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Metastasis manners and the underlying
mechanisms of ALK and ROS1 rearrangement lung
cancer and current possible therapeutic strategies
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The rearrangements of anaplastic lymphoma kinase (ALK) and the c-ros oncogene 1 (ROS1) have both been
important driving factors in non-small-cell lung cancer (NSCLC). They have already been defined in 3-5% of
NSCLC patients. ALK and ROS1 rearrangements are associated with unique clinical and pathological features,
especially patients are usually younger, with milder or never smoking history, and adenocarcinoma histology.
Also, they have both been found to contribute to the metastasis of NSCLC by cell migration and invasion. It has
recently been recognized that the brain can be considered as a primary site for metastasis in cancers with ALK
or ROS1 rearrangements. The present review summarizes the current status of NSCLC metastasis and possible
mechanisms based on available evidence, and then we list possible therapeutic strategies so that anincrease in
control of ALK and ROS1 rearrangement of NSCLC metastases by combination therapy can be translated in an
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1. Introduction

Compared with other types of cancer, lung cancer has the
highest morbidity and mortality." Cancer metastasis is
a complex process with multiple processes that make it one of
the most difficult aspects to understand in oncology. Metastatic
disease has become the main reason for the low survival rate of
non-small-cell lung cancer (NSCLC). Therefore, it is important
to understand the NSCLC metastasis process and its potential
invasion and migration pathways.>® Identifying targets that
inhibit lung cancer invasiveness and metastasis will help
develop new anti-lung cancer strategies.

Approximately 20-25% of advanced NSCLC, particularly
adenocarcinoma subtypes, have viable carcinogenic drive
mutations.* Activating mutations or translocations of the
anaplastic lymphoma kinase gene (ALK) have been identified in
several types of cancer, including NSCLC.* An additional
receptor tyrosine kinase (RTK) recently identified to be involved
in recurring gene rearrangements in NSCLC is c-ros oncogene 1
(ROS1), an orphan receptor whose physiologic functions are still
poorly understood.® ROS1-positive patients, representing
approximately 1-2% of NSCLC cases, tend to possess typical
clinicopathologic features similar to those described for ALK-
positive NSCLC patients.® One study showed that in Cauca-
sian patients, the common genetic alteration in advanced
NSCLC was KRAS mutations in approximately 29% of patients,
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increase in overall survival and prognosis.

epidermal growth factor receptor (EGFR) mutations accounting
for approximately 11%, ALK rearrangements accounting for
approximately 5%,” and mesenchymal-epithelial transition
(MET) mutations (exon 14) accounted for 4%,* and ROS1 rear-
rangement accounted for 1%.*

According to Pan et al., in patients with NSCLC who are
positive for ALK or ROS1, bone metastasis accounted for 43%,
intrapulmonary lesions accounted for 37%, pleura metastasis
accounted for 30%, and brain metastasis accounted for 21%.
These four metastases are the most common in NSCLC.*
Another study showed that NSCLC patients aged 40 years or
younger accounted for about 4% of the total number of NSCLC,
of which 54.5% were women, 86.1% of patients were with
adenocarcinoma, and 72.5% of patients were non-smokers.>
About 35.7% of patients with stage IV NSCLC had central
nervous system (CNS) metastasis, and about 31.5% had bone
metastases. For patients with ALK-positive mutations, overall
survival (OS) was 9.8 months, and patients with ALK-negative
mutations had an OS of 5.6 months.” These data suggest that
it is necessary to summarize the data on ALK- or ROS1-positive
NSCLC metastases, analyze the metastases mechanism, and
propose some constructive treatment strategies.

2. Metastasis manners of ALK and
ROS1 rearrangement NSCLC
2.1 Metastasis in the CNS

In NSCLC patients with ALK rearrangements, the CNS appears
to be one of the most common metastatic sites during the
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patient's treatment, such as the brain, pia mater, and spinal
cord.”™ NSCLC brain metastases are generally considered to be
the final stage of advanced disease and an ominous sign of
disease progression and death,"” and the incidence of brain
metastases is as high as 50%,"*'* whereas the incidence of
spinal cord metastases is 0.4%. Of note, 35-50% of ALK-positive
patients were found to have brain metastases when partici-
pating in one study.™**"*” And previous reports have described
a high proportion of CNS metastases in Latin American patients
at diagnosis.'® Moreover, the brain metastasis of ALK- or ROS1-
positive NSCLC has not been significantly improved after
treatment with drugs such as crizotinib, which is closely related
to the difficulty in crossing the blood-brain barrier (BBB).*
Table 1 provides a summary of recent clinical trials for the
treatment of ALK/ROS1 positive NSCLC brain metastases.

2.1.1 Leptomeningeal carcinomatosis (LC). LC is also
known as leptomeningeal metastasis (LM). It occurs in
approximately 3.8% of patients with unselected NSCLC,** and is
seen in about 5% of patients with ALK rearrangement. Since the
discovery of LC, its mechanism has not been clearly eluci-
dated.”* There are a variety of ways by which cancer cells can
invade the leptomeninges: it can be invaded directly by cells
adjacent to the spinal and cranial nerves,” also, the cells
involved in the venous blood circulation can enter the space
through the Batson plexus,” and those within the arterial
circulation can go across the choroid plexus to enter the lep-
tomeninges.*” These cancer cells proliferate in suspension and
they are in direct contact with pia mater, which is a thin
mesenchymal tissue layer covering the nerve axis, including the
spinal cord and root. Once identified, pial membrane metas-
tasis may invade the parenchyma and produce focal nerve
damage.* In a previous study, it was observed that patients with
LC usually had very poor prognosis, and neither chemotherapy
nor targeted therapy was able to significantly improve the
outcomes. The median survival of untreated patients was only
4-6 weeks.”

2.1.2 Intradural extramedullary spinal cord metastases
(IESCM) and intradural spinal cord metastases (ISCM). NSCLC
often metastasizes to the intracranial central nervous system,
but rarely metastasizes to the spinal cord, which occurs in only
about 2% of NSCLC patients with less than 150 cases described
in the medical case literatures.*® According to previous findings,
the spinal cord metastasis may have been caused by dissemi-
nation and seeding via the cerebrospinal fluid.?*->®

IESCM, also known as spinal cord pial metastases, are a special
clinical manifestation of LC-related spinal cord involvement.**"
Tumor cells spread and spread in the subarachnoid space outside
the spinal cord, resulting in a series of symptoms of spinal cord
and spinal nerve root involvement, manifested as metastatic spinal
cord compression syndrome. The incidence of such metastasis is
low, but the clinical symptoms of patients are heavy. Once they
occur, the quality of life of patients is seriously affected, and the
prognosis is extremely poor.**

Like LC, ISCM is a rare disease, but ISCM is common in
lung cancer and breast cancer metastasis, while cervical,
thoracic and lumbar spine are also affected. In NSCLC, ISCM
occurs in 2-4.2% of patients.""*>* Justin and colleagues
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recently reported the ISCM in the first ALK-positive NSCLC
patient.”* In their study, 3 out of 96 other ALK-positive
patients were also diagnosed with ISCM, but LC was not
found in these patients. The average time from diagnosis of
NSCLC to ISCM in all patients exceeded 15 months, indi-
cating that the longer the survival period, the greater the risk
of developing ISCM."*

Most reports are retrospective and limited in scale, so
there is no uniform conclusion on the best treatment for
patients with ISCM.*>** In general, management strategies
already include radiation therapy, surgery resection,
chemotherapy, or a combination of the above methods.** For
patients with intramedullary tumors, ISCM patients had the
worst results, with a median survival of approximately 4
months from the time of diagnosis.**

2.2 Bone metastasis

Kuijpers et al. in their study identified 784 KRAS+, 160 EGFR+
(exon 19del, exon 21 L858R), 42 ALK+ and 1008 triple negative
tumors. From this study, they reported that the bone was the
most common metastatic organ (34%).* Skeleton is one of the
common metastatic sites of lung cancer. Bone metastasis of
lung cancer interferes with local bone homeostasis, reduces
bone formation or/and increases bone resorption.***” Patients
with lung cancer and bone metastases have a poor prognosis
with a median survival of less than 1 year.’® The mechanism of
NSCLC bone metastasis is not fully understood, but there is
evidence that lung cancer cells invade the bone surface and
through the secretion of certain growth factors or cytokines,
thereby destroy the steady state of the bone.*

Receptor Activator of Nuclear Factor-« B Ligand (RANKL)
plays a critical role in the formation, survival, and function of
osteoclasts. Previous studies showed that RANKL is very
important for the processes leading to bone metastases pro-
ceeded to skeletal destruction.*” The RANK receptor is respon-
sible for RANKL functions, it is expressed on osteoclasts and
osteoclast precursors, and is inhibited by the soluble decoy
receptor osteoprotegerin (OPG).***> Using diverse signals
including interleukin (IL)-1B, IL-6, IL-8, IL-11, IL-17, macro-
phage inflammatory protein-1 alpha (MIP1a), tumor necrosis
factor-o,, parathyroid hormone-related protein (PTHrP), and
prostaglandin E2 (PGE2) metastatic tumor cells cause an up-
regulation of RANKL within bone stromal cell.** Subsequently,
in response to PTHrP, IL-1, PGE2, Dickkopf-related protein 1
(DKK-1) or epidermal growth factor (EGF), tumor involvement
in bone can also down-regulate local OPG levels in stroma and
osteoblasts.* In any case, an increase in the ratio of RANKL to
OPG in the local bone microenvironment can lead to invasive
osteolytic bone destruction.

Some preclinical studies have demonstrated that the inhi-
bition of RANKL leads to a significant reduction of bone tumor
burden. Moreover, the combination of RANKL inhibitors with
chemotherapy not only targets the bone environment to treat
NSCLC bone metastases but also supports further clinical
evaluation, thus establishing that the combinatorial approach
is better than the use of either drug alone.*

This journal is © The Royal Society of Chemistry 2019
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Table 1 Treatment of ALK/ROSL positive NSCLC brain metastasis with TKls-summary of the latest clinical trials®

Molecular Clinical trials. gov Clinical Complete intracranial ~ Intracranial
Agent targets identifier Patients  stage Dosage response rate (%) PFS Reference
Crizotinib ~ ALK/ROS1/  NCT01154140 39 Phase III 250 mg per 12 weeks: 85%), 9 months 77
MET (PROFILE 1014) trial os twice daily 24 weeks: 56%
Ceritinib ALK/ROS1 NCT01828099 54 Phase III 750 mg per 24 weeks or 10.7 months 141
(ASCEND-4) trial os daily longer: 46.3% (n=189)
(n=54)
Alectinib ALK NCT02075840 15 Phase III 300 mg per 33% 26.3 months 117 and
(J-ALEX) trial os twice daily 144
Brigatinib ~ ALK/ROS1 NCT02094573 73 Phase II 180 mg per — 18.4 months 145
trial os daily
Lorlatinib ~ ALK/ROS1 NCT01970865 81 Phase II 100 mg per 20% — 146
trial os daily
Ensartinib ~ ALK/ROS1 NCT01625234 14 Phase I/Il 225 mg per 57% 16.6 months 120
trial os daily

“ PFS, progression-free survival; ALK, anaplastic lymphoma kinase; ROS1, c-ros oncogene 1; MET, mesenchymal-epithelial transition.

2.3 Lymph nodes metastasis

Lymph nodes (LNs) are common site of metastasis and it is
important for triggering an anti-tumor immune response.
Therefore, cancer cells must evade the immune response before
they can be transferred to LNs.** The process of lymphatic
metastasis begins with the orchestration of lymphangiogenesis
and the preparation of a premetastatic niche.*® A premetastatic
niche is a LN microenvironment favorable for tumor growth.
Cancer cells then invade tumor-associated lymphatic vessels at
the primary site on their way to tumor-draining LNs (TDLNs),
where they survive and grow.*®

The mechanism by which LN lymphangiogenesis results in
metastasis has not yet been identified, but one hypothesis
suggests that increased lymph flow which is an effect of LN
lymph angiogenesis may lead to a more efficient delivery of
cancer cells to LNs and distant organs, and the expression of
both vascular endothelial growth factor (VEGF)-C and VEGF-D
have been linked with increased LN metastasis.*® A study con-
ducted by Zhang et al. showed that the frequency of lung cancer
patients with lymph node metastasis expressing ALK and ROS1
fusions was 10.7% and 1.8% respectively.*

Gao et al. analyzed ALK fusions from paired primary and
metastatic lymph node tumors in 78 lung cancer patients who
had not received small molecular tyrosine kinase inhibitors
(TKIs), and proved that the ALK fusions of primary lung cancers
and those in corresponding metastatic lymph node tumors are
highly consistent.*®

2.4 Ovarian metastasis

Ovarian metastasis from lung cancer is extremely rare,
approximately 0.3-0.4% of metastatic ovarian tumors metasta-
size from lung cancer, and about 33% of the lung carcinomas
that metastasize to the ovary are adenocarcinomas.**-** Ovarian
metastasis has been observed to be more common among
young women with lung cancer, this is a feature usually
common in ALK- and ROS1-positive patients. A few cases of
ovarian involvement from ALK-positive NSCLCs have been re-
ported. Jing and colleagues presented a case of a 41 year-old

This journal is © The Royal Society of Chemistry 2019

woman who was initially diagnosed with NSCLC adenocarci-
noma on histology.”® After receiving a 6-course first-line
chemotherapy and 8-course maintenance therapy, emergency
surgery was performed and the resected tissues were sent for
pathological evaluation and immunohistochemistry (IHC)
analysis. The pathological diagnosis of the resected ovarian was
metastatic pulmonary adenocarcinoma and a positive indica-
tion for ALK rearrangement was found in a metastatic ovarian
lesion. Hence, it was deduced that specimens from metastatic
lesions and primary tumors are equally suitable for use in
detecting ALK rearrangement for therapeutic strategies in
patients with advanced NSCLC. After the detection of ALK
rearrangement, crizotinib was administered, and the disease
remained stable after 10 months of crizotinib therapy.*
Although several cases of ovarian metastasis involving ALK
rearrangement have been presented, only one case of bilateral
ovarian metastasis from ROS1 translocated lung adenocarci-
noma has been reported so far. Franchina et al. presented a case
of a 43 years old never smoking woman diagnosed with meta-
static lung adenocarcinoma.*® Transvaginal ultrasound indicated
the presence of dysfunctional cysts in both ovaries. After under-
going EGFR, KRAS and ALK testing, no actionable mutation was
found and she commenced first-line chemotherapy with
cisplatin-pemetrexed. After 19 months FISH assay detected the
presence of ROS1 rearrangement. They reported a lengthy
progression-free survival (PFS) on pemetrexed-based chemo-
therapy, but after re-staging and pathological confirmation of
ROS1 translocation, she enrolled in a phase II study of crizotinib.

2.5 Choroidal metastasis

Lung cancer has been reported to metastasize to the eye in 0.2% to
7% of patients based on clinical studies.> There is abundant blood
supply to the choroid, this may present a suitable microenviron-
ment for cancer cell growth. Thus, the choroid is the most
common ocular tissue affected by metastatic disease.”>*® Lu and
colleagues reported a case of a patient with ROS1-rearranged
NSCLC that presented with choroidal metastases and did not
respond to initial chemotherapy but had a rapid and complete
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response to crizotinib.”” Feng and colleagues reported a similar
case in an ALK-positive patient.*® However, another study presents
a case where the metastatic tumor was first responsive to crizotinib
and a decrease in tumor size and improved vision was observed.*
The condition was stable until the 16th month of crizotinib
therapy when a new superior metastasis was detected. Crizotinib
therapy was continued for 2 weeks and then discontinued after the
patients’ vision worsened. Treatment with the second generation
anti-ALK agent, brigatinib was initiated. After brigatinib treatment,
the patient's ocular symptoms were resolved and vision
improved.® Also, the second generation ALK inhibitors alectinib
and ensartinib have shown to be effective against of crizotinib
resistant choroidal metastasis in patients with ALK NSCLC.***

2.6 Other metastasis

Most incidence of NSCLC is accompanied by multiple metas-
tases (pleura, adrenal gland, muscle, bone, liver). This is also
reflected in the pathology of patients with ALK-positive
NSCLC.* An increase in the incidence of liver metastases in
ALK-positive patients was recently reported.®>*> Mikes et al.
observed a higher incidence of pericardial, pleural, and liver
metastasis in ALK-positive patients compared to patients
without an EGFR, KRAS or ALK oncogene abnormality.®® Beside
that Di Ma et al. analyzed the clinicopathological features and
treatment outcomes of 52 patients with ALK-positive advanced
NSCLC admitted to the Oncology Department of the Cancer
Hospital of the Chinese Academy of Medical Sciences. They
reported that pleural metastases occurred in 36.5% of
patients.® But no reports of relevant mechanisms were found.

3. The metastasis mechanisms of ALK
and ROS1 rearrangement NSCLC

A novel circRNA F-circEA-2a produced from the EML4-ALK fusion
gene which is mainly located in the cytoplasm was identified,
although F-circEA-2a does not affect the proliferation of NSCLC
cells, it can significantly affect the migration and invasion of
cancer cells.®® It has been reported that metformin increases cell
sensitivity to crizotinib by inhibiting cell proliferation and inva-
sion to promote apoptosis, which is likely to be related to down-
regulation of insulin-like growth factor 1 receptor (IGF-1R)
signaling.®® Epithelial-mesenchymal transition (EMT) is closely
related to the invasion and metastasis of cancer cells, previous
findings suggest that EMT was acquired during ALK inhibitor
therapy.*” And this process is related to EMT-related proteins E-
cadherin and vimentin.®® As another major regulator of EMT,
slug is up-regulated by up-regulation of hypoxia inducible factor
(HIF)}-1o during hypoxia. Expression of EML4-ALK also increases
expression of EMT-inducing transcription factors, snail and slug,
suggesting that EMT is ongoing.*® And blocking extracellular
regulated protein kinases (ERK) 1/2 can antagonize cell migration
mediated by EML4-ALK.”® An and colleagues have shown that
Crk-like protein (CRKL) is a key downstream response factor for
ALK. Although knockdown of CRKL has no effect on ALK phos-
phorylation and expression in cells, it hinders the expression of
the downstream genes RAS and RAC1 of ALK, which leads to
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a decrease in cell viability and migration ability.”* In addition,
studies have shown that by directly targeting zinc finger E-box-
binding homeobox 1 (ZEB1) and indirectly up-regulating E-
cadherin, high expression of miR-200c significantly inhibits
proliferation, migration and invasion of NSCLC cells.”

In the study of invasion and metastasis of the high expres-
sion of ALK or ROS1 NSCLC, Jun et al. observed that ROS1 cells
expressing the CD74-ROS1 fusion were highly invasive in vitro
and metastatic in vivo. Expression of CD74-ROS1 resulted in the
phosphorylation of the extended synaptotagmin-like protein E-
Syt1.” A recent study conducted by our group further demon-
strated that CD74-ROS1 or CD74-ROS1 G2032R mutations
induce cell EMT in A549 cells by constructing an A549-CD74-
ROS1 crizotinib-resistant cell line with the G2032R mutation.
This promotes migration and increases expression of matrix
metalloproteinase (MMP)-9 and Twist1 transcription factors.”
Fig. 1 summarizes possible pathways for ALK/ROS1 positive
NSCLC invasion and metastasis.

4. Conventional treatments

The side effects caused by conventional chemotherapy make it
very limited in controlling ALK- or ROS1-positive NSCLC
metastasis compared to targeted therapy and immunotherapy.
Due to cumulative toxicity, patients often fail to receive multiple
courses of conventional chemotherapy including platinum-
based chemotherapy, pemetrexed chemotherapy or both,
while targeted therapy and immunotherapy can be more easily
maintained.” Increasing the chemotherapy cycle can signifi-
cantly prolong progression-free survival (PFS), but the OS
cannot be improved, while adverse reactions increase, and
quality of life declines.” The PROFILE 1014 phase III study re-
ported a median PFS of 7.0 months in patients receiving
conventional chemotherapy (pemetrexed plus cisplatin carbo-
platin), which was significantly lower than patients receiving
crizotinib with a median survival of 10.9 months.”” In patients
who received bevacizumab plus platinum-containing dual-drug
chemotherapy in the first-line, and bevacizumab plus peme-
trexed for dual-drug maintenance therapy prolonged PFS
compared with bevacizumab monotherapy maintenance
therapy.” Even if maintenance treatment can prolong PFS, OS
cannot be prolonged and the quality of life cannot be
improved.”

5. Treatments targeting metastasis of
ALK and ROS1 rearrangement NSCLC

5.1 Crizotinib

Crizotinib (Xalkori, PF-02341066) is an oral small-molecule
inhibitor which can inhibit the tyrosine kinases ALK, ROS1, and
MET factor and it was also the first direct ALK inhibitor tested in
humans with ALK rearrangement-positive lung cancer.**®' Reports
on the use of crizotinib for CNS metastasis are contradictory and
the mechanisms involved are not fully understood.®**

However, in the PROFILE 1014 phase III study, a comparison
study between crizotinib and chemotherapy®® showed that

This journal is © The Royal Society of Chemistry 2019
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intracranial efficacy was prospectively assessed using protocol-
specified brain imaging at baseline in patients with brain
metastasis, crizotinib showed a clinically and statistically
significant improvement in efficacy compared to platinum-
pemetrexed chemotherapy.”*® As a result of this study, crizo-
tinib was approved as first-line agent by the FDA in 2013.%% In
another study, crizotinib had less effect on the control of CNS
metastasis, this is mainly due to the role of the BBB, because
crizotinib is a known P-glycoprotein substrate that can be
excreted by the BBB.* Toyokawa et al. also observed that the
concentration of crizotinib in cerebrospinal fluid was extremely
low,” thus suggesting that crizotinib may not reach the thera-
peutic concentration that should be found in the CNS. Takeda
et al. reported that isolated radiotherapy of CNS lesions in
patients whose disease had progressed on crizotinib led to
favorable outcomes following resumption of crizotinib therapy,
indicating that a combination of isolated radiotherapy with
crizotinib therapy may improve the prognosis of patients with
CNS metastases.’

Zhang et al. reported a case in which the use of crizotinib
combined with surgery, whole brain radiotherapy (WBRT) and
residual focus supplemental radiotherapy for the treatment of
ROS1-positive lung adenocarcinoma with symptomatic brain
metastases was successful.”* If the concentration of crizotinib in
cerebrospinal fluid can be monitored regularly, crizotinib
combined with WBRT may be an alternative strategy for CNS
metastasis in patients with ROS1-positive NSCLC.**

Crizotinib has proven to be effective against LC because
disruption of the BBB with WBRT results in elevated concen-
trations of crizotinib in the cerebrospinal fluid.”* The OS of
patients treated in this manner is approximately ~5 years.””
There have even been reports of profound effects of ALK
inhibitors on EML4-ALK-positive lung cancer patients, and
almost all bone metastases and lymph node metastases dis-
appeared shortly after crizotinib administration.**

5.2 Ceritinib

Ceritinib (Zykadia, LDK378) is a second-generation, small-
molecule, ATP-competitive ALK tyrosine kinase inhibitor
(TKI). It is structurally different from crizotinib and has proven
to be 20 times more effective than crizotinib.*® Ceritinib is
effective in patients with metastatic NSCLC including but not
limited to brain metastasis. It showed significant CNS activity®®
compared to the first-generation ALK inhibitor. Its anti-brain
metastasis effect in ALK-positive NSCLC, suggests it has
a better BBB penetrating ability. Ceritinib is known to have 15%
CSF penetration.”” This is also verified in ASCEND-1 Trial
(#8003).%

Moreover, studies have shown that ceritinib can prolong PFS
in patients. This study envisions the application of ceritinib in
ROS1 rearranged NSCLC patients.”® Ceritinib also showed
excellent anti-IESCM activity in patients with ALK-positive
NSCLC.” Although there is a current lack of case support, but
evidence from pathology reports and some preclinical studies,
suggest that second-generation ALK inhibitors, especially cer-
itinib, may be a good choice for treating LC.*” It is worth noting
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that ceritinib may be highly effective in patients whose disease
has progressed on crizotinib and has metastasized regardless of
where the metastatic site is.’*

5.3 Alectinib

Alectinib (CH5424802/R05424802) is a highly selective second-
generation ALK inhibitor. In the phase I/II trial in the United
States, alectinib has significant activity on brain metastases of
ALK rearranged NSCLC with an initial total response rate of
52%.'*"* In November 2017, the FDA approved the use of
alectinib for first-line treatment of patients with ALK-positive
metastatic NSCLC."* This is based on the 3rd clinical trial
test (ALEX). In the ALEX trial, 45% of patients in the crizotinib-
treated group developed CNS progression and this number is
only 12% in the alectinib-treated group.'®

When it comes to LC or ISCM, a large number of experimental
conclusions tells us that alectinib has a beneficial effect on CNS
lesions.”*'°41%¢1% 1n the report by Justin et al., alexinib showed
significant anti-tumor activity in ALK-positive LC patients. In
addition, they found that alectinib had a good control of patients
with recurrent CNS disease after treatment with crizotinib and
ceritinib.’® Alectinib's phase II global study demonstrated its
effective clinical activity in patients with advanced ALK-positive
NSCLC. Alectinib also led to a reduction in CNS metastasis,
and CNS objective response rate in patients with CNS metastases
is 57%, and the CNS complete response rate is 27%.'””

Therefore, as a more effective ALK receptor inhibitor, its real
therapeutic advantage lies in the treatment of CNS metastatic
disease. Its mechanism is that, unlike other ALK inhibitors,
alectinib is not a substrate for P-glycoprotein, so it can reach
higher concentrations in the cerebrospinal fluid.'** Unfortu-
nately, there are few reports on the treatment of ROS1-positive
NSCLC with alectinib.

5.4 Brigatinib

The targeted therapy drug brigatinib (Alunbrig™) for patients
with metastatic NSCLC was granted accelerated approve by the
US Food and Drug Administration (FDA) in April 2017.** In
patients with ALK-positive NSCLC who had not previously
received an ALK inhibitor, PFS was significantly longer among
patients who received brigatinib than among those who
received crizotinib. In a phase 3 trial, brigatinib, as compared
with crizotinib, had superior efficacy against systemic and
intracranial disease.'® So brigatinib is another second-
generation ALK inhibitor that has enhanced antitumor activity
and broad anti-mutation activity compared to other second-
generation ALK inhibitors."™

Importantly, according to the phase I/II trial results, patients
with brain metastases had an objective response rate of 67% and
a median progress free survival of 15.6 months or even higher,
indicating that brigatinib may have excellent CNS activity.**>

5.5 Lorlatinib

Lorlatinib (PF-06463922), a third-generation small molecule
TKI, is a novel, reversible, ATP-competitive inhibitor of ALK and
ROS1. Inhibition acts by mediating the disruption of the
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Fig.1 Diagram of the possible pathways for ALK/ROS1 rearrangement NSCLC invasion and metastasis. IGF1, insulin-like growth factor 1; IGF1R,
insulin-like growth factor 1 receptor; ERK, extracellular signal-regulated kinases; MAPK, mitogen-activated protein kinases; CRKL, Crk-like
protein; RAS, RAC1 (downstream genes of ALK); mTOR, mammalian target of rapamycin; E-Sytl, extended synaptotagmin-like protein 1; HIF-1a,
hypoxia inducible factor-1a; ZEB1, zinc finger E-box-binding homeobox 1; EMT, epithelial-mesenchymal transition.

signaling pathways of ALK and ROS1.'** Lorlatinib has been
approved for the treatment of ALK-positive NSCLC in the United
States and Europe.' It is important that lorlatinib also has
a good effect on patients with brain metastases through the
BBB."* Animal studies have shown that lorlatinib is more
effective against CNS lesions than alectinib.™*® Clinical studies
showed that at any time point, the cumulative incidence of CNS
progression and non-CNS progression was lower in the alectinib
group than in the crizotinib group.**>*****

NCT01970865 was an open-label multicentre phase I/II
study"*® which demonstrated that alectinib is systemically
active in patients with advanced ALK- or ROS1-positive NSCLC
and can prevent intracranial metastasis. Therefore, lorlatinib is
very promising as the treatment of choice for ALK- or ROS1-
positive NSCLC patients with tumor metastasis.

5.6 Ensartinib

Ensartinib is a new generation of uniquely effective ALK
inhibitors with good clinical activity. Ensartinib not only
inhibits wild-type ALK, but also inhibits ALK-mutants (F1174,
C1156Y, L1196M, S1206R, T1151, and G1202R mutants).*®
Phase I/II study of ensartinib (X-396) demonstrated that in 14
patients with brain metastases, brain tumors disappeared

17926 | RSC Adv., 2019, 9, 17921-17932

completely in 2 patients, tumors in 7 patients were significantly
reduced, and it had an intracranial response of 64.3%. There
were 4 patients with stable tumor progression, so the total brain
tumor control rate was as high as 92.9%. Therefore, its
remarkable CNS activity is worthy of our attention.**

5.7 Erlotinib

Although erlotinib is a selective inhibitor of EGFR tyrosine kinase
domain, it has been reported that it may have improved CNS
metastasis activity, the CSF penetration rate of erlotinib in patients
with CNS metastases is 5.1%, which suggests that it can be one of
the options for the treatment of CNS metastasis in NSCLC."** The
overall response rate is about 50%, which is better than standard
second-line chemotherapy.” In addition, there are reports rec-
ommending the use of bevacizumab in combination with erlotinib

as a first-line treatment for brain metastases.**

5.8 Immunotherapy

Several research groups have found that programmed cell death 1
ligand 1 (PD-L1) expression is associated with driving mutations
such as EGFR mutations and EML4-ALK fusion genes in NSCLC
and that overexpression of EML4-ALK fusion gene increases PD-

This journal is © The Royal Society of Chemistry 2019
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L1 expression via a common downstream pathway mediated by
mitogen-activated protein kinases/extracellular signal-regulated
kinases (MAPK/ERK) and phosphoinositide 3-kinases-protein
kinase B (PI3K-AKT).”** Hong et al found that ALK fusion
protein-mediated PD-L1 increased T cell apoptosis in tumor cell
and dendritic cells-cytokine induced killer (DC-CIK) cell co-
culture systems.”™* One report claims that clinically, in
patients with NSCLC, there are fewer studies on programmed cell
death protein 1 (PD-1) axis inhibitors in patients with ALK
mutations. However, patients with EGFR mutations have a lower
response rate (about 10%) to PD-1 axis inhibitors.'* Anti-PD-L1
drugs include atezolizumab and durvalumab, as well as anti-
PD-1 drugs, nivolumab and pembrolizumab have been
approved in patients with NSCLC."*® In one study, the addition of
atezolizumab to bevacizumab plus chemotherapy (carboplatin
plus paclitaxel) significantly improved PFS and OS among
patients with metastatic non-squamous NSCLC, regardless of PD-
L1 expression and EGFR or ALK genetic alteration status.'
Compared with docetaxel, atezolizumab has a higher efficacy in
advanced and metastatic NSCLC progressing.'***** The US Food
and Drug Administration approved nivolumab in March 2015 for
the treatment of patients with metastatic squamous NSCLC."*
Moreover, in patients with advanced squamous cell NSCLC,
nivolumab was significantly superior to docetaxel in OS, response
rate, and PFS regardless of PD-L1 expression levels.'*® Pem-
brolizumab, a monoclonal antibody that binds to the PD-1
receptor, is approved for the treatment of patients with meta-
static non-squamous NSCLC who do not have EGFR or ALK
genomic tumor mutations.” And a sustained intracranial
response was achieved in 33% of NSCLC patients." Similarly,
Kamath et al. reported an intracranial response rate of 20-30% in
patients with melanoma or NSCLC brain metastases treated with
the PD-1 inhibitor pembrolizumab.**® These studies have shown
that pembrolizumab was well tolerated and that intracranial and
extracranial responses were highly consistent. The PD-1/PD-L1
inhibitor nivolumab and the cytotoxic T lymphocyte-associated
antigen-4 (CTLA-4) inhibitor ipilimumab are currently the most
widely used combined immunotherapy. Nivolumab and ipili-
mumab are the first PD-1/CTLA-4 combinations to show safety
and superior efficacy in metastatic melanoma,"” however these
types of combination therapy failed to improve PFS and OS in
metastatic NSCLC and is not recommended for the treatment of
relapsed or metastatic NSCLC."**

6. Discussion

In this review, we thoroughly summarized the invasion and
metastasis pathways of ALK and ROS1 overexpressed NSCLC
and current possible therapeutic strategies. Although NSCLC
patients with ALK and/or ROS1 mutations account for a small
fraction of the overall NSCLC, they have become a research
hotspot in recent years. Compared with other parts of the
metastasis, the occurrence of brain metastasis makes treatment
difficult because of the existence of the BBB,' however, after
crizotinib, many second-generation TKIs have been developed,
such as ceritinib, alectinib, etc., all of which can cross the BBB
and maintain a certain concentration in CSF, which improves
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the prognosis of patients with NSCLC brain metastases.*'*
From the perspective of historical treatment, chemotherapy
plus stereotactic radiosurgery (SRS), WBRT and surgery were the
mainstream treatments of brain metastases,**° but we now have
more choices. For example, erlotinib plus bevacizumab may be
used as first-line therapy for brain metastasis (BM) in NSCLC,
even in patients with BM-related neurologic symptoms and
multiple BMs;*** microsurgical resection plus SRS is a good
treatment for metastatic intramedullary spinal cord tumors,
while also avoiding damage to surrounding tissues;'*’ crizotinib
combined with intrathecal chemotherapy may have a better
effect on pia mater disease in patients with ALK-positive
NSCLC;*** pemetrexed is used as a control in some clinical
studies and has been shown to be less effective than TKIs, but
does not rule out the possibility of combination therapy.*** And
also some immunotherapies have provided us with new ideas,
in patients with PD-L1-negative tumors, the combination of
pembrolizumab with chemotherapy showed high levels of
activity compared to chemotherapy alone'*>'*

Despite we can't solve the problem of lung cancer metastasis
right away, we can take a different approach to get a better prog-
nosis. The new ALK/ROS1 inhibitor should not only be more
effective than crizotinib and able to inhibit the clinically relevant
acquired resistance mutations in ALK or ROS1 but also confer
sustained clinical activity in the CNS. We should focus more on
reducing drug toxicity and reducing related side effects. Although
diseases such as brain metastasis are serious and complicated
diseases, the management of NSCLC in recent years has extended
the life of patients, and it is necessary to develop more personal-
ized treatment plans and continuously optimize treatment plans.

7. Conclusion & future perspectives

Cases of tumor metastasis in ALK/ROS1 rearrangement NSCLC
patients are common, which are associated with acquired drug
resistance, once the disease is present, the prognosis is poor, and
the mortality is high. Therefore, we summarized the most common
metastasis manners for ALK/ROS1 rearrangement NSCLC and its
mechanisms based on the existing researches and intended to
provide ideas for future researches. We also reviewed the latest
clinical trial data which give a clearer understanding of research
progress in developing the most effective treatment options.
Crizotinib combined with WBRT may have a better effect on
the ROS1-positive lung adenocarcinoma with symptomatic brain
metastases; after treatment with crizotinib and ceritinib, alecti-
nib can effectively control recurrent central nervous system
diseases; erlotinib plus bevacizumab can be used as first-line
treatment for BM in ALK-positive NSCLC. We suggest more
researches should focus on the related mechanisms of increased
invasion and metastasis rate caused by ALK/ROS1 rearrangement
NSCLC and exploring personalized treatment strategies is urgent.
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