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Abstract: Metronomic chemotherapy (mCHT), defined as continuous administration of low-dose
chemotherapeutic agents with no or short regular treatment-free intervals, was first introduced to the
clinic in international guidelines in 2017, and, since then, has become one of the available strategies
for the treatment of advanced breast cancer (ABC). Despite recent successes, many unsolved practical
and theoretical issues remain to be addressed. The present review aims to identify the “lights and
shadows” of mCHT in preclinical and clinical settings. In the preclinical setting, several findings
indicate that one of the most noticeable effects of mCHT is on the tumor microenvironment, which,
over the last twenty years, has been demonstrated to be pivotal in supporting tumor cell survival
and proliferation. On the other hand, the direct effects on tumor cells have been less well-defined.
In addition, critical items to be addressed are the lack of definition of an optimal biological dose
(OBD), the method of administration of metronomic schedules, and the recognition and validation of
predictive biomarkers. In the clinical context—where mCHT has mainly been used in a metastatic
setting—low toxicity is the most well-recognised light of mCHT, whereas the type of study design, the
absence of randomised trials and uncertainty in terms of doses and drugs remain among the shadows.
In conclusion, growing evidence indicates that mCHT is a suitable treatment option for selected
metastatic breast cancer (MBC) patients. Moreover, given its multimodal mechanisms of action, its
addition to immunological and targeted therapies might represent a promising new approach to
the treatment of MBC. More preclinical data are needed in this regard, which can only be obtained
through support for translational research as the key link between basic science and patient care.

Keywords: metronomic chemotherapy; breast cancer; safety

1. Introduction

Metronomic chemotherapy (mCHT) refers to the minimum biologically effective dose
of a chemotherapeutic agent able to induce antitumor activity when given as a continuous
dosing regimen with no prolonged drug-free breaks. Standard-of-care chemotherapy,
instead, is based on administration of the maximum tolerated dose (MTD) of a drug(s)
given for several cycles, with prolonged drug-free breaks between administrations. Since
its inception, mCHT was perceived as a therapy to be used in very advanced or palliative
settings, especially in those cancers, such as breast cancer, for which more complex and
modern therapies are available and mistakenly considered more effective [1]. Despite the
difficult circumstances in which mCHT took its first steps, it soon became evident that it
had some peculiar properties, mainly related to its various mechanisms of action, and that
these properties could be exploited to optimise the sequencing of treatment.

For clinical application, mCHT was first introduced in international guidelines in
2017. The International Consensus Guidelines for advanced breast cancer (ABC) stated
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that “Metronomic ChT is a reasonable treatment option for patients not requiring rapid tumour
response. The better studied regimen is CM (low-dose oral cyclophosphamide and methotrexate);
other regimens are being evaluated (including capecitabine and vinorelbine). Randomised trials are
needed to accurately compare metronomic ChT with standard dosing regimens”. Clinical evidence
gathered at that time, despite this being in early stages of development, supported a strong
recommendation that the benefits outweighed the risks and harms even in the absence
of randomised studies. A consensus on the published statement was reached by 88% of
the panelists.

Since that point, mCHT became one of the strategies available for the treatment of
ABC, even though the story of the treatment remained bedecked with lights and shadows.
A significant concern is a lack of connection between laboratory data and the clinic: trial
design has mainly been based on clinical outcomes without corresponding translational
research aims or has been constrained by the very small number of patients enrolled.
Improved linkage between preclinical and clinical research could reduce the gap between a
correct diagnosis and the most favorable clinical outcome for the patient.

The purpose of the present review is to consider the lights and shadows of mCHT in
preclinical and clinical settings, with the aim of highlighting both the positives and the
missing aspects of this treatment approach.

With respect to preclinical research, we report data relating to the different mecha-
nisms of action and the validation of some biomarkers, seeking to distinguish between
established findings and work in progress, even though it is not always feasible to clearly
demarcate these.

Regarding clinical research, among the lights, given the generally reported low in-
cidence of severe side-effects related to mCHT, we decided to focus on these, together
with quality-of-life (QoL) data, when available. Among the shadows, we reviewed study
designs and end-points, and the presence of correlative biomarker studies, as these are
areas requiring further exploration.

Considering the significant number of publications which relate to metronomic strate-
gies in ABC patients, this review necessarily reports only key findings of research obtained
in preclinical and clinical settings.

2. Materials and Methods

For the purposes of this review, we considered crucial studies with fully published re-
sults, which reported data concerning side-effects, QoL, symptom control or all of these. To
better describe the toxicity of mCHT regimens, we included only studies that investigated
pure metronomic regimens, in which drugs were administered at low dose, continuously,
according to the definition of mCHT provided above [2]. We scanned databases using
PubMed for keywords (e.g., metronomic, breast cancer), and, by using filters for the years
2010 to the present), retrieved 247 results. We subsequently narrowed the field to clinical
trials and randomized clinical trials, producing 64 results. The choice of selecting only
papers published after 2010 was made due to the presence of different, and sometimes
exhaustive, reviews published around that time, including one from our group. Amongst
the clinical studies, we separately reported metronomic schedules with single or combina-
tion chemotherapy agents and metronomic schedules with chemotherapy agents combined
with different targeted therapies, focusing on ABC. Our choice was informed by the lack
of clinical trials in the early period, except for two which had enrolled a small number
of patients.

For preclinical data, we conducted a literature search on PubMed and Web of Science
using the terms “preclinical model of breast cancer and metronomic chemotherapy” and
“mechanisms of action and biomarkers and metronomic chemotherapy” and selected the
most relevant studies from 2000 to 2022. From the entire literature search, we retrieved
110 results, 67 of which were regarded as potentially relevant, 45 of which, in turn, were
retained and fully reviewed.
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3. Results
3.1. Preclinical Setting Lights

During the last twenty years, significant advances have been made in the under-
standing of the biology of cancer, including the interaction of tumour cells with their
microenvironment. Several points of intervention for its treatment have emerged. For
example, the importance and the mechanism of action of specific drugs have been high-
lighted, and it has also been understood that the way these molecules are administered—the
dose and schedule—is very important [3], leading to the recognition of the importance of
mCHT. Several mechanisms of action of mCHT have been identified, which include: (i) the
prevention of tumour angiogenesis; (ii) direct effects on cancer cells; (iii) the induction of
cellular senescence; and (iv) modulation of the immune system—with which the tumour
cells interact directly—and of adjacent stromal cells. However, several challenges remain,
particularly in terms of determining the mechanisms of action and identifying predictive
biomarkers to identify those patients who will most benefit from mCHT.

We report what, in our opinion, can be considered “lights”—mechanisms and biomark-
ers that are well-documented for mCHT—and “shadows”, i.e., areas that require further research.

3.1.1. Mechanisms of Action

Tumour-associated angiogenesis is defined as the sprouting of new micro-vessels from
pre-existing ones; these new blood vessels can support tumour growth. However, neo-
angiogenesis can also arise from cells recruited from the bone marrow, or that differentiate
from cancer stem cells, in a process called “vascular mimicry” [4].

In recent years, research in this field has focused on understanding how different
therapies act to prevent or block angiogenesis, mainly by inhibiting VEGF, which is the
signal gradient towards which the growing vascular sprouts move. The anti-angiogenic
effect of anticancer drugs at the MTD preferentially impacts proliferating endothelial cells
(ECs), some of which participate in the germination of new tumour micro-vessels. Unfortu-
nately, these effects are reversed during the two to three week pauses between subsequent
treatments, as occurs with standard chemotherapy schedules. The anti-angiogenic stimulus
of chemotherapy appeared to be improved when drugs were administered metronom-
ically, in small doses, on a frequent schedule (daily, several times a week, or weekly),
and continuously for prolonged periods, as shown in xenotransplant models, including
for drug-resistant tumours [2]. Klement et al. established that orthotopic xenografts of
human breast cancer responded significantly to continuous low-dose chemotherapy regi-
mens when used in combination with a second anti-angiogenic drug, i.e., anti-VEGFR-2
antibodies, which led to inhibition of tumour angiogenesis and reduced tumour size [5].

To determine the sensitivity to angiogenic therapy of primary orthotopic breast cancer
xenografts compared to distant metastases, Bridgeman and colleagues evaluated histologi-
cal data, in which primary tumours exhibited intense angiogenesis while lung metastases
did not. In the lungs, there was evidence of “vessel co-optation”, which is the capturing
of existing vessels by tumour cells—particularly in a vascular-rich organ like the lung—
migrating along the vessels of the host organ, thus supporting the metastatic process. These
data confirmed the previous findings of Pezzella in 1996, who was the first to demonstrate
the ability of cancer cells to enlist existing vessels to feed the growing tumour. Pezzella also
suggested that the co-optation of the vessel constituted a mechanism of intrinsic resistance
or a means of lowering the response to anti-angiogenic drugs.

Cancer cells, particularly those from highly metastatic tumours, are also capable of
vasculogenic mimicry to escape anti-angiogenic therapy. Cancer cells can differentiate and
enhance EC-like characteristics by expressing VE-cadherin and ephrin A2. This process is
associated with increased tumour invasiveness and relapses [6].

Various preclinical studies have indicated that proliferating microvascular ECs repre-
sent the primary targets when tumours are treated with mCHT. Low-dose chemotherapy
directly affects the tumour vessel through growth arrest and apoptosis of activated ECs.
mCHT inhibits the expression of pro-angiogenic factors, such as VEGF, VEGFR2, bFGF, and
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SDF1, and induces the production of angiogenesis inhibitors, such as thrombospondin-1, in
both stromal and cancer cells, platelet factor-4, and endostatin. Moreover, mCHT induces
apoptosis in circulating ECs and inhibits endothelial progenitor cell (EPC) mobilisation [7,8].
In addition, combined treatment of anti-angiogenic and cytotoxic drugs synergistically ham-
pered tumour progression and prolonged survival in tumour-bearing animal models [9,10].
An interesting study evaluated the molecular mechanisms of topotecan administered in
mCHT mode, alone or in combination with pazopanib (an antiangiogenic tyrosine kinase
inhibitor), in primary and metastatic orthotopic models of triple-negative breast cancer
(TNBC); the impact of hypoxic conditions was also examined. The combination of metro-
nomic topotecan and pazopanib significantly improved antitumor activity compared to
monotherapy with both drugs, and prolonged survival, even in the context of advanced
metastatic cancer, with important changes in tumor angiogenesis, tumor cell proliferation,
apoptosis, HIF1a levels, and HIF-1 target gene expression [11].

Together, these data suggest that mCHT impacts on the altered blood flow of tumour
vessels through their functional normalisation, rendering the delivery of anticancer drugs
to the tumour more effective. Tumour vessel normalisation represents an emerging concept
for mCHT-based tumour treatment.

The modulation of the immune system directly affects tumour cells and adjacent
stromal cells [12] and the effect of chemotherapy on these components has been studied
in different experimental settings. For example, the Kerbel group performed a preclinical
study using an orthotopic model of syngeneic murine TNBC (EMT6/P) treated with the
immune checkpoint inhibitor anti-CTLA4. The use of the monoclonal antibody partially
inhibited tumour growth and this inhibitory effect was increased when the anti-CTLA4
antibody was combined with a low-dose cyclophosphamide (CTX) regimen, but not when
the anti-CTLA4 antibody was combined with high-dose injection of CTX plus a low oral
dose of CTX [13]. These results were further corroborated and expanded when the authors
compared three different CTX protocols for anti-cancer efficacy in three murine breast
cancer models. In an EMT6/P model, three different CTX regimens were studied: the
MTD protocol, a low dose daily/continuous oral metronomic CTX, and medium dose
intermittent CTX (CTX140 1g6d regimen) where the drug was injected in a medium dose,
every six days. The latter protocol was more effective in inhibiting primary tumour growth
than the MTD or continuous oral low daily dose CTX. In addition, CTX140 1q6d also
produced anti-cancer results by stimulating the innate and adaptive immune systems. In
fact, CTX140 1q6d upregulated PD-L1 expression on CD45+ and CD45— cells within the
tumour microenvironment. Consistent with these preclinical data, a clinical study reported
that therapy with an mCHT schedule in TNBC-patients expressing higher levels of PD-
L1 in the tumour microenvironment resulted in better responses [14]. Orecchioni et al.
investigated the effects of mCHT VNR, CTX and 5-FU, alone or in combination with
checkpoint inhibitors, on the circulating immune cells of mice injected in the mammary fat
pad with 4T1 TNBC cells. They found a synergistic effect in reducing circulating T, B, and
NK cells when chemotherapy was given with anti-PD-L1. Notably, they observed that the
reduction in the different immune cells triggered by mCHT in peripheral blood was not
mirrored by a similar decrease in the intratumoral immune cell infiltrate [15].

Figure 1 describes the main mechanisms of action of mCHT.
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Mechanisms of action of metronomic chemotherapy

Anti-angiogenesis
* Targeting tumor ECs
+ Inhibiting pro-angiogenic factors: VEGE, VEGFR-2, bFGF
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*Reducing the number of CSCs +Inhibiting the tumour-stromal activation

*Inducing tumor cell senescence

Figure 1. Mechanisms of action of metronomic chemotherapy (mCHT). The beneficial effects of
mCHT are mediated by the inhibition of angiogenesis, the direct inhibition of tumour cell prolifera-
tion, and the stimulation of the immune system. Inhibition of angiogenesis plays a fundamental role
in mCHT. The anti-angiogenic effects include direct inhibition of endothelial cells (ECs) proliferation
via inhibition of pro-angiogenic factors, such as vascular-endothelial growth factor (VEGF), vascular
endothelial growth factor receptor 2 (VEGF-R2), basic fibroblast growth factor (bFGF), and upregula-
tion of endogenous angiogenic inhibitors, such as Thrombospondin 1 (TSP-1) endostatin, and platelet
factor 4 (PF4), and inhibition of endogenous endothelial progenitor cells (EPCs) mobilization. Direct
cytotoxic effects on tumor cells and decreased cancer stem cells (CSCs) population are also observed.
mCHT also stimulates anticancer immunity by increasing cytotoxic activity of immune cell effectors
and by inhibiting tumour-stromal activation. Figure created with BioRender.com.

3.1.2. Biomarkers

In the last decade, considerable efforts have been made in the preclinical setting to
identify valuable biomarkers that could be used to stratify breast cancer patients and
monitor the effectiveness of the mCHT regimen [16,17]. Potential biomarkers have been
studied to demonstrate, for example, its anti-angiogenic action. They include circulating
blood biomarkers, such as VEGF, angiopoietin, thrombospondin %(TSP-l /2) and circu-
lating ECs [7,18], polymorphisms of a single nucleotide (e.g., VEGF, IL6, IL8) [19], and
immunohistochemistry (e.g., VEGF and TSP-2). Techniques applied have also included
functional imaging (e.g., dynamic contrast-enhanced magnetic resonance imaging or dy-
namic contrast-enhanced computed tomography) [20] and laser speckle flowmetry to
evaluate the efficacy of mCHT CTX treatment in tumor shrinkage and tumor vasculature
response [21]. More recently, it has been shown, in a preclinical study of patient-derived
xenografts (PDXs) from CDK12HIGH and CDK12LOW human breast cancers, that CDK12
overexpression can predict response to metronomic methotrexate-based therapy. In addi-
tion, a retrospective analysis of lymph-node-positive breast cancer patients, randomized
to receive metronomic cyclophosphamide plus methotrexate (CM) chemotherapy or no
chemotherapy after completion of standard adjuvant treatments, confirmed CDK12 expres-
sion as a valuable biomarker in breast cancer patients [22].
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3.2. Preclinical Setting—Shadows
3.2.1. Mechanisms of Action

Preclinical and clinical evidence suggests a direct effect of mCHT on cancer cells [1].
For instance, it has been shown that protracted exposure to paclitaxel (PTX)—a taxane
usually administered to treat breast cancer—induced a stronger cytotoxic effect than a
short exposure, indicating that dose and duration are essential factors in the anticancer
activity of PTX in human cancers, and prolonged exposure might increase this effect [12].
Recently, Roy et al. documented the efficacy of methylglyoxal, a highly reactive glycolytic
metabolite, on breast cancer stem cells, and that its combination in an mCHT schedule
with doxorubicin or cisplatin enhanced cytotoxicity towards MCF-7 and MDA-MB-231 cell
lines [23].

Salem et al., demonstrated that low doses of the muscarinic agonist carbachol, com-
bined with PTX, reduced MCF-7 cell growth in vitro, likely via down-regulation of the
cancer stem cell population [24]. Recently, we confirmed that the mechanism of action
of anticancer agents, such as 5-fluorouracil (5-FU) and vinorelbine (VNR), can be signif-
icantly different when given metronomically compared to administration following an
MTD schedule [25]. We showed that, in TNBC cells, metronomic combinations of VNR and
5-FU could inhibit cell growth by inducing apoptosis and autophagy, and by significantly
increasing cellular senescence [25]. Many studies have demonstrated effects of senescence,
which may be involved in cancer prevention but also in its aggressiveness. There is both
light and shadow with respect to the role of senescence in cancer. Additional studies are
necessary to better understand the role of senescence in cancer and assess whether it is
beneficial or detrimental for patients.

Considering the different effects of the combinatorial regimens of mCHT, it is reason-
able to assume that further mechanisms remain to be discovered.

3.2.2. Biomarkers

Several biomarkers have been studied in TNBC to identify new actionable targets [26].
Among them FGFR1 amplification (the most frequent aberrancy implicated in tumorige-
nesis) was found in 18-33% of samples. Notably, antibodies against the different FGFR
isoforms are already being tested in different preclinical settings with good efficacy. There-
fore, the combination of anti-FGFR antibodies with mCHT might also be envisioned for the
future. Remarkably, it has already been shown in preclinical studies on TNBC cells that
when PD-1 mAbs are combined with metronomic-PTX treatment, the efficacy of anti-PD-1
is improved. These studies attempted to respond to a clinical need, i.e., the unsatisfactory
effect of PD-1/PD-L1 monoclonal antibodies used alone [27]. In another study, the authors
analyzed the immunomodulatory effects of EphA2-ILs-DTXp, a targeted nanoliposomal
taxane, in combination with checkpoint inhibitors. They found, in an EMT-6 breast cancer
model, that metronomic dosing of docetaxel improved tumour growth suppression by
increasing the activity of CD8+ T cells [28]. Earlier, Francia et al. showed, in Her-2-positive
human metastatic breast cancer xenografts, that the efficacy of trastuzumab was enhanced
when combined with metronomic low-dose CTX [29]. Recent preclinical studies have used
CTX combined with other drugs to treat breast cancer with varying success [30].

Significant attention has also been paid to the identification of non-invasive imag-
ing markers of response to chemotherapy treatment [31]; for example, therapy-induced
responses, including apoptosis and proliferation, have been traced in preclinical cancer
models using label-free optical imaging techniques, such as spatial frequency domain
imaging [32].

Another important aspect that deserves attention concerns the optimal biological
dose (OBD) of drugs, defined as the smallest effective dose that causes the highest tumour
volume shrinkage with no or minimal toxicity. Several preclinical models have been used to
evaluate the toxicological and biological effects of treatments, although none is considered
perfect for determining drug OBD. For this reason, to obtain accurate results, it is important
to select the most suitable preclinical model to study. In a pioneering paper, Shaked and
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colleagues [33] identified the OBD of various mCHT regimens in four different preclinical
cancer models, including breast cancer. Each OBD obtained by the authors was associated
with the highest reduction in circulating VEGFR2-positives

Critical issues remain to be addressed regarding the administration of metronomic
schedules and the recognition and validation of predictive biomarkers. These aspects
were underlined in a recent study [34] in which the authors highlighted the importance of
the pharmacokinetic effects of mCHT, which are often overlooked, even though they are
of fundamental significance, considering the implications of this understanding for both
preclinical research and the design of clinical trials.

Overall, solid and reliable biomarkers (i.e., diagnostic, predictive) are still needed to
predict which patients are more likely to benefit from mCHT.

A summary of the mechanisms of action and biomarkers that have been established
(lights) and those that need further investigation (shadows) related to mCHT are outlined
in Figure 2.

Lights Shadows

Mechanisms of action

» <&
»> <

*  Reduce endothelial cell proliferation | - Inhibits cancer stem cells

+ Induces apoptosis in CECs - Cytotoxic effect on cancer cells

« Inhibits EPCs mobilization - Increases cellular senescence
+  Restores anticancer response immune | - Effect of combined drugs
+ Inhibits tumor-stromal activation

= Biomarkers <
« VEGF - Inhibition of FGFRs
» Angiopoietin - Identification of cellular markers of
-« TSP-1 proliferation and apoptosis by

»  Polymorphisms of a single nucleotide
e.g. VEGF and TSP-2

non-invasive imaging

Figure 2. The scheme summarises the mechanisms of action and biomarkers that have been deter-
mined (highlights) and those that need further investigation (shadows) related to mCHT. Circu-
lating endothelial cells (CECs); endothelial progenitor cells (EPCs); vascular endothelial growth factor
(VEGF); thrombospondin-1 and -2 (TSP-1, and TSP-2); fibroblast growth factor receptors (FGFRs).

3.3. Clinical Setting—Lights

Breast cancer was the first type of tumour investigated for application of mCHT.
In patients with ABC, the main goals remain QoL improvement and disease symptom
reduction, rather than tumour response. In this context, mCHT provides an excellent
alternative to conventional chemotherapy, especially considering the low incidence of
side-effects. The most studied drugs are CTX, methotrexate (MTX), VNR and capecitabine
(CAPE), alone, or combined with other chemotherapy agents or targeted therapies.

3.3.1. mCHT Alone

As highlighted in different reviews, CTX was the first and is the most studied drug,
usually administered at a continuous dose of 50 mg/day. The metronomic dose used in
several clinical trials was set, on an empirical basis, to be 50 mg p.o. daily [35]; subsequent
steps included, first, the addition of MTX [24] and, subsequently, of biological agents.

Different trials [36-38] have studied metronomic CTX in ABC patients, mostly in
those heavily pre-treated using several lines of treatment. Overall, Grade 3 leukopenia
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and neutropenia, ranged between 3-10% of patients, whereas Grade 4 was reported in
approximately 4% of patients.

A retrospective analysis [36] of 61 patients with endocrine-resistant ABC who already
received two lines of chemotherapy treated with oral CTX at the dose of 50 mg/day
(Cohort 1, N = 22) or CTX at the same dose, together with MTX 2.5 mg orally twice a
week (Cohort 2, N = 39), reported Grade 3 leukopenia in 5% of the cases treated with
CTX alone and 3% of cases in those treated with CTX + MTX. All other toxicities, such as
nausea/vomiting, mucositis and diarrhoea were Grade 1 or Grade 2. Symptom control was
achieved in 54% of the cases.

Similar results were described by Lu et al. [39], who retrospectively reviewed data
regarding the efficacy and safety of CTX+MTX in 186 ABC patients. The authors reported a
very good safety profile for this combination; the incidence of any grade of leukopenia and
neutropenia was 0.6%. Other toxicities, specifically, nausea and AST/ALT elevation, which
were mostly related to MTX, were below 10% (7.1% and 3%, respectively).

The combination of CTX with etoposide was explored by Mutlu et al. [38] in a retro-
spective analysis of 77 heavily pre-treated ABC patients. The patients received continuous
oral CTX at a dose of 50 mg/day and oral etoposide given as 50 mg twice a day for two
days per week. The toxicities related to mCHT were low and mainly haematologic: G3 and
G4 leukopenia were reported in 10.4% and 3.9% of the cases, respectively, and G3 and G4
thrombocytopenia in 2.6 and 0% of cases, respectively. No Grade 4 emesis was observed.
In this study, the addition of etoposide, a drug with well-known haematologic toxicity,
slightly increased the incidence of haematologic events, which was usually very low, as
described above.

Another much-studied drug is VNR, alone, or, most commonly, in combination with
CAPE, CTX, or both. Despite the availability of Phase 1 trial data [40], which, for VNR,
suggested a recommended dose of 50 mg thrice a week when used as a single agent, some
trials tested alternative schedules, such as 30 mg/day, without interruptions. This schedule
was studied in a multicentre, open-label, single-arm study which enrolled nine patients
and was closed early due to one Grade 5 toxicity (febrile neutropenia) [41].

Many more studies have explored the combination of VNR with CAPE, CTX, or
both [42]. One of the most extensive studies conducted considering combinations of differ-
ent metronomic drugs was that undertaken by Montagna et al. [42]; a total of 43 patients
in a naive group and 65 in a pre-treated group received 40 mg VNR thrice a week plus
500 mg CAPE thrice a day, together with CTX at a dose of 50 mg/day (VEX), administered
continuously. Among the considerable strengths of this study was the prospective design,
enabling corroboration of evidence that the incidence of side-effects with mCHT is very low;
the most frequent G3 treatment-related adverse events were neutropenia (5%), increase in
transaminases (5%) and hand and foot syndrome (7%).

Similarly, the XeNa trial [43] reported a lower incidence of some severe adverse events
in the metronomic group compared with the standard regimen (fatigue: 9.7% vs. 17.2%).
This was a large, randomised Phase 2 study that enrolled 120 Her2- ABC patients; the
patients were randomised to receive either the standard schedule of VNR (60 mg/m? day
1+day 8 in the first cycle, followed by 80 mg/m? day 1+ day 8 in the following cycles) or
metronomic VNR 50 mg three times a week. Capecitabine 1000 mg/m? twice a day for
days 1-14 was administered in both groups.

Finally, Krajnak et al. [44] retrospectively analysed 35 MBC patients treated with a
combination of CTX 50 mg daily and MTX 2.5 mg every second day; discontinuation due
to adverse events occurred in 9% of the patients, whereas only 11% of the patients stopped
MTX, mainly due to gastro-intestinal toxicity.

Our own research on mCHT has comprised different studies over the years, starting
with the VICTOR-1 study [45], which established the maximum tolerated dose (MTD) of
VNR as 40 mg thrice a week in combination with fixed doses of CAPE (500 mg thrice a day);
these results were subsequently confirmed in the multicentre VICTOR-2 study [46], and
reinforced in the VICTOR-6 real-world study [47]. In all these studies, we only observed
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mild (Grade 1-2) toxicities (Grade 1-2: nausea/vomiting 15.4%; hematologic effects 14%,
diarrhoea 12%), even in the large population analysed in the VICTOR-6 trial (600 patients),
or subgroups of patients, such as those aged over 75 years.

Keeping in mind that the main aim in the treatment of ABC patients is the improve-
ment of OS, the duration of the clinical benefit produced by a defined regimen is a crucial
element: Montagna et al. [48] recently analysed data for their cohort of ABC patients en-
rolled in a clinical trial of mCHT (VNR + CTX + CAPE), reporting a PFS rate at three years
of 25.4%. The main Grade 3—4 adverse event observed was hand-foot syndrome (7%), with
no evidence of specific or more important, cumulative or delayed toxicities with mCHT,
which was confirmed as a very well-tolerated strategy.

3.3.2. mCHT in Combination with Targeted Agents

Many other authors have investigated the combination of CTX + MTX with other
anti-cancer agents, such as the VEGFR inhibitor vandetanib (VAN) [49], and non-anticancer
drugs, such as thalidomide [50], dalteparin and prednisone or idiotype vaccine; however,
outcomes showed non-significant therapeutic improvements. Due to its safety profile
and the ease of administration, mCHT has been studied in combination with different
targeted agents, mainly anti-Her2, anti-VEGEF or tyrosine-kinase inhibitors (TKIs). Although
the combination with targeted agents has led to a renewed interest in mCHT, the side-
effects related to biological drugs partially cancel the significant advantage in terms of
toxicity provided by this modality of administration. Nevertheless, these combinations
represent an alternative to CHT standard-dose regimens and are of especial value for frail
or elderly patients.

mCHT in Combination with Anti-HER2 Agents

The largest and most well-conducted study regarding the combination of mCHT with
anti-HER?2 agents was carried out by Wildiers et al. [51] in frail ABC patients, defined by
age (70 years or older and 60 years or older) but without the presence of comorbidities.
Patients were randomized to receive metronomic oral CTX 50 mg per day plus trastuzumab
and pertuzumab, or trastuzumab and pertuzumab alone at standard doses. The most
frequent grade 3—4 adverse events in the mCHT arm were hypertension (12%), diarrhoea
(12%), dyspnoea (10%), fatigue (5%), pain (5%), and a thromboembolic event occurred in
10% of the patients. CTX discontinuation was necessary for 22 patients (54%). Grade 3
adverse events were heart failure (5%), diarrhoea, fatigue, pain and anorexia (5% for each
of the four adverse events). The incidence of these events was very similar to that reported
in the control arm and were more likely to have been related to the anti-HER2 agents
rather than mCHT. This study was one of the few that analysed patients’ quality of life [52].
The authors assessed HRQoL using the EORTC QLQ-C30 and the EORTC Elderly specific
module QLQ-ELD14 at baseline, and weeks 9, 27, and 52. The primary HRQoL domains
were global health status/QoL scale (GHQs), fatigue and pain. No statistically significant
differences in terms of HRQoL domain changes were detected over time between the
two treatments.

Other authors [53] investigated the combination of mCHT (VNR 40 mg thrice a week),
in combination with trastuzumab, reporting very few adverse events, the most important
being neutropenia, which was observed in 10% of the patients.

mCHT in Combination with Anti-Angiogenic Drugs

The combination of mCHT with anti-angiogenic agents is probably one of the most
promising associations, particularly when CTX is part of the regimens, given that its
peculiar anti-angiogenic properties have been demonstrated in preclinical [13] and clinical
settings [54-57]. As already illustrated above, mCHT inhibits circulating ECs and EPCs,
and modulates pro- and anti-angiogenic molecules, such as VEGF, thrombospondin-1 and
VEGFR2, amongst others [58].

Different drugs have been tested in combination with bevacizumab (the monoclonal
antibody against VEGF-A), with CTX being the most used at a dose of 50 mg/day, in
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combination with either CAPE [54,56] or MTX [55]. Grade 3 or 4 adverse effects that
occurred in the trials were hypertension, leukopenia, neutropenia and transaminitis. One
study [54] explored, together with efficacy, the relationship among circulating ECs and
circulating EPCs and the response and outcomes of the patients.

Similar toxicities were observed in a Phase III study which randomized ABC patients
to receive bevacizumab with either PTX (arm A) or daily oral CAPE-CTX (arm B, CAPE
500 mg x 3/daily + CTX 50 mg/day) as a first-line treatment [56]. A major strength
of this study was the direct comparison between mCHT and standard chemotherapy
in terms of QoL evaluation, which considered physical well-being, measured by self-
assessment questionnaire. The questionnaire included indicators of physical well-being,
mood, coping effort, overall treatment burden, health perception, appetite, tiredness, hair
loss, nausea/vomiting, and numbness/tingling in the hands/feet. The incidence of primary
endpoint-defining adverse events was similar between the two arms (25% vs. 24%; p = 0.96);
17 patients stopped treatment because of unacceptable toxicities, 12 (17%) in the standard
CHT arm and 5 (7%) in the mCHT arm. Although the study failed to meet its primary
endpoint, it provided important information regarding the QoL of ABC patients treated
with mCHT; these reported substantially less hair loss (p < 0.0001) and less numbness with
increasing time (p < 0.01) than those treated with standard CHT, and a tendency toward a
lower overall treatment burden (p = 0.11).

Considering that different mechanisms account for the anti-angiogenic effect of mCHT,
such as the selective inhibition of proliferation and/or induction of apoptosis of activated
endothelial cells, the selective inhibition of endothelial cell migration, increase in the
expression level of TSP-1 and sustained decrease in the levels and viability of bone marrow-
derived EPCs, other authors have tested mCHT in combination with celecoxib, sorafenib,
and vandetanib.

Together these studies indicate that the combination of mCHT and anti-angiogenic
agents is feasible, with a slight increase in toxicities, mainly related to the anti-angiogenic
drug; in our opinion, what is missing in this area is a systematic, prospective collection
and analysis of biomarkers, which could definitively validate the principal mechanisms of
action of mCHT.

mCHT in Combination with other Targeted Agents

Different combinations of mCHT have been explored to date including with cele-
coxib [59,60]), sorafenib [61], veliparib [62,63] and some others.

Perroud et al. postulated that the high expression in BC of the prostaglandin synthase
enzyme cyclooxygenase-2 (COX2) could be a reasonable basis to combine metronomic
CTX with the anti-COX2 agent celecoxib. These authors also evaluated many different
biomarkers of angiogenesis, such as VEGEFE, TSP-1 and others, as well as QoL. Together with
an excellent safety profile, specifically, the absence of G3 adverse events, the authors, when
investigating biomarkers of angiogenesis, observed a decrease in VEGF concentration,
whereas TSP-1 did not change significantly over the period, nor did the percentage of
circulating EPCs and ECs. The authors also evaluated quality of life using the FACT-B
questionnaire, reporting a marginally significant increase in functional well-being and a
significant increase in additional concerns.

The same authors [60] investigated the combination above in a larger set of ABC
patients, confirming the toxicity profile.

Another interesting combination of letrozole 2.5 mg/day plus CTX 50 mg/day and
sorafenib every fifth day at a dose of 400 mg bid was explored as neoadjuvant treatment in
a cohort of 13 early BC patients [61]. These authors also evaluated the expression of some
biomarkers, such as VEGF-A and CD31, reporting a significant reduction at Day 14 and at
definitive surgery in comparison to baseline. In contrast, a reduction in VEGF-A expression
was detected only when comparing levels at the time of surgery with baseline. The
authors also demonstrated that the concentration of sorafenib was not affected by dosing
in combination with CTX, whereas mean plasma concentrations of CTX were significantly
lower following concomitant administration of sorafenib and letrozole compared with
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concomitant administration of letrozole alone. The toxicity of this combination was notable
and would be incompatible with clinical practice. The advantages of this study included
the comprehensive evaluation of different parameters, such as ®FDG-PET changes over the
time, which showed a significant reduction in SUV uptake at the surgery in comparison to
baseline in all patients and for all biomarkers (i.e., CD31 significantly suppressed; VEGF-A
expression significantly suppressed in response to treatment).

Finally, one of the most intriguing combinations tested is that of mCHT with poly
[ADP-ribose] polymerase (PARP) inhibitors (PARPi). The rationale for this combination
relies on the activity of PARPi in mutated BRCA patients, which can increase the DNA
damage caused by chemotherapy; moreover, considering that these agents are administered
orally, they could be paired with mCHT in an all-oral regimen.

Veliparib was investigated in combination with CTX in two different studies, one of
which was a Phase 1 trial, [62,63], in different cohorts of heavily pre-treated TNBC patients.
Overall, the combination did not improve the activity of CTX as a single-agent in the
comparison study, though toxicity was acceptable and Grade 3—4 event percentages were
below 10%.

Considering the high potential of combining low-dose, oral therapies with subcutaneous
formulations of some anti-HER?2 agents (e.g., trastuzumab, pertuzumab /trastuzumab), with
novel and more potent oral TKIs, such as neratinib or tucatinib, or with novel therapies,
further studies should be undertaken which aim to clarify: (1) the best mCHT backbone
for targeted therapy; (2) the most appropriate drugs to enhance the biological activity
of chosen interventions; and (3) which biomarkers best reflect the biological effects of
drugs used in metronomic regimens. It would be beneficial for these future studies to
include QoL evaluation, patient adherence, and biomarker evaluation. In our opinion,
it is scientifically meaningless to continue to see published small, mostly retrospective,
collections of cases, instead of joining forces to design a prospective, academic study with
well-defined aims and end-points (including head-to-head comparisons, prospective QoL
evaluation, biomarker assessment, etc).

Table 1 summarises the toxicities observed in the main studies.

Table 1. Summary of toxicities observed in the main studies.

Author (Year)

Regimen Toxicity Grade 1-2 1 Toxicity Grade 3-4 1

Krajnak (2021) [41]

Wang (2021) [53]

Brems-Eskildsen
(2020) [43]

VNR 30 mg/day, continuously Increased AST/ALT 22%

VNR 40 mg 3/week + trastuzumab 6
mg/kg (loading dose)

Arm A: VNR 60 mg/m? day 1 + day
8 in the first cycle followed by 80
mg/m? day 1 + day 8 + CAPE 1000
mg bid x 14 days, Q21
Arm B: VNR 50 mg 3/week + CAPE
1000 mg bid x 14 days, Q21

Febrile neutropenia
(Grade 5)
Nausea 15%
Leukopenia 15%
Increased ALT/AST 15% Neutropenia 10%
Diarrhoea 10%
Peripheral neuropathy 10%
Arm A vs. Arm B
Diarrhoea 53.2% vs. 46.5%
Nausea 43.5% vs. 32.7%
Mucositis 40.3% vs. 41.4%
Fatigue 32.2% vs. 29.3%

Hand-foot 48.4% vs. 44.8%
Constipation 29% vs. 29.3%

Neuropathy 29% vs. 25.9%

Neutropenia 25.8% vs. 24.1% Fatigue 9.7% vs. 17.2%
Dyspnea 24.2% vs. 18.9%
Increased ALT/AST 20.9% vs. 17.2%
Joint affection 19.4% vs. 17.2%
Pain 19.3%
Leucopenia 16.1% vs. 13.7%
Fever 14.5% vs. 18.9%
Abdominal pain 14.5% vs. 17.2%
Back pain 11.3%
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Table 1. Cont.

Author (Year) Regimen Toxicity Grade 1-21 Toxicity Grade 3-4 !

Nausea/vomiting 15.4%

Cazzaniga (2019) . Hematologic 14.0% o
[64] Different schedules Diarrhoea 12% <10%
Fatigue 10.3%
Montagna (2022) VNR 40 mg 3/week + CTX 50 Hand-foot syndrome
[48] meg/day + CAPE 500 mg 3/day Not reported 7%
Leucopenia G1 13.3%
Perroud HA (2013) CTX 50 mg/daily + celecoxib 200 mg Thrﬁ;féggf;;gﬁ; 217 2070 y None
. . (o]
(591 bid Neutropenia G2 13.3%
Anaemia G2 26.7%
Alopecia 76.9%
Neutropenia 38.5%
Sensory neuropathy 38.5%
Weight loss 38.5%
Hand-foot syndrome 30.7%
Fatigue 30.7% Hand-f(;c;t ?)s()}/lndrome
Bazzola (2015) [61] Letrozolg 2.5 mg/da}y + CTX 50 mg + Rash 30.7 Yo ) Rash 69.3%
sorafenib 400 mg bid every 5th day Dehydration 30.7% Diarrhoea 46.1%
Anorexg 30.7% Dehydration 23%
Arthralgias 23%

Joint function 23%
Hypertension 15.4%
Mucositis 15.4%
Acne 23%

1 Reported if incidence > 10%.

As described in a recent review published by our group [1], this excellent toxicity
profile is associated with well-documented clinical activity in various types of cancer and
in ABC patients.

In a recently published systematic literature analysis [65], Lien et al. reviewed the
status of knowledge regarding mCHT across different types of cancer. They reported
that the main cancer types included in mCHT trials were breast (26.25%) and prostate
tumours (11.25%) and the main agent was CTX (43%). Differences in terms of adverse
event reporting were noted. Most of the studies used the NCI-CTCAE (any version) criteria,
while seven used the WHO criteria. The authors emphasized that, despite the differences in
reporting, mCHT was found to lead to low toxicity rates; in particular, no toxicity affected
more than 6% of all pooled patients. The availability of such a systematic literature review
compensates, to some extent, for the high heterogeneity observed in mCHT trials, at least
with respect to toxicity.

Finally, it is our opinion that one of the most important lights of mCHT was its role
during the COVID-19 pandemic. Even if the pandemic no longer represents an urgent
emergency for public health services, we believe that it has provided an important lesson
for the entire healthcare system, which should probably be reorganised in some areas to
address future emergencies. In this context, the low toxicity profile of mCHT, together with
its documented efficacy in some cancer types, above all ABC, should enable physicians
to continue to treat patients in settings other than hospitals, such as the home, reducing
admissions to hospital as much as possible.

3.4. Clinical Setting—Shadows

The prominent shadows regarding the use of mCHT in ABC patients include the
different regimens and schedules applied, even when the same drugs are used, the small
number of patients enrolled in the different trials, the retrospective design of most studies,
and the almost complete absence of prospective randomized trials. The only randomized
trial available to date has been the XeNa trial, which has some limitations, above all, the
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study design, which was not set up to provide a direct comparison between the two arms,
and the use of a non-metronomic schedule for CAPE, which affected the toxicity results
obtained. These are only some of the issues that require to be addressed to ensure that
mCHT can be applied as a therapeutic strategy.

The need for an empirical basis for determining the optimal OBD and in monitoring the
therapeutic activity of the drugs used in a metronomic schedule is a crucial point; for those
drugs, such as CTX which is associated with a precise and known effect (angiogenesis), the
OBD can be easily determined by assessing the maximum reduction in viable peripheral
blood circulating VEGFR-2 or EPCs [66]. Monitoring of VEGFR-2 blood levels during
treatment can also be easily achieved, as a useful dynamic biomarker to evaluate the
response. Unfortunately, not all the drugs used in the different metronomic schedules
are clearly associated with a precise mechanism of action, and not all the mechanisms
are evaluable by a specific biomarker. For example, the well-known effect on T-reg down
regulation observed with some metronomic schedules is only a partial and incomplete
expression of the immune system stimulation.

In our opinion, the main limitation remains the absence of randomised studies for
the vast majority of combinations and settings: fortunately, some trials [60] have filled this
gap and some others are due, such as TEMPO BREAST (EudraCT number 2014-003860-19),
which compared iv vs. a metronomic oral formulation of VNR as the first-line of treatment
in 164 HR + /HER2-ABC patients randomly assigned to one of two treatment arms, and ME-
TEORA (NCT02954055), a multi-center, randomised phase II trial that randomised women
with ER-positive, HER2-negative (human epidermal growth factor receptor 2-negative)
metastatic or locally relapsed breast cancer in a ratio of 1:1, to receive a metronomic regimen
of VNR plus CTX and CAPE, or the conventional paclitaxel monotherapy, the results for
which are awaited soon.

Another important shadow is the almost total absence of QoL evaluation, even in
trials that enrolled large populations of ABC patients; this has been performed sporadically
but, unfortunately, was not planned for in most of the prospective studies.

4. Discussion

mCHT for the treatment of breast cancer treatment started slowly at the beginning of
the 2000s; at that time, most physicians believed that it was nothing more than a palliative
therapy, confining its use to very late stages in care.

With increasing evidence coming from scientists all around the world who tested
mCHT in single arm, proof-of-concept studies in cancers different from breast (e.g., lung,
prostate, paediatric, head and neck and ovarian cancers, glioblastoma), it became evident
that mCHT could play a different role.

Even after many years of clinical use, especially as part of treatment of ABCs, the use
of mCHT remains a matter of debate in the scientific community. Physicians are divided
between those who have adopted it in their clinical practice, based mainly on its safety
profile, and those who remain fierce opponents, citing many different reasons. Research
is required to look deeper into developing strategies to improve the efficacy of drugs and
significantly reduce toxicity.

In this paper, we have reviewed the available data regarding mCHT in ABC patients,
seeking to highlight the lights and shadows of this strategy. Among the “lights” of mCHT,
we considered the safety profile of the different drugs as options for treatment of ABC
patients, alone or in combination with targeted agents, and the data regarding QoL. As
well covered in the literature analysis by Lien et al. [65], despite differences in reporting,
mCHT has been found to lead to low toxicity rates, in particular no toxicity affected more
than 6% of all pooled patients. This represents, in our opinion, the brightest light of mCHT.

In the preclinical setting, we evaluated as “lights,” the well-described mechanisms
that prevent or block angiogenesis, mainly by inhibiting VEGF and, to some extent, the
effect of mCHT immunomodulation.
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Among the “shadows”, we discussed the absence of prospective randomised trials,
the design and the end-points adopted in some studies, and the heterogeneity of existing
schedules, even for the same drug. Recently, Mishra-Kalyani et al. considered the role
of control arms in oncology [67]; they suggest that, even though randomised control
trials allow for a comparison of treatment arms with minimal concern for confounding by
known and unknown factors, in some situations, and for some strategies, a randomised
study is not feasible. These authors suggest that, when such designs are not possible, the
incorporation of external control data into the study design could get around the obstacle.
In the absence of the possibility of conducting prospective randomised phase 3 studies in
different settings of BC and for different populations (TNBC, Luminal, HER2 + ve), we
hope that this suggested shortcut will allow a definitive comparison between standard and
metronomic strategies.

From the preclinical point of view, the “shadows” are represented by all the aspects
still to be clarified, including the different factors that might facilitate the use of combi-
natorial regimens of mCHT. These include understanding of the mechanisms of action of
metronomic schedules and the recognition and validation of predictive biomarkers, which,
if identified, would provide valuable support for clinical application.

Our aim is to encourage readers to extend the amount of available data collected
on mCHT for the treatment of ABC patients and, perhaps, to push them to consider this
strategy in their clinical practice for some patients, in some emergency situations, or in
low- or middle-income countries, where a low-cost strategy, such as mCHT, might partially
rebalance disparities.

5. Conclusions

The efficacy of other agents in mCHT treatment combined with antiangiogenic treat-
ment should be investigated. An example of a promising approach is the use of Bruton’s
tyrosine kinase (BTK) inhibitors, such as ibrutinib, which was developed to treat several
blood cancers, but has recently been shown to act effectively in solid tumours [68,69]. These
drugs hit multiple targets and are associated with numerous expected outcomes. It has
already been shown that ibrutinib has an antimetastatic effect on MCF-7 cells by activating
the MAPK/NEF-kB/AP-1 pathway and inhibiting MMP-9 expression [70]; reducing the
viability of Erb2-positive (Erb2+) breast cancer cell lines by inhibiting the phosphorylation
of receptor tyrosine kinases ErbB1, ErbB2, ErbB3 [71]; inhibits xenograft tumour growth
by decreasing HER2, BTK, Akt, Erk, and increasing cleaved caspase-3 [72]; and affects
anti-tumour immunity by reprogramming myeloid-derived suppressor cells (MDSCs) to
mature DCs thus preventing tumour growth and metastasis, as demonstrated in a murine
model of breast cancer [73].

Preclinical models of breast cancer could be developed to gain a more in-depth un-
derstanding of the basis of resistance, relapse, or progression of mCHT therapy, as well
as to perform precise therapeutic tests of mCHT treatment by using mice with metastatic
disease or mice carrying patient-derived breast cancer tissue, to characterize and improve
the efficacy of antitumor combination therapies in vivo, as suggested by Kerbel [74].

From this extensive analysis focused on lights and shadows, we can conclude that
mCHT per se is not associated with severe toxicities, especially haematological or gastro-
intestinal effects, as detailed in the studies reported in this review, and as described in
other similar papers [75,76]. However, mCHT loses this advantage, which is peculiar to
this method, when different agents, with their related toxicities, or other chemotherapy
drugs administered at standard doses, are co-administered [43,59].

Considering that improvement in the QoL of ABC patients, by reducing treatment
toxicity, is one of the main goals of the Global Alliance Against Cancer, we strongly
believe that current strategies, such as immunotherapy, should be studied in association
with mCHT.
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Global efforts should be combined so as not to throw away such a precious amount of
data. More modern study designs should be used to clearly demonstrate if mCHT should
be incorporated into our current strategies for treatment.
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