373 in HER2-positive breast
cancer patients undergoing neoadjuvant therapy: A translational research project within the Geparquinto
trial. Breast Cancer Res. Treat. 2014, 147, 61-68. [CrossRef] [PubMed]

Du, F; Yuan, P; Zhao, Z.T,; Yang, Z.; Wang, T.; Zhao, ].D.; Luo, Y.; Ma, E; Wang, ].Y,; Fan, Y,; etal. A
miRNA-based signature predicts development of disease recurrence in HER2 positive breast cancer after
adjuvant trastuzumab-based treatment. Sci. Rep. 2016, 6, 33825. [CrossRef] [PubMed]

Jung, EJ.; Santarpia, L.; Kim, J.; Esteva, EJ.; Moretti, E.; Buzdar, A.U.; Di Leo, A.; Le, X.E; Bast, R.C,, Jr.;
Park, S.T.; et al. Plasma microRNA 210 levels correlate with sensitivity to trastuzumab and tumor presence
in breast cancer patients. Cancer 2012, 118, 2603-2614. [CrossRef] [PubMed]

Di Cosimo, S.; Appierto, V.; Pizzamiglio, S.; Tiberio, P,; Iorio, M.V.; Hilbers, F.; De Azambuja, E.; De La
Pefia, L.; Izquierdo, M.; Huober, J.; et al. Plasma miRNA levels for predicting therapeutic response to
neoadjuvant treatment in HER2-positive breast cancer: Results from the NeoALTTO trial. Clin. Cancer Res.
2019, 25, 3887-3895. [CrossRef] [PubMed]

Baselga, ]J.; Bradbury, I; Eidtmann, H.; Di Cosimo, S.; De Azambuja, E.; Aura, C.; Gémez, H.; Dinh, P;
Fauria, K.; Van Dooren, V.; et al. Lapatinib with trastuzumab for HER2-positive early breast cancer
(NeoALTTO): A randomised, open-label, multicentre, phase 3 trial. Lancet 2012, 379, 633—-640. [CrossRef]
Wang, H.; Peng, R.; Wang, J.; Qin, Z.; Xue, L. Circulating microRNAs as potential cancer biomarkers: The
advantage and disadvantage. Clin. Epigenet. 2018, 10, 59. [CrossRef]

Hamam, R.; Hamam, D.; Alsaleh, K.A.; Kassem, M.; Zaher, W.; Alfayez, M.; Aldahmash, A.; Alajez, N.M.
Circulating microRNAs in breast cancer: Novel diagnostic and prognostic biomarkers. Cell Death Dis. 2017,
8, €3045. [CrossRef]

Li, Y,; Deng, X.; Zeng, X.; Peng, X. The role of Mir-148a in cancer. J. Cancer 2016, 7, 1233-1241. [CrossRef]
Bian, H.; Zhou, Y.; Zhou, D.; Zhang, Y.; Shang, D.; Qi, J. The latest progress on miR-374 and its functional
implications in physiological and pathological processes. J. Cell Mol. Med. 2019, 23, 3063-3076. [CrossRef]
Rothe, F; Ignatiadis, M.; Chaboteaux, C.; Haibe-Kains, B.; Kheddoumi, N.; Majjaj, S.; Badran, B.;
Fayyad-Kazan, H.; Desmedt, C.; Harris, A.L.; et al. Global microRNA expression profiling identifies
miR-210 associated with tumor proliferation, invasion and poor clinical outcome in breast cancer. PLoS ONE
2011, 6, €20980. [CrossRef] [PubMed]

Xu, X.; Zhang, Y.; Jasper, J.; Lykken, E.; Alexander, P.B.; Markowitz, G.J.; McDonnell, D.P; Li, Q.J.; Wang, X.F.
miR-148a functions to suppress metastasis and serves as a prognostic indicator in triple-negative breast
cancer. Oncotarget 2016, 7, 20381-20394. [CrossRef] [PubMed]

Yu, J.; Li, Q.; Xu, Q.; Liu, L.; Jiang, B. MiR-148a inhibits angiogenesis by targeting ERBB3. |. Biomed. Res.
2011, 25, 170-177. [CrossRef]

Xu, Q; Jiang, Y;; Yin, Y;; Li, Q.; He, J.; Jing, Y,; Qi, Y.T;; Xu, Q.; Li, W,; Lu, B.; et al. A regulatory circuit of
miR-148a/152 and DNMT1 in modulating cell transformation and tumor angiogenesis through IGF-IR and
IRS1. J. Mol. Cell Biol. 2013, 5, 3-13. [CrossRef]

Cosentino, C.; Di Domenico, M.; Porcellini, A.; Cuozzo, C.; De Gregorio, G.; Santillo, M.R.; Agnese, S.; Di
Stasio, R.; Feliciello, A.; Migliaccio, A.; et al. The p85 regulatory subunit of PI3K mediates cAMP-PKA and
insulin biological effects on MCF-7 cell growth and motility. Sci. World J. 2014, 2014, 565839.

Ashizawa, M.; Okayama, H.; Ishigame, T.; Thar Min, A.K.; Saito, K.; Ujiie, D. miRNA-148a-3p regulates
immunosuppression in DNA mismatch repair-deficient colorectal cancer by targeting PD-L1. Mol. Cancer
Res. 2019, 17, 1403-1413.


http://dx.doi.org/10.1038/s41576-018-0071-5
http://dx.doi.org/10.1038/s41571-019-0187-3
http://dx.doi.org/10.1038/nature02871
http://dx.doi.org/10.1158/1078-0432.CCR-13-2500
http://dx.doi.org/10.1146/annurev-pathol-012513-104715
http://dx.doi.org/10.1038/nrc3932
http://dx.doi.org/10.1007/s10549-014-3079-3
http://www.ncbi.nlm.nih.gov/pubmed/25086636
http://dx.doi.org/10.1038/srep33825
http://www.ncbi.nlm.nih.gov/pubmed/27650797
http://dx.doi.org/10.1002/cncr.26565
http://www.ncbi.nlm.nih.gov/pubmed/22370716
http://dx.doi.org/10.1158/1078-0432.CCR-18-2507
http://www.ncbi.nlm.nih.gov/pubmed/30814109
http://dx.doi.org/10.1016/S0140-6736(11)61847-3
http://dx.doi.org/10.1186/s13148-018-0492-1
http://dx.doi.org/10.1038/cddis.2017.440
http://dx.doi.org/10.7150/jca.14616
http://dx.doi.org/10.1111/jcmm.14219
http://dx.doi.org/10.1371/journal.pone.0020980
http://www.ncbi.nlm.nih.gov/pubmed/21738599
http://dx.doi.org/10.18632/oncotarget.7953
http://www.ncbi.nlm.nih.gov/pubmed/26967387
http://dx.doi.org/10.1016/S1674-8301(11)60022-5
http://dx.doi.org/10.1093/jmcb/mjs049

Int. ]. Mol. Sci. 2020, 21, 1386 13 0f 13

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

Tao, S.; He, H.; Chen, Q.; Yue, W. GPER mediated estradiol reduces miR-148a to promote HLA-G expression
in breast cancer. Biochem. Biophys. Res. Commun. 2014, 451, 74-78. [CrossRef]

Genua, M.; Pandini, G.; Sisci, D.; Castoria, G.; Maggiolini, M.; Vigneri, R.; Belfiore, A. Role of cyclic AMP
response element-binding protein in insulin-like growth factor-I receptor up-regulation by sex steroids in
prostate cancer cells. Cancer Res. 2009, 69, 7270-7277. [CrossRef]

Migliaccio, A.; Di Domenico, M.; Castoria, G.; Nanayakkara, M.; Lombardi, M.; de Falco, A.; Bilancio, A.;
Varricchio, L.; Ciociola, A.; Auricchio, F. Steroid receptor regulation of epidermal growth factor signaling
through Src in breast and prostate cancer cells: Steroid antagonist action. Cancer Res. 2005, 65, 10585-10593.
[CrossRef]

Curley, M.D.; Sabnis, G.J.; Wille, L.; Adiwijaya, B.S.; Garcia, G.; Moyo, V.; Kazi, A.A.; Brodie, A.; MacBeath, G.
Seribantumab, an anti-ERBB3 antibody, delays the onset of eesistance and restores sensitivity to letrozole in
an estrogen receptor-positive breast cancer model. Mol. Cancer Ther. 2015, 14, 2642-2652. [CrossRef]

Xu, Q.; Liu, L.Z,; Yin, Y;; He, J.; Li, Q.; Qian, X.; You, Y.; Lu, Z.; Peiper, S.C.; Shu, Y.; et al. Regulatory circuit
of PKM2/NF-«kB/miR-148a/152-modulated tumor angiogenesis and cancer progression. Oncogene 2015, 34,
5482-5493. [CrossRef] [PubMed]

Yu, C.; Xue, P; Zhang, L.; Pan, R.; Cai, Z.; He, Z.; Sun, J.; Zheng, M. Prediction of key genes and pathways
involved in trastuzumab-resistant gastric cancer. World J. Surg. Oncol. 2018, 16, 174. [CrossRef] [PubMed]
Thiel, G.; Cibelli, G. Regulation of life and death by the zinc finger transcription factor Egr-1. . Cell Physiol.
2002, 193, 287-292. [CrossRef] [PubMed]

De Melo Gagliato, D.; Jardim, D.L.; Marchesi, M.S.; Hortobagyi, G.N. Mechanisms of resistance and sensitivity
to anti-HER? therapies in HER2+ breast cancer. Oncotarget 2016, 7, 64431-64446. [CrossRef] [PubMed]
Livak, K.J.; Schmittgen, T.D. Analysis of relative gene expression data using real-time quantitative PCR and
the 2(-delta delta C(T)) method. Methods 2001, 25, 402—408. [CrossRef]

Verderio, P; Bottelli, S.; Ciniselli, C.; Pierotti, M.A.; Gariboldi, M.; Pizzamiglio, S. NqA: An R-based algorithm
for the normalization and analysis of microRNA quantitative real-time polymerase chain reaction data.
Anal. Biochem. 2014, 461, 7-9. [CrossRef]

Ciniselli, C.M.; Lecchi, M.; Gariboldi, M.; Verderio, P.; Daidone, M.G. Workflow for circulating miRNA
identification and development in cancer research: Methodological considerations. In Precision Medicine
Tools and Quantitative Approaches; Elsevier: London, UK, 2017.

Sticht, C.; de la Torre, C.; Parveen, A.; Gretz, N. miRWalk: An online resource for prediction of microRNA
binding sites. PLoS ONE 2018, 13, e0206239. [CrossRef]

@ © 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1016/j.bbrc.2014.07.073
http://dx.doi.org/10.1158/0008-5472.CAN-09-0088
http://dx.doi.org/10.1158/0008-5472.CAN-05-0912
http://dx.doi.org/10.1158/1535-7163.MCT-15-0169
http://dx.doi.org/10.1038/onc.2015.6
http://www.ncbi.nlm.nih.gov/pubmed/25703326
http://dx.doi.org/10.1186/s12957-018-1475-6
http://www.ncbi.nlm.nih.gov/pubmed/30134903
http://dx.doi.org/10.1002/jcp.10178
http://www.ncbi.nlm.nih.gov/pubmed/12384981
http://dx.doi.org/10.18632/oncotarget.7043
http://www.ncbi.nlm.nih.gov/pubmed/26824988
http://dx.doi.org/10.1006/meth.2001.1262
http://dx.doi.org/10.1016/j.ab.2014.05.020
http://dx.doi.org/10.1371/journal.pone.0206239
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Patient Characteristics and Response to Therapy 
	ct-miRNA Level Changes during Treatment with Trastuzumab 
	ct-miRNA Changes Are Associated with pCR 
	Univariate and Multivariate Logistic Models 
	Changes of ct-miR148a-3p Jointly Considered with the Evaluation of ct-miRNA140-5p at Week 2 
	Association of miR-140-5p, miR 148a-3p and mir-374a-5p with Functional Related Pathways 

	Discussion 
	Materials and Methods 
	Sample Collection and Processing 
	ct-miRNA Profiling Data Processing 
	Statistical Analysis 

	References

